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Purpose: To explore the underlying mechanism of the anti-diabetic effect of resveratrol (RSV) on regulating glycolipid metabolism in
diabetic rats induced by streptozotocin (STZ) and a high-fat diet (HFD).

Methods: Male Wistar rats were randomized into three groups. Two groups were fed a high-fat diet and intraperitoneally injected
with STZ (35 mg/kg), with one group also treated with RSV (30 mg/kg/d), and the third, control group was fed a normal diet. After 12
weeks, blood lipid levels and fasting blood glucose (FBG) were assessed. Histopathological changes were evaluated by hematoxylin-
eosin (HE) staining and periodic acid-Schiff (PAS) staining. The protein expression of hypoxia-inducible factor la (HIF-1a) was
assessed by Western blotting and immunofluorescence, and the proteins level of 3-phosphoinositide-dependent protein kinase 1
(PDK1), phosphorylated-PDK1 (p-PDK1), phosphorylated-protein kinase B (p-AKT), glucose transporter 1 (GLUT1) and low-density
lipoprotein receptor (LDLR) in the liver were analyzed by Western blotting. The mRNA levels of Hif-la, Glutl and Ldlr in the liver
were determined by RT-qPCR.

Results: RSV treatment significantly reduced liver/body weight ratio (L/W, P < 0.05), FBG (P < 0.01) and serum concentrations of
total cholesterol (TC, P < 0.05), triglycerides (TG, P < 0.01) and low-density lipoprotein-cholesterol (LDL-C, P < 0.05) in diabetic
rats. RSV also improved diabetic symptoms, attenuated liver steatosis and increased liver glycogen accumulation. RSV treatment
significantly downregulated the proteins expression of p-PDK1 and p-AKT (P < 0.01) and the levels of HIF-1a (P < 0.05) and GLUT1
(P < 0.01), while significantly upregulating the level of LDLR (P < 0.05).

Conclusion: RSV was effective in improving glycolipid metabolism in diabetic rats, probably by inhibiting the PDK1/AKT/HIF-1a
pathway and regulation of its downstream target levels. These findings may provide new insight into the mechanism of action of RSV
in the treatment of diabetes.
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Introduction

Type 2 diabetes mellitus (T2DM), a chronic endocrine and metabolic disease influenced by genetic and environmental
factors, has become a severe issue worldwide because of its rapidly increasing rates and accompanying economic and
social burdens.! The pathogenesis of this disease is complicated, including autophagy, oxidative stress, metabolic
disorders with sustained insulin resistance, inflammation, hypoxia and other factors. Metabolic disorders are regarded
as risk factors for the occurrence and development of T2DM, as metabolic disorders can exacerbate inflammatory
reactions, obstruct the interaction of insulin receptors with glucose transporters, and compromise B-cell function.

Additionally, insulin resistance, a characteristic of irregular glucose metabolism, can increase the concentrations of
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free fatty acids (FFA) and TG in serum lipids, resulting in dyslipidemia.” Although these findings suggest interactions
between glucose metabolism and lipid metabolism, the underlying mechanisms remain unclear.?

The AKT pathway has been found to regulate glycolipid metabolism, suggesting that this pathway may be a target in
the treatment of diabetes.* This pathway is initiated by the phosphorylation of AKT by PDK1 which acts upstream of
AKT, thereby enhancing glucose uptake and utilization.” Hypoxia-inducible factors (HIFs), which are composed of an
oxygen-sensitive a-subunit and a constitutively expressed B-subunit, are critical to regulating adaptive responses to
hypoxia. Additionally, the a-subunit, which is rapidly metabolized by the proteasome under normoxic conditions, is
stabilized under hypoxic conditions.® HIF-1a is a downstream target of the AKT pathway that is involved in cancer,
including in cancer-associated inflammation, mitochondrial metabolism and angiogenesis.” Moreover, activation of AKT
signaling was found to increase the rate of HIF-1lo synthesis.®

In addition to being involved in cancer, the HIF-1a pathway has been shown to be important in metabolic diseases.” '
HIF-1a overexpression in adipose tissue was found to increase weight and liver lipid content while impairing glucose
tolerance in mice fed a high-fat diet (HFD).'? In addition, hyperglycemia prevents the stabilization of HIF-1a, with HIF-1a
in hepatocytes having a protective function during the development of T2DM.'?* However, the underlying mechanism that
HIF-1a influences diabetes is still unclear.

