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ABSTRACT

In this study, we investigated the role of serum exosomal miR-222 in obesity-related insulin resistance.
Bioinformatics analyses showed that miR-222 levels were significantly upregulated in the white adipose tissue
of obese patients with insulin resistance (GSE25402 dataset) and in serum samples from type 2 diabetes
mellitus (T2DM) patients (GSE90028 dataset). Moreover, analysis of miRNA expression in adipose tissue-
specific Dicer knockout mice (GitHub dataset) and diabetic model mice (GSE81976 and GSE85101 datasets),
gonadal white adipose tissue (WAT) was the main source of serum exosomal miR-222. MiR-222 levels were
significantly elevated in the serum, serum exosomes and gWAT of mice fed a high-fat diet (HFD), and there was
a corresponding downregulation of IRS1 and phospho-AKT levels in their liver and skeletal muscle tissues,
which correlated with impaired insulin sensitivity and glucose intolerance. These effects were abrogated by
surgically removing the gWAT from the HFD-fed mice. Thus, gWAT-derived serum exosomal miR-222 appears to
promote insulin resistance in the liver and skeletal muscle of HFD-fed obese mice by suppressing IRS1
expression.

INTRODUCTION secreting several pro-inflammatory adipokines that

regulate obesity-induced insulin resistance [4-10].

Diabetes mellitus is a heterogeneous metabolic disorder
and a leading cause of deaths worldwide [1, 2]. Type 2
diabetes mellitus (T2DM) is characterized by insulin
resistance and accounts for more than 90% of diabetes
cases [3]. Obesity is a common etiological factor that
contributes to insulin resistance [4]. The rapid rise in the
incidence of obesity worldwide has also resulted in a
parallel increase in T2DM cases. Obesity is
characterized by excessive accumulation and storage of
body fat. The adipose tissue plays a major role in the
pathogenesis of obesity-related insulin resistance by

However, therapies that target these factors have only
limited benefits, thereby suggesting the involvement of
other mechanisms in obesity-induced insulin resistance.
Several studies have shown that exosomal miRNAs act
as novel adipokines and regulate insulin biogenesis and
function [11-17].

MicroRNAs are small noncoding RNAs that are 19 to
24 nucleotides in length. They repress gene expression
by binding to the 3-UTR of their specific target
MRNAs and promote translational inhibition and
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degradation of their target mMRNASs by acting in concert
with the RNA-induced silencing complex or RISC [18-
24]. Moreover, in addition to their abundant expression
in the cells and tissues, miRNAs have also been
detected in the circulation system [25-27]. Various
circulating miRNAs are found in the exosomes, which
are 50-200 nm vesicles that are released from donor
cells and contain cargo that includes miRNAs, mMRNAs,
and proteins, which regulate the function of the
recipient cells in the immediate vicinity or in distant
tissues [28-30]. The exosomal miRNAs regulate
various biological processes, including development,
immune responses, and tumorigenesis [31-35]. Adipose
tissue is an important source of circulating exosomal
miRNAs [14]. Several reports suggest that the
circulating adipose tissue-derived exosomal miRNAs
modulate insulin sensitivity [11-17]. Adipocyte-derived
miR-27a induces insulin resistance by repressing
peroxisome proliferator-activated receptor y or PPARy
[12]. Adipose tissue macrophages secrete miR-155,
which inhibits insulin signaling by suppressing PPARy
[16]. Furthermore, adipose tissues secrete miR-99b,
which inhibits the expression of fibroblast growth factor
21 (FGF21) in the liver, thereby altering the metabolism
in multiple tissues [14].

In this study, we analyzed the mechanisms through
which serum exosomal miR-222 regulates obesity-
related insulin resistance.

RESULTS

MiR-222 is significantly elevated in both serum
samples from T2DM patients and white adipose
tissue samples from obese insulin resistance patients

We identified 291 mature miRNAs with at least 20
reads in the serum of T2DM patients (n=7) and healthy
subjects (n=16) by analyzing the GSE90028 dataset
from the NCBI GEO database (Supplementary Table 1).
Among these, 152 serum miRNAs were differentially
expressed mMiRNAs (103 upregulated and 49
downregulated) in the T2DM patients compared to
the healthy subjects (Supplementary Figure 1).
Furthermore, using a criteria of at least 100 reads in all
samples, we identified 15 miRNAs with a fold change
(FC) > 2 and 10 miRNAs with a FC < 0.5 in T2DM
patients compared to healthy subjects (Figure 1A-1C).

Then, we analyzed the differentially expressed miRNAs
in the white adipose tissues (WAT) from obese patients
with insulin resistance compared to those from healthy
subjects using the GSE25402 dataset. The patients were
grouped into young non-obese (Non-obese 1; n=11),
young obese (Obese 1; n=13), old non-obese (Non-
obese 2; n=14) and old obese (Obese 2; n=16) groups

(Supplementary Table 2). The WAT tissues of young
obese patients showed 24 upregulated and 18
downregulated miRNAs compared to the young lean
subjects using P < 0.05 as the cut-off criteria (Figure
1D; Supplementary Figure 2). The WAT tissues of
older obese patients showed 22 upregulated and 26
downregulated miRNAs compared to the older lean
subjects using P < 0.05 as the cut-off (Figure 1E,
Supplementary Figure 2). The commonly differentially
expressed mMiRNAs in both young and old obese
patients were miR-222, miR-886-5p, and miR-143
(Figure 1F). In both young and old obese patients, miR-
222 and miR-886-5p were upregulated (Figure 1G, 1H),
and miR-143 was downregulated (Figure 11).

We compared the differentially expressed miRNAs in
the serum samples from the T2DM patients and WAT
samples from the young and older obese patients and
found that miR-222 was significantly upregulated in the
serum samples from T2DM patients and the WAT
samples from obese patients (Figure 1J).

Gonadal white adipose tissue is a major source of
serum exosomal miR-222

QRT-PCR analysis showed that exosomal miR-222
levels were significantly higher than non-exosomal
miR-222 in the mouse serum (Figure 2A). Furthermore,
GitHub database analysis showed that miR-222 levels
were significantly reduced in the serum exosomes from
the adipose-tissue-specific Dicer knockout (ADicerKO)
mice compared to those from the wild-type mice
(Figure 2B). This suggests that most of the serum
exosomal miR-222 is derived from the adipose tissues.

Adipose tissue sources include brown adipose tissue
(BAT) and white adipose tissue (WAT). Moreover, the
major sources of WAT are the inguinal WAT (iWAT)
and gonadal WAT (gWAT). We analyzed miR-222
levels in the iIWAT, gWAT, and BAT from wild-type
and HFD-induced obese mice using the GSE81976 and
GSE85101 datasets and found that despite differences
in the miR-222 expression between wild-type and obese
model mice, miR-222 levels were higher in the gWAT
than in other adipose tissues (Figure 2C, 2D).
Moreover, miR-222 levels were significantly higher in
the gWAT from various obese mouse models compared
to the controls (Supplementary Figure 3).

We then analyzed if gWAT was the major source of
serum exosomal miR-222. GitHub database analysis
showed that serum exosomal miR-222 levels from the
ADicerKO mice that underwent sham surgery were
significantly reduced compared to those from wild-type
mice (Figure 2E). However, serum exosomal miR-222
levels were restored to 70% of normal in the ADicerKO
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Figure 1. MiR-222 expression is significantly increased in the serum of T2DM patients and the white adipose tissues of obese
insulin-resistant patients. (A) Heat map shows the differential expression of 25 miRNAs in the serum samples from T2DM patients (T2DM,
n=7) and healthy subjects (CTL, n=16) using P < 0.05, FC (T2DM/CTL) > 2 or < 0.5, and at least 100 reads in all samples as the cut-off criteria.
The color-coded key denotes the fold-changes. (B, C) The bar graphs show the normalized reads of the 15 upregulated and the 10
downregulated miRNAs in the serum of T2DM patients compared to the serum of healthy subjects. (D) The heat map shows the differential
expression of 42 miRNAs in the WAT samples from the young non-obese group (Non-obese 1; n=11) and the young obese group (Obese 1;
n=13) using P < 0.05 as the selection criterion. The color-coded key denotes the fold changes. (E) The heat map shows the differential
expression of 49 miRNAs in the WAT samples from the old non-obese group (Non-obese 2; n=14) and the old obese group (Obese 2; n=16)
using P < 0.05 as the selection criterion. The color-coded key denotes the fold changes. (F) The scatter plot shows the 3 miRNAs, miR-222,
miR-143, and miR-886-5p that are differentially regulated consistently in the old and young obese individuals compared to the corresponding
non-obese individuals. (G-1) The dot plots show the levels of (G) miR-222, (H) miR-886-5p, and (I) miR-143 in the WAT samples from the
young non-obese, young obese, old non-obese, and old obese groups. (J) The Venn diagram shows that miR-222 is the only miRNA that is
upregulated in both the T2DM patient serum (15 upregulated miRNAs) and obese (young and old) WAT (2 upregulated miRNAs) samples.
Note: The results in (A—C) are based on the GSE90028 dataset. The results in (D-I) are based on the GSE25402 dataset. Note: T2DM, type 2
diabetes mellitus; WAT, white adipose tissue; Data are presented as the means + SE; * P < 0.05, ™ P < 0.01, *** P < 0.001.
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mice after receiving gWAT transplants (Figure 2E).
These data suggest that serum exosomal miR-222 is
mostly derived from the gWAT.

The elevated miR-222 in the serum and serum
exosomes of high-fat diet (HFD)-induced obese mice
are mainly derived from gonadal adipose tissues

Next, we used the high-fat diet (HFD)-fed mouse model
of obesity-induced insulin resistance to confirm our

findings. We fed male and female C57BL/6 mice with a
high-fat diet (HFD) or a normal chow diet (CD) for 8
weeks. In 8 weeks, the body mass weight gain of the
HFD-fed male mice was 68% compared to 18% for the
CD-fed mice (Supplementary Figure 4A). Concurrently,
the body mass weight gain of the HFD-fed female mice
was 36% compared to 11% for the CD-fed female mice
in 8 weeks (Supplementary Figure 5A). Both male and
female HFD-fed mice showed impaired glucose
tolerance and insulin resistance compared to the CD-fed
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Figure 2. Gonadal white adipose tissue is a major source of serum exosomal miR-222. (A) QRT-PCR analysis shows the miR-222
levels in the exosome (n=5; blue portion of the bar) and exosome-free (n=5; white portion of the bar) fractions of the wild-type mouse serum.
(B) The data from the GitHub database shows the miR-222 levels in the serum exosomes from the wild-type (black bar) and ADicerKO
(adipose-tissue-specific knockout of Dicer; red bar) mice (n=4/group). (C) The GSE81976 dataset analysis shows the miR-222 levels in the
brown adipose tissue (BAT; black bar; n=1), inguinal white adipose tissue (iIWAT; red bar; n=1) and the gonadal white adipose tissue (§WAT;
blue bar; n=1) of chow-fed mice. (D) The GSE85101 dataset analysis shows the miR-222 levels in the brown adipose tissue (black bar; n=3),
inguinal white adipose tissue (red bar; n=3) and gonadal white adipose tissue (blue bar; n=3) from the HFD-fed mice. (E) The GitHub database
analysis shows the levels of miR-222 in the serum exosomes from wild-type mice after sham surgery (n=3), ADicerKO mice after sham surgery
(n=4), and ADicerKO mice after transplantation with wild-type-derived gonadal WAT (n=4). Note: The data are presented as the means * SE; *

P<0.05, ** P<0.01, *** P<0.001.
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mice (Supplementary Figures 4B, 4C, 5B, 5C). The
impairments were more pronounced in the male HFD-
fed mice compared to the female HFD-fed mice.

