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Objective: The objective of this study was to explore the effects and related mechanisms of Roux-en-Y gastric bypass (RYGB) on
insulin sensitivity in obese rats with type 2 diabetes mellitus (T2DM).

Methods: The obese T2DM rat model was constructed by feeding a high-fat diet and injecting streptozotocin (STZ), and treated with
RYGB. Grin3a shRNA was injected into the bilateral hypothalamic arcuate nucleus (ARC) to knockdown the Grin3a expression on
T2DM rats. Eight weeks after operation, the body weight, fasting blood glucose (FBG), fasting serum insulin (FSI), homeostatic model
assessment of insulin resistance (HOMA-IR), and plasma triglyceride (TG) levels were assessed. Hematoxylin & eosin (H&E) staining
was adopted to observe the white adipose tissue (WAT) of rats. Western blot and qRT-PCR were used to detect the expression of
Grin3a, adenosine 5’ monophosphate-activated protein kinase (AMPK) and p-AMPK in ARC of rats. Later, the plasmid over-
expressing or knocking down Grin3a was transfected into differentiated 3T3-L1 adipocytes, and the TG level and the formation of
lipid droplets in adipocyte were assessed by TG kit and oil red O staining. The expression of lipogenic transcription factors in cells
was detected by qRT-PCR.

Results: RYGB reduced FBG, FSI, HOMA-IR and plasma TG levels in T2DM rats while increasing Grin3a expression and p-AMPK/
AMPK ratio in ARC. Knockdown of Grin3a not only reversed the decrease of FBG, FSI, HOMA-IR and plasma TG levels in T2DM
rats induced by RYGB, but also reversed the up-regulation of p-AMPK/AMPK ratio in ARC affected by RYGB. Moreover, knocking
down Grin3a significantly increased the TG level, promoted the formation of lipid droplets and up-regulated the expressions of
lipogenic transcription factors in adipocytes.

Conclusion: RYGB improved the insulin sensitivity, reduced the plasma TG level and lessens the fat accumulation in obese T2DM
rats by regulating the Grin3a/AMPK signal in ARC.
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Introduction

With the development of the economy and changes in lifestyle, the number of patients with obesity has been
increasing year by year. It is reported that about one-third of adults worldwide are overweight or obese.' Obesity is
one of the major risk factors for the development of type 2 diabetes mellitus (T2DM).” Obesity-associated T2DM is
a chronic metabolic disorder characterized by hyperglycemia, insulin resistance, and relative insulin deficiency.’ Insulin
resistance, caused by the failure of insulin target tissues to respond properly to insulin, is a main characteristic of most
obese patients with T2DM.* Roux-en-Y gastric bypass (RYGB) is an effective therapy for obesity and T2DM. The
clinical data showed that the cure rate of RYGB for obesity and T2DM patients was more than 80%.> Besides, Camastra
et al claimed that RYGB increased liver and peripheral insulin sensitivity in obese patients with T2DM, which may be
associated with energy intake restriction and weight loss.® Fabbrini et al discovered that RYGB increased the liver and
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skeletal muscle insulin sensitivity of obese patients.” However, the mechanism of RYGB on insulin sensitivity is not
clarified.

