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Abstract

Endogenous estrogens and estrogen metabolism are hypothesized to be associated with
premenopausal breast cancer risk but evidence is limited. We examined 15 urinary estrogens/
estrogen metabolites (EM) and breast cancer risk among premenopausal women in a case-control
study nested within the Nurses’ Health Study 11 (NHSII). In 1996-1999, urine was collected from
18,521 women during the mid-luteal menstrual phase. Breast cancer cases (N=247) diagnosed
between collection and June 2005 were matched to 2 controls each (N=485). Urinary EM were
measured by liquid chromatography-tandem mass spectrometry and adjusted for creatinine level.
Relative risks (RRs) and 95% confidence intervals (Cls) were estimated by multivariate
conditional logistic regression. Higher urinary estrone and estradiol levels were strongly
significantly associated with lower risk (top vs. bottom quartile RR estrone=0.52, 95% CI=(0.30-
0.88); estradiol=0.51, 95% CI=(0.30-0.86)). Generally inverse, though non-significant, patterns
also were observed with 2- and 4-hydroxylation pathway EM. Inverse associations generally were
not observed with 16-pathway EM and a significant positive association was observed with 17-
epiestriol (top vs. bottom quartile RR=1.74, 95% CI1=(1.08-2.81), p-trend=0.01). In addition, there
was a significant increased risk with higher 16-pathway/parent EM ratio (comparable RR=1.61,
95% CI1=(0.99-2.62), p-trend=0.04). Other pathway ratios were not significantly associated with
risk except parent EM/non-parent EM (comparable RR=0.58, 95% C1=(0.35-0.96), p-trend=0.03).
These data suggest that most mid-luteal urinary EM concentrations are not positively associated
with breast cancer risk among premenopausal women. The inverse associations with parent EM
and the parent EM/non-parent EM ratio suggest that women with higher urinary excretion of
parent estrogens are at lower risk.
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Introduction

Methods

The positive association between levels of endogenous estrogen and breast cancer risk in
postmenopausal women is well established (1) and estrogen levels also may be important
among premenopausal women, although evidence is limited and not entirely consistent (2—
9). Metabolism of the parent estrogens, estrone and estradiol, yields estrogen metabolites
proposed to have varying estrogenic and genotoxic activities based on laboratory evidence
(10-16). Irreversible oxidation of estrone and estradiol occurs at the C-2 or C-4 positions to
yield catechol estrogens, with adjacent and reactive hydroxyl groups (2-hydroxyestrone, 2-
hydroxyestradiol, 4-hydroxyestrone), or the C-16 position to yield 16a-hydroxyestrone
(Figure 1) (10). With further metabolism, the catechol estrogens are irreversibly methylated
into 2-methoxyestrone, 2-methoxyestradiol, 2-hydroxyestrone-3-methyl ether, 4-
methoxyestrone and 4-methoxyestradiol. 16a-hydroxyestrone can be further metabolized
into 17-epiestriol, estriol, 16-ketoestradiol, and 16-epiestriol. Metabolism favoring the 2-
hydroxylation over the 16-hydroxylation pathway has been proposed to lower breast cancer
risk (17). Although some studies have analyzed the relationship of 2-hydroxyestrone and
160-hydroxyestrone with breast cancer risk in humans (18-31), other individual metabolites
and estrogen metabolism pathways have not been evaluated systematically in human
populations.

A high-performance liquid chromatography-tandem mass spectrometry (LC-MS?) assay was
developed to measure concurrently 15 estrogens and estrogen metabolites (EM) in urine
with high sensitivity, specificity, accuracy and reproducibility (32). We previously reported
increased breast cancer risks in premenopausal women with higher plasma free and total
estradiol in the follicular phase (9). Although we did not observe statistically significant
associations with plasma luteal phase estrogens, estrone and estrone sulfate in the luteal
phase were suggestively inversely associated with breast cancer risk. Herein, we
prospectively evaluate associations between 15 mid-luteal urinary EM and breast cancer risk
among premenopausal women in a case-control study nested within the Nurses’ Health
Study Il (NHSII).

Study population

The NHSII was established in 1989, when 116,430 female registered nurses, aged 25 to 42
years, completed and returned a questionnaire. The cohort has been followed biennially by
questionnaire to update exposures and ascertain newly diagnosed disease.

Between 1996 and 1999, 29,611 cohort members who were cancer-free and between the
ages of 32 and 54 years provided blood and urine samples. These women were similar to the
overall cohort with respect to lifestyle factors, such as body mass index, parity, age at
menarche, past oral contraceptive use, and only differed slightly in the prevalence of family
history of breast cancer (19% vs. 15% in the overall cohort). Of the 29,611 women who
gave blood, 18,521 were premenopausal (i.e., still having menstrual periods) participants
who provided two blood samples and one urine sample timed within the menstrual cycle; the
women had not used oral contraceptives, been pregnant, or breastfed within six months.
Participants were sent a short questionnaire and a sample collection kit containing necessary
supplies to have blood samples drawn by a local laboratory or a colleague. They provided
blood samples drawn on the 3'9-5t day of their menstrual cycle (follicular samples) and
blood and urine samples collected 7-9 days before the anticipated start of their next cycle
(luteal samples). Follicular plasma was aliquotted by the participants 8-24 hours after
collection and stored in their home freezer until the luteal collection. Urine samples were
collected without preservatives, with 80% collected as first morning samples. The day of the
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luteal collection, follicular and luteal blood samples and luteal urine samples were shipped,
via overnight courier with an ice-pack, to our laboratory where the luteal blood sample was
processed and separated into plasma, red blood cell, and white blood cell components.
Approximately 93% of luteal samples were received within 26 hours of collection. Samples
have been stored in liquid nitrogen freezers since collection. Women recorded the first day
of the menstrual cycle during which the samples were collected and returned a postcard
recording the first day of their next cycle. The study was approved by the Committee on the
Use of Human Subjects in Research at Harvard School of Public Health and Brigham and
Women’s Hospital.

Breast cancer cases were identified on biennial questionnaires; the National Death Index
was searched for nonresponders. Cases (N=253) had no previously reported cancer
diagnosis and were diagnosed with breast cancer after sample collection but before June 1,
2005. Two cases were excluded because the urine samples of the matched controls were not
available for assay, one case’s urine sample vial broke prior to EM assay, and creatinine
levels were not available for three cases. Therefore, 247 cases of breast cancer (N=168
invasive) were confirmed by medical record review (N=237) or verbal confirmation by the
nurse (N=10). Given the greater than 99% confirmation rate on medical record review, these
latter cases were included. Information on invasiveness and hormone receptor status was
abstracted from the medical record. Mean time from sample collection to diagnosis was 47
months (range=1-100). Two controls were matched to each case (N=485) on age (+2 years);
menopausal status at diagnosis; month/year of collection (2 months); ethnicity (African-
American, Asian, Hispanic, Caucasian, Other); luteal day ((date of next period-date of luteal
collection) £1 day). Two controls, from different case-control sets, were excluded because
one was determined to be ineligible after selection and the other’s urine sample vial broke
prior to assay; seven controls were excluded due to missing creatinine measures.

Case-control sets were assayed together, as were plasma follicular and luteal samples from
each woman. Samples were ordered randomly and labeled to mask case-control status.
Blinded replicate quality control samples were placed in each batch to assess laboratory
variability.

