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RESEARCH ARTICLE Open Access

Repeat polymorphisms in ESR2 and AR and
colorectal cancer risk and prognosis: results from
a German population-based case-control study
Anja Rudolph1*†, Hong Shi2,3†, Asta Försti2,4, Michael Hoffmeister5, Juan Sainz2,6, Lina Jansen5, Kari Hemminki2,4,
Hermann Brenner5,7 and Jenny Chang-Claude1

Abstract

Background: Evidence has accumulated which suggests that sex steroids influence colorectal cancer development
and progression. We therefore assessed the association of repeat polymorphisms in the estrogen receptor β gene
(ESR2) and the androgen receptor gene (AR) with colorectal cancer risk and prognosis.

Methods: The ESR2 CA and AR CAG repeat polymorphisms were genotyped in 1798 cases (746 female, 1052 male)
and 1810 controls (732 female, 1078 male), matched for sex, age and county of residence. Colorectal cancer risk
associations overall and specific for gender were evaluated using multivariate logistic regression models adjusted
for sex, county of residence and age. Associations with overall and disease-specific survival were evaluated using
Cox proportional hazard models adjusted for established prognostic factors (diagnosis of other cancer after
colorectal cancer diagnosis, detection by screening, treatment with adjuvant chemotherapy, tumour extent, nodal
status, distant metastasis, body mass index, age at diagnosis and year of diagnosis) and stratified for grade of
differentiation. Heterogeneity in gender specific associations was assessed by comparing models with and without
a multiplicative interaction term by means of a likelihood ratio test.

Results: The average number of ESR2 CA repeats was associated with a small 5% increase in colorectal cancer risk
(OR = 1.05, 95% CI 1.01-1.10) without significant heterogeneity according to gender or tumoural ESR2 expression.
We found no indication for an association between the AR CAG repeat polymorphisms and risk of colorectal cancer.
The ESR2 CA and AR CAG repeat polymorphisms were not associated with overall survival or disease specific
survival after colorectal cancer diagnosis.

Conclusions: Higher numbers of ESR2 CA repeats are potentially associated with a small increase in colorectal
cancer risk. Our study does not support an association between colorectal cancer prognosis and the investigated
repeat polymorphisms.

Keywords: Colorectal cancer, Estrogen receptor beta, Androgen receptor, Genetic polymorphism,
Short tandem repeat

Background
Colorectal cancer is increasingly being recognized as a
hormone related disease due to accumulating evidence
that sex steroids influence colorectal carcinogenesis and
prognosis [1]. Incidence rates of colorectal cancer are
lower in women than in men and the use of menopausal

hormone therapy has consistently found to be associated
with a reduced colorectal cancer risk [2,3]. The effects of
sex hormones are potentially exerted through the re-
spective nuclear receptors. In normal colorectal tissue,
the estrogen receptor β (ESR2) is the predominantly
expressed estrogen receptor, and estrogen receptor α,
which plays a major role in breast cancer development
and therapy [4], is expressed at very low levels [1]. An-
other nuclear hormone receptor expressed in colorectal
tissue is the androgen receptor (AR) [5,6]. Both receptors
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translate hormonal stimuli into transcriptional changes,
leading to specific modifications in gene expression [7,8].
A CA repeat exists in intron 5 of ESR2, and it was found

to be associated with serum androgen, sex hormone-
binding globulin (SHBG) and estradiol levels [9,10]. Simi-
larly, associations between the CAG repeat in exon 1 of
the X-linked AR with serum testosterone and estradiol
levels in men were observed [11-13]. The number of
AR CAG repeats was shown to have functional impli-
cations on the resulting protein with higher numbers
leading to decreased transcriptional activity [14,15].
Both polymorphisms were found to be associated with
colon cancer risk in a previous study [16]. Women har-
bouring two long alleles (≥25 CA repeats) of the ESR2
CA repeat and men having two alleles with ≥23 CAG
repeats in AR were at increased risk for colon cancer
compared to individuals with shorter alleles of the re-
spective polymorphism. Recent studies on prognosis
observed that men with metastatic colorectal cancer
harbouring two long alleles of the ESR2 CA repeat had
poorer overall and progression-free survival than men
with short alleles [17] and women with metastatic
colon cancer harbouring two long alleles had a signifi-
cantly reduced risk of dying compared to women with
at least one short allele [18]. Furthermore, loss of ESR2
expression in colorectal tumours was associated with
an increased risk of mortality [19]. Therefore, genetic
variation in ESR2 and AR may affect the action of sex
steroids on colonic epithelium and consequently influ-
ence the colorectal cancer susceptibility and prognosis.
Whether the AR CAG repeat is associated with colorec-
tal cancer prognosis has not been investigated so far.
With the present study, we aimed to investigate the as-

sociation between the AR CAG and ESR2 CA repeat poly-
morphism and colorectal cancer risk and prognosis, also
stratified by the tumoural expression of ESR2. In order
to compare our results with those previously published,
the analyses were also conducted separately in men and
women.