Adenosine 5’ monophosphate-activated protein kinase (AMPK) plays a vital role in the regulation of energy home-
ostasis and glucolipid metabolism. For example, the AMPK signal can regulate the expression of glucose transporter and
glucolipid metabolism.® Moreover, the AMPK signal increases insulin sensitivity and improves insulin resistance by
promoting fatty acid oxidation, increasing glucose uptake, inhibiting liver glucose output, and reducing the production of
lipids and triglycerides (TGs).” Located in the 9p34 region, the Grin3a gene contains nine exons and encodes an N-
methyl -D-aspartate receptor (NMDAR) subunit 3a. Grin3a is involved in the activation and postsynaptic events of
NMDA receptors. In fact, Grin3a has been proved to affect the development of neural circuits, works during synaptic
refinement, and limit spinal maturation and growth.'® Shi et al pointed out that Grin3a was closely correlated with the
cAMP-PKA pathway and could stimulate nerve overgrowth in macrodactyly.'' Fujihara et al proposed that Grin3a may
also be involved in the regulation of periodontal ligament cell differentiation.'* In addition, the expression of Grin3a was
significantly increased in the white adipose tissue (WAT) of obese rats with T2DM after receiving RYGB.'? There are no
previous studies reporting the effect of Grin3a on fat metabolism, however, the direction of calcium ion flow has been
reported to affect fat anabolism by some researches. Furthermore, the concentration of intracellular calcium ion may
affect adiponectin secretion and insulin sensitivity in adipocytes.'* Nevertheless, it is temporarily unclear whether Grin3a
improves lipid accumulation and insulin sensitivity in obese-induced T2DM rats by affecting lipid metabolism. We
speculate that AMPK signaling is involved in the role of Grin3a in lipid metabolism. Therefore, a high-fat diet was fed to
T2DM rats for the construction of T2DM rat model in this study. Also, the effect of RYGB on insulin sensitivity in
T2DM rats was observed. Besides, the correlation between RYGB and the Grin3a/AMPK signal axis in hypothalamic
arcuate nucleus (ARC) was explored.

Materials and Methods

Construction of T2DM Rat Model and Grouping

A total of 48 male Sprague Dawley (SD) rats, 8 weeks of age and weighing 180-220g, were purchased from
GemPharmatech Co. Ltd. (NanJing, China). All animal experiments were approved by the Experimental animal ethics
committee of Guangdong Medical Experimental Center (C202206-03) and carried out in accordance with the National
Institute of Health’s Guide for the Care and Use of Laboratory Animals. After 1 week of acclimatization period, rats were
randomly divided into five groups as follows: Control group, T2DM group, RYGB group, RYGB+shNC group and
RYGB+sh-Grin3a group.

The rat model of T2DM was established by a high-fat diet.">'> Rats in the Control group were fed a standard diet
(18% fat, 25% protein, and 57% carbohydrates). Rat in the other four groups were fed a high-fat diet (40% fat, 13%
protein, and 47% carbohydrates). After 4 weeks of feeding, rats receiving high-fat diets were intraperitoneally injected
with 35 mg/kg streptozotocin (STZ; Sigma, USA); rats in the Control group were intraperitoneally injected with an equal
amount of sodium citrate buffer (0.1 mol/L, pH = 7.4; Solarbio, China). Upon 4 weeks of feeding again, the blood
samples were collected from the tail vein of rats, and the blood glucose was measured by a blood glucose meter (Abbott,
USA). The blood glucose of rats receiving a high-fat diet higher than 16.7 mmol/L indicated successful establishment of
the T2DM rat model."

Referring to the previous literature, RYGB was performed on T2DM model rats.'> After anesthesia, rats in the T2DM
group only underwent laparotomy and did not receive RYGB; rats in the RYGB group, RYGB+shNC group and RYGB
+sh-Grin3a group received RYGB after successful construction of the T2DM model. Upon receiving RYGB, negative
shRNA(shNC) and Grin3a shRNA (sh-Grin3a) were injected into bilateral hypothalamic ARC of rats in the RYGB
+shNC and RYGB+sh-Grin3a groups, respectively. The injection was completed by virtue of a micro injector. At week 8
postoperatively, the body weight of each group of rats was measured and the groin WAT, plasma and hypothalamic ARC
were collected. Subsequently, the fasting blood glucose (FBG) and fasting serum insulin (FSI) levels of rats were
measured using glucose meters (Abbott, USA) and insulin kits (Nanjing Jiancheng Bioengineering Institute, China),
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respectively. The formula for calculating HOMA-IR (homeostatic model assessment of insulin resistance) was shown as
follows: HOMA-IR = (FBG x FSI)/22.5.

