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Abstract

Background: The CD86 costimulatory ligand and CD163 scavenger receptor are expressed on monocytes/macrophages.
However, modulations in the expression of these immune regulatory receptors in metabolic disease remain unclear. We,
therefore, compared the adipose tissue expression of CD86/CD163 and signature inflammatory cytokines/chemokines in
non-diabetic and diabetic individuals.

Methods: Subcutaneous adipose tissue biopsies were collected from 57 non-diabetics and 46 diabetics classified based
on body mass index as obese, overweight and lean and the expression of CD86/CD163 was assessed by quantitative
RT-PCR, immunohistochemistry/ confocal microscopy.

Results: The data show that CD86 and CD163 gene expression was elevated in non-diabetic obese individuals as
compared with their lean counterparts (P o 0.0035; P (opt68) = 0.0028). As expected, CD86 and CD163 protein
expression was also found to be elevated in the adipose tissue samples of obese individuals. The CD86 gene expression
in non-diabetic and diabetic individuals correlated positively (P<0.05) with that of TNF-a( (r | .ciq= 0265 T (4019 = 0-49),
IL-18 (I on-diapeti) = 0673 T (giabetiy = 0-63), @nd IL-8 (1 | oy = 0-385 T ypeig = 0-33). The CD86 gene expression correlated
significantly with that of IL-23 and IP-10 in non-diabetic individuals. The CD86 gene expression also correlated with
glycated hemoglobin (r =0.38; P = 0.007). In parallel, CD163 gene expression also correlated positively (P<0.05)
with TNF-a (r [non-diabetic] S r (diabetic] 0.38), IL-18 (r non-diabetic] 0.72;r diabetic] 0.71), IL-23 (r non-diabetic] 0.28), and IL-8 (r
non-diabstic] — 0.58; r (diabetc] = 0.35). The adipose tissue expression of IL-18 independently predicted the expression of CD86
and CD163 both in non-diabetic and diabetic individuals.

[diabetic]

Conclusion: The adipose tissue expression of CD86 and CD163 is elevated in obesity and T2D which has consensus

with inflammatory signatures and represents novel immune markers for metabolic inflammation.

Keywords: CD86; CD163; Obesity; Type-2 diabetes; Metabolic
inflammation; Macrophage markers

Introduction

Obesity is an emerging pandemic and the adipose tissue imbalance
or dysfunction contributes to obesity-induced chronic low-grade
inflammation or metabolic inflammation which plays a key role
in insulin resistance and type-2 diabetes (T2D). Adipose tissue
macrophages (ATMs) are considered the major driver of metabolic
inflammation due to higher expression of proinflammatory cytokines/
chemokines [1]. These inflammatory mediators act via autocrine/
paracrine mechanisms to induce local and systemic inflammation
and impair insulin signaling and glucose uptake in the peripheral
tissues. The CD86 costimulatory ligand is one of 4 known molecules
in the CD28 system (CD28, CD152, CD80, CD86) and is expressed on
monocytes and macrophages as well as other antigen presenting cells
[2]. Monocytes and macrophages constitutively express only CD86,
dendritic cells express both CD80 (B7-1/B7) and CD86 (B7-2/B70),
and resting B cells have low expression of CD86 [3]. CD86/CD80 act
as ligands for CD28 receptor on T cells and this interaction provides
the potent costimulatory signal for T cell activation, clonal expansion,
and optimal cytokine production [4,5]. On the contrary, CD86 binding
with cytotoxic T lymphocyte-associated antigen (CTLA)-4 (CD152)
negatively regulates T cell activation and suppresses immune response
[6]. The CD163 is an acute phase-regulated scavenger receptor that
belongs to cysteine-rich superfamily and is involved in clearance and
endocytosis of hemoglobin-haptoglobin complexes by macrophages
and may protect tissues from free hemoglobin-mediated oxidative
damage [7].

CD86 is considered a proinflammatory and CD163 is considered
an anti-inflammatory macrophage marker [8]. The perturbations in the
expression of CD86 and CD163 markers have been related individually
with certain disease conditions [9-11]. However, modulations in the
adipose tissue expression of CD86 and CD163 in obesity and T2D
remain poorly understood. We hypothesized that obesity/T2D might
be a positive modulator of CD86/CD163 markers expression in the
adipose tissue. Herein, we present the data showing that adipose tissue
gene expression of CD86 and CD163 is upregulated in obesity/T2D
and the changes are positively associated with tissue inflammatory state
which may have significance as novel immune markers of metabolic
inflammation.
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Materials and Methods
Study population

A total of 57 non-diabetic (32 men/25 women; aged 24-71 years)
and 46 diabetic (26 men/20 women; aged 23-67 years) individuals
were recruited in the study through outpatient clinics of Dasman
Diabetes Institute, Kuwait. The study participants were classified based
on body mass index (BMI) as lean (BMI =22.611£2.397 kg/

[non-diabetic]

m? BMI et = 24-827%1.144 kg/m?), overweight (BMI (non-diabetic] =
28.300+1.144 kg/m* BMI dizbetic] = 28.829+0.909 kg/m?), and obese
(BMI | i = 34.701£3.227 kg/m?’ BMI = 33.693+2.566 kg/

m?). The diagnosis and confirmation of diabetes was performed by
designated physician at the clinical services department of the institute.
The most common comorbidities found in obese/T2D individuals
included hyperlipidemia (5), kidney disease (4), and coronary artery
disease (1). The demographic and clinico-therapeutic characteristics
of study participants are summarized in Table 1. All participants gave
written informed consent and study was approved by the institutional
ethics committee.

Anthropometric and physio-clinical measurements

Anthropometric and physical measurements included body
weight, height, waist circumference and blood pressure. Height and
weight were measured with barefoot participants wearing light indoor
clothing using calibrated portable electronic weighing scales and
portable inflexible height measuring bars. The waist circumference at
the highest point of the iliac crest and the mid-axillary line was measured
using constant tension tape at the end of a normal expiration with arms
relaxed at sides and waist-to-hip ratios were calculated. The whole-
body composition including percent body fat (PBF), soft lean mass
and total body water were measured using IOI 353 body composition
analyzer (Jawon Medical, South Korea). Blood pressure, an average of
3 readings taken at 5-10 resting minutes apart, was measured using
Omron HEM-907XL digital automatic sphygmomanometer (Omron
Healthcare Inc. IL, USA). BMI was calculated using standard formula:
body weight (kg)/height (m?). For clinical laboratory measurements,

peripheral blood was collected by venipuncture from overnight-fasted
(10 hrs minimum) individuals and samples were analyzed for fasting
blood glucose, glycated hemoglobin (HbA1c¢), fasting insulin, and lipid
profile. Glucose and lipid profiles were measured by using Siemens
dimension RXL chemistry analyzer (Diamond Diagnostics, Holliston,
MA, USA) and HbA 1c was measured by using Variant™ device (BioRad,
Hercules, CA, USA).

