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The reduction of insulin resistance or improvement of insulin sensitivity is the most effective treatment for type 2 diabetes (T2D). We previously reported that Nogo-B receptor
(NGBR), encoded by the NUS1 gene, is required for attenuating
hepatic lipogenesis by blocking nuclear translocation of liver X
receptor alpha, suggesting its important role in regulating hepatic lipid metabolism. Herein, we demonstrate that NGBR
expression was decreased in the liver of obesity-associated T2D
patients and db/db mice. NGBR knockout in mouse hepatocytes resulted in increased blood glucose, insulin resistance,
and beta-cell loss. High-fat diet (HFD)/streptozotocin (STZ)treated mice presented the T2D phenotype by showing
increased nonesteriﬁed fatty acid (NEFA) and triglyceride (TG)
in the liver and plasma and increased insulin resistance and
beta-cell loss. AAV-mediated NGBR overexpression in the liver
reduced NEFA and TG in the liver and circulation and
improved liver functions. Consequently, HFD/STZ-treated
mice with hepatic NGBR overexpression had increased insulin sensitivity and reduced beta-cell loss. Mechanistically,
NGBR overexpression restored insulin signaling of AMPKα1dependent phosphorylation of AKT and GSK3β. NGBR overexpression also reduced expression of endoplasmic reticulum
stress-associated genes in the liver and skeletal muscle to
improve insulin sensitivity. Together, our results reveal that
NGBR is required to ameliorate T2D in mice, providing new
insight into the role of hepatic NGBR in insulin sensitivity and
T2D treatment.

Diabetes mellitus is a chronic, progressive disease characterized by elevated blood glucose levels. Blood glucose control,
the objective of diabetes treatment, is important to reduce the
progression of diabetic complications. The majority of patients
with diabetes are affected by type 2 diabetes (T2D), which
results from the body’s ineffective use of insulin (1). Therefore,
it is crucial for T2D to reduce insulin resistance or improve
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insulin sensitivity. The liver plays a central role in coordinating
the whole-body metabolism. The increasing evidence suggests
that hepatic insulin resistance is sufﬁcient to induce several
components of insulin resistance syndromes (2).
Nonalcoholic fatty liver disease (NAFLD) is one of the most
common chronic liver diseases. A strong association between
lipid accumulation and T2D has been demonstrated (3). More
than 70% of T2D patients have NAFLD while almost all
nonalcoholic steatohepatitis patients exhibit insulin resistance
independently of bodyweight (4), because the excessive hepatic
lipid in turn enhances insulin resistance and evidence is
growing that beta-cell function is impaired through lipotoxicity (5).
The reticulon-4 (RTN4), also known as neurite outgrowth
inhibitor or Nogo, includes three isoforms (Nogo-A, B, C) by
alternative promoter usage and splicing. NGBR was initially
identiﬁed as a putative receptor for binding Nogo-B in endothelial cells, and binding of Nogo-B to NGBR can lead to
endothelial cell proliferation/vascular remodeling and angiogenesis during development (6). NGBR is a transmembrane
receptor that contains a conserved hydrophobic pocket, which
regulates membrane localization of the prenylated protein. It
also promotes the membrane accumulation of Ras by directly
binding the prenylated Ras at the plasma membrane, resulting
in promoting growth factors-stimulated tyrosine kinase pathways (7). Our previous study demonstrated that NGBR
expression is decreased in human fatty liver tissue (8).
Consistently, NGBR deﬁciency in mouse liver results in
remarkable lipid accumulation, indicating that loss of NGBR
may be a potential trigger for inducing hepatic steatosis.
Indeed, our study further demonstrated that NGBR deﬁciency
impairs the activation of adenosine monophosphate-activated
protein kinase alpha (AMPKα) and promotes the nuclear
translocation of liver X receptor alpha (LXRα), a nuclear receptor of activating fatty acid synthesis. In contrast, activation
of AMPKα by metformin, the ﬁrst-line medicine used for T2D
treatment, blocks NGBR deﬁciency-induced LXRα activation
and hepatic lipid accumulation, suggesting that NGBRAMPKα pathway is required for blocking LXRα nuclear
translocation and LXRα-mediated lipogenesis (8).
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Figure 1. Reduced NGBR expression in the liver is associated with insulin resistance and loss of pancreatic beta-cells. A, NGBR transcript level is
decreased in T2D obese patients. The data is generated from NCBI gene expression omnibus database (GEO access: GSE15653) *p < 0.05. n = 4 (Obesity
without T2D group), n = 6 (Obesity with T2D group). B and C, expression of NGBR mRNA and protein in the liver of wild-type and db/db mice was
determined by qPCR and western blot analysis. *p < 0.05, n = 6. D, NGBRﬂ/ﬂ and NGBRhepKO mice at 12-week-old were randomly divided into two groups
(n = 6). Blood glucose levels were determined after 12 h fasting. *p < 0.05, n = 6. E, glucose tolerance test (GTT): blood glucose levels were determined at
the indicated time points after i.p. injection of glucose (0.5 g/kg bodyweight). §p < 0.05, n = 6. F, insulin tolerance test (ITT): the mice were preadministrated
glucose (0.5 g/kg bodyweight) for 2 h after 12-h fasting, then blood glucose levels were determined at the indicated time points after i.p. injection of insulin
(1 U/kg bodyweight). §p < 0.05, n = 6. G and H, NGBRﬂ/ﬂ and NGBRhepKO mice at 8-week-old were fed high-fat diet (HFD) for 20 weeks. Bodyweight and
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As shown in our previous study (8), NGBR hepatic-speciﬁc
knockout mice have substantial increase of nonesteriﬁed fatty
acid (NEFA) levels in the liver and plasma, which may affect
insulin sensitivity. Herein, we further elucidated the pathophysiological role of NGBR in regulating insulin resistance in
the context of T2D. To mimic the process of T2D in humans,
we chose a mouse T2D model by high-fat diet (HFD) feeding
and repeated injection of streptozotocin (STZ) at a low dose,
which has been used in many studies (9, 10). In the early stage
of T2D, the mass of beta cells expands, increasing insulin
production to compensate for insulin insensitivity, which can
be aggravated by HFD (11). Along with the development of
T2D, the increased fatty acids in the beta cells can activate
FOXO1, resulting in enhanced apoptosis of the beta cells (12).
STZ is a naturally occurring alkylating antineoplastic agent
that is particularly toxic to the insulin-producing beta cells of
the pancreas in mammals. However, such kind of the beta-cell
loss caused by STZ in mice is severer than humans and
consistent with what happens to patients with the advanced
stage of T2D (13, 14). Thus, repeated STZ injection plus HFD
feeding has been suggested to be used for establishing the T2D
animal model (9, 10).
In this study, we used this T2D mouse model to determine
the effects of NGBR overexpression on insulin resistance and
demonstrated that liver NGBR could be required for maintaining insulin sensitivity and preventing T2D development.

