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Abstract

Heterocyclic amines (HCAs) are mutagenic compounds generated when meats are cooked at high
temperature and for long duration. The findings from previous studies on the relation between
HCAs and breast cancer are inconsistent, possibly due to genetic variations in the enzymes
metabolizing HCAs.

To evaluate whether the associations of intakes of estimated HCAs, meat-derived mutagenicity
(MDM), and red meat with risk of postmenopausal breast cancer were modified by N-
acetyltransferase 2 (NAT2) acetylator genotype or cytochrome P450 1A2 -164 A/C (CYP1A2)
polymorphism, we conducted a nested case-control study with 579 cases and 981 controls within a
prospective cohort, the Nurses’ Health Study (NHS). HCAs and MDM intakes were derived using
a cooking method questionnaire administered in 1996.

NATZ acetylator genotype, the CYP1AZ polymorphism, and intakes of HCAs, MDM, and red
meat were not associated with risk of postmenopausal breast cancer. There was also no interaction
between NVA T2 acetylator genotype or CYP1AZ polymorphism and HCAs and MDM and red
meat intake in relation to breast cancer.

These results do not support the hypothesis that genetic polymorphisms of xenobiotic enzymes
involved in the metabolism of HCAs may modify the associations between intakes of red meat or
meat-related mutagens and breast cancer risk.
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Introduction

Heterocyclic amines (HCAS) are carcinogenic compounds generated from the cooking of
meats at high temperature and for long duration (1, 2). Even though evidence from animal
studies has pointed towards a possible role of HCAs in breast carcinogenesis (3, 4), findings
from previous studies on HCAs and breast cancer are inconsistent (5, 6).

One possible reason for these inconsistencies is genetic variation in the xenobiotic enzymes
involved in the metabolism of HCAs (7, 8). HCAs are metabolically activated primarily
through N-oxidation by cytochrome P450 1A2 (CYP1A2), a phase | xenobiotic
metabolizing enzyme, and are further O-acetylated by N-acetyltransferase 2 (MAT 2), a
phase Il xenobiotic metabolizing enzyme (9, 10). Previous epidemiological studies that have
examined the interactions between either HCAs or red meat intake and AVA 72 acetylation
status with regard to breast cancer risk have reported inconsistent results (11-16).

However, to the best of our knowledge, no epidemiological study has evaluated the
interactions between HCAs intake and CYP1AZ genetic polymorphisms on risk of breast
cancer.

Some studies suggest that the effect of certain risk factors for breast cancer, including red
meat intake, may differ by hormone receptor status (17, 18). Heterocyclic amines can be
estrogenic and may stimulate estrogen receptor (ER)-dependent gene expression and the
expression of progesterone receptor (PR) in vitro (19, 20). Few studies examined the
association between HCA intake and breast cancer risk by hormone receptor status (13).

Thus, we evaluated whether NA72and CYP1AZ genetic polymorphisms influence the
associations between HCAs intake, meat-derived mutagenicity (MDM) and red meat intake,
and postmenopausal breast cancer risk in a case-control study nested within the prospective
Nurses’ Health Study (NHS). We also examined the associations by hormone receptor
status.

Materials and Methods

Study Population

The NHS was founded in 1976 and includes 121,700 female registered nurses who
responded to a mailed questionnaire. Every two years participants are mailed follow-up
questionnaires (FFQs) inquiring about disease diagnoses and lifestyle factors. Food
frequency questionnaires were added to the follow-up survey in 1980 and repeated every 2—
4 years since then. Questions on cooking methods, doneness, and outside appearance of
several meats were added to the 1996 questionnaire. Blood samples were collected from
32,826 (27%) of the cohort members between 1989 and 1990. More detailed information on
the NHS cohort is provided elsewhere (21). Study investigators confirmed breast cancer
cases through review of medical records and pathology reports.

We included breast cancer cases and controls from a genome-wide association study
(GWAS) of breast cancer in the NHS (22). Briefly, the GWAS included 1,183 women with
postmenopausal invasive breast cancer who provided blood samples and were diagnosed
between 1990 and 2004. The study selected 1,185 controls (1:1 matching), who were
postmenopausal women not diagnosed with breast cancer during follow-up until June 1,
2004. The controls were matched with the cases by year of birth and post-menopausal
hormone use at the time of blood collection. After genotyping, a total of 1,145 cases and
1,142 controls were included in the genome-wide association analysis of 528,173 single
nucleotide polymorphisms (SNPs) (Figure 1).
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Assessment of Diet, Cooking Method and HCAs Intake

Dietary intake data were collected in 1980, 1984, 1986, 1990, and 1994 using self-
administered semi-quantitative FFQs. In 1980, an FFQ with about 60 food items was sent to
the participants. An expanded FFQ with about 130 food items has been sent to participants
in 1984, 1986, and every 4 years thereafter. The validity and reproducibility of these FFQs
have been reported on elsewhere (23, 24).

