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Jujuboside B Inhibits Neointimal
Hyperplasia and Prevents Vascular
Smooth Muscle Cell Dedifferentiation,
Proliferation, and Migration via
Activation of AMPK/PPAR-y Signaling

Zaixiong Ji, Jiaqi Li and Jianbo Wang *

Department of Interventional Radiology, Shanghai Jiao Tong University Affiliated Sixth People’s Hospital, Shanghai, China

The uncontrolled proliferation and migration of vascular smooth muscle cells is a critical
step in the pathological process of restenosis caused by vascular intimal hyperplasia.
Jujuboside B (JB) is one of the main biologically active ingredients extracted from the seeds
of Zizyphus jujuba (SZJ), which has the properties of anti-platelet aggregation and reducing
vascular tension. However, its effects on restenosis after vascular intervention caused by
VSMCs proliferation and migration remain still unknown. Herein, we present novel data
showing that JB treatment could significantly reduce the neointimal hyperplasia of balloon-
damaged blood vessels in Sprague-Dawley (SD) rats. In cultured VSMCs, JB pretreatment
significantly reduced cell dedifferentiation, proliferation, and migration induced by platelet-
derived growth factor-BB (PDGF-BB). JB attenuated autophagy and reactive oxygen
species (ROS) production stimulated by PDGF-BB. Besides, JB promoted the
phosphorylation of adenosine monophosphate-activated protein kinase (AMPK) and
the expression of peroxisome proliferator-activated receptor-y (PPAR-y). Notably,
inhibition of AMPK and PPAR-y partially reversed the ability of JB to resist the
proliferation and migration of VSMCs. Taken as a whole, our findings reveal for the first
time the anti-restenosis properties of JB in vivo and in vitro after the endovascular
intervention. JB antagonizes PDGF-BB-induced phenotypic switch, proliferation, and
migration of vascular smooth muscle cells partly through AMPK/PPAR-y pathway.
These results indicate that JB might be a promising clinical candidate drug against in-
stent restenosis, which provides a reference for further research on the prevention and
treatment of vascular-related diseases.

Keywords: jujuboside B, neointimal hyperplasia, reactive oxygen species, proliferation, autophagy, vascular
restenosis
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INTRODUCTION

Vascular intervention is a very effective treatment option for the treatment of critical limb ischemia
(CLI) (Baumann et al., 2014; Mohapatra et al., 2019). However, vascular restenosis caused by the
destruction of the vascular barrier system has become the main disadvantage of intravascular
interventional therapy for cardiovascular diseases (CVD), and has seriously affected the prognosis
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and quality of life of patients, which limits its long-term success
(Meltzer et al., 2016). In particular, for inferior artery disease
caused by diabetes, the long-term effect of the vascular
intervention is even more unsatisfactory due to its small
diameter and long disease duration. Although drug-eluting
stents (DES) prevent restenosis, their associated delay in
vascular healing and increased risk of late thrombosis make
them unlikely to be a long-term solution field for restenosis
(Kounis et al., 2017; Torrado et al., 2018). At present, the
clinical pharmacological intervention for vascular restenosis is
still unsatisfactory (Napoli et al., 2002).

Although the complex pathogenesis of intraluminal
restenosis after vascular intervention has not been fully
understood, it has been confirmed that excessive proliferation
and migration of vascular smooth muscle cells is the leading
cause of restenosis after vascular intervention (Marx et al., 2011;
Carrizzo et al., 2020). Vascular intervention inevitably damages
the arterial intima, and the tearing of the intima leads to
collagen exposure and persistent inflammation. In the early
stage, as a response to vascular injury, platelets, inflammatory
cells, and vascular smooth muscle cells release growth factors
such as PDGF, which can lead to the dedifferentiation of
VSMCs, that is, switching from a static contraction
phenotype to a synthetic phenotype (Lu et al., 2018; O’Brien
et al., 1993). PDGF including PDGF-BB, PDGF-AB, PDGF-AA
can bind to PDGF a-receptor (PDGFRa) or PDGF B-receptor
(PDGFRP) to activate PI3K/Akt, MAPK, etc., leading to the
proliferation and migration of smooth muscle cells (Ma et al,,
2017). Therefore, inhibiting the excessive proliferation and
migration of VSMCs may help prevent neointimal
hyperplasia and restenosis.