Results
Reduced NGBR expression in the liver is associated with
insulin resistance
We searched the NCBI gene expression omnibus database
(GEO access: GSE15653) and found that NGBR transcript
level in the liver is decreased in obese-T2D patients as
compared with non-T2D subjects (Fig. 1A). We further used
quantitative real-time RT-PCR (qPCR) and western blot to
determine NGBR transcript and protein levels in db/db mouse
liver. Similarly, NGBR expression in db/db mouse liver is
signiﬁcantly decreased compared with normal controls (Fig. 1,
B and C). These preliminary data suggest that NGBR may play
an important role in T2D development. To test this hypothesis, we ﬁrst examined the plasma glucose level in NGBR
ﬂoxed littermate control (NGBRﬂ/ﬂ) and NGBR hepatocytespeciﬁc knockout (NGBRhepKO) mice under fasting conditions. As shown in Figure 1D, loss of NGBR expression in
hepatocytes resulted in 40% increase in blood glucose level.
Furthermore, glucose tolerance test (GTT) and insulin tolerance test (ITT) results revealed that severe insulin resistance
occurred to NGBRhepKO mice (Fig. 1, E and F), the animals
have hepatic steatosis due to activated LXRα-mediated fatty
acid synthesis (8). With HFD feeding, NGBRhepKO mice
showed increased bodyweight (Fig. 1G) and blood glucose
levels (15.5 mM, Fig. 1H). The mice also showed decreased

plasma insulin and C-peptide levels (Fig. 1I). Correspondingly,
the decreased insulin-positive beta-cell mass was determined
in the pancreases of NGBRhepKO mice (Fig. 1, J and K).
Interestingly, NGBRhepKO mice also showed increased tumor
necrosis factor α (TNFα) and interleukin 1β (IL1β) mRNA
levels in the liver (Fig. S1). These data strongly suggest that
reduced NGBR expression in the liver may be one of the major
contributors to the etiology of T2D by reducing insulin production and inducing chronic inﬂammation.
Overexpression of hepatic NGBR attenuates HFD-induced
hepatic lipid accumulation
Next, we used HFD/STZ mouse diabetes model to determine the effect of NGBR overexpression on insulin resistance.
Mice were fed HFD for 4 weeks and then i.p. injected STZ for
seven consecutive days. Seven days after the ﬁrst STZ injection, blood glucose reached 15 mM. Two weeks later, mice
with high blood glucose were further divided into two groups
and i.v. injected empty adeno-associated virus (AAV9) vector
(AAV9-GFP, this group was named as T2D group) or AAV9carrying NGBR gene (AAV9-NGBR, this group was named as
T2D+NGBR group), and continued HFD feeding for another
6 weeks (Fig. 2A). At the end of study, we found that NGBR
expression in T2D mouse liver was moderately decreased
(Fig. 2, B and C), which is consistent with the results in db/db
mice (Fig. 1, B and C). It also implies the link between liver
NGBR expression and T2D.
Although Nogo-B has been considered as a putative ligand
for NGBR binding, we determined that NGBR overexpression
had little effect on Nogo-B expression in the liver (Fig. 2C).
Reciprocally, NGBR deﬁciency had no effect on hepatic NogoB protein level and secretion in vitro and in vivo either
(Fig. S2), indicating they might be independent molecules and
have no interaction except in endothelial cells (6, 15). In T2D
group, the palpable color of liver (Fig. 2D) and the presence of
vacuoles in H&E staining sections (Fig. 2E) were determined,
indicating the HFD feeding results in severe lipid accumulation. The Oil Red O staining and Nile Red staining further
conﬁrm the increased lipid accumulation and lipid droplets
formed in the liver of T2D group (Fig. 2, F and G). The levels
of NEFA and triglyceride (TG) were signiﬁcantly increased in
the liver of T2D mice as compared with nondiabetic mice
[negative control (NC) group: wild-type mice were fed standard chow] (left halves of Fig. 2, H and I).
Compared with T2D group, infection of AAV9-NGBR
substantially increased NGBR expression in the liver (Fig. 2,
B and C). However, the levels of Ngbr mRNA in other tissues
such as epididymal white adipose tissue (eWAT), skeletal
muscle, and pancreas were not changed (Fig. S3), conﬁrming
the selective NGBR overexpression in the liver by AAV9mediated gene delivery. Compared with NC group, STZ
injection decreased mouse bodyweight but had little effect on

blood glucose were determined at the indicated time points. §p < 0.05, n = 6. I–K, 8-week-old mice were fed HFD for 4 weeks. Plasma was collected and
levels of insulin and C-peptide were determined by ELISA kits (I). The mass of beta cells in the pancreas was determined by immunohistochemistry staining
of the tissue sections with anti-insulin antibody, followed by quantitative analysis of the ratio of beta-cell area to pancreatic tissue area (J and K). Scale bar:
200 μm (J). *p < 0.05, n = 6.
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Figure 2. Overexpression of hepatic NGBR attenuates high-fat diet (HFD)/streptozotocin (STZ)-induced hepatic lipid accumulation. A, experimental
design: male C57BL/6 mice at 5-week-old were randomly divided in two groups and fed normal chow or HFD. Four weeks later, HFD-fed mice were fasted
for 6 h and then i.p. injected STZ (50 mg day−1 kg−1 bodyweight) daily for seven consecutive days. Normal chow-fed mice were injected same volume of
vehicle (citrate buffer) and used as negative control (NC). After conﬁrming onset of diabetes (3 weeks after the ﬁrst STZ injection), STZ-injected mice were
further randomly divided into two groups, followed by i.v. injection of adeno-associated virus 9 (AAV9)-GFP or AAV9-NGBR once at a dose of 1 ×
1012 vg/mouse, and named as T2D group and T2D+NGBR group, respectively. B–J, at the end of experiment, mouse liver samples were used to conduct the
following assays. Hepatic Ngbr mRNA was determined by qPCR (B). NGBR and Nogo-B protein expression was determined by western blot (C). Liver
photograph (D). H&E, Oil red O, and Nile red staining of liver frozen sections (E–G). Black arrows indicate the vacuoles of lipid droplets (E). Scale bar:
100 μm (E and G), 200 μm (F). Hepatic nonesteriﬁed fatty acid (NEFA) and triglyceride (TG) levels were determined with total lipid extract from a piece of
liver using corresponding assay kits and normalized to liver protein content (H and I). mRNA expression proﬁles in NC, T2D, and T2D+NGBR mouse liver
including genes related to fatty acid synthesis: sterol regulatory element binding transcription factor 1 (Srebf1), acetyl-CoA carboxylase 1 (Acc1) and fatty
acid synthase (Fasn), and TG synthesis: glycerol kinase (Gk) and diacylglycerol acyltransferase (Dgat), were determined by qPCR (J). *p < 0.05 versus NC; †p <
0.05 versus T2D. n = 5 (NC group), n = 7 (T2D or T2D+NGBR group).

