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Abstract

The association between lifestyle and survival after colorectal cancer has received limited attention. The female sex hormone, oestrogen, has
been associated with lower colorectal cancer risk and mortality after colorectal cancer. Phyto-oestrogens are plant compounds with structure
similar to oestrogen, and the main sources in Western populations are plant lignans. We investigated the association between the main lignan
metabolite, enterolactone and survival after colorectal cancer among participants in the Danish Diet, Cancer and Health cohort. Prediagnosis
plasma samples and lifestyle data, and clinical data from time of diagnosis from 416 women and 537 men diagnosed with colorectal cancer
were used. Enterolactone was measured in plasma using a liquid chromatography-tandem mass spectrometry (LC-MS/MS) method.
Participants were followed from date of diagnosis until death or end of follow-up. During this time, 210 women and 325 men died (170
women and 215 men died due to colorectal cancer). The Cox proportional hazards model was used to estimate hazard ratios (HR) and 95 %
CI. Enterolactone concentrations were associated with lower colorectal cancer-specific mortality among women (HRper doubling: 0-88, 95 % CI
0-80, 0-97, P=0-0123). For men, on the contrary, enterolactone concentrations were associated with higher colorectal cancer-specific mortality
(HRper doubling: 1-10, 95% CI 1-01, 1-21, P=0-0379). The use of antibiotics affects enterolactone production, and the associations between
higher enterolactone and lower colorectal cancer-specific mortality were more pronounced among women who did not use antibiotics
(analysis on a subset). Our results suggest that enterolactone is associated with lower risk of mortality among women, but the opposite
association was found among men.
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Colorectal cancer is the third most common cancer type, with
1-4 million cases diagnosed worldwide in 2012, While the
incidence, in general, has been increasing, the mortality has
been decreasing in most regions>®, and thus, there are large
number of colorectal cancer survivors. In the USA alone, there
are more than 1-2 million colorectal cancer survivors, and the
number is expected to increase to more than 1-5 million by
2024, While there is strong evidence of diet and physical
inactivity playing a role in colorectal cancer, the influence of
dietary and lifestyle risk factors on survival among colorectal
cancer patients remains much less studied. There are indica-
tions of a Western dietary pattern being associated with higher
overall monality(é). Specifically, in the American cohorts Nurses’
Health Study and Health Professionals Follow-up Study, intake
of whole grains has been associated with better survival among

people diagnosed with colorectal cancer”.

Incidence rates of colorectal cancer are higher among men
than among women, and it has been hypothesised that this is
partly due to a protective effect of oestrogen. Two types of oes-
trogen receptors (ER) have been identified, ERa and ERS, with the
latter predominantly expressed in both malignant and normal
colonic epithelium, but with decreasing expression with cancer
progression®”. Furthermore, ERf is shown to inhibit tumour cell
proliferation, whereas ERa may increase cell proliferation®.
Phyto-oestrogens have also been suggested as protective against
colorectal cancer due to the oestrogen-like structure, and phyto-
oestrogens have higher affinity for ERf than ERa"'. In Europe
and North America, plant lignans are the main type of phyto-
oestrogens consumed deriving from, for example, whole grains
and fibre-rich vegetables; however, seeds such as sesame seed
and flaxseed have the highest content, but are less con-

sumed ™. In Asia, isoflavonoids from, for example, soya

Abbreviations: DCCG, Danish Colorectal Cancer Group; ER, oestrogen receptor; HR, hazard ratio; UICC, Union for International Cancer Control.
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products remain the most studied, and a high intake has been
related to lower colorectal cancer risk in Asian populations™®. A
previous study based on the same cohort as the present study
found enterolactone, the main microbial-derived metabolite of
plant lignans, to be associated with lower colorectal cancer inci-
dence among women, but with a higher risk among men”®. A
recent meta-analysis, which investigated the association between
enterolactone concentration, plant lignan intake and colorectal
cancer risk"* found no significant associations. However, the
results were based on only four cohort studies. Thus, few studies
have been conducted, and colorectal cancer survivorship remains
almost unstudied.

When plant lignans are ingested, they are converted into
primarily enterolactone by the gut microbiota. Therefore, the
circulating level of enterolactone depends on the intake of lig-
nans and on the capacity of the gut microbiota to convert plant
lignans to mainly enterolactone. Microbial disturbing factors
such as antibiotics may affect the enterolactone production®,
and other factors like body fatness and smoking have also been
related to lower concentrations''”"'® . Phyto-oestrogens share
structural similarities with endogenous oestrogens and can exert
agonist or antagonist effects on the ER'. Another much more
studied type of exogenous oestrogen is menopausal hormone
therapy. Use of exogenous oestrogens has been related to
lower risk®”, especially for ERf-positive cancer®”. A recent
cohort study found the use of menopausal hormone therapy
postdiagnosis to be associated with lower risk of colorectal
cancer mortality®®. However, overall the role of menopausal
hormone therapy in colorectal cancer aetiology and progression
is complex and remains largely undetermined.

From both epidemiological and mechanistic studies, it seems
plausible that enterolactone could play a role in colorectal cancer
progression. The aim of the present study was to investigate the
association between prediagnosis plasma concentrations of
enterolactone among persons diagnosed with colorectal cancer in
relation to all-cause and cause-specific mortality. We hypothe-
sised that high enterolactone concentrations were associated with
lower all-cause and colorectal cancer-specific mortality.

Methods
Study population

The ongoing Danish cohort study ‘Diet, Cancer and Health’
consists of 57053 men and women (with response rates of 34
and 37%, respectively). The participants were recruited in
1993-1997, and they were 50-64 years of age at invitation . At
recruitment, participants completed a validated 192-item
FFQ®?, a lifestyle questionnaire, and had anthropometric
measurements taken by trained personnel. From each partici-
pant, a total of 30ml blood was drawn, spun and divided into
plasma, serum and ‘buffy coat’. The samples were processed
and frozen within 2 h at —20°C and thereafter stored in liquid N,
(maximum —150°C)%>.

Incidence of colorectal cancer

In all, 57053 participants were followed from recruitment (1993—
1997) for colorectal cancer incidence until end of 2009. Through

linkage to the Danish Cancer Registry®”, which holds information

on all cancer cases in Denmark, 1003 first incident primary col-
orectal cancer cases with plasma samples available in the biobank
were identified. The colorectal cancer cases were identified as
codes C18-C20 in the 10th revision of the International Statistical
Classification of Disease, Injury and Causes of Death-10. Proximal
colon cancers include cancers of the caecum, appendix, ascend-
ing colon, hepatic flexure, transverse colon and splenic flexure
(C18:0-C18:5); distal colon cancer includes the descending
(C18:6) and sigmoid colon (C18:7). Overlapping (C18:8) and
unspecified lesions (C18:9) were grouped as ‘overlapping/
unspecified’, and cancers of the rectosigmoid junction (C19:9;
region at the transition between colon and rectum) of the colon
were grouped among all colon cancers and grouped as ‘recto-
sigmoid junction’ (C18:0-C18:9). Cancers of the rectum (C20)
were grouped as rectal cancer.

