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Abstract: In our work, the associations of GWAS (genome-wide associative studies) impact for
sex-hormone-binding globulin (SHBG)-level SNPs with the risk of breast cancer (BC) in the co-
hort of Caucasian women of Russia were assessed. The work was performed on a sample of
1498 women (358 BC patients and 1140 control (non BC) subjects). SHBG correlated in previously
GWAS nine polymorphisms such as rs780093 GCKR, rs17496332 PRMT6, rs3779195 BAIAP2L1,
rs10454142 PPP1R21, rs7910927 JMJD1C, rs4149056 SLCO1B1, rs440837 ZBTB10, rs12150660 SHBG,
and rs8023580 NR2F2 have been genotyped. BC risk effects of allelic and non-allelic SHBG-linked
gene SNPs interactions were detected by regression analysis. The risk genetic factor for BC develop-
ing is an SHBG-lowering allele variant C rs10454142 PPP1R21 ([additive genetic model] OR = 1.31;
95%CI = 1.08-1.65; pperm = 0.024; power = 85.26%), which determines 0.32% of the cancer vari-
ance. Eight of the nine studied SHBG-related SNPs have been involved in cancer susceptibility
as part of nine different non-allelic gene interaction models, the greatest contribution to which is
made by rs10454142 PPP1R21 (included in all nine models, 100%) and four more SNPs—rs7910927
JMJDIC (five models, 55.56%), rs17496332 PRMT6 (four models, 44.44%), rs780093 GCKR (four
models, 44.44%), and rs440837 ZBTB10 (four models, 44.44%). For SHBG-related loci, pronounced
functionality in the organism (including breast, liver, fibroblasts, etc.) was predicted in silico, having
a direct relationship through many pathways with cancer pathophysiology. In conclusion, our results
demonstrated the involvement of SHBG-correlated genes polymorphisms in BC risk in Caucasian
women in Russia.
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1. Introduction

Epidemiological data obtained by the International Agency for Research on Can-
cer based on a study of 36 different tumors in 185 countries of the world show that in
2020, more than 2.261 million new cases of BC (11.7% of all cancer cases) and almost
685 thousand deaths from this disease (6.9% of all cases) were registered worldwide [1,2].
According to the Global Cancer Observatory, in 2020, the incidence of BC in the world was
47.8 per 100 thousand population, and mortality from this disease was 13.6 per 100 thou-
sand population [3]. BC is the most common cancer (24.5%) and the most common cause
of cancer death (15.5%) in women [1,2]. Over the next 20 years (from 2020 to 2040), the
WHO (Global Cancer Observatory data) predicts a significant increase in the number of
women with BC (by 39%, from 2.3 million to 3.2 million) and deaths from BC (by 47%, from
0.68 million to 1.00 million) [3].

BC from genetic positions (twin, family, associative, and GWAS studies) has been
actively studied in recent decades [4-11]. Considerable factual material has been accumu-
lated on this theme, convincingly showing the strong contribution of hereditary factors to
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BC susceptibility [4,8]. Firstly, according to large-scale twin studies performed in European
populations, and including materials on several tens [5] and hundreds [6] of thousands
of twin pairs, the contribution of “genetics” to BC development is 31%. Secondly, up to
25% of hereditary cases of the disease are caused by mutations in highly penetrant (BRCAI,
BRCA2, PTEN, TP53, CDH1, STK11) (increase the risk of developing BC by up to 80%)
and 2-3% in moderately penetrant (CHEK2, BRIP1, ATM, PALB2) (cause a 2-fold increased
BC risk) genes [4]. Thirdly, the results of large-scale GWAS showed associations with the
disease of over 220 polymorphic loci of numerous candidate genes [7-10], and these GWAS
SNPs “explain” 18% of the heritability of BC [7]. However, at the same time, only 30-40%
patients with BC have a burdened family history, and only 5% cases of the disease are
associated with mutations in highly and moderately penetrant genes [8]. Furthermore,
GWAS loci “describe” only about 44% of the putative genetic determinants of BC (18%
of 41%) [7], which indicates the presence of a problem of “hidden” heredity in BC, and
determines the relevance of further genetic studies of the disease.

BC is a hormone-dependent disease, in the pathophysiology of which sex hormones
(estrogens, testosterone, progesterone, etc.) are widely “involved” [12-15]. It is believed
that a higher level of sex hormones increases the risk of BC developing; however, these
relationships (presence/orientation) depend on the pre/postmenopausal status, a woman’s
body mass index (BMI), the receptor status of the tumor, etc. [13,14,16]. The pathophys-
iological links between steroids and BC depend on SHBG, as this protein is involved in
regulating the concentration of bioavailable testosterone and estradiol [17-20].

SHBG (glycoprotein has a mass of 90-100 kDa) is synthesized mainly in the liver, con-
sists of two identical peptide chains, and contains “specific” sex hormone binding sites [18].
Due to the presence of these sites, SHBG “binds” steroid hormones (testosterone, estrogens)
and, as a result, transports them. At the same time, steroids associated with SHBG do not
show their biological activity, and only “free” (not related to SHBG) sex hormones are active
and realize their biological effects in the organism. It is believed that a significant part of
testosterone (65%) and estrogens (estradiol) (38%) in the organism is in a SHBG-related
state, and only small amounts of them (about 1-2% of testosterone and 2% of estradiol) are
biologically active (not related to SHBG) [19]. Thus, SHBG is a very important “regulator”
of the level and, accordingly, the activity of sex hormones (testosterone, estrogens) in the
body (a high level of SHBG leads to a low content of free steroids, and, accordingly, a low
level of SHBG causes an increase in the concentration of bioavailable sex hormones), which
may be of paramount importance for the pathophysiology of BC [13,14,16,21].

Previously performed genetic studies have established a significant contribution of
hereditary factors to the determination of circulating SHBG levels in women
(56-58%) [17,22]. Using the Mendelian randomization (MR) method, it has been shown
that, in the genetic correlation of SNPs and GWAS associated with the level of SHBG
(determining ~8.4% of the genetic variability of the SHBG concentration in women) [23]
with the risk of BC, the orientation of these associations (risk/protective) directly depended
on the receptor status of the tumor [24]. At the same time, it should be noted that the
results of numerous previous studies devoted to the study of the role of individual genetic
determinants of SHBG in BC formation are ambiguous [25-33], and the contribution of
individual GWAS significant for SHBG loci to BC susceptibility has not been studied; this
determines the relevance of this work. So then, our work assessed the associations of GWAS
impact for SHBG-level loci with BC risk in the cohort of Caucasian women in Russia.

2. Results

In BC and non-BC subjects, the registered genotypes’ distribution entirely matched
with the anticipated distribution, according the parameters of the Hardy—Weinberg rule
(Pbonf > 0.006 [0.05/9]. When evaluating the data, the Bonferroni amendment was imple-
mented for the number of loci studied [n = 9]) (Supplementary Table S1).

Among the nine SHBG-impacted loci considered, one SNP—1s10454142 PPPIR21—
showed a correlation with BC (Table 1). Minor allele C rs10454142 PPP1R21, being in
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the woman genotype, raised the risk of BC by 15-16% for each allele (CC vs. TC vs. TT
[additive model]; OR = 1.31; 95%CI = 1.08-1.65; p = 0.022; pperm = 0.024; power = 85.26%).

Table 1. Associations of the SHBG-impacted gene polymorphisms with breast cancer.

SNP

Gene

Minor
Allele

Allelic Model Additive Model Dominant Model Recessive Model

0, 0, 0, ()
OR 95%CI P OR 95%CI P OR 95%CI P OR 95%CI P

L95 U95 L95 U95 L95 U95 L95 U95

rs17496332
rs780093
1510454142
rs3779195
15440837
1s7910927
rs4149056
18023580
rs12150660

PRMT6
GCKR
PPPIR21
BAIAP2L1
ZBTB10
JMJD1C
SLCO1B1
NR2F2
SHBG

S0NHOPNHO

1422 094 079 112 0502 099 0.80 123 0958 0.89 0.66 1.02 0438 124 0.81 188 0.320
1445 096 080 1.14 0.605 090 072 112 0350 092 0.68 126 0622 079 052 1.02 0267
1424 116 097 139 0.099 1.31 1.08 1.65 0.022 132 097 180 0.072 151 093 248 0.098
1421 1.06 085 132 0.626 1.07 0.82 141 0.609 115 0.84 159 0384 073 030 176 0.486
1408 092 075 113 0426 093 072 119 0543 0.81 059 109 0.166 146 0.82 260 0.203
1446 093 078 110 0381 094 076 116 0571 0.88 0.63 124 0469 097 0.68 138 0.852
1385 091 074 112 0373 1.00 076 130 0977 099 073 136 0962 1.01 048 213 0975
1440 0.89 074 1.08 0253 091 072 116 0444 097 072 131 0.838 0.63 034 118 0.149
1452 1.00 0.82 121 0983 094 074 120 0.635 093 0.69 125 0.624 094 052 169 0.832

Note: All results were obtained after adjustment for covariates; OR odds ratio; 95%CI, 95% confidence interval;
Statistically significant values and p values < 0.05 are shown in bold.

As a result of the evaluation of the multi-locus BC risk effects of the nine studied
SNPs, the nine most significant models of SHBG-related gene interlocus interactions were
obtained (Table 2). Importantly, the levels of statistical significance actually used by us for
the selection of different levels models were higher than the values that we set as “threshold”
at the beginning of this study, and in particular, for the selection of two SNP models, we
actually used a level equal to p < 1.23 x 10~* (an order of magnitude higher than the one
established at the beginning, the “threshold” level is equal to p = 1.39 x 10~3), for three SNP
models—p < 1.64 x 10~® (more than two orders of magnitude higher than the originally
set “threshold” level—p = 5.95 x 10~*), for four SNP models—p < 4.65 x 10~ (five orders
of magnitude higher than the initially accepted “threshold” value—p = 3.97 x 10~%), for
five SNP models—p < 4.79 x 10~ 12 (almost eight orders of magnitude higher than the
indicator originally set—p = 3.97 x 10~4) (Table 2). This indicates extremely minimal risks
of obtaining false-positive results, and allows us to speak about the reliability and high
statistical significance of the results of interlocus modeling obtained by us associated with
the risk of BC. It is also important to note that the simulation results were validated by us
using permutation testing at the level of permutation < 0.001, and at that all nine models
corresponded to this threshold level.

Table 2. SNP x SNP interactions of SHBG-impacted genes significantly associated with breast cancer.