food intake (Fig. S4). In addition, both bodyweight and food
intake were similar between mice in T2D+NGBR and T2D
groups during the treatment. Interestingly, high expressing
NGBR reduced accumulation of NEFA and TG in the liver
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(Fig. 2, H and I), which were associated with reduced serum
TG and NEFA levels (Table 1). The color of the liver of mice
receiving AAV9-NGBR infection (T2D+NGBR group) was
similar to that appeared in negative control group (NC)

NGBR activates insulin pathway
Table 1
High expressing NGBR ameliorates diabetes-induced metabolic disorders
Group
Parameter
Triglyceride (TG) (mM)
Nonesteriﬁed fatty acid (NEFA) (μM)
Alkaline phosphatase (ALP) (U/l)
Aspartate aminotransferase (AST) (U/l)
Alanine aminotransferase (ALT) (U/l)
Total bilirubin (TBIL) (μM)
Blood urea nitrogen (BUN) (mM)

NC
1.43
341.14
57.97
175.91
36.17
1.13
8.06

±
±
±
±
±
±
±

T2D
0.32
83.12
7.86
23.3
4.26
0.2
0.48

3.24
863.56
86.5
343.89
207.98
2.14
7.27

±
±
±
±
±
±
±

0.8a
430.5a
15.21
74.58a
65.23a
0.46a
0.58

T2D+NGBR
2.23
598.78
82.68
231.63
123.46
1.28
6.54

±
±
±
±
±
±
±

0.46b
150.89b
5.48
13.2b
15.26b
0.51b
0.49

At the end of treatment as indicated in Figure 2A, mouse serum samples were prepared and used to complete biochemical analysis. Data are expressed as mean ± SD (n = 5, NC
group; n = 7 for other two groups).
a
p < 0.05 versus NC.
b
p < 0.05 versus T2D.

(Fig. 2D). The liver in T2D+NGBR group has reduced number
of vacuoles with much smaller size in H&E staining, less lipid
accumulation in Oil Red O staining, and fewer lipid droplets
formed in Nile Red staining as compared with the liver in T2D
group (Fig. 2, E–G). As shown in Table 1, HFD feeding
increased levels of alkaline phosphatase (ALP), aspartate
aminotransferase (AST), alanine aminotransferase (ALT), and
total bilirubin (TBIL), which are indicators of liver functional
injuries. AAV9-mediated NGBR overexpression also improved
liver functions by decreasing levels of AST, ALT, and TBIL.
Mechanistically, AAV9-NGBR attenuated the HFD-induced
expression of the genes involved in fatty acid synthesis, such
as sterol regulatory element binding transcription factor 1
(Srebf1), acetyl-CoA carboxylase 1 (Acc1), and fatty acid synthase (Fasn); and the genes for TG synthesis, such as glycerol
kinase (Gk) and diacylglycerol acyltransferase (Dgat) (Fig. 2J).
These data further demonstrate that NGBR expression in the
liver is essential for attenuating hepatic steatosis.
Overexpression of NGBR in the liver improves insulin
sensitivity
Meanwhile, we determined the effects of NGBR overexpression on glucose homeostasis and insulin sensitivity in
the liver. T2D is associated with high fasting plasma glucose
and insulin levels. Indeed, compared with nondiabetic mice
(NC group), levels of fasting serum insulin, C-peptide, and
glucose were signiﬁcantly increased in T2D group (Fig. 3,
A–C). In contrast, NGBR overexpression in the liver substantially reduced them (Fig. 3, A–C). To further assess the
effects of NGBR overexpression on whole-body glucose
homeostasis and insulin resistance, we performed ITT and
GTT. Compared with T2D group, we observed decreases in
blood glucose levels 30 min after glucose injection (for ITT)
and 30 to 60 min after insulin injection (for GTT), as well as
AUC for glucose in T2D+NGBR group, which may reﬂect an
increase in insulin sensitivity in mouse liver by NGBR overexpression (Fig. 3, D and E). Taken together, the results in
Figure 3, A–E suggest that AAV-mediated NGBR overexpression in the liver ameliorates HFD/STZ-induced glucose
intolerance and insulin resistance.
As shown in Figure 1, J and K, lack of NGBR expression in
the liver reduced insulin-positive beta-cell mass in mouse
pancreas. Accordingly, we examined whether hepatic NGBR