Methods
Study sample, data collection and follow-up
The DACHS study is an ongoing population-based case-
control study conducted in southwest Germany, which
has previously been described in detail [20,21]. Briefly,
cases were recruited from patients who received in-
patient treatment in a hospital of the study region due
to a first diagnosis of colorectal cancer. To be eligible,
participants had to be at least 30 years old and capable
to complete the interview. Controls were randomly se-
lected from lists of population registries and matched
according to gender, 5-year age groups and county of
residence. Individuals with a history of colorectal can-
cer were excluded from the study. The present study

comprised 746 female and 1052 male incident colorec-
tal cancer patients as well as 732 female and 1078
male controls recruited between January 01, 2003 and
December 31, 2007. Ancestry of the participants was
homogenous with about 1% being of non-European
descent. Patients diagnosed with any other cancer ex-
cept squamous and basal cell skin cancer before their
first diagnosis of colorectal cancer (N =160), patients
who died within 30 days after diagnosis and whose
death may be related to surgery (N =7), and patients
without follow-up information (N =7) were excluded
from the survival analyses, which comprised 665 female
and 959 male cases. Written informed consent was ob-
tained from all study participants and the study was
approved by the ethics committees of the University of
Heidelberg and the State Medical Boards of Baden-
Wuerttemberg and Rhineland-Palatinate, Germany.
Patients and controls were interviewed in person by

trained interviewers using standardized questionnaires.
In the interview, information on sociodemographic
factors, previous health examinations, medication such
as the use of menopausal hormone therapy and non-
steroidal anti-inflammatory drugs (NSAIDs), family his-
tory of colorectal cancer, and life-style related factors was
collected. Additionally, pathology reports and discharge
letters were collected. Self-reported use of menopausal
hormone therapy was validated for women entering the
study before December 31, 2006 [22]. The study partici-
pants were asked to provide either a blood sample or a
mouthwash sample.
On average three years after diagnosis, a questionnaire

was sent to the treating physicians of the patients to col-
lect information on therapy, and newly diagnosed con-
comitant diseases. A second follow-up questionnaire was
mailed to the patients about five years after diagnosis.
Vital status and date of death were obtained from the
population registries and the cause of death was verified
by death certificates obtained from the health authorities
in the Rhein-Neckar-Odenwald region. New diagnoses and
cancer recurrences were verified through medical records
of the attending physicians. In total 665 female and 959
male cases were included in the survival analysis.

Genotyping
Genomic DNA was extracted from blood (98%) or mouth-
wash samples (2%) using Flexigene Kit 250 (Qiagen,
Valencia, CA, USA) and Qiagen Mini Kit (Qiagen,
Valencia, CA, USA), respectively. Genomic regions con-
taining the AR and ESR2 microsatellite markers were
amplified by polymerase chain reaction (PCR). We used
previously reported primers [9]. The PCR reaction mix-
ture consisted of 4 ng genomic DNA in a 5 μl reaction
volume containing 1.5 mM magnesium chloride, 1x
reaction buffer, 0.20 μM deoxynucleoside triphosphates
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mixture, 0.18U Platinum-Taq DNA polymerase (Invitro-
gen, Darmstadt, Germany) and 0.5 μM of each primer.
About 2 μl of the 1/10 diluted PCR product was added to
0.5 μl size marker and denaturized for 3 minutes at
95°C. The detection was done using the ABI 3130XL
Genetic Analyzer (Applied Biosystems, Carlsbad, CA,
USA) and the fluorescently labelled DNA fragments were
analysed by size using the GeneMapper 4.0 software
(Applied Biosystems, Carlsbad, CA, USA). A random
sample of 6.6% was genotyped twice for quality control.

Definition of variables
The repeat numbers in AR and ESR2 were averaged for
each individual, assuming that each increase in number
is related to a constant proportional change in relative
risk. For better illustration of the associations with dif-
fering levels of repeat number, we categorized the con-
tinuous variable of average repeat number into quartiles,
according to the distribution in controls. The genotypes
were also dichotomized in order to report results com-
parable to previous studies, based on the median repeat
number in controls (<22 repeats/≥22 for AR CAG re-
peats and <24 repeats/≥24 for ESR2 CA repeats).
To evaluate the ESR2-status of colorectal tumours,

ESR2 expression was measured immunohistochemically
in tissue microarrays [19]. For this study, we classified
samples with less than 10% of the cell nuclei showing
strong positive staining or with less than 50% of the nu-
clei showing weak positive staining as ESR2 negative.
ESR2 positivity was defined as weak staining of more
than 50% of the cell nuclei or strong positive staining in
at least 10% of the cell nuclei.
For survival analysis, follow-up time was calculated as

the time between the date of diagnosis and the date of
event or censoring. Events of interest were death from
any cause (overall survival) and death due to colorectal
cancer (disease-specific survival).

Statistical analysis
All statistical analyses were performed using SAS 9.2
(SAS Institute, Cary, NC, USA). Statistical significance was
determined according to the conventional significance-
level of α =5%.
Genotype frequencies were assessed in cases and con-

trols separately and tested for deviation from Hardy-
Weinberg equilibrium (HWE) in controls using a one
degree of freedom Chi-square test. Unconditional logis-
tic regression was used to calculate odds ratios (ORs) as
well as confidence intervals (CIs) for colorectal cancer
risk associated with genotypes. To test whether gender
specific associations are statistically different, we built a
multiplicative interaction term between the respective
genotype variable and gender and performed a log likeli-
hood ratio test. The models were adjusted for age and

