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Abstract: The pathobiological role of estrogen is controversial in colorectal cancer. Cytosine-adenine
(CA) repeat in the estrogen receptor (ER)- gene (ESR2-CA) is a microsatellite, as well as representa-
tive of ESR2 polymorphism. Though its function is unknown, we previously showed that a shorter
allele (germline) increased the risk of colon cancer in older women, whereas it decreased it in younger
postmenopausal women. ESR2-CA and ER-f3 expressions were examined in cancerous (Ca) and
non-cancerous (NonCa) tissue pairs from 114 postmenopausal women, and comparisons were made
considering tissue types, age/locus, and the mismatch repair protein (MMR) status. ESR2-CA repeats
<22/>22 were designated as ‘S’/‘L’, respectively, resulting in genotypes S5/nSS (=SL&LL). In NonCa,
the rate of the SS genotype and ER-f3 expression level were significantly higher in right-sided cases of
women >70 (>70Rt) than in those in the others. A decreased ER-f3 expression in Ca compared with
NonCa was observed in proficient-MMR, but not in deficient-MMR. In NonCa, but not in Ca, ER-
expression was significantly higher in SS than in nSS. >70Rt cases were characterized by NonCa with
a high rate of SS genotype or high ER-f3 expression. The germline ESR2-CA genotype and resulting
ER-p expression were considered to affect the clinical characteristics (age/locus/MMR status) of
colon cancer, supporting our previous findings.

Keywords: age; colon cancer; estrogen; estrogen receptor-f3; ESR2-CA repeat polymorphism;

postmenopausal women; mismatch repair protein

1. Introduction

Estrogens have attracted attention as factors affecting the risk and outcome of col-
orectal cancer (CRC) [1-6]. A large number of in vitro and in vivo studies have suggested
the inhibitory role of estrogens against CRC [1,2,4,7,8], whereas a fewer, but significant,
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number of studies have reported unfavorable effects on CRC [6]. CRC characteristics
are affected by sex, age, and tumor locus. The proportion of right-sided colon cancer
increases as age increases, and is consistently higher in women than men regardless of
age [6]. Histologically, the proportion of medullary /mucinous carcinoma (Med/Muc),
which frequently locate right-sided, increases with age. Microsatellite instability (MSI), a
representative carcinogenic mechanism caused by deficiency of mismatch repair protein
(dAMMR), is associated with CRC of women, right-sidedness, or Med /Muc histology. Fur-
ther, the concentration of estrogens drastically fluctuates throughout a woman’s lifetime:
much higher in premenopausal women, but much lower in postmenopausal women than
men. In such context, a systematic study considering sex, age, tumor locus, or MMR status
is needed to appropriately understand the pathobiological role of estrogens in CRC.

In normal colorectal epithelium, estrogen receptor (ER)-f3, the second ER, is the main
ER, suggesting that estrogen exerts its function through ER-f3. ER-3 expression has been
reported to decrease according to canceration or cancer progression, suggesting that the
estrogen-ER-3 signaling malfunction is related to the carcinogenesis/development of
CRC [1]. Further, expression of ER-f1, a wild type ER-$, has been reportedly higher
in MSI-positive than MSI-negative CRC [1,9]. In an epidemiological study, estrogen has
been suggested to reduce MSI-negative or ER-f-positive CRC, but not MSI-positive or
ER-B-negative CRC [10,11]. These findings suggest that estrogen affects the tumor types
generated, as well as behaves differently according to the status of MSI or ER-f3.

We recently examined the estrogen concentration and expression of the estrogen
receptor (ER)-p (the main ER in colorectum) in pairs of colon cancerous/non-cancerous
tissues (Ca/NonCa) from postmenopausal women. In such a study setting, we could
avoid the effect of gender difference or menopausal status, and could focus on the effect
of age, tumor locus, or tumor type. ER-f reduction in Ca compared with its NonCa
counterpart, which has been repeatedly reported, was observed only in left-sided cases
involving patients younger than 70 y /o, cases with a non-medullary /mucinous (Med /Muc)
histology, or MMR-proficient (p)MMR) cases, suggesting that the inhibitory role of estrogens
is limited to these types of tumors. By contrast, ER-f3-positivity, higher estradiol (E2)
concentration, AMMR, and Med /Muc histology were closely related to right-sided tumors
in women 70 y/o or older (>70Rt), and those factors were also closely related to each
other, suggesting a promotive role of estrogens in these tumors [12]. Groups including ours
previously reported that ER-f gene (ESR2) cytosine-adenine (CA) repeat polymorphism
(ESR2-CA) [13] in the germline affected the colon cancer risk in postmenopausal women,
but not rectal cancer risk, or colon cancer risk in men and premenopausal women [14-16].
Further, the risk of this polymorphism in postmenopausal colon cancer has been shown to
invert with age: a shorter allele (S) was associated with a higher risk in older women, but a
lower risk in younger postmenopausal women [14-16], suggesting a divergent pathogenic
role of this polymorphism in postmenopausal colon cancer according to age.

