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ABSTRACT

Obesity can increase the risk of complex metabolic diseases, including insulin resistance. Moreover, obesity
can be caused by environmental and genetic factors. However, the epigenetic mechanisms of obesity are
not well defined. Therefore, the identification of novel epigenetic biomarkers of obesity allows for a more
complete understanding of the disease and its underlying insulin resistance. The aim of our study was to
identify DNA methylation changes in whole-blood that were strongly associated with obesity and insulin
resistance. Whole-blood was obtained from lean (n = 10; BMI = 23.6 & 0.7 kg/m?) and obese (n = 10;
BMI = 344 4 1.3 kg/m?) participants in combination with euglycemic hyperinsulinemic clamps to assess
insulin sensitivity. We performed reduced representation bisulfite sequencing on genomic DNA isolated
from the blood. We identified 49 differentially methylated cytosines (DMCs; g < 0.05) that were altered in
obese compared with lean participants. We identified 2 sites (Chr.21:46,957,981 and Chr.21:46,957,915)
in the 5" untranslated region of solute carrier family 19 member 1 (SLC79A7T) with decreased methylation in
obese participants (lean 0.73 £ 0.11 vs. obese 0.09 + 0.05; lean 0.68 + 0.10 vs. obese 0.09 + 0.05,
respectively). These 2 DMCs identified by obesity were also significantly predicted by insulin sensitivity (r =
0.68, P = 0.003; r = 0.66; P = 0.004). In addition, we performed a differentially methylated region (DMR)
analysis and demonstrated a decrease in methylation of Chr.21:46,957,915-46,958,001 in SLC19A1
of —34.9% (70.4% lean vs. 35.5% obese). The decrease in whole-blood SLC19A7 methylation in our obese
participants was similar to the change observed in skeletal muscle (Chr.21:46,957,981, lean 0.70 £ 0.09 vs.
obese 0.31 & 0.11 and Chr.21:46,957,915, lean 0.72 & 0.11 vs. obese 0.31 & 0.13). Pyrosequencing analysis
further demonstrated a decrease in methylation at Chr.21:46,957,915 in both whole-blood (lean 0.71 +
0.10 vs. obese 0.18 £ 0.06) and skeletal muscle (lean 0.71 £ 0.10 vs. obese 0.30 £ 0.11). Our findings
demonstrate a new potential epigenetic biomarker, SLC719A17, for obesity and its underlying insulin resistance.
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Introduction

Obesity is epidemic, and has become the fifth leading risk for
global deaths.' Individuals with obesity show chronic low-grade
inflammation.>® The expansion of white adipose tissue in obe-
sity has been associated with increased proinflammatory cyto-
kines, such as tumor necrosis factor-o (TNFa) and interleukin
6 (IL-6).> These inflammatory cytokines circulate in the blood
and can have negative effects on peripheral inulin responsive
tissues, such as skeletal muscle and liver.* The activation of
Toll-like and interleukin receptors have been proposed to
reduce insulin signaling by promoting the signaling cascade of
inflammatory kinases.” The reduction in insulin signaling, in
part, is due to phosphorylation of serine residues on the insulin
receptor substrate 1 (IRS-1) in skeletal muscle, thus inhibiting
its activity.> As such, the majority of individuals with obesity
have an underlying insulin resistance.>® This state of chronic
inflammation associated with obesity can also exacerbate

co-morbidities, including type 2 diabetes (T2D), hypertension,
dyslipidemia, and cardiovascular disease."”

To better understand how to hinder disease progression, it
has become important to find reliable biomarkers for early
intervention.® Biomarkers can be any biologic characteristic
that can be identified and/or monitored during the progres-
sion of a disease.” This includes non-invasive measurements
such as those currently used for identifying risk for the pro-
gression to type 2 diabetes and cardiovascular disease, such as
high body mass index (BMI) and blood pressure.'® Other tra-
ditional biomarkers have included clinical measurements of
glucose, hemoglobin Alc (HbAlc), and cholesterol levels from
blood."" However, the progression of obesity and insulin resis-
tance is a consequence of both environmental and genetic fac-
tors, and the above mentioned non-invasive traditional
measurements do not provide insight into the molecular basis
of the disease.'?
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Our previous work in whole-blood assessed transcriptional
changes in a Latino population from the Arizona Insulin Resis-
tance (AIR) Registry.'>'* In one study, we demonstrated tran-
scriptomic changes in genes involved in ribosome, oxidative
phosphorylation, and MAPK signaling when analyzing the
adults with and without metabolic syndrome."> In another
study, we identified altered expression of genes involved in
inflammatory pathways in adolescents with and without obe-
sity.'* Our findings indicate potential biomarkers in whole-
blood for inflammation, insulin signaling, and mitochondrial
function in obese and metabolic syndrome conditions. We
believe that the transcriptomic changes observed in our cohorts
are in part due to epigenetic regulation.