We then detected miR-222 levels in the serum, serum
exosomes and gWAT of HFD- and the CD-fed mice.
The miR-222 levels were significantly higher in the
serum (Figure 3A and Supplementary Figure 5D),
serum exosomes (Figure 3B and Supplementary Figure
5E) and gWAT (Figure 3C and Supplementary Figure
5F) of the HFD-induced obese male and female mice
compared to the CD-fed male and female mice. We
chose male mice for further experiments since there
were no significant differences of miR-222 levels
between the male and female HFD-fed mice.

To identify the source of elevated miR-222 in the serum
and the serum exosomes of HFD mice, we first
analyzed the level of pri-miR-222 expression in the
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heart, liver, spleen, lung, kidney, brain, skeletal muscle
and adipose tissues by QRT-PCR using a pri-miR-222-
specific Tagman probe. The levels of pri-miR-222 was
significantly higher only in the gWAT from HFD-fed
mice compared to the CD-fed mice, whereas, the levels
of pri-miR-222 were comparable in other tissues for
both HFD- and CD-fed mice (Figure 3D). These results
suggest that gWAT is the most likely the source of
elevated serum exosomal miR-222 in the HFD mice.

We then surgically harvested gWAT from the CD- and
HFD-fed mice and cultured them in vitro. After 48 h of
culture, we analyzed the levels of miR-222 in the gWAT
tissue slices and the exosomes in the culture medium.
The miR-222 levels were significantly higher in the
cultured gWAT tissue slices and the gWAT-derived
exosomes from HFD-fed mice compared to those from
the CD-fed mice (Figure 3E, 3F). Next, we surgically
removed the gWAT from the HFD mice at 8 weeks after
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Figure 3. Gonadal adipose tissues are the major source of the elevated miR-222 in the serum and serum exosomes of high-
fat diet (HFD)-induced obese model mice. (A-C) QRT-PCR analysis shows the relative miR-222 levels in the (A) serum, (B) serum
exosomes, and (C) gonadal white adipose tissues (gWAT) harvested from the male CD-fed or HFD-fed mice (n=5 per group). (D) QRT-PCR
analysis shows the relative levels of pri-miR-222 in the heart, liver, spleen, lung, kidney, brain, skeletal muscle and gonadal adipose tissue
harvested from the male CD-fed or HFD-fed mice (n=5 per group). (E, F) QRT-PCR analysis shows the relative expression of miR-222 in the (E)
in-vitro cultured gWAT tissue slices from CD-fed and HFD-fed mice (n=5 per group) and (F) exosomes from the culture medium of the in vitro
cultured gWAT tissue slices from the CD-fed and HFD-fed mice (n=6 per group). The samples were extracted after in vitro culturing for 48h.
(G, H) The relative levels of miR-222 in the (G) serum and (H) serum exosomes from gWAT-lipectomized (gWL) and sham-operated (Sham)
HFD mice (n=8 per group). Note: The data are presented as the means + SE. * P < 0.05, ** P < 0.01, *** P<0.001.

WWW.aging-us.com

22723

AGING



HFD-diet and measured the levels of miR-222 in the
serum and serum exosomes of gWAT-lipectomized
(gWL) and sham-operated (sham) HFD-fed mice after 1
week. The miR-222 levels were significantly lower in the
serum and serum exosomes of the gWL-HFD mice
compared to those in the sham-HFD mice (Figure 3G,
3H). Taken together, these results demonstrate that
gWAT is a major source of increased miR-222 levels in
the serum and serum exosomes of HFD-fed obese model
mice.

Liver and skeletal muscle are the major target
tissues of gWAT-derived exosomal miR-222

Next, we analyzed the target tissues of gWAT-derived
exosomal miR-222 by constructing an adeno-associated
vector (AAV) expressing a fusion protein CD63-EGFP
and an indicator protein mCherry under a FABP4
promoter (Figure 4A). We injected the AAV viruses in
situ into the gWAT of HFD-fed mice at 8 weeks after
HFD-diet. At 8 weeks after injection, in vivo imaging
results showed that mCherry was expressed only in the
gWAT of AAV-injected mice (Figure 4B). Therefore,
gWAT was the only source tissue that produced EGFP-
labeled exosomes. Then, at 8 weeks after injection, we
performed confocal microscopy and observed EGFP
fluorescence in the liver, spleen, kidney, skeletal muscle
and gWAT of the AAV-injected mice (Figure 4C). These
results suggest that gWAT-derived exosomes are
transported to the liver, spleen, kidney and skeletal muscle
tissues. Moreover, EGFP fluorescence was significantly
higher in the liver and skeletal muscle tissues, which are
also the major target tissues for insulin to maintain
glucose homeostasis. Therefore, we focused on the liver
and skeletal muscle tissues in our further experiments.

QRT-PCR results showed that miR-222 levels were
significantly higher in the liver and skeletal muscle tissues
of the HFD-fed male mice compared to those from the
CD-fed male mice (Figure 4D, 4E). Similar trends were
also observed in HFD-fed female mice (Supplementary
Figure 6A, 6B). However, as shown in Figure 3D, the
pri-miR-222 levels were similar in the liver and skeletal
muscle tissues of the HFD-fed and CD-fed mice. This
suggests that the elevated miR-222 levels in the liver and
skeletal muscle tissues of HFD mice are probably derived
from an increase in the gWAT-derived exosomal miR-
222. To further confirm this hypothesis, we analyzed
miR-222 levels in the liver and skeletal muscle tissues of
the gWAT-lipectomized (gWL) and Sham mice at 1
week after surgery. The miR-222 levels were
significantly lower in the liver and skeletal muscle tissues
of the gWL mice compared to those from the Sham mice
(Figure 4F, 4G). This confirms that the elevated miR-222
levels in the liver and skeletal muscle tissues of the HFD-
fed mice were derived from the gWAT exosomes.

IRS1 is a direct target of miR-222

Next, we investigated the target genes of miR-222 to
identify the mechanism involved in obesity-induced
insulin resistance. Ono et al. demonstrated that miR-222
binds to the 3’UTR of insulin receptor substrate 1
(IRS1) protein in the hepatocytes [36]. IRS1 is an
important regulator of insulin signaling and the loss of
IRS1 leads to insulin resistance [37-39]. Targetscan
analysis suggested that IRS1 was a potential target of
miR-222 (Figure 5A). Moreover, overexpression of
miR-222 in the murine hepatoma cell line, Hepa 1-6
significantly reduced IRS1 protein levels compared to
the controls (Figure 5B, 5C). Furthermore, insulin-
induced AKT phosphorylation was significantly
reduced in the miR-222-overexpressing Hepal-6 cells
compared to the controls (Figure 5D). The luciferase
reporter assay showed that normalized luciferase
activity was significantly reduced in the HEK-293T
cells co-transfected with the luciferase reporter plasmid
containing wild type 3°UTR of IRS1 (pMIR-IRS1-WT)
and the miR-222 mimics compared to cells co-
transfected with pMIR-IRS1-WT plasmid and the
control mimic (Figure 5E). Whereas miR-222
overexpression no longer affected the normalized
luciferase activity of mutated plasmid (pMIR-IRS1-
MUT) since we mutated the miR-222 binding site in the
IRS1 3’UTR fragment (Figure 5E). These results
demonstrate that miR-222 suppresses insulin sensitivity
by directly inhibiting IRS1 protein expression.

Exosomal miR-222 secreted by the gWAT impairs
insulin sensitivity by repressing IRS1

We then investigated if the exosomal miR-222 that
inhibits IRS1 expression in the Hepa 1-6 cells was
derived from adipose tissues. Towards this, we co-
cultured Hepa 1-6 cells with CD-gWAT-Exos or HFD-
gWAT-Exos and analyzed the Hepa 1-6 cells. QRT-
PCR results showed that miR-222 levels were
significantly higher in the Hepa 1-6 cells co-cultured
with HFD-gWAT-Exos compared to those co-cultured
with CD-gWAT-Exos (Figure 5F). Furthermore, IRS1
protein levels and insulin-induced phospho-AKT levels
were significantly reduced in the Hepa 1-6 cells co-
cultured with HFD-gWAT-Exos compared to those co-
cultured with CD-gWAT-Exos (Figure 5G, 5H and
Supplementary Figure 7). To further verify, we co-
cultured antagomiR-NC- or antagomiR-222-transfected
Hepa 1-6 cells with HFD-gWAT-Exos. The IRS1 and
phospho-AKT protein levels were significantly higher
in the antagomiR-222-transfected Hepa 1-6 cells co-
cultured with HFD-gWAT-Exos compared to the
antagomiR-NC-transfected Hepa 1-6 cells co-cultured
with HFD-gWAT-Exos (Figure 51-5J). These results
confirm that the gWAT-derived exosomal miR-222
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Figure 4. Liver and skeletal muscle are the major target tissues of gWAT-derived exosomal miR-222. (A) Diagrammatic
representation of the AAV plasmid vector construct, HBAAV2/9-FABP4-3xflag-CD63-EGFP-T2A-mCherry. (B) Representative images show the
in vivo imaging results in control (left) and AAV-injected (right) mice. The distribution of mCherry was detected. The expression of mCherry
was observed in the gWAT of the AAV-injected mouse but was absent in the control. (C) Representative confocal microscopic images show
the tissue distribution of the gWAT-derived exosomes that are marked by CD63-EGFP (green). The nuclei are stained using DAPI (blue). (D, E)
QRT-PCR analysis results show the relative expression of miR-222 in the (D) liver and (E) skeletal muscle tissues from the CD-fed and HFD-fed
mice (n=5 per group). (F, G) QRT-PCR analysis results show the relative expression of miR-222 in the (F) liver and (G) skeletal muscle tissues
from gWAT-lipectomized (gWL) and sham-operated (Sham) HFD mice (n=5 per group). The data are presented as the means + SE. * P < 0.05,
**P<0.01, *** P<0.001.
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Figure 5. Exosomal miR-222 secreted by gWAT inhibits the sensitivity of the insulin signal pathway by repressing IRS1.
(A) Representative diagram shows the results of TargetScan (http://www.targetscan.org/vert 72/) analysis predicting the presence of the
miR-222 target site in the 3'-UTR of IRS-1. (B) QRT-PCR analysis shows the relative expression of miR-222 in the miR-NC- and miR-222 mimic-
transfected Hepa 1-6 cells for 48 h (n=5 per group). (C) Western blot analysis shows IRS1 protein levels in the Hepa 1-6 cells transfected with
miR-NC- and miR-222 mimic for 48 h. B-actin was used as loading control. (D) Western blot analysis shows phospho-AKT and AKT protein
levels in the Hepa 1-6 cells transfected with miR-NC- and miR-222 mimic for 48 h and further treated with (+) or without (-)100 nM insulin for
10 min. The phospho-AKT levels were normalized to the total AKT levels. (E) Luciferase reporter activity assay results show the normalized
luciferase activity in the HEK-293T cells co-transfected with miR-NC or miR-222 mimic plus pMIR-IRS1-WT plasmid or pMIR-IRS1-MUT plasmid
(n=3 per group). (F) QRT-PCR analysis shows the relative expression of miR-222 in the Hepa 1-6 cells co-cultured with CD-gWAT-Exos or HFD-
gWAT-Exos for 48h (n=5 per group). (G) Western blot analysis shows IRS1 protein levels in the Hepa 1-6 cells co-cultured with CD-gWAT-Exos
or HFD-gWAT-Exos relative to the mock control at 48h. B-actin was used as loading control. The analysis is based on Figure 5G and
Supplementary Figure 7A, 7B. (H) Western blot analysis shows phospho-AKT and AKT levels in the Hepa 1-6 cells co-cultured with CD-gWAT-
Exos or HFD-gWAT-Exos relative to the mock control at 48h. The phospho-AKT levels were normalized to the total AKT levels. The analysis is
based on Figure 5H and Supplementary Figure 7C. (I) Western blot analysis shows IRS1 protein levels in the antagomiR-NC- and antagomiR-
222-transfected Hepa 1-6 cells co-cultured with HFD-gWAT-Exos for 48 h. B-actin was used as loading control. (J) Western blot analysis shows
phospho-AKT and AKT levels in the antagomiR-NC- and antagomiR-222-transfected Hepa 1-6 cells co-cultured with HFD-gWAT-Exos for 48 h.
The phospho-AKT levels were normalized to the total AKT levels. Note: CD-gWAT-Exos: exosomes secreted by the gWAT of CD mice; HFD-
gWAT-Exos: exosomes secreted by the gWAT of HFD mice; The data are presented as the means + SE; * P <0.05, ** P <0.01, *** P<0.001.
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promotes insulin resistance by suppressing IRS1 protein
expression.