overexpression can protect islet against damage or beta-cell
loss occurring to the diabetic animal model. Compared with
nondiabetic mice, the results of glucagon and insulin immunoﬂuorescent staining in Figure 3F demonstrated reduced islet
size and increased pancreatic alpha cells in pancreases of
diabetic mice, indicating severe damage to islets occurs.
However, NGBR overexpression prevented reduction of islets
size, loss of beta cells, and inﬁltration of alpha cells (Fig. 3F). In
addition, the number of apoptotic beta cells determined by
TUNEL staining was decreased in T2D+NGBR group (Fig. 3F),
indicating that hepatic NGBR overexpression can also protect
against beta-cell apoptosis in T2D. As a negative regulator of
hepatic fatty acid synthesis (8), NGBR overexpression in the
liver may contribute to improved beta cells by reducing
circulating NEFA levels.
NGBR regulates hepatocyte insulin sensitivity through insulin
signaling, AMPK axis
Insulin activates insulin receptors mainly by activating
AKT/PKB and PKCζ cascades (16, 17). Activated AKT induces
glycogen synthesis through inhibition of GSK3β by phosphorylating it. To unveil the mechanisms by which NGBR
enhances insulin sensitivity, we knocked down NGBR
expression in HepG2 cells and primary hepatocytes by transfecting cells with NGBR siRNA and then treated cells with
insulin. We found that reduced NGBR expression led to
decreased phosphorylated AKT (p-AKT) at the basal level in
HepG2 cells (Fig. 4A, lane 4 versus 1), and primary hepatocytes
isolated from wild-type mice (Fig. S5). Furthermore, we found
the insulin-stimulated phosphorylation of AKT and GSK3β
(p-GSK3β) were also decreased in siNGBR-transfected cells
(Fig. 4A, lane 2/3 versus 5/6, respectively), indicating that
NGBR should be involved in regulating insulin sensitivity. To
investigate if NGBR also affects insulin sensitivity in the
insulin-resistant state, we treated cells with glucosamine hydrochloride (Glcn), a precursor of the hexosamine biosynthetic
pathway (HBP), which can mimic the high-glucose-induced
insulin resistance at the cellular level (18–20). After Glcn
treatment, phosphorylation of AKT was decreased (Fig. 4B,
lane 4 versus 1), which was reversed by NGBR overexpression
(Fig. 4B, lane 7 versus 4 and 1). In addition, the effects of insulin on induction of phosphorylation of AKT or GSK3β were
impaired by Glcn (Fig. 4B, lane 5 or 6 versus 2 or 3), and the
J. Biol. Chem. (2021) 296 100624
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Figure 3. Overexpression of hepatic NGBR improves insulin sensitivity. A and B, at the end of experiment as indicated in Figure 2A, mouse blood
samples were collected and determined serum insulin and C-peptide levels by ELISA. C–E, the experimental design is shown in Figure 2A. After viral injection, fasting blood glucose was determined weekly (C), and insulin tolerance test (ITT) (D) or glucose tolerance test (GTT) (E) was performed 9 or 5 days
before the end of experiment as follows: the 4-h fasted mice were i.p. injected insulin (1 U/kg bodyweight) for ITT, while the 12-h fasted mice were oral
administrated glucose solution (0.5 g/kg bodyweight) for GTT. Blood glucose levels were determined at the indicated time points after insulin or glucose
administration with quantitation of area under curve (AUC). F, parafﬁn sections prepared from pancreas samples of mice used in Figure 2A were conducted
immunoﬂuorescent staining with anti-glucagon (green) or insulin (red) antibody, and TUNEL staining respectively. White arrows indicate apoptotic cells.
Scale bar: 100 μm. *p < 0.05 versus NC; §p < 0.05 versus T2D. n = 5 (NC group), n = 7 (T2D or T2D+NGBR group).

Glcn-caused impairment was blocked by NGBR overexpression (Fig. 4B, lane 8 or 9 versus 5 or 6).
AMPK is an important sensor for cellular energy balance by
regulating a wide array of physiological events including hyperglycemia and insulin sensitivity (21). To further assess the
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role of AMPK in NGBR-improved insulin sensitivity, we
established an AMPKα1 knockout (AMPKα1−/−) HepG2 cell
line and determined that AMPKα1 knockout decreased
phosphorylation of AMPK target genes, such as ACC and
Raptor (Fig. S6A). We also found that insulin-stimulated

NGBR activates insulin pathway

Figure 4. NGBR regulates insulin sensitivity through insulin signaling, adenosine monophosphate-activated protein kinase (AMPK) axis, and
inhibiting mTOR in HepG2 cells. A and C, HepG2 cells (A) or HepG2-Ctrl cells and HepG2-AMPKα1−/− cells (C) in 6-well plates were transfected with
scrambled siRNA (siCtrl, 50 nM) or NGBR siRNA (siNGBR, 50 nM) for 24 h. Cells were then treated with insulin at the indicated concentrations for 30 min. B
and D, HepG2 cells (B) or HepG2-Ctrl cells and AMPKα1−/− cells (D) in 6-well plates were transfected with NGBR expression vector (pIRES-NGBR, 1 μg/well) or
empty vector (pIRES-neo, 1 μg/well) for 12 h. Cells were then pretreated with glucosamine hydrochloride (Glcn) (18 mM) for 18 h, followed by insulin
treatment for 30 min at the indicated concentrations. E, HepG2 cells in 6-well plates were transfected with scrambled siRNA (siCtrl, 50 nM) or NGBR siRNA
(siNGBR, 50 nM) for 24 h. Cells were then treated with insulin (25 nM) for 30 min. F, HepG2 cells in 6-well plates were transfected with NGBR expression
vector (pIRES-NGBR, 1 μg/well) or empty vector (pIRES-neo, 1 μg/well) for 12 h. Cells were then treated with insulin (25 nM) for 30 min. Expression of
indicated proteins was determined by western blot. *p < 0.05 versus lane 1, siCtrl or pIRES-neo; †p < 0.05 versus lane 2, siNGBR or pIRES-NGBR; ‡p < 0.05
versus lane 3; §p < 0.05 versus lane 4; @p < 0.05 versus lane 5; %p < 0.05 versus lane 6. n = 3.
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especially SKIP expression, which may beneﬁt the restoration
of Glcn-impaired AKT phosphorylation (Fig. 4B).

phosphorylation of AKT or GSK3β was decreased in
AMPKα1−/− HepG2 cells. Inhibition of NGBR expression by
siRNA further reduced both p-AKT and p-GSK3β (Fig. 4C), as
well as p-AMPKα1 and p-IRS1 (Fig. S6B).
Next, we investigated the effect of NGBR overexpression on
Glcn-impaired insulin signaling in both control and
AMPKα1−/− HepG2 cells. In the insulin-treated HepG2 control cells, NGBR overexpression restored Glcn-impaired pAKT (left halves, Fig. 4D). In contrast, NGBR overexpression
cannot restore Glcn-impaired p-AKT in insulin-treated
AMPKα1−/− HepG2 cells. These results suggest that NGBR
regulates insulin signaling via AMPKα1.
mTOR (mechanistic target of rapamycin) is a key mediator
of the insulin signaling pathway (22). We found that reduced
NGBR expression led to increase of mTOR phosphorylation in
HepG2 cells with or without insulin treatment (Fig. 4E).
Reciprocally, NGBR overexpression reduced mTOR phosphorylation (Fig. 4F). These results suggest that reduced
mTOR phosphorylation may contribute to NGBR-enhanced
insulin signaling.