In addition, the hypoglycemic agents used to treat diabetes such as metformin, glucagon-like peptide-1 receptor
agonists, sodium-glucose cotransport protein 2 inhibitors and so on, have been limited in clinical use by some
deficiencies and side effects. Furthermore, most hypoglycemic agents generally have no lipid-regulating effects.
Resveratrol (RSV), an essential active ingredient in many medicinal plants, is a bioactive compound with anti-
inflammatory, anti-oxidative, anti-cancer and anti-diabetic properties.'* A clinical trial on breast cancer encoura-
gingly showed that RSV was safe and well tolerated and another clinical trial on T2DM showed that oral
supplementation of 250mg/d RSV for 3 months was effective in improving glycemic control, TC and LDL-C."?
Additionally, RSV has been shown to protect mice with HFD-induced obesity from aberrant glucose metabolism and
inflammatory responses in visceral white adipose tissue by increasing the expression of p-AKT,'® suggesting that
RSV might activate AKT in the liver to regulate metabolism. However, to our knowledge, no study to date has
assessed whether the ability of RSV to regulate glycolipid metabolism in T2DM is related to PDK1/AKT phosphor-
ylation, and none has evaluated the association between RSV and HIF-1a in T2DM. The present study therefore
evaluated the ability of RSV to improve glycolipid metabolism in diabetes through the PDK1/AKT/HIF-1a pathway
and its downstream genes. The result of this study may help design new strategies involving RSV for the treatment
of T2DM.

Materials and Methods

Chemicals and Reagents

Streptozotocin (STZ) was acquired from Sigma Corporation (St Louis, MO, USA). Resveratrol (purity>99%, HPLC) was
procured from Shanghai Winherb Medical Technology Co., Ltd. (Shanghai, China) and dissolved at a concentration of
3mg/mL in 0.5% carboxymethyl cellulose sodium (CMC-Na). And the rats in the DR group were administered at a dose
of 30 mg/kg/d."”'® The primary antibodies against PDK1 (3062S), p-PDK1 (S241, 3438T), AKT1 (C73H10), p-AKT
(Serd73, 4058S) and GLUT1 (D3J3A) were from Cell Signaling Technology (Beverly, MA, USA). Antibodies against
HIF-1a (YT2133), LDLR (ab30532) and B-actin (GB12001) were purchased from Immunoway (Plano, TX, USA),
Abcam (Cambridge, United Kingdom) and Servicebio (Wuhan, China), respectively. Alexa Fluor 594 goat anti-Rabbit
IgG secondary antibody (A-11012) was from Invitrogen (Waltham, MA, USA). DAPI (F6057) was from Sigma-Aldrich
(Darmstadt, Germany). Horseradish peroxidase-conjugated secondary antibodies, RIPA lysis buffer, protease inhibitor,
phosphatase inhibitor, loading buffer, primary antibody dilution buffer and Dura ECL kit were supplied by FDbio science
(Hangzhou, China). TRIzol reagent (9108) and PrimeScriptTM RT Master Mix (Perfect Real Time) Kit (RR036A) were
from Takara (Shiga, Japan), and ChamQ SYBR qPCR Master Mix (High ROX Premixed, Q341-02) was from Vazyme
(Nanjing, China).
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Animal Models and Experimental Design
All animal procedures were conducted in accordance with the China Animal Welfare Legislation and were approved by
the Southern Medical University Animal Ethics Committee (Guangzhou, China, No. L2020066). The five-week-old male
Wistar rats, weighing 110-140g, were obtained from the Laboratory Animal Centre of Southern Medical University. The
rats were housed in a specific pathogen-free (SPF) animal laboratory at a temperature of 22-26 °C and a relative
humidity of 45+5% with light/dark alternating every 12 h. After 3 days of adaptive feeding, one group of 12 rats (normal
control [NC]) was fed a standard chow diet containing 13% fat, 63% carbohydrate and 24% protein (Beijing KAXL
FEED, No. 1016706476803973120), and the other 24 rats were fed an HFD containing 45% fat, 35% carbohydrate and
20% protein (Beijing HFK, No.1236463) for 4 weeks. After 12-h fasting, HFD-fed rats were intraperitoneally injected
with STZ (35 mg/kg),"® freshly prepared in 0.1 M cold citrate buffer (pH 4.5), whereas rats in the NC group were
administered an equal volume of sodium citrate buffer. Rats with FBG concentrations > 16.7 mmol/L within 72 h after
STZ injection were considered diabetic. FBG was measured after tail-tip blood sampling using a blood glucose meter
(Accu-Chek Performa, Roche, GER).