The gWAT-derived exosomal miR-222 represses
IRS1 protein expression in the liver and skeletal
muscle tissues of HFD-fed obese model mice

We then analyzed the IRS1 protein levels in the liver and
skeletal muscle of HFD- and CD-fed mice. The IRS1
protein levels were significantly reduced in the liver and
skeletal muscle tissues of the HFD-fed obese male mice
compared to those from the CD-fed male mice (Figure
6A, 6B), and similar trends were also observed in HFD-
fed female mice (Supplementary Figure 8A, 8B).
However, IRS1 protein levels were significantly higher in
the liver and skeletal muscle tissues of the gWAT-
lipectomized obese mice compared to the Sham-operated
obese mice (Figure 6C, 6D). These results demonstrate
that gWAT negatively regulates IRS1 protein levels in
the liver and skeletal muscle tissues of HFD-fed mice.

We then investigated if gWAT-derived exosomal miR-
222 negatively regulates IRS1 levels in the HFD-fed
mice. Therefore, we injected gWAT-derived exosomes
from the HFD-fed mice (HFD gWAT-Exos) or CD-fed
mice (CD gWAT-Exos) into the 8-week old wild-type
mice via the tail vein for 7 days and then analyzed IRS1
levels in the liver and skeletal muscle tissues. The IRS1
protein levels were significantly reduced in the liver and
skeletal muscle tissues of mice injected with HFD
gWAT-Exos compared to those injected with CD
gWAT-Exos (Figure 6E, 6F). Next, we injected exosomes
containing miR-222 mimic or control (miR-NC) (purified
from culture medium of 293T cells) into the gWAT-
lipectomized mice. The IRS1 levels were significantly
reduced in the liver and skeletal muscle tissues of gWAT-
lipectomized mice injected with exosomes containing
miR-222 compared to those injected with exosomes
containing miR-NC (Figure 6G, 6H). Moreover, IRS1
levels in the liver and skeletal muscle tissues were
significantly higher in the wild-type mice that were
injected with the HFD gWAT-Exos simultaneously
injected with 293T-exosomes containing antagomiR-222
compared to those injected with the HFD gWAT-Exos
simultaneously injected with 293T-exosomes containing
antagomiR-NC (Figure 61, 6J). Altogether, these results
confirm that the gWAT-derived exosomal miR-222
suppresses IRS1 protein levels in the liver and skeletal
muscle tissues in the HFD-fed obese model mice.

The gWAT-derived exosomal miR-222 impairs
insulin signaling in the liver and skeletal muscle
tissues of HFD-fed obese model mice

Next, we analyzed the levels of phosphorylated AKT
(phospho-AKT or pAKT) in the liver and skeletal

muscle tissues of insulin-induced HFD- and CD-fed
mice using western blotting. The pAKT levels were
significantly decreased in the liver and skeletal muscle
tissues of insulin-induced HFD-fed male mice
compared to the liver and skeletal muscle tissues in the
insulin-induced CD-fed male mice (Figure 7A, 7B), and
similar trends were also observed in HFD-fed female
mice (Supplementary Figure 8C, 8D). Furthermore,
pAKT levels were significantly reduced in the liver and
skeletal muscle of wild-type mice injected with the
HFD gWAT-Exos compared to the liver and skeletal
muscle of wild-type mice injected with the CD gWAT-
Exos (Figure 7C, 7D). Moreover, pAKT levels in the
liver and skeletal muscle tissues were significantly
higher in the wild-type mice that were injected with the
HFD gWAT-Exos simultaneously injected with 293T-
exosomes containing antagomiR-222 compared to those
injected with the HFD gWAT-Exos simultaneously
injected with 293T-exosomes containing antagomiR-
NC (Figure 7E, 7F). These results further confirm that
gWAT-derived exosomal miR-222 promotes insulin
resistance in the liver and skeletal muscle tissues of the
obese model mice by inhibiting the insulin signaling
pathway via suppression of IRS1 protein expression
(Figure 8).

DISCUSSION

Obesity is a risk factor for the development of type 2
diabetes mellitus that occurs more frequently in
individuals showing insulin resistance. In this study, we
demonstrate that exosomal miR-222 secreted by the
gonadal white adipose tissue (QWAT) promotes obesity-
induced insulin resistance.

We first observed that serum miR-222 levels were
significantly higher in the T2DM patients compared to
the healthy subjects. This finding was consistent with
the study of Ortega et al., which reported higher
circulating miR-222 levels in T2DM patients [40].
Moreover, the circulating levels of miR-222 are
significantly elevated in morbidly obese patients [41].
Increased rates of T2DM have been observed among
morbidly obese subjects [42]. As is well-known, insulin
resistance is the hallmark of T2DM. Some of the
underlying causes of insulin resistance may be
overrepresented in obesity, and miR-222 may be one of
these factors. Obesity is characterized by excess fat and
fat is an important source of circulating miRNAs [10,
14]. Furthermore, the circulating miR-222 levels are
positively associated with BMI and fat mass [41]. This
suggests that adipose tissue contributes to circulating
miR-222 levels. We showed that miR-222 levels are
significantly increased in the white adipose tissues
(WAT) in obese patients with insulin resistance
compared to the healthy individuals. This suggests that
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Figure 6. The gWAT-derived exosomal miR-222 repress the expression of IRS1 protein in the liver and skeletal muscle tissues
of HFD-fed obese model mice. (A, B) Western blot analysis shows the IRS1 protein levels in the (A) liver and (B) skeletal muscle tissues
from the CD-fed and HFD-fed male mice. (C, D) Western blot analysis shows the IRS-1 protein levels in the (C) liver and (D) skeletal muscle
tissues from the gWAT-lipectomized (gWL) and sham-operated (Sham) HFD mice. (E, F) Western blot analysis shows the IRS1 protein levels in
the (E) livers and (F) skeletal muscle tissues in the 8-week old wild-type mice injected continuously for 7 days via the tail vein with CD-gWAT-
Exos or HFD-gWAT-Exos. (G, H) Western blot analysis shows the IRS1 levels in the (G) liver and (H) skeletal muscle tissues in the HFD gWL
mice injected continuously via the tail vein for 7 days with 293T-exosomes containing miR-NC or miR-222 mimics. (I, J) Western blot analysis
shows the IRS1 levels in the (1) liver and (J) skeletal muscle tissues of the wild-type mice continuously injected for 7 days with the HFD-gWAT-
Exos plus 293T-exosomes (containing antagomiR-222 or antagomiR-NC). Note: CD-gWAT-Exos: exosomes secreted by the gWAT of CD mice;
HFD-gWAT-Exos: exosomes secreted by the gWAT of HFD mice; The IRS1 protein levels were normalized to a-tubulin levels; The data are
presented as the means £ SE; * P< 0.05, ** P < 0.01, *** P <0.001.
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the adipose tissue may contribute to the development of
insulin resistance in obese individuals by secreting
excessive miR-222. A previous study demonstrated that
miR-222 expression in the adipose tissues correlates
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with the blood glucose levels in a strain-specific manner
in three inbred rat strains with different diabetes
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Figure 7. The gWAT-derived exosomal miR-222 impairs insulin signaling in the liver and skeletal muscle tissues of HFD-fed
obese model mice. (A, B) Western blot analysis shows the phospho-AKT and AKT protein levels in the (A) liver and (B) skeletal muscle
tissues from the CD-fed and HFD-fed mice. (C, D) Western blot analysis shows the phospho-AKT and AKT protein levels in the (C) liver and (D)
skeletal muscle tissues in 8-week old wild-type mice continuously injected via the tail vein for 7 days with exosomes secreted by the adipose
tissues from CD-fed or HFD-fed mice. (E, F) Western blot analysis shows the phospho-AKT and AKT levels in the (E) liver and (F) skeletal
muscle tissues of mice continuously injected for 7 days via the tail vein with HFD-gWAT-derived exosomes plus 293T exosomes (containing
antagomiR-NC or antagomiR-222). Note: For the in vivo insulin-stimulated AKT phosphorylation assay, the mice were injected with 0.75 I1U/kg
body weight insulin (i.p.) and sacrificed after 15 min. The phospho-AKT levels were normalized to the total AKT levels. The data are presented

as the means * SE; * P<0.05, ** P<0.01, *** P<0.001.
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involved in the pathophysiology of insulin resistance.
Herrera et al. showed that miR-222 levels are
significantly increased in cultured 3T3L1-adipocytes
cultured in medium containing higher concentrations of
glucose [43]. Furthermore, metformin treatment, which
had a hypoglycaemic effect, had a negative effect on the
circulating concentrations of miR-222 [40]. This
suggests that increased serum miR-222 levels are part of
the response from adipose tissues to hyperglycemic
conditions. Moreover, intralipid infusion also increases
circulating levels of miR-222 [40]. These findings
indicated that miR-222 might be an important factor
contributing to obesity induced insulin resistance.