Epigenetics is a regulatory process that controls gene expres-
sion without altering the nucleotide sequence.'” DNA methyla-
tion is the epigenetic process of a methyl addition primarily to
a cytosine residue preceding a guanine, termed CpG dinucleo-
tide.'”> DNA methylation marks residing in promoter and
untranslated regions have been associated with gene silenc-
ing.'*'® However, large-scale studies, such as the Human Epi-
genome Project, have found low correlations between gene
expression and differential methylation."” Specifically, one-
third of the differential methylation they identified in 5
untranslated regions were inversely correlated with transcrip-
tion."” Epigenetic mechanisms have become important for
determining the molecular basis of diseases, because they are
due to both genetic and environmental factors.'® The influence
of these factors on DNA methylation has also made it a promis-
ing biomarker for disease. The use of DNA methylation as an
epigenetic biomarker has become attractive for clinical use due
to its covalent bond, making it a robust mark for analysis.’

A number of studies have focused on identifying epigenetic
biomarkers in blood that were associated with obesity and insu-
lin resistance.”*** In our study, we performed reduced repre-
sentation Dbisulfite sequencing (RRBS) to assess DNA
methylation at the whole-genome level. Here, we set out to
identify changes in DNA methylation related to obesity using
the most readily available tissue, whole-blood. Based on our
previous transcriptomic findings in whole-blood, we hypothe-
sized that there would be alterations in the DNA methylation

Table 1. Characteristics of study participants (n = 20) classified by body mass index.
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of genes involved in inflammation, insulin signaling, and mito-
chondrial function. We could potentially have a low overall
correspondence between our DNA methylation data and our
previous transcriptomic data, based on the Human Epigenome
Project findings.'” Regardless, this study will allow us to iden-
tify novel epigenetic biomarkers that are associated with obesity
and insulin resistance in blood.

Results
Participants

Table 1 shows the phenotypic characteristics for participants
with (n = 10; BMI > 30 kg/m®) and without (n = 10) obesity.
By design, lean participants had a significantly lower body
mass index (BMI). In addition, lean participants had signifi-
cantly lower measures of body fat percentage and waist circum-
ference compared with obese participants. As expected, obese
participants had higher fasting plasma insulin levels and lower
M values (an insulin sensitivity measurement) compared with
lean participants.

Genome-wide methylation analysis in human whole-blood

Using next generation RRBS, we identified 5,227,488 methyla-
tion sites captured in the blood methylation analysis from lean
and obese participants. The methylation sites were categorized
by genic regions (Fig. 1a) and CpG island features (Fig. 1b).
A large proportion of these sites fell within regulatory regions,
with 22% of them in promoter and 18% in 3’ and 5 untrans-
lated regions (Fig. 1a). When looking at the proportion of each
different CpG island feature within each genic region, we found
CpG islands to be most concentrated in the promoter and 5’
untranslated region (Fig. 1b).

Whole-blood differentially methylated cytosines

To identify potential blood biomarkers for obese insulin resis-
tant states, sites within all genomic regions were considered for
analysis. Of the 5,227,488 methylation sites captured, 52,995

Characteristics Lean Obese P value® P value (age and sex)
Sex 5M/5F 5M/5F 1.0 —
Age (y) 299422 359432 0.14 —
Body mass index (kg/m?) 23.6 £ 0.7 344+£13 <0.001 <0.001
Body fat (%)+ 250+ 1.6 36.8 + 2.2 <0.001 <0.001
Waist circumference (cm) 83.8+29 103.6 =34 <0.001 0.0032
Systolic blood pressure (mmHg) 177 £22 1194 £ 25 0.62 0.57
Diastolic blood pressure (mmHg) 720+15 750420 0.24 0.52
Triglycerides (mg/dL) 101.1 £ 154 105.2 + 15.0 0.85 0.77
Cholesterol (mg/dL) 1743 £ 104 182.9 £ 10.7 0.57 0.61
High density lipoproteins (mg/dL) 525444 483133 0.45 0.45
Low density lipoproteins (mg/dL) 101.7 £ 8.7 1135£9.0 0.36 0.95
Hemoglobin Alc (%) 5.2+ 0.04 53+0.1 0.24 0.47
Fasting plasma glucose (mg/dL) 875420 902+ 1.7 0.31 0.34
Fasting plasma insulin (.U/mL) 65+13 134 +20 0.64 0.0054
M value (mg/kg.min) 77 £05 38+05 <0.001 <0.001
M value (mg/kg.min-FFM) 10.2 + 0.7 6.0+0.8 <0.001 <0.001

Data presented as mean £ SEM, based on independent sample t-tests. Adjusted for age and sex by ANCOVA.

*Calculated by Chi-Square Test.
Body fat determined by biometric impedance analysis (BIA). FFM, Fat-free mass.
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Figure 1. All methylation sites detected in our whole-blood samples using
reduced representation bisulfite sequencing technology were mapped (a) in the
context of gene regions and (b) CpG island features. Regions were defined using
UCSC browser RefGene and CpG island tracks (see methods). The promoter region
was defined as 1000 bp upstream of the transcription start site (TSS); CpG island is
a 200-3000 bp stretch of DNA with a C+G content of 50% and observed CpG/
expected CpG exceeding 0.6; North (N) and South (S) shores flank the CpG island
by 0-2000 bp; the North (N) and South (S) shelf flank the shores by 2000 bp
(2000-4000 bp from the island). UTR, untranslated region.

sites were significantly altered (uncorrected P < 0.05; Table S1)
between our groupings. Differentially methylated cytosines
(DMC) were corrected by a false discovery rate (FDR; q <
0.05), which identified 49 unique methylation sites (15
decreased and 34 increased; Table 2).