Cell Culture and Transfection

Cell samples (3T3-L1 cells) were purchased from the National collection of Authenticated Cell Cultures (Shanghai,
China). They were cultured in a dulbecco’s modified eagle medium (DMEM, Solarbio, China) containing 10% newborn
bovine serum (NBS, Gibco, USA) in an incubator with 95% humidity, 5% CO, and a temperature of 37 °C.

After the confluence reached 100%, induction of differentiation was performed on 3T3-L1 cells.'® The old culture
medium was discarded, and the cells were cultured in a DMEM containing 10% fetal bovine serum (FBS, Gibco, USA),
10 pg/mL insulin, 1 uM dexamethasone and 0.5 mM IBMX (3-Isobutyl-1-methylxanthine). After 48 h, the medium was
replaced with a DMEM containing 10% FBS and 10 pg/mL insulin, and the cells were cultured for another 48 h. Next,
the cells were transferred to a DMEM containing 10% FBS for further culture. The medium was changed every 2 days
until fully differentiated adipocytes were formed.

Differentiated 3T3-L1 cells were digested with trypsin (China) and then seeded into a 6-well plate. When the confluency
of cells reached 70%-80%, cell transfection was performed. Negative over-expression vector (Vector group),
pcDNA3.1-Grin3a (Grin3a group), negative shRNA (shNC group) and sh-Grin3a (sh-Grin3a group) were all synthesized
by BGI. The above fragments were transfected into 3T3-L1 cells according to the instructions of Lipofectamine 2000™
(Thermo Fisher Scientific, USA). The transfected cells were incubated in an incubator containing 5% CO, at 37 °C.

Determination of Triglycerides (TGs)

Differentiated 3T3-L1 cells were washed 3 times with PBS, then lysed in lysis buffer (0.15 M NaCl, 10 mM EDTA, 0.1%
TritonTM X-100, 50 mM Tris buffer, pH 7.5) for 30 minutes. After the cell lysates were centrifuged (12,000 x g, 4 °C,
10 min), the supernatant was collected. Next, the content of TG in rat plasma and cells was measured according to the
instructions of TG Determination Kit (Nanjing Jiancheng Bioengineering Institute, China).

Hematoxylin & Eosin (H&E) Staining

The WATs were fixed with fatty tissue fixative solution (Servicebio, China). After dehydration, the tissue was embedded
in paraffin and cut into 5 um continuous sections. The sections were deparaffinized with xylene then stained with
hematoxylin and eosin (Solarbio, China). Finally, the treated sections were observed under a microscope and
photographed.

Oil Red O Staining

Differentiated 3T3-L1 cells were washed with PBS and fixed in 10% formalin. After 20 min, the fixative solution was
aspirated and the cells were incubated with 60% isopropyl alcohol for 30s. Then, the isopropyl alcohol was aspirated, and
the cells were stained with oil red O staining solution (Solarbio, China) at ambient temperature for 30 min. Next, the cell
samples were observed under an inverted microscope and photographed. Subsequently, the oil red O in the cells was
dissolved by adding isopropyl alcohol extraction. The treated cells were stood at ambient temperature for 20 min, then
the absorbance at 490 nm was measured with a microplate reader.

gRT-PCR

The RNA was extracted from tissue and cell samples with TRIzol reagent (Beyotime, China), and the concentration and
purity of the extracted RNA were detected with NanoDrop. Next, RNA was reversely transcribed into cDNA according to
the instructions of the cDNA Synthesis Kit (Tiangen, China). Subsequently, the target gene sequences were synthesized
in the Roche LightCycler®96 system referring to the instructions of SYBR greenER qPCR SuperMix (TaKaRa, Japan).
Besides, B-actin was regarded as an internal control, and the relative expression level of the target gene was calculated

2—AACt

using the method. The primer sequences used in this study were shown in Table 1.
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Table | Primer Sequences of qRT-PCR

