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About the Committees
This is the eighteenth joint annual report of the Committee on Toxicity of Chemicals in Food, Consumer
Products and the Environment (COT), the Committee on Mutagenicity of Chemicals in Food, Consumer
Products and the Environment (COM) and the Committee on Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment (COC).
The aim of these reports is to provide a brief toxicological background to the Committees' decisions. Those
seeking further information on a particular subject can obtain relevant references from the Committee's
administrative secretary or from the internet sites listed below.
In common with other independent advisory committees, Committee members are required to follow a
Code of Conduct which also gives guidance on how commercial interests should be declared. Members are
required to declare any commercial interests on appointment and, again during meetings if a topic arises in
which they have an interest. If a member declares a specific interest in a topic under discussion, he or she
may, at the Chairman's discretion be allowed to take part in the discussion, but they are excluded from
decision-making. Annex 1 contains the terms of reference under which the Committees were set up. The
Code of Conduct is at Annex 2 and Annex 3 describes the Committees’ policy on openness. Annex 4 has
the Good Practice Agreement for Scientific Advisory Committees. Annex 5 contains a glossary of technical
terms used in the text. Annex 6 is an alphabetical index to subjects and substances considered in previous
reports. Previous publications of the Committees are located at Annex 7.
These three Committees also provide expert advice to other advisory committees, such as the Advisory
Committee on Novel Foods and Processes, and there are links with the General Advisory Committee on
Science, Veterinary Products Committee and the Advisory Committee on Pesticides.
The Committees’ procedures for openness include the publication of agendas, finalised minutes, agreed
conclusions and statements. These are published on the internet at the following addresses:
COT:
COC:
COM:

http://cot.food.gov.uk
http://www.iacoc.org.uk/index.htm
http://www.iacom.org.uk/index.htm

This report contains summaries of the discussions and includes the Committees’ published statements in full
in order to fulfil the obligation to publish statements both electronically and in hard copy.
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Preface
The Committee on Toxicity (COT) evaluates chemicals for their potential to harm
human health. Evaluations are carried out at the request of the Food Standards
Agency, Department of Health, Health Protection Agency and other Government
Departments including the Regulatory Authorities, and are published as statements on
the Internet. Details of membership, agendas and minutes are also published on the
Internet.
2008 has been another busy year for the Committee with agreement of nine
statements. These cover diverse topics, including research on mixtures of certain food additives and on the
reproductive effects of caffeine; risks from the presence in food of chemicals such as pyrrolizidine alkaloids
and various metals and trace elements; residues in meat and dairy products from animals that have eaten
bracken; and chlorinated disinfection by-products in drinking water. We also undertook a review of the
evidence relating to the role of exposure to peanut in early life in development of peanut allergy. Advice
was given on a number of approaches to toxicity testing and risk assessment, including for nanomaterial
toxicology, tobacco products and contaminated land. The Committee held a highly successful scientific
workshop on transgenerational epigenetics, which was attended by scientists from academia and industry
and other interested individuals. A report of the workshop is included in this report.
I became chair of the COT in April 2008, having previously been a member, and I have found it interesting
and rewarding to become more involved in the Committee’s varied programme of work, and also to serve as
a member of the Food Standards Agency General Advisory Committee on Science. I would like to thank my
predecessor, Professor Ieuan Hughes, who completed his term of office at the end of March 2008, and all of
the Committee members for their valuable contributions to the work of the COT. I would also like to add
my thanks and appreciation for the work carried out by the administrative and scientific secretariats
without whom the Committee would not be able to function.
Professor David Coggon (Chairman)
OBE MA PhD DM FRCP FFOM FFPH FMedSci
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COT evaluations
Air fresheners
Introduction and background
1.1

During the 2007 horizon-scanning exercise, members asked for a review of exposure data on air
fresheners and information on potential respiratory effects. To explore this further, an overview of
the published scientific literature was presented to the Committee which focussed on whether the
use of air fresheners was associated with adverse respiratory effects.

1.2

Air freshener products can include incense, natural products, scented candles, aerosols, liquid
fresheners, electric diffusers and gels. Air fresheners can release volatile organic chemicals (VOCs)
which include aromatic hydrocarbons such as xylenes, dichlorobenzenes, terpenes, alcohols, aldehydes
and esters, as well as fine and ultrafine particulates. The VOCs released by air fresheners can also
react with ozone to produce respiratory irritants such as formaldehyde. The chemistry of such
reactions is complex and highly variable depending on the conditions of use. Other products such as
cleaning agents may also contain the same VOCs as air fresheners, including those which react with
ozone.

Exposed and vulnerable groups
1.3

Adults and children within the home are exposed to substances from air fresheners largely by
inhalation, though dermal and ocular exposure to solid or liquid air fresheners may occur. Accidental
ingestion by children has also been reported. Potentially susceptible groups might include children and
those who are asthmatic, have other respiratory illness or disease or who are otherwise sensitive to
chemicals/odorants.

1.4

The data on the pattern and extent of air freshener use and, in particular, the magnitude of exposure
to particular VOCs or particulates are limited, though limited evidence suggested that exposure to
these substances from cleaning products may be higher than from air fresheners.

Adverse effects
1.5

The data linking exposure to air fresheners to adverse respiratory effects in humans are limited.
Descriptive studies have reported adverse health effects in individuals following exposure to air
fresheners but these studies have not provided exposure data, excluded effects of cleaning products
or provided information on symptoms in control subjects. Data from the Avon Longitudinal Study of
Parents and Children (ALSPAC) did not find an association between air freshener use and respiratory
effects amongst mothers of infants post-partum. However, data from this study indicated an
association between high maternal chemical body burden and persistent wheezing during childhood,
though the proportion of the chemical burden attributable to air freshener use, if any, was unknown.
Other explanations for this finding are also possible, including the “hygiene hypothesis”. It was noted
that exposure patterns are likely to have changed since the children in the ALSPAC cohort were born
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and the observed associations with respiratory function might be confounded by differences in
cleanliness in the houses of the study group. VOCs from indoor air (all sources combined) are linked
to adverse respiratory effects.
1.6

Limited animal data were also available indicating that one solid air freshener product was associated
with possible sensory irritation and that high levels of the terpene d-limonene found in household
products including air fresheners, resulted in pulmonary irritation.

Conclusion
1.7

It was not possible to reach any specific conclusion on the potential for adverse respiratory effects
arising from the use of air fresheners. To assist in the interpretation of future studies, it was important
to try to define the nature and extent of VOC exposure attributable to air fresheners and other
consumer products, and to try to distinguish between product categories.

Future action
1.8

It was noted that the Committee on the Medical Effects of Air Pollutants (COMEAP) Subgroup on
Asthma were reviewing all relevant data on VOCs including air fresheners, and the Committee’s
comments would be forwarded to them for consideration.

Bracken - Risk to consumers from eating foods derived from animals that
had eaten bracken

8

1.9

Several cases of poisoning of food-producing animals as a result of eating bracken had been reported
to the Veterinary Laboratories Agency. These cases had been discussed in July 2007 at the
interdepartmental Quarterly Review of Incidents where it was noted that the foods derived from
bracken- exposed animals could contain residues of carcinogenic substances from bracken. The
Committee was asked to comment on the risk to consumers from eating foods derived from brackenexposed animals and to advise the FSA on measures that might be taken to protect consumers. The
Committee considered the available information on bracken and its constituent chemicals and
subsequently prepared a Statement on the Risk to Consumers of Eating Foods Derived from Animals
that had Eaten Bracken.

1.10

It was concluded that bracken contains some genotoxic or possibly genotoxic substances, including
ptaquiloside, kaempferol and shikimic acid, and that it would be prudent to regard bracken and at least
one of its constituents (ptaquiloside) as being potentially carcinogenic to humans at all levels of
ingestion. Furthermore it was noted that ptaquiloside from bracken ingested by food-producing
animals can be passed into milk or edible tissues that might be consumed by humans. It was
recommended that the level of consumer exposure to ptaquiloside and other bracken-derived
genotoxic substances should be kept as low as reasonably practicable (ALARP). It was considered that
the concentration of ptaquiloside in milk should have depleted to tolerably low levels after a brackenpoisoned cow had been on a bracken-free diet for at least 4 days. However, the available evidence did

not provide a basis for estimating how long it would take for the amounts of ptaquiloside in meat and
offal of bracken-exposed animals to decline to tolerable levels.
1.11

The COT statement is included at the end of this report.

Children’s Environment and Health Strategy for the UK Consultation
1.12

Members were invited to comment on the document “A Children’s Environment and Health Strategy
for the UK” that had been put out for consultation by the Health Protection Agency (HPA).
Suggestions for additional areas of relevance included the possible effect of use of biocides in the
home on indoor asthma, the possible effects of mobile phone use on intellectual development, the
adverse effects of endocrine disrupters, peanut allergy, and nutritional problems in ethnic minority
communities. Aspects of toxicology that could be discussed in the document included
neurodevelopmental toxicology and other lifelong effects resulting from exposures to chemicals in
early life. Members also suggested that the document could indicate the areas where the greatest
impact can be made to improve the health of children. These suggestions were forwarded to the
consultation.

Chlorination disinfection by-products and risk of congenital anomalies in
England and Wales – new SAHSU study
1.13

The COT had previously provided advice in 1998, 2001 and 2004 on the findings of epidemiological
studies on chlorinated drinking water and reproductive outcomes.

1.14

In 2008 the Small Area Health Statistics Unit (SAHSU) completed phase 2 of its research – an
epidemiological study on chlorinated drinking water and congenital anomalies. The COT considered
the findings of this phase 2 study together with additional epidemiological studies relevant to
congenital anomalies and other adverse reproductive outcomes.

1.15

The Committee agreed that the phase 2 study showed no association between congenital anomalies
and chlorination disinfection by-products. The Committee also agreed that the additional data
provided did not show a convincing or consistent relationship between chlorinated drinking water and
adverse pregnancy outcomes.

1.16

The COT statement is included at the end of this report.

Contaminants in soil
1.17

In 2001, the COT provided advice on a framework for assessing the possible risks to human health
associated with long-term exposure to chemical contaminants in soil, based upon the Contaminated
Land Exposure Assessment (CLEA) model. In 2008, the Environment Agency in conjunction with the
HPA and Food Standards Agency (FSA), and at the request of the Department for Environment, Food
and Rural Affairs (Defra), updated this framework guidance.
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1.18

The Committee evaluated one of the revised contaminated land framework guidance reports, “Human
health toxicological assessment of contaminants in soil”. The report aimed to provide support to local
authorities and others in assessing and managing the risks to public health posed by land
contamination. It described approaches to identifying levels of contamination that would be
considered tolerable for those contaminants for which a threshold of effect is assumed, based on a
Tolerable Daily Intake, or as posing a minimal risk from non-threshold contaminants, based on a Margin
of Exposure (MOE) approach.

1.19

The Environment Agency asked for the opinion of the COT on the technical content and toxicological
approach proposed within the TOX Guidance Report.

1.20 The COC chair had confirmed that the approach attempted to be as consistent as possible with
current COC advice. The Committee agreed that it would be preferable to use the BMD10 and MOE
approach to assess compounds with non-threshold toxicity. Despite the report being one of a pair of
reports, with the other one describing exposure modelling, Members agreed that there were other
routes of exposure that needed to be included. The Committee also highlighted that the use of the
As Low As Reasonably Practicable (ALARP) principle needed to be considered earlier in the report; and
that clarity was needed regarding non-threshold toxicity as the report assumed that the interaction
with DNA but not necessarily the adverse effect was non-threshold. It was agreed that the
epidemiologists of the COC would be consulted for further comment.
1.21

The report was published by the Environment Agency in August 2008.

Dioxin research
1.22 Following up on the discussions during 2007 of FSA-funded research on developmental effects of
dioxins in rats (page 7, 2007 Annual Report), the Committee received a presentation from Dr D Bell on
additional pre-publication results of investigating interspecies differences in the aryl hydrocarbon
receptor (AhR).

Mixtures of food additives
1.23 At its meetings in April, May and July 2008, the COT discussed the results of an FSA-funded study on
mixtures of food additives. In a report in 2002 the COT made recommendations on approaches to risk
assessment of mixtures of pesticides and similar substances and in 2004 it considered whether these
could be applied to mixtures of additives and contaminants and outlined other approaches used for
assessing mixtures of additives and contaminants. The COT also commented on the Draft guidance
document on “Chemical mixtures: a framework for assessing risks” prepared by the Interdepartmental
Group on Health Risks from Chemicals (IGHRC).
1.24 The Committee received a presentation by the researchers. Members considered that the study, which
was substantial and complex, was carried out to high technical standards. However, at the doses
studied, no overt toxicity was observed with the four additives either individually or in combination.
Without using dose levels that demonstrate relevant toxicity, or being able to extrapolate to such
levels, it was not possible to interpret the results of the transcriptomics studies with respect to
implications for risk assessment.
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1.25 The Committee concluded that the new research did not raise concerns that combined exposure to
the four compounds tested would pose a risk to health at doses individually below Acceptable Daily
Intakes.
1.26 The COT recommended further work to determine the applicability of transcriptomics in risk
assessment of mixtures.
1.27 The COT statement is included at the end of this report.

Nanotechnologies in the food and feed area – comments on the
European Food Safety Authority opinion on risk assessment
1.28 In 2007 The European Commission asked the European Food Safety Authority (EFSA) to produce a
scientific opinion on the need for specific risk assessment approaches for technologies/processes and
applications of nanoscience and nanotechnologies in the food and feed area. In doing this EFSA was
required to consider existing national and international evaluations of risk assessment nanomaterials.
EFSA was also asked to identify the nature of the possible hazards associated with actual and foreseen
applications in the food and feed area and to provide general guidance on data needed for the risk
assessment of such technologies and applications.
1.29 In October 2008 EFSA published for public consultation a draft opinion on nanotechnology in food
and feed that had been compiled by its Scientific Committee. The COT and the Advisory Committee
on Novel Foods and Processes (ACNFP) were consulted on the contents of the draft opinion at their
November meetings. In addition the COM and COC were consulted by correspondence.
1.30 The draft opinion considered that the traditional risk assessment paradigm is an appropriate starting
point to address the additional safety concerns that may arise due to the characteristics of
nanomaterials and “it is the view of the Scientific Committee that this is also appropriate in the food
and feed area”. This risk assessment strategy was similar to those outlined earlier in a joint statement
by the COT, COC and COM in 2005 and in opinions by the EU Scientific Committee on Emerging and
Newly Identified Health Risks (SCHENIR) in 2006 and 2007.
1.31

The opinion was considered to be a very good summary of available information. There was a lack of
data on biological effects of nanoparticles following oral exposure. Members were disappointed that
there appeared to have been only limited developments in the available data in the three years since
the COT review of this area. The COT noted the regulatory challenge resulting from the mutable
surface characteristics of nanoparticles, which might require increased testing of products rather than
ingredients. The COT suggested that the opinion should provide more guidance on the use of the
different dose metrics described. The COT agreed with the opinion that there were fundamental
differences in the biological effects of soluble and insoluble nanoparticles.

1.32

The comments from the COT together with those from the ACNFP provided significant inputs into
the FSA response to the public consultation on the opinion.
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Nephropathy observed in a 2-year carcinogenicity study
1.33

As part of an update by the Environment Agency of its technical guidance on assessing the human health
risks posed by contaminants in soil, a series of reports that review the toxicology of chemicals identified
as priority contaminants are being produced. These toxicological reports provide a synopsis of the
available expert reviews by national and international organisations, and from these reviews, identify an
appropriate health-based guidance value from which a soil guideline value (SGV) may be derived.

1.34 For ethylbenzene, several organisations had differed in their interpretation of data and treatment of
uncertainties, and therefore, the EA had been unable to identify an appropriate health-based guidance
value for inhalation exposure. The most sensitive effect had been suggested to be nephropathy seen
in female rats in a 2-year carcinogenicity study conducted by the US National Toxicology Program
(NTP). The Committee was asked to advise on the interpretation of the NTP study results, and on an
appropriate uncertainty factor to be used in the derivation of a health-based guidance value.
1.35 The Committee concluded that the NTP rat study indicated a LOAEL of 750 ppm (3225 mg/m3) and a
NOAEL of 250 ppm (1075 mg/m3) for renal tubule hyperplasia. It was noted that the NTP study also
identified pituitary hyperplasia in female mice exposed to 750 ppm (3225 mg/m3) and to 250 ppm
(1075 mg/m3). However, the data provided were not sufficient for the Committee to be able to make
an assessment of this.
1.36 The Committee agreed that adjustment of the NOAEL for continuous exposure would be appropriate
in the absence of any toxicokinetic data, as this would be a conservative approach. The standard
uncertainty factor of 100 should be used with the adjusted NOAEL to derive a health-based guidance
value. Benchmark dose modelling of the data would be an appropriate alternative and the same
adjustment and uncertainty factors could be applied to a BMDL101.

Peanut avoidance - review of the 1998 COT recommendations on
1.37

Peanut allergy is a serious health problem among UK children, with recent estimates of prevalence
suggesting that between 0.2 and 1.8% of children may be affected. Unlike certain other food allergies,
peanut allergy commonly persists throughout life, and the only means of managing the condition
currently is avoidance of peanut and peanut products.

1.38 In view of the particular severity of allergic reactions to peanut (including anaphylaxis) and the
possibility that the prevalence of this allergy was increasing, the COT convened a Working Group in
1996. The aim was to review the scientific evidence on peanut allergy and to advise on whether there
was an association between early exposure to peanuts/peanut products and the incidence of peanut
allergy in later life. The conclusions of that previous review were that there was some support for the
suggestion that the development of peanut allergy in infants can result from exposure in utero or
during lactation, but that the available data were inconclusive. With regard to the mechanism of
sensitisation and allergy, however, a link between peanut consumption by pregnant and lactating
women and the incidence of peanut allergy in the child was considered possible. On this basis, it was
1
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Lower 95% confidence limit of the benchmark dose for a 10% increase in response

decided that it would be unwise to discount the possibility of sensitisation of offspring resulting from
exposure of the mother. Another major factor considered by the Working Group was that many
children were reported to display reactions to peanut following their first known dietary exposure.
1.39 On the basis of the available scientific evidence in 1998, the COT Working Group had issued a number
of dietary recommendations, on a precautionary basis. These were aimed at pregnant women and
mothers of infants considered at higher risk of developing peanut allergy (i.e. those from atopic
backgrounds) and advised that mothers of these high-risk infants may wish to avoid peanuts during
pregnancy and whilst breastfeeding, and to delay introduction of peanut into their child’s diet until
3 years of age. The COT had also made recommendations for further research in a number of areas in
order to progress the state of scientific knowledge.
1.40 Since 1998, several studies have been published on the subject of sensitisation and allergy to foods in
relation to early life dietary (and non-dietary) exposures, some of these funded by the Food Standards
Agency. In addition, several unpublished and preliminary studies have reported results which suggest
that exposure to peanut in early life is associated with a lower incidence of peanut allergy. This has
led to the emergence of a new hypothesis, that early exposure to peanut might result in tolerance
rather than allergy to peanut.
1.41

There was a need to assess the current state of scientific knowledge in this area and, based on the
available evidence, to re-consider whether the 1998 COT recommendations remain appropriate.

1.42 To facilitate the COT evaluation, in September 2007 the Food Standards Agency commissioned a
literature review of studies that had been published since 1998 on the early life patterns of exposure
to, and avoidance of, food allergens and later development of sensitisation and clinical food allergy,
with particular reference to peanut. During the COT horizon scanning discussion in February 2008,
Members commented on the scope and content of the literature review and discussed suitable
scientific experts in the fields of allergy and paediatric immunology who could form part of an
advisory group that could help with the review.
1.43

The contractors of the review presented their findings to the COT at the July Meeting, and COT
members assisted by 4 invited experts on allergic disease, discussed the review in detail. A number of
provisional specific conclusions about the scientific evidence were reached at the July meeting and a
COT Statement was agreed at the October 2008 meeting.

1.44 The COT statement is included at the end of this report.

Pyrrolizidine alkaloids in food
1.45 Pyrrolizidine alkaloids (PAs) are a large group of natural toxins produced by plants, several of which are
known to be highly hepatotoxic and have been shown to be carcinogenic in rats. They have been
associated with a number of livestock diseases and with cases of human poisoning following
consumption of herbal remedies or after contamination of staple foods. There is also potential for PAs
to be transferred to other food products such as honey, milk, eggs and offal.

13
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1.46 In 2007, the report of an FSA-funded project on PAs in honey from borage and ragwort was published.
This report was provided to the Committee along with a number of risk assessments of PAs from
other countries. The COT was asked for its view on the risk assessment of PAs in food and whether it
considered potential human exposure, particularly via honey and milk, to be of concern. To support
the COT assessment, the COC evaluated the carcinogenicity of PAs.
1.47

The COT derived a guidance value for non-cancer effects of 0.1 μg/kg b.w./day of riddelliine
equivalents (with LD50 values used to convert other PAs to riddelliine equivalents). The COC
recommended that PAs should be assessed for carcinogenicity as a cumulative assessment group using
the BMDL10 derived from a carcinogenicity study on lasiocarpine with an adequate MOE. Allowing for
an MOE of at least 10,000, the COT concluded that PA doses of up to 0.007 μg /kg b.w./day are
unlikely to be of concern for cancer risk. Such doses would also not be expected to result in
non-cancer effects.

1.48 The COT statement is included at the end of this report.

Reproductive effects of caffeine
1.49 At its meetings in December 2007 and February, April and July 2008, the COT discussed the
reproductive health effects of caffeine, including the results of an FSA-funded study on effects of
caffeine consumption in pregnancy on fetal growth restriction. The Committee previously considered
possible adverse effects of caffeine consumption on reproduction in 2001 and issued a statement at
that time (COT 2001/06).
1.50 In light of the Committee’s conclusions in 2001, the FSA issued advice that caffeine intake during
pregnancy should be limited to not more than 300 mg/day and offered guidance on amounts of
caffeine in different foods and drinks. In addition, the Agency commissioned a prospective study,
involving around 2500 pregnant women, in order to reduce uncertainties in the risk assessment and
provide a more robust basis for the Agency’s advice to pregnant women on caffeine consumption.
1.51

The Committee considered the results of this FSA-funded research and a review of the relevant
literature on reproductive effects of caffeine published since 2001.

1.51

The Committee concluded that the available evidence did not indicate a threshold level of caffeine
intake below which there was no elevation of risk, and that it seemed likely that risk is increased in
association with intakes in the order of 200 mg per day and perhaps even lower.

1.52 The COT statement is included at the end of this report.

Tobacco products
1.53 The Committee considered a discussion paper which presented a preliminary review of published
literature on the toxicological evaluation of tobacco, ingredients and additives used in the
manufacture of tobacco, and its emission products. The paper was intended to act as a scoping paper
for a systematic review of the literature, with a view to updating the 2004 joint COT/COC/COM
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statement on the re-assessment of the toxicological testing of tobacco products. The paper discussed
a number of modified toxicological tests, and the COT was asked to identify the limitations of the
tests reviewed and to identify particular areas or tests for further literature searching and evaluation.
Results based on modified tests were submitted by tobacco manufacturers to regulatory agencies in
compliance with the European directive on tobacco products (2001/37/EC).
1.55 Currently, there are no adequate and reliable methods by which to assess the contribution of
individual ingredients and additives to the toxicity of tobacco smoke or to evaluate the total toxicity
of tobacco products. Furthermore, there are no internationally agreed approaches to the hazard
assessment of tobacco products but the EU, and consequently the UK, require submission of
toxicological data for regulatory purposes if such data are available.
1.56 The Committee commented that the tests may be scientifically valid for product comparison but that
extrapolation of the results, particularly of some of the in vitro tests, to human exposure was not
possible. All tobacco products are harmful and the Committee queried whether there was any
evidence that data from toxicological testing of tobacco products could differentiate usefully
between different products.
1.57 The Committee advised that smokers be encouraged to quit smoking or not start in the first place.
Efforts to make products less harmful might be appropriate but members were concerned that the
results of these tests would be used to support claims of reduced health risk, which might be invalid.
In addition, the Committee recognised that there might be interest from the tobacco industry in
introducing new ways of inducing people to use or keep using tobacco products.
1.58 The Committee confirmed a conclusion from the 2004 joint Committee Statement that it was not
possible to compare tobacco products for risk to human health without reliable biomarkers for all
chronic diseases associated with tobacco use. There had been a considerable increase in the number
of publications from tobacco manufacturers on the development of new toxicological testing
methods and adaptation of existing methods, but members considered that there had been an
overemphasis on mutagenicity testing. It was also important to derive methods that would permit the
comparison of risks related to tumour promotion and diseases of the cardiovascular and pulmonary
system. The Committee observed that there had been an increase in the use of in vitro cytotoxicity
tests and the number of endpoints studied. The 2004 joint statement had indicated that some
product comparisons could be undertaken based on in vitro cytotoxicity tests but also that the
results of such tests could not be extrapolated to in vivo.
1.59 Further review work would be valuable to produce a clear rationale for toxicity testing strategies and
the limitations of the tests used for tobacco product evaluation. However, the Committee also
considered that it would be more appropriate to base product evaluations on epidemiological data
where these were available. Members were informed that there was interest in the tobacco industry in
developing biomarkers of diseases associated with tobacco product use, which might be used to
support produce claims of reduced harm. Challenges in producing a toxicological testing strategy and
approach to biomonitoring in volunteers were set out in the 2004 statement, and it was considered
unlikely that the data currently available would be adequate to reach meaningful conclusions.
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1.60 The Committee was informed that the Department of Health had been presented with data where
reduced harm had been claimed but such claims had been refuted on the basis of the 2004 joint
Committee statement. The Committee suggested that it would be appropriate for it and its sister
committees to be consulted when regulators received a dossier where the claim appeared
scientifically plausible based on the 2004 statement. Consideration would be given to updating the
2004 joint COT/COC/COM statement following further review of the literature. Relevant areas on
mutagenicity and carcinogenicity would be referred to the COM and COC.

Terephthalic acid
1.61

The COT had previously issued a statement on terephthalic acid (TPA) in 2001. At that time, Members
recommended that an appropriate study be conducted to assess the potential for endocrine
disruption and asked for the COM to review the genotoxicity of TPA.

1.61

A multigeneration reproductive toxicity study was submitted to the COT in 2003. Histopathological
evaluation was subsequently performed on all dose groups from this study along with several other
chronic and sub-chronic studies that tested TPA. The Committee assessed these data in 2005 and
considered that the data did not indicate a need to reduce the temporary tolerable daily intake set by
the Scientific Committee on Food in 1986.

1.63 The COT delayed issuing a statement in order that the conclusions of the COM could be
incorporated. The COM considered that the available data indicated that TPA was not an in vivo
genotoxin and published a statement in 2007.
1.64 The updated COT statement is included at the end of this report.

2006 UK Total Diet Study of metals and other elements
1.65 The FSA completed a survey of 24 elements (aluminium, antimony, arsenic, barium, bismuth, cadmium,
chromium, copper, germanium, indium, lead, manganese, mercury, molybdenum, nickel, palladium,
platinum, rhodium, ruthenium, selenium, strontium, thallium, tin and zinc) in the 2006 total diet study
(TDS). The Committee had previously evaluated dietary exposures to the elements in the 2000 TDS in
2003 and published a statement.
1.66 Estimates of dietary exposure were calculated for each of the 24 elements using food consumption
data taken from the Expenditure and Food Survey and the National Diet and Nutrition Surveys. The
Committee agreed conclusions for each element and recommended priorities for future research and
surveys of elements in food.
1.67 The COT statement is included at the end of this report.
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Horizon Scanning
1.67 At the February 2008 meeting, members were provided with information on planned and possible
discussion items for the year, and invited to comment on emerging issues that might also need to be
addressed. A number of potential items were discussed in addition to those subsequently discussed as
substantive agenda items and described above.
1.68 Developmental neurotoxicity had first been raised as a possible discussion item in the Horizon
Scanning exercise in 2007. The Committee noted that the topic was being reviewed by an
International Life Sciences Institute (ILSI) Working Group, which had been due to report in early 2007.
Members had agreed that as a first step it would be useful to provide the COT with a copy of the
ILSI report, which was being published as a series of five papers. To date, only four of the five papers
had been published. The fifth paper – Application of Developmental Neurotoxicity was still awaiting
publication and it was questioned whether the four papers should be presented to the COT before
this final paper is available. The Secretariat would follow this up with ILSI.
1.69 Benzimidazole compounds are used as pesticides and/or veterinary medicines. Many benzimidazoles
have been demonstrated to be aneugenic in vitro and/or in vivo and common effects have been
identified in the toxicological database for benzimidazoles such as teratogenicity, fetotoxicity,
hepatotoxicity, thyroid effects, testicular toxicity/aspermatogenesis and haemotoxicity. It was
suggested that the Committee could consider whether some or all of the adverse effects produced
by benzimidazoles could be related to a common mode of action such as microtubule disruption.
This would aid the FSA and other departments in assigning these compounds to a common
mechanism group and taking forward a cumulative risk assessment. The COM had previously provided
advice on a strategy assigning these compounds to a common mechanism group for aneugenicity.
1.70 Members observed that the EFSA Panel on Plant Protection Products and their Residues (PPR) was
currently preparing an opinion on cumulative risk assessment of pesticides and therefore COT should
not follow it up at this time. As with other bodies such as the IGHRC and ongoing work by the
International Programme on Chemical Safety (IPCS), this was likely to recommend a framework
approach to mixtures risk assessment. Benzimidazoles were already a tentative common mechanism
group, based on pesticidal/veterinary mode of action and observed toxicological effects. The first
stage would be to perform an initial cumulative risk assessment using the Hazard Index approach. If
this indicated no concerns from cumulative exposure, then there would be no need for further work
to refine the risk assessment. If it did indicate a potential concern then further work would be
warranted, including more detailed consideration of whether all the benzimidazoles should be
included in a common mechanism group and consideration of appropriate toxicological equivalency
factors (TEFs). It was suggested that other Committees involved in the assessment of pesticides and
veterinary medicines should also be included in any further work taken forward by the COT.
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1.71

Members noted the following topics as an emerging issue:

1.72

Developments in toxicity testing strategies, as reviewed by the U.S. National Academy of Sciences in
its report on toxicity testing for the 21st century which highlighted systems biology as an emerging
approach, and the U.S. Environmental Protection Agency which was developing a computational
approach for risk assessment. It was suggested that this may be something that the COT could
consider, possibly as a topic for a future workshop.

1.73

Members also expressed an interest in keeping informed on nanoparticle toxicology as this is likely to
have a large impact on the food industry.

Working Groups and Workshops
Lowermoor Subgroup
1.74

Members were previously informed that the deaths of two individuals who had lived in the area which
received contaminated water following the 1988 Lowermoor Water Pollution Incident had been
referred to the West Somerset coroner. The two individuals both had a neurodegenerative disease
and had been reported to have higher than usual levels of aluminium in the brain. Information on brain
neuropathology and aluminium concentrations was available for one of the individuals but not the
other.

1.75

The secretariat of the COT Lowermoor Subgroup had written to the coroner to ask whether he would
be able to share information on the brain pathology and aluminium measurements of the second case
with the Subgroup. The coroner had replied that he had decided that the inquest into both deaths
should be brought before a jury and that he considered it imperative that there was no contact
between his office and anyone else involved in the Lowermoor investigation in case it compromised
his impartiality. Members were advised that there should be no communication between the COT and
the coroner’s court

1.76 The COT was informed that Department of Health lawyers had advised that publication of the
Subgroup’s report before the Coroner's proceedings were completed could be seen as an attempt to
bias the jury and this had led to a delay in publication.

Workshop on Transgenerational Epigenetics
1.77 In February 2008, a one-day workshop on transgenerational epigenetics was held, to enable the
Committee to increase its awareness of current knowledge in this area, and to consider possible
implications for chemical risk assessment.
1.78 Invited speakers gave presentations on epigenetics and the epigenetic code, evidence for
transgenerational epigenetic inheritance from animal and human studies and implications for risk
assessment. Members participated in discussions at the meeting and subsequently while producing a
statement containing the speakers’ abstracts and summarising the discussion.
1.79 The COT statement is included at the end of this report.
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Ongoing work
Glucosamine and hepatotoxicity
1.80 Glucosamine is a popular food supplement taken alone or in combination with chondroitin sulphate,
usually by sufferers of osteoarthritis. In view of a very small number of individual case reports linking
glucosamine and hepatitis, the COT was asked to consider whether a causal relation was plausible.
1.81

Glucosamine and/or chondroitin sulphate have been the subject of numerous placebo controlled trials
in human volunteers which have not shown any evidence of adverse effects on the liver. More
limited data were also available from studies in laboratory animals which did not show any evidence of
adverse effects on the liver.

1.82 A COT statement on this issue is in preparation and will be published in 2009.

Potential exposure to substances from landfill sites
1.83 In 1998, the Committee considered an epidemiological study called the EUROHAZCON study which
reported that women living near hazardous waste landfill sites had an increased risk of giving birth to a
baby with a congenital anomaly. In 2001, it published a statement on a study from the Small Area
Health Statistics Unit (SAHSU) which investigated the incidence of birth outcomes and certain cancers
around landfill sites in Great Britain. The committee was largely reasssured by the findings but
considered that the small raised risk for all congenital anomalies in people living around special waste
landfill sites merited further investigation. Further, then unpublished, studies by SAHSU were
discussed in 2007. At that time, the committee was reminded of a Government sponsored
programme of work on congenital anomalies and landfill sites. At the September 2008 meeting, the
committee was presented with an unpublished technical report of a project to measure emissions
from landfill sites.
1.84 A statement is being prepared and further discussions will take place in 2009.
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Statements of the COT
Update Statement on the Toxicology of Terephthalic Acid
Background
1.

Terephthalic acid (TPA; Figure 1) is used as a starting material in the manufacture of polyethylene
terephthalate (PET). PET may be used to coat the internal surface and welded joints (side stripes) of
food cans. PET can also be used to manufacture beverage bottles.
Figure 1: Terephthalic acid

HOOC

COOH

2.

In research on potential for contamination of food, TPA was found to migrate from can coatings into
food at levels between the limit of detection (0.2 mg/kg food) and limit of quantification (0.7 mg/kg
food) of the assay employed.1 Subsequently, TPA was included in a Food Standards Agency (FSA)
funded survey of plastic materials and articles in contact with food, which examined compliance with
statutory limits on composition and migration2. In this survey, fifty foods packaged in PET were tested,
with no measurable migration of TPA into the food simulanta.

3.

In law, migration from can coatings is subject to the general requirement that applies to all food
contact materials and is laid down by Article 3 of Regulation (EC) 1935/2004. This requires that food
contact materials and articles should not transfer their constituents to foodstuffs in quantities that
could endanger human health or affect the nature or quality of the food. In addition, migration of
TPA is specifically controlled where it is used in food contact plastics. Commission Directive
2002/72/EC lays down a specific migration limit (SML) for TPA of 7.5 mg/kg food or food simulant. This
is enacted in England by The Plastic Material and Articles in Contact with Food (England) (No.2)
Regulations 2006, with parallel legislation in Scotland, Wales and Northern Ireland.

4.

In 1986, the Scientific Committee on Food (SCF) reviewed the toxicology of TPA and established a
temporary tolerable daily intake (t-TDI) of 0.125 mg/kg bw/day3. Although details of the derivation are
not available, it was presumably based on a 90-day oral feeding study in male and female Wistar and
CD rats, with application of a 500-fold uncertainty factor to the no observed adverse effect level
(NOAEL) of 0.125% TPA in the diet, equivalent to 62.5 mg/kg bw/day (calculated assuming adult rats
consume 20 g of food food per day with an average body weight of 400 g). Reduced body weight
gain was reported at levels of 0.5, 2 and 5% TPA in the diet in the 90-day oral feeding study. In a
separate reproductive toxicity study, formation of renal and bladder calculi was observed at postnatal
day 51 in Wistar and CD rats consuming 5% TPA in the diet. The t-TDI was classed as temporary
pending the submission of the full report of this study. However, the SCF does not appear to have
revisited the risk assessment and re-evaluation of terephthalic acid is included in the current work
programme of the European Food Safety Authority (EFSA).

a Food simulants are standard test liquids, specified in Directive 85/572/EEC, which are used to simulate real foods in migration studies. The specified
simulants, to be used depending on the particular food types being tested, are: distilled water; 3 % acetic acid (w/v in aqueous solution); 15 % ethanol
(v/v in aqueous solution); and rectified olive oil. Where there are technical difficulties using rectified olive oil, substitute fatty food simulants such as
sunflower oil or synthetic triglycerides may be used.
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Previous COT Evaluations
5.

In October 2000, the COT considered the possible health effects of TPA in the context of the survey
on the migration from can coatings into food1. Dietary intakes of TPA from canned foods were
estimated for high level (97.5th percentile) consumers. These estimates ranged from 2.5 μg/kg bw/day
for adult consumers, to 7.4 μg/kg bw/day for infants. The COT concluded that these exposures were
not of concern for public health on the basis of the then available information. However, although the
submitted data did not indicate that TPA can modulate the endocrine system, the studies were
inadequate to exclude the possibility. This was a concern because of structural similarities to phthalate
esters that are reported to have endocrine-disrupting potential. It was therefore recommended that a
suitable study be conducted to determine whether TPA has endocrine-disruptor activity. Furthermore,
in view of the occurrence of urinary bladder tumours in Fischer F344 rats fed the highest dietary
concentration of TPA (2% in the diet) in a 2-year carcinogenicity study, the COT recommended that an
opinion be sought from the COM on the potential in vivo genotoxicity of the compound4 in order to
gain insights into the likely mechanism of tumour formation.

Reproductive Toxicity
6.

In June 2003, a manufacturer submitted the report of a full multi-generation reproductive toxicity
study, which concluded that dietary administration of up to 20 g/kg diet TPA for two successive
generations did not result in any alterations in reproductive performance.

7.

In 2003, Members noted that the bodyweights of the pups in this study were comparable at birth,
except for the F2 generation, where a lower weight was associated with larger litter size. Observed
differences in pup bodyweights at later ages were thought likely to result from a direct effect of the
TPA on the pups, and were not considered to be developmental effects. Observed changes in
developmental endpoints were considered likely to result, in turn, from the reduced bodyweight and
size of the pups. It was also noted that the effect of TPA on anogenital distance (AGD) was larger than
the effect on bodyweight, although there was no clear dose-response relationship.

8.

Overall, Members were satisfied that the information provided in the report was sufficient to
demonstrate that terephthalic acid did not have endocrine-disrupting effects at the highest dose
tested in this study, resulting from administration of TPA at 20 g/kg diet. Subsequently, Members have
noted emerging evidence that this type of study might not be sufficiently sensitive to anti-androgenic
activity. In 2003, since histopathological changes in the urinary bladder and the kidney were reported
at 20 g/kg, Members considered that further histopathological examination was required.

Histopathology of the kidney and urinary bladder
9.
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Members noted that reductions in kidney weights occurred at all doses of TPA, making the 1g/kg diet
dose level (equivalent to 100 mg/kg bw/day, calculated assuming young rats consume 10 g of food per
day with an average body weight of 100 g) the lowest observed effect level (LOEL) for the effect on
kidney weight. Histopathological changes in the urinary bladder and the kidney were reported at the
high dose (20 g/kg diet), but these organs had not been examined in the mid- and low-dose groups

(1 and 5 g/kg diet). Therefore, the Committee considered it important to receive further information
about the effects observed in the kidneys and the urinary bladder.
10.

In March 2005, a report describing further histopathological examinations of the kidneys and urinary
bladder of animals in the TPA multi-generation study was submitted to the COT. This was accompanied
by an expert report discussing the histopathology of the kidneys of animals in this study.

11.

A variety of changes were observed in the urinary bladder of rats of both sexes receiving 20 g/kg diet
TPA. These changes comprised transitional epithelial hyperplasia, cystitis, inflammatory or
mononuclear cell infiltration and haemorrhage. The incidence of observed changes was higher in the
F1 generation than in F0 animals possibly reflecting the longer period of exposure of the former. The
author considered that these changes were related to treatment and indicated an irritant effect of the
compound on the bladder mucosa at this dose level. No changes were observed in the bladders of
animals receiving 1 or 5 g/kg diet TPA or in controls.

12.

Minimal or slight renal papillary necrosis was observed in the kidneys of a few males (2/10 F0 and 2/11 F1)
receiving 20 g/kg diet TPA but not in any of the control or lower dose group males. Similar changes
were observed in 3/10 F0 females receiving 20 g/kg diet. However minimal papillary necrosis was also
observed in 1/10 control F0 females and 1/10 F0 females receiving 1 g/kg diet TPA. Necrosis, classified as
slight, was confined to animals (1 F0 male and 1 F0 female) receiving 20 g/kg diet TPA. Although the
increase in incidence and severity versus controls was small, the author of the report considered it
likely that this was related to treatment with TPA. No other gross or microscopic changes were
detected in adults or pups. The NOAEL for pathological changes in this study was 5 g/kg diet TPA.

13.

The submitted expert report also considered the observed toxicity of TPA to the urinary system of the
rat in a combined 90-day and one-generation reproductive study in Wistar and CD (Sprague Dawley) rats,
a two-generation reproductive toxicity study in Alpk: APfSD (Wistar-derived) rats and a
chronic/oncogenicity study in Fischer 344 rats. A number of treatment-related histopathological findings
were reported in the urinary system but no consistent pattern of renal toxicity was observed across the
available studies. In addition there was little evidence to suggest differing susceptibility amongst rat
strains with regard to renal toxicity. The author of the report considered that potentially adverse
histopathological findings in the two-generation reproduction study were confined to an increase in
incidence and severity of papillary necrosis in the F0 and F1 parents, which had a clear NOAEL.

14.

The physiological response of the rat kidney to TPA has been characterised in multiple studies and
includes urinary acidification with increased urinary excretion of calcium and phosphorus. Consistent
treatment-related findings in these studies were confined to the bladder and included chronic
inflammatory, hyperplastic and neoplastic changes; these occurred both in the presence and absence
of calculi. The pattern of treatment-related bladder findings in Alderley Park Wistar-derived rats was
consistent with those observed in the bladder of other rat strains. The report noted that kidney
weight reduction was observed in F0 adult rats which had not been exposed in utero; without
associated adverse pathological changes in the kidney, or urinary system as a whole; and at doses that
did not affect the growth and development of treated rats.
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15.

Members were satisfied that the additional histopathological data indicated a clear no observed
adverse effect level (NOAEL) for histopathological changes in the urinary bladder and kidney (renal
papillary necrosis) corresponding to administration of TPA at 5 g/kg in the diet in the multi-generation
study. Statistically significantly decreased renal weights (adjusted for bodyweight) were present in all
generations including the parental generation. However, given that there was no associated
histopathology or effect on renal function, it was not clear whether this effect should be considered
adverse. It was also noted that this effect was not observed in a chronic toxicity study using a
different rat strain.

16.

It was agreed that the relevance of the effect should be considered by applying internationally agreed
criteria from the European Centre for Ecotoxicology and Toxicology of Chemicals (ECETOC) for
distinguishing between adverse and adaptive effects5. This would provide a clear description of the
rationale for the Committee’s conclusions.

Application of ECETOC criteria for distinguishing between adverse and adaptive effects
17.

Using this approach, effects are generally considered less likely to be adverse if: there is no alteration
in the general function of the organism or organ; it is considered an adaptive response; and if the
effect is not a known precursor of an adverse effect. Other considerations in reaching conclusions
could include a lack of histopathology associated with an effect and reversibility of the effect if a
recovery period was used in the experimental design.

18.

As the kidney weight reductions occurred in the F0 generation, as well as the offspring, this effect was
not considered to be specific to development of the kidney. There were no treatment-related findings
in the kidneys of F344 rats in a chronic/oncogenicity study. Other 90-day studies carried out using
Wistar and Sprague Dawley rats did not find treatment-related effects on kidney weight.

19.

The consultant veterinary pathologist reviewing the study for the sponsor considered the kidney
weight reduction in the Alderley Park Wistar rats most likely to represent a colony-specific
physiological adaptation to exposure to terephthalic acid.

20.

The NOAEL from the multi-generation study was therefore the dose resulting from administration of
TPA at 5 g/kg in the diet. This was in the region of 425 – 1200 mg/kg bw/day, depending on food
consumption of the different treatment groups.

COM Evaluation
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21.

In November 2001, the COM evaluated a limited package of mutagenicity data. This included in vitro
bacterial and mammalian mutagenicity assays that, although finding TPA to be negative, were either
poorly reported or had inadequate protocols; and a negative in vivo mouse micronucleus assay.

22.

The COM was provided with additional data in 2006. Although there was some concern over results
of the in vitro mammalian cytogenetics test, this did not meet the criteria for a positive result. An
additional in vivo unscheduled DNA synthesis assay (UDS) was also supplied which, together with the
mouse micronucleus assay, were considered sufficient to indicate that TPA is not an in vivo mutagen.

Therefore, the available evidence was considered to support a non-genotoxic mechanism for the
bladder tumours seen in the rat carcinogenicity study6.
Conclusions
23.

We note the conclusions of the COM that terephthalic acid lacks in vivo genotoxicity, which supports
there being a non-genotoxic mechanism of action for bladder tumour formation.

24.

We are satisfied that the submitted reproductive toxicity study demonstrates that terephthalic acid is
not an endocrine-disruptor.

25.

The decreased kidney weights in the multi-generation study probably constitute an adaptive rather
than adverse effect. Therefore, this is unlikely to be a cause for concern with regard to human
exposure to teraphthalic acid.

26.

Histopathological changes in the kidney represent the most sensitive toxicological endpoint, allowing
the identification of a NOAEL at a dose level equivalent to 425 mg/kg bw/day. High level (97.5th
percentile) consumer dietary intakes of TPA from canned foods were estimated from the FSA survey1.
These ranged from 2.5 μg/kg bw/day for adult consumers, to 7.4 μg/kg bw/day for infants; indicating
margins of exposure of 170,000 and 57,000 for adults and infants respectively.

27.

Therefore, in line with our previous statement4, we do not consider the concentration of TPA found
to migrate from food can coatings in the FSA funded study to be of concern for public health. The
new data evaluated do not indicate a need to lower the temporary TDI of 0.125 mg/kg bw/day,
proposed by the SCF and scheduled for re-evaluation by the EFSA expert panel on food contact
materials, enzymes, flavourings and processing aids.

COT Statement 2008/01
July 2008
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COT statement on a SAHSU Study on Chlorination Disinfection
By-Products and Risk of Congenital Anomalies in England and Wales
Introduction
1.

The Committee considered the issue of chlorinated drinking water and adverse reproductive
outcomes in 1999 and 2001. Our most recent statement on this topic was published in 20041. In light of
a new, large study by the Small Area Health Statistics Unit (SAHSU), which investigated potential
associations between chlorination disinfection by-products and the risk of congenital anomalies, and
additional studies on other reproductive outcomes published since 2004, we were asked to consider
whether we wished to revise our earlier advice.

Background

Chlorination and disinfection by-products (DBPS)
2.

Disinfection of drinking water is an important public health measure and UK public water suppliers are
required to disinfect the water supply. Chlorination is the most commonly used method of
disinfection in the UK and is intended to protect human health from microbial contaminants.
Disinfection of drinking water is fundamental to preventing the spread of waterborne diseases, such as
cholera.

3.

In addition to disinfecting drinking water, chlorination can also produce a range of disinfection
by-products (DBPs) by reaction between chlorine and natural organic matter (NOM) present in surface
waters. In most supplies, the main DBPs are the four chlorinated and brominated trihalomethanes
(THMs): chloroform, bromodichloromethane (BDCM), dibromochloromethane (DBCM), and
bromoform. Haloacetic acids (HAAs), haloacetonitriles (HANs), halophenols, haloaldehydes and
haloketones can also be formed.

4.

The sum of the four THMs is termed Total THMs (TTHMs). DBPs are currently regulated in the UK by
specifying a maximum concentration of 100 micrograms/litre for TTHMs, measured at the consumers’
taps (concentrations of DBPs may increase within the distribution system due to the continued
reaction of residual chlorine with NOM). HAAs and other DBPs are not regulated directly. TTHM
concentrations are often regarded as a marker for total DBPs. Removal of precursor organic
compounds before chlorination is commonly practised in the UK to reduce TTHM concentrations, and
this is also considered to reduce the formation of HAAs and other DBPs, which are therefore limited
indirectly.

Previous COT advice on chlorinated drinking water and reproductive outcomes
5.

During 1998 and 1999, the COT considered the available epidemiological information on the
association between chlorination by-products in drinking-water and a range of adverse reproductive
outcomes. Animal reproductive toxicity studies with some individual chlorination by-products were
also considered. After evaluation of the data, the COT concluded the following:
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●

“We consider that there is insufficient evidence to conclude that the presence of chlorination
by-products in tapwater increases the risk of adverse reproductive outcomes.

●

We recommend, however, that the claimed associations between patterns of drinking waterintake and the incidence of adverse reproductive outcomes be investigated further, since any
causal association would be of significant public health concern.

●

We therefore consider that efforts to minimise exposure to chlorination by-products by
individuals and water authorities remain appropriate, providing that they do not compromise the
efficiency of disinfection of drinking water” 2.

The COT considered the issue again in 2001 and reaffirmed its 1999 conclusions 3.
SAHSU (first phase) study on adverse reproductive outcomes and chlorination disinfection by-products
and 2004 evaluation
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6.

In 2004, the COT considered a first phase study by SAHSU that investigated chlorinated drinking water
and adverse reproductive outcomes using routinely collected THM measurements in drinking water (as
an index of exposure to chlorination by-products) and available health statistics on stillbirths and
birthweight 4.

7.

In the 2004 SAHSU study, modelled estimates of quarterly THM concentrations in water zones from
3 water companies in England (Northumbrian, Severn Trent Water and United Utilities) were linked to
about 1 million routine birthweight and stillbirth records based on location of maternal residence at
the time of birth. THM estimates corresponding to the final three months of pregnancy were used.
Three TTHM exposure categories were defined: low (below 30 micrograms/litre), medium (30 – 60
micrograms/litre) and high (above 60 micrograms/litre). In its evaluation the COT noted that in the
North West (United Utilities) THM exposure showed an inverse association with mean birth weight, a
direct association with prevalence of low and very low birthweight, and a direct association with the
prevalence of stillbirths. However, there was evidence of confounding by social deprivation,
adjustment for which may not have been complete. In the Severn Trent region, in contrast, the
prevalence of very low birthweight decreased with increasing TTHM exposure, and there was no
association with low birthweight or stillbirth rate. In the Northumbrian region, there was no evidence
of associations between TTHM levels and any of the pregnancy outcomes, but the number of births
included in the study was relatively small.

8.

In its 2004 evaluation, the COT also considered data from thirteen other epidemiological studies
published after the 1998 evaluation, which investigated associations between chlorinated drinkingwater and pregnancy outcomes (other than congenital malformations) 1.

9.

Overall, the committee concluded that the data that it had evaluated did not show a causal
relationship between chlorinated drinking-water and pregnancy outcomes, namely: low birth weight,
very low birthweight, stillbirth, spontaneous abortion, perinatal death, infant death, low Apgar score,
infant’s head circumference at birth, infant’s body length, pre-term delivery, length of gestation,
neonatal jaundice and neonatal hypothyroidism 1. Data on congenital malformations were not

assessed. Further research to reduce the uncertainties in the interpretation of the reported
associations between intake of drinking-water and the incidence of adverse reproductive outcomes
was recommended. The COT added that while research to determine the effects of chlorinated water
continued, efforts by water companies to minimise consumers’ exposure to chlorination by-products
would remain appropriate provided that the efficiency of disinfection was not compromised.
SAHSU (second phase) study on chlorination disinfection by-products and risk of congenital anomalies in
England and Wales
10.

SAHSU has now completed phase 2 of its research, which is on congenital anomalies 5. This study is
the largest of its type so far. The study examined the relationship between THM levels in the public
water supply and risk of congenital anomalies in England and Wales. The primary analysis focused on
TTHM (as a marker for disinfection by-products) and broad categories of congenital anomalies. A
secondary analysis focused on restricted subsets of anomalies and specific THM groups including
bromoform and brominated THMs.

11.

THM data were taken from twelve water companies, where water samples were routinely taken from
consumers’ taps in each water supply zone (each zone covered a population of up to 50,000). The raw
THM data were modelled to give more robust estimates of the mean THM concentration in each
zone.

12.

Individual records of congenital anomalies and maternal postcode at the time of birth were obtained
from the National Congenital Anomalies System (NCAS), the regional congenital anomaly registries via
the British Isles Network of Congenital Anomaly Registers (BINOCAR), and the national terminations
registry.

13.

The broad categories of congenital anomalies in the primary analysis included: cleft lip/palate;
diaphragmatic hernia and abdominal defects; major cardiac defects; neural tube defects; urinary tract
defects; and respiratory defects.

14.

Further analyses were conducted using restricted groups of congenital anomalies with better
ascertainment that were considered likely to share the same causes. These included: abdominal wall
defects, major cardiac defects, specific urinary tract defects, and respiratory defects. The relevant ICD10 codes are given in the publication. Additionally, separate analyses were conducted for cleft palate,
cleft lip with and without cleft palate, exomphalos, gastroschisis, hypoplastic left heart syndrome,
ventricular septal defects, congenital anomalies of the oesophagus and two subsets of urinary tract
defects comprising intrinsic kidney disease and urinary obstruction. Further analyses were conducted
excluding cases with anomalies that were found to be part of a chromosomal syndrome, as well as
examining cases with isolated anomalies only.

15.

There were in total 22,828 cases which had at least one congenital anomaly from the broad categories
in the primary analysis: 1,641 (7.2 %) of these had a chromosomal defect, 2,249 (9.9%) were classified as
having multiple (non-chromosomal) anomalies and 18,938 (83.0%) were classified as having isolated
anomalies only.
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16.

The study period was defined according to the first possible date on which THM data for the first
trimester were available (i.e. 15 October 1993 for United Utilities & Severn Trent; 15 October 1997 for
Northumbrian; and 15 October 1998 for all other water regions) until 31 December 2001.

17.

A postcode to water zone link was created using a Geographical Information System (GIS). The
postcode of the maternal residence at the time of birth was used to identify the water zone of
interest and the appropriate modelled exposure in the first trimester for each birth record.

18.

The weighted average THM estimate associated with each birth record was categorised into one of
three pre-defined exposure categories for each of three metrics: concentrations of TTHMs (< 30, 30 < 60 and 60 + micrograms/litre), total brominated THMs (< 10, 10 - < 20 and 20 + micrograms/litre), and
bromoform (< 2, 2 - < 4 and 4 + micrograms/litre).

19.

Statistical analysis adjusted for potential confounders including sex, maternal age, and socio-economic
status. Also, interactions between THM exposure and potential confounding variables were tested.

20.

Mean TTHM concentrations ranged from 16.4 micrograms/litre in the lowest exposure category, to
72.2 micrograms/litre in the highest. The highest correlations were seen between total brominated
THMs and dibromochloromethane (0.93), and between TTHM and chloroform (0.90).

21.

There was a higher prevalence of each anomaly in the most deprived compared to the most affluent
areas. Prevalence of anomalies was similar in males and females, except for cleft lip/palate and urinary
defects, where prevalence was 50 – 100% higher in males. There were U-shaped relationships between
prevalence of congenital anomalies and maternal age, except for neural tube defects where the
prevalence decreased with increasing age. The reported prevalence of each anomaly was substantially
higher in the regional registries than in the NCAS reflecting better ascertainment.

22.

Unadjusted and adjusted analyses showed similar risk estimates. There were no statistically significant
trends across the three exposure categories for TTHMs, total brominated THMs or bromoform, for
either the broadly defined or restricted groups of anomalies.

23.

The only significant association (p< 0.05) within the broadly defined groups of anomalies was an excess
risk of major cardiac defects in the medium (but not high) exposure category of total brominated
THMs (OR 1.12, 95% CI 1.01 – 1.23). For the restricted set of isolated anomalies, there was a statistically
significant excess risk of ventricular septal defects (OR 1.43, 95% CI 1.00 – 2.04) associated with
exposure to TTHM in the highest category, and for congenital anomalies of the oesophagus
(OR 1.66, 95% CI 1.12 – 2.45) in the medium (but not high) category of TTHM exposure.

24.

For bromoform, there was a significant excess of both major cardiac defects and gastroschisis
(OR 1.18, 95% CI 1.00 – 1.39 and OR 1.38, 95% CI 1.00 – 1.92, respectively) in the high exposure category.

25.

The authors concluded that this large national study found little evidence for a relationship between
THM concentrations in drinking water and risk of congenital anomalies. There were no significant
interactions between TTHM exposure and any of the potential confounders. The authors noted that
the significant positive associations may have been due to chance as there is little toxicological

evidence for reproductive or teratogenic effects for bromoform or other DBPs, and the bromoform
concentrations in the study were low. It was also noted that careful selection of subsets of major
cardiac defects, ventricular septal defects and gastroschisis as isolated anomalies may have increased
accuracy of case definition (and reduced misclassification).
26.

We note that the SAHSU study focussed on the main DBPs in chlorinated drinking-water, namely
THMs, and did not consider other DBPs such as HAAs.

27.

We also note that studies of this type, which use a group level exposure assessment, do not consider
variations in individual exposure: for example, movement of women between exposure zones during
pregnancy, variation in individual water consumption and additional exposure from other sources such
as showering, bathing and swimming were not taken into account. The lack of individual exposure
data limits the interpretation of the results and might obscure the detection of an association.

28.

Nevertheless, we consider that this was a large and well designed study and that it did not indicate a
relationship between THMs and congenital anomalies.

Additional data
29.

To date, THMs have been the most widely measured individual DBPs in epidemiological studies.
However, THMs may not be a good marker of other DBPs. A preliminary study measuring the next
largest group of DBPs, namely HAAs, in the UK drinking water found a high correlation between
TTHMs and HAAs in two of three study regions, but no correlation in the third region. A total of five
HAAs were detected at relatively high levels, with the means ranging from around 35 to 95
micrograms/L for the three regions investigated 6. THMs and HAAs were present in by far the greatest
concentrations, with other DBPs considered to be present at much smaller concentrations, usually less
than 1 microgram/L 7.

Additional epidemiological studies on congenital malformations/birth defects
30.

In addition to the SAHSU study, ten other epidemiological studies were identified which investigated
associations between drinking water chlorination and congenital anomalies 8,17. The studies are
described in the discussion paper considered at our February 2008 meeting 18. The search strategy is
appended in Annex 1. Subsequently two further studies were published, and reviewed by the
Committee 25, 26.

31.

No UK-based studies were identified. Most studies were conducted in the USA, Canada, Norway and
Sweden. The retrieved studies were smaller in size than the SAHSU study, and most had limitations
such as inadequacies in exposure assessment and a main focus on outcomes other than congenital
anomalies. The additional studies investigated various categories of anomalies, including all congenital
anomalies, cardiac defects, nervous system anomalies, urinary tract defects, respiratory defects and
oral clefts. Overall, the additional epidemiological evidence is inconsistent and does not suggest an
association between drinking water chlorination DBPs and congenital anomalies.
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Additional epidemiological studies on adverse pregnancy outcomes since the 2004 consideration
32.

The COT previously reviewed the literature on DBPs in drinking water and other adverse birth
outcomes (other than congenital anomalies) when it considered the phase 1 study by SAHSU in 2004.
Five additional epidemiological studies were identified for the present review 19, 23. These studies are
described in the Committee discussion paper 18. The search strategy is appended in Annex A.

33.

None of these studies was conducted in the UK. Some evaluated associations with total and
individual HAAs in addition to THMs (e.g. monochloroacetic acid, dichloroacetic acid, trichloroacetic
acid, monobromoacetic acid, and dibromoacetic acid), and a number of outcomes were considered
including measures of growth retardation (such as intrauterine growth retardation, small for gestational
age, and low term birth weight), pregnancy loss or pre-term delivery. These studies do not show a
consistent relationship between drinking water DBPs and adverse pregnancy outcomes.

Animal data
34.

Animal data on DBPs and adverse birth outcomes were previously considered by the COT in 1998 and
2004. In 1998, the committee concluded that the available reproductive toxicity studies conducted
with individual chlorination by-products indicated that the levels of exposure to these substances in
drinking water were about 10,000 times lower than levels at which adverse effects occur in animals 1.

35.

A recent weight of evidence review 24 considered reproductive and developmental animal studies on a
number of individual DBPs, including both THMs and HAAs, and described more recent toxicological
studies including studies on congenital anomalies. Studies published between 2001 and 2006 were
considered. The updated review found little indication of previously unreported reproductive or
developmental toxicity. It concluded that the NOAELs and LOAELs in animals are much higher than
known levels of human exposure, and that there are limited data that explore modes of action for
reproductive toxicity. The authors noted that in a few instances, mild adverse reactions were
reported in fetuses of dams treated at doses that produced maternal toxicity, and were generally
considered secondary to maternal toxicity.

36.

The review data confirm our previous view that, in animal studies, reproductive/developmental effects
have mainly been seen with DBPs at high doses often associated with maternal toxicity. The fact that
positive findings are seen in animal studies under these conditions does not provide corroboration for
positive associations observed in epidemiological studies.

Overall conclusions
37.

We conclude that in human studies there is no consistent relationship between chlorinated drinkingwater and adverse pregnancy outcomes, including low birth weight, pregnancy loss, pre-term delivery
and congenital malformations. In animal studies, effects have largely been seen at high doses
associated with maternal toxicity and these are not considered to be predictive of effects in humans
exposed to far lower levels of DBPs.

COT Statement 2008/02
July 2008
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Annex A
Search strategy for additional epidemiological studies on congenital malformations/birth defects
●

The search was carried out on the databases PubMed and Toxline and was limited to papers
reporting on studies on humans published between 1 January 2004 and 31 August 2007, inclusive.

●

The search terms used were:
chlorinat* by-product* AND congenital malformation*
chlorinat* by-product* AND congenital defect*
drinking water AND congenital malformation*
drinking water AND congenital defect*
trihalomethanes AND congenital malformation*
trihalomethanes AND congenital defect*
disinfection by-product* AND congenital malformation*
disinfection by-product* AND congenital defect*
dbp* AND congenital malformation*
dbp* AND congenital defect*

Search strategy for additional epidemiological studies on adverse pregnancy outcomes since the 2004
consideration
●

The search was carried out on the databases PubMed and Toxline and was limited to papers
reporting studies on humans published between 1 January 2004 until 31 August 2007, inclusive.

●

The search terms used were:
chlorinat* by-product* AND pregnancy outcome*
drinking water AND pregnancy outcome*
trihalomethanes AND pregnancy outcome*
disinfection by-product* AND pregnancy outcome*
dbp* AND pregnancy outcome
all above terms combined with birth weight (birthweight), preterm delivery, premature*,
still birth.
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Statement on the COT Workshop on Transgenerational Epigenetics
Introduction
1

As part of the COT’s horizon scanning exercise in 2007, the issue of possible transgenerational effects
due to epigenetic alterations was raised, a topic which had previously been discussed by the
Committee on Mutagenicity in 2006. The COT agreed that transgenerational epigenetic inheritance
could potentially mediate a wide range of toxicological effects and was an important area for future
research.

2.

In February 2008, a one-day workshop on transgenerational epigenetics was held, to enable the
Committee to increase its awareness of current knowledge in this area, and to consider possible
implications for chemical risk assessment. This report summarises information from the speakers’
abstracts, presentations given at the workshop and subsequent discussions.

Epigenetics and the epigenetic code

36

3.

In biology, “epigenetics” is concerned with alterations in phenotype due to changes in cellular
properties that may be inherited, but do not represent a change in the DNA base sequence. From a
developmental standpoint, it is associated with how a fertilised totipotent zygote progresses, via a
series of developmental transformations and inductive processes, into a multicellular embryo and
eventually an adult. From a molecular viewpoint it is concerned with how chemical modifications of
DNA and histones alter gene function.

4.

Epigenetic mechanisms regulate the setting up and maintenance of the two major forms of
chromosomal structure; heterochromatin, where the DNA is tightly packed and genes are repressed,
and euchromatin where genes are under active transcription. Mechanisms involved in epigenetic
regulation of gene expression include DNA methylation and histone tail modifications, while small
non-coding RNAs also play a role.

5.

DNA methylation at the 5’ position of cytosine, typically although not exclusively in CpG DNA
sequences within regulatory regions of genes, is associated with gene repression in vitro and in vivo,
while hypomethylation is generally associated with gene expression. Catalysed by DNA
methyltransferases (DNMTs), DNA methylation can silence gene expression by directly interfering with
the binding of a transcription factor to its recognition element, or indirectly by attracting methyl-CpGspecific binding proteins such as MeCP2 (reviewed by Ptak and Petronis, 20081). DNMT1 is a ‘maintenance’
methyltransferase which copies methylation patterns during DNA replication, while DNMT3a and
DNMT3b are de novo methyltransferases, methylating DNA at previously unmethylated sites1,2.

6.

S-Adenosyl methionine (SAM) provides methyl groups for transfer, and is produced through the folate
and methionine cycling pathways, using methionine, choline, folic acid and vitamin B12.

7.

Histone modifications such as acetylation, methylation, phosphorylation and ubiquitylation regulate
chromatin structure and hence gene expression. Active chromatin is generally characterised by overall
hyperacetylation of histones and enrichment of histone H3 trimethylated at lysine 4 (H3K4Me3),
di- or tri-methylated at lysine 36 (H3K36Me2/3) and dimethylated at lysine 79 (H3K79Me2), plus DNA
hypomethylation. Methylation of Lys 36 and Lys 79 occurs at transcription units whereas Lys 4 is
methylated at regulatory regions. Inactive chromatin is characterised by overall histone
hypoacetylation, increased levels of H3 trimethylated at Lys 9 (H3K9Me3) and H4 trimethylated at
Lys 20 (H4K20Me3), and DNA methylation (reviewed by Turner, 20073). Further, histone modification
enzymes can interact with DNMTs and target DNA methylation to chromatin that is already hypoacetylated, thereby reinforcing gene silencing (reviewed by Meehan et al., 20054).

8.

It has been proposed that histone tail modifications, together with DNA methylation, are part of an
epigenetic code regulating chromatin structure and gene expression. Semiotics, the study of signs and
symbols and their use or meaning, has been used as a guideline for defining the epigenetic code.
A semiotic system consists of a sign, its meaning and the code used to interpret the sign. In the case
of an epigenetic code the sign would be a combination of histone/DNA modifications and the
meaning would be the initiation or termination of transcription at a specific time and cell type. Thus,
the code comprises combinations of chromatin modifications that allow the transcriptional status of
specific genes to be switched on or off in a particular cell type at a defined stage of development or
differentiation3.

9.

The epi-genotype is dynamic and responsive to environmental signals, and it has been proposed that
the influence of environment and genotype on the phenotype of an organism may in part be
mediated indirectly via the epi-genotype.

10.

Epigenetic alterations that arise during the lifetime of an organism are proposed to result from both
stochastic processes and systematic environmental influences. Epigenetic marks are in constant flux
and the maintenance methyltransferase DNMT1 has been estimated to have a 5% error rate,
compounding this flux (reviewed by Whitelaw and Whitelaw, 20065). Environmental influences include
dietary factors and maternal behaviour. For example, decreased maternal grooming in rats has been
correlated with reduced DNA methylation and histone acetylation within the glucocorticoid receptor
gene proximal regulatory unit in the hippocampus, and induction of altered stress responses in later
life. Infusion of a histone deacetylase inhibitor reversed these effects6. Dietary supplementation with
methyl donors has also been shown to induce epigenetic alterations in animal models7.

11.

Epigenetics has been suggested to be involved in a range of complex diseases that arise from a
combination of heritable and environmental factors, including cancer, metabolic syndrome, anxiety
and depression, schizophrenia and bipolar disorder (reviewed by van Vliet et al., 20072).
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Evidence for transgenerational epigenetic inheritance – animal studies
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12.

While transmission of acquired epigenetic changes to subsequent generations has been well
documented in plants8, in mice epigenetic reprogramming is associated with a global decrease in
methylation levels at two developmental periods, during gametogenesis and during early
embryogenesis followed by de novo methylation9, suggesting that acquired epigenetic changes should
not be inherited. However, there is robust evidence that epigenetic information can be inherited
across generations in mammals (see below and Chong et al., 200710).

13.

Epigenetic inheritance has been clearly demonstrated through to the F1 generation in two mouse
models; Agouti viable yellow (Avy) and Axin-fused (AxinFu).

14.

The Avy allele contains an intracisternal A particle (IAP) retrotransposon upstream of the agouti gene,
which encodes a signalling protein that causes hair follicle pigment production to switch from
eumelanin, which is black, to phaelomelanin which is yellow. When the IAP in the Avy allele is
unmethylated, a promoter drives ectopic agouti expression resulting in a yellow coat colour, and these
mice have a predisposition for development of obesity and diabetes. When the IAP is methylated,
agouti expression is not induced, mice have a brown coat and are phenotypically normal. Genetically
identical mice heterozygous for the Avy and a (the nonagouti allele that does not produce functional
agouti protein) alleles display a wide range of coat colour phenotypes from yellow to mottled to
brown (‘pseudoagouti’), depending on the level of methylation at the Avy IAP. The Avy alleles with
differing levels of methylation are referred to as ‘epialleles’11,12,13.

15.

Dams with a hypomethylated Avy allele (yellow coat phenotype) produce yellow and mottled
offspring but no pseudoagouti (hypermethylated) offspring, while pseudoagouti dams produce
20% pseudoagouti offspring11.

16.

Axin regulates embryonic axis formation in vertebrates, and the axin-fused (AxinFu) allele is a dominant
gain of function allele that has an IAP retrotransposon inserted. The AxinFu phenotype is a kinked tail,
but in some mice the tails appear completely normal. The phenotype has been shown to be
correlated with methylation at the IAP long terminal repeat (LTR). The IAP is heavily methylated in
mice without the tail kink, while in mice with a kinked tail the region is relatively hypomethylated.
AxinFu transgenerational epigenetic inheritance has been shown to occur with both maternal and
paternal transmission14.

17.

Epigenetic inheritance at the Avy and AxinFu alleles appears to be influenced by the genetic
background of the mouse strain in which it is present. Avy in the C57BL/6J strain displays
transgenerational epigenetic inheritance after maternal transmission only11, whereas AxinFu displays
inheritance after maternal and paternal transmission in the 129RrRk/J strain14. However, cross-over
studies have shown that inheritance of Avy via paternal transmission does occur when C57 males are
crossed with 129 females, while paternal AxinFu transmission does not occur when 129 males are
crossed with C57 females14.

18.

This finding suggests that the epigenetic ‘mark’ is reprogrammed by the C57 egg but not by the
129 egg. The factor that causes this reprogramming is unknown, but could potentially be any protein

that influences reprogramming in early embryogenesis. Genetic variation in such factors would also be
expected to influence epigenetic inheritance at other loci. As such events are known to have strainspecific liabilities it is probable that species-specific confounders also exist.
19.

In the case of environmental factors that affect the epigenome, confirmation of transgenerational
inheritance requires observation of effects in at least the F3 generation. This is because when an F0
pregnant female is exposed to an environmental agent, the F1 generation embryo and the germline of
the F2 generation are also directly exposed.

20.

Environmental factors have been shown to influence the epigenetic code in the F1 generation in
several animal studies. Dietary supplementation of pregnant female Avy mice with methyl donors and
co-factors resulted in a darker average coat colour and systemic Avy hypermethylation in their Avy/a
offspring7. However, a follow-up study indicated that the effect did not accumulate across the F2 and
F3 generations, suggesting that the diet-induced Avy hypermethylation is not inherited
transgenerationally through the female15.

21.

In sheep, administration of a hypomethylating diet containing low levels of vitamin B12 and
methionine from 8 weeks preceding to 6 days following conception resulted in a range of effects in
adult offspring. Effects observed included increased weight, altered body composition (increased fat
and reduced muscle), altered immune responses to antigenic challenge, immune resistance and
elevated blood pressure16. Analysis of CpG islands in fetal liver indicated that methyl-deficient animals
had alterations in methylation status at a number of loci compared with controls.

22.

The only reported example of transgenerational transmission of effects on the epigenetic code
elicited by an environmental agent in animals is that of the anti-androgen vinclozolin. Intraperitoneal
(i.p.) exposure of pregnant F344 rats to vinclozolin during the time of fetal sex determination
(embryonic days 8-14) has been shown to result in a range of adverse effects in male offspring of the
F1-F4 generations, transmitted through the male germ line. The effects observed include
spermatogenic defects, and in adults, male infertility, prostate disease, kidney disease, immune system
abnormalities, hypercholesterolemia and an increased rate of tumour development17,18,19.

23.

The frequencies of these abnormalities ranged from 20-90%, suggesting that mutations in the DNA
sequence are not likely to be responsible. The frequency of germ line DNA sequence mutations, even
with ionising radiation, has been estimated as being normally less than 0.01% and ranging from only
1-5% for hot-spot mutations in the F0-F2 generations (reviewed by Jirtle and Skinner, 200720). It was
therefore suggested that an epigenetic mechanism may be involved, and in support of this several genes
and other DNA sequences in the sperm of vinclozolin-treated animals were identified that had altered
methylation patterns in the F1-F3 generations17,21. In initial reports the anti-androgen methoxychlor was
also found to promote male infertility and decreased spermatogenic capacity in the F1 and F2
generations, although effects on DNA methylation with this compound have not been reported.

24.

Recently, additional effects have been reported in the offspring of vinclozolin-treated rats. Females
showed a mate preference for males from an unexposed lineage over those of the vinclozolin lineage,
whereas males exhibited no such preference for female type22. These findings led the authors to
hypothesise that transgenerational epigenetic inheritance may represent an ‘unappreciated force in
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sexual selection’. Effects in F1-F3 female progeny have also been reported, including uterine
haemorrhage and/or anaemia late in pregnancy, glomerular abnormalities and a statistically nonsignificant increased incidence of tumours compared with controls23. While the effects in males were
transmitted through the male germline, both male and female parents had to be of vinclozolinexposed lines for female offspring to show the pregnancy disease phenotype.
25.

The above findings have yet to be reproduced by other laboratories or for other chemical exposures.
While the effects described occurred following i.p. administration of high doses (100 mg/kg) of
vinclozolin, an abstract presented at the Society of Toxicology annual meeting in 2007 reported no
adverse transgenerational effects on sperm number, morphology and motility in F1-F3 generations
following oral administration, also at 100 mg/kg b.w., to pregnant rats24. However, this study was
conducted in a different rat strain (Wistar) from the earlier studies (F344), and the genetic background
may have had an influence on the findings. An abstract presented at the 2007 meeting of the
International Congress of Toxicology by Kawabe et al.25 reported no effects on spermatogenesis in the
F1 generation of Crl:CD(SD) rats, and no alterations in DNA methylation in testes and sperm in the F0,
F1 and F2 generations, following i.p. administration of vinclozolin (100 mg/kg b.w.), procymidone
(100 mg/kg b.w. i.p.) and flutamide (10 mg/kg b.w. i.p.) on gestational days 8-15.

26.

The nature of the inherited epigenetic ‘mark’ that might mediate transgenerational effects is unclear.
There is some evidence that IAPs are largely resistant to demethylation during gametogenesis and
early development,26 but a study in Avy mice showed that methylation at the IAP is cleared during
early embyogenesis and then reset15. This suggests that histone modifications or RNA-mediated
mechanisms may play a role. To date, it is uncertain whether genetic elements other than IAPs, such as
promoters, enhancers or other retro-elements may also be sites of epigenetic inheritance. IAPs are
transposon units rather than part of the ‘normal’ genetic code and it is unclear whether effects seen
at these sites would also occur in native genomic DNA.

27.

RNA may also play a role in mediating transgenerational epigenetic effects. In a recent study,
genotypically wild type offspring of heterozygous Kittm1Alf/+ mice were found to display the whitespotted phenotype characteristic of the heterozygous animals27. The spermatoza of these
paramutated offspring contained unusual amounts of RNA. Furthermore, the white-spotted
phenotype could be reproduced in non-paramutated wild type offspring by microinjection of sperm
RNA from Kittm1Alf/+ heterozygotes, or microRNAs that target Kit mRNA, into fertilised eggs.

Evidence for transgenerational epigenetic inheritance – human studies
28.

40

Conclusive evidence of epigenetic inheritance in humans is currently lacking. A study of a family
affected by hereditary nonpolyposis colorectal cancer (HNPCC) reported a germline allele-specific
hypermethylation of the DNA mismatch repair (MMR) MSH2 gene, without evidence of DNA
mismatch repair mutation, in three successive generations28. Several family members with this
methylation developed colorectal cancer or other HNPCC-related cancers. While it has been
suggested that this is an example of transgenerational epigenetic inheritance, it has also been argued
that the ‘epimutation’ could be the result of an underlying modifying genetic mutation that causes the

hypermethylation of the MSH2 gene to be re-established in each generation10. It is therefore uncertain
whether the epigenetic pattern is causative of the observed predisposition to cancer, or
consequential of some other underlying factor.
29.

Suter et al.29 reported two individuals with soma-wide, allele specific and mosaic hypermethylation of
the MMR gene MLH1. Both individuals lacked evidence of mutation in any MMR genes, but had
multiple primary tumours showing deficiency in MMR and met the clinical criteria for HNPCC. The
epimutation was detected in the spermatozoa of one of the individuals, suggesting a germline defect
and potential for transmission to children. However, recent reanalysis of the spermatozoa sample with
more sophisticated techniques has indicated that the MLH1 methylation detected was most likely
derived from residual somatic DNA in the sample, rather than present in male germ cells30.

30.

Epigenetic inheritance has also been proposed as a possible mechanism underlying transgenerational
responses to smoking and nutrition observed in human populations. Analysis of individuals recruited
into the Avon Longitudinal Study of Parents and Children (ALSPAC) indicated that early paternal onset
of smoking was associated with greater body mass index at age 9 in sons, but not in daughers31. A
trend for lower gestation length with earlier paternal smoking was also observed, in boys but not girls.

31.

Sex-specific transgenerational effects in a cohort of individuals born in Överkalix, Sweden in 1890, 1905
and 1920 have also been reported. The paternal grandfather’s food supply, estimated from historical
data on harvests and food prices, was linked to the mortality risk ratio (RR) of grandsons, while the
paternal grandmothers’ food supply was associated with granddaughters’ mortality RR31,32. No
associations were found between paternal grandfathers’ diet and granddaughters’ mortality RRs, or
between paternal grandmothers’ and grandsons’ mortality. Analysis suggested that particular periods
of exposure were critical. Poor grandfather’s or grandmother’s food supply during the slow growth
period before puberty (8-12 years) was associated with reduced mortality RRs for grandsons and
granddaughters, respectively while good food supply at this time was associated with higher mortality
RRs. The paternal grandmothers’ food supply from when she was a fetus to age 4 years had the
opposite effect, with good or poor supply correlating with lower or higher mortality RRs, respectively.

32.

Transgenerational effects associated with exposure to betel nuts have been reported in both humans
and animals. In CD1 mice, paternal exposure to betel nut was associated with an increased risk of
hyperglycaemia in non-betel fed F1 offspring33, while an epidemiological study in Taiwan reported
paternal betel nut chewing was associated with an increased risk of early onset of metabolic
syndrome in offspring34.

33.

The mechanisms responsible for these possible sex-line specific transmissions have not yet been
identified, but it has been postulated that they may be mediated by a signal, possibly epigenetic,
carried on the X and Y chromosomes. It is hypothesised that the non-recombining region of the
Y chromosome can transmit environmentally-induced epigenetic states or reversible DNA changes to
subsequent generations. Father to son and paternal grandfather to grandson effects could be
mediated by the Y chromosome, while the X chromosome passed by a woman to her son can only be
passed to her granddaughters, not grandsons31. However, evidence demonstrating a role for
epigenetics in mediating these effects is currently lacking.
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Implications for risk assessment
34.

The possibility that environmental exposures during pregnancy or in the neonatal period could result
in epigenetic alterations that lead to adverse effects in the F1 generation or even beyond is gaining
attention. The hypothesis is being tested by the new, emerging field of investigation known as
Environmental Epigenomics.

35.

Given that this field is in its infancy and the analytical techniques used to assess epigenetic effects are
still evolving, it has been suggested that it is premature to conclude that epigenetic evaluations should
be incorporated into chemical risk assessment at this time35. There are a number of questions which
need to be addressed. Questions raised at the workshop include:

36.

42

●

Do we know enough about the available animal models, such as Avy and AxinFu, in order to
properly interpret the data they generate? For example, transposable elements such as IAPs are
expected to be methylated, and it is uncertain whether there is something unusual about the
Agouti and Axin model IAPs that allows them to be hypomethylated.

●

How do we assess whether an epigenetic change is adverse?

●

Epigenetic mechanisms include DNA methylation, histone alterations and effects of non-coding
RNAs and it is uncertain which of these mechanisms play a role in transgenerational epigenetic
inheritance. Is there a need to evaluate all three of these parameters? It is also important to
consider what technique(s) would best be employed.

●

It is important to consider normal epigenetic variability, from individual to individual and over
time. There are also species differences in relative epigenetic stability. For example, stability of
methylation in c-myc in the liver and resistance to X chromosome reactivation during aging is
greater in humans than in mice36,37.

●

In addition to the agouti and axin models, are there other endpoints, such as imprinted genes, that
should be evaluated? What model compounds should be used?

●

The finding that maternal grooming behaviour can have epigenetic effects (see para 18) indicates
that it is important to take parental behaviour into consideration.