county of residence. The inclusion of additional colorec-
tal cancer risk factors did not change the OR estimates
substantially (changes <10% in all cases). The following
factors were assessed: having a first degree relative diag-
nosed with colorectal cancer, ever regular use of NSAIDs
(2+ times/week, ≥1 year), pack-years of smoking (in cat-
egories of 10 pack-years), average lifetime alcohol con-
sumption (g/day in quartiles), average physical activity in
the 12 months before diagnosis (in metabolic equivalent
of task (MET) hours/week quartiles), ever colorectal en-
doscopy, ever diagnosis of diabetes, consumption of red
meat in last 12 months (low, moderate, high) and body
mass index (BMI) ≥5 years before diagnosis/date of inter-
view (in five categories, <23 kg/m2, ≥23 to <25 kg/m2, ≥25
to <27 kg/m2, ≥27 to <30 kg/m2, ≥30 kg/m2). In second-
ary analysis, we evaluated risk associations according to
ESR2-status using multinomial logistic regression. Het-
erogeneity between the risk estimates was assessed using
unadjusted logistic regression models in case-case analyses.
Median follow-up time of cases after diagnosis was

computed using the reverse Kaplan-Meier method [23].
Regression analyses based on the Cox proportional haz-
ards models were applied to evaluate associations of the
polymorphisms with overall and disease-specific survival.
The models were determined using backward selection,
retaining variables with a p-value of ≤0.2. Validity of the
proportional hazards assumption was assessed by includ-
ing a time-dependent component for each explanatory
variable. The models were adjusted for tumour extent
(T1, T2, T3, T4), nodal status (N0, N1, N2), distant me-
tastasis (M0, M1), screening detection of colorectal can-
cer (yes/no), treatment with adjuvant chemotherapy
(yes/no), BMI at diagnosis (kg/m2, continuous), diagno-
sis of diabetes after colorectal cancer diagnosis (yes/no),
diagnosis of other cancer after colorectal cancer diagno-
sis (yes/no), age at diagnosis and year of diagnosis. The
models were additionally stratified for grade of diffe-
rentiation (well/moderate, poor/undifferentiated) as this
variable showed a time-dependent effect on overall sur-
vival. We accounted for left truncation of the follow-up
period. The association of the ESR2 and AR repeat poly-
morphisms with survival according to tumoural ESR2-
status was assessed using subgroup analysis. Heterogeneity
of ESR2-specific hazard ratios was evaluated using an
interaction term between ESR2-status and genotype.

Results
The distribution of relevant epidemiologic characteristics
for women and men are shown in Additional file 1:
Table S1. The median follow-up time was 48.4 months
in men and 49.9 months in women. For the AR CAG re-
peat, the genotype was successfully determined in 89.4%
of cases and 87.7% of controls. The genotyping error
rate calculated from the duplicated samples was 4.1%.
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Because the AR gene is X-linked, a heterozygous geno-
type among men indicates a genotyping error. The re-
spective samples (20 cases, 16 controls) were excluded
from further analyses. For the ESR2 CA repeat, genotyp-
ing was successful in 87.9% of cases and 89.4% of controls.
The genotyping error rate was 0.8%. The distribution of
genotypes among controls did not significantly deviate
from HWE for any of the investigated variants, although
this could not be assessed for the AR CAG repeat among
male controls (HWE p-value was 0.14 for the AR CAG re-
peat and 0.98 for the ESR2 CA repeat). The allele frequen-
cies of the AR CAG and the ESR2 CA repeats are shown
in Figure 1.
The estimated ORs and 95% CIs for colorectal cancer

risk associated with the average number of the AR CAG
repeats and ESR2 CA repeats are displayed in Table 1.
The number of CAG repeats in AR was not associated
with colorectal cancer risk. A significant positive asso-
ciation with colorectal cancer risk was found with ave-
rage number of the CA repeats in ESR2 (OR per unit

increase in average repeat number =1.05, 95% CI 1.01 -
1.10, p =0.02). The association was significant in men
(OR =1.07, 95% CI 1.02 - 1.13, p =0.01) and not appar-
ent in women (OR =1.01, 95% CI 0.95 - 1.08, p =0.69),
although the p-value for heterogeneity by gender did
not indicate a significantly heterogeneous association
between men and women (p heterogeneity =0.24). As-
sociations of the repeat polymorphisms with colorectal
cancer risk did not differ for ESR2 positive and ESR2
negative cancer (Additional file 1: Table S2).
The AR CAG and ESR2 CA repeat polymorphisms

were not associated with overall or disease-specific sur-
vival for all stages of colorectal cancer in multivariate
analyses and the associations were not significantly dif-
ferent in men and women. The respective hazard ratios
(HRs) and CIs are presented in Table 2. No significant
associations between prognosis and the investigated
polymorphisms were observed when assessing hazard ra-
tios according to ESR2-status of the tumour (Additional
file 1: Table S3).

Figure 1 Frequencies of the average number of (A) CAG repeats in AR and (B) CA repeats in ESR2.
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Table 1 Number of AR CAG repeats and ESR2 CA repeats and associated colorectal cancer risk in the female and male study population

Overall Women Men

Genotype Cases N Controls N OR (95% CI)b Cases N Controls N OR (95% CI)c Cases N Controls N OR (95% CI)c p heterogeneity

AR CAG(n)

<20 average repeats 263 254 1.00 (Ref.) 88 94 1.00 (Ref.) 175 160 1.00 (Ref.)