Laboratory analyses: plasma concentrations of
enterolactone

Plasma concentration of enterolactone was successfully mea-
sured in 1002 of the 1003 plasma samples from participants later
diagnosed with colorectal cancer. A high-throughput liquid
chromatography—tandem mass spectrometry (LC-MS/MS) was
used to measure enterolactone as glucuronide-conjugated,
sulphate-conjugated and in free form®. Previous studies have
used a fluoro-immunoassay method that applies enzymatic
hydrolyses for deconjugation of enterolactone and further time-
consuming diethyl ether extraction®”. The method used in the
present study consists of simple solid-phase extraction using
ninety-six-well plates combined with short LC-MS/MS run,
which offers the handling of 192 samples per d. The used LC-
MS/MS method furthermore has superior selectivity and sensi-
tivity and can quantify enterolactone in its intact forms as
conjugate of glucuronic and sulphonic acids and as free
enterolactone without any modification of sample%).

Endpoints and clinical characteristics

Information on vital status, date of death and cause of death
was obtained from The Danish Civil Registration System
and The Danish Register of Causes of Death®??. Information
on date of disappearance or emigration was from The
Danish Civil Registration System”. End of follow-up was
31 December 2015.

From the database of the Danish Colorectal Cancer Group
(DCCQG), the following information was available: physical sta-
tus of the patient at time of diagnosis according to the American
Society of Anesthesiologists (ASA) physical status classification
system (ASA score)(SO), Charlson comorbidity index® D, clinical
characteristics (cancer stage) and information on cancer treat-
ment received (surgery with curative aim)(32). The DCCG holds
population-based clinical data since May 2001. Study partici-
pants of the present study that were not subsequently con-
firmed to have primary colorectal adenocarcinoma in DCCG
(e.g. benign tumour, tumour located in anus or small intestine)
were excluded (1 360) leaving 966 participants. About 71 % (681
participants of the 966 in total) were diagnosed later than May
2001 and thus had clinical information from DCCG available.
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Participants with missing information on important co-
variates (1 13) were excluded. Of the remaining 953 partici-
pants (416 women and 537 men), 535 died (210 women, 325
men) during follow-up (until 31 December 2015), 385 from
colorectal cancer (170 women, 215 men) and 150 for cause
other than colorectal cancer (40 women and 110 men) (see
online Supplementary Fig. S1 for flow chart).

Antibiotics use

From the Danish National Prescription Registry®, information

on redeemed prescriptions from Danish community pharmacies
since 1995 is available. For the present study, antibiotics use up
to 12 months before blood sample (blood sampling at recruit-
ment, prediagnosis) was obtained. The use of antibiotic was
categorised into three groups based on the most recent filling of
antibiotic prescriptions (as done in a previous study®): 0—
3 months before recruitment, 3~12 months before recruitment
or no use. Since the database was not available until 1995,
12-month prior use of antibiotics could only be obtained from
those that were recruited after 1 January 1996. Thus, analyses
accounting for antibiotics use were only possible for those
recruited from 1 January 1996 (1 523, 55 %).

Statistical analyses

Characteristics from time of recruitment (prediagnosis) and
from time of diagnosis are presented as medians with corre-
sponding percentiles (5th and 95th) or as percentages.

Cox proportional hazards models were used to estimate the
association between prediagnosis plasma concentrations of
enterolactone in relation to all-cause and cause-specific mortality
(colorectal cancer-specific mortality and other causes of death).
Time since diagnosis (defined as time elapsed from date of
diagnosis until exit) was used as underlying time scale. The par-
ticipants were followed from date of diagnosis of colorectal cancer
until date of death (n 535), disappearance (n 0), emigration (7 2)
or end of follow-up (31 December 2015), whichever came first.
For colorectal cancer-specific mortality and other causes of death,
deaths from the other cause(s) were censored. Linearity of the
associations for enterolactone (exposure) and all continuous
co-variates were evaluated using linear splines with three knots
placed at the quartile cut-off points among deceased partici-
pants®?
order to obtain linearity; none of the other evaluated variables
showed departures from linearity. Based on a priori assumption,
separate analyses were performed by sex.

The exposure, enterolactone was investigated both as a
continuous variable and as a categorical variable. The con-
tinuous variable was the log-transformed concentration so one

. Enterolactone concentration was log-transformed in

unit difference corresponds to a doubling in concentration. The
categorical variable corresponded to sex-specific quartiles
among all participants with the lowest quartile as reference. The
results are presented as hazard ratios (HR) with 95% CI. Two
models were conducted; a minimally adjusted model (model 1a)
(adjusted for age at diagnosis) and a model adjusted for
potential confounders (model 1b). In model 1b, age at diag-
nosis, smoking status and length of schooling were included
a priori. The following variables were further evaluated using a

change-in-estimator criterion with a cut-off of 10% of the con-
tinuous estimate of enterolactone, pack-years, fasting status,
BMI, waist circumference, alcohol intake, participation in
sports, hours a week spent on sport activities, intake of pro-
cessed meat, intake of red meat, intake of dairy products, total
Ca intake and frequency of bowel movements and for women,
menopausal status and use of menopausal hormones. For BMI
and waist circumference, both alone changed the association
more than 10 %. However, adding BMI to the analysis adjusted
for waist circumference did not change the association more
than 10 %, and thus, the analyses were only adjusted for waist
circumference. The following were thus included in model 1b
for both men and women; age at diagnosis, smoking status
(current, former, never), schooling (as measure of socio-
economic status, <7, 8-10, >11 years), quantification of cigar-
ette smoking, that is, pack-years (lifetime average number of
cigarettes smoked multiplied by the number of years smoked
divided by 20. One pack of cigarettes has twenty cigarettes),
waist circumference (cm), alcohol intake (abstainer yes/no,
continuous intake), intake of processed meat (g/d, all con-
sumed processed meat) and frequency of bowel movements
(<4 times/week, 5-6 times/week, 1 time/d, >2 times/d).

Analyses restricted to those with diagnosis after May 2001
(and thus clinical data available from DCCG) were made; one
analysis was adjusted for general health at time of diagnosis,
that is, Charlson comorbidity index (0, 1, >2) and ASA score
I, 10, I, IV); furthermore, one analysis was made with
adjustment for treatment, that is, radical surgery performed (yes,
no). Information on chemotherapy was unfortunately unavail-
able for most of the participants in the present study.

In order to test whether the use of antibiotics up to 12 months
before blood sampling (exposure measurement) lead to dif-
ferential associations, analyses including only participants
recruited after 1 January 1996 (n 523, 55 %) were performed.
Possible differential associations by antibiotics use was inves-
tigated by associating plasma enterolactone with events allow-
ing for different associations for each of the two categories of
antibiotics use (binary, used antibiotics 0-12 months before
blood sampling, yes/no). Comparison of the regression coeffi-
cients was done using a Wald test for the hypothesis of equal
regression coefficients. We furthermore investigated the asso-
ciation between plasma levels of log-transformed enterolactone
as dependent variable and estimated log-transformed lignan
intake (estimated using dietary intake from the FFQ and the
Phenol Explorer®) depending on the use of antibiotics within
12 months before blood sampling. Results are reported as the
percentage change in enterolactone concentration (with corre-
sponding 95% CI and P values) per doubling in lignan intake
according to prior use of antibiotics.

Possible differential associations with plasma enterolactone by
tumour subsite and Union for International Cancer Control (UICC)
stage were tested allowing different associations with the log-
transformed enterolactone concentration for each category of
tumour subsite/UICC stage. Comparison of the regression coeffi-
cients was done using a Wald test for the hypothesis of equal
regression coefficients. For the analyses for UICC stage, it was only
possible to conduct the analysis on a subset (68%). Lastly, pos-
sible differential associations by time between blood sampling and
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diagnosis was investigated (0-5, >5-10, >10 years). The above
analyses were performed for all-cause mortality only due to lim-
ited statistical power for cause-specific mortality.