There are also questions as to whether current regulatory toxicity testing would be sufficient to
detect transgenerational epigenetic effects on phenotype. Comparison of the data generated from
regulatory studies for developmental, reproductive and endocrine toxicity of vinclozolin with those
generated in the studies on its transgenerational effects suggests that the regulatory tests would
adequately detect the effects of vinclozolin on the androgen receptor, fertility, reproductive organ
development, male genitalia and anogenital distance. However, multi-generation assays for
reproductive toxicity would not predict that treatment of the F0 generation only could produce
testicular abnormalities up to the F4 generation, as dosing is continuous across generations in these
studies (NB: these observations are being questioned, see para 25 above). In addition, the adult onset
increase in prostate, kidney and immune system lesions detected in the transgenerational studies is

unlikely to be picked up by regulatory reproductive studies, as these are generally terminated after
weaning or mating. Alternative strategies to detect the potential for such effects without requiring
testing up to the F3 or F4 generations may need to be developed.
Discussions
37.

Discussion at the workshop predominantly centred on the implications of the data presented for risk
assessment. These discussions are summarised below.

38.

Opinions vary on the most appropriate approach for assessing the potential for transgenerational
epigenetic inheritance following chemical exposures. Focussing on one or two well characterised
imprinted genes involved in transcription has been proposed, but there is no evidence that such genes
are those most likely to be modified by environmental exposures, or that epigenetic alterations at
these genes will have a significant functional impact.

39.

Results from the Avy and AxinFu animal models should be treated with caution, particularly given the
reported strain differences in transmission of epigenetic states.

40.

An alternative approach may be to use techniques that measure effects on the whole epigenome to
search for candidate genes or modifications on which to focus. However, while a broad approach may
be useful, it is important to consider the possibility for ‘epi-phenomena’ – epigenetic changes can
occur that have no effect on phenotype. For example, much of the bulk histone that can be analysed
will be non-coding and it is possible to get massive changes in bulk histone acetylation without much
change in gene expression. It is therefore critical to establish what regions of the epigenome are
important. It will also be important to consider the lessons that can be learnt from experience with
other ‘omic’ technologies.

41.

Confirming whether transgenerational epigenetic inheritance occurs in humans will be extremely
difficult and will require complementary studies in model organisms. A suggested approach is first to
identify an environmental insult or influence resulting in an alteration in phenotype; then determine
the location and nature of an epigenetic change and establish a link between epigenotype and
phenotype. It will also be necessary to rule out other genetic factors or a familial effect such as
constant exposure to an environmental factor. The need to study through to the F3 generation was
reiterated, as effects in the F1 or F2 generations could be due to in utero exposure. A potential
problem with this approach is that most differences in phenotype will not be inherited.

42.

In addition to identifying critical regions of the epigenome to assess and applying the appropriate
technique(s) for analysis, it is important to gain an understanding of the background variation at such
regions, both inter- and intra-species. Similarly, there is a need to gain an understanding of background
variation that can arise with time; for example, it has been demonstrated that that epigenetic
differences between monozygotic twins increase over a lifetime38.

43.

There is some evidence of epigenetic effects in tumour suppressor genes associated with cancer,
although it is unclear whether such changes are causal. It was suggested that it may be useful to
investigate whether there are environmental causes for these changes.
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44.

Presuming that transgenerational epigenetic effects can be shown to occur, it was proposed that it will
be important to identify whether such effects should be viewed as being thresholded or not.
Experiments to define the shape of the dose-response would be necessary in order to determine this.

45.

Overall, it is clear that a stronger science base is required before evaluation of epigenetic status can be
included in regulatory risk assessment.

COT Conclusions
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46.

There is reasonable evidence that epigenetic changes associated with environmental exposures during
development can result in adverse effects. Such effects might be detected in the F1 and F2
generations by standard regulatory toxicity testing.

47.

Transgenerational epigenetic inheritance of effects in the F3 generation and beyond would also be of
potential relevance to risk assessment. If epigenetic inheritance does occur, it is possible that this
could lead to an accumulation in risk across generations. In addition, such epigenetic changes could be
developed as biomarkers of effect.

48.

However, the science is not yet developed and therefore assessment of transgenerational epigenetic
inheritance cannot be incorporated in regulatory risk assessment at present.

49.

It is still unclear whether transmission of environmentally acquired epigenetic changes across
generations occurs in humans and if so, what mechanisms of epigenetic modification are important,

50.

Priorities for future research include assessment of whether important examples of epigenetic
inheritance seen in animals also occur in humans. In addition, it may be useful to investigate aberrant
phenotypes in humans which might possibly have a transgenerational, epigenetic basis. It is feasible to
undertake genome wide profiling to ascertain if changes in DNA methylation patterns underlie
environmentally acquired epigenetic changes that occur in experimental models and perhaps human
populations.
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Statement on reproductive effects of caffeine
Background
1.

Caffeine is present in coffee, tea, chocolate, cocoa, cola drinks, many of the increasingly popular
‘energy drinks’, and in over-the-counter and prescription medications including many cold and ‘flu
remedies, headache treatments, diet pills, diuretics and stimulants. Most pregnant women in the UK
consume caffeine from one or more sources.

2001 COT Evaluation
2.

The Committee last considered possible adverse effects of caffeine consumption on reproduction in
2001 and issued a statement at that time with the following conclusions. 1

3.

“We note that the risk of low birth weight and spontaneous abortion increases with increasing
maternal caffeine intake during pregnancy. However, a threshold level of caffeine intake, above which
maternal caffeine intake presents a risk to pregnancy, cannot be determined. Different studies assume
different caffeine contents of beverages and this leads to some variation in the levels of caffeine
intake associated with adverse effects on reproduction in different studies. We consider it prudent to
assume that caffeine intakes above 300 mg/day show a plausible association with low birth weight
and spontaneous abortion, given the available evidence from studies in experimental animals and
epidemiological studies. However, on the basis of the available evidence, it is not possible to define
this association as causal. We note that 300 mg/day caffeine is equivalent to four cups of instant
coffee or about six cups of tea, assuming average caffeine contents.

4.

We note that for caffeine intakes of 150 to 300 mg/day there is less evidence for an association, with
greater inconsistency in the results of epidemiological studies than for intakes above 300 mg/day.

5.

We note that data on maternal caffeine consumption during pregnancy and associations with adverse
effects on reproduction other than low birth weight and spontaneous abortion, such as pre-term
birth and adverse effects on the fetus are inconclusive. We do not consider there to be reliable
evidence for associations with these parameters at moderate consumption levels (below 300 mg/day).

6.

There do not appear to be effects of caffeine consumption on male fertility. Evidence for adverse
effects on female fertility is inconclusive.

7.

We note that the studies used to establish this association focused on caffeine intake from coffee,
and that a possible influence of other constituents of coffee cannot be excluded. We also recognise
that coffee and tea are just two sources of caffeine and do not necessarily represent the main
sources of caffeine intake for all people.

8.

Further studies are required to establish whether the observed association is causal. These might
include the use of biomarkers of caffeine intake.”
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The FSA funded research projects (T01032 & T01033)
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9.

In light of the Committee’s conclusions in 2001, the Food Standards Agency issued advice that caffeine
intake during pregnancy should be limited to not more than 300 mg/day and offered guidance on
amounts of caffeine in different foods and drinks. In addition, the Agency commissioned a
prospective study, involving around 2500 pregnant women, in order to reduce uncertainties in the risk
assessment and provide a more robust basis for the Agency’s advice to pregnant women on caffeine
consumption.

10.

This research was funded as two linked projects, ‘Determination of maternal caffeine intakes
associated with increased risk to the fetus’ (FSA project code T01032, University of Leicester) and
‘Assessment of caffeine consumption, altered caffeine metabolism and pregnancy outcome’
(T01033, University of Leeds).

11.

The FSA-funded research was designed to overcome some of the limitations of earlier studies. It was
prospective in design, recruiting women at approximately 12 weeks of gestation, and ascertained
caffeine consumption and other relevant exposures through a structured questionnaire. The
questionnaire, which was completed on three occasions (once in each trimester of pregnancy),
detailed all sources of caffeine, as well as gathering information about other aspects of diet (including
alcohol consumption), smoking habits, drug use (medicinal and recreational), work, physical activity and
symptoms. The information was recorded for each 4 week period of pregnancy. The main outcome
measure was fetal growth restriction (FGR) defined as failure of the baby to attain its growth potential
as determined by genetic and environmental factors. A weakness of many of the previous
epidemiological studies had been their reliance on birth weight as the endpoint for assessing fetal
growth. It is well recognised that low birth weight does not necessarily indicate poor growth, and
depends also on gestational age at birth and on other factors such as maternal height, ethnicity and
parity. Given that approximately 10% of babies were expected to have FGR, each of the two study
sites recruited in the region of 1,250 women in order to ensure sufficient statistical power to detect
small differences in the prevalence of FGR births according to caffeine intake.

12.

FGR is an important outcome because it is associated with an increased risk of perinatal mortality and
morbidity, including perinatal asphyxia. Moreover, there is epidemiological evidence that FGR
correlates with adverse effects in adult life2,3. For example, affected individuals have an increased
incidence of metabolic syndrome, manifesting as obesity, hypertension, hypercholesterolemia,
cardiovascular disease, and type 2 diabetes4,5,6.

13.

Of the four primary routes of caffeine metabolism in humans, 3-demethylation is quantitatively the most
important, the caffeine being converted to paraxanthine by CYP1A2. Studies have shown there to be
varying levels of CYP1A2 activity in humans. Women recruited to the study were asked to participate in a
“caffeine challenge” at approximately 14 and 28 weeks of gestation in order to assess metabolic
phenotype for caffeine metabolism. Participants drank a defined volume of caffeine-containing cola and
provided saliva samples, which allowed the half-life of caffeine and the ratio of its metabolites to be
measured. Cotinine was also measured in these samples to verify reported smoking habits.

14.

The Committee was presented with a pre-publication draft of the primary manuscript from these
studies. The subjects’ mean caffeine consumption was reported to decrease from 238 mg/day to
139 mg/day during the first trimester of pregnancy, and then increased to 153 mg/day by the third
trimester. The major contributions to caffeine consumption in pregnancy were from tea (62%), coffee
(14%) and cola drinks (12%), whilst chocolate contributed 8%. After adjustment for various potential
confounders, caffeine consumption was associated with an increased risk of FGR which was
statistically significant at intakes of 200-299 mg/day and above (Table 1).
Table 1
Odds ratios for FGR from a logistic regression analysis that adjusted for smoking status, amount smoked
(cotinine concentration), and alcohol intake.

Average intake over pregnancy

Caffeine (mg/day)

OR

(95% CI)

<100

1

-

100-199

1.2

(0.9, 1.6)

200-299

1.5

(1.1, 2.1)

300+

1.4

(1.0, 2.0)

ptrend

P=0.02

15.

The relation between FGR and caffeine intake during pregnancy was modelled using the best-fitting
second-order fractional polynomial (Figure 1). The curve in Figure 1 was derived from a model that took
into account other risk factors such as salivary cotinine levels, self-reported alcohol consumption,
maternal height, weight, ethnicity, parity, gestation at delivery and gender of the neonate. The results
were robust to exclusion of those women with high risk pregnancies, multiparity, and extremely high or
low caffeine intakes. For all levels of caffeine intake, lower intakes of caffeine were associated with
lower risk of fetal growth restriction. It is possible that the steep decline in risk associated with caffeine
intakes of less than 30 mg/day may be attributable to residual confounding. This analysis suggested a
continuously increasing risk across the exposure range, and gave no indication of a threshold level of
exposure, below which risk was not elevated. The Committee requested a repeat of this analysis,
excluding those women who consumed more than 300 mg caffeine per day. This confirmed that the
high level consumers did not materially alter the shape of the exposure-response curve.

16.

Further statistical analysis with regression models (logistic regression for binary outcomes, e.g. FGR vs
no FGR, and linear regression for continuous outcomes, e.g. birth weight centile) gave no indication of
important residual confounding by smoking.

17.

Analysis of the data on half-lives of caffeine (as a proxy for metabolism) in saliva suggested an
increased risk of FGR in fast metabolisers (shorter half life) as compared with slow metabolisers (longer
half life), although the difference was not statistically significant (P=0.06).
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18.

It is interesting that among the women with caffeine intakes > 300 mg/day prior to pregnancy, a
subset had chosen to reduce their caffeine intake to <50 mg/day by weeks 5-12 of pregnancy (n=109).
The mean birth weight of infants in this subset was higher than that in women who maintained their
caffeine intake above 300 mg/day (n=193) (difference in birth weight=161g, 95% CI: 24 to 297g, p=0.02).
However, these two groups of women may have differed in other ways apart from their caffeine
intakes.

19.

The Committee noted that energy intake needed to be considered as a potential confounder of
effects on fetal growth rate. Energy intake had been recorded in the Leeds arm of the study, but not
in Leicester. An analysis of data from Leeds that adjusted for energy intake indicated that energy
intake did not importantly confound the risk estimates for caffeine in this study.

Literature review (post-2001 COT statement)

52

20.

In addition to being presented with the results from the FSA-funded research, the Committee was
provided with an update on relevant research on reproductive effects of caffeine in humans published
since the previous COT review. Table 2 summarises the key data provided to the Committee in tabular
form. The references detailed in Table 2 were sourced through a systematic search of key scientific
databases, details of which are given in Annex A.

21.

It was noted that published studies differed substantially in their design, which may account for some
of the variation in the estimated risks of adverse reproductive outcomes reported for specified levels
of caffeine intake.

22.

Most studies assessed caffeine intake at various stages of pregnancy, generally by use of dietary
questionnaires. In most reports, caffeine intakes were assessed by multiplying the number of servings
of a beverage or food by an estimated mean caffeine content, and different studies assumed different
caffeine contents for beverages and foods. Further variation may have been introduced according to
whether participants were asked to estimate serving size or the researcher assumed a default serving
size.

23.

Errors in recall would be expected to affect the accuracy of information provided on caffeine intake
and on potential confounders, particularly in studies where information was gathered retrospectively.
In case-control studies that ascertained caffeine intake after the outcome of pregnancy was known,
differential errors may have spuriously exaggerated risk estimates. It should also be noted that many
of the studies did not assess caffeine intake from all sources.

24.

There is considerable inter-individual variation in caffeine metabolism, and measures of caffeine
consumption do not necessarily indicate the levels of caffeine and caffeine metabolites in the
maternal or fetal circulation. A small number of studies therefore measured levels of caffeine and its
metabolites in maternal or umbilical cord blood rather than assessing caffeine consumption.

25.

Further variation in estimates of caffeine effect may have occurred because the range of confounding
factors that was taken into account differed between studies. Notably, several studies did not adjust
for smoking or nausea during pregnancy.

26.

Caffeine consumption greater than or equal to 300 mg/day was reported in several studies7-14 to be
associated with FGR, decreased mean birth weight, miscarriage, or increased risk of still birth, with one
study finding a doubled risk of miscarriage for caffeine intakes above 200 mg/day15. Another study in
pregnant women with Type 1 diabetes suggested an increased risk of miscarriage for a caffeine intake
of just 1-2 caffeine-containing beverages per day in the first trimester, compared to non-consumers,
although the elevation of risk only reached statistical significance for daily intakes of three or more
drinks16. On the other hand, there were well-conducted studies that reported no statistically
significant association between maternal caffeine intake and miscarriage, FGR, still birth or prematurity,
after adjustment for potential confounders17-21. Overall, the findings were consistent with an increased
risk of FGR and miscarriage from higher consumption of caffeine, but because of limitations in study
designs (e.g. inaccurate assessment of caffeine exposures, potential for recall bias in case-control
studies, and possible residual confounding), they do not allow firm conclusions about the relation of
risk to levels of exposure.

27.

Fewer studies looked at CYP1A2 activity and pregnancy outcomes, due to substantial confounding by
smoking status, which is hard to correct for. One investigation suggested an increased risk of FGR in
women with fast metabolic phenotype22, while another found an association of caffeine intake with
miscarriage only in women with low CYP1A2 activity23.

Related observations from studies using experimental animals
28.

The potential reproductive effects of caffeine have been studied in a wide range of species and
strains of animals. In studies administering repeat doses of caffeine (12.5 mg/kg body weight per day
and higher) to rats throughout pregnancy, significantly decreased birth weights have been noted24. It is
not possible to determine whether this was due to a direct effect of caffeine on the fetus or
secondary to decreased maternal body weight gain since it was observed only when there was a
decrease in maternal body weight gain. In mice administered caffeine in drinking water at levels
equating to consumption of 22, 44 and 88 mg/kg/day a reduction in number of live pups/litter of 15
and 20% was observed in the medium and high dose level group, respectively. For the F0 animals there
were no effects on body weight, but alopecia occurred in 55% of the medium dose and 50% of the
high dose animals25.

29.

Studies in the Cynomolgus monkey, Macaca fascicularis, have shown a high rate of still births and
miscarriage with maternal caffeine intakes of 10-15 mg/kg body weight per day, given via drinking
water26. In 2001 the COT noted “that the main serum metabolite of caffeine in monkeys is
theophylline, whereas in humans it is paraxanthine and that information on the comparative toxicities
of these metabolites is not available.” It should be noted that the Cynomolgus monkey does not
constitutively express CYP1A2 (which is the main enzyme responsible for caffeine metabolism) 27..
Thus, for a given dose of caffeine, the monkeys’ systemic exposure is likely to be higher. Furthermore,
there were limitations in the study design and therefore this study is not informative for assessing the
risks of caffeine intake in humans.
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30.

With regard to the new FSA-funded research, FGR was considered to be a relatively robust endpoint,
unlike miscarriage, which is difficult to ascertain reliably as it often occurs before women know they
are pregnant, or before they have been recruited to a study. Members noted that decreases in birth
weight of as little as 10-15 g can have implications for future health outcomes, particularly in pre-term
babies.

31.

Caffeine consumption was assessed retrospectively by means of a questionnaire completed at
interview at the end of each of the three trimesters of pregnancy, women being asked to recall their
caffeine consumption during 4 week periods. Data on caffeine intake from all sources were recorded
(tea, coffee, hot chocolate, soft drinks, chocolate) including information on brand, serving size and
preparation of product. Caffeine consumption is likely to have been estimated with reasonable
accuracy as, because of the repeated administration of the questionnaire, recall was recent and for
most before pregnancy outcome or birth weight were known. Salivary cotinine measurement
confirmed the accuracy with which the women reported their smoking habits.

32.

The half-life of caffeine was measured in women in a “caffeine challenge” the a priori hypothesis being
that an increased half-life would be associated with an increased risk of FGR, based upon the
assumption that clearance would remove the potential hazard. However, this was not found. Rather,
the analysis suggested that if anything, risk of FGR was higher in faster metabolisers than in slower
metabolisers. This result is consistent with the findings of Grosso et al22, who reported increased risk
of intrauterine growth retardation (IUGR) in association with serum paraxanthine levels >149 ng/ml and
higher paraxanthine/caffeine ratios. There are no reports of animal studies investigating reproductive
effects of paraxanthine.

33.

It was noted that adjustment for various potential confounding factors had little impact on risk
estimates.

34.

The fact that repeat modelling of the risk of FGR according to caffeine intake showed a similar doseresponse relation after exclusion of women with caffeine intakes in excess of 300 mg per day
suggested that the modelled relationship was not unduly influenced by findings for women with the
highest caffeine intakes. The Committee noted the possibility that fitting a different mathematical
model to the data may have importantly influenced the dose-response relationship observed in
Figure 1, and that there was considerable uncertainty about the shape of the dose-response
relationship at lower intakes. They noted that the model used placed weight on those with intakes
below 50 mg/day (who may have differed in their exposure to confounding lifestyle factors) and
questioned whether it was the most appropriate choice. Hence it would be inappropriate to attempt
to determine a threshold dose from this figure.

Committee conclusions
35.

We consider that the FSA-funded research contributes usefully to the body of evidence on the
relation between caffeine intake and adverse birth outcomes.

36.

From this work and from the other studies that have been published, we conclude that caffeine intake
during pregnancy is associated with an increased risk of FGR. It is still not possible to be confident that
the association is causal rather than a consequence of residual confounding, but it would be prudent
to assume causation.

37.

The evidence that is now available does not make it possible to identify a threshold level of caffeine
intake below which there is no elevation of risk, and it seems likely that risk is increased in association
with intakes in the order of 200 mg per day and perhaps even lower. However, if the relation is indeed
causal, then the absolute increase in incidence of FGR from intakes less than 200 mg per day is likely
to be less than 2% of infants.

38.

The literature suggests a positive association of caffeine intake with miscarriage, but there are
uncertainties relating to possible recall bias and residual confounding.

39.

Data on maternal caffeine consumption during pregnancy and associations with adverse effects other
than FGR and spontaneous miscarriage, such as pre-term birth and congenital malformations, are
inconclusive.
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Figure 1 Modelled relation between risk of fetal growth restriction (FGR) and caffeine intake (mg/day) during
pregnancy.

The relation is modelled by the best-fitting second-order fractional polynomial, with 95% confidence
intervals. For clarity, the graph is restricted to caffeine intakes <500mg/day. Horizontal dotted lines mark
national average risk of FGR (10%) and the average risk in the cohort (13%).
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Study
period

Not stated

Denmark

Bech et al (2007)26 1998-2002

Turkey

Balat et al (2003)7

Studies on Birth Weight

Author +
location

Birth weight
and length
of gestation.

BW, length
and head
circumference,
weight and
diameter
of placenta.

Outcome
variables

1207 pregnant
women drinking
at least 3 cups
of coffee/day,
recruited before
20 wks gestation.

63 pregnant
non-smokers
+ 60 pregnant
smokers with
spontaneous
vaginal deliveries
in gestational
wks 37-41

Study sample

Mean bw of babies
of women in the
decaffeinated
group was 16 g
(95% CI: -40,
+73) higher than
those from the
caffeinated group.

Interviewed
throughout
pregnancy on
daily consumption
coffee, tea, cola
and cocoa.

Not
reported.

OR/RR
(95% CI)

No significant
Not
differences in mean reported.
bw or mean length
of gestation
between caffeinated
and decaffeinated
groups.

No differences in
other parameters.

Non-smokers and
smokers consuming
>300 mg/day had
significantly lower
newborn and
placental weights
than those
consuming
<300 mg/day.

Study authors
description of
results

Randomised to
drink caffeinated
(n=568) or
decaffeinated
(n=629) instant
coffee at usual
consumption levels.

Daily consumption
of tea and coffee
(#cups).
Participants
grouped as daily
caffeine intake
< or > 300 mg/day.

Measure of
caffeine
exposure

Table 2. Key data from relevant human studies published since the previous COT review

Women were
not asked
to avoid
intake of
other
caffeinated
beverages.

Adjustment
for length of
gestation,
parity,
prepregnancy
BMI and
smoking at
entry to study.

No
adjustment
reported.

Comments
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USA

Bracken et al
(2003)29

LBW,
prematurity
and IUGR.

Outcome
variables

LBW

1996-2000 IUGR

1994-1995

Bicalho and
Barros Filho
(2002)27

Brazil

Study
period

Author +
location

2,291 women
with singleton
live births.

354 newborns
with bw
<2,500 g (cases)
354 newborns
≥3,000 g
(controls).

Study sample

Urine analysis at
interview 1.

Interviews on
coffee, tea and
soda consumption
- Interview on
trimester 1 intake
conducted before
gestation wk 25
- Post natal
interview on
trimester 3 intake.

Daily consumption
of coffee, tea and
soft drinks.

Measure of
caffeine
exposure

Mean bw reduced
by 28 g per 100 mg
caffeine consumed
daily in trimester 1
[vs 178g reduction
for smoking 10
cigarettes daily
in trimester 3].

No significant
association of
caffeine
consumption
in trimesters 1 or 3
or urinary caffeine
with the various
endpoints.

No association
between caffeine
consumption during
pregnancy and low
birthweight,
prematurity and
intrauterine growth
restriction.

Study authors
description of
results

Table 2. Key data from relevant human studies published since the previous COT review continued

Reference:
average
0 mg/day

1-149
150-299
≥300

1-149
150-299
≥300

LBW
1.45(0.89,2.35)
1.59(0.70,3.60)
1.32(0.46,3.78)

IUGR
1.35(0.95,1.92)
1.05(0.53,2.09)
1.75(0.81,3.76)

IUGR
1.16(0.45,3.01)
0.64(0.20,1.98)

<300
≥300

Trimester 1
Caffeine
(mg/Day)

0.72(0.45,1.25)
0.47(0.24,0.92)

LBW
<300
≥300

Caffeine
(mg/day)

OR/RR
(95% CI)

Similar ORs
reported for
caffeine
consumption in
trimester 3.

Adjustment for age,
parity, # prior
pregnancies, marital
status, race,
education, height,
smoking in 3rd
trimester, weight.

Adjustment for age,
schooling, income,
marital status, skin
colour, parity,
smoking, previous
lbw child, prepregnancy weight,
employment status,
interval between
pregnancies,
prenatal care and
high blood pressure.

Abstract only in
English.

Comments
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Study
period

Canada

Study sample

1996-2000 IUGR

Interviews in
gestational wks 6-12
and 32-34 on intake
of coffee, tea, soft
drinks, cocoa,
chocolate and
caffeine containing
medication.

Measure of
caffeine
exposure

493 SGA cases,
480 controls.

2,915 consuming
< 150 mg/day in
previous wk.
Interview within 2
days of delivery on
number of cups of
coffee, tea and cans
of cola daily for
each trimester, and
month before
pregnancy.

Pregnant women Caffeine and
at ≤24
primary metabolites
gestational wks: measured in
umbilical cord
718 consuming
blood.
≥150 mg/day
caffeine in
previous wk.

873 women with
BW,
gestational singleton live
births.
age, BW
standardised
for
gestational
age (BW
ratio).

Outcome
variables

Infante-Rivard, 1998-2000 SGA
(2007)17

USA

Grosso et al
(2006)22

Sweden

Clausson et al 1996-1998
(2002)32

Author +
location

ORs for caffeine
intake in trimester 1
statistically
heterogeneous
between smokers and
non, authors suggest
an increased risk for
non-smokers.

No association
caffeine consumption
and SGA overall
(smokers and nonsmokers combined).

Increase in
paraxanthine:caffeine
ratio increased
likelihood of IUGR.

≥300 in
trimester 1
vs <300
Reference
category:
<300 mg/day

Caffeine
(mg/day)

of baseline.

Paraxanthine levels
caffeine ratio.
≥149 ng/ml associated
with increased risk.
No statement

paraxanthine:

Adjustment for,
nausea, race, prepregnancy BMI,
parity.

stratifying smokers
and non-smokers.

Non
smokers
2.13(0.82,1.03) Smoking also
Heterogeneity: adjusted for when
p=0.01
analysis not

Smokers
0.43(0.18,1.03)

Adjustment for
smoking in
trimester 3, parity,
pre-pregnancy wt,
maternal race and
maternal age at
delivery.

1.21(1.07,1.37)

Higher serum caffeine Standard
levels associated with deviation
reduced risk IUGR.
increase in

Comments

Adjustment for age,
height, BMI, country
of birth, parity,
previous LBW
infant, education,
work, nausea,
vomiting, fatigue
diabetes and
hypertensive
disorders.

OR/RR
(95% CI)

No associations
Not reported
between caffeine
consumption and the
endpoints assessed,
neither when caffeine
exposure averaged
from conception to
gestational wks 32-34,
nor when stratified by
trimester.

Study authors
description of
results
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Italy

Parazzini et al Not
stated
(2005)19

Denmark

Ørskou et al
(2003)36

SGA

1990-1999 High birth
weight
(>4,000 g)

SGA

1959-1966

Klebanoff
et al (2002)34

USA

Outcome
variables

Study
period

Author +
location

1966 women
with term babies
of normal
weight (controls).

555 women with
SGA babies
[<10th percentile
based on Italian
standard] (cases)
Interviews on tea,
cola and coffee
intake prior to
pregnancy and in
each trimester.

Questionnaire at
approx. 16 wks
gestation on
average daily coffee
intake.

Paraxanthine levels
in serum collected
in trimester 3 (>26
wks of gestation).

2,515 women.

24,093
non-diabetic
pregnant
women.

Measure of
caffeine
exposure

Study sample

No significant
associations between
tea, cola, caffeinated
coffee or
decaffeinated coffee
consumption and
SGA.

Women with a
caffeine intake of
>200 mg/day had a
statistically reduced
‘risk’ of giving birth to
an infant weighing >
4,000 g compared to
women with an intake
of <200 mg/day.

Reference
category:
0 cups/day

Coffee (≥3
cups/day)

Reference:
<200
mg/day

300-399
≥400

Caffeine
(mg/day)

OR for
high BW

Not reported

Mean levels higher in
women with SGA
babies (754 ng/ml) vs
women with NGA
babies (653 ng/ml)
Significant linear trend
for smokers but not
non-smokers before
adjustment.

OR/RR
(95% CI)

Study authors
description of
results

Table 2. Key data from relevant human studies published since the previous COT review continued

Trimester 1
1.2(0.8,1.8)
Trimester 2
1.2(0.8-1.8)
Trimester 3
0.9(0.6,1.4)

Adjustment for age,
education, parity,
smoking in
trimester 3,
gestational
hypertension and
history of SGA
birth.

Adjustment for prepregnancy weight
and height, parity,
smoking, alcohol,
marital status,
education level,
0.88(0.81,0.96) gestational age and
0.87(0.79,0.95) infant gender.

Adjustment for
maternal age, prepregnancy weight,
education, parity,
ethnicity and no.
cigarettes smoked
per day.

Comments
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USA

Xue et al
(2007)43

Sweden

Information
collected
from
mothers
in 20012002

BW, IUGR

1986-1988 SGA

Vik et al
(2003)14

Outcome
variables

Study
period

Author +
location

34,063 women in Interviews
Nurse’s Mother conducted on
Cohort.
coffee intake when
pregnant with their
nurse daughters.

3-day food records
collected in
Trimesters 2 and 3.

Measure of
caffeine
exposure

Study authors
description of
results

Daily consumption of
each additional cup
of coffee associated
with a 10g decrease in
bw

Mean caffeine intake
higher in SGA
mothers than controls
in trimester 3 (281 vs
212 mg/day) but not in
Caffeine intake
747 mothers of calculated from tea, trimester 1.
non-SGA babies. coffee, soft drinks
and chocolate,
classed as high or
low based on
median.
111 mothers of
small for
gestational age
(SGA) babies.

Study sample

Baseline:
Never drank
coffee

<1
1-2
3-4
>5
Trend test
(cup/day)

Coffee
(cups/day)

No statement
of baseline.

High avge
intake over
pregnancy

High intake
week 33

High intake
week 17

Caffeine
intake classed
as high/low
based on
median

OR/RR
(95% CI)

1.09(1.05,1.13)

1.00(0.82,1.21)
1.28(1.12,1.47)
1.30(1.10,1.55)
1.63(1.25,2.12)

IUGR

Adjustment for
maternal BW,
height, BMI, birth
order, maternal
weight gain,
diabetes in
pregnancy, smoking,
gestational age,
occupation,
maternal milk
consumption,
paternal BMI,
maternal infertility.

Interviews with
mothers conducted
a long time after
pregnancy - when
their offspring were
adults.

intake in trimester 3
or in trimester 1 and
1.6(1.0,2.5) 3 combined
associated with
increased risk for
SGA birth of male
1.5(1.0,2.4) but not female
babies.

1.1(0.6,2.1) High mean caffeine

Adjustment for
smoking at
conception, prepregnancy wt, low
education, previous
SGA birth

Comments
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Study
period

Outcome
variables

Study sample

UK

Giannelli et al 1987-1989
(2003)11

Sweden

Miscarriage

Repeated
miscarriage

Telephone interview
at approx
gestational wk 16 on
daily coffee
consumption.

Measure of
caffeine
exposure

314 nulliparous
pregnant
women
attending for
antenatal care in
trimester 3.

160 nulliparous
women with
miscarriage
(cases).
Interview 3 wks
after miscarriage or
at antenatal
appointment on
coffee, tea and cola
consumption.

Interviews within 26 wks of miscarriage
on intake of coffee,
tea, cocoa,
chocolate, soft
953 control
drinks and caffeinewomen
containing
matched by wks medication.
of gestation.

108 women with
≥2 consecutive
miscarriages
(cases).

1996-1998

George et al
(2006)10

Denmark

1996-2002 Fetal death 88,482 pregnant
(miscarriage women
or stillbirth). recruited into
Danish National
Birth Cohort by
GPs.

Bech et al
(2005)8

Studies on miscarriage, stillbirth and infant death

Author +
location

Caffeine consumption
>300 mg/day during
pregnancy associated
with an increased risk
of miscarriage.

Mean caffeine intake
311 mg/day in cases,
240mg/day for
controls.

High levels of coffee
consumption
associated with an
increased risk of fetal
death.

Study authors
description of
results

Table 2. Key data from relevant human studies published since the previous COT review continued

1.59(1.19,2.13)

≥8

Reference:
≤ 150 mg/day

151-300
301-500
>500

1.19(0.67,2.12)
1.94(1.04,3.63)
2.18(1.08,4.40)

Caffeine intake
in pregnancy
(mg/day)

Reference:
0-99 mg/day

100-299
≥300

100-299
≥300

Mean caffeine
intake in
pregnancy
(mg/day)
Smokers
0.5 (0.04,6.9)
0.4 (0.05,4.1
Non smokers
1.9 (0.8,4.3
2.7 (1.1,6.2)

1.33(1.08,1.63)

4-7

Reference
category:
0 cups
coffee/day

1.03(0.89,1.19)

0.5-3

Cups
coffee/day:

OR/RR
(95% CI)

Adjustment for
maternal age,
severity of nausea
and gestational age.

Adjustment for age,
previous pregnancy
history, induced
abortions, myoma,
time to conceive,
alcohol intake and
folate levels.

Adjustment for age,
parity, smoking, prepregnancy BMI,
alcohol
consumption,
socio-occupational
status.

Comments
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Study
period

1978-1993

UK

908 women
with a normal
trimester 1
pregnancy
(controls).

507 women with
miscarriage in
trimester 1
(cases).

Study sample

6116 women with
most recent
pregnancy
progressing
beyond 12 wks
(controls).

603 women with
most recent
pregnancy
ending in
trimester 1
miscarriage
(cases).

Wide range 191 pregnant
women with
including,
miscarriage, type 1 diabetes.
congenital
malformation,
preeclampsia,
delivery at
<37wks.

First
trimester
miscarriage.

Outcome
variables

Macono-chie 1980-2002 Trimester 1
miscarriage.
et al (2007)18

USA

Khoury et al
(2004)16

Sweden

Karypidis et al 1996-1998
(2006)12

Author +
location

Study authors
description of
results

Questionnaire on
reproductive history
sent to UK women
in 2001. Caffeine
intake determined
by tea, coffee and
caffeinated drink
consumption.

Monthly interviews;
caffeine
consumption based
on number cups
caffeinated
beverages/day.

Apparent association
between caffeine
intake and risk of
miscarriage not
significant after
adjustment for
nausea.

Significant
associations observed
for spontaneous
miscarriage (+ve), preeclampsia and infant
hypoglycaemia (-ve).

Significant association
between caffeine
intake of 100-299 and
>500 mg/day and
miscarriage in women
with CYP1B1 Val/Val
Consumption based genotype.
on women’s
estimate of cup
size.
Interview on intake
of coffee, tea,
caffeine-containing
soda and hot
chocolate.

Measure of
caffeine
exposure

Baseline:
0 mg/day.

<151
151-300
301-500
>500

Caffeine
(mg/day)

Caffeine
intake at
>20 wks
gestation.

Reference:
0 drinks/day

1-2
≥3

Drinks/day

Reference:
Leu/Leu
genotype &
<100 mg/day
intake.

100-299
300-499
>500

Caffeine
(mg/day)

OR/RR
(95% CI)

1.03(0.71,1.49)
0.93(0.64,1.33)
1.04(0.72,1.50)
1.14(0.79,1.66)

Infant
hypoglycaemia
0.2 (0.1, 1.0)

Pre-eclampsia
0.3 (0.1, 1.0)

Spont.
miscarriage
3.8 (0.8, 16.9)
5.2 (1.2, 22.0)

2.63(1.39,4.98)
1.82(0.84,3.93)
3.61(1.36,9.61)

Val/Val
genotype

Adjustment for year
of conception,
maternal age,
previous
miscarriage,
previous live birth
and nausea.

Adjustment for age,
yrs since diagnosis
of diabetes,
nephropathy,
retinopathy,
glycaemic control,
cigarette smoking.

Unclear when
interviews took
place.

Adjustment for age,
smoking, alcohol,
previous
miscarriage, parity,
pregnancy
symptoms.

Comments

64

Japan

Sata et al
(2005)38

Denmark

Rasch et al
(2003)13

Uruguay

Miscarriage.

2003-2004 Recurrent
pregnancy
loss.

1994

2002-2003 Fetal death.

Matijas-evich
et al (2006)35

Outcome
variables

Study
period

Author +
location

Measure of
caffeine
exposure

147 women with
live births
(controls).

58 women with
two or more
miscarriages
(cases).

1168 women
with live fetuses
in gestational
wks 6-16
(controls).

330 women with
miscarriage in
gestational wks
6-16 (cases).

792 women
with live term
NGA births
(controls).

OR/RR
(95% CI)

Consumption of
≥ 375 mg caffeine
/day associated with
increased risk of
miscarriage.

100-299
≥300
Reference:
0-99 mg/day
for each
grouping.

CYP1A2 AA
1.94(0.57-6.66)
5.23(1.05-25.9)

100-299
≥300

All women
1.29(0.66,2.50)
1.82(0.72,4.58

1.31(0.92,1.86)
2.21(1.53,3.18)

0.74(0.42,1.31)
0.93(0.51,1.67)
1.22(0.69,2.17)
2.33(1.23,4.41)

CYP1A2
CC+CA
1.03(0.42,2.52)
1.03(0.29,3.70)

100-299
≥300

Caffeine
(mg/day)

Baseline:
0-199 mg/day.

200-374
≥375

Caffeine
(mg/day)

Reference:
0 mg/day

1-59
60-149
150-299
≥300

Mean caffeine intake Mean
significantly higher in caffeine
(mg/day)
cases than controls
(156.5 mg/day vs 113.6).

Study authors
description of
results

Questionnaire on
CYP1A2*1F (AA vs CA
coffee, tea and cola CC) genotype found
consumption during to influence risk.
pregnancy.

Questionnaire on
daily tea, coffee,
cola and chocolate
bar consumption
during pregnancy.

382 women with Questionnaire on
coffee and mate
fetal death
consumption.
≥20wks
gestational age
or weighing
>350g (cases).

Study sample

Table 2. Key data from relevant human studies published since the previous COT review continued

Adjustment for age
and smoking status
in pregnancy.

Adjustment for age,
parity, occupation,
smoking and
alcohol.

Adjustment for
maternal and
partner’s education,
history of
miscarriages + fetal
deaths, vomiting/
nausea in trimester 1
and attendance for
prenatal care.

Comments
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Sweden

Miscarriage.

1996-1998

Signorello
et al (2001)23

USA

2000-2004 Miscarriage
at <20
gestational
wks.

Savitz et al
(2008)20

Outcome
variables

Study
period

Author +
location
Interview before 16
weeks on caffeinecontaining coffee,
tea and soda
consumption prepregnancy, 4 wks
after last menstrual
period (LMP), + at
time of interview or
when still pregnant.

Interviews within 2
wks of miscarriage
or 6 days of
enrolment
(controls).
Coffee, tea, cocoa,
chocolate, soft
drinks + caffeinecontaining
medication.

101 women with
normal
karyotype
miscarriages
(cases).
953 pregnant
women at 6-12
gestational wks
(controls).

Measure of
caffeine
exposure

2407 women
recruited at <12
gestational wks.

Study sample

Association with
NAT2 genotype less
clear.

Caffeine found to be
a significant risk factor
among women with
low, but not high,
CYP1A2 activity.

Coffee and caffeine
consumption at all 3
timepoints were
unrelated to overall
risk of miscarriage.

Study authors
description of
results

Time of
interview
1.1 (0.6,2.2)
1.9 (1.1,3.5)
2.3 (1.2,4.5)

>0-<348
≥348-695
>696

>0-<348
≥348-695
>696

Slow
acetylators
2.38(1.04,5.49)
1.65(0.67,4.06)
Fast
acetylators
1.07(0.39,2.95)
1.93(0.67,5.51)

100-299
≥300

100-299
≥300

100-299
≥300
Reference:
0-99 mg/day
for each
group.

High CYP1A2
activity
2.42(1.01,5.80)
3.17(1.22,8.22)

Caffeine
(mg/day)
100-299
≥300

Low CYP1A2
activity
0.32(0.08,1.23)
0.46(0.12,1.73)

4wks post
LMP
1.2 (0.6,2.2)
1.0 (0.5,2.0)
0.5 (0.2,1.4)

Reference
category:
0 mg/day

Pre-preg
1.6 (0.7,3.4)
1.2 (0.6,2.6)
1.1 (0.4,2.6)

Adjustment for age,
gestational week,
smoking + nausea.

Adjustment for
maternal age, race
ethnicity, maternal
education, marital
status, alcohol
consumption +
vitamin use.

Median levels
caffeine
consumption
modest relative to
previous studies +
authors suggest this
restricted the ability
to examine effects
above 300-400
mg/day.

Caffeine
(mg/day)
>0-<348
≥348-695
>696

Comments

OR/RR
(95% CI)
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Denmark

Wisborg et al 1989-1996
(2003)42

USA

Weng et al
(2008)15

1996-1998

1991-1995

Tolstrup et al
(2003)40

Denmark

Study
period

Author +
location

1063 pregnant
women
recruited at ≤15
gestational wks.

1381 women in
cohort who
gave birth
(controls).

303 women
from a
populationbased cohort
with miscarriage
(cases).

Study sample

Stillbirth and 18,478 singleton
infant death pregnancies.
in 1st yr of
life.

Miscarriage
at <20
gestational
wks.

Miscarriage.

Outcome
variables

Questionnaire at
approx 16 wks of
gestation on coffee
intake.

Interview on intake
of coffee, tea,
caffeine-containing
soda and hot
chocolate.

Drinking coffee during
pregnancy associated
with an increased risk
of stillbirth but not
infant death.

Increasing caffeine
consumption
associated with an
increased risk of
miscarriage.

Caffeine
intake prepregnancy
(mg/day)

High pre-pregnancy
caffeine intake (>900
mg/day) associated
with an increased risk
of miscarriage.

Interview on tea
and coffee intake at
enrolment into
cohort and again
2 yrs later.

1-3
4-7
≥8
Baseline:
0 cups/day

1-3
4-7
≥8

Coffee
(cups/day)

Baseline:
Non-user

<200
≥200

Caffeine
mg/day

Reference
category:
<75 mg/day

75-300
301-500
501-900
>900

OR/RR
(95% CI)

Study authors
description of
results

Measure of
caffeine
exposure

Table 2. Key data from relevant human studies published since the previous COT review continued

Infant death
0.9 (0.6, 1.6)
0.2 (0.1, 0.7)
1.6 (0.7, 3.6)

Stillbirth
0.6 (0.3, 1.1)
1.4 (0.8, 2.5)
2.2 (1.0, 4.7)

1.42(0.93,2.15)
2.23(1.34,3.69)

Caffeine exposure
from tea, cola or
drinking chocolate
considered
insignificant so not
included in analysis.
Adjustment for
smoking and
alcohol, parity, age,
marital status, BMI,
yrs education and
employment status
in pregnancy.

Adjustment for
maternal age, race,
education, family
income, marital
status, previous
miscarriage, nausea
and vomiting since
LMP, smoking
status, alcohol
consumption,
Jacuzzi use and
magnetic field
exposure.

1.26(0.77-2.06) marital status,
1.45(0.87,2.41) smoking and
1.44(0.87,2.37) alcohol intake.
1.72(1.00,2.96)

Adjustment for age,

Only considers prepregnancy caffeine
intake

Comments
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Study
period

Brazil

Bicalho and
Barros Filho
(2002)27

Denmark

Bech et al
(2007)26

Outcome
variables

Study sample

1994-1995

LBW,
prematurity
and IUGR.

Interviewed
throughout
pregnancy on daily
consumption
coffee, tea, cola and
cocoa.

Randomised to
drink caffeinated
(n=568) or
decaffeinated
(n=629) instant
coffee at usual
consumption levels

Measure of
caffeine
exposure

354 newborns
≥3,000 g
(controls).

354 newborns
Daily consumption
with bw <2,500 g of coffee, tea and
(cases).
soft drinks.

1998-2002 Birth weight 1207 pregnant
and length women drinking
of gestation. at least 3 cups
of coffee/day,
recruited before
20 wks
gestation.

Studies on pre-term birth

Author +
location

OR/RR
(95% CI)

No association
between caffeine
consumption during
pregnancy and low
birthweight,
prematurity and
intrauterine growth
restriction.
<300
≥300

Caffeine
(mg/day)

Not reported
No significant
differences in mean
bw or mean length of
gestation between
caffeinated and
decaffeinated groups.

Study authors
description of
results

Prematurity
0.59(0.32,1.09
0.32(0.15,0.72)

Adjustment for age,
schooling, income,
marital status, skin
colour, parity,
smoking, previous
lbw child, prepregnancy weight,
employment status,
interval between
pregnancies,
prenatal care and
high blood pressure.

Abstract only in
English.

Women were not
asked to avoid
intake of other
caffeinated
beverages.

Adjustment for
length of gestation,
parity, prepregnancy
BMI and smoking at
entry to study.

Comments
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Brazil

de Souza +
Sichieri
(2005)21

Italy

Chiaffarino
et al (2006)31

USA

Not
stated

1989-1999

Urine analysis at
interview 1.

162 newborns
with gestational
age ≥37 wks
(controls).

‘Semi-quantitative’
food frequency
questionnaire on
coffee, tea +
powdered
chocolate.

Total caffeine
consumption during
pregnancy not
associated with
prematurity.

Inverse association
coffee consumption
(≥2 servings/day)
disregarding caffeine
from other sources
and risk of SGA
preterm babies
(OR= 0.5 [0.3,0.8])

No significant
association with
overall intake of
caffeine

Trimester 1
Caffeine
(mg/Day)

No significant
association of
caffeine consumption
in trimesters 1 or 3 or
urinary caffeine with
preterm delivery.

Interviews on
coffee, tea and soda
consumption
- Interview on
trimester 1 intake
conducted before
gestation wk 25
- Post natal
interview on
trimester 3 intake.

Baseline:
Below
50 mg/day

50-99
≥100

Caffeine
(mg/day)

Reference
category:
0 servings/day

than 300 mg/day.

1.58(0.32,2.84) Most caffeine
1.35(0.48-3.80) intakes were less

Abstract only in
English.

0.9 (0.6,1.2)
0.9 (0.7,1.3)

1
≥2
1
≥2

Similar ORs
reported for
caffeine
consumption in
trimester 3.
Adjustment for age,
education,
Preterm SGA gestational
hypertension and
1.1 (0.7,1.8)
history of preterm
1.0 (0.6,1.7)
Preterm NGA birth.

Preterm del
1.20(0.80,1.76)
1.74(0.93,3.27)
1.67(0.76,3.81)

Adjustment for age,
parity, # prior
pregnancies, marital
status, race,
education, height,
smoking in 3rd
trimester, weight.

Comments

Caffeine
servings/day

Reference:
average
0 mg/day

1-149
150-299
≥300

OR/RR
(95% CI)

Study authors
description of
results

Measure of
caffeine
exposure

502 women who Post pregnancy
interview on coffee,
delivered at
<37 wks (cases). tea and cola
consumption.
1966 women
who gave birth
at ≥37 wks.

2,291 women
with singleton
live births.

Study sample

Prematurity. 140 newborns
with gestational
age <37wks
(cases).

Preterm
birth of SGA
or normal
for
gestational
age babies.

1996-2000 Preterm
delivery.

Bracken et al
(2003)29

Outcome
variables

Study
period

Author +
location

Table 2. Key data from relevant human studies published since the previous COT review continued

Annual Report 2008

69

Study
period

USA

Browne et al
(2007)30

1997-2002

Studies on teratogenicity

Author +
location

Cardiovascular
malformations
(CVMs).

Outcome
variables

4,196 mothers of
infants with
cardio-vascular
malformation
3,957 controls.

Study sample

Telephone
interviews on
consumption of
caffeinated coffee,
tea, soda or soft
drinks and
chocolate in year
prior to pregnancy.

Measure of
caffeine
exposure

No significant positive
associations between
maternal caffeine
consumption and
CVMs.

Study authors
description of
results

Baseline:
<10 mg
caffeine/day

Caffeine
(mg/day)
10-<100
100-<200
200-<300
≥300

OR/RR
(95% CI)

All CVM
1.17(0.91,1.50)
1.05(0.80,1.38)
1.23(0.91,1.66)
1.24(0.91,1.68)

Adjustment for
mother’s state of
residence at time of
birth.

Comments
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Annex A
Search strategy for review of research on reproductive effects of caffeine
Pubmed
Colleagues at the Food Standards Agency’s Information Centre searched using the following search terms:
(caffeine OR coffee) AND [("adverse effects" AND "pregnancy") OR "fetal growth restriction" OR "fetal growth
retardation" OR "FGR" OR "fetal growth" OR "miscarriage" or "outcomes" OR "birth weight" OR "intrauterine
growth retardation" OR "IUGR" OR "small for gestational age" OR "SGA" OR "fetus" OR "preterm birth")]
Limits imposed on search: Published between 2001-2008, limited to ‘humans’
Total number of papers: 32
Of these, 2 papers were not ordered as they were review articles, 2 reported studies performed in rodents, 1
described a study of factors affecting IVF fertility and 6 referred to caffeine only as a confounder in irrelevant
studies.
Search conducted on PubMed using the following search string:
(caffeine OR coffee) AND ("adverse effects" AND "pregnancy")
Limits imposed on search: Published between 2001-2008, limited to ‘humans’
Total number of papers: 88
This search yielded 24 potentially useful references that were not identified in the previous search. All of the
other references in this search were duplicates of those already obtained, or were disregarded primarily as
they described studies where pregnancy outcome was not the main focus of the study, or focussed on
different species such as primates, rats or mice, or for one of the reasons stated previously.
British Library Inside
Search conducted on British Library Inside using the following search string:
(caffeine OR coffee) AND pregnancy
Limits imposed on search: Published ≥2001 only.
Total number of papers: 72
Of these 18 had not been previously identified. All of the other references in this search were either duplicates
of papers already obtained, duplicates within the search, or were disregarded for the reasons outlined above.
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Colleagues at the Information Centre searched using the following search terms:
(caffeine OR coffee) AND [("adverse effects" AND "pregnancy") OR "fetal growth restriction" OR "fetal growth
retardation" OR "FGR" OR "fetal growth" OR "miscarriage" or "outcomes" OR "birth weight" OR "intrauterine
growth retardation" OR "IUGR" OR "small for gestational age" OR "SGA" OR "fetus" OR "preterm birth")]
Limits imposed on search: Published ≥2001 only.
Total number of papers: 175
From the results of this search only 2 had not been previously identified. Most references were duplicates of
those already found and some related to studies conducted in rodents and primates.
From the references (n = 75) obtained, 42 were excluded once the full paper was retrieved: as they were
reviews (9), letters in response to papers (7), included in the 2001 COT review (3), studies reporting on maternal
health outcomes/fertility (5), reported health issues in young children (6), reporting intake estimates (4),
described the use of caffeine for apnoea of prematurity (2), in a foreign language (2), or duplicates (4).
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Statement on the Risk to Consumers of Eating Foods Derived from
animals that had eaten bracken
Background
1.

Several cases of bracken poisoning in farm animals have been reported. The Committee was asked to
consider the hazards to the health of consumers eating foods derived from bracken-poisoned animals,
and whether there were sufficient data to establish how long poisoned animals should be left before
they may safely be milked or slaughtered for human consumption. It was noted that bracken is eaten as
a vegetable in some parts of the world, but the Committee was not aware of it being eaten in the UK.

2.

Bracken (Pteridium aquilinum) is an invasive fern that is common throughout the world with several
different sub-species (formerly referred to as varieties). The sub-species that are found in the UK are
aquilinum (the common form), latiusculum (found in Scottish pine forests) and atlanticum (found
mostly in limestone areas of Wales and Scotland)1. Bracken is found in all parts of the country and
dense growths cover large areas of land in Wales, Scotland and northern England2.

3.

Eating bracken can be harmful to farm animals and there is some evidence that it might also be
harmful to humans. The sub-species found in the UK are toxic and potentially fatal to farm animals if
eaten. However, there is great variation in the amount of the bracken toxin ptaquiloside, and possibly
of other bracken toxins, in the different sub-species of bracken that are found throughout the world3.
There is also variation between strains within particular sub-species of bracken4 and at different times
of the year5. All parts of the bracken plant contain potentially harmful chemicals, some of which can
be excreted in milk and may leave residues in meat and offal derived from animals that have eaten the
plant. Thus there is a potential hazard to consumers.

4.

The COT and its sister committees the COM and the COC last advised on the safety of foods derived
from animals reared on bracken-infested land in the Annual Reports of the COM in 19936 and of the
COT in 19967. The Committees had considered the available information on carcinogenicity and
mutagenicity of bracken, along with the results of a government-sponsored study of the transfer of
bracken mutagens into milk from goats fed on bracken. The COT Annual Report for 19967 reported
that the COC concluded in 1988 that “There were…few data available at that time about the extent to
which farm animals grazed on bracken and the occurrence of bracken constituents in dairy products.”

5.

It was also stated in the COT Annual Report7 that “Human epidemiology data [were] limited and the
COC concluded that evidence of carcinogenicity was inconclusive. Carcinogenicity studies in
laboratory animals in which whole bracken had been administered in the diet, in some cases
accounting for up to one third of the total diet, were flawed in their experimental design, execution
and interpretation. However, despite these limitations, the COC concluded that these studies had
demonstrated a clear trend for increased benign and malignant tumours of the small and/or large
intestine and/or urinary bladder and that there was a need for properly conducted carcinogenicity
bioassays in rats and mice. The COC also considered the active constituents of bracken and
concluded that ptaquiloside, an inherent constituent of bracken, had been shown to be capable [of]
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reproducing some [of] the carcinogenic effects of whole bracken.” In addition, the International
Agency for Research on Cancer (IARC) classified bracken in Group 2B: possibly carcinogenic to
humans125.
6.
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It was reported in the COM Annual Report for 19936 that:
●

“Solvent extracts of bracken fern showed mutagenic activity in bacterial assays. There was
evidence that most of the mutagenic activity appeared to be due to the compound ptaquiloside,
but other potentially mutagenic compounds might be present. There were some data suggesting
that this activity was expressed in mammalian cells in vitro. There were limited data available
which suggest this mutagenic potential might be expressed in vivo.”

●

“Work carried out by MAFF50, 156 [the Ministry of Agriculture, Fisheries and Food] on the possibility
of bracken mutagens being transmitted to the milk of bracken-fed goats suggested that very
little, if any, mutagenic activity is present in the milk of the goats which were exposed to UK
bracken for short time periods of time (1 month).”

●

“In view of the fact that cattle and goats would not eat bracken if other food is available, the
Committee did not recommend that any further work should be carried out at present on the
risk of transmission of mutagenic compounds from bracken into milk for human consumption,
provided that the milk was bulked and processed centrally.”

7.

It was reported in the COT Annual Report for 19967 that the COT “accepted the advice of the COC
and COM, and agreed that the risk to the population was very low and that further research need not
be undertaken on bracken fern mutagens”.

8.

Since 1996, there have been several reports of farm animals eating bracken. As a consequence, the
expectation that farm animals would not readily eat bracken needs to be reconsidered. The Veterinary
Laboratory Agency (VLA) has identified several cases of suspected bracken poisoning in farm animals.
There were 22 cases of bracken poisoning in cattle reported to the VLA between 1999 and 20078. In
addition, there was a report11 in 2007 of two pigs that were suspected of having been poisoned by
bracken. It is likely that many more cases of bracken poisoning would have gone unreported, as there
is no requirement to report bracken poisoning. It is also likely that many other animals would have
eaten bracken without showing clinical signs of poisoning. Several food-producing species, including
pigs and sheep, readily eat bracken and are used to clear bracken from pastures8. Furthermore, cattle
have been observed to eat hay containing up to 30% bracken9. It has been reported that some horses
and sheep eat bracken in preference to their normal pasture10.

9.

In addition, several reports of new studies of the safety of bracken have been published since the last
consideration by the COT, the COM and the COC. The areas of interest covered by the new studies
include human epidemiology and possible modes of action for the carcinogenicity of ptaquiloside.
Both new and old studies are summarised in this Statement. The criteria by which relevant research
was identified are set out in the Appendix to the Statement.

Constituents of Bracken
10.

Bracken contains a large number of potentially harmful substances, including illudane and
protoilludane glycosides (such as ptaquiloside12, 13, ptaquiloside Z14, isoptaquiloside15, pteroside A216,
pteridanoside16 and caudatoside15, terpenic indanones (pterosins)15, 16, p-hydroxystyrene glycosides
(ptelatosides A and B)13, the cyanogenic glycoside prunacin17, braxin glycosides18, the flavinoid quercetin
and its glycoside rutin19, 20, kaempferol19, 20, shikimic acid21, thiaminases22, ecdysteroids22 and tannins22.
Other substances detected in bracken include dihydrocinnamic acids, phloretic acid, dihydroferulic
acid, 2,3-butanediol, 3-methylbutan-2-ol, monomethylsuccinate, methyl-5-oxoproline, 2(3H)dihydrofuranone and t-2-methylcyclohexanol13, 23, 24, 25, 26. Little is known of the toxicology of many of
these substances and information on the amounts in bracken is often lacking.

Toxicity of Bracken
Experimental Studies in Laboratory Animals and in vitro
11.

Most of the available studies are investigations of the carcinogenicity and mutagenicity of bracken.
There is no available carcinogenicity bioassay of bracken that has been performed to modern
standards, but the carcinogenicity of bracken has been investigated in numerous more limited studies
of several species of bracken. Feeding of bracken to several strains of mice at 25% or more in the diet
for 6 weeks or longer27, 28, 29, 30 produced neoplasms, including leukaemia, lung adenomas, intestinal
tumours, bladder tumours and liver nodules. In rats19, 31, 32, 33, 34, 149, 1% or more dietary bracken caused
tumours including gastrointestinal adenocarcinomas and sarcomas, mainly in the ileum; transitional cell
carcinomas of the urinary bladder; and pre-neoplastic nodules in the liver. In female Sprague Dawley
rats, 1% or 2% dietary bracken caused mammary adenomas and fibroadenomas, but these were not
seen in female F344 rats given the same treatment149. In guinea-pigs35, 36, 37, 30% dietary bracken caused
intestinal adenomas and adenocarcinomas and transitional cell carcinomas of the bladder, and it also
caused panmyelopathy of the bone marrow and haematuria. In toads38, dietary bracken caused ileal
adenocarcinomas and malignant liver tumours. In 1988, the COC concluded7 that the carcinogenicity
studies of bracken in laboratory animals had demonstrated a clear trend towards increased incidence
of benign and malignant tumours of the small and/or large intestine and/or urinary bladder but that
there was a need for properly-conducted carcinogenicity studies in rats and mice.

12.

Mice given Welsh bracken spores by stomach tube were found to have DNA-adducts in their stomach
and small intestines, but not in the liver39. In contrast, rats fed Brazilian bracken (a sub-species not
found in the UK) did not have DNA-adducts in their stomach or ileum160. Cytogenetic analysis of
blood taken from cows40, 41, 42 or people43, 44 who had eaten bracken showed increased numbers
of chromosomal aberrations.

13.

Processed bracken and various extracts from bracken have been tested for carcinogenicity13 or
mutagenicity12. All parts of the bracken plant were carcinogenic in rats but the tips of young fronds
(parts of the plant that are eaten by humans in some parts of the world) were the most potent45.
Traditional methods of preparation of bracken for human consumption (boiled, treated with wood ash
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or sodium bicarbonate, pickled in salt) reduced its carcinogenic potency in rats28. However, drying or
freezing preserved the carcinogenic/mutagenic potency of bracken and the carcinogenic/mutagenic
component(s) was extractable in aqueous media and in several organic solvents12, 13. Various extracts of
bracken (including boiling water, acetone, methanol and ethanol extracts) were mutagenic to Ames
strains of Salmonella typhimurium152, 153, 154, 155. There is some evidence that bracken and/or its extracts
may be mutagenic in vivo, as indicated by the results of cytogenetics assays on tissues from
intraperitoneally-dosed mice157, bracken-fed cattle40, 41, 42 and bracken-consuming humans43, 44; a
dominant lethal assay in Drosophila46, 47; an unspecified test in mice46 and 32P-postlabelling to detect
DNA adducts in tissues of exposed mice39 and rats160. Milk from bracken-fed cows48, 49 was mutagenic
to Ames strains of Salmonella typhimurium, and milk from cows fed on substantial amounts of
bracken was carcinogenic in mice51 and rats48. In 1993, when the COM considered7 the available
mutagenicity studies on bracken extracts, it concluded that there was evidence that mutagenic
activity was expressed in mammalian cells in vitro and there was limited evidence (from observations
of effects in exposed farm animals) that this activity might also be expressed in vivo. Positive results in
several in vivo studies41, 42, 43, 44, 157, 160 that have been performed since 1993 strengthen the evidence
that bracken is an in vivo mutagen.
14.

Repeat-dose toxicity studies have been performed in rats, guinea-pigs, rabbits and cats but a NOAEL
was not identified in any of the studies. In rats52 and rabbits53, 25% dietary incorporation of dried
bracken, containing 4.6 to 20.7 ppm ptaquiloside, for 30-90 days caused various adverse effects,
including reduced bodyweight gain, leucopaenia, oedema of the brain and degenerative changes in the
liver and testes. In the rats there were also sub-epicardial haemorrhages in the heart and
hypersecretion into the intestines. In the rabbit study, there was also haemorrhaging in various organs
and depletion of lymphoid follicles in the spleen and mesenteric lymph nodes. In guinea-pigs143 given
30% dried bracken in the diet, there was decreased feed intake and decreased bodyweight gain. Cats
given 10 g of dried bracken every 48 hrs died at 9-10 days after the start of treatment54. All of the cats
suffered hepatotoxicity.

15.

The results of a developmental toxicity study in mice55 showed that bracken in the diet at a
maternally toxic dose caused low fetal weights and skeletal abnormalities (extra cervical or lumbar ribs,
incomplete fusion of sternebrae, retarded ossification) in the offspring. No studies have been
performed in laboratory animals to investigate reproductive toxicity over several generations.

Clinical and Epidemiological Findings in Farm Animals
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16.

Acute poisoning of farm animals fed on bracken can be fatal56, 57. Prolonged ingestion of sub-lethal
amounts of bracken can lead to toxic effects that differ between species. Consumption of bracken is
also associated with the development of tumours. The sites where tumours develop vary between
species.

17.

Sudden death with signs of toxicity similar to cyanide poisoning has been reported in animals fed on
young fronds of bracken58. This is thought to be related to the presence in bracken of the cyanogenic
glycoside, prunacin.

18.

In non-ruminant species, the principal adverse effect of dietary bracken is to cause a deficiency of
thiamine (vitamin B1) through the action of thiaminases in the bracken56. Bracken has not been seen to
cause thiamine deficiency in ruminants, whose gut microflora can synthesise this vitamin, or in
humans, perhaps because their level of exposure to bracken is lower and they have a more varied diet.

19.

In adult cattle, dietary exposure to bracken can cause a severe panmyeloid depression of bone
marrow activity, which is expressed clinically as an acute haemorrhagic syndrome57. Calves show a
different acute clinical syndrome involving bradycardia, laryngeal oedema and death from heart
failure57. Prolonged dietary exposure of cattle can result in chronic depression of bone marrow
activity, which can cause leucopaenia and thrombocytopaenia, which in turn leads to widespread
petechial haemorrhages59. It has been proposed121 that immunosuppression resulting from the effects
of bracken on the bone marrow might make animals more prone to infections. Chromosomal
instability has been reported in lymphocytes taken from cattle that had been fed bracken145.
Prolonged exposure of adult cattle can result in a chronic disease called bovine enzootic haematuria
(BEH) that involves changes to the blood vessels of the urinary bladder and the later development of
benign and malignant bladder tumours60. Syndromes similar to BEH have also been described in
buffalo, sheep and deer61. Bracken feeding of cattle has also been associated with a slow-developing
epidermoid carcinoma of the upper digestive tract and a progressive retinal degeneration56. Sheep are
more prone to progressive retinal degeneration (called bright blindness or PRD in sheep) than cattle58.

20.

In quail, the feeding of bracken caused reduced testis weight and reduced male fertility, and feeding
of a solvent extract of bracken caused adenocarcinomas of the caecum, colon and distal ileum35.

Clinical and Epidemiological Findings in Humans
21.

When COC reviewed bracken in 19887, it concluded that human epidemiological data were limited and
that evidence of carcinogenicity was inconclusive. Since then, several new observations have been
reported54, 62, 67, 68, 70, 71, but the totality of evidence remains sparse. The human populations that have
been investigated include people in Japan and Brazil who had been directly exposed by eating bracken
and people in Wales and Costa Rica who may have been indirectly exposed as a result of living in
bracken-infested areas (eg. by consuming residues of chemicals from bracken in drinking water or
animal-derived foods such as milk).

22.

Ecological studies have indicated higher rates of stomach cancer (both sexes) and oesophageal cancer
(men) in rural districts of Gwynedd, North Wales where a larger proportion of land area was covered
by bracken70, of stomach and oesophageal cancer in a bracken-infested as compared with a brackenfree region of Costa Rica54, and of stomach cancer in highland areas of Venezuela where pastures were
infested by bracken68. A large cohort study found elevated risk of oesophageal cancer in relation to
combined intake of bracken fern and hot tea gruel among inhabitants of mountainous districts of
Japan66, and a case-control investigation, also in Japan, showed a similar association65, although it is
unclear from the brief descriptions available whether this was an independent investigation or part of
the same study. A case-control study of stomach cancer in Gwynedd found a statistically significant
association (p < 0.001) with bracken in the vicinity of the childhood home with an estimated relative
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risk (RR) of 2.34 (confidence intervals not reported)71. A small case-control study of upper
gastrointestinal (stomach and oesophageal) cancer in Brazil gave an odds ratio of 3.63 (95%CI 1.24-10.63)
for bracken consumption, but the choice of controls was not ideal, and the statistical analysis failed to
account for the matching in the study design67. More recently, a large, prospective cohort study in
Japan found a significantly increased risk of oesophageal cancer in men who reported frequent
consumption of wild edible plants (mainly bracken) in a questionnaire at baseline (RR 2.98, 95%CI 1.466.07)62. However, the corresponding risk estimate in women was unremarkable (RR 1.39, 95%CI 0.563.47)62.
23.

Few conclusions can be drawn from these epidemiological findings. Many of the studies have been
inadequately reported or were methodologically unsatisfactory. The three ecological investigations
were limited by their inability to adjust for potential confounding factors, and the case-control study
in Gwynedd71 did not take into account the possibility of confounding by Helicobacter pylori
infection, which has been linked to domestic crowding in childhood150. In the past, domestic crowding
was common in rural North Wales.151 In the strongest and best reported investigation62, the association
of oesophageal cancer with bracken consumption was found only in men and not in women.

Toxicity of the Main Constituents of Bracken
Ptaquiloside and activated ptaquiloside (APT)
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24.

In 1983, two separate groups of workers in Japan13 and the Netherlands12 independently identified
ptaquiloside (a norsesquiterpene glycoside of the illudane type) as the principal substance responsible
for the carcinogenicity and mutagenicity of bracken. They had used extraction and separation
techniques to obtain various fractions, which they had then tested with mutagenicity assays12 or
short-term carcinogenicity assays in rats13 to find those with the highest mutagenic/carcinogenic
potency. The chemical structure of the principal compound (ptaquiloside) in the most potent fraction
was then determined.

25.

Ptaquiloside is a water-soluble substance that has been detected in all parts of the bracken plant18. It
is stable in dried bracken18. In mildly alkaline conditions, isolated ptaquiloside readily breaks down to its
carcinogenically-active form, activated ptaquiloside (APT)22. Both ptaquiloside and APT slowly break
down in acidic conditions to form pterosin B18, which is not carcinogenic. Composting bracken
destroys the ptaquiloside5.

26.

Some of the observed clinical effects of dietary bracken in farm animals have been reproduced in
experiments in which animals were dosed with ptaquiloside. Progressive retinal degeneration (PRD or
bright blindness) has been reproduced in sheep given ptaquiloside intravenously73. Haemorrhagic
cystitis and haematuria have been produced in guinea-pigs (but not rats or mice) given subcutaneous
ptaquiloside74.

27.

It has been suggested that ptaquiloside is responsible for more than half of the mutagenic potency of
bracken12, and the COM agreed7 that most of the mutagenic activity of bracken appeared to be due

to ptaquiloside. No carcinogenicity bioassay of ptaquiloside has been performed to modern
standards, but its carcinogenicity has been investigated in more limited studies in rats. Ptaquiloside was
administered as either an initial oral dose of 780 mg/kg bw followed by 8 weekly doses of 100-200
mg/kg bw, or as twice weekly doses of 100-150 mg/kg bw for 8½ weeks, after which the rats received
no further treatment for the rest of their lives75. Rats given the initial high dose developed haematuria
and a loss of bodyweight, and both treatments produced tumours of the mammary gland
(adenocarcinomas, papillary carcinomas and anaplastic carcinomas) and ileum (adenocarcinomas).
“Conspicuous preneoplastic hyperplasia of the mucous membrane of the urinary bladder” was seen in
all of the treated rats that survived 40 days or more. In another study, rats given a diet containing
0.027 to 0.080% ptaquiloside in their diet (equivalent to 27 - 80 mg/kg bw/day) developed cancers of
the ileum and/or bladder within 15 to 60 days76. In a parenteral-dosing study, no tumours were seen in
rats that had been given weekly intravenous doses of 20.7 mg/kg bw of ptaquiloside (equivalent to
3 mg/kg bw/day) for 10 weeks, followed by 30 weeks without further treatment, but these rats
developed monocytosis and focal renal tubular necrosis77. The COC noted7 that ptaquiloside had
been shown to be capable of reproducing some of the carcinogenic effects of bracken.
28.

Oral dosing of rats with APT at 10 weekly doses of 20.7 mg/kg bw (equivalent to an average dose of
3 mg/kg bw/day) or at 3 weekly doses of 41.4 mg/kg bw (equivalent to 6 mg/kg bw/day) did not
produce any tumours detectable when the animals were killed 30 weeks later78. Nor did administration
of APT as 10 weekly intravenous injections of 20.7 mg/kg bw. However, other adverse effects were
seen in all groups: tubular necrosis of the kidneys, monocytosis and elevated plasma tumour necrosis
factor TNFα. In addition, the orally-treated rats showed necrosis of blood cell precursors in the bone
marrow and had apoptotic bodies in their livers.

29.

Ptaquiloside was tested for mutagenicity at different pHs. It was not mutagenic in either TA98 or
TA100 strain of Salmonella typhimurium when tested at pH 7.4 in the absence of metabolic activation,
but was mutagenic in both strains if it was pre-incubated at pH 8.579, 80, 81. It caused chromatid
exchange type aberrations in CHL-cells in the presence and absence of S9 at pHs 5.3, 7.4 and 8.3, but
the genotoxic potency was greater at the higher pHs82. Ptaquiloside also produced DNA-adducts in
vitro83 and caused in vitro unscheduled DNA synthesis in a rat hepatocyte culture at pH 7.284.
Ptaquiloside and APT were shown to be alkylating agents, with APT being the more potent60. No
in vivo mutagenicity assays of ptaquiloside were found.

30.

It seems likely that ptaquiloside is responsible for at least some of the carcinogenicity and toxicity of
bracken. The carcinogenicity appears to involve a genotoxic mode of action.

Illudane Substances Other than Ptaquiloside & APT
31.

No toxicological data are available for the illudane and protoilludane glycosides other than
ptaquiloside that have been identified in bracken: ptaquiloside Z, isoptaquiloside, pteroside A2,
pteridanoside and caudatoside. However, their chemical similarity to ptaquiloside raises the concern
that some of them might be similarly carcinogenic by a genotoxic mode of action.
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Terpenic Indanones
32.

A large number of terpenic indanones have been isolated from bracken, including pterosins A, A2, B, C,
D, E, F, G, J, K , l, N, O V and Z and pterosides A, B, C and M16, 56. Indanones are found in high
concentrations (up to approximately 24 ppm) in young fronds22, but they do not act as alkylating
agents22. Pterosin B is much less electrophilic than ptaquiloside84. A range of different indanones
(pterosins A, B, C, D, E, F, G, K, L, N and Z; acetyl pterosin C; benzoylpterosin B; and palmitylpterosins
A and B) were shown to be non-mutagenic at pH 7.4, when tested in Salmonella typhimurium strains
TA98 and TA100 in the presence and absence of S979, 80, 85, 86. A selection of indanones (pterosins A, B,
C, F and L; and pterosides A, B and C) were also non-clastogenic when tested in CHL cells in the
absence of metabolic activation87 (not tested in the presence of metabolic activation). No studies of
the mutagenicity or carcinogenicity of pteroside A2 were available. Extracts of fronds and of rhizomes
of Welsh bracken, containing high levelsa of pterosins, pterosides and other non-specified indanones,
did not cause leucopaenia or thrombocytopaenia in calves88.

33.

There is insufficient evidence to establish whether or not terpenic indanones are likely to be
responsible for any of the toxicity of bracken.

p-Hydrostyrene Glycosides
34.

The p-hydrostyrene glycoside, ptelatoside A (ρ-β-primerverosyloxystyrene) was tested in rats at a
concentration of 1.3 ppm in the diet (equivalent to 0.065 mg/kg bw/day) for 109 or 125 days13. At this
dose, there was no evidence of any carcinogenicity when the animals were killed at 520 days after the
start of the experiment. There was insufficient ptelatoside A available to test higher concentrations.

35.

Another p-hydrostyrene glycoside, ptelatoside B (ρ-β-neohesperidosyl oxystyrene), has also been
isolated from bracken, but it has not been toxicologically tested. There is no evidence to indicate
whether or not any of the toxicity of bracken is due to the presence of p-hydrostyrene glycosides.

Prunacin
36.

Prunacin is a cyanogenic glycoside that is present in some sub-species of bracken. Cyanogenic
glycosides can become toxic by releasing hydrocyanic acid (HCN) when hydrolysed by enzymes that
may be released when tissues are damaged. A polymorphism exists in bracken: not all plants are
cyanogenic as some lack either prunacin or the enzymes needed to liberate hydrocyanic acid from it.
Farm animals seem to avoid eating the cyanogenic sub-species. Prunacin is usually present in bracken
at harmless quantities, but there have been fatal cases of cyanide poisoning in animals that have been
fed on young fronds of bracken22, 56.

a
Pterosins A, B, C and others were isolated from the fronds with yields of 40, 190, 40 and 20 ppm, respectively, and pterosins A, B and others and
pterosides A, B, C and others were isolated from rhizomes with yields of 20, 20, 20, 320, 570, 370 and 90 ppm, respectively, and the concentrated
extracts that were tested contained the equivalent of 3.6 and 1.8 kg of the dried frond and rhizome, respectively, in each litre. Each morning for 30
days, a calf was fed an amount of extract of frond or rhizome that was equivalent to 1 kg of dried bracken material. Thus, one calf received daily
doses of frond extract supplying pterosins A, B, C and others at respective concentrations of 11, 52, 11 and 5.6 ppm; whereas another calf received
daily doses of rhizome extract supplying pterosins A, B and others and pterosides A, B, C and others at respective concentrations of 11, 11, 11, 178, 317,
206 and 50 ppm.
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37.

Up to 61 mg/g of prunacin has been detected in fresh plant material from a Venezuelan tropical subspecies of bracken (Pteridium aquilinum var. arachnoideum), with the highest concentrations being
found in young fronds17. It was noted in Venezuela that the arachnoideum sub-species of bracken
contained more prunacin than the caudatum sub-species22. No quantitative information is available on
the amount of prunacin in British sub-species of bracken, but it has been reported that the highest
concentrations occur in early to mid spring22. One gram of prunacin has the potential to release up to
96 µg of HCN17. Thus up to 5.9 µg of HCN might be released from 1 gram of the fresh Venezuelan
bracken.

38.

In its 2006 Statement on Cyanogenic Glycosides in Bitter Apricot Kernals89, the COT concluded that
the limited chronic toxicity data available were not sufficient to propose a tolerable daily intake (TDI)
for cyanide, but it noted that the World Health Organisation (WHO) and the Council of Europe (CoE)
had established TDIs of 12 and 20 µg/kg bw, respectively. The COT proposed a nominal acute reference
dose (ARfD) of 5 µg/kg bw, by applying a 100-fold uncertainty factor to the lowest reliably observed
acute lethal dose in humans of 0.5 mg/kg bw. A person of 60 kg bodyweight would need to eat more
than 50 g of the Venezuelan bracken to exceed this ARfD, and to regularly eat about 125 g per day of
this bracken to exceed the TDI that was set by WHO. It is conceivable that an extreme consumer of
bracken might experience acute cyanide toxicity as a result of eating a large portion of a sub-species
of bracken that is high in prunacin. However, consumption of bracken by humans is not known to
occur in the UK. No data are available on residues of prunacin or cyanide in foods derived from
animals that have eaten bracken, so it is unclear whether UK foods derived from bracken-exposed
animals would contain sufficient prunacin or cyanide to cause toxicity in human consumers without
causing serious toxicity in the animals. As the level of exposure of humans to prunacin and cyanide
from foods derived from animals that have consumed bracken is likely to be less than that of the
directly-exposed farm animals and as humans are not markedly more susceptible to cyanide than
other species158, it is considered likely that animals would show clear signs of toxicity if they had
consumed sufficient bracken to leave toxic levels of cyanide or prunacin in foods derived from them.
Furthermore, the Scientific Panel on Contaminants in the Food Chain of the European Food Safety
Authority (EFSA) has advised159 that the carry-over of cyanide and cyanogenic residues into milk, meat
and eggs derived from animals intoxicated with cyanogenic glycosides is likely to be “very low” in all
food-producing species.

Braxin Glycosides
39.

Braxins A1, A2 and B have been detected in rhizomes of bracken90. Braxins A1 and A2 were present in
rhizomes at a combined concentration of up to 600 ppm, but were not detected in fronds90. Braxins
A1 and A2 are aromatic β-glucopyranosides90, but their precise chemical structure has not been
established. The chemical structure of braxin B is not known. (“Braxin C” is ptaquiloside.)

40.

Subcutaneous injections of braxins A1, A2 and B induced haemorrhagic cystitis in guinea-pigs (as did
ptaquiloside)91. Braxins A1 and A2 also caused a dose-related release of histamine from rat peritoneal
cells in vitro, with swelling of the cells90. The in vitro histamine-releasing activity of glycosides
extracted from rhizomes (which include braxins A1 and A2) was about ten times greater than that of
glycosides from the fronds (braxins A1 and A2 not present) 90.
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41.

It is possible that braxin glycosides play a part in the aetiology of the haemorrhagic cystitis that is seen
in cattle and some other species.

Quercetin
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42.

Quercetin was found in bracken at concentrations of up to 860 ppm (dry weight)20, but is also found
in many fruits and vegetables, often at higher concentrations (eg. up to 65,000 ppm in onions)24. It has
been estimated146 from national dietary records in Australia, the Netherlands, Finland, Italy, Croatia,
Japan, and the USA that the habitual diets of consumers gave them mean intakes of quercetin from
<5 to approximately 40 mg/person/day, although intakes as high as 200-500 mg/person/day could be
achieved by high consumers of fruit and vegetables.

43.

Orally administered quercetin was not very well absorbed92. It is either converted to phenolic acids by
the gut flora or voided unchanged in the faeces.

44.

Quercetin was of low cytotoxicity when tested in vitro using CHO cells, 3T3 mouse fibroblasts and
normal rat kidney (NRK) cells93.

45.

In calves, oral doses of up to 20 g/calf/day for several months had no effect on incidences of BEH or
papillomavirus-induced cancer of the urinary bladder94. It has been claimed that exposure to quercetin
is associated with bovine cancers of the upper alimentary tract22, but no evidence has been found to
support this claim.

46.

There is limited evidence to suggest that quercetin could be carcinogenic. In a two-year feeding study
performed in F344 rats given 1000, 10000 or 40000 ppm quercetin in their diet (equal to approximately
40, 400 and 1900 mg/kg bw/day), there were increased incidences of hyperplasia and adenomas of
renal tubules at all doses in males with adenocarcinomas also being seen in the top-dose males (no
adverse effects in females)95. In another study in F344 rats96, 40000 ppm in the diet (1900 mg/kg
bw/day) caused benign tumours in the renal tubules of males, but not in females, although no adverse
effects were seen at dietary concentrations of 100 or 1000 ppm. It is noted that renal tumours were
not produced when rats were fed bracken. In a third study in F344 rats149, females were given dietary
levels of 10000 or 20000 ppm of quercetin (500 and 1000 mg/kg bw/day) throughout their lives
(approximately 750 days) and at both dose levels there were increased incidences of liver preneoplastic foci, hepatomas and bile duct tumours. In a study in Norwegian albino rats, administration
of 10000 ppm quercetin in the diet (equivalent to 400 mg/kg bw/day) for 406 days caused transitional
cell carcinomas of the bladder19. It is noted that bladder transitional cell carcinomas were also
produced in rats fed bracken31, 34, 35, 51, 62, 73. The results of other carcinogenicity studies gave no
evidence to suggest that quercetin was carcinogenic when given in the diet: to ACI rats at up to
100 000 ppm (4000 mg/kg bw/day) for 850 days97; to F344 rats at 10000 ppm (400 mg/kg bw/day) for
540 days98; to F344 rats at up to 50000 ppm (2000 mg/kg bw/day) for 728 days99; to F344 rats at up to
2000 ppm (76 mg/kg bw/day for males and 58 mg/kg bw/day for females) for 448 days147; to ddY mice
at 20000 ppm (equivalent to 3000 mg/kg bw/day) for a lifetime (about 842 days)100; to strain A mice at
50000 ppm (7500 mg/kg bw/day) for 161 days148; or to golden hamsters at up to 100 000 ppm
(equivalent to 12000 mg/kg bw/day) for up to 735 days followed by treatment with 1% croton oil for a
further 350 days101.