ESR2-CA is one of the microsatellites. Microsatellites instability (MSI), a change in
the repetition number of microsatellites in tumors, is caused by a deficiency of MMR.
Lynch syndrome, or hereditary non-polyposis colorectal cancer (HNPCC), is well-known
for its germline mutation; however, MMR-deficiency is also frequently noted in non-
hereditary colon cancer in older women, with a right-sided locus, or with Med/Muc
histology. Although the germline ESR2-CA and risk of colon cancer have been associated,
as described above, the instability of this microsatellite in colon cancerous tissue has never
been reported. The purpose of this study was to elucidate whether and how ESR2-CA or
its instability affects colon cancer pathogenesis, considering the background of patients
and tumors. We also examined the association between ESR2-CA and ER-f3 expression,
which has also never been reported.
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2. Results
2.1. Patient/Tumor Background

The association between the MMR status and patient/tumor background considering
age and tumor locus is summarized in Table 1. The rate of dMMR was significantly different
among four groups (>70Rt, <70/right (<70Rt), >70/left (>70Lt), and <70/left (<70Lt).
p = 0.0023), and higher in >70Rt than in the other three groups, suggesting the specificity of
>70Rt. These groups other than >70Rt were combined as Non(>70Rt). The rate of dAMMR
was again significantly higher in >70Rt than in Non(>70Rt) (p = 0.0005). Additionally,
taking tissue categories (Ca and NonCa) and the MMR status (dAMMR and pMMR) into
consideration, we further categorized samples into eight groups, and comparisons were
made among these groups in the following analyses.

Table 1. Status of mismatch repair protein (MMR) of postmenopausal colon cancer according to
patients” age and tumor locus.

dMMR MMR
1 (%) pn %) p-Value
>70Rt 14 (31%) 31 (69%) 0.0005 S *
Non(>70Rt) 4(6%) 65 (94%)
<70Rt 2 (11%) 17 (89%)
>70Lt 2 (7%) 25 (93%) 0.0023 S *+
<70Lt 0 (0%) 23 (100%)

* Fisher’s exact test.  Comparison between four groups (>70Rt, <70Rt, >70Lt, <70Lt). AMMR, deficient-MMR; pMMR,
proficient-MMR; >70Rt, right-sided case > 70 y/o; <70Rt, right-sided case < 70 y/0; >70Lt, left-sided case > 70 y/o;
<70Lt, left-sided case < 70 y/o; S, significant (p < 0.05). Non(>70Rt) means <70Rt and >70Lt and <70Lt.

2.2. ESR2-CA
2.2.1. Distribution of ESR2-CA Allele Frequency

The distribution of the ESR2-CA allele frequency in NonCa and Ca is shown in Figure 1.
In both tissue categories, the number of ESR2 CA repeats was distributed from 14 to 26 with
two major peaks at 18 and 23, which is largely consistent with the results of other studies in
the Japanese population (Figure 1) [14,15,17]. Using the same cutoff as in previous Japanese
studies [14,15,17], we designated the allele with CA repeats <22 as the ‘S’ allele and >22 as
the ‘L’ allele (Figure 1), resulting in three genotypes, SS, SL, and LL. To simplify this, SL and
LL were combined as ‘nSS’, and the subjects were divided into two genotype categories,
‘SS” and ‘nSS’.

2.2.2. Change of ESR2-CA Repeat Number in Ca Compared with NonCa

A change in the number of CA repeats between NonCa and Ca was significantly
more frequent in dAMMR cases (14/18, 78%) than in pMMR cases (16/96, 17%) (p < 0.0001).
In more detail, 10 of 14 >70Rt/dMMR (71%), 2 of 31 >70Rt/pMMR (6.4%), four of four
Non(>70Rt)/dMMR (100%), and 14 of 65 Non(>70Rt)/pMMR (22%) exhibited change
in the number of CA repeats between NonCa and Ca, yielding a significant difference
among the four categories (p < 0.0001). To examine more precisely, we added the number
of two ESR2-CA repeats in each sample to yield ‘total ESR2-CA repeat number’, and
compared it between the pairs (NonCa and Ca) of each patient. The distribution of the
difference of ‘total ESR2-CA repeat number’ between pairs was compared among the
four categories (Figure 2). In >70Rt/dMMR, 10 of 14 exhibited —9 to +3, whereas only one
each of >70Rt/pMMR showed +1 and —1. All 4 Non(>70Rt)/dMMR exhibited a decrease
in CA repeat number in tumors (—9 to —3), whereas 14 of 65 Non(>70Rt)/ pMMR showed
various differences between pairs.



Int. . Mol. Sci. 2023, 24, 4502 40f12

NonCa Ca

=] —] IL,
A
=] =]
| .
8 ] —]
E
S 23 , ,
C
- _ |
© M
8_ ] —]
e B —
6. —] ]
g 18 ) )
i b e lg’
2 2
]
=] =]

Figure 1. The distribution of ESR2 cytosine-adenine (ESR2-CA) allele frequency in non-cancerous
(NonCa) and cancerous (Ca) tissue, with boxplots. Two major peaks were observed at 18 and 23 in
both tissue categories, which is largely consistent with the results of other studies in the Japanese
population. Alleles with CA repeats <22 and >22 were designated as ‘S’ and ‘L, respectively, resulting
in genotypes SS, LS, and LL. Genotypes ‘SL” and ‘LL’” were combined as ‘'nSS’.
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Figure 2. The ‘total ESR2-CA repeat number’ in cancerous tissue (Ca) was compared with that in non-
cancerous tissue (NonCa) in each patient. The distribution of the difference of ‘total ESR2-CA repeat
number’ between Ca and NonCa was compared among four groups categorized by the age/locus
and mismatch repair protein (MMR) status. AMMR, deficient-MMR; pMMR, proficient-MMR; >70Rt,
right-sided case > 70 y/o0; Non(>70Rt), other than >70Rt.
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2.2.3. Comparison of ESR2-CA Genotype among Categories