Complementary and alternative medicine (CAM), especially
natural herbal products, play an important role in the treatment
and management of CAD and receive more attention because of
their relatively low price, fewer side effects, and multiple targets.
(Rabito and Kaye, 2013; Maaliki et al., 2019; Carrizzo et al.,
2020). However, it is still challenging to find more effective
drugs to prevent vascular restenosis and elucidate its underlying
mechanisms. SZJ is a famous traditional medicine in Asian
countries, which has functions of hypnosis, calming, anti-
anxiety, and anti-oxidative stress (Peng et al., 2000; Al-Reza
etal, 2009; Zhang et al., 2014). JB is considered to be one of the
main bioactive components in SZJ (Liu et al., 2007), and it is a
natural saponin triterpenoid. Studies have shown that JB has
anti-platelet aggregation effects (Seo et al, 2013), inducing
tumor cell autophagy and apoptosis (Li et al., 2017; Jia et al,
2020), reducing vascular tension (Zhao et al, 2016), anti-
inflammatory (Ninave and Patil, 2019). However, there are
no existing studies on the effect of JB on the phenotypic
transition, proliferation, and migration of vascular smooth
muscle.

AMPK plays a critical regulatory role in cell energy
metabolism, which is related to the increase in the AMP/
ATP ratio (Lin and Hardie, 2018). The activation of AMPK
can be induced by ischemia, hypoglycemia, hypoxia, etc., which
may act as a sensor for cellular stress (Carling, 2017).
Accumulating evidence shows that AMPK activation can
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FIGURE 1 | Molecular structure of Jujuboside B.

inhibit the proliferation of VSMCs in damaged blood vessels
and weaken the formation of neointima (Song et al., 2011;
Zhang et al., 2019; Zhang et al.,, 2019), indicating that AMPK
may be a new therapeutic target for restenosis after intervention
(Xiao et al., 2018). In this study, we reported for the first time
that Jujuboside B antagonizes the proliferation and migration
of VSMCs induced by PDGEF-BB in vivo and in vitro,
mechanically, which is mediated through AMPK/PPAR-y
signaling pathway.

MATERIALS AND METHODS

Drugs and Reagents

JB (chemical structure C52H84021 shown in Figure 1,
molecular weight = 1045.223, purity > 98%) was brought
from Shanghai Yuanye Bio-Technology Co. Ltd. (Shanghai,
China). Dulbecco’s modified Eagle’s medium (DMEM), fetal
bovine serum (FBS), and trypsin EDTA were purchased from
Gibco BRL (Carlsbad, CA, United States ). The recombinant
rat PDGF-BB was obtained from R & D Systems (Minneapolis,
Minnesota, United States). Cell counting kit 8 (CCK-8) came
from Beyotime Biotechnology Institute (Shanghai, China).
The transwell system was from Corning Corporation
(Corning, Inc., Cypress, CA). a-SMA, PCNA, p-AMPK,
AMPK, f-tubulin antibodies were purchased from Cell
Signaling Technology (Beverly, MA, United States) SM22aq,
OPN, PPAR-y, LC3B, p62 antibodies were from Abcam
(Cambridge, United Kingdom). GAPDH antibody and
horseradish peroxidase-conjugated secondary antibodies
were commercially purchased from Beyotime Biotechnology
Institute (Shanghai, China). Compound C (AMPK inhibitor)
and GW9662 (PPAR-y antagonist) were purchased from MCE
China (Shanghai, China).

Ethics and Animals

The protocol of this study was approved by the Ethics
Committee of the Sixth People’s Hospital affiliated with
Shanghai Jiao Tong University and comply with the
Guidelines for the Care and Use of Laboratory Animals
published by the National Institutes of Health (NIH, 8th
Edition, 2011). Male Sprague-Dawley (SD) rats (weight
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200-220 g) were obtained from the Model Animal Research
Center of Nanjing University (Jiangsu Province, China). In the
absence of specific pathogens (SPF), all rats were housed in
individually ventilated cages (three or four per cage). All rats
had free access to the standard diet. All animals were housed
under specific pathogen-free (SPF) circumstance which was
temperature-controlled, with relative humidity (40-70%) and
a 12 h/12 h light/dark cycle.

Cell Culture

A7r5 cells (VSMCs from rat thoracic aorta) (Cell Bank of Chinese
Academy of Sciences, Shanghai, China) were cultivated in
DMEM, 10% FBS (Gibco, Carlsbad, United States ) in a
humidified condition with 5% CO, at 37°C. All cells used in
the experiment were passaged 3-5 times.

CCK-8 Assay

VSMCs were seeded in the 96-well plates at a density of 1 x 10*
cells per well and grown in an incubator containing 5% CO,
(Baumann et al., 2014) at 37°C for 24 h. When cells reached 70%
confluence, the media was aspirated and cells were treated with
various concentrations of JB for 24 h prior to stimulation with or
without PDGF-BB (25 ng/ml). Subsequently, each well was
replenished with 10l cell-counting kit-8 (CCK-8; Yeasen,
Shanghai, China) solution and the sample was incubated at
37°C for 2h. Finally, the cell optical density (OD) was tested
at 450 nm by Molecular Devices Spectra Max i3x. Cell viability
(%) was calculated based on the percentage of control. Three
replicate wells were set for each group.