Genes Primer Sequences (5’ to 3’)
ATF4 F: GTTGGTCAGTGCCTCAGACA
R: CATTCGAAACAGAGCATCGA
IRE-la F: CCTGAGGAATTACTGGCTTCTC
R: TCCAGCATCTTGGTGGATG
PERK F: GATCCGTCTCCCAAACAGG
R: TAGCCAAGGCTT TGACTTCC
CHOP F: AGCTGGAAGCCTGGTATGAGGA
R: GCTAGGGATGCAGGGTCA
Agrp F: CTCTGAAGCTGAATGCCCACC
R: ATCGTTTATTCGCGTCCCCT
Npy F: AGAGATCCAGCCCTGAGACA
R: AACGACAACAAGGGAAATGG
Pomc F: CCTATCGGGTGGAGCACTTC
R: GCGTTCTTGATGATGGCGTT
Cart F: GCGCTGTGTTGCAGATTGAA
R: CAGTCACACAGCTTCCCGAT
Grin3a F: CAGCCAGAACTTGCTCTCCTTC
R: GATGGAACCACTGAGACCTCTG
PPARy F: GTACTGTCGGTTTCAGAAGTGCC
R: ATCTCCGCCAACAGCTTCTCCT
Clebpa F: CAACCTGGAGACGCAGCACAAG
R: GCTTGAACAAGTTCCGCAGGGT
FASN F: CACAGTGCTCAAAGGACATGCC
R: CACCAGGTGTAGTGCCTTCCTC
FABP4 F: TGAAATCACCGCAGACGACAGG
R: GCTTGTCACCATCTCGTTTTCTC
B-actin F: CTAAGGCCAACCGTGAAAAG
R: TCTCCGGAGTCCATCACAAT

Western Blot

The total protein of adipose tissue was extracted by an adipose tissue protein extraction kit (Solarbio, China), and the total protein
of ARC tissue was extracted with RIPA lysis buffer (Solarbio, China). Next, the BCA kit (Solarbio, China) was utilized to
determine the concentration of total protein. Later, the protein samples were separated by Sodium Dodecyl Sulfate-Poly
Acrylamide Gel Electrophoresis (SDS-PAGE) and transferred onto polyvinylidene fluoride (PVDF) membranes (Bio-Rad,
USA). The membranes were sealed with 5% skimmed milk for 1 h. Subsequently, primary antibodies (Grin3a, p-AMPK,
AMPK, B-actin; Abcam, USA) were added into the membranes for incubation at 4 °C overnight. Washed with TBST, the
membranes were incubated with secondary antibody (Abcam, USA) for 1 h at ambient temperature. Next, enhanced chemilu-
minescent (ECL) substrates were uniformly dropwise added to the membrane, and the FliorchemHD2 imaging system was used
for scanning and image acquisition. Gray value analysis was performed using Image J. The relative expression level of proteins

was calculated by taking B-actin as an internal reference protein.

Statistical Analysis

SPSS 10.0 software was used for statistical analysis, and GraphPad prism 9 for plotting. All results were
expressed as mean + standard deviation (SD). Independent #-test analysis was employed for comparison between
two groups, and one-way analysis of variance for comparison among multiple groups. P < 0.05 indicated

significantly different.
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Results
RYGB Improves Insulin Resistance and Reduces Fat Accumulation in Obese Rats with

T2DM

To investigate the effects of RYGB on rats with T2DM, the body weight, FBG, FSI, and HOMA-IR of rats were
measured in this study. Briefly speaking, compared with the control group, rats in the T2DM group exhibited
significantly increased body weight, FBG, FSI, and HOMA-IR. RYGB decreased the body weight, FBG, FSI and
HOMA-IR of T2DM rats (Figure 1A-D). Besides, the level of TG was also measured. In comparison with the control
group, the TG level in the T2DM group was notably up-regulated (P < 0.01). RYGB reduced TG levels in plasma of rats
with T2DM (P < 0.01) (Figure 1E). According to the outcomes of H&E staining, significant proliferation and notably
increased size were observed in adipocytes in WATs of T2DM rats; while RYGB could reduce the proliferation and
number of adipocytes (Figure 1F). Therefore, RYGB could improve insulin resistance and reduce fat accumulation in
obese T2DM rats.

