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The current study aims to further delineate the associations between the synaptotagmin-
like 3 (SYTL3) and solute carrier family 22 member 3 (SLC22A3) single-nucleotide
polymorphisms (SNPs) and their haplotypes and gene—gene (G x G)/environment
(G x E) interactions on the risk of hyperlipidemia (HLP) in the Maonan and Han ethnic
groups. Genotype distribution among the SYTL3-SLC22A3 SNPs in 2,829 individual
patients bearing no relationship to each other (Han, 1,436; Maonan, 1,393) was
analyzed utilizing next-generation sequencing techniques. The genotype frequencies of
the rs6455600, rs2129209, and rs446809 SNPs were varied between the two ethnic
groups (P < 0.05-0.001). Various SNPs were correlated with serum levels of triglyceride
(TG; rs446809), total cholesterol (TC; rs6455600, rs2129209, and rs539298), and low-
density lipoprotein cholesterol (LDL-C; rs446809) among the Han population, whereas
various SNPs were also correlated with TC (rs6455600 and rs539298), TG (rs446809),
and LDL-C (rs446809) levels in the Maonan ethnic group (P < 0.008-0.001). One part
of haplotypes resulted in worsened HLP-related morbidity in the Han (SYTL3 A-C-A-A;
SLC22A3 A-A and A-G; and SYTL3-SLC22A3 A-C-A-A-A-A and A-C-A-A-A-G) and
Maonan (SYTL3 A-C-A-A; SLC22A3 A-A and A-G; and SYTL3-SLC22A3 A-C-A-A-A-
A, G-T-C-A-A-A, and G-T-C-A-C-A) ethnic groups, whereas another part of haplotypes
lowered HLP-related health risks in the Han (SLC22A3 C-A and C-G and SYTL3-
SLC22A3 A-C-A-A-C-A, A-C-A-A-C-G, and G-T-C-A-C-A) and Maonan (SLC22A3 C-G
and SYTL3-SLC22A3 A-C-A-A-C-G) ethnic groups. We discovered that the SYTL3-
SLC22A3 SNPs and their haplotypes were associated with serum lipid levels and the
risk of HLP in our studied populations.

Keywords: haplotype, synaptotagmin like 3, environmental factor, single nucleotide polymorphism, solute carrier
family 22 member 3, hyperlipidaemia, interaction
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INTRODUCTION

Coronary artery disease (CAD) has become a prominent cause
of morbidity, mortality, disability, high healthcare costs, and
functional deterioration and accounts for approximately 30% of
all deaths worldwide (Yokokawa et al., 2011; Finegold et al,
2013; Houston, 2018). Hyperlipidemia (HLP) is a major risk
factor for CAD and its complications. Comprehensive lipid-
lowering therapy is recommended for patients with CAD by
the 2013 American College of Cardiology (ACC)/American
Heart Association (AHA) guidelines for the treatment of blood
cholesterol to reduce the risk of cardiovascular events (Ray et al.,
2014). The guidelines emphasize that lipid-lowering therapy
should not focus solely on decreasing low-density lipoprotein
cholesterol (LDL-C) levels. Several compelling studies proved
that lowering total cholesterol (TC) (Chapman et al.,, 2011),
triglyceride (TG) (Chapman et al., 2011), and LDL-C (Can et al,,
2010) levels is more effective in reducing cardiovascular risk
than lowering LDL-C levels alone (Ferrieres et al., 2013). HLP
appears to be strongly dependent on a person’s genotype, with
40-60% of serum lipid profile variations attributed to hereditary
causes (Heller et al, 1993). Hence, discovering novel lipid-
related genes is an important step toward developing novel
lipid-lowering drugs that may offer a more personalized approach
in combating HLP.

Currently, several compelling genes closely related to serum
lipid parameters including the synaptotagmin-like 3 (SYTL3)
and solute carrier family 22 member 3 gene (SLC22A3) have
been characterized in the European population by genome-
wide association studies (GWASes) (Ober et al., 2009). SYTL3
(also named as SLP3, HGNC:15587, OMIM: 608441, gene
ID: 94120) is encoded in chromosome 6q25.3 (exon count:
22), and its resultant protein plays a crucial role in vesicular
trafficking. Several studies have pointed that the transport of
proteins and lipids between eukaryotic cells via endocytosis and
secretion is mainly facilitated by vesicular trafficking (Agmon
and Stockwell, 2017; Stefan et al., 2017). Muse et al. (2017)
documented that SYTL3 was correlated with acute myocardial
infarction (AMI); however, the underlying mechanism is unclear.
SLC22A3 (also known as EMT, EMTH, and OCT3; OMIM:
604842; gene ID: 6581; HGNC:10967) is a gene found on
chromosome 6q25.3 (exon count: 15) and functions to produce
the organic cation transporter 3 that belongs to a family
of peripheral membrane proteins and is critical in biogenic
histamine synthesis and deactivation (Verhaagh et al, 1999;
Schneider et al.,, 2005). As a potent pro-inflammatory mediator,
histamine enhances LDL-C deposition in vascular endothelial
cells by inducing cytokines, adhesion molecules, chemokines,
and other inflammatory mediators. Coupled with the increased
permeability of these cells, histamine produces a conductive
environment for atherosclerotic plaque formation (Kimura et al.,
2004; Rozenberg et al., 2010). Functional studies have shown
that SLC22A3 silencing could significantly inhibit histamine
synthesis, synthesis of pro-inflammatory mediators (MCP-1,
IL-8, and IL-6), and mononuclear cell infiltration and may
also impair leukocyte-endothelial interaction (Li et al., 2015).
SLC22A3 is more widely distributed and is found in the skeletal

muscle, heart, brain, and placenta. SLC22A3 is highly expressed in
the human heart, with the strongest SLC22A3 immunoreactivity
found in vascular endothelial cells (Chen et al., 2010; Solbach
et al, 2011). A number of studies have showed that the
SLC22A3 152048327, rs1810126, and rs3088442 single-nucleotide
polymorphisms (SNPs) contributed toward depressed CAD risk
through downregulation of SLC22A3 transcription and protein
levels (Li et al., 2015; Zhao et al., 2017). Chen et al. (2019)
found that SLC22A3 could serve as a mediator for the genetic
correlation between lipid metabolism and CAD. Nevertheless, the
correlation between serum lipid profiles, SYTL3-SLC22A3 SNPs,
and ethnicity has yet to be completely documented.

China is a country comprising of multiple ethnicities
including the predominant Han group along with 55 other
ethnicities. Of these minorities, the Maonan represents the 37th
largest, with a total population of 107,166, as recorded in the
Sixth National Population Census (2010). Most people of this
ethnic group live in the Huanjiang Maonan Autonomous County
of Guangxi Zhuang Autonomous Region. The Maonan people
vary widely with the local Han population in terms of dietary
and lifestyle habits. They are an ideal cohort for genetic variation
research because they rarely intermarry with other ethnic groups
(Li et al., 2009). Although the association between blood lipid
profiles and several genotypes of the SYTL3-SLC22A3 cluster has
been documented in the European population, the correlation
of the new alternates and their haplotypes with the possibility
of HLP in the Han and Maonan ethnic groups has never been
reported previously. Thus, this study aims to (i) explore the
connection of the SYTL3 (rs9364496, rs6455600, rs2129209, and
rs9456350) and SLC22A3 (rs446809 and rs539298) SNPs and
serum lipid profiles between the Maonan and Han ethnicities;
(ii) assess the correlation of their haplotypes with HLP morbidity
between both ethnic groups; (iii) detect the potential gene-gene
(G x G) and gene-environment (G x E) interactions that may
impact the clinical HLP manifestations in the two ethnic groups.

MATERIALS AND METHODS

Subjects

A total of 1,436 unrelated people (668 males, 46.52% and 768
females, 53.48%; 749 normal, 52.16% and 687 HLP, 47.84%)
of the Han ethnic group and 1,393 unrelated individuals (624
males, 44.80% and 769 females, 55.20%; 631 normal, 45.30%
and 762 HLP, 54.70%) of the Maonan ethnic group were
randomly selected from our previously stratified randomized
specimen bank (Wang et al, 2016; Bin et al, 2017). All
participants were occupants of the same location in the Guangxi
Zhuang Autonomous Region, which is the Huanjiang Maonan
Autonomous County of China. All individuals were farmers, ages
from 20 to 88. Both Han and Maonan ethnic groups possessed
similar sex ratio, age distribution, and average age (55.38 & 12.46
vs. 56.35 £ 15.34; respectively). All subjects had no previous
history of type-2 diabetes mellitus (T2DM), ischemic stroke,
CAD, and myocardial infarction. None of the subjects was taking
any medication that impacted blood lipid profiles. All protocols
were vetted by the Ethics Committee of the First Affiliated
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Hospital, Guangxi Medical University (No. Lunshen-2014 KY-
Guoji-001, March 07, 2014). All participants provided signed
informed consent prior to the study.

Epidemiological Analysis

Epidemiological investigation was performed in compliance to
protocols previously established (Tao et al., 1992). Questionnaires
allowed for documentation of relevant demographic and lifestyle
information. Three separate subgroups each of smoking status
[0 (non-smoker), <20 cigarettes/day, and >20 cigarettes/day]
and alcohol consumption [0 (non-drinker), <25 g/day, and
>25 g/day] were formed. The waist circumference, height, blood
pressure, and body mass index (BMI) were assessed based on
previous research (Guo et al., 2015a).

Biochemical Assays

A fasting venous blood sample of 5 ml was collected from each
participant. A portion of the sample (2 ml) was collected in
a test tube and used to measure serum lipid levels. The rest
of the sample (3 ml) was collected into a test tube containing
anticoagulants (13.20 g/l tri-sodium citrate, 14.70 g/l glucose, and
4.80 g/l citric acid) and utilized to extract deoxyribonucleic acid
(DNA). Methods for measuring serum LDL-C, apolipoprotein
Al (ApoAl), apolipoprotein B (ApoB), TC, TG, and HDL-
C were described in detail in a previous study (Sun et al,
2015). All measurements were performed using an autoanalyzer
(Type 7170A; Hitachi Ltd., Tokyo, Japan) in the Clinical Science
Experiment Center of the First Affiliated Hospital, Guangxi
Medical University (Guo et al., 2015b).

SNP Selection

Six SNPs located on the SYTL3 and SLC22A3 were chosen using
anumber of pre-determined criteria: (1) SYTL3-SLC22A3 cluster
was selected from previous GWASes associated with blood lipid
levels. (2) Tagging SNPs were identified via Haploview (Broad
Institute of MIT and Harvard, Cambridge, MA, United States,
version 4.2), and potential lipid metabolism-associated functional
SNPs were predicted using the latest version of the 1000 Genomes
Project database. (3) More completely, details of the selected
SNPs were collected from the NCBI dbSNP Build 132. (4)
Regarding the SNP selection, we also referenced to a previous
study by Ober et al. (2009), and the minor allele frequency (MAF)
of all SNPs was more than 1% and associated with blood lipid
profiles in previous study. (5) Six SNPs of SYTL3 rs9364496,
rs6455600, 12129209, and rs9456350 and SLC22A 3 rs446809 and
rs539298 were selected using the block-based method, which
involves marking the association of linkage disequilibrium (LD)
among chosen SNPs (r> > 0.8).