Then diabetic rats were divided into 2 groups. Both groups were fed an HFD for 12 weeks, with one group of
12 rats receiving RSV (30 mg/kg/d) dissolved in 0.5% CMC-Na via oral gavage for 6 d every week for 12 weeks
(DR group) and the other group of 12 rats (DM group), as well the 12 rats in the NC group, receiving an equal
volume of 0.5% CMC-Na for 12 weeks. The dosage of RSV in our study was converted according to the effective

dosage in the clinical practice (250mg/d)'>=!

and also further determined by some references about animal
studies.'”'® Body weight (BW) was measured weekly and FBG was measured twice weekly. After 12 weeks, the
rats were fasted overnight, weighed and sacrificed under anesthesia to harvest liver tissues and collect blood
samples from the abdominal aorta. The detailed schematic representation of the study design was shown in

Figure 1.

Biochemical Analysis of Blood Samples
Blood samples were sent to the Department of Laboratory Medicine of the Third Affiliated Hospital of Southern Medical
University for analysis. Serum concentrations of TC, TG, LDL-C and high-density lipoprotein-cholesterol (HDL-C) were

measured by an automatic biochemical analyzer.
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Pathological Analysis

Isolated liver tissues were weighed, cut into parts, rapidly fixed in 4% paraformaldehyde and embedded in paraffin at
4-pum thickness-embedded slices for hematoxylin-eosin (HE) and periodic acid-Schiff (PAS) staining using standard
protocols. Images of stained tissue samples were taken under a microscope (Model BX43, Olympus, Japan). Other tissue
samples were flash-frozen in liquid nitrogen and stored at —80 °C.

Immunofluorescence Assays

After deparaffinization and rehydration, sections of liver tissue were microwaved in Tris-EDTA buffer (pH 9.0) for
antigen retrieval, blocked with 5% goat serum, permeabilized with Triton X-100 and incubated overnight at 4°C with
primary anti-HIF-1a antibody (1:200). The slides were washed three times for 10-min each in TBST and incubated in the
dark at 37 °C for 1 h with Alexa Fluor 594 secondary antibody (1:500). The samples were stained with DAPI and
visualized at x400 magnification using a fluorescence microscope and FV10-ASW software.

Quantitative Real-Time PCR Assays

Total RNA (2 pg) was extracted from liver tissues using TRIzol reagent, with the resulting RNA reverse transcribed to
cDNA using PrimeScript™ RT Master Mix Kit. Specific primers were synthesized by Tsingke Biotechnology (Beijing,
China) (Table 1). RT-qPCR was performed in 20 puL reaction volumes including cDNA, ChamQ SYBR qPCR Master
Mix and specific primers by the StepOne Plus Real-Time System. The expression of each gene was quantified based on

its amplification cycle threshold (Ct) and normalized to that of f-actin mRNA using the formula 2“4V,