Before conducting the study, power calculations were made
to make sure that the number of participants and events were
sufficient to measure the expected effect size. The power cal-
culations are based on the assumption of a log-rank two-sample
test comparing those above to those below the median enter-
olactone concentration and are based on an anticipated number
of colorectal cancer cases of 1038 with an expected 5-year
survival of 55% among those with levels below the median.
With a statistical power of 90% and a two-sided significance
level of 0-05, a risk reduction of 25% can be detected (or with
80% power, a risk reduction of 22 %).

SAS® statistical software release 9.4 was used for statistical
analyses. The PHREG procedure was used for the Cox propor-
tional hazard models and the ‘assess ph’ option was used to test
for proportionality, and no violation was found. The ‘test’ state-
ment in PHREG was used to perform the Wald test. The GIM
procedure was used to investigate associations between entero-
lactone and estimated lignan intake depending on antibiotics use.
The power analysis was made using the POWER procedure. The
UNIVARIATE and FREQ procedures were used for descriptive
analyses. Statistical significance level was P<0-05.

Ethics

The present study has obtained approvals from The National
Committee on Health Research Ethics (Den Videnskabsetiske
Komité for Region Hovedstaden) and the Danish Data Protec-
tion Agency. Approval to link with the database of DCCG was
obtained through the Danish Clinical Registries (‘Regionernes
Kliniske Kvalitetsudviklingsprogram’; RKKP). Linkage with the
Danish National Prescription Registry was approved by the
Danish authorities (Sundhedsdatastyrelsen), and made through
Statistics Denmark.

Results

Of the 416 women and 537 men diagnosed with colorectal
cancer, 210 women (50%) and 325 men (61%) died during
follow-up (170 women and 215 men had colorectal cancer as
cause of death, and the remaining forty women and 110 men
died due to other causes). Those with an enterolactone con-
centration in the highest quartile had a lower prediagnosis BMI,
higher intake of whole grains and had longer educations.
Additionally, more reported to have constipation (frequency of
bowel movements <4 times/week) (Table 1). Those who died
during follow-up had more advanced disease and more
comorbidities. For prediagnosis lifestyle, those that died during
follow-up were more likely to be smokers. The prediagnosis
median enterolactone concentration was 19 (5th-95th percen-
tile 2-83)nmol/l for women and 18 (5th-95th percentile
3-90) nmol/1 for men. Among women, those that died during
follow-up tended to have lower enterolactone concentrations,
whereas no apparent difference was observed for men (online
Supplementary Table S1).

For women, enterolactone concentrations were borderline
associated with all-cause mortality (HRpodel 15, per doubling in con-
cenmation: 0:92, 95% CI 0-84, 1-00, P=0-0509) (Table 2). For
colorectal cancer-specific mortality, a 12% lower risk per
doubling in enterolactone concentration was observed
(HRmodcl 1b, per doubling in concentration* 0-88, 95% CI 0-80, 0977
P=0-0123), and no association was found for non-colorectal
cancer mortality. The above continuous associations is also
illustrated by the women with enterolactone concentrations in
the highest quartile on average having a 37 % lower colorectal
cancer-specific mortality (HRpoqel 11: 063, 95% CI 0-41, 0-99)
compared with women with enterolactone concentrations in the
lowest quartile. For men, no statistically significant association
was found between enterolactone and all-cause mortality or
other non-colorectal cancer-specific mortality. For colorectal
cancer-specific mortality, for men, a doubling in enterolactone
was associated with a 10% higher risk of colorectal cancer-
SPECiﬁC mOftahtY (HRmOdel 1b, per doubling in concentration* 1-10, 95%
CI 1-01, 1-21, P=0-0379). No tendencies of dose-response
relationships illustrated by quartile estimates were observed for
men for any of the outcomes.

Investigation of possible differential associations between
events and plasma enterolactone depending on use of anti-
biotics up to 12 months before blood sampling (enterolactone
measurement) was possible on a subset (12 523, 55 %) (Table 3).
For women, the association with all-cause mortality and color-
ectal cancer-specific mortality seemed more pronounced
among those that did not use antibiotics 0-12 months before
blood sampling, although the test for interaction was statistically
insignificant. For men, no sign of interaction was found,
although signs of a direct association was most pronounced
among those that used antibiotics. The association between
plasma enterolactone concentrations and estimated intake of
lignans was investigated according to antibiotics use (data not
shown). For women that did not use antibiotics, a doubling in
estimated lignan intake was associated with a 56% higher
enterolactone concentration (56 %, 95 % CI 15, 110, P=0-0041),
and for those who used antibiotics 0-12 months before blood
sampling, no association was found. For men, no association
was found among those that did not used antibiotics, whereas a
surprising inverse association was found among those that did
use antibiotics 0-12 months before blood sampling (49 %, 95 %
CI -72, -6, P=0-0317).

Potential differences by tumour site and UICC stage was
investigated (Table 4). For tumour subsites, the P value for
interaction was statistically insignificant for men and women.
For women, however, the inverse association between entero-
lactone and all-cause mortality appeared more pronounced
proximal colon cancer subtypes, and the association appeared
less pronounced the closer the tumour was to the rectum. For
UICC stage, an interaction was observed for both women and
men. For women, the association between enterolactone and
mortality endpoints seemed most pronounced among women
with UICC stages II and III, and for men, those with stages I and
IV had a point estimate much higher than 1-00.

Adjusting for associations between plasma enterolactone and
all-cause mortality for general health status and cancer treat-
ment did not change estimates (online Supplementary Table S2).
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Table 1. Characteristics of women and men diagnosed with colorectal cancer for all and according to prediagnosis quartile (Q) of plasma enterolactone
concentration*
(Numbers and percentages; medians and 5th—95th percentiles (P5—-P95))