≥20 to <22 average repeats 531 506 1.01 (0.82 - 1.25) 229 228 1.06 (0.75 - 1.51) 302 278 1.00 (0.76 - 1.31)

≥22 to <23.5 average repeats 370 400 0.89 (0.71 - 1.11) 182 189 1.03 (0.72 - 1.48) 188 211 0.82 (0.61 - 1.10)

≥23.5 average repeats 424 412 0.99 (0.79 - 1.23) 169 140 1.24 (0.85 - 1.80) 255 272 0.86 (0.65 - 1.13) 0.19d

average repeatsa 1588 1572 0.99 (0.96 - 1.01) 668 651 1.01 (0.96 - 1.06) 920 921 0.98 (0.95 - 1.01) 0.23e

p trend =0.34 p trend =0.68 p trend =0.15

<22/<22 repeats 645 610 1.00 (Ref.) 168 172 1.00 (Ref.) 477 438 1.00 (Ref.)

<22/≥22 repeats 324 324 0.91 (0.72 - 1.15) 324 324 1.03 (0.79 - 1.35) n/a n/a (no heterozygous)

≥22/≥22 repeats 619 638 0.91 (0.78 - 1.07) 176 155 1.14 (0.84 - 1.55) 443 483 0.84 (0.70 - 1.01) 0.09e

p trend =0.24 p trend =0.40 p trend =0.07

ESR2 CA(n)

<22 average repeats 348 409 1.00 (Ref.) 149 153 1.00 (Ref.) 199 256 1.00 (Ref.)

≥22 to <23.5average repeats 389 381 1.20 (0.98 - 1.47) 154 154 1.07 (0.77 - 1.49) 235 227 1.25 (0.96 - 1.64)

≥23.5 to <24 average repeats 226 227 1.17 (0.93 - 1.48) 98 90 1.14 (0.77 - 1.68) 128 137 1.20 (0.87 - 1.65)

≥24 average repeats 618 602 1.20 (1.00 - 1.45) 261 255 1.06 (0.78 - 1.46) 357 347 1.31 (1.02 - 1.70) 0.51d

average repeatsa 1581 1619 1.05 (1.01 - 1.10) 662 652 1.01 (0.95 - 1.08) 919 967 1.07 (1.02 - 1.13) 0.24e

p trend =0.02 p trend =0.69 p trend =0.01

<24/<24 repeats 323 347 1.00 (Ref.) 119 125 1.00 (Ref.) 204 222 1.00 (Ref.)

<24/≥24 repeats 755 814 0.99 (0.83 - 1.19) 335 334 1.03 (0.77 - 1.39) 420 480 0.95 (0.75 - 1.20)

≥24/≥24 repeats 503 458 1.17 (0.96 - 1.43) 208 193 1.10 (0.80 - 1.52) 295 265 1.21 (0.94 - 1.55) 0.71e

p trend =0.08 p trend =0.54 p trend =0.11
aAs continuous variable, bModels adjusted for sex, county of residence and age, cModels adjusted for county of residence and age, dP value for heterogeneity by gender with genotype in categories (3 df), eP value for
heterogeneity by gender with genotype as continuous variable (1 df), OR: odds ratio, CI: confidence interval.
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Table 2 Associations between number of AR CAG repeats and ESR2 CA repeats and overall as well as disease-specific survival

Overall Women Men p heterogeneityc

Genotype OS HR (95% CI)b DSS HR (95% CI)b OS HR (95% CI)b DSS HR (95% CI)b OS HR (95% CI)b DSS HR (95% CI)b OS DSS

AR CAG(n)

<20 average repeats 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.)

≥20 to <22 average repeats 1.09 (0.78 - 1.53) 1.14 (0.77 - 1.69) 0.90 (0.50 - 1.62) 1.21 (0.59 - 2.47) 1.28 (0.84 - 1.97) 1.20 (0.73 - 2.00)

≥22 to <23.5 average repeats 1.11 (0.76 - 1.61) 1.26 (0.82 - 1.95) 0.90 (0.49 - 1.64) 1.17 (0.56 - 2.46) 1.12 (0.67 - 1.88) 1.34 (0.74 - 2.42)

≥23.5 average repeats 1.03 (0.72 - 1.46) 1.04 (0.69 - 1.58) 0.75 (0.41 - 1.37) 0.93 (0.44 - 1.96) 1.22 (0.78 - 1.91) 1.24 (0.72 - 2.12) 0.83c 0.99c

average repeatsa 1.00 (0.96 - 1.05) 1.01 (0.95 - 1.06) 0.96 (0.88 - 1.04) 0.98 (0.89 - 1.08) 1.02 (0.96 - 1.07) 1.03 (0.96 - 1.10) 0.45d 0.93d

p trend =0.97 p trend =0.84 p trend =0.31 p trend =0.67 p trend =0.56 p trend =0.46

<22/<22 repeats 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.)

<22/≥22 repeats 0.95 (0.70 - 1.28) 0.95 (0.66 - 1.36) 0.96 (0.62 - 1.49) 0.97 (0.59 - 1.60) (no heterozygous) (no heterozygous)

≥22/≥22 repeats 1.03 (0.80 - 1.33) 1.12 (0.84 - 1.51) 0.94 (0.58 - 1.53) 1.09 (0.63 - 1.89) 1.01 (0.74 - 1.37) 1.14 (0.78 - 1.65) 0.91d 0.60d

p trend =0.80 p trend =0.45 p trend =0.82 p trend =0.73 p trend =0.95 p trend =0.50

ESR2 CA(n)

<22 average repeats 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.)