Insulin sensitivity regression analysis of DMCs

We identified 49 DMCs that were altered with obesity. There is
a strong association between obesity and insulin resistance.” In
this study, we observed that the M value, as measured by the
euglycemic hyperinsulinemic clamp, and BMI measurements
were significantly correlated (r = —0.778; P = 0.00004). There-
fore, we further aimed to identify which DMCs were signifi-
cantly associated with insulin sensitivity (i.e., M value). In

multiple regression analyses with age, sex, and M value as the
independent variables and methylation ratio of DMCs as the
dependent variables, we found that M value independently
explained a range of 25-54% of variance in 36 of the 49 DMCs
(all P =0.05; Table 3).

Whole-blood differentially methylated regions

DNA methylation regulation can be mediated by a single CpG
or by a group of CpGs in close proximity to each other. There-
fore, a regional analysis was performed on the 52,995 blood
DMCs that were significantly altered (uncorrected P < 0.05).
This analysis identified 74 differentially methylated regions
(DMRs; Table S2). When the 74 blood DMRs were compared
with the 49 blood DMCs (q < 0.05), 2 genes [solute carrier
family 19 member 1 (SLCI9AI) and ephrin-A2 (EFNA2)]
were in common between the 2 analyses. The DMR
(Chr.21:46,957,915-46,958,001) in SLCI9A1 was decreased in
methylation by —34.9% (70.4% methylation in lean vs. 35.5%
methylation in obese) and the DMR for EFNA2
(Chr.19:1287,750-1287,781) was increased by +14.3% (28.4%
methylation in lean vs. 42.7% methylation in obese) with
obesity.

Potential blood-based biomarkers of skeletal muscle

Skeletal muscle is the major site for insulin-stimulated glucose
disposal, making it an important target tissue for understand-
ing insulin resistance.”* However, accessibility to this tissue is
more difficult compared with blood. Therefore, we set out to
identify blood-based biomarkers of methylation sites in genes
that were also identified in skeletal muscle using our previously
published data.”® The skeletal muscle results are based on 11
lean and 9 obese (BMI > 30 kg/m? Table S3) patients. Of these
individuals, 9 lean and 6 obese were in common with the indi-
viduals included in the whole-blood analyses. When we com-
pared the significantly changing whole-blood DMCs (FDR; q <
0.05) with our previously published skeletal muscle data,”> we
identified 3 sites that were in common. One site
(Chr.21:46,927,138) was in collagen, type XVIII, o 1
(COL18AI) and the other 2 sites (Chr.21:46,957,915 and
Chr.21:46,957,981) were upstream of SLCI19A1 (Fig. 2).

SLC19A1 correlation analysis

The 2 significant (@ < 0.05) SLCI9AI methylation sites,
Chr.21:46,957,981 and Chr.21:46,957,915, are located down-
stream of 2 transcription start sites (TSSs) Chr.21:46,964,325
and Chr.21:46,962,385, based on the UCSC genome browser.
The distances from the TSS are 6,410 bp and 4,470 bp for
Chr.21:46,957,915, and 6,344 bp and 4,404 bp for
Chr.21:46,957,981, respectively. These methylation sites were
found in both whole-blood and skeletal muscle methylation.
To determine the relationship of methylation at those sites
between tissues, Pearson correlation analysis was performed.
We found that methylation levels between blood and skeletal
muscle were significantly and positively correlated at both
SLC19AI sites (Fig. 3).
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Table 2. Whole-blood differentially methylated cytosines (DMCs; q < 0.05) between lean and obese groupings.

DNA Methylation (%)