In the liver, insulin resistance can increase gluconeogenesis
while reducing glycogen synthesis (31). Accumulation of
glycogen in the liver can be determined by PAS staining (32). As
shown in Figure 6A, AAV9-NGBR clearly induced the accumulation of hepatic glycogen content occurring to the liver of
T2D group. It also increased phosphorylation of AKT and
GSK3β in the liver of T2D+NgBR group (Fig. 6B), suggesting
improvement of insulin sensitivity by NGBR overexpression.
Next, we investigated the effects of NGBR on ER stress in
mouse liver. High expressing NGBR reduced expression of
Aft6 and PERK, the two ER stress-associated genes. Consequently, expression of their downstream genes (Atf4, Xbp1s,
and Skip) and phosphorylation of EIF2α were reduced by
NGBR overexpression (Fig. 6, C and D).

NGBR sensitizes insulin actions by improving endoplasmic
reticulum (ER) stress

Improved systematic insulin sensitivity in HFD/STZ-AAV9NGBR mice

Glcn- or high-glucose-induced ER stress contributes to
insulin resistance (23, 24). To investigate the role of NGBR
in regulating ER stress, we ﬁrst knocked down NGBR
expression in HepG2 cells by NGBR siRNA and determined
the effect of reduced NGBR on expression of ER stressrelated genes. NGBR knockdown substantially increased
mRNA and protein levels of binding immunoglobulin protein (BIP) (Fig. 5, A and C) as well as mRNA of DNAdamage inducible transcript 3 (CHOP) (Fig. 5C), indicating
that reduction of NGBR expression may cause unfolded
protein response (UPR). UPR is initiated by three ER
transmembrane proteins: inositol-requiring enzyme 1α
(IRE1α), pancreatic endoplasmic reticulum kinase (PERK),
and activating transcription factor 6 (ATF6) (25, 26). We
found that PERK protein (Fig. 5A) and mRNA of IRE1α and
ATF6 were increased in NGBR knockdown HepG2 cells
(Fig. 5C). The IRE1α RNase can excise a 26-nt intron from
X-box binding protein 1 (XBP1) mRNA, which is then
translated into XBP1s protein (27, 28). XBP1 translocates
into nucleus and activates transcription of many genes that
augment ER size and functions (29). PERK phosphorylates
eukaryotic initiation factor 2 alpha (EIF2α) followed by
activating transcription factor 4 (ATF4) activation (30).
Consistently, we found that phosphorylated EIF2α (p-EIF2α,
Fig. 5A) and mRNA levels of XBP1s and ATF4 (Fig. 5C)
were increased by NGBR siRNA.
Next, we determined if NGBR overexpression can attenuate
Glcn-induced ER stress in HepG2 cells. Figure 5, B and D show
Glcn-induced expression of BIP, PERK, p-EIF2α at protein
levels and of ATF4, ATF6, XBP1s, IRE1α, BIP, CHOP, skeletal
muscle and kidney-enriched inositol polyphosphate phosphatase (SKIP) at mRNA levels. High expressing NGBR reduced
Glcn-induced expression of these genes (Fig. 5, B and D),

The reduction of blood glucose and serum NEFA levels
(Fig. 3C, Table 1) implies improved insulin actions in
AAV9-NGBR mice. Besides the liver, obesity-associated
exposure of skeletal muscle to elevated NEFA can also
contribute to insulin resistance (33). Indeed, compared with
nondiabetic mice, phosphorylation of AKT and GSK3β in
skeletal muscle were substantially reduced in T2D group,
but they were restored to normal by hepatic NGBR overexpression (T2D+NGBR group) although NGBR expression
in skeletal muscle was slightly affected (Fig. 7A). In addition,
diabetes-induced expression of ER stress-related genes in
skeletal muscle was also decreased in hepatic NGBR overexpressing mice (Fig. 7B).
Mitochondria is critical to maintaining normal skeletal
muscle functions. Peroxisome proliferator-activated receptor
γ coactivator 1α (PGC1α) functions as a master regulator of
mitochondrial biogenesis by regulating expression of genes
for mitochondrial fusion (34). Sirtuin 1 (SIRT1) is also
involved in regulating expression of genes for mitochondrial
functions (35). Both Pgc1α and Sirt1 were decreased by
diabetes, but the decreases were abolished by hepatic NGBR
overexpression (Fig. 7C). Mitochondrial fusion is regulated
by the outer membrane fusion proteins mitofusin 1/2
(MFN1/2) and the inner membrane fusion protein optic
atrophy 1 (OPA1). Although NGBR overexpression in the
liver had little effect on Opa1 in skeletal muscle, it increased
Mfn2 expression (Fig. 7C). Mitochondrial ﬁssion is also
related to the etiology of T2D (36). Although liver NGBR
overexpression had little effect on Parkin, it decreased
expression of ﬁssion-related protein, such as dynaminrelated protein 1 (Drp1), mitochondrial ﬁssion 1 (Fis1),
mitochondrial ﬁssion factor (Mff), and PTEN-induced putative kinase 1 (Pink1) (Fig. 7D).
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NGBR overexpression in the liver increases AKT
phosphorylation and abolishes HFD/STZ-induced expression
of ER stress-related genes

NGBR activates insulin pathway

Figure 5. NGBR sensitizes insulin actions by improving endoplasmic reticulum stress. A and C, HepG2 cells in 6-well plates were transfected with
scrambled siRNA or NGBR siRNA (siCtrl or siNGBR, 50 nM) for 24 h. B and D, HepG2 cells in 6-well plates were transfected with NGBR expression or empty
vector (pIRES-NGBR or pIRES-neo, 1 μg/well) for 12 h, followed by glucosamine hydrochloride (Glcn) treatment for 18 h. Expressions of binding immunoglobulin protein (BIP), pancreatic endoplasmic reticulum kinase (PERK), phosphorylated eukaryotic initiation factor 2 alpha (p-EIF2α), EIF2α and NGBR
protein (A and B) and expression of activating transcription factor 4/6 (ATF4/6), X-box binding protein 1 (XBP1s), inositol-requiring enzyme 1α (IRE1α), BIP,
DNA-damage inducible transcript 3 (CHOP), and skeletal muscle and kidney-enriched inositol polyphosphate phosphatase (SKIP) mRNA (C and D) were
determined by western blot and qPCR, respectively. *p < 0.05 versus siCtrl or pIRES-neo; †p < 0.05 versus pIRES-neo plus Glcn treatment, n = 3.