The ESR2-CA genotype was compared among four groups categorized by the age/locus
and MMR status in NonCa and Ca (Table 2). In NonCa, the proportion of SS was larger
in >70Rt than in Non(>70Rt) (p = 0.0007) irrespective of the MMR status. In Ca, the
proportion of SS was also higher in >70Rt than in Non(>70Rt); however, the difference
was much less in Ca than in NonCa (p = 0.0515) because of cases with changes of the
ESR2-CA genotype in Non(>70Rt) tumors (nSS in NonCa to SS in Ca). The ESR2-CA
genotype was also compared between Ca and NonCa among the same group categorized
by age/locus and the MMR status. The proportion of SS was same between NonCa and Ca
in >70Rt (p = 1.0000), but was insignificantly higher in Ca than NonCa among Non(>70Rt)
(p = 0.1096) (Table 2, Figure 3, above).

Table 2. ESR2-CA repeat genotype category in non-cancerous (NonCa) or cancerous (Ca) tissue
according to the patients” age/locus and mismatch repair protein (MMR) status of tumors.

ESR2-CA Repeat Genotype Category

NonCa Ca
Ss nSS Ss nSS
n (%) n (%) n (%) n (%) p-Value
>70Rt 22 (49%) 23 (51%) 22 (49%) 23 (51%) 1.0000 *
>70Rt/dMMR 7 (50%) 7 (50%) 7 (50%) 7 (50%) 1.0000 *
>70Rt/pMMR 15 (48%) 16 (52%) 15 (48%) 16 (52%) 1.0000 *
Non(>70R¢t) 12 (17%) 57 (83%) 21 (30%) 48 (70%) 0.1096 *
Non(>70Rt)/dMMR 1 (25%) 3 (75%) 3 (75%) 1(25%) 0.4857 *
Non(>70Rt)/pMMR 11 (17%) 54 (83%) 18 (28%) 47 (72%) 0.2058 *
p-value § 0.0007 S * 0.0515 *
p-value S8 0.0026 S * 0.0484 S *

* Fisher’s exact test. dMMR, deficient-MMR; pMMR, gyroﬁcient—MMR; >70Rt, right-sided case >70 y/o;
Non(>70Rt), other than >70Rt; S, significant (p < 0.05). 3 >70Rt vs. Non(>70Rt), 8§ Among > 70Rt/dMMR,
>70Rt/pMMR, Non(>70Rt)/dMMR and Non(>70Rt)/pMMR.

2.3. Expression of ER-B

Immunohistochemical ER-3 expression (total score) was compared among eight
groups categorized by tissue type, age/locus, and the MMR status (Figure 4). Among
NonCa, >70Rt/dMMR and >70Rt/pMMR exhibited significantly higher ER-[3 expression
than Non(>70Rt)/pMMR. Among Ca, >70Rt/dMMR and >70Rt/pMMR again exhib-
ited significantly higher ER-f expression than Non(>70Rt)/pMMR, and furthermore,
ER-f expression in >70Rt/dMMR was significantly higher than in >70Rt/pMMR. As
for the comparison between NonCa and Ca, a significant decrease in Ca was observed in
>70Rt/pMMR and Non(>70Rt)/pMMR, but not in >70R/dMMR or Non(>70Rt)/dMMR
(Figure 3 (below) and Figure 4).

2.4. The Relation between ESR2-CA Genotype and ER-B Expression

Immunohistochemical ER-3 expression (total score, TS) was compared between SS
and nSS in NonCa and Ca. ER-f expression was significantly higher in SS than in nSS
among NonCa, which was not true among Ca (Figure 5).

3. Discussion

In the present study, we examined the ESR2-CA and ER-f3 expression in NonCa and Ca
of surgical materials from postmenopausal colon cancer patients, taking the patients’ age,
tumor locus, and MMR status into consideration. This is the first study to systematically
compare ESR2-CA, one of the microsatellites, between NonCa and Ca, and to compare
it with ER-p expression. We observed that: (1) in NonCa, the rate of the ESR2-CA SS
genotype and ER-f3 expression level were significantly higher in >70Rt than in Non(>70Rt)
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irrespective of the MMR status (Table 2, Figures 3 and 4). (2) In NonCa, ER-3 expression
was significantly higher in SS than in nSS, which was not true in Ca (Figure 5). (3) The
ESR2-CA repeat number frequently differed between NonCa and Ca in dMMR, but not
in pMMR, although the ESR2-CA genotype did not significantly differ between them
irrespective of MMR status (Table 2, Figures 2 and 3).