We demonstrate that majority of the serum miR-222 is
present in the exosomes. Moreover, the analysis of the
GitHub data shows that adipose tissue is an important
source of circulating exosomal miR-222. We analyzed
different kinds of adipose tissue and found that miR-222
expression is significantly higher in the gonadal white
adipose tissue (gWAT) compared to brown adipose
tissue (BAT) in the wild-type and obese model mice. In
the HFD-fed obese model mice, the miR-222 levels in
the gWAT were almost 3-fold higher compared to those

High Fat Diet \

in the iIWAT and BAT. Furthermore, the levels of miR-
222 expression are significantly higher in the gWAT of
HFD-fed obese mice compared to the wild-type mice.
Furthermore, the analysis of the GitHub data shows that
the transplantation of wild-type mice gWAT re-
increases the reduced levels of circulating exosomal
miR-222 in the ADicerKO mice. These data confirm
that gWAT is a major source for the circulating
exosomal miR-222 levels.

Gender-related differences in metabolic parameters
have previously been reported in the metabolic
syndrome studies [44, 45]. However, most studies
include either males or females. In this study, we used
both male and female mice to develop the HFD-fed
obesity model. The high-fat diet-induced obese mice are
commonly used as a model of insulin resistance. As
noted in previous studies, the male mice were more
severely affected by the high-fat diet (HFD) than the
female mice [46-48]. In our study, we found that both
the male and female HFD-fed mice exhibit insulin
resistance and impaired glucose tolerance, but the
impairments are worse in the male mice compared to
the female mice. Moreover, serum and serum exosomal

Obese Gonadal Adipose Tissue
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o &
@)
O
@)

Insulin
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Figure 8. Excessive secretion of gWAT-derived exosomal miR-222 promotes obesity-induced insulin resistance. Upregulation of
circulating gWAT-derived exosomal miR-222 promote insulin resistance by repressing IRS-1 expression in the liver and skeletal muscle tissues
of the HFD-fed obese model mice.
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miR-222 levels were significantly higher in the HFD-
induced obese mice. Both male and female HFD-fed
mice showed similar trends of high circulating miR-222
levels despite gender-related changes. Therefore, we
selected male mice for further experiments.

We then analyzed pri-miR-222 levels in various tissues
of the HFD-fed and CD-fed mice. The pri-miR-222
levels were 8-fold higher in the gWAT of the HFD-fed
obese mice compared to CD-fed mice, whereas its
levels were similar in other tissues. This suggested that
the source of elevated serum exosomal miR-222 in the
obese mice might be gWAT. We further confirmed this
by performing in vitro and in vivo experiments. We
obtained gonadal adipose tissues from CD and HFD
mice and cultured them in vitro. MiR-222 levels were
higher in the HFD gWAT tissue slices as well as in the
exosomes isolated from the culture medium compared
to the CD gWAT tissue slices or CD gWAT exosomes.
Furthermore, surgical removal of gWAT from the obese
mice significantly reduced the miR-222 levels in the
serum and serum exosomes. These results confirmed
that gWAT secretes excessive exosomal miR-222
(QWAT exosomal miR-222) into circulation in the
HFD-induced obese model mice.

We also investigated the target tissues of gWAT-
exosomal miR-222 by injecting an adeno-associated
virus (AAV) containing CD63-EGFP under FABP4
promoter into gWAT in situ. Confocal microscopy
revealed EGFP signal in the liver, spleen, kidney and
skeletal muscle tissues. The EGFP signal intensity was
significantly stronger in the liver and skeletal muscle
tissues. This suggests that more gWAT-derived
exosomes traffic to the liver and skeletal muscle tissues.
We also observed significantly elevated miR-222 levels
in the liver and skeletal muscle tissues of the obese
model mice. Since pri-miR-222 levels in the liver and
skeletal muscle tissues were similar in both the HFD-
fed and CD-fed mice, we hypothesized that gWAT-
derived miR-222 may be the source of the increased
miR-222 levels. We analyzed this hypothesis using
gWAT-lipectomized (gWL) mice and found that miR-
222 levels decreased in the liver and skeletal muscle
tissues of the gWL obese model mice. This confirms
that gWAT is the source of increased miR-222 levels in
the liver and skeletal muscle tissues of the obese model
mice.

Our previous analysis informed us that the increase of
miR-222 was related to the development of insulin
resistance. Therefore, we investigated the mechanisms
through which miR-222 regulates insulin resistance.
The miR-222-overexpressing Hepa 1-6 cells showed
reduced insulin-stimulated pAKT levels. Then, we
explored the mechanisms through which miR-222

suppresses insulin signaling. The IRS1 protein plays an
important role in the insulin signaling pathway and
mediates key metabolic changes in response to insulin
stimulation [37, 38]. IRS1 knockdown mice are insulin-
resistant [39]. Targetscan analysis and luciferase
reporter assay confirmed that 3’-UTR of IRS1 is a
direct binding target of miR-222. A previous study by
Ono et al. also demonstrated that IRS1 was a direct
target of miR-222 [36]. Since transfections with of miR-
222 mimics does not exactly simulate the uptake of
exosomal miRNA, we co-cultured hepa 1-6 cells with
purified exosomes from the culture medium of gWAT
tissues isolated from the CD-fed mice (CD gWAT-
Exos) and HFD-fed mice (HFD gWAT-Exos). We
observed significant increase in the miR-222 levels and
significant reduction of IRS1 and phospho-AKT protein
levels in the Hepal-6 cells co-cultured with HFD
gWAT-Exos compared to the controls. However, HFD-
gWAT-Exos co-cultured Hepa 1-6 cells transfected with
antagomiR-222 showed higher IRS1 and phospho-AKT
levels than that transfected with antagomiR-NC. These
results suggest that miR-222 from the HFD-gWAT-
exosomes suppresses insulin signaling pathway by
suppressing IRS1 protein expression.

Liver and skeletal muscles are the major target tissues
of gWAT-derived exosomal miR-222 in obese model
mice. Therefore, we tested if the gWAT-derived
exosomal miR-222 induces insulin resistance in the
liver and skeletal muscle tissues of HFD-fed obese
model mice by repressing IRS1. We observed
significantly higher miR-222 levels and reduced IRS1
in the liver and skeletal muscle tissues of the HFD-fed
obese model mice. We further observed that IRS1 were
significantly increased in the liver and skeletal muscle
tissues of gWAT-lipectomized (gWL) obese mice,
thereby confirming the essential role of gWAT in the
repression effect on IRS1. Furthermore, the IRS1
protein levels in livers and skeletal muscles of wild-type
mice were decreased by the injections of HFD-gWAT-
Exos, demonstrating the repressing effect of HFD-
gWAT-Exos on IRS1. Moreover, we observed that the
IRS1 protein levels in the livers and skeletal muscles
were significantly re-decreased by the injections of
293t-exosomes containing mMiR-222 mimics in gWL
mice and significantly re-increased by injections with
293T-exosomes containing antagomiR-222 in HFD-
gWAT-EXxos injected mice. These results confirm that
gWAT-exosomal miR-222 supresses IRS1 protein
expressions in the liver and skeletal muscle tissues of
HFD-fed obese model mice.

IRS1 is an important modulator in insulin signal
pathway [37, 38]. In accordance with the reduced IRS-1,
we observed insulin-stimulated pAKT levels in liver and
skeletal muscle tissues were significantly decreased in
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obese model mice. Furthermore, insulin-stimulated
PAKT levels in liver and skeletal muscle tissues of wild-
type mice were significantly reduced by the injections of
HFD-gWAT-Exos and then re-improved by the
injections of 293T-exosomes containing antagomiR-222.
Altogether, these results confirm that gWAT-exosomal
miR-222 inhibits the insulin signalling pathway in the
liver and skeletal muscle tissues of obese mice by
suppressing IRS1 protein expression.

Obesity can be thought of as a premature metabolic
disorder similar to ageing, and the dysfunction of
adipose in obesity may be responsible for the metabolic
dysfunction linked to ageing [49]. Furthermore, it is the
visceral fats especially epididymal fats that are
considered to relate to lifespan. Surgical removal of
visceral fat extends longevity and the improvement of
insulin sensitivity may play an important role in that,
which is similar to calorie restriction (CR) [50]. In our
study, we found exosomal miR-222 secreted by gWAT
in obese mice impaired the insulin sensitivity of livers
and skeletal muscles by repressing IRS1. This
mechanism may be also involved in the effect of
visceral fat on lifespan. However, this aspect needs to
be addressed in future studies.

In conclusion, our study demonstrates that increased
levels of gWAT-derived exosomal miR-222 in the
serum of obese model mice promote insulin resistance
in the liver and skeletal muscle tissues by repressing
IRS-1. Our findings suggest that gWAT-derived
exosomal miR-222 is a potential target for treating
obesity-induced metabolic syndrome and type 2
diabetes.

MATERIALS AND METHODS
Bioinformatics data

The RNA-seq data from the GSE90028 dataset
(GPL11154 Illumina HiSeq 2000 platform) for the type-
2 diabetes mellitus (T2DM) patients (n=7) and healthy
subjects (n=16) was downloaded from the NCBI GEO
database  (http://www.nchi.nlm.nih.gov/geo/query/acc.
cgi?acc=GSE90028) and is shown in Supplementary
Table 1.

The miRNA expression profiles from the GSE25402
dataset, which is based on the GPL8786 Affymetrix
Multispecies miRNA-1 Array platform was downloaded
from NCBI GEO (https://www.ncbi.nlm.nih.gov/
geo/query/acc.cgi?acc=GSE25402) database. The study
subjects were subdivided based on age and obesity into
four groups: young lean (n=11), young obese (n=13),
old lean (n=14) and old obese (n=16) as shown in
Supplementary Table 2.

We downloaded the microRNA data for the wild-type
and adipose-tissue specific knockout mice (fat-exosome-
microrna/Ct_tables/ADicerKO-6mo-Ct.csv  and  fat-
exosome-microrna/Ct_tables/transplant-exo-Ct.csv) from
the GitHub (https://github.com/jdreyf/fat-exosome-
microrna) database. The RNA expression profiling arrays
from the GSE81976 dataset that was generated using the
GPL7723 miRCURY LNA microRNA Array v.11.0
platform were downloaded from the NCBI GEO database
(https://www.nchi.nlm.nih.gov/geo/query/acc.cgi?acc=G
SE81976). The RNA expression profiling arrays from the
GSE85101 dataset that were generated using the
GPL9250 Illlumina Genome Analyzer Il (Mus musculus)
platform were downloaded from the NCBI GEO database
(https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=G
SE85101). All the data was processed and analyzed using
the GraphPad Prism 6 statistical software and the IDEP
9.0 software (http://bioinformatics.sdstate.edu/idep/).

Animal studies

All animal procedures were performed in accordance
with the guidelines of the Institutional Animal Care and
Use Committee. We purchased 8-week old C57BL/6 male
and female mice from the Model Animal Research Center
of Nanjing University and housed them in a temperature-
controlled animal facility under a 12/12 hour light-dark
cycle. Eight-week old male and female mice were fed a
normal chow diet (CD) or a high-fat diet (HFD; 60%
kcal% fat; D12492, Research Diets, NJ, USA) for 8
weeks. The body weight and food intake was measured
every 3 days for all the mice. The mice were subjected to
intraperitoneal glucose tolerance test (IPGTT) and insulin
tolerance test (ITT) after 8 weeks of diet.