Discussion
In this study, we elucidated previously unrecognized functions of NGBR in enhancing insulin sensitivity and alleviating
T2D. Our study demonstrates that loss of NGBR reduced

insulin sensitivity while NGBR overexpression restored the
impaired insulin sensitivity caused by HFD/STZ in vivo and
Glcn in vitro. In addition, NGBR depletion increased expression of ER stress-related genes while its overexpression
J. Biol. Chem. (2021) 296 100624
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Figure 6. Hepatic NGBR overexpression activates AKT phosphorylation and abolishes HFD/STZ-induced expression of endoplasmic reticulum
stress-related genes. The following assays were completed with liver samples collected from mice used in Figure 2A. A, PAS staining with liver parafﬁn
sections. Scale bar: 100 μm. B and D, expression of p-AKT, AKT, p-GSK3β, and GSK3β protein (B). Expressions of pancreatic endoplasmic reticulum kinase
(PERK), binding immunoglobulin protein (BIP), phosphorylated eukaryotic initiation factor 2 alpha (p-EIF2α), EIF2α and β-actin protein (D) were determined
by western blot. C, expressions of activating transcription factor 4/6 (Atf4/6), X-box binding protein 1 (Xbp1s) and skeletal muscle and kidney-enriched
inositol polyphosphate phosphatase (Skip) mRNA were determined by qPCR. *p < 0.05 versus NC; †p < 0.05 versus T2D; n = 5 (NC group) and
n = 7 (T2D or T2D+NGBR group).

reduced Glcn-induced expression of these ER stress-associated
genes. In vivo, liver NGBR overexpression ameliorated T2D by
regulating expression of genes related to fatty acid synthesis,
metabolism, and ER stress. Taken together, these ﬁndings
suggest that increasing NGBR expression in the liver may be a
potential strategy for T2D treatment.
T2D is caused by chronic insulin resistance and progressive
decline in beta-cell function (37, 38). Optimal beta-cell function and mass are essential for glucose homeostasis while the
beta-cell impairment leads to the development of diabetes
(39, 40). Many studies have demonstrated that NEFA is one of
the important links between obesity, insulin resistance, and
T2D (41, 42). The elevated levels of circulating NEFA may
increase the incidence of T2D (43). The chronic increase of
circulating NEFA levels will reduce beta-cell functions and
cause its apoptosis (lipotoxicity) and consequently aggravate
the development of T2D (44). Therefore, reduction of elevated
plasma NEFA levels might be an important therapeutic
approach for T2D treatment. We previously demonstrated
that NGBR deﬁciency in the liver increases hepatic fatty acids
accumulation and plasma NEFA levels (8), suggesting that
NGBR deﬁciency may be involved in lipotoxicity-caused insulin resistance/T2D. As shown in Figure 1, J and K, we
observed the loss of beta cells in NGBRhepKO mice compared
with the littermate control mice by HFD feeding. Reciprocally,
NGBR overexpression in the liver reduced circulating NEFA
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levels in diabetic mice (Table 1), which may be another
contributor to the protective effects of hepatic NGBR overexpression on islets. In addition, both glucose and inﬂammatory factors can induce beta-cell apoptosis. Glucose is the key
physiological regulator of insulin secretion. Long-term adaptation of beta cells to conditions of increased demand of
glucose may be triggered by hyperglycemic excursions. These
excursions elicit beta-cell production of IL1 and other inﬂammatory factors (45, 46). As shown in Figure 1H, we
observed the increased blood glucose in NGBRhepKO mice by
HFD feeding, which was accompanied by increased TNFα and
IL1β expression in the liver (Fig. S1). Indeed, the islet in
pancreases of HFD/STZ mice receiving AAV9-NGBR infection exhibited normal distribution with a large insulin-positive
cell core surrounded by a mantle of alpha cells, which differed
from the disorganized islet architecture observed in pancreases
of HFD/STZ mice receiving control AAV infection (Fig. 3F). It
also clearly indicates that preserving hepatic NGBR expression
can prevent the loss of beta cells in HFD/STZ mice (Fig. 3F).
Consistently, the increased fasting serum insulin and C-peptide levels in diabetic mice were substantially reduced by hepatic NGBR overexpression (Fig. 3, A and B).
ER stress is also involved in the development of insulin
resistance and progression to T2D (47). This response is linked
to different processes during the progression of insulin resistance and T2D, including inﬂammation, lipid accumulation,

NGBR activates insulin pathway

Figure 7. The systematic insulin sensitivity in HFD/STZ mice is
improved by hepatic NGBR overexpression. Skeletal muscle samples
were collected from mice used in Figure 2A, and the following assays were
conducted. A, expressions of p-AKT, AKT, p-GSK3β, GSK3β, NGBR, and
β-actin protein were determined by western blot. B–D, expressions of
mRNA for genes related to endoplasmic reticulum stress: activating transcription factor 4/6 (Atf4/6), X-box binding protein 1 (Xbp1s), binding
immunoglobulin protein (Bip), and DNA-damage inducible transcript 3
(Chop) or mitochondrial functions: peroxisome proliferator-activated receptor-γ coactivator 1α (Pgc1α), sirtuin 1 (Sirt1), mitofusin 1 (Mfn1), mitofusin
2 (Mfn2), optic atrophy (Opa1), dynamin-related protein 1 (Drp1), mitochondrial ﬁssion 1 (Fis1), mitochondrial ﬁssion factor (Mff), Parkin, and
(PTEN)-induced putative kinase 1 (Pink1) were determined by qPCR. *p <
0.05 versus NC; †p < 0.05 versus T2D; n = 5 (NC group), n = 7 (T2D or
T2D+NGBR group).

insulin biosynthesis, and beta-cell apoptosis (47). Chronic
exposure to high NEFA levels causes ER stress, which further
contributes to insulin resistance and T2D (48). During ER
stress, BIP is displaced to interact with unfolded/misfolded
proteins, thereby resulting in BIP release from ER stress
sensors, such as IRE1α, PERK, and ATF6, and consequent
activation of UPR (49). The activated UPR then directly
affects transcription of the key hepatic enzymes involved in
gluconeogenesis/lipogenesis or interferes insulin signaling to