Patient’s age and tumor locus
MMR >70Rt Non(270Rt)
status
ESR2-CA genotype
ss nss
dMMR | n=14 n=4
MonCa MonCa
pNMMR | n=31 n=65
NonCa MNonCa
ER-P expression
High Low
dMMR | n=14 n=4
NonCa I MNonCa I
pNMMR | n=31 n=65
MNonCa l MNonCa H

Figure 3. Typical feature of ESR2 cytosine-adenine (ESR2-CA) genotype (above) and ER-(3 expression
(below) according to the categories determined by patients” age/tumor locus (right-sided case
>70y/o, >70Rt vs. the others, Non(>70Rt)) and mismatch repair protein status (MMR-deficient,
dMMR vs. MMR-proficient, pMMR). The number of ESR2-CA repeats frequently varied in dMMR
tumors; however, no change was produced in the genotype in >70Rt/dMMR (*). A decrease of ER-
expression in Ca compared with NonCa was observed only in pMMR tumors. Ca, cancerous tissue;

NonCa, non-cancerous tissue.
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NonCa Ca NonCa Ca NonCa Ca NonCa Ca

Figure 4. Comparison of immunohistochemical ER-3 expression (total score, TS) by boxplot among
eight groups categorized by tissue type (Ca vs. NonCa), age/locus (>70Rt vs. Non(>70Rt)), and
MMR status (AMMR vs. pMMR). White horizontal bar, median; black horizontal bar, medium. Ca,
cancerous tissue; NonCa, non-cancerous tissue; >70Rt, right-sided case > 70 y/o0; Non(>70Rt), other
than >70Rt; dAMMR, mismatch repair protein (MMR)-deficient; p MMR, MMR-proficient.

NonCa Ca

P=0.0317 | [ P=0.1891 |

SS nSS SS nSS

Figure 5. The relation between ESR2 cytosine-adenine (ESR2-CA) genotype and ER-3 expression
(total score, TS) in non-cancerous (NonCa) and cancerous (Ca) tissues by boxplots. White horizontal
bar, median; black horizontal bar, medium. In NonCa, but not in Ca, ER-[3 expression was significantly
higher in SS than in nSS. Ca, cancerous tissue; NonCa, non-cancerous tissue.

We previously showed that germline SS increased the risk of colon cancer in older women
as opposed to younger postmenopausal women, in whom SS decreased the risk [14,15]. We
also showed that most colon cancers in older women with the germline SS genotype were
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right-sided, and exhibited higher ER-f3 expression in Ca, as well as in NonCa, although the
sample size was small [14]. These previous findings are consistent with the present results,
whereby the frequency of the SS genotype and ER-3 expression levels were high in >70Rt
than Non(>70Rt) irrespective of the tissue category (Table 2, Figures 3 and 4). In NonCa, ER-3
expression was significantly higher in SS than in nonSS (Figure 5), suggesting that ESR2-CA
determines ER-f3 expression, which leads to estrogen activity, at least partly, in normal colon
epithelium. An association between shorter ESR2-CA alleles and higher estrogen activity
has been suggested by studies on bone mineral density or systemic lupus erythematosus
(SLE) [18,19]. The biological role of ESR2-CA, which exists in intron 5 of the ESR2 locus,
is not known at present; however, intronic microsatellite repeats have been suggested to
alter gene transcription, mRNA splicing or translation, gene silencing, or interaction with
coregulators [20]. Several isotypes are known for ER-. Ligand binding domain (LBD) is
coded by alternatively spliced exon 8 of ESR2, resulting in five different forms of ER-f3: ER-f31
to ER-B5 [21,22]. ER-B1, the wild-type, can bind to estrogens and transduces their signals;
however, ER[32-5 variants, with a truncated form of this domain, lack binding ability and
dominant negatively regulate estrogen signaling [23]. One of the attractive hypotheses is that,
in NonCa, ESR2-CA SS (but not nSS) facilitates the alternative splicing of exon 8, increasing
the expression of wild-type ER-3 (ER-1), which is recognized by clone PPG5/10 used in this
study as the primary antibody against ER-{3 [18,24].

By contrast, in Ca, ER-3 expression was not related to ESR2-CA, suggesting a disordered
relation between them (Figure 5). In Ca with pMMR, despite unchanged ESR2-CA, ER-f3
expression was significantly lower than in NonCa irrespective of patients” age, which was
not true in Ca with dMMR where ER-f3 expression was stable. The finding that the ESR2-CA
repeat number frequently changed in Ca with dAMMR but not in Ca with pMMR is reasonable
because ESR2-CA is one of the microsatellites, which are used as indicators of the MMR
status (MSI). The change in the ESR2-CA repeat number, however, did not affect the ESR2-CA
genotype in >70Rt/dMMR. Although the mechanisms of how ER-f3 expression is regulated
in Ca is unclear, a decrease in the estrogen action may be pathogenically important in pMMR
tumors, but not in dAMMR tumors. In pMMR, a carcinogenic mechanism other than MMR
might cause an abnormality which disturbs the normal transcription of ESR2.

Why was the rate of the ESR2-CA SS genotype or ER-f3 expression high in NonCa
in >70Rt? One hypothesis is that the germline SS genotype and resulting higher ER-f3
expression predisposes NonCa in >70Rt to cancerization, which means SS/ER-f3 promotes
carcinogenesis in >70Rt. The right-sided colon is generally thought to be affected by the
environment more than the left-sided colon or rectum. NonCa in >70Rt is likely to be
most affected by the environment because of longtime exposure according to age. We
previously showed that the estrogen concentration was high in Ca in >70Rt. Longtime
exposure to a high estrogen concentration, which also contributes to increased nuclear
ER-f3 expression, may be pathogenically important for cancer in >70Rt. In an experimental
study using a colon cancer cell line with low ER-f3 expression, compulsory ER-f3 expression
decreased MMR [25]. The dAMMR tumor in >70Rt is an attractive candidate to explain this
hypothesis because it has the background of NonCa with the ESR2-CA SS genotype, high
ER- expression, and a high estrogen concentration. Another hypothesis is that SS/ER-f3
lowers the risk of “usual’ cancer at a younger age by delaying the onset or suppressing
proliferation until an advanced age when cancer is finally diagnosed. The pMMR tumor
in >70Rt is a candidate to explain the second hypothesis. Alternatively, both of these
hypotheses may work in coordination to develop Ca in >70Rt (Figure 6). By contrast, in
women with the nSS genotype, low ER-3 expression and menopausal estrogen decreases
may increase the risk of “usual’ type colon cancer soon after menopause, suggesting the
protective role of estrogen against colon cancer as generally believed (Figure 6) [1,2,4,7,8].
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Age
Younger