Collection of subcutaneous adipose tissue samples

Adipose tissue samples (~0.5g) were collected via abdominal
subcutaneous fat pad biopsy lateral to the umbilicus using standard
surgical method. Briefly, the periumbilical area was sterilized by
alcohol swab and locally anesthetized by 2% lidocaine (2ml). Fat tissue
was collected through a superficial skin incision (0.5cm), further into
small pieces, rinsed in cold phosphate buffered saline (PBS), fixed in 4%
paraformaldehyde for 24hr and was embedded in paraffin for further
use. At the same time, freshly-collected adipose tissue samples (~50-
100 mg) were preserved in RNAlater or optimal cutting temperature
(OCT) medium and stored at -80°C until use.

Quantitative real-time PCR

Total RNA was purified using RNeasy kit (Qiagen, Valencia,
CA, USA) as per manufacturer’s instructions. Briefly, adipose tissue
samples in RNAlater or OCT were thawed and homogenized 33,000
rpm for 40sec) in Qiazol lysis solution (Qiagen, Valencia, CA,
USA) using TissueRuptor (Qiagen, Hildon, Germany), treated with
chloroform and centrifuged at 12,000 xg for 15min at 4°C. The upper
aqueous RNA phase was collected, 70% ethanol was added, applied
to an RNeasy spin column, and total RNA was eluted in RNase-free
water. RNA quantity was measured using Epoch™ Spectrophotometer
(BioTek, Winooski, USA) and quality was assessed by formaldehyde-
agarose gel electrophoresis. RNA samples (1pg each) were reverse
transcribed to ¢cDNA using random hexamer primers and TaqgMan
reverse transcription reagents (High Capacity cDNA Reverse
Transcription Kit, Applied Biosystems, CA, USA). The cDNA samples
(50ng each) were amplified using TagMan® gene expression MasterMix

Table 1 Patients’ demographic and clinico-therapeutic data.

Non-diabetic
Parameter .
Lean Overweight
Total number (N) 9 21
Male (N) 6 13
Female (N) 3 8
Age (Yrs.) 25-53 29-71

22.611+2.397
27.300+2.037

28.300+1.144
32.520+1.182

Body mass index (kg/m?)
Percentage of body fat (PBF)

Glucose (mmol/L) 4.948+0.224 5.540+0.326
Cholesterol (mmol/L) 5.304+0.394 4.913+0.160
High-density lipoprotein (mmol/L) 1.630£0.498 1.261+0.289
Low-density lipoprotein (mmol/L) 3.378+0.964 3.133+0.671
Triglycerides (mmol/L) 0.616+0.244 1.179+0.626
HbA1c (%) 5.689+0.483 5.845+1.580
Hyperlipidemia (N) 0 0
Coronary artery disease (N) 0 0
Lung disease (N) 0 0
Kidney disease (N) 0 0

Therapy Zocor, Aspirin

Concor, Lipitor,
Aspirin

Type-2 diabetic

Obese Lean Overweight Obese
27 3 11 32
13 2 6 18
14 1 5 14

24-66 48-58 45-59 23-67

34.701£3.227
39.280+0.849

24.827+1.144
32.100+4.400

28.829+0.909
31.840+1.823

33.693+2.566
36.440+1.018

5.387+0.150 5.800+0.3000 8.727+0.707 8.708+0.437
5.106+0.213 5.400£1.800 4.695+0.511 5.160+0.241
1.174+0.275 1.050£0.181 1.13840.372 1.199+0.285
3.374+0.937 3.800+1.510 2.582+1.333 2.946+1.092
1.200£0.742 1.470+0.967 1.791£0.891 1.874+1.494
5.766+0.589 7.733x3.009 7.373+1.547 8.206+1.479

3 0 3 5

1 0 1 1

1 0 0 0

0 0 0 4

NovoRapid, Insulin,
Aspirin, Zocor,
Lipitor, Glucophage,
Metformin, Zestril,
Januvia

Glucophage, Zocor,
Januvia, Metformin,
Aspirin, Zestril

Metfornin, Aspirin
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(Applied Biosystems, CA, USA) and gene-specific 20x TagMan
assays for CD86:Hs01567026_m1, CD163:Hs00174705_m1, TNF-
a:Hs01113624_g1, 1L-18:Hs01038788_m1, IL-23a:Hs00900828_g1, IL-
8:Hs00174103_m1, IP-10:Hs01124251_g1, and GAPDH:Hs03929097_
gl (Applied Biosystems, CA, USA) containing forward and reverse
primers and a target-specific TagMan® minor groove binder (MGB)
probe labeled with 6-fluorescein amidite (FAM) dye at the 5 end and
non-fluorescent quencher (NFQ)-MGB at the 3’ end of the probe, and
40 cycles of PCR reaction using a 7500 Fast Real-Time PCR System
(Applied Biosystems, CA, USA). Each cycle included denaturation for
15sec at 95°C, annealing/extension for 1min at 60°C following uracil
DNA glycosylase (UDG) activation (50°C for 2min) and AmpliTaq
Gold enzyme activation (95°C for 10min). The glyceraldehyde
3-phosphate dehydrogenase (GAPDH) expression was used as internal
control to normalize the differences in individual samples. Relative
mRNA expression (fold change) of CD86, CD163, TNF-q, IL-18, IL-
8, IL-23, and IP-10 with regard to average control expression (lean
subjects) taken as 1 was calculated using Ct method (244%).