47.

There is also some evidence that quercetin has anti-cancer properties. It has been suggested that it
causes inhibition and induction of different phase I and phase II metabolism enzymes, that it has
antioxidant effects, that it can induce apoptosis and that it can down-regulate oncogenes102. Oral
doses of quercetin given to rats caused a decrease in the ability of benzo(a)pyrene metabolites to
bind to DNA, and in vitro it inhibited the growth of cells from various human cancers92.

48.

There is some evidence that quercetin is genotoxic. It can bind to DNA and cause single-strand
breaks103, 146. It gave positive results in several mutagenicity assays, including the Salmonella/microsome
reverse mutation assay95, 104, 105, 106, tests of SOS repair and reverse mutations in Escherichia coli146, gene
mutation (tk locus) assays in mammalian cells24, 107, 108, cytogenetics tests in mammalian cells24, 87, 95, 107,
109, and a sex-linked recessive lethal mutation test in Drosophila. On the other hand, quercetin gave
negative results in a forward mutation assay in Bacillus subtilis and in mammalian cell gene mutation
assays that used loci other than tk (hprt, aprt, ATPase)146. Quercetin gave inconsistent results in the
mouse bone marrow micronucleus test: with one experiment finding it mutagenic110 whilst others did
not111, 112. Quercetin did not cause unscheduled DNA synthesis in gastric mucosal cells of rats that had
been given oral doses111. Thus, although quercetin is mutagenic in several in vitro tests, the balance of
evidence suggests that it does not express its mutagenicity in mammalian systems in vivo.

49.

In a recent review146 that covered the carcinogenicity and genotoxicity data on quercetin, it was
concluded that quercetin at dietary levels of up to 50 mg/person/day “would not produce adverse
health effects”. Given that many commonly eaten fruits and vegetables contain higher concentrations
of quercetin than are found in bracken, it is considered unlikely that quercetin is responsible for the
adverse effects caused by eating bracken.

Kaempferol
50.

Kaempferol is chemically similar to quercetin, from which it differs by lacking one hydroxyl group. It
was found in bracken at a concentration of 1100 ppm (dry weight)19. It is also commonly found in other
plants24. Tea can contain up to 10,000 ppm of quercetin plus kaempferol, combined24.

51.

A limited study in ACI rats (400 ppm feed given to 6 males and 6 females for 540 days) showed no
evidence to suggest that kaempferol was carcinogenic98. Mutagenicity tests suggest that kaempferol is
an in vivo mutagen. It gave a positive result for mutagenicity in a bone marrow micronucleus assay in
which mice were dosed intraperitoneally110. It also gave positive results in a sex-linked recessive lethal
assay in Drosophila113 and in several in vitro mutagenicity tests: the Salmonella/microsome assay86, 104,
105, 106, 114, gene mutation tests in mammalian cells (mutation at the tk locus of CHO cells107 and
development of resistance to 8-azoguanine in V79 cells108) and a cytogenetics assay in mammalian
cells107. Negative results were obtained for induction of gene mutations at the aprt, hgpt and ATPase
loci of CHO cells107.

52.

It is possible that the presence of kaempferol contributes to the overall carcinogenicity of bracken.
However, given that many commonly eaten fruits and vegetables contain higher concentrations of
kaempferol, it is considered unlikely that kaempferol is responsible for other features of the toxicity
of bracken.
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Shikimic Acid
53.

Shikimic acid was found at 1440 ppm (dry weight) in Welsh bracken21. It is also present in several edible
plants, including soybeans, star anise and green tea. Shikimic acid was destroyed in alkaline
conditions115.

54.

Shikimate was of low cytotoxicity when tested in vitro in CHO cells, 3T3 mouse fibroblasts and
normal rat kidney (NRK) cells, with the concentrations inhibiting cell growth by 50% after 48h of
incubation being respectively 0.8, 0.7 and 1.0 millimolar (139, 122 and 174 ppm)93.

55.

Intraperitoneal injection of 10 mg/mouse of shikimic acid caused death in mice within a few hours of
dosing, with haemorrhaging and “denudation” of the intestinal mucosa115.

56.

Developmental toxicity was tested in pregnant CD-1 mice given 17 daily oral gavage doses of 250 or
1000 mg/kg bw shikimic acid116. There was a reduced number of implantations at both dose levels, as
compared with untreated controls. The results showed no evidence of fetotoxicity or teratogenicity.

57.

TF1 mice given single intraperitoneal doses of 1 to 30 mg of shikimic acid (equivalent to 50 to 1500
mg/kg bw) had increased incidences of cancer of the glandular stomach and of leukaemia when
observed for up to 70 weeks117. The only mouse tested with a single oral gavage dose of 100 mg
(5000 mg/kg bw/day) died after 34 weeks, having developed stomach cancer and leukaemia117. These
lesions were consistent with the sites of tumours seen in mice fed bracken. In ACI rats, however, the
feeding of shikimic acid at a dietary concentration of 1000 ppm (equivalent to 150 mg/kg bw/day) for
142 days had no effect on tumour incidences, after an observation period of a further 70 days 21.

58.

Shikimic acid was not genotoxic in vitro in bacterial118 or in vivo mammalian assays (mouse bone
marrow assay and unscheduled DNA synthesis in rat gastric mucosa)111. However, the results of a
dominant lethal assay117 indicated that shikimic acid could cause mutations in vivo. Male TF1 mice were
each treated either with a single intraperitoneal injection of 25 mg of shikimic acid or an oral dose of
80 mg of shikimic acid by stomach tube prior to mating with untreated virgin females. The
proportions of embryos having dominant lethal mutations in the control, intraperitoneally-treated and
orally-treated groups were 4.4, 22.1 and 13.6%, respectively.

59.

It cannot be excluded that shikimic acid might make some contribution towards the overall
carcinogenicity of bracken. There was limited evidence to suggest that it might be mutagenic and
carcinogenic. Although a single intraperitoneal dose of 0.15 mg/kg bw/day or more produced tumours
in mice, a dietary dose of 50 mg/kg bw/day did not appear to be carcinogenic in rats. Nevertheless, it
is unlikely that shikimic acid makes a major contribution to the overall carcinogenicity of bracken as it
was destroyed by alkaline conditions whereas the mutagenicity and carcinogenicity of bracken appears
to be increased under such conditions.

Thiaminases
60.

86

Anti-thiamine enzymes, thiaminases, seem to cause most of the short- to medium-term symptoms of
bracken poisoning in monogastric animals. Thiaminase activity is highest in rhizomes and very young
fronds. Thiaminases types 1 and 2 have been found in bracken at activities of 3.1 and 3.5 µg thiamine

destroyed/g plant material/hour, respectively119. A third, more heat-stable, thiaminase (possibly caffeic
acid, a substance that also has both pro- and anti-cancer properties) might also play a role10.
61.

Rats fed on bracken that had thiaminase activity developed lesions of the nervous system that were
considered by the authors of the study13 to be typical of antivitaminosis-B1. The lesions could be
cured by thiamine (vitamin B1). Similar effects have been reported in monogastric farm animals,
including horses and pigs22.

62.

In order to test whether the anti-thiamine activity of bracken contributed to its carcinogenicity, a 52
week feeding study was performed in groups of rats fed either control diet, a diet containing bracken
or a diet containing bracken supplemented with a subcutaneous injection of 2 mg/rat/week of
thiamine120. No tumours were found in controls. All survivors in the two treatment groups developed
multiple intestinal tumours. Bladder tumours were found in 11% of males and 7% of females in the
group given bracken alone and in 53% of males and 67% of females in the group given bracken plus
thiamine. It was noted that as thiamine supplements did not reduce the incidence of tumours (if
anything, the incidence increased), it seemed unlikely that thiaminase caused the carcinogenicity of
bracken.

63.

No reports of thiamine deficiency in bracken-consuming human populations have been found. It is
possible that humans are less prone to thiamine deficiency than farm animals because they have a
more varied diet. It is also likely that humans who eat bracken would eat much less bracken (per kg
body weight) than animals fed on bracken.

Ecdysteroids
64.

Bracken contains several ecdysteroids which can prevent insects from moulting and developing into
adults22. This mode of action is not relevant to mammals.

65.

It has been claimed that α-ecdysone induced neoplastic lesions in Egyptian toads (Bufo regularis)121,
but no details or evidence were presented to back-up this claim.

66.

There is no reliable evidence to suggest that ecdysteroids are a toxic hazard to humans.

Tanins
67.

b

The tannins in bracken are mainly condensed tannins derived from procyanidin and prodelphinidin.
Fronds of tropical bracken can contain more than 120,000 ppm of condensed tannins22. No
information was available on the amount in sub-species of bracken that are found in the UK. Tannins
are present in many foods (including legumes, chocolate, fruits and smoked foods) and drinks
(including tea, wine and beer). For instance, wine contains 570 to 2.470 ppm122, red kidney beans
(Phaseolus vulgaris) contain 6300 to 9100 ppm raw and 3100 to 5500 ppm cooked123, raw soyabeans123
contain 500 ppm and “corn”b contains 100 ppm123.

It was not clear from the report whether “corn” referred to maize, wheat or some other cereal.
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68.

There is limited evidence suggesting that parenteral administration of some tannins might be
carcinogenic. Subcutaneous injections caused liver tumours124 and fibrous histiocytomas at the
injection site126 in rats, and caused local sarcomas and liver tumours in mice124. Although liver nodules
were noted in one of the mouse carcinogenicity studies of bracken33, the liver was not the major site
for neoplasia in mice. More usual were leukaemias, lung tumours and gastrointestinal cancers28, 29, 30, 33.
The feeding of bracken tannins at a dietary concentration of 4000 ppm (equivalent to 100 mg/kg
bw/day) for up to 72 weeks did not cause any cancer in F344 or Sprague-Dawley rats126. IARC has
classified tannic acid and tannins in Group 3: “The agent (mixture or exposure circumstance) is not
classifiable as to its carcinogenicity to humans”125. Bracken tannins were not mutagenic to strains TA98
and TA100 of Salmonella typhimurium when tested in the absence of metabolic activation126.

69.

Although bracken can contain higher concentrations of tannins than commonly consumed foods,
there is no evidence that ingestion of these tannins is harmful.

Summary of Toxicity
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70.

In monogastric animals the main effect of eating bracken is often a deficiency of thiamine as a result
of the action of thiaminases in the bracken. However, this effect is not known to occur in humans.
The more varied human diet and the lower dietary consumption of bracken are factors that make it
less likely that bracken will cause thiamine deficiency in human consumers.

71.

Ruminants do not experience thiamine deficiency as a result of eating bracken as their gut flora can
make thiamine from other substances in the diet. Instead they develop several other non-neoplastic
diseases as a result of eating bracken, including panmyelopathy of the bone marrow, haemorrhagic
cystitis and progressive retinal degeneration. It is likely that ptaquiloside in bracken is at least partly
responsible for causing these effects. Braxins might also play a role. These non-neoplastic effects of
bracken have not been reported in humans, probably because levels of dietary exposure are lower
than in animals.

72.

Animals have died, showing signs of toxicity consistent with cyanide poisoning, following ingestion of
large amounts of bracken containing the cyanogenic glycoside, prunacin. The amount of prunacin in
bracken is almost certainly too low to cause cyanide poisoning in humans exposed either by direct
consumption of bracken as a vegetable or by eating foods derived from animals that have eaten
bracken.

73.

Bracken also seems to cause cancer in a wide variety of species. The site and type of cancer can differ
between species. Evidence from epidemiological studies for a carcinogenic effect of bracken in
humans is inconclusive. It is likely that the presence in bracken of the genotoxic carcinogen,
ptaquiloside, contributes towards its carcinogenicity. Other components of bracken, such as
kaempferol and shikimic acid, might make a more minor contribution towards the overall genotoxicity
and carcinogenicity of bracken.

Modes of Action of Relevance to Humans
74.

Carcinogenicity is the toxic effect of bracken that is of most relevance to humans exposed by eating
bracken or foods derived from animals that have eaten bracken. The non-neoplastic effects that have
been seen in heavily exposed laboratory animals and farm animals have not been reported as
occurring in exposed humans.

75.

Bracken and various extracts of bracken were mutagenic in a range of in vitro and in vivo tests. As bracken
is both carcinogenic and mutagenic, it is reasonable to assume that it can cause cancers by a genotoxic
mode of action, although it is possible that non-genotoxic modes of action could also be involved.

Contributions of Constituent Chemicals to the Carcinogenicity of Bracken
76.

Bracken contains a large number of component chemicals, some of which have been shown to be
mutagenic and/or carcinogenic: ptaquiloside, quercetin, kaempferol, shikimic acid and tannins. Illudanes
other than ptaquiloside have not been tested, but their chemical similarity to ptaquiloside raises
suspicions about their possible carcinogenicity and mutagenicity.

77.

There is evidence that ptaquiloside is responsible for at least some of the carcinogenicity of bracken.
In addition it produced DNA adducts in rat ileum that gave a spot in thin-layer chromatography in an
identical position to the adducts that had been found when rats were treated with bracken127, 128.
Ptaquiloside has been shown to be an in vivo mutagen and it produces similar types of tumours to
bracken in the various species that have been tested. It can be present in bracken in appreciable
amounts: between 447 and 1211 ppm were detected in sub-species that are found in the UK, but higher
amounts have been detected in tropical sub-species.

78.

Quercetin appears not to be genotoxic in vivo, but has been shown to cause tumours in experimental
animals at sites that are consistent with the sites of tumours formed when these animals were fed
bracken. However, it seems unlikely that quercetin contributes to the carcinogenicity of bracken, as
the concentration in bracken is considerably lower than in other innocuous foods, such as red onions.

79.

The available mutagenicity test results indicate that kaempferol is genotoxic in vivo, but it has not been
tested for carcinogenicity. It is possible that kaempferol contributes to the carcinogenicity of bracken.

80.

Shikimic acid was not genotoxic in a limited range of in vitro tests, but in vivo it caused dominant
lethal mutations in mice. Although subcutaneous doses caused tumours in mice, a large oral dose was
not carcinogenic in rats. Furthermore, it is destroyed in alkaline conditions, whereas the genotoxicity
of bracken increased in such conditions. It seems unlikely that the shikimic acid in bracken makes a
major contribution to the overall carcinogenicity of bracken.

81.

The evidence for bracken tannins being a cause of the carcinogenicity of bracken is weak because the
only bioassay of the carcinogenicity of oral doses of bracken tannins gave a negative result, and there
is no evidence that they are genotoxic.
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Mode of Action of Ptaquiloside
82.

The genotoxic potency of ptaquiloside was found to be dependent upon the pH of the medium. It
was not mutagenic to Salmonella strains TA98 or TA100 when tested at pH 7.4 but was mutagenic
without metabolic activation when it was first preincubated at pH 8.580. It was also discovered that
ptaquiloside was less potent at causing chromosomal aberrations when tested at pH 5.382. The higher
genotoxic potency of ptaquiloside at higher pH is probably because, under mildly alkaline conditions,
ptaquiloside is converted by β-elimination into the illudane-dienone compound, APT (activated
ptaquiloside)82. APT possesses a highly reactive cyclopropyl ring. It is electrophilic with a greater
capacity to alkylate DNA than ptaquiloside60. It is stable in mildly alkaline conditions, but under acidic
conditions it is converted to a less reactive non-genotoxic substance, pterosin B. Pterosin B is also
formed from the breakdown of ptaquiloside under acidic conditions12, 129.

83.

Compounds that are chemically similar to APT but lack an activated cyclopropane moiety (hypoloside
B, hypoloside C, illudin M and illudin S) were not mutagenic to Salmonella typhimurium TA98 or TA100
strains82. It is not known whether the other illudanes that have been found in bracken form an
activated cyclopropane moiety in a similar way to that in which ptaquiloside forms APT.

84.

APT binds covalently to purine bases on DNA130, opening the cyclopropyl ring of the molecule and
forming adducts with the N-7 of guanine and the N-3 of adenine. Alkylation of adenine (but not that
of guanine) caused cleavage of the N-glycosidic linkage of the modified adenines to produce abasic
sites on the DNA molecule131. The abasic sites were unstable and breakage of the
phosphodiesterpentose backbone of the DNA molecule occurred. Investigations were made132 of the
H-ras and p53 genes in cells from the mammary glands of rats that had received weekly intravenous
doses of 20.7 mg/kg bw and had been killed immediately after dosing. No mutations were found in
p5331, but there were double mutations at codons 58 and 59 of the H-ras gene78. Mutations of the
H-ras proto-oncogene also occurred in cells from the ileums of cattle fed bracken in their diet132, 134, 135.

85.

It has been shown that infections of cattle by papillomaviruses increase the chances of them
developing benign papillomas of the upper gastrointestinal tract (associated with BPV-4 infection) or
the urinary bladder (associated with BPV-2 infection) and repeated dietary exposure to bracken can
further increase the chances of developing these tumours and of them progressing to malignancy56, 94,
121, 133, 134, 135, 136, 137, 138, 139. It has been proposed121 that immunosuppression caused by bracken’s
suppression of the bone marrow makes the animals more prone to viral infection and that this makes
them more likely to develop cancers of the upper gut and bladder when exposed to bracken. Such a
mode of action might be relevant to humans.

Exposure
86.

90

It is rare for people in the UK to eat bracken. However, in some parts of the world including Japan,
Brazil, New Zealand, Canada and the USA, the young curled bracken fronds (called crosiers or
fiddleheads) are eaten as a vegetable. Analysis of fronds and rhizomes of the bracken sub-species that
is most common in the UK (Pteridium aquilinum var. aquilinum) found them to contain ptaquiloside
concentrations of 213 to 2145 ppm and 11 to 902 ppm, respectively.

87.

The Committee is not aware of any UK commercial sources of bracken for human consumption. In
August 2007, the FSA received a single hearsay report of vacuum-packed bracken shoots being on sale
in the UK, but could find no evidence to substantiate this. Although it is possible that bracken could
be imported from abroad or harvested on a small scale locally, the Committee is not aware of any
instances of this happening. As bracken does not appear to have been marketed as a food in the EU, it
is likely that it would require a pre-market safety assessment in accordance with the Novel Foods
Regulation (EC) 258/97 before it could be sold for human consumption. The Food Standards Agency
obtains expert advice on the risk assessment of all novel foods from the Advisory Committee on
Novel Foods and Processes (ACNFP).

88.

The most likely food-related route by which UK consumers could be exposed to bracken-derived
substances is by eating foods derived from animals that have eaten bracken. Some food-producing
animals eat bracken. There have been 22 recent (1999-2007) documented cases of UK cattle being
poisoned by bracken8, although the total number of poisonings is likely to be greater than this.
Intensive grazing, usually by sheep or pigs, is used in the UK to clear bracken and to reduce invasion of
pastures. Exposure might occur at a lower level as a result of animals eating bracken that is growing as
a weed in their enclosures. There might also be some exposure to bracken as a result of the traditional
use of bracken as bedding for animals.

89.

It is theoretically possible that animals that are exposed to bracken could have residues of harmful
bracken-derived chemicals in their tissues, which could be eaten by human consumers. No information
is available on the concentrations in meat and offal of residues of any toxic substances derived from
bracken or on their rates of depletion from edible tissues.

90.

Substances from bracken can be excreted into the milk. The milk from bracken-fed cows caused
leucopaenia in calves, produced bladder cancer in mice, and produced cancers of the intestines,
bladder and kidneys in rats. Various solvent extracts from the milk were mutagenic to Salmonella
typhimurium strains TA98 and TA100, and caused pulmonary adenomas in the offspring of mice that
had been exposed during pregnancy. Thus it seems that toxic agents in bracken can be passed into the
milk and can cross the placental barrier. There is a potential hazard from toxic components of bracken
being passed into milk intended for human consumption. People who consume local unbulked milk or
dairy products from bracken infested areas would be expected to be at greater risk than those
drinking only bulked milk from commercial dairies.

91.

Ptaquiloside has been detected in milk from bracken-fed cows140. A concentration of 0.11 mg/L of
ptaquiloside was found in milk from a cow that had been fed for 7 days on 6 kg/day of fresh bracken
fronds that contained 250 ± 50 ppm of ptaquiloside141, 142. The total amount of ptaquiloside that was
excreted into the milk of this cow was equal to 1.2% of the amount of ptaquiloside that it ingested. In
another study143, two cows transferred into their milk 8.6 ± 1.2% of the ptaquiloside they ingested
from 6 kg/cow/day of fresh fronds of bracken that provided doses of 2400 to 10000 mg/cow/day of
ptaquiloside. Doses of 2400, 4500, 8100 and 10000 mg/cow/day of ptaquiloside in bracken produced
peak concentrations of 10, 27, 38 and 55 mg/L of ptaquiloside in the milk. After a few days the cows
refused to eat the feed containing the highest concentration of ptaquiloside. Ptaquiloside was first
detected in milk at 38 h after the start of dosing and peaked at 86 h. After feeding of bracken was
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stopped, the concentrations gradually dropped off until none was detectable at 86 h after the end of
the dosing period. The limit of quantitation of the analytical method was approximately 0.5 ppm of
pterosin, which is equivalent to about 1 mg/L of ptaquiloside. It may be concluded that concentrations
of ptaquiloside fell off rapidly following withdrawal of oral exposure and minimal amounts would be
present in milk at 4 days after ingestion of bracken ceased.
92.

Data from the most recent UK food surveysc indicate that the sector of the UK population with the
highest chronic intake of milk is infants aged 6-12 months (1992-1993 survey). It has been estimated by
extrapolation from the results of the study143 described in the preceding paragraph that a UK infant
having the upper 97.5th percentile chronic intake of milk (851 g/person/day for milk excluding infant
formulae and breast milk) from a cow that had been fed a sub-clinical dose of 5000 mg/cow/day of
ptaquiloside in bracken could receive a dose of up to 22.8 mg/person/day of ptaquiloside (or 2.62 mg/kg
bw/day for an infant of the UK mean bodyweight of 8.7 kg). This gives an estimate of the maximum
consumer intake of ptaquiloside from milk from bracken-exposed cows that show no clinical signs.

93.

The estimated intake by infants of 22.8 mg/person/day of ptaquiloside is regarded as an extreme
intake as it takes the highest measured amount of ptaquiloside in milk from cows given the highest
tolerable dose of bracken and compares it with a high estimate of the cows’ milk intake of infants.
Most infants would be expected to have a lower intake of cows’ milk than this as the UK Government
advises that cows’ milk should not be directly fed to infants of one year of age or less. Furthermore,
most consumers would consume bulked milk, where the milk from any cows receiving such high
intakes would be diluted with milk from cows with low or zero intakes of ptaquiloside. It is also
conceivable that pasteurisation and other processing of milk would further reduce the levels of
ptaquiloside present (although there are no data to confirm this).

94.

The results of UK food surveys indicate that, after infants, the subpopulation with the highest per
capita chronic intake of milk is the institutional elderly and those with the highest intake in relation to
bodyweight are toddlers aged 1½-4½ years. Using the same information142 on possible amounts of
ptaquiloside in cows’ milk as used to estimate the intake of infants, the intakes of ptaquiloside by high
(97.5th percentile) consumers of milk have been estimated to be between 2.9 and 22.1 mg/person/day
(0.047 to 0.36 mg/kg bw/day) for the institutional elderly and between 2.8 and 21.6 mg/person/day
(0.19 to 1.49 mg/kg bw/day) for toddlers.

95.

The above estimates of intake of ptaquiloside from milk represent the maximum intake that might be
anticipated to occur as a result of drinking milk solely from cows receiving the maximum sub-clinical
dose of ptaquiloside. It is possible that milk or edible tissues from bracken-poisoned cows could
contain higher amounts of ptaquiloside. No quantitative data are available on the levels of exposure
from sources other than milk.

c

The information on UK intakes of milk was obtained using data on individual consumption that are compiled in the “Intake 2” programme.
The data include intakes of cows’, sheep’s and goats’ milk, milk in chocolate and milk used in recipes. Chocolate was assumed to be 25% milk.
The “Intake 2” programme used data from the following food intake surveys: Infants 86, Toddlers’ Survey, Young Persons ’98 Survey,
Vegetarian 1994-95 Survey, Adults 2001 National Diet and Nutrition Survey and Free-Living and Institutional Elderly Surveys (Mills and Tyler,
1992; Gregory, et al., 1995; Gregory, et al., 2000; MAFF, 1996; Henderson, et al., 2002 and Finch, et al., 1998).
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Summary of Exposure Data
96.

Bracken is not eaten by humans in the UK, but it is uncertain whether this situation will remain
unchanged. With the continuing interest in international cuisine, it is conceivable that in future there
may be moves to introduce bracken as an exotic vegetable. If this were to be done, bracken would be
regarded as a novel food and it is likely that it would need to be assessed for safety before
authorisation could be given for its sale in the UK as a food.

97.

There is a potential for exposure to component chemicals of bracken as residues in foods derived
from animals that have eaten bracken. There is evidence that some animals readily eat bracken and
there have been cases of bracken poisoning in farm animals. As component chemicals in bracken
(eg. ptaquiloside) can cause systemic toxicity in farm animals, it is reasonable to assume that they have
the potential to leave residues in edible tissues and other foods derived from animals that have eaten
bracken. Little is known about the amounts of the component chemicals that can occur as residues in
foods, but it is clear that ptaquiloside can pass into the milk of cows.

98.

It has been estimated that, in the UK, the sub-population with the highest milk intake, infants, might
be exposed to up to 2.62 mg/kg bw/day of ptaquiloside as a result of consuming milk from cows that
had eaten bracken without showing clinical signs of poisoning. However, if the advice not to give
cows’ milk to infants below the age of one year is followed, the highest estimate of intake on a
bodyweight basis is 1.49 mg/kg bw/day, for toddlers. Most consumers will be exposed to less than this
as they drink less milk. Furthermore, most milk supplies will be bulked so any high concentrations in
individual samples will be diluted.

99.

No information was available on the amount of ptaquiloside or other components of bracken that
can occur in milk derived from animals that have been poisoned by bracken.

100. No information was available on the amount of ptaquiloside or other components of bracken that
can occur in meat and offal derived from animals that have eaten bracken.
101.

No information was available on the rate at which residues of ptaquiloside or other components of
bracken can be cleared from edible tissues. However, information on the rate of decrease of
ptaquiloside residues in milk from bracken-exposed cows indicated that minimal amounts of residues
would be present in the milk at 4 days or more after exposure ended.

Conclusions
102. The Committee agreed the following conclusions:
i.

Bracken is sometimes eaten by food-producing animals.

II. Although no modern carcinogenicity bioassays have been performed on bracken, observations
from farm animals, laboratory animals and mutagenicity studies suggested that it is carcinogenic
and genotoxic. Few conclusions can be drawn from the small number of epidemiological studies
of humans. It is prudent to regard bracken and at least one of its constituents (ptaquiloside) as
being potentially carcinogenic to humans at all levels of ingestion.
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III. Bracken contains some genotoxic or possibly genotoxic substances, including ptaquiloside,
kaempferol and shikimic acid.
IV. Ptaquiloside from bracken ingested by food-producing animals (eg. dairy cows) can be passed into
milk that might be consumed by humans.
V. Ptaquiloside from ingested bracken is likely to be present in meat and offal derived from animals
that have recently eaten bracken.
VI. The level of consumer exposure to ptaquiloside and other bracken derived genotoxic substances,
such as kaempferol, should be kept as low as reasonably practicable. Measures that could be
considered to achieve this could include discarding milk or not slaughtering bracken-exposed
animals for a length of time consistent with the clearance of residues of toxic substances.
VII. The available data suggest a withdrawal period of at least 4 days for ptaquiloside in milk. Current
evidence does not provide a basis for specifying an adequate withdrawal period prior to slaughter
for human consumption of meat and offal.
Recommendations
103. The Committee recommended the following actions to reduce uncertainty about the risk to
consumers from bracken:
●

Identify the amount of ptaquiloside and other harmful bracken constituents that can occur in
meat and offal derived from animals that have been poisoned by bracken.

●

Identify the amount of ptaquiloside and other harmful bracken constituents that can occur in
meat and offal derived from animals that have eaten bracken without showing any signs of
toxicity.

●

Identify the rate at which residues of ptaquiloside and other harmful bracken constituents are
cleared from edible tissues of food-producing animals (eg. those that are actively used to clear
bracken).

104. It is recommended that priority should be given to identifying the rate of depletion of ptaquiloside
from edible tissues of animals that had high exposure to bracken. Such information could be used by
risk managers to help them decide with more confidence how long bracken-poisoned animals should
be left before slaughter for human consumption.
COT Statement 2008/05
October 2008
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Appendix to COT statement on the risk to consumers of eating foods
derived from animals that had eaten bracken
Literature search
Articles were identified and selected for review as follows.
Computerised literature search
Several computerised searches of the scientific literature published over the last 10-38 years were conducted
by the Information Centre of the Food Standard Agency. The computerised searches performed were:
●

Search on DART Developmental Toxicology Literature, NewsQuest, Food Science and Technology
Abstracts 1969-2007, Foodlineweb 1972-2007, and National Library for Health (incorporating Biomed
Central, Dialog Datastar, MyLibrary, NHL Evidence, NHL Guidance, NHL Specialist Libraries,
Proquest and PubMed) for
“bracken”.

●

Searches on Campden and Chorleywood Food Research Association (CCFRA) Site, Barbour Index,
British Library Inside, Current Contents 1998-2007, FoodlineWeb (Leatherhead Food International
Ltd.), Nature – journal, and New Scientist - journal for:
(bracken or bracken fern or Pteridium aquilinum or Pteridium)
and
(ptaquiloside or bracken toxin or sesquiterpene glycoside)
and
(toxicology or toxicological or cancer or carcinogenic or mutagenic or genotoxic or epidemiology)

●

Searches on TOXLINE and FoodlineWeb (Leatherhead Food International Ltd.), Current Contents
1998-2007 and Food Science and Technology Abstracts (FSTA) for:
pterosin or pterosin-B or isoptaquiloside or iso-ptaquiloside or caudatoside or thiaminase
or pharmacokinetics or toxicology or toxicological or cancer or carcinogenic or mutagenic
or genotoxic or epidemiology

●

Searches on TOXLINE 1900-2007, British Library Inside, Ingenta.com, Food Science and Technology
Abstracts (FSTA), TOXLINE, Foodlineweb 1972-2007, and Current Contents 1998-2007 for:
quercetin or prunacin
and
bracken

The computerised literature searches identified a large number of articles, many appearing on several of the
databases. Printouts of details of articles including abstracts were read and articles that looked like they
would be relevant to the consumer safety of bracken were ordered. The main criterion for ordering was
that the article should deal with some aspect of the exposure to or toxicology of bracken and/or its
component chemicals.
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Secondary search of the literature
Review articles on bracken were read and from these further key articles were identified. This was
particularly helpful for finding older articles.
The relevant articles were read and summarised for this COT paper. During this process, several further
important articles that had been missed earlier were identified and ordered.
Selection of articles for review in TOX/2008/12
A large number of articles on the safety of bracken and on related issues were obtained by the Secretariat.
As a result of time constraints, not all of the articles were read in detail. Some selection had to be made. It
was quickly apparent that certain articles were too general or only dealt peripherally with the issues of
interest. Such articles were left aside.
Sometimes several articles referred to the same piece of work. Wherever possible the primary source of
information was the source that was cited. In some instances, information was pieced together from several
sources and it was necessary to cite several articles for a single piece of information.
Criteria for selection of articles cited in TOX/2008/12
Articles were selected for inclusion in the review on the basis that they dealt with some aspect of the
safety of bracken and its constituent chemicals to human consumers. This could be a direct reference to
human safety by dealing with exposure, toxicological or epidemiological aspects or less direct by looking at
effects in exposed animals or of exposure by routes other than the diet. Related issues of interest included
the taxonomy and worldwide distribution of different sub-species of bracken ferns.
Some articles were excluded as they covered areas of work already dealt with in other articles. This was
particularly the case concerning the large number of studies from the 1980s that reported the testing
various fractions of bracken in standard short-term assays for mutagenicity or carcinogenicity in order to
isolate the carcinogenic component of bracken.
There were numerous review articles available that added no new information. Most of these were not cited.
Articles Cited in the Statement
Not all of the articles cited in the review paper TOX/2008/12 were cited in the Statement on the Risk to
Consumers of Eating Foods Derived from Animals that had Eaten Bracken. Some aspects covered in the
review paper were not considered to be directly relevant to the Statement and thus articles cited in these
parts of the review paper were not cited in the Statement. Also, when several articles dealt with the same
issue, some of the articles that contributed no unique information were omitted from the Statement.
Articles Added to the Statement
After the COT had discussed the first draft of the statement, Members identified a few additional articles
that had not been identified in the Secretariat’s search of the scientific literature. These articles and some of
the articles giving primary data that they had cited were added to later drafts of the Statement.
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Statement on Pyrrolizidine Alkaloids in food
Introduction
1

Pyrrolizidine alkaloids (PAs) are a large group of natural toxins produced by plants, several of which are
known to be highly hepatotoxic and have been shown to be carcinogenic in rats. They have been
associated with a number of livestock diseases and with cases of human poisoning following
consumption of herbal remedies or after contamination of staple foods. There is also potential for PAs
to be transferred to other food products such as honey, milk, eggs and offal.

2.

In 2007, the report of a Food Standards Agency funded project on PAs in honey from borage and
ragwort was published. This report was provided to the Committee along with a number of risk
assessments of PAs from other countries.

3.

The Committee was asked for its view on the risk assessment of PAs in food and whether it
considered potential human exposure, particularly via honey and milk, to be of concern.

Background
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4.

PAs are found in a large number of plants around the world including the families Boraginaceae
(particularly Heliotropium and Trichodesma species), Compositae (Asteraceae) in the tribe
Senecioneae, and Leguminosae (Fabaceae) in Crotalaria species. It is estimated that approximately
3% of the world’s flowering plants contain one or more toxic PAs1.

5.

Cases of human toxicity have been shown to occur following contamination of staple foods, generally
grain crops, and after consumption of some herbal remedies. Other possible food sources of exposure
include milk, honey, offal and eggs, which have all been found to contain PAs in some instances2,
although cases of human poisoning resulting from exposure through these sources have not been
reported. It is unknown whether PA residues are present in meat but the potential for exposure is
thought to be slight due to the fast metabolism and elimination of PAs from the bodies of animals as
determined experimentally1,3.

6.

In humans, veno-occlusive disease is the most prominent hepatic lesion resulting from PA poisoning.
Classical symptoms and signs are abdominal pain and rapidly developing ascites. The effects of PAs can
take time to develop and might result from long term low level exposure, although known cases of
poisoning have usually presented as acute disease similar to Budd-Chiari syndrome2.

7.

Livestock poisonings have been reported worldwide, especially in cattle and horses, but also in some
instances in sheep. One of the plants often associated with this is common or tansy ragwort (Senecio
jacobaea)2.

8.

In animals, PA toxicosis is usually characterised by clinical signs relating to hepatic insufficiency
including weakness, loss of appetite and wasting, jaundice and behavioural abnormalities. Extensive
haemorrhagic necrosis of the liver is usually recorded in acute toxicity. Chronic disease, resulting either
from a single sublethal dose or from repeated low level intake, is characterised by various

abnormalities including parenchymal megalocytosis, extensive fibrosis, obliteration of central and sublobular veins characteristic of veno-occlusive disease, bile duct proliferation and nodular regeneration2.
9.

Instances of poisoning in humans and livestock, combined with the results of studies in experimental
animals indicate that there is variation between species in susceptibility to PAs. In general, cattle,
horses, pigs, poultry, humans, rats and mice are considered to be sensitive while sheep, goats, rabbits
and guinea pigs are less so4,5.

Previous COT recommendations

Comfrey
10.

The Committee last reviewed PAs in 19926, focussing on comfrey, a herb which at the time was
available in tablet and capsule form as well as for tea and infusions. The recommendations of that
review of comfrey were as follows:
●

“the public should be warned of the potential dangers associated with the consumption of
comfrey and products containing comfrey. This advice applies equally to commercial and homegrown comfrey and preparations made from it.

●

“concentrated forms of comfrey such as tablets and capsules should no longer be available.

●

“the public should be advised against the ingestion of comfrey root and leaves, and of teas and
infusions made from comfrey root.

●

“comfrey teas and tinctures may continue to be available to the public. However, this
recommendation should not be construed as an endorsement of these products.”

The COT advice was subsequently endorsed by the Food Advisory Committee. Department of Health (DH)
and Ministry of Agriculture Fisheries and Food (MAFF) Ministers accepted the committees' advice and action
was taken to implement it.
Chemistry
11.

PAs are a group of more than 350 natural toxins sharing a basic structure derived from esters of
4 necine bases: platynecine, retronecine, heliotridine and otonecine. The acid moieties of the esters
are termed necic acids. A number of structural features determine the potency of the PAs.

12.

PAs associated with adverse effects are esters of 1-hydroxymethyl 1,2-dehydropyrrolizidine (Figure 1).
There may be a second hydroxyl group at the C7 position. At least one of these hydroxyl groups must
be esterified to exert toxicity and the acid moiety of the ester linkage must contain a branched chain.
PAs can therefore exist as mono or open diesters or as a closed macrocyclic diester2.
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Figure 1: The generic structure required for PAs to cause toxicity

13.

PAs are fairly stable chemically and require metabolic activation to exert toxicity5.

Metabolism
14.

On ingestion of PAs, parent alkaloid or metabolites can be found in the serum and only later in the
urine and faeces indicating that absorption across the gastrointestinal tract occurs7,8,9,10,11,12,13,14. Studies
using a limited number of representative PAs have shown that three main pathways of metabolism
occur15.

Activation pathway
15.

The activation pathway is oxidation of the PA to form the dehydropyrrolizidine derivative, which is
biologically and chemically reactive (figure 2). Cytochromes P450 have been shown to be involved in
this bioactivation of the PAs16.
Figure 2: The generic structure of the dehydropyrrolizidine derivative of PAs

16.
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Dehydropyrrolizidine derivatives can undergo further biotransformation by enzymic or non-enzymic
glutathione conjugation1. Alternatively, the dehydropyrrolizidine derivative can be hydrolysed further
at the ester bond to form the dehydronecine, often referred to as dehydropyrrolizine (DHP)16.

Detoxification pathways
17.

Esterase cleavage of the PA releases the necine base and necic acid(s). No further metabolism occurs
and this is seen as a detoxification pathway15.

18.

N-oxidation of retronecine- and heliotridine-type PAs is generally catalysed by a variety of enzymes
including cytochromes P450 and flavin-containing monoxygenases. The N-oxides are highly water
soluble and are rapidly excreted in the urine5.

19.

N-oxides are also often found in plant materials. While metabolism to PA N-oxides is usually seen as a
detoxification pathway, upon ingestion these can be converted to the alkaloid forms in the gut3.

20.

The activity of the metabolic enzymes towards individual PAs plays an important role in determining
toxicity and varies between species, sexes and at different developmental stages15,17,18,19,20.

21.

Following metabolism, rapid elimination occurs mainly via urine but some through the bile. It is
considered unlikely that large amounts of the PAs and their metabolites remain in the liver in the long
term3. PAs and their metabolites can be excreted in the milk and possibly, in the case of poultry, into
eggs1.

Toxicity
22.

Much of the data on PA toxicity is derived from studies on plant constituents or extracts and is often
derived from studies or reports of single dose administration. Information on the mechanism of
toxicity has been taken from reviews, which have compiled data from a number of studies and do not
quote the doses at which the individual effects occur. Where doses are given these are examples,
generally of the lowest dose causing effect.

Human case reports
23.

A 49 year-old woman, who had been consuming a herbal tea and comfrey-pepsin pills on a daily basis
for 6 and 4 months respectively, was admitted to hospital with progressive swelling of the abdomen
and extremities. This was diagnosed as veno-occlusive disease, a form of Budd-Chiari syndrome. A liver
biopsy showed centrilobular necrosis and congestion. The hepatic venograms were consistent with
moderate portal hypertension recording wedge pressure of 23 mmHg with corrected sinusoidal
pressure of 17 mmHg. No demonstrable obstruction of outflow was observed but balloon distension
of an intrahepatic venous tributary showed near obliteration of the smaller hepatic venules and
extravasation of the dye into the hepatic parenchyma. There was no history of tumour or trauma, her
last pregnancy was 22 years previously and no common causes of Budd-Chiari syndrome were evident.
The herbal tea and comfrey-pepsin pills were analysed for PAs, based on monocrotaline as a standard
and looking for alkaloids of the same molecular weight and assuming the same extinction coefficient
for spectrophotometric detection. The subject’s minimum daily PA intake was estimated as 15 µg/kg
b.w. The researchers stated that it was possible she had other sources of exposure in the same
period21. This report is one of the few where an attempt has been made to evaluate the exposure
level of a person with PA poisoning.
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24.

A 5 day old female infant was referred to intensive care with jaundice, massive hepatomegaly and
ascites. When the infant was 27 days old, a biopsy was taken. This showed centrilobular fibrosis,
neovascularisation and iron deposition associated with widespread circumferential connective tissue
occlusion of the small and medium size hepatic veins suggesting a diagnosis of hepatic veno-occlusive
disease. The mother had had daily consumption of a herbal tea containing senecionine (including its
N-oxide) at 0.60 mg/kg dry weight but no estimate of the dose to the mother or the fetus was given.
A liver biopsy section was not obtained from the mother but her physical appearance and blood tests
showed no abnormalities22.

25.

A pregnant woman was admitted to hospital in the 27th week of gestation with fetal ascites. A male
infant was delivered by emergency caesarean section during week 32 but died 12 hours later. Autopsy
found no internal or external malformations. Liver histology showed veno-occlusive disease. Tea used
by the family was found to be free of PAs. However, a herbal mixture of which 2 g/day was used for
cooking contained 6 mg/kg lycopsamine, 3.5 mg/kg interrimine and 3 mg/kg of their acetyl derivatives.
Neither the maternal nor the fetal dose resulting from the use of this mixture was estimated. The
dehydro-derivatives of these PAs were found in the fetal liver tissue23.

26.

Based on information provided by two paediatric liver centres to the Committee, it was noted that
paediatric veno-occlusive disease was rare in the UK, and that cases were almost always attributable to
other causes and therefore unlikely to be related to PA exposure.

Acute Studies

114

27.

LD50 data obtained following intraperitoneal administration to male rats are available for some PAs
and are given in Table 15,24. These deaths, 3 to 7 days after administration, were associated with severe
haemorrhagic liver necrosis5.

28.

Lesions in the lung following acute dosing include alveolar oedema and effects on the alveolar wall
seen after a single dose of 60 mg/kg b.w. in rats given monocrotaline subcutaneously and at the same
dose in dogs given monocrotaline intravenously. In the long term extensive pleural effusion occurs
following intraperitoneal administration of a single dose of 50 mg fulvine/kg b.w. to female rats5.

29.

Necrotising pulmonary arteritis was observed following subcutaneous administration of monocrotaline
at 120 mg/kg b.w. to male rats as a single dose or 30 mg/kg b.w. as 4 doses each 2 months apart in
monkeys5.

Table 1
Reported intraperitoneal LD50 values obtained for the male rat unless otherwise stated (Source: Cheeke and
Shull, 1985 and World Health Organization (WHO), 1988)

30.

Alkaloid

LD50 (mg/kg b.w.)

Retrorsine

34

Senecionine

50 – also quoted as 85

Heliosupine

60

Lasiocarpine

72

Seneciphylline

77

Jacobine

77 (mouse)

Riddelliine

105 (mouse)

Symphytine

130 – also quoted as 300

Heleurine

140

Jaconine

168 (female rat)

Monocrotaline

175

Echimidine

200

Spectabiline

220

Senkirkine

220

Heliotrine

300

Echinatine

350

Supinine

450

Europine

>1000

Heliotridine

1200

Intermedine

1500

Lycopsamine

1500

A study investigated the early pulmonary changes following PA exposure using monocrotaline pyrrole
(the dehydropyrrolizidine derivative of monocrotaline) injected into the tail vein of Sprague Dawley
rats. A single dose of 3.5 mg/kg b.w. in male rats caused changes in the lung from 4 hours after
administration25.
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Repeated dose toxicity
31.

In a study of riddelliine administered by gavage 5 days per week for 105 weeks to rats and mice,
0.033 mg/kg b.w./day in rats caused hepatocyte cytomegaly (NOAEL 0.01 mg/kg b.w./day) and at
0.33 mg/kg b.w./day regenerative hepatocyte hyperplasia was observed. In mice, focal necrosis of the
liver was observed at 0.1 mg/kg b.w./day (lowest dose given) and hepatocyte cytomegaly and
karyomegaly was observed at 0.3 mg/kg b.w./day26.

32.

Monkeys given monocrotaline at 60 mg/kg b.w. by subcutaneous injection at monthly intervals for
3 months showed varying degrees of occlusion of the centrilobular, sublobular and larger veins in the
liver. Centrilobular haemorrhagic necrosis and megalocytosis were also observed5.

33.

Rats were given 8 mg/kg b.w./day of an alkaloidal extract of Senecio nemorensis ssp. fuchsii containing
50% fuchsisenecionine and 1% senecionine by gavage 5 days per week for 114 weeks. Fatty changes,
single cell and focal necrosis, fibroses and granulomatous reactions were observed in the livers27.

Mechanism of action
Hepatotoxicity
34.

Animal studies have demonstrated that hepatic parenchymal cell and sinusoidal endothelial cell injury
occur early in the process of PA-induced disease in the rat. Once cell injury has occurred, zonal
necrosis ensues where the zone affected depends on the species and the pathway of metabolism for
the PA in question5.

35.

Veno-occlusion is thought to occur because of damage to the sinusoidal and central vein endothelial
cells leading to thickening and then collagenisation. Occlusion of the central vein occurs which is
preceded by functional restriction of blood flow.

36.

One of the typical features of PA toxicosis in animals is megalocytosis of hepatic parenchymal cells,
though this has not generally been observed in humans. This is believed to occur where cells are
stimulated to go through the cell cycle but do not divide28.

37.

The WHO stated that adverse long term effects are similar whether resulting from one relatively high
dose, which is not acutely lethal, or multiple low level doses5.

Pulmonary toxicity
38.
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Pulmonary toxicity is sometimes, but not always, seen with hepatotoxic PAs though in some instances
higher doses are required to elicit pulmonary toxicity than cause hepatotoxicity. The structural
requirements for toxicity in the lung are the same as those for toxicity in the liver and the same
metabolites as are produced in the hepatocytes cause toxicity in the lung. In general, the more stable
or persistent the dehydropyrrolizidine derivative is, the greater the possibility that it can be
transported away from the liver to cause toxicity in other organs5. Some metabolism similar to that in
the liver can occur in the pulmonary endothelial cells and type II pneumocytes of the lung28.

39.

Pulmonary toxicity manifests as pulmonary hypertension and can lead to cardiac right ventricular
hypertrophy5. There may also be abnormal macrophages and a proliferation of mast cells. Initial
damage is reported to be to the endothelial cells of the small blood vessels. This is followed by
changes in the alveolar wall and then a reduction in the lumen of the small vessels3.

Developmental studies
40.

Studies in pregnant rats given heliotrine by intraperitoneal injection showed fetal malformations at doses
above 100 mg/kg maternal b.w. along with subnormal maternal gestational weight gain. Fetal effects
included retarded development, musculoskeletal defects, cleft palate and at high dose
(300 mg/kg maternal b.w.) cessation of growth, immature fetuses and intrauterine deaths and resorptions.
Litters exposed to 50 mg/kg maternal b.w. showed decreased weight and length following a temporary
reduction in maternal weight after injection. However, little liver damage was observed in the fetuses
suggesting that the fetal liver may be relatively more resistant to these toxic effects29. This is in contrast
to the effects seen in the human case report22 where a 5 day old infant showed liver pathology following
daily consumption of a herbal tea by the mother in the absence of maternal toxicity (para 24).

41.

Oral or intraperitoneal administration of two PAs to lactating rats did not result in maternal toxicity.
The total dose, given singly or in multiple fractions, was 21 mg/kg or greater for retrorsine and 83 mg/kg
or greater for lasiocarpine. However, liver biopsy samples from the pups showed marked changes. In
pups that died aged 18 to 30 days, liver cells showed hydropic or fatty vacuolation. Pups dying after
postnatal day 30 showed haemorrhagic necrosis and thickening of centrilobular veins in liver.
Susceptibility of suckling rats was shown to be greater than that of their mothers in this study30.

Mutagenicity, Genotoxicity and Carcinogenicity
42.

Several PAs have been evaluated by the International Agency for Research on Cancer (IARC) and
categorised either as Group 2B, possibly carcinogenic to humans, or Group 3, not classifiable as to its
carcinogenicity to humans. Lasiocarpine, monocrotaline and riddelliine have been classified as Group
2B while hydroxysenkirkine, isatidine, jacobine, retrorsine, seneciphylline, senkirkine and symphytine
have been classified as Group 331,32,33.

43.

A review of the genotoxicity of PAs and the mechanisms involved was published in 200416. Various PAs
and PA-containing plant extracts have been shown to be mutagenic in Salmonella typhimurium TA100
strain with an S9 activated enzyme system. Seneciphylline, riddelliine, lasiocarpine, senecionine,
retrorsine, heliotrine, senecivernine, senkirkine, petasitene, monocrotaline, clivorine, ligularidine,
7-acetyl intermedine, 7-acetyl lycopsamine, indicine, intermedine, jacoline and symlandine have been
shown to be mutagenic in either Drosophila melanogaster or bacteria34,35,36,37,38,39.

44.

Male Drosophila flies were fed milk from lactating rats receiving 25 mg/kg b.w. seneciphylline at 0.5 ml
per 10 male flies. The resulting number of sex-linked recessive lethals was compared to flies given
seneciphylline directly and control flies receiving milk taken from the same rats before they were given
seneciphylline. There was an increase in sex-linked recessive lethals compared to controls but not to as
great an extent as flies receiving 10-5 M seneciphylline directly. The results indicated the presence of
an indirect mutagen in the milk which the authors suggested to be unchanged seneciphylline34.
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45.

PAs have been shown to have DNA binding and DNA to DNA or DNA to protein cross-linking abilities
and cause sister chromatid exchange and chromosomal aberrations16. The cross linking potency of a
sample of PAs (dehydrosenecionine, dehydromonocrotaline, dehydroseneciphylline and
dehydroriddelliine) was shown to be correlated positively with differences in toxicity40.

46.

Mechanistic studies have shown that riddelliine induces liver tumours mediated at least in part by
DHP-derived DNA adducts. It has been proposed that these could be used as biomarkers of
tumourigenicity and that they could be responsible for the mutagenicity and teratogenicity of PAs20.
Subsequently it has been suggested that monocrotaline formed DHP-derived DNA adducts either by
hydrolysis of dehydromonocrotaline and then reaction with DNA or by dehydromonocrotaline
interacting with DNA and then being hydrolysed to DHP41. Other PAs, namely riddelliine, lasiocarpine,
clivorine, heliotrine and retrorsine have also been shown to form DHP-derived DNA adducts either
in vivo or in vitro42,43,44,45,46.

47.

A number of animal studies on PAs and synthetically prepared pyrrolic metabolites have shown
tumour development. In one study under the National Toxicology Program (NTP), using riddelliine
administered by gavage 5 days per week for 105 weeks, hemangiosarcomas were observed in
0/50 female control rats and 0/50 females given 0.01, 0.033 and 0.1 mg/kg b.w./day, 3/50 at 0.33 mg/kg
b.w./day (p=0.118) and 38/50 at 1.0 mg/kg b.w./day (p<0.001). In male rats, hemangiosarcomas were
observed in 0/50 controls but in 43/50 given 1 mg/kg b.w./day (p<0.001). In male mice,
hemangiosarcomas were observed in 2/50 controls, 1/50 at 0.1 mg/kg b.w./day, 0/50 at 0.33 mg/kg
b.w./day and 2/50 at 1 mg/kg b.w./day but in 31/50 mice at 3 mg/kg b.w./day (p<0.001). No female mice in
the control group showed hemangiosarcomas and only 1/50 given 3 mg/kg b.w./day (only dose given).
Other tumours observed in rats at or above the doses causing hemangiosarcomas included
hepatocellular adenomas and carcinomas, mononuclear cell leukaemia, alveolar and bronchiolar
adenoma and carcinomas26. Similarly, a two year carcinogenicity study has been carried out under the
NTP testing lasiocarpine in F344 rats with dietary administration for 104 weeks. High mortality was seen
in both sexes at the high dose with all females dead by week 69 and males by week 88. Liver
angiosarcoma was seen in 13 of 23 male (p<0.001) and 2 of 23 female (not significant) rats (though the
authors suggested that only female rats surviving beyond 52 weeks should be used for the analysis so
they quote this as 2 of 9 in the main report) following dietary administration at 30 ppm, in 11 of
23 males (p<0.001) and 7 of 24 females (p=0.005) at 15 ppm in the diet and in 5 of 24 males (p=0.025)
and 8 of 22 females (p=0.002) at 7 ppm in diet. The authors concluded that this study had shown that
lasiocarpine was carcinogenic in F344 rats47.

48.

Other PAs have also been shown to cause tumours in animals. Clivorine, petasitenine and symphytine
all produce angiosarcomas in liver in non-standard carcinogenicity assays48,49,50. Senkirkine caused liver
adenomas in a non-standard assay50.

49.

Plant extracts have also been tested for tumour formation, for example tumours have been observed
in the pancreas when weanling male rats were given a single dose by stomach tube of 500 to
1500 mg/kg b.w. of a mixture of lycopsamine and intermedine as alkaloids extracted from tarweed
(Amsinckia intermedia Fisch and Mey) seeds. Three rats of 15 in the treated group were found to have
pancreatic tumours; 1 receiving 600 mg/kg b.w. had an islet cell tumour, and of those receiving
1500 mg/kg b.w. 1 had an islet cell adenocarcinoma and 1 had an adenoma of the exocrine pancreas51.

Transfer to food
50.

The PA content of plants has been reported as generally varying from 100 mg/kg dry weight to
40,000 mg/kg, although the highest reported is 180,000 mg/kg in Senecio riddelli. The amount of PAs
present in a plant depends on the season and locality3. In addition, various parts of plants have
different levels of PAs, some of which may be present in PA N-oxide form5.

Feed
51.

Although PA-containing plants are present throughout the world, the plants are usually unpalatable to
livestock. Most cases of poisoning with fresh plant material occur when pastures are overgrazed or if
there is a limited supply of forage1.

52.

Where feed is preserved, contamination with PA-containing plant material is not readily recognised by
animals. Experiments carried out on hay indicate that the concentration of PAs does not decrease
with storage. The evidence for silage is more equivocal with some experiments suggesting that levels
do decrease while others find no change. Where decomposition occurs, this is mainly enzymic and
levels remain stable once the crop is dry5.

53.

In 2004 the Department for Environment, Food and Rural Affairs (Defra) published a Code of Practice
on How to Prevent the Spread of Ragwort. The aim is to control the spread of ragwort where there is
an identifiable risk to vulnerable animals including through the production of forage52.

Food
54.

Humans are thought to be exposed to PAs through plant products (either herbal products or
contamination of grain crops), or animal-derived products including honey, milk, eggs and offal2.

Plant products
55.

A number of reports of outbreaks of human PA poisoning exist from different parts of the world.
These are generally as a result of contamination of cereal crops with PA-containing plants or deliberate
intake of herbal remedies which contain PAs.

56.

Where acute symptoms and deaths in human poisoning incidents have been reported, it is generally
difficult to estimate the exposures responsible. As little or no follow-up has been carried out on those
recovering from the illness or others involved in the outbreaks, it is also unclear whether there are
long term effects of these poisoning events5.

57.

The Australian New Zealand Food Authority (ANZFA) has sampled various Australian grain
commodities and found levels from <0.050 mg/kg to >6 mg/kg2. In the EU, legislation specifies a
maximum level for weed seeds and unground and uncrushed fruits containing alkaloids in animal feed1.

Milk
58.

A number of studies have been carried out looking at transfer to milk as a possible route of excretion
in lactating animals. The studies described above in paragraphs 41 and 44 show that lactational transfer
of PAs occurs in rats.
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59.

Cows given ragwort containing 0.16% PAs by rumen cannula for 2 weeks at 10 g/kg b.w./day showed
weight loss, reduced milk output and persistent diarrhoea. Liver biopsy sections showed
megalocytosis and portal fibroplasia. Their calves showed no gross or microscopic lesions and
appeared normal throughout the study. While the ragwort contained jacobine, seneciphylline, jacoline,
jaconine and jacozine, the milk was found to contain only jacoline and following correction for
recovery, the highest mean concentration was 0.840 mg/L53.

60.

Studies in goats have shown that PAs are also transferred into their milk. In one instance, a goat was
fed ragwort containing 0.18% PAs as 25% of the feed, which was at the upper limit of acceptance of
the plant by the goats. A pooled milk sample collected from the goat twice daily for 236 days
contained 7.5x10-3 mg PAs/kg dried weight where the dry matter content of the milk was 12%54.

61.

A survey carried out by MAFF in 1988 analysed 21 retail bulked samples of milk from an area which had
the highest reported incidence of ragwort poisoning in cattle for the 2 years beforehand. No
senecionine, seneciphylline or jacobine were detected in any sample and it was concluded that
detectable levels were unlikely to be present elsewhere in the UK55.

62.

The European Food Safety Authority (EFSA) noted that milk can be a relevant source of PAs when
obtained from a single animal which has ingested considerable amounts of PAs1. However, common
commercial practice in the UK is to bulk milk samples from all the cows at one farm and then also at
the dairy, which results in dilution of the PAs if present.

63.

EFSA also suggested that a possible source of human infant exposure is via their mother’s milk1.

Eggs
64.

Free PAs were not detected in the eggs of laying hens fed up to 4% Senecio vernalis. The authors
considered this may have been due to residues being below the level of detection, stated as
0.4 mg/ml dissolved residue, or the PAs being bound to egg protein, but they noted that reduced
feed intake and egg production occurred at 2 and 4% of feed levels56.

65.

In contrast Edgar and Smith (2000) reported that in chickens fed contaminated wheat containing
26 mg/kg of PAs (heliotrine, europine and lasiocarpine), up to 0.168 mg/kg was detected in the eggs57.

Meat
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66.

No published reports are available where PAs have been detected in meat from livestock which have
ingested PA-containing plants. Results from experimental animals suggest that levels in tissues would
fall rapidly after ingestion. Mattocks suggested that unless animals are killed soon after a large dose,
PAs are not expected to be at a high level in tissues3.

67.

The ANZFA reported PA levels of <0.010 to 0.073 mg/kg in livers and kidneys of domestic animals2.

Honey
68.

In a 1994 UK survey, honey samples were collected from hives placed close to ragwort, or obtained from
farmgate producers and a small independent retailer. Eight of 23 honey samples contained ragwort pollen
and six of these had detectable levels of PAs. The two honey samples with the highest levels were dark,
waxy samples, which were considered unpalatable and would not be used for blending with other
honeys. Excluding these two samples, the highest detected level of PAs, was 0.06 mg/kg though the
method used for this analysis was not reported. Using data on maximum honey consumption at any one
time for adults (93g), children (60g) and infants (32g), the authors concluded that PA consumption from
locally produced honey was not a cause for concern58.

69.

A 2002 review of PAs in honey noted that the highest identified level of 3.9 mg PAs/kg was in honey
reported to be from ragwort. This value was not corrected for extraction efficiency. The authors recognised
that where bees are used to pollinate plants such as borage, the resulting honey is likely to contain PAs, and
data from the literature did not indicate that bees avoid PA-containing plants except ragwort as described
by the Honey International Packers Association. Therefore it was thought likely that the PA content of a
particular honey will depend on the number of PA-containing plants in the forage area59.

70.

The 2002 review considered exposure assessments which were carried out using a WHO database. The
consumption data included non-consumers and therefore averages tended to underestimate
consumption by consumers. In Europe average honey consumption is 1.3 g/day and high level (by the
95th percentile consumer) is 3.9 g/day. The estimated population average European dietary exposure
resulting from honey containing 2 mg PAs/kg, which the review authors described as typical of a honey
attributed to a single PA-containing plant, was 2.6 µg PAs/day59.

71.

In 2004, Food Standards Australia New Zealand (FSANZ) reported that Australian honey samples had
levels up to 2 mg/kg PAs though it was noted that blending could substantially reduce this level. The
highest levels were found in honey from Paterson’s Curse/Salvation Jane (Echium plantagineum). The
FSANZ considered that 2-4 year old children of approximately 17kg with high levels of consumption at
28.6 g honey/day would be the most vulnerable subgroup of the population. To keep this subpopulation
within the ANZFA provisional tolerable daily intake (PTDI) of 1 µg/kg b.w./day, the honey consumed would
need to contain no more than 0.594 mg PAs/kg. However as other food sources need to be considered,
levels would need to be lower than this. As a result, the FSANZ advised that people consuming more
than 2 tablespoons of honey every day (approximately 5% of the population) should not eat honey made
exclusively from Paterson’s Curse/Salvation Jane60.

72.

A recent Dutch study analysed honey samples for PA content of which 171 were retail samples of Dutch or
imported origin and 8 were from hives deliberately placed in areas with high levels of groundsel, another
PA-containing plant. Of the retail samples, 28% contained PAs at levels between 0.001 and 0.365 mg/kg.
Four of the eight non-retail samples had detectable levels of PAs with the highest at 0.010 mg/kg. Pollen
counts indicated that the bees had foraged on many other plants not just the groundsel61.
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73.

The authors stratified Dutch honey consumers into groups depending on whether they consumed
honey from different sources or from the same manufacturer which could coincidentally contain high
levels of PAs. Each group was further subdivided into average (13 g honey/day) or high level consumers
(30 g/day). The authors concluded that “only in cases of prolonged consumption of types of honey
which contain high concentrations of PA is there any suggestion of a significantly increased risk of
cancer and possibly acute liver damage.” This was considered as rare so warning consumers of the risk
was not felt to be useful61.

Food Standards Agency funded project T01037 “Collection and Analysis of Honey Samples Potentially
Contaminated with Pyrrolizidine Alkaloids from Ragwort and Borage”
74.

This project aimed to investigate the potential for PA contamination of honey if bees forage on
PA-containing flowers. Borage (Borago officinalis) and ragwort were the two flowers of interest and
honey was produced in areas where either borage or ragwort was growing in abundance. While the
PA concentrations in honey could not be quantified due to a lack of analytical standards, they could
be compared from one honey sample to another and relative to the amount of PAs in a fixed weight
of plant material62.

75.

Honey produced in areas with high levels of ragwort showed little difference in the PA profile
compared to control sites except in honey from one site, which showed increased seneciphylline
N-oxide levels. However conditions were very different at this site compared to sites for commercial
honey production. Honey produced from ragwort is seen by beekeepers as a contaminant and is
unlikely to be used for consumption. The authors concluded that the results indicated that even
where there appears to be little else to forage on, the honey produced showed no conclusive
evidence of ragwort contamination in terms of PA profile and pollen contained in the honey. The
Honey International Packers Association has suggested that bees do not like foraging on ragwort or
producing honey from it. They also state that the honey tastes unpleasant and therefore would not
be consumed62.

76.

Honey produced in areas with high levels of borage showed the presence of one PA which could have
been either intermedine or lycopsamine. Honey produced from borage has a distinctive taste and is
seen as a speciality product so attracts a premium price62.

77.

This was a preliminary project to determine whether further quantitative analysis would be required
for risk assessment. A standard for lycopsamine is now commercially available and the Food Standards
Agency plans to fund further work to assess the levels of PAs in borage honey.

Previous risk assessments
World Health Organization (1988)
78.
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A WHO report provided a full account up to 1988 of experimental animal studies in addition to cases
of livestock and human poisoning events. Using data from outbreaks of human disease, the authors

estimated total intake and length of exposure. Total doses in known outbreaks or cases of venoocclusive disease were estimated to be 1 to 167 mg/kg b.w. Data from the Ridker et al. (1985) report on
ingestion of comfrey indicated that ingestion of 15 μg PA/kg b.w./day, may lead to acute or subacute
liver disease in humans. As comfrey contains echimidine and related alkaloids, the WHO used rat LD50
data to derive the equivalent heliotrine dose so exposures from different case reports of human
disease could be compared. The heliotrine equivalent dose for this report was 9 μg/kg b.w./day.
Therefore the WHO considered it prudent to conclude that a dose equivalent to 10 μg/kg b.w./day
heliotrine may lead to disease in humans without providing further explanation5.
79.

The WHO considered that the dose estimates derived indicated that effects are cumulative at very
low intakes and that chronic exposure even at low levels may present a health risk. It therefore
recommended that exposure should be minimised if possible. Long term effects in humans might be
liver cirrhosis or cancer but there had been a lack of long term follow up where exposure was known
to have occurred5.

Australia New Zealand Food Authority (2001)
80.

This report provides a brief summary of the occurrence, chemistry, toxicity in livestock and humans,
metabolism, mechanisms of toxicity, carcinogenicity and dose-response for chronic liver disease of PAs.

81.

The ANZFA concluded that the major human dietary source of exposure is contaminated grains, with
eggs, offal and honey being minor contributors. However the authors noted that the data available
were very limited and it was not possible to estimate the potential dietary exposure to PAs from
these food sources2.

82.

The conclusion of the ANZFA risk characterisation was: “On the basis of the limited human data on
the incidence of veno-occlusive disease, a tentative NOEL for all PAs of 10 µg/kg b.w./day is suggested
based on the human data reported by Ridker et al. (1985). Applying an uncertainty factor of 10 to this
figure to take into account individual variation, the PTDI for PAs is 1 µg/kg b.w./day.
“Further characterisation of the potential human health risk from exposure to PAs in food is not
possible because there is currently inadequate dietary exposure information.”2

83.

Despite 10 μg/kg b.w./day being quoted as causing disease by the WHO, the ANZFA cited comments
by Mattocks (1986) and Huxtable (1989) as suggesting that this dose ”may well be close to the NOEL
for humans”2. Both authors had highlighted the uncertainty stated in the original paper as to whether
the woman had had exposure to PAs from other sources3,63.

Dutch National Institute for Public Health and the Environment (2005)
84.

The Dutch National Institute for Public Health and the Environment (Rijksinstituut voor
Volksgezondheid en Milieu, RIVM) established a virtually safe dose (VSD) for PAs of 0.00043 μg/kg/day,
leading to an increased risk of at most one person in a million developing cancer. For non-cancer
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effects, a tolerable daily intake (TDI) of 0.1 μg/kg b.w./day was derived from the rat NOAEL of
0.01 mg/kg b.w./day for non-neoplastic changes (hepatocyte cytomegaly) in the 105 week study cited in
paragraph 31 above, and using an uncertainty factor of 100 (10 for interspecies and 10 for intraspecies
variation)64. A 2007 report of the Dutch Food and Consumer Product Safety Authority (Voedsel en
Waren Autoriteit, VWA) concluded that “only in cases of prolonged consumption of types of honey
which contain high concentrations of PA is there any suggestion of a significantly increased risk of
cancer and possibly acute liver damage”61.
European Food Safety Authority (2007)
85.

This is a report on the opinion of the Scientific Panel on Contaminants in the Food Chain on
pyrrolizidine alkaloids as undesirable substances in animal feed. The report provides a summary of
available data up to 2006. In relation to human exposure, EFSA recommended obtaining more data on
carry over of PAs into milk as infants may have high exposure via this pathway. Also the need for
quantitative assessment of the contribution of honey to human exposure was highlighted1.

UK Committee on Carcinogenicity of Chemicals in Food, Consumer Products and the Environment (2008)
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86.

The Committee on Carcinogenicity of Chemicals in Food, Consumer Products and the Environment
(COC) reviewed the mutagenicity and carcinogenicity of 7 PAs and 2 proposed metabolites. The COC
concluded that riddelliine was genotoxic and carcinogenic and it would be prudent to assume at least
part of the carcinogenic effect was through a genotoxic mechanism. Similarly, lasiocarpine is possibly a
genotoxic carcinogen. There were sufficient data to conclude that monocrotaline was carcinogenic.
There was limited evidence of carcinogenicity for clivorine, petasitenine and symphytine while for
senkirkine there was insufficient evidence of carcinogenicity. A limited number of studies using nonoral routes of administration had been carried out on the two metabolites, dehydroretronecine and
dehydroheliotridine. On balance, these did not indicate carcinogenic activity of the metabolites.

87.

The COC agreed that the BMDL10 derived from the NTP studies on riddelliine and lasiocarpine would
be an appropriate basis for a Margin of Exposure (MOE) approach to the risk assessment of PAs. The
lowest BMDL10 of 0.073 mg/kg b.w/day was derived from the study on lasiocarpine in male rats and
included adjustment of the high dose to take into account cessation of dosing and termination of all
animals by 88 weeks. Previously the COC have agreed that an MOE of less than 10,000 may be a
concern, an MOE between 10,000 and 1,000,000 is unlikely to be a concern and above 1,000,000 is
highly unlikely to be a concern65. This is similar to the 2005 EFSA Scientific Committee view that “an
MOE of 10,000 or higher, if it is based on the BMDL10 from an animal study, would be of low concern
from a public health point of view and might be considered as a low priority for risk management”66.

88.

With evidence that the same rare tumour type, angiosarcoma, is produced by a number of PAs and
that formation of the DHP metabolite has been demonstrated with various PAs, the COC felt that a
cumulative assessment approach based on the most potent PA, lasiocarpine, as proposed by EFSA67
would be appropriate for all PAs.

COT evaluation
89.

The Committee noted that PAs are a large class of compounds with differing toxicities and that the
variability in potency is an important consideration in the risk assessment of these toxins.

90.

The Committee discussed the differing ANZFA and WHO assessments of the case report by Ridker
et al., together with the additional comments made by Mattocks and Huxtable. The ANZFA supported
the WHO approach of extrapolation of the subject’s dietary exposure to 10μg/kg b.w./day heliotrine
equivalent. The authors of the case report recognised that the affected subject may have had further
sources of PA exposure in addition to those identified. This source of uncertainty was further
highlighted by Mattocks and Huxtable in their commentaries. While the ANZFA judged that this was
sufficient to deem 10 μg/kg b.w./day a tentative NOAEL, the WHO concluded that this exposure level
may cause disease.

91.

The Committee concluded that a single human case report, with considerable uncertainties in the
exposure assessment did not provide a reliable basis for deriving a TDI. Therefore use of the 2 year rat
and mouse study with riddelliine administered by oral gavage was considered to be the most
appropriate basis for assessing risks of the non-cancer effects of PAs. A NOAEL of 0.01 mg/kg b.w./day
for hepatocyte cytomegaly in rats was observed in this study. Applying an uncertainty factor of 100, 10
for interspecies and 10 for intraspecies variation, indicated that non-cancer effects would not be
expected at doses of riddelliine up to 0.1 μg/kg b.w./day. It was noted that this dose was 100 fold lower
than the dose in heliotrine equivalents as defined by the WHO which the woman received in the
report by Ridker et al.

92.

In their review, the WHO used the ratio of LD50s to compare doses of different PAs. The LD50 data
are based on intraperitoneal administration rather than oral dosing. However, as severe haemorrhagic
necrosis of the liver caused death in the animals studied, the data are relevant to the impairment of
hepatic function, which is the basis of the risk assessment. Therefore the Committee considered that
using the ratio of LD50 values is acceptable to extrapolate between PAs. It was noted that where they
occur, N-oxides should be considered as equivalent to their parent alkaloid, because of possible
conversion to this form in the gut following oral administration. This does not occur with
intraperitoneal administration, by which N-oxides are much less toxic than their parent alkaloid.

93.

The Committee accepted the COC advice that PAs should be considered as a cumulative assessment
group where it is prudent to assume that PAs are genotoxic carcinogens. As a result, the Committee
used the BMDL10 of 0.073 mg/kg b.w./day to assess margins of exposure (MOE) for any PA assuming an
equivalent potency to lasiocarpine. In line with COC65 and EFSA66 opinions, the Committee considered
that MOEs of 10,000 and above, corresponding to doses of up to 0.007 μg /kg b.w./day, would be
unlikely to be of concern. Such doses are below the 0.1 μg/kg b.w./day identified as not expected to
be associated with non-cancer effects of PAs. The Committee noted the COC’s acknowledgement
that a cumulative assessment group approach assuming equal potency for all PAs would be likely to be
over-precautionary where little was known about the PAs in question.
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94.

Using the limit of detection for honey of 1 μg/kg honey reported by Betteridge et al. in 200568 and for
milk of 10 μg/L milk reported by MAFF in 199455, hypothetical exposure assessments were carried out for
all age groups based on the UK National Diet and Nutrition Surveys. The age group with highest PA
exposure on a body weight basis in both instances would be infants.

95.

High level (97.5th percentile) infant consumers have an intake of 6.97 g honey per day (equivalent to
1.14 g/kg b.w./day), which includes honey in other foodstuffs. This is despite FSA advice for infants not to
consume honey due to the very small possibility of bacterial contamination that could cause infant
botulism. Following consumption of honey with a PA concentration at the limit of detection
(1μg/kg honey68), these high level infant consumers would receive 0.0011 μg PAs/kg b.w./day. This is 66,000
fold below the BMDL10 and 90 fold below the dose of 0.1 μg/kg b.w./day, below which non-cancer effect
would not be expected ( this assumes that all the PAs present have equivalent potency to riddelliine, as no
quantitative data on individual PAs present in honey are available). The maximum PA concentration in
honey, which would still maintain an MOE of 10,000 compared to the BMDL10, for high level infant
consumers, would be 6.4 μg/kg honey.

96.

There were limitations in the methods used in the Food Standards Agency funded study assessing honey
samples potentially contaminated with PAs from ragwort and borage. The lack of analytical standards at
the time of commissioning raised the possibility that where PAs were judged to be not present in the
samples, this resulted from an inability to detect them. There was also concern that the PAs sought were
the most prevalent in the plants but were not necessarily the most toxic PAs present. Overall, however, it
was considered that the data from the project supported the hypothesis that honey produced in areas
with a high concentration of ragwort is unlikely to be a concern for human health. The Committee noted
that PAs had been found in honeys sampled around the world. However, in the absence of quantitative
data on individual PAs present in UK commercial samples, it is difficult to assess the risk to the UK
consumer.

97.

For milk, high level (97.5th percentile) infant consumers receive 1054 g milk per day (equivalent to 187.6 g/kg
b.w./day), where the specific gravity of milk is 1.03 kg/L. In milk with a PA concentration at the limit of
detection (10μg/L milk55), infants would be exposed to 1.8 μg/kg b.w./day, which is only 40 fold below the
BMDL10. Hence the analytical method lacks sensitivity to detect levels in milk, which result in high level
infant consumer exposure with a sufficient MOE to be of low concern.

98.

Data on toxicity to young rats and calves following transfer of PAs to milk raised concern that human
children and infants may be vulnerable following exposure to cows’ milk and breast milk. Given the
relatively low intake of PAs, the Committee doubted that levels in breast milk would be sufficiently high
to cause significant effects in the neonate. In addition, the overall incidence of paediatric veno-occlusive
disease in the UK appears to be extremely low with the majority of cases accounted for by other known
causes such as cytotoxic drugs. Consumption of milk with PAs at the limit of detection would lead to
exposure only 40 fold below the BMDL10. Therefore the analytical method is insufficiently sensitive to
identify concentrations of PAs in milk that would be of low concern following human exposure,
particularly in high level infant consumers. However, the practice of bulking dairy milk supplies in the UK
provides some reassurance that PA exposure through milk is unlikely to be a human health concern.

99.

In addition to the precautionary nature of the assessment of carcinogenic potential, the Committee noted
that the exposure assessments are precautionary as they assume that all foodstuffs consumed will be
contaminated, which, while possible in the short term, is unlikely in the long term.

100. Data were not available on concentrations of PAs in grain, eggs or meat on the UK market and, therefore,
an assessment of UK consumer exposure from these foodstuffs could not be carried out. The Committee
noted that, if grain in the UK were contaminated to the same extent as the upper level identified in
Australia, human exposure from this source could be significant. However, the absence of data prevented
any further assessment of possible risk to the consumer.
101.

It was noted that the Food Standards Agency research on PAs in honey is continuing while other
organisations are looking at PAs in milk and other products. The Committee will monitor this research and
other assessments made on PAs.

COT conclusions
102. PAs are known to cause veno-occlusive disease in humans. The available reports of human cases of
poisoning do not provide sufficiently reliable exposure data to be used in establishing a health-based
guidance value.
103.

We conclude that the two-year study in rats administered riddelliine by oral gavage is the most robust
basis for assessing the non-cancer effects of PAs. Applying uncertainty factors of 10 for interspecies and
10 for within species variability to the NOAEL of 0.01 mg/kg b.w./day for hepatocyte cytomegaly, indicates
that 0.1 μg riddelliine/kg b.w./day would not be expected to result in non-cancer effects. The ratio of LD50
values can be used to convert other PAs to riddelliine equivalents for comparison with this dose.

104. We endorse the COC recommendation to assess all PAs as a cumulative assessment group using the
BMDL10 with an adequate MOE, while acknowledging the precautionary nature of this approach. A BMDL10
of 0.073 mg/kg b.w./day was derived from a 2 year carcinogenicity study of lasiocarpine and should be
used to assess exposure for any PA. Allowing an MOE of at least 10,000 indicates that PA doses of up to
0.007 μg /kg b.w./day are unlikely to be of concern for cancer risk. Such doses would also not be expected
to result in non-cancer effects.
105. The maximum PA concentration in honey, to maintain an MOE of 10,000 for high level infant consumers,
would be 6.4 μg/kg honey.
106. We note that consumption of milk with PAs at the limit of detection by high level (97.5th percentile)
infant consumers leads to exposure only 40 fold below the BMDL10. We conclude that there is a need for
more sensitive analytical methods to detect PAs in milk to enable assessment of exposure with an
adequate MOE compared to the BMDL10. However, based on the available data on PA content in milk and
the practice of bulking dairy milk supplies, which is likely to lead to dilution of any contamination present,
we conclude that PAs in milk are unlikely to be a human health concern. There is a need for more
information on the levels of PAs in grain in the UK to enable assessment of exposure and risk to
consumers from this source.
COT Statement 2008/06
September 2008
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Statement on the review of the 1998 COT recommendations on peanut
avoidance
1

The COT was asked by the Food Standards Agency (FSA) to evaluate the results of a literature review
that the Agency had commissioned following a research call issued in June 2007. The aim of this
review was to assess the scientific evidence available since 1998 concerning avoidance versus exposure
to peanut during early life and possible influences on the development of sensitisation and clinical
allergy to foods, with particular reference to peanut. In the light of this literature review, and taking
account of any other relevant information, the COT was asked to consider whether the
recommendations to pregnant mothers that were issued in the 1998 COT report on Peanut Allergy1
should now be amended or remain in place.

2.

The literature review had been conducted by the British Nutrition Foundation (BNF), with assistance,
where necessary, on specific aspects of the evidence, from other scientific experts.

3.

The COT was provided with the final technical report of the review of published literature2, as well as
summary information about unpublished and ongoing research. This information was supplemented,
at the request of the COT, by several key review articles together with summary details and abstracts
of relevant studies published since these reviews, on the evidence concerning early life dietary
exposures and atopic diseases other than food allergy, such as allergic asthma and atopic eczema. This
additional information was requested by the COT to enable the Committee to take into account any
relevant information from the wider body of evidence relating to early life exposures and the
development of allergic disease beyond food allergy specifically, that might inform the present review.
This supplemental information was collated by the FSA.

4.

The Committee was grateful for the advice of a number of external medical and scientific experts,
which informed its discussion of the literature review conducted by the BNF and of the wider
evidence base. These were: Prof. Stephen Holgate, MRC Clinical Professor of Immunopharmacology
from the University of Southampton; Dr Andrew Clark, Consultant in Paediatric Allergy from
Addenbrookes Hospital, University of Cambridge; Prof. Graham Devereux, Clinical Senior Lecturer at
the University of Aberdeen and Respiratory Physician at Aberdeen Royal Infirmary; and Prof. Ian
Kimber, Professor of Toxicology at the University of Manchester and Programme Advisor to the FSA
Food Allergy & Intolerance Research Programme (T07).

Background

Peanut allergy
5.

Allergy to peanuts is a serious health problem among UK children, with estimates of prevalence
suggesting that between 0.2 and 1.8% of children may be affected (see Table 2 on page 143). Allergic
reactions to peanut in both children and adults can be severe and can involve life-threatening
symptoms (anaphylaxis). Fatal food allergic reactions are rare and are more common in teenagers and
adults than in children, but peanuts are reported to be the commonest cause of such fatalities across
all age groups3. Sensitivity varies significantly between individuals and the most sensitive can react to
very small (mg or, in very rare cases, µg4) amounts of peanut protein.
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6.

Unlike certain other food allergies such as egg and milk allergy, which are common in young childhood
but which tend to be outgrown, peanut allergy commonly persists throughout life5. In common with
allergy to other foods, there are currently no established primary preventive strategies for peanut
allergy. Moreover, the only means of managing the condition once it has developed is complete
avoidance of peanut coupled with use of rescue medication (antihistamines and adrenaline) to treat
the symptoms of a reaction once it has happened. Avoidance is both difficult to achieve in practice6,
and also has socioeconomic and quality-of-life consequences for affected individuals and their
families7.