Women (n 416) Men (n 537)
Quartile of prediagnosis plasma concentration of Quartile of prediagnosis plasma concentration of
enterolactone (nmol/l) enterolactone (nmol/l)
Q2 (10-0- Q3 (19:3- Q4 Q2 (9:0- Q3 (18:3- Q4
Q1 (<9-9)§ 19-2)§ 38:5)§ (>386)§ Q1 (<89)§ 18-2)§ 37-1)§ (>37-2)§
n 104 n 104 n 104 n 104 n 136 n 133 n 133 n 135
n % n % n % n % n % n % n % n %
Follow-up
Follow-up time used in study (time from diagnosis until death or end of follow-up)
Median 5 7 8 9 7 6 6 6
P5-P95 0-17 1-17 0-17 0-19 0-16 0-16 0-15 0-15
Event
Deceased 59 57 58 56 50 48 43 41 80 59 82 65 8 63 79 59
Deceased (colorectal cancer) 51 49 43 41 39 38 37 36 446 34 60 45 53 40 56 41
Deceased (non-colorectal cancer) 8 8 15 14 11 11 6 6 34 25 22 17 31 23 28 17
From time of diagnosis
Age at diagnosis (years)
Median 66 65 67 64 66 66 66 66
P5-P95 67-77 58-74 55-76 55-74 58-75 58-76 57-76 57-75
Colorectal cancer subtypes
Proximal colon cancer 44 42 24 23 35 34 21 20 31 23 30 23 33 25 28 21
Distal colon cancer 23 22 37 36 27 26 37 36 36 26 37 28 37 28 42 3
Rectosigmoid junction 6 6 5 5 4 4 4 4 6 4 8 6 11 8 4 3
Rectum 25 24 34 33 32 31 37 36 55 40 57 43 46 35 58 43
Overlapping and unspecified 6 6 4 4 6 6 5 5 8 6 1 1 6 5 3 2
UICC stagett
Stage | (T1 or T2, NO, MO) 11 17 7 11 9 13 11 17 14 14 15 17 15 17 25 25
Stage Il (T3 or T4, NO, M0) 13 20 19 31 27 38 22 34 3 35 27 30 27 30 34 34
Stage Ill (any T stage, N1 or N2, M0) 23 35 21 34 16 2 17 27 29 29 27 30 29 32 20 20
Stage IV (M1) 19 29 15 24 20 28 14 22 23 283 20 22 19 21 20 20
Charlson comorbidity indext
0 54 74 52 81 63 83 59 91 77 74 73 76 78 83 80 80
1 10 14 9 14 6 8 6™ 9™ 16 15 15 16 9 10 8 8
>2 9 12 3 5 7 9 11 11 8 8 7 7 12 12
ASA scoretq]
| (normal healthy patient) 18 31 22 35 19 26 20 33 27 27 26 29 23 27 30 33
Il (patient with mild systemic disease) 31 53 35 56 43 60 33 55 56 57 45 51 47 55 45 49
Il (patient with severe systemic 9** 16 5 8 7 10 7 12 16 16 14 16 11 13 16™ 17
disease)
IV (patient with severe systemic 0 0 3 4 0 0 4 4 4 5
disease that is a constant threat to life)
Radical (curative) surgeryt 11
Radical surgery performed 46 68 46 74 51 67 50 77 72 71 65 72 66 74 69 70
Radical surgery not performed 22 32 16 26 25 33 15 23 30 29 25 28 23 26 29 30
From recruitment (prediagnosis)
BMI (kg/m?)
Median 27 26 25 25 28 27 26 25
P5-P95 20-38 20-34 20-35 20-33 23-34 21-34 21-31 21-33
BMI group (kg/m?)
BMI <25 32 31 46 44 49 47 54 52 27 20 44 33 48 36 66 49
BMI >25 to <30 42 40 39 38 33 32 36 3 76 56 63 47 75 56 50 37
BMI >30 30 29 19 18 22 21 14 13 33 24 26 20 10 8 19 14
Menopausal status
Premenopausal 10 10 11 11 10 10 17 16 - - - - - - - -
Postmenopausal 94 90 93 89 94 90 87 84 - - - - - - - -
Use of hormones
Never 61 59 58 56 66 63 67 64 - - - - - - - -
Former 16 15 26 25 5 5 14 13 - - - - - - - -
Current 27 26 20 19 33 32 23 22 - - - - - - - -
Schooling
Short (<7 years) 47 45 46 44 34 383 32 3 54 40 49 37 40 30 38 28
Medium (8-10 years) 42 40 38 37 51 49 54 52 60 44 60 45 58 44 66 49
Long (>11 years) 15 14 20 19 19 18 18 17 22 16 24 18 35 26 31 23

Participate in sports (yes) 46 44 59 57 48 46 62 60 53 39 56 42 68 51 58 43

ssaud Aisianun abpliquied Aq auluo paysiiand £71200815tL L£000S/2101°01/B10"10p//:sdny


https://doi.org/10.1017/S0007114518002143

o

British Journal of Nutrition

Enterolactone and colorectal cancer survival

Table 1. Continued

557

Women (n 416)

Men (n 537)

Quartile of prediagnosis plasma concentration of
enterolactone (nmol/l)

Quartile of prediagnosis plasma concentration of
enterolactone (nmol/l)

Q2 (10-0- Q3 (19-3— Q4 Q2 (9-0- Q83 (18-:3- Q4
Q1 (<9-9)§ 19-2)§ 38:5)§ (>38-6)§ Q1 (<89)§ 18-2)§ 37-1)§ (>37-2)§
n 104 n 104 n 104 n 104 n 136 n 133 n 133 n 135
n % n % n % n % n % n % n % n %
Smoking status
Never 40 38 38 37 51 49 47 45 28 21 26 20 28 21 25 19
Former 17 16 24 238 22 21 30 29 44 32 44 33 48 36 63 47
Current 47 45 42 40 31 30 27 26 64 47 63 47 57 43 47 35
Pack-years of smoking (for current and
former smokers)
Median 23 21 15 13 31 28 31 26
P5-P95 7-43 2-41 3-35 1-35 5-69 5-73 4-62 4-94
Alcohol intake
Intake among users (g/d)
Median 6 8 8 11 32 44 26 19
P5-P95 0-40 1-44 1-45 1-42 2-93 2-86 3-81 2-75
Frequency of bowel movements
<4 times/week 7 7 14 13 14 13 14 138 g™ 5* 3 2 10 8~ 13 10
5-6 times/week 6 6 4 4 9 9 15 14 3 2 14 10
1 time/d 71 68 67 64 72 69 59 57 63 46 88 66 84 63 73 54
>2 times/d 20 19 19 18 9 9 16 15 65 48 39 29 39 29 35 26
Dietary fibre intake (g/d)
Median 18 19 20 20 20 20 21 21
P5-P95 10-31 10-33 10-34 11-33 11-34 11-32 10-30 11-35
Whole-grain intake (g/d)
Median 30 33 36 40 38 38 40 45
P5-P95 9-68 10-67 9-71 13-81 9-74 13-83 15-89 15-94
Processed meat intake (g/d)
Median 21 18 21 19 36 38 36 30
P5-P95 4-43 6-53 4-48 5-41 7-105 13-110 9-90 7-76
Total plasma enterolactone (nmol/l)
Median 5 14 26 60 5 13 25 58
P5-P95 1-9 10-19 20-36 40-146 1-9 10-18 19-36 39-152
From 0 to 12 months before blood sampling
(recruitment, prediagnosis)
Antibiotics use
0-3 months before blood sampling 11 24 6 13 6 10 6 9 8 11 5 7 4 5 2 3
3-12 months before blood sampling 9 20 12 25 11 18 14 21 9 13 9 12 17 21 9 12
No antibiotics use 0—12 months before 25 56 30 63 43 72 48 7 55 76 60 81 61 74 63 85
blood sampling
Missing (recruited before 1996 — no 59 57 56 54 44 42 36 35 64 47 59 44 51 38 61 45

register data available)

UICC, Union for International Cancer Control; ASA, American Society of Anesthesiologists.
* Characteristics are from recruitment (before diagnosis) and at time of diagnosis. The Diet, Cancer and Health cohort.
1 n, women =138 (33 %) and n, men =138 (33 %) have missing information due to diagnosis before May 2001.

1 n, women=14 (3%) and n, men=15 (3 %) missing (unknown reason).
§ Enterolactone concentrations are expressed in nmol/l.

9 n, women=26 (6 %) and n, men=230 (6 %) missing (unknown reason).
** Two categories merged into one due to n<3 in one of the categories.
1t n, women=7 (2%) and n, men=15 (3 %) missing (unknown reason).

When investigating possible differential associations by time
between blood sampling (enterolactone measurement) and
diagnosis, no sign of interaction was found among women.
Among men, a borderline significant interaction was observed
(P=0-0513), where a direct association between enterolactone
and all-cause mortality was found among those with the
shortest time between blood sampling and diagnosis (0-5
years) (online Supplementary Table S3).