≥22 to <23.5average repeats 0.82 (0.59 - 1.15) 0.92 (0.61 - 1.39) 0.66 (0.38 - 1.15) 0.79 (0.42 - 1.47) 0.76 (0.51 - 1.14) 1.11 (0.63 - 1.97)

≥23.5 to <24 average repeats 0.93 (0.64 - 1.35) 1.12 (0.73 - 1.73) 1.15 (0.67 - 1.98) 1.16 (0.61 - 2.20) 0.91 (0.54 - 1.53) 1.30 (0.69 - 2.44)

≥24 average repeats 0.76 (0.56 - 1.02) 0.91 (0.64 - 1.29) 0.73 (0.47 - 1.15) 0.80 (0.50 - 1.38) 0.83 (0.50 - 1.38) 1.00 (0.60 - 1.65) 0.56c 0.96c

average repeatsa 0.95 (0.89 - 1.02) 0.99 (0.91 - 1.07) 0.95 (0.86 - 1.06) 0.96 (0.86 - 1.08) 0.95 (0.86 - 1.03) 1.00 (0.89 - 1.12) 0.85d 0.81d

p trend =0.14 p trend =0.72 p trend =0.35 p trend =0.54 p trend =0.22 p trend =0.99

<24/<24 repeats 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.) 1.00 (Ref.)

<24/≥24 repeats 0.79 (0.59 - 1.07) 0.88 (0.62 - 1.26) 0.74 (0.46 - 1.20) 0.89 (0.51 - 1.55) 0.88 (0.60 - 1.29) 0.99 (0.62- 1.58)

≥24/≥24 repeats 0.73 (0.53 - 1.00) 0.82 (0.57 - 1.19) 0.67 (0.40 - 1.12) 0.78 (0.43 - 1.40) 0.76 (0.51 - 1.15) 0.89 (0.54 - 1.46) 0.81d 0.84d

p trend =0.06 p trend =0.31 p trend =0.15 p trend =0.39 p trend =0.19 p trend =0.62
aAs continuous variable, bStratified for grade of differentiation (well/moderate, poor/undifferentiated) and adjusted for diagnosis of other cancer after colorectal cancer diagnosis (yes/no), colorectal cancer detected by
screening (yes/no), treatment with adjuvant chemotherapy (yes/no), tumour extent (T1, T2, T3, T4), nodal status (N0, N1, N2), distant metastasis (M0, M1), BMI (kg/m2, continuous), age at diagnosis and year of
diagnosis, cP-value for heterogeneity by gender with genotype in categories (3df), dP-value for heterogeneity by gender with genotype as continuous variable (1df), OS: overall survival, DSS: disease-specific survival,
HR: hazard ratio, CI: confidence interval.
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Discussion
In the present population-based case-control study, the
average number of CA repeats in ESR2 was positively as-
sociated with colorectal cancer risk. We did not observe
significant associations between the number of CAG re-
peats in AR and colorectal cancer risk. Regarding colo-
rectal cancer prognosis, the CA repeat polymorphism in
ESR2 and the CAG repeat polymorphism in AR were
not associated with overall or disease-specific survival.
The ESR2 repeat polymorphism (having two alleles

of ≥25 CA repeats versus 24 CA repeats) was previously
reported to be associated with increased risk of colon
cancer among women, but not among men (OR women =
2.1 95% CI 1.2 - 3.6, OR men =1.0, 95% CI 0.6 - 1.6, p
heterogeneity =0.03) [16]. We found a similar associ-
ation of increasing repeat number with increased risk of
colorectal cancer, although significantly so in the overall
study population and without significantly different as-
sociations according to gender. In contrast to the asso-
ciations observed here and by Slattery et al., a Japanese
study reported a more than six-fold increased risk of
colorectal cancer for women harbouring two ESR2 short
alleles (<22 repeats) compared to women harbouring
two long alleles (≥22 repeats) [24]. Yet in another in-
dependent study, having two ESR2 alleles with ≥22 CA
repeats compared to having two shorter ESR2 alleles
with <22 CA repeats was associated with an increased
risk of colon cancer among Japanese women [25]. The
discrepancy of the obtained results may be due to chance
in light of the relatively small number of cases investigated
in both Japanese studies (61 female colorectal cases and
151 female colon cases, respectively) and differences in
allele frequencies by ethnicity.
Two studies reported gender-specific associations of

the ESR2 CA repeat polymorphism with overall survival
among patients with metastatic colorectal and colon
cancer. In the study by Gordon et al., men with two long
alleles (≥22 repeats) had poorer overall and progression-
free survival than men with at least one short allele (<22
repeats) [17]. Press et al. reported the same association
for men, but found further evidence for an opposite as-
sociation among women [18]. In metastatic colorectal
cancer patients of the present study, there was no asso-
ciation between the ESR2 CA repeat polymorphism and
overall survival overall or by gender (data not shown). In
addition, an association between tagging SNPs in the
promoter region of ESR2 and an improved overall survival
after a diagnosis of colorectal cancer has been reported
by Passarelli et al. based on five prospective case-cohorts
[26]. Compared to our study, the patient sample analysed
by Passarelli et al. had similar 5-year overall survival and
distribution of tumour characteristics, but longer median
follow-up after diagnosis (5.0 to 9.1 years). Taking into
account the reported associations and given that the