promote its resistance (50). In addition, UPR promotes fat
accumulation in hepatocytes, which may make additional
contributions to insulin resistance indirectly (50). As shown in
Figure 5, NGBR knockdown in HepG2 cells increased levels of
BIP, PERK, and p-EIF2α as well as transcription of ATF6, BIP,
IRE1α, and CHOP. In contrast, NGBR overexpression can
ameliorate Glcn-induced ER stress in HepG2 cells. Similarly,
hepatic NGBR overexpression reduced ER stress in HFD/STZtreated mouse tissues (Figs. 6 and 7).
The increased NEFA levels may further enhance insulin
resistance and induce ER or mitochondrial stress in skeletal
muscle (51). In this study, we determined recovery of
p-AKT and p-GSK3β in mouse skeletal muscle by NGBR
overexpression. Correspondingly, HFD/STZ-induced expression of ER stress-related genes, decreased expression of
mitochondrial fusion genes, and increased expression of
mitochondrial ﬁssion genes in skeletal muscle were restored
to normal (Fig. 7, B–D). Therefore, overexpression of NGBR
reduces NEFA, which may contribute to improved insulin
resistance in other tissues than the liver, such as the skeletal
muscle.
AMPK plays a major role in regulating lipid metabolism;
thus, it is believed as a mediator of metabolic effects of hormones, such as adiponectin, glucocorticoids, and insulin (52).
In general, AMPK stimulates catabolism (fatty acid oxidation
and glycolysis) while inhibiting anabolic pathways (gluconeogenesis, glycogen, fatty acid synthesis). It can also regulate
insulin activity in the muscle and insulin synthesis/secretion in
beta cells (53). Activation of insulin pathway by AMPK is
related to activation of insulin receptor phosphorylation and
insulin receptor substrate-1 through inhibition of mTOR (the
pathway is implicated in the pathogenesis of insulin resistance)
(54). We previously reported that genetic depletion of NGBR
in the liver impairs AMPK activation (8). Here we found that
NGBR inhibited mTOR phosphorylation. We further
demonstrated that AMPK deﬁciency blocks insulin signaling
pathway, and the beneﬁcial effect of NGBR on insulin sensitivity is in an AMPK-dependent manner (Fig. 4). These results
indicate that NGBR may also be involved in AMPK-mTOR
pathway.
Although NGBR has been reported as the putative receptor
for Nogo-B binding in endothelial cells (6, 15), if there is an
interaction between NGBR and Nogo-B in other cell types has
not been reported. In this study, we determined that neither
diabetes nor high expressing NGBR in diabetic mouse liver
had effect on Nogo-B expression in the liver (Fig. 2C, Fig. S2E).
While inhibition of NGBR expression in HepG2 cells by siRNA
or genetic deletion of NGBR expression in the liver had no
effect on Nogo-B expression/secretion either (Fig. S2, A–D).
Furthermore, we recently reported that reduced Nogo-B
expression in mouse liver did not inﬂuence NGBR expression while still ameliorating ER stress (55). These observations
suggest that NGBR and Nogo-B may demonstrate their functions independently.
In summary, our study deﬁnes the role of NGBR overexpression in insulin sensitivity and demonstrates that
increasing hepatic NGBR expression may protect mice against
J. Biol. Chem. (2021) 296 100624
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T2D by improving insulin sensitivity, which is related to
reduction of NEFA and ER stress and activation of AMPK
pathway.

Experimental procedures
Reagents
Human insulin and D-(+)-Glcn were purchased from
Sigma-Aldrich. STZ and puromycin were purchased from
P212121. HFD (Cat# D12492) with 60 kcal% fat was purchased
from Research Diets. Nile red was purchased from MedchemExpress. Micro Free Aliphatic Acid Content Assay Kit was
purchased from Solarbio. Insulin and C-peptide ELISA kits
were purchased from Elabscience Biotechnology. The human
soluble Nogo-B ELISA kit was purchased from BioLegend.
Mouse Nogo-B ELISA kit was purchased from MyBioSource.
Schiff reagent was purchased from Yuanyebio. LabAssay Triglyceride was purchased from Wako Pure Chemical Industries.
One-step TUNEL assay kit was purchased from KeyGEN
BioTECH. Silencer siRNA Construction Kit was purchased
from Life Technologies. Lipofectamine RNAiMAX Transfection Reagent and Lipofectamine 2000 Transfection Reagent
were purchased from Thermo Fisher Scientiﬁc. AAV9-GFP
and AAV9-NGBR-GFP were purchased from HanBio. Primary antibodies are listed in the Supplementary Materials.
Plasmids construction
Human NGBR cDNA with hemagglutinin (HA) tag was
cloned into pIRES-neo vector (Clontech) as previously
described (6). The NGBR overexpression vector was named as
pIRES-NGBR while the empty vector as pIRES-neo.
Cell culture and siRNA transfection
HepG2 cells, a human hepatic cell line (ATCC HB-8065),
was purchased from ATCC and cultured in complete
DMEM medium. The AMPKα1 genome knockout HepG2 cell
line was generated using the clustered regulatory interspaced
short palindromic repeat (CRISPR)-associated 9 (Cas9) technology as described (56, 57). Mouse primary hepatocytes were
isolated from C57BL/6 mouse liver as previously described
(56). NGBR siRNA transfection was performed as described
(58). All the cells were free of Mycoplasma.

were housed in a temperature-controlled environment with a
12/12 h light/dark cycles. All mice had free access to water and
standard rodent chow or HFD (60% kcal from fat, 20% kcal
from carbohydrate, and 20% kcal from protein). The studies
were performed in compliance with the Guide for the Care and
Use of Laboratory Animals published by the NIH.
Mice were treated with STZ while being fed HFD to induce
T2D as described (59, 60). Brieﬂy, the 5-week-old C57BL/6
male mice were fed HFD for 4 weeks and then i.p. injected STZ
(50 mg day−1 kg−1 bodyweight in 0.1 M citrate buffer, pH
4.2–4.5) after 6-h fasting. The STZ injection was conducted for
seven consecutive days while the mice drank 10% glucose
solution during the treatment. Mice in NC group (n = 5) were
injected citrate buffer and fed normal chow. All mice were
maintained on their respective diets until the end of study.
To evaluate the effect of NGBR on T2D in mice, 14
diabetic mice (HFD/STZ-treated and the fasting blood
glucose≥11.1 mM after STZ injection) from total of 22 mice
were randomly divided into two groups (n = 7/group). At the
end of 7 weeks of HFD feeding, the diabetic mice were i.v.
injected once with either AAV9-GFP (named as T2D group) or
AAV9-NGBR-GFP (named as T2D+NGBR group) at a dose of
1 × 1012 viral genomes (vg) per mouse (as scheduled in
Fig. 2A). Bodyweight, food intake, and 12-h fasting glucose
levels were monitored weekly. At the end of experiment, mice
were anesthetized and euthanized in a CO2 chamber, followed
by collection of blood and tissue samples.
GTT and ITT
GTT and ITT were carried out a few days before the end of
study. For GTT, mice were orally administrated with glucose
(0.5 g/kg bodyweight) after 12-h fasting, followed by determination of blood glucose levels at the indicated time points.
For ITT, diabetic mice were i.p. injected with insulin (1 U/kg
bodyweight) after 4-h fasting, followed by determination of
blood glucose levels at the indicated time points. To conduct
ITT in the nondiabetic (NGBRﬂ/ﬂ and NGBRhepKO) mice, the
animals were preadministrated glucose (0.5 g/kg bodyweight)
for 2 h after 12-h fasting, then continued insulin injection and
blood glucose test as described above.