RYGB Regulates Endoplasmic Reticulum Stress and Neuropeptide Levels in Arcuate

Nucleus of Obese T2DM Rats

Subsequently, we investigated the effects of RYGB on the levels of endoplasmic reticulum stress (ATF4, IRE-1a, PERK,
and CHOP) and neuropeptides (Agrp, Npy, Pomc, and Cart) in ARC of T2DM rats. Specifically, the mRNA expression
levels of ATF4, IRE-1a, PERK and CHOP in ARC of T2DM rats were significantly higher than those in the control
group (P < 0.01). RYGB reduced the expression levels of ATF4, IRE-1a, PERK, and CHOP in ARC of T2DM rats (P <
0.01) (Figure 2A-D). In addition, compared with the Control group, the mRNA expression levels of Agrp and Npy were
significantly increased (P < 0.01) while the mRNA expression levels of Pomc and Cart were markedly decreased (P <
0.01) in hypothalamic ARC of T2DM rats. Relative to rats in the T2DM group, the RYGB group rats exhibited notably
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Figure | RYGB ameliorates insulin resistance and lessens fat accumulation in rats with T2DM. (A) Body weights of rats in each group; (B) The FBG of rats was detected by
blood glucose meter; (C) The FSI of rats was tested by kits; (D) HOMA-IR of rats; (E) The changes of plasma TG level of rats were measured by TG kit; (F) The
morphological changes of WATSs were observed by H&E staining, red arrows represent adipocyte. **P < 0.01.

Abbreviations: FBG, fasting blood glucose; FSI, fasting serum insulin; HOMA-IR, homeostatic model assessment of insulin resistance; TG, triglyceride; WAT, white adipose
tissue; H&E, hematoxylin and eosin.
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Figure 2 RYGB regulates endoplasmic reticulum stress and neuropeptide levels in arcuate nucleus of T2DM rats. (A-H) qRT-PCR to assess the effects of RYGB on mRNA
expression levels of ATF4 (A), IRE-1a (B), PERK (C), CHOP (D), Agrp (E), Npy (F), Pomc (G) and Cart (H) in the arcuate nucleus of hypothalamus in T2DM rats. **P < 0.01.

decreased mRNA expression levels of Agrp and Npy while markedly raised mRNA expression levels of Pomc and Cart
in ARC of rats (P < 0.01) (Figure 2E-H). Collectively, RYGB regulated endoplasmic reticulum stress and neuropeptide
levels in ARC of obese T2DM rats.

RYGB Up-Regulates Grin3a Expression in White Adipose Tissue and Arcuate Nucleus
of Obese T2DM Rats

Previous studies have shown that Grin3a may be the key gene for the therapeutic role of RYGB plays.'? Therefore, the
expression of Grin3a in WAT and ARC of rats was measured in this study. Compared with the Control group, the protein
expression levels of Grin3a in WAT and hypothalamic ARC of T2DM rats were remarkably reduced (P < 0.01).
However, RYGB could increase the Grin3a protein expression level in tissue samples (Figure 3A and B). Moreover,
the mRNA expression level of Grin3a in ARC of T2DM rats was much lower than that in the Control group, while
RYGB increased the mRNA expression level of Grin3a in ARC of T2DM rats (Figure 3C). Overall, RYGB up-regulated
Grin3a expression in WAT and ARC of obese T2DM rats.

RYGB Activates AMPK Signal in Arcuate Nucleus of Obese T2DM Rats

The AMPK signaling pathway is related to the pathological mechanism of obesity and T2DM.’ Hence, the changes of AMPK
signals in ARC of rats were observed by Western blot. In contrast to the control group, the expression level of p-AMPK in
ARC of'rats in the T2DM group was decreased, as well as the ratio of p-AMPK/AMPK (P <0.01). Compared with the T2DM
group, the expression level of p-AMPK and the ratio of p-AMPK/AMPK were significantly increased in ARC of rats in the
RYGB group (P < 0.01) (Figure 4). All in all, RYGB could activate AMPK signal in ARC of obese T2DM rats.