Menopause

nSS
ER-[3 low

Estrogen inactive ]
Ca diagnosed

ss Usual Ca at younger age,
ER-B high promoted at more Li;t'-\;fed or
Estrogen active younger age

Usual Ca Decrease of the
suppressed at rate of patients
atclderage, younger age or With germline nSS
more right-sided

delayed to at older age

or dMMR
older age

Ca diagnosed

Unusual Ca
promoted at
older age

Older

Figure 6. General image of the relation between ESR2-CA genotype (SS or nSS) in NonCa, age at
cancer diagnosis, and cancer type. ‘Usual Ca’, having characteristics such as left-sided or pMMR, is
suppressed by estrogen, whereas ‘unusual Ca’, having characteristics such as right-sided or dAMMR,
is promoted by estrogen. Postmenopausal women with nSS genotype and lower ER-3 expression in
NonCa have a higher risk of usual Ca at a younger age, contrasting with those with the SS genotype,
where more Ca are diagnosed at an older age due to slow onset/development of the disease. Ca,
cancerous tissue; NonCa, non-cancerous tissue; AMMR, mismatch repair protein (MMR)-deficient;
PMMR, MMR-proficient.

We speculate that the SS genotype is prone to develop dMMR tumors in >70Rt through
active estrogen-ER-f} signaling, as described above. Estrogen was suggested to promote
dMMR through hMLH1 promoter methylation in prostatic/ovarian carcinogenesis [26,27];
however, the mechanism by which estrogen promotes hMLH1 promoter methylation is
unclear. The relationship between ESR2-CA repeat and methylation status is also unknown.
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It deserves further study to clarify these associations because dAMMR-related CRC in older
patients is mostly caused by hMLH1 promoter methylation.

Is a change of the ESR2-CA repeat number, one of MSI, important in the pathogenesis
of colon cancer? In the present study, this MSI seems to be the result of MMR, and not
pathogenically important for the disease, because it neither significantly affected ESR2-CA
genotype nor related with ER-f3 expression in tumors.

In the present study, the germline ESR2-CA genotype and resulting ER-{3 expres-
sion/estrogen activity was suggested to affect the type of colon cancer generated or patients’
age. Further studies to clarify the precise mechanism are needed to control colon cancer by
manipulating estrogen.

4. Materials and Methods
4.1. Subjects

Pathological materials and frozen samples (pairs of Ca and NonCa) from 114 post-
menopausal Japanese women (>70 y/o0, n = 72; <70 and >55 y/o0, n = 42) who underwent
curative surgery for colon cancer without preoperative therapy between 2006 and 2013
were available for this study at the Department of Pathology, Tokyo Metropolitan Geriatric
Hospital and Cancer Institute Hospital, Japanese Foundation for Cancer Research (Tokyo,
Japan). Histological classification was based on the Japanese Classification of Colorectal,
Appendiceal, and Anal Carcinoma [28].

4.2. Immunohistochemical Examination of ER-B and MMR

Immunostaining was performed for representative sections of formalin-fixed and paraffin-
embedded tissue using an autostainer, BOND III (Leica Microsystems Ltd., Shanghai, China),
as described elsewhere [12]. Briefly, an anti-ER-31 mouse monoclonal antibody was used to
detect ER-p (mouse, clone PPG5/10; Bio-Rad Laboratories, Hercules, CA, USA. X20). MMR
was detected by monoclonal antibody for MLH1 (rabbit, clone EPR3894; Abcam plc., Cam-
bridge, UK. X1000), MSH2 (mouse, clone G129-1129; BD Pharmingen, San Jose, CA, USA.
X500), MSH6 (rabbit, clone EPR3945; GeneTex, Los Angeles, CA, USA. X200), and PMS2
(mouse, clone A16-4; BD Pharmingen. X100). Antigen retrieval was conducted using citrate
buffer pH 6.0 for MLH1 and EDTA pH 9.0 for the others (100 °C, 20 min).

Nuclear immunoreactivity for each antibody was evaluated by NH and TM, inde-
pendently. As there is no standard method for assessing ER-f3 expression in CRC, the
Allred score routinely used in clinical practice for breast cancer was adopted for evaluation.
Briefly, nuclear immunoreactivity for ER-f3 is estimated independently by summing the
percentage score, PS, and intensity score, IS, of positively-stained cells (PS: 0%, 0; <1%,
1; <10%, 2; <33%, 3; <67%, 4; >67%, 5. IS: weak, 1; medium, 2; strong, 3). For MMR, the
loss of the nuclear staining for each antibody (anti-MLH1, anti-MSH2, anti-MSH6, and
anti-PMS2) was evaluated. Deficient-MMR (dMMR) was defined as the loss of at least one
MMR. Discrepancies were resolved by joint review of the slides.