DNA Amplification and Genotyping

White blood cells were used for genomic DNA extraction
with phenol-chloroform (Yin et al, 2011). All obtained DNA
samples were numbered and maintained at —20°C until further
studies were carried out. Next-generation sequencing technology
(NGS) was used to analyze the genotypes of the six selected
SNPs at the Center for Human Genetics Research, Shanghai

Genesky Bio-Tech Co. Ltd., Shanghai, China (Onda et al., 2018).
Supplementary Table 1 depicts all relevant primer sequences.

Diagnostic Criteria

The following normal values were implemented in our research:
serum ApoAl (1.20-1.60 g/l), TG (0.56-1.70 mmol/l), LDL-
C (2.70-3.10 mmol/l), TC (3.10-5.17 mmol/l), HDL-C (1.16-
1.42 mmol/l), ApoA1l/ApoB ratio (1.00-2.50), and ApoB (0.80-
1.05 g/1). HLP was diagnosed when TC levels were more than
5.17 mmol/l and/or TG levels were more than 1.70 mmol/l (Guo
et al,, 2016). Diabetes (Alberti and Zimmet, 1998), body weights
(obese, normal, or overweight) (Zhou, 2002), and hypertension
(Chalmers et al., 1999; Whitworth, 2003) were diagnosed based
on previously established criteria.

Statistical Analyses

The SPSS (version 22.0, IBM Corp., Armonk, NY, United States)
was used for all data analyses. The information of measurement
parameters is depicted in terms of mean £ SD with the
exception of TG levels, which is depicted in terms of median
and interquartile ranges. Intergenotype variances between the
six SNPs as well as between the proportion of alcohol
consumers and smokers were evaluated using the chi-square
test. Several common characteristics were tested by independent-
sample t-test or Kruskal-Wallis test between both ethnicities.
Haploview (Broad Institute of MIT and Harvard, Cambridge,
MA, United States; version 4.2) allowed for assessment of the
pairwise LD (measured by r?), Hardy-Weinberg equilibrium
(HWE), and the frequencies of haplotypes or gene-gene
interaction haplotypes in two ethnic groups. HLP diagnosis
and its correlation to genotypes/haplotypes were assessed using
unconditional logistic regression analysis. Analysis of covariance
(ANCOVA) was used to assess the association between
genotypes/haplotypes and serum lipid profiles, and P < 0.008 or
P < 0.0045 (equivalent to P < 0.05 after adjusting for six SNPs or
11 haplotypes in independent tests by Bonferroni correction) was
determined to be possessing significant statistical significance.
Related parameters including blood pressure, smoking, blood
glucose, sex, BMI, age, and alcohol consumption as covariables
were adjusted for the correlation analysis. The generalized
multifactor dimensionality reduction (GMDR) was used to
determine the ideal combination among gene-gene/environment
exposures, haplotype-haplotype/environment exposures, and
SNP-SNP/environment exposures (Lou, 2015). GMDR reduces
high-dimensional genetic data to a single dimension by exploring
interaction models through cross-validation and using maximum
likelihood estimates to calculate the score-based statistics of
each participant. A good model would ideally possess a cross-
validation constancy (CVC) value close to 10, which allows for
identification of the best model among all likely candidates.
Balanced accuracy testing scores between 0.50 (model prediction
results are no better compared to chance) and 1.00 (perfect
model prediction results) are indicative of the extent of the
case-control status. Permutated P-values for these models were
obtained by performing 1,000 permutations. The GMDR analyses
included all haplotypes, SNPs, and numerous environmental
modifiers, such as smoking, drinking, hypertension, and BML
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The analyses were further adjusted for study population, gender,
and age. Statistical significance was ascertained with a P-value
of <0.05. Multivariable linear regression analyses implementing
stepwise modeling were carried out to discern associations
between genotypes, alleles, and various modifiable environmental
components with blood lipid profile in the Han and Maonan
ethnic groups. Likewise, statistical significance was deemed to be
achieved if P < 0.05. An interactive heat map with various serum
lipid profile parameters was constructed using the R software
(version 3.3.0) (Zhao et al., 2014).

RESULTS

Common and Biochemical
Characteristics in the Han and Maonan
Ethnic Groups

As shown in Table 1, there were several differences in serum
lipid levels and general parameters between the Han and Maonan
ethnic groups. We noticed that the Maonan population possessed
higher levels of LDL-C, diastolic blood pressure, ApoB, systolic
blood pressure, TC, TG, weight, alcohol consumption, pulse
pressure, and BMI in contrast to the Han group (P < 0.05-0.001).
However, serum ApoAl, HDL-C levels, and the ApoAl/ApoB
ratio were decreased in the Maonan ethnicity than those
in the Han ethnic group (P < 0.05-0.001). Gender ratio,
age distribution, height, glucose, the proportion of smokers,
and waist circumference were similarly distributed between
both ethnic groups.

Common and Biochemical
Characteristics Between Normal and
HLP Populations in Both Ethnic Groups

As shown in Table 1, further subgroup analyses found that
there were significant differences in blood lipid levels and
general parameters between the normal and hyperlipidemia
populations in both ethnic groups. We noticed that weight,
systolic blood pressure, TC, waist circumference, ApoB, the
proportion of smokers, BMI, alcohol consumption, TG, diastolic
blood pressure, pulse pressure, and LDL-C were raised in
patients with HLP in contrast to healthy participants in both
ethnic groups. Conversely, patients with HLP had lower levels
of ApoAl, HDL-C, and ApoAl/ApoB ratio in contrast to
healthy individuals; these findings were similar irrespective of
ethnic groups. Interestingly, there was no any stark difference
in height, gender, age distribution and glucose levels between
HLP patients and normal subjects in both the Han and
Maonan ethnic groups.

Genotypic and Allelic Frequencies of Six
SNPs Between the Normal and HLP
Populations in Both Ethnic Groups

Figure 1 depicts the location of six detected SNPs of SYTL3-
SLC22A3 cluster in a closely genomic area of chromosome 6.
All six SNPs were distributed in a manner complying with

HWE across both the Maonan and Han groups (P > 0.05
for all). As shown in Table 2, several SNPs possess allelic
and/or genotypic frequencies that were significantly varied
between the two ethnic groups (rs6455600, rs2129209, and
rs446809); between the normal and HLP populations in the Han
(rs6455600, rs2129209, rs446809, and rs539298) and Maonan
groups (rs6455600, rs446809, and rs539298; P < 0.05-0.001,
respectively). These differences may partly account for the
differences in blood lipid levels and the risk of hyperlipidemia
between the Han and Maonan populations.

The Relationship Between the Dominant
Model of Six SNPs and the Risk of
Hyperlipidemia

As shown in Table 2, the dominant model of rs446809 SNP
increased HLP-related morbidity risk in both ethnic groups,
whereas the dominant model of rs539298 SNP reduced HLP-
associated morbidity in both the Han and Maonan groups. The
dominant models of rs6455600 and rs2129209 SNPs decreased
morbidity of HLP in the Han ethnicity, whereas the dominant
model of rs6455600 SNP raised HLP-related morbidity in the
Maonan ethnicity.

The Relationship Between Genotypes of
Six SNPs and Serum Lipid Levels

As shown in Figure 2, several SNPs were associated with TC
(rs6455600, rs2129209, and rs539298), TG (rs446809), and LDL-
C (rs446809) levels in the Han and with TC (rs6455600 and
rs539298), TG (rs446809), and LDL-C (rs446809) in the Maonan
ethnic groups (P < 0.008-0.001 and P < 0.008, respectively, had
statistical significance after Bonferroni correction).

The Relationship Between the
Haplotypes and Serum Lipid Levels

Figure 3 suggests the presence of significant pair wise LD among
selected loci across both ethnic groups. Figure 4 indicates the
associations of 11 haplotypes with blood lipid levels. Several
haplotypes were correlated with TC (SYLT3 A-C-A-A; SLC22A3
A-A and C-A; and SYTL3-SLC22A3 A-C-A-A-A-A and A-C-
A-A-A-G), LDL-C (SLC22A3 A-A, C-A, and C-G and SYTL3-
SLC22A3 A-C-A-A-A-A), and TG (SLC22A3 C-G and SYTL3-
SLC22A3 A-C-A-A-C-G and G-T-C-A-C-A) in the Han and with
TC (SYLT3 A-C-A-A; SLC22A3 A-A, A-G, and C-G; and SYTL3-
SLC22A3 A-C-A-A-A-A, A-C-A-A-C-G, and G-T-C-A-A-A),
LDL-C (SLC22A3 A-A, A-G, and C-G and SYTL3-SLC22A3
A-C-A-A-C-G), and TG (SLC22A3 C-G and SYTL3-SLC22A3
G-T-C-A-A-A) in the Maonan ethnic groups (P < 0.0045-0.001
and P < 0.0045, respectively, had statistical significance after
Bonferroni correction).

The Relationship Between the

Haplotypes and the Risk of

Hyperlipidemia

As illustrated in Tables 3, 4, the dominant haplotype and G x G
interaction haplotype were the SYTL3 A-C-A-A (>55% of the
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TABLE 1 | Comparison of demographic and lifestyle characteristics and serum lipid levels between the Han and Maonan populations.