Immunohistochemistry

Subcutaneous adipose tissue paraffin-embedded sections (4um)
were deparaffinized in xylene and rehydrated serially through ethanol
(100%, 95%, & 75%) to water. For antigen retrieval, slides were placed
in target retrieval solution (pH6.0; Dako, Glostrup, Denmark) under
pressure cooker boiling for 8min and cooled for 15min. After PBS wash,
endogenous peroxidase activity was blocked with 3% H,O, for 30min
and non-specific antibody binding was blocked with 5% nonfat milk
for 1hr, followed by 1% BSA solution for 1hr. Samples were incubated
overnight at room temperature with rabbit polyclonal anti-human
CD86 (1: 100 dilution, Abcam® ab53004) and CD163 (1:800 dilution,
Abcam® ab87099) primary antibodies. After two washes (PBS with
0.5% Tween), slides were incubated for 1hr with secondary antibody
(goat anti-rabbit conjugated with horse radish peroxidase (HRP)
polymer chain; EnVision™ Kit from Dako, Glostrup, Denmark) and
color was developed using 3,3'-diaminobenzidine (DAB) substrate.
Specimens were washed in running tap water, lightly counterstained
with Harris hematoxylin, dehydrated through ascending grades of
ethanol (75%, 95%, & 100%), cleared in xylene, and finally mounted in
dibutyl phthalate xylene (DPX). For analysis, digital photomicrographs
of entire adipose tissue sections (100x; Panoramic Scan, 3D-HISTECH,
Hungary) were used to quantify the immunohistochemical staining in
three different regions to assess the regional heterogeneity in tissue
samples and regions were outlined using Aperio ImageScope software
(Aperio Vista, CA, USA). Aperio-positive pixel count algorithm
(version 9) was used to quantify the amount of specific staining in the
region. The number of positive pixels was normalized to the number of
total (positive and negative) pixels to account for variations in the size
of the region sampled. Color and intensity thresholds were established
to detect the immunostaining as positive and background staining as
negative pixels. Once the conditions were established, all slides were
analyzed using the same parameters. The resulting color markup of the
analysis was confirmed for each slide.

Confocal microscopy

Subcutaneous adipose tissue formalin-fixed and paraffin-embedded
sections (8pum) were processed for immunofluorescent labeling using
similar protocol for antigen retrieval and blocking as described for
immunohistochemistry. Samples were incubated overnight at room
temperature with rabbit polyclonal anti-human CD86 (1:100 dilution,
abcam®ab53004) and CD163 (1:400 dilution, abcam® ab87099) primary
antibodies. After two washes with PBS-Tween, slides were incubated
for 1hr with secondary antibody (1:400 dilution of goat anti-rabbit

conjugated with Alexa Fluor® 488, Abcam® ab150077) and washed in
PBS at least thrice. Samples were counterstained with 4’,6-diamidino-
2-phenylindole (DAPI) (Vectashield, Vectorlab, H1500) and cover slip
mounted. Confocal images were collected using inverted Zeiss LSM710
Spectral confocal microscope (Carl Zeiss, Gottingen, Germany) and
EC Plan-Neofluar 40x/1.30 oil DIC M27 objective lens. After sample
excitation using a 488nm diode-pumped solid-state laser and 405nm
line of an argon ion laser, optimized emission detection bandwidths
were configured using Zeiss Zen 2010 control software.

Statistical Analysis

The data obtained were expressed as mean + SEM values. Group
means were compared using unpaired t-test and linear dependence
between two variables was assessed by Pearson’s correlation coefficient
(r) values. GraphPad Prism software (version 6.05; San Diego, CA,
USA) was used for statistical analysis and graphical representation.
Multiple linear regression (SPSS-22.0 statistical software, IBM, USA)
was used to determine independent correlations of CD86 and CD163
with other inflammatory markers. All P-values < 0.05 were considered
statistical significant.

Results

Adipose tissue CD86 and CD163 gene expression is
significantly upregulated in non-diabetic obese individuals

CD86 is a costimulatory ligand expressed mainly by monocytes/
macrophages. The changes and significance of its modulated
expression in the adipose tissue in obesity and/or T2D remain unclear.
Our data show that in non-diabetic obese individuals, the adipose
tissue gene expression of CD86 was upregulated as compared with lean
counterparts and the difference was statistically significant (P = 0.0035)
(Figure 1A). CD86 mRNA expression correlated with BMI, however,
the association did not reach the exact level of statistical significance
(r = 0.25, P = 0.08) (Figure 1B). CD163 is a scavenger receptor for
hemoglobin-haptoglobin complexes and CD163+ macrophages play
an anti-inflammatory role in free hemoglobin-mediated oxidative
damage. We also assessed whether the adipose tissue expression of
CD163 was modulated by metabolic inflammation associated with
obesity or T2D. To this end, the data show that CD163 gene expression
in non-diabetic obese individuals was significantly higher than in lean
counterparts (P = 0.0028) (Figure 1C) and CD163 mRNA expression
correlated with BMI (r = 0.255, P = 0.049) (Figure 1D). In the diabetic
cohort, however, mean CD86 and CD163 gene expression in obese
individuals was relatively higher than lean subjects and the correlation
between CD86/CD163 gene expression and BMI was non-significant
(Figure S1).

Elevated adipose tissue CD86 and CD163 protein expression
in diabetic and non-diabetic obese individuals

We next asked whether the protein expression of these macrophage
regulatory markers was also increased in the adipose tissue in obesity
or T2D. To this effect, as expected and consistent with the upregulated
gene expression, CD86 (Figure 2) and CD163 (Figure 3) protein
expression was also found to be remarkably higher in obese adipose
tissue compared with overweight or lean tissue samples as determined
by immunohistochemistry and/or confocal microscopy.

CD86/CD163 gene expression in the adipose tissue relates
with the local inflammatory signatures

We asked whether the increased adipose tissue gene expression
of CD86 and CD163 was associated with the state of metabolic
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Figure 1 Upregulated CD86 and CD163 gene expression in the adipose
tissues from non-diabetic obese individuals.

The subcutaneous adipose tissue gene expression of CD86 and CD163
was assessed by quantitative real-time PCR in 57 non-diabetic individuals
classified based on body mass index (BMI) as lean, overweight and obese as
described in Methods. CD86 mRNA expression was found to be significantly
higher in obese as compared with lean subjects (P = 0.0035) (A); however,
the positive correlation with BMI (r = 0.25) did not reach statistical significance
(P = 0.08) (B). Similarly, CD163 mRNA expression was also found to be
higher in obese as compared with lean subjects (P = 0.0028) (C), which
correlated positively with BMI (r = 0.255 P = 0.049) (D).

inflammation in obesity/T2D. Since a good agreement was found
between gene (qQPCR data) and protein (immunohistochemistry
data) expression (r = 0.69, P = 0.0002) (Figure S2), we herein show
the correlation between CD86/CD163 mRNA expression and gene
expression of various inflammatory mediators or markers of metabolic
inflammation. To this end, the data show that CD86 mRNA expression
(Figure 4) correlated positively with that of TNF-a (r =0.26P

[non-diabetic]

=0.05 T g = 049 P=0.0005), IL-18 (r . =0.67 P<0.0001; r
dapaig = 063 P<0.0001), IL-23 (r | . =0.31 P=0.02), [L-8 (r
=0.38 P=0.008r . =033P=002),andIP-10(r . =

diabetic] [diabetic]

0.34 P = 0.01). Moreover, CD86 gene expression in the diabetic cohort
correlated with HbAlc (r = 0.38 P = 0.007). As shown in Figure 5,
CD163 mRNA expression also correlated positively with that of TNF-a
=035P=0.008r . =0.38 P=0.009),IL-18 (r
=0.71 P<0.0001), IL-23 (r
=0.58 P<0.0001; r

[non-diabetic]

=0.28P

[non-diabetic]

=0.35 P=0.01).