Western Blotting Assays

Liver tissues (20 mg) were homogenized on ice in RIPA lysis buffer containing protease and phosphatase inhibitors. Total
proteins were extracted by centrifugation and quantified with a BCA kit (Thermo, USA, 23227). Protein samples were
denatured for 5 min by boiling in loading buffer. Equal amounts of protein samples were separated by 10% SDS-PAGE
(Beyotime, China, POO12A) and transferred to nitrocellulose membranes. The membranes were incubated for 1 h at room
temperature in 5% non-fat dry milk and bovine serum albumin (BSA) dissolved in 1 x TBST at room temperature for 1 h to
block non-specific binding. The membranes were subsequently incubated overnight at 4°C with primary antibodies against
PDK1 (1:1000), p-PDK1 (1:1000), AKT (1:1000), p-AKT (1:1000), HIF-1a (1:500), GLUT1 (1:1000), LDLR (1:200) and B-
actin (1:2000). The membranes were washed three times for 10 min each in 1 x TBST and incubated for 1 h at room
temperature with HRP-labeled secondary antibody diluted in 5% non-fat dry milk at room temperature. Protein bands were
visualized using an ECL kit and a chemiluminescence capture system and quantified using Image J software.

Statistical Analysis
Data were expressed as mean + standard deviation (SD) and analyzed by one-way ANOVA followed by the LSD #-test.
All statistical analyses were performed using GraphPad Prism Software (version 7), with P values <0.05 considered

statistically significant.

Table | Specific Primer Sequences for Quantitate Levels of Gene Expression

Gene Forward Primer (5'-3") Reverse Primer (5'-3")

Hif-1a. ACTCTCAGCCACAGTGCAT TCGGGCTCTTTCTTAAGCTTG
Glut! ATCAAACATGGAACCACCGCTAT AACCCATAAGCACGGCAGAC
Ldir TCACTGAAGCGCAAGGAGGA ATGTCACCTTGGACTTGGGA
p-actin ACATCCGTAAAGACCTCTATGCC TACTCCTGCTTGCTGATCCAC
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Results

RSV Improved General Characteristics and Blood Glucose and Lipid Levels

To determine the contribution of RSV to the overall improvement in diabetes, BW, L/'W, FBG, TC, TG, LDL-C and
HDL-C were measured. Compared with NC rats, rats in the DM group showed a significant decrement in BW, especially
within 2 weeks of STZ injection (Figure 2A, P < 0.05). Following STZ injection, rats had an FBG >16.7 mmol/L, with
no statistically significant differences between the DM and DR groups (Figure 2B, P>0.05). After 12 weeks, animals in
the DM group showed significant increments in L/W and concentrations of FBG, TC, TG, and LDL-C compared with the
NC group (P < 0.01) and a significant reduction in BW (Figure 2A-H, P < 0.05 vs NC). RSV administration did not alter
BW in diabetic rats (Figure 2A, P>0.05), but significantly reduced FBG and L/W (Figure 2C and D), as well as TC, TG
and LDL-C concentrations (Figure 2E-G, P < 0.05 or P < 0.01 vs DM). However, in contrast to previous findings,'®
HDL-C levels were significantly higher in the DM and DR groups than in the NC group (P < 0.01), with no significant
differences between the DM and DR groups (Figure 2H, P>0.05). Additionally, CV%, change% and confidence intervals
of general characteristics and blood glucose and lipid levels were shown in Supplementary Table 1. Taken together, these

results suggested that RSV could ameliorate liver index and improve glycolipid metabolism disorders in diabetic rats.

RSV Alleviated Pathological Injury in Diabetic Liver
To assess the effect of RSV on pathological injury in diabetic liver, liver samples were subjected to HE and PAS staining assays.
HE staining of liver tissues in DM rats showed vacuolar degeneration (indicated by blue arrows), inflammatory cell infiltration
(indicated by green arrows) and lipid droplets (indicated by yellow arrows) in hepatocytes (Figure 3A). However, RSV treatment
for 12 weeks decreased the numbers of fat vacuoles and lipid droplets and reduced inflammatory cell infiltration in diabetic rats.
PAS staining of the liver sections of rats in NC and DR groups showed glycogen accumulation in hepatocytes, as indicated by
PAS-positive granules (indicated by black arrows). There were no PAS-positive granules in hepatocytes in DM rats, indicating
the hepatic glycogen breakdown increased glucose output under diabetic conditions, a principal cause of hyperglycemia
(Figure 3B). These results suggested that RSV could ameliorate hepatic steatosis and suppress hepatic glycogenolysis.

