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Thermogenic brown or beige adipocytes dissipate en-
ergy in the form of heat and thereby counteract obesity
and related metabolic complications. The miRNA cluster
miR-130b/301b is highly expressed in adipose tissues and
has been implicated in metabolic diseases as a post-
transcriptional regulator of mitochondrial biogenesis
and lipid metabolism. We investigated the roles of
miR-130b/301b in regulating beige adipogenesis in vivo
and in vitro. miR-130b/301b declined in adipose progeni-
tor cells during beige adipogenesis, while forced over-
expression of miR-130b-3p or miR-301b-3p suppressed
uncoupling protein 1 (UCP1) and mitochondrial respi-
ration, suggesting that a decline in miR-130b-3p or
miR-301b-3p is required for adipocyte precursors to de-
velop the beige phenotype. Mechanistically, miR-130b/
301b directly targeted AMP-activated protein kinase
(AMPKa1) and suppressed peroxisome proliferator–
activated receptor g coactivator-1a (Pgc-1a), key regula-
tors of brown adipogenesis and mitochondrial biogenesis.
Mice lacking the miR-130b/301b miRNA cluster showed
reduced visceral adiposity and less weight gain. miR-130b/
301b null mice exhibited improved glucose tolerance, in-
creased UCP1 and AMPK activation in subcutaneous fat
(inguinal white adipose tissue [iWAT]), and increased
response to cold-induced energy expenditure. Together,
these data identify the miR-130b/301b cluster as a new
regulator that suppresses beige adipogenesis involving
PGC-1a and AMPK signaling in iWAT and is therefore

a potential therapeutic target against obesity and re-
lated metabolic disorders.

Obesity results from long-term imbalances between en-
ergy intake and energy expenditure (EE) and is a global
health problem that increases the risk of diabetes, cardio-
vascular disease, nonalcoholic fatty liver disease, and cer-
tain cancers (1). White adipose tissues (WAT) are located
in multiple subcutaneous and visceral locations in the
body and serve as the main sites of lipid storage. In com-
parison, brown adipose tissue (BAT) is responsible for
thermogenic EE and contributes to triglyceride clearance
and glucose homeostasis (2). In addition to classical brown
adipocytes, thermogenic adipocytes reside within WAT
depots and are referred to as beige or BRITE cells. These
cells show morphology and thermogenic function similar
to those of brown adipocytes: they have numerous mito-
chondria and express brown fat-specific uncoupling protein 1
(UCP1), which uncouples oxidative respiration to gen-
erate heat and dissipate energy (3). Numerous studies
in rodents and humans have demonstrated that the ac-
tivity and development of brown and beige adipose tis-
sues are inhibited in obesity and diabetes (4,5) and that
“browning” of WAT (beige adipogenesis) is protective
against obesity (6). With the recent discovery of active
BAT/beige depots in adult humans (7), strategies tar-
geting key elements controlling the formation of brown
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and beige adipocytes hold promise to combat obesity in
humans.

WAT and beige adipocytes arise from a common pool
of adipose progenitor cells, but the control of this process
at a molecular level is incompletely understood. The dif-
ferentiation and development of brown and beige adipo-
cytes are regulated by numerous transcription factors and
hormones, operating via signaling pathways that promote
mitochondrial biogenesis and UCP1 expression (8,9). miRNAs
are small noncoding RNAs that can have dramatic effects
on cell development and function by regulating post-
transcriptional gene expression involving multiple targets
(10–12). miR-130b and miR-301b are two closely related
miRNAs that are adjacent in the genome and share a com-
mon promoter and seed sequence. miR-130b and miR-
301b are of particular interest as they have been linked
to abnormal blood lipid levels in genome-wide association
studies involving >188,000 individuals (13) and were re-
cently found to predict weight gain over a 5-year period in
adult women (14). These data suggest involvement of these
miRNAs in fat metabolism, yet the function of miR-130b/
301b outside of oncogenesis remains poorly understood
(15,16). Our published human studies have shown that
human miR-130b expression is upregulated in adipocytes
and macrophages of young adults with obesity (17), as well
as in umbilical vein endothelial cells from offspring born to
women with diabetes (18). Direct targets of miR-130b-3p
and miR-301b-3p include AMP-activated protein kinase
(AMPKa) (19) and peroxisome proliferator–activated recep-
tor g coactivator-1a (PGC-1a) (20,21), key regulators of
brown/beige adipogenesis and function (22–24). How-
ever, the roles of miR-130b/301b in beiging and whole-
body metabolism remain unexplored. Given the strong
link of miR-130b/301b to metabolic health and AMPK/
PGC-1a in energy metabolism, we focused on defining
the specific roles of miR-130b/301b in the control of beige
adipocyte formation, in vitro, and for the first time in null
mutant mice.