expression of ESR2 in tumour tissue of colorectal can-
cer patients has been associated with overall survival
[19,27], it cannot be ruled out that genetic variation
influencing ESR2 expression plays a role in colorectal
cancer prognosis.
Estrogens are known to regulate the proliferation and

differentiation of breast, endometrial and various other
tissues [28]. Experimental studies indicate that this is
also true for the colonic epithelium [1,29-31]. Estrogen
signalling in the colon is most likely mediated by ESR2,
which is highly expressed in both colon epithelial cell
lines and human colon epithelium tissue samples [1,32].
A lack of ESR2 expression in human colon adenocarcin-
oma has been reported, suggesting that ESR2 might be a
tumour suppressor [19,33-35]. However, our results do
not support a differential association of the ESR2 CA
repeat with colorectal cancer risk or prognosis accor-
ding to ESR2 status. A functional study by Ugai et al.
indicated that the number of CA repeats in ESR2 has
no effect on ESR2 transcription [36]. The CA repeat
polymorphism in ESR2 may therefore predominantly
affect other processes such as splicing and translation
of ESR2 RNA or ESR2 signalling.
Regarding the relationship between colorectal cancer

risk and the AR CAG repeat polymorphism, Slattery
et al. [16] reported an increased risk for colon cancer for
men having two alleles with 23 CAG repeats or more.
Their finding is not supported by the present investiga-
tion in which the number of CAG repeats in AR was not
associated with colorectal cancer risk in men or in
women. This study investigated for the first time the as-
sociation between the AR CAG repeat polymorphism and
colorectal cancer prognosis and did not find a significant
association with overall or disease-specific survival. How-
ever, the genotyping error rate calculated from the du-
plicated samples was relatively high for the AR CAG
repeat polymorphism (4.1%). The misclassification due
to genotyping error may have affected study power when
investigating associations with the AR CAG repeat poly-
morphism [37].

Conclusions
In summary, alleles with higher numbers of ESR2 CA re-
peats are potentially associated with a small increase in
colorectal cancer risk. Further large epidemiological stud-
ies as well as functional studies are needed to elucidate
the role of ESR2 and AR polymorphisms in colorectal can-
cer development and prognosis.
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associated risk for ESR2 positive and ESR2 negative colorectal cancer in
the female and male study population. Table S3. Associations between
number of AR CAG repeats and ESR2 CA repeats and overall as well as
disease specific survival according to tumoral ESR2 expression.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
AR carried out the statistical analysis and drafted the manuscript. SH and JS
carried out the genotyping assays. AF supervised the generation of
genotyping data and carried out quality checks. MH and LJ monitored the
collection and processing of study data. AF, KH, HB and JCC conceived of
the study, and participated in its design and coordination and helped to
draft the manuscript. All authors read and approved the final manuscript.

Acknowledgements
We would like to thank all participants of the DACHS study, as well as the
interviewers, physicians and recruiting hospitals. We also highly appreciate
the excellent technical assistance by Ute Handte-Daub and Muhabbet Celik.
The DACHS study was supported by grants from the German Research
Council (Deutsche Forschungsgemeinschaft, grant numbers BR 1704/6-1, BR
1704/6-3, BR 1704/6-4 and CH 390 117/1-1), and the German Federal Ministry
of Education and Research (grant numbers 01KH0404 and 01ER0814). This
work was funded by the NGFN + (Nationales Genomforschungsnetz), grant
number 01GS08181.

Author details
1Division of Cancer Epidemiology, German Cancer Research Center (DKFZ),
Im Neuenheimer Feld 581, 69120 Heidelberg, Germany. 2Division of
Molecular Genetic Epidemiology, German Cancer Research Center (DKFZ), Im
Neuenheimer Feld 580, 69120 Heidelberg, Germany. 3Department of
Oncology, Tangdu Hospital of Fourth Military Medical University, Changle
West Rd, Xi’an 710032, People’s Republic of China. 4Center for Primary Health
Care Research, Clinical Research Center, Jan Waldenströms gata 35, SUS, 205
02 Malmö, Sweden. 5Division of Clinical Epidemiology and Aging Research,
German Cancer Research Center (DKFZ), Im Neuenheimer Feld 581, 69120
Heidelberg, Germany. 6Pfizer - Universidad de Granada - Junta de Andalucía
Centre for Genomics and Oncological Research (GENYO), Av de la Ilustración
114, 18007 Granada, Spain. 7German Cancer Consortium (DKTK), Im
Neuenheimer Feld 280, 69120 Heidelberg, Germany.

Received: 29 April 2014 Accepted: 27 October 2014
Published: 7 November 2014

References
1. Kennelly R, Kavanagh DO, Hogan AM, Winter DC: Oestrogen and the colon:

potential mechanisms for cancer prevention. Lancet Oncol 2008, 9(4):385–391.
2. Koo JH, Leong RW: Sex differences in epidemiological, clinical and

pathological characteristics of colorectal cancer. J Gastroenterol Hepatol
2010, 25(1):33–42.

3. Lin KJ, Cheung WY, Lai JY, Giovannucci EL: The effect of estrogen vs.
combined estrogen-progestogen therapy on the risk of colorectal
cancer. Int J Cancer 2012, 130(2):419–430.