Impact of RSV on Levels of PDKI| and AKT in Diabetic Liver

The ability of RSV to regulate the PDK1/AKT pathway in diabetes was assessed by measuring the levels of the proteins
p-PDK1, p-AKT, total PDK1 and total AKT. Total PDK1 levels did not differ significantly in the three groups of rats
(Figure 4A, P>0.05). Although the levels of p-PDK1 and p-AKT were significantly higher in DM than in NC rats (P <
0.05 or P <0.01), these increments were reversed by RSV treatment (Figure 4B and C, P <0.01).
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Figure 2 General characteristics and blood glucose and lipids level of rats (n=6/group). (A) BW of rats during 12 weeks after STZ injection. (B) FBG of rats during 12 weeks
after STZ injection. (C—H) Levels of FBG, L/'W, TC, TG, LDL-C, and HDL-C of rats respectively. *P < 0.05, **P < 0.01 vs NC group; #p < 0.05, #p < 0.0l vs DM group.
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Figure 3 RSV alleviated the pathological injury in the diabetic liver. (A) HE staining of livers. Blue arrows indicate vacuolar degeneration, green arrows indicate inflammatory
cell infiltration and yellow arrows indicate lipid droplets. Magnification, 400%; scale bar=50um. (B) PAS staining of livers. Black arrows indicate PAS-positive granules.
Magnification, 200%; scale bar=100um. Experiments were performed at least thrice with similar results.
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Figure 4 Levels of PDK | and AKT in livers of all groups. (A) The level of total PDKI in the liver was detected by Western blot. (B) The level of p-PDK in the liver was
detected by Western blot. (C) The level of p-AKT in the liver was detected by Western blot. Experiments were performed at least thrice with similar results. *P < 0.05,
##P < 0.01 vs NC group; *P < 0.01 vs DM group.

Impact of RSV on HIF-1a mRNA and Protein Levels in Diabetic Liver

Because HIF-1a acts downstream of the AKT pathway and is implicated in the development of diabetes, its mRNA and
protein levels in diabetic liver were determined by real-time PCR, immunofluorescence and Western blotting, respec-
tively. The levels of HIF-1a. mRNA and protein were markedly higher in DM rats than in NC rats (P < 0.01), suggesting
that HIF-1a was activated under diabetes conditions (Figure 5SA and B), with fluorescence intensity being significantly
higher in the DM group than in the NC group (Figure 5C, P < 0.05). However, RSV treatment significantly reduced the
HIF-1oo mRNA and protein levels (P < 0.01 or P < 0.05). These findings indicated an association between diabetes and
increased HIF-1a expression, and that RSV could inhibit the production of HIF-1a.
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Figure 5 HIF-1o. mRNA and protein levels in the livers of all groups. (A) Hif-la mRNA level in the liver was detected by real-time PCR. (B) HIF-1a protein level in the liver
was detected by immunofluorescence. Magnification, 400%; scale bar=50um. (C) HIF-la protein level in the liver was detected by Western blot. Experiments were
performed at least thrice with similar results. *P < 0.05, **P < 0.01 vs NC group; *P < 0.05, *P < 0.01 vs DM group.

Impact of RSV on GLUT| and LDLR mRNA and Protein in Diabetic Liver

To further clarify the mechanism of RSV in regulating glycolipid metabolism, the levels of expression of genes acting
downstream of HIF-1a, including Glutl and Ldlr, were measured. Compared with NC rats, GLUT1 protein expression
was significantly higher and LDLR protein expression was significantly lower in DM rats (P <0.01), findings consistent
with their mRNA levels (Figure 6). However, RSV treatment significantly reduced GLUT1 level and significantly
increased LDLR level (P <0.05 or P <0.01). These results suggested that RSV could regulate genes related to glucose
and lipid metabolism, which might be closely related to HIF-1a.