RESEARCH DESIGN AND METHODS

Murine Studies
The miR-130b/301b loxP-flanked (loxp sites flanking the
miR-130b and miR-301b region) mice (no. 034655) and
CMV-Cre mice (25) (no. 006054) were purchased from
The Jackson Laboratory. The mice were backcrossed to
the C57BL/6J background for >10 generations. Homo-
zygous miR-130b/301b fl/fl mice were bred with CMV-
Cre mice to produce miRNA-130b/301b heterozygous
progeny. Male and female heterozygous mice were crossed
to produce homozygous knockouts (KO) and wild-type
(WT) control littermates. The homozygous KO were identi-
fied by genotyping using primers: 50CCTCACCTACTGTTC-
CTTCTTTC30 (forward) and 50TGGCTGGAGTGGGATCTTA30

(reverse). Only male offspring and cells were studied,
as males are more susceptible to high-fat diet (HFD)-
induced obesity (26). After weaning, male WT and KO

littermates (5–6 weeks of age) were fed an HFD (D12451;
Research Diets) with 45% energy from fat or a chow con-
trol diet (10% of kilocalories from fat, D12450Hi; Research
Diets). Mice were housed at room temperature (21�C) un-
der a 12-h light/dark cycle (from 6:00 A.M. to 6:00 P.M.),
with ad libitum access to diet and water. Body weights
were monitored weekly, and body composition (total fat
and lean mass) was measured with quantitative magnetic
resonance (EchoMRI Whole Body Composition Analyzer;
Echo Medical Systems). At the end of the experiments,
mice were euthanized and freshly dissected tissues flash-
frozen in liquid N2 and stored at �80�C or fixed in 4%
paraformaldehyde for histology. Inguinal WAT (iWAT), BAT,
and visceral fat depots (including epididymal WAT [eWAT],
mesenteric, and perirenal depots) were dissected and weight
was measured. All protocols for mice studies were approved
by the University of Oklahoma Animal Care and Use
Committee.

Indirect Calorimetry Measurements
Following 10 weeks of HFD feeding, the mice were placed
in metabolic cages for measurement of metabolic activi-
ties at room temperature (21�C) (Sable Systems, Las Ve-
gas, NV), followed by measurement at thermoneutrality
(28�C) (inside an environmental cabinet [Sable Systems])
a week later. For both the calorimetry measurements
(21�C and 28�C), the mice were individually housed in
the chambers and respiratory gas exchange was measured
consecutively. The EE over 3 days was calculated with use
of a modified Weir equation (EE [kilocalories per hour] 5
60 × [0.003941 × VO2 1 0.001106 × VCO2]) (27).

Primary Adipose Progenitor Cell Culture and
Differentiation
Stromal vascular fraction (SVF) cells were cultured as a
source of primary adipose progenitor cells. SVF cells were
isolated from iWAT of weaning mice as previously de-
scribed with modification (22). Briefly, the inguinal adi-
pose tissues were dissected and cut into small pieces with
sterile scissors, followed by digestion with collagenase so-
lution (1 mg/mL, 5 mL collagenase/gram of tissue) for
60 min at 37�C with shaking. After digestion, the solution
and tissues were filtered through a sterile 70-mm cell
strainer into a sterile 50-mL conical tube. The tubes
were centrifuged at 450g at room temperature for 5 min.
The SVF appeared as the dark red cells pelleted on the bot-
tom. Red blood cells were lysed in ammonium-chloride-
potassium red cell lysis buffer. The pelleted cells were
resuspended and cultured in DME/F:12 medium with
15% FBS. After initial culture for 5 days nonadherent
cells were intensively washed out and the adherent
cells formed a cell population of progenitor cells (termed
progenitor cells) (28), and beige adipogenesis was induced
with a medium containing DMEM (GlutaMAX), 15% FBS,
1 mg/mL insulin, 1 mmol/L dexamethasone, 0.5 mmol/L
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isobutyl-1-methylxanthine, 125 nmol/L indomethacin,
and 1 nmol/L T3. After 3 days in induction medium, the
medium was changed to maintenance medium containing
10% FBS, 1 mg/mL insulin, and 1 nmol/L T3. For white
adipocyte differentiation the progenitor cells were in-
duced with a medium containing DMEM (GlutaMAX),
15% FBS, 1 mg/mL insulin, 1 mmol/L dexamethasone,
and 0.5 mmol/L isobutyl-1-methylxanthine for 3 days,
and the medium was changed to maintenance medium
containing 10% FBS and 1 mg/mL insulin. For b-agonists
treatment, at 6 days after the induction of beige differenti-
ation, the cells were treated with b-agonist isoproterenol
(iso) (1 mmol/L) for 6 h or b-agonist CL316243 (CL)
(1 mmol/L) for 20 h.