Knockdown of Grin3a Promotes Lipid Accumulation and Production in 3T3-LI Cells
To further explore the effect of Grin3a on lipid metabolism, Grin3a was knocked down or over-expressed in differentiated
3T3-L1 adipocytes. Compared with the Vector group, the expression level of Grin3a in the Grin3a group was notably
increased; in comparison with the shNC group, the expression level of Grin3a in the sh-Grin3a group is remarkably reduced
(Figure 5A). The above outcomes indicated successful knockdown or over-expression of Grin3a in differentiated 3T3-L1
adipocytes by transfection. Besides, levels of TG in the Grin3a group were significantly reduced compared with those in the
Vector group, while the TG level in the sh-Grin3a group was notably higher than that in the shNC group (Figure 5B). The
outcomes of oil red O staining displayed that the lipid accumulation in the Grin3a group was obviously lower than that in the

3622 s Diabetes, Metabolic Syndrome and Obesity 2023:16

Dove!


https://www.dovepress.com
https://www.dovepress.com

Dove Zhang et al

i

Control

>
g
(g}

1.5

Control T2DM RYGB

Grin3a | WE— . M | 130kDa

* %k * %k

1.0
0.5 T
T2DM  RYGB 0.0-

Control  T2DM  RYGB

-
o
1

%k %k %k %
—_

pactin | (D G S  :c0:

o
o
1

Relative protein expression
of Grin3a
Relative mRNA expression
of Grin3a

B 1.5

i

Control T2DM RYGB

* %k * %

Control T2DM RYGB

bow s @S | 130kDa

e

-
o

Grin3a

Relative protein expression
of Grin3a
o
(4,

Figure 3 RYGB up-regulates Grin3a expression in white adipose tissue and arcuate nucleus of T2DM rats. (A and B) Western blot to measure the expression levels of
Grin3a protein in white adipose tissue (A) and arcuate nucleus tissue (B) of rats in each group; (C) qRT-PCR to test the mRNA expression level of Grin3a in arcuate nucleus
of rats. **P < 0.01.

1.5
Control T2DM RYGB T ** **
L -
PAVPK | SR  ses SN | G3kDa .§§1.o-
o
AMPK | (SN SR SN | 3Da o2
2 8051 o
g%
[0]
Bacin | (NS GENNED GENNS cc0a
0.0-

Control  T2DM  RYGB
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group were detected by Western blot. **P < 0.01.
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Vector group; however, the lipid accumulation in the sh-Grin3a group was remarkably higher than that in the shNC group
(Figure 5C). The above findings indicated that knocking down Grin3a promoted lipid accumulation in 3T3-L1 cells.

Additionally, we measured changes in gene expression levels associated with lipid production in each group of cells.
To be specific, compared with the Vector group, the expression levels of PPARYy, C/ebpa, FASN and FABP4 in the Grin3a
group decreased significantly (P < 0.05). Relative to the shNC group, the expression levels of PPARy, C/ebpa, FASN,
and FABP4 in the sh-Grin3a group were markedly increased (P < 0.05) (Figure SD-G). Above all, Grin3a could regulate
lipid accumulation and production in differentiated 3T3-L1 cells.

Knocking Down Grin3a Reverses the Reducing Effect of RYGB on Insulin Resistance
and Fat Accumulation in Obese T2DM Rats