4.3. Examination of ESR2-CA

Deoxyribonucleic acid (DNA) samples were extracted from the pairs of Ca and NonCa
frozen tissues from each patient by the phenol/chloroform method. ESR2-CA was de-
termined by polymerase chain reaction (PCR) using fluorescein-labeled oligonucleotide
primers designed to amplify the polymorphic (CA)n repeat in intron 5 of ESR2, as de-
scribed elsewhere [14]. Briefly, the forward primer was labeled with hexachloro-6-carboxy
fluorescein and used together with the tailed reverse primer (5'-FAM-GGT AAA CCA
TGG TCT GTA CC-3/, 5'-tail-AAC AAA ATG TTG AAT GAG TGG G-3'). An ABI PRISM
3130 Genetic Analyzer (Applied Biosystems, INC., Foster City, CA, USA) was used for
the analyses. Alleles of ESR2-CA are presented with the number of CA repeats. Using
the same cut-off used in the previous studies, alleles with CA repeats <22 and >22 were
designated as ‘S” and ‘L', respectively, resulting in genotypes SS, LS, and LL [14,15]. To
simplify, genotypes ‘SL” and ‘LL’ were combined as 'nSS’, and the subjects were finally
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divided into two genotype categories, ‘SS” and ‘nSS’. ESR2-CA (repeat number or genotype)
was compared among each tissue pair (Ca vs. NonCa) or with ER-3 expression, considering
the background of patients/tumors.

4.4. Statistical Methods

The Tukey—Kramer method was used to compare the Allred score (total score, TS) for
ER-[3 between tissue categories classified by tissue type (Ca or NonCa), age/locus category
(>70/right, >70Rt; or Non(>70Rt)), or the MMR status (AMMR or pMMR). Fisher’s exact
test using a contingency table was used to compare various nominal variables (ESR2-CA
genotype or tissue/patient background). In all instances, the statistical software JMP
version 12 (SAS Institute, Cary, NC, USA) was used. p < 0.05 was considered significant.

5. Conclusions

The >70Rt cases were characterized by NonCa with a higher rate of the ESR2-CA SS
genotype or higher ER-3 expression compared with Non(>70Rt) cases. The germline ESR2-
CA genotype and resulting ER-3 expression/estrogen activity seem to affect the type of colon
cancer generated or the age of onset/diagnosis of the disease. These may be a clue to resolving
the controversy regarding the pathobiological role of estrogen in colorectal cancer.

Author Contributions: Conceptualization, N.H.; methodology, N.H., M.M. and S.I.; validation, Y.A .-
F. and T.M.; formal analysis, N.H.; investigation, N.H.; resources, T.A., YF, N.Y,, HK, YI. and K.T;;
data curation, N.H.; writing—original draft preparation, N.H.; writing—review and editing, T.A.,
YM., YF, MM, SI, YA-FE,NY, HK, YI, KT. and T.M,; visualization, N.H.; supervision, M.M.,
Y.L, K.T. and T.M.; project administration, N.H.; funding acquisition, N.H. All authors have read and
agreed to the published version of the manuscript.

Funding: This study was supported by JSPS/MEXT KAKENHI (25460429, 21K06932).

Institutional Review Board Statement: This study was conducted in accordance with the Declaration
of Helsinki, and approved by the ethics committee of Tokyo Metropolitan Geriatric Hospital (No.
260303) and Cancer Institute Hospital (No. 2012-1068&1069).

Informed Consent Statement: Informed opt-out consent was obtained from all subjects involved in
the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available due to ethical restrictions.

Acknowledgments: We thank all collaborative researchers involved in this study. We also thank Mo-
toyoshi Iwakoshi, Tomoyo Kakita, Maho Yokoyama, and the technical staff of the Department of Pathology,
Tokyo Metropolitan Geriatric Hospital and Cancer Institute, for their excellent technical support.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Kennelly, R.; Kavanagh, D.O.; Hogan, A.M.; Winter, D.C. Oestrogen and the Colon: Potential Mechanisms for Cancer Prevention.
Lancet Oncol. 2008, 9, 385-391. [CrossRef] [PubMed]

2. Barone, M.; Tanzi, S.; Lofano, K.; Scavo, M.P.; Guido, R.; Demarinis, L.; Principi, M.B.; Bucci, A.; Di Leo, A. Estrogens,
Phytoestrogens and Colorectal Neoproliferative Lesions. Genes Nutr. 2008, 3, 7-13. [CrossRef] [PubMed]

3.  Barzi, A;; Lenz, AM.; Labonte, M.].; Lenz, H. Molecular Pathways: Estrogen Pathway in Colorectal Cancer. Clin. Cancer Res. 2013,
19, 5842-5848. [CrossRef] [PubMed]

4. Maingi, ]W,; Tang, S.; Liu, S.; Ngenya, W.; Bao, E. Targeting Estrogen Receptors in Colorectal Cancer. Mol. Biol. Rep. 2020, 47,
4087-4091. [CrossRef]

5. Abancens, M.; Bustos, V.; Harvey, H.; McBryan, J.; Harvey, B.J. Sexual Dimorphism in Colon Cancer. Front. Oncol. 2020, 10, 607909.
[CrossRef]

6. Honma, N.; Hosoi, T.; Arai, T.; Takubo, K. Estrogen and Cancers of the Colorectum, Breast, and Lung in Postmenopausal Women.
Pathol. Int. 2015, 65, 451-459. [CrossRef]

7. Cho, N.L,; Javid, S.H.; Carothers, A.M.; Redston, M.; Bertagnolli, M.M. Estrogen Receptors Alpha and Beta are Inhibitory