(r [non-diabetic]

=0.72 P<0.0001; r
=0.03),and IL-8 (r

[diabetic]

[non-diabetic] [diabetic]

Multivariate regression analysis revealed that in non-diabetic
population, CD86 was independently predicted by IL-18 and IP-10 (F ,

55 = 19.94 P <0.001) while in diabetic individuals, CD86 was predicted
by TNF-q, IL-18, and HbAlc (F , ,, = 16.428 P < 0.001). The CD163
gene expression in non-diabetics was independently predicted by IL-18
and IL-8 (F @4y = 3401 P<0. 001) and in diabetics was predicted by
IL-18 (F ) = 45.52 P < 0.001). Overall, IL-18 independently predicted
both CD86 and CD163 in non-diabetic and diabetic individuals (Table 2).

Discussion

This is the first report, to our knowledge, that evaluated changes in
the adipose tissue expression of CD86 costimulatory ligand and CD163
scavenger receptor in obesity and/or T2D. To assess the relationship of
these changes with metabolic inflammation, we determined the adipose
tissue gene expression of signature inflammatory markers including
TNF-a, IL-18, IL-23, IL-8, and IP-10. Our data show elevated CD86
gene expression in the adipose tissue samples from obese individuals
with or without T2D as compared with lean counterparts. In diabetic
individuals, however, CD86 gene expression differed non-significantly
between obese and lean subjects. In parallel with upregulated CD86

Lean Overweight

CD86 protein expression
(Non-diabetic)

(Diabetic)

CD86 protein expression

(Non-diabetic)

CDB86 protein expression

Figure 2 Higher CD86 protein expression in the adipose tissues from
obese individuals with or without type-2 diabetes.

CD86 protein expression in the adipose tissues of non-diabetic and diabetic
individuals was determined by immunohistochemistry (IHC) and/or confocal
microscopy. The representative IHC photomicrographs show CD86 protein
expression (arrows) in lean, overweight, and obese individuals, 2 each from
5 independent stainings in non-diabetics (A) and diabetics (B). The elevated
CD86 protein expression was also confirmed by confocal microscopy in
randomly selected lean, overweight, and obese samples from non-diabetic
individuals; shown 1 each from 3 independent stainings (C).
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Figure 3 Elevated CD163 protein expression in the adipose tissues from
non-diabetic and type-2 diabetic obese individuals.

The adipose tissue CD163 protein expression in non-diabetic/diabetic
individuals was determined by immunohistochemistry (IHC) and/or confocal
microscopy. The representative IHC photomicrographs show CD163 protein
expression (arrows) in lean, overweight, and obese individuals, 2 each from 5
independent stainings in non-diabetics (A) and diabetics (B). The increased
CD163 protein expression was also confirmed by confocal microscopy in
randomly selected lean, overweight, and obese samples from non-diabetic
individuals; shown 1 each from 3 independent stainings (C).

mRNA expression, the CD86 protein expression as expected, was also
found to be elevated in obese individuals whether or not diabetic. The
CD86 costimulatory ligand is expressed constitutively on monocytes/
macrophages and is a key molecule involved in the early immune
response [12]. Since CD86 is induced earlier than CD80, it is considered
to be a more sensitive inflammatory marker [13]. On the other hand,
CD86 was also reported to play a regulatory role in IL-10-mediated
response to sepsis by tissue macrophages [14]. From this perspective,
the increased CD86 expression may have immunophysiologic
significance in maintaining the adipose tissue homeostasis in metabolic
inflammation. In agreement with argument, a previous study reported
that B7 knockout mice fed on high fat diet showed enhanced adipose
tissue inflammation, insulin resistance, and suppressed regulatory T
cell development and proliferation [15]. A similar role of costimulatory
molecules was reported in certain morbid conditions including
infections with intracellular pathogens, myasthenia gravis, murine
polymicrobial sepsis, and systemic lupus erythematosus [16-20]. It is
important to study changes in the expression of CD86 costimulatory

ligand to assess an immune response to a morbid condition as its
interaction with CD28 receptor leads to autoregulation whereas its
engagement with CTLA4 molecule attenuates the regulatory T cell
responses [21]. Our data further show that in non-diabetic individuals,
CD86 mRNA expression in the adipose tissue associated positively
with local expression of TNF-a, IL-18, IL-23, IL-8, and IP-10. In
diabetics, CD86 expression correlated with TNF-a, IL-18, and IL-8. In
obesity and T2D, ATMs largely secrete proinflammatory cytokines and
chemokines that may function via autocrine/paracrine mechanisms
and lead to metabolic inflammation. Our data showing the increased
expression of signature inflammatory mediators in obesity/T2D are
in agreement with the findings of previous studies [22-24]. In diabetic
patients, CD86 expression was also found to correlate positively with
HbA1lc levels which suggests that its expression may be influenced
by levels of glycemia in these individuals. In concordance with this
argument, a previous group reported that hyperglycemic conditions
might induce the upregulation of several costimulatory receptors
including the CD86 expression on monocytes/macrophages and mature
dendritic cells [25]. Costimulation via the interaction of CD86 ligand
with its cognate receptor CD28 leads to efficient T-cell stimulation
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Figure 4 Adipose tissue CD86 gene expression correlates with tissue
inflammatory markers.

The adipose tissue gene expression of CD86 and signature inflammatory
cyto-/chemokines (TNF-a, IL-18, IL-23, IL-8, and IP-10) was determined by
quantitative real-time PCR as described in Methods. The mRNA expression
of target gene with regard to average control expression (lean subjects)
taken as 1 (fold change) was calculated by using Ct (224°) method. The
adipose tissue CD86 gene expression in non-diabetic individuals correlated
positively with TNF-a (r = 0.26 P = 0.05) (A), IL-18 (r = 0.67 P < 0.0001)
(B), IL-23 (r = 0.31 P =0.02) (C), IL-8 (r = 0.38 P = 0.008) (D), and IP-10 (r
=0.34 P =0.01) (E). CD86 gene expression in diabetic subjects correlated
positively with TNF-a (r = 0.49 P = 0.0005) (F), IL-18 (r = 0.63 P < 0.0001)
(G), IL-8 (r = 0.33 P = 0.02) (H), and glycated hemoglobin (HbA1c) (r = 0.38
P =0.007) (I).
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Figure 5 Adipose tissue CD163 gene expression also relates with tissue
inflammatory state.