SNP x SNP Interaction Models NH betaH WH NL  betal WL Pperm

Two-order interaction models (p < 1.23 x 107%)

rs4149056 SLCO1B1-rs10454142 PPP1R21 3 0.696 16.39

<0.001

0 - -
15440837 ZBTB10-rs10454142 PPP1R21 3 0572 1474 1 —0.334 4.23 0.001

Three-order interaction models (p < 1.64 x 107)

rs7910927 [MJD1C—rs440837 ZBTB10-rs10454142 PPP1R21 2 1.734 2532
rs4149056 SLCO1B1—rs440837 ZBTB10-rs10454142 PPP1R21 3 0967  22.98

—0.642 3.35 <0.001
—0.316 2.77 <0.001

—_ =

Four-order interaction models (p < 4.65 x 10%)

WN =

154149056 SLCO1B1-rs440837 ZBTB10-rs10454142 PPP1R21-rs780093 GCKR 6 1.537 4144
rs8023580 NR2F2-rs7910927 JM]D1C-rs10454142 PPP1R21-rs17496332 PRMT6 7 1.345 3433
rs7910927 JMJD1C-rs10454142 PPP1R21-rs780093 GCKR-rs17496332 PRMT6 7 1.575  37.59

—0.574 5.60 <0.001
—0.749 6.68 <0.001
—0.878 11.36 <0.001

NN N

Five-order interaction models (p = 4.79 x 10712)

rs7910927 JMJD1C-rs3779195 BAIAP2L1-rs10454142 PPP1R21-rs780093
GCKR-rs17496332 PRMT6 10 1.791  51.58 2 —0.997 10.57 <0.001

rs8023580 NR2F2-rs7910927 JMJD1C-rs10454142 PPP1R21-rs780093
GCKR-1s17496332 PRMT6

11 1.876 4777 2 —2.118 6.95 <0.001

Note: The results were obtained using the MB-MDR method, with adjustment for covariates. NH, number of
significant high risk genotypes in the interaction; beta H, regression coefficient for high risk exposition in the
step2 analysis; WH, Wald statistic for high risk category; NL, number of significant low risk genotypes in the
interaction; beta L, regression coefficient for low risk exposition in the step2 analysis; WL, Wald statistic for low
risk category; pperm, permutation p-value for the interaction model (1000 permutations).
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Of the nine studied loci, eight polymorphisms of SHBG-related genes were part of
the BC-risk interlocus models, such as rs780093 GCKR, rs17496332 PRMT6, rs3779195 BA-
IAP2L1, rs10454142 PPP1R21, rs7910927 J]M]D1C, rs4149056 SLCO1B1, rs440837 ZBTB10,
and rs8023580 NR2F2 (Table 2). One locus, rs12150660 SHBG, was not involved in disease
susceptibility either independently or as part of SNP interaction models. All nine signifi-
cant models include rs10454142 PPP1R21, which previously showed independent strong
associations with BC. Herewith, four more loci were part of more than 40% of all significant
models: rs7910927 [M]D1C (five models), rs17496332 PRMT6 (four models), rs780093 GCKR
(four models), and rs440837 ZBTB10 (four models), which indicates their essential role
in the BC formation (Table 2). The two-locus combination rs440837 ZBTB10-rs10454142
PPP1R21 was the basis for four BC-impacted models (44.44%), and the other two-locus
combination, rs4149056 SLCO1B1-rs10454142 PPP1R21, was part of three BC-associated
models (33.33%).

We have obtained two five-locus models of SNP interactions of SHBG-related genes
showing the most pronounced effect in relation to BC susceptibility (Table 2): rs7910927
JMJD1C-rs3779195 BAIAP2L1-rs10454142 PPP1R21-rs780093 GCKR-rs17496332 PRMT6
(Wald index for risky combinations of this model was the maximum and equals 51.58)
and rs8023580 NR2F2-rs7910927 [MJD1C-rs10454142 PPP1R21-rs780093 GCKR-rs17496332
PRMT6 (the Wald index for risky combinations of this model is also the highest and
equals 47.77). Interestingly, the indicators of statistical significance of these two models
(p=6.88 x 10713 and p = 4.78 x 10712, respectively, with pperm < 0.001 for both models)
significantly exceed the threshold values used in GWAS (p <5 x 1078).

The calculations revealed 44 different combinations of genotypes within the framework
of 9 interaction models that were highly relevant to the BC risk (Supplementary Table 52),
among which more than 84% had a risk orientation (34/44; 84.09%) and only about 16% had
a BC-protective value (7/44; 15.91%). The most expressed BC-risk phenotypic effects (they
are distinguished by highest values of the regression coefficients (beta)) had such genotypes
combinations as rs7910927-GT JMJD1C-rs3779195-TA BAIAP21.1-rs10454142-CC PPP1R21-
rs780093-CT GCKR-rs17496332-AA PRMTG6 (beta = 3.926/p = 0.0003), rs7910927-GT JM]DI1C-
1rs10454142-CC PPP1R21-rs780093-CC GCKR-1s17496332-AA PRMT6 (beta = 3.926/p = 0.0003),
rs4149056-CC SLCO1B1-rs440837-AA ZBTB10-rs10454142-CC PPP1R21-rs780093-CT GCKR
(beta = 3.756/p = 0.016), rs4149056-CC SLCO1B1-rs440837-AA ZBTB10-rs10454142-CC
PPP1R21 (beta =3.756/p = 0.016) (combinations of “risky” orientation); rs8023580-TC NR2F2-
rs7910927-GG JMJD1C-rs10454142-TC PPP1R21-rs780093-CT GCKR-rs17496332-AG PRMT6
(beta = —2.202/p = 0.048), rs7910927-GT JMJD1C-rs3779195-TT BAIAP2L1-rs10454142-
TC PPP1R21-rs780093-CC GCKR-rs17496332-AA PRMT6 (beta = —1.827/p = 0.007), and
rs7910927-GT JM]D1C-rs10454142-TC PPP1R21-rs780093-CC GCKR-rs17496332-AA PRMT6
(beta = —1.827 /p = 0.007) (combinations of “protective” orientation) (Supplementary Table S2).
The three-locus “risky” combination rs7910927-GT JMJD1C-rs440837-AA ZBTB10-rs10454142-
CC PPPIR21 (beta = 1.586) is associated with BC with the greatest statistical significance
(p = 0.00002).

We performed visualization in the form of SNP interaction graphs that determine the
BC risk, both within the framework of the two very valuable for the disease of 5-locus
models (Figure 1), and within all eight SNPs involved in BC susceptibility (Figure 2). For
the 5-locus model rs7910927 JMJD1C-rs3779195 BAIAP2L1-rs10454142 PPP1R21-rs780093
GCKR-rs17496332 PRMT6, synergistic interactions with an entropy of 0.18% were found
between 157910927 JMJDI1C and rs10454142 PPP1R21, and antagonistic interactions be-
tween 1s3779195 BAIAP2L1, on the one hand, and loci rs780093 GCKR (entropy——0.14%),
rs17496332 PRMT6 (entropy——0.15%) on the other hand (Figure 1A). For another 5-
locus model, rs8023580 NR2F2-rs7910927 JMJD1C-rs10454142 PPP1R21-rs780093 GCKR-
1517496332 PRMT6, the synergistic interaction of rs7910927 JM]D1C-rs10454142 PPP1R21
(0.18%) was confirmed, and antagonistic interaction between rs8023580 NR2F2 and rs780093
GCKR was found (entropy——021%) (Figure 1B).
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(A)

Synergy

Redundancy

(B)

Figure 1. The entropy graph of the five loci models of SNP x SNP interactions associated with breast
cancer based on the MDR analysis: Model 1 (A) (Wald st. =51.58, p = 6.88 x 10718, Pperm < 0.001),
Model 2 (B) (Wald st. =47.77, p = 4.78 x 10712, pperm < 0.001). The red and orange colors denote
strong and moderate synergism, respectively, brown color denotes the independent effect, green and
blue colors denote moderate and strong antagonism, respectively.
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rs1045414
0.32%

- Synergy
—
= Redundancy

Figure 2. The entropy graph of the SNP x SNP interactions associated with breast cancer based on
the MDR analysis. Positive values of entropy indicate synergistic interactions, while the negative
values indicate redundancy. The red and orange colors denote strong and moderate synergism,
respectively; brown color denotes the independent effect; green and blue colors denote moderate and
strong antagonism.

When considering the interactions of all eight SHBG-related loci correlated with BC
risk, the following can be noted (Figure 2). Firstly, the contribution of rs10454142 PPP1R21 to
disease susceptibility (0.32%) is the highest among all other seven BC-significant loci (from
0.04% for rs7910927 JMJD1C to 0.25% for rs8023580 NR2F2) and their paired interactions
(the highest estimates reach 0.27%). Secondly, rs10454142 PPP1R21 synergistically interacts
with two loci—rs440837 ZBTB10 (0.27%) and rs10454142 PPP1R21 (0.18%). Third, SNP
rs8023580 NR2F2 demonstrates antagonistic interactions with rs780093 GCKR (—0.21%)
and synergistic interactions with rs4149056 SLCO1B1 (0.16%).

Positive values of entropy indicate synergistic interactions, while the negative values
indicate redundancy. The red and orange colors denote strong and moderate synergism,
respectively; brown color denotes the independent effect; and green and blue colors denote
moderate and strong antagonism.

2.1. Predicted Functionality of BC-Causal Loci

We have studied the supposed functional effects of BC-involved polymorphisms
in 2 directions: (1) the functional significance of rs10454142 PPP1R21 (and 10 SNPs
strongly linked to it), which demonstrated the main risk effect for BC, was considered;
(2) the functional potential of all 8 SHBG-related polymorphisms associated with BC risk
was evaluated; (3) summary functionality of all 130 BC-correlated loci (8 BC-causal and
122 proxy SNPs) was examined.

The results of the first stage of the study devoted to an in-depth and detailed con-
sideration of the functional effects of rs10454142 PPP1R21 and 10 proxy polymorphisms
are presented in Tables 3 and 4, and Supplemental Table S3—Supplemental Table S6. It
was found that, firstly, rs10454142 PPP1R21 and two SNPs located next to it (rs201414717
and rs10454143), exhibit pronounced functional activity (they are localized in the area of
enhancers/promoters, active enhancers/promoters) in the liver (the organ in which SHBG
is mainly synthesized [18]) (Table 3).
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Table 3. Estimated epigenetic potential of the BC-associated locus rs10454142 PPP1R21 and proxy
SNP (2 > 0.80) (in silico data of Haploreg).

_SNP Mammary Gland
(P031rtzlon hg38) Liver Breast Variant Human Breast Myoepithelial Transcription Factors
(%, LD) Mammary Epithelial Cells Primary Cells
1578597273
mel_En mel_
, (48380665) H3K4mel_Enh H3K4mel_Enh MIZF
(r* =0.81, LD = 0.99)
AP-1, AP-2, BAF155, BATF, Myc
1511689645 ’ ’ ’ VY
GR, BCL, Bach1, Bach2, ATA,
- gﬁfzﬁf% % H3K4mel_Enh HMGN3, KAP1, Maf, NF-E2,
r°=081,LD =0.99) STAT, PRDM1, TCF4, p300
15111960813
(48404376) ELF1, Myc, ZBRK1
(r2 =0.80, LD = 0.93)
rs56391806
(48404838) Fox, Hoxb6
(r2 =0.85,LD = 0.98)
rsb5744465
(48405316) Hoxab
(r2 =0.85,LD = 0.98)
H3K4mel_Enh
ok19759) H3K4me3_Pro H3Kdmel Exh AP-4, CACD, WT1, YY1, TALI,
> H3K27ac_Enh = TCF12, Rad21, LBP-1, ZNF219
(r* =1.00, LD = 1.00) H3K%c Pro
H3K4mel_Enh
rs10454142 H3K4me3_Pro
(48419260) H3K27ac_Enh H3K4me1_Enh NF-kappaB
H3K9ac_Pro
H3K4mel_Enh
rs10454143 —~
(48419261) E%%g‘ﬁgrﬁ Barx1, CEBPD, Hoxa3
2 = 1.00, LD = 1.00) ac_on
(r 2 H3K9ac_Pro
rs4638844 CIZ, FAC1, Foxa, Foxd3, Foxj2,
(48427445) H3K9%ac_Pro Foxk1, Foxo, Foxpl, HDAC?2, Irf,

(r2 =0.81, LD = 0.94)

Pax-4, Sox, p300, RREB-1, Zfp105

Note: H3K4mel_Enh, SNP location in the region of H3K4mel histones-marking enhancers; H3K27ac_Enh, active
enhancers; H3K4me3_Pro, promoters; H3K9ac_Pro, active promoters; bold highlights, BC-causal SNP.