7.

Allergic reactions to foods can occur through several mechanisms but, in the great majority of
instances, peanut sensitisation and peanut allergy are mediated via IgE antibody. In common with
other forms of IgE mediated allergy, IgE mediated peanut allergy develops in two phases. In the first
phase, sensitisation is acquired by a susceptible individual following exposure to peanut. Sensitisation
is characterised by specific immunological priming involving the induction of a special type of
immunoglobulin, IgE that is in this case specific for peanut allergen. This IgE is distributed systemically
throughout the vascularised tissue and binds to mast cells. If the now-sensitised individual is exposed
to sufficient quantities of the same allergen, the IgE on the surface of mast cells can be cross-linked
and degranulation may be triggered, which will cause the release of various inflammatory mediators,
leading to the clinical manifestations (symptoms) of allergy. Once this second stage has been reached
then an individual is said to have clinical (symptomatic) allergy. In the case of peanut allergy, the
inflammatory response may occur within a few seconds or minutes after contact with the food,
leading to serious systemic responses that include anaphylactic shock, asthma, hives (urticaria and
angioedema) and gastrointestinal reactions such as vomiting and diarrhoea. Usually reactions follow
dietary consumption of peanut, but they can also result from inhalation or skin contact with the
peanut or peanut products. As defined here, the key difference between sensitisation and allergy to
foods is that sensitisation, which is a priming of the immune response, is not necessarily associated
with symptoms when the food is consumed. Sensitisation is defined operationally by the presence of
allergen-specific IgE antibody directed to particular parts of an allergen molecule (usually a protein or
glycoprotein) and/or positive skin prick tests (SPT) when a very small dose of allergen is introduced
through the skin. Allergy is diagnosed using a combination of patient history, the presence of allergenspecific IgE and/or skin prick test results, and, where there is any doubt, a controlled food challenge.

8.

The factors that determine susceptibility to food allergy and control its development are of
considerable scientific and clinical interest, and the subject of current research. A major predisposing
factor in the acquisition of food allergy is inheritance of an atopic phenotype – characterised by the
ability to mount vigorous IgE antibody responses to allergens commonly encountered in the
environment, in food, the workplace, certain drugs and insect stings. There are also a number of other
factors that have important influences on the development of food allergy and determine which
foods lead to allergy in a particular individual. Of special importance are the route, timing, duration
and extent of exposure.

9.

Early life environmental and dietary experiences are of particular relevance in determining whether
allergy will develop, or whether the subject will develop protective tolerance. In the latter case the
individual will either fail to induce the class of immune response required for effective sensitisation or
will develop other immunological mechanisms that serve to prevent or neutralise IgE-dependant
allergic responses and, as a result, will be able to consume the particular foodstuff without triggering
the allergic cascade. The possibility that sensitisation (priming) to peanuts might be acquired from
exposure via the mother during pregnancy through the placenta or during lactation, is of particular
relevance to peanut allergy since in many cases, peanut allergy becomes apparent in children when
they display reactions following what is believed to be their first known dietary exposure to peanut
products. This possible sequence of events was one of the important pieces of evidence considered
by the COT Working Party on Peanut Allergy in 19988,9, and was influential in the development of the
precautionary recommendations made by the COT at that time.

Previous COT recommendations
10.

In 1996, as a result of the particular severity of allergic reactions to peanut and the possibility that the
prevalence of this allergy was increasing especially in children, the COT convened a Working Group.
The aim of this Working Group was to review the scientific evidence on peanut allergy and to advise
on whether there was an association between early exposure to peanuts or peanut products and the
occurrence of peanut allergy in later life. Two of the four scientific experts who assisted the COT
with the present review, were also members of that previous COT Working Group: Prof Stephen
Holgate and Prof Ian Kimber.

11.

At the time the COT Working Group was established few published studies were available on this
subject. However, what literature there was suggested that some food allergens contained in egg and
milk could be transmitted intact to infants via breastmilk10,11, possibly leading to sensitisation (priming)
of the infant12. There was also evidence from immunological studies of human umbilical cord blood
mononuclear cells (CBMC) taken at birth, showing proliferative and cytokine responses following
culture in vitro with certain food allergens. This evidence was considered suggestive of in utero
sensitisation and there were indications from the literature that such responses might be associated
with the subsequent development of allergic disease13. Published reports available at that time
describing children reacting on their first known dietary exposure to peanut8,9 were thus interpreted
as suggesting peanut allergen transfer in utero or during lactation as a route of sensitisation.

12.

In considering the available published evidence on intrauterine immunological sensitisation and on
other possible routes of exposure to allergens, the COT concluded in 1998 that there was some
support for the suggestion that peanut allergy in infants could result from exposure in utero or during
lactation, but that the available data were inconclusive. However, with regard to the mechanism of
sensitisation and allergy, a link between peanut consumption by pregnant and lactating women and
the occurrence of peanut allergy in the child was considered possible. On this basis, the COT
considered that it would be unwise to discount the possibility of sensitisation of offspring resulting
from exposure of the mother, and issued a number of precautionary dietary recommendations.
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13.

The dietary recommendations from the 1998 COT report on peanut allergy1 were that:

“ (i) pregnant women who are atopic, or for whom the father or any sibling of the unborn child has an
atopic disease, may wish to avoid eating peanuts and peanut products during pregnancy;
(ii) breast-feeding mothers who are atopic, or those for whom the father or any sibling of the baby
has an atopic disease, may wish to avoid eating peanuts and peanut products during lactation;
(iii) a) in common with the advice given for all children, infants with a parent or sibling with an atopic
disease should, if possible, be breast-fed exclusively for four to six months;
b) during weaning of these infants, and until they are at least three years of age, peanuts and
peanut products should be avoided;
(iv) infants or children who are allergic to peanuts should not consume peanuts or peanut products. ”
14.

The report also recommended that parents or those charged with the care of peanut allergic children
or infants should:

“ (i) be vigilant in reading labels on all multi-ingredient foods and should avoid any for which doubt
exists about the ingredients;
(ii) be aware that even minute amounts of peanut allergens may result in severe reactions. They
should therefore be alert to the possibility of accidental exposure and should ensure that crosscontamination of foodstuffs with peanut allergens does not occur;
(iii) be aware of the treatment for anaphylaxis should inadvertent exposure occur at, for example,
school, or the homes of other children. ”
Developments since 1998
15.
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The previous COT recommendations formed the basis of Government advice that has now been in
place for 10 years. Since 1998, several studies (including some funded by the FSA), have been published
on the subject of sensitisation and allergy to foods in relation to early life dietary (and to a lesser
extent non-dietary) exposures which add to the evidence base that underpinned the 1998 COT
recommendations. One significant development during the intervening period has been recognition
that, in principle at least, sensitisation to peanut proteins could be acquired via routes of exposure
other than dietary intake, notably through skin contact. Although the importance of skin exposure in
driving sensitisation to peanuts (and possibly other food stuffs) is suspected, it has not been
established with certainty. If it were confirmed, however, the implication would be that sensitisation
in early life might not require passage of peanut allergen via the placenta or breastmilk. Since the COT
recommendations were made, there have also been several studies published on the frequency of
sensitisation and allergy to peanuts, which could inform understanding of whether the prevalence of
this allergy is increasing. It was therefore considered timely to re-assess the current state of scientific
knowledge in this area and, based on the evidence now available, to re-consider whether the 1998
COT dietary recommendations remain appropriate.

16.

The COT was also informed that a recent House Of Lords Science and Technology Select Committee
inquiry on allergy, published in September 2007 14, included a recommendation to the UK Government,
based on submitted evidence, to revoke the current advice regarding peanut consumption by
pregnant women and infants. The Government response to this inquiry was that it was important to
review carefully all the relevant evidence that related to the acquisition of peanut allergy in order to
reassess whether or not the advice should be rescinded or revised. The response also noted that a
literature review commissioned by the Food Standards Agency was already being undertaken.

Literature review of studies published since 1998
17.

A literature review, carried out by the British Nutrition Foundation (BNF), sought to identify and review
studies published since 1998 on the early life patterns of exposure to, and avoidance of, food allergens
and the later development of sensitisation and clinical food allergy, with particular reference to
peanut. To address this overarching aim, the researchers structured the literature review from three
different types of evidence: 1) studies conducted in humans; 2) studies conducted in animals; and 3)
in vitro immunological studies conducted on human umbilical cord blood. The reviewers specified
several research questions against which to identify studies of relevance, as detailed in Table 1.

Methodology
18.

The following is a summary of the methodology used for the three different elements of the literature
review (human, animal and human umbilical cord blood studies). Full details of the methodologies,
including lists of search terms and data extraction forms, can be found in the final technical report of the
project 2.

19.

The review of human studies was conducted according to standard systematic review procedures and
searched MEDLINE, EMBASE, the Cochrane Library and CAB Abstract databases to identify relevant papers
published between 1st January 1999 and 7th March 2008 inclusive. Inclusion and exclusion criteria were
drawn up for each research question and used to develop appropriate search term lists. In general terms,
inclusion criteria were based on including all study designs except case reports and therapeutic or
treatment studies; exposures of interest included exposure to or avoidance of any of the 14 allergenic
foods listed in current EU legislation15 and also kiwi fruit; and outcome measures included allergic
sensitisation to foods and clinical food allergy including that which is self-reported. Studies which reported
only other allergy endpoints such as asthma, atopic eczema, rhinitis, atopic wheeze and other respiratory
outcomes were excluded. Identified publications were assessed against the relevant inclusion/exclusion
criteria and those of potential relevance were assessed independently by two reviewers to determine
whether they should be included. Data extraction was performed in duplicate using modified versions of
the extraction forms produced by the Scottish Intercollegiate Guidelines Network (SIGN) 16.

20.

Twenty four separate studies were identified by the review of the human studies, including 9 clinical
trials, 9 cohort studies, 4 case-control studies, 2 cross-sectional studies of associations between
dietary exposure measures and allergy outcomes, and 2 prevalence studies (some investigations used
more than one design).
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Table 1
List of the research questions around which the BNF literature review was structured
Nature of evidence
to be reviewed

Research questions to be addressed

Evidence from studies
in humans

Research question 1: Does maternal dietary consumption of food allergens –
or avoidance of dietary consumption of food allergens – during
pregnancy/lactation have any impact on the subsequent development of
sensitisation, or allergy to foods by the child?
Research question 2: Does dietary consumption of food allergens – or
avoidance of dietary consumption of food allergens in childhood – have any
impact on the subsequent development of sensitisation or allergy to foods?
Research question 3: Does non-dietary exposure to peanut in childhood, for
instance via skin or the respiratory tract, have any impact on the subsequent
development of sensitisation or allergy to peanuts?
Research question 4: Has the current UK Government guidance on dietary
consumption of peanuts and peanut products had any impact on sensitisation
and allergy rates to peanuts in the UK?

Evidence from studies
in animals

Research question 5: Does maternal dietary/oral exposure to allergen (peanut
or ovalbumin) – or avoidance of dietary consumption of allergen – during
pregnancy/lactation have any impact on the subsequent acquisition by
offspring of sensitisation (IgE antibody), or allergy (other signs) to the same
protein?
Research question 6: Does dietary/oral exposure to allergen (peanut or
ovalbumin) – or absence of dietary/oral exposure to allergen – have any impact
on the subsequent development of sensitisation (IgE antibody) or allergy (other
signs) to the same protein?

Evidence from studies
utilising human
cord blood

21.
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Research question 7: Does non-oral/dietary exposure to allergen (peanut or
ovalbumin), for instance via skin or the respiratory tract, have any impact on
the subsequent development of sensitisation or allergy to the same protein?
Research question 8: Does intrauterine immunological sensitisation occur and
is it associated with subsequent atopic disease?

The review of animal studies was conducted as two separate expert literature reviews. One review
evaluated published experimental studies in animals which had examined the influence of maternal
and/or early life dietary and dermal exposures to peanut on the development of sensitisation,
symptoms of allergy or other immunologically relevant endpoints. The second identified similar studies
that had employed ovalbumin (hens’ egg allergen). In both cases the literature was searched
systematically, followed by expert review of the relevant scientific evidence. Both reviews were carried
out by Dr Rebecca Dearman, an expert in immunotoxicology and currently a Member of the COT.
Search terms were drawn up and conducted in Pub Med to identify relevant articles published since
1980. This earlier starting date was chosen in order to encompass the entire body of relevant evidence
from published animal studies, since such studies had not previously been reviewed by the COT. In
fact, only 2 studies published before 1998 were identified as being of relevance to the review; the
remainder being published from 1998 onwards. The searches resulted in a total of 30 papers being
included in the review of studies on peanut, and 25 for ovalbumin*.

22.

The review of studies on human umbilical cord blood was conducted as an expert review of research
published since the 1998 COT report on human CBMC responses and sensitisation and allergy, which was set
in the context of the state of scientific knowledge in this area in 1998 when the COT report was published.
This review was written by Prof. Graham Devereux, an expert in the early life origins of allergic disease*.

Findings of the literature reviews
Evidence from studies conducted in humans
Maternal dietary intake
23.

The BNF review identified seven studies meeting the inclusion criteria that had investigated an
association between maternal dietary intake of allergenic foods during pregnancy or lactation and the
development of sensitisation or clinical allergy to foods in the child. These comprised one nonrandomised clustered trial17, two cohort studies18,19, and four case-control studies20-23. According to
the SIGN criteria, these studies, which involved a heterogeneous range of dietary exposures, were not
considered to be of high quality. In non-atopic women but not in atopic women, one of the casecontrol studies (Calvani et al., 200620) did report a statistically significant decreased risk of sensitisation
to fish with increased maternal consumption of fish during pregnancy (consumption once a week
versus once a month or less (OR 0.22 (95% CI 0.08-0.55), consumption 2-3 times a week or more than
once a month versus once a month or less OR 0.23 (95% CI 0.08-0.69)). However, whilst the results
had been adjusted for various possible confounding factors, this did not include those associated with
breastfeeding; and the retrospective assessment of maternal diet, up to 18 years previously, could have
led to significant recall bias. The non-randomised trial17 found a higher rate of sensitisation to peanut
(when assessed by positive SPT but not by peanut-specific IgE) and soy (when assessed by IgE but not
by SPT), in mothers in the comparison group who were not avoiding allergenic foods when compared
with the mothers in the intervention group who were avoiding eggs, cows’ milk and fish for 3 months
after delivery (soy OR 6.01 (95% CI 1.09-43.33), peanut OR 10.67 (95% CI 1.24-239.1)). However, the
mothers in the intervention group were not instructed to avoid peanut or soy, which complicates the
interpretation of these findings. Of the two case-control studies, one compared maternal
consumption of peanut (during pregnancy and lactation) in a group of children who were sensitised to
peanut, with that in a control group of children who were sensitised to egg or milk (but not peanut)21.
The other study compared maternal consumption of peanut (during pregnancy and lactation) in a
group of peanut allergic children, a control group of atopic (but non-peanut allergic) children, and a
further control group of non-atopic children22. In the former study (Frank et al., 1999) unadjusted odds
ratios of between 2 and 4 were reported, but these were not found to be statistically significant
(consumption of peanut by mothers during pregnancy more than once a week compared with less
than once a week: unadjusted OR (peanut sensitisation as measured by positive peanut-specific IgE)
3.97 (95% CI 0.73-24.0); consumption of peanut by mothers during lactation more than once a week
compared with less than once a week: unadjusted OR (peanut sensitisation as measured by positive
peanut-specific IgE) 2.19 (95% CI 0.39 – 13.47))**. In the latter study (Lack et al., 2003), no statistically
significant associations between dietary consumption and peanut allergy in the child were found after
adjustment for potential confounding factors.

*

These expert reviews, including the list of references that they encompassed, can be found in the final technical report of FSA funded research
project T07052 (http://www.foodbase.gov.uk)
** adjusted odds ratios were not reported
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24.

One other report included in the literature review, of a study aimed primarily at assessing prevalence
of peanut allergy in young children, made reference to maternal peanut consumption and peanut
sensitisation (defined as a positive SPT to peanut), in infants6. This study found no association
between reduction in maternal consumption, or avoidance, of peanuts in response to the 1998
Government advice and whether or not their children were sensitised to peanuts, although it is
unclear from the published report whether this statement related to intake during pregnancy,
lactation or both.

Infant dietary intake
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25.

The BNF review identified nineteen studies meeting the inclusion criteria that had investigated dietary
consumption or avoidance of allergenic foods in early childhood, and the association with subsequent
development of sensitisation or allergy to foods. These included eight randomised controlled trials24-31,
ten cohort studies19,22,32-39 and one case-control study21. Again, there were heterogeneous exposures
and many of the studies did not adjust results for potential confounding factors. Most of the studies
identified had not been designed specifically to look at consumption of peanut, or other allergenic
foods, and food allergic outcomes, but instead focussed primarily on the impact of breastfeeding
versus formula feeding, duration of breastfeeding, and/or timing of introduction of solids/specific
foods, on a range of health outcomes including food allergy/sensitisation.

26.

One general population study reported a statistically significant decreased risk of parental report of
doctor-diagnosed food allergy when comparing cows’ milk formula with breastfeeding, but the results
were not adjusted for paternal history of atopy, breastfeeding was poorly assessed, and food allergy
diagnosis was not confirmed by any objective testing32. Eight of the studies examined duration of
breastfeeding and none found a statistically significant association between breastfeeding beyond
6 months and lower food allergy risk. In fact, results of the studies identified in this area, where
statistically significant, tended to be in the opposite direction, i.e. increased duration of breastfeeding
beyond six months was associated with increased rate of food allergy. Two studies6,36 reported that
breastfeeding compared with never breastfeeding was associated with an increased risk of
food/peanut allergy in general populations, but these analyses did not adjust for possible confounding
factors. One study37 reported that children with a family history of allergy had an increased risk of
food allergy, at both 5 and 11 years of age, with duration of exclusive breastfeeding of 9 months or
longer compared with less than 9 months, (OR 5.3 (95% CI 1.2-24.1) for parental report of food allergy at
5 years of age, OR 7.9 (95% CI 1.4-50.0) for parental report of food allergy at 11 years of age). No such
association was found for children without a family history of allergy. A study by Lack et al., (2003)22
reported an association between breastfeeding beyond 6 months and peanut allergy (based on
positive peanut challenge), although this was not statistically significant after adjustment for potential
confounding factors (maternal atopy, maternal diet during pregnancy, infant diet).

27.

Of those studies that examined the timing of introduction of solids or specific foods into the weaning
diet, one, conducted in a high risk population, reported a statistically significant increased risk of
wheat allergy associated with a delayed introduction (beyond 7 months of age compared with before
6 months of age) of cereals into the diet38 (OR 3.8 (95% CI 1.18-12.28) for parental report of wheat
allergy at 4 years of age). Another study, conducted in an unselected general population, reported a

statistically significant increased risk of parental reports of doctor-diagnosed food allergy in children
who had milk or egg introduced later then 6 months of age, but in adjusted analyses there was no
statistically significant association between introduction of any foods later than 6 months of age
compared with before 5 months and food sensitisation (OR 0.83 (95% CI 0.49-1.41) for parental reports
of doctor-diagnosed food allergy at 2 years of age)39. A further general population-based study35
reported a statistically significant association between consumption of fish during the first year of life
and decreased risk of food sensitisation after adjustment for other factors (consumption more than
once a week versus never OR 0.47 (95% CI 0.33-0.69)). Clinical food allergy was not assessed in this
study. One case-control study (Frank et al., 1999)21 reported earlier introduction of peanuts/peanut
butter in children who went on to become peanut sensitised (mean age of introduction 12.5 (SD 6.4)
versus 17.3 months (SD 5.5), p = 0.03), but the study did not account for inadvertent exposure to
peanut in the child’s diet provided by caregivers outside the immediate household, or exposure
outside the home.
28.

Three of the trials identified investigated multi-faceted interventions29-31, combining dietary avoidance
measures (such as avoidance of specified allergenic foods during pregnancy and/or in infant diet) with
non-dietary avoidance measures (e.g. house dust mite avoidance, avoidance of environmental tobacco
smoke, no pets) in high risk populations. These studies reported some statistically significant
associations between interventions and food sensitisation and/or food allergy outcomes. However,
the multi-faceted nature of the interventions means it is not possible to attribute the observed
associations to the dietary part of the intervention, or to any specific food within the dietary
intervention.

Non-dietary maternal/infant exposure
29.

The BNF review identified only two studies meeting the inclusion criteria that had investigated the
possible influence of non-dietary exposure to peanut in childhood, for instance via the skin or
respiratory tract, on subsequent development of sensitisation or allergy to foods. One was a cohort
study40 and the other was a case-control analysis22.

30.

The case-control study by Lack et al. (2003)22, found a statistically significant increased prevalence of
exposure to topical skin preparations containing peanut oil, in peanut allergic children (cases, n=23)
compared with atopic (n=70) and non-allergic (n=140) control children. This result was still significant
after adjustment for potential confounders (use versus no use of creams containing peanut oil and
positive peanut challenge OR 8.34 (95% CI 1.05-66.1)), but the risk estimate may have been inflated by
maternal recall bias due to the retrospective study design. No increased risk of peanut allergy in
children was found for maternal use of such skin creams. The mean number of peanut oil preparations
to which infants were exposed was also significantly higher for peanut allergic children (1.91) compared
with atopic (0.93) and non-atopic controls (0.81) (p<0.001). The other study, in which peanut oil was
used to deliver a vitamin supplement, conversely reported an increased risk of parental reported food
hypersensitivity (cows’ milk, egg, fish, soy, peanut and wheat allergy combined) for vitamins in water
compared with vitamins in peanut oil in the first year of life (OR 1.87 (95% CI 1.32-1.65))40.
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Impact of the COT recommendations on dietary consumption of peanut and on sensitisation and allergy
rates to peanut
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31.

The BNF review identified two general population studies that had specifically investigated the
impact of the 1998 COT recommendations on maternal consumption/avoidance behaviour during
pregnancy and that had measured rates of sensitisation and allergy to peanut in children6,41. These
were prospective cohort studies (one carried out in Southampton and Manchester, and the other on
the Isle of Wight) which assessed dietary consumption during pregnancy and breastfeeding, and
subsequent rates of sensitisation and clinical allergy to peanut in children under 5 years old born after
the COT recommendations were issued. In addition, the BNF review identified a number of other
published studies reporting the prevalence of peanut sensitisation and/or peanut allergy in children of
different ages, some born before the 1998 COT recommendations and some born after. Many of these
additional studies were based on cohorts of children recruited from the Isle of Wight, but they also
included cohorts from elsewhere in the UK as well as some cross-sectional surveys conducted in the
US and in Canada.

32.

The two cohort studies conducted on mothers and their children born after the COT
recommendations were issued, reported levels of recall of the COT recommendations at 40 – 60%
(42% of mothers recalled the recommendations in Dean et al., 200741, 61% in Hourihane et al., 20076).
However, the percentage of mothers changing their diet as a result of the recommendations was
lower. In the study by Dean et al., 21% of mothers changed their diet during pregnancy (reduced or
avoided peanut consumption), as a consequence of the recommendations, and Hourihane et al.
reported that 37% of mothers who recalled the recommendations changed their diet, although only
10% of the latter reported eliminating peanuts totally during pregnancy (i.e. only 3.8% of the whole
group of mothers). Further, both studies reported no indication that the target group of women
whose children had a family history of allergy were more likely to take up the COT recommendations
than the general population of mothers. Hourihane et al. also examined the mean age of introduction
of peanuts into the diet of children and reported this as being 32 months of age for peanut-sensitised
children and 29 months for those not sensitised. There was no significant difference between these
values (p = 0.42). The BNF review noted that an earlier study by Frank et al. 21, which had been
conducted before the 1998 COT recommendations were issued, but published in 1999, reported an
earlier age of introduction of peanuts in those who became sensitised (mean 12.5 months, SD 6.4)
compared with the more recent study conducted by Hourihane et al. (2007).

33.

The BNF literature review compared the available data from studies that were identified on the
prevalence of sensitisation and/or allergy to peanuts in UK children born before and after the 1998
COT recommendations were issued. A summary of these data is presented in Table 2.

34.

Data from studies conducted in the US and Canada are comparable with those presented in Table 2.
Bock (1987)49 reported the prevalence of peanut allergy confirmed by double blind placebo controlled
food challenge (DBPCFC) at 3 years of age as 0.6% (3/480), and data collected from a random dial
telephone survey, in which no objective testing was performed, indicated a peanut allergy prevalence
of 0.4% in 1997 and 0.8% in 2002 for children under 18 years of age50. In Canada peanut allergy
prevalence was estimated at 1.5% in 1999-2000 in children of average age 7 years51.

Table 2. Summary details of data on prevalence of sensitisation and clinical allergy to peanuts from published UK
studies identified by the BNF literature review
Study
Diagnostic
Prevalence of
Year of birth Age of
Region
Prevalence of
method(s) used peanut
peanut allergy (%)
of study
study
population
population (s= sensitisation, sensitisation (%)
a = allergy)
(yrs)
Children born before 1997
Pereira et al.
200542
Emmett et al.
199943
Pereira et al.
200542
Emmett et al.
199943
Tariq et al.
199644

Isle of Wight

1987-1988

15

SPT

2.6% (17/649)

nd

Great Britain

1981-1985

10-14

Interviews

nd

Isle of Wight

1991-1992

11

SPT

3.7% (26/699)

0.9% males (9/989)
0.6% females (6/952)
nd

Great Britain

1986-1990

5-9

Interviews

nd

Isle of Wight

1989-1990

4-5

Grundy et al.
200245

Isle of Wight

1994-1996

3-4

(s) SPT
1.1% (13/1218)
(a) SPT + clinical
history
(s) SPT for
3.3% (41/1246)
sensitisation
(a) SPT and OFC
or known
peanut allergy

Lack et al.
Avon
200322
Emmett et al. Great Britain
199943

1991-1992

2-3

1991-1995

0.8% males (7/909)
0.6% females (5/909)
0.5% (6/1218)

1.5% (18/1246)

DBPCFC

nd

0.2%

0-4

Interviews

nd

0.5% males(5/1063)
0.3% females (3/882)

1997-1998

6

(s) SPT
(a) SPT, OFC and
known peanut
allergy.

2.6% (18/700)

0.6% (5/798)

Children born 1997-1998
Venter et al.
200646

Isle of Wight

Children born after 1998
Hourihane
et al. 20076

Southampton
& Manchester

1999-2000

4-5

(s) SPT and IgE
(a) SPT, DBPCFC
and symptoms

2.8% (30/1072)

1.8% (20/1072)

Dean et al.
200741
Venter et al.
200847
Dean et al.
200741
Venter et al.
200648

Isle of Wight

2001-2002

3

SPT

1.3% (7/543)

nd

Isle of Wight

2001-2002

3

2.0 (13/642)

1.2%* (11/891)

Isle of Wight

2001-2002

2

(s) SPT
(a) SPT, OFC
SPT

2.0% (13/658)

nd

Isle of Wight

2001-2002

1

SPT

0.4% (3/763)

nd

SPT = Skin Prick Test. DBPCFC = Double Blind Placebo Controlled Food Challenge. OFC = Open food challenge. IgE= Immunoglobulin E
nd = not determined/not reported
* prevalence calculated based on using the total cohort size as the denominator. (As a result of new information provided by the researchers to
the FSA, this figure has been adjusted from the figure of 1.7% given in the technical report of the literature review conducted by the BNF, which
was calculated using the number of children who had a SPT as the denominator).
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Evidence from studies conducted in animals
Maternal intake
35.

The expert reviews of studies conducted in experimental animals did not identify any relevant
studies on maternal dietary intake of peanut allergen during pregnancy or lactation and sensitisation
outcomes in the offspring. In relation to ovalbumin, two studies were identified that demonstrated
suppression of specific IgE responses following intraperitoneal/subcutaneous immunisation with
ovalbumin in the offspring of rats fed high oral doses of ovalbumin (200mg/day via the drinking
water52 or 21.5% of the animal’s diet53 respectively), during pregnancy or lactation. A more recent
study was identified as demonstrating that intranasal or intragastric exposure of lactating mice to
ovalbumin also resulted in reduced IgE antibody and reduced respiratory hypersensitivity responses in
offspring on subsequent inhalation challenge54.

Direct oral exposure during early life

144

36.

The literature review identified a larger number of studies in animals that had investigated the direct
impact (i.e. not via the mother) of oral exposure to peanut/ovalbumin on subsequent development of
sensitisation. In relation to oral exposure to peanut, the review identified studies conducted in mice
demonstrating that relatively low doses (0.02 to 0.2 mg) of peanut extract administered orally (either
by gavage or in the diet), subsequently enhanced peanut-specific IgE responses to subcutaneous
immunisation with peanut extract and adjuvant55,56, whilst higher doses (100 mg) of peanut extract
resulted in oral tolerance and inhibition of specific IgE responses following subcutaneous challenge55.
In relation to ovalbumin, the review identified studies, conducted in mice and in dogs, that also found
that low doses of oral exposure resulted in sensitisation responses, whereas high doses resulted in
inhibition of sensitisation responses and reduced symptoms in response to subsequent challenge with
the same allergen. The response pattern for ovalbumin was different from that for peanut, in that
considerably lower doses (20 mg and above) of ovalbumin were found to result in tolerance55,57. In the
case of ovalbumin it was also observed that mice of different strains exhibited varying degrees of
tolerance to high doses of the allergen given orally58.

37.

Further studies were identified that confirmed that under some circumstances, oral exposure to either
peanut extract or ovalbumin can lead to sensitisation rather than tolerance. For example in Brown
Norway rats, repeated low dose oral exposure to ovalbumin induced anti-ovalbumin IgE responses in
50% of animals59. In relation to peanut allergen, repeated low dose oral exposure to peanut protein in
BALB/c strain mice in the absence of adjuvant led to production of specific IgE over a 42 day period60.
Finally, there were many studies demonstrating that oral (intragastric) administration of peanut extracts
with adjuvant to various strains of mice induced the production of specific IgE antibody61,62. However,
it was noted that the main aim of these latter studies was to induce vigorous IgE responses for further
study, and not to replicate conditions of sensitisation in a human population. The nature of their
experimental design, which included use of adjuvants to boost the immune response, complicates
their extrapolation to oral exposure of the human population in which such adjuvants would not be
present.

Non-dietary exposure
38.

The literature review identified a number of studies which indicated that topical (dermal) exposure to
protein allergens, including peanut and ovalbumin, may induce IgE-mediated immune responses. For
example, topical exposure to low doses of peanut extract (0.1mg) through depilated intact skin of
BALB/c strain mice augmented subsequent specific IgE responses to oral challenge with peanut and
adjuvant61. Similarly for ovalbumin, mice exposed to 0.01 to 0.1 mg of ovalbumin via an occlusive patch
on shaved skin, developed more vigorous specific IgE responses than did mice immunised by
intraperitoneal injection of the same antigen in the presence of adjuvant63. Other investigators have
confirmed these findings using similar exposure regimens (i.e. administration of antigen via an occlusive
patch on shaved skin)64-67. Nedle et al. (2001) also demonstrated anaphylactic reactions upon oral
challenge with ovalbumin following topical exposure to the same allergen67. Furthermore, studies with
peanut extract have revealed that prior exposure to peanut through abraded skin prevented the
tolerogenic effects of high dose oral exposure in BALB/c strain mice56. The subcutaneous route of
exposure has also been shown to be effective for sensitisation of dogs to peanut extract68,69, although
the immunisation protocol used in these studies was vigorous, involving repeat injections in the
presence of adjuvant (to boost the immune response) over a period of some months. The direct
relevance of these data (deriving from experiments in which adjuvant has been incorporated) to
humans is unclear.

Evidence from studies of human cord blood
39.

40.

The expert review of studies on human cord blood identified 16 relevant publications between 1999
and 2007. The review discussed the results and significance of these studies in relation to three key
areas of continued scientific uncertainty since 1998:
●

whether the fetus is exposed to maternally derived allergen

●

whether allergen responsive cord blood mononuclear cells (CBMC) have been exposed to allergen
in utero

●

whether allergen responsive cord blood mononuclear cells have been primed by allergen in utero

The literature review identified several studies that collectively demonstrate that the fetus is exposed
to tiny amounts of ubiquitous nutrient allergens derived from the mother’s diet. However, the
placental transfer of aeroallergens appears to be less efficient and much less frequent70-73. Few data
were available on the association between maternal consumption of food allergens (especially
peanuts) and immune responses to the allergens in the offspring. However, the review identified
studies based predominantly on aeroallergens which indicated that maternal allergen exposure during
pregnancy does not have a major influence on subsequent CBMC responses. A single study reported
a weak association between maternal exposure to aeroallergen and CBMC responses in the offspring74,
but this association was derived from multiple comparisons during the analysis of the study. The vast
majority of studies on maternal allergen exposure during pregnancy and CBMC responses failed to find
an association75,76. A further study demonstrated that maternal allergen exposure during pregnancy
only partly explains corresponding CBMC responses to that allergen. It was reported that only half of
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CBMC samples responding to the pollen allergen Bet v1 allergen came from pregnancies exposed to
birch pollen, indicating that CBMC samples were responding in the absence of previous exposure77.
Conversely, a high proportion of CBMC samples not responding to this allergen came from
pregnancies exposed to birch pollen, suggesting that CBMC responses after stimulation with
aeroallergens do not reflect in utero exposure to the allergen. Finally, the review identified two recent
studies which comprised detailed investigations of CBMC responses and the timing of allergen
sensitisation, and reported that neonatal T cell responses to allergens differ markedly from those
occurring later in life78,79. Thornton et al. (2004)78, demonstrated that neonatal T-cells responding to
allergens express CD45RA and CD38 and the majority undergo apoptosis (cell death) after stimulation.
These authors concluded that responding neonatal T-cells are naive immature thymic emigrants with
modified antigen receptors that interact non-specifically with protein antigens, providing short-lived
cellular immunity that does not generate conventional T-cell memory. More recent work by the same
group has indicated that stable IgE-associated Th2-cell memory to house dust mite and peanut occurs
entirely postnatally and does not appear until after 6 months of age79. However, this latter finding has
yet to be confirmed by other studies.
Other evidence considered by the committee

Recently published research
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41.

A paper describing a cross-sectional study of peanut allergy prevalence and infant weaning practices
among Jewish children resident in the UK compared with Jewish children resident in Israel, was
published in October 2008, during the course of the Committee’s current review of the evidence80.

42.

This paper described a comparison between over 5,000 Israeli children (aged 4 to 18 years) and a
comparable number of Jewish schoolchildren of similar age range living in the UK. The study was
prompted by the observation that in Israel, peanut-based products are widely used as weaning foods,
resulting in very high levels of dietary exposure during infancy. This is very different from practice in
the UK where dietary exposure to peanut products during infancy is substantially lower. Using a
validated food allergy questionnaire, the researchers compared the prevalence among these two
groups of children, of allergy to each of 5 foodstuffs (peanut, sesame, tree-nuts, hens’ egg and cows’
milk). Although the prevalence of allergies to egg and milk in the two groups was similar, a significant
difference in peanut allergy was observed (UK 1.85% versus Israel 0.17%), and the authors reported an
adjusted risk ratio for peanut allergy between these two populations of 9.8 (95% CI 3.1-30.5). The
authors speculated that these findings may reflect a direct relationship between the early introduction
of peanut products into the diet and a lower rate of peanut allergy among the children, concluding
that they raised the question of whether early and frequent ingestion of high-dose peanut protein
during infancy might prevent the development of peanut allergy through the induction of oral
tolerance to peanuts. However, it is notable that differences between the UK and Israel cohorts were
also observed with regard to the prevalence of tree-nut allergy, which were not correlated with
differences in the dietary consumption of tree-nuts by infants. For this reason the findings reported
by DuToit et al80 cannot be regarded as conclusive. Nor should the reported prevalence of peanut
allergy among this selective UK population (at 1.85%) be regarded as representative of UK
schoolchildren more generally.

Unpublished and ongoing research
43.

The Committee also considered technical summaries of two relevant unpublished studies, together
with a technical summary of a relevant published study whose published outputs had reported only
selective aspects of the study and, therefore, had fallen outside the scope of the main literature
review. All three studies had been funded by the FSA, under project codes T07043, T07028 and
T07005. Final reports of these studies are available from the Agency’s library81-83.

44.

The first (project T07043)81 was a retrospective case-control study that compared environmental
exposure to peanut during the first year of life in children with peanut allergy and two groups of
referents – children with egg allergy who had been referred to the same food-allergy clinic and children
attending general paediatric clinics with non-allergic complaints. Environmental exposure to peanut was
defined in terms of total consumption of peanuts and peanut-containing foods by all household
members, and was assessed using a previously validated food frequency questionnaire84 that included
questions about portion size as well as frequency of consumption. Information was also collected on
maternal consumption of peanut during pregnancy and whilst breastfeeding, and on other possible risk
factors such as use of peanut-containing creams during infancy. To counter possible recall bias,
potential cases and egg-allergic controls were recruited on first attendance at a food-allergy clinic from
children whose parents at that time did not identify peanut as a suspected cause of their symptoms.
Their exposures were then assessed before the specific nature of their allergy was established. The
study found that median weekly household peanut consumption during the first year of life was 78.9 g
for the cases as compared with 29.1 g for the non-allergic controls, and only 7.8 g for the controls with
egg-allergy. These figures are equivalent to 18.8 g, 6.9 g and 1.9 g respectively of peanut protein. These
differences were statistically significant (p <0.0001), and could not be explained by differences in
maternal consumption of peanut during pregnancy or lactation. The researchers hypothesised that
they occurred because environmental exposure to peanut, occurring through cutaneous or inhalation
routes, led to sensitisation in the absence of significant oral exposure.

45.

The second and third studies (projects T0702882 and T0700583) were both based on a randomised
intervention trial of the effect of maternal dietary avoidance of egg during pregnancy and lactation,
on food and aero-allergen sensitisation and on allergy outcomes up to 18 months of age, in a high risk
population (where the mother or father had a history of allergy). Project T07005 evaluated the effects
of maternal egg avoidance on allergy outcomes and project T07028 used the maternal dietary data
collected from the trial together with that obtained from a retrospectively administered dietary
questionnaire, to investigate associations between peanut consumption/avoidance during pregnancy
and the development of peanut allergy in the infant by 18 months of age.

46.

Project T0702882 found no consistent relationship between estimated peanut intake during pregnancy
and the subsequent development of peanut allergy in children at 6, 12 or 18 months of age. Levels of
peanut-specific IgG and IgE in maternal blood and breastmilk, measured during pregnancy and
breastfeeding, also did not appear to be related to peanut allergy in children at any of these time
points82. However, the statistical power of this study was limited (maternal diet diaries were available
for 227 women, dietary questionnaires were available for 165 women, and the number of children who
were sensitised to peanut ranged between 7 (at 6 months of age) and 10 (at 18 months of age)).
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47.

Project T0700583 found that despite intense dietetic input and support, only 16% of the mothers in
the egg avoidance group managed to remain completely egg- free from recruitment to delivery.
Overall there was no association between the maternal egg avoidance diet and prevention of either
egg sensitisation or any other associated allergy and allergic disease by 18 months of age. However,
there was a significant positive relationship between total egg intake from recruitment to delivery and
atopy at 18 months of age, (p=0.041) (where atopy was taken as being skin prick test positive to any
allergen and/or the presence of eczema). A moderate weekly egg intake (range 65-149 g, roughly the
equivalent of 2 to 4 eggs) was significantly linked with development of atopy compared to a low
weekly intake (range 0-78 g, roughly equivalent to between 0 and 2 eggs). When these results were
analysed together with the atopic status of the parents, it was reported that whilst a moderate egg
intake by atopic women, when compared with a low intake, was associated with development of
atopy in the infant (although not statistically significantly); when the mother was not atopic but the
father was, a very low intake compared with a moderate intake was associated with atopy in the
infant (p= 0.006). A very low total egg intake compared with a moderate intake by non-atopic
mothers was also associated with sensitisation to egg in the child at 1 year (p=0.019). Overall egg intake
in the study (even among the control arm mothers who were not avoiding egg) was relatively low
when compared with national averages. Therefore, it was not possible to evaluate the effect of high
egg intake on allergic outcomes in this trial. Egg proteins were detected in breast milk and umbilical
cord blood in a number of cases, sometimes in association with other antibodies and sometimes free.
Free levels occurred more frequently where the mothers were attempting to avoid egg and this was
associated with more allergy in the babies. The researchers concluded that egg avoidance diets are
very difficult to sustain and that there was no overall association between avoidance and atopic
outcomes, although there were complex interactions between dietary intake, maternal atopic
phenotype and allergy outcomes in the baby.

48.

The Committee was also provided with brief summaries and study protocols of two major ongoing
clinical intervention trials* that were testing the hypothesis that early introduction of allergenic foods
into the diet of children, promotes the acquisition of oral tolerance as opposed to clinical allergy, and
therefore results in a reduced rate of allergy to the food(s). One of these studies was focussing on
peanut and was using a high risk infant population. The other was focussing on early introduction of
six allergenic foods in the general infant population.

49.

Finally, the Committee was also informed about a major EU Framework 6 funded research project that
is currently investigating the prevalence of food allergies (including peanut allergy) in infants, children
and adults across Europe. The project is called EuroPrevall**. The birth cohort part of the project,
which includes a UK sample of ~1200 infants, has the potential to deliver robust data on the
cumulative prevalence of individual food allergies in the first 2 years of life in a combined cohort size
of more than 10,000 infants. It is expected that these data will become available in the next 2 years.

Evidence relating to asthma and atopic eczema
50.

To supplement the human data relating to food allergy outcomes, the Committee was provided with
three recent review articles plus one editorial that had evaluated the published evidence on dietary

* Summary details about these two randomised intervention trials can be found at http://www.leapstudy.co.uk/ and at
http://www.food.gov.uk/science/research/researchinfo/foodcomponentsresearch/allergyresearch/t07programme/t07projectlist/t07051/
** Further details about this project can be found on the project website www.europrevall.org/
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exposure to/avoidance of allergenic foods and the development of allergic disease more generally
than just food allergy85-88. Collectively, these publications covered studies published up to March
2006. Relevant papers published since that time were identified via a literature search conducted by
the British Medical Association (BMA) on behalf of the FSA, and through consultation with the four
medical and scientific experts who were assisting the COT in this review and who had expert
knowledge of the literature in this area.
51.

The literature search conducted by the BMA was conducted in OVID MEDLINE, using search terms
similar to those used by the BNF, but including allergy, asthma, atopy, eczema/atopic dermatitis and
wheeze as additional outcome measures. This search identified a further 1001 papers, which were
assessed at title and then abstract stage against eligibility criteria for inclusion/exclusion. This reduced
the selection to 49 published papers, 25 of which were subsequently excluded on the basis that they
focussed on breastfeeding (duration/exclusivity/comparison with formula(s)) and allergy outcomes,
rather than on exposure/avoidance of allergenic foods specifically. A further 12 papers were excluded
as not being of interest to the review on other grounds, for example studies that looked at
associations between overall dietary pattern, or nutritional content, and allergy outcomes. A written
summary* covering the remaining 12 papers identified as relevant89-100, plus three additional papers
published since March 2006 and identified via consultation with the four experts as of potential
relevance101-103, were provided to the Committee for its consideration.

Committee Discussion
The literature review of human, animal and cord blood studies

52.

The Committee considered that the literature review of human, animal and cord blood studies had
been a significant and complex undertaking given the breadth of the subject areas to be covered. The
review was considered to be of high scientific quality and rigour. It was noted that none of the
studies identified in the review of human studies had been assigned high scores against the SIGN
criteria used by the BNF, although the Committee had reservations about SIGN grading as an index of
quality for observational data. Also, the overall evidence base was limited. Much of the relevant
evidence was from studies not designed to investigate the influence of peanut in the diet and few
data came from prospective studies.

53.

Aspects of the design and scope of the human studies part of the literature review, could have limited
the breadth of potentially relevant evidence that was captured and evaluated. The application of strict
inclusion and exclusion criteria had resulted in a large number of studies being excluded, and it was
possible that some of these studies contained information of indirect relevance to the review. In
particular, it was considered that the exclusion of studies that had investigated exposure to or avoidance
of allergenic foods and their possible influence on the development of allergic diseases other than food
allergy, such as allergic asthma and atopic eczema, was a potential limitation of the BNF review. The
Committee noted that the supplementary ascertainment of evidence in these latter areas was not fully
systematic, but was able to consider recent review articles together with relevant papers published
subsequently, in order to inform its discussions on the principal outcome of peanut allergy.

* This written summary formed part of the papers for the 14th October 2008 COT meeting, and can be found on the COT website at:
http://cot.food.gov.uk/pdfs/tox200833annex2.pdf
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Evidence from human studies
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54.

The Committee noted that the BNF review did not identify any high quality studies published since
1998 that had directly examined the effect of consumption versus avoidance of peanut or other
allergenic foods during pregnancy or lactation on the development of sensitisation or food allergy in
the child. No published randomised controlled trials were identified by this part of the review. It was
also noted that the two case-control studies identified that had looked for associations between
peanut consumption and peanut sensitisation or allergy21,22, did not report any statistically significant
associations after adjustment for confounders, although the variables accounted for in the analysis by
Lack et al. were not specified in the published paper22. Frank et al., reported odds ratios of 2-4 for
peanut consumption more than once a week during pregnancy/lactation compared with less than
once a week, but the associated confidence intervals were wide21. The lack of high quality studies
carried out in humans coupled with the heterogeneous range of exposures that these studies
compared (e.g. low versus high peanut consumption/ none versus any peanut consumption), and the
small number of studies that had focussed on peanut consumption, precludes definitive conclusions
as to whether maternal consumption or avoidance of allergenic foods during pregnancy or lactation,
has any impact on the subsequent development of sensitisation or allergy to peanut in the child. The
two unpublished studies reported to the Committee by the FSA (projects T07005 and T07028), do not
provide any evidence that alters this conclusion.

55.

The available evidence from studies in humans on the effects of consumption versus avoidance of
dietary allergens during infancy/early childhood and the development of sensitisation or food allergy,
is also very limited. A greater number of studies were identified in this area of the BNF literature
review, including some randomised controlled trials. However, none of these was designed to
investigate the effects of dietary consumption or avoidance of peanuts specifically, on food allergic
outcomes. The majority were designed to compare breastfeeding with formula feeding, or to
investigate the effect of duration of breastfeeding and/or timing of introduction of solids on allergic
outcomes, and few looked at exposure to peanut. Therefore, the relevance of these studies to the
present review is limited.

56.

In the published literature that is currently available, there is limited evidence from one randomised
controlled trial (RCT)37 that, in children with (but not without) a family history of food allergy,
breastfeeding for 9 months or longer is associated with increased risk of food allergy. The Committee
noted that out of eight studies identified by the BNF review as assessing the effect of duration of
breastfeeding, none found that breastfeeding beyond 6 months was associated with lower risk of
food allergy. The Committee considers that the single case-control study that reported an earlier age
of introduction of peanut into the diet in subjects who became peanut sensitised compared with
those who did not21, does not by itself provide sufficient evidence on which to base firm conclusions.
The Committee also noted that two out of 3 multifaceted intervention trials identified by the BNF
review, reported a statistically significant association between combined allergen avoidance and a
reduced risk of sensitisation to foods (which included peanut), in the child. However, the individual
factors responsible for the observed effects in these cases could not be disentangled and there was

no suggestion that such protective effects, if real, translated into a lower risk of clinical food allergy.
Further, the third of these trials did not find a statistically significant protective effect of avoidance
measures on sensitisation or allergy outcomes. Overall, the Committee considers that the available
human data on whether dietary consumption or avoidance of allergenic foods in childhood has an
impact on the development of allergy or sensitisation to allergenic foods are inconsistent. The two
ongoing clinical intervention trials that are seeking to test the effect of early dietary introduction of
high doses of peanuts, either alone, or in combination with other allergenic foods, on later allergic
outcomes, have the potential to provide more conclusive data from humans on whether early high
dose oral exposure to peanut and/or other allergenic foods leads to a reduction in sensitisation and
food allergy. Results from these studies, will not, however, be available until 2013 at the earliest.
57.

Currently, the available evidence from human studies regarding the possible importance of nondietary routes of exposure is extremely limited. However, the findings of the two studies conducted
by the research group led by Prof. Lack22, 81, only one of which has yet been published in a peerreviewed journal22, together provide some indications that non-oral routes of exposure to peanut,
such as through the skin, may be important in the development of sensitisation and peanut allergy
during early childhood. Whether such a route of exposure might also be a risk factor for sensitisation
in humans to other food allergens is unknown. The suggestion from the study by Lack et al. (2003)22
that the use of infant skin creams containing peanut oil to treat inflamed skin is a risk factor for
developing peanut allergy is of concern. However, the Committee understands that following the
publication of the findings of that study, which were reviewed in 2002 by the Committee on Safety of
Medicines (CSM), actions were taken by the then Medicines Control Agency to ensure clear labelling
of peanut (arachis) oil whenever present in creams used for treating inflamed skin. The CSM also
issued advice at that time that patients known to be allergic to peanut should not take/use medicines
containing arachis oil (peanut oil) and such advice was also included in updated product labels and
information leaflets issued from that time onwards. A general decline in the number of infant skin
creams containing peanut oils has subsequently been observed.

58.

The Committee also noted that the study by Lack et al. published in 2003, found that peanut allergy in
the cohort of children studied was independently associated with intake of soya milk or soya formula
in the first two years of age (OR 2.6, 95% CI 1.3-5.2). The authors suggested that this association could
have arisen from cross-sensitisation between peanut and soya through shared immunoreactive
epitopes, and concluded that consumption of soya formula in early life may be an additional risk factor
for subsequent development of peanut allergy. However, in vivo cross reactivity between peanut and
soya is relatively uncommon104 and a confounding factor in the observed association could be a family
history of milk allergy. A recent randomised controlled trial found that, during the first 2 years of life,
use of a soya formula compared with an extensively hydrolysed formula did not increase the risk of
developing peanut-specific IgE antibodies or of clinical peanut allergy, in infants with cows’ milk
allergy105. In addition, a recent cohort study of babies with a family history of allergic disease found
that whilst children whose parents introduced soya formula or soya milk into their child’s diet were
more likely to be sensitised to peanuts, this relationship was explained by family or child history of milk
allergy (OR after adjustment for family/child history of milk allergy = 1.34, 95% CI 0.64-2.79, p = 0.4)106.
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59.

The available data from animal studies suggests that maternal oral or mucosal exposure to hens’ egg
ovalbumin during gestation and/or lactation, possibly with high doses of allergen, may protect
offspring from the development of IgE-mediated responses to the same antigen. However, at this
time, there are no comparable data for peanut. Experimental studies in rodents can provide valuable
insights into the mechanisms of immune responses to food proteins. However, because of significant
interspecies differences, it is difficult to replicate all aspects of human allergic disease in a single animal
model. Therefore, caution should be used when attempting to extrapolate from animal models to the
human situation. However, the findings do suggest that well designed, adequately powered, studies
are warranted in humans to investigate the influence of high versus low doses of food allergen
consumption during pregnancy/lactation on food allergy outcomes.

60.

The available data from animal studies that have investigated the effect of dietary exposure to food
allergens on immunological responses in the same animal indicate that oral exposure to either
ovalbumin or peanut extract in low doses may induce sensitisation (measured as IgE antibody and
immediate type hypersensitivity reactions). Conversely, higher doses of the allergens may result in oral
tolerance and/or inhibition of sensitisation to subsequent immunisation with the same allergen.
However, there are significant inter-strain differences in susceptibility to allergen, and the dose
response relationships for the two allergens are different in that higher doses are required to generate
tolerance to peanut compared with ovalbumin. Although not investigated in a systematic way, it is
also probable that the age of animals at which a protein is first encountered via dietary or gavage
exposure will impact on the effectiveness with which oral tolerance is induced107. For these reasons
and those stated previously (para. 59), caution is required regarding extrapolation of these data to the
human situation. However, they do suggest that dose, and possibly the time at which food allergens
are first encountered orally, might be critical in determining the immunological outcome.

61.

Potentially important evidence from studies in animals has emerged since the previous COT review
relating to the skin as a possible route of sensitisation to food allergens. The available data in this area
(all of which have been reported since 1998), provide evidence that relatively small amounts of peanut
extract or ovalbumin when applied to skin that has been damaged to replicate eczematous skin, can
induce strong IgE-mediated immune responses. These findings have been replicated in more than one
animal species and in more than one study. Based on these investigations, the skin may be an
important route of sensitisation to allergenic foods during early life. There is also limited evidence
from these studies that where sensitisation is acquired via exposure to the skin, this may prevent the
subsequent induction of tolerance that would normally be expected following oral exposure to the
same antigen. In these studies, peanut protein was applied to damaged rather than intact skin, which
may be an important factor. However, it is known that apparently healthy human skin often contains
minor abrasions, and that barrier function in skin from atopic individuals is often compromised108. It
remains to be confirmed whether abrasion, occlusion or impaired barrier function are necessary for
the induction of allergic responses to proteins encountered at skin surfaces. Again, some caution is
required in the extrapolation of these data from animal studies to the human situation, but there are
already some parallels between the animal data and the associations between household
(environmental) exposure to peanut and/or use of peanut oil-containing creams and peanut allergy in

children, that have been reported from the few human studies available (see paragraphs 30, 44, and 57).
More evidence from studies in humans is needed to confirm whether or not the skin is an important
route of sensitisation to peanut and other food allergens, and if so, to define the relevant
immunological mechanisms involved.

Evidence from studies of human cord blood
62.

The evidence base relating to whether intrauterine immunological sensitisation to allergens can occur
and whether this is associated with subsequent allergic disease has also changed since the 1998 COT
review. At that time, the view among the scientific community was that umbilical CBMC proliferative
and cytokine responses reflected in utero exposure to, and sensitisation by, allergens. However, the
data that have become available since then (discussed in para. 39-40), indicate that the associations
between antenatal allergen exposure and CBMC responses are more complex than previously thought,
and cast doubt on the assertion that observed CBMC responses to allergen are necessarily a
consequence of maternal exposure to that allergen either during pregnancy or lactation. On the basis
of the evidence base that is now available, the Committee consider that it is highly probable that the
fetus is exposed to small (but variable) amounts of food proteins derived from the mother’s diet and
transported across the placenta, but it is unclear whether such fetal exposure results in in utero
sensitisation of the fetal immune system. Furthermore, it is not possible to conclude that the in vitro
CBMC responses observed after stimulation by food proteins necessarily reflect in utero exposure
and/or sensitisation. Finally, the Committee consider that even if it could be established that in utero
priming of fetal T-cells by maternal dietary proteins takes place, it would not necessarily follow that
such priming results in clinical allergy in the infant.

Evidence relating to atopic asthma and atopic eczema
63.

The Committee considers that the currently available evidence on dietary exposure to allergenic
foods in early life and the risk of development of forms of atopic disease other than food allergy,
such as allergic asthma and atopic eczema, is inconsistent and does not provide robust evidence of
either harmful or beneficial effects associated with dietary exposure or avoidance. Most of the
available literature in this area has not focused on the effects of exposure to peanut, but rather on
exposure to other foods or on other possible dietary influences on these health outcomes, such as
duration of breastfeeding, timing of introduction of solids, and use of infant formula. A single
published study, based on a Dutch cohort of pregnant women and their babies, has reported a
positive association between consumption of nut products during pregnancy and the asthma-related
health outcomes of childhood wheeze, dyspnoea and ‘asthma symptoms’ (daily versus rare
consumption of nut products OR (childhood wheeze) 1.42 (95% CI 1.06-1.89), OR (dyspnoea) 1.58 (95% CI
1.16 – 2.15), OR (‘asthma symptoms’) 1.47 (95% CI 1.08-1.99))103. However, whilst the sample size was large
(n = 2832), there was no association of these endpoints with consumption of nuts as opposed to nut
products, and there was also no association between nut or nut product consumption and any of the
food allergy related endpoints that the researchers evaluated (skin prick test reactivity to milk, egg or
inhalant allergens at 8 years of age and reported food allergy)103. In addition, the comparison was
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carried out in a context of multiple statistical analyses, and the finding has not been replicated by
other studies. A similar dietary assessment analysis of pregnant mothers in the UK, which was carried
out prior to this study, found no associations with either nuts or nut products90.

Evidence relating to prevalence of peanut sensitisation and allergy

154

64.

Estimates from population-based surveys of the prevalence of peanut sensitisation and allergy are
heterogeneous, both across different age ranges, and within similarly aged children from different
studies. This variation precludes confident derivation of a single summary estimate of the prevalence
of peanut allergy in UK children. However the available data suggest that the current prevalence of
peanut allergy in UK children lies between 0.2% and 1.8%.

65.

There are several limitations of the current evidence base that complicate the evaluation of temporal
trends in UK prevalence of peanut sensitisation and peanut allergy in children. These include the use
of different methodologies for the determination of clinical allergy and, to a lesser extent,
sensitisation, with few studies having used the gold standard methodology for determining food
allergy, the Double Blind Placebo Controlled Food Challenge (DBPCFC); low response rates in some
studies with a potential for resultant bias; and (with the exception of the study by Lack et al. (2003)22),
low statistical power to determine the prevalence of relatively rare health outcomes. Evaluation of
trends is further complicated because studies have been conducted in different places and not always
on children of the same ages.

66.

Overall, the available data in the UK provide no clear evidence that age-specific prevalence rates of
peanut sensitisation and peanut allergy among children have changed significantly during the past 20
years. If the data from the Isle of Wight studies of children aged 3 to 5 years are considered on their
own44,45,47, there is a suggestion that the rates of both peanut sensitisation and peanut allergy may
have increased in that area between the late 1980’s and the mid 1990’s (before the 1998 COT
recommendations were issued), but it is unclear whether this trend can be extrapolated to the wider
UK population and there is no suggestion of a further increase since that time. Data on hospital
admissions for food-related anaphylaxis, which are not specific for peanut109 reveal a marked increase
in England during the period 1990-2000, with a levelling off thereafter. However, it should be noted
that this occurred in all age groups more or less in parallel, and even if driven by allergy to peanut
(which is not known), appears to be a "period effect" and not a "cohort effect" of the type that would
be expected if it reflected changes in exposure to peanut in utero or in infancy.

67.

The Committee also noted the findings of the two published studies by Dean et al. (2007)41, and
Hourihane et al. (2007)6, which examined the impact of the COT recommendations on children born
after they were issued, and which were not able to discern any impact of the recommendations,
either positive or negative, on the prevalence of peanut allergy in 3-5 year old children. The findings
of those two studies on the low percentage take-up of the recommendations by mothers, coupled
with evidence that the recommendations were taken up similarly by non-atopic as well as atopic
women (the target group), are notable. They suggest that the recommendations have not been
disseminated effectively, and/or that they have not been implemented by mothers as intended.

Conclusions and recommendations
68.

From the evidence that was reviewed, the Committee has drawn the following conclusions:
i.

It is unclear whether prevalence rates of peanut sensitisation and allergy in the UK have changed
since the previous COT recommendations were issued in 1998.

ii. The new evidence that has become available since 1998 reduces the suspicion that maternal
consumption of peanut or peanut products during pregnancy might predispose infants to the
development of peanut sensitisation and allergy. In particular, it now appears that in vitro
responses to allergens by umbilical cord blood mononuclear cells do not necessarily reflect
maternal exposure to the allergens concerned. In addition, there is now limited human evidence,
consistent with a larger body of animal data, suggesting that non-oral routes of exposure to
peanut, such as via the skin, may be relevant to the development of peanut sensitisation and
allergy during early childhood. This casts doubt on the previous assertion that reactions to peanut
on first known dietary exposure are necessarily indicative of sensitisation in utero or and/or during
lactation. Data from animal studies indicate that exposure of damaged skin to egg (ovalbumin) or
peanut allergens can result in the induction of IgE-mediated systemic allergic responses.
iii. Animal studies that have been reported since 1998 suggest that maternal oral exposure to the
hens’ egg allergen, ovalbumin, during gestation and/or lactation, particularly at high doses, may
protect offspring from developing allergic responses to this allergen. There are no comparable
data for peanut proteins in animals, or for humans, but the finding raises the possibility that
maternal dietary consumption of peanut might in some circumstances reduce the risk of peanut
allergy in offspring.
iv. Overall, the evidence now available does not indicate whether maternal dietary consumption of
peanut during pregnancy or lactation is more likely to increase or decrease the risk of sensitisation
and allergy to peanut in the child. An effect in either direction is possible, and it is possible that
the direction of effect could differ according to the level of intake. Alternatively, there could be
no effect at all.
v. Human data relating dietary consumption or avoidance of peanut or other allergenic foods in
childhood to the development of sensitisation or allergy or tolerance to peanut, are limited and
inconsistent. Data from animal studies suggest that, for peanut proteins and ovalbumin, the nature
of the immune response may depend on dose, with high exposures tending to induce tolerance
and low exposures sensitisation. However, there are no comparable published data for humans at
this time.
69.

The shift in the balance of evidence since 1998 is such that the Committee believes that the previous
precautionary advice to avoid peanut consumption during pregnancy, breast feeding and infancy,
where there is atopy or atopic disease in family members, is no longer appropriate.
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70.

However, the Committee considers that the basis of the more general recommendations made in 1998
is still justified and, therefore, recommends that:
(i) In common with the advice given for all children, infants with a parent or sibling with an atopic
disease should be breast-fed exclusively for around 6 months;
and,
(ii) Infants and children who are allergic to peanuts or peanut products, should not consume them or
foods that contain them;
and also recommends that:
(iii) those who are allergic to peanut should seek advice from medical professionals about avoidance
strategies.

71.

However, it should be recognised that there remains scientific uncertainty about the determinants of
peanut sensitisation and allergy. Thus, further changes to this advice may be warranted in the future,
as and when new data become available. In particular, studies are currently underway to investigate
the impact on allergic outcomes of early dietary introduction of peanut and/or other allergenic foods
into the infant diet, and these studies have the potential to provide more definitive data in the next
5 to 7 years.

72.

In addition, the Committee recommends that further studies are needed in humans:
a. to determine whether and to what extent the skin and respiratory tract are important routes of
sensitisation to peanut and other food allergens, and if they are, to determine the importance of
timing and dose, and the underlying mechanisms; and
b. to investigate whether and how oral dose levels influence the development of sensitisation,
allergy or tolerance to peanut and other allergenic foods.

73.

The Committee also noted the need for clearer information on temporal trends in peanut
consumption and the prevalence of peanut allergy in UK infants and children, as well as on infant
weaning practices in the UK
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Appendix
Glossary of Terms and Abbreviations
This list defines the terms and abbreviations that appear in the Statement, as they have been used by the COT.
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Adjuvant

A substance that non-specifically enhances immune responses

Allergen

Substance capable of inducing an allergic immune response

Allergy

Adverse health effects resulting from stimulation of a specific immune response

Anaphylaxis

Acute and severe allergic reaction characterised by urticaria, shortness of breath, rapid
fall in blood pressure and swelling of the throat and lips. Without immediate
treatment, anaphylaxis can be fatal

Antibody

Immunoglobulin which is specific for an antigen or allergen

Asthma

Chronic inflammatory disease of the airways which renders them prone to narrow too
much. The symptoms include paroxysmal coughing, wheezing, chest tightness and
breathlessness. The inflammation is commonly, but not always, associated with allergy
and, therefore, occurs in individuals who are genetically predisposed to produce IgE
antibodies

Atopic dermatitis

An allergic skin disorder, characterised by severe itching, a distinctive distribution of
eczematous skin lesions, and, often, a personal or family history of atopic diseases.

Atopic disease

Asthma, eczema/atopic dermatitis or hayfever

Atopy

A predisposition to mount IgE antibody responses. Atopy is associated with allergic
disease and, in practice, atopic individuals are commonly defined as those who exhibit
sensitisation to two or more allergens.

CBMC

Cord Blood Mononuclear Cell. CBMC is the mononuclear fraction of umbilical cord
blood and comprises monocytes and lymphocytes and is usually considered to be
indicative of T-cell responses to antigens.

CI

Confidence Interval

Cytokine

Soluble mediators that influence immune, inflammatory and other biological
responses. Produced and secreted by T and B lymphocytes, macrophages and by a
wide variety of other cells

DBPCFC

Double Blind Placebo Controlled Food Challenge. An in vivo test in which the patient
and doctor do not know which food is being tested until after the tests and the
recording of responses have been completed. Often regarded as the “gold standard”
of food allergy testing but infrequently used in peanut allergy due to the severity of
reactions that can be associated with this allergy.

Eczema

A group of skin conditions characterised by dry, red, flaky, itchy skin. The most
common form of eczema is allergic or atopic eczema (also atopic dermatitis)

EMBASE

An abstract and indexing biomedical database, which contains records from 1974 to
present

Epitope

A discrete antigenic determinant within a protein that is recognized by antibody or
lymphocytes

Food allergen

Substance found in food capable of inducing an allergic sensitisation and allergic
disease

Food allergy

Adverse reaction to a food or food component that is mediated via immunological
mechanisms

Food hypersensitivity Heightened responsiveness induced by allergic sensitisation to food.
Gavage

Feeding via oral tube directly into the stomach.

IgE antibody

One of five classes of human immunoglobulin. IgE is involved in allergy and
anaphylaxis as well as protecting against parasitic infection

Immunisation

The deliberate induction of an immune response by administration of foreign protein,
often in the presence of adjuvant

Immunoglobulins

A family of proteins from which antibodies are derived. There are five main classes of
immunoglobulin in humans known as IgM, IgA, IgD, IgE and IgG

Intragastric

Within the stomach

Intranasal

Within the nose

Intraperitoneal

Within the membrane that lines the abdominal cavity

In utero

Within the uterus

in vitro

In an artificial environment, rather than inside a living organism (in vivo) – usually
implies in laboratory culture
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MEDLINE

The US National Library of Medicine’s bibliographic database that contains references
to journal articles in the life sciences. It hold citations from 1950 to present

Occlusive patch

A patch that covers an application site on the skin and which enhances dermal
absorption

OFC

Open Food Challenge. Challenging the patient with the food suspected to cause the
adverse reaction, without any attempt to hide the nature of the challenge from the
observer or patient

OR

Odds Ratio

Peanut
(Arachis hypogea)

Also known as the groundnut or monkey nut. Comes from the legume family. Related
botanically to peas and beans. Not related to tree nuts such as brazil, hazel or almond.
Used in a number of foodstuffs and also used to produce peanut oil

Peanut oil

Also known as arachis oil.

Phenotype

The physical constitution of an organism as determined by the interaction of its
genetic constitution and the environment

Prevalence

The proportion of a specified population with an attribute (e.g. having a disease) at a
stated point in time, or during a stated period

PubMed

PubMed is a service of the US National Library of Medicine that includes over 18
million citations from MEDLINE and other life science journals for biomedical articles
back to the 1950s

Rhinitis

Literally, inflammation of the nasal passages. Symptoms of nasal irritation, sneezing,
rhinorrhea (running nose) and nasal blockage

Sensitisation

Immunological priming to an allergen such that the sensitised subject may exhibit an
adverse reaction following subsequent encounter with the same allergen

SD

Standard deviation of the mean

SIGN

Scottish Intercollegiate Guidelines Network

SPT

Skin Prick Test. A test of allergenicity commonly used in allergy clinics

Th2 cells

T helper (CD4+) lymphocytes of the type 2 subgroup which produce cytokines that
promote IgE antibody production and allergic responses

T helper cells

In general, T cells (CD4+) which help B lymphocytes to produce antibodies. Two
principal subtypes exist. Th1 cells produce IFN-γ amongst other cytokines and
antagonise IgE responses. Th2-type cells produce interleukins that promote IgE
production and allergic sensitisation

T lymphocytes

Thymus-dependent lymphocytes which, amongst other functions, help B
lymphocytes during immunological responses and provide protection from
intracellular microbial infection. Distinct sub-populations have been characterised see T helper cells above

Tolerance

Specific immunological unresponsiveness or hyporesponsiveness resulting from
exposure to antigen

Tolerogenic

Producing immunologic tolerance - see tolerance above

Wheeze

A high-pitched whistling sound during breathing. It occurs when air flows through
narrowed breathing tubes
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COT Statement on the 2006 UK Total Diet Study of Metals and Other
Elements
Issue
1.

The Food Standards Agency (FSA) has completed a survey of aluminium, antimony, arsenic, barium,
bismuth, cadmium, chromium, copper, germanium, indium, lead, manganese, mercury, molybdenum,
nickel, palladium, platinum, rhodium, ruthenium, selenium, strontium, thallium, tin and zinc in the 2006
Total Diet Study (TDS). The results provide up to date information on the concentrations of these
elements in foods and were used to estimate dietary exposures for UK consumers. The Committee was
asked to comment on the survey results and assess if the levels of any of the elements in the diet
posed a risk to human health. The COT last evaluated population and consumer exposures to twelve of
these elements (aluminium, arsenic, cadmium, chromium, copper, lead, manganese, mercury, nickel,
selenium, tin and zinc) in 2003, using data from the 2000 TDS1. Eleven other elements (antimony, barium,
bismuth, germanium, molybdenum, palladium, platinum, rhodium, ruthenium, strontium and thallium)
were last analysed in the 1994 TDS and evaluated by the COT in 19982; and indium was included for the
first time in the 2006 TDS.

The survey
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2.

The TDS is an important part of the UK Government’s surveillance programme for chemicals in food
and has been carried out on a continuous annual basis since 1966. Results from the TDS are used,
together with food consumption data from the National Diet and Nutrition Survey (NDNS), to estimate
dietary exposures of the general UK population to chemicals in food, such as nutrients and
contaminants, to identify changes or trends in exposure, and to make assessments on the safety and
quality of the food supply. Such data can then be used as background information when considering
issues such as the possible health impact of incidents of high-level contamination, and regulatory levels
for nutrients and contaminants in various foodstuffs. Results from the TDS also indicate where there is
a need for more targeted surveys, such as of arsenic levels in food, metals in infant food, and mercury
levels in fish, all of which have been the subject of previous statements3,4,5. Analysis for metals and
other elements in the TDS is carried out every 3 years.

3.

The design of the UK TDS has been described in detail elsewhere6 and involves 119 categories of foods
combined into 20 groups of similar foods for analysis. The relative proportion of each food category
within a group reflects its importance in the average UK household diet and is largely based on an
average of three previous years of food purchase data from the National Food Survey (now the
Expenditure and Food Survey, EFS). Foods are grouped so that commodities known to be susceptible to
contamination (e.g. offal, fish) are kept separate, as are foods that are consumed in large quantities (e.g.
bread, potatoes, milk)6,7.

4.

The survey data provided to the Committee related only to food prepared as for consumption.
Information on exposure from other sources, such as drinking water and dietary supplements, is not
captured by the TDS methodology. The Committee was informed on exposures from drinking water
and dietary supplements using data from the Drinking Water Inspectorate (DWI) and the Expert Group
on Vitamins and Minerals (EVM), respectively8,9.

5.

At present there are no specific limits on the levels of trace elements, minerals or other micronutrients
that may be contained in supplements sold under food law, although the EU is currently in the process
of setting maximum permitted levels for vitamins and minerals in dietary supplements. Industry
guidance on upper levels of vitamins and minerals is available for manufacturers of supplements to
ensure levels are not excessive. However, the supplements industry is not obliged to follow this
guidance and is only bound by the provisions of the Food Safety Act, which make it an offence to
offer for sale a food product that is injurious to health. The use of dietary supplements has increased
during the last decade10-12. Vitamin and mineral supplements surveys suggest that between 20 and 40%
of the UK adult population take supplements, with use most common among women aged 50-65
years13-16. The EVM has advised on supplemental amounts of minerals that even in conjunction with high
exposure from food and drinking water would not result in safe upper levels of intake being exceeded9.
Where supplements on the UK market exceed these amounts, the FSA has made recommendations for
reformulation or labelling with advisory statements in advance of the EU regulations on maximum
permitted levels5.

6.

Consideration of speciation of an element is an important component of risk assessment as it focuses
the toxicological evaluation on the most relevant species, and allows a better understanding of the
mechanisms of toxicity. Despite advances in speciation analysis in the past 20 years and the availability
of methods for determination for some elements17, in general, the TDS only determines the total
concentration of elements. Elemental toxicity may vary according to the oxidation state, the formation
of complexes, and the biotransformation of the element17. The relevance of speciation to health effects
in humans has been demonstrated for a number of endpoints - for example, acute toxicity (lead),
sensitisation (nickel), neurotoxicity (manganese), nephrotoxicity (cadmium), reproductive toxicity
(mercury), genotoxicity (chromium), and carcinogenicity (arsenic)17. Where the 2006 TDS provided
information on the chemical forms in which an element occurred in foods, the COT took this into
account in its evaluation of potential risks to health. However, there were uncertainties in the risk
assessment where this information was unavailable or published toxicological data did not relate to the
same chemical forms of the element as occurred in food.

Concentrations of the elements in the foods surveyed
7.

The full results of the 2006 TDS are published in a Food Survey Information Sheet18. In general, the
concentrations of each of the elements in the food groups were lower than or similar to those
reported in the 1994 and 2000 total diet studies, with the exception of aluminium, barium and
manganese.

8.

Most of the food groups had aluminium concentrations lower than or similar to those reported in the
2000 TDS, the exceptions being bread, meat products, and other vegetables groups. The miscellaneous
cereals group had the highest mean concentration of aluminium (17.5 mg/kg), although this was lower
than the concentration in the 2000 TDS (19 mg/kg). The miscellaneous cereals group was the main
contributor to the population dietary exposure (42%) to aluminium. Possible sources of aluminium in
this food group include aluminium compounds present naturally, aluminium-containing additives, and
contamination from processing and storage of food in aluminium-containing utensils.

5

http://www.food.gov.uk/foodindustry/guidancenotes/labelregsguidance/supplementreformguidance
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9.

Barium concentrations were similar to or lower than those reported in the 1994 TDS except for the nuts
group, in which the mean concentration was 131 mg/kg compared to 56 mg/kg in 1994.

10.

Manganese concentrations were similar to or lower than those reported in the 2000 TDS except for the
bread, miscellaneous cereals and meat products groups. The largest increase (nearly 2-fold) was seen in
the meat products group.

Dietary exposure assessment
11.

The exposure assessments reported for the 2006 TDS were made by combining concentration data for
the food groups with corresponding consumption data. The main source of data used by the FSA to
estimate food consumption is the NDNS15,19-22. The NDNS was carried out as a series of cross-sectional
surveys of diet and nutritional status; data from each of four age groups were collected over the years
1992-1993 (pre-school children aged 1.5-4.5 years, commonly referred to as toddlers), 1994-1995 (elderly),
1997 (young people), and 2000-2001 (adults). The Committee noted that these food consumption data
used to estimate exposures might not reflect current dietary habits and did not include children under
18 months or sufficient data to estimate the intake of sub-groups such as ethnic minorities. The
respondents in the surveys were asked to complete diaries of foods and beverages consumed over a
4 or 7 day period (depending on the survey), inside and outside the home. Quantities of foods
consumed at home were assessed by weighing them with digital scales. Quantities of foods eaten
outside the home were estimated from descriptions referenced to household measures. The dietary
information was recorded "as consumed" so recipes were required to identify the food components.
These recipes were obtained from the respondent's diaries, food manufacturers or published sources
(e.g. recipe books and websites). The fieldwork covered a 12-month period to account for possible
seasonal variations in eating habits. Other surveys such as the Expenditure and Food Survey23 and the
Dietary Survey of Vegetarians24 provided supporting information. The EFS is carried out annually and
provides data on food purchases at a household level. This information is used to inform the quantities
and relative proportions of each food that contributes to the total diet. The fieldwork for the Dietary
Survey of Vegetarians was carried out during 1994-199524.

12.

The vast majority of FSA dietary exposure assessments for chemicals are carried out using a bespoke
in-house software package known as the Intake Programme. This programme estimates exposure by
combining data on the concentration of a chemical in each food group with information on the
distribution of individuals’ food consumption patterns. Participants in the NDNS keep a diary of their
food consumption, from which calculations are made of the total amount of each food group that
each individual consumed. With the assumption that each food group contained an element at the
concentration at which it was measured in the TDS, an estimate was made of the total daily amount of
the element that each participant consumed. From the distribution of estimated exposures across all
participants, values for mean- and high-level (97.5th percentile) exposure were then derived, which
represent estimated exposures for individuals who consume average amounts of the element from
food (mean-level consumers) and those who are among the highest consumers (high-level consumers).
Where a chemical could not be detected in one or more food groups, two alternative calculations were
made. In the first, all undetectable concentrations were assumed to be zero (lower bound), and in the
second, they were all assumed to be at the limit of detection for the method of assay (upper bound)6.
6

In the calculation of upper bound exposures for inorganic arsenic, the concentration in the food groups was assumed to be equal to the
concentration of total arsenic (since this was lower than the LOD for inorganic arsenic) except in the case of the poultry food group where it was
considered to be equal to the LOD.
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Mean- and high-level exposures were then each expressed as a range, with the lower bound derived
under the first assumption and the upper bound under the second.
13.

Table 1 compares the estimated dietary intakes of each element that was measured in the 2006 TDS for
the consumer groups for which consumption data were available, and also summarises relevant
tolerable intakes or other health based guidance values where they exist.

14.

Estimates of dietary exposure for the different consumer groups were compared with available
tolerable intakes, such as Provisional Tolerable Weekly Intakes (PTWIs) set by the Joint FAO/WHO Expert
Committee on Food Additives (JECFA), taking into account previous COT evaluations. The COT
evaluation was also informed by a summary of toxicological data on the elements25. The PTWI is used
by JECFA to define tolerable intakes of food contaminants with the potential to accumulate in the
body. In this statement, the PTWI has been divided by 7 to provide a tolerable daily intake (TDI) for
comparison with the estimated daily dietary exposures (Table 1).

15.

Exposure estimates were also carried out at the population level in order to assess trends in average
exposure for the UK population as a whole. Such trends may reflect changes in food consumption
patterns, changes in the concentrations of elements in foods, or both. Population dietary exposures
were estimated by multiplying the average amount of each food group consumed (based on
consumption data from the EFS survey and expressed in mg/day) by the corresponding elemental
concentration in the food group from the TDS study, and then summing across all food groups. The EFS
covers the total number of people in a household regardless of whether they ate specific foods or not,
and so the EFS consumption data are averaged for the whole population. Tables 2a and 2b compare
mean population dietary exposures to the 24 elements in the UK total diet studies dating back to 1976.

16.

Exposures from drinking water were estimated for those elements included in The Water Supply (Water
Quality) Regulations 200026. Results from monitoring undertaken by each water company in 2007
provided a 1st percentile and a 99th percentile at consumers’ taps, except where fewer than 100
samples were taken, when the figures are the actual maximum and minimum results8. The 99th
percentile or maximum concentration was used to calculate exposure estimates from drinking water,
based on UK data for chronic tap water consumption (mL/kg body weight/day, 97.5th percentile) of
158 pre-school children, 60 young people, 39 adults, and 28 elderly15,19,21,22. For those elements not
included in The Water Supply (Water Quality) Regulations 2000, WHO Guidelines for Drinking-water
Quality were used to estimate potential exposure from drinking water27. Exposure estimates from
drinking water represent a worse case scenario because they are based on chronic water consumption
at the maximum concentration of the element. Concentrations of elements in drinking water vary over
time, even in the same region, and so it is highly unlikely that exposure to the maximum concentration
would occur persistently over a prolonged period. Estimates of exposure from drinking water were
carried out for aluminium, antimony, arsenic, barium, cadmium, chromium, copper, lead, manganese,
mercury, molybdenum, nickel, and selenium (see Table 3).
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COT evaluation
17.

Health based guidance values were available for aluminium, antimony, barium, cadmium, chromium,
copper, lead, manganese, mercury, nickel, selenium, tin, and zinc. There were no relevant tolerable intakes
or reference doses by which to assess the safety of exposure to total or inorganic arsenic, bismuth,
germanium, indium, molybdenum, palladium, platinum, rhodium, ruthenium, strontium or thallium.

Aluminium
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18.

Aluminium occurs naturally in the environment where it is present in its 3+ oxidation state and not in
the metallic elemental state. Natural processes such as soil erosion and weathering of rocks, as well as
human activities, result in the release and redistribution of aluminium compounds to other
environmental compartments. Aluminium may form organic and inorganic compounds and is naturally
present in varying amounts in most foodstuffs. The use of aluminium and aluminium compounds in
processing, packaging and storage of foods, and as flocculating agents in the treatment of drinking
water, all contribute to its presence in foods and drinking water. Medicinal antacid preparations can
provide much larger aluminium doses, of up to 5 g per day.

19.

Speciation is an important factor when considering the absorption of aluminium and it is widely
assumed that soluble aluminium compounds are more bioavailable than insoluble compounds28.
Absorption is also influenced by the presence or absence of particular foods and beverages (dietary
ligands) in the intestines, and by acid digestion in the stomach. Citrate, which could be present in foods
consumed at the same time as aluminium-containing foods, increases the absorption of aluminium29.
The net absorption of aluminium from food is approximately 1%, although this varies based on the
chemical forms present in the intestinal tract28,29. This low bioavailability is due to the formation of
aluminium complexes as the pH increases from the stomach to the intestines.

20.