The adipose tissue gene expression of CD163 and signature inflammatory
mediators was determined by quantitative real-time PCR as described in
Methods. The relative mRNA expression of target gene was expressed as
fold change over average expression in controls (lean subjects) taken as
1. The adipose tissue CD163 gene expression in non-diabetic population
correlated positively with TNF-a (r = 0.35 P = 0.008) (A), IL-18 (r = 0.72 P
< 0.0001) (B), IL-23 (r = 0.28 P = 0.03) (C), and IL-8 (r = 0.58 P < 0.0001)
(D). CD163 gene expression in diabetic population correlated positively with
TNF-a (r = 0.38 P =0.009) (E), IL-18 (r = 0.71 P =0.0001) (F), and IL-8 (r =
0.35 P =0.01) (G).

and cytokine expression. A previous study reported the higher CD86
expression on dendritic cells in diabetic patients with unstable angina
pectoris (UAP) than non-diabetic patients with UAP [26]. Another
study by Spencer et al. reported that the adipose tissue macrophages
found in crown-like structures (CLS) were predominantly CD86* (M1-
type) while the non-CLS interstitial macrophages were mostly CD206*
(M2-type) and thus the CD86 expression on CD68* macrophages was
used as an inflammatory marker for monocyte/macrophage infiltration
observed in the adipose tissue of obese insulin-resistant subjects as
compared with lean insulin-sensitive individuals [27]. Our data further
show that CD86 gene expression in diabetics, unlike non-diabetics, did
not associate with IL-23 and IP-10 expression which might be due to
immune metabolic mechanisms that affect the expression of cytokine-
chemokine spectrum differentially in diabetics and non-diabetics, while
plausible effects of anti-diabetic therapy regarding this discrepancy
between diabetic and non-diabetic subjects may not be excluded as well.
Interestingly, a previous study showed that unlike other inflammatory
cytokines, IL-23 levels varied non-significantly between diabetic and
non-diabetic individuals [28]. Overall, the increased costimulatory

CD86 ligand expression in adipose tissue may represent an immune
marker of metabolic inflammation.

Likewise, CD163 expression was also found to be elevated in
individuals with obesity or T2D. The CD163 gene expression correlated
positively/significantly with TNF-a, IL-18, and IL-8, while it associated
with IL-23 and IP-10 only in non-diabetic individuals. CD163
scavenger receptor plays a regulatory role in inflammatory immune
response [7, 29]. The clearance and endocytosis of hemoglobin-
haptoglobin complexes by CD163" macrophages is an important
mechanism to counteract free hemoglobin-mediated oxidative damage
[30,31]. Hemoglobin-hapatoglobin binding of CD163 in monocytes/
macrophages was reported to induce anti-inflammatory effects via IL-
10 production [32]. The circulatory levels of soluble CD163 (sCD163) in
individuals with obesity/T2D were found to be a predictive biomarker
for insulin resistance [33,34]. Our data showing the elevated CD163
expression in obesity/T2D are supported, in part, by a previous study
reporting increased numbers of CD163*/CD206" macrophages in the
adipose tissue of diabetic individuals [35]. The elevated CD163 gene
expression in the adipose tissue in obesity or T2D correlated positively/
significantly with that of TNF-a, IL-18, and IL-8. The positive
association between CD163 and proinflammatory cyto-/chemokines
in obesity or T2D indicates that its modulated expression may be
relevant as a marker for metabolic inflammation. Notably, a previous
study demonstrated that the human ATMs with CD163" phenotype
could produce excessive amounts of proinflammatory mediators [36].
The multivariate regression analysis of our data revealed that in non-
diabetic individuals, IL-18 and IP-10 predicted CD86 while IL-18 and
IL-8 predicted CD163 expression in the adipose tissue. In diabetics,
TNF-a, IL-18, and HbAlc predicted CD86 while only the IL-18
predicted CD163 expression. Thus, IL-18 predicted expression of both
CD86 and CD163 in individuals with obesity or T2D.

These data represent obesity- or T2D-related changes in the
expression of CD86 and CD163 in the subcutaneous adipose tissue
which is easily accessible by transcutaneous biopsy for clinical
studies. Regarding the concern of suitability of subcutaneous and
visceral fat samples for studying inflammatory changes, a previous
report demonstrated that both subcutaneous and visceral fat tissues
comparably represented inflammatory changes associated with insulin
resistance in obesity [37]. On the other hand, Samaras et al. reported
that T2D inflammatory changes were more pronounced in the visceral
than subcutaneous adipose tissue [38]. In any case, further work
including visceral adipose tissue samples will be valuable. Besides, we
determined the expression of CD86 in non-fractionated adipose tissue
samples and since CD86 surface marker is expressed on monocytes/
macrophages as well as dendritic and B cells, the increased expression
of CD86 in the adipose tissue may not be attributed solely to former

Table 2 Multivariate regression analysis of the data.

i Val
Immune marker m aue
Predictor B P
Non-diabetic
IL-18 0.325 <0.001
IP-10 0.085 0.033
CD86 Diabetic
TNF-a 0.245 0.013
IL-18 0.335 <0.001
HbA1c 0.115 0.017
Non-diabetic
IL-18 0.218 < 0.001
CcD163 IL-8 0.061 0.001
Diabetic
IL-18 0.393 <0.001
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immune cell population as though the macrophage numbers in
obese adipose tissue happen to be far more higher than other types
of antigen presenting cells in this compartment. We warrant caution
while interpreting these data. In addition, the increased expression of
CD86 costimulatory ligand in obesity or T2D may lead to activation of
regulatory T cell responses which also needs to be addressed in future
studies by assessment of forkhead box P3 (FOXP3") expression or cell
numbers in the obese adipose tissue.

Conclusion

Taken together, our data show the significantly elevated expression of
CD86 and CD163 in the subcutaneous adipose tissues of individuals with
obesity/T2D. Based on consensus of the altered adipose tissue expression
of CD86 and CD163 with local inflammatory signatures, these changes
may represent as potential immune markers for metabolic inflammation.

Acknowledgments

We thank Sriraman Devarajan from Tissue Bank for help with multivariate
analysis. This study was supported by Kuwait Foundation for Advancement of

Sciences (KFAS) (Grant #: RA2010-003).