Parameter Han Maonan PHanvs-Maonan  PHan  PMaonan
All Normal HLP All Normal HLP

Number 1,436 749 687 1,393 631 762
Male/female® 668/768 337/412 331/356 624/769 273/358 351/411 0.358 0.226 0.296
Age (years)' 56.61 + 12.23 56.42 +12.67 56.81 £11.73 5598 + 14.67 54.54 + 1564 56.36 &+ 13.81 0.220 0.549 0.300
Height (cm)1 162.09 +7.71 15237 +7.46 151.79+796 151.58+7.31 151.35+£7.37 151,78 £7.25 0.074 0.159 0.267
Weight (kg)' 5250+9.30 51.99+9.13 5280+ 10.29 53.68+ 10.74 52.08 +£10.35 55.00 + 10.89 0.002 0.008  4.00E-7
Body mass index 22.66+3.60 22.39+3.594 2296+359 2328+4.03 2268+4.12 23.78+3.90 1.74E-5 0.008  4.18E-7
(kg/m?2)!
Waist circumference’ 75.49 £ 8.23 74.89 £ 8.27 76.15 £ 8.15 75.62 £9.73 73.10 £9.28 77.70 £9.62 0.719 0.004 5.61E-19
Smoking status [n (%)]°

Non-smoker 714 (49.72) 511 (68.22) 203 (29.55) 729 (52.33) 369 (58.48) 360 (47.24)

<20 cigarettes/day 317 (22.08) 105 (14.02) 212 (30.86) 323 (23.19) 123 (19.49) 200 (26.25)

> 20 cigarettes/day 405 (28.20) 133 (17.76) 272 (39.59) 341 (24.48) 139 (22.03) 202 (26.51) 0.080 2.77E-47 1.27E-4
Alcohol consumption [n
(%)°

Non-drinker 860 (59.89) 504 (67.29) 356 (51.82) 691 (49.61) 331 (52.46) 360 (47.24)

<25 g/day 353 (24.58) 172 (22.96) 181 (26.35) 494 (35.46) 236 (37.40) 258 (33.86)

>25 g/day 223 (15.53) 73 (9.75) 150 (21.83) 208 (14.93) 64 (10.14) 144 (18.90) 1.61E-11  1.61E-11 3.00E-5
Systolic blood pressure  128.18 + 19.66 127.11 & 19.57 130.98 £ 23.67 129.35 + 19.70 127.50 + 23.23 133.86 + 23.66 0.001 0.031  5.21E-7
(mmHg)'
Diastolic blood 7956 £ 1111 78.48+11.29 80.734+10.80 81.13+12.41 79.96+ 1257 82.10 4 12.20 3.75E-4 1.21E-4  0.001
pressure (mmHg)'
Pulse pressure 48.63 £ 14.89 47.71 £14.65 48.62+ 1514 49.85+17.10 47.53 £16.59 51.77 £ 17.29 0.002 0.011  3.98E-6
(mmHg)'
Glucose (mmol/)! 6.09 &+ 1.67 6.02 4+ 1.50 6.16 +1.83 6.11 4+ 1.31 6.04 +1.12 6.16 + 1.44 0.688 0.109 0.092
Total cholesterol 4.66 + 1.04 416+ 0.76 5.20 £+ 1.02 4.96 +1.07 4.35 4+ 0.58 547 +£1.13 2.61E-14  1.30E-91 7.60E-98
(mmol/l)’
Triglyceride (mmol/l)2 1.10 (0.80) 1.00 (0.50) 1.45 (1.37) 1.15(0.95) 0.90 (0.5) 1.64 (1.27) 0.004 4.63E-31 9.11E-66
HDL-C (mmol/)! 1.71 £ 0.49 1.75+0.056 1.63 4 0.0.41 1.58 +0.43 1.64 +0.42 1.53 +£0.44 1.90E-13 0.017 0.082
LDL-C (mmol/l)1 2.80+0.84 2.65+0.75 3.07 £ 0.89 2.95 + 0.86 2.43 +0.49 3.11+£0.97 6.75E-5 2.85E-22 4.84E-54
ApoA1 (g/l)1 1.38 £0.25 1.39 £0.26 1.34 £0.25 1.33+£0.28 1.36 £ 0.22 1.30 £ 0.25 1.82E-7 3.94E-4 2.14E-8
ApoB (g/)! 0.85 + 0.21 0.81 +0.21 0.88 £+ 0.21 0.88 + 0.24 0.77 £0.16 0.98 + 0.25 1.42E-4 8.73E-10 7.95E-67
ApoA1/ApoB' 1.73+0.64 1.83 +£0.70 1.62 +£0.54 1.62 £ 0.53 1.81 £0.44 1.46 + 0.54 4.30E-7 3.85E-10 4.10E-36

HDL-C, high-density lipoprotein cholesterol; LDL-C, low-density lipoprotein cholesterol; Apo, apolipoprotein; HLP, hyperlipidemia. The value of triglyceride is presented

as median (interquartile range) for non-normal distribution.
"Mean =+ SD determined by t-test.

2Median (interquartile range) tested by the Wilcoxon-Mann-Whitney test.
SThe rate or constituent ratio between the different groups was analyzed by the chi-square test.
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FIGURE 1 | The positions of the synaptotagmin-like 3 (SYTL3) and solute carrier family 22 member 3 (SLC22A3) mutations.
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TABLE 2 | The association between the SYTL3 and SLC22A3 polymorphisms and hyperlipidemia in the Han and Maonan groups.

SNP Genotype Han Maonan *PHanvs-Maonan *PHan OR (95% *Pyan *PMaoan OR (95% **PmMaonan
Cl) Cl)
All Normal HLP All Normal HLP
(n=1,436) (n =749) (n = 687) (n=1,393) (n = 660) (n=733)
SYTL3 A/A 876 463 413 868 419 449
(60.9%) (61.8%) (60.1%) (62.3%) (63.5%) (61.3%)
rs9364496  G/A+ G/G 560 286 274 525 241 284 0.47 0.51 1.12 0.34 0.39 1.00 0.97
G>A (39.1%) (38.2%) (39.9%) (37.7%) (36.5%) (38.7%) (0.89-1.42) (0.78-1.29)
MAF 635 332 303 601 (0.22) 277 (0.21) 324 (0.22) 0.62 0.94 0.48
(22.1%) (22.2%) (22.1%)
Prwe 0.44 0.06 0.38 0.08 0.10 0.39
SYTL3 C/C 708 333 375 854 369 306
(49.3%) (44.5%) (54.6%) (61.3%) (55.9%) (41.8%)
rs6455600 C/T+T/T 728 416 312 539 291 427 1.38E-10 1.26E-4 0.70 0.002 1.28E-7 1.72 2E-04
C>T (50.7%) (55.5%) (45.4%) (38.7%) (44.1%) (568.2%) (0.55-0.88) (1.35-2.20)
MAF 857 485 372 834 323 511 2.51E-4 0.002 2.27E-9
(29.8%) (82.4%) (27.1%) (30.0%) (24.0%) (35.0%)
Prwe 0.9 0.13 0.07 0.28 0.14 0.46
SYTL3 A/A 790 386 404 854 409 (62%) 445
(55.0%) (51.5%) (58.8%) (61.3%) (60.7%)
rs2129209  A/C + C/C 646 363 283 539 251 (38%) 288 0.001 0.006 0.77 0.025 0.63 0.99 0.95
A>C (45.0%) (48.5%) (41.2%) (38.7%) (39.3%) (0.61-0.97) (0.78-1.27)
MAF 753 421 332 606 279 327 8.42E-5 0.016 0.46
(26.2%) (28.1%) (24.2%) (22.0%) (21.0%) (22.0%)
Prwe 0.27 0.93 0.08 0.87 0.82 0.59
SYTL3 A/A 1,107 563 544 1,074 507 567
(77.1%) (75.2%) (79.2%) (77.1%) (76.8%) (77.3%)
rs9456350 A/G + G/G 329 186 143 319 153 166 0.99 0.07 0.85 0.23 0.81 0.92 0.54
A>G (22.9%) (24.8%) (20.8%) (22.9%) (23.2%) (22.6%) (0.64-1.11) (0.69-1.21)
MAF 349 195 154 340 162 178 0.95 0.14 0.92
(12.2%) (13.0%) (11.4%) (12.0%) (12.0%) (12.0%)
Prwe 0.9 0.33 0.34 0.90 0.86 0.61
SLC22A3 C/C 515 357 158 (23%) 412 247 165
(35.9%) (47.7%) (29.6%) (87.4%) (22.5%)
rs446809 C/A + A/A 921 392 529 (77%) 981 413 568 0.000368 2.13E-22 1.90 <0.0001  1.13E-9 1.91 <0.0001
C>A (64.1%) (52.3%) (70.4%) (62.6%) (77.5%) (1.53-2.37) (1.44-2.52)
MAF 1,162 470 692 1,275 531 744 1.82E-18 3.89E-25 2.60E-8
(40.5%) (31.4%) (50.4%) (46.0%) (40.0%) (51.0%)
Prwe 0.23 0.13 0.09 0.83 0.08 0.07
SLC22A3 A/A 785 390 395 756 323 433
(54.7%) (52.1%) (57.5%) (54.3%) (48.9%) (59.1%)
rs539298 AG+ G/G 651 359 292 637 337 300 0.763 0.039 0.73 0.008 5.11E-8 0.55 2.0E-04
A>G (45.3%) (47.9%) (42.5%) (45.7%) (51.1%) (40.9%) (0.58-0.92) (0.42-0.71)
MAF 755 411 344 748 403 345 0.633 0.144 3.12E-5
(26.3%) (27.4%) (25.0%) (27.0%) (31.0%) (24.0%)
Prwe 0.54 0.46 0.07 0.15 0.41 0.36

SYTL3, the synaptotagmin-like 3 gene; SLC22A3, the solute carrier family 22 member 3 gene; HLP, hyperlipidemia;, HWE, Hardy-Weinberg equilibrium; MAF, minor allele frequency. *P-value defined as chi-square test

probability. **P-value defined as logistic test probability.
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FIGURE 2 | The association between the genotypes of SYTL3 and SLC22A3 single-nucleotide polymorphisms (SNPs) and serum lipid levels in the Han and Maonan
ethnic groups. *P < 0.0083, **P < 0.001 [P < 0.0083 was considered statistically significant after Bonferroni correction; cigarette smoking, gender, blood pressure,
body mass index (BMI), alcohol consumption, blood glucose, and age were adjusted for the statistical analyses].
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FIGURE 3 | The linkage disequilibrium (LD) represents pair-wise r2 x 100 in Han + Maonan (A), Han (B), and Maonan (C) groups.

samples) and SYTL3-SLC22A3 A-C-A-A-C-A (>29% of the
samples). The haplotypes of the SYTL3 A-C-A-A; SLC22A3 A-A
and A-G; and SYTL3-SLC22A3 A-C-A-A-A-A raised HLP-linked
morbidity in both the Maonan and Han ethnicities, whereas the
haplotypes of the SLC22A3 C-G and SYTL3-SLC22A3 A-C-A-A-
C-G decreased HLP-related morbidity in both ethnic groups. In
the Han group, the haplotypes of the SLC22A3 C-A and SYTL3-
SLC22A3 A-C-A-A-C-A and G-T-C-A-C-A had a protective
effect, while the haplotype of SYTL3-SLC22A3 A-C-A-A-A-G
increased HLP-related morbidity. In the Maonan group, the
haplotypes of SYTL3-SLC22A3 G-T-C-A-A-A and G-T-C-A-C-A
raised HLP-related morbidity (P < 0.05-0.001).

Several Gene-Gene/Environment
Interactions on the Risk of HLP Based on
GMDR

As presented in Table 5, several significant three-loci models
comprising of SNP-SNP (159364496, rs6455600, and rs446809,

possessing a testing accuracy of 56.71% and a CVC of 9 of 10),
SNP-environment (rs446809 and rs539298 and BMI > 24 kg/mz,
possessing a testing accuracy of 70.88% and a CVC of 10
of 10), haplotype-haplotype (SYTL3 A-C-A-A and SLC22A3
A-G and C-G, possessing a testing accuracy of 60.65% and a
CVC of 10 of 10), haplotype-environment (SLC22A3 A-G and
C-G and BMI > 24 kg/m?, possessing a testing accuracy of
70.42% and a CVC of 10 of 10), gene-gene (SYTL3-SLC22A3
A-C-A-A-A-A, A-C-A-A-A-G, and G-T-C-A-C-A, possessing a
testing accuracy of 58.86% and a CVC of 10 of 10), and
gene—environment (SYTL3-SLC22A3 A-C-A-A-A-G and G-T-
C-A-C-A and BMI > 24 kg/m?, possessing a testing accuracy
of 58.45% and a CVC of 10 of 10) interactions were detected
in the Han ethnicity (P < 0.001, respectively). Additionally,
several different significant three-loci models comprising of SNP-
SNP (rs6455600, rs446809, and rs539298, possessing a testing
accuracy of 64.63% and a CVC of 10 of 10), SNP-environment
(rs446809 and rs539298 and BMI > 24 kg/m?, possessing a testing
accuracy of 70.83% and a CVC of 10 of 10), haplotype-haplotype
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TABLE 3 | Association between the haplotypes among four SNPs of the SYTL3 and two SNPs of the SLC22A3 and hyperlipidemia in the Han and Maonan group

[n (frequency)].