Chr. Position Gene Lean Obese P value q value Genic Region CpG Island Region
chr21.46957981 SLCT9A1 73.0+£11.0 9.0£5.0 <0.001 0.01 5'UTR South Shore
chr21.46957915 SLCT9A1 68.0 + 10.0 9.0 £5.0 <0.001 0.01 5'UTR CpG Island
chr6.3771940 — 76.0 + 3.0 380+7.0 <0.001 0.05 Intergenic InterCpG
chr5.80690459 ACOT12 430+ 40 150+ 2.0 <0.001 <0.001 Promoter South Shore
chr11.2883716 — 52.0 £ 6.0 220+ 4.0 <0.001 0.05 Promoter CpG Island
chr21.46927138 COL18A1 51.0+ 4.0 26.0 + 3.0 <0.001 0.04 Intron North Shelf
chr8.145702503 FOXH1 93.0 +2.0 71.0 £ 20 <0.001 <0.001 Promoter South Shore
chr2.121283801 — 93.0 + 2.0 79.0 + 3.0 <0.001 0.05 Intergenic South Shelf
chr19.46456403 NOVA2 120+ 3.0 20+1.0 <0.001 0.02 Intron CpG Island
chr6.146348971 GRM1 16.0 + 2.0 6.0+ 1.0 <0.001 0.04 Promoter/Intron North Shore
chr4.2648590 FAM193A 99.0 + 1.0 90.0 + 2.0 <0.001 0.04 Intron InterCpG
chr1.214504377 SMYD2 920+ 1.0 850+ 1.0 <0.001 0.02 Exon InterCpG
chr20.32856825 ASIP 6.0 2.0 0.0+ 0.0 <0.001 0.05 Exon CpG Island
chr9.139085246 — 30£1.0 0.0 £0.0 <0.001 <0.001 Intergenic CpG Island
chr19.55898053 RPL28 50+£20 0.0 £0.0 <0.001 0.01 Promoter/Exon CpG Island
chr5.72742630 FOXD1 1.0+ 0.0 50+ 1.0 <0.001 0.05 3'UTR South Shore
chr8.132917158 EFR3A 0.0 0.0 6.0+ 20 <0.001 0.04 Intron South Shore
chr16.28993311 LAT/SPNST 94.0 £ 2.0 100.0 £+ 0.0 <0.001 0.05 Promoter/Exon/Intron InterCpG
chr17.1184167 TUSCS 92.0 + 2.0 100.0 £ 0.0 <0.001 0.01 Intron InterCpG
chr7.157655513 PTPRN2 94.0 £+ 2.0 100.0 £+ 0.0 <0.001 <0.001 Exon North Shelf
chr4.843782 GAK 920+ 1.0 99.0 £ 1.0 <0.001 0.04 Exon CpG Island
chr11.31827022 PAX6 1.0+ 0.0 70+ 1.0 <0.001 <0.001 Intron South Shore
chr6.158072851 ZDHHC14 95.0 £ 2.0 100.0 £+ 0.0 <0.001 0.02 Intron InterCpG
chr12.81444314 — 93.0 + 2.0 100.0 £ 0.0 <0.001 <0.001 Intergenic InterCpG
chr7.23646672 CCDC126 920+ 1.0 99.0 + 1.0 <0.001 0.03 5'UTR InterCpG
chr6.74371204 — 93.0+ 2.0 100.0 £+ 0.0 <0.001 0.05 Intergenic InterCpG
chr2.158272554 CYTIP 92.0 + 2.0 100.0 £ 0.0 <0.001 0.01 Exon InterCpG
chr17.21219144 — 87.0£1.0 96.0 £ 1.0 <0.001 0.05 Intergenic North Shore
chr1.87429560 HS25T1 90.0 £ 2.0 99.0 £ 1.0 <0.001 0.03 Intron InterCpG
chr8.111697045 — 91.0 + 2.0 100.0 £ 0.0 <0.001 <0.001 Intergenic InterCpG
chr17.19743530 ULK2 90.0 £+ 3.0 100.0 £+ 0.0 <0.001 <0.01 Intron InterCpG
chr5.61058332 — 91.0 £ 2.0 100.0 £ 0.0 <0.001 0.04 Intergenic InterCpG
chr3.50131816 RBM5 90.0 + 2.0 100.0 £ 0.0 <0.001 0.04 Intron InterCpG
chr9.139093743 LHX3 0.0+ 0.0 9.0+ 20 <0.001 <0.01 Intron CpG Island
chr7.87256217 ABCB1/RUNDC3B 88.0+ 2.0 99.0+ 1.0 <0.001 <0.01 Promoter/Intron North Shore
chr17.3701518 ITGAE 92.0 + 2.0 100.0 £ 0.0 <0.001 0.04 Intron InterCpG
chr9.99791494 — 90.0 + 3.0 100.0 £+ 0.0 <0.001 <0.01 Intergenic InterCpG
chrX.933751 — 86.0 £ 2.0 97.0 £ 2.0 <0.001 0.02 Intergenic InterCpG
chr15.62511245 — 89.0 £3.0 100.0 £ 0.0 <0.001 <0.01 Intergenic InterCpG
chr20.43948457 — 20+£1.0 13.0 £ 20 <0.001 <0.01 Intergenic South Shelf
chr5.172090073 NEURL1B 89.0 + 2.0 100.0 £ 0.0 <0.001 0.04 Intron InterCpG
chr20.1276940 SNPH 86.0 + 2.0 99.0 + 1.0 <0.001 <0.01 5'UTR CpG Island
chr12.132871826 GALNT9 86.0 £ 2.0 98.0 £ 1.0 <0.001 <0.001 Intron North Shore
chr7.140180051 MKRN1 81.0 +3.0 98.0 + 1.0 <0.001 0.05 Promoter South Shore
chr19.1289934 EFNA2 73.0 £3.0 90.0 £+ 2.0 <0.001 0.03 Intron North Shore
chr9.129088683 FAM125B 19.0 2.0 36.0 £ 3.0 <0.001 <0.01 Promoter CpG Island
chr1.103319604 — 62.0+ 7.0 86.0 + 3.0 <0.001 0.04 Intergenic InterCpG
chr8.22560981 — 18.0+2.0 39.0+50 <0.001 0.02 Intergenic CpG Island
chr7.1659260 — 74.0 £ 6.0 98.0+ 1.0 <0.001 0.02 Intergenic CpG Island

Methylation data presented as mean £ SEM q value generated by Benjamini-Hochberg multiple testing correction. CpG island is a 200-3000 bp stretch of DNA with a
C+G content of 50% and observed CpG/expected CpG exceeding 0.6; North (N) and South (S) shores flank the CpG island by 0-2000 bp; the North (N) and South (S)
shelf flank the shores by 2000 bp (2000-4000 bp from the island). InterCpG are locations between CpG islands.