Author Contributions

SS guided experiments, performed the data analysis and interpretation, and
wrote the manuscript. RT, SK, EA, AH, and MA collected samples, carried out the
experiments, and collected data. KB provided materials and edited the manuscript.
RA conceived of the study, participated in its design and coordination, prepared
graphs and helped to draft the manuscript, and procured funds. All authors read
and approved the final manuscript.

References

1. Olefsky JM, Glass CK (2010) Macrophages, inflammation, and insulin
resistance. Annu Rev Physiol 72: 219-246.

2. Bugeon L, Dallman MJ (2000) Costimulation of T cells. Am J Respir Crit Care
Med 162: S164-168.

3. Azuma M, Ito D, Yagita H, Okumura K, Phillips JH, et al. (1993) B70 antigen is
a second ligand for CTLA-4 and CD28. Nature 366: 76-79.

4. Freeman GJ, Gribben JG, Boussiotis VA, Ng JW, Restivo VA Jr, et al. (1993)
Cloning of B7-2: a CTLA-4 counter-receptor that costimulates human T cell
proliferation. Science 262: 909-911.

5. Gimmi CD, Freeman GJ, Gribben JG, Sugita K, Freedman AS, et al. (1991)
B-cell surface antigen B7 provides a costimulatory signal that induces T cells to
proliferate and secrete interleukin 2. Proc Natl Acad Sci USA 88: 6575-6579.

6. Dolen Y, Esendagli G (2013) Myeloid leukemia cells with a B7-2(+)
subpopulation provoke Th-cell responses and become immuno-suppressive
through the modulation of B7 ligands. Eur J Immunol 43: 747-757.

7. Kristiansen M, Graversen JH, Jacobsen C, Sonne O, Hoffman HJ, et al. (2001)
Identification of the haemoglobin scavenger receptor. Nature 409: 198-201.

8. Jin X, Yao T, Zhou Z, Zhu J, Zhang S, et al. (2015) Advanced Glycation End
Products Enhance Macrophages Polarization into M1 Phenotype through
Activating RAGE/NF-I°B Pathway. Biomed Res Int 2015: 732450.

9. Baeten D, Demetter P, Cuvelier CA, Kruithof E, Van Damme N, et al. (2002)
Macrophages expressing the scavenger receptor CD163: a link between
immune alterations of the gut and synovial inflammation in spondyloarthropathy.
J Pathol 196: 343-350.

10. Moghaddami M, Cleland LG, Radisic G, Mayrhofer G (2007) Recruitment of
dendritic cells and macrophages during T cell-mediated synovial inflammation.
Arthritis Res Ther 9: R120.

11. Fuentes-Duculan J, SuAjrez-FariA+as M, Zaba LC, Nograles KE, Pierson KC,
et al. (2010) A subpopulation of CD163-positive macrophages is classically
activated in psoriasis. J Invest Dermatol 130: 2412-2422.

12. June CH, Bluestone JA, Nadler LM, Thompson CB (1994) The B7 and CD28
receptor families. Immunol Today 15: 321-331.

13. Hathcock KS, Laszlo G, Pucillo C, Linsley P, Hodes RJ (1994) Comparative
analysis of B7-1 and B7-2 costimulatory ligands: expression and function. J
Exp Med 180: 631-640.

14. Newton S, Ding Y, Chung CS, Chen Y, Lomas-Neira JL, et al. (2004) Sepsis-
induced changes in macrophage co-stimulatory molecule expression: CD86
as a regulator of anti-inflammatory IL-10 response. Surg Infect (Larchmt) 5:
375-383.

15.Zhong J, Rao X, Braunstein Z, Taylor A, Narula V, et al. (2014) T-cell
costimulation protects obesity-induced adipose inflammation and insulin
resistance. Diabetes 63: 1289-1302.

16. Radziewicz H, Ibegbu CC, Hon H, BA©dard N, Bruneau J, et al. (2010)
Transient CD86 expression on hepatitis C virus-specific CD8+ T cells in acute
infection is linked to sufficient IL-2 signaling. J Immunol 184: 2410-2422.

17. Subauste CS, de Waal Malefyt R, Fuh F (1998) Role of CD80 (B7.1) and CD86
(B7.2) in the immune response to an intracellular pathogen. J Immunol 160:
1831-1840.

18. Teleshova N, Matusevicius D, KivisArkk P, Mustafa M, Pirskanen R, et al.
(2000) Altered expression of costimulatory molecules in myasthenia gravis.
Muscle Nerve 23: 946-953.

19. Nolan A, Kobayashi H, Naveed B, Kelly A, Hoshino Y, et al. (2009) Differential
role for CD80 and CD86 in the regulation of the innate immune response in
murine polymicrobial sepsis. PLoS One 4: e6600.

20.Yang BC, Wang YS, Lin LC, Liu MF (1997) Induction of apoptosis and
cytokine gene expression in T-cell lines by sera of patients with systemic lupus
erythematosus. Scand J Immunol 45: 96-102.

2

=

.Chang TT, Kuchroo VK, Sharpe AH (2002) Role of the B7-CD28/CTLA-4
pathway in autoimmune disease. Curr Dir Autoimmun 5: 113-130.

22. Herder C, Schneitler S, Rathmann W, Haastert B, Schneitler H, et al. (2007)
Low-grade inflammation, obesity, and insulin resistance in adolescents. J Clin
Endocrinol Metab 92: 4569-4574.

23. Makki K, Froguel P1, Wolowczuk 11 (2013) Adipose tissue in obesity-related
inflammation and insulin resistance: cells, cytokines, and chemokines. ISRN
Inflamm 2013: 139239.

24.Yao L, Herlea-Pana O1, Heuser-Baker J1, Chen Y1, Barlic-Dicen J1 (2014)
Roles of the chemokine system in development of obesity, insulin resistance,
and cardiovascular disease. J Immunol Res 2014: 181450.

25.Lu H, Yao K, Huang D, Sun A, Zou Y, et al. (2013) High glucose induces
upregulation of scavenger receptors and promotes maturation of dendritic cells.
Cardiovasc Diabetol 12: 80.

26.26. Yao K, Lu H, Huang R, Zhang S, Hong X, et al (2011) Changes of dendritic
cells and fractalkine in type 2 diabetic patients with unstable angina pectoris: a
preliminary report. Cardiovasc Diabetol 10: 50.

27. Spencer M, Yao-Borengasser A, Unal R, Rasouli N, Gurley CM, et al (2010)
Adipose tissue macrophages in insulin-resistant subjects are associated with
collagen VI and fibrosis and demonstrate alternative activation. Am J Physiol
Endocrinol Metab 299: E1016-1027.