Table 4. Associations of rs10454142 PPP1R21 and strongly coupled SNPs (¥ > 0.80) with expression
(eQTL) and alternative splicing (sQTL) of genes in the organism (in total), liver, mammary gland, and
fibroblasts (in silico data of GTE x portal).

SNP eQTL sQTL
(Position, hg38) - :
In the O . . In The O M .
2, LD) n (I; Tf)%:lr;lsm Liver Mammary Gland Fibroblasts n (I; T;igaall)usm GalI;l Irlrzlary Fibroblasts
FOXN2, FSHR,
GTF2A1L, LHCGR
; , GTF2A1L
MSH6, PPPIR21, ' GTF2AIL, GTF2AIL, GTF2AIL,
Sl 7 (IO TRp11T101L17.3,"  GTR2AIL  gpohbliRZL  BPPIR2I,  PPPIR2LSTON1, PPPIR21,  PPPIR2I
(r==0.81, LD = 0.99) RP11-460M2.1, RV LAeOMA T MSH6 STONI-GTF2AI1L  STONI
STONT, :
STON1-GTF2A1L
FOXN2, FSHR,
GTF2A1L, LHCGR
; / GTF2AI1L
MSH6, PPP1R21, . GTF2A1L, GTF2AIL, GTF2AIL,
rszsfgn?é‘gfg%@ RPIT'I9ILI71, " GTR2AIL  gronionesaz, ~ PPPIR2I,  PPPIR2I,STONI,  PPPIR21,  PPPIR2I
(=081, LD = 0.99) RP11-460M2.1, RPVIACOMI T MSH6 STONI-GTF2AIL  STON1
STONT, :
STON1-GTF2AIL
FOXN2, FSHR,
GTF2A1L, LHCGR
; / GTF2AIL
MSH6, PPPIR21, ' GTF2AIL, GTF2AIL, GTF2AIL,
111689645 (48381420) - Tppi1'191117.1,  GTR24IL sonPPIR2L  PPPIR2I,  PPPIR21,STONI,  PPPIR2I,  PPPIR21
(r* =081, LD =0.99) RP11-460M2.1, ) ' MSH6 STONI-GTF2AIL  STONI

STON1,
STON1-GTF2A1L

RP11-460M2.1
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Table 4. Cont.

SNP eQTL sQTL
(Position, hg38) . .
In the O . . In The O M .
%, LD) n (Ien Tf)%:]l;lsm Liver Mammary Gland Fibroblasts n (If\ T;tg:ll)usm C?lr;l Irlréary Fibroblasts
FOXN2, FSHR,
GTF2A1L, LHCGR, GTF2AIL, CTEIALL
MSH6, PPPIR21, PPPIR21, : GTF2AIL, GTF2AIL,
rsL 11960813 (48404576) * “Rpi1cio1Lizi,’  Gre2a1L sTON1-GTR2a1r,  PPPIRZL - pppiRo1 sTONI,  PPPIR2I,  PPPIR2I
(r* = 0.80, LD = 0.93) RP11-460M2.1, RP11-460M2.1, FOXNG STON1-GTF2A1L  STONI
STONT, MSH6
STONI-GTF2A1L
FOXN2, FSHR, GTF2A1L, CTEIALL
1656391806 (48404838)  GTF2AIL, LHCGR, PPPIR2I, CTraAll, GTR2A1L, GTF2A1L,
00 i MSH6, PPPIR21,  GTF2A1L  STONI-GTFzA1L, ~ PNFIRZL pppiRat, sTON1,  PPPIR2I,  PPPIR2I
(" =085, LD = 0.98) RP11460M2.1, RP11-460M2.1, FOXNG STONI1-GTF2A1L  STONT1
STONI-GTF2A1L MSH6
FOXN2, FSHR
: , GTF2AI1L
GTF2A1L, LHCGR, : GTF2A1L,
155744465 (48405316)  MSHG, PPPIR21,  Grpoay  stont.oipgal,,  PPPIR2L, PPP%{ZFIZIL“SITL(,DNI pbiol. ppPIRI
2 =0.85, LD = 0.98) RP11-460M2.1, ) ’ MSH6 - ’ ’
(r . RP11-460M2.1, , STONI-CTF2A1L  STONI
STONT, Lo FOXN2
STONI-GTF2AIL
FOXN2, FSHR
, . GTP241L,
1510454142 (48419260) Gﬁﬁ%ﬁ%ﬁ%ﬁ?f ’ PPPIR21, SPpiRAL. GTI2A1L, GTP2A1L,
o e o LN GrRAIL  STON1-GTF2A1r,  PRPIR2L pppiRa1, STON1,  PPPIR21, PPPIR21
=1.00,LD =1. 1 RP11-460M2.1, : STONI-GTF2A1L  STON1
STON1, e FOXN?
STON1-GTF2A1L
FOXN2, FSHR
: ; GTF2AI1L
GTF2A1L, LHCGR, : GTF2A1L,
rs10454143 (48419261)  MSHG, PPPIR2,  Grpony  stomtcipsatn,  PPPIRZL  pppomdsiéng  Spbikat’  pppirar
2 2100, LD = 1.00) RP11-460M2.1 - '+ MSH6 ; : :
(r* =1.00, : : RP11-460M2.1, , STONI-CTF2A1L STONI
STONT, b FOXN2
STONI-GTF2A1L
FOXN2, FSHR,
GTF2A1L, LHCGR, CTEIALL
MSH6, PPPIR21, . GTF2AIL, GTF2A1L,
r5123fg99;6L(4D8‘f26987) RPITI9ILIZ1,  GTR2AIL  groniontsar  sppimsy’  PPPIR2I,STONI,  PPPIR2I,  PPPIR2I
(r* = 0.87,LD = 0.96) RP11-460M2.1, , STON1-GTF2AIL  STON1

STON1,
STON1-GTF2A1L

RP11-460M2.1

Note: Bold highlights, BC-causal SNP.

Secondly, rs10454142 PPP1R21 and five high-linked variants positioned in the area

of three genes—PPP1R21, FOXN2, and KLRAQI—are disposed in the province of en-
hancers/promoters in breast cell lines—Breast variant Human Mammary Epithelial Cells
and Breast Myoepithelial Primary Cells (Table 3). So, the polymorphism rs10454142
PPP1R21, and the four SNPs in the linkage disequilibrium (LD) with it (rs78597273;
rs11689645; rs201414717; rs10454143), have been located in the enhancer region in Breast
variant Human Mammary Epithelial Cells (rs78597273 was additionally located in the
enhancer region in Breast Myoepithelial Primary Cells), and another linked polymorphism,
rs4638844, was placed in the active promoter region in Breast Myoepithelial Primary Cells.

Thirdly, rs10454142 PPP1R21 and 8 SNPs in LD affect the interaction of regulatory
DNA regions with 51 transcription factors (TFs) (AP-1, AP-2, AP-4, Bachl, Bach2, BAF155,
Barx1, BATF, BCL, CIZ, CACD, CEBPD, ELF1, GR, FAC1, Fox, Foxa, Irf, Foxd3, Foxj2,
Foxk1, Foxo, Foxpl, GATA, HDAC2, HMGNS3, Hoxa3, Hoxa5, Hoxb6, KAP1, LBP-1, Maf,
MIZF, Myc, NF-E2, NF-kappaB, p300, Sox, STAT, ZBRK1, Pax-4, PRDM1, Rad21, RREB-1,
TAL1, TCF12, TCF4, WT1, YY1, ZNF219, Zfp105) (Table 3), distinguished by pronounced
co-expression of several TFs such as HOXA3 and HOXAS (co-expression score 0.756),
HOXB6 and HOXAS (co-expression score 0.489), EP300 and BPTF (co-expression score
0.423), RAD21 and YY1 (co-expression score 0.357), HOXB6 and HOXA3 (co-expression
score 0.285), ZNF384 and FOX]J2 (co-expression score 0.226), and TRIM28 and SMARCC1
(co-expression score 0.201) (STRING data)). With the help of Gene Ontology Resource,
about 300 different biological pathways have been identified in which the described above
51 TFs (Supplementary Table S3) are “involved”, among which the processes of gene
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transcription regulation have the greatest statistical significance (p(FRD) > 1 x 10719,
including due to cis-influences on the regulatory regions of DNA, modulation activity
of RNA polymerase II, biosynthesis and metabolism of RNA, etc. Herewith, the fol-
lowing pathways have the maximum “overrepresentation” (Fold Enrichment (FE) in-
dex of more than 100): STAT3 nuclear events downstream of ALK signaling (R-HSA-
9701898; p(FRD) = 6.40 x 10~*%), positive regulation of DNA methylation (GO:1905643;
p(FRD) = 0.0099), TFAP2 (AP-2) family regulates transcription of cell cycle factors (R-HSA-
8866911; p(FRD) = 0.0154) (Supplementary Table S3).

Fourth, rs10454142 PPP1R21 and eight proxy loci affect the expression quantitative
traits (eQTL) of 10 genes (FOXN2, GTF2A1L, LHCGR, PPP1R21, RP11-191L17.1, RP11-
460M2.1, STON1-GTF2A1L, FSHR, STON1, and MSH6) in the organism, including five
genes in the mammary gland (PPP1R21, GTF2A1L, RP11-460M2.1, STON1-GTF2A1L, and
MSHGO), four genes in fibroblasts (PPP1R21, GTF2A1L, FOXN2, MSH6), and one gene in
the liver (GTF2A1L) (Table 4, Supplementary Table S4). Interestingly, the at-BC-risk allele
C of this polymorphism determines the high expression of the PPP1R21 gene in both the
mammary gland and fibroblasts, but is associated with low eQTL of all other genes in
the mammary gland (GTF2A1L, RP11-460M2.1, STON1-GTF2A1L, and MSH6), fibroblasts
(GTF2A1L, FOXN2, and MSH6) and liver (GTF2A1L) (Supplementary Table S4).

Fifth, rs10454142 PPP1R21 and eight LD SNPs are involved in splicing quantitative
traits (sQTL) of four genes (GTF2A1L, PPP1R21, STON1, and STON1-GTF2A1L) in the
organism, including three genes in the mammary gland (GTF2A1L, PPP1R21, and STONT)
and one gene—PPP1R21, in fibroblasts (Table 4, Supplementary Table S5). At-BC-risk
genetic variant C correlates with a low sQTL of the PPP1R21 in both the mammary gland
and fibroblasts, but it is associated with a high sQTL of the GTF2A1L and STON1 genes in
the mammary gland (Supplementary Table S5).