Discussion

The present study showed that RSV can regulate glycolipid metabolism in diabetic rats. RSV was found to improve
glycolipid metabolism disorders in diabetic rats by inhibiting PDK1/AKT phosphorylation and HIF-1a expression. These
findings may provide new insight into treatment targets in diabetes therapy.

This study showed that diabetes can be successfully induced in rats by feeding an HFD and administering STZ
(35 mg/kg). These treatments resulted in hyperglycemia, hyperlipidemia, hepatic inflammatory infiltration and hepatic
glycogen breakdown, which indicated that glycolipid metabolism disorders occurred in DM rats. However, we found that
HDL-C levels were significantly increased in DM rats. This was surprising because serum HDL-C levels are generally
reduced under diabetic conditions, with higher HDL-C levels resulting in a lower cardiovascular risk.””> HDL-C levels
were also found to be increased in mice with HFD-induced non-alcoholic fatty liver disease (NFALD)* and in hepatic
lipase and Ldlr knockout mice.>* Secondary non-genetic factors, such as drugs, alcohol intake, and liver diseases might
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Figure 6 GLUT| and LDLR protein and mRNA levels in the livers of all groups. (A) GLUT | protein level in the liver was detected by Western blot. (B) LDLR protein level
in the liver was detected by Western blot. (C) Glut/ mRNA level in the liver was detected by real-time PCR. (D) Ldir mRNA level in the liver was detected by real-time PCR.
Experiments were performed at least thrice with similar results. *P < 0.01 vs NC group; *P < 0.05, **P < 0.01 vs DM group.

also induce HDL-C increases.”> Thus, the increased HDL-C level observed in diabetic rats in the present study may be
associated with downregulated LDLR levels and hepatic steatosis.

The ability of RSV to modulate glycolipid metabolism may involve the PDK1/AKT/HIF-1a pathway. HIF-1a
was shown to be important in hypoxia, inflammation and autophagy influencing metabolic diseases. Under
diabetic conditions, oxygen consumption is increased during glucose metabolism, resulting in increased oxygen
demands by organs and cells. These increases can lead to hypoxia, which causes the stabilization and activation of
HIF-10.° Although HIF-1a may be associated with diabetes development and progression,® it is unclear whether
HIF-1a activation is advantageous or detrimental in metabolic diseases. Disturbances of HIF-la signaling have
been reported to exert harmful effects, including inadequate insulin secretion by B-cells, insulin resistance,
adipocyte dysfunction and inflammation.?’ Paradoxically, hyperglycemia has been shown to inhibit HIF-la in
various tissues and cells, including in wounds, kidneys, the heart and pancreatic B-cells.!'**° HIF-1a activation
was also found to be beneficial in diet-induced metabolic diseases.’'*? In contrast to these studies, the present
study found that HIF-1a signals were activated in diabetic rats and that this effect was reversed by RSV. This may
have resulted from the enhancement of mitochondrial metabolism as the process in adipose tissue and be regulated
in a cell context-specific manner.” In addition, downregulation of HIF-1a by RSV was also shown in endothelial
injury of the thoracic aorta in diabetes, alcoholic fatty liver disease (AFLD) and adipose fibrosis.>® >
Furthermore, a recent study found that a HIF-1a inhibitor PX-478 was shown to act as an anti-diabetic therapeutic
agent,*® further supporting our findings and suggesting that inhibition of HIF-la expression might be beneficial
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Figure 7 Schematic illustration of RSV regulating glycolipid metabolism by the PDKI/AKT/HIF-1a pathway in diabetes. The PDKI/AKT/ HIF-la signaling was activated by
hyperglycemia and hypoxia, and subsequently regulated the expression of genes acting downstream of HIF-la, including Glut/ and Ldlr. As anaerobic metabolism was
strengthened and cholesterol intake was weakened, they finally resulted in glucose and lipid metabolism disorders and diabetes. But RSV can reverse these reactions.

for the treatment of diabetes. Findings showing that either Hif-/a deletion or overproduction in the liver was

detrimental in diabetes'>>7-3%

suggest that optimal metabolic health depends on balanced HIF-1a activity.