No. Haplotypes Han Maonan

Normal HLP OR (95% CI) P-value Normal HLP OR (95% CI) P-value
St A-C-A-A 865.99 (0.578) 874.69 (0.637) 1.257 (1.078-1.467) 0.003547  881.56 (0.668) 1,071.52 (0.728) 1.326 (1.082-1.597)  0.003203
S2 A-T-C-A 85.23 (0.057) 68.66 (0.050) 0.862 (0.621-1.195)  0.372051 34.04 (0.026) 45.23 (0.031) 1.189 (0.757-1.868)  0.451714
S3 A-T-C-G 122.23 (0.082) 93.79(0.068) 0.815(0.616-1.078)  0.150679  103.05 (0.079)  111.91(0.076)  0.964 (0.729-1.275)  0.795912
S4 G-C-A-A 121.44 (0.081) 118.01 (0.086) 1.053 (0.808-1.372)  0.704067  95.90 (0.073) 117.58 (0.080)  1.100 (0.830-1.458)  0.506725
S5 G-T-C-A 133.37 (0.089) 110.53 (0.080) 0.884 (0.679-1.151)  0.360768 110.14 (0.084)  135.07 (0.092)  1.102 (0.846-1.435)  0.472837
Sa A-A 271.13(0.181)  336.91 (0.245) 1.470 (1.228-1.760) 2.63E-005 330.86 (0.253)  479.52 (0.327)  1.433(1.214-1.691) 2.07E-005
Sb A-G 198.87 (0.133) 226.09 (0.165) 1.287 (1.047-1.582)  0.016568 194.14 (0.149)  264.48 (0.180)  1.261 (1.030-1.544)  0.024729
Sc C-A 815.87 (0.545) 693.09 (0.504) 0.851 (0.735-0.986) 0.031137  581.14 (0.445)  641.48(0.438)  0.970 (0.835-1.128)  0.695241
Sd C-G 117.91 (0.086) 212.13(0.142) 0.569 (0.448-0.722) 2.90E-006 199.86 (0.153) 80.52 (0.055) 0.322 (0.245-0.422)  1.55E-015

The haplotypes of S1-S5 are combined with SYTL3 rs9364496-rs6455600-rs2129209-rs9456350 and Sa-Sb are combined with SLC22A3 rs446809-rs5639298. HLR,
hyperlipidemia; SYTL3, the synaptotagmin-like 3 gene; SLC22A3, the solute carrier family 22 member 3 gene. Rare Hap (frequency < 1%) in both populations has been

dropped. P was obtained by unconditional logistic regression analysis.

(SYTL3 A-C-A-A and SLC22A3 A-A and A-G, possessing a
testing accuracy of 58.87% and a CVC of 10 of 10) haplotype-
environment (SLC22A3 A-A and A-G and BMI > 24 kg/m?,
possessing a testing accuracy of 58.85% and a CVC of 10 of 10),
gene-gene (SYTL3-SLC22A3 A-C-A-A-C-A, A-C-A-A-C-G, and
A-T-C-G-C-A, possessing a testing accuracy of 57.18% and a
CVC of 10 0f 10), and gene-environment (SYTL3-SLC22A3 A-C-
A-A-C-A and A-C-A-A-C-G and BMI > 24 kg/m?, possessing a
testing accuracy of 57.88% and a CVC of 8 of 10) interactions

were also observed in the Maonan ethnicity (P < 0.0041-
0.001, respectively).

Visualization of Gene-Gene/Environment

Interactions Based on MDR

Figure 5 shows an entropy-based interaction dendrogram
constructed based on MDR, which reveals the presence of a
strong powerful redundancy interactions between the rs6455600
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TABLE 4 | Association between the G x G interaction haplotypes among six SNPs of the SYTL3-SLC22A3 cluster and hyperlipidemia in the Han and Maonan groups

[n (frequency)].

No. Haplotypes Han Maonan

A-B-C-D-E-F Normal HLP OR (95% CI) P-value Normal HLP OR (95% CI) P-value
H1 A-C-A-A-A-A 139.72 (0.093) 222.41(0.162) 1.681(1.336-2.114) 8.08E-006 211.50(0.162) 325.61(0.222) 1.842 (1.566-2.079) 1.64E-005
H2 A-C-A-A-A-G 125.72(0.084) 173.59 (0.126) 1.406 (1.100-1.798)  0.006314  129.77 (0.099) 145.38 (0.099) 1.007 (0.782-1.296)  0.959564
H3 A-C-A-A-C-A 490.93 (0.328) 404.18 (0.294) 0.701 (0.593-0.828) 3.12E-005 416.39 (0.315) 433.06 (0.295) 0.907 (0.764-1.076)  0.261315
H4 A-C-A-A-C-G 110.59 (0.074)  74.49 (0.054) 0.634 (0.467-0.861) 0.003271  121.26 (0.093)  55.67 (0.038)  0.383 (0.275-0.532)  3.97E-009
H5 A-T-C-A-C-A 57.69 (0.039) 50.43 (0.037)  0.846 (0.575-1.246)  0.396886 50.43 (0.037) 62.72 (0.049) 1.270(0.853-1.889) 0.238432
H6 A-T-C-G-C-A  65.07 (0.043) 59.91 (0.044)  0.893 (0.622-1.280)  0.536630 46.22 (0.035) 66.48 (0.045)  1.309 (0.891-1.923)  0.169696
H7 G-C-A-A-C-A 51.66 (0.034) 75.35(0.035)  1.051(0.809-1.288)  0.643759 44.83 (0.034) 40.40 (0.028)  0.802 (0.520-1.236) 0.316518
H8 G-T-C-A-A-A 44.07 (0.033) 39.12 (0.027)  0.809 (0.521-1.258)  0.346217 25.76 (0.017) 53.51(0.039) 2.074 (1.287-3.343)  0.002240
H9 G-T-C-A-C-A  48.26 (0.032) 21.36 (0.016)  0.421 (0.251-0.706)  0.000732 38.56 (0.029) 64.52 (0.044)  1.537 (1.022-2.310)  0.037629

A, 189364496 G > A; B, rs6455600 C > T; C, rs2129209 A > C; D, rs9456350 A > G; E, rs446809 C > A; F, rsb39298A > G. HLF, hyperlipidemia; SYTL3, the
synaptotagmin-like 3 gene; SLC22A3, the solute carrier family 22 member 3 gene. Rare Hap (frequency < 1%) in both populations has been dropped. P was obtained

by unconditional logistic regression analysis.

and rs446809 (SNP-SNP), rs539398 and BMI > 24 kg/m? (SNP-
environment), SLC22A3 A-G and C-G (haplotype-haplotype),
SLC22A3 C-G and BMI > 24 kg/m? (haplotype-environment),
SYTL3-SLC22A3 A-C-A-A-A-G and G-T-C-A-C-A (gene-gene),
and SYTL3-SLC22A3 G-T-C-A-C-A and BMI > 24 kg/m?
(gene-gene-environment) in the Han group. At the same
time, there were strong powerful redundancy interactions
between the rs446809 and rs539298 (SNP-SNP), rs539398 and
BMI > 24 kg/m? (SNP-environment), SYTL3-SLC22A3 A-C-
A-A-C-G and A-T-C-G-C-A (gene-gene), and SYTL3-SLC22A3
A-C-A-A-C-G and BMI > 24 kg/m? (gene-gene-environment)
in the Maonan group. In addition, there were other strong
powerful synergy interactions between SLC22A3 A-A and A-G
(haplotype-haplotype) and SLC22A3 A-G and BMI > 24 kg/m?
(haplotype-environment) in the Maonan group.

Unconditional Logistic Regression
Analysis for the Interactions Between

These Factors

As shown in Table 6, individuals bearing the rs6455600 CT/TT
and rs446809 CA/AA genotypes increased the risk of HLP
compared to those with the rs6455600 CC and rs446809 CC
genotypes [adjusted odds ratio (OR) = 1.319, 95% confidence
interval (CI) = 1.060-1.812, P = 0.008] in the Han group. The
carriers of the rs539298 AG/GG genotypes and BMI > 24 kg/m?
(adjusted OR = 0.735, 95% CI = 0.482-0.924, P = 0.006),
SLC22A3 A-G and C-G (adjusted OR = 0.676, 95% CI = 0.523-
0.874, P < 0.001), SLC22A3 C-G and BMI > 24 kg/m? (adjusted
OR =0.658, 95% CI = 0.408-0.861, P = 0.004), SYTL3-SLC22A3
A-C-A-A-A-G and G-T-C-A-C-A (adjusted OR = 0.762, 95%
CI=0.612-0.915, P = 0.032), and SYTL3-SLC22A3 G-T-C-A-C-
A and BMI > 24 kg/m2 (adjusted OR = 0.649, 95% CI = 0.433-
0.816, P = 0.011) reduced the risk HLP. On the other hand,
carriers of the rs446809 CA/AA and rs539298 AG/GG (adjusted
OR = 1.242, 95% CI = 1.018-1.522, P < 0.001), rs539298
AG/GG and BMI > 24 kg/m? (adjusted OR = 1.263, 95%
CI =1.122-1.657, P < 0.001), SLC22A3 A-A and A-G (adjusted
OR = 1.838, 95% CI = 1.609-2.567, P < 0.001), SLC22A3 A-G

and BMI > 24 kg/m? (adjusted OR = 2.360, 95% CI = 2.140-
2.922, P < 0.001), and SYTL3-SLC22A3 A-C-A-A-C-G and
BMI > 24 kg/m? (adjusted OR = 1.649, 95% CI = 1.359-1.901,
P < 0.001) raised the risk of HLP in the Maonan group.