Sixth, rs10454142 PPP1R?21 and all 10 strongly linked loci affect the level of methylation
of a number of genome sites in blood, immunocompetent cells (CD14+ monocytes, native
CD4 + T cells), liver (carcinoma), cerebral cortex, with predominant hypermethylation
effects for the polymorphic variant C rs10454142 PPP1R21 (Supplementary Table S6). Inter-
estingly, this is consistent with the above data, which we obtained on the directionality of
the association of this allele with the expression of various genes—the allele C rs10454142
PPP1R21—associated mainly with hypermethylation of adjacent genome regions, deter-
mines mainly the reduced expression of the overwhelming number of genes for which it
is eQTL-significant (8 genes out of 10: FOXN2, GTF2A1L, LHCGR, RP11-191L17.1, RP11-
460M2.1, STON1-GTF2A1L, FSHR, and MSH6). Only in relation to two genes—PPPIR21
and STON1—this allele increases transcriptional activity. And these patterns are charac-
teristic both for the whole organism as a whole, and for the breast, fibroblasts, and liver,
which have important pathophysiological significance for BC.

So, according to our data, rs10454142 PPP1R21 and ten proxy SNPs are functionally sig-
nificant in relation to eleven genes (RP11-191L17.1, RP11-460M2.1, FSHR, STON1, STON1-
GTF2A1L, MSH6KLRAQ1, FOXN2, GTF2A1L, LHCGR, and PPP1R21), including eight
genes in the mammary gland (RP11-460M2.1, STON1-GTF2A1L, MSH6, STON1KLRAQ]1,
FOXN2, GTF2A1L, and PPP1R21), four genes in fibroblasts (GTF2A1L, PPP1R21, FOXN?2,
and MSH6), and four genes in the liver (GT'F2A1L, PPP1R21, FOXN2, and MSH6). The
aforementioned 11 genes are involved in the processes of reproductive system development
(GO:0061458; p(FRD) = 0.0040)) and interactions with hormone receptors (R-HSA-375281;
p(FRD) = 0.0259) (Gene Ontology Resource data).

At the next stage of our in silico analysis, we studied the functionality of all eight
SHBG-significant polymorphisms involved in predisposition to BC. It was found that
three of the eight considered SNPs are functionally active in breast cell cultures—epithelial
(Breast variant Human Mammary Epithelial Cells) and myoepithelial (Breast Myoepithelial
Primary Cells). They were located in enhancers (rs10454142 PPP1R21) and active promoters
(rs17496332 PRMT6, rs780093 GCKR) of these cells, respectively (Table 5). Also, five of the
eight analyzed SNPs (rs780093 GCKR, rs10454142 PPP1R21, rs440837 ZBTB10, rs7910927
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JMJD1C, and rs8023580 NR2F2) exhibit appreciable functional effects (located in the districts
of enhancers, promoters, active enhancers, and active promoters) in the liver. This organ is
the site of SHBG formation [18], the involvement of genetic determinants of which we study
in the development of BC in this paper. The most strongly pronounced epigenetic effects in
the liver have been showed by three SNPs—rs780093 GCKR, rs10454142 PPP1R21, rs440837
ZBTB10 (Table 5)—which are located in the regions of both enhancers and promoters,
including in the area of active enhancers and promoters.

Table 5. Localization of BC-associated SHBG candidate genes and SNPs in regions of histone proteins
marking enhancers (H3K4mel), promoters (H3K4me3), active enhancers (H3K27ac), and active
promoters (H3K9ac) in breast and liver cell lines (data HaploReg).

Breast Variant Human Mammary Breast Myoepithelial Primary

SNP Epithelial Cells (VHMEC) Cells Liver
rs17496332 PRMT6 H3K9%ac_Pro
H3K4mel_Enh
rs780093 GCKR H3K9ac_Pro H3K4me3_Pro
H3K27ac_Enh
H3K4mel_Enh
H3K4me3_Pro
rs10454142 PPP1R21 H3K4mel_Enh H3K27ac_Enh
H3K9%ac_Pro
H3K4mel_Enh
H3K4me3_Pro
rs440837 ZBTB10 H3K27ac_Enh
H3K9ac_Pro
rs7910927 IMJD1C H3K4mel_Enh
rs8023580 NR2F2 H3K4mel_Enh

Note: H3K4mel_Enh, SNP location in the region of H3K4mel histones marking enhancers; H3K27ac_Enh, active
enhancers; H3K4me3_Pro, promoters; H3K9ac_Pro, active promoters.

It was revealed that all 8 loci involved in the BC susceptibility influence the connection
of regulatory DNA sites with 21 TFs (DMRT1, Evi-1, FAC1, Foxd1, Foxl1, Foxpl, Foxql, GR,
Hix1, Hoxa9, INSM1, Mef2, Nanog, NFKB1, PLZF, Irf, Pou2f2, Pou3f3, Smad3, STAT, and
TATA) (Supplementary Table S7). In obedience to the STRING database, the vast majority
of these TFs (14 out of 21) interact with each other (Figure 3), and 3 TFs (NF-kappaB, Smad3,
Nanog) are of fundamental importance in this case—they interact simultaneously with 4-5
other TFs. The maximum interaction effects were registered between SMAD3 and NANOG
(score 0.884), SMAD3 and MECOM (score 0.858), FOXP1 and NANOG (score 0.855), NFKB1
and SMAD?3 (score 0.765), and TRIM63 and SMAD3 (score 0.649). NFKB1 and SMAD3 are
characterized by co-expression (co-expression score 0.135).

Interestingly, these 21 TFs are involved in many different processes (about 200!)
(Supplementary Table S8) such as: (a) regulation of gene expression (activity of DNA-
binding activator/repressor of transcription (GO:0001228; GO:0001227), DNA-protein
complexes (GO:0032993), activity of RNA polymerase II (GO:0000122; GO:0045944), etc.);
(b) morphogenesis (GO:0048729; GO:0009888; GO:0048856), including the development of
endoderm (GO:0007492) and embryo (GO:0048598), etc.), development/differentiation/
functioning of various organ systems (adrenal glands (GO:0030325), endocrine system
(GO:0035270), kidneys (GO:0001822), muscles (GO0090257), nervous system (GO:0007399),
etc.; (c) the regulation of metabolic processes (GO:0010557; GO:0031324; GO:0019219;
GO:0009889), including metabolism /biosynthesis of RNA (GO:1902679; GO:0051253;
GO:2001141), nitrogenous compounds (GO:0006807), the organic cyclic compounds
(GO:1901362), etc.
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Figure 3. A network of transcription factors interactions linked with the breast cancer development
due to eight polymorphisms of SHBG candidate genes associated with the disease (STRING data).

After performing the clustering procedure in the STRING program (used the “kmeans
clustering” approach) we have identified 2 groups of clusters among the 21 TFs studied
(Figure 4). The first cluster includes 10 TFs (BTAF1, DMRT1, FOXP1, GSR, MEF2A, NANOG,
NFKB1, POU2E2, TRIM63, and ZBTB16) (Figure 4A) involved mainly in the processes of
gene transcription regulation: the activity of the DNA-binding activator/repressor of
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transcription (GO:0001228; GO:0001227), the activity of RNA polymerase II (GO:0000978;
GO:0000122; GO:0045944), etc. NFKB1 plays a dominating role in the 1st cluster TFs inter-
actions, because it simultaneously interacts with five other TFs (GSR, NANOG, POU2F2,
TRIM63, and ZBTB16), and also the most noticeable cooperation were registered for FOXP1
and NANOG (score 0.855), DMRT1 and ZBTB16 (score 0.599), NFKB1 and POU2F2 (score
0.561), NFKB1 and ZBTB16 (score 0.518), and NFKB1 and TRIM63 (score 0.491).

FOXP1

POU2F2

POU3F3

Figure 4. Clusters at a network of transcription factors interactions linked with the breast cancer
development due to eight polymorphisms of SHBG candidate genes associated with the disease
(STRING data): (A)—cluster 1 (indicated in red), (B)—cluster 2 (indicated in green), (C)—two clusters
in total.
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The second cluster was represented by 11 TFs (BPTF, FOXD1, FOXL1, FOXQ1, HLX,
HOXA9, INSM1, MECOM, POU3E3, SMAD3, SOAT1) (Figure 4B) involved mostly in
the processes of embryogenesis (GO:0048568), various organ systems morphogenesis
(urogenital (GO:0001655), immune (GO:0002520), digestive (GO:0048565), adrenal glands
(GO:0030325), etc.), and metabolic processes regulation (GO:0010556; GO:0031326;
GO:0080090, etc.). Communications between MECOM and SMAD3 (score 0.858), HOXA9
and MECOM (score 0.456), FOXD1 and POU3F3 (score 0.432), BPTF and HOXA9 (score
0.430) are very essential for this cluster.

A significant act of all eight BC-associated loci on the DNA methylation level was
revealed (Supplementary Table S9). Moreover, these connections are observed both in
normal organs and cell cultures (blood, brain, uterus, immunocompetent cells
(CD14 + monocytes, native CD4 + T cells)), and in tumors of various localization, such
as the liver and other organs of the digestive system (pancreas, oral cavity, esophagus,
stomach, thick intestines, rectum, thyroid gland, kidneys, lungs, etc.). It should be
noted the most “serious” associations with the genome methylation parameters are in
such SNPs as rs17496332 PRMT6, rs780093 GCKR, rs3779195 BAIAP2L1, and rs7910927
JMJDIC. It is extremely interesting that the rs17496332 PRMT6 has been associated with
the DNA methylation level (cg09367891 (chr1:107599246)) in invasive breast carcinoma
(Supplementary Table S9).

At the final stage (stage 3) of our in silico study, we analyzed the summary functionality
of all 130 BC-correlated loci (8 BC-causal and 122 proxy SNPs) (the Haploreg program was
used). It was found that 3 SNPs (2.30%) were situated in the coding regions (exons) of
genes (2 of them [rs4149056 SLCO1B1 and rs1260326 GCKR] were missense substitutions
and one, rs17855177 FOXN2, was a synonymous replacement), 1 SNP (0.77%) was placed
in the 3/-UTR region of the BRI3 gene (rs7015), and 87 SNPs (66.92%) were located in intron
areas. Among the 130 analyzed loci, 10 SNPs (7.69%) were positioned in sites marking
as promoters/enhancers, 37 SNPs (28.46%) were in the zones of hyper sensibility to the
enzyme DNase 1, 17 SNPs (13.08%), and 115 SNPs (88.46%) were in regions of suspected
binding sites with regulatory proteins and TFs, respectively (Supplementary Table S10).
Overall, 124 SNPs (95.38%) have significant epigenetic potential among 130 BC-related loci
(Supplementary Table S10). Among the linked loci, the most expressed regulatory potential
was revealed for the rs10761751 and rs10761758 loci of the JMJDIC gene (strongly linked to
the BC-causal locus rs7910927 JMJD1C; according to our data, it is part of five models of
intergenic interactions that are risky for BC); these loci affect the DNA communication with
27 and 24 TFs, respectively (Supplementary Table 510). So, 8 BC-associated loci and 116
strongly linked SNPs are functionality in relation to 14 genes, such as PRMT6, BAIAP2L1,
BRI3, GCKR, JM]D1C, KLRAQ1, NR2F2, PPP1R21, SLCO1B1, RP11-327]17.2, RP11-327]17.3,
FOXN2, RP11-48B3.4, and ZBTB10 (Supplementary Table 510).