The cooking method questionnaire administered in 1996 was designed to estimate the intake
of HCAs in the NHS. The questions were based on results from a pilot study which used a
detailed cooking questionnaire to identify specific questions related to cooking methods that
would best predict HCAs intake in the cohort (25).

On this questionnaire, participants were asked about frequency of intake (i.e., never, <1/
month, 1/month, 2-3/month, 1/week, 2-3/week, and 4+/week) and doneness (i.e., depending
on type of meat: lightly browned, medium browned, well browned, and blackened/charred)
of cooked meats and fish (i.e., pan-fried, broiled and grilled chicken, broiled fish, roast beef,
pan-fried steak, grilled or barbecued steak, and homemade beef gravy).

HCAs intakes were calculated from the data provided on the 1996 cooking method
questionnaire and dietary data in 1994 using the “CHARRED Database” created by Sinha
and colleagues from the National Cancer Institute (26, 27). The mutagenic activity of meat
samples was assessed by the Ames/Salmonella test (28, 29). Intakes of MelQx (2—
amino-3,8-dimethylimidazo [4,5,-f] quinoxaline), PhIP (2—amino-1-methyl-6-phenylimidazo
[4,5-b] pyridine), and DiMelQx (2—amino-3,4,8-trimethylimidazo [4,5,-f]) were derived
using a method described in more detail in (30). Intakes of those compounds and MDM
were calculated by multiplying the HCAs or MDM values from the CHARRED Database
(ng/gram meat for HCAs and revertant colonies/gram meat for MDM) with standard portion
sizes from the CHARRED Database and frequency of intake of the relevant cooked meat
item obtained from the 1996 cooking method questionnaire (31). More detail regarding the
calculation of HCAs intake in our cohort is reported elsewhere (6). We assessed total red
meat intake as cumulative average intake up to 1990.

Genotype classification of NAT2 and CYP1A2

We extracted SNPs data on CYP1AZand NAT2from our previous GWAS of breast cancer
(22). Determination of NATZ2 acetylator status was based on imputed SNPs information,
including NAT2 1114T (rs1801280), R197Q (rs1799930), and G286E (rs1799931) (32). The
imputation R2 for rs1801280, rs1799930, and rs1799931 were 0.9956, 0.9922, and 0.9557,
respectively. The NAT*4 allele was defined as wild type, or the absence of amino acid
changes due to the three polymorphisms. Individuals with two slow acetylator alleles were
classified as NATZslow acetylators, whereas individuals with zero or one slow acetylator
allele were classified as rapid acetylators. We also examined the CYP1A2164A/C
polymorphism (CYPLAZ*1F; rs762551), which was also imputed (imputation R2=0.9988)
(33). Genotypes of NATZ2were classified into slow and fast acetylators. For CYP1AZ, due
to small sample size of homozygous variant carriers, we combined individuals carrying
variant allele (AC or CC), and used the homozygous wild type (AA) as the reference group.

Exclusion Criteria

For the analysis of HCAs and MDM, because HCA and MDM were calculated from
cooking method questionnaires in 1996, breast cancer cases diagnosed after 1996 were only
included (670 for cases and 1142 for controls) to conduct a prospective analysis (Figure 1).
We further excluded participants following the exclusion criteria used in our previous report
of HCA (6); Participants were excluded if they left more than 70 food items (50%) blank on
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the 1994 FFQs (n=80; 25 cases and 55 controls) and left the entire cooking method section
blank on the 1996 questionnaire (n=23; 6 cases and 17 controls). Then, we also excluded
participants (n=133; 48 cases and 85 controls) for whom HCAs/MDM could not be
calculated because they had not reported frequency of cooked meat intake, even though they
had reported information on doneness of meat for each meat item, and vice versa. After
implementation of our exclusion criteria, a total of 579 breast cancer cases and 981 controls
formed our study population. Our analysis population for red meat intake was 1,057 cases
and 1,048 controls after excluding those who did not have information on red meat intake in
1990 (n=182; 88 cases and 94 controls), to conduct a prospective analysis (Figure 1).