The Relationship Among Lipid
Parameters and Alleles/Genotypes and
Several Haplotypes

The relationship between the genotypes and/or alleles of the six
selected SNPs and blood lipid characteristics across both Han
and Maonan ethnicities is shown in Supplementary Table 2.
We noticed that the genotypes of rs6455600 and rs539298;
and the haplotypes of SYTL3 A-C-A-A, SLC22A3 C-A and A-
G, and SYTL3-SLC22A3 A-C-A-A-A-A and A-C-A-A-A-G were
associated with TC and the genotype of rs446809; and the
haplotypes of SLC22A3 C-G, and SYTL3-SLC22A3 A-C-A-A-
C-G and G-T-C-A-C-A were related to TG levels in the Han
ethnicity. In the meantime, the allele of rs539298; the genotype
of rs6455600; and the haplotypes of SYTL3 A-C-A-A, SLC22A3
A-A, A-G and C-G; and SYTL3-SLC22A3 A-C-A-A-A-A and A-
C-A-A-C-G were associated with TC and the allele and genotype
of 156455600 and the haplotypes of SLC22A3 A-G and C-G were
related to TG in the Maonan ethnicity (P < 0.005-0.001).

The Relationship Among Lipid
Parameters and Environmental
Exposures

The relationship between serum lipid parameters and numerous
modifiable variants including waist circumference, gender,
alcohol drinking, age, BMI, blood glucose, blood pressure, and
cigarette smoking across both the Han and Maonan ethnic groups
are shown in Supplementary Table 3 (P < 0.05-0.001).

Relative Factors for Serum Lipid

Parameters

Figure 6 is a Pearson correlation analysis that proves the
relationship between haplotypes; integrative variants; the SYTL3
rs$9364496, rs6455600, rs2129209, and rs9456350 and SLC22A3
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TABLE 5 | Different interactions among the SNPs, their haplotypes, and genetic and environmental factors detected by GMDR analyses.

Locus no. Best combination Training Testing Cross-validation P P
Bal.Acc Bal.Acc consistency

Han

SNP-SNP interactions

2 rs9364496 rs6455600 0.5849 0.5659 8/10 0.0010 <0.001

3 rs9364496 rs6455600 rs446809 0.6021 0.5671 9/10 0.0010 <0.001

SNP-environment interactions

2 rs539298 BMI > 24 kg/m? 0.6946 0.6881 7/10 0.0010 <0.001

3 rs446809 rs539298 BMI > 24 kg/m? 0.7138 0.7088 10/10 0.0010 <0.001

Haplotype—haplotype interactions

2 Sb Sd 0.6061 0.6065 10/10 0.0010 <0.001

3 S1Sb Sd 0.6348 0.6174 10/10 0.0010 <0.001

Haplotype—environment interactions

2 Sd BMI > 24 kg/m? 0.6816 0.6817 10/10 0.0010 <0.001

3 Sb Sd BMI > 24 kg/m? 0.7038 0.7042 10/10 0.0010 <0.001

Gene—gene interactions

2 H2 H9 0.5711 0.5598 9/10 0.0010 <0.001

3 H1 H2 H9 0.5820 0.5886 10/10 0.0010 <0.001

Gene—environment interactions

2 H2 H9 0.5681 0.5732 9/10 0.0010 <0.001

3 H2 H9 BMI > 24 kg/m? 0.5726 0.5845 10/10 0.0010 <0.001

Maonan

SNP-SNP interactions

2 rs446809 rs539298 0.6014 0.5628 9/10 0.0107 0.0041

3 rs6455600 rs446809 rs539298 0.6475 0.6463 10/10 0.0010 <0.001

SNP-environment interactions

2 rs539298 BMI > 24 kg/m? 0.6623 0.6423 7/10 0.0010 <0.001

3 rs446809 rs539298 BMI > 24 kg/m? 0.7124 0.7083 10/10 0.0010 <0.001

Haplotype—haplotype interactions

2 Sa Sb 0.5794 0.5761 10/10 0.0010 <0.001

3 S1SaSb 0.5875 0.5887 10/10 0.0010 <0.001

Haplotype-environment interactions

2 Sa Sb 0.5794 0.5761 8/10 0.0010 <0.001

3 Sa Sb BMI > 24 kg/m? 0.5883 0.5885 10/10 0.0010 <0.001

Gene—-gene interactions

2 H3 H4 0.5666 0.5672 10/10 0.0010 <0.001

3 H3 H4 HB6 0.5716 0.5718 10/10 0.0010 <0.001

Gene—environment interactions

2 H4 BMI > 24 kg/m? 0.5864 0.5868 10/10 0.0010 <0.001

3 H3 H4 BMI > 24 kg/m? 0.5957 0.5788 8/10 0.0107 0.0041

S1 = SYTL3A-C-A-A haplotypes; Sa = SLC22A3A-A haplotypes; Sb = SLC22A3A-G haplotypes; Sd = SLC22A3C-G haplotypes; H1 = SYTL3-SLC22A3 A-C-A-
A-A-A; H2 = SYTL3-SLC22A3 A-C-A-A-A-G; H3 = SYTL3-SLC22A3 A-C-A-A-C-A; H4 = SYTL3-SLC22A3 A-C-A-A-C-G; H6 = SYTL3-SLC22A3 A-T-C-G-C-A;
H9 = SYTL3-SLC22A3 G-T-C-A-C-A. P was obtained by adjusting for height and weight. * P was obtained by 1,000 permutation tests.

rs446809 and rs539298 SNPs; and serum lipid profiles. Various
modifiable factors comprising of alcohol consumption, cigarette
smoking, age, gender, and several known cardiovascular risk
factors including BMI, blood glucose, and blood pressure were
also linked to blood lipid profiles in both the Maonan and
Han ethnic groups.

DISCUSSION

The main findings of the current research included the following
aspects: (1) SYTL3-SLC22A3 SNPs and their haplotypes were
linked to serum lipid profiles in the Han and Maonan ethnic
groups, with variation in serum lipid profiles better predicted
by haplotypes in comparison to any SNP alone, especially for
TC and LDL-C. (2) The frequencies of six SYTL3-SLC22A3

SNPs, their haplotypes, and gene-gene inter-locus interaction
haplotypes in individuals of both Han and Maonan ethnicities
provide complementary information to existing SNP-related data
in the 1000 Genomes Project databases. (3) Several different
interactions of the SYTL3-SLC22A3 SNP-SNP/environment,
gene-gene/environment, and haplotype-haplotype/environment
on the risk of HLP were found in the Han and Maonan ethnic
groups, and gene plays a dominant role in the interactions in the
Han ethnic group, but environmental factor (BMI > 24 kg/m?)
plays a dominant role in the interactions in the Maonan
ethnic group. To the best of our knowledge, the associations
between the SYTL3-SLC222A3 SNPs, their haplotypes, and
gene-gene/environment interactions and blood lipid levels and
the risk of hyperlipidemia in the Chinese populations have not
been explored previously.
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FIGURE 5 | Different types of interaction dendrogram in the Han (A) and Maonan (B) groups. The strongly interacting elements appear close together at the leaves
of the tree, and the weakly interacting elements appear distant from each other.

A series of studies has proved that HLP acts as a crucial
risk factor for CAD, may be due to the combined effects
of various factors including environmental exposures, genetic
background, lifestyle, age, gender, and their interactions (Ruixing
et al,, 2007; Zhang et al.,, 2010). Maonan nationality, acting as
one of the special minorities in Guangxi, maintained a higher
cardiovascular risk compared with the local Han population
enjoying the same social and natural environmental conditions.
In a recent research, we noticed that the levels of ApoB, TC, LDL-
C, and TG as well as the incidence of HLP in Maonan nationality
were higher than those in Han nationality (Zheng et al., 2020).
When we analyzed the frequencies of six SYTL3-SLC22A3 SNPs
in the Han and Maonan populations, we also noticed that the
genotypic and allelic frequencies of the rs6455600, rs2129209, and
rs446809 SNPs were suggestively distinctive between the Han and
Maonan groups. Based on the data derived from the International
1,000 Genomes Project database', the frequencies of rs9364496A
allele and AA and AG genotypes were 24.1, 7.1, and 33.9%;
rs6455600C allele and CC and CT genotypes were 40.3, 15.9, and
48.7%; rs2129209G allele and GG and GT genotypes were 24.6,
10.2, and 28.8%; rs9456350A allele and AA and AG genotypes
were 39.8, 15.3, and 49.1%; rs446809A allele and AA and AC
genotypes were 68.6, 44.2, and 48.7%; and rs539298A allele and
AA and AG genotypes were 47.8, 23.0, and 49.6% in the European
population, respectively. The frequencies of the above SNPs in the
European population were significantly different from those in
the Han or Maonan ethnic groups. It means that the frequencies
of rare homozygous genotype or minor allele of six selected SNPs
would be a shared racial/ethnic specificity.

Dietary habits, lifestyle, and marriage custom were
significantly different between the Han and Maonan populations.
The Maonan people still maintain their custom of intermarrying
within the ethnic group, so their marriage customs are relatively
conservative, and intermarrying with other ethnic groups is very
rare. Therefore, perhaps, this is the main reason why the genetic
characteristics and genotype frequencies of six selected SNPs
were different between the Maonan and Han populations. Upon

Uhttps://www.ncbi.nlm.nih.gov/variation/tools/1000genomes/

further analysis of the relationship between the genotypes of six
SNPs and the occurrence of HLP, we noticed that the rs446809
CA/AA genotypes raised the risk of HLP while the rs539298
AG/GG genotypes decreased the risk of HLP in both Maonan
and Han ethnicities. Interestingly, the rs2129209 AC/CC and
rs6455600 CT/TT genotypes reduced the risk of HLP in the
Han, while the rs6455600 CT/TT genotypes raised the risk of
HLP in the Maonan ethnic groups. Thus, it can be seen that the
difference in rs6455600 CT/TT frequencies may partly account
for the different risk of HLP between the two ethnicities.

When the correlation between blood lipid profiles and
the haplotypes of the six selected SNPs was analyzed, we
discovered that there may be possible integrative haplotypes
among them, which may be associated with TC (SYLT3
A-C-A-A, SLC22A3 A-A and C-A, and SYTL3-SLC22A3
A-C-A-A-A-A and A-C-A-A-A-G), LDL-C (SLC22A3 A-A,
C-A, and C-G and SYTL3-SLC22A3 A-C-A-A-A-A), and TG
(SLC22A3 C-G and SYTL3-SLC22A3 A-C-A-A-C-G and G-T-
C-A-C-A) in the Han and TC (SYLT3 A-C-A-A; SLC22A3
A-A, A-G, and C-G; and SYTL3-SLC22A3 A-C-A-A-A-A,
A-C-A-A-C-G, and G-T-C-A-A-A), LDL-C (SLC22A3 A-A,
A-G, and C-G and SYTL3-SLC22A3 A-C-A-A-C-G), and TG
(SLC22A3 C-G and SYTL3-SLC22A3 G-T-C-A-A-A) in the
Maonan populations. Haplotype-based correlation analysis may
have further impact on prediction of blood lipid levels in
contrast to a single SNP analysis, especially with regard
to TC and LDL-C.