Discussion

High prediagnosis enterolactone concentrations were associated
with lower colorectal cancer-specific mortality among women in
the present study. For men, on the contrary, enterolactone was
associated with higher colorectal cancer-specific mortality,
although no sign of a dose-response relationship was found.
The present study had several potential weaknesses but also
strengths that should be considered before interpreting the
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Table 2. Association between prediagnosis plasma concentrations of enterolactone and risk of all-cause, colorectal cancer-specific mortality, and non-colorectal cancer-specific mortality — women and men
diagnosed with colorectal cancer from the Diet, Cancer and Health cohort (n 953)*
(Hazard ratios (HR) and 95 % confidence intervals)
Women (n 416)
All-cause mortality (n 210) Colorectal cancer-specific mortality (n 170) Non-colorectal cancer-specific mortality (n 40)
Model 1at Model 1bt Model 1at Model 1b} Model 1at Model 1bt
HR 95 % ClI P HR 95% ClI P HR 95% ClI P HR 95% ClI P HR 95% ClI P HR 95%Cl P
Continuous, per doubling in concentration 0-89 0-82, 0-96 0-0037 0-92 0-84, 1.00 0-0509 0-88 0-80,0-96 0-0042 0-88 0-80,0-97 0-0123 093 0-76,1-13 046 1-11 0-88, 1-39 0-38
Q1 (<99)8§ 1.00 Ref. 0-071  1-00 Ref. 0-341  1-00 Ref. 0101 1-00 Ref. 0-22lI 9 q
Q2 (10-0-19-2)§ 0-88 062, 1-27 097 067, 1-41 075 0-50, 1-13 078 0-51,1.18
Q3 (19-3-38-5)§ 075 052, 1-10 0-85 0-58, 1-27 0-69 0445, 1-04 0-71 046, 1-10
Q4 (>38-6)§ 0-60 0-41, 0-89 070 047,1.07 0-60 0-39, 0-92 0-63 0-41, 0-99
o
Men (n 537) 2
E
All-cause mortality (n 325) Colorectal cancer-specific mortality (n 215) Non-colorectal cancer-specific mortality (n 110) iy
N
Model 1at Model 1b% Model 1at Model 1b% Model 1at Model 1bt =
HR 95% ClI P HR 95% ClI P HR 95% ClI P HR 95% ClI P HR 95% ClI P HR 95%ClI P
Continuous, per doubling in concentration 1-01 0-94, 1.09 0-75 1.07 0-99, 115 0-10 1.06 097,115 0-22 110 1-01,1-21 0-0379 092 0-82,1-04 0-18 098 0-86, 1-13 0-80
Q1 (<89)8§ 1.00 Ref. 0-821 1.00 Ref. 0-32I  1-00 Ref. 0-32I  1-00 Ref. 0-09II 9 q
Q2 (9-0-18-2)§ 111 0-82, 1-52 1.30 0.95,1.78 1.44 0.98, 2-11 1.64 1.10, 2:43
Q3 (18-3-37-1)§ 113 0-83, 1-54 1.31 0.95, 1-81 1.27 0-85, 1-88 1-44 0-95, 217
Q4 (>37-2)§ 1.02 0.75, 1-39 1.27 0.91,1.78 1.25 0-85, 1-85 1.52 1.00, 2-31

Q, quartiles; Ref., reference.

* HR and 95 % CI were obtained by the Cox proportional hazards model.

1 Model 1a: adjusted for age.

1 Model 1b: additionally adjusted for smoking status (current, former, never), schooling (as measure of socio-economic status, <7, 8-10, >11 years), quantification of cigarette smoking, that is, pack-years, waist circumference (cm), alcohol
intake (abstainer yes/no, continuous intake), intake of processed meat (g/d) and frequency of bowel movements (<4 times/week, 5-6 times/week, 1 time/d, >2 times/d).

§ Enterolactone concentrations are expressed in nmol/l.

Il Overall P value for quartiles (main effect of the categorical variable).

9 Numbers of events too small for analysis.
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Table 3. Association between prediagnosis plasma concentrations of enterolactone as continuous (per doubling in concentration) and risk of all-cause, colorectal cancer-specific mortality, and non-
colorectal cancer-specific mortality — separately for those that used antibiotics 0—12 months before blood sampling and those that did not, respectively — women and men diagnosed with colorectal cancer
from the Diet, Cancer and Health cohort*t
(Numbers, hazard ratios (HR) and 95 % confidence intervals)

Women (n 221)

All-cause mortality

CRC-specific mortality

Non-CRC mortality

(n 108) (n 86) (n22)
Continuous, per doubling P value for P value for P value for
in concentration n Events HRt 95% ClI interaction n Events HR% 95 % CI interaction n Events HRt 95% Cl interaction
Antibiotics users§ 75 36 0-96 077, 1-20 0-40 75 27 0-90 070, 1-16 0-64 75 9 1-21 072, 2-03 0-53
None usersll 146 72 0-86 0-73, 1-01 146 59 0-84 0-70, 1-00 146 13 0-99 067, 1-47
Men (n 302)
All-cause mortality CRC-specific mortality Non-CRC mortality
(n 180) (n 120) (n 60)
Continuous, per doubling n Events HR} 95% ClI P value for n Events HRt 95 % CI P value for n Events HR% 95% ClI P value for
in concentration interaction interaction interaction
Antibiotics users§ 63 32 1-10 0-87, 1-39 0-60 63 17 117 0-85, 1-62 0-54 63 15 1-01 0-70, 1-45 0-83
None usersll 239 148 1.03 092, 1-15 239 103 1.05 091, 1.20 239 45 0-96 078, 1-19

CRC, colorectal cancer.

* On a subset, those recruited from 1 January 1996 (n 523).

1 HR and 95 % Cl were obtained by the Cox proportional hazards model.

1 All analyses adjusted for age, smoking status (current, former, never), schooling (as measure of socio-economic status, <7, 8-10, >11 years), quantification of cigarette smoking, that is, pack-years, waist circumference (cm), alcohol
intake (abstainer yes/no, continuous intake), intake of processed meat (g/d) and frequency of bowel movements (<4 times/week, 5-6 times/week, 1 time/d, >2 times/d).

§ Used antibiotics <12 months before blood sampling, that is, enterolactone measurement.

Il Did not take antibiotics <12 months before blood sampling, that is, enterolactone measurement.
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Table 4. Analyses by tumour subsite and UICC stage of the association between prediagnosis enterolactone concentrations as continuous (per doubling)
and all-cause mortality — women and men diagnosed with colorectal cancer from the Diet, Cancer and Health cohort*

(Numbers, hazard ratios (HR) and 95 % confidence intervals)

Women (n 416) Men (n 537)
HRt HRt

Colorectal tumour subsite n Events perdoubling 95% Cl P value for interaction n Events perdoubling 95% Cl P value for interaction
Proximal colon cancer 124 59 0-84 0-74, 0-95 0-40% 122 65 1-09 0-96, 1-25 0-32%
Distal colon cancer 124 58 0-90 0-81, 1-00 152 91 1.07 097,117
Rectosigmoid junction 19 12 0-98 0-82,1-16 29 23 117 1.02, 1-34
Rectum 128 66 0-98 0-85, 1-13 216 130 1.05 0-94, 117
Overlapping and unspecified 21 15 1.04 0-86, 1-26 18 16 1.69 1.37, 2.08

Women (n 264) Men (n 379)

HRt per HRt per

UICC stage§ n Events doubling 95% Cl P value for interaction n Events doubling 95% Cl P value for interaction
Stage | 38 8 0-94 0-68, 1-29 0-0297 69 18 1.23 1-00, 1-52 0-0017
Stage I 81 17 0-81 0-65, 1-01 123 46 1.06 092, 1.23
Stage IlI 77 38 0-87 0-75, 1-00 105 64 0-98 0-87,1-10
Stage IV 68 60 1.03 0-85, 1-:25 82 78 110 0-95, 1-28

UICC, Union for International Cancer Control.