Laboratory assays

For the urinary EM assay, 500uL of frozen urine was sent to the Laboratory of Proteomics
and Analytical Chemistry, SAIC-Frederick, Inc., Frederick, MD. Given that endogenous
estrogens and their metabolites are usually present in urine as glucuronide and sulfate
conjugates, an initial hydrolysis step was included and the resulting free EM were measured.
Each urine sample was thawed and mixed, and 400 pL was immediately aliquoted into a
clean screw-cap glass tube and 20 pL of an internal standard solution containing 1.6 ng of
each of five deuterated EM (17p-estradiol-dy, estriol-ds, 2-hydroxy-17p-estradiol-ds, 2-
methoxy-17p-estradiol-ds, 16-epiestriol-d3) was added, followed by 0.5 mL of 0.15 M
acetate buffer, pH 4.1, containing 2 mg of ascorbic acid and B-glucuronidase/sulfatase from
Helix pomatia (Type HP-2) (Sigma-Aldrich, St. Louis, MO). The deuterated EM are used to
correct for loss of urinary EM during the hydrolysis, extraction, derivatization, and LC-MS?
steps of the assay procedure. Details of the assay have been published previously (32). In
brief, quantitative data were acquired using a TSQ Quantum-AM triple quadrupole mass
spectrometer coupled with a Surveyor HPLC system (Thermo, San Jose, CA). Both the
HPLC and the mass spectrometer were controlled by Xcalibur software (Thermo).
Quantitation of each EM was carried out using Xcalibur Quan Browser (Thermo).
Calibration curves for the 15 EM were constructed by plotting EM/deuterium labeled EM
peak area ratios versus amounts of the EM. The amount of EM in the urine sample was then
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interpolated using a linear function. The overall coefficients of variation (CVs) were <7%
except for 4-methoxyestrone (17%) and 4-methoxyestradiol (15%), the two EM with the
lowest concentrations.

Plasma hormone assay methods for estrogens have been described previously (9). In brief,
samples for cases and matched controls through 2003 follow-up cycle were assayed at Quest
Diagnostics (San Juan Capistrano, CA) by radioimmunoassay following extraction and
celite column chromatography. Case and control samples for the 2005 follow-up cycle were
assayed at the Mayo Clinic by liquid chromatography-tandem mass spectrometry (LC-MS?)
(ThermoFisher Scientific, Franklin, MA; Applied Biosystems-MDS Sciex, Foster City, CA).
CVs for plasma estradiol and estrone were <11%. Progesterone was measured by
chemiluminescent immunoassay with the Immulite auto-analyzer (Diagnostic Products, UK)
at the Royal Marsden Hospital. CVs for progesterone were <17% overall (<4% within-
batch).

Creatinine was measured in two batches: the first at the Endocrine Core Laboratory at
Emory University (Atlanta, GA) using Sigma Diagnostics creatinine agents, the second at
Dr. Vincent Ricchiuti’s laboratory at Brigham and Women’s Hospital (Boston, MA). CVs
were 9.2% and 2.4%, respectively.

Statistical Analysis

We identified and excluded statistical outliers for absolute and percent individual and
grouped EM as well as EM ratios using the extreme studentized many deviate procedure
(33). The number of outliers detected in each absolute EM ranged from 1 (methylated 4-
catechols) to 19 (2-methoxyestradiol); no outliers were detected in percent or ratio measures.
Women with luteal plasma progesterone levels <400 ng/dL were classified as anovulatory
for the cycle during which the urine and blood were collected. We used mixed effects
regression, by case-control set to account for matching, to test the paired differences in log-
transformed hormone levels between cases and controls. Quartile cutpoints were based on
control distributions. We used conditional logistic regression to estimate relative risks (RRs)
and 95% confidence intervals (Cls). Multivariate models adjusted for body mass index
(BMI) at age 18, family history of breast cancer, ages at menarche and first birth, history of
benign breast disease, and parity. Multivariate results are presented as they were essentially
the same as simple estimates. In stratified analyses, we used unconditional logistic
regression, additionally adjusting for matching factors, since overall results were essentially
the same from multivariate unconditional and conditional logistic regression models. We
evaluated hormone receptor positive cases separately (N=125 estrogen receptor-positive (ER
+), of which 111 were also progesterone receptor-positive (PR+)), but did not evaluate other
hormone receptor subtypes because of low statistical power (N<35 for each remaining
subtype). Tests for interaction between stratification variables and hormones compared the
slope of the quartile medians between groups (Wald test). Tests for trend were conducted by
modeling quartile median concentrations and calculating the Wald statistic. The shape of the
dose-response curves and tests for non-linearity were assessed using restricted cubic spline
models (34). We corrected for random within-person and laboratory error (35), using within-
person variability from our previously published reproducibility data (36) and between-
person variability from the case-control data set. In these analyses, relative risks of breast
cancer were calculated by comparing the median urinary EM level of women in the highest
quartile with that of women in the lowest quartile. All p-values were based on two-sided
tests and were considered statistically significant if <0.05.

We conducted a replacement analysis to estimate the effect of replacing one pathway with
another, as is used with dietary components in nutritional epidemiology (37). In this model,
total EM is held constant while each pathway’s coefficient represents the effect of
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substitution of that pathway for the pathway not included in the model. For example, in a
model with the variables for the 2-, 4-, and 16-pathways included, the coefficient for 2-
pathway estimates the effect of replacement of 2-pathway for parent estrogens (the
component left out of the model).

We previously published our analysis of plasma estrogens in the cases and controls with
follow-up through 2003 (9). More recently, we measured follicular and luteal plasma
estrogens with follow-up through 2005. We examined the combined effects of plasma
estrogens and urinary EM, restricted to women with ovulatory cycles, in a few ways. First,
to determine if plasma levels modify associations with urinary EM, we stratified by plasma
estrogen level (at the medians), using both follicular and luteal plasma measures. Second, to
assess if relative differences between plasma and urine are important, we examined the ratio
of plasma estrone and estradiol to urinary EM. Finally, to investigate the combined effects
of plasma and urine, we cross-classified women by plasma estrogen and urinary EM using
the medians as cut-points.

Parent estrogens were, on average, 22% of total EM among controls (Figure 2). The largest
proportions of total EM were in the 2- and 16-pathways, with 36% and 38%, respectively.
The 4-pathway made up a small mean proportion of EM at 4%. Of the individual EM, the
most abundant was 2-hydroxyestrone, with a mean of 27% of the total EM. The next highest
were estriol (18%) and estrone (15%). Four of the five methylated catechol EM were the
least abundant EM, at <1% each; 2-methoxyestrone was 5%.

Comparisons of urine collection characteristics and breast cancer risk factors between cases
and controls are presented in Table 1. Luteal samples collected in an anovulatory cycle were
more common among controls (11.6%) than cases (9.4%). Controls had gained slightly more
weight since age 18 compared with cases (11.2 vs. 10.2 kg). Cases were more likely to be
nulliparous (21.5 vs. 19.4%), have an older age at first birth (27.4 vs. 26.7 y), and less likely
to have breast fed (79.4 vs. 83.6%). Cases had a higher prevalence of family history of
breast cancer (13.4 vs. 9.1%) and personal history of benign breast disease (20.2 vs. 14.9%).
Of the individual EM, controls had significantly higher absolute levels of estradiol (median
13.7 vs. 12.2 pmol/mg creatinine, p=0.02), methylated catechols and methylated 2-catechols
(e.g., median methylated catechols 10.7 vs. 10.1, p=0.04), and 2-hydroxyestrone-3-methyl
ether (median 1.13 vs. 1.01, p=0.01) (Supplemental Table). Cases had significantly higher
levels of 17-epiestriol (median 1.70 vs. 1.48, p=0.03). For the ratios of metabolic pathways,
controls had significantly higher parents/estrogen metabolite ratios (0.27 vs. 0.26, p=0.04)
while cases had higher ratios of 16-pathway/parent EM (1.67 vs. 1.56, p=0.01).