One BC-causal locus (rs4149056 SLCO1B1) and one locus linked to another BC-causal
locus (rs1260326 GCCR in LD [r? = 0.91; D’ = 0.96] with BC-associated rs780093 GCCR) lead to
amino acid substitutions (Val174Ala SLCO1B1 and Leu446Pro GCCR, respectively) having the
predictive class “deleterious (SIFTscore-0.002) / probably damaging(Polyphen2score-1.000)"
and “tolerated (SIFTscore-0.747)/possibly damaging (Polyphen2score-0.806)”, respectively.

We found serious eQTL correlations of 7 BC-associated loci (with the exception of
rs440837 ZBTB10) and 97 strongly linked SNPs (97/122, 79.51%) with 41 genes such as
AC004967.7, AC074117.10, ASNS, ATRAID, BAIAP2L1, BRI3, C20rfl16, FNDC4, FOXN?2,
FSHR, GCKR, IFT172, GTF2A1L, GPN1, JM]D1C, [M]JD1C-AS1, KRTCAP3, LHCGR, LMTK2,
MSH6, MRPL35P2, NRBF2, NRBP1, PPM1G, PPP1R21, PRMT6, REEP3, RPL7AP50, RP11-
191L17.1, RP11-307C18.1, RP11-327]17.2, RP11-460M2.1, SLC5A6, SLCO1B3, SLCO1B7,
SNX17, STON1, STON1-GTF2A1L, TECPR1, TRIM54, and ZNF512 in multiple organs
(Supplementary Tables S11 and S12), including the mammary gland [BC target organ]
(10 genes): ATRAID, GTF2A1L, MRPL35P2, MSH6, NRBP1, PPP1R21, PRMT6, RP11-
307C18.1, STON1-GTF2A1L, and RP11-460M2.1; fibroblasts: ATRAID, AC074117.10, BA-
IAP2L1, BRI3, FOXN2, MRPL35P2, JMJD1C-AS1, RP11-307C18.1, NRBF2, [IM]D1C, GTF2A1L,
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GPN1, MSH6, NRBP1, PPP1R21, PRMT6, and SLC5A6; liver (BRI3, GTF2A1L, PRMT6, RP11-
307C18.1, and RP11-327]17.2), visceral (AC074117.10, GTF2A1L, KRTCAP3, MRPL35P2,
NRBP1, PRMT6, REEP3, RP11-307C18.1, BRI3, RP11-460M2.1, and STON1-GTF2A1L), and
subcutaneous (ATRAID, BRI3, GTF2A1L, MRPL35P2, NRBP1, PPM1G, PPP1R21, PRMT®,
RP11-307C18.1, and STON1-GTF2A1L) adipose, pituitary (FOXN2, GTF2A1L, MRPL35P2,
and RP11-307C18.1), and hypothalamus (PPP1R21, PRMT6, and RP11-307C18.1), ovaries
(RP11-307C18.1), thyroid (AC074117.10, ATRAID, BAIAP2L1, C20rfl6, FNDC4, GCKR,
GTF2A1L, IFT172, IMJD1C-AS1, KRTCAP3, LMTK2, MRPL35P2, PPM1G, PPP1R21, PRMTS,
REEP3, RP11-307C18.1, RPL7AP50, STON1, TECPR1, and ZNF512), adrenal glands (FOXN2,
GTF2A1L, KRTCAP3, MRPL35P2, PRMT6, and RP11-307C18.1), muscles (ASNS, BAIAP2L1,
BRI3, GPN1, GTF2A1L, KRTCAP3, MRPL35P2, PPM1G, PPP1R21, PRMT6, RP11-307C18.1,
and SNX17), blood (KRTCAP3, NRBP1, PRMT6, TECPR1, and RP11-307C18.1), involved in
the disorder pathophysiology.

Importantly, among the eQTL-significant 7 BC-associated loci and 97 proxy SNPs,
those correlated with mRNA production in the mammary gland were 3 SNPs (rs10454142
PPP1R21, rs7910927 [M]D1C, and rs3779195 BAIAP2L1) (3 out of 8 studied loci, 37.50%) and
84 LD SNPs (84 out of 122 studied loci, 68.85%); fibroblasts—b5 variants (rs17496332 PRMTS6,
rs780093 GCKR, rs10454142 PPP1R21, rs7910927 JMJD1C, and rs3779195 BAIAP2L1) (5/8,
62.50%), and 93 LD SNPs (93/122, 76.23%); liver—4 loci (rs17496332 PRMT6, rs10454142
PPP1R21, rs3779195 BAIAP2L1, and rs8023580 NR2F2) (4/8, 50.00%) and 37 proxy SNPs
(37/122, 30.33%) (Supplementary Tables S11 and S512).

We discovered a connection of 3 BC-causal loci (rs780093 GCKR, rs10454142 PPP1R21,
and rs3779195 BAIAP2L1) and 31 strongly linked SNPs (31/122, 25.41%) with sQTL of
13 genes (BAIAP2L1, BRI3, FNDC4, GCKR, GPN1, GTF2A1L, IFT172, KRTCAP3, PPP1R?21,
SNX17,STON1, STON1-GTF2A1L, and TRIMb54) in various organs (Supplementary Tables
513 and S14), including the mammary gland (IFT172, FNDC4, PPP1R21, GTF2A1L, STON1,
and BRI3), fibroblasts (FNDC4 and PPP1R21), liver (GCKR and FNDC4), visceral (IFT172,
FNDC4, GTF2A1L, STON1, PPP1R21, BRI3, and STON1-GTF2A1L), and subcutaneous
(IFT172, FNDC4, GTF2A1L, STON1, PPP1R21, and BRI3) adipose, pituitary (IFT172 and
PPP1R?21), ovaries (IFT172), thyroid (IFT172, KRTCAP3, PPP1R?1, and BRI3), adrenal glands
(IFT172 and FNDC4), muscles (IFT172, TRIMb54, and BRI3), brain (hypothalamus, cortex,
basal ganglia, etc.) (FNDC4 and BRI3), which are important for BC biology.

In total, 8 BC-causal polymorphisms and 122 proxy SNPs due to their epigenetic
effects (14 genes: PRMT6, BAIAP2L1, BRI3, GCKR, JMJD1C, KLRAQ1, NR2F2, PPP1R?21,
RP11-327J17.2, SLCO1B1, ZBTB10, RP11-327]17.3, FOXN2, and RP11-48B3.4), missense
substitutions (2 genes: SLCO1B1 and GCKR), acts on gene expression (41 genes: AC004967.7,
AC074117.10, ASNS, ATRAID, BAIAP2L1, BRI3, C20rfl6, FNDC4, FOXN2, FSHR, GCKR,
IFT172, GTF2A1L, GPN1, [M]JD1C, [MJD1C-AS1, KRTCAP3, LHCGR, LMTK2, MSHé,
MRPL35P2, NRBF2, NRBP1, PPM1G, PPP1R21, PRMT6, REEP3, RP11-191L17.1, RP11-
307C18.1, RP11-327]17.2, SLC5A6, RPL7AP50, RP11-460M2.1, SLCO1B3, SLCO1B7, SNX17,
STON1, STON1-GTF2A1L, TECPR1, TRIM54, and ZNF512), and splicing (13 genes: BA-
IAP2L1, FNDC4, GCKR, IFT172, GPN1, GTF2A1L, KRTCAP3, PPP1R21, BRI3, SNX17,
STON1, STON1-GTF2A1L, and TRIMb54) are functionality in respect of 48 genes (PRMT®6,
AC004967.7, AC074117.10, ASNS, ATRAID, BAIAP2L1, BRI3, C20rfl16, FNDC4, FOXN?2,
FSHR, GCKR, GTF2A1L,IFT172, JMJD1C, JM]D1C-AS1, LHCGR, GPN1, KRTCAP3, KLRAQ],
LMTK2, MRPL35P2, MSH6, NR2F2, NRBF2, PPP1R21, PPM1G, RP11-191L17.1, NRBP1,
PRMT6, REEP3, RP11-307C18.1, RP11-327]17.2, RP11-327]17.3, RP11-460M2.1, RP11-48B3 4,
RPL7AP50, SLC5A6, SLCO1B1, SLCO1B3, STON1-GTF2A1L, SNX17, SLCO1B7, STONI,
TECPR1, TRIM54, ZBTB10, and ZNF512).

Using the STRING program, protein interactions controlled by the above 48 genes
were studied (Figure 5). These interactions were carried out with the participation of
organic anion transporter polypeptide (SLCO1B1, SLCO1B3, and SLCO1B?7) (IPR004156;
p(FRD) = 0.0202)) (InterPro data), transcription factor IIA, alpha/beta subunit (STON1-
GTF2A1L and GTF2A1L) (SM01371; p(FRD) = 0.0150) and Kazal type serine protease
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inhibitors (SLCO1B1, SLCO1B3, and SLCO1B7) (SM00280; p(FRD) = 0.0388) (SMART
data). The most prominent interworking was found for proteins of the following genes:
STON1 and GTF2A1L (score 0.992), REEP3 and JMJD1C (score 0.901), ZNF512 and C20rf16
(score 0.777), LHCGR and FSHR (score 0.698), NRBP1 and KRTCAP3 (score 0.626), STON1

and PPPIR21 (score 0.610), GPN1 and C20rf16 (score 0.610), and ZNF512 and KRTCAP3

(score 0.604). Apart from this, co-expression was revealed in the transcriptional activ-
ity of a number of the genes under consideration: SLCO1B3 and SLCO1B1 (score 0.267),
SNX17 and ATRAID (score 0.151), PPM1G and GPN1 (score 0.146), NRBP1 and GPN1

(score 0.138), GCKR and FNDC4 (score 0.127), and FSHR and LHCGR (score 0.124). In
pursuant to Gene Ontology Resource data, BC candidate genes/proteins influence on
the sodium-independent organic anion transmembrane transporter activity (GO:0015347;
p(FRD) = 0.0235)) and the secondary active transmembrane transporter activity (GO:0015291;
p(FRD) = 0.0414) (data from GO molecular function complete and PANTHER GO-Slim
Molecular Function, respectively).
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Figure 5. A network of protein interactions involved in the breast cancer development due to
candidate genes functionally associated with 8 BC-associated loci and strongly linked to them by

122 SNPs (STRING data).
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At the end of study, using the regBase-CG database, we in silico assessed the potential
role of the eight BC-involved polymorphisms of SHBG candidate genes as drivers of tumor
development. The results obtained are presented in Table 6. It was found that two SNPs out
of eight considered loci, rs10454142 PPP1R21 and rs4149056 SLCO1B1, are the likely drivers
of the occurrence of tumors (“likely cancer driver”) (Table 6). Importantly, according to our
data, rs10454142 PPP1R21 was both an independent risk factor for BC (OR = 1.31) and part
of all nine significant BC-associated models, and rs4149056 SLCO1B1 was associated with
BC within three models of intergenic interactions.

Table 6. Prognostic value of BC-associated candidate genes SHBG SNP as drivers of tumor develop-
ment (regBase-CAN data).