28. Roohi A, Tabrizi M, Abbasi F, Ataie-Jafari A, Nikbin B, et al. (2014) Serum
IL-17, IL-23, and TGF-12 levels in type 1 and type 2 diabetic patients and age-
matched healthy controls. Biomed Res Int 2014: 718946.

2

©

. Schaer DJ, Boretti FS, Schoedon G, Schaffner A (2002) Induction of the CD163-
dependent haemoglobin uptake by macrophages as a novel anti-inflammatory
action of glucocorticoids. Br J Haematol 119: 239-243.

30. Moestrup SK, MA ller HJ (2004) CD163: a regulated hemoglobin scavenger
receptor with a role in the anti-inflammatory response. Ann Med 36: 347-354.

3

=

.Kowal K, Silver R, SAawiA,ska E, Bielecki M, Chyczewski L, et al. (2011)
CD163 and its role in inflammation. Folia Histochem Cytobiol 49: 365-374.

32. Philippidis P, Mason JC, Evans BJ, Nadra |, Taylor KM, et al (2004) Hemoglobin
scavenger receptor CD163 mediates interleukin-10 release and heme
oxygenase-1 synthesis: antiinflammatory monocyte-macrophage responses
in vitro, in resolving skin blisters in vivo, and after cardiopulmonary bypass
surgery. Circ Res 94: 119-126.

33.MA ller HJ, Frikke-Schmidt R, Moestrup SK, Nordestgaard BG, TybjAlrg-
Hansen A (2011) Serum soluble CD163 predicts risk of type 2 diabetes in the
general population. Clin Chem 57: 291-297.

34. Rojo-MartAnez G, MaymA3-Masip E2, RodrAguez MM3, Solano E2, Goday A4,
et al. (2014) Serum sCD163 levels are associated with type 2 diabetes mellitus
and are influenced by coffee and wine consumption: results of the Diabet.es
study. PLoS One 9: e101250.

J Glycomics Lipidomics
ISSN: 2153-0637 JGL, an open access journal

Volume 5 ¢ Issue 4 « 1000135


http://www.ncbi.nlm.nih.gov/pubmed/20148674
http://www.ncbi.nlm.nih.gov/pubmed/20148674
http://www.ncbi.nlm.nih.gov/pubmed/11029388
http://www.ncbi.nlm.nih.gov/pubmed/11029388
http://www.ncbi.nlm.nih.gov/pubmed/7694153
http://www.ncbi.nlm.nih.gov/pubmed/7694153
http://www.ncbi.nlm.nih.gov/pubmed/7694363
http://www.ncbi.nlm.nih.gov/pubmed/7694363
http://www.ncbi.nlm.nih.gov/pubmed/7694363
http://www.ncbi.nlm.nih.gov/pubmed/1650475
http://www.ncbi.nlm.nih.gov/pubmed/1650475
http://www.ncbi.nlm.nih.gov/pubmed/1650475
http://www.ncbi.nlm.nih.gov/pubmed/23175469
http://www.ncbi.nlm.nih.gov/pubmed/23175469
http://www.ncbi.nlm.nih.gov/pubmed/23175469
http://www.ncbi.nlm.nih.gov/pubmed/11196644
http://www.ncbi.nlm.nih.gov/pubmed/11196644
http://www.ncbi.nlm.nih.gov/pubmed/26114112
http://www.ncbi.nlm.nih.gov/pubmed/26114112
http://www.ncbi.nlm.nih.gov/pubmed/26114112
http://www.ncbi.nlm.nih.gov/pubmed/11857499
http://www.ncbi.nlm.nih.gov/pubmed/11857499
http://www.ncbi.nlm.nih.gov/pubmed/11857499
http://www.ncbi.nlm.nih.gov/pubmed/11857499
http://www.ncbi.nlm.nih.gov/pubmed/18028548
http://www.ncbi.nlm.nih.gov/pubmed/18028548
http://www.ncbi.nlm.nih.gov/pubmed/18028548
http://www.ncbi.nlm.nih.gov/pubmed/20555352
http://www.ncbi.nlm.nih.gov/pubmed/20555352
http://www.ncbi.nlm.nih.gov/pubmed/20555352
http://www.ncbi.nlm.nih.gov/pubmed/7522010
http://www.ncbi.nlm.nih.gov/pubmed/7522010
http://www.ncbi.nlm.nih.gov/pubmed/7519245
http://www.ncbi.nlm.nih.gov/pubmed/7519245
http://www.ncbi.nlm.nih.gov/pubmed/7519245
http://www.ncbi.nlm.nih.gov/pubmed/15744129
http://www.ncbi.nlm.nih.gov/pubmed/15744129
http://www.ncbi.nlm.nih.gov/pubmed/15744129
http://www.ncbi.nlm.nih.gov/pubmed/15744129
http://www.ncbi.nlm.nih.gov/pubmed/24222350
http://www.ncbi.nlm.nih.gov/pubmed/24222350
http://www.ncbi.nlm.nih.gov/pubmed/24222350
http://www.ncbi.nlm.nih.gov/pubmed/20100932
http://www.ncbi.nlm.nih.gov/pubmed/20100932
http://www.ncbi.nlm.nih.gov/pubmed/20100932
http://www.ncbi.nlm.nih.gov/pubmed/9469444
http://www.ncbi.nlm.nih.gov/pubmed/9469444
http://www.ncbi.nlm.nih.gov/pubmed/9469444
http://www.ncbi.nlm.nih.gov/pubmed/10842273
http://www.ncbi.nlm.nih.gov/pubmed/10842273
http://www.ncbi.nlm.nih.gov/pubmed/10842273
http://www.ncbi.nlm.nih.gov/pubmed/19672303
http://www.ncbi.nlm.nih.gov/pubmed/19672303
http://www.ncbi.nlm.nih.gov/pubmed/19672303
http://www.ncbi.nlm.nih.gov/pubmed/9010506
http://www.ncbi.nlm.nih.gov/pubmed/9010506
http://www.ncbi.nlm.nih.gov/pubmed/9010506
http://www.ncbi.nlm.nih.gov/pubmed/11826754
http://www.ncbi.nlm.nih.gov/pubmed/11826754
http://www.ncbi.nlm.nih.gov/pubmed/17911172
http://www.ncbi.nlm.nih.gov/pubmed/17911172
http://www.ncbi.nlm.nih.gov/pubmed/17911172
http://www.ncbi.nlm.nih.gov/pubmed/24455420
http://www.ncbi.nlm.nih.gov/pubmed/24455420
http://www.ncbi.nlm.nih.gov/pubmed/24455420
http://www.ncbi.nlm.nih.gov/pubmed/24741577
http://www.ncbi.nlm.nih.gov/pubmed/24741577
http://www.ncbi.nlm.nih.gov/pubmed/24741577
http://www.ncbi.nlm.nih.gov/pubmed/23718574
http://www.ncbi.nlm.nih.gov/pubmed/23718574
http://www.ncbi.nlm.nih.gov/pubmed/23718574
mailto:http://www.cardiab.com/content/10/1/50
mailto:http://www.cardiab.com/content/10/1/50
mailto:http://www.cardiab.com/content/10/1/50
mailto:http://www.ncbi.nlm.nih.gov/pubmed/20841504
mailto:http://www.ncbi.nlm.nih.gov/pubmed/20841504
mailto:http://www.ncbi.nlm.nih.gov/pubmed/20841504
mailto:http://www.ncbi.nlm.nih.gov/pubmed/20841504
http://www.ncbi.nlm.nih.gov/pubmed/24995325
http://www.ncbi.nlm.nih.gov/pubmed/24995325
http://www.ncbi.nlm.nih.gov/pubmed/24995325
http://www.ncbi.nlm.nih.gov/pubmed/12358930
http://www.ncbi.nlm.nih.gov/pubmed/12358930
http://www.ncbi.nlm.nih.gov/pubmed/12358930
http://www.ncbi.nlm.nih.gov/pubmed/15478309
http://www.ncbi.nlm.nih.gov/pubmed/15478309
http://www.ncbi.nlm.nih.gov/pubmed/22038213
http://www.ncbi.nlm.nih.gov/pubmed/22038213
mailto:http://www.ncbi.nlm.nih.gov/pubmed/14656926
mailto:http://www.ncbi.nlm.nih.gov/pubmed/14656926
mailto:http://www.ncbi.nlm.nih.gov/pubmed/14656926
mailto:http://www.ncbi.nlm.nih.gov/pubmed/14656926
mailto:http://www.ncbi.nlm.nih.gov/pubmed/14656926
http://www.ncbi.nlm.nih.gov/pubmed/21106861
http://www.ncbi.nlm.nih.gov/pubmed/21106861
http://www.ncbi.nlm.nih.gov/pubmed/21106861
mailto:Rojo-Mart�nez G, Maymó-Masip E2, Rodr�guez MM3, Solano E2, Goday A4, et al. (2014) Serum sCD163 levels are associated with type 2 diabetes mellitus and are influenced by coffee and wine consumption: results of the Di@bet.es study.  PLoS One 9: e101250.
mailto:Rojo-Mart�nez G, Maymó-Masip E2, Rodr�guez MM3, Solano E2, Goday A4, et al. (2014) Serum sCD163 levels are associated with type 2 diabetes mellitus and are influenced by coffee and wine consumption: results of the Di@bet.es study.  PLoS One 9: e101250.
mailto:Rojo-Mart�nez G, Maymó-Masip E2, Rodr�guez MM3, Solano E2, Goday A4, et al. (2014) Serum sCD163 levels are associated with type 2 diabetes mellitus and are influenced by coffee and wine consumption: results of the Di@bet.es study.  PLoS One 9: e101250.
mailto:Rojo-Mart�nez G, Maymó-Masip E2, Rodr�guez MM3, Solano E2, Goday A4, et al. (2014) Serum sCD163 levels are associated with type 2 diabetes mellitus and are influenced by coffee and wine consumption: results of the Di@bet.es study.  PLoS One 9: e101250.