Animal studies

Determination of lipid, Nogo-B, insulin, and C-peptide levels in
serum, NEFA levels in serum and liver, Nogo-B level in HepG2
cell culture medium

C57BL/6 mice (male, 5-week-old) were purchased from the
Animal Center of Nanjing University and received scheduled
treatment as indicated in Figure 2A. NGBRﬂ/ﬂ mice were
crossbred with albumin-speciﬁc Cre mice [Alb-Cre,
B6.CgTg(Alb-cre)21Mgn/J] (The Jackson Laboratory) on a
C57BL/6J background. Alb-Cre efﬁciently induces hepatocytespeciﬁc recombination of ﬂoxed genes to generate NGBRhepKO
mice. Db/db mice (B6.BKS(D)-Leprdb/J) were purchased from
the Jackson laboratory. The protocols for animal studies were
approved by the Ethics Committee of Nankai University
(Tianjin, China) and the Institutional Animal Care and Use
Committee of the Medical College of Wisconsin. All animals

After collection, mouse blood samples were kept for 2 to 3 h
at room temperature followed by centrifugation for 20 min at
2000g. The serum was transferred into a new test tube.
Serum levels of TG, ALP, AST, ALT, TBIL, and blood urea
nitrogen (BUN) were measured by the automatic biochemical
analyzer. Serum levels of Nogo-B, insulin and C-peptide were
measured by the corresponding ELISA kits. Serum and liver
NEFA levels were determined in accordance with the
instruction of Micro Free Aliphatic Acid Content Assay Kit.
HepG2 cell culture medium was collected, and Nogo-B level in
the conditioned medium was measured using a human soluble
Nogo-B ELISA kit.
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Histological analysis and liver TG determination
After sacriﬁced, a piece of mouse liver was collected and
ﬁxed in 4% paraformaldehyde overnight. Samples were then
incubated in 30% sucrose solution overnight followed by
preparation of 5-μm frozen sections. The sections were conducted Oil Red O and Nile red staining as previously described
(61, 62).
The liver TG content was determined with total lipid extract
from a piece of liver as described (61).
Immunochemistry staining
For determining the area ratio of beta cells in pancreas,
pancreas samples were ﬁxed in parafﬁn and then used to
prepare parafﬁn-embedded tissue sections. Immunohistochemical analysis of insulin status was performed on 5-μm
sections using anti-insulin antibody. Tissue slides were
blocked with 2.5% horse serum for 30 min at room temperature followed by incubation with anti-insulin antibody (1:500)
overnight at 4  C. Detection system used was 3,3’-diaminobenzidine (DAB) purchased from DAKO. Slides were
counterstained using hematoxylin. Slides were observed and
photographed with Leica microscope.
Immunoﬂuorescent and TUNEL staining
To determine the structural integrity of islets, pancreas was
ﬁxed in 4% paraformaldehyde overnight and processed the
conventional parafﬁn embedding. After being deparafﬁnized
and permeabilized with 0.5% Triton X-100 for 10 min, the
sections (5-μm) were incubated with citrate antigen repairing
solution for 4 × 5 min at 94 to 98  C. The sections were then
blocked with 2% BSA for 2 h at room temperature and incubated with primary antibody (dilutions: anti-insulin, 1:500;
anti-glucagon, 1:500) overnight at 4  C. After removal of primary antibody by washing with PBS for three times, the sections were incubated with goat anti-mouse IgG-FITC and or
anti-rabbit IgG-Rhodamine for 2 h. Following removal of the
secondary antibody by washing with PBS for three times, the
sections were stained with DAPI solution for nuclei. To assess
apoptotic beta cells, TUNEL assay was performed using the
One-step TUNEL assay kit. Nuclei were counterstained with
DAPI.
Determination of protein expression by western blot and
mRNA expression by qPCR
After treatment, total cellular proteins were extracted from
HepG2 cells or mouse primary hepatocytes using a cell lysis
buffer (63). Levels of p-AKT, total AKT, p-AMPK, total
AMPKα1, p-GSK3β, total GSK3β, BIP, PERK, p-EIF2α, EIF2α,
p-ACC, total ACC, p-Raptor, Raptor, p-mTOR, mTOR, pIRS1, total IRS1, NGBR, or Nogo-B protein were determined
by western blot using the corresponding primary antibodies
(dilution: 1:10002000) (63). A piece of liver or skeletal
muscle tissue (30 mg) was used to extract total proteins
followed by determination of p-AKT, total AKT, p-GSK3β,
total GSK3β, PERK, BIP, p-EIF2α, EIF2α, NGBR, or Nogo-B
protein expression by western blot. The same blot was

reprobed with anti-GAPDH, Hsp90, or β-actin antibody to
verify sample loading. The image of each western blot was
scanned. The density of target band was quantiﬁed using
Image J software (NIH) and then normalized by the density of
GAPDH, Hsp90, or β-actin in the same sample. The value of
the ratio of target band density to GAPDH, Hsp90, or β-actin
density was further normalized by control sample, which was
deﬁned as 1.
After treatment, total cellular RNA was extracted from cells
or a piece of mouse tissue. The cDNA was synthesized with
1 μg total RNA from each sample using a reverse transcription
kit (New England Biolabs), followed by qPCR using SYBR
Green Master Mix (Bio-Rad) and the primers listed in
Table S1.
Data analysis
All the data were obtained from at least three independent
experiments, and the representative results are presented. All
results are expressed as mean ± SD. Statistical analysis was
conducted using Prism 7 software (GraphPad Software). Statistical signiﬁcance was evaluated using the unpaired twotailed Student t-test or one-way ANOVA with post-hoc test
among more than two groups. The signiﬁcant difference was
considered if p < 0.05 (n ≥ 3).

Data availability
All data shown are available in the article and the supporting
information.
Supporting information—This
information.
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