The JECFA recently revised the PTWI for aluminium because of emerging evidence that aluminium
compounds have the potential to affect the reproductive system and developing nervous system at
doses lower than the NOAEL used in establishing the previous PTWI28. The PTWI was reduced from
7 mg/kg body weight to 1 mg/kg body weight, and applies to all aluminium compounds, including
additives28. The PTWI incorporated a total uncertainty factor of 300 applied to the lower end of the
range of LOAELs (50 mg Al/kg body weight/day) to allow for inter- and intra-species differences and
deficiencies in the the database, notably the absence of NOAELs in the majority of the studies
evaluated and the absence of long-term studies on the relevant toxicological end-points. The
deficiencies were counterbalanced by the probable lower bioavailability of the less soluble aluminium
species present in food. Overall, an additional uncertainty factor of three was considered to be
appropriate. The JECFA noted that dietary exposure through foods containing aluminium compounds
used as food additives represented the major route of aluminium exposure for the general population,
but that further data were required on the bioavailability of different aluminium-containing food
additives28. The EFSA also recently evaluated the safety of aluminium from dietary intake, basing its
evaluation on the combined evidence from several studies showing adverse effects on testes, embryos
and the developing and mature nervous system following dietary administration29. The EFSA derived
the same TWI of 1 mg/kg body weight, noting that it was not possible to draw conclusions on the
specific sources contributing to the aluminium content of a particular food29. Limitations of the studies

evaluated by the JECFA and the EFSA included lack of information on dose-response relationships, and
on specific individual aluminium compounds or species present in food, and a failure in some studies to
consider the basal aluminium content of the animals’ feed.
21.

Estimates of dietary exposure to aluminium (high-level intake for adults, pre-school children, young
people, institutionalised elderly and vegetarian groups; and mean-level intake for pre-school children)
exceeded the PTWI set by the JECFA and the EFSA (equivalent to 143 µg/kg body weight/day) by up to
2.4-fold. The current average population exposure to aluminium (5.4 mg/day) was increased compared
to that reported in the 2000 and 1997 total diet studies (4.7 mg/day and 3.4 mg/day, respectively) but
lower than previous estimates (10 mg/day and 11 mg/day in 1991 and 1994, respectively). In previously
discussing the 2000 TDS, the Committee noted that the aluminium concentrations in the miscellaneous
cereals, sugars and preserves, and nuts groups were higher than those reported for the 1997 TDS. The
largest increase was seen in the miscellaneous cereals group and this was considered possibly to be due
to increases in the use of aluminium-containing preservatives in these foods, or the different
proportions of products sampled in this group compared to previous total diet studies1.

22.

In the 2006 TDS most of the food groups had aluminium concentrations lower than or similar to those
reported in the 2000 TDS, the exceptions being the bread, meat products, poultry, other vegetables,
canned vegetables and fresh fruits groups, all of which had higher concentrations of aluminium
compared to those reported in the 2000 TDS. The miscellaneous cereals group had the highest mean
concentration of aluminium (17.5 mg/kg). This was lower than the concentration in the 2000 TDS
(19 mg/kg) but three times greater than the concentration from the 1997 TDS (5.2 mg/kg). The levels of
aluminium in this food group have varied from 4.8 mg/kg (1988 TDS) to 78 mg/kg (1994 TDS).

23.

The miscellaneous cereals group, which comprises cakes, scones, biscuits, breakfast cereals, flour and
rice, was the principal dietary contributor to the population dietary aluminium exposure (42%). Possible
contributors to the relatively high aluminium concentration found in this group include naturally present
aluminium compounds, aluminium-containing additives which are permitted for use in some bakery
products30,31, and contamination from processing and storage of food in aluminium-containing utensils.

24.

The results of the 2006 TDS show an apparent increase in dietary exposure to aluminium, although this
is within the estimated mean dietary exposure of European adults (1.6-13 mg/day)29. Variations in dietary
exposure may be accounted for by differences in soil composition in the regions where food is
produced, in individual dietary patterns and in consumption of foods with aluminium-containing food
additives. It is acknowledged throughout Europe, that for certain groups of the population, exposure to
aluminium will exceed the PTWI. This includes infants and young children, who have a higher food
intake than adults when expressed relative to body weight29. Consumption of tap water has the
potential to increase high-level exposure to aluminium by 3-7%, such that the worst case high level
intake of pre-school children could exceed the PTWI by 2.7-fold.

25.

The Committee noted that whilst the estimates of dietary exposure to aluminium were not markedly
higher than previous estimates, they present uncertainty with regard to the safety of aluminium in food
in the light of the recent reduction in the PTWI, which is exceeded by some population subgroups.
There is a need for further information on possible sources and forms of aluminium in the diet and
their bioavailability.
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Antimony
26.

Antimony was detected in most of the food groups except the oils and fats, eggs, and milk groups. The
meat products group had the highest concentration of antimony (0.0099 mg/kg). The estimates of
dietary exposure to antimony for all population subgroups were well below the TDI of 6 µg/kg body
weight/day set by the WHO in 2003. The TDI was based on a NOAEL of 6 mg/kg body weight/day for
decreased body weight gain and reduced food and water intake in a 90-day drinking water study in rats;
and an uncertainty factor of 1000 (100 for inter- and intra-species variation and 10 for the short duration
of the study)27. The toxicity of antimony is a function of the water solubility and the oxidation state of
the species, with antimony (III) being more toxic than antimony (V) and inorganic compounds being
more toxic than organic compounds27. No information was provided on how this TDI was set in relation
to speciation, although, the WHO noted that antimony leached from antimony-containing materials
would be in the form of the antimony(V) oxo-anion, which is the less toxic form. Intake of antimony
from drinking water could be up to about twice that from high-level intake from food, but estimated
worst case total intake is below the TDI.

27.

The Committee concluded that the estimated dietary exposures to antimony were not of toxicological
concern.

Arsenic
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28.

The toxicity of arsenic is dependent on the form (inorganic or organic) and the oxidation state of
arsenical compounds. It is generally accepted that inorganic arsenic compounds are more toxic than
organic arsenic compounds, with the toxicity being linked to the soluble inorganic trivalent forms27.

29.

In 2003 the Committee recommended that future surveys should measure both total and inorganic
arsenic and include consideration of other sources of exposure such as water1. The 2006 TDS surveyed
both total and inorganic arsenic but this information was not available for the arsenic content of water.
Food is generally the principal contributor to the daily intake of total arsenic in non-occupationally
exposed individuals32, but water can contribute more to the intake of inorganic arsenic. The levels of
arsenic reported in drinking water in England & Wales for 2007 ranged between 0.3 and 7.9 µg/L8; and
high-level intake from this source could be up to 1.2 µg/kg body weight/day for pre-school children, or
0.3 µg/kg body weight/day for adults. Since this is likely to be all in the inorganic form, it exceeds the
intake from food. There is potential for significant exposure from work in some industries, although in
the UK, arsenic and its compounds have been assigned a maximum airborne exposure limit of 0.1 mg/m3
(averaged over an 8-hour period)33. For people who are not occupationally exposed, inhalation exposure
can contribute up to approximately 10 µg/day in a smoker and about 1 µg/day in a non-smoker32. Other
potential sources of exposure include contaminated soils and polluted atmospheres32.

30.

The Committee has concluded previously, when considering the 1999 TDS of total and inorganic
arsenic, that there are no relevant tolerable intakes or reference doses by which to assess the safety of
either inorganic or organic arsenic in the diet. The COT considered that the approach used to establish
the JECFA PTWI for inorganic arsenic (15 µg/kg body weight) in 1989 would now not be considered
appropriate, in view of the evidence of genotoxicity and carcinogenicity3. When establishing the PTWI,
the JECFA noted the epidemiological evidence of an association between overexposure of humans to
inorganic arsenic from drinking water and an increased cancer risk, and also noted that skin cancer did

not occur in the absence of other toxic effects of arsenic34. The COT concluded that inorganic arsenic
is genotoxic and a known human carcinogen and therefore exposure should be as low as reasonably
practicable (ALARP)3. The European Commission has requested that the EFSA evaluate the risks to
human health related to the presence of arsenic in foodstuffs (including drinking water), covering the
ratios between inorganic and organic arsenic forms, the contribution of different foodstuffs to
exposure, and the exposures of specific population groups. There is currently an open call for relevant
data with the objective to collect all available data analysed during the time period from January 2003
to November 200835. These data will then be used by the EFSA in its risk assessment of arsenic in food.
31.

The estimates of average population dietary exposures to total arsenic in the 2006 TDS were
comparable to those reported in the 1999 TDS of total and inorganic arsenic (0.061 - 0.064 mg/day and
0.055 mg/day, respectively3). The current population exposure to total arsenic was also similar to that
reported in total diet studies since 1991 (see Table 2a). In discussing the 1999 and 2000 total diet studies,
the Committee previously noted that fish was the major contributor to dietary exposure to arsenic and
that the predominant form of arsenic in fish is organic1,3. Inorganic arsenic contributed less than 10% of
the total dietary exposure to arsenic in 1999. Similarly, the results of the 2006 TDS indicate that fish was
the major contributor to dietary arsenic exposure and that inorganic arsenic contributed less than 12%
of the total dietary exposure.

32.

With regard to population dietary exposures to total arsenic, since 1976 intakes have fluctuated but the
general trend appears to be downwards. Therefore, the previous COT conclusion that the organic
arsenic component is unlikely to constitute a hazard to health appears still valid. The average
population dietary exposure to inorganic arsenic was 0.0014 - 0.007 mg/day and was comparable to the
range reported in 1999 (0.0009 - 0.005 mg/day)3 and therefore does not raise any new concern.
Furthermore, although there is uncertainty about whether the JECFA PTWI for inorganic arsenic is
sufficiently protective, estimated dietary exposures in all of the population groups examined were less
than 20% of the PTWI (Table 1), and possibly less than 10% of the PTWI, taking into account the large
number (18/20) of food groups with inorganic arsenic levels below the limit of detection.

33.

The Committee concluded that the data on arsenic appear consistent with previous surveys of total
and inorganic arsenic in food. Current dietary exposure to organic arsenic is unlikely to constitute a risk
to health. The advice on inorganic arsenic continues to be that exposures should be ALARP.

Barium
34.

Barium occurs in nature as a divalent cation in combination with other elements. The two most
prevalent naturally occurring barium ores are barium sulphate and barium carbonate36. Barium sulphate
is present in soils but only a limited amount accumulates in plants. The main route of exposure to
barium compounds for the general population is oral intake via drinking water and food, with food
being the primary source36. Where barium levels in water are high, associated with groundwater of low
pH, drinking water may contribute significantly to barium intake27. No data are available on levels of
barium in drinking water in the UK.

35.

Case reports indicated that in humans, intentional or accidental ingestion of barium can cause
gastroenteritis, hypokalaemia and hypertension. The WHO considered that the critical end-points for
deriving a TDI for barium are hypertension and impaired renal function36. Hypertensive effects have
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been observed in humans who ingested acute high doses of barium compounds and in workers who
inhaled barium carbonate and dusts of barium ores. Hypertension has also been reported in rats
exposed to barium chloride in drinking-water for 1 month at an estimated daily dose of 7.1 mg barium/kg
body weight. Drinking water studies in rats and mice also indicated the kidney to be a sensitive target
organ, with a lowest identified NOAEL of 45 mg/kg body weight in female rats given barium chloride in
drinking water for 2 years. The WHO identified a NOAEL of 0.21 mg barium/kg body weight/day from a
10-week experimental study in humans (barium chloride in drinking water up to 10 mg/L) and an
epidemiological study in populations living in communities with mean drinking water barium
concentrations of 0.1 and 7.3 mg/L. Blood pressures were not significantly affected by barium exposure
in either study. Applying an uncertainty factor of 10 to the NOAEL to allow for database deficiencies
and differences between adults and children resulted in derivation of a TDI of 20 µg/kg body weight36.
The WHO assigned medium confidence to this tolerable intake because neither study identified a
LOAEL, and noted that there were uncertainties about the most sensitive toxic end-point in humans,
and about whether there were differences in toxicity or toxicokinetics between adults and children.
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36.

In its Guidelines for Drinking Water, the WHO used the NOAEL of 7.3 mg/L from the epidemiological
study described above in which a population with drinking water containing a mean barium
concentration of 7.3 mg/L were compared with a population whose water contained a barium
concentration of 0.1 mg/L. Subjects were selected randomly from a pool that included every person
18 years of age or older that had lived in the community for more than 10 years. There were no
significant differences between the two populations in the mean systolic or diastolic blood pressures,
or in history of hypertension, cardiovascular disease, or kidney disease, and thus no LOAEL was
identified. An uncertainty factor of 10 was applied to the NOAEL to allow for intra-individual variation,
resulting in a guideline value of 0.7 mg/L37. Assuming a 60 kg adult drinking 2 litres of water per day, this
guideline value is equivalent to 23 µg/kg body weight/day which is comparable to the TDI established
by the WHO in 2001, as described in paragraph 35. Both of these reference doses apply to barium as an
element, and were derived from studies with barium chloride.

37.

As with the results from 1994, the highest levels of barium in the 2006 survey were reported in nuts
(131 mg/kg) and bread (0.81 mg/kg). All other foodstuffs contained lower levels than in bread. Levels of
barium in nuts were double those reported in 1994 (131 mg/kg and 56 mg/kg, respectively). Estimated
average population dietary exposures to barium have increased by approximately 46% since the last
TDS in 1994. The estimates of dietary exposure to barium for pre-school children (mean- and high-level
dietary intakes) and of high-level intakes by adults, young people, free living elderly, and vegetarians,
exceeded the WHO TDI of 20 µg/kg body weight/day by up to 4.3-fold. Consumption of tap water has
the potential to increase high-level exposure to barium by 60-130%, which could result in a total dietary
exposure for high-level intake in pre-school children of 980% of the WHO TDI. However, because
barium levels in water vary over time and given that the drinking water estimated exposure was based
on the WHO guideline value and not a measured concentration, it is highly unlikely that this worst case
scenario would occur over a prolonged period.

38.

The population exposures that most exceeded the TDI were the high-level intakes for adults (~220% of
the TDI), young people and vegetarians (~320% of the TDI), and pre-school children (~420% of the TDI).
The mean population group exposures were below or in the region of the WHO TDI. Since the TDI is
derived from studies in which no statistically significant effects were observed, the LOAEL could have
been very much higher than the dose identified as a NOAEL, and hence the TDI may be overprecautionary. Therefore, the Committee concluded, that the estimated exposures, which exceeded
the TDI by up to 4-fold, were not necessarily a toxicological concern. The Committee noted the
uncertainty regarding the lack of information on effect levels and on the bioavailability of barium in the
principal food group (nuts).

Bismuth
39.

Bismuth was analysed previously in the 1994 TDS. Since 1994, estimated population dietary exposures
have increased by 5-fold from 0.4 µg/day to 2 µg/day. There are no health based guidance values for
bismuth. Bismuth is widely used in many medical applications, such as in compounds used in the
treatment of diarrhoea, nausea and other gastrointestinal disturbances, and suppressants of lupus
erythmatosus. Insoluble bismuth salts have also been used in cosmetics. No data are available on levels
of bismuth in drinking water in the UK, and a WHO drinking water guideline value has not been set.

40.

In 9 patients being treated with tripotassium dicitratobismuthate for 6 weeks, Gavey et al.38 found that
a daily oral dose of 432 mg/day was without adverse effect. This dose is equivalent to approximately
7000 µg/kg body weight/day for a 60kg adult. The margin of exposure between this human therapeutic
dose and the highest estimated dietary exposure (0.217 µg/kg body weight/day; high-level intake by
pre-school children) is 32300 (rounded to the nearest 100). This margin of exposure indicates a low
concern for human health at the highest high-level dietary exposure. The Committee noted that doses
used in medicines are very much larger than the estimated dietary exposure. The Committee concluded
that dietary exposures to bismuth were unlikely to be of toxicological concern.

Cadmium
41.

The major route of exposure to cadmium for the non-smoking population is via food, due to
contamination of soil and water. Gastrointestinal absorption is influenced by the type of diet and
nutritional status. For example, low iron status increases the uptake of cadmium. Cadmium was present
at low concentrations in ten of the food groups, with the highest concentrations in the offal (0.084
mg/kg) and nuts (0.065 mg/kg) groups. The estimates of dietary exposure to cadmium for all population
subgroups were below the PTWI of 7 µg/kg body weight (equivalent to 1 µg/kg body weight/day) set by
the JECFA in 198934. The PTWI was based on the risk of kidney damage at levels of cadmium in excess
of 50 µg/g in the renal cortex. Assuming an absorption rate of 5% and a daily excretion of 0.005% of
body burden, the JECFA concluded that total intake should not exceed 1 µg/kg body weight/day
continuously for 50 years; the PTWI was maintained in 200374. No information was provided on how
the PTWI was set in relation to speciation. Cadmium toxicity arises only when the chelation capability
of metallothionein in the critical organs or tissues is used up17. Consumption of tap water has the
potential to increase high level dietary exposure to cadmium by about 10-25%, but estimated worst
case total intake is below the TDI.
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42.

The Committee concluded that the estimated dietary exposures to cadmium were not of toxicological
concern. This conclusion might need to be reviewed after completion of a risk assessment by the EFSA.

Chromium
43.

The toxicity of chromium varies depending on the valency state, with hexavalent chromium being more
toxic than trivalent chromium, which is an essential trace element. Ingested trivalent chromium has a
low level of toxicity, due partly to its poor absorption. Hexavalent chromium and its compounds are
oxidizing agents capable of directly inducing tissue damage, and epidemiological studies have found an
association between exposure to hexavalent chromium and lung cancer39. The EVM considered that for
guidance purposes, an intake of 150 µg/kg body weight/day trivalent chromium would be expected to
be without adverse health effects9.

44.

Almost all of the sources of chromium in the earth’s crust are in the trivalent state, and chromium
compounds in the hexavalent state are almost always derived from human activities39. Hexavalent
chromium in the soil tends to be reduced to trivalent chromium by organic matter; and studies with
gastric juices have demonstrated that hexavalent chromium is reduced to the trivalent form in the
gastrointestinal tract40. It was noted that chromium in food is likely to be largely, if not entirely, in the
trivalent form. Analysis of hexavalent chromium in a range of infant foodstuffs did not detect any
hexavalent chromium, although these observations were limited by the relatively high limit of detection
(300 ng/g)41.

45.

The estimates of dietary exposure to chromium (mean- and high-level intakes) for all consumer groups
were within the EVM guidance level for trivalent chromium of 150 µg/kg body weight/day. Results from
total diet studies indicate that average dietary exposures to chromium have been steadily declining
since 1991. The estimated population dietary exposure to chromium from the 2006 TDS was
0.022-0.029 mg/day, reduced from 0.046 mg/day in 2000. The Committee on Medical Aspects of Food
and Nutritional Policy (COMA) did not set reference nutrient intakes (RNIs) for chromium but suggested
that an adequate level of intake lies above 0.025 mg/day for adults (equivalent to 0.4 µg/kg body
weight/day for a 60 kg adult) and between 0.1 and 1 µg/kg body weight/day for children and
adolescents42. The current population dietary exposure was comparable to the COMA suggested
adequate level of intake for adults. Consumption of tap water has the potential to increase high-level
dietary exposure to chromium by 50-120%. In addition dietary supplements could provide up to 0.6
mg/day (10 µg/kg body weight/day for a 60kg adult)9. Worst case total intake from food, water and
supplements is well below the EVM guidance level.

46.

The Committee concluded that current dietary exposures to chromium were unlikely to be of
toxicological concern.

Copper
47.
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Copper is an essential trace element that has two valency states, copper (I) and copper (II). Copper was
present in all of the food groups analysed in the 2006 TDS. The offal (52.5 mg/kg) and nuts (9.15 mg/kg)
groups contained the highest concentrations of copper. Although copper is an essential trace element,
high levels can cause acute gastrointestinal effects. This may be a direct irritant effect of copper in

water and is not so apparent when copper is present in the food matrix9. The estimates of dietary
exposure for all population subgroups were well within the PMTDI of 50-500 µg/kg body weight/day set
by the JECFA in 198243 and the safe upper level of 160 µg/kg body weight/day set by the EVM9. The
JECFA PMTDI was initially proposed in 1973 on the basis of human epidemiological and nutritional data
related to background exposure to copper. The EVM safe upper level was based on a 13-week feeding
study of copper sulphate in rats in which the NOAEL was 16 mg/kg body weight/day, with effects on
the liver, kidney and forestomach seen at higher doses. Reported minimum and maximum tap water
concentrations for 2007 were 0.015 and 4.25 mg copper/L, respectively8. Consumption of tap water has
the potential to increase high-level dietary exposure to copper by up to three-fold in pre-school
children, which could result in a total dietary exposure of 190% of the EVM safe upper level. However
because levels of copper in water vary over time, even in the same region, it is highly unlikely that this
worst case scenario would occur over a prolonged period. In addition dietary supplements could
provide up to 2 mg/day (33 µg/kg body weight/day for a 60kg adult)9.
48.

The Committee concluded that the estimated mean- and high-level dietary intakes of copper were
unlikely to be of any toxicological concern.

Germanium
49.

Germanium can exist in valency states of 2 and 4, and was last analysed in a TDS in 1994. Since 1994,
average population dietary exposures have decreased from 4 µg/day to 0.1-1.5 µg/day. Based on
population dietary exposures estimated from the 1994 TDS, the COT previously concluded that the
estimated dietary intakes of germanium in adults did not give cause for concern2. There are no health
based guidance values for germanium but the EVM concluded that naturally occurring germanium
present in food does not appear to be associated with any adverse effect, though there were
insufficient data to define a NOAEL for chronic exposure9. No information was available on what forms
of germanium are naturally present in foods or on potential intake from drinking water.

50.

The Committee noted that population dietary exposures have decreased significantly since 1994 and
given that germanium was not detected in most (18/20) of the food groups analysed in the 2006 TDS,
the current dietary exposures to germanium were unlikely to be of toxicological concern.

Indium
51.

Indium has not previously been included in a TDS. A food survey conducted in 1979 found
concentrations in nine food groups to be low, with only fats and green vegetables showing
concentrations of indium above the limit of detection. The mean daily dietary intake of indium was
estimated as between 5 and 27 µg44. In the 2006 TDS, the average population dietary exposure to
indium was comparable at 5 - 19 µg/day. With the exception of the canned vegetables and fruit
products groups, indium concentrations were below the limit of detection of 0.003 – 0.02 mg/kg. For
these two food groups, indium concentrations were 0.096 mg/kg (canned vegetables) and 0.031 mg/kg
(fruit products). In 1998 the COT evaluated the results from a multi-element survey of cows’ milk and
vegetables produced near industrial sites, concluding that the intakes of indium in adults were very
low45. There are no health based guidance values for indium. No information is available on indium in
drinking water in the UK and a drinking water guideline has not been set by the WHO.
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52.

There are no data or reports of human toxicity from oral exposure to indium. Developmental toxicity
was reported following oral gavage administration of indium chloride to rats at doses of 100 mg/kg
body weight/day on days 6-15 of gestation46 and 300 mg/kg body weight on day 9 of gestation47.
Indium was found to cross the placenta resulting in a direct cytotoxic action on the embryo46.
A lifetime drinking water study in mice conducted with indium chloride suggested a LOAEL of
250 µg/kg body weight/day for growth suppression48. The margin of exposure between this chronic
mouse LOAEL and the highest estimated dietary exposure (0.93-1.48 µg/kg body weight/day; lowerbound to upper-bound estimate for high-level intake in pre-school children) is 170 - 270 (rounded to the
nearest 10). There are no data on indium toxicity from food and the implications of the estimated
dietary exposures to indium and margins of exposure are uncertain.

53.

The Committee concluded that, although there is uncertainty, the sparse data available did not suggest
that the estimated dietary exposures to indium give cause for toxicological concern.

Lead
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54.

Lead is dispersed throughout the environment as a result of human activities and food is one of the
major sources of exposure27,49,50. Lead in foods may be derived from the environment in which the
food is grown (air pollution from nearby industrial sources) or from preparation of foods with leadcontaminated water and/or utensils27. The most critical effect of lead at low concentrations is impaired
cognitive development and intellectual performance in children, and studies have shown an association
between blood lead concentrations and reduced intelligence quotient (IQ) in children exposed pre- and
post-natally51. Young children are especially vulnerable to the effects of lead, because they absorb a
higher percentage of ingested lead and are more susceptible to its neurotoxicity. The Committee noted
that there could be subgroups of children with increased susceptibility to lead, such as those with
calcium deficiencies or living in areas of high social deprivation.

55.

The concentration of lead in blood is the most widely used biomarker of exposure and is typically
reported in micrograms per decilitre (µg/dL). No threshold for intellectual deficits has been identified
but there is evidence of an association at blood lead concentrations below 10 µg/dL51. Surveys of blood
lead concentrations have indicated reductions in mean blood lead concentrations since the late
1970s49,51-53. Current mean levels in children in developed countries are in the region of 3 µg/dL52. This
reduction has been attributed to the reduced use of lead in petrol and to programmes aimed at
reducing exposure from other sources (such as phasing out the use of lead-based paints, eliminating the
use of lead in food containers, and the replacement of lead water pipes with non-lead alternatives).

56.

In 1999 the JECFA performed a quantitative risk assessment of the effects of dietary lead intakes on IQ
in children. In order to correlate dietary intake with blood lead levels, the JECFA assumed that a dietary
intake of 1 µg/kg body weight/day would result in an increase in blood lead concentration of 1 µg/dL
(this being the upper estimate for infants), and that this relationship was valid over the long-term
(in utero and for the first 10 years of life)51. There have been a number of epidemiological studies
published since the 1999 JECFA assessment. Taken together, the available epidemiological data suggest
that an IQ deficit of between 1 and 5 points occurs for each 10 µg/dL increase in blood lead level49.
Recent studies have suggested that the dose-effect relationship is steeper than this at blood lead levels
below 10 µg/dL, but the precise shape of the dose-effect relationship at lower blood lead levels remains
uncertain49,54,55. There therefore remains no identified threshold for toxicity.

57.

Using the JECFA correlation of dietary intake to increase in blood lead level, and assuming an IQ deficit
of between 1 and 5 IQ points per 10 µg/dL increase in blood lead level, it is possible to quantify
approximately the IQ deficit resulting from exposure to lead in infants and young children at the level
of the PTWI. Dietary lead intake at the PTWI may be expected to increase the blood lead level in a
young child by 3.6 µg/dL, with a resulting indicative mean IQ deficit of between 0.36 and 1.8 IQ points.
Because of the uncertainties, this can only be regarded as an approximation of the degree of effect.
Uncertainties include the true steepness of the dose-effect relationship at blood lead levels of
<10 µg/dL; the nature of the dose-effect relationship below the lowest blood lead levels which have
been studied in epidemiological studies (<1 µg/dL); variation between individual children; and those that
arise because studies have assessed different aspects of cognitive and motor performance (such as
distractibility, poor organisational skills, impulsivity, inability to follow sequences of directions, and short
attention span). Limits to the precision of analytical and psychometric measurements further increase
uncertainty in estimates of the effect of blood lead concentrations below 10 µg/dL.

58.

The highest estimate of dietary exposure to lead was 0.42 µg/kg body weight/day (for high-level intake
by pre-school children). This is comparable to the estimate from the 2000 TDS (0.47 µg/kg body
weight/day) and is approximately 12% of the JECFA PTWI (equivalent to 3.6 µg/kg body weight/day). The
JECFA PTWI of 25 µg/kg body weight for infants and children was originally set in 198650. At the time of
that evaluation, the PTWI was considered to be a level of exposure from all sources that was not
expected to cause an increase in blood lead concentration in young children (the historical background
being blood lead levels in UK infants at birth in the early 1980s). The JECFA again evaluated lead in 1993
when the Committee estimated what blood lead level the PTWI would lead to. As this was below
levels known to be associated with intellectual deficits in children at the time, the PTWI of 25 µg/kg
body weight for infants and children was re-confirmed and extended to all age groups56. The review of
the health effects of lead in 1993 was based on an assessment of lead that had been performed by an
International Programme on Chemical Safety Task Group, which was subsequently published57. In the
most recent evaluation by the JECFA, the Committee assessed the risk of dietary exposure of infants
and children, with special emphasis on the most critical effect, which was considered to be impaired
neurobehavioural development. The PTWI was not re-considered51.

59.

A UK study of lead intake in children aged 2 years showed that dietary exposure to lead contributed
approximately 30% of total lead exposure, with the remainder coming mainly from sources such as house
dust, water and the air58. Thus, if dietary exposure to pre-school children is less than 30% of the JECFA
PTWI (i.e. less than 1.08 µg/kg body weight/day), total intake is unlikely to exceed the PTWI. Reported
minimum and maximum tap water concentrations for 2007 were 0.44 and 102 µg lead/L, respectively8.
Consumption of tap water has the potential to increase high-level dietary exposure to lead by up to
10-fold in pre-school children. In 2003 the COT commented on a survey of metals in infant food4. The
maximum estimated intake of lead was lower than for the previous survey and approximately 17% of the
JECFA PTWI. The COT welcomed the apparent decline in lead exposure since the previous survey and
concluded that efforts should continue to reduce lead exposure from all sources4.

60.

Table 2a illustrates that average population dietary exposures have declined considerably since 1976,
with the current population exposure at its lowest level (7 µg/day compared to 26 µg/day in 1997).
Although the JECFA PTWI for lead cannot be considered to be fully protective (i.e. there is an indicative
minimal effect at the PTWI), all population groups’ dietary exposures were well below the PTWI
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(Table 1). However, drinking water has the potential to increase exposure further in some areas, with
high-level total intake by pre-school children exceeding the PTWI by up to 23%. Lead levels in water
vary over time, even in the same region, and therefore it is highly unlikely that this worst case scenario
would occur over a prolonged period. Estimated worst case total intakes for all other population
groups were below the PTWI.
61.

The Committee concluded that adverse effects, if any, are likely to be small at the estimated dietary
exposures to lead. However, since it is not possible to identify a threshold for the association between
lead exposure and decrements in intelligence quotient, efforts should continue to reduce lead exposure
from all sources.

Manganese
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62.

Manganese is an essential trace element that can exist in a variety of oxidation states. It is neurotoxic at
high levels of occupational inhalation exposure, but there is limited evidence of neurological effects at
lower doses. The extent of neurotoxicity is determined by the oxidation state, with Mn (III) being more
toxic than Mn (II)17. The dose response relationship in experimental animals has not been adequately
clarified and the effects observed in animals may not reflect the subtle neurological effects reported in
humans9. Children might be particularly susceptible to the neurotoxicity of manganese. There is
insufficient information to determine whether there are risks associated with dietary exposure to
manganese and no available health based guidance value.

63.

The EVM considered that, based on the results of epidemiological studies of neurological effects
associated with concentrations of manganese in drinking water, total manganese intakes of 12.2 mg/day
for the general population (equivalent to 200 µg/kg body weight/day for a 60kg adult) and 8.7 mg/day
for older people (equivalent to 150 µg/kg body weight/day) would not result in adverse health effects9.
This conclusion was based on a number of assumptions since neither of the two studies used to
establish these guidance values recorded water consumption or dietary manganese intake. The WHO
derived a TDI of 60 µg/kg body weight/day in the Guidelines for Drinking Water Quality59. This was
based on the upper range value of manganese intake of 11 mg/day, identified using dietary surveys, at
which there were considered to be no observed adverse effects. An uncertainty factor of 3 was applied
to take into consideration the possible increased bioavailability of manganese from water. No
information was provided on how these reference doses were set in relation to speciation.

64.

The estimated high-level dietary exposure of pre-school children exceeded the EVM guidance value by
approximately 50%. All other estimated dietary exposures were within the EVM guideline values. In the
UK, intake from drinking water would have a minimal effect on total exposure to manganese. Dietary
supplements provide up to 10 mg/day9, which if added to the high level dietary exposure results in a
total intake of 290 µg/kg body weight/day in a 60kg adult, representing 145% of the EVM guidance value.

65.

The Committee concluded that there was insufficient information to determine whether there are risks
associated with dietary exposures to manganese. However, the population dietary exposures to
manganese (Table 2b) have remained fairly constant from the time manganese was first included in a
TDS in 1983 (4.6 mg/day) to the 2006 TDS (5.24 mg/day), and there is no basis for assuming any concern
for health.

Mercury
66.

Mercury exists in multiple forms and in three oxidation states (elemental mercury, mercurous mercury,
and mercuric mercury). The properties and chemical behaviour of mercury strongly depend on its
oxidation state and its chemical form. Mercurous and mercuric mercury form numerous inorganic and
organic chemical compounds. Organic forms of mercury are the most toxic following ingestion as they
are absorbed more effectively in the gastrointestinal tract than elemental mercury or inorganic mercury
compounds17. Food is the major source of exposure to mercury in the general population, particularly
methylmercury in fish. There have been no reports of methylmercury being detected in drinking water27.

67.

Estimates of average population exposure to mercury have decreased since 1976 (0.005 mg/day), with
the 2006 TDS population dietary exposure (0.001-0.003 mg/day) comparable to that in 2000, when levels
were at their lowest (0.0012-0.0015 mg/day). Mercury concentrations were similar to those reported in
the 2000 TDS except for the fish group, in which the concentration had decreased to 0.056 mg/kg from
0.071 mg/kg in 2000.

68.

The estimates of dietary exposure to mercury (mean- and high-level intakes) for all consumer groups
were within or in the region of the PTWI for methylmercury set by the JECFA in 2003 to protect
against neurodevelopmental effects (equivalent to 0.23 µg/kg body weight/day), and endorsed by the
COT5. The estimate for high-level consumption by pre-school children exceeded the JECFA PTWI for
methylmercury by 13%. It is unlikely that all the mercury in the diet is in the form of methylmercury.
Inorganic mercury is less well-absorbed than methylmercury by the oral route, and therefore
comparing dietary exposure to total mercury to the PTWI for methylmercury is a worst case scenario.
The Committee concluded that current dietary exposures to mercury were unlikely to be of
toxicological concern.

Molybdenum
69.

Molybdenum is an essential trace element. It does not exist naturally in the metallic state, but occurs in
association with other elements. The predominant form of molybdenum occurring in soil and natural
waters is the molybdate anion, MoO4-2 9. Estimated average population dietary exposures to
molybdenum were comparable to previous estimates (0.123-0.125 mg/day vs. 0.11 mg/day in 1985, 1991 and
1994). There are no health based guidance values for molybdenum and there are few reliable data on its
oral toxicity. The EVM noted that intakes of >1 mg/day could be associated with an increased incidence
of gout-like symptoms but concluded that the maximum molybdenum intake from the UK diet and
drinking water, estimated to be 0.23 mg/day (approximately 4 µg/kg body weight/day for a 60 kg adult),
was not expected to present any risk to health9. There were insufficient data on the safety of
molybdenum intakes in excess of those naturally occurring in the diet for the EVM to provide further
guidance on supplementary intake. Dietary supplements can provide up to 333 µg/day (about 5 µg/kg
body weight/day for a 60 kg adult)9. No data were available for molybdenum in drinking water in the
UK, but the WHO noted that levels are usually less than 0.01 mg/L, which was the value used by EVM in
reaching its conclusions.

70.

The Committee concluded that the sparse data on the oral toxicity of molybdenum do not suggest
that the estimated dietary exposures, excluding supplements, give cause for toxicological concern.
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Nickel
71.

Nickel is an abundant metallic element that can exist in valency states of 0, +1, +2, and +3. Nickel is usually
analysed in food as total nickel. Therefore the chemical form is unknown, although nickel in food is
normally considered to be in the form of complex bound organic nickel, which may be less bioavailable
than other forms27. The estimates of dietary exposures to nickel for mean - and high-level intake by
pre-school children and high-level intake by young people exceeded (by up to about 2-fold) the total
nickel intake level of 4.3 µg/kg body weight/day, considered by the EVM as a dose that would not result
in effects in non-sensitised individuals9. However, these estimated exposures were within the WHO TDI
of 12 µg/kg body weight/day. Nickel in drinking water could increase high-level dietary exposure by
20-30%, with a potential total high-level intake of 11.1 µg/kg body weight/day for pre-school children.
Dietary supplements can provide up to 5 µg/day (0.08 µg/kg body weight/day for a 60 kg adult)9.

72.

The value identified by EVM was based on the LOAEL of 1.3 mg/kg body weight/day from a
multigeneration study in rats given nickel chloride in drinking water, and incorporated an uncertainty
factor of 300. However, the EVM also noted that UK dietary intake of nickel in food was not expected
to result in harmful effects. The WHO TDI was established on the basis of a study in which 20 nickelsensitised patients ingested a single dose of 12 µg/kg body weight 61Ni in solution on a fasted stomach
with abstinence from food maintained for a further 4 hours. Nine out of the 20 patients developed
flare-up of symptoms after 12 hours. This dose was considered to be the acute LOAEL and a dose much
higher than would normally be possible through drinking-water and/or with the presence of food in the
stomach. Deriving the total acceptable intake for oral challenge from studies using drinking water on an
empty stomach in fasted patients was, therefore, considered a worst-case scenario27.

73.

Previously the COT concluded that the estimated dietary exposure to nickel from the 2000 TDS was
unlikely to be of any toxicological concern for consumers1. Population dietary exposures to nickel have
decreased since 1976 (0.33 mg/day), with the current average dietary exposure at its lowest level
(0.127-0.129 mg/day) and comparable to results from the 2000 TDS (0.13 mg/day). Nickel may exacerbate
contact dermatitis/eczema in pre-sensitised individuals but the COT has concluded previously that
pre-school children are less likely than adults to be sensitised and would therefore not be considered to
be a sensitive sub-group1. The Committee therefore concluded that dietary exposures to nickel were
unlikely to be of toxicological concern.

Palladium
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74.

The platinum group of metals, which includes palladium, rhodium, and ruthenium, are used in catalytic
converters, which have been fitted to the engines of all new vehicles since 1993. Research has shown an
increase in the concentration of these metals in roadside dust60. There is little information about the
biological effects of platinum group metals in food and at present there is no evidence in relation to
possible adverse health effects from these metals in the general environment61.

75.

Palladium was last analysed in a TDS in 1994. Since 1994, estimated average population dietary exposures
have decreased slightly from 1 µg/day to 0.7 µg/day. Based on the estimated population dietary
exposures from the 1994 TDS, the COT previously concluded that from the available data, there was no
reason to believe that intakes of palladium from the diet posed a risk to health2. However, the COT did

note that the toxicological database on palladium metal and its compounds was extremely limited2.
There are no health based guidance values for palladium. No data are available on levels of palladium in
drinking water in the UK.
76.

The WHO concluded that the main source of concern regarding palladium is the sensitisation risk; and
that the available data did not allow identification of a NOAEL for sensitisation in humans62. The WHO
noted that in an unpublished 28-day gavage study in which rats were dosed with tetraamine palladium
hydrogen carbonate at 1.5, 5 or 150 mg/kg body weight/day63, treatment-related abnormalities, confined
to histopathological changes in the spleen and glandular region of the stomach, were observed at 5 and
150 mg/kg body weight/day. The study authors considered 1.5 mg/kg body weight/day to be the NOAEL,
but significant increases in absolute brain and ovary weights were observed in females of this dose
group. The margin of exposure between this sub-chronic rat NOAEL/LOAEL and the highest estimated
dietary exposure (0.056 µg/kg body weight/day; high-level intake by pre-school children) is about 9700.

77.

The Committee concluded, based on the limited database and the evidence that exposure had not
increased since 1994, that there was no reason to believe that current intakes of palladium from the diet
pose a risk to health. Analysis of dietary palladium was no longer considered to be a high priority for
future study.

Platinum
78.

Platinum was last analysed in a TDS in 1994, when the estimated population dietary exposure was
0.2 µg/day. Platinum was not detected in any of the food groups analysed in the 2006 TDS, resulting in
an estimated average population exposure of 0-2.3 µg/day based on the lower-bound to upper-bound
approach, which is not clearly different from 1994. There are no health based guidance values for
platinum and it is not known what form of platinum, if any, is present in foods. No data are available on
levels of platinum in drinking water in the UK.

79.

In 1996, the COT reviewed organometallic platinum compounds in the context of their use as diesel fuel
catalysts. The Committee considered the proposed usage and the projected emissions and noted that,
if the majority of the emissions were in the form of the metal, there would be no risk to health; and
that the platinum emissions from the catalyst were unlikely to be in an allergenic form64. The most
significant health effect from exposure to soluble platinum salts is sensitisation, though there are no
studies of sensitisation by the oral route in humans65. Hypersensitivity reactions to platinum-based
chemotherapy are frequently encountered, including anaphylactic shock66-68. Reactions usually occur
after several courses of treatment, although the pathogenic mechanisms are not fully understood. From
the limited available data from experimental animals, a NOAEL of 13 mg platinum/kg body weight/day
can be tentatively identified from a study in which rats were given PtCl4 in drinking water for 30 days.
The margin of exposure between this subchronic rat NOAEL and the highest estimated dietary
exposure (0.130 µg/kg body weight/day; upper bound estimate for high-level intake in pre-school
children) is 100000. This margin of exposure indicates a low concern for human health at the highest
high-level dietary intake.

80.

The Committee concluded that the very low dietary exposures to platinum did not suggest a reason
for concern.
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Rhodium
81.

Rhodium was last analysed in a TDS in 1994, when the average estimated population dietary exposure
was 0.3 µg/day. The chemical nature of rhodium in the diet is unknown. Rhodium was not detected in
any of the food groups analysed in the 2006 TDS, resulting in an estimated population exposure of
0-2.3 µg/day (lower-bound to upper-bound range), which is not clearly different from 1994. There are no
health based guidance values for rhodium. No data are available on levels of rhodium in drinking water
in the UK.

82.

There are no data in the literature relating to the acute or chronic health effects of rhodium or its
compounds in man and few data from studies in experimental animals. When considering the results of
the 1994 TDS, the COT concluded that there were insufficient experimental and human toxicological
data to be able to make an appraisal of the toxicity of rhodium and its compounds, although, rhodium
compounds would appear to be less potent than their platinum counterparts2. The Committee
concluded that the very low dietary exposures to rhodium did not suggest a reason for concern.

Ruthenium
83.

Ruthenium was last analysed in a TDS in 1994. Since 1994, the estimated average population dietary
exposure has decreased from 4 µg/day to 0.03-0.81 µg/day (lower bound to upper bound range). Based
on the estimated population dietary exposures from the 1994 TDS, the COT previously concluded that
from the available data, there was no reason to believe that intakes of ruthenium from the diet posed a
risk to health2. However, the COT did note that there were insufficient data for a full evaluation2. There
are no health based guidance values for ruthenium. No data are available on levels of ruthenium in
drinking water in the UK.

84.

There are no data on the human toxicity of ruthenium compounds and limited experimental
toxicological data, although there is some clinical usage as a candidate chemotherapeutic agent.
Ruthenium compounds such as NAMI-A and KP1019 have displayed antitumour activity in Phase I clinical
trials, with data indicating ruthenium compounds to be less potent in toxicity than their platinum
counterparts69-71. The Committee concluded that the very low dietary exposures to ruthenium did not
suggest a reason for concern.

Selenium
85.
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Selenium is an abundant element that can exist in 4 oxidation states (-2, +1, +2, and +6). In foods,
selenium is generally present as the amino acid derivatives selenomethionine and selenocysteine9.
Selenium was present in 14 of the 20 food groups analysed in the 2006 TDS. The offal (0.77 mg/kg) and
fish (0.42 mg/kg) groups contained the highest concentrations of selenium. Selenium is an essential trace
element. Selenium in drinking water has the potential to increase dietary exposure by approximately
20-30%. Adding potential intake from drinking water to the highest estimated dietary exposure (for
pre-school children) indicates a possible highest total exposure of 5.3-5.6 µg/kg body weight/day (lower
bound to upper bound range), which is below the safe upper level of 7.5 µg/kg body weight/day set by
the EVM in 20039. This safe upper level was based on a LOAEL of 0.91 mg/day, derived from an
epidemiological dietary study in which signs of selenosis (prolonged prothombin time, morphological
changes in the nails, and increased white blood cell count) were observed in individuals with selenium
blood levels of 1.054 to 1.854 mg/L, which were calculated to represent a selenium intake of 0.91 mg/day.

An uncertainty factor of 2 was applied to extrapolate from the LOAEL to a NOAEL. A larger uncertainty
factor was not considered necessary because the intake of 0.91 mg/day produced only slight effects
and was close to a NOAEL. Dietary supplements can provide up to 0.3 mg/day (5 µg/kg body
weight/day for a 60 kg adult), which together with intake from food and water would not result in the
safe upper level being exceeded in adults.
86.

The Committee concluded that the estimated dietary exposures to selenium were not of toxicological
concern.

Strontium
87.

Strontium occurs in nature chiefly as the minerals celestite (SrSO4) and strontianite (SrCO3), which are
widespread in rocks and waters. Strontium is present in small quantities in most plants. Strontium was
last analysed in a TDS in 1994, when the estimated average population dietary exposure was 1.3 mg/day,
which the COT concluded to be of no health concern2. The population dietary exposure estimate for
2006 was comparable (1.2 mg/day). There are no health based guidance values for strontium. No data are
available on levels of strontium in drinking water in the UK.

88.

There are no epidemiological data concerning the health effects of strontium, although there is a long
history of clinical use of strontium in the treatment and prevention of osteoporosis, and relatively high
levels of strontium (1700 mg/day) have been given without any clear evidence of toxicity. This dose is
equivalent to 28 mg/kg body weight/day for a 60kg adult. The Medicines and Healthcare products
Regulatory Agency (MHRA) issued a warning in November 2007 related to hypersensitivity reactions to
the molecule, strontium ranelate (also known as protelos), a drug used to treat postmenopausal
osteoporosis72. The mechanism of this hypersensitivity is unknown and therefore it is uncertain
whether it is related to the strontium ion, the molecule as a whole or a specific component. In rat
studies, NOAELs of 190 mg/kg body weight/day (bone changes, 20-day study) and 15 mg/kg body
weight/day (increased thyroid and pituitary weights, and increased thyroid activity, 90-day study) have
been reported. The margin of exposure between the human therapeutic dose and the highest
estimated dietary exposure (71.1 µg/kg body weight/day; high-level intake by pre-school children) is 400
(rounded to the nearest 10). The Committee concluded that current dietary exposures to strontium
were unlikely to be of toxicological concern.

Thallium
89.

Thallium is ubiquitous in nature and occurs in sulphide ores of various heavy metals (zinc, copper, iron
and lead) at low concentration (<2 mg/kg)73. Thallium has two oxidation states, 1+ and 3+, both of which
can have effects on the central and peripheral nervous systems, the skin, the gastrointestinal tract, the
cardiovascular system, and the kidney. The more water-soluble salts are considered to have greater
toxicity than the salts of lower water solubility17. In areas with a naturally high concentration of thallium
in soil (such as Macedonia), the majority of vegetables, fruits and meat contain less than 1 mg/kg73.

90.

Thallium was last analysed in a TDS in 1994. Since 1994, estimated population dietary exposures have
decreased from 2 µg/day to 0.7-0.8 µg/day. The COT previously concluded that there was no evidence
that dietary intake of thallium by the UK population was harmful to health2. There are no health based
guidance values for thallium. No data are available on levels of thallium in drinking water in the UK.
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91.

The WHO considered that exposures causing urinary thallium concentrations below 5 µg/L were
unlikely to cause adverse health effects in humans73. In the range of 5-500 µg/L the magnitude of the
risk and severity of adverse effects were uncertain, while exposures giving values over 500 µg/L had
been associated with clinical poisoning73. The estimated daily oral intake corresponding to a urinary
thallium concentration of 5 µg/L was determined to be approximately 10 µg/day as a soluble form of
thallium, or 0.17 µg/kg body weight/day for a 60kg adult. The margin of exposure between this daily oral
human intake and the highest estimated dietary exposure (0.046 µg/kg body weight/day; high-level
intake by pre-school children) is approximately 4. The Committee concluded that current dietary
exposures to thallium were unlikely to be of toxicological concern.

Tin
92.

Tin is rarely found as the metallic element in nature but is more usually found combined with other
substances, most commonly as the dioxide9. It has oxidation states of II and IV. Inorganic tin is of low
toxicity, whereas some organotin compounds are potent neurotoxicants, though these are not normally
present in food, beverages or food supplements9,17. No data are available on levels of tin in drinking
water in the UK.

93.

The estimates of dietary exposures to tin for high-level intake by pre-school children were lower than
the JECFA PTWI of 2000 µg/kg body weight/day, but exceeded the EVM guidance level of 220 µg/kg
body weight/day by approximately 55%. All other estimated subgroup dietary exposures (mean- and
high-level intakes) were within the EVM guidance level. Dietary supplements can provide up to
10 µg/day (0.17 µg/kg body weight/day for a 60 kg adult), which would not lead to the guidance level
being exceeded by adults. The PTWI, originally set as a provisional maximum tolerable daily intake in
1982, is not directly applicable to long term dietary exposures since it appears to be based on intakes
associated with acute toxicity (the threshold concentration for manifestation of gastric irritation). The
EVM guidance level was based on a NOAEL of 1000 mg/kg diet of stannous chloride (corresponding to
an intake in the range of 22-33 mg tin/kg body weight/day) from a sub-chronic study in rats, in which
anaemia and changes to liver cells were observed at higher doses. The EVM used the lower end of the
NOAEL range (22 mg/kg body weight/day) and an uncertainty factor of 100 to derive the guidance level
of 220 μg/kg body weight/day9. The Committee concluded that the small exceedance of this guidance
level is within an area of uncertainty, but that current dietary exposures were unlikely to be of
toxicological concern.

Zinc
94.
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Zinc is an essential trace element, occurring in nature as the sulphide, the silicate, and the oxide9. It is
found in virtually all food and potable water. Zinc concentrations in tap water can be much higher than
those of surface and ground waters as a result of the leaching of zinc from piping and fittings27. The
WHO noted that drinking water makes a negligible contribution to zinc intake unless high
concentrations of zinc occur as a result of corrosion of piping and fittings. The WHO did not derive a
guideline value for drinking water quality but noted that drinking water containing zinc at levels above
3 mg/L may not be acceptable to consumers27. Excessive zinc intake interferes with copper absorption,
potentially leading to copper deficiency, which can result in conditions such as anaemia and bone
abnormalities. The current estimated dietary exposures to zinc for all subgroups were below or in the

region of the EVM safe upper level (700 µg/kg body weight/day) and within the JECFA PMTDI of
1000 µg/kg body weight/day. Dietary supplements can provide up to 50 mg/day (833 µg/kg body
weight/day for a 60 kg adult), which exceeds the safe upper level before taking into account the diet.
The Committee concluded that current dietary exposures to zinc, excluding supplements, were unlikely
to be of toxicological concern.
Conclusions
95.

We conclude that current dietary exposures to antimony, cadmium, copper and selenium are not of
toxicological concern. We note that this conclusion with respect to cadmium might need to be
reviewed after the current risk assessment by the European Food Safety Authority (EFSA) is published.

96.

We conclude that current dietary exposures to bismuth, chromium, germanium, mercury, nickel,
strontium, thallium, tin and zinc are unlikely to be of toxicological concern.

97.

We note that whilst the estimates of dietary exposure to aluminium are not markedly higher than
previous estimates, they present uncertainty with regard to the safety of aluminium in food in light of
new data that led to the recent reduction in the Provisional Tolerable Weekly Intake (PTWI), which is
exceeded by some population subgroups. There is a need for further information on possible sources
and forms of aluminium in the diet and their bioavailability.

98.

The data on arsenic appear consistent with previous surveys of total and inorganic arsenic in food,
which we reviewed in 2003. We reaffirm our previous conclusions that current dietary exposure to
organic arsenic is unlikely to constitute a risk to health. Our advice remains that exposure to inorganic
arsenic should be as low as reasonably practicable (ALARP).

99.

We note that the tolerable daily intake (TDI) for barium is based on studies in which no effects were
observed and thus may be over-precautionary. Therefore, the estimated exposures, which exceeded
the TDI by up to 4-fold, are not necessarily a toxicological concern. We recommend that further
research be carried out to allow a TDI to be set with more confidence and to investigate the
bioavailability of barium; especially from foods with relatively high levels such as nuts.

100. Population dietary exposures to indium and molybdenum are similar to previous studies and although
there is uncertainty, the sparse data on the oral toxicity of indium and molybdenum do not suggest
that the estimated intakes give cause for toxicological concern.
101.

We note that estimates of dietary exposure to lead have not increased since the previous survey. At
these dietary intakes, adverse effects, if any, are likely to be very small. However, since it is not possible
to identify a threshold for the association between lead exposure and decrements in intelligence
quotient, efforts should continue to reduce lead exposure from all sources.

102. We conclude that there is insufficient information to determine whether there are risks associated with
dietary exposure to manganese. However dietary exposures to manganese in adults have remained
fairly constant since monitoring began in 1983, and there is no basis for assuming any concern for health.
103. The toxicological database on palladium metal and its compounds is extremely limited. However, we
conclude that from the available data, there is no reason to believe that current intakes of palladium
from the diet pose a risk to health.
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104. Despite a dearth of information on the effects of low doses of platinum, rhodium and ruthenium, we
conclude that current dietary exposures do not suggest a reason for concern as the levels present in
the food samples tested were very low or undetectable.
105. We recommend that in future research and surveys of elements in food, priorities should include:
●

Information on the forms of aluminium in food and their bioavailability.

●

Clarification of the large variability in aluminium concentrations in food and whether these
represent an increasing trend.

●

Assessment of the bioavailability of barium in nuts compared to barium chloride in water.

●

A long-term human study with a large number of subjects to examine the effect of barium on
blood pressure and to investigate renal end-points following oral exposure to barium in drinking
water, to allow a TDI to be set with more confidence.

●

Information on the bioavailability of manganese, particularly from beverages that are the principal
contributing food group.

COT statement 2008/08
December 2008
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0.032 0.033

1.7

0.028 0.093

9.40

0.015 0.022

0.14 0.17

0.28 0.37

Antimony

Arsenic (Total)

Arsenic
(Inorganic)

Barium

Bismuth

Cadmium

Chromium*

0.075 0.077

187

0.50 0.62

0.25 0.29

0.034 0.044

45.3

0.071 0.165

0.81 1.03

0.37 0.45

0.086 0.10

22.2

0.075 0.246

6.8 - 6.9 2.7 -2.8

0.059 0.060

144

1.38 1.67

0.65 0.75

0.20 0.22

85.0

0.174 0.402

12

0.13 0.14

345

High
level

Mean

Mean

High
level

Pre-school
children
(1.5 - 4.5 years)

Adults

Aluminium

Element

Estimated Dietary Exposure (µg/kg bw/day)1, 2, 3

0.51 0.65

0.27 0.31

0.034 0.046

14.4

0.055 0.158

59

Mean

1.03 1.22

0.50 0.57

0.09 0.11

64.8

0.128 0.291

1.20

0.023 0.024

58

Mean

0.25 0.32

0.13 0.15

0.016 0.022

6.4

0.48 0.59

0.26 0.29

0.037 0.046

24.5

0.27 0.28

0.11 0.13

0.018 0.024

4.64

0.56 0.70

0.30 0.35

0.049 0.061

11.7

0.082 0.173

5.02

0.062

167

High
level

Elderly
(institutional)

0.024 - 0.066 - 0.025 0.079 0.149
0.072

1.7 - 1.8 6.4

0.054

135

High
level

Elderly
(free living)

0.096 - 0.027
0.097

246

High
level

1.9 - 2.0 8.2

0.049 0.050

123

Mean

Young people
(4-18 years)

151

High
level

8.70

63.3

0.31 0.40

0.17 0.20

0.54 0.68

0.30 0.32

0.020 - 0.048 0.027 0.056

14.2

0.035 - 0.079 0.100
0.163

1. 6

0.035 - 0.06
0.036

87

Mean

Vegetarians4

EVM guidance
level of 150 μg/kg
bw /day

JECFA PTWI
equivalent to 1
μg/kg bw /day

N/A

TDI of 20 μg/kg
bw/day derived by
WHO

JECFA PTWI
equivalent to
2.1 μg/kg bw /day
COT concluded
exposure should
be ALARP.

COT has
concluded that
there are no
appropriate health
based guidance
values.

TDI of 6 μg/kg bw
/day derived by
WHO

JECFA PTWI
equivalent to
143 μg/kg bw /day

Health Based
Guidance Values5

Table 1: Comparison of the estimated dietary intakes of each element for each population group with the relevant health based guidance values
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199

17.23

0.001 0.018

0.06 0.24

0.09 0.10

67

0.02 0.05

1.6

1.5 - 1.6

0.009

Germanium

Indium

Lead

Manganese*

Mercury

Molybdenum*

Nickel

Palladium

0.015 0.016

3.0 - 3.1

3.0 - 3.1

0.10 0.13

124

0.17 0.18

0.22 0.47

0.002 0.033

34.47

29.41

0.17 0.26

305

0.38 0.42

0.93 1.48

0.03 0.08

106

0.13 0.15

0.13 0.44

0.006 - 0.001 0.085
0.032

77.82

Mean
16.09

Mean

0.027

0.055 0.056

0.016

0.032

0.09 0.12

112

0.16 0.17

0.25 0.46

0.008

1.3 - 1.4

0.02 0.04

50

0.06 0.07

0.04 0.18

0.001 0.015

13.38

Mean

0.015

0.007

2.0

0.02 0.05

78

0.12
0.21

0.10 0.29

00.02

18.34

Mean

JECFA PTWI for
methyl mercury is
equivalent to
0.23 μg/kg bw /day

EVM guidance level
of 200 or 150
(elderly) μg/kg bw
/day

JECFA PTWI
equivalent to
3.6 μg/kg bw /day

N/A

N/A

JECFA PMTDI of
500 μg/kg bw/day
EVM safe upper
limit of 160 μg/kg
bw/day

Health Based
Guidance Values5

3.3 - 3.4 N/A

0.12 0.15

135

0.20 -

0.36 0.57

00.032

29.96

High
level

Vegetarians4

0.018

0.010

0.018

N/A

2.8 - 3.5 1.9 - 2.1 3.5 - 3.4 EVM guidance level
of 4.3 μg/kg
bw/day; TDI of
12 μg/kg bw/day
derived by WHO

3.5

0.07 0.12

121

0.17 0.19

0.19 0.45

0.002 0.036

43.36

High
level

Elderly
(institutional)

2.6 - 3.0 1.1 - 1.4

1.4 - 1.5 3.0

0.02 0.05

56

0.08 0.09

0.05 0.21

4.2 - 4.9 7.5 - 8.3 2.6 - 3.1 5.3 - 5.8 1.3 - 15

5.8

0.11 0.18

201

0.26 0.30

0.51 0.97

0.002 0.029

45.70

High
level

Elderly
(free living)

0.004 - 0.001 0.058 0.016

54.92

High
level

Young people
(4-18 years)

4.8 - 4.9 7.5 - 8.3 3.0

0.04 0.12

168

0.21 0.25

0.24 0.75

0.002 0.053

44.71

High
level

Mean

Mean

High
level

Pre-school
children
(1.5 - 4.5 years)

Adults

Copper*

Element

Estimated Dietary Exposure (µg/kg bw/day)1, 2, 3

Table 1: Comparison of the estimated dietary intakes of each element for each population group with the relevant health based guidance values
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200

0.83 0.95

15.6

0.011 0.012

23

141

Selenium*

Strontium

Thallium

Tin

Zinc*

*

3.
4.
5.

1
2.

268

82

0.020 0.021

30.6

1.65 1.79

00.13

0–
0.130
00.048

0–
0.048
00.089

0–
0.089

High
level

387

89

0.024 0.027

42.8

1.97 2.27

776

341

0.043 0.046

71.1

3.77 4.10

232

48

0.016 0.018

25.9

1.27 1.44

478

191

0.032 0.035

51.0

2.60 2.84

0.0008- 0.0022- 0.0005- 0.00130.029
0.047
0.017
0.032

00.082

0–
0.082

Mean

Young people
(4-18 years)

00.045

0–
0.045

High
level

00.023

0–
0.033

Mean

00.055

0–
0.055

High
level

Elderly
(institutional)

26.6

1.48 1.60

122

20
261

93

0.009 - 0.017 0.01
0.018

14.0

0.73 0.82

104

13

0.007 0.008

12.0

0.59 0.68

252

68

0.017 0.019

29.2

1.58 1.74

0.0003- 0.0009- 0.0002- 0.0010.0087 0.016
0.0081 0.02

00.025

0–
0.025

Mean

Elderly
(free living)

00.050

0–
0.050

High
level

35.9

1.43 1.54

93

35

162

132

0.010 - 0.018 0.011
0.019

20.5

0.64 0.76

0.0007- 0.00150.011
0.018

00.031

0–
0.031

Mean

Vegetarians4

JECFA PTDI of 1000
µg/kg bw/day; EVM
safe upper level of
700 µg/kg bw/day

EVM guidance level
of 220 µg/kg bw/day

N/A

N/A

EVM safe upper
level of 7.5 µg/kg
bw/day

N/A

N/A

N/A

Health Based
Guidance Values5

The method for calculating estimated exposures is described in the text.
Where an element was not detected in some food groups, the estimated exposures have been expressed as a range from a lower bound (in which it was assumed that all nondetectable concentrations were zero) to an upper bound (in which all non-detectable concentrations were assumed to be at the limit of detection). Where only one value is shown, this
is either because all samples contained concentrations above the limit of detection (therefore the upper and lower bound mean values are equal) or because the difference between
them is negligible. In the calculation of upper bound exposures for inorganic arsenic, the concentration in the food groups was assumed to be equal to the concentration of total arsenic
(since this was lower than the LOD for inorganic arsenic) except in the case of the poultry food group where it was considered to be equal to the LOD.
All figures have been rounded off as appropriate.
Some of the respondents to the dietary survey of vegetarians were consumers of fish.
Health based guidance values taken from: (i) the Joint FAO/WHO Expert Committee on Food Additives (JECFA) which set Provisional Tolerable Weekly Intakes (PTWI) and Provisional
(Maximum) Tolerable Daily Intakes (P(M)TDI); (ii) the World Health Organization (WHO) which set Tolerable Daily Intakes (TDI); and (iii) the Expert Group on Vitamins and Minerals (EVM)
which set safe upper levels and guidance levels; N/A = none available.
Essential trace elements.

Table 1 Notes

0.0004- 0.0010.010
0.018

Ruthenium

00.051

00.029

Rhodium

0–
0.051

0–
0.029

High
level

Mean

Mean

High
level

Pre-school
children
(1.5 - 4.5 years)

Adults

Platinum

Element

Estimated Dietary Exposure (µg/kg bw/day)1, 2, 3
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n.d.

n.d.

n.d.

n.d.

3.9

10

11

n.d.

3.4

n.d.

4.7

5.4

1984

1985

1986

1987

1988

1991

1994

1995

1997

1999

2000

20065

1981

n.d.

n.d.

1980

n.d.

n.d.

1979

1983

n.d.

1978

1982

n.d.

n.d.

1977

n.d.

Al

0.0025

n.d.

n.d.

n.d.

n.d.

0.003

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Sb

0.061 0.064

0.055

0.05

0.065

n.d.

0.063

0.07

n.d.

n.d.

n.d.

n.d.

n.d.

0.07

0.09

n.d.

n.d.

n.d.

0.081

0.1

0.075

Total As

0.0014 0.007

n.d.

0.0009 0.005

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

0.847 0.848

n.d.

n.d.

n.d.

n.d.

0.58

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Inorganic As Ba

Population dietary exposure (mg/day)1-4

1976

Year

0.002

n.d.

n.d.

n.d.

n.d.

0.0004

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Bi

0.011 0.013

0.009

n.d.

0.012

n.d.

0.014

0.018

0.019

0.018

0.017

0.018

0.019

0.018

0.018

0.019

0.026

0.017

0.02

0.018

0.02

Cd

0.022 0.029

0.046

n.d.

0.1

n.d.

0.34

0.25

n.d.

n.d.

n.d.

n.d.

0.073

n.d.

n.d.

n.d.

n.d.

n.d.

0.1

0.17

0.13

Cr

1.24

1.3

n.d.

1.2

n.d.

1.2

1.4

n.d.

n.d.

n.d.

1.3

1.4

1.2

1.3

n.d.

n.d.

n.d.

1.6

1.8

1.8

Cu

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

In

0.0001 - 0.005 0.0015
0.019

n.d.

n.d.

n.d.

n.d.

0.004

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Ge

0.006 - 0.007

0.0073-0.0074

n.d.

0.026

n.d.

0.024

0.028

0.06

0.06

0.06

0.066

0.065

0.067

0.069

0.08

0.12

0.09

0.11

0.1

0.11

Pb

Table 2a: Comparison of average population dietary exposures of aluminium (Al), antimony (Sb), arsenic (As), barium (Ba), bismuth (Bi), cadmium (Cd),
chromium (Cr), copper (Cu), Germanium (Ge), Indium (In) and lead (Pb) from UK Total Diet Studies 1976 to 2006
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4.6

5.3

5.0

n.d.

n.d.

n.d.

6.2

4.9

n.d.

1983

1984

1985

1986

1987

1988

1991

1994

1995

3.
4.
5.

2.

1.

0.001 0.003

0.00120.0015

0.003

n.d.

0.004

0.002

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

0.003

n.d.

0.005

0.004

0.005

0.005

0.005

Hg

0.123 0.125

n.d.

n.d.

n.d.

0.11

0.11

n.d.

n.d.

n.d.

0.11

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Mo

0.127 0.129

0.13

0.13

n.d.

0.13

0.17

n.d.

0.15

0.13

0.14

0.16

0.15

0.15

0.23

0.27

n.d.

0.27

0.26

0.33

Ni

0.0007

n.d.

n.d.

n.d.

0.001

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Pd

00.0023

n.d.

n.d.

n.d.

0.0002

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Pt

00.0023

n.d.

n.d.

n.d.

0.0003

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Rh

0.00003 0.00081

n.d.

n.d.

n.d.

0.004

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Ru

0.048 0.058

0.032 0.034

0.039

0.0395

0.043

0.060

n.d.

n.d.

n.d.

0.063

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Se

1.20

n.d.

n.d.

n.d.

1.3

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Sr

1.4

1.8

n.d.

2.4

5.3

n.d.

2.0

2.2

1.7

2.7

2.3

3.1

2.4

n.d.

3.2

3.6

4.2

4.4

Sn

0.0007 - 1.80 - 1.81
0.0008

n.d.

n.d.

n.d.

0.002

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

n.d.

Tl

8.8

8.4

8.4

n.d.

8.4

10

n.d.

n.d.

n.d.

10

10

10

10

n.d.

n.d.

n.d.

10

10

10

Zn

Population dietary exposure (mg/day): the average consumption of the population, estimated by multiplying the amounts of food consumed (based on consumption data from the EFS)
by the corresponding upper and lower bound mean elemental concentrations in each food group.
The population dietary exposures in the previous years were estimated using upper bound mean concentrations for each food group and consumption data taken from the National
Food Survey 1997. The exception to this is the 2000 TDS where exposures have been estimated from the lower and upper bound mean concentrations and included as ranges where they
apply.
Changes in the organisation of the TDS from 1981 onwards mean that exposures from TDSs before 1981 and from 1981 onwards are not directly comparable6.
For those years where no values are given, these elements were not included in TDSs for metals and other elements i.e. n.d.= not determined.
Dietary exposure estimates for the 2006 TDS and for selenium from the 1995 TDS are not directly comparable with those from other years as they are based on analyses of composite
samples of each food from all the towns in the TDS rather than the upper bound mean concentrations of analyses of each food group from each town.

Tables 2a and 2b Notes

5.24

n.d.

1982

20065

n.d.

1981

n.d.

n.d.

1980

4.9

n.d.

1979

2000

n.d.

1978

1997

n.d.

n.d.

1977

Mn

Population dietary exposure (mg/day)1-4

1976

Year

Table 2b: Comparison of average population dietary exposures of manganese (Mn), mercury (Hg), molybdenum (Mo), nickel (Ni), palladium (Pd),
platinum (Pt), rhodium (Rh), ruthenium (Ru), selenium (Se), strontium (Sr), thallium (Tl), tin (Sn) and zinc (Zn) from UK Total Diet Studies 1976 to 2006
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6

4
5

3

1
2

0.57

1.1

4.2

0.020

1.9

1.5

119

0.70

0.062

41.7

0.47

0.18

9.4

Young people

0.38

0.70

2.73

0.013

1.2

0.97

78

0.46

0.041

27.3

0.31

0.077

6.2

Adults

0.27

0.51

2

0.0097

0.90

0.71

57

0.33

0.030

20

0.22

0.056

4.5

Elderly

Maximum (99th percentile) concentration reported for 2007. Taken from monitoring results at consumer’s taps, undertaken annually by each water company8.
Maximum concentration of 4250 µg/L exceeded The Water Supply (Water Quality) Regulations 2000 for England and Wales26. Exposure has been calculated using the regulatory limit
as it is assumed that regulatory action is taken for exceedances and that such events are a one-off occurrence.
Maximum concentration of 101.659 µg/L exceeded The Water Supply (Water Quality) Regulations 2000 for England and Wales26. Exposure has been calculated using the regulatory
limit as it is assumed that regulatory action is taken for exceedances and that such events are a one-off occurrence.
World Health Organization guideline value for drinking water quality27.
Elemental intakes from tap water were calculated assuming chronic tap water (97.5th percentile) consumptions of 158.429 mL/kg bw/day (pre-school children), 59.558 mL/kg bw/day
(young people), 38.943 mL/kg bw/day (adults), and 28.386 mL/kg bw/day (elderly)15,19,21,22.
There are no regulations or guideline values for bismuth, germanium, indium, palladium, platinum, rhodium, ruthenium, strontium, thallium, tin, and zinc.

Tables 3 Notes

9.634

Selenium
1.5

17.914

Nickel

11.1
2.8

704

Molybdenum

0.054

5.0

1

0.3404 1

Mercury

4.0

1

31.75

Manganese

1

317

2

25

1.9

1

Lead

3

2000

Copper

Cadmium

11.774

0.17

1.0418 1

Chromium

111

7004

Barium

1.2

7.871

Arsenic

0.31

1

1.967

1

Antimony

25

Pre-school children

Estimated tap water exposure (µg/kg bw/day) 5

158

1

Concentration (µg/L)

Aluminium

Element6

Table 3: Estimated tap water intakes for those elements for which information is available
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Statement on Food Standards Agency-funded research on health effects
of mixtures of food additives (T01040/41)
Background
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1.

Traditionally risk assessment has been carried out on individual chemicals. However, this does not
reflect the real-life situation as humans are seldom, if ever, exposed to single chemicals and all foods
are mixtures of many different chemicals. Chemicals may exert combined effects related to either
concomitant or sequential exposure, depending on their toxicokinetic and toxicological properties. In
recent years concern about the possible “cocktail” effects of mixtures of chemicals, and in particular
possible combination effects at low doses, has stimulated research. In a report in 2002 the COT made
recommendations on approaches to risk assessment of mixtures of pesticides and similar substances1,2,
and in 2004 it considered whether these could be applied to mixtures of additives and contaminants3
and outlined other approaches used for assessing mixtures of additives and contaminants. The COT
also commented4 on the Draft guidance document on “Chemical mixtures: a framework for assessing
risks”5 prepared by the Interdepartmental Group on Health Risks from Chemicals (IGHRC)

2.

Table 1 shows the terminology used in describing the toxicology of mixtures.

3.

In 2001 the Food Standards Agency commissioned a project (Research on health effects of mixtures of
food additives) which was carried out jointly at Leatherhead Food International, Leatherhead, Surrey
and TNO Quality of Life, Zeist, the Netherlands. As part of an Horizon Scanning exercise at its meeting
on February 5th 2008, the COT was provided with a summary of the results of this project and agreed
it would like to have an opportunity to comment on the full report. This was discussed by the
committee at its meeting on April 1, 2008. To date this project has generated three publications7, 8, 9
with at least two additional ones in preparation.

4.

The project set out to build on existing information on the mode of action of a range of food
additives compiled by the ILSI-Europe Acceptable Daily Intake Task Force10, 11. This had identified a
number of additives where different types of combined action were plausible but it was not possible
to predict which were more likely. Four additives that had been shown to cause liver enlargement
were selected (Table 2).

5.

Table 2 shows the acceptable daily intakes (ADIs) set by the European Scientific Committee on Food
(SCF) and the Joint FAO/WHO Expert Committee on Food Additives and Contaminants (JECFA) for the
four compounds, and the NOAELs identified by Groten et al.10. For all four compounds, these NOAELs
were based on observations of liver enlargement associated with induction of hepatic enzymes at the
next highest dose Data were collated from a series of different papers, not all of which measured the
same enzymes. The ADIs set by the SCF are currently being reviewed by the European Food Safety
Authority (EFSA), starting with the colours.

Table 1: Terminology used in describing possible combined actions of chemicals in a mixture (based on COT 2002,
after Cassee et al.6)
Concept of type of
combined behaviour

Terms used in
this report

Synonyms

Observed effects

non-interaction

simple similar action

simple joint action
summation

Concentration/dose addition

simple independent
action

Either response addition or effect
addition. The modes of action and
often the nature and site of effect
differ among the chemicals in the
mixture. “Response” reflects
incidence data and response
addition is determined by summing
the incidence data for each
component in the mixture. “Effect”
reflects continuous data and effect
addition is determined by summing
the effect of each component in
the mixture. Note that response
and effect are sometimes used
interchangeably.

- components of a
mixture do not affect
each other’s toxic
response.

.

simple similar action

independent joint
action

interaction

Chemicals have the same effect on
the body and differ only in potency.
The combined effect can be
estimated from the total dose of all
agents together, after adjusting for
potency.

potentiation

synergy
supra-additivity

The combined effect of agents is
greater than would be expected on
the basis of dose-addition (if the
chemicals have the same mode of
action) or response-addition (if they
do not have the same mode of
action).

antagonism

sub-additivity

The combined effect of agents is
less than would be predicted by
dose or effect/response addition.
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Outline of the study
6.

Studies were carried out in the rat using dietary administration with individual food additives, binary
mixtures of all six pairings of the four compounds and quaternary mixtures of all four compounds. In
addition, in vitro studies were carried out with the individual additives and mixtures of additives in
cultured rat and human hepatocytes, in order to provide a direct comparison of the effects in human
and rat liver.

Table 2: Additives used in the mixtures research
Additive

E
Number

Butylated
hydroxytoluene (BHT)

E 321

Propyl gallate

Uses

ADI
(mg/kg bw)

NOAEL10
(mg/kg bw/day)

Antioxidant

SCF: 0 -0.05 12
JECFA: 0 -0.3 13

25

E 310

Antioxidant

SCF: 0 – 0.5 14
JECFA: 0 -1.4 15

135

Curcumin

E 100

Colour

SCF: ADI not specified16
JECFA: 0 -3 17

220

Thiabendazole
as an additive

E 233

Previously used as
fungicide mainly on
a range of fruits.
No longer permitted

SCF: was 0 - 0.3 18
JECFA: 0 – 0.1 19

10

Thiabendazole as a
pesticide and
veterinary medicine

N/A

Pesticide and
veterinary medicine

EC: 0.120
JECFA: 0.121

10

In vivo studies
7.

In preliminary range-finding studies, the food additives were fed individually to male Sprague-Dawley
rats for 28 days to determine dietary levels of the compounds for use in the mixtures study and to
identify biomarkers of effect for the individual compounds. Five concentrations (plus a zero control)
were selected for each compound, based on data from the literature and historical data collated from
28 day studies in rats carried out in accordance with good laboratory practice (GLP). Dietary
concentrations were selected to provide target doses of 25 to 1000 mg/kg bw/day for BHT and
curcumin, 20 to 600 mg/kg bw/day for propyl gallate and 10 to 500 mg/kg bw/day for thiabendazole.
The dietary concentrations ranged from 254 to 10154 mg/kg for BHT, from 254 to 10154 mg/kg for
curcumin, from 203 to 6092 mg/kg for propyl gallate and from 102 to 5077 mg/kg for thiabendazole.

8.

The highest dose level to be used for each of the compounds in the mixtures study was selected on
the basis of the results of the endpoints examined in the preliminary study, including effects on body
weight, liver weight and the various biomarkers measured (e.g. enzyme activities, mRNA levels). These
highest (100%) dose levels were described by the researchers as being around or at the minimum
observed adverse effect levels in the preliminary study, which differ from the NOAELs in Table 2 cited
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by Groten et al 10. Based on the dietary concentrations and food consumption, the achieved 100%
doses were 333 mg/kg bw/day for BHT, 408 mg/kg bw/day for curcumin, 290 mg/kg bw/day for propyl
gallate and 153 mg/kg bw/day for thiabendazole. The main mixtures study included 27 treatment
groups and a control group, with each compound administered at combinations of 0, 25, 50 and 100%
of the highest dose
9.

The rationale for this protocol was to ensure that the 100% dose levels produced clear effects on
some of the parameters measured, so that any effects due to combinations of chemicals in a mixture
might be detected at lower individual dose levels (e.g. 25% of the total) when included in a mixture.
The compounds were administered at 25, 50 and 100% of their maximum dose when given individually.
For binary mixtures the individual compounds were each administered at 25 and 50% of their
maximum dose, such that the total fractional dose added up to 50 or 100%. For quaternary mixtures
the individual compounds were each administered at 6.25, 12.5 and 25% of their maximum dose such
that the total fractional dose was 25, 50 or 100%. This protocol was designed to test if the observed
findings were most compatible with those predicted by effect addition, dose addition or interaction
(synergy or antagonism) based on statistical analysis of the dose response relationship.

10.

At the end of the 28 day dosing period the animals were killed, blood was sampled and livers
removed. Clinical chemistry was carried out on the blood samples. The livers were divided to provide
RNA samples for TaqMan® analysis, material for transcriptomics, subcellular fractions for measurement
of enzyme activities and fixed samples for histological examination. Samples from animals of the same
treatment group were pooled for transcriptomics.

11.

Analysis of gene expression data on the effect of treatment with BHT, curcumin, propyl gallate and
thiabendazole individually was carried out using a cDNA chip containing about 3000 different
sequence verified rat cDNAs. Microarray analysis was carried out in accordance with the principles of
Minimum Information About a Microarray Experiment (MIAME)22. Analysis of samples from the
mixtures study was conducted using the Affimetrix GeneChip platform which provided a more robust
system and a much larger number of probe sets (15923). Functional analysis of gene expression changes
was performed using T-profiler23, which is a TNO in-house (toxico)genomics database and analysis tool
that allows comparison of systems toxicology/genomics datasets at the level of networks and
pathways.

12.

Predicted data for mixtures were derived from additivity surface equations obtained from response
curve modelling for the individual additives. If measured data for mixtures were significantly different
from predicted data, either on the assumption of dose or effect additivity, it was assumed the
combined effects reflected interactions.

In vitro studies
13.

Studies were performed to investigate the food additives and food additive mixtures in cultured rat
and human hepatocytes using a 72 hour incubation period. Rat hepatocytes were treated with
40 concentrations of either individual food additives or mixtures of food additives. Chosen biomarkers
of effect were CYP1A2 and CYP2B1 mRNA levels and 7-benzyloxy-4-trifluoromethylcoumarin (BFC)
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O-debenzylase activity. (BFC is a substrate for CYP1A2 and CYP2B1). The human hepatocyte study
consisted of a control and 27 concentrations of either individual food additives or mixtures of food
additives and CYP1A2, CYP2B6 and CYP3A4 mRNA levels as biomarkers of effect. CYP1A2 mRNA was
therefore the only parameter measured in both rat and human hepatocytes.
Brief Summary of the Results

208

14.

The authors concluded that, for body weight and liver weight, most of the findings were consistent
with dose addition. In most cases liver weights showed no substantial deviations from predicted
values either in binary or quarternary mixtures. In the quarternary mixture with a total fractional
concentration of 100% (25% of the maximum dose of each additive), the measured liver weight was
122% of control compared to the predicted value of 108% of control, indicating some deviation from
the predicted value. However, as significant deviations from predicted values were not seen for liver
weights in binary mixtures containing curcumin and propyl gallate, these results were considered by
the authors to be primarily due to the relatively high dose levels of BHT and thiabendazole, both of
which produced significant increases in relative liver weight without any evidence of hepatotoxicity.

15.

The largest difference between predicted and measured values was for CYP1A2 expression, with all
binary and quaternary mixtures showing antagonism. Apart from mixtures of BHT plus curcumin, this
appeared to be a dose-dependent effect. Also, for all of the binary mixtures, at least one of the dose
groups was not compatible with the concept of dose addition. Therefore, it is likely that antagonistic
interactions occurred between these mixtures with respect to CYP1A2 mRNA expression.

16.

Although curcumin alone did not induce the activity of glutathione S-transferase (GST), the induction
observed with the combination of BHT and curcumin exceeded that seen with BHT alone, indicating
an interaction. The induction was more pronounced for activity with 1,2-dichloro-4-nitrobenzene
(DCNB), a marker of GSTmu forms, than with 1-dichloro-2,4-nitrobenzene (CDNB), which is a more
general substrate for the different forms of GST.

17.

Thiabendazole was found to have the most marked effects on the gene expression profile and also
had a dominant effect in studies with binary and quaternary mixtures. Although curcumin and propyl
gallate had only modest effects on gene expression and enzyme activity when administered
individually, marked effects on gene expression were seen with binary combinations of these
compounds.

18.

In the studies conducted in rat and human hepatocytes, some quaternary mixtures produced
antagonistic effects on CYP1A2 mRNA expression, as seen in the in vivo study. Both sub- and supraadditive deviations from predicted values were observed in the expression of CYP2B1 (rat), CYP3A4
(human) and CYP2B6 (human) with some binary and quaternary mixtures, but there was no consistent
pattern across species or between the in vitro and in vivo studies.

19.

In summary, no evidence of combination effects leading to overt toxicity was apparent with the
conventional toxicological endpoints, whereas some interactions were observed for induction of GST
activity and at the genomic level using transcriptomics.

Previous COT evaluations of relevance to mixtures
20.