SLC19A1 predicted transcription factor binding

We analyzed the sequences containing DMCs and the DMR asso-
ciated with SLCI9A1 using the program PROMO.* Transcrip-
tion factor binding motifs did not overlap with our most
significant DMCs, Chr.21:46,957,981 and Chr.21:46,957,915.
However, using the DMR sequence (containing 4 CpGs:
Chr.21:46,957,915, Chr.21:46,957,981, Chr.21:46,957,988, and
Chr.21:46,958,001), we found 2 predicted transcription factor
genes, forkhead box P3 (FOXP3) and glucocorticoid receptor
(GR), to overlap a CpG site at position Chr.21:46,957,988.

SLC19AT1 validation

The SLC19A1 DMCs were significantly altered in both whole-
blood and skeletal muscle. This may indicate that SLCI9AI is
tightly associated with obesity. We confirmed the methylation
changes between the lean and obese groups at
Chr.21:46,957,915 using pyrosequencing. DNA methylation
was significantly decreased in obese participants compared
with lean in both whole-blood and skeletal muscle (Fig. 4). The
changes observed in both tissues were comparable to the
decreased methylation detected using RRBS.
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Table 3. Regression analysis of the differentially methylated cytosines (DMCs; g < 0.05) predicted by M value after adjusting for age and sex.

Chromosome Position Gene Genic Region CpG Island Region partial r P value
chr21.46957981 SLC19A1 5'UTR South Shore 0.68 0.003
chr21.46957915 SLC19A1 5'UTR CpG Island 0.66 0.004
chr6.3771940 — Intergenic InterCpG 0.615 0.009
chr5.80690459 ACOT12 Promoter South Shore 0.563 0.019
chr11.2883716 — Promoter CpG Island 0.657 0.004
chr21.46927138 COL18A1 Intron North Shelf 0.705 0.002
chr8.145702503 FOXH1 Promoter South Shore 0.683 0.002
chr2.121283801 — Intergenic South Shelf 0.711 0.001
chr19.46456403 NOVA2 Intron CpG Island 0.51 0.037
chr6.146348971 GRM1 Promoter North Shore 0.616 0.009
chr4.2648590 FAM193A Intron InterCpG 0.59 0.013
chr1.214504377 SMYD2 Exon InterCpG 0.558 0.02
chr20.32856825 ASIP Exon CpG Island 0.569 0.017
chr5.72742630 FOXD1 3'UTR South Shore —0.565 0.018
chr16.28993311 LAT Exon InterCpG —0.497 0.043
chr17.1184167 TUSCS Intron InterCpG —0.577 0.015
chr4.843782 GAK Exon CpG Island —0.556 0.021
chr11.31827022 PAX6 Intron South Shore —0.581 0.014
chr12.81444314 — Intergenic InterCpG —0.498 0.042
chr7.23646672 CCDC126 5'UTR InterCpG —0.546 0.023
chr17.21219144 — Intergenic North Shore —0.589 0.013
chr1.87429560 HS2ST1 Intron InterCpG —0.674 0.003
chr5.61058332 — Intergenic InterCpG —0.644 0.005
chr3.50131816 RBM5 Intron InterCpG —0.689 0.002
chr9.139093743 LHX3 Intron CpG Island —0.589 0.013
chr7.87256217 ABCB1 Promoter North Shore —0.67 0.003
chr9.99791494 — Intergenic InterCpG —0.506 0.038
chrX.933751 — Intergenic InterCpG —0.692 0.002
chr15.62511245 — Intergenic InterCpG —0.568 0.017
chr5.172090073 NEURL1B Intron InterCpG —0.637 0.006
chr7.140180051 MKRN1 Promoter South Shore —0.498 0.042
chr19.1289934 EFNA2 Intron North Shore —0.737 0.001
chr9.129088683 FAM125B Promoter CpG Island —0.721 0.001
chr1.103319604 — Intergenic InterCpG —0.568 0.017
chr8.22560981 — Intergenic CpG Island —0.58 0.015
chr7.1659260 — Intergenic CpG Island —0.637 0.006
Discussion detected CpG sites were similar to the patterns observed in our

The present study was undertaken with the purpose of identify-
ing whole-blood biomarkers of DNA methylation that were
altered in obesity and insulin resistance. Our genome-wide
RRBS analysis demonstrated that the promoter region was
most concentrated with CpG islands, which is well established
in the field.”” Interestingly, the distribution pattern of all
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Figure 2. Average methylation detected by reduced representation bisulfite
sequencing (RRBS) for SLCT9AT sites Chr.21:46,957,981 and Chr.21:46,957,915 and
COL18A1 site Chr.21:46,927,138 for lean and obese in both blood and skeletal mus-
cle. Significance based on independent sample t-tests.

previous study in skeletal muscle.”” The consistent coverage of
the genome regardless of tissue type presents RRBS as a viable
technique for cross-tissue analysis.