For IPGTT, mice were intraperitoneally (i.p) injected
with 1 g/kg body weight of dextrose after 12 h of
fasting. The blood glucose levels were then measured at
0, 30, 60, and 120 min.

For ITT, mice underwent fasting for 6 h. Then, they
were intraperitoneally injected with 0.75 1U/kg body
weight insulin. The blood glucose levels were measured
at 0, 15, 30, 45, and 60 min after injection by collecting
blood from the tail tip.

For the in vivo insulin-stimulated AKT phosphorylation
assay, the mice were injected with 0.75 1U/kg body
weight insulin (i.p.) and sacrificed after 15 min.

We performed gonadal white adipose tissue (QWAT)
lipectomy by surgically removing the major gWAT pads
as previously described [49]. The testicular blood supply
was not affected. For the sham group, the abdominal
cavity was opened, and gWAT was mobilized but not
removed.
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For the AAV infection experiments, we purchased AAV
viruses (HBAAV2/9-FABP4-3xflag-CD63-EGFP-T2A-
mCherry) at titres of 2.0x10? viral genomes / mL from
the HANBIO Co. Ltd. (Shanghai, China). Then, the
abdominal cavity of the mice was surgically opened and
5ul AAV was injected at multiple sites into both lateral
gWAT fat pads (5ul AAV per site). For the control
group, the abdominal cavity was opened, but the gWAT
was not injected with AAV. At 8 weeks after injection,
the mice were imaged by the IVIS Lumina XR in vivo
imaging system (PerkinElmer, USA).

Fluorescence microscopy

At 8 weeks after injection, the mice were sacrificed.
Before collecting the tissues, whole body perfusion
was performed on mice by first perfusing PBS and
then fixing the tissues by perfusing the body with 4%
PFA. The tissues (including heart, liver, spleen, lung,
kidney, brain, skeletal muscle, gWAT) were harvested,
fixed in 4% PFA, and dehydrated with 30% sucrose
solution. Tissue samples were embedded in O.C.T.
(opti-mum cutting temperature compound, 4583,
SAKURA, USA) and frozen in -80°C. The adipose
tissues were then cut into 30-pm-thick sections and the
other tissues were cut into 12-um-thick sections. The
nuclei were stained with DAPI. The sections were
imaged using the confocal microscope (TCS SP8
CARS, Leica, Germany).

Cell culture

The cell lines hepa 1-6 and HEK-293T were purchased
from the Shanghai Institute of Biochemistry and
Cell Biology, Chinese Academy of Sciences
(Shanghai, China). The cells were cultured in the
Dulbecco’s modified Eagle’s medium (DMEM)
(Gibco, Carlshad, CA, USA) containing 10% fetal
bovine serum (FBS; Gibco) and 1% penicillin—
streptomycin (Gibco) in a humidified incubator at 5%
CO2 and 37 °C.

Cell transfections

Synthetic miR-222 mimic and inhibitor and negative
control oligos were purchased from GenePharma
(Shanghai, China). The Cells were transfected using
Lipofectamine 2000 (Invitrogen, CA, USA). The
concentration of miRNA we used was according to the
manufacturer’s protocol of lipofectamine2000. At 6h
after transfection, the cell culture medium was replaced
by fresh DMEM medium containing 10% FBS for a
further 48 h. For hepa 1-6 cells, the cells were harvested
for RNA isolation and protein extraction. Transfection
efficiency was assessed using qRT-PCR. For 293T
cells, the culture medium was collected for exosomes

isolation (FBS added in this medium was exosomes-
depleted).

Luciferase reporter assay

A 582-bp fragment of the wild-type 3’UTR containing
the potential miR-222 binding site were inserted into a
luciferase reporter vector (pMIR-REPORT Luciferase
miRNA Expression Reporter Vector, AM5795, Applied
Biosystems, Foster City, CA). This clone was called
PMIR-IRS1-WT. To verify the binding specificity, we
mutated the seed region for miR-222 from ATGTAGC
to TACATCG. The synthetic mutant IRS1 3’UTR
fragment was inserted into an equivalent luciferase
reporter plasmid. This clone was called pMIR-IRS1-
MUT. These plasmids were purchased from GenScript
Co. Ltd. (Nanjing, China). For the luciferase reporter
assay, the 293T cells were cultured in 24-well plates,
and co-transfected with 50pmol miR-222 mimics (or
miR-NC), 0.2ug luciferase plasmid (pMIR-IRS1-WT or
PMIR-IRS1-MUT) and 0.2ug p-Gal plasmid (pMIR-
REPORT pB-gal Control Plasmid, Applied Biosystems)
using Lipofectamine 2000 (Invitrogen). The [-Gal
plasmid was wused as a control reporter for
normalization. After 48 h, the luciferase activity was
measured using the Luciferase Assay System kit
(E1501, Promega, Madison, WI, USA) according to
manufacturer’s protocol.

Quantitative real-time PCR

Total RNA was extracted from cells and tissues using
TRIzol (15596-018, Invitrogen, Carlsbad, CA, USA)
according to the manufacturer’s protocol. Total RNA
from the serum samples was extracted using TRIzol LS
(10296-028, Invitrogen) according to the manufacturer’s
protocol. Total RNA from the exosomes was isolated
using the mIiRCURY Biofluid RNA isolation kit
(EXIQON, Aarhus, Denmark). To quantify mature miR-
222, TagMan miRNA Assay Probes (Assay ID: 002276,
Applied Biosystems, Foster City, CA) were used
according to the manufacturer’s instructions. qPCR was
performed using a LightCycler 480 Il system (Roche,
Mannheim, Germany). For cellular miRNA expression,
the miR-222 levels were normalized to the U6 levels
detected using the U6-specific Tagman probe (Assay ID:
001093, Applied Biosystems). For exosomal mi-222
expression, the data was estimated using a standard
curve. The pri-miR-222 levels were detected using the
pri-miR-222-specific TagMan probes (Assay ID:
Mm03307187, Applied Biosystems) and the data was
normalized to the GAPDH levels. The relative levels
were estimated USing the ZfAACt (ACt sample — ACt control)
method. GAPDH (sense): GGTGAAGGTCGGTGTGA
ACG; and GAPDH (antisense): CTCGCTCCTGGAA
GATGGTG.

WWW.aging-us.com 22733

AGING



Western blotting

Total protein lysates from cells and tissues were
extracted in RIPA buffer (P0013B, Beyotime,
Shanghai, China) containing protease and phosphatase
inhibitors. The protein concentrations were measured
using the BCA protein assay kit (23225, Thermo
Fisher Scientific, Rockford, Illinois, USA). Equal
amounts of protein were separated on a 10% SDS-
PAGE and transferred onto the polyvinylidene
difluoride (PVDF) membranes (Roche, Mannheim,
Germany). The membranes were then blocked with 5%
non-fat powdered milk (A600669, Sangon, Shanghai,
China) in TBST (10 mM Tris—HCI, 150 mM NaCl and
0.1% (v/v) Tween-20) for 1 h at room temperature.
Then, the membranes were incubated overnight at 4 °C
with primary antibodies against IRS-1 (ab131487,
Abcam, Cambridge, UK), p-AKT (4060s, CST, MA,
USA), AKT (9272s, CST) B-actin (8457s, CST), and
a-tubulin (sc-5286, Santa Cruz, CA, USA). The
membranes were washed 6 times with TBST for 5
mins each and then incubated with the HRP-
conjugated goat anti-rabbit antibodies (7074s, CST)
and HRP-conjugated goat anti-mouse antibodies
(7076s, CST) for 1 h at room temperature. The protein
bands were then developed using the SuperSignal
West Pico Chemiluminescent Substrate (34580,
Thermo Fisher Scientific) and visualized with the
Tanon imaging system (5200S, Tanon, China). The
protein bands were analyzed using the Image J
software. The p-AKT protein levels were normalized
to the total AKT levels, whereas the IRS-1 protein
levels were normalized to the B-actin or a-tubulin
levels.

Isolation of exosomes

Isolation of serum exosomes

The mouse serum was centrifuged at 1000 x g for 5 min
and then the supernatant was centrifuged at 10000 x g
for 30 min to remove the cell debris. The supernatants
containing the clarified serum were combined with 0.2
volumes of the Total Exosome Isolation (from serum)
reagent (4478360, Thermo Fisher Scientific). Then, the
exosomes were harvested according to the
manufacturer’s protocol. The exosomes were re-
suspended in PBS.

Isolation of 293T-Exosomes

The culture medium of 293T cells was collected,
centrifuged at 1000 x g for 5 min, and then the super-
natant was centrifuged at 10000 x g for 30min. The
supernatant was filtered through a 0.22-pum filter and
further centrifuged at 110000 x g for 70 min to obtain
the exosomal pellet, which was re-suspended in PBS.

Isolation of gWAT-Exosomes

The gWAT fat pads were surgically harvested from the
CD- or HFD-fed mice, placed in a 10 cm culture dish
and cut into small pieces (~ 0.5-1 mm®). Then, the
minced gWAT pieces were cultured in DMEM medium
(Gibco) containing 10% FBS (Gibco) and 1%
penicillin—streptomycin (Gibco) in the humidified
incubator at 5% CO; and 37 °C for 48 h (FBS was
exosomes-depleted). Then, the medium was centrifuged
at 1000 x g for 5 min to remove the cells and then
further centrifuged at 10000 x g for 30 min to remove
cell debris. The supernatant was filtered through a 0.22-
um filter and further centrifuged at 110000 x g for 70
min to obtain the exosomal pellet, which was re-
suspended in PBS. A pair gWAT pads from the same
mouse were plated in a dish. After 48h culture, a pair
gWAT pads from CD-fed mouse secreted ~30 pg
(protein) exosomes and a pair gWAT pads from HFD-
fed mouse secreted ~50 ug (protein) exosomes.

Exosomes treatment

In vitro exosomes treatments: 10 pg (protein) exosomes
were added to 1x10° recipient cells.

In vivo exosomes treatments: For 293T exosomes, ~30
ug (protein) exosomes were injected into a mouse every
time. For exosomes derived from gWAT, the exosomes
derived from a pair gWAT pads (derived from CD or
HFD mice) were injected into a mouse every time. For
injection, we performed tail-vein-injections every day
for 7 days.

Statistical analysis

All images of western blot and immunofluorescence are
representative of at least three independent experiments.
The data are presented as the means * standard error
(SE). The samples were compared using the two-tailed
Student’s t-tests. A P value less than 0.05 was
considered statistically significant. All statistical
analyses were carried out using the GraphPad Prism 8.0
software.

AUTHOR CONTRIBUTIONS

YJZ, JL, XHJ, CYZ contributed to the conception of
study and designed the study. DML, HCS, LHS, LW,
PX, WLL, JCL, YFT performed the experiment and
acquired data. DML and HCS analyzed the data and
contributed to the manuscript preparation. YJZ and
DML wrote the manuscript. YJZ and JL obtained
funding. YJZ and CYZ supervised the study. All
authors reviewed and approved the manuscript.