In 2004, the COT agreed general conclusions on mixtures of chemicals in food, extending the
conclusions of its 2002 report2 to take account of the possibility that exposure to some food
additives and ingredients of very low toxicity may be much higher than exposure to pesticides and
veterinary medicines”3. These conclusions were:

i.

“Because of the complexity and variability of chemical mixtures that may occur in the
environment, risk assessment of any toxic effects of chemical mixtures is extremely difficult. Most
experimental work has been directed at toxic effects due to combined actions on biological
systems at relatively high levels of exposure in laboratory experiments in laboratory animals or
using in vitro systems.

ii.

Direct chemical reactions can occur between the components of a mixture: there are relatively
few studies of these substances that have investigated such reactions.

iii.

Several studies claim to have identified synergistic interactions of some mixtures. However, for
the most part, these studies have been inadequately designed and based on an incomplete
understanding of the concepts involved, but a few well-designed studies have demonstrated the
occurrence of both synergistic and antagonistic interactions, as well as additive effects in
mixtures. These effects have usually been demonstrated at high concentrations or high
experimental exposure levels, which are probably unrepresentative of exposure doses to
chemicals present at very low levels in food.

iv.

Some interactions may not be easy to predict, such as those that may occur at the transcriptional
level of the genome or second messenger signalling pathways.

v.

The type of combined action or interaction found at clearly toxic effect levels may not predict
what will happen at non-toxic levels, including levels only slightly lower than the lowest observed
adverse effect levels (LOAELs).

vi.

In relation to most examples of possible human exposure to multiple residues, it will be important
critically to evaluate whether any effects are likely to occur at low levels of exposure, such as
those that will occur through food and water.

vii.

Studies in vivo with chemicals that exhibit the same mode of action in the same target organ
have shown that the effects of mixtures of similarly acting toxicants show additivity (dose
addition), which results from simple similar action. This is the case, over the whole dose range.

viii.

It is essential to know what happens at non toxic levels, including exposure levels just below the
LOAEL, in order to assess the health risk for humans exposed to mixtures of pesticides, veterinary
drugs and similar substances. Generally, when exposure levels of the chemicals within a mixture are
in the range of the NOAELs, and the components of the mixture have different modes of toxic
action, no additivity and no potentiating interactions are found, indicating the applicability of the
basic concept of "simple dissimilar action”, which suggests that adverse reactions would be unlikely.
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ix.

Some studies (acute and subacute toxicity, genetic toxicity, carcinogenicity) have addressed the
combined effect of mixtures of pesticides and in a few studies clear cases of potentiation were
observed in animals exposed to levels of toxic substances showing adverse effects of individual
compounds. However, direct extrapolation of these findings to much lower dose levels is not
valid. Thus the probability of any health hazard due to additivity or potentiating interaction of
mixtures of pesticides at (low) non-toxic doses of the individual chemicals is likely to be small,
since the dose of pesticides to which humans are exposed is generally much lower than the
NOAEL, at least through food.

x.

Some endpoints that have been studied in animals or in in vitro systems are relevant to groups in
the population believed to be at higher risk than the general population. Such endpoints include
developmental toxicity studies, endocrine and neurotoxic effects and genotoxicity studies. On
the basis of limited information it seems likely that the default assumptions in relation to mixtures
in children and pregnant and nursing mothers, would be the same as for the rest of the
population.”

COT Assessment of the current research project
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21.

Important interactions between some toxicants are known to occur at relatively high doses (i.e. above
their individual effect levels). Most of the evidence for such phenomena relates to pharmaceuticals.
Exposures to chemical contaminants in food, consumer products and the environment are generally
well below individual effect levels. Many of the mechanisms that underlie demonstrable interactions
at high doses would not be expected to cause important interactions at the much lower doses used
in this study. For example, major modification of metabolic activation or detoxification by enzyme
induction or competitive inhibition is unlikely. The limited empirical evidence currently available
provides no indication of important toxic interactions at low doses, although in some circumstances
dose additivity can lead to effects from combinations of toxicants at doses of the individual
compounds below their effect levels.

22.

Testing for possible interactions between toxicants is complicated as often more than one measure of
effect could be used, and additivity in relation to one effect measure will not necessarily imply
additivity for another. For example, an effect on liver size could be characterised either by the
average increase in liver weight at a given dose, or by the proportion of animals at that dose with
more than a specified increase in liver weight. If individual doses of two compounds were just below
those necessary to increase liver weight above the specified value, their combination could be
additive in respect of average increase in liver weight (effect addition) but more than additive in
respect of the proportion of animals with liver weights exceeding the specified increase (response
addition). If another measure of effect were adopted, based on a linear measure of liver size (e.g.
maximum “diameter” in mm), by definition this could not demonstrate additivity if effects on average
liver weight (which varies as the cube of its linear dimensions) were additive.

23.

In the new research project there was no evidence of interactions leading to overt toxicity with the
“conventional” endpoints employed, and therefore the rationale for investigations at the genomic
level was queried. Many of the endpoints studied have no clear role in toxicity and others may not be
relevant to toxicity in humans. For instance the measurement of induction of xenobiotic-metabolising

enzymes was not focused on enzymes with a known role in toxicity, making it impossible to predict
toxic effects that might result following induction of these enzymes. If the mode of action of
induction for the chosen biomarkers was known to be a key event in the pathway leading to an
adverse effect, there would be a far more plausible rationale for analysing the chosen gene. For
example CYP2B induction could serve as a biomarker for activation of the constitutive androstane
receptor (CAR), a key event in the hepatocarcinogenic effects of certain compounds. However, as
analysis of the mode of action for the chosen biomarkers was not carried out, their role if any, in
leading to adverse effects of the compounds (i.e. the four additives) is unknown.
24.

The use of a very limited range of biomarkers, not necessarily reflecting adverse effects, meant that
the dosing schedule used in this study might not have covered a sufficiently wide dose range to
identify thresholds for adverse effects.

25.

The study provided an opportunity to explore the use of transcriptomics in mixtures toxicology, but
the design was not optimal and the rationale for the timing of these investigations at the genomic
level was questioned. For transcriptomics analysis, samples are usually taken early in the study in order
to identify direct effects of the treatment rather than secondary effects, for example resulting from
pathological changes. In addition it is necessary to follow the time course of the changes from early
on, and these should be anchored to some toxicological response to allow adequate interpretation
("phenotypic anchoring"). The timing of events will vary depending on the nature of the effects. At
the present time, knowledge on the sequence of events in time is very limited, so that changes in the
expression of certain genes could represent either a prelude to toxicity, homeostatic regulation or
adaptation. Currently, it is often not possible to distinguish between these possibilities, and in the
absence of any clear signs of toxicity, this becomes even more problematical. As time from the initial
exposure increases, the possibility that any changes in gene expression may represent secondary
effects, possibly due to homeostatic regulation, also increases. Hence, in-depth knowledge of the
consequences of specific gene/pathway changes is required, not just qualitatively but also
quantitatively. However, in the absence of any observable toxic response in the current study,
secondary effects are unlikely.

26.

For both propyl gallate and curcumin there were no changes in CYP levels on an individual basis, but
small changes in gene expression were observed when these additives were tested in combination. In
the absence of pathological changes, the significance of this is unclear.

27.

The design allowed for testing of compatibility of the measured effects with predicted data for binary
and quaternary mixtures, according to accepted principles in mixtures toxicology. A number of
statistically significant deviations from combined effects predicted on the basis of effect additivity
were observed. It was difficult from the way in which the data were reported to ascertain their
biological significance. For example, information on the background variability in the responsive genes
would have been of value, as would the extent to which allowance was made for the multiplicity of
comparisons and whether the deviations observed were biologically coherent. However, as samples
used for transcriptomics were pooled, such data could not have been obtained. Dose-dependency of
a number of the changes was limited. This made them difficult to interpret in the context of mixtures
toxicology.

211

Annual Report 2008

Interpretation
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28.

Members did not consider it surprising that in this study on food additives, deviations from effect
additivity differed for liver weight and the various molecular markers. The small deviations for some of
the metrics were considered to be of limited importance. In practical terms when exposures are at
low doses, what matters is whether large deviations from effect additivity could occur that could lead
to important toxicity well above any that would be expected from the individual components of a
mixture. There was no indication of such a phenomenon in these data. The deviations from effect
additivity for the various molecular markers were generally less than two-fold, but with a few (one in
vivo for CP1A2 mRNA and two in vitro for BFC O-debenzylase activity) up to about eightfold.

29.

In assessing the toxicity of mixtures, the effects of combined exposure can be determined either by
direct study of the mixture or by prediction, based on assumptions about how the components of
the mixture might interact. The latter strategy requires fewer resources and fewer animals. The
present study demonstrated little deviation from effect additivity for “conventional” endpoints and
did not reflect a potential for adverse health effects. In addition some of the hepatic changes may
not be relevant to humans and this needs to be taken into account.

30.

Because of the absence of overt toxicity at the doses given, findings relating to mode of combined
action of the four additives investigated were of very limited value in exploring the possibility that
these data could be used to predict additive or greater than additive, changes in toxicity.

31.

The choice of compounds studied in this research was based on possible effects on the liver. It was a
logical approach for an initial grouping to be based on morphological or adverse effects in the liver
but the rationale for grouping these compounds on the basis of effects on xenobiotic-metabolising
enzymes is less clear. Whereas some effects other than changes in xenobiotic-metabolising enzymes
were measured in vivo, the hepatocyte studies only looked at cytotoxicity and changes in CYP mRNA
levels and enzyme activities. Hence, the applicability of studies in hepatocytes to explore potentially
adverse effects of mixtures cannot be determined from this study. Synergistic effects were found in
mRNA expression levels with some mixtures that had no measurable effect on any other parameter.
The biological relevance of such effects is not known and no adverse or other effect was observed in
a 28-day toxicity study. However, if the mixture had been tested and such changes had been seen,
there might be some basis for investigating further.

33.

These results demonstrate that transcriptomics analyses cannot be used routinely in risk assessment
of mixtures, since interpretation of the data, and the relevance to risk assessment are unclear unless
they can be linked to conventional toxicological endpoints.

34.

Results obtained for the compounds tested in this project did not suggest that these mixtures would
lead to adverse effects in humans, or suggest important toxic interactions at the low doses to which
consumers would be exposed. However, due to limitations in the study, it was difficult to assess
whether there might be a risk from low level combined exposures. This was because the choice of
endpoints was often not informative of possible human health effects. No analysis of mode of action
was undertaken and no toxicity data were generated in vitro with mixtures of the compounds.

Comparisons of human intake with the maximum combined exposure when no adverse effects were
detected might provide useful information on the risk of mixtures of these compounds. In addition,
rather than focus on biochemical changes it might have been more productive to look for effects,
such as morphological changes that might have been predicted to occur based on available
information on the four compounds and their effects in the liver.
35.

The results of this study do not suggest important toxic interactions at low doses for the additives
tested.

Priorities for future research
36.

Priorities for future research remain to test the basic assumptions of mixture toxicology, including the
application of modelling approaches. It might be possible to use hepatocytes, though this approach
requires further consideration to identify relevant endpoints. Compounds could be included on the
basis of target organ (and/or cell type), mode of action (e.g. cytotoxicity, cell proliferation), or
mechanism of action (e.g. direct-acting or activated by specific P450 enzymes; constitutive androstane
receptor or the peroxisome proliferator-activated receptor α (PPARα) activator).

37.

Endpoint selection should be based on relevant key events and on toxicological effects of relevance
to human health. At least one mixture should comprise compounds all at or below their respective
NOAELs. The applicability of transcriptomics (and other “omics” technologies) to this problem needs
further investigation. Factors that should be taken into account include sample timing, dose-response
analysis, statistical robustness, and background variability in expression and biological coherence, e.g.
through pathway analysis.

38.

Additionally it may be useful to test the robustness and try to reproduce the finding on CP1A2 that
suggested a larger deviation from effect additivity.

Committee Conclusions
39.

We consider that this study, which was substantial and complex, was carried out to high technical
standards. However, at the doses studied, no overt toxicity was observed with the four additives
either individually or in combination. Without using dose levels that demonstrate relevant toxicity or
being able to extrapolate to such levels it is not possible to interpret the results of the transcriptomics
studies with respect to implications for risk assessment.

40.

We conclude that the new research does not raise concerns that combined exposure to the four
compounds tested would pose a risk to health at doses individually below the Acceptable Daily Intakes.

41.

Further work is needed to determine the applicability of transcriptomics in the risk assessment of
mixtures.

COT statement 2008/09
December 2008
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Preface
The Committee on Mutagenicity (COM) provides advice on potential mutagenic
activity of specific chemicals at the request of UK Government Departments and
Agencies. Such requests generally relate to chemicals for which there are incomplete,
non-standard or controversial data sets for which independent authoritative advice on
potential mutagenic hazards and risks is required. Frequently recommendations for
further studies are made.
During 2007, the Committee provided advice on a wide range of topics including
genotoxicity of acrylamide, chemical mixtures, phenol and the assessment of mutagenic impurities in
pesticides. A large proportion of COM business was devoted to the evaluation of acrylamide and its
genotoxic metabolite glycidamide.
The COM initiated a revision of its guidance document (Guidance on a Strategy for Testing of Chemicals for
Mutagenicity) which had been published in 2000, and initiated a review of the use of Toxicogenomics in
genotoxicity evaluation.
Professor P B Farmer Chair
MA DPhil CChem FRSC
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COM evaluations
Aclonifen
2.1

The COM was asked for advice by the Pesticides Safety Directorate (PSD) on a pesticide active
ingredient new to the U.K. which is undergoing evaluation through the independent Advisory
Committee on Pesticides (ACP). The referral statement was as follows: ‘ACP requested advice on the
mutagenicity of Aclonifen and the genotoxicity risk assessment of the postulated metabolites
hydroquinone and phenol. The referral does not include carcinogenicity data or the evaluation of
mode of action for tumours in rodents observed in long-term carcinogenicity bioassays with
Aclonifen’. 2. Aclonifen (2-chloro-6-nitro-3-phenoxyaniline) (figure 1.) is a selective systemic herbicide
used for pre-emergence control of grass and broad leaved weeds in a range of crops.
Figure 1: Aclonifen

Ring A

+

Ring B

+ = position of uniformly radiolabelled phenoxyaniline ring
2.2

The COM considered a large amount of data on Aclonifen, which included an extract from the
detailed record of ACP consideration of Aclonifen, extracts from draft EU assessment report on
metabolism and genotoxicity of Aclonifen, which presented information on structure, use as a
pesticide, ADME studies, toxicology, mutagenicity, carcinogenicity and reproduction, data from
mutagenicity test reports on Aclonifen, copy of the report on the investigation of the potential for
DNA-binding of Aclonifen and the revised position paper from the data holder on the cleavage of the
diphenyl ether bond of Aclonifen. The data holder BayerCrop Science, submitted a presentation
which was circulated to Members and in addition a revision to a report on cleavage of the diphenyl
ether bond in the Aclonifen molecule. The COM considered Aclonifen at its 23 October 2008

2.3

The COM reached a number of conclusions as shown below;
i)

The COM agreed that further data on Aclonifen metabolism was required. This could involve
more in vivo tests with specific analysis for the formation of hydroquinone and phenol.
Alternatively, it might be possible to undertake comparative in vitro studies using rodent and
human tissues (with specific measurement of hydroquinone and phenol formation). It was
considered this could provide evidence that exposure to Aclonifen was unlikely to be associated
with significantly increased genotoxic risk, although this would not preclude the possible need for
additional mutagenicity tests dependent on the outcome of the metabolism studies.
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ii) The COM noted the approach to risk assessment had not been considered during the
presentation, but that the data holder had included a proposed Margin of Exposure approach in
the submission dated 13 August 2008. This would need to be considered further when
appropriate metabolism data were available.
2.4

The COM agreed a statement which is reproduced at the end of this report.

Impurities
2.5

The COM had been informed of a published literature survey to evaluate the lowest detectable level
of response in the Ames test for mutagens during the horizon scanning exercise for 2007. The
approach adopted by the authors might have potential wider generic use which could be valuable for
the review of the COM strategy and also for generic advice to Government Departments. (Kenyon
MO et al Regulatory Toxicol, Pharmacol, 48, 75-86, 2007.) The COM reviewed this publication and also
considered other recent publications which had considered a rationale for determining, testing,
controlling specific impurities in pharmaceuticals that possess potential for genotoxicity.

Kenyon MO et al Regulatory Toxicol, Pharmacol, 48, 75-86, 2007
2.6

A literature survey of 454 mutagens tested in the Ames test was undertaken to estimate the lowest
effective concentrations for a variety of classes of mutagens and to develop an understanding of the
sensitivity of the test system. Overall for most representative classes, all compounds were detected at
2500 μg/plate. In a further analysis by class, the authors reported that only a small number of
compounds had LECs that were greater than 250 μg/plate. Overall, the authors estimated that 85% of
mutagenic impurities in an Active Pharmaceutical Ingredient (API) should be detected in Ames tests if
present at ≥5% assuming the API is tested up to 5000 μg/plate. The literature review had been
supported by a number of Ames tests of pharmaceutical agents undertaken in the presence of excess
mannitol (to represent excess API) and verapamil and diltazem (two highly metabolised medicines).
Members agreed that many impurities in APIs were present at less than 5% and it was likely such
impurities would need to be isolated and tested separately in order to evaluate their potential
mutagenic hazard. A negative result in Ames tests for a test material containing impurities below 5%
would not provide reassurance that the impurity had been tested adequately.

Muller L et al Regulatory Toxicology and Pharmacology, 44, 198-211, 2006. and EMEA guidance
(CHMP/SWP/5199/02, 28 June 2006)
2.7
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Members acknowledged that the approach suggested was specific to pharmaceuticals and provided
guidance on assessing genotoxic impurities in APIs particularly in relation to decisions on safety in
respect of clinical trials. The TTC approach was based on assessment of likely intakes of impurities (i.e.
a de minimus risk value (Threshold of Toxicological Concern (TTC) (1.5 μg/person/day)) could be
identified for any chemical, including those of unknown toxicity, taking chemical structure into
consideration). The TTC was originally applied to foodstuffs (e.g. impurities present in flavour materials
and food contact materials) was introduced as a way of prioritising action on those most likely to
cause the greatest risk and there had also been proposals that the TTC could be used to inform on
decisions of acceptability.

2.8

The COM agreed the proposed approach had an advantage in aiding assessment of risk/benefits from
clinical trials. Members agreed that it was not possible to conclude that scaling intakes resulted in the
same mutagenic risk. Members noted that the EMEA guideline limit for genotoxic impurities in APIs
could exceed the TTC for life-threatening illnesses.

Chemical Mixtures
2.9

The COM expressed an interest in the evaluation of the mutagenicity of chemical mixtures during the
2005 and 2006 horizon scanning exercises. One recommendation from COM was to consider the
possible occurrence of synergistic interactions regarding mutagenic effects of chemical mixtures, the
possible mechanisms for any synergistic effects and the implications of such a finding for risk
assessment. It is possible that if synergistic effects between two or more in vivo mutagens occurred
then co-exposure to mixtures containing these chemicals might result in a significant increase in the
risk of mutagenicity and cancer compared to the risks associated with exposure to the individual
chemicals alone. The COM evaluation outlined was intended to build on the work of the COT work
on Risk Assessment of Mixtures of Pesticides and similar substances (WiGRAMP)1
http://www.food.gov.uk/science/ouradvisors/toxicity/cotwg/wigramp/ which was subsequently
extended to encompass other types of chemicals in food (see 2004 COT Annual report
http://www.food.gov.uk/multimedia/pdfs/cotsection.pdf) and the ongoing work of the
Interdepartmental Group on Health Risks from Chemicals (IGHRC) on the risk assessment of chemical
mixtures http://www.silsoe.cranfield.ac.uk/ieh/ighrc/mixtures_document.pdf. Thus the definitions and
nomenclature used to describe interactions regarding mutagenicity induced by chemicals in this
statement were taken from these reviews.

2.10 A number of strategies have been considered for the evaluation of chemical mixtures. These include
testing whole mixtures (integrative), fractionation of mixtures to determine mutagenic components
(dissective, topdown approach), and investigations of interactions by testing simple combinations,
recombined fractions, and spiking of mixtures/fractions (synthetic, bottom up approach). All of these
approaches were identified from literature searches with regard to mutagenicity testing, although
relatively few studies of whole mixtures were identified. Approximately 110 research papers with
potentially relevant information were identified for consideration during the COM review

COM Discussion and Conclusions
Whole mixtures
2.11

The COM considered mutagenicity testing of whole mixtures, and approaches to dissection
(fractionation/concentration) of mixtures. The primary purpose of such studies is to monitor mutagenic
response in tests of a wide variety of mixtures (for example foods, samples of pollution (air and water)
condensates or particles from pyrotechnic mixtures (e.g. cigarette smoke or mixtures of known
compounds), hazardous wastes including industrial process effluents and municipal sludges. The COM
noted that there were comparatively few data on mutagenicity testing of whole mixtures. The COM
agreed that testing whole mixtures first using an in vitro screen (such as the Ames test or SOS
chromotest) would have the advantage of picking up evidence of potential interactions, such as
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synergy, that could be missed by testing individual fractions. However, the failure to detect
mutagenicity when complex mixtures (e.g. fried foods) or fractions (e.g. catalytically cracked clarified oil)
are tested either in vitro or in vivo did not prove the absence of potentially mutagenic compounds.
Approach to dissection of mixtures
2.12 The COM agreed an outline proposal for a strategy for monitoring mutagenicity of chemical mixtures
(in particular occupational and environmental mixtures), based on proposals for evaluating the
mutagenicity of mixtures in the published literature but noted that this was only general guidance and
a case-by-case approach was needed.

Preliminary considerations
A. Collect information on chemical composition, and mutagenicity of chemicals in the
mixture. Define the purpose of the monitoring approach (is this to monitor overall
mutagenic hazard of the mixture, or to monitor the mutagenicity of selected levels of
chemicals or groups of chemicals within the mixture?).
B. Review the literature for appropriate data on sampling, extraction and testing of similar
mixtures. Review the mutagenicity test data on the mixture or similar mixtures or the
chemicals within the mixture selected for monitoring.

Mutagenicity testing
C. Define in vitro testing strategy, focusing on optimising and standardising the approach.
D. Undertake in vitro monitoring to validate approach and identify sources of variation and
their impact.
E. Consider, if necessary on a case-by-case basis, developing an in vivo segment to strategy.
(This might include studies to test whether chemical(s) selected for monitoring had in
vivo mutagenic potential if this was not known. It is unlikely that chemical(s) within a
mixture which were known to be in vivo mutagens would need to be routinely tested.
.

Review of strategy
F. Implement the strategy and use data to inform on risk reduction strategies. It is
important to periodically review the results of a monitoring strategy, particularly if there
is any evidence for a change in the results being reported. There are many potential
sources of variation which could affect the results and it would be important to
differentiate between a change in results due to composition of the mixture from a
change due to variation in fractionation and/or testing procedures. The inclusion of
spiked samples in a strategy for mutagenicity testing of mixtures may be valuable.
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Approach to evaluation of studies to investigate interactions
2.13

The COM agreed the concept of the ‘envelope of additivity’ was a helpful approach in the
presentation of the results of studies and in the identification of non-interaction (e.g. dose-response
and effect additive responses) and interaction responses (e.g. synergy and antagonism). The COM
noted the proposed unifying approach of Gennings and colleagues (see Gennings C et al (2005). A
unifying concept for assessing toxicological interactions: changes in slope. Tox Sci, 88 (2), 287-297.) for
application of statistical methods in chemical mixture research which is based on the shape of the
dose response curve and changes in the slope of the dose-response curve in studies using two or
more chemicals, and agreed that this could be of potential use in evaluating genotoxicity.

Review of published studies on interaction between chemicals with regard to mutagenicity.
2.14 The COM noted that the available published literature presented a number of examples where
interaction between chemicals with regard to mutagenicity had been reported. However, there was
essentially no appropriate independent confirmation of the results in separate tests, or within an
appropriate mutagenicity testing strategy for the identification of interactions and therefore no
definite conclusions could be reached.
2.15 The COM agreed that the available studies had raised a number of potential hypotheses for
interaction (see statement enclosed at the end of this annual report). There was a need for further
research regarding such mechanisms, which if confirmed in an appropriate mutagenicity testing
strategy might be of potential significance for public health.
2.16 The COM agreed a statement which is reproduced at the end of this report.

Phenol
2.17 HSE asked for advice from COM on phenol (along with hydroquinone) in 1994/95 and in 1999. A copy
of the conclusions and the statement agreed in 1999 (published January 2000, COM/00S1).
[Hydroquinone is a metabolite of phenol, see figure 1 below]
Figure 1:

Phenol

Hydroquinone

231

Annual Report 2008

2.18 In 1994, the COM concluded the in vitro mutagenicity data on phenol were of poor quality and results
difficult to interpret, but in vivo data showed phenol to be a somatic cell mutagen at very high dose
levels. (COM noted negative results in long term carcinogenicity bioassays in rats and mice). The COM
noted the potential for rapid conjugation and detoxication via the glutathione pathway and that the
mutagenicity of phenol appeared to be predominantly related to peroxidase activity and catalase could
have a protective role. The COM agreed there was a potential for a threshold mechanism by the oral
route of exposure but could not reach a similar conclusion with regard to dermal or inhalation exposure.
2.19 In 1995, the COM considered a submission from industry which provided some metabolism data.
Overall the COM concluded that appropriate studies to determine the extent of pre-systemic
metabolism following either inhalation or dermal exposure had not been undertaken. The COM
provided guidance on the approaches which could be used including administration of hydroquinone
or phenol via a bronchoscope with very early sampling for free and conjugated test substance in the
blood.
2.20 In 1999, the COM considered a study on bioavailability and metabolism of hydroquinone after
intratracheal instillation in male rats. The results showed free systemic hydroquinone in arterial blood
5-10 seconds after dosing. The COM considered the data suggested the potential for site of contact
and systemic mutagenic effects after inhalation exposure. The COM considered a inhalation exposure
transgenic Muta™mouse study but were unable to draw any conclusions in view of unacceptable levels
of DNA packaging in many of the trials in the experiment. The COM noted a small but consistent
positive result in bone marrow micronucleus studies in mice given intraperitoneal doses of around
100-160 mg/kg bw.
2.21 The COM agreed a statement (COM/00/S1; http://www.iacom.org.uk/statements/COM00S1.htm) in
January 2000. The conclusions reached with regard to phenol were similar to those reached in 1994
2.22 In 2003, the COM considered a pre publication report from the Dow Chemical Company which
provided results to suggest that the in vivo mutagenicity of phenol in the mouse bone marrow
micronucleus assay originated from a transient hypothermia induced by high doses of phenol. The
COM agreed the data supported a case for a threshold mechanism for the induction of MN in bone
marrow of mice but considered publication of the study in a peer-review journal would be necessary
before drawing any definite conclusions. A further COM statement was not published in 2003. The
relevant study has now been published and was identified during the 2007 COM horizon scanning
exercise. Members asked for a review of the paper during the COM horizon scanning exercise. In
addition the HPA asked for advice on the genotoxicity of phenol and specifically whether a threshold
approach can be used with regard to the risk assessment of genotoxicity of phenol.
Introduction to current COM review
2.23 The COM current consideration of phenol covered the period from 1994-2003. The objectives of the
current review were i) produce an updated COM statement on phenol, ii) to evaluate the Spencer
study on hypothermia and also iii) to consider if any in vivo mutagenic effect of phenol can be
considered as related to a threshold effect
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2.24 The COM agreed with the conclusions reached on phenol in its previous statement (COM/00/S1). (The
COM agreed the overall conclusions reached in the draft EU Risk Assessment report which had been
provided for members’ information.)
2.25 The following overall conclusions were agreed.
a. Phenol is mutagenic in vitro in mammalian cells giving rise to gene mutation and chromosomal
damage in the presence and absence of exogenous metabolic activation. The mode(s) of action
had not been fully elucidated although there was evidence that effects were in part due to
oxidative DNA damage
b. Phenol should be regarded as an in vivo somatic cell mutagen. The COM confirmed that there was
consistent evidence for a small effect at doses below the i.p. LD50.
c. The COM agreed that the published study by Spencer et al 2007 had been well conducted but
considered a dose level of 200mg/kg bw i.p would have been valuable. The dose level used in the
study of 300 mg/kg bw clearly exceeded the maximum tolerated dose level. The committee
considered that the degree and duration of hypothermia reported with phenol was severe and
prolonged. Members concurred with the conclusion reached by the study authors and reported in
the publication ‘.. overall, these studies suggest a role, but not necessarily a causality, for phenolinduced hypothermia in the formation of MN.’
d. The COM concluded that the additional ‘in confidence’ data on thermoregulatory support in
phenol treated animals provided inconclusive evidence regarding the role of hypothermia in
phenol-induced micronuclei in mice. Thus for phenol-treated animals there was evidence of
impaired capacity to modulate temperature compared to controls and a transient hypothermia. It
was possible that the application of thermoregulatory control could influence the formation of
MN in control and phenol treated mice.
e. The COM concluded that all the available data on phenol suggested phenol should be regarded as
a non-threshold in vivo systemic mutagen. There is insufficient evidence to support a threshold
approach to risk assessment of systemic phenol.
2.26 The COM agreed a statement which is reproduced at the end of this report.
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Horizon Scanning
2.27 The annual horizon scanning exercise was intended to provide an opportunity for members and advisers
from Government Department/Agencies to discuss and suggest topics for further work. Considerable
progress on the items identified in the 2006 horizon scanning exercise had been made, although it was
noted that review on mutational spectra had not been initiated and this would be carried over to next
years work programme. The primary objective of the 2008/9 horizon scanning exercise was to provide
information to aid members’ consideration of the scope and format of the revision of the COM guidance.
The committee agreed that the following topics should be considered and could be included in the COM
guidance; aneuploidy, mutational fingerprints/spectra, GADD 45 assay, and risk assessment.
2.28 Other suggestions for potential consideration included tissue concentrations in relation to lowest effect
dose in carcinogenicity studies (the International Life Sciences Institute (ILSI) was doing some work on this),
the Pig A assay (Bryce SM et al Envion Mol Mut, 49, 256-264, 2008), pesticide impurities and nanomaterials.

Test Strategies and Evaluation
Review of COM Guidance 2000
2.29 The current COM mutagenicity testing strategy (2000) was developed to update the strategy document
published in 1989 (Report on Health and Social Subject No 35) which had been based on a strategy agreed
in 1981. The COM guidance document published in 1989 contained a number of chapters on the basic
science of mutations and their significance for human health as well as a testing strategy. The current COM
strategy was a scientifically based approach to mutagenicity testing which updated the 1989 guidance, for
example, with incorporation of the in vitro micronucleus assay as a test for clastogenicity/aneuploidy and
the inclusion of newer approaches to in vivo testing such as use of transgenic animal models. The need to
periodically reflect on developments was recognised by COM in 1981 and in 1989. The current COM
guidance was not developed in response to a specific regulatory request but reflected the desire of COM
members to update their guidance.
2.30 The guidance should produce a scientifically based strategy which can be used for screening compounds
(not limited to one sector such as pharmaceuticals), evaluating genotoxicity of existing chemicals (such as
contaminants) and providing case-by-case guidance in specific circumstances where specific questions
regarding a compound arise (e.g. evaluating genotoxicity mode of action in rodent carcinogen target and
non target tissues).
2.31

The Committee held two wide ranging scoping discussions during 2008 and during consideration of
horizon scanning (see paragraph 2.24 for examples of areas to be considered during revision of the COM
guidance). In addition several options for disseminating the COM review were explored including
publication of a further booklet on a strategy for genotoxicity testing, a peer review publication and
publication of a series of guidance documents on the COM Internet site. The advantage of a series of
general guidance statements would be that these could be more readily updated when significant advances
in genotoxicity testing and evaluation became available (e.g on identifying thresholds for genotoxicity or
the assessment of in vivo mutagenic potency). It was agreed that all three options should be explored.

2.32 The COM agreed to consider the subject of potential thresholds for genotoxins at its February 2009 meeting.
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Ongoing Reviews
Acrylamide
2.33 In 2007, the HSE requested a further evaluation from the COM regarding the information cited by the
Polyelectrolyte Producers Group (PPG) in a letter to the chair of COM (dated 8 May 2007, COM
statement 07/02). In view of the widespread dietary exposure to acrylamide, the Food Standards
Agency requested that such a review should consider all available genotoxicity data on acrylamide. In
2007, the COM agreed that the EU risk assessment review completed by HSE (EU Risk Assessment
report 2002) could be used as a basis for the review, and agreed a strategy for this to be extended
with a systematic review of the scientific literature available subsequent to the EU report.
2.34 In 2008 Members reviewed the findings of the EU Risk Assessment Report and were presented with
the systematic review of data relating to the genotoxicity of acrylamide and glycidamide published
after 1995, and other pre 1995 references that had not been included in the EU risk assessment report.
This systematic review, together with several presentations and submissions from the PPG, formed the
basis of extensive discussions at each meeting in 2008. This has enabled a detailed statement to be
drafted. The Committee expect to receive final comments on the fourth draft of the statement from
the PPG in January 2009; with publication of the statement expected soon after, subject to any
revisions in light of the submitted comments.

Toxicogenomics
2.35 The COT/COC/COM held a joint symposium on the issue of genomics and proteomics in October
2001 and published a joint statement in December 2004 on the use of toxicogenomics in toxicology.
This was based on literature review of 50 studies and included information from the International Life
Sciences Institute/Health and Environmental Sciences Institute (ILSI/HESI) collaborative programme of
research. This topic was identified during the 2006 horizon scanning exercise for an updated review.
The DH Toxicology unit drafted a short overview of a number of new relevant in vitro studies, which
included data on gene expression changes in studies on DNA adducts and mutagenicity for the
October 2007 meeting. A large number of papers had been retrieved, but those selected for review
were specifically chosen with the aim of identifying any advancement in the field, which may affect
the conclusions drawn in the last statement. The COM considered a draft discussion paper at its
October 2008 meeting. A further discussion paper is to be considered in 2009 reporting on the
results of the ongoing ILSI/HESI trials.
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Statements of the COM
Statement on mutagenicity assessment of chemical mixtures
COM/08/S1- March 2008
Introduction
1

The COM expressed an interest in the evaluation of the mutagenicity of chemical mixtures during the
2005 and 2006 horizon scanning exercises. One recommendation from COM was to consider the
possible occurrence of synergistic interactions regarding mutagenic effects of chemical mixtures, the
possible mechanisms for any synergistic effects and the implications of such a finding for risk
assessment. It is possible that if synergistic effects between two or more in vivo mutagens occurred
then co-exposure to mixtures containing these chemicals might result in a significant increase in the
risk of mutagenicity and cancer compared to the risks associated with exposure to the individual
chemicals alone. The COM evaluation outlined in this statement is intended to build on the work of
the COT work on Risk Assessment of Mixtures of Pesticides and similar substances (WiGRAMP)1
http://www.food.gov.uk/science/ouradvisors/toxicity/cotwg/wigramp/ which was subsequently
extended to encompass other types of chemicals in food ( see 2004 COT Annual report
http://www.food.gov.uk/multimedia/pdfs/cotsection.pdf) and the ongoing work of the
Interdepartmental Group on Health Risks from Chemicals (IGHRC) on the risk assessment of chemical
mixtures http://www.silsoe.cranfield.ac.uk/ieh/ighrc/mixtures_document.pdf. Thus the definitions and
nomenclature used to describe interactions regarding mutagenicity induced by chemicals in this
statement have been taken from these reviews and are briefly commented on in paragraph 2 of this
introduction.

2

The COT had noted that although there were a large number of studies on mixtures relatively few had
appropriate data on the nature of the interactions between chemicals. The general principle reached
from substantive consideration by the COT of data on pesticides across all toxicological end points
was that in absence of data to the contrary, substances with similar modes of action could be
assumed to act by dose-additivity, and substances with dissimilar modes of action could be assumed
to act by effect additivity. The term interaction could imply a range of effects such as synergism,
potentiation, supra-additivity, or sub-additivity. The COT had not specifically considered the most
appropriate approaches to mutagenicity testing of mixtures or development of mutagenicity testing
approaches to identify interactions with regard to mutagenicity.

Introduction to approaches to evaluation of mutagenicity of mixtures
3
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A number of strategies have been considered for the evaluation of chemical mixtures.3 These include
testing whole mixtures (integrative), fractionation of mixtures to determine mutagenic components
(dissective, top-down approach), and investigations of interactions by testing simple combinations,
recombined fractions, and spiking of mixtures/fractions (synthetic, bottom up approach). All of these
approaches have been identified from literature searches with regard to mutagenicity testing, although
relatively few studies of whole mixtures were identified. Approximately 110 research papers with
potentially relevant information were identified for consideration during the COM review.

4

A discussion paper on the mutagenicity testing of whole mixtures, approaches to dissection
(fractionation/concentration) of mixtures regarding mutagenicity, and the presentation of a draft
strategy for mutagenicity evaluation of mixtures was considered at the February 2007 meeting.
http://www.iacom.org.uk/papers/documents/muto703.pdf

5

A discussion paper which presented a systematic review of published literature (up to the beginning of
June 2007) of studies which had examined the potential interaction between chemicals regarding
mutagenicity was considered at the October 2007 meeting. The Committee also briefly discussed
approaches to design and evaluation of ‘synthetic’ studies investigating interaction between chemicals
regarding genotoxicity. The COM considered the ‘envelope of additivity’ approach could be a useful
approach to presenting data from studies designed to investigate potential interaction between
chemicals with regard to mutagenicity and genotoxicity (outlined in paragraph 17).
http://www.iacom.org.uk/papers/documents/muto715.pdf

6

This statement summarises the information contained in these discussion papers and the conclusions
reached by COM.

Mutagenicity testing of whole mixtures, approaches to dissection (fractionation/concentration)

Whole mixtures
7

There were comparatively few studies where whole mixtures had been subjected to mutagenicity
evaluation retrieved. An in vivo approach to the mutagenicity testing of cooked meats was
considered.4 The primary purpose for mutagenicity testing of whole mixtures outlined in the
literature was the development of monitoring approaches to inform on risk reduction strategies. The
studies need to be interpreted in terms of the overall mutagenic potency of the mixture and the
sensitivity of the assay used to detect an effect, but it was noted that the data from such studies
provided no information on the relative contribution of mutagenic chemicals present in the food or
the interactions between chemicals regarding mutagenicity. A number of investigators have suggested
that, where there is evidence that components of a mixture do interact and, in particular, where there
is evidence of mutagenic synergy, then it might be prudent to evaluate whole mixtures as they exist
to obtain appropriate information on mutagenic hazard.5 Anwar (1993) proposed the term ‘total
mutagenic burden’ for whole mixtures6 However the failure to detect mutagenicity when complex
mixtures (e.g. fried foods) or fractions (e.g. catalytically cracked clarified oil) are tested either in vitro or
in vivo did not prove the absence of potentially mutagenic compounds.7,8 The COM agreed that
testing whole mixtures first using an in vitro screen (such as the Ames test or SOS chromotest) would
have the advantage of picking up evidence of potential interactions, such as synergy that could be
missed by testing individual fractions or chemicals isolated from a mixture.
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Approaches to dissection (fractionation/concentration)
8

The key elements to approaches that might be potentially used are shown below in figure 1;
A

B

C

Environmental sampling.

Fractionation by solvent
extraction, distillation
and condensation.

Mutagenicity testing
strategy. From one
in vitro test up to and
including several in vitro
and in vivo.

Selection of test
mixtures/products.

Figure 1; outline approach which could be used to evaluation of mutagenicity of chemical mixtures.
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9

The COM considered published studies on the approach outlined in figure 1.9-26 The COM agreed that
a detailed review of environmental sampling for mutagenicity evaluation of mixtures was beyond the
scope of the COM review. There were a wide range of factors which might affect the chemical
mixture in samples recovered for mutagenicity testing including those affecting the emission of
mixtures to the environment including variation in sources of release, distribution and degradation in
the environment, the sampling procedure used (e.g. mass and volume of sample collected, the size
distribution of particles in samples, the potential for reaction of sample with adsorbents/filters used in
collection), and storage of samples prior to mutagenicity testing.9 Overall, it was concluded sampling
strategies can significantly influence the estimation of mutagenicity of chemical mixtures and there is
thus a need for a careful case-by-case approach to a sampling strategy with consistency of sampling
procedure attained in order to generate mutagenicity data that are comparable.

10

The COM reviewed fractionation procedures using solvent extraction, distillation and condensation for
a number of mixtures samples (diesel particles collected occupationally or environmentally13,14,15 or
directly from exhausts20,22 or from fumes e.g coke oven, roofing tar)17, oil based liquids16,23,
condensates or particles from pyrotechnic mixtures (e.g cigarette smoke9,12,19 or mixtures of known
compounds19), hazardous wastes including industrial process effluents and municipal sludges18 and
water samples taken from various points in the distribution system21). Most approaches used a single
step extraction procedure. One particular difficulty in developing a strategy was optimising mutagenic
response whilst avoiding excessive toxicity to the mutagenicity test indicator organisms used
(e.g. bacteria). Multi step procedures can result in loss or modification of mutagenic components. In
an WHO International Programme on Chemical Safety (IPCS) led collaborative study of the
mutagenicity of mixtures (urban air samples, diesel particles and coal tar solution) significant
interlaboratory and intralaboratory variance in the results of Salmonella typhimurium TA98 and TA100
with or without exogenous metabolic activation was noted, which was partly due to the method of
extraction (either soxhlet or ultrasonication) using dichloromethane as a solvent as well as the
mutagenicity test procedures used.10,11 The final step in the fractionation procedure usually involved
evaporation of extracts and resuspension in a solvent (usually DMSO) which is compatible with cell
cultures used in mutagenicity tests and in vivo mutagenicity test systems. This final step may also
introduce a potential source of variation regarding mutagenicity test data.

11

The COM considered that general guidance could not be provided regarding fractionation procedures,
and that the testing strategy would need to be considered on a case by case basis. Both the top
down and bottom up approaches to mutagenicity testing of mixtures were considered to have
potential applications in different circumstances.

12

The primary objective of the mutagenicity testing strategy for chemical mixtures should be to identify
hazard in the tested material or mixture. A comparison of the mutagenicity test data for test mixtures
derived from the same sources and subject to the same extraction and fractionation procedures may
provide information for monitoring hazard of environmental samples, commercial products, pyrolysis
products and hazardous wastes. The IPCS collaborative study also reported considerable variation in
results with regard to strain of Salmonella used, the activation conditions and between replicate
mutagenicity tests within the same laboratory.11,12 It is therefore likely that any successful approach to
monitoring mutagenic hazard in chemical mixtures over a period of time would need to use well
established sampling, extraction and fractionation procedures, and mutagenicity testing procedures
with a high degree of quality control for each step. Additional procedures could include spiking
mixtures with compounds of known structure and mutagenic potential to investigate procedures used
(e.g. extraction14 or pyrolysis12). Most studies are conducted to monitor the mutagenicity of chemical
mixtures (e.g. serial samples from one potential source or batch to batch sampling of a product) but it
is possible to use them in an investigative approach to study potential sources of mutagen release (e.g.
the effect of agricultural run off on mutagenicity of water samples by timing and positioning sample
collection from water courses21).

13

The majority of mutagenicity studies of chemical mixtures identified for the COM review used
Salmonella typhimurium test strains as the only mutagenicity test.3,9,13,14,18,20,23,25 These studies may
include exogenous metabolic activation systems selected to increase the number of revertant
colonies formed for a particular tested mixture or to test for the mutagenicity of particular groups of
compounds within a mixture (e.g. use of hamster S-9)23 or selection of particular Salmonella strains
(e.g. use of nitroreductase (NR) deficient strains20, and NR and O-acetyltransferase deficient strains25)
or treatments (use of ROS scavengers such as α-tocopherol and/or ascorbate15) to monitor the
mutagenicity of particular groups of mutagenic chemicals within the mixture. Additional in vitro tests
(e.g. using mammalian cells) can extend the potential for monitoring mutagenic hazard over a wider
range of chemicals present in the mixture.

14

Relatively fewer studies use additional in vitro and in vivo tests.15-17 in vivo mutagenicity tests are
usually incorporated into testing strategies for single chemicals to confirm the potential for a
compound of unknown mutagenic potential to induce effects in vivo. The COM agreed that the
inclusion of in vivo tests would have a confirmatory role only for monitoring of chemical mixtures,
rather than being used routinely. This would be the case particularly when the environmental
monitoring procedures were being carried out on mixtures containing known in vivo mutagens, but
possibly at levels below the level of detection in in vivo assays. One potentially useful approach
regarding the inclusion of in vivo tests in a strategy for monitoring complex mixtures was provided by
Williams and Lewtas 198517 who correlated the mutagenic response (slope of the dose-response curve)
to organic extracts from diesel, coke oven, roofing tar and cigarette smoke emissions in in vitro tests
(Salmonella typhimurium TA98 +S-9 (rat or hamster), and mouse lymphoma mutagenicity) with the
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response in mouse skin tumour initiation assays. Having correlated mutagenic potency in vitro and in
vivo (in this case between different mixtures) it would therefore be possible to continue monitoring
and undertake comparative ranking of different samples of these mixtures using an in vitro
mutagenicity test strategy. It is possible to reach this conclusion as there was relatively good
knowledge of the chemical composition of the mixtures included in the study, and a key hypothesis
under test was the investigation of mixtures of PAHs which helped to define the in vitro and in vivo
parts of the testing strategy.
15

The COM agreed an outline proposal for a strategy for monitoring mutagenicity of chemical mixtures
(in particular occupational and environmental mixtures such as described in paragraph 10 of this
statement), based on proposals for evaluating the mutagenicity of mixtures in the published
literature24,26 but noted that this was only general guidance and a case-by case approach was needed.

Preliminary considerations
A. Collect information on chemical composition, and mutagenicity of chemicals in the mixture.
Define the purpose of the monitoring approach (is this to monitor overall mutagenic hazard of the
mixture, or to monitor the mutagenicity of selected levels of chemicals or groups of chemicals
within the mixture?).
B. Review the literature for appropriate data on sampling, extraction and testing of similar mixtures.
Review the mutagenicity test data on the mixture or similar mixtures or the chemicals within the
mixture selected for monitoring.

With regard to mutagenicity testing
C. Define in vitro testing strategy, focusing on optimising and standardising the approach.
D. Undertake in vitro monitoring to validate approach and identify sources of variation and their
impact.
E. Consider, if necessary on a case-by-case basis, developing an in vivo segment to strategy. (This
might include studies to test whether chemical(s) selected for monitoring had in vivo mutagenic
potential if this was not known. It is unlikely that chemical(s) within a mixture which were known
to be in vivo mutagens would need to be routinely tested.)

Review of strategy
F. Implement the strategy and use data to inform on risk reduction strategies. It is important to
periodically review the results of a monitoring strategy, particularly if there is any evidence for a
change in the results being reported. There are many potential sources of variation which could
affect the results and it would be important to differentiate between a change in results due to
composition of the mixture from a change due to variation in fractionation and/or testing
procedures. The inclusion of spiked samples in a strategy for mutagenicity testing of mixtures may
be valuable.
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Approaches to evaluating mutagenic interaction between chemicals
16

The design of synthetic studies to investigate the potential for interaction between chemicals,
fractions or after spiking mixtures with chemicals is particularly complex. A number of factors to
include, illustrated in the studies identified for review (for example3,12,25) included the need for
consideration of expected patterns of mutagenic response in bacterial tester strains used, the design
of a testing strategy to limit the number of combinations tested to a minimum required to evaluate
the nature of any interactions in mutagenicity tests (by selecting concentrations of test materials
taking into account the dose-response of individual compounds or fractions in the tester strains, the
consideration of the need for replicate experiments), and the consideration of the most appropriate
approach to statistical analysis of data. The data could be analysed by a number of methods including
the projections to latent structures (PLS) approach which overcomes many of the problems inherent
in inter-correlated (dependent) predictor variables and produces results which are easily viewed.13

17

The COM agreed the concept of the envelope of additivity was potentially a helpful approach to
graphically presenting the results of studies and to help identify non-interaction (e.g. dose-response
and effect additive responses) and interaction responses (e.g. synergy and antagonism)27. The COM
noted the proposed unifying approach for application of statistical methods in chemical mixture
research based on the shape of the dose response curve and changes in the slope of the doseresponse in studies using two or more chemicals.28 The approach suggested by Gennings et al linked
the traditional statistical models of interaction (as found in the general linear model / factorial ANOVA
models) to the different concepts of joint toxic action. The unification of the approaches is achieved
by showing that there is no interaction if the dose-response relationship of one chemical is not
changed by the presence of other chemicals. An interaction exists if there is a change in the slope of
the response. This concept of interaction related to underlying statistical models of additivity.
Members agreed that the approach suggested by Gennings et al 2005 could be potentially helpful
when assessing mutagenicity studies of interaction between chemicals.

Review of studies investigating the potential interaction between chemicals regarding mutagenicity
18

A total of 91 research papers were identified by literature searches up to June 2007. A quality scoring
approach was used to select the best quality studies for further review by COM. The quality
screening approach was based on Borgert et al 200129 for evaluating interaction studies in terms of the
quality of design, data and interpretations. Reliable interaction studies were considered to be those
that are interpretable without making assumptions about untested and unanalysed parameters. (An
overview of the quality scoring criteria is given in Annex 1 to this statement.) Very few (n=15)
published studies met all five of the criteria and these were considered in detail.30-44 Brief summaries
of other papers not meeting all of the quality screening criteria were also provided for the COM.

19

The COM agreed that the well-conducted studies of defined mixtures of mutagenic chemicals did not
provide a consistent picture of combination effects being predictable on the basis of the single agent
dose-response information. In the majority of cases, substances tested in these studies are mutagens
with relatively well understood mechanisms of action (e.g. B[a]P, and the alkylating agents EMS, MMS,
MNU ). In only one instance was the same combination of chemicals tested (EMS and ENU) in two
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different tests (Ames36 and in an in vivo mouse micronucleus test42). Kawazoe and colleagues showed
that in the Ames assay EMS and ENU induced linear dose-responses and that using dose addition it
was possible to model the combined effect of these chemicals.36 In the mouse micronucleus assay,
these chemicals induced non-linear dose response curves, but mixture effects were consistent with
dose addition predictions.42 For other combinations of alkylating agents, however, it is not clear why
additivity is not observed. In many of these cases, observed mixture effects appear to fall within the
additivity envelope and as some investigators do not estimate confidence ‘belts’ for the additivity
predictions, it is possible the observations are not truly statistically significantly different from the
non-interaction predictions.
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20

The COM considered that an important part of the assessment of genotoxicity studies of interaction
between chemicals would be reproducing results seen in one test system with other appropriate
genotoxicity tests (e.g. confirming results seen in bacterial gene mutation assays in mammalian cell
gene mutation assays). This could be used in a weight of evidence assessment of interactions and
would be particularly important for assessment of interactive effects such as synergy or antagonism.
The strategy for assessment of interaction with regard to mutagenicity would also need to include
in vivo tests with appropriate consideration of toxicokinetics and exposure of sampled tissues.
Members commented that the available published literature presented a number of examples35,37,38,40
where interaction had been reported, but there was essentially no appropriate independent
confirmation of the results in separate tests, or within an appropriate mutagenicity testing strategy for
the identification of interactions and no definite conclusions could be reached.

21

The COM considered the four available published studies which reported the best evidence for
interaction in detail to provide advice on possible mechanisms of mutagenicity might be associated
with interaction.

22

Homme M et al (2000)35 had documented synergistic DNA damage using UDS assays in human
fibroblasts between 4-nitroquinoline-1-oxide (4-NQO) and non-effective methyl methanesulfonate
(MMS). The authors had proposed that the ultimate DNA reactive metabolites formed from 4-NQO
resulted in unwinding of super helical DNA so that more molecules of MMS could reach the bases of
DNA resulting in increased methylation and mutation. The COM considered that a viable hypothesis
had been proposed. It would be necessary to undertake independent confirmation of the results and
to include additional combinations of mutagens with and without 4-NQO to provide further data to
investigate the proposed mechanism. At present no definite conclusions could be reached on this
specific example of an interaction.

23

Kojima H et al (1992)37 had investigated the potential for interaction between MMS and EMS in
Chinese hamster V79 cells using cell killing, induction of 6-thioguanine mutants (6TG resistant mutants)
and chromosome aberrations. These authors had reported evidence for synergistic interactions for
both cell killing and 6TG mutation and evidence for additivity with regard to chromosome aberrations.
The authors had suggested that the DNA damage produced by one alkylating agent could be
increased in the presence of a small amount of another alkylating agent. The COM noted the
predominant SN2 mechanism of MMS and the SN1 mechanism of EMS and considered that these
differences could form the basis for a hypothesis of interactive effects with regard to genotoxicity.

However the COM considered there was a need for independent confirmation of these results and
further investigations of other alkylating agents before any definite conclusions could be reached.
24

Lutz WK et al (2005)38 had reported evidence for antagonism using a combination of N-methyl-Nnitrosourea (MNU) and the topoisomerase-II inhibitor genistein (GEN) in the mouse lymphoma assay in
LY5178Y cells. In separate tests when MMS was combined with GEN an additive response (reported to
be within the envelope of additivity) was reported. The authors hypothesised that the profile of DNA
methylation and or epigenetic effects were responsible for the different responses reported for the
binary combinations tested. The COM considered these investigations raised interesting hypotheses
for further testing but no definite conclusions could be reached on these data.

25

Marrazzini A et al (1994)40 had undertaken in vivo mouse bone marrow MN tests in mice using
intraperitoneal administration of binary combinations of hydroquinone, catechol and phenol. Mixtures
of hydroquinone and phenol and catechol and phenol were reported to result in synergistic induction
of micronuclei. Members noted that it was not possible to discern a potential mechanism of
interaction from these studies which could be used to support hypotheses for further testing.

26

The COM was aware of the different interpretations of the term synergy was used by the research
groups and the limitations in the available data made it difficult to reach any definite conclusions.
However, overall there was insufficient evidence to conclude that the studies reviewed provided
conclusive evidence for interaction effects (either synergy or antagonism). However, a number of the
studies provided evidence to suggest hypotheses for interaction (see paragraphs 22-25) which could be
further examined in appropriately designed mutagenicity testing strategies. These included the
interaction between ultimate DNA reactive chemicals and DNA structure, (e.g. different mechanisms of
DNA alkylation), the effect of covalent binding to DNA of one chemical on the potential for other
reactive metabolites and chemicals to bind to DNA, and possible epigenetic mechanisms which could
potentially result in a mutagenic response that resulted from an interactive effect between chemicals
(i.e. synergistic or antagonistic). The COM agreed that the potential for interactions between chemicals
with regard to genotoxicity needed to be studied on a case-by-case basis.

COM Discussion and Conclusions
Whole mixtures
27

The COM considered mutagenicity testing of whole mixtures, and approaches to dissection
(fractionation/concentration) of mixtures. The primary purpose of such studies is to monitor mutagenic
response in tests of a wide variety of mixtures for example foods, samples of pollution
(air and water) condensates or particles from pyrotechnic mixtures (e.g. cigarette smoke or mixtures of
known compounds), hazardous wastes including industrial process effluents and municipal sludges. The
COM noted that there were comparatively few data on mutagenicity testing of whole mixtures. The
COM agreed that testing whole mixtures first using an in vitro screen (such as the Ames test or SOS
chromotest) would have the advantage of picking up evidence of potential interactions, such as
synergy, that could be missed by testing individual fractions. However, the failure to detect
mutagenicity when complex mixtures (e.g. fried foods) or fractions (e.g. catalytically cracked clarified oil)
are tested either in vitro or in vivo did not prove the absence of potentially mutagenic compounds.
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Approach to dissection of mixtures
28

The COM agreed an outline proposal for a strategy for the fractionation and monitoring of the
mutagenicity of chemical mixtures (as outlined in paragraphs 10-15 of this statement) but noted that
this was only general guidance and a case-by case approach was needed.

Approach to evaluation of studies to investigate interactions
29

The COM agreed the concept of the ‘envelope of additivity’ was a helpful approach in the
presentation of the results of studies and in the identification of non-interaction (e.g. dose-response
and effect additive responses) and interaction responses (e.g. synergy and antagonism). The COM
noted the proposed unifying approach of Gennings and colleagues (see reference 28) for application
of statistical methods in chemical mixture research which is based on the shape of the dose response
curve and changes in the slope of the dose-response curve in studies using two or more chemicals,
and agreed that this could be of potential use in evaluating genotoxicity.

Review of published studies on interaction between chemicals with regard to mutagenicity.
30

The COM noted that the available published literature presented a number of examples where
interaction between chemicals with regard to mutagenicity had been reported. However, there was
essentially no appropriate independent confirmation of the results in separate tests, or within an
appropriate mutagenicity testing strategy for the identification of interactions and therefore no
definite conclusions could be reached.

31

The COM agreed that the available studies had raised a number of potential hypotheses for
interaction (see paragraph 26). There was a need for further research regarding such mechanisms,
which if confirmed in an appropriate mutagenicity testing strategy might be of potential significance
for public health.

March 2007
COM/07/S1
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Statement on Mutagenicity Evaluation of Mixtures Annex 1
Approach to quality screening of published papers on interaction studies: Sumerised from Borget CJ et al
(2001) Hum Ecol Risk Assess, 7, 259-306
1

In 2001, Borgert and colleagues (Hum Ecol Risk Assess 7(2): 259-306, 2001) proposed a set of criteria for
evaluating interaction studies in terms of the quality of design, data and interpretations. Reliable
interaction studies are those that are interpretable without making assumptions about untested and
unanalysed parameters. Although there is debate among experts regarding which models of noninteraction, which methods of combination analysis, and which statistical tests are most appropriate, it
was still possible to apply the principles outlined by Borgert et al to assist in data interpretation. The
criteria proposed were designed to assist risk assessors in identifying studies that can be used in
component-based mixture risk assessments as well as those studies that are less useful due to
inadequacies in design or interpretation. The aim was for them to apply broadly to interaction data for
all effects of drugs, pesticides, industrial chemicals, food additives and natural products.

2

These criteria appear to provide a useful basis on which to evaluate the studies identified on
mutagenic interactions. The five criteria set out below have been refined where necessary to facilitate
their specific application to genetic toxicology studies and then used to evaluate the 91 retrieved
articles.
I. Dose-response relationship for the individual mixture components are adequately characterised
Without adequate dose-response relationship characterisation for the individual components, it is not
possible to determine whether a biological effect of a mixture is due to interactions between the
components.
Ideally, single agent dose-response characterisation should enable slope, inflection points, and
maximum and minimum effects to be estimated. Most importantly, key to being able to decide the
appropriate ‘no interaction’ hypothesis (Criterion II, below) is whether the individual components of
the mixtures have linear or non-linear dose-response curves and whether they have similar slopes.
Inadequate characterisation of the dose-response relationship can lead to erroneous conclusions of
interactions and this might be compounded further if the mixture components have significantly
different shaped dose-response relationships.
For the purposes of this COM review, it was decided to focus, in the first instance, on mixtures of
chemicals where all components are mutagenic. That is, evidence of “potentiation” from mixtures of
mutagens with co-mutagens has not been considered at this point. Therefore, it is assumed that each
mixture component alone induces a measurable genotoxic effect and detailed dose-response data are
available.

245

Annual Report 2008

II. An appropriate ‘non-interaction’ or ‘additivity’ hypothesis should be, a priori, explicitly stated and
used as the basis for assessing combination effects.
Interactions are inferred when a mixture of chemicals produces a biological response greater or less
than expected based on mathematical concepts of additivity (non-interaction). Two models of noninteraction have been well-developed in the pharmacological and toxicological literature and are
appropriate as the basis for non-interaction hypotheses. Dose addition is based on the concept that
an agent cannot interact with itself, and predicts that two non-interacting compounds will behave as
dilutions of one another when combined. The second model is response addition, and expresses
probabilistic independence between two compounds. In this case, independence implies functional
independence between two chemicals such that the incremental effect of one compound is
unchanged in the presence of a second.
In the literature, dose addition largely assumes a strictly similar mechanism of action of all mixture
components, while response addition is based on the idea of completely dissimilar mechanisms of
action of the mixture components. Therefore, if mechanisms of action are well-enough understood,
this may suggest the most appropriate non-interaction model to assume. However, in most cases
adequately detailed understanding of the toxicological mechanisms of action for the individual
mixture components is not available. Therefore it may be useful to compare observed combination
responses with both models of non-interaction. In so doing, applying both models will generate a
range of effects delineated by dose addition and response addition, referred to by some researchers
as an ‘additivity envelope’, in which a non-interacting mixture would be expected to lie (Figure 1). This
approach would be considered to meet this criterion. In addition, as the number of individual
components in the mixtures of interest increases, it is likely that there will be a variety of chemicals
with similar and dissimilar mechanisms of action and it may not be appropriate to use dose addition
or response addition. In this regard, some groups are beginning to combine the two models, but as an
interim, it is feasible to assume effects will lie in the additivity envelope if the mixture is noninteractive.
It should be noted, that dependent on the default non-interaction model applied, there are different
demands made on the ideal single substance dose-response data (which has an impact on Criterion I).
That is, for dose addition, single substance studies have to provide concentration-effect data for the
same effect levels that will be assessed in the combination studies. For the application of response
addition, it is necessary to have detailed resolution of the single substance dose-response
relationships at effect levels below the region of interest for the mixtures.
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Figure 1. Schematic representation of a non-linear dose-response relationship (left hand side for two
substances,A and B) and classification possibilities for the response of a mixture of the two
components (right hand side; dose response for B added to dose x of A). Taken from Lutz et al. (2005).
Dose x of chemical A produces a response of 1 effect unit, and dose y of chemical B has the same
effect magnitude, in fact chemicals A and B have the same dose-response curves. A mixture of dose x
of substance A plus dose y of substance B generated a response of effect level 4, one might postulate
that A and B acted in a synergistic manner. This is interpretation is not correct when the shape of the
chemicals’ dose-response curves are considered. Therefore, the mixture of dose x of substance A plus
dose y of substance B can be considered as dose 2x of chemical A or 2y of chemical B, and these
doses generate a response of effect level 4, i.e. in agreement with dose addition. If the two chemicals
acted independently of each other, the expectation would be the lower of the two curves in the right
hand panel, i.e. response addition. This curve has exactly the same shape as the dose-response on the
left hand panel, except that it is set off on the y-axis by response level 1 (the effect generated by dose
x of A). On this basis, the mixture of dose x of substance A plus dose y of substance B would result in
effect level 2 as shown by the lower dotted line on the right hand panel.
III. Combinations of mixture components should be assessed across a sufficient range of
concentrations and mixture ratios to support the goals of the study
The characteristics of a mixture are clearly dependent on the components of the mixture and the
concentration range of the mixture that is tested. However, there may also be considerable
dependence on the ratios at which each component is present within the mixture. This is because
different types of interactions can be exhibited by the same mixture of chemicals at different mixture
ratios. Approaches to mixture testing routinely used include:
-

full factorial design: tests a full complement of component ratios across the dose-response range
of each mixture ratio.
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-

fractional factorial design: reduces the number of tests to a specified subset of mixture
combinations while still maintaining a substantial proportion of the information that would be
produced with a full factorial design.

-

ray design: tests fixed-ratio mixtures, i.e. a constant ratio of the mixture components, across a
range of concentrations.

There are no hard and fast rules as to the correct approach to take in all cases, but it is important to
employ the design that will satisfy the goals of the study, and not to over-interpret the resulting data.
Detailed descriptions of these different approaches have been published recently (IGHRC, US EPA etc.)
IV. Formal statistical tests should be used to determine whether the response produced by a
combination is different from that predicted by the additive hypothesis.
Some researchers evaluate only whether responses differ statistically from controls and whether dose
combination responses differ statistically from individual component responses. Such comparisons do
not actually address the question of whether there is an interaction. As detailed in Criterion II, the
appropriate non-interaction model will have been stated, and statistical tests should compare the
observed mixture effect with that of the expected joint effect on the basis of the non-interaction
hypothesis. Without a clearly stated non-interaction hypothesis, the results of any statistical test
cannot be interpreted. Statistical methods that have been used to infer that mixture components
interact include simple t-tests, linear models (including ANOVA and multiple regression) and
multivariate regression. Ideally, the statistical approaches will allow confidence intervals to be placed
on the observed mixture data and also on the predictions based on the mathematical models of dose
addition or response addition. As the prediction is based on experimental (variable) data on the single
substances, it is possible to estimate the variability associated with the predicted combined effect.
V. Interactions should be assessed at relevant levels of biological organisation.
Although the primary objective of the mutagenicity testing strategy for chemical mixtures should be
to identify hazard in the tested material or mixtures, it is important to understand if the mixture poses
a significantly greater hazard than the individual components. Identifying a potential interaction which
might be of potential importance for public health, therefore requires not only a mechanistic
rationale, in vitro evidence of interaction and in vivo evidence of interaction but also, the information
must consistently point towards a synergistic interaction.
Interaction studies at the level of the whole organism or population can be difficult to interpret
without information from underlying levels of biological organisation. Without knowledge of the
mechanism of action of the mixture components it may not be possible to establish which noninteraction hypothesis is most appropriate. It may therefore be necessary to employ an additivity
envelope approach (as detailed above in criterion II), consequently reducing the chance to detect true
interactions. On the other hand, numerous interactions may be detected in studies carried out at the
molecular, biochemical or cellular level, and these interactions may never manifest change in the
organism. Ideally the systems used to assess combination effects should be fit for purpose, which
implies use of accepted mutagenicity/genotoxicity tests.
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Update statement (2008) Mutagenicity of Phenol
COM/08/S2- November 2008
Introduction

Background to COM review
1

HSE asked for advice from COM on phenol (along with hydroquinone) in 1994/95 and in 1999. A copy
of the conclusions and the statement agreed in 1999 (published January 2000, COM/00S1.1
[Hydroquinone is a metabolite of phenol, see section on metabolism and figure 1 below]

Phenol

Hydroquinone

Figure 1.
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2

In brief, in 1994, the COM concluded the in vitro mutagenicity data on phenol were of poor quality
and results difficult to interpret, but in vivo data showed phenol to be a somatic cell mutagen at very
high dose levels. (COM noted negative results in long term carcinogenicity bioassays in rats and mice).
The COM noted the potential for rapid conjugation and detoxication via the glutathione pathway and
that the mutagenicity of phenol appeared to be predominantly related to peroxidase activity and
catalase could have a protective role. The COM agreed there was a potential for a threshold
mechanism by the oral route of exposure but could not reach a similar conclusion with regard to
dermal or inhalation exposure.

3

In 1995, the COM considered a submission from industry which provided some metabolism data.
Overall the COM concluded that appropriate studies to determine the extent of pre-systemic
metabolism following either inhalation or dermal exposure had not been undertaken. The COM
provided guidance on the approaches which could be used (including administration of hydroquinone
or phenol via a bronchoscope with very early sampling for free and conjugated test substance in the
blood.

4

In 1999, the COM considered a study on bioavailability and metabolism of hydroquinone after
intratracheal instillation in male rats. The results showed free systemic hydroquinone in arterial blood
5-10 seconds after dosing. The COM considered the data suggested the potential for site of contact
and systemic mutagenic effects after inhalation exposure. The COM considered a inhalation exposure

transgenic Muta™mouse study but were unable to draw any conclusions in view of unacceptable levels
of DNA packaging in many of the trials in the experiment. The COM noted a small but consistent
positive result in bone marrow micronucleus studies in mice given intraperitoneal doses of around
100-160 mg/kg bw (relevant BMMN studies are reviewed in para 14 below).
5

The COM agreed a statement (00/S1) in January 2000. The conclusions reached with regard to phenol
were similar to those reached in 1994.

6

In 2003, the COM considered a pre publication report from the Dow Chemical Company which
provided results to suggest that the in vivo mutagenicity of phenol in the mouse bone marrow
micronucleus assay originated from a transient hypothermia induced by high doses of phenol. The
COM agreed the data supported a case for a threshold mechanism for the induction of MN in bone
marrow of mice but considered publication of the study in a peer-review journal would be necessary
before drawing any definite conclusions. A further COM statement was not published in 2003. The
relevant study has now been published and was identified during the 2007 COM horizon scanning
exercise.2 Members asked for a review of the paper during the COM horizon scanning exercise. In
addition the HPA asked for advice on the genotoxicity of phenol and specifically whether a threshold
approach can be used with regard to the risk assessment of genotoxicity of phenol.

Introduction to current COM review
7

The COM consideration of phenol covers a period from 1994-2003. The objectives of the current
review is to i) produce an updated COM statement on phenol, ii) to evaluate the Spencer study on
hypothermia and also iii) to consider if any in vivo mutagenic effect of phenol can be considered as
related to a threshold effect.

8

The COM have considered many of the key studies on phenol in full in the past but over quite a
period of time. Thus in order to provide a comprehensive overview of the mutagenicity of phenol,
the secretariat have submitted a draft EU risk assessment review which has been provided by HSE
(Germany acting as rapporteur) dated 1/09/2005.3 In addition relevant information from important
studies on phenol were provided to the COM.

Overview of phenol mutagenicity

in vitro mutagenicity studies
Bacterial tests
9

The COM agreed that phenol was not mutagenic in standard bacterial mutagenicity tests.3

Mammalian cell gene mutation tests
10

The Committee considered the available mammalian gene cell mutation studies. Phenol induced a
dose-related increase in the frequency of Hprt mutants in V79 cells in the absence of exogenous
metabolic activation (4-fold increase at the top dose). Cell survival at the top dose was 50%.4 A
positive result had also been documented in SHE cells using the Na+/K+ and Hprt loci in the absence
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of exogenous metabolic activation at the highest dose tested.5 There was no evidence of cytotoxicity
reported in this study. Evidence for a positive result had been documented in mouse lymphoma
L5178Y cells in the presence and absence of exogenous metabolic activation at dose levels which
induced cytotoxicity.6 A similar results had also been documented in LY5178Y cells in the presence
and absence of exogenous metabolic activation.7 Overall it was prudent to conclude a positive
response in gene mutation assays in mammalian cells in the presence and absence of exogenous
metabolic activation, although the mechanism for the induced effects had not been resolved.

Mammalian cell chromosomal aberration tests
11

Phenol gave a positive result for chromosomal aberrations in CHO cells in the presence and absence
of exogenous metabolic activation.8 Members noted the increase in the absence of exogenous
metabolic activation was approximately 3 fold and there was no evidence for a dose response in the
presence of exogenous metabolic activation. Positive results were also reported in a number of
micronucleus tests in CHO cells both in presence and absence of exogenous metabolic activation9, in
V79 cells and human PBLs (both in the absence of exogenous metabolic activation).10,11 No evidence
for an aneugenic effect of phenol was reported in a test where chromosome number in metaphase
spreads were scored and reported (positive results were reported for benzene in the same experiment
but a known aneugenic positive control was not used).5 Evidence for a moderate increase in both
kinetochore positive and negative micronuclei was reported in PBLs indicating some evidence for both
clastogenic and aneugenic activity with phenol.11 Overall members considered no definite conclusion
regarding the potential for aneugenicity could be drawn from these data.

Studies investigating DNA damage
12

A number of in vitro studies investigating the potential for DNA damage were available. Members
noted the evidence for UDS in the absence of exogenous metabolic activation in SHE cells.5 Members
noted the evidence for ssDNA breaks in mouse lymphoma cells in the presence of exogenous
metabolic activation.12 Members considered the evidence for formation of 8-hydroxydeoxyguanosine (8-OHdG) 3 indicated some potential for oxidative DNA damage but commented
that undifferentiated HL60 cells were likely to be more predisposed towards formation of free radicals
and oxidative DNA damage than differentiating HL60 cells12 or normal human peripheral blood
lymphocytes13 Members noted the evidence for formation of DNA adducts in calf thymus DNA in
the presence of horseradish peroxidase and hydrogen peroxide.15 The data reported provided some
evidence for oxidative DNA damage with phenol but the test system was likely to be predisposed to
formation of free radicals and oxidative DNA damage.15

Conclusion: in vitro mutagenicity data
13
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Thus phenol was mutagenic in vitro in mammalian cells giving rise to gene mutation and chromosomal
damage in the presence and absence of exogenous metabolic activation. The mode(s) of action had
not been fully elucidated although there was evidence that effects were in part due to oxidative DNA
damage.

in vivo mutagenicity studies
14

The results of available studies considered in the draft EU risk assessment report reported evidence
for a 2-2.5 fold induction of BMMN using oral and i.p. doses which equate to or exceed the relevant
LD50 in mice. An important conclusion reached by COM during its previous consideration of phenol
related to the evidence for a small but consistent in vivo BM MN positive effect at dose levels below
the i.p. LD50 in mice. Members reconsidered the three key studies supporting this conclusion. Chen
and Eastmond used 3 doses of 160 mg/kg phenol i.p. followed by BM sampling 24h after the last dose.
There was no discernable effect on the PCE/NCE ratio but signs of toxicity, if observed were not
reported. FISH analysis indicated that the positive results were due to chromosome breakage.16
Mazzarini A et al 1994 reported a significant positive effect following a single i.p. dose of 120 mg/kg bw
to a group of 3 CD-1 mice followed by bone marrow sampling 18h after treatment.17 There was no
apparent effect on the PCE/NCE ratio but signs of toxicity, if observed were not reported. Shelby M
et al Env Mol Mutagen, 21, 160-179, 1993 reported a positive trend test for BM MN induction in two
separate studies where male B6C3F1 mice were given i.p. doses of 0, 45, 90 or 180 mg/kg bw phenol on
three consecutive days with bone marrow sampling 48h after the last dose. All animals survived and
there was no apparent effect on percent PCEs. However signs of toxicity, if observed , were not
reported.18

15

The COM affirmed its previous assessment of these studies. The COM agreed the overall conclusions
reached in the draft EU Risk Assessment report.3 Thus phenol should be regarded as an in vivo
somatic cell mutagen. The COM confirmed that there was consistent evidence for a small effect at
doses below the i.p. LD50.

Evidence regarding mode of action for the in vivo mutagenicity of phenol.

Induction of micronuclei by phenol in mouse bone marrow. Association with chemically induced
hypothermia. (Spencer et al Tox Sci, 97, 120-127, 2007)2
16

Groups of four male and four female CD-1 mice were dosed i.p. with 0, 50, 150, 200, 300, 400, or
500 mg/kg bw phenol (Hypothermia test). The relative Body Temperature was monitored
subcutaneously using programmable transponders (also used for animal identification) prior to dosing,
5, 30, 60, 90 min and 2h, 3,4,5,6,24 and 48h after dosing. Clinical signs of toxicity were recorded. In the
MN test groups of 6 animals/sex were dosed at 30, 100 or 300 mg/kg (separate group dosed p.o. with
120 mg/kg cyclophosphamide, 24h sampling). BT was measured prior to dosing, and 2,5,24 and 48h.
Animals were killed at 24 or 48h post dose and bone marrow collected. For kinetochore evaluation a
group of 6 males was dosed with 300 mg/kg bw phenol (CP (p.o 120 mg/kg bw) and vinblastine
(4 mg/kg bw i.p) used as positive controls with 24h sampling). For MN evaluation 2000 PCEs were
scored blind to dosing status. Data were transformed by adding one and taking natural log of adjusted
number. Pairwise comparison of data used Dunett t-test. Kinetochore positive MN-PCEs were
compared using Fisher exact test.
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17

All mice dosed at 400 mg/kg bw or 500 mg/kg bw died within 24h of dosing. A single male and female
in the 300 mg/kg bw group died prior to the 48h observation time point. No deaths occurred at
200 mg/kg bw and below. Signs of toxicity included reduced activity (200 mg/kg bw and above) and
twitching and tremors (at 100 mg/kg bw and above) which were noted shortly after dosing. Surviving
mice appeared normal 1h post dose. Males appeared to be more sensitive with a more rapid onset of
signs of toxicity and shorter period to death. Predose mean body temperatures in males and females
were 36.7oC and 37oC respectively. Thirty minutes post dose at 300 mg/kg bw mean BT reduced to 32oC
and the mean BT as low as 28oC 5h post dose in both sexes. BT did not return to baseline within the
48h observation period and was depressed 4-5oC at the end of the experiment. BT reductions of up to
8oC were recorded at 400 and 500 mg/kg bw (at up to 6h post dose). Smaller transient reductions in BT
were reported at 100, 150 and 200 mg/kg bw. From the information presented in figure1 of the published
paper, the reduction at 100 mg/kg bw appears to be around 2oC with a return to baseline around 2-3h
post dose. At 200 mg/kg bw the decrease in BT appears to be around 2-3oC with a return to baseline at
around 4-6h. No evidence for an effect on BT was reported at 50 mg/kg bw.

18

In the MN test one animal dosed at 30 mg/kg bw died (not related to treatment). The authors report
phenol related signs of toxicity in about one third of males and one half of females dosed at
300 mg/kg bw (table 1 of the published paper). Signs of toxicity appeared within minutes and had
subsided about 1h post dose. There was evidence for very transient signs in animals dosed at
100 mg/kg bw (lasting only several minutes). No treatment related signs of toxicity were reported at
30 mg/kg bw. BT was reported at 24 and 48h post dose. A 4-5oC reduction was evident at 24h post
dose in both males and females. By 48h the decrease was approximately 7oC in males and 6oC in
females. BT at these time points was unaffected at 100 mg/kg bw and 30 mg/kg bw. BT was unaffected
in CP positive control animals.

19

A statistically significant increase in MN-PCE/1000 PCE was recorded at 300 mg/kg bw at 24h sampling
(male 10.8 c.f. 2.1 in control and 11.3 in females cf 2.5 in controls). At 48h the mean frequency of
MN-PCE/1000PCEs was 18.3 in males and 17.8 in females. The mean percent PCE values was reduced at
24h (all doses) and 48h (in males/females at 300 mg/kg bw). The frequency of MN-PCEs/1000 PCEs was
not increased at 30 and 100 mg/kg bw. CP gave the expected positive result.

20

The authors conclude that phenol induced MN formation occurred only in the presence of marked
hypothermia.

21

In the kinetochore experiment, a statistically significant increase in the proportion of kinetochore
positive MN was observed in phenol treated mice at 300 mg/kg bw. Vinblastine (VB) gave the
expected positive result. The proportion of kinetochore positive MN was substantially higher in VB
treated mice.

22

In their discussion the authors note the finding of phenol induced hypothermia at doses at or above
the MTD was a novel finding. The induction of hypothermia was associated with a NOEL for MN
formation and thus phenol induced MN by a secondary mechanism associated with regulation of BT in
mice. It was noted that in part, it was possible to speculate that BT affected spindle function thus
resulting in kinetochore positive MN. However a proportion of phenol induced MN were clastogenic

and might have been due to an effect of phenol, hydroquinone (a metabolite of phenol) or a
combination of phenol/hydroquinone. It is noted that the available data on phenol suggest that any
direct genotoxic activity is likely to be mediated by oxidative DNA damage and hence would be
presumed to have a potential threshold for activity. Overall the authors suggested a role for
hypothermia but did not prove causality. The authors suggest further studies to investigate the role of
physically induced changes in BT on the induction of MN in phenol treated animals would be an
appropriate way forward.

COM conclusions on Spencer et al 2007
23

Members agreed that the study had been well conducted but considered a dose level of 200 mg/kg
bw i.p would have been valuable. The dose level of 300 mg/kg bw clearly exceeded the maximum
tolerated dose level. The committee considered that the degree and duration of hypothermia
reported with phenol was severe and prolonged. Members concurred with the conclusion reached by
the study authors and reported in the publication ‘…overall, these studies suggest a role, but not
necessarily a causality, for phenol-induced hypothermia in the formation of MN.’

Additional in-confidence data on thermoregulatory support study
24

Members considered the additional in confidence data on the thermoregulatory support study which
had been provided by Dow Chemicals.

25

A full report of the studies undertaken by DOW has been submitted as an in-confidence document.
Essentially phase 1 and phase 2 of the study were published in Spencer et al 2007.2 Additional studies
were undertaken to investigate the approach to thermoregulatory control induced (i.e. applying
external heat to prevent hypothermia) in mice dosed with phenol (phase 3) and a rescue experiment
was undertaken (phase 3). The objective of the rescue experiment was to oblate phenol induce MN
formation in mice by appropriate thermoregulatory control. This was not achieved (a statistical increase
in MN formation was reported at 24h post dose). The investigators also noted that the application of
external heat to control mice also resulted in a statistically significant increase in MN formation at 24h
post dose. Overall the results of the rescue study were considered to be inconclusive. A further
Telemetry experiment (phase 4) was undertaken to monitor body temperature in phenol dosed and
control animals under thermoregulatory control conditions at five minute intervals to provide more
comprehensive data on the effectiveness of thermoregulatory support. Thermoregulatory control in
control mice resulted in an overall elevation of body temperature compared to animals maintained
under normal environmental conditions. For phenol-treated animals there was evidence of impaired
capacity to modulate temperature compared to controls and a transient hypothermia. It was possible
that the application of thermoregulatory control could influence the formation of MN in control and
phenol-treated mice. In phase 5, the results of kinetochore staining experiments were reported (these
data have been published in Spencer et al 20072).

26

The COM accepted that thermoregulatory support was in practice very difficult to achieve. It was
noted the effects resulting from dosing of phenol and also thermoregulatory support would have
been stressful to the animals. Members observed that thermoregulatory support had not offset the
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phenol induction of micronuclei in mice. The application of thermoregulatory support had resulted in
evidence for a slight increase in micronuclei formation in control females. However overall the
observed induction of micronuclei by phenol could not be discounted. Members were aware that the
principal study author had written to the secretariat and had concluded that, at this time, it is tenuous
to make a conclusion regarding the mutagenicity of phenol under conditions of altered
thermoregulation in the mouse micronucleus test.