Women with higher levels of urinary parent EM were at significantly lower risk of breast
cancer compared to those with the lowest levels (top vs. bottom quartile RR=0.50, 95% ClI
(0.29-0.85); estrone RR=0.52, 95% CI (0.30-0.88); estradiol RR=0.51, 95% CI (0.30-0.86),
p-trend=0.005) (Figure 3A). The associations with parent EM and estrone were significantly
non-linear (p-curvature=0.01, 0.01 respectively). Non-significant inverse trends were
observed with the 2- and 4-pathways but not the 16-pathway EM (Figure 3A). Inverse trends
were suggestive in the catechol and methylated catechol EM within the 2- and 4-pathways
(Figures 3B & 3C), particularly for combined methylated catechols (top vs. bottom quartile
RR=0.62, 95% CI (0.40-0.98), p-trend=0.06), methylated 2-catechols (RR=0.63, 95% CI
(0.40-1.00), p-trend=0.07), 2-hydroxyestrone-3-methyl ether (RR=0.64, 95% CI (0.41-
1.01), p-trend=0.08), and 4-methoxyestradiol (RR=0.61, 95% CI (0.37-0.99), p-trend=0.07).
Individual EM in the 16-pathway generally were not inversely associated with breast cancer
risk, and one, 17-epiestriol, was significantly positively associated with risk (top vs. bottom
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quartile RR=1.74, 95% CI (1.08-2.81), p-trend=0.01) (Figure 3D). Results generally were
similar when EM were expressed as a % of total (results not shown).

To contrast EM in different metabolic pathways we investigated several ratios. The ratios of
catechols to methylated catechols were not significantly associated with breast cancer risk,
either within or across the 2- and 4-pathways (Figure 4A). Comparing parent EM and
estrogen metabolites, a significant inverse association was observed for the ratio of parent
EM to all other EM (top vs. bottom quartile RR=0.58, 95% CI (0.35-0.96), p-trend=0.03).
The 2-pathway:parent EM ratio was not related to risk, the 4-pathway:parent EM ratio was
positively, but nonsignificantly, associated with risk, and the 16-pathway:parent EM ratio
was positively associated with risk (top vs. bottom quartile RR=1.61, 95% CI (0.99-2.62),
p-trend=0.04) (Figure 4B). Breast cancer risk tended to increase with the 4- to 2-pathway
ratio and decrease with the 2- to 16-pathway and 4- to 16-pathway ratios, although none of
the tests for trend were significant. The 2-hydroxyestrone to 16a-hydroxyestrone ratio was
not associated with risk (comparable RR=0.90, 95% CI (0.57-1.41), p-trend=0.86) (data not
shown in figure).

We conducted several secondary analyses restricting to subsets of cases, including invasive,
ER+, ER+/PR+, and diagnosed >2 years after urine collection. Restricting to invasive cases
yielded slightly attenuated results for parent EM, estrone, and estradiol (e.g., top vs. bottom
quartile parent EM RR=0.74, 95% CI (0.42-1.31), p-trend=0.02) (Supplemental Table 2);
otherwise results were similar to the overall findings (e.g., 17-epiestriol RR=1.80, 95% CI
(1.07-3.04), p-trend=0.01). Results also were similar to the overall results when restricted to
ER+ and ER+/PR+ cases. No differences were observed when we excluded cases diagnosed
within the first two years of urine collection. Similarly, results were comparable among
cases diagnosed 0-</<4 years and 4-8 years after urine collection with the exception of 17-
epiestriol where stronger results were observed in later cases, although the interaction was
not significant (RR (95% CI) 0-4 years: 1.47 (0.83-2.61), p-trend=0.08; 4-8 years: 2.18
(1.15-4.12), p-trend=0.04; p-heterogeneity=0.82).

Restricting analyses to first morning urine or to women whose urine was collected in an
ovulatory cycle did not substantially affect the results. Restricting to women whose urine
was collected 4-10 days prior to the onset of the next menstrual cycle, in the mid-luteal
phase, resulted in slightly stronger associations for methylated catechols (top vs. bottom
quartile RR=0.49, 95% CI (0.29-0.81), p-trend=0.01) and the 16-pathway/parent EM ratio
(top vs. bottom quartile RR=1.62, 95% CI (0.99-2.67), p-trend=0.03). Among women
premenopausal at diagnosis (N=220 cases) results were similar.

There were no substantial differences in analyses stratified by age at urine collection, BMI at
urine collection, or family history of breast cancer. Stratifying by whether women’s
menstrual cycle patterns had changed compared with the pattern in their 20s did not affect
the results. However, the associations between some EM and breast cancer did vary by
menstrual cycle regularity between ages 18 and 20 years, with stronger associations
observed among those who did not have regular cycles at those ages (N=62 cases). For
example, estradiol was not significantly associated with breast cancer risk among those with
regular cycles (top vs. bottom quartile RR=0.84, 95% CI (0.50-1.42), p-trend=0.27) but was
strongly and significantly inversely associated among those who did not have regular cycles
(comparable RR=0.19, 95% CI (0.06-0.59), p-trend=0.008, p-heterogeneity=0.06).
Associations with parent EM and estrone also were suggestively stronger among those who
did not have regular cycles in early adulthood (p-heterogeneity=0.07 and 0.11, respectively).
Stratifying by history of benign breast disease generally yielded similar results except for
stronger associations among those who had a history of the disease (N=50 cases) with
estrone (top vs. bottom quartile positive history RR=0.07, 95% CI (0.01-0.41); negative
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history RR=0.80, 95% CI (0.47-1.37); p-heterogeneity=0.04) and 2-pathway EM
(comparable RR=0.31, 95% CI (0.09-1.03); RR=1.03, 95% CI (0.62-1.70); p-
heterogeneity=0.04).

In the replacement model analysis, we found lower risks of breast cancer when parent
estrogens replaced EM in any of the pathways. For example, in a model with the parent
estrogens and the 4- and 16-pathways (leaving out the 2-pathway), each 10nmol/mg
creatinine decrease in 2-pathway EM and increase in parent estrogens was associated with a
19% reduction in risk (RR=0.81, 95% CI (0.73-0.91)); a 10nmol/mg creatinine increase in
parent estrogens is comparable to a one quartile change. Similar associations were observed
when we modeled parent estrogens as a replacement for 4-pathway EM and 16-pathway
EM. No significant associations were observed for one pathway replacing another (e.g., 10
nmol/mg creatinine decrease in 2-pathway EM and increase in 16-pathway EM RR=1.03,
95% CI (0.98-1.08)).

Extending our previously published results of plasma estrogens and breast cancer risk (9)
with another cycle of follow-up, with a total of 249 cases, we observed similar results,
although the association with follicular free estradiol was attenuated (top vs. bottom quartile
RR=1.51, 95% CI (0.88-2.61), p-trend=0.21). Although the trend with luteal estrone was
not statistically significant, the association was inverse (comparable RR=0.61, 95% CI
(0.38-0.98), p-trend=0.12), similar to our previously published results. When we combined
these updated plasma measures with the urinary measurements from the current analysis, for
each combination it appeared that higher urinary estrone and estradiol were beneficial
regardless of plasma level (Table 2). For instance, women with high urinary luteal estrone
and either low or high plasma luteal estrone were at significantly lower risk compared with
women with low plasma and low urinary estrone (urine/plasma high/low RR=0.56, 95% ClI
(0.32-0.97), high/high RR=0.65, 95% CI (0.43-0.99)). Similar associations were observed
for urinary and plasma luteal estradiol. We also observed a similar pattern for both estrone
and estradiol when we examined the combination of luteal urinary levels and follicular
plasma levels (e.g., estradiol high/low RR=0.60, 95% CI (0.36-1.01), high/high RR=0.58,
95% CI (0.34-0.97)).