* HR and 95 % CI were obtained by the Cox proportional hazards model, and HR are expressed as linear per doubling in enterolactone concentration.
1 All analyses adjusted for age, smoking status (current, former, never), schooling (as measure of socio-economic status, <7, 8-10, >11 years), quantification of cigarette smoking,
that is, pack-years, waist circumference (cm), alcohol intake (abstainer yes/no, continuous intake), intake of processed meat (g/d) and frequency of bowel movements (<4 times/

week, 5-6 times/week, 1 time/d, >2 times/d).

1 Testing differential associations by tumour subsite, overlapping and unspecified not included in test.
§ UICC stage analyses only conducted on subset due to missing data: women n 264 of 416 (63 %), men n 379 of 537 (71 %).

findings. The major strengths of the present study include the
prospective design and detailed diet and lifestyle information
(prediagnosis) and clinical data. The outcomes, all-cause and
cause-specific mortality, were based on register information. For
all-cause mortality, The Danish Civil Registration System is nearly
complete. For cause-specific mortality, where information is
derived from the Danish Register of Causes of Death® ] there is
risk of sticky-diagnosis bias (when deaths from an uncertain
cause likely are attributed to the previous cancer diagnosis), and
furthermore, lower validity is expected due the low autopsy rate
in Denmark (<10%)%®.

The exposure, enterolactone, was measured in plasma. The
objective nature of biomarkers as opposed to questionnaires is
a main advantage. However, biomarkers are also subject to
measurement errors, for example, due to the analytical method,
effects of storage and diurnal variation®®. The plasma samples
were prediagnosis and taken several years before diagnosis,
and thus may not reflect the time under study (from diagnose
and onwards). In a previous study in the same cohort, we found
moderate accordance between prediagnosis and diagnostic
measurement of enterolactone (Spearman’s correlation coeffi-
cient of 0-44)®”. Our hypothesis was that the long-term
enterolactone exposure is the relevant measure. In this
regard, it may be advantageous that the exposure is measured
before disease occurrence, because the disease progression
may affect, for example, the microbiota and thus the enter-
olactone concentration. For men, the unexpected direct asso-
ciation between enterolactone and all-cause mortality was
found only among those with 0-5 years between blood sam-
pling and diagnosis, suggesting the disease may have affected
the plasma enterolactone concentration. Another factor known
to affect the enterolactone concentration is antibiotics use. The

importance of the microbiota was also shown from our analyses
for women, where lignan intake was associated with entero-
lactone concentrations only among those that did not use anti-
biotics before blood sampling (enterolactone measurement),
and moreover, that the association between enterolactone and
all-cause mortality seemed most pronounced among those that
did not use antibiotics. For men, the findings of the associations
between lignans intake and enterolactone were not as expected,
there was no association among those that did not use antibiotics.
Furthermore, among those who did use antibiotics, lignan intakes
were associated with lower enterolactone. We have no obvious
biological explanation for this.

An advantage of present study is that the Danish Diet, Cancer
and Health cohort may be a suitable population for research in
plant lignans and enterolactone due to a large between-subject
variation in plant lignan intake and circulating concentration of
enterolactone compared to, for example, cohorts in the USA®®,
High quality information on outcomes and clinical information on
tumour characteristics and cancer treatment was available in the
present study, with the latter being rare in a cohort setting. The
clinical information on treatment was limited; however, cancer
stage and other disease characteristics may serve as proxies for
cancer treatment. Unfortunately, we had no data on ERa and ERf
status, which would have enabled us to gain insights into the
possible differential associations with enterolactone depending
on the receptor status. We thoroughly considered potential con-
founders, and adjusted the analyses. However, by design, obser-
vational studies are prone to confounding, and thus residual
confounding cannot be ruled out. Lastly, one additional weakness
of studies on cancer survival is that if the exposure under study
also is associated with risk of the disease, then we may get a
selection into the case group. This would introduce a type of
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selection bias similar to the so-called obesity paradox®”. How-
ever, it may not be a major concern in the present study, because
no strong association between enterolactone concentrations and
colorectal cancer risk has been found in prospective studies'?.
We found enterolactone to be associated with lower all-cause
mortality and colorectal
women only. In a previous study based on the present cohort,
we have found prior antibiotics use to mostly affect entero-
lactone levels in women'® and higher enterolactone levels to
be associated with lower risk of colorectal cancer among

cancer-specific mortality among

women, but with a higher risk among men™>. Overall in other
cohort studies, no association between enterolactone and risk
of colorectal cancer has been found™” . To the best of our
knowledge, enterolactone and survival after colorectal cancer
has not previously been studied. Just one previous study
investigated dietary intakes of plant lignans in relation to sur-
vival after colorectal cancer and found no association and also
no indications of effect modification by sex““". In the present
study, a higher colorectal cancer-specific mortality with higher
enterolactone levels among men was observed, which is in
contradiction to what we hypothesised. A higher risk was
observed in both the second and the fourth quartiles, as com-
pared with the first quartile. The characteristics for those with an
enterolactone concentration in the lowest quartile, differed, as
expected, by reported lower whole-grain intake (plant lignan
source), but also, in general, were of worse physical condition
(higher Charlson index) and had more unhealthy lifestyle.
Adjustment for potential confounders, for example, frequency
of bowel movements especially affected the estimates for men.
Thus, one could speculate that the analyses for men especially
may suffer from residual confounding.

In general, the evidence, although limited, points towards
enterolactone being of relevance especially in relation to women’s
health including hormone-related cancers“?*®. In the present
study, an association between high enterolactone concentrations
and lower colorectal cancer-specific mortality was found among
women only. Phyto-oestrogens have been shown to have higher
affinity for ERf than ERa, and ERS may inhibit cell growth™®, and
thus activation of ERf may be related to improved survival among
colorectal cancer patients. A previous study investigated oestrogen
ERa and ERf in normal colorectal mucosa and in colorectal
tumours in women and men“®. They found that for colorectal
tumours, the average expression of ERf was higher for women
than for men. This may explain why enterolactone was observed
to have an inverse association with colorectal cancer-specific
mortality among women only. For colorectal cancer subsites, ERf
is more expressed tumours located in the proximal (right-sided)
than the distal colon (left-sided). Proximal colon cancer is also the
colon cancer subsite found more frequent in women than in
men™® (also seen in the present study cohort). In the analysis of
the associations for women between enterolactone and risk of
mortality endpoints by colorectal cancer subsite, the inverse
associations seemed to be most pronounced among those with
proximal tumours (right-sided). ERf expression has been shown
to decline in parallel with cancer progression®. This may explain
the interaction by UICC stage found for women with signs of an
inverse association between enterolactone and all-cause mortality
was found only among stages I, II and I (and not the advanced

stage IV). Interaction by UICC stage was also found for men, but
with an direct association found among extreme stages only
(UICC stages I and IV). The biological explanation for the finding
in men seems less obvious. Furthermore, it seems counter-
intuitive that enterolactone seems to be related to survival, but not
to incidence, since ERf is especially expressed in healthy colonic
tissue. However, as mentioned, the biological action of ERf may
be especially in relation to cell growth®® and thereby both dis-
ease progression and initiation.