SNP Score Phred Score Potential Role

rs17496332 PRMT6 0.0319 1.3145
rs780093 GCKR 0.3656 42654

rs10454142 PPP1R21 0.7992 7.0231 likely cancer driver
rs3779195 BAIAP2L1 0.0107 0.6073
rs440837 ZBTB10 0.0190 0.9416
rs7910927 JMJD1C 0.0560 1.8015

rs4149056 SLCO1B1 0.9834 12.6570 likely cancer driver
rs8023580 NR2F2 0.1781 3.1007

Note: Significant values are shown in bold.

2.2. The Final Results Assessing the Functionality of BC-Related Loci

So, summarizing the materials obtained in this section of the work, devoted to
the assessment of the functionality of BC-associated loci and strongly linked polymor-
phisms, we can note the following: Firstly, the presence of pronounced functional effects
(epigenetic modifications, eQTL, and sQTL) of BC-risky SNP rs10454142 PPPIR21 and
10 proxy SNPs in relation to 11 genes, including BC biology, important to organs/cells such
as the mammary gland (8 genes), fibroblasts (4 genes), and liver (4 genes), were found.
Secondly, it was revealed that all 8 loci determining the predisposition to BC influence
the connection of regulatory DNA sites, with 21 TFs which can potentially be involved in
many different BC-significant processes (about 200), such as the regulation of gene expres-
sion, morphogenesis, and the development/differentiation/functioning of various organ
systems, regulating metabolic processes. Thirdly, 130 BC-correlated loci (8 BC-causal and
122 proxy SNPs) exhibit their functionality with respect to 48 different genes in the in-
teraction of protein products, of which polypeptides-organic anion carriers, IPA tran-
scription factors, alpha/beta subunits, and serine protease inhibitors of the Kazal type
were important.

3. Discussion

In this report, we showed the risk value for BC of SHBG-lowering allele variant C
rs10454142 PPP1R21 (OR = 1.31) in Caucasian women in Russia, which determines 0.32%
of the cancer variance. Also, eight of the nine studied SHBG-related GWAS-impacted
SNPs have been involved in BC susceptibility as part of nine gene interaction models, the
greatest contribution to which was made by rs10454142 PPP1R?1 (included in all nine
models, 100%) and some other loci (rs7910927 JM]JD1C, rs17496332 PRMT6, rs780093 GCKR,
and rs440837 ZBTB10). For SHBG-related loci, pronounced functionality in the organism
(including breast, liver, fibroblasts, etc.) was predicted in silico, having a direct relationship
through many pathways with cancer pathophysiology.

In GWAS results of 7046 individuals performed by Coviello et al. in 2012, the asso-
ciation of rs10454142 PPP1R21 (2p16.3) with the level of circulating SHBG in the organ-
ism was detected, and the “major” variant T of this polymorphism was linked with a
higher content of this protein (3 = 0.026) [23]. The GWAS materials indicate associations
of several loci strongly linked to rs10454142 PPP1R21 with the various liver enzymes
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level: alanine aminotransferase (rs10208627, p = 3 x 107 [34]; 2 = 0.56, D’ = 1.00), al-
kaline phosphatase (rs6749773,p =1 x 10713 [34], p =4 x 1077 [35], p = 1 x 10~ 1> [36];
r? = 0.53, D’ = 1.00), and gamma-glutamyltranspeptidase (rs13429377, p = 3 x 10722 [34];
r? =0.59, D’ = 1.00). It should be noted that the liver is the site of SHBG synthesis [18] and,
at the same time, as shown by our in silico data, rs10454142 PPP1R21 and strongly linked
loci are functionally active in liver cells (localized in regions of histone proteins marking
enhancers/promoters/active enhancers/active promoters associated with the GTF2A1L
gene expression and correlated with the methylation of a number of genome sites in
liver carcinoma).

Importantly, the allele C rs10454142 PPP1R21, which is risky for BC (our data), corre-
lates with a low concentration of circulating SHBG in the organism (GWAS data Coviello
et al. [23]). Using the MR method (this method allows to evaluate the cause-effect relation-
ships between the studied features [37]), the relationship of SNPs and GWAS-associated
with the level of SHBG [23] with the BC risk in postmenopausal women was shown; fur-
thermore, an increase in the concentration of circulating SHBG (for every 25 nmol /L) led
to a decrease in the risk of BC as a whole (OR = 0.94, p = 0.006) and ER-positive cancer
(OR = 0.92, p = 0.003), but the risk of developing ER-negative tumors, on the contrary,
increased (OR = 1.09, p = 0.047) [24]. Similar data (reduction of the risk of ER-positive
BC and an increase in the risk of ER-negative BC with an increase in SHBG levels) were
obtained in the study of Chen et al., performed on the basis of the MR of Breast Cancer
Association Consortium data [14]. So, our results on the BC risk role of the SHBG-lowering
GWAS-significant allele C rs10454142 PPP1R21 are completely consistent with the fore-
going literature data, according to which SHBG-increasing alleles of GWAS-significant
SNPs correlate with a low risk of BC (in general and in ER-positive). Importantly, in the
sample of patients studied by us, the majority of patients had ER-positive BC (66%) and
postmenopausal status (68.16%).

We have shown that eight out of nine studied polymorphisms affecting the concentra-
tion of SHBG in the organism according to GWAS data (rs17496332 PRMT6, rs780093 GCKR,
rs10454142 PPP1R21, rs3779195 BAIAP2L1, rs440837 ZBTB10, rs7910927 [MJD1C, rs4149056
SLCO1B1, and rs8023580 NR2F2 [23]) interact between by themselves and determine the
predisposition to BC. Previously performed genetic studies have shown that the contribu-
tion of hereditary factors in determining the level of circulating SHBG in women reaches
56-58% [17,22], and, at the same time, the GWAS-significant polymorphisms studied in
this work have a significant role in the genetic variability of SHBG concentration in women
(~8.4%) [23]. Importantly, in the earlier work, Dimou et al., using the MR method, showed
the relationship of the same SNP list (GWAS-associated with the level of SHBG [23]) with
the risk of BC in postmenopausal women [24]. It is very interesting that two polymor-
phisms (rs10454142 PPP1R21 and rs4149056 SLCO1B1) out of eight BC-associated loci are
likely drivers of the occurrence of tumors (“likely cancer driver”) (prognostic estimates
were obtained by us using the regBase-CAN database).

SHBG is a glycoprotein (90-100 kDa) consisting of two identical peptide chains, each
of which contains steroid-binding sites [18]. SHBG is produced mainly in the liver (by
hepatocytes), but there is evidence of its formation in the mammary gland, brain, uterus,
ovaries, placenta, etc. [38]. It has been shown that thyroid hormones and estrogens increase
the production of SHBG, and that pro-inflammatory cytokines, on the contrary, reduce the
formation of SHBG (due to the regulation of the expression of hepatocyte nuclear factor
4 alpha) [18]. Due to the presence of steroid-binding sites, SHBG binds and transports
testosterone, estradiol, and other sex steroids in plasma, thus affecting their bioavailabil-
ity [18]. SHBG is characterized by the following sequence of “preferences” in the binding
of sex hormones (in descending order of affinity): dihydrotestosterone > testosterone >
androstenediol > estradiol > estrone. Thus, SHBG has a higher affinity for testosterone and
a lower affinity for estradiol [39].

There are inverse correlations between the concentration of circulating SHBG and the
level of bioavailable (active) testosterone and estrogens in a woman’s organism [38,40].
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Importantly, the concentration of free (active) testosterone depends very much on the
concentration of SHBG in plasma, since only 1-2% of testosterone in circulating blood
is free (unbound) and therefore active, whereas 65% of testosterone is associated with
SHBG, and the rest of its amount (>30%) is associated with albumin [39]. The following
data are available for estradiol: 38% associated with SHBG, 60% with albumin, and only
2% are bioavailable (active) [19]. Thus, women with low levels of SHBG will have an
increased level of free (active) testosterone and estrogens, and vice versa, a high content of
circulating SHBG will cause low concentrations of bioavailable testosterone and estrogens
in the organism.

There is convincing evidence of a negative genetic relationship between the levels
of SHBG and free testosterone in women [17,20]. Based on the analysis of family data of
2685 women from the Framingham Heart Study (868 pairs of sisters and 688 pairs of mother-
daughter were studied) by Coviello et al., negative genetic correlations were established
between SHBG and free testosterone (pg = —0.60) and direct genetic correlations between
SHBG and total testosterone (pg = 0.31) [17]. Sinnott-Armstrong et al. (a GWAS analysis
of UK Biobank data was made) found strong reverse genetic correlations between SHBG
and bioavailable testosterone in women (rg = —0.75), while no reliable links were found
between SHBG and total testosterone in women (rg = —0.035) [20].

Numerous data from the literature specify an important pathogenetic role of SHBG
in BC [13,14,21,24,41-45]. It has been convincingly shown that the increased content of
circulating SHBG has a protective value for the development of the disease; however, these
relationships (their presence and orientation) may depend on the pre/postmenopausal
status of women and the molecular subtype of the tumor [13,14,24,44,45]. In the meta-
analysis performed by Drummond et al., they showed a dose-dependent association of high
levels of SHBG with a low risk of developing BC in postmenopausal women (OR = 0.54)
and the absence of significant relationships in premenopausal women (OR = 0.96; p > 0.05)
and in groups of patients with different ER status (positive/negative) [45]. Similar data
were obtained in the work of Arthur et al. for ductal carcinoma in situ: the level of SHBG
had inverse correlations with the risk of disease in postmenopausal women (HR = 0.75)
and was not associated with the disorder in premenopausal women [44]. Slightly different
results were obtained in the study of Tin Tin et al., in which the unidirectional effect of
SHBG (the protective value of an increased level of this protein in BC) was established
in both premenopausal (OR = 0.96) and postmenopausal (OR = 0.89) women [13]. In
Chen et al., reverse associations of SHBG with ER-positive tumors (OR = 0.83) and direct
associations with ER-negative (OR = 1.12) and triple negative tumors (OR = 1.19) were
shown [14]. Similarly, Dimou et al. demonstrated a protective value of high SHBG content
in BC in general (OR = 0.94) and in ER-positive tumors (OR = 0.92), and a risky value in
ER-negative cancer (OR = 1.09) [24].

The correlation of SHBG with BC risk may be based on the following mechanisms.
Firstly, SHBG is of paramount importance in regulating the level of bioavailable (active)
testosterone and estrogens in the female [18,19,38-40,42], and due to this (the modulation
of the phenotypic effects of testosterone and estrogens), it can be involved in the BC patho-
physiology (these mechanisms will be discussed in detail below) [39,42,43,45]. Herewith,
the high content of circulating SHBG will cause its “maximum” binding to testosterone
and estrogens, and lead to low levels of bioavailable (active) sex hormones in the organ-
isms of women, which will eventually manifest themselves in the minimally pronounced
phenotypic effects of testosterone and estrogens [38,40].

Secondly, SHBG can independently potentiate various intracellular BC-important
effects (increase in intracellular cAMP, activation of protein kinase A, inhibition of MAP
kinase pathways, etc.), due to binding to specific, high affinity membrane receptors in
various human tissues (hypothalamus, endometrium, placenta, etc.) [43]. It is important
that only SHBG unrelated to sex hormones can interact with membrane receptors, and,
at the same time, if sex steroids initially bind to SHBG, they prevent its interaction with
cellular receptors and, accordingly, block its intracellular effects [43]. There are experimental
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data on the interaction of the “SHBG-membrane” in estrogen-dependent BC cells MCF-
7 [43]. The end result of the intracellular effects of SHBG is a decrease in the proliferative
activity of cells and the induction of apoptosis, which is of protective importance in BC
development [42].