Next, we calculated the ratio of urinary:plasma luteal estrone (and estradiol) levels. We
observed that women with a higher urinary luteal estrone to plasma luteal estrone ratio (i.e.,
higher urinary excretion relative to plasma levels) were at lower risk of breast cancer
compared to those in the highest quartile of the ratio (bottom vs. top quartile RR=0.52, 95%
ClI (0.31-0.87), p-trend=0.02). Although the association with luteal urinary estradiol to
plasma estradiol ratio was in the same direction, it was weaker and not statistically
significant (comparable RR=0.78, 95% CI (0.46-1.33), p-trend=0.29). When we stratified
the EM analyses by median plasma estrone or estradiol level, using both follicular and luteal
plasma measures, we did not observe meaningful differences in the associations between
urinary EM and breast cancer risk (data not shown).

Results corrected for measurement error were strengthened but the magnitude of difference
between the uncorrected and corrected analyses varied given the range of intraclass
correlation coefficients (ICCs). For example, with an ICC of 0.71, estradiol results were
fairly similar (median of top vs. bottom quartile uncorrected RR=0.55, 95% CI (0.37-0.83);
corrected RR=0.43, 95% CI (0.24-0.77)). However, the difference between uncorrected and
corrected was larger for 17-epiestriol (ICC=0.42) (uncorrected RR=1.71, 95% CI (1.13-
2.57); corrected RR=3.69, 95% CI (1.33-10.2)).
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Discussion

In this study, which focuses systematically on estrogen metabolism patterns and subsequent
breast cancer risk in premenopausal women, we did not observe increased risks with any
individual EM or estrogen metabolism pathway except 17-epiestriol. Luteal urinary estrone
and estradiol each were significantly inversely associated with breast cancer risk while total
EM as well as EM in the 2- and 4-hydroxylation pathways were generally suggestively
inversely associated while EM in the 16-pathway were not inversely associated with risk.
Ratios of the three hydroxylation pathways were not significantly associated with risk
although the 2:16-pathway and 4:16-pathway ratios were suggestively inversely associated.
We observed a significant inverse association with the ratio of parent estrogens to estrogen
metabolites. Plasma concentration of parent estrogens did not appear to modify these
associations and high urinary concentrations of parent estrogens were inversely associated
with risk regardless of plasma parent estrogen levels.

Three prior prospective studies of estrogen metabolites and breast cancer risk in
premenopausal women have only investigated 2-hydroxyestrone and 16a-hydroxyestrone
(26, 27, 31). In two small (<70 cases) studies of premenopausal women (matched on
menstrual cycle phase or mid-luteal), non-significant inverse associations were observed for
the urinary 2-hydroxyestrone:16a-hydroxyestrone ratio (top vs. bottom tertile RR=0.75,
95% CI (0.35-1.62); top vs. bottom quintile RR=0.55, 95% CI (0.23-1.32)) (38, 39). In the
recent New York University Women’s Health Study, these two metabolites were measured
in serum and cases (N=377) were matched to controls on day of the menstrual cycle (31).
No significant associations were observed overall (e.g., top vs. bottom quartile 2-
hydroxyestrone:16a-hydroxyestrone ratio RR=1.13, 95% CI (0.68-1.87) p-trend=0.51) but a
suggestive increased risk was observed in ER+ cases (comparable RR=2.15, 95% CI (0.88-
5.27), p-trend=0.09). In our study, the associations with both 2-hydroxyestrone and 16a-
hydroxyestrone were non-significantly inverse and we did not observe a consistent trend or
significant associations between the 2-hydroxyestrone:16a-hydroxyestrone ratio and breast
cancer risk.

While 2-hydroxyestrone and 16a-hydroxyestrone have long been hypothesized to have
differential effects on breast cancer risk (17), these are only two of many EM created
endogenously from the metabolism of estrogens. Experimental evidence suggests several
potentially estrogenic and genotoxic mechanisms by which specific EM may be
differentially associated with breast cancer risk. Although both 2- and 4-catechol EM bind to
the ER with affinities comparable to estradiol, 4-catechol EM have lower dissociation rates
than estradiol and an enhanced ability to upregulate ER-dependent processes (40), while 2-
catechol EM act as either weak mitogens (41) or weak inhibitors of cell proliferation (42).
While 16a-hydroxyestrone binds to the ER with lower affinity than estradiol, it binds
covalently (43) and leads to a constitutively activated ER (44). Laboratory evidence supports
the estrogenic role of these EM in breast cancer cell lines, with 4-hydroxyestradiol and 16a-
hydroxyestrone increasing proliferation and decreasing apoptosis in a manner similar to
estradiol; however these effects were achieved only at concentrations 10-fold higher than
estradiol (41). In contrast, 2-hydroxyestradiol did not have substantial proliferative or anti-
apoptotic effects.

EM also can be genotoxic, but the individual EM vary in their ability to induce DNA
damage. Catechol estrogens can be oxidized into quinones and induce DNA damage directly
through the formation of DNA adducts, or indirectly via redox cycling and generation of
reactive oxygen species (10). However, the oxidized forms of the catechol estrogens differ
in their ability to damage DNA through adducts, with oxidized 2-catechols forming stable
and reversible DNA adducts and oxidized 4-catechols forming unstable adducts, which lead
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to depurination and mutations (13, 16, 45). In human breast epithelial cells, 2- and 4-
catechols have been shown to produce reactive oxygen species and induce oxidative DNA
damage (46). These catechols also induce neoplastic transformation in ER-cells, and thus act
independently from the ER (15). In normal breast tissue, women with breast cancer have
higher amounts of 4-hydroxyestradiol and catechol estrogen quinone conjugates compared
with women without breast cancer (45). Two studies have shown higher levels of urinary
depurinating estrogen-DNA adducts in women at high risk of breast cancer and those with
prevalent breast cancer compared with control women (47, 48). 16a-hydroxyestrone also
may be genotoxic, as it has been shown to increase unscheduled DNA synthesis in mouse
mammary cells (49).

While the catechol estrogens have estrogenic and genotoxic potential, the methylated
catechol estrogens, which are catechol estrogens with one hydroxyl group methylated, have
been hypothesized to lower risk of breast cancer. The suggested mechanisms are indirect, by
decreasing circulating levels of catechol estrogens and thereby the opportunity for catechols
to exert genotoxic or proliferative effects, or direct, by inhibiting tumor growth and inducing
apoptosis (15, 50). This latter effect has been observed in both ER+ and ER— breast cancer
cell lines (50). Thus, the balance between phase | (oxidation) and phase Il (methylation)
metabolism of estrogen may be important in hormonally-related cancer development.

Despite the estrogenic and genotoxic potential of many of the EM, we only observed a
significantly increased breast cancer risk with one EM, 17-epiestriol, which has particularly
strong estrogenic activity and binds to both ERa and ERp with an affinity comparable to
estradiol (51). To our knowledge, there is no experimental or epidemiologic evidence for a
role of this EM in breast carcinogenesis. We did not observe reduced risk for higher
concentrations of 2-pathway EM relative to 16-pathway EM, nor did we observe a
consistent benefit of higher concentrations of methylated catechol EM compared with
catechol EM.