One of the largest sources of plant lignans in Denmark is
whole grains, and a previous study found whole grains to be
associated with lower mortality among patients with colorectal
cancers”. In fact, the association found could possibly be
ascribed to whole grains as such, to the bulking properties
diluting potential toxic compounds™”, and the myriad of other
molecules deriving from whole grains® rather than to
enterolactone. As expected, adjustment for whole-grain intake
attenuated the association with enterolactone, but it remained
statistically significant in relation to colorectal cancer-specific
mortality among women. Due to the observational study
design, it is not straightforward to investigate whether entero-
lactone is solely a biomarker of a high whole-grain intake or
whether enterolactone is the biological compound responsible.

Main dietary sources of lignans include whole grains, which,
in general, have been related to improved survival among
persons diagnosed with colorectal cancer as well as among the
general population”*”. However, more research in this area is
needed before a conclusion can be drawn and recommenda-
tions can be made for enterolactone and lignans. Specifically,
the observed sex difference, and the finding of a higher risk of
colorectal cancer-specific mortality among men found in the
present study warrants further investigation.

The present study supports that the phyto-oestrogen,
enterolactone, may play a role in colorectal cancer survivorship
among women.

Acknowledgements

The authors would like to thank Nick Martinussen and Katja
Boll for collection of data and assistance on data management
and Jytte Fogh Larsen for administrative assistance.

This work was supported by Innovation Fund Denmark
(Project ELIN: the effects of enterolignans in chronic disease:
0603-00580B); and Danish Cancer Society.

C. K. prepared the initial draft of the manuscript and con-
ducted the statistical analysis, with statistical assistance from
K. F., N. P. N. was responsible for the laboratory analyses. All
authors helped conceptualise the study and provided feedback
on various drafts of the manuscript and read and approved the
final manuscript.

The authors declare that there are no conflicts of interest.

Supplementary material

For supplementary material referred to in this article, please visit
https://doi.org/10.1017/S0007114518002143

ssaud Aisianun abpliquied Aq auluo paysiiand £71200815tL L£000S/2101°01/B10"10p//:sdny


https://doi.org/10.1017/S0007114518002143

o

British Journal of Nutrition

562

C. Kyro et al.

References

1.

10.

11.

12.

13.

14.

16.

17.

18.

19.

Ferlay J, Soerjomataram I, Dikshit R, et al. (2015) Cancer inci-
dence and mortality worldwide: sources, methods and major
patterns in GLOBOCAN 2012. Int J Cancer 136, E359-E386.
Ferlay J, Soerjomataram I, Ervik M, et al. (2013) GLOBOCAN
2012 v1.0, cancer incidence and mortality worldwide: TARC
CancerBase No. 11 [Internet]. Lyon, France: International
Agency for Research on Cancer. http://globocan.iarc.fr
(accessed October 2017).

Siegel RL, Miller KD, Fedewa SA, et al. (2017) Colorectal
cancer statistics, 2017. CA Cancer J Clin 67, 177-193.
DeSantis CE, Lin CC, Mariotto AB, et al. (2014) Cancer treat-
ment and survivorship statistics, 2014. CA Cancer J Clin 64,
252-271.

World Cancer Researh Fund/American Institute for Cancer
Research (2017) Continuous update project report: diet,
nutrition, physical activity and colorectal cancer. http://wectf.
org/colorectal-cancer-2017 (accessed March 2018).
Schwedhelm C, Boeing H, Hoffmann G, ef al. (2016) Effect of
diet on mortality and cancer recurrence among cancer survi-
vors: a systematic review and meta-analysis of cohort studies.
Nutr Rev 74, 737-748.

Song M, Wu K, Meyerhardt JA, et al. (2017) Fiber intake and
survival after colorectal cancer diagnosis. JAMA Oncol 4, 71-70.
Caiazza F, Ryan EJ, Doherty G, et al. (2015) Estrogen receptors
and their implications in colorectal carcinogenesis. Front
Oncol 5, 19.

Niv Y (2015) Estrogen receptor beta expression and colorectal
cancer: a systematic review and meta-analysis. Eur | Gastro-
enterol Hepatol 27, 1438-1442.

Kennelly R, Kavanagh DO, Hogan AM, et al. (2008) Oestrogen
and the colon: potential mechanisms for cancer prevention.
Lancet Oncol 9, 385-391.

Zamora-Ros R, Knaze V, Lujan-Barroso L, et al. (2012) Dietary
intakes and food sources of phytoestrogens in the European
Prospective Investigation into Cancer and Nutrition (EPIC)
24-hour dietary recall cohort. Eur J Clin Nutr 66, 932-941.
van der Schouw YT, Sampson L, Willett WC, et al. (2005) The
usual intake of lignans but not that of isoflavones may be
related to cardiovascular risk factors in US men. J Nutr 135,
260-206.

de Kleijn MJ, van der Schouw YT, Wilson PW, et al. (2002)
Dietary intake of phytoestrogens is associated with a favorable
metabolic cardiovascular risk profile in postmenopausal US
women: the Framingham study. J Nutr 132, 276-282.

Jiang R, Botma A, Rudolph A, et al. (2017) Phyto-oestrogens
and colorectal cancer risk: a systematic review and dose—
response meta-analysis of observational studies. Br J Nutr
116, 2115-2128.

Johnsen NF, Olsen A, Thomsen BL, et al. (2010) Plasma
enterolactone and risk of colon and rectal cancer in a case-
cohort study of Danish men and women. Cancer Causes
Control 21, 153-162.

Bolvig AK, Kyrg C, Norskov NP, et al. (2016) Use of antibiotics
is associated with lower enterolactone plasma concentration.
Mol Nutr Food Res 60, 2712-2721.

Kilkkinen A, Stumpf K, Pietinen P, ef al. (2001) Determinants
of serum enterolactone concentration. Am J Clin Nutr 73,
1094-1100.

Johnsen NF, Hausner H, Olsen A, et al. (2004) Intake of whole
grains and vegetables determines the plasma enterolactone
concentration of Danish women. J Nutr 134, 2691-2697.
Mueller SO, Simon S, Chae K, et al. (2004) Phytoestrogens and
their human metabolites show distinct agonistic and antago-
nistic properties on estrogen receptor alpha (ERalpha) and
ERbeta in human cells. Toxicol Sci 80, 14-25.

20.

21.

22.

23.

24,

25.

20.

27.

28.
29.

30.

31
32.
33.

34.

3s.

30.

37.

38.

39.

40.

Lin KJ, Cheung WY, Lai JY, et al. (2012) The effect of estrogen
vs. combined estrogen-progestogen therapy on the risk of
colorectal cancer. Int | Cancer 130, 419-430.

Rudolph A, Toth C, Hoffmeister M, et al. (2013) Colorectal
cancer risk associated with hormone use varies by expression
of estrogen receptor-beta. Cancer Res 73, 3306-3315.

Ji J, Sundquist J & Sundquist K (2017) Use of hormone
replacement therapy improves the prognosis in patients with
colorectal cancer: a population-based study in Sweden. Int J
Cancer 142, 2003-2010.