Additional published studies on hypo-and hyperthermic induction of micronuclei in rodents.
27

Members considered the generic paper on the role of hypo- and hyperthermia in the formation of
micronuclei in rodents. 19-23 Of particular interest was the publication by Tweats DJ et al 2007.23 These
data support the observation that chemical induced hypothermia in mice and hyperthermia in rats
and mice may be potential modes of induction of MN in bone marrow. Experimental evidence
needed to support hypothermia or hyperthermia as a mode of action for an unknown chemical
would include a time course showing the association between core body temperature and MN
induction and evidence for reversibility of the chemical induced MN formation by adjusting core body
temperature. The assessment of hypothermic induction of MN for a specific chemical also requires
evaluation for evidence regarding other modes of genotoxicity. A clear negative in vitro package of
genotoxicity tests would rule out other modes of genotoxicity when deriving conclusions regarding
the role of hypothermia in any observed in vivo MN formation. Evidence for positive in vitro
genotoxicity would suggest other potential modes of genotoxic action in vivo which need to be
taken into account in the overall assessment.

COM conclusions
28

The COM agreed with the conclusions reached on phenol in its previous statement (COM/00/S1). The
COM agreed the overall conclusions reached in the draft EU Risk Assessment report.3 The following
overall conclusions were agreed.
a. Phenol is mutagenic in vitro in mammalian cells giving rise to gene mutation and chromosomal
damage in the presence and absence of exogenous metabolic activation. The mode(s) of action
had not been fully elucidated although there was evidence that effects were in part due to
oxidative DNA damage
b. Phenol should be regarded as an in vivo somatic cell mutagen. The COM confirmed that there
was consistent evidence for a small effect at doses below the i.p. LD50.
c. The COM agreed that the published study by Spencer et al 2007 had been well conducted but
considered a dose level of 200 mg/kg bw i.p would have been valuable. The dose level used in the
study of 300 mg/kg bw clearly exceeded the maximum tolerated dose level. The committee
considered that the degree and duration of hypothermia reported with phenol was severe and
prolonged. Members concurred with the conclusion reached by the study authors and reported in
the publication ‘…overall, these studies suggest a role, but not necessarily a causality, for phenolinduced hypothermia in the formation of MN.’
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d. The COM concluded that the additional ‘in confidence’ data on thermoregulatory support in
phenol treated animals provided inconclusive evidence regarding the role of hypothermia in
phenol-induced micronuclei in mice. Thus for phenol-treated animals there was evidence of
impaired capacity to modulate temperature compared to controls and a transient hypothermia. It
was possible that the application of thermoregulatory control could influence the formation of
MN in control and phenol-treated mice.
e. The COM concluded that all the available data on phenol suggested phenol should be regarded as
a non-threshold in vivo systemic mutagen. There is insufficient evidence to support a threshold
approach to risk assessment of systemic phenol.
November 2008
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Statement on the review of Mutagenicity of Alconifen and risk
assessment of its Postulated Metabolites Hydroquinone and Phenol)
COM/08/S3 - November 2008
Introduction
1.

The COM has been asked for advice by the Pesticides Safety Directorate (PSD) on a pesticide active
ingredient new to the U.K. which is undergoing evaluation through the independent Advisory
Committee on Pesticides (ACP). The referral statement was as follows: ‘ACP requested advice on the
mutagenicity of Aclonifen and the genotoxicity risk assessment of the postulated metabolites
hydroquinone and phenol. The referral does not include carcinogenicity data or the evaluation of
mode of action for tumours in rodents observed in long-term carcinogenicity bioassays with Aclonifen’.

2.

Aclonifen (2-chloro-6-nitro-3-phenoxyaniline) (figure 1.) is a selective systemic herbicide used for
pre-emergence control of grass and broad leaved weeds in a range of crops.

Ring A

+

Ring B

+ = position of uniformly radiolabelled phenoxyaniline ring
Figure 1. Aclonifen
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3.

On 31 January 2008, at the request of the ACP Chair, an approach was made by PSD to the COM Chair
for advice as to whether DNA adducts could be detected and measured in the existing stored tissues
from animals dosed with Aclonifen. The COM Chair advised that it would not be advisable to
undertake a retrospective analysis of stored tissues from Aclonifen treated animals for DNA adducts.

4.

A teleconference was held between the data holder (Bayer CropScience), PSD and Health Protection
Agency (HPA) (representing COM Secretariat) on the 13 June 2008. The comments raised by HPA
during this teleconference outlined the particular need to address the metabolism of Aclonifen to
hydroquinone and phenol and the assumption that these two metabolites were non-threshold in vivo
mutagens.1,2 Subsequent to the teleconference, the data holder submitted a revised position paper on
13 August 2008 on the relevance of phenol and hydroquinone formation following Aclonifen exposure
which outlined their evaluation of the genotoxicity data on Aclonifen and metabolism of Aclonifen.
ACP requested advice from COM on 30 July 2008.

5.

The COM Secretariat held a teleconference with the data holder on 11 September 2008 to explain
COM procedures, the referral for advice from ACP, data that COM would consider and to outline the
procedures during committee with regard to a presentation from the data holder. Information on the
possible areas of Aclonifen evaluation which COM Members might wish to raise questions was
outlined, although it was noted that other aspects of Aclonifen might be raised.

6.

The data holder submitted a presentation for the COM meeting on 13 October 2008 which was
circulated to Members. In addition, on 21 October 2008 the data holder submitted a revision to the
report dated 16 July 2004 on cleavage of the diphenyl ether bond in the Aclonifen molecule which had
been circulated to Members.3 The revised report was circulated to COM Members and replaced the
aforementioned 2004 report.

7.

The data holder attended the COM meeting of 23 October 2008 to make a short presentation and
answer COM queries regarding the evaluation of the metabolism and mutagenicity of Aclonifen.

COM consideration of areas for discussion
8.

The COM considered the submitted data, which included an extract from the detailed record of ACP
consideration of Aclonifen at ACP meeting 329, extracts from draft EU assessment report on
metabolism and genotoxicity of Aclonifen, which presented information on structure, use as a
pesticide, ADME studies, toxicology, mutagenicity, carcinogenicity and reproduction, data from
mutagenicity test reports on Aclonifen, copy of the report on the investigation of the potential for
DNA-binding of Aclonifen and the revised position paper from the data holder on the cleavage of the
diphenyl ether bond of Aclonifen.3-13

9.

The Chair asked COM to consider the questions to ask the data holder and proposed Members
should first consider the metabolism of Aclonifen followed by the mutagenicity data on Aclonifen.
The discussion of mutagenicity data focussed on determining whether it was possible that the
potential genotoxic effects of hydroquinone and phenol formed from Aclonifen could be assessed in
these studies.

The areas for discussion related to:
10.

Evaluation of data for the metabolism of Aclonifen and evidence for the systemic formation of
hydroquinone and phenol from absorbed Aclonifen. It was noted that there were published papers in
the peer reviewed scientific literature which provided examples of diphenyl ether breakage in a variety
of species.14-17

11.

Evaluation of the comparisons made by the data holder between mutagenicity data on hydroquinone
and phenol with Aclonifen.

12.

Evaluation of the mutagenicity testing strategy used by the data holder and specifically the reasons
for undertaking an in vitro rather than an in vivo rat liver UDS study.
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13.

The COM noted the evaluation of carcinogenicity data was not included in the referral to COM, but
agreed the data holder should be asked if there were data on tissue exposure from the carcinogenicity
studies which might assist in evaluation of the mutagenicity data.

Data holder presentation
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14.

The data holder was asked to make a short presentation to the COM and to answer Members’
queries.

15.

The data holder presented an overview of Aclonifen rat metabolism studies, genotoxic potential of
Aclonifen and their conclusions on the genotoxicity of Aclonifen.

16.

Aclonifen had been 14C-labelled on the phenoxyaniline ring (B) but no radiolabelled studies had been
undertaken with the phenyl ring (A) (figure 1.). The data holder noted that Aclonifen was rapidly
absorbed via the oral route of administration and extensively metabolised with the majority of
administered material (>90%) eliminated in the first 24 hrs via urine for both single dose and repeat
dose studies (at 30 mg/kg bw). Approximately 40-48% of the absorbed dose was eliminated via the
bile following an oral dose of 30 mg/kg bw. Tissue levels of radioactivity were very low. Aclonifen was
metabolised by hydroxylation, methylation, reduction of the nitro group, N-acetylation, cleavage of
the diphenyl ether bond and phase II conjugations. Potential diphenyl ether breakage had been
inferred from the formation of glucuronide and sulphate metabolites from ring B. The data holder
noted there were uncertainties in determining the total potential diphenyl ether bond breakage but
overall this was estimated to be 9.2% in males and 7.3% in females. The data holder noted there was
no evidence for cleavage metabolites in the repeat dose metabolism study and proposed that it was
necessary for Aclonifen to be hydroxylated, and glucuronidated and sulphated before diphenyl ether
breakage to form the conjugated forms of hydroquinone and phenol. This would provide an
explanation for the negative findings in genotoxicity tests with Aclonifen.

17.

With regard to the available mutagenicity studies on Aclonifen, negative results had been obtained in
Ames tests, an in vitro chromosome aberration study in human lymphocytes, an in vitro gene
mutation study in V79 cells (HPRT locus), and an in vitro rat liver UDS assay. Negative results had also
been obtained in a mouse micronucleus test using the oral route of administration and no evidence
for DNA binding in liver and urinary bladder had been reported in mice dosed orally with 14 C-labelled
Aclonifen (labelled in ring B). The data holder considered the higher concentrations used and
evidence for reduced toxicity in the presence of exogenous metabolic activation in in vitro
mutagenicity studies in mammalian cells suggested that Aclonifen was being metabolised. The data
holder noted that hydroquinone and phenol had given positive results in comparable studies for
clastogenicity and gene mutation in V79 cells. In particular, Aclonifen was negative in an in vitro rat
liver UDS study where metabolism would have been expected. In addition, phenol and hydroquinone
were positive in in vitro UDS tests in Syrian Hamster Embryo (SHE) cells at dose levels almost 100-fold
lower than tested with Aclonifen. The data holder noted the negative in vivo oral mouse bone
marrow micronucleus test (high dose level 7260 mg/kg bw) with Aclonifen and compared this with
evidence for positive results in studies with hydroquinone (80 mg/kg bw) and phenol (265 mg/kg bw).
The data holder concluded that Aclonifen was not genotoxic and that, if hydroquinone and phenol

were formed during the metabolism of Aclonifen, then the results of the oral micronucleus test in
mice should have been positive. The data holder drew the attention of COM to the detailed
supporting slides in the presentation.
COM questions for data holder
18.

A summary of the response given by the data holder on the areas for discussion is given below.

19.

The data holder commented there were no specific data available on the formation of hydroquinone
and phenol from Aclonifen. The data holder had considered the aspect of there being no evidence
for diphenyl ether breakage of Aclonifen in the repeat dose study and suggested the breakage
metabolites in the single dose studies being artefacts of mass spectrometry in these studies as one
possibility for this observation. It was unlikely that there were individual animal data for the diphenyl
ether breakage metabolism of Aclonifen as samples had been pooled prior to analysis and thus no
assessment of the potential extent of inter-animal variation in metabolism could be made. With
regard to the potential metabolism of Aclonifen to hydroquinone and phenol in exogenous metabolic
fractions used in mutagenicity tests, the data holder considered the higher doses used and evidence
for reduced toxicity in the presence of S-9 (compared to tests in the absence of S-9) in in vitro
mutagenicity studies in mammalian cells with Aclonifen provided some reassurance that exogenous
metabolism had occurred although there were no specific data on metabolites formed. Members
considered that alternatively it was possible that protein binding occurred in the presence of
exogenous metabolising fractions reducing the dose available to cells.

20.

The data holder commented that the comparisons of mutagenicity data on Aclonifen and that
available on hydroquinone and phenol were based on the best available data and acknowledged that
there were uncertainties, for example comparing different cell lines, and historic data from different
laboratories. The COM considered there were likely to be quite substantial differences in metabolic
competency between SHE cells (used for tests with hydroquinone and phenol) and primary rat liver
cells (used for the test with Aclonifen). In addition, differences in solubility of the test materials in
vehicles used would also affect any comparison of the mutagenicity data. With regards to
mutagenicity testing strategy, the data holder noted the rationale used for undertaking an in vitro
rather than an in vivo rat liver UDS study was based on decisions on testing strategy reached at the
time of testing rather than the specific question of in vivo metabolism of Aclonifen to hydroquinone
and phenol.

21.

The data holder considered there were no relevant data from the carcinogenicity studies with
Aclonifen on tissue concentrations in carcinogen target tissues (brain female rat), urinary bladder
(mouse) which might assist in the understanding of potential genotoxicity of Aclonifen.

22.

The data holder considered the data on polyploidy in the chromosome aberration study with
Aclonifen to be within historical control levels for the laboratory.

23.

The data holder withdrew from the meeting so that the COM could derive its conclusions.
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COM discussions
24.

The COM noted peer-reviewed scientific literature which provided examples of diphenyl ether
breakage in rats, mice and one bacterial strain (Sphingomonas wittichii) and considered it was
therefore feasible that metabolism of systemic Aclonifen could result in the formation of free
(unconjugated) hydroquinone and phenol, although there were no specific data on this aspect. The
COM considered if exogenous metabolic activation systems such as Arochlor-1254 could metabolise
Aclonifen to hydroquinone and phenol and agreed there were no specific data available.

25.

The COM discussed the revised metabolism pathway for Aclonifen submitted by the data holder and
agreed the proposal was feasible but not supported by appropriate data. Members were informed by
the data holder that formation of phenol and hydroquinone prior to conjugation was equally
unsupported as a second hypothesis in terms of available data. Members noted the proposal from
the data holder that, if hydroquinone and phenol were formed from Aclonifen, then some positive
results should have been recorded in the mutagenicity studies on Aclonifen.

26.

The COM considered that the comparisons made between mutagenicity of Aclonifen and
hydroquinone and phenol were useful but had reservations regarding whether definite conclusions
could be reached. Thus it was possible that, when Aclonifen was orally administered to mice,
hydroquinone and phenol were formed but failed to induce a detectable increase in micronucleus
frequency in the polychromatic erythrocytes of the bone marrow.

COM conclusions
27.

The COM agreed that further data on Aclonifen metabolism was required. This could involve more
in vivo tests with specific analysis for the formation of hydroquinone and phenol. Alternatively, it
might be possible to undertake comparative in vitro studies using rodent and human tissues (with
specific measurement of hydroquinone and phenol formation). It was considered this could provide
evidence that exposure to Aclonifen was unlikely to be associated with significantly increased
genotoxic risk, although this would not preclude the possible need for additional mutagenicity tests
dependent on the outcome of the metabolism studies.

28.

The COM noted the approach to risk assessment had not been considered during the presentation,
but that the data holder had included a proposed Margin of Exposure approach in the submission
dated 13 August 2008. This would need to be considered further when appropriate metabolism data
were available.

November 2008
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Preface
The Committee on Carcinogenicity of Chemicals in Food, Consumer Products and the
Environment (COC) evaluates chemicals for their carcinogenic potential in humans at
the request of UK Government Departments and Agencies. The membership of the
Committee, agendas and minutes of meetings, and statements are all published on the
internet (http://www.iacoc.org.uk/).
During 2008 the Committee has considered a number of interesting items. We began
our consideration of the complex problem of the assessment of mixtures of chemicals
for carcinogenicity. This proved a difficult task due to the inevitable lack of data on carcinogenicity testing
of mixtures and the need to attempt to draw conclusions from short-term studies and epidemiological
findings. The Committee intends to produce a statement on this topic in 2009.
The committee was also asked to advise the UK National Coordinator for the Organisation for Economic
Cooperation and Development (OECD) Test Guidelines on the planned revision of the guidelines for chronic
toxicity and carcinogenicity studies and the associated Guidance Document. The Committee has agreed to
draft a chapter on the investigations undertaken in studies of this type, which will include advice on
histopathology.
I would like to thank the members and secretariat of the Committee for the work they have undertaken
during the past year. We look forward to new challenges in 2009.

Professor David H Phillips
BA PhD DSc FRCPath
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COC evaluations
Age as an independent risk factor for chemically-induced acute
myelogenous leukaemia in children
3.1

In 2006 the COC discussed the question of whether there are age-related differences in susceptibility
to carcinogenesis. At the November 2008 meeting, the Committee considered a recent review by
Pyatt et al (2007; J Toxicol Env Health B, Volume 10(5): pp 379-400) which had tested the assumption
that children are inherently up to 10-fold more sensitive than adults to genotoxic carcinogens. It had
done this using data on the development of secondary or therapy-related acute myelogenous
leukemia (t-AML) in children who had received treatment with high dose chemotherapy and/or
radiation. This disease is well established as a potential long-term consequence of exposure to such
treatment. The review had investigated the effect of age at treatment on a child’s susceptibility to
developing t-AML.

3.2

Members noted that there was little information, which had led the authors of the review to draw
cautious conclusions. The Committee concluded the data presented did not give cause to think that
children are more susceptible than adults, although the evidence was not strong enough to rule out
such an effect.

3.3

Members also noted that the dose of chemotherapy administered to children is often scaled by body
surface area, using an algorithm incorporating height and weight, whereas, in a risk assessment of
chemicals which cause leukaemia, exposure would be scaled relative to metabolic rate (oxygen
demand) on the basis of an exponent of body weight. It was acknowledged that, where susceptibility
of the subpopulation is the result of increased exposure, this would normally be incorporated into the
risk assessment by separate assessment of the exposure of the subpopulation, with emphasis on
children’s specific exposure assessment.

Betel Quid, Pan Masala and Areca Nut Chewing
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3.4

Areca nut is an ingredient of betel quid or pan masala which is chewed as an aid to digestion and as a
stimulant. Areca nut may have limited use as a food ingredient. The Committee reviewed the use of
areca nut in betel quid and pan masala in 1993 and 1994 and advised that there was evidence of
mutagenic and carcinogenic activity of areca nut extracts and derived compounds in experimental
systems. Also, areca nut derived nitrosoamines, including the potent carcinogen MNPN, have been
detected in the saliva of betel quid chewers. There were very limited data from epidemiological
studies on the effect of betel or areca nut products without tobacco, but there was sufficient
epidemiological evidence of a link between the chewing of betel quid containing tobacco and cancer
in humans. The Committee concluded that the use of these products without tobacco was possibly
carcinogenic in humans.

3.5

Following the publication of new information, the COC was asked to look at this subject again. Most
of the epidemiological data available concerned the use of areca nut in betel quid or pan masala and
the association with oral cancers and pre-cancerous lesions. Other epidemiological data associated
the use of areca nut with other cancers such as liver cancers. There are also some limited animal
studies and in vitro studies.

3.6

The Committee was informed at, in 2003, the International Agency for Research on Cancer (IARC) had
categorised both the chewing of betel quid and of areca nut as carcinogenic to humans. It had also
stated that there was sufficient evidence in humans to conclude that betel quid chewed without
tobacco causes oral cancer.

3.7

The Committee considered the available data and concluded that there was sufficient epidemiological
evidence to conclude that areca nut, when used in the form of betel quid or pan masala, is
carcinogenic to humans. This relates primarily to an increased risk of oral cancers from retaining the
areca nut or betel quid in the mouth for a significant length of time. Members also agreed that the
use of areca nut as a food ingredient may result in an increased risk of cancer.

3.8

A statement is appended at the end of this report.

Carcinogen-DNA adducts as a biomarker for cancer risk
3.9

Researchers seeking to understand the mechanism by which a chemical causes cancer in a particular
(target) tissue may measure the levels of adducts derived from the chemical which are bound to DNA.
At the April meeting, the Committee considered a methodological paper by Rundle (2008; Mutation
Research, Volume 600: pp 23-36) on the use of adducts as a biomarker for cancer risk. The paper
suggests that epidemiological studies which seek to establish an association between carcinogen-DNA
adduct levels and the risk of cancer often fail to incorporate fundamental epidemiological principles
into their methods. The author described a number of studies which have investigated associations
between DNA-carcinogen adduct levels and cancer, and he addressed a number of methodological
issues common to these studies, such as the use of target tissue versus surrogate tissue and how this
choice impacts on the selection of controls, the use of inappropriate statistical analyses, and small
sample sizes. A number of suggestions were made to improve study designs to overcome these issues
in the future.

3.10 The Committee considered that researchers are aware of the limitations of using surrogate tissues to
measure DNA adducts. It also pointed out that, even if adduct levels were measured in samples of
target tissue rather than in surrogate tissue, they may also lack relevance to the underlying
pathological condition. This is because only certain cell types in the tissue will be targets, and only a
limited number of adducts are causal, with the majority occurring at non-critical sites or in non-critical
genes. The Committee considered that it was an over-simplification to argue that target tissue
samples will overcome a major limitation of adduct determination and to dismiss the value of adducts
in surrogate tissues.
3.11

The Committee noted that adducts measured at the time of diagnosis may not reflect exposure at
the critical period and may be affected by the pathology of the condition suffered by the patient. It
recommended that lymphocyte fractions of blood samples could be stored in biobanks and later used
for biomarker analysis in outcome studies.
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Chlorinated drinking water and cancer
3.12

Chlorination has long been an important part of water treatment, intended to ensure that drinking
water contains no microbes hazardous to human health. Disinfection of drinking water is fundamental
to preventing the spread of waterborne disease, such as cholera.

3.13

In the mid-1970s, refinements in techniques of chemical analysis resulted in the detection in drinking
water of traces of chemicals formed when organic chemicals (such as those which may occur naturally
in rivers, lakes, reservoirs and other water sources) are subjected to chlorination. In most supplies, the
main chlorination byproducts (CBPs) are the four chlorinated and brominated trihalomethanes (THMs,
ie chloroform, bromodichloromethane, chlorodibromomethane and bromoform). However, numerous
other CBPs have been identified in drinking water, but many have yet to be characterised.

3.14

Some CBPs, including some of the THMs, are known to be carcinogenic in laboratory mammals and
some are genotoxic in test systems. There have been many epidemiological investigations into the
possible association between chlorination of drinking water and cancer in humans and experimental
studies of the mutagenicity and carcinogenicity of CBPs. The COC reviewed the epidemiological
studies in 1992 and 1999 and reviewed the animal carcinogenicity data in 1996. In 1996, it concluded
that the levels of the four THMs considered by the Committee in drinking water in the UK were
unlikely to provide a carcinogenic risk to humans and, in 1999, it concluded that the new
epidemiological studies failed to provide persuasive evidence of a consistent relationship between
chlorinated drinking water and cancer. The COC considered that efforts to minimise exposure to
CBPs remain appropriate, providing that they do not compromise the efficiency of disinfection of
drinking water.

3.15

Thirteen further relevant epidemiological papers have been published since the 1999 review. The COC
reviewed these at the July 2007 meeting and published the results of its review in 2008. The
committee commented that problems remained in the interpretation of published studies on CBPs,
particularly because adequate exposure assessment continued to be a major problem. It also noted
that none of the studies reviewed were carried out in the UK and that it is possible that disinfection
practices and constituents of the raw water may be different in other countries, in which case the
study results may not be directly applicable to the UK. The committee concluded that the new
studies on bladder cancer provided limited evidence for an association between bladder cancer and
exposure to CBPs in men but that the evidence for an association in women is conflicting. In the 1999
review, the COC had commented that the studies of colorectal cancer gave inconsistent findings. In
the current review, it noted that one well-conducted study provided some evidence for an
association with colon cancer, but not rectal cancer, in men only. Also, a well-conducted study
indicated an association with brain cancer in men but not in women. There were no consistent
findings for other cancer sites. Overall, it concluded that the evidence for a causal association
between cancer and exposure to CBPs is limited and any such association is unlikely to be strong.
Efforts to minimise CBPs in drinking water should continue but must be balanced against the need for
effective disinfection of drinking water.

3.16 A statement is appended at the end of this report.
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Mode of Action/Human Relevance Framework
3.17

The International Programme on Chemical Safety (IPCS) Mode of Action (MOA) Framework is a
conceptual framework for considering data on the mode of action of chemical carcinogens. The COC
considered aspects of the MOA Framework in 1999 and, in 2004, considered a related topic, the
Human Relevance Framework (HRF), which had been developed by a working group sponsored by the
US Environmental Protection Agency and the International Life Sciences Institute (ILSI) Risk Science
Institute (RSI). The HRF systematically considers the weight of evidence of hypothesized modes of
action in animals and their potential human relevance for cancer.

3.18 In 2008, the Committee discussed recent developments made by the IPCS in the continuing evolution
of HRFs. The IPCS HRF entails answering a series of three questions followed by a statement of
confidence, analysis and implications. The COC considered 3 case studies which had used the IPCS
HRF as an approach to determine the sufficiency of evidence and the relevance of an animal MOA for
humans. These case studies entailed 3 different MOAs: 1) sustained cytotoxicity and regenerative
proliferation leading to nasal tumours following exposure to formaldehyde, 2) direct alkylation of DNA
leading to tumours in multiple sites following exposure to 4-aminobiphenyl, 3) increased hepatic
clearance of thyroxin leading to thyroid tumours following exposure to thiazopyr.
3.19 The COC considered that the IPCS HRF was a valuable evolution of the work on this concept and
proposed that the IPCS HRF approach should be used on a case-by-case basis in its future evaluations
of chemicals.
3.20 The Committee also reviewed a paper by Sielken et al (2005; Scand J Work Environ Health, Volume 31,
Suppl 1: pp151-5). This paper described a dose-response modelling approach to provide statistical
insight into the relative likelihood of different mechanisms of action in cancer dose-response studies.
The paper provided two examples based on time-to-tumour data for mammary fibroadenoma and
adenocarcinoma in female Sprague-Dawley rats exposed to a pesticide in the diet. The examples
considered how 34 different dose metrics (i.e. a measure of exposure to the pesticide or a measure of
the biological activity potentially generated by the exposure if a specific mechanism of action applies)
related to the incidence of fibroadenoma and adenocarcinoma and demonstrated how maximum
likelihood statistical methodology could be used to provide an indication of the mechanism of action
of the pesticide.
3.21 The Committee considered that it was unclear how the dose metrics and the different variables were
identified and chosen for inclusion as no references were cited in the paper. It questioned the
statistical robustness of the approach and considered that, although the most likely mechanism of
action for the unidentified pesticide in the above examples was found to be hormonal, no other data
were provided to show that it acted through a hormonal mechanism and therefore the assumption
made in the paper was unwarranted. Moreover, no data were provided on the other dose metrics
used. The Committee concluded that there may well be potential value in the approach suggested,
but that more work was required. Before applying this approach to a specific example, it would be
necessary to have alternative endpoints linked to a MOA.
3.22 The Committee also heard a short presentation by a PhD student at Imperial College London on the
weight of evidence in framework approaches to cancer hazard identification.
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Preliminary report by the EU Scientific Committees on Consumer
Products, on Health and Environmental Risks, and on Emerging and
Newly-Identified Health Risks on “Risk assessment methodologies and
appproaches for mutagenic and carcinogenic substances”
3.23 The Committee was invited to comment on a preliminary report by the EU Scientific Committee on
Consumer Products (SCCP), the Scientific Committee on Health and Environmental Risks (SCHER) and
the Scientific Committee on Emerging and Newly-Identified Health Risks (SCENIHR).
3.24 The Committee considered the report to be well considered and up-to-date. However, it expressed
concern about the discussion of the T25 method, which has been proposed for use in risk assessment.
Several organisations no longer support this methodology due to its reliance on the lowest tested
dose and lack of consideration of dose response which makes the methodology inherently more
variable than the Benchmark Dose Modelling (BMD) approach. Also, the T25 method does not
incorporate uncertainty in the analysis of the data. Committee members were concerned that the
report suggests that the T25 and BMDL10 are equivalent. Most organisations considered that the
BMDL10 was considerably superior to the T25 and that, where it was not possible to determine a
BMDL10, it would not be possible to derive an informative T25 . The Committee also criticised the
fact that the post hoc justification of the uncertainty factor of 10,000 commonly used in the Margin
of Exposure (MoE) approach. This justification had never been adopted by the European Food Safety
Authority (EFSA) and it was not clear that there was any reference to this specific derivation.
3.25 The Committee considered that the report should refer to the International Programme on Chemical
Safety (IPCS) mode of action (MoA) framework since it is critical to understand whether there is likely
to be a genotoxic MoA underlying the carcinogenicity of a chemical. It also noted that the text does
not reflect the more refined framework for application of the Threshold of Toxicological Concern
(TTC) by Kroes et al (2004; Food and Chemical Toxicology, Volume 42: pp 65–83). This methodology
should not be used indiscriminately and consideration should be given to whether the chemicals
under consideration are adequately represented by the database used to develop the TTC approach.

Pyrrolizidine alkaloids in food
3.26 The COC was asked by the COT for advice on the carcinogenicity of pyrrolizidine alkaloids (see
paragraphs 1.44 to 1.47). The COC considered data on the mutagenicity and carcinogenicity of seven
pyrrolizidine alkaloids (riddelliine, lasiocarpine, clivorine, petastitenine, senkirkine, symphytine and
monocrotaline) and on the chemicals dehydroheliotridine and dehydroretronecine, which are the
metabolites of many pyrrolizidine alkaloids. The Committee assessed whether the evidence was
sufficient to conclude that each of the pyrrolizidine alkaloids had carcinogenic activity. As a general
comment, the Committee noted that some of the data was rather old.
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3.27 The most data were available for riddelline and lasiocarpine. Riddelliine is positive in a range of
in vitro and in vivo assays for genotoxicity. In a carcinogenicity study conducted by the US National
Toxicology Programme (NTP), it induced an increased incidence of liver haemangiosarcomas in both
rats and mice, and of alveolar and bronchiolar neoplasms in female mice. The COC concluded that
there was good evidence that riddelliine was genotoxic and carcinogenic and that it would be prudent
to assume that at least part of its carcinogenic effect was due to a genotoxic mechanism. Lasiocarpine
is positive in in vitro assays for genotoxicity but has not been tested in in vivo studies. In an NTP
carcinogenicity study in rats, it induced an increased incidence of liver angiosarcoma in both sexes. In
more limited studies in rats by either dietary or parenteral administration, treatment-related
angiosarcomas of the liver and liver cell carcinomas were seen. The Committee decided that the
database was less extensive than that for riddelliine but, due to the similarities in tumour profiles,
concluded that it was also carcinogenic and likely to have a genotoxic mechanism
3.28 Clivorine shows conflicting results in in vitro assays for genotoxicity and has not been tested in in vivo
assays. In a limited rat study in which clivorine was administered in drinking water, it induced an
increased incidence of haemangioendothelial sarcoma of the liver. The COC considered that there
were not enough in vivo data to reach a definite conclusion but clivorine was likely to have
carcinogenic properties, based on its structure and limited evidence that it induced the same tumour
type as riddelliine and lasiocarpine. Petasitenine is positive in in vitro assays for genotoxicity but has
not been tested in in vivo studies. In a limited rat study in which petasitenine was administered in
drinking water, there was a treatment-related increased incidence of liver haemangioendothelial
sarcomas and liver cell adenomas. The Committee concluded that petasitenine would be likely to
have carcinogenic properties, based on the structure and tumour type induced in the rat study.
3.29 Senkirkine has shown largely positive results in in vitro assays for genotoxicity but has not been tested
in standard in vivo studies. In a limited study in male rats using parenteral administration, there was a
treatment-related increased incidence of liver cell adenomas. The Committee concluded that there
was insufficient evidence to conclude that senkirkine had carcinogenic activity. No genotoxicity data
have been found on symphytine. In a limited study in male rats using parenteral administration, there
was a treatment-related increase in liver haemangioendothelial sarcoma and a small treatment-related
increase in liver cell adenomas. The COC concluded that it was probable that symphytine had
carcinogenic activity based on the structure and the limited evidence that it induced angiosarcomas.
3.30 Monocrotaline has shown conflicting results in in vitro assays for genotoxicity and a positive result in
one in vivo assay. In a limited study in male rats using parenteral administration, there were treatmentrelated increases in a number of tumours, principally liver cell carcinomas and pulmonary
adenocarcinoma. From the available evidence and commonality of structure, the Committee
concluded that the data were sufficient to conclude that monocrotaline had carcinogenic activity but
with a different tumour profile to the other pyrrolizidine alkaloids. The mode of action was unclear.
The metabolite dehydroretronecine has shown positive results in in vitro assays for mutagenicity but
no genotoxicity data were found for dehydroheliotridine. The Committee found no convincing
evidence of carcinogenicity for these metabolites.
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3.31

The Committee decided that benchmark dose modelling on riddelliine and lasiocarpine, which had
been carried out by the Secretariat, could be used as a basis for a Margin of Exposure approach to the
risk assessment of pyrrolizidine alkaloids. A BMDL107 of 0.073 mg/kg bw/day for lasiocarpine, based on
the angiosarcoma incidence in the NTP study, should be used for any Margin of Exposure approach to
the risk assessment. The Committee further agreed that a “Cumulative Assessment Group” approach,
as described in the opinion of an EFSA Scientific Panel on methodologies for the assessment of
cumulative and synergistic risks from pesticides, would be appropriate for pyrrolizidine alkaloids in
view of the evidence for a common tumour pattern for several of these comounds.

Revision of OECD Test Guidelines for carcinogenicity studies
3.32 The Organisation for Economic Cooperation and Development (OECD) is currently revising its Test
Guidelines for carcinogenicity studies and chronic toxicity studies. The purpose of these guidelines is
to enable mutual acceptance of data by different regulatory authorities around the world and hence
to reduce costs and use of animals. The OECD is also preparing a Guidance Document to accompany
the revised guidelines. The first chapter, on dose selection, was discussed by the Committee at the
April meeting when it was also asked whether the UK should offer to draft any of the other planned
chapters. Members considered that, although much guidance already exists on histopathology, it
would be important to bring it into an OECD context, and recommended that the UK should propose
leading on this chapter.
3.33 The COC was also asked for advice on the guidelines in July, when it was informed that one of the
principal issues under consideration for the revision of the Test Guideline for carcinogenicity testing
(no. 451) is the required duration of the studies, in particular, how to deal with high levels of mortality
before scheduled termination of the study. Specifically:

7
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●

if there is excess mortality in the high dose group and other treated groups. The Committee
commented that this scenario would indicate a seriously flawed study and would recommend
abandoning it at that point.

●

if there is excess mortality in treated groups other than the high dose group. The Committee
advised that there would be concern about study design and technical handling since the deaths
would probably not be compound related. They considered that, on balance, it would be better
to run the study to completion

●

if there is excess mortality in the controls only, or in controls and one or more treated groups. It
was noted that what action was taken would depend on how much survival is reduced. The COC
recommended the continuation of the study only if the number of surviving animals is similar
across the groups. It would be important to establish that the study still had sufficient power to
detect effects at the level of concern.

The lower 95% confidence limit on the benchmark dose associated with a 10% response.

3.34 The COC was also asked for comments on a paper by Roth et al (2007; Toxicologic Pathology, Volume
35: pp 1040-1043) which discussed excess mortality in two-year rodent carcinogenicity studies. The
committee considered that the paper was suited more to testing of pharmaceuticals, where a
risk/benefit analysis was required, than to other chemicals for which a hazard identification is needed.
The paper was a reasonable qualitative description of potential strategies but failed to justify the
details and included many “rules of thumb” of unknown origin. Many relevant issues had not been
discussed in the paper.
3.35 The COC also considered whether the wording in the "Duration of Study" section of the 1981 Test
Guideline 451 should be revised, and if so, how. The current text states that overall survival should be
50% for a negative study to be acceptable. The COC advised that the wording should be revised but
the proposals set out in the Roth paper were not acceptable. The Committee also agreed with the
proposal that the normal duration of carcinogenicity studies in mice should be revised to 2 years.
3.36 The Committee considered that the method of analysis to be used should be explicit at the outset
and both data analysis and study design should be clearly linked to the primary objective of the study.
Therefore, it was important that the key requirements for study design and data analysis were
included in the Test Guideline, so that they become obligatory under the Mutual Acceptance of Data
agreement and thus avoided rejection of completed studies or the need for duplication.

Horizon scanning
3.37 The COC undertakes “horizon scanning” exercises at regular intervals to identify new and emerging
issues which have the potential to impact on public health. A number of topics were identified by the
secretariat for consideration by the Committee at the 2008 exercise. From these and Committee
members’ own proposals, the COC considered that the following topics should be taken forward:
●

RNA related effects as mechanism of carcinogenicity

●

Endogenous DNA adducts

●

Carcinogenic risk of carbon nanotubes

●

Carcinogenic risk of exposure to environmental tobacco smoke in childhood

●

Possible carcinogenic hazard from dietary insulin-like growth factor 1 (IGF-1)
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Ongoing topics
Carcinogenicity of mixtures
3.38 The COC is discussing current developments in the assessment of chemical mixtures with regard to
carcinogens and their modes of action. A statement is expected in 2009.
Chemical aetiology of Non-Hodgkin’s lymphoma
3.39 Non-Hodgkin’s lymphoma is the seventh most common cancer in men and the sixth most common
cancer in women in the UK and statistics indicate that the incidence has increased since the 1970s.
The COC is reviewing the scientific literature to assess whether there is any convincing evidence that
environmental chemicals are responsible for the reported increase in the incidence of Non-Hodgkin’s
lymphoma.
3.40 A statement is expected in early 2009.
Update review of epidemiological studies on cancer incidence near municipal solid waste incinerators
3.41 The COC published a statement on municipal solid waste incinerators and cancer in 2000. In 2008,
the Committee reviewed the results of new epidemiological studies published in the scientific
literature since that date.
3.42 A statement will be published in 2009.
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Statements of the COC
Second Statement on Chlorinated Drinking Water and Cancer
Introduction
1.

In the United Kingdom, North America, and many other places, chlorination has long been an
important part of water treatment, intended to ensure that drinking water contains no microbes
hazardous to human health. Disinfection of drinking water is fundamental to preventing the spread of
waterborne disease, such as cholera.

2.

In the mid-1970s, refinements in techniques of chemical analysis resulted in the detection in drinking
water of traces of chemicals formed when organic chemicals (such as those which may occur naturally
in rivers, lakes, reservoirs and other water sources) are subjected to chlorination. Each of these
chlorination byproducts (CBPs) is typically present in drinking water at a concentration below
1 microgram per litre (µg/l). In most supplies, the main CBPs are the four chlorinated and brominated
trihalomethanes (THMs, ie chloroform, bromodichloromethane, chlorodibromomethane and
bromoform), which may be present at concentrations up to 100 µg/l. However, numerous other CBPs
have been identified in drinking water, but many have yet to be characterised.

3.

Some CBPs, including some of the THMs, are known to be carcinogenic in laboratory mammals and
some are genotoxic in test systems. There have been many epidemiological investigations into the
possible association between chlorination of drinking water and cancer in humans and experimental
studies of the mutagenicity and carcinogenicity of CBPs. In 1986, the Department of Health
Committee on Medical Aspects of Contamination of Air, Soil and Water (CASW) reviewed the data
which were then available and concluded that there was no sound reason to conclude that the
consumption of the byproducts of chlorination, in drinking water that has been treated and
chlorinated according to current practices, increases the risk of cancer in humans. The COC
considered further epidemiological studies in 1992 and 1999 and reviewed the animal carcinogenicity
data in 1996. In 1996 it concluded that “The ratio between the lowest dose level giving rise to a
carcinogenic effect in animals and the likely human exposure level from drinking water for each of the
four THMs considered by the Committee was in excess of 10,000. Thus the levels of these THMs in
drinking water in the UK are unlikely to provide a carcinogenic risk to humans.” In 1999, it concluded
that the new epidemiological studies failed to provide persuasive evidence of a consistent relationship
between chlorinated drinking water and cancer. The Committee stated: “It remains possible that there
may be an association between chlorinated drinking water and cancer which is obscured by problems
such as the difficulty of obtaining an adequate estimate of exposure to chlorination by-products,
misclassification of source of drinking water (including the use of bottled water), failure to take
adequate account of confounding factors (such as smoking status), and errors arising from nonparticipation of subjects” (1). The COC considered that efforts to minimise exposure to CBPs remain
appropriate, providing that they do not compromise the efficiency of disinfection of drinking water.

4.

Thirteen further relevant epidemiological papers have been published since the 1999 review. At our
July 2007 meeting, we were asked to review these and to advise whether revision of the 1999
statement was required.
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New epidemiological studies
5.

The 13 new studies were on a range of cancers:
Type of cancer

Reference

Bladder cancer

3, 9, 10, 11, 12, 13

Colorectal cancer

8

Childhood acute lymphoblastic
leukaemia (ALL)

5, 6

Adult leukaemia

7

Brain cancer

2

Pancreatic cancer

4

One study (14) examined mortality from a wide range of cancers.
6.

Of the original studies, most were either hospital-based or population-based case-control studies.
One was a prospective cohort study (9) and one a retrospective ecological study (14). There were one
meta-analysis and two pooled analyses of overlapping sets of papers on bladder cancer. Four of the
13 studies were from Canada, with others from the US, France, Italy, Spain and Australia. None was
from the UK. We recognise that the levels of and, therefore, exposure to, CBPs may not be the same
in other countries as in the UK. Nevertheless, it is important to review these studies to determine
whether there is a carcinogenic hazard from CBPs in drinking water.

7.

As the Committee noted in 1999, those animal carcinogenicity studies which have been performed on
CBPs do not identify any CBP, or group of CBPs, which appears likely to cause cancer at these sites at
the concentrations found in drinking water. A number of different surrogates of exposure have been
employed in epidemiological studies. In the recent studies, they include:
●

Duration of time exposed to chlorinated water

●

THM levels (usually total THMs)

●

Chlorinated vs. non-chlorinated water source

●

Source of water

n some papers, several exposure measures were used, resulting in multiple comparisons, which can
influence the number of positive associations reported. Frequently, no historical measurements of
THMs were available and estimates had to be made, for example, from information on water sources
and history of chlorination treatment. There is also uncertainty about the lifetime estimates of water
consumption made in some studies. Different exposure ranges were used, rendering comparisons
between studies difficult. Overall, adequate exposure assessment continues to be a major problem
with these studies.
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8.

Most of the new studies have attempted to control for known or suspected risk factors although the
extent of control varied from study to study and was in part dependent on the degree to which there
are known or suspected risk factors for the cancer under study. Nevertheless, as noted in 1999, where
there are positive associations between cancer risk and measures of exposure, they are usually weak
and the elevated risks may be within the range of uncertainty arising from possible confounding
factors.

Bladder cancer
9.

Previous epidemiological studies have suggested associations between bladder cancer and CBPs
although the studies reviewed in 1999 were not considered to show any consistent dose-response
relationship with estimated exposures to CBPs or THMs. Of the 6 new papers concerning bladder
cancer, 3 were pooled analyses or meta-analyses of overlapping sets of papers, most of which we have
already considered. The meta-analysis compared individual consumption of chlorinated drinking water
and bladder cancer and reported small but statistically significantly elevated combined odds ratios
(ORs) for men but not for women (10) [combined OR for ever consumption in men = 1.4, 95%
confidence interval (CI) 1.1-1.9; OR for women = 1.2, 95% CI 0.7-1.8]. In the first pooled analysis of
6 case-control studies (3 of which were included in the meta-analysis), the adjusted OR for bladder
cancer in men exposed to an average of more than 1 μg/l THM compared to those who had lower or
no exposure was 1.24 (95% CI 1.09-1.41). Estimated ORs in men increased with increasing exposure up to
1.50 (95% CI 1.22-1.85) (11). No association was found among women. Additional results from the
pooled analysis using different measures of exposure to THMs (total fluid consumption and intake of
tap water) found that total fluid consumption was associated with a slightly increased risk of bladder
cancer [adjusted OR = 1.08, 95% CI 1.03-1.13 overall for men and women] (12). Tap water consumption
was also associated with a slightly increased risk of bladder cancer [adjusted OR/l/day increase overall
= 1.10, 95% CI 1.04-1.17], with higher ORs reported in men than women.

10.

Using data from a case-control study whose main objective was to assess the carcinogenic risk of
ozonation of drinking water, no statistically significant association of bladder cancer was found with
various measures of THM exposure (3). When adjusted for duration of exposure to ozonated water, a
statistically significant association was found at the highest average levels of THM concentration
[OR = 2.99, 95% CI 1.1-8.5] and with cumulative exposure to THM [OR = 3.39, 95% CI 1.2-9.6] but there
was no statistically significant trend with exposure levels. A large case-control study reported a
statistically significantly increased risk of bladder cancer in men associated with various estimates of
CBP exposure including average residential THM level [adjusted OR up to 2.53, 95% CI 1.23-5.20],
ingestion of THMs [adjusted OR up to 1.61, 95% CI 1.06-2.44], exposure from showering and bathing
[adjusted OR up to 2.01, 95% CI 1.23-3.28] and swimming in pools [ever swimming vs. never swimming:
OR =1.62, 95% CI 1.20-2.19] (13). In women, there were no statistically significantly raised risks from
showering and bathing [2.26, 95% CI 0.58-8.90] nor from swimming in pools [ever swimming vs. never
swimming: OR=1.19, 95% CI 0.30-4.72].

11.

Conflicting results were found in two studies which examined the association between frequency of
micronuclei in either urinary bladder epithelial cells (9) or exfoliated urothelial cells (13) and measures
of THM exposure.
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12.

We consider that the additional studies provide limited evidence for an association between bladder
cancer and exposure to CBPs.

Colon and rectal cancers
13.

A number of studies have examined the association between cancer of the colon or rectum and
exposure to chlorinated drinking water. A new, well conducted case-control study has been published
on these endpoints (8). It found increased risks of colon cancer among males with a number of
measures of exposure to THMs. The highest adjusted OR was 2.10 (95% CI 1.21-3.66) for >35 years
exposure to >75 μg THM/l compared to <10 years. No significantly increased risks were found for
colon cancer in females nor for rectal cancer.

Other sites
14.

A study of exposure to drinking water contaminants and childhood ALL found no statistically
significant increases in risk with a number of measures of exposure to THMs (5). However, an
additional study of a subset of cases found significant interactions between pre- and post-natal
exposure to THMs and polymorphisms in the GSTT1 and CYP2E1 genes (6). The OR for children with
the GSTT1 null genotype exposed to an average total THM level in the postnatal period above 95th
percentile was 9.13 (95% CI 1.44-57.82), and that for children with one or more CYP2E*1 alleles and
average total THM level in the prenatal period at or above the 75th percentile was 9.75 (95% CI 1.1086.01). We note that there were only 12 children with one or more CYP2E*1 alleles, most of whom
would probably have been heterozygotes, and question the plausibility of such an association being
causal. Nevertheless, the finding is of interest. A large case-control study of adult leukaemia cases
found an increased risk of chronic myelocytic leukaemia (CML) with increasing years of exposure to
several CBP indices but the risk of other leukaemia subtypes was found to decrease with increasing
years of exposure to CBP (7).

15.

A well-conducted case-control study found a positive, dose-related association in men between
measures of exposure to CBPs and brain cancer (glioma) with a significant trend with estimated
lifetime average THM concentration [OR for exposure to chlorinated surface water of >40 years = 2.5
(95% CI 1.2-5.0] (2). In contrast, no significant trend was found in women [OR for exposure to
chlorinated surface water of >40 years = 0.7 (95% CI 0.3-1.6)].

16.

No association was found between pancreatic cancer and increasing CBP levels in a population-based
case-control study [OR for the highest THM concentration = 0.90 for men and women combined, 95%
CI 0.62-1.33] (4).

17.

In a retrospective ecological study which compared the mortality from a wide range of cancers in an
area supplied with tap water with high THM levels with rates in an area with low THM levels, overall
cancer mortality rates were slightly raised in the high THM area [men: SMR8 = 1.2, 95% CI 1.1-1.4; women:
SMR = 1.1, 95% CI 1.0-1.3] (14). In men, there were raised SMRs for cancers of the stomach [1.7 (1.2-2.5)],
lung [1.3 (1.0-1.6)], melanoma [3.8 (1.0-10.5)] and breast [18.4 (1.0- 98.6)]. No individual cancer showed a
raised rate in women.

8
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Conclusion
18.

We have reviewed the new epidemiological studies on chlorinated drinking water and cancer
published since 1999. In 1999, the COC concluded that the studies which were reviewed on bladder
cancer did not show any consistent dose-response relationship with estimated exposures to CBPs or
THMs. We consider that the new studies on bladder cancer, which include a meta-analysis and two
pooled analyses by the same group, provide limited evidence for an association between bladder
cancer and exposure to CBPs in men. The evidence for an association in women is conflicting.

19.

In the 1999 review, the COC commented that the studies of colorectal cancer gave inconsistent
findings. In the current review, one well-conducted study provides some evidence for an association
with colon cancer, but not rectal cancer, in men only. In 1999, the COC did not consider the studies of
other sites to be of good quality or to produce consistent associations. One new, well-conducted
study has indicated an association with brain cancer in men but not in women.

20.

Problems remain in the interpretation of published studies on CBPs. These include the small relative
risks recorded, the possibility of residual confounding, and the problems with exposure assessment
described above. There is no obvious reason why positive associations should be seen so frequently
in men but not in women. There is always concern that publication may be biased in favour of
positive results, as it may in any field of science. Moreover, as previously stated, none of the studies
we have reviewed were carried out in the UK and it is possible that disinfection practices and
constituents of the raw water may be different in other countries, in which case the study results may
not be directly applicable to the UK.

21.

We conclude that the evidence for a causal association between cancer and exposure to CBPs is
limited and any such association is unlikely to be strong. Efforts to minimise CBPs in drinking water
should continue but must be balanced against the need for effective disinfection of drinking water.

COC/08/S1
May 2008
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Statement on Betel Quid, Pan Masala and Areca Nut Chewing
Introduction
1.

Areca nut is an ingredient of betel quid or pan masala which is chewed as an aid to digestion and as a
stimulant. Areca nut may have limited use as a food ingredient. The COC first considered the
carcinogenicity of areca nut in 1993 and 1994. Following the publication of a number of new, relevant
papers, the COC was asked to look at this subject again in November 2006.

Background
2.

Areca nut is widely used in Asian immigrant populations in the UK and other countries in Europe
(Warnakulasuriya, 2002). Areca nut is primarily used as an ingredient of betel quid, which is made up of
areca nut mixed with slaked lime (calcium hydroxide) and catechu9, wrapped in a betel leaf (Piper
betel). The betel quid is usually chewed for between five minutes and an hour or maybe more.
Traditional use varies between countries; sometimes tobacco is added to the quid and sometimes
spices such as cardamom or ginger. Recently, pan masala has become a popular alternative to betel
quid. This is a pre-prepared mixture containing the same ingredients as the betel quid, but is not
wrapped in a betel leaf. Betel quid and pan masala are chewed to aid digestion and for their
stimulatory effects. The juice is often spat out but sometimes it is swallowed. Once chewed, the
fibrous remains of the quid are also normally spat out (Zain et al, 1999).

3.

Whole areca nuts can be bought in some supermarkets in the UK but more commonly they are bought
in shops stocking traditional Asian foods. It is thought that these are generally used to prepare betel
quid at home, but it has also been suggested that they may be used to add flavour when cooking by
adding grated or sliced nut to food. However, it has not been possible to substantiate this use.

4.

Under the terms of The Medicines (Retail Sale or Supply of Herbal Remedies) Order 1977 part 1, Areca
catechu (the botanical source of areca nut) is considered to be a medicinal plant and any substance
derived from it should only be sold on licensed premises (a registered pharmacy or where a
pharmacist is present) (HMSO, 1977). However betel quid is not considered medicinal by the
Medicines and Healthcare Products Regulatory Agency (MHRA) and is therefore covered by food law.

Constituents and metabolism of betel quid ingredients
5.

9

Areca nuts may be used ripe or unripe and may be processed by being sun-dried and/or cured.
Uncured areca nut is reported to contain 11.4- 26% tannins and among the polyphenols identified are
leucocyanadins, catechins, 3,4-flavandiols and hexahydroxyflavan. The main pharmacological action of
areca nuts is attributed to the alkaloids arecoline, arecaidine, guvacine, guvacoline and arecolidine,
which make up 0.15-0.67% of uncured nuts (Awang, 1986). in vitro experiments suggest that nitrosation
of arecoline occurs readily, giving rise to at least four N-nitrosocompounds: N-nitrosoguvacoline

An extract of wood from a variety of acacia species but can also be obtained from the leaves and bark of other plants.
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(NGCO), N-nitrosoguvacine (NGCI), 3-(methylnitrosamino)proprionitrile (MNPN) and
3-(methylnitrosamino)proprionaldehyde (MNPA). Several of these N-nitroso compounds have been
detected in the saliva of betel quid chewers (Wenke and Hoffmann, (1983), Nair et al, (1985), Nair et al
(1987)).
6.

Among their other components, the mature green leaves of Piper betel contain volatile oils including
eugenol, chavicol, terpenes, and tannins.

7.

Catechu is the residue of a hot water-extraction of the heartwood of Acacia catechu (also see note 1).
It contains mainly tannin and polyphenols, including catechutannic acid, catechin, catechu red,
quercetin, kaempferol, dihydroxycaempferol, taxifolin, isorhamnetin, (+) afzechin and dimeric
procyanidin (IARC, 1985).

8.

Metabolic studies suggest that arecoline is de-esterified in the liver and both arecoline and arecaidine
are excreted in the urine as the mercapturic acid N-acetyl-S-(3-carboxyl-1-methylpiperid-4-yl)-Lcysteine. NGCO and NGCI are metabolised in the liver to N-nitrosonipectoic acid. This is largely
excreted in the urine, though faecal excretion also occurs (IARC, 1985).

Previous COC advice
9.

The Committee reviewed the use of areca nut in betel quid and pan masala in 1993 and 1994 and
considered a range of human epidemiology studies, animal carcinogenicity studies and in vivo and in
vitro mutagenicity studies10. On the basis of this evidence, the COC concluded the following:
●

There was evidence of mutagenic and carcinogenic activity of areca nut extracts and derived
compounds in experimental systems. In particular, the potent carcinogenic activity of the arecaderived nitrosamine, MNPN had been confirmed, and methyl and cyanoethyl adducts had been
detected in the DNA of the target tissues in which the tumours developed. There was evidence
that endogenous nitrosation of areca nut alkaloids can occur in animals and humans; and areca nut
derived nitrosoamines, including MNPN, have been detected in the saliva of betel quid chewers.

●

There were very limited data from epidemiological studies on the effect of betel or areca nut
products without tobacco, which did not allow any conclusion to be drawn. There was, however,
sufficient epidemiological evidence of a link between the chewing of betel quid containing
tobacco and cancer in humans.

●

The Committee concluded that the use of these products without tobacco was possibly
carcinogenic in humans.

Considerations by other expert bodies
10.

The International Agency for Research on Cancer (IARC) assessed the use of betel quid in 2003 and
concluded that both chewing of betel quid and areca nut should be categorised as Group 1 (known)
human carcinogens. In its conclusions it stated that there is sufficient evidence in humans to conclude

10 The conclusions can be found in the 1994 report of the Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment (HMSO, 1994).
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that betel quid chewed without tobacco causes oral cancer. IARC also concluded that there was
sufficient evidence in animals to confirm the carcinogenicity of betel quid and areca nut without tobacco
(IARC, 2003). The 2003 report followed up a previous review from 1985 in which it was concluded that
there was inadequate evidence for the carcinogenicity of betel quid chewed without tobacco.
Studies published since 1993
11.

Most of the epidemiological data available concerns the use of areca nut in betel quid or pan masala
and the link with oral cancers and pre-cancerous lesions. The epidemiological studies are summarised
in Table 1.

12.

Other epidemiological data have linked the use of areca nut with other cancers such as liver cancers.
There are also some limited animal studies and in vitro studies. The studies linking betel quid use with
liver cancer have been summarised in Table 2.

Discussion
13.

The Committee considered the data that had been published since its previous discussion and agreed
with the recent IARC conclusions, as given above. The Committee considered that most of the
evidence suggested that areca nut is a site of contact carcinogen acting by a genotoxic mechanism,
and noted that there was some evidence that a non-genotoxic mechanism could also be involved. It
seems likely that the carcinogenic mechanism involved nitrosation of the alkaloids present in the areca
nut, which form N-nitroso products that can be detected in saliva. The Committee noted that these
have been demonstrated to have mutagenic activity in vitro. Most of the available data indicates that
areca nut and betel quid cause cancer of the oral cavity where the quid can be held for significant
amounts of time.

14.

The Committee concluded that, although there was insufficient evidence to definitively link the use
of areca nut as a food ingredient with an increased incidence of cancer, this use should be regarded as
potentially carcinogenic. The studies reviewed did not appear to show variations in cancer incidence
in populations using differently prepared areca nut products; this and the possible genotoxic mode of
activity led the Committee to conclude that areca nut may be carcinogenic in all forms.

Summary
15.

The Committee was satisfied that there was sufficient epidemiological evidence to conclude that
areca nut, when used in the form of betel quid or pan masala, is carcinogenic to humans. This relates
primarily to an increased risk of oral cancers from the keeping the areca nut or betel quid in the
mouth for a significant length of time. Members also considered that the use of areca nut as a food
ingredient may also result in an increased risk of cancer.

COC/08/S2
July 2008
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Cases (No.)

194 (age and sex
matched)

-

149 (age, sex, hospital
and time of
attendance matched)

47773

1711 male patients
with non-tobacco
related cancers and
1927 healthy male
hospital visitors.

107
(m=104, f=3)

7521 (m=5072, f=2449)

79

100

1563 oral,
636 pharyngeal
566 oesophageal.
All male.

Warnakulasuriya et al
(1999)

Merchant et al (2000)

Hasibe et al (2000)

Znaor et al (2003)

456 (age and sex
matched)

Controls (No.)

Ko et al (1995)

Sankaranarayanan et al 228
(1989)

Study

Published results

Regular use of betel quid with tobacco was
associated with an increase in the incidence of
the two types of cancer studied.
Compared with abstainers, betel quid chewers
had an OR of 8.5, CI of 4.4-16.2 of developing
oral cancer.
Age of onset was significantly lower in Chinese
and Asian populations than in other groups

After adjustment individuals with OSF were 19.1
times more likely to develop oral cancer than
those without and individuals using betel quid
without tobacco were 9.9 times more likely to
develop oral cancer than non-users. Risk of oral
cancer increased with higher intakes of betel
quid with and without tobacco.
Current chewing habits were 74.5% and 83.7%
amongst male and female cases respectively. The
adjusted odds ratio for regular chewers was 19.8
(95% confidence interval 9.8-40) after
adjustment.
An increased risk for oral cancers of over 2 fold
and a 60% increased risk for oesophageal cancers
were observed among chewers without tobacco.
Among chewers with tobacco, the increase in
risk was 5-fold.for oral cancers and 2-fold for
pharyngeal and oesophageal cancers.

Cancer types

Carcinoma: Tongue
(188) Buccal floor (40)

Oral carcinoma

Lip, mouth, pharynx,
nasal cavity, larynx,
bronchus
Oral squamous cell
carcinoma, OSF1

Erythroplakia

Oral (lip, tongue
mouth), pharyngeal
(oropharynx,
hypopharynx and
pharynx), oesophageal

Table 1: Human epidemiological studies on areca nut and betel quid usage and the link to oral cancers.
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185 (age and sex
matched)

90 (age and sex
matched)

185

90

Ranganathan et al
(2004)

Chitra et al (2004)

2

Squamous cell
carcinoma of the
oesophagus

Odds ratio between cases and controls for areca
nut usage was 2.8 with a CI of 1.3-5.9.

All OSF patients in this study had a history of
chewing betel quid. Only low levels of areca nut
use (in all forms) was seen in the control group,
but higher use of alcohol and tobacco smoking
was observed.

The risk of developing the two preneoplastic
lesions studied was 22.3-40.7 fold higher in
regular chewers of betel quid than in those who
had never chewed. Ex-chewers were 7.1-12.1 times
more likely to develop these lesions than nonchewers. Of the factors investigated, betel quid
was found to be the strongest risk factor for
OSF and OL.

OL2 (125 patients) and
OSF1 (94 patients)

OSF1

Published results

Cancer types

Oral sub-mucous fibrosis – a pre-cancerous condition shown to precede oral cancer and manifests itself through discolouration of the oral mucosa and
decreased flexibility of the cheeks.
Oral leukoplakia – A pre-cancerous lesion

876 (age and sex
matched)

219

Lee et al (2003)

1

Controls (No.)

Cases (No.)

Study

Table 1: Human epidemiological studies on areca nut and betel quid usage and the link to oral cancers. continued
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a

Cases (No.)

420 (210 patients with
cirrhosis and
210 healthy controls)
(age and sex
matched)

210

Tsai et al (2004)

Hepatocellular Carcinoma

263 (age and sex
matched)

263

65 (age and sex
matched)

Controls (No.)
(if applicable)

Tsai et al (2001)

Srivatanakul et al (1991) 65 (47 M & 18 F)

Study

Published results

The study suggests that regular use of betel quid
conferred a higher risk of HCC although this was
not statistically significant.
The authors concluded that there was an
association between regular betel quid use and
HCC after controlling for confounding factors
such as cirrhosis. A weak synergistic relationship
was proposed between betel quid use and
hepatitis B and C virus and the development of
HCC.
Betel quid chewing was found to be an
independent risk factor for HCC in patients with
chronic viral infections. Evidence of a link in
otherwise healthy patients was very weak and
the authors concluded that betel quid was not a
risk factor for HCC complicating cirrhosis in
subjects without chronic viral hepatitis.

Cancer types

HCCa

HCCa

HCCa complicating
cirrhosis

Table 2: Human epidemiological studies on areca nut and betel quid usage and the link to other cancers.
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the period of this report
Personal Interest

Non Personal Interest

MEMBER

COMPANY

INTEREST
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Aviva
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Bradford & Bingley
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Shareholder
Shareholder
Shareholder
Shareholder

National Grid
Servier

Shareholder
Honorarium

Buller Jeffries
(Solicitors)

Honorarium

Dr C Allen

NONE

Professor A Boobis
OBE

COMPANY

INTEREST

NONE

NONE

NONE

NONE

NONE

Banco Santander
Barclays Bank
BG Group
BT Group
Centrica
Halifax
National Grid
Transco
Scottish Power
Astellas Pharma
Sumitomo
Chemical (UK) PLC
Howrey LLP

Shareholder
Shareholder
Shareholder
Shareholder
Shareholder
Shareholder
Shareholder
Shareholder
Shareholder
Consultancy

GlaxoSmithKline

Support by Industry

FSA

Research Contract

Department of
Health

Unpaid member of
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Non Personal Interest

MEMBER
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National Grid
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Shareholder
Shareholder
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Professor R A
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Professor D E G
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ANNEX 1 - Terms of Reference
To advise at the request of:
Food Standards Agency
Health Protection Agency
Department of Health
Department for Business, Enterprise & Regulatory Reform
Department of Transport, Local Government and the Regions
Department of Trade and Industry
Health and Safety Executive
Pesticide Safety Directorate
Veterinary Medicines Directorate
Medicines and Healthcare Products Regulatory Agency
Home Office
Scottish Executive
National Assembly for Wales
Northern Ireland Assembly
Other Government Departments and Agencies
1.

To assess and advise on the toxic risk to man of substances which are:
a. used or proposed to be used as food additives, or used in such a way that they might
contaminate food through their use or natural occurrence in agriculture, including horticulture and
veterinary practice or in the distribution, storage, preparation, processing or packaging of food;
b. used or proposed to be used or manufactured or produced in industry, agriculture, food storage
or any other workplace;
c. used or proposed to be used as household goods or toilet goods and preparations;
d. used or proposed to be used as drugs, when advice is requested by the Medicines Control Agency,
Section 4 Committee or the Licensing Authority;
e. used or proposed to be used or disposed of in such a way as to result in pollution of the
environment.

2.

To advise on important general principles or new scientific discoveries in connection with toxic risks,
to co-ordinate with other bodies concerned with the assessment of toxic risks and to present
recommendations for toxicity testing
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ANNEX 2 - Code of conduct for members of
advisory committees
Public service values
Members must at all times:
●

observe the highest standards of impartiality, integrity and objectivity in relation to the advice
they provide and the management of this Committee;

●

be accountable, through the Chairman of the Food Standards Agency and the Chief Medical
Officer, to Ministers, Parliament and the public for its activities and for the standard of advice it
provides.

The Ministers of the sponsoring departments are answerable to Parliament for the policies and performance
of this Committee, including the policy framework within which it operates.

Standards in Public Life
All Committee members must:
●

follow the Seven Principles of Public Life set out by the Committee on Standards in Public Life
(see page 307);

●

comply with this Code, and ensure they understand their duties, rights and responsibilities, and
that they are familiar with the function and role of this Committee and any relevant statements of
Government policy. If necessary members should consider undertaking relevant training to assist
them in carrying out their role;

●

not misuse information gained in the course of their public service for personal gain or for
political purpose, nor seek to use the opportunity of public service to promote their private
interests or those of connected persons, firms, businesses or other organisations; and

●

not hold any paid or high profile unpaid posts in a political party, and not engage in specific
political activities on matters directly affecting the work of this Committee. When engaging in
other political activities, Committee members should be conscious of their public role and
exercise proper discretion. These restrictions do not apply to MPs (in those cases where MPs are
eligible to be appointed), to local councillors, or to Peers in relation to their conduct in the House
of Lords.

Role of Committee members
Members have collective responsibility for the operation of this Committee. They must:
●
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engage fully in collective consideration of the issues, taking account of the full range of relevant
factors, including any guidance issued by the Food Standards Agency; the Department of Health
and sponsor departments or the responsible Minister;

●

in accordance with Government policy on openness, ensure that they adhere to the Code of
Practice on Access to Government Information (including prompt responses to public requests for
information); agree an Annual Report; and, where practicable and appropriate, provide suitable
opportunities to open up the work of the Committee to public scrutiny

●

not divulge any information which is provided to the Committee in confidence;

●

ensure that an appropriate response is provided to complaints and other correspondence, if
necessary with reference to the sponsor department; and;

●

ensure that the Committee does not exceed its powers or functions.

Individual members should inform the Chairman (or the Secretariat on his or her behalf) if they are invited
to speak in public in their capacity as a Committee member.
Communications between the Committee and the Food Standards Agency (FSA) Board and/or Ministers will
generally be through the Chairman except where the Chairman has agreed that an individual member should
act on its behalf. Nevertheless, any member has the right of access to the FSA Board and/or Ministers on
any matter that he or she believes raises important issues relating to his or her duties as a Committee
member. In such cases the agreement of the rest of the Committee should normally be sought.
Individual members can be removed from office by the FSA Board if they fail to perform the duties required
of them in line with the standards expected in public office.

Role of the Chairman
The Chairman has particular responsibility for providing effective leadership on the issues above. In
addition, the Chairman is responsible for:
●

ensuring that the Committee meets at appropriate intervals, and that the minutes of meetings and
any reports to the FSA Board accurately record the decisions taken and, where appropriate, the
views of individual members;

●

representing the views of the Committee to the general public; and

●

ensuring that new members are briefed on appointment (and their training needs considered), and
providing an assessment of their performance, on request, when members are considered for reappointment to the Committee or for appointment to the board of some other public body.

Handling conflicts of interests
The purpose of these provisions is to avoid any danger of Committee members being influenced, or
appearing to be influenced, by their private interests in the exercise of their public duties. All members
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should declare any personal or business interest which may, or may be perceived (by a reasonable member
of the public) to, influence their judgement. A guide to the types of interest that should be declared is
included below.
(i)

Declaration of Interests to the Secretariat

Members of the Committee should inform the Secretariat in writing of their current personal and nonpersonal interests, when they are appointed, including the principal position(s) held. Only the name of the
company and the nature of the interest are required; the amount of any salary etc. need not be disclosed.
An interest is current if the member has an on-going financial involvement with industry, e.g. if he or she
holds shares in industry, has a consultancy contract, or if the member or the department for which he or
she is responsible is in the process of carrying out work for industry. Members are asked to inform the
Secretariat at any time of any change of their personal interests and will be invited to complete a
declaration form once a year. It is sufficient if changes in non-personal interests are reported in the annual
declaration form following the change. (Non-personal interests involving less than £1,000 from a particular
company in the previous year need not be declared to the Secretariat).
The register of interests should be kept up-to-date and be open to the public.
(ii)

Declaration of Interest and Participation in Discussions at Meetings and by Correspondence

Members of the Committee are required to declare any direct interests relating to salaried employment or
consultancies, or those of close family members1, in matters under discussion at each meeting, and if items
are taken by correspondence between meetings. The declaration should note whether the interest is
personal or non-personal, whether it is specific to the item under discussion, or non-specific (see below)
and whether it is current or lapsed. Having fully explained the nature of their interest the Chairman will,
decide whether and to what extent the member should participate in the discussion and determination of
the issue. If it is decided that the member should leave the meeting, the Chairman may first allow them to
make a statement on the item under discussion.

Personal liability of Committee members
A Committee member may be personally liable if he or she makes a fraudulent or negligent statement
which results in a loss to a third party; or may commit a breach of confidence under common law or a
criminal offence under insider dealing legislation, if he or she misuses information gained through their
position. However, the Government has indicated that individual members who have acted honestly,
reasonably, in good faith and without negligence will not have to meet out of their own personal resources
any personal civil liability which is incurred in execution or purported execution of their Committee
functions save where the person has acted recklessly. To this effect a formal statement of indemnity has
been drawn up.

1
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Close family members include personal partners, parents, children, brothers, sisters and the personal partners of any of these

THE SEVEN PRINCIPLES OF PUBLIC LIFE
Selflessness
Holders of public office should take decisions solely in terms of the public interest. They should not do
so in order to gain financial or other material benefits for themselves, their family, or their friends.
Integrity
Holders of public office should not place themselves under any financial or other obligation to outside
individuals or organisations that might influence them in the performance of their official duties.
Objectivity
In carrying out public business, including making public appointments, awarding contracts, or
recommending individuals for rewards and benefits, holders of public office should make choices on merit.
Accountability
Holders of public office are accountable for their decisions and actions to the public and must submit
themselves to whatever scrutiny is appropriate to their office.
Openness
Holders of public office should be as open as possible about all the decisions and actions that they
take. They should give reasons for their decisions and restrict information only when the wider public
interest clearly demands.
Honesty
Holders of public office have a duty to declare any private interests relating to their public duties and
to take steps to resolve any conflicts arising in a way that protects the public interests.
Leadership
Holders of public office should promote and support these principles by leadership and example.
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Different types of interest
The following is intended as a guide to the kinds of interests that should be declared. Where members are
uncertain as to whether an interest should be declared they should seek guidance from the Secretariat or,
where it may concern a particular product which is to be considered at a meeting, from the Chairman at
that meeting. If members have interests not specified in these notes but which they believe could be
regarded as influencing their advice they should declare them. However, neither the members nor the
Secretariat are under any obligation to search out links of which they might reasonably not be aware. For
example, either through not being aware of all the interests of family members, or of not being aware of
links between one company and another. Members’ interests must be declared/confirmed annually on the
declaration of interests form to the Committee Secretariat.
Personal Interests
A personal interest involves the member personally. The main examples are:
●

Consultancies and/or direct employment: any consultancy, directorship, position in or work for
industry which attracts regular or occasional payments in cash or kind;

●

Fee-Paid Work: any commissioned work by industry for which the member is paid in cash or kind;

●

Shareholdings: any shareholding or other beneficial interest in shares of industry. This does not
include shareholdings through unit trusts or similar arrangements where the member has no
influence on financial management;

●

Membership or Affiliation: any membership role or affiliation that you or a close family member
has to clubs or organisations with an interest or involvement in the work of the Department.

Non-Personal Interests
A non-personal interest involves payment which benefits the organisation in which the member works, but
is not received by the member personally. The main examples are:
●

Fellowships: the holding of a fellowship endowed by industry;

●

Support by Industry: any payment, other support or sponsorship which does not convey any
pecuniary or material benefit to a member personally, but which does benefit their position or
organisation, e.g.
i) a grant for the running of a unit or department;
ii) a grant or fellowship or other payment to sponsor a post or a member of staff or a post
graduate research programme. This does not include financial assistance for students;
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iii) the commissioning of research or other work by, or advice from, staff who work in a unit for
which the member is responsible.
Members are under no obligation to seek out knowledge of work done for, or on behalf of, the industry or
other relevant bodies by departments in which they work, if they would not normally expect to be
informed.
●

Trusteeships: where a member is a trustee of a charity with investments in industry, the
Secretariat can agree with the member a general declaration to cover this interest rather than
draw up a detailed portfolio.

Specific Interests
A member must declare a personal, specific interest if they have at any time worked on a matter, product
or substance under consideration and have personally received payment for that work, in any form.
A member must declare a non-personal, specific interest if they are aware that the organisation in which
they work has at any time worked on the matter, product or substance under consideration but they have
not personally received payment for that work, in any form.
Non-specific Interests
A member must declare a personal non-specific interest if they have a current personal interest in a
company concerned with a matter, product or substance under consideration, which does not relate
specifically to the matter, product or substance under discussion.
A member must declare a non-personal non-specific interest if they are aware that the organisation in
which they work is currently receiving payment from the company concerned which does not relate
specifically to the matter, product or substance under discussion.
If a member is aware that a substance, product or matter under consideration is or may become a
competitor of a substance, product or matter manufactured, sold or supplied by a company in which the
member has a current personal interest, they should declare their interest in the company marketing the
rival product, substance or matter.
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Definitions
In this Code, ‘the industry’ means:
●

Companies, partnerships or individuals who are involved with the production, manufacture, sale or
supply of products subject to the following legislation;
The Food Safety Act 1990
The Medicines Acts 1968 and 1971
The Food and Environmental Protection Act 1985
The Consumer Protection Act 1987
The Cosmetic (Safety) (Amendment) Regulations 1987

The Notification of New Substances Regulations 1982
●

Trade associations representing companies involved with such products;

●

Companies, partnerships or individuals who are directly concerned with research, development or
marketing of a product which is being considered by the Committees on Toxicity, Mutagenicity, or
Carcinogenicity of Chemicals in Food, Consumer Products and the Environment.

In this Code ‘the Secretariat’ means the Secretariat of the COC, COM and COT
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Annex 3 – Openness
Introduction
1

The Committee on Toxicity (COT) and its sister committees the Committee on Mutagenicity (COM)
and Committee on Carcinogenicity (COC) are non-statutory independent advisory committees who
advise the Chairman of the Food Standards Agency and the CMO and, through them, the
Government on a wide range of matters concerning chemicals in food, consumer products and the
environment.

2.

The Government is committed to make the operation of advisory committees such as the
COT/COM/COC more open and to increase accountability. Proposals have been published in
"Quangos-Opening the Doors" (Cabinet Office, July 1998). The COT/COM/COC have recently
considered a number of options for greater openness of Committee business. There was a high level
of agreement between the COT/COM/COC regarding the adoption of proposals for greater openness.

3.

In discussing these proposals (during the course of 1999) the Committees were aware that the
disclosure of information which is of a confidential nature and was communicated in circumstances
importing an obligation of confidence is subject to the common law of confidentiality. Guidance is
set out in the Code of Practice on Access to Government Information (second edition, 1997). Thus an
important aspect of implementing initiatives for greater openness of Committee business concerns
setting out clear guidelines for the handling of information submitted on a confidential basis.

General procedures for openness
4.

The Committees agreed that the publication of agendas, finalised minutes, agreed conclusions and
statements (subject to the adoption of appropriate procedures for handling commercially sensitive
information) and appointment of a lay/public interest member to each Committee would help to
increase public scrutiny of Committee business. The Committees also agreed that additional open
meetings on specific topics where interest groups, consumer organisations etc could attend and
participate should be held.

5.

A summary of the proposals is tabulated below. A more detailed outline of procedures regarding
products where confidential data has been reviewed is given in page 314.

6.

The Committees stressed that, in view of the highly technical nature of the discussions, there was a
need for all documents released to be finalised and agreed by the Committee, i.e. any necessary
consultation with Members and Chairman should be completed before disclosure.

7.

Statements and conclusions should summarise all the relevant data, such as information regarding
potential hazards/risks for human health in respect of the use of products and chemicals, and any
recommendations for further research.

8.

The Committees will be asked for an opinion based on the data available at the time of consideration.
It is recognised that, for many chemicals, the toxicological information is incomplete and that
recommendations for further research to address these gaps will form part of the Committee's advice.

311

Annual Report 2008

9.

The release of documents (papers, minutes, conclusions and statements) where the COT/COM/COC
has agreed an opinion on the available data but where further additional information is required in
order to finalise the Committee's conclusions, needs to be considered on a case-by case basis. The
relevant considerations include the likelihood that such additional data would alter the Committee's
conclusion, any representations made by a company about, for example, commercial harm that early
disclosure could cause and also the public interest in disclosure.

10.

In the event that the Committees need to consider an item over several meetings, it might be
necessary to keep relevant documents (e.g. papers and minutes) confidential until an agreed opinion
(e.g. statement) is available.

Issue

Proposals

Comment

Open meetings on specified topics
(eg invited audience, interest
groups, consumer organisations,
professional societies.

Agreed. Suggestions include
meeting at a time of release of
Annual Report. External
consultation on identifying topics
for such meetings.

Meetings would be on generic
issues in chemical toxicology,
carcinogenicity, mutagenicity and
risk assessment. There would be
no discussion of individual
commercial products.

Agenda

Agreed

Made publicly available via
Internet site prior to meeting.

Papers

Agreed

Finalised papers to be made
available upon request.
Confidential information/annexes
to be removed.

Minutes*

Agreed

Anonymised minutes made
available upon request and on
Internet site after appropriate
consultation with members and
agreement by the full committee.

Conclusions/statements*

Agreed

Agreed conclusions/statements
published as appropriate including
via the Internet and also made
available on request.

Annual Report*

Agreed

Publish in accordance with
procedures for previous years.

* Procedures for handling confidential information are outlined overleaf.
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Summary of proposals for committee openness
Procedures for handling confidential information
Background
1

COT/COM/COC quite often consider information which has been supplied in confidence. For the
most part this comprises information which is commercially sensitive. For example, this could include
product formulations/specifications, methods of manufacture, and reports of toxicological
investigations and company evaluations and safety assessment.

2

Normal procedure in the past has been to publish a summary of the Committee's advice in the Annual
Report and to ask companies to release full copies of submitted reports for retention by the British
Library at the completion of a review. Given the clear Ministerial commitment to the publication of
detailed information regarding the activities of advisory committees, and in particular following the
assessment of products which are already available to the general public, the COT/COM/COC have
begun to adopt where possible a more open style of business where detailed statements have been
published via the Internet soon after they have been finalised.

3

Except in cases where there is legislation under which information has been submitted and which
deals with disclosure and non-disclosure, the general principle of the common law duty of
confidentiality will apply. This means that any information which is of a confidential character and has
been obtained in circumstances importing a duty of confidence may not be disclosed unless consent
has been given or there is an overriding public interest in disclosure (such as the prevention of harm to
others). The following procedure will be adopted which allows confidential information to be
identified, assessed and appropriate conclusions/statements to be drafted and published on the basis
of a prior mutual understanding with the companies. There is scope for companies to make
representations also after submission of the information and prior to publication regarding the
commercial sensitivity of data supplied and to comment on the text of statements which are to be
published. However, companies would not have a right of veto in respect of such statements.

Procedures prior to committee consideration
Initial discussions
4

Upon referral to COT/COM/COC the Secretariat will liaise with the relevant company supplying the
product in the UK to:
i)

Clearly state the policy of Committee openness (as summarised above).

ii) To identify and request the information needed by the COT/COM/COC (e.g. test reports,
publications etc).
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Confidential data
iii)

The company will be asked to clearly identify any confidential data and the reason for confidentiality.

Handling confidential data
iv)

The procedures by which the COT/COM/COC will handle confidential data and the public
availability of papers, minutes, conclusions and statements where reference is made to such data
will be discussed with the company prior to submission of papers to the Committee(s). The
general procedures for handling documents are outlined in paragraphs 4-10 above. Companies will
be informed that confidential annexes to Committee papers (e.g. where detailed information
supplied in confidence such as individual patient information and full study reports of
toxicological studies) will not be disclosed but that other information will be disclosed unless
agreed otherwise with an individual company.

v)

The following is a suggested list of information which might be disclosed in COT/COM/COC
documents (papers, minutes, conclusions and statements). The list is not exhaustive and is
presented as a guide:
a)

name of product (or substance/chemical under consideration),

b)

information on physico-chemical properties,

c)

methods of rendering harmless,

d)

a summary of the results and evaluation of the results of tests to establish harmlessness to
humans,

e)

methods of analysis,

f)

first aid and medical treatment to be given in the case of injury to persons,

g)

surveillance data (e.g. monitoring for levels in food, air, or water).

Procedures during and after Committee consideration
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vi)

The timing of release of Committee documents (papers, minutes, conclusions and statements)
where the item of business involved the consideration of confidential data would be subject to
the general provisions outlined in the paragraphs above. Documents would not be released until a
Committee - agreed conclusion or statement was available.

vii)

The most important outcome of the Committee consideration is likely to be the agreed
statement. Companies will be given an opportunity to comment on the statement prior to
publication and to make representations (for example, as to commercial sensitivities in the
statement). The Chairman would be asked to consider any comments provided, but companies
would not be able to veto the publication of a statement or any part of it. Companies will
continue to be asked to release full copies of submitted reports for retention by the British
Library at the completion of a review.

Annex 4 – Good Practice Agreement for
Scientific Advisory Committees
Introduction

Guidelines 2000: Scientific Advice and Policy Making1 set out the basic principles which government
departments should follow in assembling and using scientific advice, thus:

1

●

think ahead, identifying the issues where scientific advice is needed at an early stage;

●

get a wide range of advice from the best sources, particularly where there is scientific uncertainty; and

●

publish the scientific advice they receive and all the relevant papers.