The significant inverse associations observed with higher levels of parent estrogens, estrone
and estradiol, and higher levels of the ratio of parent estrogens to estrogen metabolites are
provocative. To our knowledge, only one small prior study (N=38 cases) examined urinary
parent estrogens and breast cancer risk in premenopausal women and found non-significant
inverse associations with both estrone and estradiol (top vs. bottom tertile RR=0.4, 95% ClI
(0.2-1.1) for each) (52). It is possible that the benefit we observed with urinary estrone and
estradiol reflects greater excretion of parent estrogens prior to metabolism to other more
estrogenic and/or genotoxic forms of estrogen or just greater excretion of all forms of
estrogens. Indeed, when we analyzed plasma and urine estrogen levels simultaneously, we
observed that women with higher levels of urinary estrone and estradiol, regardless of
plasma levels, were at lower risk of breast cancer.

In contrast to our plasma estrogen results in a subset of the women included in this analysis
(9), we found stronger associations between several EM and breast cancer risk among
women who did not have regular menstrual cycles between ages 18 and 22. Given that the
NHSII urine sample collections were timed within the menstrual cycle and therefore
initiated only among women who were regularly cycling at the time of collection, this is
perhaps a unique subset of women who had irregular cycles in early adulthood but regular
cycles later. This association could be due to chance, as there is no obvious biologic reason
for this finding.

The comparison of these results with our plasma estrogens and breast cancer analysis in the
same case-control set raises a few issues. First, it is possible that urinary parent estrogens
and their metabolites are a further step removed from what is happening in the breast tissue,
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and plasma may be a more relevant proxy of this breast tissue activity, making the
interpretation of our urinary results more complex. In a small study comparing breast tissue
and urinary EM, using a different assay, within women with breast cancer (N=9), higher
levels of parent estrogens, but lower levels of estrogen metabolites, were observed in breast
tissue compared with urine (53). Second, in our original plasma analysis we observed
significantly increased risk of breast cancer with higher levels of follicular, but not luteal,
estradiol. In the present study we only measured EM in luteal urine samples. Since we do
not know the correlation between follicular and luteal urinary EM, it is possible that
associations with breast cancer may differ for follicular and luteal EM. The fact that higher
levels of luteal plasma estrone appeared inversely associated with breast cancer risk, albeit
not significantly so (9), suggests estrogen levels at different times in the menstrual cycle
may represent different sources and breast tissue bioactivity. Finally, we primarily have
measured unconjugated estrogens in the plasma whereas EM in the urine generally are
conjugated. While conjugated estrone and estradiol in circulation act as a reservoir and are
not as biologically active as their unconjugated counterparts (54), it is unclear how
conjugated estrogens in the urine might reflect estrogenic activity in the breast tissue.

There are several limitations to this analysis including the fact that we are measuring EM in
urine, which is likely only partially correlated with estrogen activity in the breast tissue. In
addition, we cannot rule out modest effects for some of the EM, given the wide confidence
intervals. We only measured EM in a single urine sample, which may not accurately reflect
long-term exposure. However, our prior work suggests that the reproducibility is fairly good
for most of these 15 urinary EM (e.g., 3-year ICCs were 0.52 for parent EM, 0.72 for 2-
pathway EM, 0.57 for 4-pathway EM, 0.52 for 16-pathway EM) (36). Further, we only have
luteal and not follicular urine samples, and the associations with follicular concentrations
may not be similar to the associations we observed between luteal samples and breast cancer
risk, as we observed in our previous plasma analyses (9). Although the data on ER/PR status
of the tumors were collected from medical records and were not standardized by a single
lab. However, we have directly compared hormone receptor status from pathology reports
with central laboratory testing and found a very high level of concordance (87.3%) (55). In
addition, we previously have found important differences in associations by ER/PR status in
the NHS and NHSII cohorts (9, 56, 57). Finally, although our assay of 15 urinary EM
allowed for an assessment of overall effects of these EM, it did not allow us to distinguish
between different mechanisms.

Our study also has several important strengths, including the fact that our mid-luteal urine
samples were carefully timed, and matched between cases and controls by counting
backwards from the onset of the next menstrual cycle, which is more accurate than forward
counting (58). In addition, the measurement of all the estrogens and estrogen metabolites in
urine allowed for a thorough investigation of individual EM as well as comparisons between
metabolic pathways. Finally, the prospective nature of the study, measuring EM in urine
samples collected prior to diagnosis, avoided the possibility that disease may alter EM levels
and yield spurious associations.

In summary, in this first comprehensive nested case-control study of estrogen metabolism
and risk of breast cancer in premenopausal women, we observed significant inverse
associations with luteal urinary levels of the parent estrogens and non-significant inverse
associations with levels of total EM, 2- and 4-pathway EM, but not 16-pathway EM. The
reduced risk associated with increased urinary excretion of parent estrogens was present in
women with low and high plasma levels of parent estrogens. Women with higher urinary
ratios of parent estrogens to estrogen metabolites also were at a significantly reduced risk of
breast cancer. These data suggest that women who excrete more parent estrogens are at
reduced breast cancer risk. The only significant positive association observed was with 17-
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epiestriol, a metabolite in the 16-hydroxylation pathway at relatively low concentrations.
Further research is necessary to confirm the associations observed, investigate the role of
genotoxic adducts in these results, explore relationships with circulating and breast tissue
EM levels, and identify the determinants of estrogen metabolism patterns.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

We would like to thank the participants and staff of the Nurses' Health Study Il for their valuable contributions as
well as the following state cancer registries for their help: AL, AZ, AR, CA, CO, CT, DE, FL, GA, ID, IL, IN, 1A,
KY, LA, ME, MD, MA, MI, NE, NH, NJ, NY, NC, ND, OH, OK, OR, PA, RI, SC, TN, TX, VA, WA, WY.

Funding/Support: This study was supported by Research Grants CA67262, CA50385, and CA089393 from the
National Cancer Institute; the Intramural Research Program of the Division of Cancer Epidemiology and Genetics,
National Cancer Institute; and federal funds of the National Cancer Institute awarded under Contract
HHSN261200800001E to SAIC-Frederick. The content of this publication does not necessarily reflect the views or
policies of the U.S. Department of Health and Human Services; nor does mention of trade names, commercial
products, or organizations imply endorsement by the U.S. Government.

References

1. Endogenous Hormones and Breast Cancer Collaborative Group. Endogenous sex hormones and
breast cancer in postmenopausal women: reanalysis of nine prospective studies. J Natl Cancer Inst.
2002; 94:606-616. [PubMed: 11959894]

2. Wysowski DK, Comstock GW, Helsing KJ, Lau HL. Sex hormone levels in serum in relation to the
development of breast cancer. Am J Epidemiol. 1987; 125:791-799. [PubMed: 3565354]

3. Helzlsouer KJ, Alberg AJ, Bush TL, Longcope C, Gordon GB, Comstock GW. A prospective study
of endogenous hormones and breast cancer. Cancer Detect Prev. 1994; 18:79-85. [PubMed:
8025899]

4. Rosenberg CR, Pasternack BS, Shore RE, Koenig KL, Toniolo PG. Premenopausal estradiol levels
and the risk of breast cancer: a new method of controlling for day of the menstrual cycle. Am J
Epidemiol. 1994; 140:518-525. [PubMed: 8067345]

5. Thomas HV, Key TJ, Allen DS, Moore JW, Dowsett M, Fentiman IS, et al. A prospective study of
endogenous serum hormone concentrations and breast cancer risk in premenopausal women on the
island of Guernsey. Br J Cancer. 1997; 75:1075-1079. [PubMed: 9083346]

6. Kabuto M, Akiba S, Stevens RG, Neriishi K, Land CE. A prospective study of estradiol and breast
cancer in Japanese women. Cancer Epidemiol Biomarkers Prev. 2000; 9:575-579. [PubMed:
10868691]