Transfection of miRNA Mimics
The primary progenitor cells were transfected with the
miRNA mimics of miR-130b-3p (50 nmol/L) and miR-
301b-3p (50 nmol/L) or the same amounts of a scrambled
negative control miRNA using Lipofectamine RNAiMAX
Transfection Reagent (0.25 mL RNAiMAX/100 mL medium,
Life Technologies, Grand Island, NY) following the manu-
facturer’s protocol. Efficiency of transfection was verified
by fluorescent imaging and real-time PCR. In selected
experiments, a mock control (Lipofectamine RNAiMAX
Transfection Reagent only) group was included, which
showed results similar to those of the transfection with
the scrambled negative control (Supplementary Fig. 3B).
The potential cytotoxicity of miRNA mimic transfection
was evaluated in progenitor cells after transfection for
2 days with the MTT assay (Roche, Burlington, MA) accord-
ing to manufacturer’s protocol with absorbance measured
at 550 nm with a reference wavelength of 690 nm.

Statistical Analysis
Normality was tested with the Kolmogorov-Smirnov test.
For nonnormal data, Mann-Whitney U test was used to
compare the differences between two groups. For data
with normal distribution, differences between two groups
were assessed with Student t test (two tailed, for in vitro
studies). The statistical differences were analyzed with
ANOVA for comparison among multiple groups. For
comparison between the WT and KO mice littermates,
Student paired t test (one tailed) was used. Software
Excel was used for data analyses and bar graph plotting.
P values <0.05 were treated as statistically significant.
Additional methods can be found in Supplementary
Material.

Data and Resource Availability
The data sets generated during or analyzed during the
current study are available from the corresponding author
on reasonable request. The mice generated during the cur-
rent study are available from the corresponding author
upon reasonable request.

RESULTS

Tissue-Specific Expression of miR-130b in iWAT
Declines With Beige Adipogenesis
Analysis of selected tissues in the mouse showed that
miR-130b was particularly abundant in iWAT as com-
pared with other metabolically active tissues, including
eWAT and BAT (Fig. 1A). SVF cells isolated from iWAT
of WT mice were used for induction of beige adipogenesis
or white adipogenesis in vitro as described (22,29,30). Fol-
lowing beige differentiation, the expression of miR-130b in
iWAT progenitor cells started to decrease at 2 days and
continued to decrease at 4 and 6 days (Fig. 1B), concordant
with increases in the expression of thermogenic markers
including Ucp1, Pgc-1a, and Prdm16 (Fig. 1C). Expression
of miR-130b also decreased in progenitor cells from eWAT
and BAT (Supplementary Fig. 1) in response to beige differ-
entiation but to a lesser extent. Following white adipogenic
differentiation of iWAT progenitor cells, miR-130b expres-
sion did not decrease until 6 days after differentiation
(Fig. 1B). In contrast to beige differentiation, induction
of white adipogenesis only resulted in a slight increase
in Ucp1 expression (Fig. 1C). White adipogenic induction
also increased expression of Prdm16 (Fig. 1D) and Pgc-1a
(Fig. 1E) but to a lesser extent at early stages of differ-
entiation compared with beige adipogenic induction.
Consistently, beige adipogenic differentiation of iWAT
progenitors increased UCP1 protein abundance, which
was further increased in response to b-agonists, including
isoproterenol and CL316243 treatment (Fig. 1F).