Tjonneland A, Olsen A, Boll K, et al. (2007) Study design,
exposure variables, and socioeconomic determinants of par-
ticipation in diet, cancer and health: a population-based pro-
spective cohort study of 57,053 men and women in Denmark.
Scand J Public Health 35, 432-441.

Tjonneland A, Overvad K, Haraldsdottir J, et al. (1991) Vali-
dation of a semiquantitative food frequency questionnaire
developed in Denmark. Int J Epidemiol 20, 906-912.
Gijerstorff ML (2011) The Danish cancer registry. Scand J
Public Health 39, 42—-45.

Norskov NP, Kyre C, Olsen A, et al. (2016) A high-throughput
LC-MS/MS method for direct quantification of glucuronidated,
sulfated and free enterolactone in human plasma. J Proteome
Res 15, 1051-1058.

Adlercreutz H, Wang GJ, Lapcik O, et al. (1998) Time-resolved
fluoroimmunoassay for plasma enterolactone. Anal Biochem
265, 208-215.

Helweg-Larsen K (2011) The Danish register of causes
of death. Scand J Public Health 39, 26-29.

Pedersen CB (2011) The Danish civil registration system.
Scand ] Public Health 39, 22-25.

American Society of Anesthesiologists (ASA) (2014) ASA
physical status classification system. https://www.asahq.org/
resources/clinical-information/asa-physical-status-classifica-
tion-system (accessed March 2018).

Charlson M, Szatrowski TP, Peterson J, et al. (1994) Validation of
a combined comorbidity index. J Clin Epidemiol 47, 1245-1251.
Ingeholm P, Gogenur I & Iversen LH (2016) Danish colorectal
cancer group database. Clin Epidemiol 8, 465-468.
Kildemoes HW, Sorensen HT & Hallas J (2011) The Danish
national prescription registry. Scand J Public Health 39, 38-41.
Greenland S (1995) Dose-response and trend analysis in
epidemiology: alternatives to categorical analysis. Epidemio-
logy 6, 356-3065.

Kyrg C, Zamora-Ros R, Scalbert A, et al. (2015) Pre-diagnostic
polyphenol intake and breast cancer survival: the European
Prospective  Investigation into Cancer and Nutrition
(EPIC) cohort. Breast Cancer Res Treat 154, 389-401.

Jenab M, Slimani N, Bictash M, et al. (2009) Biomarkers in
nutritional epidemiology: applications, needs and new hor-
izons. Hum Genet 125, 507-525.

Kyrg C, Hansen L, Frederiksen K, et al. (2017) Pre-diagnostic
plasma enterolactone concentrations and breast cancer
prognosis among postmenopausal women — the Danish Diet,
Cancer and Health cohort. Clin Nutr (Epublication ahead
of print version 8 November 2017).

Xie J, Tworoger SS, Franke AA, et al. (2013) Plasma entero-
lactone and breast cancer risk in the Nurses’ Health Study II.
Breast Cancer Res Treat 139, 801-809.

Preston SH & Stokes A (2014) Obesity paradox: conditioning
on disease enhances biases in estimating the mortality risks of
obesity. Epidemiology 25, 454-461.

Ko KP, Yeo Y, Yoon JH, et al. (2017) Plasma phytoestrogens
concentration and risk of colorectal cancer in two different
Asian populations. Clin Nutr (Epublication ahead of print
version 18 July 2017).

ssaud Aisianun abpliquied Aq auluo paysiiand £71200815tL L£000S/2101°01/B10"10p//:sdny


http://globocan.iarc.�fr
https://www.asahq.org/resources/clinical-information/asa-physical-status-classification-system
https://www.asahq.org/resources/clinical-information/asa-physical-status-classification-system
https://www.asahq.org/resources/clinical-information/asa-physical-status-classification-system
https://doi.org/10.1017/S0007114518002143

o

British Journal of Nutrition

41.

42.

43.

44.

45.

Enterolactone and colorectal cancer survival 563

Zamora-Ros R, Guino E, Henar Alonso M, et al. (2015) Dietary
flavonoids, lignans and colorectal cancer prognosis. Sci Rep 5,
14148.

Seibold P, Vrieling A, Johnson TS, et al. (2014) Enterolactone
concentrations and prognosis after postmenopausal breast
cancer: assessment of effect modification and meta-analysis.
Int | Cancer 135, 923-933.

Zhang Q, Feng H, Qluwakemi B, et al. (2016) Phytoestrogens
and risk of prostate cancer: an updated meta-analysis of
epidemiologic studies. Int J Food Sci Nutr 68, 28-42.

Nussler NC, Reinbacher K, Shanny N, et al. (2008) Sex-specific
differences in the expression levels of estrogen receptor
subtypes in colorectal cancer. Gend Med 5, 209-217.

Koo JH & Leong RW (2010) Sex differences in epidemio
logical, clinical and pathological characteristics of colorectal
cancer. J Gastroenterol Hepatol 25, 33-42.

40.

47.

48.

49.

Konstantinopoulos PA, Kominea A, Vandoros G, et al. (2003)
Oestrogen receptor beta (ERbeta) is abundantly expressed in
normal colonic mucosa, but declines in colon adenocarci-
noma paralleling the tumour’s dedifferentiation. Eur J Cancer
39, 1251-1258.

Cummings JH, Bingham SA, Heaton KW, et al. (1992) Fecal
weight, colon cancer risk, and dietary intake of nonstarch poly-
saccharides (dietary fiber). Gastroenterology 103, 1783-1789.
Fardet A (2010) New hypotheses for the health-protective
mechanisms of whole-grain cereals: what is beyond fibre?
Nutr Res Rev 23, 65-134.

Aune D, Keum N, Giovannucci E, et al. (2016) Whole grain
consumption and risk of cardiovascular disease, cancer, and
all cause and cause specific mortality: systematic review
and dose-response meta-analysis of prospective studies. BMJ
353, i2716.

ssaud Aisianun abpliquied Aq auluo paysiiand £71200815tL L£000S/2101°01/B10"10p//:sdny


https://doi.org/10.1017/S0007114518002143

	Prediagnosis plasma concentrations of enterolactone and survival after colorectal cancer: the Danish Diet, Cancer and Health cohort
	Methods
	Study population
	Incidence of colorectal cancer
	Laboratory analyses: plasma concentrations of enterolactone
	Endpoints and clinical characteristics
	Antibiotics use
	Statistical analyses
	Ethics

	Results
	Table 1Characteristics of women and men diagnosed with colorectal cancer for all and according to prediagnosis quartile (Q) of plasma enterolactone concentration&#x002A; (Numbers and percentages; medians and 5th&#x2013;95th percentiles (P5&#x2013;P95))
	Discussion
	Table 2Association between prediagnosis plasma concentrations of enterolactone and risk of all-cause, colorectal cancer-specific mortality, and non-colorectal cancer-specific mortality &#x2013; women and men diagnosed with colorectal cancer from the Diet,
	Table 3Association between prediagnosis plasma concentrations of enterolactone as continuous (per doubling in concentration) and risk of all-cause, colorectal cancer-specific mortality, and non-colorectal cancer-specific mortality &#x2013; separately for 
	Table 4Analyses by tumour subsite and UICC stage of the association between prediagnosis enterolactone concentrations as continuous (per doubling) and all-cause mortality &#x2013; women and men diagnosed with colorectal cancer from the Diet, Cancer and He
	Acknowledgements
	ACKNOWLEDGEMENTS
	Supplementary material
	References