Activation of the AKT pathway has been shown to increase the rate of HIF-1a protein production.>® AKT, as
a key target in the HIF-la pathway, exerts great effects on regulating glycolipid metabolism, apoptosis and
angiogenesis.* However, AKT activation, especially phosphorylation at Thr308, was catalyzed by PDKI.
Moreover, phosphorylation of Ser473 is also necessary for AKT to be fully functionally activated.' RSV treatment
has been found to downregulate p-PDK1 and p-AKT (Ser473), which were similar to other previous findings.*'**
Taken together, these results suggested that RSV could reduce HIF-1a expression by inhibiting the overactivation
of the PDK1/AKT pathway.

The present study also analyzed the effects of RSV on downstream target genes related to glycolipid
metabolism. AKT has been reported to lead to HIF-la-dependent Glut! transcription and cap-dependent Glutl

mRNA translation.** Thus, HIF-1a can regulate the gene encoding Glutl, a protein involved in glucose transport,
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thereby affecting the occurrence and progression of metabolic diseases.** GLUTI is also important in the cellular
response to hypoxia by promoting anaerobic metabolism.*> RSV was found to show an anti-glycolytic effect
associated with the downregulation of GLUT1 in H9¢2 rat myoblast cells.*® The present study showed that RSV
could reduce GLUT1 mRNA and protein levels, which was probably associated with the inhibition of HIF-1la
expression. This finding suggested a method by which RSV could reduce FBG concentration. In contrast, LDLR,
which regulates lipid metabolism, is an important receptor widely distributed in the liver that plays essential roles
in the transport and clearance of cholesterol.*” RSV treatment was found to increase LDLR protein levels in FFA-
induced steatotic L02 cells by controlling the sterol-regulatory element binding proteins (SREBPs) pathway.*®
However, no direct evidence has reported a connection between HIF-la and LDLR to date. HIF-1la has been
reported to activate insulin-induced gene 2 (INSIG-2) transcription, preventing the excretion of SCAP-SREBP
complexes from the endoplasmic reticulum.*’ The reduction in active SREBP-2 results in a decrease in LDLR
protein level, owing to the reduced binding of SREBP-2 to the cognate sterol regulatory element-1 (SRE-1) in the
LDLR promoter.”® These findings suggested that LDLR might act downstream of the HIF-lo pathway.
Furthermore, silencing of HIF-1a was found to increase LDLR levels in HepG2 cells stimulated with oleic acid
and palmitic acid.’’ Similarly, the present study first preliminarily demonstrated that HIF-1a overexpression could
down-regulate LDLR expression in diabetic rats, with the latter probably being responsible for the elevation in
serum LDL-C levels. These reactions could be reversed by RSV treatment. In summary, the present study found
that RSV could regulate GLUT1 and LDLR levels and ameliorate glycolipid metabolism in diabetic rats, probably
by inhibiting PDK1/AKT phosphorylation and HIF-1a expression.

However, the potential exact mechanism of the inhibition of the PDK1/AKT/HIF-1a pathway by RSV should
require further research. Thereby further studies should research in vitro and in vivo genetic knock-out experi-
ments, which would better elucidate the mechanisms of RSV for improving glycolipid metabolism in T2DM.

Conclusion

In conclusion, as indicated in Figure 7, the present study first preliminarily demonstrated that PDK1/AKT was
phosphorylated and HIF-1a was activated in STZ-induced diabetic rats and that these reactions could be inhibited by
RSV treatment with ameliorating anaerobic metabolism and cholesterol intake. This study clarified a certain relationship
between HIF-1a and diabetes in the liver and proposed a possible new mechanism of RSV for treating or preventing
diabetes in the future. Furthermore, RSV may have the potential to become a HIF-1a inhibitor for clinical therapy of
metabolic diseases.
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