4. Early Breast Cancer Trialists’ Collaborative Group (EBCTCG), Davies C, Godwin
J, Gray R, Clarke M, Cutter D, Darby S, McGale P, Pan HC, Taylor C, Wang YC,
Dowsett M, Ingle J, Peto R: Relevance of breast cancer hormone receptors
and other factors to the efficacy of adjuvant tamoxifen: patient-level
meta-analysis of randomised trials. Lancet 2011, 378(9793):771–784.

5. Catalano MG, Pfeffer U, Raineri M, Ferro P, Curto A, Capuzzi P, Corno F,
Berta L, Fortunati N: Altered expression of androgen-receptor isoforms in
human colon-cancer tissues. Int J Cancer 2000, 86(3):325–330.

6. Castagnetta L, Traina A, Campisi I, Calabro M, Maratta A, Saetta A, Agostara
B, Mezzatesta N: Androgen receptor status in nontumoral and malignant
human colorectal tissues. Ann N Y Acad Sci 2002, 963:322–325.

7. D’Errico I, Moschetta A: Nuclear receptors, intestinal architecture and
colon cancer: an intriguing link. Cell Mol Life Sci 2008, 65(10):1523–1543.

8. Africander D, Verhoog N, Hapgood JP: Molecular mechanisms of steroid
receptor-mediated actions by synthetic progestins used in HRT and
contraception. Steroids 2011, 76(7):636–652.

9. Westberg L, Baghaei F, Rosmond R, Hellstrand M, Landen M, Jansson M,
Holm G, Bjorntorp P, Eriksson E: Polymorphisms of the androgen receptor
gene and the estrogen receptor beta gene are associated with
androgen levels in women. J Clin Endocrinol Metab 2001, 86(6):2562–2568.

10. Peter I, Kelley-Hedgepeth A, Fox CS, Cupples LA, Huggins GS, Housman DE,
Karas RH, Mendelsohn ME, Levy D, Murabito JM: Variation in estrogen-
related genes associated with cardiovascular phenotypes and circulating
estradiol, testosterone, and dehydroepiandrosterone sulfate levels. J Clin
Endocrinol Metab 2008, 93(7):2779–2785.

11. Haring R, Ernst F, Schurmann C, Homuth G, Volker U, Volzke H, Nauck M,
Wallaschofski H: The androgen receptor CAG repeat polymorphism as a
risk factor of low serum testosterone and its cardiometabolic effects in
men. Int J Androl 2012, 35(4):511–520.

12. Travison TG, Shackelton R, Araujo AB, Morley JE, Williams RE, Clark RV,
McKinlay JB: Frailty, serum androgens, and the CAG repeat
polymorphism: results from the Massachusetts Male Aging Study. J Clin
Endocrinol Metab 2010, 95(6):2746–2754.

13. Huhtaniemi IT, Pye SR, Limer KL, Thomson W, O’Neill TW, Platt H, Payne D,
John SL, Jiang M, Boonen S, Borghs H, Vanderschueren D, Adams JE, Ward
KA, Bartfai G, Casanueva F, Finn JD, Forti G, Giwercman A, Han TS, Kula K,
Lean ME, Pendleton N, Punab M, Silman AJ, Wu FC, European Male Ageing
Study Group: Increased estrogen rather than decreased androgen action
is associated with longer androgen receptor CAG repeats. J Clin
Endocrinol Metab 2009, 94(1):277–284.

14. Kazemi-Esfarjani P, Trifiro MA, Pinsky L: Evidence for a repressive function
of the long polyglutamine tract in the human androgen receptor:
possible pathogenetic relevance for the (CAG)n-expanded
neuronopathies. Hum Mol Genet 1995, 4(4):523–527.

15. Beilin J, Ball EM, Favaloro JM, Zajac JD: Effect of the androgen receptor
CAG repeat polymorphism on transcriptional activity: specificity in
prostate and non-prostate cell lines. J Mol Endocrinol 2000, 25(1):85–96.

16. Slattery ML, Sweeney C, Murtaugh M, Ma KN, Wolff RK, Potter JD, Caan BJ,
Samowitz W: Associations between ERalpha, ERbeta, and AR genotypes
and colon and rectal cancer. Cancer Epidemiol Biomarkers Prev 2005,
14(12):2936–2942.

17. Gordon MA, Zhang W, Yang D, Iqbal S, El-Khouiery A, Nagashima F, Lurje G,
Labonte M, Wilson P, Sherrod A, Ladner RD, Lenz HJ: Gender-specific
genomic profiling in metastatic colorectal cancer patients treated with
5-fluorouracil and oxaliplatin. Pharmacogenomics 2011, 12(1):27–39.

18. Press OA, Zhang W, Gordon MA, Yang D, Haiman CA, Azuma M, Iqbal S,
Lenz HJ: Gender-related survival differences associated with polymorphic
variants of estrogen receptor-beta (ERbeta) in patients with metastatic
colon cancer. Pharmacogenomics J 2011, 11(5):375–382.

19. Rudolph A, Toth C, Hoffmeister M, Roth W, Herpel E, Jansen L, Marx A,
Brenner H, Chang-Claude J: Expression of oestrogen receptor beta and
prognosis of colorectal cancer. Br J Cancer 2012, 107(5):831–839.

20. Brenner H, Chang-Claude J, Seiler CM, Rickert A, Hoffmeister M: Protection
from colorectal cancer after colonoscopy: a population-based,
case-control study. Ann Intern Med 2011, 154(1):22–30.