7. Micheli A, Muti P, Secreto G, Krogh V, Meneghini E, Venturelli E, et al. Endogenous sex
hormones and subsequent breast cancer in premenopausal women. Int J Cancer. 2004; 112:312—
318. [PubMed: 15352045]

8. Kaaks R, Berrino F, Key T, Rinaldi S, Dossus L, Biessy C, et al. Serum sex steroids in
premenopausal women and breast cancer risk within the European Prospective Investigation into
Cancer and Nutrition (EPIC). J Natl Cancer Inst. 2005; 97:755-765. [PubMed: 15900045]
9. Eliassen AH, Missmer SA, Tworoger SS, Spiegelman D, Barbieri RL, Dowsett M, et al.
Endogenous steroid hormone concentrations and risk of breast cancer among premenopausal
women. J Natl Cancer Inst. 2006; 98:1406-1415. [PubMed: 17018787]
10. Yager JD, Davidson NE. Estrogen carcinogenesis in breast cancer. N Engl J Med. 2006; 354:270-
282. [PubMed: 16421368]

11. Schutze N, Vollmer G, Knuppen R. Catecholestrogens are agonists of estrogen receptor dependent
gene expression in MCF-7 cells. J Steroid Biochem Mol Biol. 1994; 48:453-461. [PubMed:
8180106]

Cancer Res. Author manuscript; available in PMC 2013 February 1.



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

1duasnuey Joyiny vd-HIN

Eliassen et al.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Page 12

Jefcoate CR, Liehr JG, Santen RJ, Sutter TR, Yager JD, Yue W, et al. Tissue-specific synthesis
and oxidative metabolism of estrogens. J Natl Cancer Inst Monogr. 2000:95-112. [PubMed:
10963622]

Yue W, Santen RJ, Wang JP, Li Y, Verderame MF, Bocchinfuso WP, et al. Genotoxic metabolites
of estradiol in breast: potential mechanism of estradiol induced carcinogenesis. J Steroid Biochem
Mol Biol. 2003; 86:477-486. [PubMed: 14623547]

Swaneck GE, Fishman J. Covalent binding of the endogenous estrogen 16 alpha-hydroxyestrone to
estradiol receptor in human breast cancer cells: characterization and intranuclear localization. Proc
Natl Acad Sci U S A. 1988; 85:7831-7835. [PubMed: 3186693]

Cavalieri E, Chakravarti D, Guttenplan J, Hart E, Ingle J, Jankowiak R, et al. Catechol estrogen
quinones as initiators of breast and other human cancers: implications for biomarkers of
susceptibility and cancer prevention. Biochim Biophys Acta. 2006; 1766:63—-78. [PubMed:
16675129]

Cavalieri E, Frenkel K, Liehr JG, Rogan E, Roy D. Estrogens as endogenous genotoxic agents--
DNA adducts and mutations. J Natl Cancer Inst Monogr. 2000:75-93. [PubMed: 10963621]

Bradlow HL, Hershcopf RJ, Martucci CP, Fishman J. Estradiol 16 alpha-hydroxylation in the
mouse correlates with mammary tumor incidence and presence of murine mammary tumor virus: a
possible model for the hormonal etiology of breast cancer in humans. Proc Natl Acad Sci U S A.
1985; 82:6295-6299. [PubMed: 2994069]

Kabat GC, Chang CJ, Sparano JA, Sepkovie DW, Hu XP, Khalil A, et al. Urinary estrogen
metabolites and breast cancer: a case-control study. Cancer Epidemiol Biomarkers Prev. 1997,
6:505-509. [PubMed: 9232337]

Ho GH, Luo XW, Ji CY, Foo SC, Ng EH. Urinary 2/16 alpha-hydroxyestrone ratio: correlation
with serum insulin-like growth factor binding protein-3 and a potential biomarker of breast cancer
risk. Ann Acad Med Singapore. 1998; 27:294-299. [PubMed: 9663330]

Zheng W, Dunning L, Jin F, Holtzman J. Correspondence re: G. C. Kabat et al., Urinary estrogen
metabolites and breast cancer: a case-control study. Cancer Epidemiol., Biomark. Prev., 6: 505—
509, 1997. Cancer Epidemiol Biomarkers Prev. 1998; 7:85-86. [PubMed: 9456248]

Ursin G, London S, Stanczyk FZ, Gentzschein E, Paganini-Hill A, Ross RK, et al. Urinary 2-
hydroxyestrone/16alpha-hydroxyestrone ratio and risk of breast cancer in postmenopausal women.
J Natl Cancer Inst. 1999; 91:1067-1072. [PubMed: 10379970]

Schneider J, Kinne D, Fracchia A, Pierce V, Anderson KE, Bradlow HL, et al. Abnormal oxidative
metabolism of estradiol in women with breast cancer. Proc Natl Acad Sci U S A. 1982; 79:3047—-
3051. [PubMed: 6953448]

Adlercreutz H, Fotsis T, Hockerstedt K, Hamalainen E, Bannwart C, Bloigu S, et al. Diet and
urinary estrogen profile in premenopausal omnivorous and vegetarian women and in
premenopausal women with breast cancer. J Steroid Biochem. 1989; 34:527-530. [PubMed:
2626046]

Fowke JH, Qi D, Bradlow HL, Shu XO, Gao YT, Cheng JR, et al. Urinary estrogen metabolites
and breast cancer: differential pattern of risk found with pre- versus post-treatment collection.
Steroids. 2003; 68:65-72. [PubMed: 12475724]

Kabat GC, O'Leary ES, Gammon MD, Sepkovic DW, Teitelbaum SL, Britton JA, et al. Estrogen
metabolism and breast cancer. Epidemiology. 2006; 17:80-88. [PubMed: 16357599]

Meilahn EN, De Stavola B, Allen DS, Fentiman I, Bradlow HL, Sepkovic DW, et al. Do urinary
oestrogen metabolites predict breast cancer? Guernsey 11 cohort follow-up. British Journal of
Cancer. 1998; 78:1250-1255. [PubMed: 9820189]

Muti P, Bradlow HL, Micheli A, Krogh V, Freudenheim JL, Schiinemann HJ, et al. Estrogen
metabolism and risk of breast cancer: a prospective study of the 2:16alpha-hydroxyestrone ratio in
premenopausal and postmenopausal women. Epidemiology. 2000; 11:635-640. [PubMed:
11055622]

Wellejus A, Olsen A, Tjonneland A, Thomsen BL, Overvad K, Loft S. Urinary hydroxyestrogens
and breast cancer risk among postmenopausal women: a prospective study. Cancer Epidemiol
Biomarkers Prev. 2005; 14:2137-2142. [PubMed: 16172222]

Cancer Res. Author manuscript; available in PMC 2013 February 1.



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

1duasnuey Joyiny vd-HIN

Eliassen et al.

29.

30.

31.

32.

33.

34.

35.

36.

37.
38.

39

40.

41.

42.

43.

44,

45.

46.

47.