WWW.aging-us.com 22734

AGING



CONFLICTS OF INTEREST

The authors have declared that no conflicts of interest
exist.

FUNDING

This work was supported by grants from the National
Natural Science Foundation of China (No. 31771666,
31972912) and the Fundamental Research Funds
for the Central Universities (No. 020814380148,
020514380226).

REFERENCES

1. Punthakee Z, Goldenberg R, Katz P, and Diabetes
Canada Clinical Practice Guidelines Expert Committee.
Definition, classification and diagnosis of diabetes,
prediabetes and metabolic syndrome. Can J Diabetes.
2018 (Suppl 1); 42:510-15.
https://doi.org/10.1016/j.jcjd.2017.10.003
PMID:29650080

2. GBD 2016 Causes of Death Collaborators. Global,
regional, and national age-sex specific mortality for
264 causes of death, 1980-2016: a systematic analysis
for the global burden of disease study 2016. Lancet.
2017;390:1151-210.
https://doi.org/10.1016/50140-6736(17)32152-9
PMID:28919116

3. Chatterjee S, Khunti K, Davies MJ. Type 2 diabetes.
Lancet. 2017; 389:2239-51.
https://doi.org/10.1016/50140-6736(17)30058-2
PMID:28190580

4. Kusminski CM, Bickel PE, Scherer PE. Targeting adipose
tissue in the treatment of obesity-associated diabetes.
Nat Rev Drug Discov. 2016; 15:639-60.
https://doi.org/10.1038/nrd.2016.75 PMID:27256476

5. Antuna-Puente B, Feve B, Fellahi S, Bastard JP.
Adipokines: the missing link between insulin resistance
and obesity. Diabetes Metab. 2008; 34:2-11.
https://doi.org/10.1016/j.diabet.2007.09.004
PMID:18093861

6. Kirwan JP, Hauguel-De Mouzon S, Lepercq J, Challier
JC, Huston-Presley L, Friedman JE, Kalhan SC, Catalano
PM. TNF-alpha is a predictor of insulin resistance in
human pregnancy. Diabetes. 2002; 51:2207-13.
https://doi.org/10.2337/diabetes.51.7.2207
PMID:12086951

7. Basturk T, Unsal A, Ulas T, Koc Y, Sakaci T, Ahbap E,
Borlu F. Effects of rosiglitazone treatment on insulin
resistance and TNF-alpha levels in patients with
chronic kidney disease: a prospective study. Eur Rev
Med Pharmacol Sci. 2012; 16:1519-24.
PMID:23111964

10.

11.

12.

13.

14.

15.

16.

Steppan CM, Bailey ST, Bhat S, Brown EJ, Banerjee RR,
Wright CM, Patel HR, Ahima RS, Lazar MA. The
hormone resistin links obesity to diabetes. Nature.
2001; 409:307-12.

https://doi.org/10.1038/35053000 PMID:11201732

Hotamisligil GS. Inflammation and metabolic disorders.
Nature. 2006; 444:860—67.
https://doi.org/10.1038/nature05485 PMID:17167474

Aronne LU, Nelinson DS, Lillo JL. Obesity as a disease
state: a new paradigm for diagnosis and treatment.
Clin Cornerstone. 2009; 9:9-25.
https://doi.org/10.1016/s1098-3597(09)80002-1
PMID:19789061

Liu T, Sun YC, Cheng P, Shao HG. Adipose tissue
macrophage-derived exosomal miR-29a regulates
obesity-associated insulin resistance. Biochem Biophys
Res Commun. 2019; 515:352-58.
https://doi.org/10.1016/j.bbrc.2019.05.113
PMID:31153636

Yu Y, Du H, Wei S, Feng L, Li J, Yao F, Zhang M, Hatch
GM, Chen L. Adipocyte-derived exosomal MiR-27a
induces insulin resistance in skeletal muscle through
repression of PPARy. Theranostics. 2018; 8:2171-88.
https://doi.org/10.7150/thno.22565 PMID:29721071

Dang SY, Leng Y, Wang ZX, Xiao X, Zhang X, Wen T,
Gong HZ, Hong A, Ma Y. Exosomal transfer of obesity
adipose tissue for decreased miR-141-3p mediate
insulin resistance of hepatocytes. Int J Biol Sci. 2019;
15:351-68.

https://doi.org/10.7150/ijbs.28522 PMID:30745826

Thomou T, Mori MA, Dreyfuss JM, Konishi M,
Sakaguchi M, Wolfrum C, Rao TN, Winnay JN, Garcia-
Martin R, Grinspoon SK, Gorden P, Kahn CR. Adipose-
derived circulating miRNAs regulate gene expression in
other tissues. Nature. 2017; 542:450-55.

https://doi.org/10.1038/nature21365 PMID:28199304

Yao F, YuY, Feng L, Li J, Zhang M, Lan X, Yan X, Liu Y,
Guan F, Zhang M, Chen L. Adipogenic miR-27a in
adipose tissue upregulates macrophage activation via
inhibiting PPARy of insulin resistance induced by high-
fat diet-associated obesity. Exp Cell Res. 2017;
355:105-112.
https://doi.org/10.1016/].yexcr.2017.03.060
PMID:28365247

Ying W, Riopel M, Bandyopadhyay G, Dong Y,
Birmingham A, Seo JB, Ofrecio JM, Wollam J,
Hernandez-Carretero A, Fu W, Li P, Olefsky JM.
Adipose tissue macrophage-derived exosomal miRNAs
can modulate in vivo and in vitro insulin sensitivity.
Cell. 2017; 171:372-84.e12.
https://doi.org/10.1016/j.cell.2017.08.035
PMID:28942920

WWW.aging-us.com

22735

AGING


https://doi.org/10.1016/j.jcjd.2017.10.003
https://pubmed.ncbi.nlm.nih.gov/29650080
https://doi.org/10.1016/S0140-6736(17)32152-9
https://pubmed.ncbi.nlm.nih.gov/28919116
https://doi.org/10.1016/S0140-6736(17)30058-2
https://pubmed.ncbi.nlm.nih.gov/28190580
https://doi.org/10.1038/nrd.2016.75
https://pubmed.ncbi.nlm.nih.gov/27256476
https://doi.org/10.1016/j.diabet.2007.09.004
https://pubmed.ncbi.nlm.nih.gov/18093861
https://doi.org/10.2337/diabetes.51.7.2207
https://pubmed.ncbi.nlm.nih.gov/12086951
https://pubmed.ncbi.nlm.nih.gov/23111964
https://doi.org/10.1038/35053000
https://pubmed.ncbi.nlm.nih.gov/11201732
https://doi.org/10.1038/nature05485
https://pubmed.ncbi.nlm.nih.gov/17167474
https://doi.org/10.1016/s1098-3597(09)80002-1
https://pubmed.ncbi.nlm.nih.gov/19789061
https://doi.org/10.1016/j.bbrc.2019.05.113
https://pubmed.ncbi.nlm.nih.gov/31153636
https://doi.org/10.7150/thno.22565
https://pubmed.ncbi.nlm.nih.gov/29721071
https://doi.org/10.7150/ijbs.28522
https://pubmed.ncbi.nlm.nih.gov/30745826
https://doi.org/10.1038/nature21365
https://pubmed.ncbi.nlm.nih.gov/28199304
https://doi.org/10.1016/j.yexcr.2017.03.060
https://pubmed.ncbi.nlm.nih.gov/28365247
https://doi.org/10.1016/j.cell.2017.08.035
https://pubmed.ncbi.nlm.nih.gov/28942920

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

Castafio C, Kalko S, Novials A, Parrizas M. Obesity-
associated exosomal miRNAs modulate glucose and
lipid metabolism in mice. Proc Natl Acad Sci USA. 2018;
115:12158-63.
https://doi.org/10.1073/pnas.1808855115
PMID:30429322

Lewis BP, Shih IH, Jones-Rhoades MW, Bartel DP, Burge
CB. Prediction of mammalian microRNA targets. Cell.
2003; 115:787-98.
https://doi.org/10.1016/s0092-8674(03)01018-3
PMID:14697198

Lewis BP, Burge CB, Bartel DP. Conserved seed pairing,
often flanked by adenosines, indicates that thousands
of human genes are microRNA targets. Cell. 2005;
120:15-20.

https://doi.org/10.1016/j.cell.2004.12.035
PMID:15652477

Friedman RC, Farh KK, Burge CB, Bartel DP. Most
mammalian mRNAs are conserved targets of
microRNAs. Genome Res. 2009; 19:92—-105.
https://doi.org/10.1101/gr.082701.108
PMID:18955434

Guo H, Ingolia NT, Weissman JS, Bartel DP. Mammalian
microRNAs predominantly act to decrease target
MRNA levels. Nature. 2010; 466:835-40.

https://doi.org/10.1038/nature09267 PMID:20703300

Olejniczak SH, La Rocca G, Gruber JJ, Thompson CB.
Long-lived  microRNA-argonaute  complexes in
quiescent cells can be activated to regulate mitogenic
responses. Proc Natl Acad Sci USA. 2013; 110:157-62.
https://doi.org/10.1073/pnas.1219958110
PMID:23248281

Lee Y, Jeon K, Lee JT, Kim S, Kim VN. MicroRNA
maturation: stepwise processing and subcellular
localization. EMBO J. 2002; 21:4663-70.
https://doi.org/10.1093/emboj/cdf476
PMID:12198168

Faller M, Guo F. MicroRNA biogenesis: there’s more
than one way to skin a cat. Biochim Biophys Acta.
2008; 1779:663-67.
https://doi.org/10.1016/j.bbagrm.2008.08.005
PMID:18778799

Chen X, Liang H, Zhang J, Zen K, Zhang CY. Secreted
microRNAs:  a new form  of intercellular
communication. Trends Cell Biol. 2012; 22:125-32.
https://doi.org/10.1016/j.tch.2011.12.001
PMID:22260888

Mitchell PS, Parkin RK, Kroh EM, Fritz BR, Wyman SK,
Pogosova-Agadjanyan EL, Peterson A, Noteboom J,
O’Briant KC, Allen A, Lin DW, Urban N, Drescher CW, et
al. Circulating microRNAs as stable blood-based
markers for cancer detection. Proc Natl Acad Sci USA.

27.

28.

29.

30.

31

32.

33.

34.