Modifiers of Apc-Dependent Tumorigenesis in the Proximal Colon of Min/+ Mice. Cancer Res. 2007, 67, 2366-2372. [CrossRef]


http://doi.org/10.1016/S1470-2045(08)70100-1
http://www.ncbi.nlm.nih.gov/pubmed/18374292
http://doi.org/10.1007/s12263-008-0081-6
http://www.ncbi.nlm.nih.gov/pubmed/18850193
http://doi.org/10.1158/1078-0432.CCR-13-0325
http://www.ncbi.nlm.nih.gov/pubmed/23965904
http://doi.org/10.1007/s11033-020-05414-6
http://doi.org/10.3389/fonc.2020.607909
http://doi.org/10.1111/pin.12326
http://doi.org/10.1158/0008-5472.CAN-06-3026

Int. . Mol. Sci. 2023, 24, 4502 12 0of 12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Saleiro, D.; Murillo, G.; Lubahn, D.B.; Kopelovich, L.; Korach, K.S.; Mehta, R.G. Enhanced Induction of Mucin-Depleted Foci in
Estrogen Receptor {Beta} Knockout Mice. Cancer Prev. Res. 2010, 3, 1198-1204. [CrossRef]

Wong, N.A.; Malcomson, R.D.; Jodrell, D.I.; Groome, N.P; Harrison, D.J.; Saunders, P.T. ERbeta Isoform Expression in Colorectal
Carcinoma: An in Vivo and in Vitro Study of Clinicopathological and Molecular Correlates. J. Pathol. 2005, 207, 53-60. [CrossRef]
Limsui, D.; Vierkant, R.; Tillmans, L.S.; Wang, A.H.; Weisenberger, D.J.; Laird, PW.; Lynch, C.F.; Anderson, K.E.; French, AJ;
Haile, R W,; et al. Postmenopausal Hormone Therapy and Colorectal Cancer Risk by Molecularly Defined Subtypes among Older
Women. Gut 2011, 61, 1299-1305. [CrossRef]

Rudolph, A.; Toth, C.; Hoffmeister, M.; Roth, W.; Herpel, E.; Schirmacher, P.; Brenner, H.; Chang-Claude, J. Colorectal Cancer Risk
Associated with Hormone use Varies by Expression of Estrogen Receptor-B. Carncer Res. 2013, 73, 3306-3315. [CrossRef] [PubMed]
Honma, N.; Arai, T.; Matsuda, Y.; Fukunaga, Y.; Akishima-Fukasawa, Y.; Yamamoto, N.; Kawachi, H.; Ishikawa, Y.; Takeuchi,
K.; Mikami, T. Estrogen Concentration and Estrogen Receptor-B Expression in Postmenopausal Colon Cancer Considering
Patient/Tumor Background. J. Cancer Res. Clin. Oncol. 2022, 148, 1063-1071. [CrossRef]

Ogawa, S.; Emi, M; Shiraki, M.; Hosoi, T.; Ouchi, Y.; Inoue, S. Association of Estrogen Receptor Beta (ESR2) Gene Polymorphism
with Blood Pressure. J. Hum. Genet. 2000, 45, 327-330. [CrossRef] [PubMed]

Honma, N.; Arai, T.; Takubo, K.; Younes, M.; Tanaka, N.; Mieno, M.N.; Tamura, K.; Ikeda, S.; Sawabe, M.; Muramatsu, M.
Oestrogen Receptor-B CA Repeat Polymorphism is Associated with Incidence of Colorectal Cancer among Females. Histopathology
2011, 59, 216-224. [CrossRef] [PubMed]

Honma, N.; Yamamoto, K.; Ohnaka, K.; Morita, M.; Toyomura, K.; Kono, S.; Muramatsu, M.; Arai, T.; Ueki, T.; Tanaka, M.; et al.
Estrogen Receptor-B Gene Polymorphism and Colorectal Cancer Risk: Effect Modified by Body Mass Index and Isoflavone Intake.
Int. |. Cancer 2013, 132, 951-958. [CrossRef] [PubMed]

Slattery, M.L.; Sweeney, C.; Murtaugh, M.; Ma, K.N.; Wolff, R K; Potter, ].D.; Caan, B.J.; Samowitz, W. Associations between
ERalpha, ERbeta, and AR Genotypes and Colon and Rectal Cancer. Cancer Epidemiol. Biomark. Prev. 2005, 14, 2936-2942.
[CrossRef] [PubMed]

Takeo, C.; Negishi, E.; Nakajima, A.; Ueno, K.; Tatsuno, L; Saito, Y.; Amano, K.; Hirai, A. Association of Cytosine-Adenine Repeat
Polymorphism of the Estrogen Receptor-Beta Gene with Menopausal Symptoms. Gend. Med. 2005, 2, 96-105. [CrossRef]
Scariano, ].K.; Simplicio, S.G.; Montoya, G.D.; Garry, PJ.; Baumgartner, R.N. Estrogen Receptor Beta Dinucleotide (CA) Repeat
Polymorphism is significantly Associated with Bone Mineral Density in Postmenopausal Women. Calcif. Tissue Int. 2004, 74,
501-508. [CrossRef]

Wang, J.; Nuite, M.; McAlindon, T.E. Association of Estrogen and Aromatase Gene Polymorphisms with Systemic Lupus
Erythematosus. Lupus 2010, 19, 734-740. [CrossRef]