To verify the role of Grin3a in RYGB treating insulin resistance and fat accumulation in T2DM rats, we knocked down the
expression of Grin3a in tissues of the bilateral hypothalamic ARC in T2DM rats. The results of qRT-PCR revealed that the
expression level of Grin3a in ARC of the RYGB+sh-Grin3a group was much lower than that in the RYGB+shNC group
(Figure 6A). The above outcome suggested that the expression of Grin3a in ARC tissues in T2DM rats was successfully
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knocked down. In addition, plasma TG levels were remarkably up-regulated in the RY GB+sh-Grin3a group compared with
that in the RYGB+shNC group (Figure 6B). Also, the body weight, FBG, FSI, and HOMA-IR of the RYGB+sh-Grin3a
group were significantly higher than those of the RYGB+shNC group (Figure 6C—F). H&E staining results showed that,
relative to the T2DM group, the proliferation and THE size of adipocytes in WAT of rats in the RYGB group were
significantly reduced. In contrast to the RYGB+shNC group, the proliferation level and the size of adipocytes were notably
increased in WAT in the RYGB+sh-Grin3a group (Figure 6G). The above findings indicated that knockdown of Grin3a
reversed the reducing effects of RYGB on insulin resistance and fat accumulation in obese T2DM rats.

Knockdown of Grin3a Reverses the Impact of RYGB on Endoplasmic Reticulum Stress
and Neuropeptide Levels in Arcuate Nucleus of Obese Rats with T2DM

Next, the influence of knocking down Grin3a on endoplasmic reticulum stress and neuropeptide levels in ARC of T2DM rats
was investigated in this paper. In brief;, relative to the RYGB+shNC group, the expression levels of ATF4, IRE-1a, PERK, and
CHOP in ARC of the RYGB+sh-Grin3a group rats climbed a lot (P < 0.01) (Figure 7A-D). Furthermore, in comparison with
the RYGB+shNC group, the expression levels of Agrp and Npy were markedly increased (P < 0.01) while those of Pomc and
Cart were obviously decreased in ARC of the RYGB+sh-Grin3a group rats (P < 0.01) (Figure 7E-H). Hence, knockdown of
Grin3a reversed the effect of RYGB on endoplasmic reticulum stress and neuropeptide levels in ARC of obese T2DM rats.

RYGB Improves Insulin Resistance in Obese T2DM Rats by Regulating Grin3a/AMPK
Signal Axis

As AMPK signal was involved in the regulation of RYGB on insulin resistance in T2DM rats, the effect of knocking
down Grin3a on AMPK signal in ARC was examined. Relative to the RYGB+shNC group, the RYGB+sh-Grin3a group
displayed a significantly decreased Grin3a expression and p-AMPK/AMPK ratio (P < 0.01, Figure 8). Such a result
indicated that knocking down Grin3a reversed the activation of AMPK signal in ARC by RYGB. All in all, RYGB
improved insulin resistance in obese T2DM rats by regulating the Grin3a/AMPK signaling axis.
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Figure 6 Knocking down Grin3a reverses the role of RYGB in reducing insulin resistance and fat accumulation in T2DM rats. (A) The expression level of Grin3a in arcuate
nucleus of rats was detected by qRT-PCR; (B) Body weight of rats; (C) The FBG levels of rats were measured by blood glucose meter; (D) The FSI levels of rats in each
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Abbreviations: FBG, fasting blood glucose; FSI, fasting serum insulin; HOMA-IR, homeostatic model assessment of insulin resistance; TG, triglyceride; WAT, white adipose
tissue; H&E, hematoxylin and eosin.

Discussion

T2DM, characterized by insulin resistance, is a common chronic disease with or without insulin secretion deficiency.
Insulin resistance makes human organs and tissues less sensitive to insulin, resulting in reduced utilization of glucose by
the body and increased production of endogenous glucose.'” RYGB, whose effective rate of clinical treatment is higher
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Figure 7 Knocking down Grin3a reverses the impact of RYGB on endoplasmic reticulum stress and neuropeptide levels in arcuate nucleus of T2DM rats. The mRNA
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by qRT-PCR. **P < 0.01.
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Figure 8 RYGB improves insulin resistance in T2DM rats by regulating Grin3a/AMPK signal axis. Western blot was employed to measure the protein expression changes of
Grin3a, AMPK and p-AMPK in rats of each group. **P < 0.01.

than 80%, can effectively control blood glucose of obese T2DM patients.” Moreover, RYGB is able to increase insulin
sensitivity in obese and T2DM patients. In this research, RYGB reduced body weight, blood glucose, insulin levels and
insulin resistance of obese T2DM rats, consistent with the results of previous studies.'*'®!?