Thirdly, SHBG can inhibit the action of estrogens in BC cells [43]. This effect can be
achieved in two ways: (a) It is believed that after binding to the membrane receptor, SHBG
can again bind steroids with the same affinity as in solution [43]. Thus, the additional
“anti-estrogen” effect of SHBG will manifest itself if the “correct” sequence of its binding,
first with the cell membrane (leads to the implementation of a cascade of intracellular
anti-proliferative processes), and then with free steroids, which will lead to a decrease in
the number of their bioavailable forms and, accordingly, to less pronounced independent
phenotypic effects in the organism (reducing the BC risk). (b) SHBG can modulate the
activity of estrogen-dependent genes involved in the processes of cell growth and apoptosis,
thus leading to the inhibition of genes suppressing apoptosis (bcl-2, c-myc, EGF-R, PR, etc.),
ultimately causing the restoration of apoptosis in BC cells [43]. Thus, ultimately, the action
of SHBG is aimed at inhibiting estrogen-mediated cell proliferation and anti-apoptosis.

According to the available literature data, SHBG is of paramount importance in deter-
mining the level of “active” (bioavailable) testosterone in the female [17,20,39], whose role
in the development of BC has been proven in large-scale epidemiological studies [13,15].
In the Tin Tin et al. study, based on the exploration of serum testosterone levels lev-
els in 30565 premenopausal (527 of them had BC) and 133294 postmenopausal women
(2997 of them had BC) showed a risk value of both total (HR = 1.18; 95%CI: 1.14-1.23) and
free (HR = 1.31; 95%CI: 1.23-1.40) testosterone for BC in postmenopausal women and the
absence of its association with the disease in premenopausal women [13]. In the large-scale
work of Tang et al., performed using MR of genetic data of the large sample of women
(n =420, 000) from UK Biobank (n = 194, 174) and the Breast Cancer Association Consortium
(n =228, 951), they demonstrated a direct genetic link between BC risk and testosterone
levels (OR = 1.12) [15].

The mechanisms underlying the association of testosterone with BC are poorly un-
derstood and remain largely unclear [13,44]. The literature provides the following patho-
physiological justifications for the association of testosterone with BC, while, as a rule, a
higher testosterone content has a risk value for BC [13,44,46-49]. Firstly, testosterone under
the action of aromatase can be converted into estradiol in adipose tissue and other organs,
including breast tumor cells, and thus realize its BC risk effects through estrogen-mediated
pathophysiological mechanisms that are risky for BC [13].

Secondly, testosterone participates in the control of the mammary epithelium growth
due to a balanced interaction between its two active metabolites—estradiol (stimulates cell
proliferation) and dihydrotestosterone (inhibits cell proliferation)—and, at the same time,
an increased content of testosterone in the organism leads to higher production of estrogens
and, accordingly, to hyperproliferation of cells, which is not balanced by antiproliferative
action dihydrotestosterone [46]. It is assumed that this shift in the balance of androgens
and estrogens lies in the genesis of ER-positive tumors [46].

Thirdly, testosterone can interact directly with androgen receptors that are present
in breast tumor cells [47]. Androgen receptors are located in the cytoplasm and, in the
absence of ligands (androgens), bind to heat shock proteins [50]. As soon as androgens
enter the cell, they connect with their receptors, while this complex (androgens—androgen
receptors) detaches from heat shock proteins and transfers to the nucleus, where, interacting
with various co-stimulators, co-repressors, and transcription regulators (miR-204, SOX-4,
FOXAL1, etc.), modulates the expression of a number of genes (HER3, MYC, PTEN, GPER,
etc.) associated with the apoptosis, differentiation, angiogenesis, and proliferation of cells,
including tumor cells (Wnt/ 3-catenin signaling pathway, PI3K/AKT, etc.) [48,49].

Fourth, the mammary gland is a modified apocrine gland, which (its apocrine cells),
under the stimulating action of androgens, synthesizes the epidermal growth factor; the
interaction of this growth factor with the corresponding receptors (receptors of epidermal
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growth factor and human epithelial growth factor 2) leads to the “activation” of cell
proliferation [46].

The literature materials indicate a significant effect of SHBG on the content of “ac-
tive” (bioavailable) estradiol in the female [19]. Herewith, the role of estrogens in the
occurrence of BC (and primarily ER-positive BC) has been confirmed in multitudinous
studies [21,41-44,51-53]. The literature indicates several biological mechanisms underlying
the risk effect of estrogens on BC development [44,52,53].

Firstly, it is believed that estrogens increase the proliferative activity of breast ep-
ithelial cells, and, at the same time, during more frequent DNA reduplications of these
cells, the probability of mutations increases, which can potentiate the subsequent tumor
transformation of breast epithelial cells [52,53].

Secondly, increased proliferation of breast epithelial cells under the action of estrogens
is accompanied by the increased functional activity of mitochondria (provide additional
energy synthesis for excessively proliferating cells), which can potentially lead to an increase
in the content of reactive oxygen forms (have a damaging effect on DNA) as a byproduct of
mitochondrial oxidative phosphorylation processes, thereby contributing to tumorogenesis
in the mammary gland [51-53].

Thirdly, estrogen metabolites (semiquinones and quinones) have mutagenic proper-
ties, and can lead to DNA damage due to the formation of adducts and reactive oxygen
forms [54,55]. Moreover, estrogen metabolites interacting directly with DNA do not require
the presence of estrogen receptors to realize their pathogenic effects, which may explain
the connection of estrogens with the development of ER-negative BC [53,56].

Fourth, estrogens can cause disturbances in cellular responses to DNA damage (kinase
mechanisms of cell assessment of the scale and severity of DNA damage are disrupted in
order to initiate cell cycle arrest, repair, or, in the case of irreparable damage, apoptosis),
and DNA repair mechanisms (excision repair, nucleotide excision repair, and mismatch
repair) [52,53].

Estrogens, as rules, realize their pathogenic effects in BC by interacting with their
receptors (ER) through genomic (regulation of genes expression responsible for growth,
differentiation, apoptosis, and angiogenesis) and non-genomic (interaction with various
proteins, including adaptive proteins, G-proteins, growth factor receptors (EGFR, IGFR1,
and HER?2), cytoplasmic kinases (MAPKSs, PI3K, and AKT), signaling enzymes (adenyl
cyclase), etc.) and other mechanisms [53,57]. Thus, estrogens, having pronounced mitogenic
and mutagenic effects, and stimulate proliferation and carcinogenesis in 60-70% of BC
cases [51]. It is believed that an increased level of estrogen in the blood serum leads to an
increase in the risk of developing BC by 2-2.5 times [58].

Thus, a decrease in the level of SHBG in the organism (determined by SHBG-lowering
genetic determinants) leads to an increase in the concentration of bioavailable (“free”)
testosterone and estrogens and, accordingly, causes an increase in their pro-oncogenic
phenotypic effects and a decrease in the independent anti-oncogenic effects of SHBG,
which ultimately has a risky value for BC development. The above pathophysiological
justification may be the basis for the association of the SHBG-lowering allele variant T
rs10454142 PPP1R21 with an increased risk of developing BC.

The correlations of rs10454142 PPP1R21 with BC, established in our study, can be de-
termined not only with the effect of this polymorphism on the SHBG level and, accordingly,
on the concentration of SHBG-dependent sex hormones (testosterone, estrogens) in the
organism (we discussed these mechanisms in detail above), but may also be defined by
the functional effect of this polymorphism on the epigenetic modifications, expression,
and splicing of other genes (data obtained by us in silico) significant for BC pathophysi-
ology, such as PPP1R21, STON1-GTF2A1L, STON1, GTF2A1L, KLRAQ1, FOXN2, LHCGR,
RP11-191L17.1, RP11-460M2.1, MSH6, and FSHR.

For example, the PPP1R21 gene (located in 2p16.3; the region of this gene is the
BC-associated rs10454142, which, according to our in silico data, affects the epigenetic mod-
ifications, expression, and splicing of this gene) encodes the protein—regulatory subunit 1
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of protein phosphatase 21—which belongs to the group widely represented in the organism
and quite numerous in phosphoprotein phosphatase 1 (PPP1) (more than 200 PPP1 have
been identified to date) [59]. PPP1s can act as target subunits, substrates, and regulators of
activity in the process of reversible phosphorylation of various proteins (dephosphorylation
stage) involved in intracellular signaling mechanisms in various signaling pathways “in-
volved” in the regulation of cell growth, cell cycle, apoptosis, and other cancer-significant
cellular reactions [59]. Along with this, it is assumed that PPP1R21 plays an important role
in the functioning of endosomes (lysosomes), including in the sorting and maturation of
endosomes, which is of paramount importance in ensuring the effective operation of the
intracellular endosomal-autophagic-lysosomal system [60].

Multitudinous previously conducted clinical and experimental studies have shown
that the association of PPP1R21 (PPP1R21) with the development of various tumors, includ-
ing such as colorectal carcinoma [61,62], oral cancer (in mice) [63], thyroid carcinoma [64],
lung cancer [65,66], small intestine tumor [67], and stomach cancer [68]. Attention is drawn
to the presence of evidence of the involvement of PPPIR21 in oncogenesis (colorectal
cancer) in genome-wide studies [62].

In several studies, the correlation of PPP1R21 with BC has been demonstrated [69,70].
According to the materials of Cebria-Costa et al., the expression of the PPPIR21 gene
increases in cell lines with the LOXL2 gene “turned off” in the TNBC form of BC [69].
On the contrary, in the work of Horvath et al., a very low density of “expressed” SNPs
was demonstrated in the chr2 region:48000000-48999999 containing the genes PPP1R21,
MSH6, FBX011, FOXN2, STON1, GTF2A1L, and LHCGR in patients with all three analyzed
BC subtypes (TNBC, non-TNBC, and HER?2 positive) [70]. There is evidence of an associ-
ation of increased expression of another representative of phosphoprotein phosphatase
1—PPP1R14C, with an increased risk of development and a poor prognosis (metastasis)
with the TNBC variant of BC [71].

Interestingly, polymorphisms localized in the region of the PPP1R21/FOXN2/PPP1R21-
DT genes are associated at the GWAS confidence level (p < 5 x 10~%) with such BC-
significant signs as the concentration of circulating SHBG (rs200883214 [72], rs4497915 [73],
and rs11690748 [72,74]), anthropometric indicators (growth (rs4953579, rs7566996 [75], and
1s76154567 [34,76])), waist circumference (rs72820455 [77]), body fat content (rs4497915 [73]),
lipid profile indicators (triglycerides, high and low density lipoproteins (rs4497915 [73]),
and high density lipoproteins (rs12713007 [78])), and DNA methylation (rs192224341 [79]).
There are GWAS data on the relationship of the SNP of this genome region with the liver
enzyme level in blood serum, such as alanine aminotransferase and aspartate amino-
transferase (rs4497915 [73]), alanine aminotransferase (rs10208627 [34] and rs4290706 [36]),
gamma-glutamyltranspeptidase  (rs13429377 [34]),  gamma-glutamyltransferase
(rs62137009 [36]), and alkaline phosphatase (rs6749773 [34-36]). Herewith, importantly, the
liver is the main place of SHBG formation in the organism [37], and the liver state, assessed
by the level of liver enzymes, will directly correlate with its SHBG production.