Page 13

Cauley JA, Zmuda JM, Danielson ME, Ljung BM, Bauer DC, Cummings SR, et al. Estrogen
metabolites and the risk of breast cancer in older women. Epidemiology. 2003; 14:740-744.
[PubMed: 14569192]

Eliassen AH, Missmer SA, Tworoger SS, Hankinson SE. Circulating 2-hydroxy- and 16alpha-
hydroxy estrone levels and risk of breast cancer among postmenopausal women. Cancer
Epidemiol Biomarkers Prev. 2008; 17:2029-2035. [PubMed: 18708395]

Arslan AA, Shore RE, Afanasyeva Y, Koenig KL, Toniolo P, Zeleniuch-Jacquotte A. Circulating
estrogen metabolites and risk for breast cancer in premenopausal women. Cancer Epidemiol
Biomarkers Prev. 2009; 18:2273-2279. [PubMed: 19661086]

Xu X, Veenstra TD, Fox SD, Roman JM, Issaq HJ, Falk R, et al. Measuring fifteen endogenous
estrogens simultaneously in human urine by high-performance liquid chromatography-mass
spectrometry. Anal Chem. 2005; 77:6646-6654. [PubMed: 16223252]

Rosner B. Percentage points for a generalized ESD many-outlier procedure. Technometrics. 1983;
25:165-172.

Durrleman S, Simon R. Flexible regression models with cubic splines. Stat Med. 1989; 8:551-561.
[PubMed: 2657958]

Rosner B, Spiegelman D, Willett WC. Correction of logistic regression relative risk estimates and
confidence intervals for random within-person measurement error. Am J Epidemiol. 1992;
136:1400-1413. [PubMed: 1488967]

Eliassen AH, Ziegler RG, Rosner B, Veenstra TD, Roman JM, Xu X, et al. Reproducibility of
fifteen urinary estrogens and estrogen metabolites over a 2- to 3-year period in premenopausal
women. Cancer Epidemiol Biomarkers Prev. 2009; 18:2860-2868. [PubMed: 19843676]

Willett, WC. Nutritional Epidemiology. 2nd ed.. New York: Oxford University Press; 1998.
Meilahn EN, De Stavola B, Allen DS, Fentiman I, Bradlow HL, Sepkovic DW, et al. Do urinary
oestrogen metabolites predict breast cancer? Guernsey I11 cohort follow-up. Br J Cancer. 1998;
78:1250-1255. [PubMed: 9820189]

. Muti P, Bradlow HL, Micheli A, Krogh V, Freudenheim JL, Schiinemann HJ, et al. Estrogen

metabolism and risk of breast cancer: a prospective study of the 2:16alpha-hydroxyestrone ratio in
premenopausal and postmenopausal women. Epidemiology. 2000; 11:635-640. [PubMed:
11055622]

Barnea ER, MacLusky NJ, Naftolin F. Kinetics of catechol estrogen-estrogen receptor dissociation:
a possible factor underlying differences in catechol estrogen biological activity. Steroids. 1983;
41:643-656. [PubMed: 6658896]

Seeger H, Wallwiener D, Kraemer E, Mueck AO. Comparison of possible carcinogenic estradiol
metabolites: effects on proliferation, apoptosis and metastasis of human breast cancer cells.
Maturitas. 2006; 54:72—77. [PubMed: 16213115]

Vandewalle B, Lefebvre J. Opposite effects of estrogen and catecholestrogen on hormone-sensitive
breast cancer cell growth and differentiation. Mol Cell Endocrinol. 1989; 61:239-246. [PubMed:
2537243]

Miyairi S, Ichikawa T, Nambara T. Structure of the adduct of 16 alpha-hydroxyestrone with a
primary amine: evidence for the Heyns rearrangement of steroidal D-ring alpha-hydroxyimines.
Steroids. 1991; 56:361-366. [PubMed: 1780952]

Lustig RH, Mobbs CV, Pfaff DW, Fishman J. Temporal actions of 16 alpha-hydroxyestrone in the
rat: comparisons of lordosis dynamics with other estrogen metabolites and between sexes. J
Steroid Biochem. 1989; 33:417-421. [PubMed: 2779234]

Rogan EG, Badawi AF, Devanesan PD, Meza JL, Edney JA, West WW, et al. Relative imbalances
in estrogen metabolism and conjugation in breast tissue of women with carcinoma: potential
biomarkers of susceptibility to cancer. Carcinogenesis. 2003; 24:697-702. [PubMed: 12727798]
Hurh YJ, Chen ZH, Na HK, Han SY, Surh YJ. 2-Hydroxyestradiol induces oxidative DNA damage
and apoptosis in human mammary epithelial cells. J Toxicol Environ Health A. 2004; 67:1939—
1953. [PubMed: 15513894]

Gaikwad NW, Yang L, Muti P, Meza JL, Pruthi S, Ingle JN, et al. The molecular etiology of breast
cancer: evidence from biomarkers of risk. Int J Cancer. 2008; 122:1949-1957. [PubMed:
18098283]

Cancer Res. Author manuscript; available in PMC 2013 February 1.



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

1duasnuey Joyiny vd-HIN

Eliassen et al.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

Page 14

Gaikwad NW, Yang L, Pruthi S, Ingle JN, Sandhu N, Rogan EG, et al. Urine biomarkers of risk in
the molecular etiology of breast cancer. Breast Cancer (Auckl). 2009; 3:1-8. [PubMed: 21556245]

Telang NT, Suto A, Wong GY, Osborne MP, Bradlow HL. Induction by estrogen metabolite 16
alpha-hydroxyestrone of genotoxic damage and aberrant proliferation in mouse mammary
epithelial cells. J Natl Cancer Inst. 1992; 84:634—638. [PubMed: 1556774]

Liu ZJ, Zhu BT. Concentration-dependent mitogenic and antiproliferative actions of 2-
methoxyestradiol in estrogen receptor-positive human breast cancer cells. J Steroid Biochem Mol
Biol. 2004; 88:265-275. [PubMed: 15120420]

Zhu BT, Han GZ, Shim JY, Wen Y, Jiang XR. Quantitative structure-activity relationship of
various endogenous estrogen metabolites for human estrogen receptor alpha and beta subtypes:
Insights into the structural determinants favoring a differential subtype binding. Endocrinology.
2006; 147:4132-4150. [PubMed: 16728493]

Key TJ, Wang DY, Brown JB, Hermon C, Allen DS, Moore JW, et al. A prospective study of
urinary oestrogen excretion and breast cancer risk. Br J Cancer. 1996; 73:1615-1619. [PubMed:
8664140]

Taioli E, Im A, Xu X, Veenstra TD, Ahrendt G, Garte S. Comparison of estrogens and estrogen
metabolites in human breast tissue and urine. Reprod Biol Endocrinol. 2010; 8:93. [PubMed:
20678202]

Strauss, JF.; Barbieri, RL. Yen and Jaffe's Reproductive Endocrinology. 5th ed.. Philadelphia:
Elsevier Saunders; 2004.

Collins LC, Marotti JD, Baer HJ, Tamimi RM. Comparison of estrogen receptor results from
pathology reports with results from central laboratory testing. J Natl Cancer Inst. 2008; 100:218—
221. [PubMed: 18230800]

Colditz GA, Rosner BA, Chen WY, Holmes MD, Hankinson SE. Risk factors for breast cancer
according to estrogen and progesterone receptor status. J Natl Cancer Inst. 2004; 96:218-228.
[PubMed: 14759989]

Missmer SA, Eliassen AH, Barbieri RL, Hankinson SE. Endogenous estrogen, androgen, and
progesterone concentrations and breast cancer risk among postmenopausal women. J Natl Cancer
Inst. 2004; 96:1856-1865. [PubMed: 15601642]

Baird DD, McConnaughey DR, Weinberg CR, Musey PI, Collins DC, Kesner JS, et al. Application
of a method for estimating day of ovulation using urinary estrogen and progesterone metabolites.
Epidemiology. 1995; 6:547-550. [PubMed: 8562634]

Cancer Res. Author manuscript; available in PMC 2013 February 1.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuey JoyIny vd-HIN