2

The Code of Practice for Scientific Advisory Committees2 (revised in December 2007) provided more
detailed guidance specifically focused on the operation of scientific advisory committees (SACs). The
Agency subsequently commissioned a Report on the Review of Scientific Committees3 to ensure that
the operation of its various advisory committees was consistent with the remit and values of the
Agency, as well as the Code of Practice.

3

The Food Standards Agency’s Board has adopted a Science Checklist to make explicit the points to be
considered in the preparation of papers dealing with science-based issues which are either assembled
by the Executive or which draw on advice from the Scientific Advisory Committees.

4

Scientists who serve on a scientific advisory committee which advises the Agency are expected to
comply with the Universal Ethical Code for Scientist, launched by the Government’s Chief Scientific
Adviser in March 2007.

5

The Board welcomed a proposal from the Chairs of the independent SACs to draw up Good Practice
Guidelines based on, and complementing, the Science Checklist.

6

These Guidelines have been developed by nine advisory committees:
Advisory Committee on Animal Feedingstuffs4
Advisory Committee on Microbiological Safety of Foods
Advisory Committee on Novel Foods and Processes
Advisory Committee on Research (disbanded in 2007)
Committee on Carcinogenicity of Chemicals in Food, Consumer Products and the Environment5
Committee on Mutagenicity of Chemicals in Food, Consumer Products and the Environment6
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment7
Scientific Advisory Committee on Nutrition8
Spongiform Encephalopathy Advisory Committee9

1
2
3
4
5
6
7
8
9

Guidelines on Scientific Analysis in Policy Making, OST, October 2005. Guidelines 2000: Scientific advice and policy-making. OST July 2000
Code of Practice for Scientific Advisory Committees, OST December 2001
Report on the Review of Scientific Committees, FSA, March 2002
Joint FSA/Defra Secretariat, FSA lead
Joint FSA/HPA Secretariat, HPA lead
Joint FSA/HPA Secretariat, HPA lead
Joint FSA/HPA, FSA lead
Joint FSA/DH Secretariat
Joint Defra/FSA/DH Secretariat
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7

These committees share important characteristics. They:
●

are independent;

●

work in an open and transparent way; and

●

are concerned with risk assessment not risk management.

8

The Guidelines relate primarily to the risk assessment process since this is the committees’ purpose.
However, the Agency may wish on occasion to ask the independent scientific advisory committees
whether a particular risk management option is consistent with their risk assessment.

9

Twenty seven principles of good practice have been developed. However, the different committees
have different duties and discharge those duties in different ways. Therefore, not all of the principles
set out below will be applicable to all of the committees, all of the time.

10

This list of principles will be reconsidered by each committee annually as part of the preparation of its
Annual report, and will be attached as an Annex to it.

Principles
Defining the issue
1

The FSA will ensure that the issue to be addressed is clearly defined and takes account of stakeholder
expectations. The committee Chair will refer back to the Agency if discussion suggests that a
re-definition is necessary.

Seeking input
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2

The Secretariat will ensure that stakeholders are consulted at appropriate points in the committee’s
considerations and, wherever possible, SAC discussions should be held in public.

3

The scope of literature searches made on behalf of the committee will be clearly set out.

4

Steps will be taken to ensure that all available and relevant scientific evidence is rigorously considered
by the committee, including consulting external/additional scientific experts who may know of
relevant unpublished or pre-publication data.

5

Data from stakeholders will be considered and weighted according to quality by the committee.

6

Consideration by the secretariat and the Chair will be given to whether expertise in other disciplines
will be needed.

7

Consideration will be given by the Secretariat or by the committee to whether other scientific
advisory committees need to be consulted.

Validation
8

Study design, methods of measurement and the way that analysis of data has been carried out will be
assessed by the committee.

9

If qualitative data have been used, they will be assessed by the committee in accordance with the
principles of good practice, e.g. set out in guidance from the Government’s Chief Social Researcher10.

10

Formal statistical analyses will be included wherever possible. To support this, each committee will
have access to advice on quantitative analysis and modelling as needed.

11

When considering what evidence needs to be collected for assessment, the following points will be
considered:

12

●

the potential for the need for different data for different parts of the UK or

●

the relevance to the UK situation for any data originating outside the UK; and

●

whether stakeholders can provide unpublished data.

The list of references will make it clear which references have either not been subject to peer review
or where evaluation by the committee itself has conducted the peer review.

Uncertainty
13

When reporting outcomes, committees will make explicit the level and type of uncertainty (both
limitations on the quality of the available data and lack of knowledge) associated with their advice.

14

Any assumptions made by the committee will be clearly spelled out, and, in reviews, previous
assumptions will be challenged.

15

Data gaps will be identified and their impact on uncertainty assessed by the committee.

16

An indication will be given by the committee about whether the database is changing or static.

Drawing conclusions
17

The committee will be broad-minded, acknowledging where conflicting views exist and considering
whether alternative hypotheses fit the same evidence.

18

Where both risks and benefits have been considered, the committee will address each with the same
rigour.

19

Committee decisions will include an explanation of where differences of opinion have arisen during
discussions, specifically where there are unresolved issues and why conclusions have been reached.

10

There is of guidance issued under the auspices of the Government’s Social Research Unit and the Chief Social Researcher’s Office (Quality in
Qualitative Evaluation: A Framework for assessing research evidence. August 2003. www.strategy.gov.uk/downloads/su/qual/downloads/qqe-rep.pdf
and The Magenta Book. www.gsr.gov.uk/professional_guidance/magenta_book/guidance.asp).
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20

The committee’s interpretation of results, recommended actions or advice will be consistent with the
quantitative and/or qualitative evidence and the degree of uncertainty associated with it.

21

Committees will make recommendations about general issues that may have relevance for other
committees.

Communicating committees’ conclusions
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22

Conclusions will be expressed by the committee in clear, simple terms and use the minimum caveats
consistent with accuracy.

23

It will be made clear by the committee where assessments have been based on the work of other
bodies and where the committee has started afresh, and there will be a clear statement of how the
current conclusions compare with previous assessments.

24

The conclusions will be supported by a statement about their robustness and the extent to which
judgement has had to be used.

25

As standard practice, the committee secretariat will publish a full set of references (including the data
used as the basis for risk assessment and other committee opinions) at as early a stage as possible to
support openness and transparency of decision-making. Where this is not possible, reasons will be
clearly set out, explained and a commitment made to future publication wherever possible.

26

The amount of material withheld by the committee or FSA as being confidential will be kept to a
minimum. Where it is not possible to release material, the reasons will be clearly set out, explained
and a commitment made to future publication wherever possible.

27

Where proposals or papers being considered by the Board rest on scientific evidence, the Chair of the
relevant scientific advisory committee (or a nominated expert member) will be invited to the table at
Open Board meetings to provide this assurance and to answer Members’ questions on the science. To
maintain appropriate separation of risk assessment and risk management processes, the role of the
Chairs will be limited to providing an independent view on how their committee’s advice has been
reflected in the relevant policy proposals. The Chairs may also, where appropriate, be invited to
provide factual briefing to Board members about particular issues within their committees’ remits, in
advance of discussion at open Board meetings.

Universal Ethical Code for Scientists
The Universal Ethical Code for Scientists, developed by the Government Chief Scientific Adviser, is a public
statement of the values and responsibilities of scientists. The term 'scientists' means anyone whose work
uses scientific methods, including social, natural, medical and veterinary sciences, engineering and
mathematics.

Rigour, respect and responsibility: A universal ethical code for scientists
Rigour, honesty and integrity
●

Act with skill and care in all scientific work. Maintain up to date skills and assist their
development in others.

●

Take steps to prevent corrupt practices and professional misconduct. Declare conflicts of
interest.

●

Be alert to the ways in which research derives from and affects the work of other people, and
respect the rights and reputations of others.

Respect for life, the law and the public good
●

Ensure that your work is lawful and justified.

●

Minimise and justify any adverse effect your work may have on people, animals and the natural
environment.

Responsible communication: listening and informing
●

Seek to discuss the issues that science raises for society. Listen to the aspirations and concerns
of others.

●

Do not knowingly mislead, or allow others to be misled, about scientific matters. Present and
review scientific evidence, theory or interpretation honestly and accurately.

You can read the full version of the Code (launched by the UK Government’s Chief Scientific Adviser in
March 2007) at www.dti.gov.uk/science/science-andsociety/public_engagement/code/page28030.html
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Annex 5 – Glossary of Terms
a priori: The formulation of a hypothesis before undertaking an investigation or experiment.
Absorption (biological): Process of active or passive transport of a substance into an organism, in humans
this is usually through the lungs, gastrointestinal tract or skin
Acceptable Daily Intake (ADI): Estimate of the amount of a substance in food or drink, expressed on a body
weight basis (e.g. mg/kg bodyweight), that can be ingested daily over a lifetime by humans without
appreciable health risk.
Acceptable Risk: Probability of suffering disease or injury which is considered to be sufficiently small to be
“negligible”
Acute: Short term, in relation to exposure or effect.
Acute reference dose (ARfD): Estimate of the amount of a substance in food or drink, expressed on a body
weight basis, that can be ingested in a period of 24 hours or less without appreciable health risk.
Acute toxicity: Effects that occur over a short period of time (up to 14 days) immediately following
exposure.
Adduct: A chemical grouping which is covalently bound (see covalent binding) to a large molecule such as
DNA (qv) or protein.
Adenoma: A benign neoplasm arising from a gland forming epithelial tissue such as colon, stomach or
respiratory tract.
Adverse effect: Change in morphology, physiology, biochemistry, growth, development or lifespan of an
organism which results in impairment of functional capacity or impairment of capacity to compensate for
additional stress or increase in susceptibility to the harmful effects of other environmental influences.
Ah receptor: The Ah (Aromatic hydrocarbon) receptor protein regulates some specific gene expressions
associated with toxicity. The identity of the natural endogenous chemicals which bind to the Ah receptor is
unknown. Binding to the Ah receptor is an integral part of the toxicological mechanism of a range of
chemicals, such as chlorinated dibenzodioxins and polychlorinated biphenyls.
Alkylating agents: Chemicals which leave an alkyl group covalently bound to biologically important
molecules such as proteins and nucleic acids (see adduct). Many alkylating agents are mutagenic,
carcinogenic and immunosuppressive.
Allele: Alternative form of a gene.
Allergen: Substance capable of stimulating an allergic reaction.
Allergy: The adverse health effects that may result from the stimulation of a specific immune response.
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Allergic reaction: an adverse reaction elicited by exposure to a previously sensitised individual to the
relevant antigen.
Ames test: In vitro (qv) assay for bacterial gene mutations (qv) using strains of Salmonella typhimurium
developed by Ames and his colleagues.
Androgen: The generic term for any natural or synthetic compound that can interact with and activate the
androgen receptor. In mammals, androgens (for example, androstenedione and testosterone) are synthesised
by the adrenal glands and the testes and promote development and maintenance of male secondary sexual
characteristics.
Aneugenic: Inducing aneuploidy (qv).
Aneuploidy: The circumstances in which the total number of chromosomes within a cell is not an exact
multiple of the normal haploid (see 'polyploidy') number. Chromosomes may be lost or gained during cell
division.
Apoptosis: A form of active cell death resulting in fragmentation of the cell into membrane-bound
fragments (apoptotic bodies). These are usually rapidly removed in vivo by engulfment by phagocytic cells.
Apoptosis can occur normally during development, but is often triggered by toxic stimuli.
Base pair (bp): Two complementary nucleotide (qv) bases joined together by chemical bonds.
Benchmark dose (BMD) modelling: An approach to dose-response assessment that aims to be more
quantitative than the NOAEL process. This approach constructs mathematical models to fit all data points in
the dose-response study and uses the best fitting model to interpolate an estimate of the dose that
corresponds to a particular level of response (a benchmark response), often 10%. A measure of uncertainty is
also calculated, and the lower confidence limit on the benchmark dose is called the BMDL. The BMDL
accounts for the uncertainty in the estimate of the dose-response that is due to characteristics of the
experimental design such as sample size. The BMDL can be used as the point of departure for derivation of
a health-based guidance value or a margin of exposure.
Bias: In the context of epidemiological studies, an interference which at any stage of an investigation tends
to produce results that depart systematically from the true values (to be distinguished from random error).
The term does not necessarily carry an imputation of prejudice or any other subjective factor such as the
experimenter's desire for a particular outcome.
Bioavailability: A term referring to the proportion of a substance which reaches the systemic circulation
unchanged after a particular route of administration.
Bioinformatics: The science of informatics as applied to biological research. Informatics is the management
and analysis of data using advanced computing techniques. Bioinformatics is particularly important as an
adjunct to genomics research, because of the large amount of complex data this research generates.
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Biomarker: Observable change (not necessarily pathological) in an organism, related to a specific exposure or
effect.
Body burden: Total amount of a chemical present in an organism at a given time.
Bradford Hill Criteria: Sir Austin Bradford-Hill established criteria that may be used to assist in the
interpretation of associations reported from epidemiological studies:-

Strength – The stronger the association the more likely it is causal. The COC has previously noted that
the relative risks of <3 need careful assessment for effects of bias or confounding.

-

Consistency – The association has been consistently identified by studies using different approaches
and is also seen in different populations with exposure to the chemical under consideration.

-

Specificity – Limitation of the association to specific exposure groups or to specific types of disease
increases likelihood that the association is causal.

-

Temporality – The association must demonstrate that exposure leads to disease. The relationship of
time since first exposure, duration of exposure and time since last exposure are all important in
assessing causality.

-

Biological gradient – If an association reveals a biological gradient or dose-response curve, then this
evidence is of particular importance in assessing causality.

-

Plausibility – Is there appropriate data to suggest a mechanism by which exposure could lead to
concern? However, even if an observed association may be new to science or medicine it should not
be dismissed.

-

Coherence – Cause and effect interpretation of data should not seriously conflict with generally
known facts.

-

Experiment – Can the association be demonstrated? Evidence from experimental animals may assist in
some cases. Evidence that removal of the exposure leads to a decrease in risk may be relevant.

-

Analogy – Have other closely related chemicals been associated with the disease?

Bronchial: Relating to the air passages conducting air from the trachea (windpipe) to the lungs.
C. elegans: Caenorhabditis elegans, a nematode or roundworm, the first animal to have its genome
completely sequenced and all the genes fully characterised.
Cancer: Synonym for a malignant neoplasm – that is, a tumour (qv) that grows progressively, invades local
tissues and spreads to distant sites (see also tumour and metastasis).
Candidate gene: A gene that has been implicated in causing or contributing to the development of a
particular disease.
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Carcinogenesis: The origin, causation and development of tumours (qv). The term applies to benign as well
as malignant neoplasms and not just to carcinomas (qv).
Carcinogenicity bioassay: Tests carried out in laboratory animals, usually rats and mice, to determine
whether a substance is carcinogenic. The test material is given throughout life to groups of animals at
different dose levels.
Carcinogens: The causal agents which induce tumours. They include external factors (chemicals, physical
agents, viruses) and internal factors such as hormones. Chemical carcinogens are structurally diverse and
include naturally-occurring substances as well as synthetic compounds. An important distinction can be
drawn between genotoxic (qv) carcinogens which have been shown to react with and mutate DNA, and
non-genotoxic carcinogens which act through other mechanisms. The activity of genotoxic carcinogens can
often be predicted from their chemical structure - either of the parent compound or of active metabolites
(qv). Most chemical carcinogens exert their effects after prolonged exposure, show a dose-response
relationship and tend to act on a limited range of susceptible target tissues. Carcinogens are sometimes
species or sex-specific and the term should be qualified by the appropriate descriptive adjectives to aid
clarity. Several different chemical and other carcinogens may interact, and constitutional factors (genetic
susceptibility, hormonal status) may also contribute, emphasising the multifactorial nature of the
carcinogenic process.
Carcinoma: Malignant tumour arising from epithelial cells lining, for example, the alimentary, respiratory and
urogenital tracts and from epidermis, also from solid viscera such as the liver, pancreas, kidneys and some
endocrine glands. (See also 'tumour').
Case-control study: (Synonyms - case comparison study, case referent study, retrospective study) A
comparison is made of the proportion of cases who have been exposed to a particular hazard (e.g. a
carcinogen) with the proportion of controls who have been exposed to the hazard.
Cell transformation: The process by which a normal cell acquires the capacity for neoplastic growth.
Complete transformation occurs in several stages both in vitro and in vivo. One step which has been
identified in vitro is 'immortalisation' by which a cell acquires the ability to divide indefinitely in culture.
Such cells do not have the capacity to form tumours in animals, but can be induced to do so by extended
passage in vitro, by treatment with chemicals, or by transfection with oncogene DNA. The transformed
phenotype so generated is usually, but not always, associated with the ability of the cells to grow in soft
agar and to form tumours when transplanted into animals. It should be noted that each of these stages of
transformation can involve multiple events which may or may not be genetic. The order in which these
events take place, if they occur at all, in vivo is not known.
Chromosomal aberrations: Collective term of particular types of chromosome damage induced after
exposure to exogenous chemical or physical agents which damage the DNA. (see clastogen).
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Chromosome: In simple prokaryotic organisms, such as bacteria and most viruses, the chromosome consists
of a single circular molecule of DNA containing the entire genetic material of the cell. In eukaryotic cells,
the chromosomes are thread-like structures, composed mainly of DNA and protein, which are present
within the nuclei of every cell. They occur in pairs, the numbers varying from one to more than 100 per
nucleus in different species. Normal somatic cells in humans have 23 pairs of chromosomes, each consisting
of linear sequences of DNA which are known as genes (qv).
Chronic effect: Consequence which develops slowly and has a long-lasting course (often but not always
irreversible).
Chronic exposure: Continued exposures occurring over an extended period of time, or a significant fraction
of the life-time of a human or test animal.
Clastogen: An agent that produces chromosome breaks and other structural aberrations such as
translocations. Clastogens may be viruses or physical agents as well as chemicals. Clastogenic events play
an important part in the development of some tumours.
Clearance: Volume of blood or plasma, or mass of an organ, effectively cleared of a substance by
elimination (metabolism and excretion) in a given time interval. Total clearance is the sum or the clearances
for each eliminating organ or tissue.
Clone: A term which is applied to genes, cells, or entire organisms which are derived from - and are
genetically identical to - a single common ancestor gene, cell, or organism, respectively. Cloning of genes
and cells to create many copies in the laboratory is a common procedure essential for biomedical research.
Coding regions: those parts of the DNA that contain the information needed to form proteins. Other parts
of the DNA may have non-coding functions (e.g. start-stop, pointing or timer functions) or as yet
unresolved functions or maybe even ‘noise’.
Codon: a set of three nucleotide bases in a DNA or RNA sequence, which together code for a unique amino
acid.
Cohort: A defined population that continues to exist through time.
Cohort study: (Synonyms - follow-up, longitudinal study) The study of a group of people defined at a
particular point in time (the cohort), who have particular characteristics in common, such as a particular
exposure. They are then observed over a period of time for the occurrence of disease. The rate at which
the disease develops in the cohort is compared with the rate in a comparison population, in which the
characteristics (e.g. exposure) are absent.
Complementary DNA (cDNA): cDNA is DNA that is synthesised in the laboratory from mRNA by reverse
transcription. A cDNA is so-called because its sequence is the complement of the original mRNA sequence.
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Confounding variable: (synonym - confounder) An extraneous variable that satisfies BOTH of 2 conditions:
(1) it is a risk factor for the disease under study (2) it is associated with the study exposure but is not a
consequence of exposure. For example cigarette smoking is a confounding variable with respect to an
association between alcohol consumption and heart disease. Failure to adjust for a confounding variable
results in distortion of the apparent magnitude of the effect of the exposure under study. (In the example,
smoking is a risk factor for heart disease and is associated with alcohol consumption but is not a
consequence of alcohol consumption.)
Congeners: Related compounds varying in chemical structure but with similar biological properties.
Covalent binding: Chemical bonding formed by the sharing of an electron pair between two atoms.
Molecules are combinations of atoms bound together by covalent bonds.
Cytochrome P450 (CYP): An extensive family of haem-containing proteins involved in enzymic oxidation of
a wide range of endogenous and xenobiotic (qv) substances and their conversion to forms that may be
more easily excreted. In some cases the metabolites produced may be reactive and may have increased
toxicity. In other cases the substances may be natural precursors of hormones (e.g. steroids).
Cytogenetic: Concerning chromosomes, their origin, structure and function.
Deletion: A chromosomal aberration in which a proportion of the chromosome is lost. Deletions may range
in size from a single nucleotide (qv) to an entire chromosome. Such deletions may be harmless, may result
in disease, or may in rare cases be beneficial.
DNA (Deoxyribonucleic Acid): The carrier of genetic information for all living organisms except the group of
RNA viruses. Each of the 46 chromosomes in normal human cells consists of 2 strands of DNA containing
up to 100,000 nucleotides, specific sequences of which make up genes (qv). DNA itself is composed of two
interwound chains of linked nucleotides (qv).
DNA probe: A piece of single-stranded DNA, typically labelled so that it can be detected (for example, a
radioactive or fluorescent label can be used), which can single out and bind with (and only with) another
specific piece of DNA. DNA probes can be used to determine which sequences are present in a given length
of DNA or which genes are present in a sample of DNA.
DNA repair genes: Genes which code for proteins that correct damage in DNA sequences. When these
genes are altered, mutations may be able to accumulate in the genome, ultimately resulting in disease.
Dominant lethal assay: See Dominant Lethal mutation.
Dominant lethal mutation: A dominant mutation that causes death of an early embryo.
Dose: Total amount of a substance administered to, taken or absorbed by an organism.

325

Annual Report 2008

Endocrine modulator (synonym – endocrine disruptor): A chemical, which can be naturally occurring or
man-made, that causes adverse health effects in an organism, as a result of changes in hormonal function.
Endonuclease: An enzyme that cleaves its nucleic acid substrate at internal sites in the nucleotide sequence.
Enterohepatic circulation: Cyclical process involving intestinal re-absorption of a substance that has been
excreted through bile followed by transfer back to the liver, making it available for biliary excretion again.
Epidemiology: Study of the distribution and the aetiology of disease in humans.
Epithelium: The tissue covering the outer surface of the body, the mucous membranes and cavities of the
body.
Erythema: Reddening of the skin due to congestion of blood or increased blood flow in the skin.
Erythrocyte: Red blood cell.
Estrogen: Sex hormone or other substance capable of developing and maintaining female characteristics of
the body.
Exogenous: Arising outside the body.
Exposure Assessment: Process of measuring or estimating concentration or intensity, duration and
frequency of exposure to an agent present in the environment.
Fibrosarcoma: A malignant tumour arising from connective tissue (see 'tumour').
Fluorescence In-Situ Hybridisation: A technique which allows individual chromosomes and their
centromeres to be visualised in cells.
Fetotoxic: Causing toxic, potentially lethal effects to the developing fetus.
Forestomach: (See glandular stomach).
Full gene sequence: the complete order of bases in a gene. This order determines which protein a gene will
produce.
Gavage: Administration of a liquid via a stomach tube, commonly used as a dosing method in toxicity
studies.
Gene: The functional unit of inheritance: a specific sequence of nucleotides along the DNA molecule,
forming part of a chromosome (qv).
Gene expression: The process by which the information in a gene is used to create proteins or polypeptides.
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Gene families: Groups of closely related genes that make similar products.
Gene product: The protein or polypeptide coded for by a gene.
Genetic engineering: Altering the genetic material of cells or organisms in order to make them capable of
making new substances or performing new functions.
Genetic polymorphism: a difference in DNA sequence among individuals, groups, or populations (e.g. a
genetic polymorphism might give rise to blue eyes versus brown eyes, or straight hair versus curly hair).
Genetic polymorphisms may be the result of chance processes, or may have been induced by external
agents (such as viruses or radiation). Changes in DNA sequence which have been confirmed to be caused by
external agents are generally called “mutations” rather than “polymorphisms”.
Genetic predisposition: susceptibility to a disease which is related to a polymorphism, which may or may
not result in actual development of the disease.
Genetically modified organism (GMO): An organism which has had genetic material inserted into, or
removed from, its cells.
Genome: All the genetic material in the chromosomes of a particular organism; its size is generally given as
its total number of base pairs.
Genomic DNA: The basic chromosome set consisting of a species-specific number of linkage groups and
the genes contained therein.
Genomics: The study of genes and their function.
Genotoxic: The ability of a substance to cause DNA damage, either directly or after metabolic activation
(see also carcinogens).
Genotype: The particular genetic pattern seen in the DNA of an individual. “Genotype” is usually used to
refer to the particular pair of alleles that an individual possesses at a certain location in the genome.
Compare this with phenotype.
Glandular stomach: The stomach in rodents consists of two separate regions - the forestomach and the
glandular stomach. Only the glandular stomach is directly comparable to the human stomach.
Half-life: Time in which the concentration of a substance will be reduced by half, assuming a first order
elimination process.
Hazard: Set of inherent properties of a substance, mixture of substances or a process involving substances
that make it capable of causing adverse effects to organisms or the environment.
Hepatic: Pertaining to the liver.
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Hepatocyte: The principal cell type in the liver, possessing many metabolising enzymes (see 'metabolic
activation').
Hepatotoxic: Causing toxicity to the liver.
Horizon Scanning: The systematic examination of potential threats, opportunities and likely future
developments, which are at the margins of current thinking and planning. Horizon scanning may explore
novel and unexpected issues, as well as persistent problems and trends. Overall, horizon scanning is
intended to improve the robustness of policies and the evidence base
Human Genome Project: An international research effort aimed at discovering the full sequence of bases in
the human genome, led in the UK by the Wellcome Trust and Medical Research Council.
Hyperplasia: An increase in the size of an organ or tissue due to an increase in the number of cells.
Hypertrophy: An increase in the size of an organ or tissue due to an increase in the volume of individual
cells within it.
Idiosyncrasy: Specific (and usually unexplained) reaction of an individual to e.g. a chemical exposure to
which most other individuals do not react at all. General allergic reactions do not fall into this category.

In situ hybridisation (ISH): Use of a DNA or RNA probe to detect the presence of the complementary DNA
sequence in cloned bacterial or cultured eukaryotic cells.
In vitro: A Latin term used to describe effects in biological material outside the living animal (literally “in glass”).
In vivo: A Latin term used to describe effects in living animals (literally “in life”).
Incidence: Number of new cases of illness occurring during a given period in a specific population.
Inducing agent: A chemical which, when administered to an animal, causes an increase in the expression of a
particular enzyme. For example, chlorinated dibenzodioxins are inducing agents which act via the Ahreceptor (qv) to induce cytochrome P450 (qv) CYP1A1.
Intraperitoneal: Within the abdominal cavity.
Isomer: Isomers are two or more chemical compounds with the same molecular formula but having
different properties owing to a different arrangement of atoms within the molecule. The ß-isomer of
alitame is formed when the compound degrades and the atoms within the molecule are rearranged.
kilobase (kb): A length of DNA equal to 1000 nucleotides.
Knockout animals: Genetically engineered animals in which one or more genes, usually present and active in
the normal animal, are absent or inactive.

328

LD50: The dose of a toxic compound that causes death in 50% of a group of experimental animals to which
it is administered. It can be used to assess the acute toxicity of a compound, but is being superseded by
more refined methods.
Leukaemia: A group of neoplastic disorders (see tumour) affecting blood-forming elements in the bone
marrow, characterised by uncontrolled proliferation and disordered differentiation or maturation. Examples
include the lymphocytic leukaemia’s which develop from lymphoid cells and the myeloid leukaemia’s which
are derived from myeloid cells (producing red blood cells, mainly in bone marrow).
Ligand: A molecule which binds to a receptor.
Lipids: Fats, substances containing a fatty acid and soluble in alcohols or ether, but insoluble in water.
Lipophilic: 'Lipid liking' - a substance which has a tendency to partition into fatty materials.
Lymphocyte: A type of white blood cell that plays central roles in adaptive immune responses.
Lymphoma: Malignant tumours arising from lymphoid tissues. They are usually multifocal, involving lymph
nodes, spleen, thymus and sometimes bone marrow, and other sites outside the anatomically defined
lymphoid system. (See also 'tumour').
Malignancy: See 'tumour'.
Margin of exposure (MOE) approach: A methodology that allows the comparison of the risks posed by
different genotoxic and carcinogenic substances. The MOE approach uses a reference point, often taken
from an animal study and corresponding to a dose that causes a low but measurable response in animals.
This reference point is then compared with various dietary intake estimates in humans, taking into account
differences in consumption patterns.
Messenger RNA (mRNA): The DNA of a gene is transcribed (see transcription) into mRNA molecules, which
then serve as a template for the synthesis of proteins.
Meta-analysis: In the context of epidemiology, a statistical analysis of the results from independent studies,
which aims to produce a single estimate of an effect.
Metabolic activation: Metabolism of a compound leading to an increase in its activity, whether beneficial
(e.g. activation of a pro-drug) or deleterious (e.g. activation to a toxic metabolite).
Metabolic activation system: A cell-free preparation (e.g. from the livers of rats pre-treated with an inducing
agent (qv)) added to in vitro tests to mimic the metabolic activation typical of mammals.
Metabolism: Chemical modification of a compound by enzymes within the body, for example by reactions
such as hydroxylation (see cytochrome P450), epoxidation or conjugation. Metabolism may result in
activation, inactivation, accumulation or excretion of the compound.
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Metabolite: Product formed by metabolism of a compound.
Metabonomics: Techniques available to identify the presence and concentrations of metabolites in a
biological sample.
Metaphase: Stage of cell division (mitosis and meiosis) during which the chromosomes are arranged on the
equator of the nuclear spindle (the collection of microtubule filaments which are responsible for the
movement of chromosomes during cell division). As the chromosomes are most easily examined in
metaphase, cells are arrested at this stage for microscopical examination for chromosomal aberrations (qv) known as metaphase analysis.
Metastasis: The process whereby malignant cells become detached from the primary tumour mass,
disseminate (mainly in the blood stream or in lymph vessels) and 'seed out' in distant sites where they form
secondary or metastatic tumours. Such tumours tend to develop at specific sites and their anatomical
distribution is often characteristic; it is non-random.
Micronuclei: Isolated or broken chromosome fragments which are not expelled when the nucleus is lost
during cell division, but remain in the body of the cell forming micronuclei. Centromere positive
micronuclei contain DNA and/or protein material derived from the centromere. The presence of
centromere positive micronuclei following exposure to chemicals can be used to evaluate the aneugenic (qv)
potential of chemicals.
Micronucleus test: See Micronuclei.
Mitogen: A stimulus which provokes cell division in somatic cells.
Mitosis: The type of cell division which occurs in somatic cells when they proliferate. Each daughter cell has
the same complement of chromosomes as the parent cell.
Mouse lymphoma assay: An in vitro assay for gene mutation in mammalian cells using a mouse lymphoma
cell line L5178Y, which is heterozygous for the gene (carries only one functional gene rather than a pair) for
the enzyme thymidine kinase (TK+/-). Mutation of that single gene is measured by resistance to toxic
trifluorothymidine. Mutant cells produce two forms of colony - large, which represent mutations within the
gene and small, which represent large genetic changes in the chromosome such as chromosome aberrations.
Thus this assay can provide additional information about the type of mutation which has occurred if colony
size is scored.
Mouse spot test: An in vivo test for mutation, in which pregnant mice are dosed with the test compound
and mutations are detected by changes (spots) in coat colour of the offspring. Mutations in the
melanocytes (skin pigment cells) of the developing fetus are measured.
Mucosal: Regarding the mucosa or mucous membranes, consisting of epithelium (qv) containing glands
secreting mucus, with underlying layers of connective tissue and muscle.
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Murine: Often taken to mean “of the mouse”, but strictly speaking means of the Family Muridae which
includes rats and squirrels.
Mutation: A permanent change in the amount or structure of the genetic material in an organism or cell,
which can result in a change in phenotypic characteristics. The alteration may involve a single gene, a block
of genes, or a whole chromosome. Mutations involving single genes may be a consequence of effects on
single DNA bases (point mutations) or of large changes, including deletions, within the gene. Changes
involving whole chromosomes may be numerical or structural. A mutation in the germ cells of sexually
reproducing organisms may be transmitted to the offspring, whereas a mutation that occurs in somatic cells
may be transferred only to descendent daughter cells.
Mycotoxin: Toxic compound produced by a fungus.
Neoplasm: See 'tumour'.
Neoplastic: Abnormal cells, the growth of which is more rapid that that of other cells.
Nephrotoxicity: Toxicity to the kidney.
Neurobehavioural: Of behaviour determined by the nervous system.
Neurotoxicity: Toxicity to the nervous system.
No observed adverse effect level (NOAEL): The highest administered dose at which no adverse (qv) effect
has been observed.
Non-genotoxic: See 'carcinogens'.
Nucleic acid: One of the family of molecules which includes the DNA and RNA molecules. Nucleic acids
were so named because they were originally discovered within the nucleus of cells, but they have since
been found to exist outside the nucleus as well.
Nucleotide: the "building block" of nucleic acids, such as the DNA molecule. A nucleotide consists of one
of four bases - adenine, guanine, cytosine, or thymine - attached to a phosphate-sugar group. In DNA the
sugar group is deoxyribose, while in RNA (a DNA-related molecule which helps to translate genetic
information into proteins), the sugar group is ribose, and the base uracil substitutes for thymine. Each group
of three nucleotides in a gene is known as a codon. A nucleic acid is a long chain of nucleotides joined
together, and therefore is sometimes referred to as a "polynucleotide."
Null allele: inactive form of a gene.
Odds ratio (OR): The odds of disease in an exposed group divided by the odds of disease in an unexposed
group.
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Oedema: Excessive accumulation of fluid in body tissues.
Oestrogen: (See estrogen)
Oligonucleotide: A molecule made up of a small number of nucleotides, typically fewer than 25.
Oncogene: A gene which is associated with the development of cancer (see proto-oncogene).
Organochlorine: A group of chemical compounds, containing multiple chlorine atoms, that are usually of
concern as environmental pollutants. Some organochlorines have been manufactured as pesticides or
coolants and others arise as contaminants of manufacturing processes or incineration.
Pharmacokinetics: Description of the fate of drugs in the body, including a mathematical account of their
absorption, distribution, metabolism and excretion (see toxicokinetics).
Pharmacogenomics: The science of understanding the correlation between an individual patient's genetic
make-up (genotype) and their response to drug treatment. Some drugs work well in some patient
populations and not as well in others. Studying the genetic basis of patient response to therapeutics allows
drug developers to design therapeutic treatments more effectively.
Phenotype: The observable physical, biochemical and physiological characteristics of a cell, tissue, organ or
individual, as determined by its genotype and the environment in which it develops.
Phytoestrogen: Any plant substance or metabolite that induces biological responses in vertebrates and can
mimic or modulate the actions of endogenous estrogens usually by binding to estrogen receptors.
Plasmid: A structure composed of DNA that is separate from the cell's genome (qv). In bacteria, plasmids
confer a variety of traits and can be exchanged between individuals- even those of different species.
Plasmids can be manipulated in the laboratory to deliver specific genetic sequences into a cell.
Plasticiser: A substance which increases the flexibility of certain plastics.
Polymer: A very large molecule comprising a chain of many similar or identical molecular sub units
(monomers) joined together (polymerised). An example is the polymer glycogen, formed from linked
molecules of the monomer glucose.
Polymerase chain reaction (PCR): A method for creating millions of copies of a particular segment of DNA.
PCR can be used to amplify the amount of a particular DNA sequence until there are enough copies
available to be detected.
Polymorphism: (see genetic polymorphism)
32P

postlabelling: A sensitive experimental method designed to measure low levels of DNA adducts induced
by chemical treatment.
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Prevalence: The number of cases of a disease that are present in a population at a given time.
Primer: Short pre-existing polynucleotide chain to which new deoxyribonucleotides can be added by DNA
polymerase.
Proteomics: The determination of the function of all of the proteins encoded by the organism's entire
genome.
Proto-oncogene: One of a group of normal genes which are concerned with the control of cellular
proliferation and differentiation. They can be activated in various ways to forms (oncogenes) which are
closely associated with one or more steps in carcinogenesis. Activating agents include chemicals and
viruses. The process of proto-oncogene activation is thought to play an important part at several stages in
the development of tumours.
Receptor: A small, discrete protein in the cell membrane or within the cell with which specific molecules
interact to initiate a change in the working of a cell.
Recombinant DNA: DNA molecules that have been created by combining DNA more than one source.
Reference nutrient intake (RNI): An amount of the nutrient that is enough, or more than enough, for most
(usually at least 97%) of people in a group. If the average intake of a group is at the RNI, then the risk of
deficiency in the group is very small.
Regulatory gene: A gene which controls the protein-synthesising activity of other genes.
Relative risk: A measure of the association between exposure and outcome. The rate of disease in the
exposed population divided by the rate of disease among the unexposed population in a cohort study or a
population-based case control study. A relative risk of 2 means that the exposed group has twice the
disease risk compared to the unexposed group.
Renal: Relating to the kidney.
Reporter gene: A gene that encodes an easily assayed product that is coupled to the upstream sequence of
another gene and transfected (qv) into cells. The reporter gene can then be used to see which factors
activate response elements in the upstream region of the gene of interest.
Risk: Possibility that a harmful event (death, injury or loss) arising from exposure to a chemical or physical
agent may occur under specific conditions.
Risk Assessment: process of evaluating a potential hazard, likelihood of suffering, or any adverse effects
from certain human activities
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Risk Management: process designed to identify, contain, reduce, or eliminate the potential for harm to the
human population; usually concerned with the delivery system and site rather than performance.
RNA (ribonucleic acid): a molecule similar to DNA (qv), which helps in the process of decoding the genetic
information carried by DNA.
Safety: Practical certainty that injury will not result from a hazard under defined conditions.
SCF: The European Commission's Scientific Committee on Food (formerly the Scientific Committee for Food).
Single nucleotide polymorphism (SNP): DNA sequence variations that occur when a single nucleotide in the
genome sequence is altered. For example, a SNP might change the DNA sequence AAGGCTAA to
ATGGCTAA. By convention, SNPs occur in at least 1% of the population.
Sister chromatid exchange (SCE): Exchange of genetic material between two sub-units of a replicated
chromosome.
Stakeholder: A person or organisation representing the interests and opinions of a group with an interest in
the outcome of (for example) a review or policy decision.
Suppressor gene: A gene which helps to reverse the effects of damage to an individual's genetic material,
typically effects which might lead to uncontrolled cell growth (as would occur in cancer). A suppressor gene
may, for example, code for a protein which checks genes for misspellings, and/or which triggers a cell's selfdestruction if too much DNA damage has occurred.
Surfactant: Also called: surface-active agent. A substance, such as a detergent, that can reduce the surface
tension of a liquid and thus allow it to foam or penetrate solids; a wetting agent.
Systematic review: A review that has been prepared using a documented systematic approach to minimising
biases and random errors.
TDI: See 'Tolerable Daily Intake'.
Teratogen: A substance which, when administered to a pregnant woman or animal, can cause congenital
malformations (structural defects) in the baby or offspring.
Testicular Dysgenesis Syndrome (TDS): The hypothesis that maldevelopment (dysgenesis) of the fetal testis
results in hormonal or other malfunctions of the testicular somatic cells which in turn predispose a male to
the disorders that comprise the TDS, i.e. congenital malformations (cryptorchidism and hypospadias) in
babies and testis cancer and low sperm counts in young men.
Threshold: Dose or exposure concentration below which an effect is not expected.
Tolerable Daily Intake (TDI): An estimate of the amount of contaminant, expressed on a body weight basis
(e.g. mg/kg bodyweight), that can be ingested daily over a lifetime without appreciable health risk.
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Toxic Equivalency Factor (TEF): A measure of relative toxicological potency of a chemical compared to a
well characterised reference compound. TEFs can be used to sum the toxicological potency of a mixture of
chemicals which are all members of the same chemical class, having common structural, toxicological and
biochemical properties. TEF systems have been published for the chlorinated dibenzodioxins, dibenzofurans
and dioxin-like polychlorinated biphenyls, and for polycyclic aromatic hydrocarbons.
Total Toxic Equivalent (TEQ): Is a method of comparing the total relative toxicological potency within a
sample. It is calculated as the sum of the products of the concentration of each congener multiplied by the
toxic equivalency factor (TEF).
Toxicodynamics: The process of interaction of chemical substances with target sites and the subsequent
reactions leading to adverse effects.
Toxicogenic: producing or capable of producing a toxin.
Toxicogenomics: A new scientific subdiscipline that combines the emerging technologies of genomics and
bioinformatics to identify and characterise mechanisms of action of known and suspected toxicants.
Currently, the premier toxicogenomic tools are the DNA microarray and the DNA chip, which are used for
the simultaneous monitoring of expression levels of hundreds to thousands of genes.
Toxicokinetics: The description of the fate of chemicals in the body, including a mathematical account of
their absorption, distribution, metabolism and excretion. (see pharmacokinetics)
Transcription: the process during which the information in a length of DNA (qv) is used to construct an
mRNA (qv) molecule.
Transcriptomics: Techniques available to identify mRNA from actively transcribed genes.
Transfer RNA (tRNA): RNA molecules which bond with amino acids and transfer them to ribosome’s, where
protein synthesis is completed.
Transfection: A process by which the genetic material carried by an individual cell is altered by incorporation
of exogenous DNA into its genome.
Transgenic: Genetically modified to contain genetic material from another species (see also genetically
modified organism).
Transgenic animal models: Animals which have extra (exogenous) fragments of DNA incorporated into their
genomes. This may include reporter genes to assess in vivo effects such as mutagenicity in transgenic mice
containing a recoverable bacterial gene (lacZ or lac I). Other transgenic animals may have alterations of
specific genes believed to be involved in disease processes (e.g. cancer). For example strains of mice have
been bred which carry an inactivated copy of the p53 tumour suppressor gene (qv) -, or an activated form
of the ras oncogene which may enhance their susceptibility of the mice to certain types of carcinogenic
chemicals.
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Translation: In molecular biology, the process during which the information in mRNA molecules is used to
construct proteins.
Tumour (Synonym - neoplasm): A mass of abnormal, disorganised cells, arising from pre-existing tissue,
which are characterised by excessive and uncoordinated proliferation and by abnormal differentiation.
Benign tumours show a close morphological resemblance to their tissue of origin; grow in a slow expansile
fashion; and form circumscribed and (usually) encapsulated masses. They may stop growing and they may
regress. Benign tumours do not infiltrate through local tissues and they do not metastasise (qv). They are
rarely fatal. Malignant tumours (synonym - cancer) resemble their parent tissues less closely and are
composed of increasingly abnormal cells in terms of their form and function. Well differentiated examples
still retain recognisable features of their tissue of origin but these characteristics are progressively lost in
moderately and poorly differentiated malignancies: undifferentiated or anaplastic tumours are composed of
cells which resemble no known normal tissue. Most malignant tumours grow rapidly, spread progressively
through adjacent tissues and metastasise to distant sites. Tumours are conventionally classified according to
the anatomical site of the primary tumour and its microscopical appearance, rather than by cause. Some
common examples of nomenclature are as follows:
-

Tumours arising from epithelia (qv): benign - adenomas, papillomas; malignant - adenocarcinomas,
papillary carcinomas.

-

Tumours arising from connective tissues such as fat, cartilage or bone: benign - lipomas, chondromas,
osteomas; malignant - fibrosarcomas, liposarcomas, chondrosarcomas, osteosarcomas.

-

Tumours arising from lymphoid tissues are malignant and are called lymphomas (qv); they are often
multifocal. Malignant proliferations of bone marrow cells are called leukaemias.

Benign tumours may evolve to the corresponding malignant tumours; examples involve the adenoma →
carcinoma sequence in the large bowel in humans, and the papilloma → carcinoma sequence in mouse skin.
Tumour initiation: A term originally used to describe and explain observations made in laboratory models of
multistage carcinogenesis, principally involving repeated applications of chemicals to the skin of mice.
Initiation, in such contexts, was the first step whereby small numbers of cells were irreversibly changed, or
initiated. Subsequent, separate events (see tumour promotion) resulted in the development of tumours. It
is now recognised that these early, irreversible heritable changes in initiated cells were due to genotoxic
damage, usually in the form of somatic mutations and the initiators used in these experimental models can
be regarded as genotoxic carcinogens (qv).
Tumour promotion: An increasingly confusing term, originally used, like ‘tumour initiation’ to describe events
in multistage carcinogenesis in experimental animals. In that context, promotion is regarded as the
protracted process whereby initiated cells undergo clonal expansion to form overt tumours. The
mechanisms of clonal expansion are diverse, but include direct stimulation of cell proliferation, repeated
cycles of cell damage and cell regeneration and release of cells from normal growth-controlling mechanisms.
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Initiating and promoting agents were originally regarded as separate categories, but the distinction between
them is becoming increasingly hard to sustain. The various modes of promotion are non-genotoxic, but it is
incorrect to conclude that ‘non-genotoxic carcinogen’ (qv) and ‘promoter’ are synonymous.
Uncertainty factor: Value used in extrapolation from experimental animals to man (assuming that man may
be more sensitive) or from selected individuals to the general population: for example, a value applied to
the NOAEL to derive an ADI or TDI. The value depends on the size and type of population to be protected
and the quality of the toxicological information available.
Unscheduled DNA Synthesis (UDS): DNA synthesis that occurs at some stage in the cell cycle other than
the S period (the normal or 'scheduled' DNA synthesis period), in response to DNA damage. It is usually
associated with DNA repair.
Volume of distribution: Apparent volume of fluid required to contain the total amount of a substance in
the body at the same concentration as that present in the plasma, assuming equilibrium has been attained.
WHO-TEQs: The system of Toxic Equivalency Factors (TEFs) used in the UK and a number of other countries
to express the concentrations of the less toxic dioxin-like compounds (16 PCDDs/PCDFs and 12 PCBs) as a
concentration equivalent to the most toxic dioxin 2,3,7,8-tetrachlorodibenzo-p-dioxin (TCDD) is that set by
the World Health Organisation (WHO), and the resulting overall concentrations are referred to as WHOTEQs (Total toxic equivalents).
Xenobiotic: A chemical foreign to the biologic system.
Xenoestrogen: A 'foreign' compound with estrogenic activity (see estrogen).
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Annex 6 - Index to Subjects and Substances
considered in previous annual reports of the
Committees on Toxicity, Mutagenicity and
Carcinogenicity of Chemicals in Food, Consumer
Products and the Environment
Subject

Year

Page

Accelerator Mass Spectrometry – An aid to carcinogen risk assessment
Acceptable Daily Intakes (ADI)
Acetyl tributyl citrate (ATBC)

2000
1992
1994
1997
2004
1992
2007
2002
1997
1991
2002
2000
1991
1991

103
15
24
63
7, 25
54
130, 137
7
6
22
11
27
22
14

2007
2004
2000
2003
2004
1991
1992
1996
2004
1992

24
7, 25
10
21
7, 32
21
36, 54
34
183
58

2005

139

1995
1995
1995
2002
2003

28
46
58
133
196

Acid sweets, adverse reactions to
Acrylamide
in fried and baked food
Ad hoc expert group on vitamins and minerals (EVM)
Additives
and behaviour
Hyperactivity and,
in foods especially prepared for infants and young children
in infant formulae and follow-on formulae
Adverse birth outcomes
Epidemiological studies of landfill and
Adverse Reactions to acid sweets
Adverse Reactions to Food and Food Ingredients
Adverse trends in the development of the male reproductive system
- potential chemical causes
Advisory Committee on Novel Foods and Processes (ACNFP)
Agaritine
Air pollution, polycyclic aromatic hydrocarbons in
Air quality guidelines: consideration of genotoxins
Alcohol consumption and squamous cell carcinoma: review of the
quantitive relationship between
Alcohol and alcoholic beverages
Mutagenicity
Carcinogenicity
Evaluation of sensible drinking message
and breast cancer

338

Alitame

Alternaria toxins
Amalgam, Dental
Amano 90
Amnesic Shellfish Poisoning
Aneuploidy
inducing chemicals
Thresholds for
ECETOC Monograph on
Aniline
Antimony trioxide
Arsenic
in drinking water
In seaweed – urgent advice
Total and inorganic in food: results of the 1999 Total Diet Study
Ascorbyl palmitate
Aspartame

Astaxanthin in farmed fish
Atypical results in the lipophilic shellfish toxin mouse bioassay
Avoparcin
Azodicarbonamide
Benz(a)pyrene in drinking water
Benzene
induced carcinogenicity
Consideration of evidence for a threshold
Benzimidazoles
Consideration of a common mechanism group
Betal quid, pan masala and areca nut chewing

2004
1992
1999
2000
2001
1991
1997
2000
2001
2001

73, 194
36
7
10
7
50
13
15
12
7

1993
1995
1996
1997
1992
1997

36
37
42
78
40
62

1994
2004
2002
2003
1991
1992
1996
2006
1991
2004
1992
1994
1994
1991
1997
1998

32
13, 22
20
7
15
12
56
280, 287
15
8
56
6
35
45
114
32

2007
1994
2007

130
36
179
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Biobank project
Biomonitoring studies for genotoxicity in pesticide applicators
Bisphenol A
in canned food
diglycidyl ether (BADGE)
Bitter apricot kernels
Boron in drinking water and food
Bracken
Breast cancer, alcohol and

Organochlorine insecticides and
consideration of the epidemiology data on dieldrin, DDT
and certain hexachlorocyclohexane isomers
Breast implants
Polyurethan coated
PIP hydrogel
Breast milk,
PCBs in
archive, toxicological evaluation of chemical analyses
carried out as part of a pilot study for a
Bromate 1993
in bottled water – urgent advice
Brominated
flame retardants in fish from the Skerne-Tees river system
Organic contaminants: Preliminary discussion on
toxiclogical evaluation
Bromine
Bromodichloromethane
Bromoform
1,3-Butadiene
Butylated hydroxyanisole
Cabin air environment, ill-health in aircraft crew and the possible
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2003
2004
2004
2005
1997
2001
1996
1997
2006
1995
1993
2002
2003
2004
2004

192
146
82; 93; 111
6
8
35
8
7,29
6
33
133
196
173
180

2004
1992
1999
1994
2000
2002

223
58
7
36
11
16

2001

19

2004
50
2004

14, 70

2003

8

2005
2000
1994
1994
1992
1998
1992
2006

7
17
22
23, 33
41, 58
33
16
19

14

relationship to smoke/fume events in aircraft
Caffeine, Reproductive effects of
Calcium-parathyroid hormone axis, phosphate and the.
Cancer incidence near municipal solid waste incinerators in Great Britain
Canned foods, Bisphenol A in
Captan
Caramel (Type 1)
Carbaryl
Carcinogenesis
age-related differences in susceptibility to
mode of action and human framework relevance
“Tissue Organisation Field Theory” of
Carcinogenic air pollutants, Quantification of risk
Carcinogenicity guidelines
Carcinogenicity of 2,3,7,8-tetrachlorodibenzo(p)dioxin (TCDD)
Carcinogenicity studies in rats, Minimum duration of
Carcinogens,
COC guidance on a strategy for the risk assessment of
Assessing the risks of acute or short-term exposure to
Carrageenan

Cell lines expressing human xenobiotic metabolising enzyme
in mutagenicity testing
Cell transformation assays
Childhood cancer
and paternal smoking
Hazard proximities in Great Britain (from 1953 to 1980)
Childhood leukaemia and residence near sources of traffic exhaust
and petrol fumes: review of the possible associations between
Children research project results
Effects of certain food colours and a preservative on
behaviour in
Chlorinated and brominated contaminants in shellfish, farmed and wild fish
Chlorinated drinking water

2007
2001
2007
2004
2000
2001
1993
1991
1995

7
22
24
11, 54
104
8
35, 50
30
30, 64

2006
2005
2006
2002
1991
2001
2001
2002

281
134
286
128
44
136
142
130

2004
2007
1991
1993
1997

188
179
14
12
11

1995
1994
2004
2005
1997
1997

38
26
191
134
68
110

2005

143

2007

8

2006
1991
1992

10, 67
32
55

341

Annual Report 2008

Chlorinated drinking water and cancer
Chlorinated drinking water and reproductive outcomes

Chlorine
Chlorine and chlorine dioxide as flour treatment agents
Chlorobenzenes
2-Chlorobenzylidene malonitrile (CS)
and PAVA (Nonivamide) sprays:
combined use
and CS Spray
Chlorodibromomethane
Chloroform
Cholangiocarcinoma in the rat
Chromium picolinate
Chrysotile-substitutes, Carcinogenic risks
Chymosin

Classification of chemicals on the basis of mutagenic properties
COC guidance on a strategy for the risk assessment of carcinogens
COC guidelines
Review of
Revision of
COC template
COM template
CONCAWE
Assessment of exposure to petrol vapour
Assessment of exposure to benzene vapour
COT/COC/COM review of toxicogenomics
Comet Assay

Comfrey
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2007
1998
2001
2004
1993
1996
1997
1998
2005
2006
1999
1999
1994
1994
2005
2003
2004
1998
1991
2000
2002
1992
2004

185
8
23
8, 46
33
7, 36
12
34
17
7, 21
7
51
23
22, 32
155
141
135, 148
50
16, 28
16
10
43
188

2001
2002
2002
2002

142
134
129
87

2005
2005
2004
1995
1998
2005
2006
1992
1994

145
146
144, 190
39
35
125
249
19
7

Committee procedures
Balance of expertise
Code of Conduct for Observers
Code of Practice for Scientific Advisory Committees
Good Practice Agreement for Scientific Advisory Committees
In the light of the Phillips enquiry (COC)
Open Meetings – review of procedure
Performance evaluation for Committee members
Procedure for holding COT meetings in open session
Reviews of risk procedures used by Government advisory
Committees dealing with food (COM)
Second round of consultation
Workshop on Social Science insights for risk assessment
Contaminants in soil
Coumarin
Cyanogenic glycosides in apricot kernels
Cyclamate
Dental amalgam
Dentists and dental nurses, olfactory neuroblastomas: possible association in
Deoxenivalenol (DON)
Dibenzo(a,l)pyrene
In air pollution
1,3-Dichloropropan-2-ol
and 2,3-dichloropropan-1-ol
Carcinogencity of
Dichlorvos
Diesel exhaust
Update on carcinogenicity from 1990
Diet and Drug Interactions
Dietary restriction and carcinogenesis in rats
Di-2-ethylhexyl adipate
Diethyl-m-toluamide (DEET)

2007
2001
2007
2006
2001
2006
2006
2003

18
106
18
16
9, 106
17
17
18

2000
2003
2006
2001
1998
2006
1995
1997
2003
2004
1991
2002
2003
2003
2001
2004
2004
2001
2002
1991
1996
2005
1991
1991
2002
2003

22, 110
12, 106
17
10
29, 41
7, 29
6
13
197
179, 251
50
17
189
128, 190
99, 137
137, 148
243
99
83
47
62
7, 27
51
17, 28
8
128
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update of toxicology literature
Diethylstilboestrol
Di-isopropylnaphthalenes in food packaging made from
recycled paper and board:

Conclusion on mutagenicity studies using the mouse
lymphoma assay (MLA)
Dimethoate
Dimethyldicarbonate
Dimetridazole
2,4-Dinitrophenol
Dioxins
2,3,7,8-Tetrachlorodibenzo-p-dioxin

Carcinogenicity of
Dioxins and dioxin-like PCBs
In marine fish and fish products
Consideration of the TDI
Developmental effects in rats
Dietary exposure
in free range eggs
in fish oil – urgent advice
2005 WHO Toxic Equivalency Factors
Disinfectants and disinfection by-products in prepared salads
Dithiocarbamates in latex products
DNA adduct inducing chemicals, Joint Meeting of COM and COC
on the significance of low level exposures
DNA binding approaches
DNA gyrase inhibitors
DNA repair at low doses, genotoxic carcinogens and
Dominant Lethal Assay
Doramectin in Lamb
Drinking Water
Arsenic in,
Benz(a)pyrene in,
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2006
1993

8, 37
38

1998
2000
2002

9
14
9

2000
1992
1992
2002
2003

62
39
24, 37
84
14

1993
1995
1998
1999
2001

49
15, 64
19, 45
49
136

1999
2000
2001
2007
2000
2000
2002
2006
2006
1994

31
26
10
7
13
14
9
15, 203
9, 61
18

1996
2005
1992
2004
1994
2007

48
125
42, 58
136, 176
26
25

1999
1994

59
32

Boron in,
Chlorinated,
Reproductive outcomes of,
Fluoranthene in,
Trihalomethanes in,
Early identification of non-genotoxic carcinogens
ECETOC Monograph on Aneuploidy
ECETOC workshop on use of T25 in chemical carcinogen evaluation
Emulsifier YN (Ammonium Phosphatides)
Enrofloxacin
Environmental Tobacco Smoke (ETS) and lung cancer
Enzymes - Amano 90
- Chymosin

- Immobilised lipase from Rhizopus niveus
- Lipase D
- Newlase
analytical method to detect rhizoxin

- Xylanase preparation from Aspergillus niger
Enzyme Submission – Newlase analytical method to detect rhizoxin
Eosinophilia-myalgia syndrome, tryptophan and
EPA risk assessment guideline: supplemental data for assessing
susceptibility from early life exposure to carcinogens
Epoxidised soya bean oil

1994
1991
1995
1992
1998
1994
1995
1994
1995
2000
1997
2001
1994
1992
1993
1997
2003
2000
2001
1999
2000
2002
2003
1994
1998
2000
2001

35
32
6
55
8
34, 70
33
22, 32, 69
35
106
78
141
7
56
50
88
191
15
12
16
16
10
8
9
13
16
12

2000
2002
2004
2001
2004
2003
2004

17
11
10
13
10
21, 83
12

2003
1994
1999

195
8
16
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Erythritol
Erythrosine
Ethaboxam – partial review
Ethanol, acetaldehyde and alcoholic beverages
Ethanol intake, effects on pregnancy, reproduction and infant development
European Food Safety Authority (EFSA)
Advice to
Evaluation of sensible drinking message
Evidence for an increase in mortality rates from intrahepatic
cholangiocarcinoma in England and Wales 1968-1996
Evident toxicity as an endpoint in acute toxicity testing
Exposure to carcinogens
Single or short term
Florfenicol
Fluoranthene in drinking water
Fluoride
Fluorine, bromine and iodine
Fluorine (fluoride): 1997 Total Diet Study

Flunixin, meglumine and flunixin-meglumine

2003
2004
1991
2007
2000
1995

9
9
29
131
62
8

2005
1995

141
58

2000
2007

107
19

2005
1993
1994
1995
1995
2000
2002
2001
2002
2003
2003
2005

140
12
34, 70
33
35
17
89
23
19
9
129
119

2006
282
2007
1991
1992
1993

2007
181
8
22
27
23, 48

2000
2002
2005

27
11
5, 42

2000
2002

10
12

Folic acid
Fortification and carcinogenesis
Food Colours and children’s behaviour, research
Food Surveillance Papers

Food additives
Hyperactivity and,
and behaviour
and developmental toxicology
Food and food ingredients
adverse reactions to,
Food chemical exposure assessment
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Food Intolerance
Food Standards Agency funded research and surveys
Food Standards Agency review of scientific committees
Formaldehyde
Evidence for systemic mutagenicity
French Maritime Pine bark extract

Fumonisins
in maize meal
Furan
Furocoumarines in the diet
Gallates
Gellan Gum
Genetic susceptibility
to cancer

1997
1999
2000
2001
2007
2007
1998
1999
2000

17
16
18
24
182
133
10
16
19

1993
2003
2005
1994
1992
1993

48
15
8, 84, 135
25, 39
37
13

2000
1998
2006

110
35
237

Genotoxic alkylating agents
Genotoxic carcinogens
and DNA repair at low doses
2004
Acute T25 – possible approach to potency ranking of single exposure 2006
Genotoxicity, evidence for
Biological effects of wear debris generated from metal on
metal on metal bearing surfaces
2006
Genotoxicity in pesticide applicators, biomonitoring studies for
2004
Genotype and environment interaction on susceptibility to cancer
2001
2002
Guar gum
1991
Halonitromethanes(HNMs)
2005
Health effects in populations living close to landfill sites
2000
2001
Hemicellulase Enzyme in bread-making
1999
from Aspergillus niger
1994
Preparations for use in breadmaking
1995
1996
Hexachlorobutadiene contamination at Weston Quarries
2000
2003

136, 176
279

232, 241
146
142
132
14
85, 116
19
15
19
8
9
9
20
10
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Historical control data in mutagenicity studies
Hormesis 2003
HSE priority programme
Hydrocarbon propellants
Hydrogel filler for breast implants: Further studies
Hydroquinone and phenol

Hyperactive children's support group
Hyperactivity and food additives
Additional analyses on research project results
Hypospadias and maternal nutrition
ICH guidelines:
Genotoxicity: A standard battery for genotoxicity testing of pharmaceuticals
(S2B) and consideration of the mouse lymphoma assay
Consideration of neonatal rodent bioassay
Testing for carcinogenicity of pharmaceuticals
IGHRC
paper on uncertainty factors
guidance document on chemical mixtures
guidelines on route-to-route extrapolation of toxicity data
when assessing health risks of chemicals
ILSI/HESI research programme on alternative cancer models: results of
Syrian hamster embryo cell transformation assay
Imidocarb
Immobilised lipase from Rhizopus Niveus
Impurities in the pesticide 1-methylcyclopropene
In vitro mammalian cell mutation assays
In vitro micronucleus test

(IWGT meeting)
In vivo gene mutation assays using transgenic animal models
in vivo mutagenicity at high doses, Significance of
Increase in mortality rates from intrahepatic cholangiocarcinoma in
England and Wales 1968-1998
Infant food, metals and other elements in
International workshop on the categorisation of mutagens
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1996
196
2004
1994
2005
1994
1995
2000
1996
2000
2001
1999

47
177
9
9, 61
20
34
60
9
27
16
19

1997
1998
1997

75
50
112

2001
2002
2007

17
129
21

2005

15

2002
1992
1994
2003
2003
1994
1996
2004
2002
1996
2002

87
38, 57
9
191
137
26
47
144
88
45
89

2001
1999
2001

138
27
108

Intrahepatic cholangiocarcinoma
Iodine
in cows’ milk

ISO Water quality standard: Determination of the genotoxicity of
water and waste water using the umu test
Joint COC/COM symposium on genetic susceptibility to cancer
Joint COM/COC on the significance of low level exposures to
DNA adduct inducing chemicals
Joint meeting of COT/COC/COM on use of genomics and
proteomics in toxicology

Joint meeting of COT/COM on use of target organ mutagenicity
assays in carcinogen risk assessment
Joint meeting with the Committee on Safety of Medicines
on food-drug interactions
Joint symposium with COM on use of target organ mutagenicity
in carcinogen risk assessment
Joint COT/COC/COM review of nanomaterials
Joint COT/CSM one day meeting on diet and drug interactions
Kava kava
urgent advice
in food products
Lactic acid producing cultures
Landfill sites
and congenital anomalies
and adverse birth outcomes
Health effects of populations living close to,
Leukaemia
Advice on three paediatric cases in Camelford, North Cornwall
and drinking water in South West England
Lindane
Lipophilic shellfish toxin mouse bioassay, atypical results in
Long chain polyunsaturated fatty acid for use in infant formula

2003
1992
2000
1997
1999
2002
2003

192
25
17
17
20
20
10

1997
1998

69
35

1996

48

2001
2002,

24, 109
143
14

2005

92, 124

2004

23

2004
2005
2005

192
86
27

2002
2005
1991

14
9
14

1998
2007
2000
2001

13
24
19
15

1996
1997
1995
2004
1997

57
105
33
8
19
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Longevity of carcinogenicity studies: consideration of a database
prepared by the Pesticides Safety Directorate
Lowermoor subgroup

Lung cancer and Environmental Tobacco Smoke (ETS)
Lupins
Malachite Green

and Leucomalachite Green
in Farmed fish
Malathion
Male reproductive system, Adverse trends in the development of
Potential chemical causes
Man made mineral fibres
Refractory ceramic fibres
Marine biotoxins
Mathematical modelling – Applications in toxicology
Mechanism of carcinogenicity in humans
Meglumine
Mercury in fish and shellfish
Metals and other elements
in infant food
in the 2000 Total Diet Study
Methylation, transgenerational effects of
Methylcyclopentadienyl manganese tricarbonyl
1-Methylcyclopropene, Impurities in
Microbial enzyme preparations (safety assessment of)
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2000
2004
2005
2006
1997
1995
1993
1995
1999
2003
2004
1999
2002
2003
2003
2004
2006
1994
1996
1995
2005
2006
1999
1995
2003
2005
2002
2003

109
14
18
88
10
14
12
47
130
138, 152, 182
23
84, 126
132
21
7, 32
8, 47
38
65
68
17
13, 156
27
57
129
87, 119
17
12

1999
2003
2003
2006
1995
1999
2003
1991

27
12
12
236
12
28
191
17

Mineral hydrocarbons
Mixtures of food contaminants and additives
Mixtures – IGHRC guidance document
Moniliformin in maize and maize products
3-Monochloro-propane 1,2-diol (3-MCPD)

1993
2004
2007
1998
1999
2000
Mouse lymphoma assay, Presentation by Dr Jane Cole
1997
Mouse bioassay, atypical results in the lipophilic shellfish toxin mouse bioassay 2004
Mouse carcinogenicity bioassay
1997
Mouse Spot Test
1992
Multi-element survey
in various items in the diet
1998
of wild fungi and blackberries
1999
Multiple Chemical Sensitivity
1999
2000
Municipal solid waste incinerators in Great Britain, Cancer incidence near
2000
Mutagencity
Comet assay
2006
UDS assay
2006
Mutagencity testing strategies
1991
1992
Mutagens, classifications of
1992
Muta®mouse and Big Blue transgenic rodent assay systems
2005
Mycotoxins
1991
In cheese
2006
Nanomaterial toxicology
2005
2006
Nanomaterial review
2005
Nanoparticles used in healthcare and update on nanomaterial technology
2007
Natural toxins
1992
Newlase
2000
analytical method to detect rhizoxin
2002
2004
Nicotine from nicotine patches, Possible nitration of
2002
Nickel leaching from kettle elements into boiled water
2003
2006
Nicotine from nicotine patches, Possible nitrosation of
2002
Nitrate metabolism in man
1998

15
15
21
14
48
61, 102
77
8
70, 117
44
15
28
30
21
104
239, 249
239, 249
33
43
12434
31, 48
9
16; 65
19
86
9
44, 59
17
11
10
86
13
19
86
16
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Nitrosamines: potency ranking in tobacco smoke
Nitrous oxide
N-Nitroso compounds
Non-genotoxic carcinogens, Early identification of
Non-Hodgkin's lymphoma
Nonivamide (PAVA):
use as an incapacitant spray

1995
1995
1992
2000
1993

2001
2002
consideration of an updated statement in the light of new evidence 2004
and 2-Chlorobenzylidene malontrile: combined use
2005
2006
Novel fat
1992
for use in confectionery
1992
Novel oils for use in infant formulae
1995
Nuclear establishments, chemicals used at
1991
Ochratoxin A
1997
1998
Oesophageal cancer
2004
Ohmic heating
1991
Olestra
1993
Olfactory neuroblastomas: possible association in dentists and dental nurses 2003
2004
Omethoate
1992
Openness (see also Committee procedures)
1999
2002
2003
Ontario College of Physicians report
2004
Organ mutagencity data in carcinogen risk assessment
2005
Organochlorines and breast cancer
1995
1999
2003
2004
Organophosphates
1999
2007
Organophosphorus esters
1998
OST code of practice for scientific advisory committees and committee
procedures in light of the Government’s response to the BSE enquiry report 2001
2002
2003
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71
14
59
106
51
25
18, 85
11, 107
17
7, 21
24
18
14
35
20
17
178
19
35
197
179, 251
38
30
20
194
182
124
66
62
196
180
30
10
17
14, 139
86, 129
17

Ozone
review of animal carcinogenicity data
p-53 tumour suppressor gene
PAH concentrations in food: interim pragmatic guideline limits for
use in emergencies
PAHs in shellfish
Paralytic Shellfish Poisoning (PSP)
Para red
Mutagenicity of
risk assessment
Passive smoking
Paternal exposure to chemicals, possibility of paternal exposure inducing
cancer in offspring
Patulin
PAVA (Nonivamide):
use as an incapacitant spray

consideration of an updated statement in light of new evidence
and 2-Chlorobenzlidene malonitrile: combined use
PCBs in breast milk
Peanut allergy

Pediatric leukaemia cases in Camelford, North Cornwall
People for the Ethical Treatment of Animals
“Creative Accounting” Report by
Perchloroethylene (see tetrachloroethylene)
Perfluorooctanoic acid (PFOA)
Perfluorooctane sulfonate (PFOS)
Peripheral blood lymphocytes (PBLs)
Background variation in micronuclei (MN) and chromosomal
aberrations (CA)
Peroxisome proliferators
Pesticide applicators, biomonitoring studies for genotoxicity in

1999
1999
1993

50
71
39

2001
2001
2006

18
18
12, 131

2005
2005
1993

12
72
52

1991
1991
2004
2001
2002
2006
2004
2005
2006
2001
1996
1997
1998
1996

36
49
95
25
18, 85
19
11, 107
17
7, 21
19
10
23
18
57

2006

282

2005
2006
2005
2006

18, 87, 136
11, 87
17, 87, 136
11, 110

2006
1992
2004
2005

233, 254
45
146
82, 93
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Phenol
tolerable daily intake (oral)
2-Phenylphenol

Phosphate and the calcium-parathyroid hormone axis

Phosphine
and metal phosphides
Phosphorus, parathyroid hormone and bone health
Phthalates in infant formulae
Phytoestrogens
in soya-based infant formulae
and health, report
Platinum-based fuel catalyst for diesel fuel
Polychlorinated biphenyls (PCBs)
Effects on play behaviour
PCDDs, PCDFs and PCBs in marine fish and fish products
Polycyclic aromatic hydrocarbons

Advice on dibenzo(a,l)pyrene
In air pollution
In the 2000 Total Diet Study
Pragmatic guideline limits for use in emergencies
Polyurethane
Polyurethane coated breast implants
Potassium and sodium ferrocyanides
Potatoes genetically modified to produce Galanthus nivalis Lectin
Presentation on initial preliminary results of meta-analysis of
alcohol and breast cancer
Prioritisation of carcinogenic chemicals
Propoxur
Propylene carbonate
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2003
2002
1992
1997
2003
2004
2005

132
15
39
64
133

2001
1997
2003
1996

11, 54
19
103
65
21
10

1998
1999
2002
2003
1996
1994
1997
2002
1999
1994
1995
1996
2002
2003
2004
2002
2000
1991
1994
1994
1999

18
35
20
17
12
21, 37
23
17
31
19, 34
32
67
127
135, 192
183
16
27
46
36
10
34

2001
1994
1991
1992

142
41
47
26

Proquinazid
Mutagenicity and Carcinogenicity of
Prostate cancer

Pyyrolizidine alkaloids in food
Ranking of carcinogens: comparison of method using some air pollutants
Quantification of risk associated with carcinogenic air pollutants
Quantitative structure-activity relationships (QSAR)
REACH (Registration, Evaluation and Authorisation of CHemicals)
Technical guidance for derivation of DNELs and
risk characterisation of non-threshold effects in the context of
Ranking of carcinogens: comparison of method using some air pollutants
Quantification of risk associated with carcinogenic air pollutants
RCEP
study of long term effects of chemicals
crop spraying and the health of residents and bystanders
Reassessment of the toxicological testing of tobacco
Reassessment of toxicology of tobacco products
Refractory ceramic fibres
Report on phytoestrogens and health
Reproductive effects of caffeine

Reproductive outcomes, chlorinated drinking water and

2005
2005
2002
2003
2004
2007
2001
2002
2007
2007

87, 138
155
134
197
185, 254
24
140
128
182
21, 184

2001
2002

140
128

2001
2006
2004
2004
1995
2002
2001
2007

20
13, 213, 283
19, 107
142, 186
68
20
22
24

1998
2001
2004

8
23
8, 46

2000
1996
2004
2000
2002
2004
2003
2004
2001
2000
2002

18
9, 44, 75
144
17
11
10
197
188
107
25
19

Research
and surveys, Food Standards Agency funded
priorities and strategy, Department of Health
Review of toxicogenomics, COT/COC/COM
Rhizoxin – newlase analytical method to detect

Risk assessment of carcinogens, Revised guidance
COC guidance on a strategy for the
Risk assessment of in vivo mutagens (and genotoxic mutagens)
Risk Assessment of Mixtures of Pesticides (and similar substances)
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Risk assessment strategies
Guidelines for exposure assessment practice for human health
Mixtures of food contaminants and additives
Physiologically-based pharmacokinetic modelling
RCEP study on pesticides and bystander exposure
Reassessment of the toxicological testing of tobacco
Royal society study on nanoscience and nanotechnology
Uncertainty factors: their use in human health risk
assessment by UK government
Uncertainty in chemical exposure assessment
Use of toxicogenomics in toxicology
(update on statement published in 2002).
Risk communication
Risk procedures used by the Government’s Advisory Committees
dealing with food safety
Risks associated with exposure to low levels of air pollution
RNA Interference
Royal society study on nanoscience and nanotechnology
Salmonella assay, Use of
SCF Guidelines on the Assessment of Novel Foods
SCCNFP testing strategy for cosmetic ingredients
Science Strategy 2005-2010: FSA Draft
Sellafield
Seaweed, arsenic in. - Urgent advice
Sensible drinking message, Evaluation of
SHE cell transformation assay
Shellfish
poisoning, amnesic
PAHs in,
Atypical results in the lipophilic shellfish toxin mouse bioassay
Short and long chain triacyl glycerol molecules (Salatrims)
Short-term carcinogenicity tests
ILSI/HESI research programme on alternative cancer models
using transgenic animals
Significance of environmental mutagenesis
Significance of in vivo mutagenicity at high doses
Single cell protein

356

2003
2004
2003
2004
2004
2004

19
15
19
18
19
20

2003
2004

20
21

2004
2007

22
182

2000
2003
2005
2004
1991
1996
2004
2005
1991
2004
1995
1996

22, 110
193
16
20
35
13
144
14
35
13,122
58
46

2001
2001
2004
1997
1999

7
18
8
39
36

1997
1999
2002
2004
2003
1996

114
73
131
141
139
14

Single or short term exposure to carcinogens
Sodium benzoate and potassium sorbate
Soil, Contaminants in
Soluble fibre derived from guar gum
Squamous cell carcinoma and alcohol consumption: review of the
quantitive relationship between
Sterigmatocystin
Strategy for investigating germ cell mutagens
Sucralose

Sudan I found in chilli powder
Sulphur dioxide
Surveys: guidelines for project officers
Terephthalic acid
and isophthalic acids in food
multigenerational reproduction study additional
histopathological examinations
T25 to estimate carcinogenic potency
Test strategies and evaluations

Testicular cancer
2,3,7,8-Tetrachlorodibenzo-p-dioxin (TCDD)

2005
2007
2001
1996
1997

140
134
10
15
46

2005
1998
2003
1993
1994
2000
2003
1991
2001
2001
2003
2000

139
19
138
34
24
23
16
19, 30
22
105
14
24

10
1995
1993
1994
1995
1996
1997
1998
1999
2000
2001
2002
2003

2004
2006
2007
2006
1993

72
39
25
37
44, 75
75, 112
34, 50
51, 72
63
107
87, 129
137 to 139,
194 to 196
143 to 146
188 to 190
240
137
285
49
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Tetrabromobisphenol A
review of toxicological data
Tetrachloroethylene

Thalidomide
Thiabendazole

Thiamphenicol
Threshold for benzene induced carcinogenicity,
Consideration of evidence for
Thresholds for aneuploidy inducing chemicals
Tobacco induced lung carcinogenesis: the importance of p53 mutations
Tobacco,
reassessment of the toxicological testing of
reassessment of the toxicology of
Toltrazuril
Toxic equivalency factors for dioxin analogues
Toxicogenomics,
use of in toxicology (update on statement published in 2002).
COT/COC/COM review of
Toxicological evaluation of chemical analyses carried out as part of a
pilot study for a breast milk archive
Transgenic animal models, Use in short terms tests for carcinogenicity
Transgenic mouse models
Trichloroethylene
Trihalomethanes in drinking water
Tryptophan and eosinophilia-myalgia syndrome
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1995
1998
1999
2001

15, 64
45
49
136

2004
2004
1993
1996
1997
1997
1991
1995
1996
1997
1992

12
62
21, 48
37, 68
47
62
20
20
40
50
26

1998
1995
1996
2001

32
37
42
107

2004
2004
1992
1998
2007
2004
2004

19, 107
142, 186
57
19
137, 185
22, 112
144

2004
2001
1997
1996
1994
1995
2003

14, 70
142
114
39, 71
22, 32, 69
35
21

Tryptophan in food
responses to consultation on revision of Regulations
Type I caramel
Unlicensed traditional remedies
Uncertainty factors, IGHRC paper on
Uncertainty in chemical exposure assessment
Uranium
levels in water used to re-constitute infant formula

2004

12, 83

2005
1991
1994
2001
2002
2004

11
30
10
17
129
21

2005
2006
Use of toxicogenomics in toxicology (update on statement published in 2002). 2004
Use of target organ mutagenicity data in carcinogen risk assessment
2005
Validation of short-term carcinogenicity tests using transgenic animals,
Presentation on
1999
Variability and Uncertainty in Toxicology – working group
2004
2005
2006
2007
Vitamins and minerals
Ad hoc expert group (EVM)
1997
European Commission document on establishing maximum
and minimum levels in dietary supplements and fortified foods 2006
Wild fungi and blackberries, Multielement survey of
1999
Working Group on Variability and Uncertainty in Toxicology
2004
2005
2006
2007
Workshop
on evolving approaches to chemical risk assessment
2007
Xylanase preparation from Aspergillus niger
2001
Zearalenone
1998

18
14, 196
22, 112
124
73
15, 18
14
19
23
6
15
28
15, 18
14
19
23
23
13
29
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Annex 7 – Previous Publications
Publications produced by the Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in
Food, Consumer Products and the Environment
1991 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. HMSO ISBN 0 11 321529 0 Price £9.50.
1992 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. HMSO ISBN 0 11 321604-1 Price £11.70.
1993 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. HMSO ISBN 0 11 321808-7 Price £11.95.
1994 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. HMSO ISBN 0 11 321912-1 Price £12.50.
1995 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. HMSO ISBN 0 11 321988-1 Price £18.50.
1996 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. The Stationery Office ISBN 0 11 322115-0 Price £19.50.
1997 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Department of Health.*
1998 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Department of Health*.
1999 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Department of Health*.
2000 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Department of Health.*
2001 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/0681/0802.++
2002 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/0838/0803.++
2003 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/0900/0504.++
2004 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/0992/0804.++
2005 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/1098/0906.++
2006 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/1184/0707++
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2007 Annual Report of Committees on Toxicity, Mutagenicity and Carcinogenicity of Chemicals in Food,
Consumer Products and the Environment. Food Standards Agency/Department of Health, FSA/1260/0608++
Guidelines for the Testing of Chemicals for Toxicity DHSS Report on Health and Social Subjects 27 HMSO
ISBN 0 11 320815 4 Price £4.30.
Guidelines for the Evaluation of Chemicals for Carcinogenicity DH Report on Health and Social Subjects 42
HMSO ISBN 0 11 321453 7 Price £7.30.
Guidelines for the Testing of Chemicals for Mutagenicity DH Report on Health and Social Subjects 35 HMSO
ISBN 0 11 321222 4 Price £6.80.
Guidelines for the Preparation of Summaries of Data on Chemicals in Food, Consumer Products and the
Environment submitted to DHSS Report on Health and Social Subjects 30 HMSO ISBN 0 11 321063 9 Price £2.70.
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment: Peanut Allergy,
Department of Health (1998)**
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment: Organophosphates,
Department of Health (1998)**
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment: Adverse Reactions
to Food and Food Ingredients, Food Standards Agency (2000)++
Guidance on a Strategy for testing of chemicals for Mutagenicity. Department of Health (2000)*
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment: Risk Assessment of
Mixtures of Pesticides and Similar Substances, Food Standards Agency, FSA/0691/0902 (2002).++
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment: Phytoestrogens and
Health, Food Standards Agency, FSA/0826/0503 (2002).++
Committee on Toxicity of Chemicals in Food, Consumer Products and the Environment: Variability and
Uncertainty in Toxicology of Chemicals in Food, Consumer Products and the Environment, FSA/1150/0307
(2007).++
Guidance on a Strategy for the Risk Assessment of Chemical Carcinogens. Department of Health (2004)+

*

Available on the COM website at http://www.iacom.org.uk/index.htm

** Available on the COT archive at http://archive.food.gov.uk/dept_health/archive/cot.htm
+

Available on the COC website at http://www.iacoc.org.uk/index.htm

++ http://cot.food.gov.uk/cotreports/
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If you require any further information about the work of the committees, or the contents of this
report, please write to the committee’s administrative secretary at the following address:

Julie Shroff
COT Secretariat
Food Standards Agency
Room 4C, Aviation House
Kingsway
London WC2B 6NH
Tel:
020 7276 8522
Fax:
020 7276 8513
Email: COT@foodstandards.gsi.gov.uk
http://cot.food.gov.uk
COC/COM Secretariat
Health Protection Agency
Centre for Radiation and Chemical Hazards
Chemical Hazards and Poisons Division (Head Office)
Chilton Didcot
Oxon OX11 0RQ
Tel:
+44 (0)1235 841475
Fax:
+44 (0)1235 841478
Email: Sue.Kennedy@hpa.org.uk
http://www.iacoc.org.uk/index.htm
http://www.iacom.org.uk/index.htm
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