2008; 105:10513-18.
https://doi.org/10.1073/pnas.0804549105
PMID:18663219

Chen X, Ba 'Y, Ma L, Cai X, Yin Y, Wang K, Guo J, Zhang
Y, Chen J, Guo X, Li Q Li X, Wang W, et al
Characterization of microRNAs in serum: a novel class
of biomarkers for diagnosis of cancer and other
diseases. Cell Res. 2008; 18:997-1006.
https://doi.org/10.1038/cr.2008.282 PMID:18766170

Guduric-Fuchs J, O’Connor A, Camp B, O’Neill CL,
Medina RJ, Simpson DA. Selective extracellular vesicle-
mediated export of an overlapping set of microRNAs
from multiple cell types. BMC Genomics. 2012; 13:357.
https://doi.org/10.1186/1471-2164-13-357
PMID:22849433

Zhang Y, Liu D, Chen X, Li J, Li L, Bian Z, Sun F, Lu J, Yin
Y, Cai X, Sun Q, Wang K, Ba Y, et al. Secreted monocytic
miR-150 enhances targeted endothelial cell migration.
Mol Cell. 2010; 39:133-44.
https://doi.org/10.1016/j.molcel.2010.06.010
PMID:20603081

van Niel G, D’Angelo G, Raposo G. Shedding light on
the cell biology of extracellular vesicles. Nat Rev Mol
Cell Biol. 2018; 19:213-28.
https://doi.org/10.1038/nrm.2017.125
PMID:29339798

Lv C, Yu WX, Wang Y, Yi DJ, Zeng MH, Xiao HM. MiR-21
in extracellular vesicles contributes to the growth of
fertilized eggs and embryo development in mice. Biosci
Rep. 2018; 38:BSR20180036.
https://doi.org/10.1042/BSR20180036
PMID:29884767

Zhao G, Yang C, Yang J, Liu P, Jiang K, Shaukat A, Wu H,
Deng G. Placental exosome-mediated bta-miR-499-
Lin28B/let-7 axis regulates inflammatory bias during
early pregnancy. Cell Death Dis. 2018; 9:704.
https://doi.org/10.1038/s41419-018-0713-8
PMID:29899331

Au Yeung CL, Co NN, Tsuruga T, Yeung TL, Kwan SY,
Leung CS, Li Y, Lu ES, Kwan K, Wong KK, Schmandt R, Lu
KH, Mok SC. Exosomal transfer of stroma-derived
miR21 confers paclitaxel resistance in ovarian cancer
cells through targeting APAF1. Nat Commun. 2016;
7:11150.

https://doi.org/10.1038/ncomms11150
PMID:27021436

Yin Y, Cai X, Chen X, Liang H, Zhang Y, Li J, Wang Z,
Chen X, Zhang W, Yokoyama S, Wang C, Li L, Li L, et al.
Tumor-secreted miR-214 induces regulatory T cells: a
major link between immune evasion and tumor
growth. Cell Res. 2014; 24:1164-80.
https://doi.org/10.1038/cr.2014.121

WWW.aging-us.com

22736

AGING


https://doi.org/10.1073/pnas.1808855115
https://pubmed.ncbi.nlm.nih.gov/30429322
https://doi.org/10.1016/s0092-8674(03)01018-3
https://pubmed.ncbi.nlm.nih.gov/14697198
https://doi.org/10.1016/j.cell.2004.12.035
https://pubmed.ncbi.nlm.nih.gov/15652477
https://doi.org/10.1101/gr.082701.108
https://pubmed.ncbi.nlm.nih.gov/18955434
https://doi.org/10.1038/nature09267
https://pubmed.ncbi.nlm.nih.gov/20703300
https://doi.org/10.1073/pnas.1219958110
https://pubmed.ncbi.nlm.nih.gov/23248281
https://doi.org/10.1093/emboj/cdf476
https://pubmed.ncbi.nlm.nih.gov/12198168
https://doi.org/10.1016/j.bbagrm.2008.08.005
https://pubmed.ncbi.nlm.nih.gov/18778799
https://doi.org/10.1016/j.tcb.2011.12.001
https://pubmed.ncbi.nlm.nih.gov/22260888
https://doi.org/10.1073/pnas.0804549105
https://pubmed.ncbi.nlm.nih.gov/18663219
https://doi.org/10.1038/cr.2008.282
https://pubmed.ncbi.nlm.nih.gov/18766170
https://doi.org/10.1186/1471-2164-13-357
https://pubmed.ncbi.nlm.nih.gov/22849433
https://doi.org/10.1016/j.molcel.2010.06.010
https://pubmed.ncbi.nlm.nih.gov/20603081
https://doi.org/10.1038/nrm.2017.125
https://pubmed.ncbi.nlm.nih.gov/29339798
https://doi.org/10.1042/BSR20180036
https://pubmed.ncbi.nlm.nih.gov/29884767
https://doi.org/10.1038/s41419-018-0713-8
https://pubmed.ncbi.nlm.nih.gov/29899331
https://doi.org/10.1038/ncomms11150
https://pubmed.ncbi.nlm.nih.gov/27021436
https://doi.org/10.1038/cr.2014.121

35.

36.

37.

38.

39.

40.

41.

42.

43.

PMID:25223704

Melo SA, Sugimoto H, O’Connell JT, Kato N, Villanueva
A, Vidal A, Qiu L, Vitkin E, Perelman LT, Melo CA, Lucci
A, Ivan C, Calin GA, Kalluri R. Cancer exosomes perform
cell-independent microRNA biogenesis and promote
tumorigenesis. Cancer Cell. 2014; 26:707-21.
https://doi.org/10.1016/j.ccell.2014.09.005
PMID:25446899

Ono K, Igata M, Kondo T, Kitano S, Takaki Y, Hanatani S,
Sakaguchi M, Goto R, Senokuchi T, Kawashima J,
Furukawa N, Motoshima H, Araki E. Identification of
microRNA that represses IRS-1 expression in liver. PLoS
One. 2018; 13:e0191553.
https://doi.org/10.1371/journal.pone.0191553
PMID:29364977

Lavin DP, White MF, Brazil DP.
and diabetic complications.
59:2280-91.
https://doi.org/10.1007/s00125-016-4072-7
PMID:27514532

IRS proteins
Diabetologia. 2016;

Peng J, He L. IRS posttranslational modifications in
regulating insulin signaling. J Mol Endocrinol. 2018;
60:R1-R8.

https://doi.org/10.1530/JME-17-0151 PMID:29093014

Araki E, Lipes MA, Patti ME, Briining JC, Haag B 3rd,
Johnson RS, Kahn CR. Alternative pathway of insulin
signalling in mice with targeted disruption of the IRS-1
gene. Nature. 1994; 372:186-90.
https://doi.org/10.1038/372186a0 PMID:7526222

Ortega FJ, Mercader JM, Moreno-Navarrete JM, Rovira
O, Guerra E, Esteve E, Xifra G, Martinez C, Ricart W,
Rieusset J, Rome S, Karczewska-Kupczewska M,
Straczkowski M, Fernandez-Real JM. Profiling of
circulating microRNAs reveals common microRNAs
linked to type 2 diabetes that change with insulin
sensitization. Diabetes Care. 2014; 37:1375-83.
https://doi.org/10.2337/dc13-1847 PMID:24478399

Ortega FJ, Mercader JM, Catalan V, Moreno-Navarrete
JM, Pueyo N, Sabater M, Gémez-Ambrosi J, Anglada R,
Fernandez-Formoso JA, Ricart W, Friihbeck G,
Fernandez-Real JM. Targeting the circulating microRNA
signature of obesity. Clin Chem. 2013; 59:781-92.
https://doi.org/10.1373/clinchem.2012.195776
PMID:23396142

Leung MY, Carlsson NP, Colditz GA, Chang SH. The
burden of obesity on diabetes in the United States:
medical expenditure panel survey, 2008 to 2012. Value
Health. 2017; 20:77-84.
https://doi.org/10.1016/j.jval.2016.08.735
PMID:28212973

Herrera BM, Lockstone HE, Taylor JM, Ria M, Barrett A,
Collins S, Kaisaki P, Argoud K, Fernandez C, Travers ME,

44,

45,

46.

47.

48.

49.

50.

Grew JP, Randall JC, Gloyn AL, et al. Global microRNA
expression profiles in insulin target tissues in a
spontaneous rat model of type 2 diabetes.
Diabetologia. 2010; 53:1099-109.
https://doi.org/10.1007/s00125-010-1667-2
PMID:20198361

Ingvorsen C, Karp NA, Lelliott CJ. The role of sex and
body weight on the metabolic effects of high-fat diet in
C57BL/6N mice. Nutr Diabetes. 2017; 7:e261.

https://doi.org/10.1038/nutd.2017.6
PMID:28394359

Norheim F, Hasin-Brumshtein Y, Vergnes L, Chella
Krishnan K, Pan C, Seldin MM, Hui ST, Mehrabian M,
Zhou Z, Gupta S, Parks BW, Walch A, Reue K, et al.
Gene-by-sex interactions in mitochondrial functions
and cardio-metabolic traits. Cell Metab. 2019; 29:932—-
49.e4.

https://doi.org/10.1016/j.cmet.2018.12.013
PMID:30639359

Pettersson US, Waldén TB, Carlsson PO, Jansson L,
Phillipson M. Female mice are protected against high-
fat diet induced metabolic syndrome and increase the
regulatory T cell population in adipose tissue. PLoS
One. 2012; 7:e46057.
https://doi.org/10.1371/journal.pone.0046057
PMID:23049932

Griffin C, Hutch CR, Abrishami S, Stelmak D, Eter L, Li Z,
Chang E, Agarwal D, Zamarron B, Varghese M,
Subbaiah P, MacDougald OA, Sandoval DA, Singer K.
Inflammatory responses to dietary and surgical weight
loss in male and female mice. Biol Sex Differ. 2019;
10:16.

https://doi.org/10.1186/s13293-019-0229-7
PMID:30944030

Paruthiyil S, Hagiwara SlI, Kundassery K, Bhargava A.
Sexually dimorphic metabolic responses mediated by
CRF; receptor during nutritional stress in mice. Biol Sex
Differ. 2018; 9:49.
https://doi.org/10.1186/s13293-018-0208-4
PMID:30400826

Masternak MM, Bartke A, Wang F, Spong A, Gesing A,
Fang Y, Salmon AB, Hughes LF, Liberati T, Boparai R,
Kopchick JJ, Westbrook R. Metabolic effects of intra-
abdominal fat in GHRKO mice. Aging Cell. 2012;
11:73-81.
https://doi.org/10.1111/].1474-9726.2011.00763.x
PMID:22040032

Jura M, Kozak LP. Obesity and related consequences to
ageing. Age (Dordr). 2016; 38:23.
https://doi.org/10.1007/s11357-016-9884-3
PMID:26846415

WWW.aging-us.com

22737

AGING


https://pubmed.ncbi.nlm.nih.gov/25223704
https://doi.org/10.1016/j.ccell.2014.09.005
https://pubmed.ncbi.nlm.nih.gov/25446899
https://doi.org/10.1371/journal.pone.0191553
https://pubmed.ncbi.nlm.nih.gov/29364977
https://doi.org/10.1007/s00125-016-4072-7
https://pubmed.ncbi.nlm.nih.gov/27514532
https://doi.org/10.1530/JME-17-0151
https://pubmed.ncbi.nlm.nih.gov/29093014
https://doi.org/10.1038/372186a0
https://pubmed.ncbi.nlm.nih.gov/7526222
https://doi.org/10.2337/dc13-1847
https://pubmed.ncbi.nlm.nih.gov/24478399
https://doi.org/10.1373/clinchem.2012.195776
https://pubmed.ncbi.nlm.nih.gov/23396142
https://doi.org/10.1016/j.jval.2016.08.735
https://pubmed.ncbi.nlm.nih.gov/28212973
https://doi.org/10.1007/s00125-010-1667-2
https://pubmed.ncbi.nlm.nih.gov/20198361
https://doi.org/10.1038/nutd.2017.6
https://pubmed.ncbi.nlm.nih.gov/28394359
https://doi.org/10.1016/j.cmet.2018.12.013
https://pubmed.ncbi.nlm.nih.gov/30639359
https://doi.org/10.1371/journal.pone.0046057
https://pubmed.ncbi.nlm.nih.gov/23049932
https://doi.org/10.1186/s13293-019-0229-7
https://pubmed.ncbi.nlm.nih.gov/30944030
https://doi.org/10.1186/s13293-018-0208-4
https://pubmed.ncbi.nlm.nih.gov/30400826
https://doi.org/10.1111/j.1474-9726.2011.00763.x
https://pubmed.ncbi.nlm.nih.gov/22040032
https://doi.org/10.1007/s11357-016-9884-3
https://pubmed.ncbi.nlm.nih.gov/26846415