miR-130b/301b Suppresses Beige Adipogenesis
For testing of whether a decline in miR-130b-3p and
miR-301b-3p was necessary for beige adipogenesis, iWAT
progenitor cells were transfected with miR-130b-3p, miR-
301b-3p mimics, or scrambled controls. Beige adipogenesis
was induced 2 days after transfection. Efficient and
prolonged miR-130b-3p overexpression throughout the
process of differentiation was achieved as evidenced by
detection of red fluorescence in all the cells (Supplementary
Fig. 2A) and significant increases in miR-130b-3p 8 days
after transfection (Supplementary Fig. 2B). No cytotoxicity
was observed with transfection of miR-130b or miR-301b
mimics as determined by MTT assay (Supplementary
Fig. 3A). miR-130b-3p or miR-301b-3p overexpression
in adipose progenitor cells significantly reduced the for-
mation of lipid droplets in response to beige differentiation
(Fig. 2A). Overexpression of miR-130b-3p or miR-301b-3p
also resulted in significant decreases in the abundance of
UCP-1 protein (Fig. 2B) and mRNA (Fig. 2C). Expression of
mitochondrial marker Cox8a was significantly decreased by
miR-301b only (Fig. 2C), whereas a significant decrease in
Pgc-1a mRNA (Fig. 2C) was observed only with overexpres-
sion of miR-130b-3p. Also, overexpression of miR-130b in
adipose progenitor cells significantly decreased the ex-
pression of PPARc2 upon beige differentiation, whereas
miR-301b resulted in increased PPARc2 expression (Fig. 2C).
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No effect of miR-130b or miR-301b on Perilipin A expression
was observed (Fig. 2C). Despite the discrepancy, both
miR-130b and miR-301b significantly decreased levels
of Adiponectin (Fig. 2C), as well as the thermogenic reg-
ulator type 2 deiodinase (Dio2) (Fig. 2C). These data dem-
onstrate that miR-130b and miR-301b have the capacity to
inhibit beige adipogenic differentiation, with potential dif-
ferences between miR-130b and miR-301b.

miR-130b/301b Suppresses Mitochondrial Respiration
in Progenitor Cells After Induction of Beige Adipogenic
Differentiation
To address the functional properties of the differentiated
beige adipocytes, we examined bioenergetic kinetics using
the Seahorse extracellular analyzer (Agilent Seahorse).

Overexpression of miR-130b-3p or miR-301b-3p in pro-
genitor cells led to a decrease in the basal oxygen con-
sumption rates (OCR) and OCRs for proton leak following
induction of beige adipocyte differentiation (Fig. 3). Maxi-
mal respiration was also significantly suppressed by miR-
130b overexpression only (Fig. 3). These data demonstrate
that adipose progenitor cells differentiated in the presence
of increased miR-130b/301b exhibit decreased mitochon-
drial respiration, an important functional characteristic of
beige adipocytes. To determine the direct impact of the
miR-130b on mitochondrial genes, we transfected differen-
tiated mature beige adipocytes with miR-130b-3p mimics
and analyzed markers of beiging genes at 2 days after
transfection. As the results show in Supplementary
Fig. 4, miR-130b overexpression had no significant impact

Figure 1—miR-130b tissue distribution and expression following beige andwhite adipogenic differentiation of isolated adipose progenitor cells.
A: Levels of miR-130b-3p in BAT, eWAT, iWAT, liver, and muscle tissues of mice (normal diet, male, 6 weeks old) are shown. Mean ± SD, N5 3.
B–E: SVF cells were isolated from iWAT fromWTmice at the time of weaning followed by induction of beige or white adipogenesis in vitro. At 0, 2,
4, and 6 days after differentiation, fold changes of mRNA levels of miR-130b-3p (B) and Ucp1 (C), Prdm16 (D), and Pgc-1a (E) in undifferentiated
and beige or white adipogenic (adipo-) differentiated adipocytes from iWAT were measured by real-time PCR and normalized to Sno234 (B) or
TBP (TATA box binding protein gene) (C–E). n 5 3–7 in each group, mean ± SD. *P < 0.05, **P < 0.01, ***P < 0.001, #P < 0.05 (one tail)
compared with day 0 undifferentiated cells. F: After 6 days of beige differentiation (diff), the cells were treated with b-agonists isoproterenol
(iso) (1 mmol/L) for 6 h or CL316243 (CL) (1 mmol/L) for 20 h. Representative blots showing protein levels of UCP1, n 5 3–4/group. d, days;
Un-diff, undifferentiated.
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on expression of mitochondrial genes, including Ucp1,
Cox8a, and Pgc-1a, in mature beige adipocytes. There-
fore, miR-130b likely acts on progenitor cells to impair
their capacity to differentiate to beige adipocytes, and
the effects on mitochondria respiration after beige adipo-
genic induction are likely due to decreased beige adipogenic
differentiation.

miR-130b/301b Reduces AMPKa1 Expression
miR-130b/301b is reported to directly target the 30-
untranslated region (30-UTR) of AMPKa1 (19). Concomi-
tant with increased expression of thermogenic markers as
shown in Fig. 1C–E, AMPK signaling was activated upon
beige differentiation of progenitors, evidenced by signifi-
cant increase in phosphorylation of ACC (P-ACC) (Fig. 4A).
In the iWAT adipose progenitor cells, overexpression of
miR-130b-3p and miR-301b-3p resulted in decreased abun-
dance of AMPKa1 protein (Fig. 4B). Similarly, following

induction of brown differentiation, abundance of AMPKa1
and downstream P-ACC were significantly decreased by
overexpression of miR-130b-3p and miR-301b-3p (Fig. 4C).
The capacity of miR-130b and miR-301b to directly sup-
press the 30-UTR of AMPK (Fig. 4D) was further demon-
strated by the significant suppression of the luciferase
reporter activity by miR-130b and miR-301b (Fig. 4E).