Citation: Sindhu S, Thomas R, Kochumon S, Alshawaf E, Hasan A, et al. (2015) Changes in the Adipose Tissue Expression of CD86 Costimulatory
Ligand and CD163 Scavenger Receptor in Obesity and Type-2 Diabetes: Implication for Metabolic Disease. J Glycomics Lipidomics 5: 134.
doi:10.4172/2153-0637.1000135

Page 8 of 8
35. Fjeldborg K, Pedersen SB1, MA ller HJ2, Christiansen T1, Bennetzen M1, et al. 37. Bigornia SJ, Farb MG, Mott MM, Hess DT, Carmine B, et al. (2012) Relation
(2014) Human adipose tissue macrophages are enhanced but changed to an of depot-specific adipose inflammation to insulin resistance in human obesity.
anti-inflammatory profile in obesity. J Immunol Res 2014: 309548. Nutr Diabetes 2: e30.
36. Zeyda M, Farmer D, Todoric J, Aszmann O, Speiser M, et al. (2007) Human 38. Samaras K, Botelho NK, Chisholm DJ, Lord RV (2010) Subcutaneous and
adipose tissue macrophages are of an anti-inflammatory phenotype but visceral adipose tissue gene expression of serum adipokines that predict type
capable of excessive pro-inflammatory mediator production. Int J Obes (Lond) 2 diabetes. Obesity (Silver Spring) 18: 884-889.

31:1420-1428.

J Glycomics Lipidomics
ISSN: 2153-0637 JGL, an open access journal Volume 5 + Issue 4 + 1000135


http://www.ncbi.nlm.nih.gov/pubmed/24741586
http://www.ncbi.nlm.nih.gov/pubmed/24741586
http://www.ncbi.nlm.nih.gov/pubmed/24741586
http://www.ncbi.nlm.nih.gov/pubmed/17593905
http://www.ncbi.nlm.nih.gov/pubmed/17593905
http://www.ncbi.nlm.nih.gov/pubmed/17593905
http://www.ncbi.nlm.nih.gov/pubmed/17593905
http://www.ncbi.nlm.nih.gov/pubmed/23449529
http://www.ncbi.nlm.nih.gov/pubmed/23449529
http://www.ncbi.nlm.nih.gov/pubmed/23449529
http://www.ncbi.nlm.nih.gov/pubmed/20019678
http://www.ncbi.nlm.nih.gov/pubmed/20019678
http://www.ncbi.nlm.nih.gov/pubmed/20019678

	Title
	Corresponding author
	Abstract
	Keywords
	Introduction
	Materials and Methods 
	Study population 
	Anthropometric and physio-clinical measurements 
	Collection of subcutaneous adipose tissue samples 
	Quantitative real-time PCR 
	Immunohistochemistry 
	Confocal microscopy 

	Statistical Analysis 
	Results
	Adipose tissue CD86 and CD163 gene expression is significantly upregulated in non-diabetic obese ind
	Elevated adipose tissue CD86 and CD163 protein expression in diabetic and non-diabetic obese individ
	CD86/CD163 gene expression in the adipose tissue relates with the local inflammatory signatures 

	Discussion
	Conclusion
	Acknowledgments
	Author Contributions 
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	Figure 5
	Table 1
	Table 2
	References