For the cases, we extracted information on hormone receptor status [ER and PR] from the
pathology reports. A total of 535 cases are available in the HCAs/MDM analysis with
hormone receptor status. Among them, 369 were ER+/PR+, 79 were ER-/PR—, 74 were ER
+/PR-, and 13 were ER—/PR+. A total of 914 cases are available in the red meat analysis
with hormone receptor status. Among them, 614 were ER+/PR+, 143 were ER-/PR—, 133
were ER+/PR-, and 24 were ER-/PR+.

The study was approved by the Human Subjects Committee of the Brigham and Women’s
Hospital.

Statistical Analysis

Results

Multivariate unconditional logistic regression was used to assess the association between
breast cancer risk and xenobiotic enzyme genotype and intake of HCAs, MDM, and red
meat. Intakes were divided into tertiles based on the distribution among controls. We
conducted analysis for associations stratified by genotype of NA72and CYP1AZ. The
reference group was the lowest-intake category for HCAs, MDM, and red meat. The
multivariate models for HCAs and MDM were adjusted for the known and suspected risk
factors for breast cancer, i.e., age, body mass index (BMI; kg/m2, continuous) at 18 yrs,
weight change (continuous) in 1996 compared with aged 18yr, age at menarche (years <12,
13, =14), family history of breast cancer in mother or sister (yes, no), parity and age at first
birth (nulliparous, 1-2 children and age at first birth <25 years, 1-2 children and age at first
birth 25—<30 years, 1-2 children and age at first birth =30 years, 3+ children and age at first
birth <25 years, 3+ children and age at first birth 25—-<30 years, 3+ children and age at first
birth =30 years), personal history of benign breast disease, smoking status (never, past,
current) in 1996, postmenopausal hormone use (never, current, past) in 1996, and
cumulative average energy and alcohol intake (continuous) until 1994. Multivariate models
for red meat intake were adjusted for the same covariates as the above models, but in 1990.
Energy and alcohol intake cumulative average were used until 1990. Multivariable-adjusted
odds ratios (ORs) and 95% confidence intervals (Cls) were estimated. As a secondary
analysis, we further adjusted for fruit and vegetable intakes, caffeine intake, and physical
activity in the multivariate models. Tests for trend were conducted by using the median of
each tertile of red meat or HCAs as a continuous variable in the model. For interaction tests,
we conducted likelihood ratio tests using genotype as a categorical variable and median
value for each tertile of intake of red meat or HCASs as a continuous variable. We evaluated
total breast cancer risk and also examined breast cancer risk by hormone receptor status. All
analyses were performed using SAS statistical software, UNIX version 9.1 (SAS Institute
Inc, Cary, NC).

The characteristics of cases and controls are presented in Table 1. Compared to controls,
cases had lower age, higher alcohol intake, higher proportion of nulliparous women, and
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higher proportion of women with a family history of breast cancer or a history of benign
breast disease.

NATZ acetylator genotype, CYPLAZ2 164A/C polymorphism, and intakes of HCAs, MDM,
and red meat were not associated with the risk of postmenopausal breast cancer (Table 2).

There were also no effects of the interactions between NMAT72acetylator genotype and
intakes of HCAs, MDM, and red meat intake on breast cancer risk (Table 3).

MDM levels were inversely associated with breast cancer risk among CYP1AZ AA carriers
(OR=0.58; 95% CI1=0.40-0.83; p for trend=0.006) but were not associated with risk among
women carrying the C allele of CYP1A42(OR=1.13; 95% CI1=0.77-1.65; p for trend=0.46, p
for interaction =0.05). There were no interactions between the CYP1AZ2 genotype and HCAs
and red meat intake in relation to breast cancer. Among those who have the C allele of
CYPI1AZ, there was a positive association between red meat intake and the risk of breast
cancer (highest vs. lowest tertile, OR=1.44; 1.00-2.06; p for trend=0.05).

As a secondary analysis, we further adjusted for fruit and vegetable intakes, caffeine intake,
and physical activity in the multivariate models, but the results remained essentially
unchanged (data not shown).