Beleza-Meireles, A.; Kockum, I.; Lundberg, F.; Soderhill, C.; Nordenskjold, A. Risk Factors for Hypospadias in the Estrogen
Receptor 2 Gene. J. Clin. Endocrinol. Metab. 2007, 92, 3712-3718. [CrossRef]

Moore, J.T.; McKee, D.D.; Slentz-Kesler, K.; Moore, L.B.; Jones, S.A.; Horne, E.L.; Su, J.L.; Kliewer, S.A.; Lehmann, ].M.; Willson,
T.M. Cloning and Characterization of Human Estrogen Receptor Beta Isoforms. Biochem. Biophys. Res. Commun. 1998, 247, 75-78.
[CrossRef] [PubMed]

Honma, N.; Matsuda, Y.; Mikami, T. Carcinogenesis of Triple-Negative Breast Cancer and Sex Steroid Hormones. Cancers 2021,
13, 2588. [CrossRef] [PubMed]

Hamilton, N.; Marquez-Garban, D.; Mah, V.H.; Elshimali, Y.; Elashoff, D.; Garon, E.B.; Vadgama, ].; Pietras, R. Estrogen Receptor-
Beta and the Insulin-Like Growth Factor Axis as Potential Therapeutic Targets for Triple-Negative Breast Cancer. Crit. Rev. Oncog.
2015, 20, 373-390. [CrossRef] [PubMed]

Rudolph, A.; Shi, H.; Forsti, A.; Hoffmeister, M.; Sainz, J.; Jansen, L.; Hemminki, K.; Brenner, H.; Chang-Claude, J. Repeat
Polymorphisms in ESR2 and AR and Colorectal Cancer Risk and Prognosis: Results from a German Population-Based Case-
Control Study. BMC Cancer 2014, 14, 817. [CrossRef] [PubMed]

Zhai, R.; Wang, G.; Cai, K;; Tao, K.; Xu, F; Zhang, W.; Wang, Z. Epigenetic Regulation of the ERbeta Gene on the Estrogen Signal
Transfection Pathway in Colon Cancer Cells. |. Huazhong Univ. Sci. Technolog. Med. Sci. 2010, 30, 69-74. [CrossRef] [PubMed]
Nishijima, Y.; Yoshida, T.; Nakamura, K.; Fukuda, T. hMLH1 Promoter Methylation Status Causes Different Expression Patterns
of Estrogen Receptor Protein with Endometrial Lesion Progression. Rinsho Byori 2013, 61, 97-103.

Treas, J.; Tyagi, T.; Singh, K.P. Chronic Exposure to Arsenic, Estrogen, and their Combination Causes Increased Growth and
Transformation in Human Prostate Epithelial Cells Potentially by Hypermethylation-Mediated Silencing of MLH1. Prostate 2013,
73, 1660-1672. [CrossRef]

Japanese Society for Cancer of the Colon and Rectum. Japanese Classification of Colorectal, Appendiceal, and Anal Carcinoma, 3rd ed.;
Kanehara: Tokyo, Japan, 2019.

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1158/1940-6207.CAPR-10-0044
http://doi.org/10.1002/path.1807
http://doi.org/10.1136/gutjnl-2011-300719
http://doi.org/10.1158/0008-5472.CAN-12-4051
http://www.ncbi.nlm.nih.gov/pubmed/23585455
http://doi.org/10.1007/s00432-021-03889-9
http://doi.org/10.1007/s100380070002
http://www.ncbi.nlm.nih.gov/pubmed/11185739
http://doi.org/10.1111/j.1365-2559.2011.03914.x
http://www.ncbi.nlm.nih.gov/pubmed/21884200
http://doi.org/10.1002/ijc.27688
http://www.ncbi.nlm.nih.gov/pubmed/22729816
http://doi.org/10.1158/1055-9965.EPI-05-0514
http://www.ncbi.nlm.nih.gov/pubmed/16365013
http://doi.org/10.1016/S1550-8579(05)80016-6
http://doi.org/10.1007/s00223-003-0170-x
http://doi.org/10.1177/0961203309359517
http://doi.org/10.1210/jc.2007-0543
http://doi.org/10.1006/bbrc.1998.8738
http://www.ncbi.nlm.nih.gov/pubmed/9636657
http://doi.org/10.3390/cancers13112588
http://www.ncbi.nlm.nih.gov/pubmed/34070471
http://doi.org/10.1615/CritRevOncog.v20.i5-6.100
http://www.ncbi.nlm.nih.gov/pubmed/27279236
http://doi.org/10.1186/1471-2407-14-817
http://www.ncbi.nlm.nih.gov/pubmed/25376484
http://doi.org/10.1007/s11596-010-0112-6
http://www.ncbi.nlm.nih.gov/pubmed/20155458
http://doi.org/10.1002/pros.22701

	Introduction 
	Results 
	Patient/Tumor Background 
	ESR2-CA 
	Distribution of ESR2-CA Allele Frequency 
	Change of ESR2-CA Repeat Number in Ca Compared with NonCa 
	Comparison of ESR2-CA Genotype among Categories 

	Expression of ER- 
	The Relation between ESR2-CA Genotype and ER- Expression 

	Discussion 
	Materials and Methods 
	Subjects 
	Immunohistochemical Examination of ER- and MMR 
	Examination of ESR2-CA 
	Statistical Methods 

	Conclusions 
	References