Other recent studies have provided useful findings of DNA
methylation differences in blood from obese compared with
lean individuals.”®*** Wang et al. identified methylation changes
in obesity associated with UBASH3A and TRIM3 in blood leu-
kocytes from participants 14-30 years old.*® A study by Ronn
et al. identified changes in methylation impacted by age, BMI,
and HbAlc levels in blood and adipose tissue using multiple
cohorts whose ages collectively spanned ages 23-83 years.”” We
did not observe an overlap between our 49 corrected DMCs
and the most significant sites identified from the aforemen-
tioned studies. The lack of overlap may be attributed to blood
tissue type, age of cohorts, and methylation detection technol-
ogy used.

We determined that the most reliable biomarker of obesity
and its underlying insulin resistance would be identified by
using several analyses. First, SLCI9A1 was identified as signifi-
cantly decreased in obesity in both whole-blood DMC and
DMR analyses. Furthermore, we set out to identify similarities
between whole-blood and the insulin responsive tissue, skeletal
muscle. By using skeletal muscle methylation changes assessed
in our previous study,”® we found SLCI19A1 to be a blood-based
DNA methylation biomarker for that tissue. Not only were
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Figure 3. Pearson correlation analysis of the participants (8 lean; 6 obese) present in both whole-blood and skeletal muscle methylation for SLC19A1 (a) Chr.21:46,957,915

and (b) Chr.21:46,957,981.

these DMCs decreased in methylation in both blood and skele-
tal muscle, but also the level of change was to a similar extent.
The confirmation of this finding through pyrosequencing leads
us to believe that the altered SLCI9A1 methylation is strongly
associated with obesity and its underlying insulin resistance,
regardless of tissue. Others have also identified methylation
marks that are similar across different tissue types in associa-
tion with a trait.>** Moreover, regression analyses of the
SLCI9A1I sites demonstrated a significant relationship with
insulin sensitivity. The utility of the euglycemic hyperinsuline-
mic clamp is considered a gold standard for measuring insulin
sensitivity.”’ This was a key measurement to correlate with
DNA methylation to identify epigenetic biomarkers of obese
insulin resistance in whole-blood.

SLCI9A1 codes for the protein reduced folate carrier
(RFC), which contributes to methionine and de novo purine
synthesis.>> Folate is a methyl donor, and is suggested to have
an important role in fetal programming by providing a sub-
strate for DNA methylation.”® Imbalances in folate levels, spe-
cifically high levels, have been predictive of adiposity and
insulin resistance.”® This observation has provided evidence
for potential epigenetic influences on the risk of disease devel-
opment. Rupasree et al.>* conducted a study in systemic lupus
erythematosus (SLE) cases and identified differential methyla-
tion in blood lymphocytes of genes involved in one-carbon
metabolism. They found a decrease in SLCI9AI1 promoter

® Lean Blood

Obese Blood
® Lenn Skeletal Muscle
= Obese Skeletal Muscle

Methylation Average (%)

SLC19A1 {chr21.46957915)

*P=1.001; {P=0.01

Figure 4. Average methylation of SLCT9AT site Chr.21: 46,957,915 detected by
pyrosequencing validation for lean and obese samples in both blood and skeletal
muscle. Significance based on independent sample t-tests.

methylation in SLE cases that were positive for anti-ribonu-
cleoprotein (RNP) antibodies. The detection of anti-RNP in
SLE patients is used for further classification of connective tis-
sue diseases, such as Raynaud’s phenomenon.”> Chronic
inflammation in SLE may contribute to the similarities in
decreased SLCI19A1 methylation found in both obese, insulin
resistant states from our study and the anti-RNP positive SLE
cases.”® Increased levels of TNFa and IL-6 have been associ-
ated with both obesity and SLE.>”” However, these measure-
ments were not taken in this study, so inflammation cannot
be confirmed in our participants. He et al.*® found a signifi-
cant decrease in methylation in the promoter of SLCI9AI in
the placenta of intrauterine growth restricted (IUGR) samples.
This study speculated that the change in methylation may
play a role in in utero development. IUGR has been associated
with increased risk for type 2 diabetes, metabolic syndrome,
and cardiovascular and heart disease.’” It is interesting to
speculate that the decreased SLCI9AI methylation associated
with obesity identified in our study may stem from a develop-
mental origin. Although our study identified different chro-
mosomal positions from the above mentioned studies, we
believe the methylation status of both Chr.21:46,957,915 and
Chr.21:46,957,981 provide new potential epigenetic bio-
markers for better understanding obesity-related insulin
resistance.