SUPPLEMENTARY MATERIALS

Supplementary Figures

Color Key N

1.2

Downregulated in serum from T2DM
FC(T2DMICTLY<0.5 , P.valie<0.05 , Reads>100

R

¢‘}¢‘}h§ﬁd&%§ﬂ\%5hhhﬂbﬂ R
g ; R R R TR R R R R D B T B S
_«@@0«’\9&”9«"’«”'0"("’("’G"G(’Gtﬁrﬁ‘é‘é\'é@&

Upregulated in serum from T2DM
FC(T2DMICTL)>2 . P.value<0.05 . Reads>100
hsa-miR-26a-1-5p
hea-miR-223-3p

hsa-miR-106-5p hsa-miR-26a-2-5p
hsa-miR-150-5p
hsa-miR-82b-3p
hsa-miR-30a-5p hsa-let-7a-2-5p
hsa-miR-144-3p hsa-let-7a-1-5p
hsa-miR-375 hsa-let-7a-3-5p
hsa-miR-4433b-5p hea-miR-222-3p
hsa-miR-4732-3p hsa-miR-744-5p
hsa-miR-100-6p hsa-miR-409-3p
hsa-miR-1260b = Up(103) hsa-miR-127-3p
e iR 0.
B No Variation(138) L
-mil p

Supplementary Figure 1. The analysis of GSE90028 dataset. (A) Heat map shows the differential expression of the selected miRNAs
with at least 20 reads in all the serum samples from T2DM patients (n=7) and healthy individuals (n=16). (B) The volcano plot of log,
(T2DM/CTL) on the X-axis versus —logio (P-value) on the y-axis shows the distribution of 291 selected miRNAs. (C) The intensity scatter plot
shows the comparison of the read counts of 291 selected miRNAs in the serum of healthy subjects (X-axis) and T2DM patients (Y-axis). (D)
The pie chart shows the proportion. The salient parts of the pie chart represent those selected miRNAs with at least 100 reads in all the
serum samples of T2DM and healthy subjects and FC (T2DM/CTL) > 2 or < 0.5. (B-D) Based on the P < 0.05 as the cut-off criteria, red
represent upregulated miRNAs, green represent downregulated miRNAs and black represent unaltered miRNAs in the T2DM patients. (E) The
waterfall plot shows the fold change in the expression of the upregulated or downregulated miRNAs in the T2DM patients. The X-axis
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Supplementary Figure 2. The analysis of the GSE25402 dataset. (A) The heat map shows the differential expression of miRNAs in
white adipose tissues from the young non-obese (Non-obese 1 group; n=11), young obese (Obese 1 group; n=13), old non-obese (Non-obese
2 group; n=14), and old obese (Obese 2 group, n=16) groups in the GSE25402 dataset. (B, C) The volcano plots of log, (young obese/young
non-obese) or log; (old obese/old non-obese) on the X-axis versus —logio (P-value) on the y-axis show the expression of the miRNAs in the
white adipose tissues of the (B) young and (C) old groups. (D, E) The intensity scatter plots show the differential expression of the miRNAs in
the white adipose tissues of (D) young obese vs. young non-obese individuals and (E) old obese vs. old non-obese individuals. (B—E) Based on
the P < 0.05 as the cut-off criteria, red represent upregulated miRNAs, green represent downregulated miRNAs and black represent unaltered
miRNAs in the obese patients. (F, G) The waterfall plots show the fold changes of significantly upregulated and downregulated miRNAs in the
white adipose tissues of (F) young and (G) old obese patients relative to the corresponding non-obese individuals. The X-axis represents log,
(Obese/Non-obese). (H) The Venn diagram shows the overlap between differentially expressed (up- or down-regulated) miRNAs in the white
adipose tissues of young and old obese individuals.
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Supplementary Figure 3. MiR-222 is significantly upregulated in the gonadal adipose tissues of various diabetic mouse
models. (A) The miR-222 levels in the gonadal adipose tissues of mice fed on a chow diet (black bar) or a high-fat diet (red bar). The data is
based on the E-MEXP-1932 dataset (https://www.ebi.ac.uk/arrayexpress/). (B) The miR-222 levels in the gonadal adipose tissues of WT (black
bar) and OB/OB (red bar) mice. The data is based on the E-MEXP-1789 dataset (https://www.ebi.ac.uk/arrayexpress/). (C) The miR-222 levels
in the gonadal adipose tissues of mice fed on a chow diet (black bar) or a high-fat high-sugar diet (HFHS; red bar). The data is based on the
GSE61959 dataset that was downloaded from the GEO database.
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Supplementary Figure 4. The metabolic characteristics of CD- and HFD-fed male mice. (A) The curve shows body weight of CD-fed
(black line) and HFD-fed (green line) male mice (n=10 per group) over a period of 8 weeks. The body weight was measured every 3 days for 8
weeks. (B) The results of the glucose tolerance test (GTT; left) and the area under the curve (AUC) of the GTT (right) is shown for the CD-fed
(black line or bar) and HFD-fed (green line or bar) male mice (n=5-10 per group). The GTT was performed after 8 weeks of diet. (C) The results
of the insulin tolerance test (ITT; left) and the area under the curve (AUC) of the ITT (right) is shown for the CD-fed (black line or bar) and
HFD-fed (green line or bar) male mice (n=7-10 per group). The ITT was performed after 8 weeks of diet. . Note: CD, chow diet; HFD, high fat
diet; Data are presented as means + SE; * P < 0.05, **, *"*P < 0.001.
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Supplementary Figure 5. The metabolic characteristics of the CD-fed and HFD-fed female mice. (A) The curve shows the body
weight of CD-fed (blue line) and HFD-fed (red line) female mice (n=10 per group) over a period of 8 weeks. The body weight was measured
every 3 days for 8 weeks. (B) The results of the glucose tolerance test (GTT; left) and the area under the curve (AUC) of the GTT (right) is
shown for the CD-fed (blue line or bar) and HFD-fed (red line or bar) female mice (n=5-10 per group). The GTT was performed after 8 weeks
of diet. (C) The results of the insulin tolerance test (ITT; left) and the area under the curve (AUC) of the ITT (right) is shown for the CD-fed
(blue line or bar) and HFD-fed (red line or bar) female mice (n=7-10 per group). The ITT was performed after 8 weeks of diet. (D-F) The
relative miR-222 expression in the (D) serum, (E) serum exosomes and (F) gonadal white adipose tissues from the CD-fed and HFD-fed female
mice (n=5 per group) is shown. Note: CD, chow diet; HFD, high fat diet; Data are presented as means * SE; * P < 0.05, ** P < 0.01, **P < 0.001.
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Supplementary Figure 6. The relative miR-222 expression levels in the liver and skeletal muscle tissues of HFD-fed female
mice. (A, B) QRT-PCR analysis shows relative miR-222 levels in the (A) liver and (B) skeletal muscle tissues from the CD-fed and HFD-fed
female mice (n=5 per group). The data are presented as the means * SE. * P < 0.05, ** P<0.01, *** P <0.001.
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Supplementary Figure 7. Western blot analysis of IRS1 and pAKT levels in the Hepa 1-6 cells co-cultured with CD-gWAT- or
HFD-gWAT-Exosomes. (A, B) Representative images show the IRS1 and B-actin protein levels in the Hepa 1-6 cells co-cultured with CD-
gWAT-Exos or HFD-gWAT-Exos for 48h. Related to Figure 5G. (C) Representative image shows the phospho-AKT and AKT protein levels in the
Hepa 1-6 cells co-cultured with CD-gWAT-Exos or HFD-gWAT-Exos for 48h. Related to Figure 5H.
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Supplementary Figure 8. Western blot analysis of IRS1 and pAKT levels in the liver and skeletal muscle tissues of HFD-fed
female mice. (A, B) Western blot analysis shows IRS1 and a-tubulin expression in the (A) liver and (B) skeletal muscle tissues from the CD-
fed and HFD-fed female mice. The IRS1 protein levels were normalized to a-tubulin levels. (C, D) Western blot analysis shows phospho-AKT
and AKT levels in the (C) liver and (D) skeletal muscle tissues from the CD-fed and HFD-fed female mice treated with (+) or without (-) insulin.
Phospho-AKT levels were normalized to the total AKT levels. The data are presented as the means + SE. * P < 0.05, ** P <0.01, *** P <0.001.
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Supplementary Tables

Supplementary Table 1. The data selected from GSE90028.

Number of subjects

Accession numbers

Control 16
T2DM 7
SUM 23

GSM2395967, GSM2395968, GSM2395969, GSM2395970, GSM2395971,
GSM2395972, GSM2395973, GSM2395974, GSM2395984, GSM2395985,
GSM2395986, GSM2395987, GSM2395988, GSM2395989, GSM2395990,

GSM2395991,

GSM2395951, GSM2395952, GSM2395953, GSM2395954, GSM2395955,

GSM2395956, GSM2395957,

Note: Control: healthy individuals; T2DM: type 2 diabetes mellitus patients.

Supplementary Table 2. The data selected from GSE25402.

gijaetﬂgy Age Nsuurgjbeecrtsof Accession numbers
GSM625476, GSM625505, GSMI625478, GSMB25513,
Non-obese 1 Non-obese <40 11 GSM625516. GSM625502. GSM625468. GSM625494,
GSM625490, GSM625467, GSM625477
GSM625504, GSM625488, GSM625473, GSM625480,
GSM625503. GSM625514. GSM625469. GSM625487.
Obese 1 Obese <40 13 GSM625517. GSM625474. GSM625508. GSM625486.
GSM625515
GSM625475, GSM625499, GSM625462, GSM625497,
GSM625495. GSM625498, GSM625496. GSM625465.
Non-obese 2 Non-obese > 40 14 GSM625464 GSM625472. GSM625500. GSM625463,
GSM625491 GSM625493
GSM625484, GSM625485. GSM625511, GSM625482,
GSM625509, GSM625501, GSM625506. GSM625512.
Obese 2 Obese > 40 16 GSM625507. GSM625479. GSM625489. GSM625510.
GSM625492. GSM625471. GSM625470. GSM625466
Nonobese 25
Obese 29
<40 24
>40 30
Sum 54
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