The effects of miR-130b and miR-301b during white
adipogenesis of iWAT progenitors were assessed. White adipo-
genic induction significantly increased P-ACC (Supplementary
Fig. 5A). Despite decreased AMPK activation (P-ACC)
(Supplementary Fig. 5B) and suppression of adiponectin
mRNA expression by miR-130b mimics (Supplementary
Fig. 5C), white adipogenic markers including Fabp4 and
C/EBPa were not altered by miR-130b or miR-301b over-
expression, whereas type 2 deiodinase (Dio2), a transcrip-
tional regulator of thermogenic genes (31), was significantly
suppressed by miR-130b and miR-301b (Supplementary

Figure 2—Role of miR-130b/301b in beige adipogenic differentiation of progenitor cells isolated from fat tissue. SVF cells were isolated
from iWAT from WT mice at the time of weaning and transfected with miR-130b-3p mimics, miR-301-3p mimics, or negative control.
Beige adipogenic differentiation was induced at 2 days after transfection. At 6 days after differentiation, oil red O staining of beige differen-
tiated cells (A), protein abundance of UCP1 (B), and Ucp1, Cox8a, Pgc-1a, Dio2, Adiponectin, PPARc2, and Perilipin A mRNAs (C) are
shown. Con, control. Mean ± SD, n5 3–4 in each group. *P < 0.05, **P< 0.01, ***P < 0.001 compared with negative control (�).
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Fig. 5C). These results suggest that miR-130b/301b are
not likely involved in white adipogenesis, at least in
progenitors from subcutaneous fat depot.

Mice Lacking miR-130b/301b Have Reduced Visceral
Fat and Improved Glucose Tolerance
Mice deficient in both miR-130b and miR-301b and the
WT littermates were produced by crossing of the male
and female miR-130b/301b heterozygous mice. Homo-
zygous null mutants were identified by the absence of
miR130b/301b gene cluster and lack of miRNA expres-
sion (data not shown). The miR-130b/301b null mice
(miR-130b/301b�/�) were viable and fertile with no obvi-
ous physical or behavioral abnormalities. The miR-130b/
301b�/� mice gained less weight compared with WT lit-
termates following a chow diet or 12 weeks on an HFD
(Fig. 5A). The miR-130b/301b�/� mice tended to have
less total body fat, but not lean mass, as measured with
EchoMRI (Fig. 5B). The percentage of visceral fat weight,
but not iWAT nor BAT, of miR-130b/301b�/� mice was
significantly lower compared with that of the WT litter-
mates after HFD or chow diet (Fig. 5C). In addition, the

miR-130b/301b�/� mice displayed modestly improved glu-
cose tolerance after HFD (Fig. 5D). Fasting blood insulin
concentration and insulin sensitivity index measured with
HOMA of insulin resistance were not significantly different
between KO and WT mice (Fig. 5E).

miR-130b/301b KO Mice Have Increased Beiging of
Subcutaneous iWAT Fat Depots and Increased
Capacity of Cold-Induced EE
Histologic examination of the brown fat (BAT), the eWAT,
and subcutaneous WAT (iWAT) in miR-130b/301b KO mice
following 12 weeks on HFD revealed smaller adipocyte size
and lipid droplets in iWAT compared with WT littermates
(Fig. 6A). There were no significant histological differences
in BAT or eWAT between the KO mice and WT littermates
(Fig. 6A). Histological staining in iWAT for UCP1 showed
that the smaller cells were positive for UCP1 expression
(Fig. 6B). Expression of UCP1 was significantly higher in
iWAT of miR-130b/301b KO mice compared with WT litter-
mates (Fig. 6C), consistent with the “beige-ing” of subcuta-
neous fat. PGC-1a protein was higher in iWAT of the miR-
130b/301b KO mice (approaching significance P 5 0.07)
(Fig. 6D). In addition, ablation of miR-130b/301b resulted
in increased AMPKa and P-ACC in iWAT of HFD-fed mice
compared with WT mice (Fig. 6D), indicating activation of
AMPK signaling. Consistently, mRNA expression of thermo-
genic markers, including Prdm16, Cox8b and Pgc-1a, was sig-
nificantly higher in iWAT of miR-130b/301b KO mice
(Fig. 6E).