Furthermore, we evaluated the interactions between genotypes of the xenobiotic enzymes
and intakes of HCAs, MDM, and red meat in relation to risk of hormone receptor positive
breast cancer which made up the majority of breast cancers (Table 4). The results were
overall similar to those for total breast cancer cases. The interaction between NATZ2
genotype and intake of HCAs, MDM, and red meat had no effect on the risk of ER+/PR+
breast cancer. Similarly, the associations between red meat intake and ER+/PR+ breast
cancer were not significantly modified by CYP1AZ polymorphism. MelQx intake showed a
significant interaction with CYP1AZfor ER+/PR+ breast cancer (highest vs. lowest tertile of
MelQx: OR=0.54 [95 % CI1=0.34-0.85, p for trend=0.01] in AA genotype and OR=1.43
[95% CI=0.90-2.27, p for trend=0.15] in AC/CC genotype; p for interaction = 0.03).
Although the interaction between red meat intake and CYP1A2 genotype on the risk of ER
+/PR+ breast cancer was not significant (p=0.19), red meat intake was positively associated
with the risk of ER+/PR+ breast cancer among the AC/CC genotype (highest vs. lowest:
OR=1.56; 95%CI=1.03-2.37, p for trend=0.04).

We were not able to evaluate the interaction among participants with other ER/PR status
because of the small sample sizes.

Discussion

The results from this study do not support the contention that NVA72and CYP1AZ genotypes
modify associations between intakes of red meat or meat-related mutagens and risk of breast
cancer in postmenopausal women.

The possible involvement of the AA72enzyme in the activation and detoxification of
carcinogens has been suggested in animal and 7 vitro studies (34). It is plausible that
genetic polymorphisms of HCA-metabolizing enzymes can influence how HCAs affect
breast cancer risk (10, 35-37). The MA T2 fast acetylator phenotype could lead to the
formation of DNA-bound adducts from O-acetylated HCAs, which might be considered a
carcinogenic process (9). Compared to rats with the slow acetylator genotype, those with the
rapid acetylator genotype have higher O-acetylation in mammary epithelial cells (38). Also,
among consumers of well-done meat, women with the fast VA 72 genotype had higher
levels of PhIP-DNA adducts in breast tissue than women with the slow NA 72 genotype
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(39). However, two recent meta-analyses found that the A/A 72 polymorphism was not
associated with breast cancer risk (40, 41).

Another major enzyme related to the metabolism of HCAs is CYP1AZ, whose inducibility
and activity may be reduced by 164 A/C polymorphism, which has been associated with
increased risk of colorectal adenoma and cancer (33, 42). However, in a recent meta-
analysis of 7,580 breast cancer cases, no association between the polymorphism and breast
cancer risk was detected (43).

Neither the MA T2 genotype nor the CYP1AZ polymorphism was associated with the risk of
postmenopausal breast cancer in our study population, consistent with the results from
previous meta-analyses (40, 41, 43).

We found no evidence of interaction between AM/A 72 genotype and intake of HCAs, MDM,
and red meat in relation to risk of breast cancer. Our finding for red meat was consistent
with the previous nested case-control studies in the NHS (14), lowa Women’s Health Study
(16), and population-based case-control studies with over 1000 cases (12, 13). In our study,
26% of the cases were also included in the previous study in the NHS (14). However, a
recent nested case-control study within a Danish prospective cohort found a significant
interaction between MA 72 genotype and red meat intake for postmenopausal breast cancer,
and found higher risk among subjects with the fast acetylator genotype (11). The study used
a comprehensive 192-item FFQ with a total of 63 foods and recipes in the FFQ to cover
intake of individual meat items and mixed-dishes containing meat. For individual HCAs and
MDM intake, few studies have examined the interaction with A/AT2 genotype, and no
interactions between either HCAs (12, 15) or MDM (12) and NAT2 genotype were found on
breast cancer risk, consistent with our findings.

To our knowledge, no study has examined the interaction between CYP1A2164 AIC
polymorphisms and HCAs intake on breast cancer risk. Studies that have assessed the
interaction between the polymorphisms and HCAs or MDM on colorectal adenoma or other
cancers including colorectal, stomach and pancreas did not find any evidence of interactions
(44-47). Similarly, there was no interaction between red meat intake and the polymorphism
on the risk of colorectal polyps (47). We found a marginal interaction between the
polymorphism and MDM intake with regard to the risk of breast cancer but it was mostly
due to an inverse association between MDM intake and breast cancer among those with AA
genotype, which was hard to interpret. Further investigation is warranted for this association.