Generalized multifactor dimensionality reduction analysis
also detected several different interaction models among
the gene-gene/environment, haplotype-haplotype/environment,
and SNP-SNP/environment on HLP risk in the Han and Maonan
ethnicities. We noticed that the participants from the Han group
with the rs6455600 CT/TT and rs446809 CA/AA genotypes
had increased HLP risk. The subjects with rs539298 AG/GG
genotypes and BMI > 24 kg/m?, SLC22A3 A-G and C-G,
SLC22A3 C-G and BMI > 24 kg/m?, SYTL3-SLC22A3 A-C-
A-A-A-G and G-T-C-A-C-A, and SYTL3-SLC22A3 G-T-C-A-
C-A and BMI > 24 kg/m? in the Han group had decreased
HLP risk. Additionally, the subjects with rs446809 CA/AA and
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TABLE 6 | Different types of interaction detected by logistic regression analyses.

TABLE 6 | Continued

Variable 1 Variable 2 OR (95% CI) P-value  Variable 1 Variable 2 OR (95% CI) P-value
Han AG + G/G Yes 1.263 (1.122-1.657) 0.023
SNP-SNP interactions Haplotype-haplotype
rs6455600 rs446809 interactions
C/C c/C 1 - Sa Sb
C/C C/A + A/A 1.837 (1.346-2.507) 1.28E-4  No-carriers No-carriers 1 -
C/T+T/T c/C 0.683 (0.488-0.956)  0.026 No-carriers Carriers 1.312 (1.072-1.613)  0.038
CT+T/T C/A + -A/A 1.319 (1.060-1.812)  0.008 Carriers No-carriers 1.426 (1.235-1.859)  0.013
SNP-environment Carriers Carriers 1.838 (1.609-2.567) 3.22E-5
interactions Haplotype—environment
rs539298 BMI > 24 kg/m? interactions
ANA No 1 _ Sb BMI > 24 kg/m?
AA Yes 1.422 (1.107-1.846)  0.018 No-carriers No 1 -
NG + G/G No 0.621 (0.436-0.806) 0.013 No-carriers Yes 1.793 (1.424-2.258) 6.33E-6
AG +G/G Yes 0.735 (0.482-0.924)  0.006  Carriers No 1.204 (1.102-1.408) ~ 0.033
Haplotypehaplotype Carriers Yes 2.360 (2.140-2.922) 6.77E-6
interactions Gene-gene interactions
Sb Sd H4 H6
No-carriers No-carriers 1 - No-carriers No-carriers 1 -
No-carriers Carriers 0.455 (0.328-0.631) 2.38E-6  No-carriers Carriers 1.352 (0.794-1.819)  0.267
Carriers No-carriers 1.016 (0.801-1.290) 0.894 Carriers No-carriers 0.488 (0.380-0.660) 1.81E-4
Carriers Carriers 0.676 (0.523-0.874) 4.58E-6  Carriers Carriers 0.849 (0.659-1.401) 0.452
Haplotype—environment Gene—environment
interactions interactions
Sd BMI > 24 kg/m? H4 BMI > 24 kg/m?
No-carriers No 1 - No-carriers No 1 -
No-carriers Yes 1.357 (1.109-1.671) 0.036 No-carriers Yes 1.991 (1.672-2.520) 1.07E-8
Carriers No 0.496 (0.347-0.671) 1.28E-4 Carriers No 0.432 (0.328-0.816) 4.27E-4
Carriers Yes 0.658 (0.408-0.861) 0.004 Carriers Yes 1.649 (1.359-1.901) 3.32E-5
Gene-gene interactions P was obtained by adjusting for height and weight.
H2 H9 The haplotypes of SYTL3 were composed in the order of rs9364496, rs6455600,
No-carriers No-carriers 1 - rs2129209, and rs9456350 SNPs. The haplotypes of SLC22A3 were composed
No-carriers Carriers 0.683 (0.493-0.880) 0.016 in the order of rs446809 anq rsb639298 SNPs. Gender, cigarette smoking, blood
) . pressure, alcohol consumption, blood glucose, and age were adjusted for the
Carriers No-carriers 1.228 (1.036-1.619) 0.013 statistical analysis.
Carriers Carriers 0.762 (0.612-0.915) 1.52E-5
Gene—environment
interactions rs539298 AG/GG genotypes, rs539298 AG/GG genotypes and
Ho BMI > 24 kg/m? BMI > 24 kg/m?, SLC22A3 A-A and A-G, SLC22A3 A-G and
No-carriers No 1 - BMI > 24 kg/m?, and SYTL3-SLC22A3 A-C-A-A-C-G and
No-carriers Yes 1.226 (0.935-1566) 0.543  BMI > 24 kg/m? in the Maonan group had increased HLP
Carriers No 0.545 (0.393-0.776)  0.021  risk. These results indicated that genetic factors predominate in
Carriers Yes 0.649 (0.433-0.816) 0011 different SNP/haplotype/gene-environment interaction models
Maonan in the Han group. However, BMI > 24 kg/m? could reverse the
SNP-SNP interactions functions of rs539298 SNP and SYTL3-SLC22A3 A-C-A-A-C-G
rs446809 rs539298 haplotype and also enhance the pathogenicity of SLC22A3 A-G
C/c A/A 1 - haplotype in the Maonan group. Thus, BMI > 24 kg/m? acts
C/C AG +G/G 0.394 (0.348-0.581) 2.16E-7  as a crucial environmental factor to increase the incidence of
C/A + A/A A/A 1.386 (1.032-1.862)  0.030 HLP and is also a predominant characteristic across different
C/A + NVA AG+G/G 1.242(1.018-1.622) 1.56E-4  SNP/haplotype/gene-environment interaction models in the
SNP-environment Maonan group. Perhaps a reasonable explanation was that a
interactions genetic factor, combined with environmental factors, has been
r$539298 BMI > 24 kg/m? contributed to the development of HLP (Miao et al., 2018).
AA No ! - Several compelling studies have proven the strong relationship
AA Yes 1688 (1.220-2.836) 0002 petween blood lipid profiles and several environmental
AG +G/G No 0.531(0.404-0698) 55286 1,5 ameters such as exercise levels, hypertension, obesity, lifestyle
(continued)  habits, and diet (Mansfield et al., 1999; Valente et al., 2011;
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pressure; DBP, diastolic blood pressure; WC, waist circumference.

FIGURE 6 | Correlations among environmental exposures and serum lipid variables, as well as the candidate loci and several haplotypes in Han + Maonan (A), Han
(B), and Maonan (C) groups. TC, total cholesterol; TG, triglyceride; HDL-C, high-density lipoprotein cholesterol; LDL-C, low-density lipoprotein cholesterol; ApoAT,
apolipoprotein A1; ApoB, apolipoprotein B; ApoA1/B, the ratio of apolipoprotein A1 to apolipoprotein B; BMI, body mass index; Glu, glucose; SBP, systolic blood

Joffe et al., 2013; Guo et al,, 2017). Likewise, our investigation
also produced a significant relationship between age, alcohol
consumption, blood pressure, BMI, cigarette smoking, gender,
and serum lipid profile in both the Han and Maonan groups,
further lending credence to the gene-environment relationship
involvement in clinical lipid parameters. Both ethnicities
vary widely in terms of local customs and lifestyle habits.
Besides rice, the Maonan diet is rich in carbohydrates such
as potato, corn, sorghum, and wheat. Oil, spices, and salt are
key features of their diet. Prolonged diets that contain high
levels of saturated fat are known to result in atherosclerosis,
obesity, high blood glucose levels, hypertension, and HLP
(Ruixing et al., 2008a). Furthermore, it is known that long-term
consumption of saturated fat imparts detrimental effects on lipid
metabolism, especially TC and TG levels (Lottenberg et al., 2012).
Atherosclerosis formation has also been shown to be influenced
by different alcohol doses (Rimm et al., 1999). Moderate alcohol
consumption may be protective against cardiovascular events,
a phenomenon that has been attributed to elevated levels
of ApoAl and HDL-C (Ruixing et al., 2008b). Nevertheless,
frequent heavy drinking leading to dyslipidemia, alcoholic fatty
liver, and abnormal liver function is known to increase risk
of CAD mortality (Pai et al., 2012). Several recent studies also
have indicated that smoking (Maeda et al., 2003; Rao Ch and
Subash, 2013) and excessive drinking (Ruixing et al., 2008b) were
associated directly to HLP development and progression along
with its complications. This investigation found that those of
Maonan ethnicity were more likely to consume larger amounts
of alcohol, while those with HLP were more likely to be smokers
and alcohol consumers. Thus, the combined effects of lifestyle
factors, various eating habits, and environmental aspects perhaps
further alter the relationship of hereditary variations and serum
lipid levels observed in the current research.

This research possesses several limitations. Firstly, this is a
single-center study comprising of a small sample size in contrast
to other GWASes. Secondly, we may have overlooked other
potential lipid-related SNPs in addition to the six SNPs in the
SYTL3-SLC22A3 cluster. Thirdly, our study did not further
explore the underlying mechanisms of actions of the identified

SNPs in HLP development. Further in vitro and in vivo studies
are necessary to strengthen the significance of our results.

CONCLUSION

There are several potential associations between the SYTL3-
SLC22A3 SNPs, environment factors, and blood lipid spectrums
in the Han and Maonan populations. Haplotypes may more
accurately predict HLP in contrast to a single SNP analysis and
explain more changes in lipid levels especially for TC and LDL-
C levels. These SNPs and their haplotypes may account for
some of the differences in serum lipid parameters between the
Han and Maonan populations. Different interactions between
SNP-SNP/environment, haplotype-haplotype/environment, and
G x G/E interactions would produce different synergy or
redundancy effects on the incidence of HLP in the Han and
Maonan ethnic groups.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by the Ethics Committee of The First Affiliated Hospital
of Guangxi Medical University (No. Lunshen-2014 KY-Guoji-
001, March 07, 2014). The patients/participants provided their
written informed consent to participate in this study.

AUTHOR CONTRIBUTIONS

P-FZ conceived the study, participated in the design, performed
the statistical analyses, and drafted the manuscript. R-XY and
X-LC conceived the study, participated in the design, carried out
the epidemiological survey, collected the samples, and helped to

Frontiers in Genetics | www.frontiersin.org

July 2021 | Volume 12 | Article 679027


https://www.frontiersin.org/journals/genetics
https://www.frontiersin.org/
https://www.frontiersin.org/journals/genetics#articles

Zheng et al.

SYTL3-SLC22A3 SNPs and Hyperlipidemia

draft the manuscript. G-XD, Y-ZG, B-LW, and C-XL carried out
the epidemiological survey and collected the samples. All authors
read and approved the final manuscript.

FUNDING
This study was supported by the National Natural
Science Foundation of China (No. 81460169) and

REFERENCES

Agmon, E., and Stockwell, B. R. (2017). Lipid homeostasis and regulated cell death.
Curr. Opin. Chem. Biol. 39, 83-89. doi: 10.1016/j.cbpa.2017.06.002

Alberti, K. G, and Zimmet, P. Z. (1998). Definition, diagnosis and classification
of diabetes mellitus and its complications. Part 1: diagnosis and classification
of diabetes mellitus provisional report of a WHO consultation. Diabet. Med.
15, 539-553. doi: 10.1002/(sici)1096-9136(199807)15:7<539::Aid-dia668<3.0.
Cos2-s

Bin, Y., Meng, E. J,, Ya, Y. X,, Yin, R. X,, Liu, W. Y., Zhang, L., et al. (2017).
Prevalence, awareness, treatment, control and the risk factors of hypertension
in the chinese maonan and han ethnic groups. Int. J. Clin. Exp. Med. 10,
1209-1223.