Our study focused on the identification of novel epigenetic
biomarkers. Based on previous transcriptomic findings from
our laboratory, we hypothesized that we would identify altered
methylation of genes involved in inflammation, insulin signal-
ing, and mitochondrial function.'>'* We identified 3 genes,
integrin o E (ITGAE), RNA binding motif protein 5 (RBM5),
and SLCI9A1, in common with our previous findings."> We
expected to find more genes in common between the transcrip-
tomic and epigenomic data sets. The lack of concordance across
the data sets could be explained by differences in ethnicity and
lower number of subjects study.** However, the occurrence of
SLCI9A1 in the transcriptomic data set'> with the present study
solidifies its connection to obesity.

In this study, we have focused primarily on SLC19A1; how-
ever, there are other genes from the list of 49 DMCs (q < 0.05)
that could potentially be relevant to obesity. One such gene is
EFNA2, which codes for the glycosylphosphatidylinositol
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(GPI)-linked ephrin-A ligand. EFNA2 interacts with Eph recep-
tor tyrosine kinases thereby affecting the activities of actin cyto-
skeleton, cell motility, proliferation, and secretion.*’ We have
previously found a reduction in actin cytoskeleton proteins
with insulin resistance.>**> Another gene was COLI8A1, which
showed similar methylation changes in both whole-blood and
skeletal muscle. COL18AI codes for a multiplexin localized at
the basal lamina.”> We>**** and others*® have shown increased
collagen content in insulin resistant skeletal muscle. Taken
together, the changes in methylation for EFNA2 and COLI8A1
suggest that these genes may be relevant epigenetic biomarkers
of blood in obesity.

Although we have described novel epigenetic biomarkers
of blood associated with obesity and its underlying insulin
resistance, we acknowledge the shortcomings of our study.
Whole blood has a heterogeneous cell composition, and
potential differences in inflammation between our groups
could confound the DNA methylation results.*” Further-
more, we identified new potential biomarkers for obesity-
related insulin resistance within a limited sample size. Future
studies could fractionate blood cell types to avoid confound-
ing composition effects, and will need to replicate our find-
ings in larger cohorts to be considered candidate biomarkers.
Our study was novel in that we identified epigenetic changes
in whole-blood using RRBS. Specifically, we identified
SLCI9A1 from obese participants as a potential epigenetic
biomarker that is significantly predicted by insulin sensitivity
(i.e., M value). Moreover, blood SLC19A1 methylation was
positively correlated with skeletal muscle methylation. Our
transcription factor binding analysis found potential binding
within the SLCI9AI DMR, but not at the most significant
DMC sites. However, we speculate that methylation at those
sites may have a regulatory effect through the recruitment of
methylcytosine-binding proteins.*® These proteins can asso-
ciate with protein complexes that contain co-repressors and
histone deacetylases, and could influence chromatin struc-
ture.*” Our findings demonstrate that the DNA methylation
status associated with SLCI19A1 is a promising biomarker for
obesity and its underlying insulin resistance, as it is present
in both skeletal muscle and blood.

Material and methods
Participants

Ten participants with obesity (BMI > 30 kg/m?* 5 male/5
female; ages: 23-52 years) and 10 participants without obesity
(BMI < 25 kg/m’ 5 male/5 female; ages: 21-43 years) took
part in this study. Metabolic data for some of these participants
were included in a previous publication.”> Demographics,
anthropometric measurements, and screening blood tests were
obtained on all participants. Body impedance analysis (BIA)
was used to assess percent body fat. A 75 g oral glucose toler-
ance test following a 10-12 h overnight fast was used to assess
normal glucose tolerance. No subject was taking any medica-
tion known to affect glucose metabolism. Written consent was
obtained from all study participants. The study was approved
by the Institutional Review Boards at Mayo Clinic in Arizona
and Arizona State University.

Study design

Fasted participants reported to the Clinical Studies Infusion
Unit at the Mayo Clinic in Arizona. Blood was collected into
PAXgene Blood DNA and RNA tubes (BD Diagnostics, Frank-
lin Lakes, NJ) and stored at —80°C until processed. Following
blood collection, a 2-hour euglycemic hyperinsulinemic clamp
(80 mU.m %min™") to measure insulin sensitivity was per-
formed as described previously.*

Substrate and hormone determinations

Fasted blood samples for comprehensive metabolic, lipid, and
hemogram panels were performed by the Biospecimens Acces-
sioning and Processing (BAP) Core at Mayo Clinic in Scotts-
dale. Plasma glucose concentration was determined by the
glucose oxidase method on an YSI 2,300 STAT plus (YSI INC,
Yellow Springs, OH, USA). Plasma insulin was measured by a
2-site immunoenzymatic assay performed on the DxI 800 auto-
mated immunoassay system (Beckman Instruments, Chaska,
MN, USA).

Whole-blood processing for DNA isolation

Genomic DNA was isolated using the PAXgene Blood DNA
Kit, as per the manufacturer’s instructions (Qiagen, Valencia,
CA). DNA quantity and quality was assessed using agarose gel
electrophoresis and spectrophotometer A260/A280 values were
determined using the NanoVue (GE Healthcare, United
Kingdom).