One study examined interactions between NA T2 genotype and red meat intake in relation to
breast cancer by ER and PR status and found no significant interactions (13). No previous
studies have examined the possible role of hormone receptor status in the interactions
between either HCAs or red meat and CYP1AZ2 polymorphisms on breast cancer risk. In our
study, the results for ER+/PR+ breast cancer were similar to those for total breast cancer
cases except that there was an interaction between MelQx and CYP1AZ polymorphism.
However, again, the interaction was mostly due to an inverse association between MelQx
intake and breast cancer among those with AA genotype, which is hard to interpret because
we hypothesized positive association between HCA intake and breast cancer risk. For red
meat intake, there was no interaction with CYP1AZ polymorphism on the risk of ER+/PR+
breast cancer, however, among those with CYP1A2164 AC/CC genotype (slow
metabolizer), we found a significant positive association between red meat intake and ER+/
PR+ breast cancer. Red meat intake has been associated with hormone receptor positive
breast cancer risk (18). Further large scale studies are warranted to evaluate these
associations.

Nutr Cancer. Author manuscript; available in PMC 2014 October 07.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Leeetal.

Page 7

Even though our study had several strengths including its prospective design and the ability
to adjust for multiple potential confounders, there were some limitations. First, we did not
examine genetic variants of genes encoding other enzymes also involved in HCA
metabolism such as CYP1A1, NATL, sulfotransferase (SULT), and gluthathionine S-
transferase (GST) (48). Second, our sample size was relatively small for some of the
analyses, especially for those by hormone receptor status. Third, intake ranges of red meat as
well as HCAs were somewhat limited, which might have contributed to the null findings.
Fourth, our HCA intake estimate is likely to include the measurement error pertinent to any
nutritional epidemiology study where estimates are based on memory and ability of
individuals to recall usual intake over a given period. Other sources of possible
misclassification of exposure include the lack of information on possible modifications to
the cooking method used, such as microwaving meat before cooking (49), marinating meats
(50), or frequency of flipping meats while cooking (51), which could alter HCAs or MDM
levels. In addition, HCAs and MDM intakes were estimated using a one-time measurement,
and we did not assess changes in intake over time. Finally, our questionnaire only uses
information on meat cooking practices: cooking methods and doneness. We were not able to
include pictures of different level of doneness in this cohort, which according to a recent
study, may have improved our estimates (52). Several studies have examined hair, DNA
adducts, protein adducts as potential biomarkers for long-term HCA intake; but a long-term
biomarker has yet to be established (53-57). Therefore, to overcome the various issues of
measurement error, it is crucial to develop good long-term biomarkers of HCAs.

In conclusion, the results from our study indicate that genetic polymorphisms of xenobiotic
enzymes involved in the metabolism of HCAs, i.e., NAT2 and CYP1A2, may not modify
associations between intakes of red meat or meat-related mutagens and risk of
postmenopausal breast cancer.
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Figure 1.
Diagram of study population
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The characteristics of breast cancer cases and control subjects in a nested case-control study in the Nurses’

Health Study in 1996

Characteristics Cases Controls P -value
(n=579)  (n=981)

Mean
Age (years) 63.8 64.8 0.006
BMI at 18yr (kg/m?) 21.1 213 0.21
Weight gain since age 18yr (kg) 13.6 12.6 0.09
Age at menarche (years) 125 12.6 0.13
Age at first birth (years) 253 25.1 0.40
Cumulative total calorie intake (g/day)f 17408 17224 0.39
Cumulative alcohol intake (g/day) t 74 6.2 0.02
Total red meat intake (servings/day)’t 11 10 0.16
HCA intake (ng/day)

PhIP 84.2 90.4 0.20

MelQx 17.7 17.0 0.46

DiMelQx 2.3 23 0.66
Mesk e sy (MOM) gz 30 046
Percent
Parity (%)

nulliparous 8.8 5.1

parity, 1-2 children 29.7 32.1 0.03

parity, >=3 children 59.6 61.5
;2$:I¥£;story of breast cancer in mother or 228 18.0 0.02
History of benign breast disease (%) 61.3 54.4 0.008
Smoking (%)

Never 46.6 48.4

Past 45.4 44.0 0.79

Current 7.9 7.7

T-test for continuous and Chi—Square test for categorical variables were conducted.

fMean daily intakes of nutrients are energy-adjusted

iTotaI red meat intake (until 1990) : 1,057cases /1,048 controls

Abbreviations:
BMI=Body mass index

PhIP=2-amino-1-methyl-6-phenylimidazo [4,5-b] pyridine
MelQx=2-amino-3,8-dimethylimidazo [4,5,-f] quinoxaline

DiMelQx=2-amino-3,4,8-trimethylimidazo [4,5,-f]
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