Can, M., Acikgoz, S., Mungan, G., Ugurbas, E., Ankarali, H., Sumbuloglu, V., et al.
(2010). Is direct method of low density lipoprotein cholesterol measurement
appropriate for targeting lipid lowering therapy? Int. J. Cardiol. 142, 105-107.
doi: 10.1016/j.ijcard.2008.11.141

Chalmers, J., MacMahon, S., Mancia, G., Whitworth, J., Beilin, L., Hansson, L.,
etal. (1999). World Health Organization-International Society of Hypertension
Guidelines for the management of hypertension. Guidelines sub-committee
of the World Health Organization. Clin. Exp. Hypertens. 21, 1009-1060. doi:
10.3109/10641969909061028

Chapman, M. ], Ginsberg, H. N., Amarenco, P., Andreotti, F., Borén, J., Catapano,
A. L, etal. (2011). Triglyceride-rich lipoproteins and high-density lipoprotein
cholesterol in patients at high risk of cardiovascular disease: evidence and
guidance for management. Eur. Heart J. 32, 1345-1361.

Chen, L., Pawlikowski, B., Schlessinger, A., More, S. S., Stryke, D., Johns, S. J.,
et al. (2010). Role of organic cation transporter 3 (SLC22A3) and its missense
variants in the pharmacologic action of metformin. Pharmacogenet. Genomics
20, 687-699. doi: 10.1097/FPC.0b013e32833fe789

Chen, L., Yao, Y., Jin, C., Wy, S, Liu, Q,, Li, J,, et al. (2019). Integrative genomic
analysis identified common regulatory networks underlying the correlation
between coronary artery disease and plasma lipid levels. BMC Cardiovasc.
Disord. 19:310-310. doi: 10.1186/s12872-019-01271-9

Ferrieres, J., Amber, V., Crisan, O., Chazelle, F., Junger, C., and Wood, D.
(2013). Total lipid management and cardiovascular disease in the dyslipidemia
international study. Cardiology 125, 154-163. doi: 10.1159/000348859

Finegold, J. A., Asaria, P., and Francis, D. P. (2013). Mortality from ischaemic
heart disease by country, region, and age: statistics from World Health
Organisation and United Nations. Int. J. Cardiol. 168, 934-945. doi:
10.1016/j.ijcard.2012.10.046

Guo, T, Yin, R. X,, Li, H,, Wang, Y. M., Wu, J. Z, and Yang, D. Z. (2015a).
Association of the Trp316Ser variant (rs1801690) near the apolipoprotein H
(beta2-glycoprotein-I) gene and serum lipid levels. Int. J. Clin. Exp. Pathol. 8,
7291-7304.

Guo, T, Yin, R. X,, Lin, W. X,, Wang, W., Huang, F., and Pan, S. L. (2016).
Association of the variants and haplotypes in the DOCK7, PCSK9 and GALNT2
genes and the risk of hyperlipidaemia. J. Cell. Mol. Med. 20, 243-265. doi:
10.1111/jemm.12713

Guo, T., Yin, R. X,, Nie, R. J., Chen, X, Bin, Y., and Lin, W. X. (2015b). Suppressor
of cytokine signaling 3 A+930->G (rs4969168) polymorphism is associated
with apolipoprotein Al and low-density lipoprotein cholesterol. Int. J. Clin.
Exp. Pathol. 8,7305-7317.

Guo, T., Yin, R.-X,, Pan, L., Yang, S., Miao, L., and Huang, F. (2017). Integrative
variants, haplotypes and diplotypes of the CAPN3 and FRMDS5 genes and

the Youthful Science Foundation of Guangxi Province
(No. 2017GXNSFBA198067).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fgene.
2021.679027/full#supplementary-material

several environmental exposures associate with serum lipid variables. Sci. Rep.
7:45119. doi: 10.1038/srep45119

Heller, D. A., de Faire, U., Pedersen, N. L., Dahlen, G., and McClearn, G. E. (1993).
Genetic and environmental influences on serum lipid levels in twins. N. Engl. J.
Med. 328, 1150-1156. doi: 10.1056/nejm199304223281603

Houston, M. (2018). The role of noninvasive cardiovascular testing, applied clinical
nutrition and nutritional supplements in the prevention and treatment of
coronary heart disease. Ther. Adv. Cardiovasc. Dis. 12, 85-108. doi: 10.1177/
1753944717743920

Joffe, Y. T., Collins, M., and Goedecke, J. H. (2013). The relationship between
dietary fatty acids and inflammatory genes on the obese phenotype and serum
lipids. Nutrients 5, 1672-1705. doi: 10.3390/nu5051672

Kimura, S., Wang, K. Y., Tanimoto, A., Murata, Y., Nakashima, Y., and
Sasaguri, Y. (2004). Acute inflammatory reactions caused by histamine
via monocytes/macrophages chronically participate in the initiation and
progression of atherosclerosis. Pathol. Int. 54, 465-474. doi: 10.1111/j.1440-
1827.2004.01653.x

Li, L., He, M., Zhou, L., Miao, X., Wu, F., Huang, S., et al. (2015). A solute carrier
family 22 member 3 variant rs3088442 G— A associated with coronary heart
disease inhibits lipopolysaccharide-induced inflammatory response. J. Biol.
Chem. 290, 5328-5340. doi: 10.1074/jbc.M114.584953

Li, X. M., Ouyang, Y., Yang, Y. C, Lin, R, Xu, H. B,, Xie, Z. Y,, et al. (2009).
[Distribution of food-borne parasitic diseases and dietary habits in human
population in Guangxi]. Zhongguo Ji Sheng Chong Xue Yu Ji Sheng Chong Bing
Za Zhi 27, 151-155.

Lottenberg, A. M., Afonso Mda, S., Lavrador, M. S., Machado, R. M., and
Nakandakare, E. R. (2012). The role of dietary fatty acids in the pathology of
metabolic syndrome. J. Nutr. Biochem. 23, 1027-1040. doi: 10.1016/j.jnutbio.
2012.03.004

Lou, X. Y. (2015). UGMDR: a unified conceptual framework for detection of
multifactor interactions underlying complex traits. Heredity (Edinb.) 114, 255—
261. doi: 10.1038/hdy.2014.94

Maeda, K., Noguchi, Y., and Fukui, T. (2003). The effects of cessation from cigarette
smoking on the lipid and lipoprotein profiles: a meta-analysis. Prev. Med. 37,
283-290. doi: 10.1016/s0091-7435(03)00110-5

Mansfield, E., McPherson, R., and Koski, K. G. (1999). Diet and waist-to-hip ratio:
important predictors of lipoprotein levels in sedentary and active young men
with no evidence of cardiovascular disease. J. Am. Diet. Assoc. 99, 1373-1379.
doi: 10.1016/s0002-8223(99)00335-1

Miao, L., Yin, R. X,, Pan, S. L, Yang, S., Yang, D. Z., and Lin, W. X. (2018).
BCL3-PVRL2-TOMM40 SNPs, gene-gene and gene-environment interactions
on dyslipidemia. Sci. Rep. 8:6189. doi: 10.1038/s41598-018-24432-w

Muse, E. D., Kramer, E. R., Wang, H., Barrett, P., Parviz, F., Novotny, M. A,, et al.
(2017). A whole blood molecular signature for acute myocardial infarction. Sci.
Rep. 7:12268. doi: 10.1038/s41598-017-12166-0

Ober, C., Nord, A. S., Thompson, E. E., Pan, L., Tan, Z., Cusanovich, D,
et al. (2009). Genome-wide association study of plasma lipoprotein(a) levels
identifies multiple genes on chromosome 6q. J. Lipid Res. 50, 798-806. doi:
10.1194/jlr.M800515-JLR200

Onda, Y., Takahagi, K., Shimizu, M., Inoue, K., and Mochida, K. (2018). Multiplex
PCR targeted amplicon sequencing (MTA-Seq): simple, flexible, and versatile
snp genotyping by highly multiplexed PCR amplicon sequencing. Front. Plant
Sci. 9:201. doi: 10.3389/fpls.2018.00201

Pai, J. K., Mukamal, K. J., and Rimm, E. B. (2012). Long-term alcohol consumption
in relation to all-cause and cardiovascular mortality among survivors of

Frontiers in Genetics | www.frontiersin.org

July 2021 | Volume 12 | Article 679027


https://www.frontiersin.org/articles/10.3389/fgene.2021.679027/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fgene.2021.679027/full#supplementary-material
https://doi.org/10.1016/j.cbpa.2017.06.002
https://doi.org/10.1002/(sici)1096-9136(199807)15:7<539::Aid-dia668<3.0.Co;2-s
https://doi.org/10.1002/(sici)1096-9136(199807)15:7<539::Aid-dia668<3.0.Co;2-s
https://doi.org/10.1016/j.ijcard.2008.11.141
https://doi.org/10.3109/10641969909061028
https://doi.org/10.3109/10641969909061028
https://doi.org/10.1097/FPC.0b013e32833fe789
https://doi.org/10.1186/s12872-019-01271-9
https://doi.org/10.1159/000348859
https://doi.org/10.1016/j.ijcard.2012.10.046
https://doi.org/10.1016/j.ijcard.2012.10.046
https://doi.org/10.1111/jcmm.12713
https://doi.org/10.1111/jcmm.12713
https://doi.org/10.1038/srep45119
https://doi.org/10.1056/nejm199304223281603
https://doi.org/10.1177/1753944717743920
https://doi.org/10.1177/1753944717743920
https://doi.org/10.3390/nu5051672
https://doi.org/10.1111/j.1440-1827.2004.01653.x
https://doi.org/10.1111/j.1440-1827.2004.01653.x
https://doi.org/10.1074/jbc.M114.584953
https://doi.org/10.1016/j.jnutbio.2012.03.004
https://doi.org/10.1016/j.jnutbio.2012.03.004
https://doi.org/10.1038/hdy.2014.94
https://doi.org/10.1016/s0091-7435(03)00110-5
https://doi.org/10.1016/s0002-8223(99)00335-1
https://doi.org/10.1038/s41598-018-24432-w
https://doi.org/10.1038/s41598-017-12166-0
https://doi.org/10.1194/jlr.M800515-JLR200
https://doi.org/10.1194/jlr.M800515-JLR200
https://doi.org/10.3389/fpls.2018.00201
https://www.frontiersin.org/journals/genetics
https://www.frontiersin.org/
https://www.frontiersin.org/journals/genetics#articles

Zheng et al.