For evaluation of the influence of miR-130b/301b on
whole-body energy homeostasis, EE was measured follow-
ing 10 weeks of an HFD at room temperature (21�C) and
at thermoneutrality (28�C), the temperature zone within
which there is almost no thermogenesis or heat produc-
tion (32). WT and KO mice displayed equivalent EE at
thermoneutrality 28�C, but KO mice tended to have
greater EE at 21�C (P 5 0.08) during the dark cycle
(Fig. 6F). The net increase between 28�C and 21�C was to
a significantly greater extent in KO mice during both dark
and light cycles (Fig. 6F), suggesting increased capacity
for thermogenic EE in response to cold stimulation.

DISCUSSION

Prior studies by our group (17,18) and others (13,20)
have revealed that the expression of miR-130b and miR-
301b is increased in human metabolic disorders, such as
obesity, dyslipidemia, and gestational diabetes mellitus, as
well as in animal models of obesity (19,20). In the current
study, combining in vitro and in vivo approaches using
primary adipose progenitor cells and genetically modified
mice, we show that miRs-130b/301b are important deter-
minants of beige adipocyte development and function.

The capacity of WAT progenitors to form mature, beige
adipocytes declines in obesity and diabetes (33,34). Our
studies of progenitor cells cultured from iWAT demon-
strate an inhibitory role for miR-130b/301b in beige

Figure 3—Role of miR-130b/301b inmitochondrial respiration in beige
adipogenic differentiated progenitor cells isolated from fat tissues. SVF
cells were isolated from iWAT from WT mice at the time of weaning.
The progenitor cells were transfected with miR-130b-3p mimics, miR-
301-3p mimics, or negative control (Con). Beige adipogenic differentia-
tion was induced at 2 days after transfection. At 3 days following beige
differentiation, OCRwasmeasured over time and after stress treatment
of Oligomycin (Oligo, 1 mmol/L), FCCP (1 mmol/L), and rotenone and
antimycin A (R/A) (0.5 mmol/L). Indices of baseline OCR, proton leak,
maximal respiration, and ATP production were calculated according
to altered OCR following the treatment. Mean ± SD, n 5 8 in each
group. *P< 0.05; **P< 0.01; ***P< 0.001.
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Figure 4—miR-130b/301b targets AMPKa expression in adipose progenitors from iWAT. SVF cells were isolated from inguinal white fat
fromWTmice at the time of weaning. A: Level of P-ACC following beige adipogenic (adipo-) differentiation (6 days). B: The progenitor cells
from iWAT of mice were transfected with miR-130b-3p mimics, miR-301b-3p mimics, or negative control (Con). Total (T-)AMPKa protein
level was measured at 2 days after transfection. C: Beige adipogenic differentiation was induced at 2 days after transfection of miR-130b-
3p mimics, miR-301b-3p mimics, or negative control. At 3 days following beige differentiation, total AMPKa and P-ACC (S79) levels were
shown. N 5 3–4. *P < 0.05; **P < 0.01. P < 0.05 by one-tail t test. D: Diagram of AMPKa1 30-UTR sequence targeted by miR-130b-3p
and miR-301b-3p. E: The iWAT progenitors were cotransfected with luciferase reporter plasmid containing the AMPK 30-UTR (position
1728–2226 [includes the miRNA binding sites]), with mimics of miR-130b-3p, miR-301b-3p, or miR-148a-3p. After 48 h, the firefly/Renilla
luciferase (Luc) activity was measured. Mean ± SD, n5 9–12 in each group. Same results were confirmed in repeated experiments. *P< 0.05.
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adipogenesis, particularly in the subcutaneous iWAT
depot. miR-130b-3p expression declined during beige
adipocyte differentiation, and also forced overexpres-
sion of miR-130b-3p or miR-301b-3p in iWAT progeni-
tor cells decreased the abundance of thermogenic Ucp1
and Dio2 expression, lipid formation, adiponectin, and
mitochondrial respiration. Despite decreased miR-130b-3p

following white adipocyte differentiation, overexpression of
miR-130b-3p or miR-301b-3p in iWAT progenitor cells did
not alter white adipogenic markers including Fabp4 and
C/EBPa. These findings imply that a decline in endoge-
nous miR-130b-3p or miR-301b-3p is required for iWAT
progenitor cells to develop into beige adipocytes but not
white adipocytes.