At the end of the discussion of the obtained materials, we consider it important to note
that our work revealed significant regulatory effects of SHBG-significant BC-associated loci
in fibroblasts in relation to 18 genes (eQTL [17 genes]: PPP1R21, ATRAID, AC074117.10,
BRI3, BAIAP?L1, FOXN2, GPN1, MRPL35P2, JM]JD1C-AS1, RP11-307C18.1, NRBF2, NRBP1,
MSH6, IMJD1C, GTF2A1L, PRMT6, and SLC5A6; sQTL [2 genes]: FNDC4 and PPP1R21).
The materials presented in the literature indicate the important role of fibroblasts in the
tumor process, including in BC [80,81]. Fibroblasts are normally located in the stroma
of most organs and during the formation of a tumor (the development of inflammation
and fibrosis in tumors), and they “activate” (begin to produce various components of
the extracellular matrix, matrix metalloproteinases, leading to the degradation of the
extracellular matrix, etc.) and at the same time transform into tumor-associated fibroblasts,
which are the basis of the tumor stroma (provide regulatory, nutritional, and “skeleton”
functions for the tumor), which continuously interact with tumor cells, contributing to
each other’s development, and ultimately leading to tumor progression [80,81]. Tumor-
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associated fibroblasts, causing the development of a “desmoplastic reaction” (a large
number of collagens of types I, 111, IV, V, fibrinolytic protein, laminin, and hyaluronic acid
are formed, and various proteases and matrix metalloproteinases are secreted, which lead
to a pronounced remodeling of the extracellular matrix, etc.), determine the formation of
the skeleton structure of the tumor (tissue hardening occurs and fibrosis of stromal cells),
which underlies the evasion of the tumor from immunity (prevents the penetration of
immune cells) and provides an “optimal” environment for interaction between tumor cells
and cytokines, increasing migration and the invasion of cancer cells, thereby contributing
to the progression of the tumor, including in BC [81,82]. So, the significant functional effects
of SHBG-significant BC-associated loci in fibroblasts, in relation to the 18 genes that we
have established, can be the biomedical basis for the involvement of fibroblasts in the
pathogenesis of BC, due to the regulatory effects of the loci controlling the formation of
SHBG in the organism. Interestingly, an earlier study of BC performed on the same sample
of patients/controls showed significant associations of a number of functionally significant
polymorphic loci of the matrix metalloproteinase 9 gene (rs17576 and rs2250889) in the
formation of the disease [11].

For some limitations of this study, the following points can be highlighted: (a) the
functional effects of BC-related loci assumed in the work based on in silico analysis need
in vivo/in vitro experimental confirmation; (b) in this work, the levels of SHBG and sex
hormones (testosterone, estrogens, etc.) were not determined, which would allow it to be
more convincing to show that the biological pathways underlying the associations of the
SNP candidate gene SHBG with BC.

In the framework of further prospects for the development of research on this topic (in
addition to the above limitations of this study and which need further study), the following
should be noted: (a) it is necessary to analyze in more detail (using more numerous
samples of patients and controls) the a priori presumed features of the association of SNP
candidate gene SHBG with BC of different biological subtypes, BMI-dependent associations,
etc.; (b) to consider the joint contribution of genetic determinants that determine both
the level of SHBG and the level of BC-significant sex hormones (estrogens, testosterone,
etc.) in the organism; (c) based on the recently obtained new GWAS data on the genetic
determinants of SHBG [72], in the future it is necessary to conduct more extensive genetic
and epidemiological studies of BC with the inclusion of all (or most of them) currently
known SNP candidate genes of SHBG.

4. Materials and Methods
4.1. Study Subjects

The present genetic study was supported by the “Ethics Committee (Human Investiga-
tion)” of the Belgorod State National Research University, and was based on the mandatory
receipt of informed consent (certified by a personal signature) from each participant of the
study. The sample was formed during 2010-2016 on the basis of two specialized hospitals
of the Belgorod region, such as an Oncological Dispensary (BC) and a Regional Clinical
Hospital (non BC). As a result of 7 years of collecting the material, a sample of 358 BC
patients and 1140 control (non BC) of Russian women were born and lived in Central Russia
was formed [83]. The group of patients included women with a confirmed diagnosis of
BC by a generally accepted morphological method (the study was performed by certified
morphologists-pathologists [84]). The control group women were cancer-free (they did not
have any tumors at the time of examination and in the anamnesis) and did not suffer from
any serious diseases [85]).

All the considered phenotypic characteristics of the subjects (BC/non BC) are shown
in Table 7 (these data were presented in our previously published work [11]). Statisti-
cally significant higher BMI (p = 0.0001) and a higher proportion of obese individuals
(p = 0.0006) were found when comparing “BC vs. Controls”, which was the basis for using
these characteristics (together with the age of women) as confounders when evaluating
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associations between SNP and BC [11]. It is essential that the studied subjects (68.16%[BC],
63.60%[Controls], p = 0.13) were dominated by woman in postmenopausal status.

Table 7. Phenotypic characteristics of the study participants.

Parameters BC pPatients, % (n) Controls, % (n) p
N 358 1140 -
Age, years 55.74 4 12.79 (28-84) 55.02 4 12.35 (29-80) 0.17
(min-max)
<50 years 33.80 (121) 37.81 (431) 0.19
>50 years 66.20 (237) 62.19 (709) :
BMI, kg/m2 30.27 + 6.13 27.64 +5.42 0.0001
Obesity (BMI > 30) (yes) 33.24 (119) 22.19 (253) 0.0006
Age at menarche, years 1242 £1.12 1258 +1.13 0.51
Age at menopause, years 48.27 +5.02 47.88 + 4.82 0.34
Mensuration status
Premenopause 31.84 (114) 36.40 (415) 013
Postmenopause 68.16 (244) 63.60 (725) )
Smoker (yes) 22.07 (79) 19.04 (217) 0.22

Clinicopathological parameters of BC patients

To-T2—74%, T3-T4—26%
negative—47%, positive—53%
negative—34%, positive—66%
negative—41%, positive—59%
negative—64%, positive—36%

Stage of cancer
Lymph node involvement (N)
Estrogen receptor (ER)
Progesterone receptor (PR)
Human epidermal growth factor receptor 2 (HER2)

Tumor histological type

Tumor histological grade (G)

Progression
Metastasis
Death

ductal—94%, lobular—6%
G1/G2—68%, G3—32%
absent—66%, present—234%
absent—78%, present—22%
absent—=81%, present—19%

Note: G1, well differentiated; G2, moderately differentiated; G3, poorly differentiated.

4.2. DNA Analysis (SNP Selection/Genotyping)

All DNA samples used in the experimental study were previously isolated from
venous blood by the standard method (the widespread method of “phenol-chloroform-
alcohol” DNA extraction was used [86]). For PCR detection of polymorphisms (carried out
on a CFX96 device that allows evaluating the results in real time [87]), DNA samples with
parameters such as concentration—10-20 ng/mL and purity (absorption at wavelengths
of 260 nm and 280 nm, 260/280 nm)—1.7-2.0 were used (DNA samples were tested on
microvolume spectrophotometer NanoDrop™ 2000 (Thermo Fisher Scientific Inc., Waltham,
MA, USA) [88].

To solve the problem set in the work, we carried out genotyping of 9 SNPs associated
with the content of SHBG in the human organism (previously obtained GWAS materi-
als, Supplementary Table S15) [23,72,74,89-91]. To search for associations with BC, such
loci as rs780093 GCKR, rs17496332 PRMT6, 1s3779195 BAIAP2L1, rs10454142 PPP1R?21,
rs7910927 [MJD1C, rs4149056 SLCO1B1, rs440837 ZBTB10, rs12150660 SHBG, rs8023580
NR2F2 were studied. The quality of the experimental data obtained (the probability of
incorrect genotyping) was checked with additional repeated genotyping of 3-5% of DNA
samples (the format of “blind” re-genotyping was used [92]; the results obtained as a result
of this procedure (genotyping errors were no more than 1%) allow us to consider the data
obtained during laboratory studies acceptable for statistical (genetic) analysis.

4.3. Genetic Data Statistical Analysis

Before analyzing the SNP-BC associations, we performed a check for the presence/
absence of differences between the registered/expected (in accordance with the parameters
of the Hardy—Weinberg rule) dispensation of genotypes at all loci in BC and non-BC
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cohorts. The SNP-BC correlations (with calculation of such parameters association link as
the OR [odd ratio] and 95%CI [confidence intervals] for OR [93])) were revealed by the
logistic regression (4 models of allelic gene variants [minor/major alleles SNP] interaction
were considered such as dominant/recessive/additive/allelic [94]) in the PLINK program
(Java-linked version 1.07) [95] when correcting for confounders (age; BMIL; proportion of
obese) and multiple comparisons (permutation method [the pperm indicator was calculated
based on adaptive test] was applied [96]) and the calculation of the power of significant
associations (Quanto tool was used [97]).

The multiSNP-BC correlations (for discovery BC-risky of non-allelic gene variants
interactions) were detected by the MB-MDR logistic regression [98]. The MB-MDR analysis
used the necessary confounders (age; BMI; proportion of obese) and a given number of
permutations equal to 1000. To accomplish the permutation procedure, we handpicked
the very significant non-allelic gene interaction models for BC risk that met the thresh-
old value p that we introduced (for its calculation, we used data on the number of all
possible combinations of 9 considered genetic markers at different levels of their com-
bination, i.e., we used the Bonferroni correction). We used the following “threshold”
levels of ppa.mpr: p = 0.05/36 = 1.39 x 10~3 (2 SNP interaction); p = 0.05/84 = 5.95 x 10~*
(3 SNP interaction); p = 0.05/126 = 3.97 x 10~* (4 SNP interaction); p = 0.05/126 = 3.97 x 1074
(5 SNP interaction) [99]. A pperm Value of at least/equal 0.05 (for allelic gene variants inter-
actions [100]) and 0.001 (for non-allelic gene variants interactions [101]) were the reason
to consider the differences reliable. Visualization of phenotypic BC-significant effects (%
of BC entropy; communication orientation) of allelic/non-allelic gene variant interactions
was fulfilled in the MDR program [102-104].

4.4. In Silico Testing of Possible Functionality of BC-Involved SNPs/Genes

The final stage of the work was devoted in silico to predicting the possible functionality
of BC-involved SNPs and proxy variants (r> > 0.80) [105] using a fairly large range of
databases widely used in biological research [106-109], such as GTExportal (accessed on
21 September 2023) [110]; QTLbase (accessed on 21 September 2023) [111]; HaploReg
(accessed on 13 September 2023) [112]; regBase-CAN (accessed on 22 September 2023) [113];
SIFT (accessed on 21 September 2023) [114]; STRING (accessed on 14 October 2023) [115];
Poly-Phen?2 (accessed on 21 September 2023) [116]; Gene Ontology (accessed on 14 October
2023) [117].

5. Conclusions

GWAS-impacted SHBG-correlated gene polymorphisms are associated with BC risk
in Caucasian women of Russia.
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