21. Rudolph A, Sainz J, Hein R, Hoffmeister M, Frank B, Forsti A, Brenner H,
Hemminki K, Chang-Claude J: Modification of menopausal hormone
therapy associated colorectal cancer risk by polymorphisms in sex
steroid signaling, metabolism and transport related genes. Endocr Relat
Cancer 2011, 18(3):371–384.

22. Hoffmeister M, Raum E, Krtschil A, Chang-Claude J, Brenner H: No evidence for
variation in colorectal cancer risk associated with different types of post-
menopausal hormone therapy. Clin Pharmacol Ther 2009, 86(4):416–424.

23. Schemper M, Smith TL: A note on quantifying follow-up in studies of
failure time. Control Clin Trials 1996, 17(4):343–346.

24. Honma N, Arai T, Takubo K, Younes M, Tanaka N, Mieno MN, Tamura K,
Ikeda S, Sawabe M, Muramatsu M: Oestrogen receptor-beta CA repeat
polymorphism is associated with incidence of colorectal cancer among
females. Histopathology 2011, 59(2):216–224.

25. Honma N, Yamamoto K, Ohnaka K, Morita M, Toyomura K, Kono S,
Muramatsu M, Arai T, Ueki T, Tanaka M, Kakeji Y, Maehara Y, Okamura T,
Ikejiri K, Futami K, Maekawa T, Yasunami Y, Takenaka K, Ichimiya H, Terasaka
R: Estrogen receptor-beta gene polymorphism and colorectal cancer risk:
effect modified by body mass index and isoflavone intake. Int J Cancer
2012, 132(4):951–958.

26. Passarelli MN, Phipps AI, Potter JD, Makar KW, Coghill AE, Wernli KJ, White E,
Chan AT, Hutter CM, Peters U, Newcomb PA: Common single-nucleotide

Rudolph et al. BMC Cancer 2014, 14:817 Page 8 of 9
http://www.biomedcentral.com/1471-2407/14/817



polymorphisms in the estrogen receptor beta promoter are associated
with colorectal cancer survival in postmenopausal women. Cancer Res
2013, 73(2):767–775.

27. Fang YJ, Lu ZH, Wang F, Wu XJ, Li LR, Zhang LY, Pan ZZ, Wan DS:
Prognostic impact of ERbeta and MMP7 expression on overall survival in
colon cancer. Tumour Biol 2010, 31(6):651–658.

28. Gruber CJ, Tschugguel W, Schneeberger C, Huber JC: Production and
actions of estrogens. N Engl J Med 2002, 346(5):340–352.

29. Cleveland AG, Oikarinen SI, Bynoté KK, Marttinen M, Rafter JJ, Gustafsson JA,
Roy SK, Pitot HC, Korach KS, Lubahn DB, Mutanen M, Gould KA: Disruption
of estrogen receptor signaling enhances intestinal neoplasia in
Apc(Min/+) mice. Carcinogenesis 2009, 30(9):1581–1590.

30. Edvardsson K, Strom A, Jonsson P, Gustafsson JA, Williams C: Estrogen
receptor beta induces antiinflammatory and antitumorigenic networks
in colon cancer cells. Mol Endocrinol 2011, 25(6):969–979.

31. Giroux V, Bernatchez G, Carrier JC: Chemopreventive effect of ERbeta-
Selective agonist on intestinal tumorigenesis in Apc(Min/+) mice. Mol
Carcinog 2011, 50(5):359–369.

32. Papaxoinis K, Triantafyllou K, Sasco AJ, Nicolopoulou-Stamati P, Ladas SD:
Subsite-specific differences of estrogen receptor beta expression in the
normal colonic epithelium: implications for carcinogenesis and colorectal
cancer epidemiology. Eur J Gastroenterol Hepatol 2010, 22(5):614–619.

33. Campbell-Thompson M, Lynch IJ, Bhardwaj B: Expression of estrogen
receptor (ER) subtypes and ERbeta isoforms in colon cancer. Cancer Res
2001, 61(2):632–640.

34. Jassam N, Bell SM, Speirs V, Quirke P: Loss of expression of oestrogen
receptor beta in colon cancer and its association with Dukes’ staging.
Oncol Rep 2005, 14(1):17–21.

35. Konstantinopoulos PA, Kominea A, Vandoros G, Sykiotis GP, Andricopoulos P,
Varakis I, Sotiropoulou-Bonikou G, Papavassiliou AG: Oestrogen receptor beta
(ERbeta) is abundantly expressed in normal colonic mucosa, but declines in
colon adenocarcinoma paralleling the tumour’s dedifferentiation. Eur J
Cancer 2003, 39(9):1251–1258.

36. Ugai K, Nishimura K, Fukino K, Nakamura T, Ueno K: Functional analysis of
transcriptional activity of cytosine and adenine (CA) repeats
polymorphism in the estrogen receptor beta gene. J Toxicol Sci 2008,
33(2):237–240.

37. Gordon D, Finch SJ: Factors affecting statistical power in the detection of
genetic association. J Clin Invest 2005, 115(6):1408–1418.

doi:10.1186/1471-2407-14-817
Cite this article as: Rudolph et al.: Repeat polymorphisms in ESR2 and
AR and colorectal cancer risk and prognosis: results from a German
population-based case-control study. BMC Cancer 2014 14:817.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Rudolph et al. BMC Cancer 2014, 14:817 Page 9 of 9
http://www.biomedcentral.com/1471-2407/14/817