Figure 5—Metabolic characterization of miR-130b/301b KO mice following chow or HFD. miR-130b/301b KO and WT littermates (males)
were fed with HFD (45% kcal fat, 20% kcal protein, 35% kcal carbohydrate) or control diet (chow) at 5–6 week-old age. A: Weekly body
weight gain following HFD or chow feeding. B: Total body fat and lean mass of mice following HFD or chow diet for 12 weeks were mea-
sured with EchoMRI, and fat mass was normalized to body weight. C: The visceral fat, iWAT, and BAT fat mass percentage of body weight
after HFD or chow feeding. D: Glucose tolerance testing was performed after HFD for 10 weeks. Blood glucose levels during the glucose
tolerance test and the area under the curve are shown. AUC, area under the curve; IPGTT, intraperitoneal glucose tolerance test. E: Insulin
levels and glucose levels in the serum of the mice after 4 h fasting were measured. Insulin sensitivity index was calculated based on the
following equation: HOMA of insulin resistance (HOMA-IR) 5 (fasting plasma insulin × fasting plasma glucose) / 22.5. Mean ± SEM, n 5 7
WT-KO littermates pairs. *P< 0.05.
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We propose that the effects of miR-130b/301b on
beige adipogenesis are due to direct effects on the expression
of AMPKa in adipocyte precursors. AMPK is a central regula-
tor of energy metabolism, including brown fat development
and adipogenesis (8,22,35). AMPK activation demethylates
Prdm16 promoter (22), increases UCP1 expression, and in-
duces brown/beige adipogenesis in WAT (35,36). In

addition, AMPK activation induces expression of PGC-
1a, which plays a crucial role in mitochondrial biogene-
sis and regulating thermogenic gene expression (37).
Expression of AMPK is reduced in fat tissue of humans
with obesity (38), and miR-130b is known to target the 30-
UTR of AMPKa mRNAs (19–21). Here we confirmed
AMPKa1 as the direct target of miR-130b and miR-301b

Figure 6—Lack of miR-130b/301b decreased adipocyte size and increased UCP-1 level in iWAT and whole-body EE capacity. miR-130b/
301b KO and WT male littermates were fed with HFD (45% kcal from fat, 20% kcal protein, 35% kcal carbohydrate) at 5–6 weeks of age
for 12 weeks. A: Representative images of hematoxylin-eosin staining of BAT, eWAT, and iWAT in WT and KO groups. Bar graphs show
count of cell numbers of BAT, eWAT, and iWAT. B: Immunohistochemistry staining of UCP1 in iWAT of WT and KOmice with HFD feeding.
C and D: Proteins were extracted from iWAT tissues and subjected to Western blot analysis with antibodies for UCP-1, P-ACC (S79), total
ACC, AMPKa, PGC-1a, and b-actin. Representative blots and quantifications normalized to b-actin are presented. Mean ± SEM, n 5 7
WT-KO littermate pairs. E: Total RNAs were extracted from iWAT tissues, and mRNA expression of Prdm16, Pgc-1a, and Cox8b was mea-
sured by real-time PCR and normalized to TBP. Mean ± SEM, n 5 7 WT-KO littermate pairs. F: After HFD for 10 weeks, the mice were
placed in a metabolic cage for indirect calorimetry measurement (at 21�C). EE was measured again in the same mice at thermoneutrality
(28�C). EE normalized to lean mass at dark (left panel) and light (right panel) cycles measured at 28�C and 21�C and reduced EE (D, differ-
ence in EE measured at 21�C and 28�C ) are presented. Mean ± SEM, N5 7 WT-KO littermate pairs. *P< 0.05; **P< 0.01. T, total.
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in iWAT progenitor cells by luciferase reporter assay. We
demonstrated regulation of AMPKa and PGC-1a by
miR-130b-3p in the context of beige adipogenesis, as
overexpression of miR-130b-3p in iWAT progenitor cells
decreased the abundance of PGC-1a and AMPKa1 and
reduced AMPK activation concomitant with decreased
UCP1 abundance. In contrast, lack of miR-130b/301b
resulted in increased protein abundance of AMPKa
and PGC-1a in iWAT of mice. Thus, we propose that
miR-130b/301b plays a critical role in regulating the
AMPK/PGC-1a/mitochondrial biogenesis signaling net-
work during beige adipogenesis. Similar to AMPK, PGC-
1a is reported to be a direct target of miR-130b-3p (20).
PGC-1a expression can be regulated directly by miR-
130b, as well as downstream of AMPK. Overexpression of
miR-130b-3p in mature beige adipocytes did not impact ex-
pression of Ucp1, Cox8a, or Pgc-1a, suggesting that
miR-130b more likely acts early on progenitor cells to
impact their capacity to differentiate to beige adipo-
cytes and thermogenic function.