Reduced Representation Bisulfite Sequencing

RRBS was performed on whole-blood genomic DNA at the
Mayo Clinic Genotyping Shared Resource facility, and library
preparation was performed as described previously.*> Sequenc-
ing data was analyzed using a streamlined analysis and annota-
tion pipeline for reduced representation bisulfite sequencing,
SAAP-RRBS.*>* The methylation data set supporting the con-
clusions of this article are available in the Gene Expression
Omnibus repository, GSE85928 (http://www.ncbi.nlm.nih.gov/
geo/). Furthermore, bigwig files were used to create a custom
track on the UCSC genome browser (https://genome.ucsc.edu/
cgi-bin/hgTracks?hgS_doOtherUser=submit&hgS_otherUser
Name=rlcolett&hgS_otherUserSessionName=blood%20Methyl
atio).

Whole-blood differentially methylated cytosines analysis

To determine differences in methylation sites between groups,
the aligned (Hgl19) data was imported into the free open source
R package, MethylSig.”® A minimum of 5 reads and the recov-
ery of the site in all 10 participants from each group were
required for the inclusion of a cytosine in subsequent analyses.
The mean methylation values were adjusted by a g binomial
approach to account for biologic variation among the groups
being compared.”® A comparison of the DNA methylation
between groups with and without obesity at each site was based
on a likelihood ratio test (nominal P value) and a Benjamini-
Hochberg multiple testing correction was applied. Regional
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annotations for each DMC were imported from the University
of California, Santa Cruz (UCSC) Genome Browser’s RefSeq
Genes and CpG Island tracks. Priority was given to annotating
the site as a promoter or untranslated region if available in
another transcript of the gene or in a different gene.

Whole-blood differentially methylated region analysis

Differences in methylated regions between groups were identi-
fied using the open source R package, dispersion shrinkage for
sequencing data (DSS).”" The analysis included the BSmooth
algorithm, which determined the level of methylation in a
region for each sample and accounted for biologic variation.
The criteria for inclusion was: 1) each region contained 3 CpGs
supported with a read coverage of 5X; 2) recovery of the site in
all 10 participants from each group; and 3) significance of
P<0.05 (uncorrected) from the DMC analysis. DMRs were cre-
ated by a sliding-window of 500 bp and a t-statistic cutoff of
2.5. The significance of a DMR was determined by the weight
of the Area Stat, which is the sum of t-statistic values in each
DMR. Regional annotations for the DMRs were imported from
the UCSC Genome Browser’s RefSeq Genes and CpG Island
tracks. Priority was given to annotating the region as a pro-
moter or untranslated region if available in another transcript
of the gene or in a different gene.

Blood-based biomarkers of skeletal muscle DMC analysis

Skeletal muscle RRBS data from 11 lean (7 females/4 males;
ages: 21-43 years) and 9 obese (BMI > 30 kg/m? 4 females/5
males; ages: 32-52 years) in our previous study” was used for
comparative analysis. Both whole-blood and skeletal muscle
were analyzed using the program MethylSig.”® There were 9
lean and 6 obese that were the same as the individuals included
in the whole-blood analyses. Promoter and untranslated region
DMCs from both whole-blood and skeletal muscle were
merged based on matching chromosomal positions. The
merged DMCs were then filtered for analogous direction and
level of methylation in each tissue by grouping.

SLC19A1 predictive transcription factor binding analysis

Prediction of transcription factor binding was performed using
the program PROMO version 3.0.2.°° Analyses were performed
with a 5% maximum matrix dissimilarity rate using TRANS-
FAC version 83 database. The sequence from
Chr.21:46,957,905,-46,957,991 was used to assess binding at
the 2 SLC19A1 DMCs. Furthermore, transcription factor bind-
ing was assessed for the SLCI9AI DMR using the sequence
from Chr.21:46,957,905,-46,958,011.

Pyrosequencing

Confirmation of DNA methylation detected in both whole-
blood and skeletal muscle was performed using pyrosequenc-
ing, as described previously.”> To assess the SLCI9A1 DMC
(Chr.21:46,957,915), bisulfite-converted DNA was amplified
by PCR using the following primers: forward 5-GTTGG
GTTGGAGGGTATTAT-3> and  biotinylated  reverse
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5-CCATCTTCCAAAATACCCTAACT-3’.  Pyrosequencing
was performed using the PyroMark Q96 MD system and the
Gold Q96 kit with sequencing primers 5-GGTTGGAGGG-
TATTATT-3" according to the manufacturer’s instructions
(Qiagen, Valencia, CA). Sequence analysis was performed using
the PyroMark CpG SW 1.0 software (Qiagen, Valencia, CA).

Statistical analysis

Independent sample t-tests and chi-square were used to com-
pare physical and metabolic characteristics between lean and
obese groups. Non-normally distributed data were log;o or
square root transformed. However, untransformed data are
presented as a mean =+ standard error of the mean (SEM) for
ease of interpretation. Multiple regression analyses were per-
formed with the purpose of adjustments for age, sex, and/or
BMI to estimate bivariate relationships between insulin sensi-
tivity (i.e., M value) and significantly altered methylation. Pear-
son correlation analysis was performed to determine the
relationship between whole-blood and skeletal muscle methyla-
tion data. The SPSS 23.0 statistical software package was used.
See above for the statistical analysis of the methylation data.
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