SYTL3-SLC22A3 SNPs and Hyperlipidemia

myocardial infarction: the health professionals follow-up study. Eur. Heart J.
33, 1598-1605. doi: 10.1093/eurheartj/ehs047

Rao Ch, S., and Subash, Y. E. (2013). The effect of chronic tobacco smoking and
chewing on the lipid profile. J. Clin. Diagn. Res. 7, 31-34. doi: 10.7860/jcdr/
2012/5086.2663

Ray, K. K., Kastelein, J. J., Boekholdt, S. M., Nicholls, S. J., Khaw, K. T., Ballantyne,
C. M,, et al. (2014). The ACC/AHA 2013 guideline on the treatment of blood
cholesterol to reduce atherosclerotic cardiovascular disease risk in adults: the
good the bad and the uncertain: a comparison with ESC/EAS guidelines for the
management of dyslipidaemias 2011. Eur. Heart J. 35, 960-968. doi: 10.1093/
eurheartj/ehul07

Rimm, E. B., Williams, P., Fosher, K., Criqui, M., and Stampfer, M. J. (1999).
Moderate alcohol intake and lower risk of coronary heart disease: meta-analysis
of effects on lipids and haemostatic factors. BMJ 319, 1523-1528. doi: 10.1136/
bm;j.319.7224.1523

Rozenberg, I, Sluka, S. H., Rohrer, L., Hofmann, J., Becher, B., and
Akhmedov, A. (2010). Histamine H1 receptor promotes atherosclerotic lesion
formation by increasing vascular permeability for low-density lipoproteins.
Arterioscler. Thromb. Vasc. Biol. 30, 923-930. doi: 10.1161/atvbaha.109.20
1079

Ruixing, Y., Jinzhen, W., Yaoheng, H., Jing, T., Hai, W., Muyan, L., et al.
(2008a). Associations of diet and lifestyle with hyperlipidemia for middle-
aged and elderly persons among the Guangxi Bai Ku Yao and Han
populations. J. Am. Diet. Assoc. 108, 970-976. doi: 10.1016/j.jada.2008.
03.010

Ruixing, Y., Qiming, F., Dezhai, Y., Shuquan, L., Weixiong, L., Shangling, P.,
et al. (2007). Comparison of demography, diet, lifestyle, and serum lipid levels
between the Guangxi Bai Ku Yao and Han populations. J. Lipid Res. 48,
2673-2681. doi: 10.1194/jlr.M700335-JLR200

Ruixing, Y., Shangling, P., Hong, C., Hanjun, Y., Hai, W., Yuming, C., et al. (2008b).
Diet, alcohol consumption, and serum lipid levels of the middle-aged and
elderly in the Guangxi Bai Ku Yao and Han populations. Alcohol 42, 219-229.
doi: 10.1016/j.alcohol.2008.01.009

Schneider, E., Machavoine, F., Pléau, J. M., Bertron, A. F., Thurmond, R. L., Ohtsu,
H., et al. (2005). Organic cation transporter 3 modulates murine basophil
functions by controlling intracellular histamine levels. . Exp. Med. 202, 387-
393. doi: 10.1084/jem.20050195

Solbach, T. F., Grube, M., Fromm, M. F., and Zolk, O. (2011). Organic cation
transporter 3: expression in failing and nonfailing human heart and functional
characterization. J. Cardiovasc. Pharmacol. 58, 409-417. doi: 10.1097/F]JC.
0b013e3182270783

Stefan, C. J., Trimble, W. S., Grinstein, S., Drin, G., Reinisch, K., De Camilli, P.,
et al. (2017). Membrane dynamics and organelle biogenesis-lipid pipelines and
vesicular carriers. BVC Biol. 15:102-102. doi: 10.1186/s12915-017-0432-0

Sun, J. Q., Yin, R. X,, Shi, G. Y., Shen, S. W., Chen, X., Bin, Y., et al. (2015).
Association of the ARL15 rs6450176 SNP and serum lipid levels in the Jing and
Han populations. Int. J. Clin. Exp. Pathol. 8, 12977-12994.

Tao, S., Li, Y., Xiao, Z., Cen, R., Zhang, H., Zhuo, Y., et al. (1992). Serum lipids
and their correlates in Chinese urban and rural populations of Beijing and
Guangzhou. PRC-USA Cardiovascular and Cardiopulmonary Epidemiology
Research Group. Int. J. Epidemiol. 21, 893-903. doi: 10.1093/ije/21.5.893

Valente, E. A., Sheehy, M. E., Avila, J. ]., Gutierres, J. A., Delmonico, M. J., and
Lofgren, I. E. (2011). The effect of the addition of resistance training to a dietary
education intervention on apolipoproteins and diet quality in overweight and
obese older adults. Clin. Interv. Aging 6, 235-241. doi: 10.2147/cia.S23583

Verhaagh, S., Schweifer, N., Barlow, D. P., and Zwart, R. (1999). Cloning of the
mouse and human solute carrier 22a3 (S1c22a3/SLC22A3) identifies a conserved
cluster of three organic cation transporters on mouse chromosome 17 and
human 6q26-q27. Genomics 55, 209-218. doi: 10.1006/geno.1998.5639

Wang, Y., Aung, L., Tan, J. Y,, Yin, R. X,, Hu, X. J,, Long, X. J., et al. (2016).
Prevalence of dyslipidemia and its risk factors in the Chinese Maonan and Han
populations. Int. . Clin. Exp. Pathol. 9, 10603-10616.

Whitworth, J. A. (2003). 2003 World Health Organization (WHO)/International
Society of Hypertension (ISH) statement on management of hypertension.
J. Hypertens. 21, 1983-1992. doi: 10.1097/01.hjh.0000084751.37215.d2

Yin, R. X,, Li, Y. Y,, Liu, W. Y., Zhang, L., and Wu, J. Z. (2011). Interactions of
the apolipoprotein A5 gene polymorphisms and alcohol consumption on serum
lipid levels. PLoS One 6:€17954. doi: 10.1371/journal.pone.0017954

Yokokawa, H., Yasumura, S., Tanno, K., Ohsawa, M., Onoda, T., Itai, K., et al.
(2011). Serum low-density lipoprotein to high-density lipoprotein ratio as a
predictor of future acute myocardial infarction among men in a 2.7-year cohort
study of a Japanese northern rural population. J. Atheroscler. Thromb. 18, 89-98.
doi: 10.5551/jat.5215

Zhang, L., Yin, R. X,, Liu, W. Y., Miao, L., Wu, D. F,, Aung, L. H,, et al. (2010).
Association of methylenetetrahydrofolate reductase C677T polymorphism and
serum lipid levels in the Guangxi Bai Ku Yao and Han populations. Lipids
Health Dis. 9:123. doi: 10.1186/1476-511x-9-123

Zhao, Q., Wei, H., Liu, D., Shi, B, Li, L., Yan, M., et al. (2017). PHACTR1 and
SLC22A3 gene polymorphisms are associated with reduced coronary artery
disease risk in the male Chinese Han population. Oncotarget 8, 658-663. doi:
10.18632/oncotarget.13506

Zhao, S., Guo, Y., Sheng, Q., and Shyr, Y. (2014). Advanced heat map and clustering
analysis using heatmap3. Biomed. Res. Int. 2014:986048. doi: 10.1155/2014/
986048

Zheng, P.-F., Yin, R.-X,, Liu, C.-X,, Deng, G.-X., Guan, Y.-Z,, and Wei, B.-L.
(2020). SYNE1-QK1 SNPs, G x G and G x E interactions on the risk of
hyperlipidaemia. J. Cell. Mol. Med. 24, 5772-5785. doi: 10.1111/jcmm.15239

Zhou, B. F. (2002). Predictive values of body mass index and waist circumference
for risk factors of certain related diseases in Chinese adults-study on optimal
cut-off points of body mass index and waist circumference in Chinese adults.
Biomed. Environ. Sci. 15, 83-96.

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Zheng, Yin, Cao, Guan, Deng, Wei and Liu. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Genetics | www.frontiersin.org

15

July 2021 | Volume 12 | Article 679027


https://doi.org/10.1093/eurheartj/ehs047
https://doi.org/10.7860/jcdr/2012/5086.2663
https://doi.org/10.7860/jcdr/2012/5086.2663
https://doi.org/10.1093/eurheartj/ehu107
https://doi.org/10.1093/eurheartj/ehu107
https://doi.org/10.1136/bmj.319.7224.1523
https://doi.org/10.1136/bmj.319.7224.1523
https://doi.org/10.1161/atvbaha.109.201079
https://doi.org/10.1161/atvbaha.109.201079
https://doi.org/10.1016/j.jada.2008.03.010
https://doi.org/10.1016/j.jada.2008.03.010
https://doi.org/10.1194/jlr.M700335-JLR200
https://doi.org/10.1016/j.alcohol.2008.01.009
https://doi.org/10.1084/jem.20050195
https://doi.org/10.1097/FJC.0b013e3182270783
https://doi.org/10.1097/FJC.0b013e3182270783
https://doi.org/10.1186/s12915-017-0432-0
https://doi.org/10.1093/ije/21.5.893
https://doi.org/10.2147/cia.S23583
https://doi.org/10.1006/geno.1998.5639
https://doi.org/10.1097/01.hjh.0000084751.37215.d2
https://doi.org/10.1371/journal.pone.0017954
https://doi.org/10.5551/jat.5215
https://doi.org/10.1186/1476-511x-9-123
https://doi.org/10.18632/oncotarget.13506
https://doi.org/10.18632/oncotarget.13506
https://doi.org/10.1155/2014/986048
https://doi.org/10.1155/2014/986048
https://doi.org/10.1111/jcmm.15239
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/genetics
https://www.frontiersin.org/
https://www.frontiersin.org/journals/genetics#articles

	SYTL3–SLC22A3 Single-Nucleotide Polymorphisms and Gene–Gene/Environment Interactions on the Risk of Hyperlipidemia
	Introduction
	Materials and Methods
	Subjects
	Epidemiological Analysis
	Biochemical Assays
	SNP Selection
	DNA Amplification and Genotyping
	Diagnostic Criteria
	Statistical Analyses

	Results
	Common and Biochemical Characteristics in the Han and Maonan Ethnic Groups
	Common and Biochemical Characteristics Between Normal and HLP Populations in Both Ethnic Groups
	Genotypic and Allelic Frequencies of Six SNPs Between the Normal and HLP Populations in Both Ethnic Groups
	The Relationship Between the Dominant Model of Six SNPs and the Risk of Hyperlipidemia
	The Relationship Between Genotypes of Six SNPs and Serum Lipid Levels
	The Relationship Between the Haplotypes and Serum Lipid Levels
	The Relationship Between the Haplotypes and the Risk of Hyperlipidemia
	Several Gene–Gene/Environment Interactions on the Risk of HLP Based on GMDR
	Visualization of Gene–Gene/Environment Interactions Based on MDR
	Unconditional Logistic Regression Analysis for the Interactions Between These Factors
	The Relationship Among Lipid Parameters and Alleles/Genotypes and Several Haplotypes
	The Relationship Among Lipid Parameters and Environmental Exposures
	Relative Factors for Serum Lipid Parameters

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References