Thermogenic respiration by brown and beige adipo-
cytes contributes significantly to whole-body EE and
thereby affects fat storage and glucose homeostasis
(3,39). We show that mice lacking miR-130b/301b have
reduced adiposity and improved glucose tolerance on
an HFD. Also, miR-130b/301b deficiency increases ex-
pression of UCP-1 in iWAT consistent with activation
of thermogenesis. As chronic cold temperature (21�C)
triggers an increase in adaptive thermogenesis in mice
(40), the net increase in EE between 28�C and 21�C sug-
gests that deletion of miR-130b/301b in mice increased
the capacity for thermogenesis and EE in response to cold
stimulation. This phenotype aligns with the impaired beige
adipocyte differentiation of iWAT progenitors overexpress-
ing miR-130b/301b observed in vitro.

AMPK regulates lipid metabolism through P–acetyl-CoA
carboxylase (P-ACC), a bona fide substrate of AMPK (41),
which decreases de novo lipogenesis and increases fat oxi-
dation (42). Increased AMPK protein and P-ACC were ob-
served in iWAT of miR-130b/301b KO mice, indicating the
activation of AMPK. Along with increased UCP-1 and
mRNA expression of Prdm16, Pgc-1a, and Cox8b, those
findings explain the smaller iWAT lipid droplets, in-
creased EE, less obesity, and better glucose tolerance in
the miR-130b/301b KO mice. Interestingly, smaller adi-
pocyte size and lipid droplets was observed in iWAT
but not in BAT or eWAT of miR-130b/301b KO mice.
Unlike subcutaneous white fat tissue (iWAT), visceral
fat tissue (eWAT) exhibits lower browning capacity (43).
As expression of miR-130b is enriched in iWAT, it is plau-
sible that miR-130b/301b plays a unique role in determin-
ing beiging within subcutaneous fat. Lack of effect of
miR-130b/301b on brown fat may explain in part that
whole-body metabolic alteration by miR-130b/301b
deletion, such as decreased adiposity, with relatively
small impact on overall body weight.

As an miRNA cluster, miR-130b-3p and miR-301b-3p
both inhibit beige adipogenesis of iWAT progenitors, and
they both target and suppress AMPKa expression. How-
ever, different effects of miR-130b-3p and miR-301b-3p
on mitochondrial proteins and respiration were observed.
The lack of effect of miR-301b on suppressing PGC-1a ex-
pression can explain the distinction in effect on mito-
chondrial maximal respiration. The common and unique
mRNA targets of miR-130b and 301b allow them to play
regulatory roles in several components of a cellular pro-
cess within the same pathway to achieve more effective
biological function (44).

The strengths of the current study include the assess-
ment of miR-130b/301b function by combined in vivo
and in vitro approaches using genetic KO mice and pri-
mary progenitors. Results of both approaches are consis-
tent with proposed mechanisms. Given the homology
between miR-130b-3p and miR-301b-3p and likelihood
of coexpression, removing both from the genome for
our studies avoided the potential of one compensating
for the other. However, this made dissecting their po-
tential separate roles in vivo difficult. Additional limita-
tions of the current study are that only male mice were
studied and other tissues that could be affected by these
miRNAs were not examined. As there is a significant
amount of miR-130b in extracellular vesicles in circula-
tion (19) the major cell source remains unclear. Thus,
specific KO in local adipocytes may not prevent the ex-
tracellular uptake of miR-130b/301b. It was therefore
necessary to use global KO mice to delete miR-130b/
301b systemically and locally to observe the phenotype.
Future studies using tissue-specific KO mice targeting
the main source of miR-130b/301b and cell-cell interac-
tions are warranted.

In summary, the current study describes a new role of
miR-130b/301b in suppressing beige adipogenesis, in EE,
and affecting glucose homeostasis, particularly under con-
ditions of HFD. In so doing we have identified miR-130b
as a potential link between conditions such as diabetes and
obesity where miR-130b expression is increased (13,17,
18,20) and beiging of subcutaneous fat restrained (5,45).
miR-130b/301b now join other miRNAs, such as miR194a/
214 cluster (46), miR-133a (47), and miR-155 (48), also re-
ported to inhibit beige adipogenesis. Overall, given the rela-
tively high tissue distribution of miR-130b in iWAT, along
with an increase in iWAT adipocyte number in miR-130b
KO mice, together with reduction in fat mass and no
change in BAT, this suggests that miR-130b controls iWAT
beige rather than white adipogenesis. As a cluster of miR-
NAs dysregulated in metabolic diseases, miR-130b/301b is
therefore a potential therapeutic target to counter against
obesity and associated disorders.
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