Eliassen et al. Page 15

OH
e ————— >

Estrone 17B-Estradiol

o
=OH
HO

2-Hydroxyestrone ° 4-Hydroxyestrone 16a-Hydroxyestrone

[/ HO
OH H3CO
2-Hydroxyestrone-
HO 3-methyl ether
HO (o} 17-Ep|estr|ol
. HO

2-Hydroxyestradiol OcH, Estriol

H;CO 4-Methoxyestrone
HO
2-Methoxyestrone
// §
v OH Ho 16-Ep|estr|ol
OCH;3
Hico 4-Methoxyestradiol 16-Ketoestradiol

HO
2-Methoxyestradiol

Figure 1. Pathways of endogenous estrogen metabolism
Figure first published in Eliassen et al, Cancer Epidemiol Biomarkers Prev 2009 (ref 42)

Cancer Res. Author manuscript; available in PMC 2013 February 1.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuei\ Joyiny Vd-HIN

Eliassen et al. Page 16

30 7

25

20 +°
=
w
s
g |
%5 15
N
c
©
(7]
2

10 -

5 47

0 : . . r r :

Q S A N
& &° & &° & &° g
oM & N Q@ < & <
<& & & & *z"’ & N
S S S 3 &
Q&*" *&° ‘“5“ SRS
> X 3 4
v v '\;® O
X
z‘—)
Sl
Q:\
oY
Parent EM 2-pathway 4-pathway 16-pathway

Figure 2. Mean percent of summed total of 15 urinary estrogens and estrogen metabolites (EM)
among controls

Cancer Res. Author manuscript; available in PMC 2013 February 1.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuei\ Joyiny Vd-HIN

Eliassen et al. Page 17
3A: Total EM, Parent EM, Pathways 3B: Catechol EM
3 3
P-trend: P-trend:
0.07 had ad 0.005 015 033 071 0.26 0.20 0.13 0.11 0.33
25 25
o O
R ? xX?
a a
> v
g 15 ‘ £ 15 ’
(] ()
> 2z |
) i)
I AE | A E, |
05 05
Quarlile Culpuints

~

5

in ~

Relative Risk, 95% CI

0s

Quartile Cutpoints

137/191/268 27.4/42.7/619 17.7/27.6/416 9.52/13.7/20.1 41.6/68.3/106 3.31/5.70/9.49 42.7/69.3/107 36.7/62.5/96.7 32.9/55.9/88.1 29.9/508/794  3.23/531/9.08 297/5.53/9.35
[
Total EM Parent EM Estrone  Estradiol 2-pathway 4-pathway  16-pathway Catechol 2-Catechol 2-Hydroxy- 2-Hydroxy-  4-Hydroxy-
**Significantly non-linear; p-curvature=0.01 for parent EM and estrone EM EM estrone estradiol estrone
3C: Methylated EM 3D: 16-pathway EM
3
P-trend: P-trend:
0.06 0.07 0.14 0.26 0.08 0.34 0.15 0.07 0.33 0.01 0.89 0.22 0.73

Quartile Cutpoints

7.13/10.7/159

Methylated
Catechol EM

Relative Risk, 95% Cl

IRVIEVAUR VRN )

6.86/10.4/155 544/8.42/125 048/073/111 072113175 0.11/0.20/0.42 006/0.13/0.27  0.02/0.08/0.12

Quartile Cutpoints
710/116/196  076/148/280  189/302/475  886/141/203  4.14/629/9.15

[

Methylated  2-Methoxy- 2-Methoxy- 2-Hydroxy Methylated ~ 4-Methoxy- 4-Methoxy- 16a-Hydroxy- 17‘9'Pi' Estriol 16-ke$o 16-e'pi

2-Catechol estrone estradiol  estrone-3- 4-Catechol estrone estradiol estrone estriol estradiol  estriol
EM methyl ether EM

Figure 3. A-D. Multivariate* RRs (95% CI) of breast cancer according to quartiles (pmol/mg
creatinine) of Estrogens and Estrogen Metabolites in the Nurses' Health Study 11
*Multivariate models adjusted for: first morning urine (yes, no), BMI at age 18 (<21, 21—
<23, 223), age at menarche (<12, 12, 13, >14), parity & age at first birth (nulliparous, 1-2
children & <25 yrs, 1-2 children & 25-29 yrs, 1-2 children & =30 yrs, >3 children & <25
yrs, 23 children & =25 yrs), family history of breast cancer (yes, no), history of benign
breast disease (yes, no)
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Figure 4. A-B. Multivariate* RRs (95% CI) of breast cancer according to quartiles of EM ratios
in the Nurses' Health Study 11

*Multivariate models adjusted for: first morning urine (yes, no), BMI at age 18 (<21, 21—
<23, 223), age at menarche (<12, 12, 13, >14), parity & age at first birth (nulliparous, 1-2
children & <25 yrs, 1-2 children & 25-29 yrs, 1-2 children & >30 yrs, >3 children & <25
yrs, 23 children & >25 yrs), family history of breast cancer (yes, no), history of benign
breast disease (yes, no)
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Page 19

Characteristics of breast cancer cases and matched controls in the Nurses’ Health Study I1; mean (SD) or %

Cases (N=247)

Controls (N=485)

Age at urine collection, y 43.4 (4.0)
Days to next menstrual period 7.7@3.1)
Collected in anovulatory cycle, % 9.4
Age at menarche, y 12.5(1.4)
BMI at age 18, kg/m? 20.7 (3.0)
BMI at urine collection, kg/m? 24.5 (4.9)
Weight change since age 18, kg 10.2 (10.1)
Ever used OCs, % 85.4
Duration of past OC use?, y 2.6 (0.6)
Nulliparous, % 215
Parity™, children 2.2(0.8)
Age at first birth*, y 27.4(4.7)
Ever breast fed*, % 79.4
Family history of breast cancer, % 134
History of benign breast disease, % 20.2

431 (3.8)
7.6(2.9)
11.6
12.5 (1.4)
21.0 (2.9)
25.2 (5.5)
11.2 (11.5)
85.6
25(0.5)
19.4
23(L.0)

26.7 (4.5)
83.6

9.1
14.9

#
Among ever OC users only

*
Among parous women only
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Table 2

Page 20

Multivariate RRs (95% CI) of breast cancer according to cross-classified luteal urinary EM and luteal plasma
estrogens, among ovulatory women only in the Nurses' Health Study 11

Urine/Plasma levels™

Low/High

High/Low

High/High

Low/Low
Estrone: luteal urine & luteal plasma

1.00 (ref)
Estradiol: luteal urine & luteal plasma

1.00 (ref)
Estrone: luteal urine & follicular plasma

1.00 (ref)
Estradiol: luteal urine & follicular plasma

1.00 (ref)

0.85 (0.52-1.39)

1.19 (0.74-1.90)

0.97 (0.61-1.53)

0.97 (0.61-1.54)

0.56 (0.32-0.97)

0.63 (0.35-1.13)

0.68 (0.41-1.14)

0.60 (0.36-1.01)

0.65 (0.43-0.99)

0.67 (0.43-1.05)

0.64 (0.40-1.04)

0.58 (0.34-0.97)

Multivariate models adjusted for: first morning urine (yes, no), BMI at age 18 (<21, 21-<23, >23), age at menarche (<12, 12, 13, >14), parity &
age at first birth (nulliparous, 1-2 children & <25 yrs, 1-2 children & 25-29 yrs, 1-2 children & >30 yrs, >3 children & <25 yrs, >3 children &
>25 yrs), family history of breast cancer (yes, no), history of benign breast disease (yes, no)

*
Cutpoints based on medians of urine and plasma levels
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