The Grin3A gene encodes the subunit 3a of NMDAR. Activation of Grin3a facilitates the binding to glutamic
acid or alanine, unbinds the coupling between the NMDA receptor and the magnesium ions, and opens the calcium
channel. The opening of the calcium channel results in a massive influx of calcium ions or making them signaling
as second messengers.”®?! RNA-Seq sequencing in previous studies revealed that Grin3a might be involved in the
related mechanism of RYGB in improving insulin resistance in T2DM rats.' This study further verified the role of
Grin3a in improving insulin resistance in T2DM rats by RYGB. Specifically, RYGB up-regulated the expression of

Grin3a in adipose tissue and ARC of T2DM rats. Knocking down Grin3a reversed the inhibition of RYGB on
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blood glucose, insulin level and insulin resistance in T2DM rats. In general, RYGB reduced insulin resistance in
obese T2DN rats by regulating the Grin3a expression.

The AMPK signal can regulate lipid metabolism and improve insulin sensitivity by affecting the expression of down-
stream target genes.””>? The activation of AMPK contributes to reducing the lipid accumulation in liver tissues of
hyperlipidemia rats.>* Moreover, AMPK is also a potential target for anti-diabetic drugs such as metformin.?> Studies
have pointed out that AMPK signal can up-regulate the level of glucose transporter 4 (GLUT4), promote the uptake of
glucose by muscle cells, and improve insulin sensitivity.? In this study, RYGB activated AMPK signal and improved insulin
resistance in ARC of T2DM rats. Previous studies have reported that RYGB increases the insulin sensitivity in patients with
T2DM and up-regulates the level of AMPK phosphorylation in their abdominal subcutaneous adipose tissues.”” RYGB
reduced FBG, insulin, and HOMA-IR, and up-regulated the AMPK/ SIRT1/ PGC-10a. pathway in Zucker diabetic fatty rats.*®
These results were consistent with the conclusions of our study. In addition, knocking down Grin3a inhibited the activation of
AMPK signals, indicating that the AMPK signal in ARC of T2DM rats might be regulated by Grin3a.

Lipid accumulation is also an important inducing factor for T2DM.?° The expression of genes related to
adipogenesis is involved in the differentiation of adipocytes.>® In this research, the effects of Grin3a on adipocytes
were explored by knocking down or over-expressing Grin3a in differentiated 3T3-L1 adipocytes. We discovered
that Grin3a not only significantly reduced lipid droplet formation and TG content in 3T3-L1 adipocytes, but also
down-regulated the expression of lipogenic transcription factors (PPARy, C/ebpa, FASN, and FABP4). Notably,
PPARYy is a key lipogenic transcription factor that regulates lipogenesis. Shortly speaking, PPARYy initiates TG
formation and lipid droplet accumulation by inducing C/EBPa expression.’' Besides, it’s reported that erucic acid
inhibited adipogenesis of 3T3-L1 adipocytes by down-regulating PPARY, C/ebpa and FAS expression.*? It’s worth
noting that the effect of Grin3a on lipid accumulation has not been reported yet. Our study demonstrated that
Grin3a could regulate the transcription levels of PPARy, C/ebpa, FASN, and FABP4 in 3T3-L1 adipocytes.

There are still some demerits in this study. For example, neither the regulation mechanism of Grin3a on AMPK signal
nor the related mechanism of AMPK regulating downstream target signal to improve insulin sensitivity was deeply
discussed in this research. Additionally, the conclusions of this study still needed to be further verified, such as over-
expression of Grin3a or inhibition of AMPK signal.

Conclusion
To sum up, RYGB can improve insulin sensitivity and fat accumulation and reduce plasma TG level and insulin level in
obese rats with T2DM by regulating the Grin3a/AMPK signal axis in hypothalamic ARC.
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