Cell Counting

The VSMCs were seeded into a 6-well plate at a density of 1 x 10
cells per well. After treated with PDGE-BB or JB or both, the cells
were resuspended and incubated with 0.4% trypan blue dye
solution. The number of cells not stained with trypan blue was
measured using a Countess Automated Cell Counter
(Invitrogen).

Cell Cycle Analysis

The cell cycle was analyzed according to the protocol of the cell
cycle and apoptosis analysis kit (Beyotime, Shanghai, China).
VSMCs were grown to 80% confluence in a 6-well plate. After
starvation for 24 h, VSMCs were pretreated by PDGF-BB or JB or
both. Digested with trypsin, the cells were centrifuged (12,000 g,
5 min) and washed with 1 ml pre-cooled PBS. All samples were
fixed with 75% ethanol at 4°C overnight and then washed with
1ml of pre-cooled PBS. After cells were incubated with
propidium iodide (PI) staining buffer (100 ug/mLPI and
100 ug/mL RNase A) at 37°C for 30 min, the samples were
analyzed by flow cytometer (BD Biosciences, Franklin Lakes,
NJ, United States).

Annexin V and Pl Double-Staining Assay

After experimental treatment, VSMCs were digested by trypsin
from the six-well culture plate, collected by centrifugation, and
washed with pre-cooled PBS. Annexin V and PI apoptosis kits
were used for cell apoptosis analysis (BD Biosciences,
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United States). The cells resuspended in 100 uL 1 x binding
buffer. The cells were stained with 5ul annexin V-FITC and
incubated in darkness at room temperature for 15 min. Then, the
cells were stained with 5ul PI for 5min and resuspended in
another 400 uL binding buffer. The samples were analyzed by
flow cytometry (BD Biosciences, Franklin lakes, NJ,
United States).

Scratch Wound Motility Assay

Cell migration was studied using wound healing methods.
VSMCs were seeded in 6-well plates (1 x 10° cells per well)
and grown to a concentration of 80%, then cultured in a medium
containing the drug or the vehicle for 12 h. A straight scratch was
made across the plate with a 200 pl pipette tip. 24h after
scratching, the wound was photographed with an inverted
microscope (magnification, 100x, Leica, Germany), and the
degree of cell migration was analyzed according to the
percentage of recovered area with Image J software.

Transwell Migration Assay

Transwell migration assay was used to measure the migration
ability of VSMCs. Specifically, A7r5 was inoculated into the upper
chamber of the transwell system (1 x 10° cells per well) and
treated with 100 pl of serum-free DMEM containing PDGF-BB
and JB at specified concentrations. 500 pl of 10% FBS DMEM was
added to the lower chamber of the 24-well transwell system. The
cells were then incubated at 37°C for 24 h to migrate. After that,
the non-migrating cells in the upper chamber of transwell system
were removed with cotton swabs. Immediately afterwards, the
transwell chamber was washed with PBS three times. The lower
chamber was filled with 4% paraformaldehyde to fix the
migrating smooth muscle cells. Next, the migrated cells were
stained with crystal violet for 15 min. Five fields of view were
randomly selected from each Transwell chamber and
photographed at 100x magnification under an inverted
microscope (Leica, Germany). Image ] was used to perform
statistical analysis on the number of migrated cells.

ROS Measurement

The VSMCs in each group were treated accordingly and
incubated with  7'-dichlorodihydro fluorescein  diacetate
(DCFH-DA, 10 uM) for 20 min in the dark at 37°C. The cells
were washed with phosphate-buffered saline (PBS) three times,
and immunofluorescence detection was performed with an
inverted microscope (Leica, Germany).

Western Blot Assay

Protein sample was harvested from cells or carotid tissues by lysis
buffer. The extract was centrifuged at 4°C, 12,000 g for 20 min.
Then, the supernatant was isolated and protein concentration was
evaluated by a Bicinchoninic Acid (BCA) Protein Assay Kit
(Beyotime Institute of Biotechnology, Shanghai, China). Equal
quantities of protein were loaded and separated by sodium
dodecyl sulphate-polyacrylamide gel electrophoresis (SDS-
PAGE), and then transferred to polyvinylidene difluoride
(PVDF) membranes (0.22, Millipore, Billerica, MA,
United States). Subsequently, 5% skimmed milk in Tris-
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buffered saline Tween20 (TBST) was used to block non-specific
binding sites and the membranes were probed with primary
antibodies against PCNA, a-SMA, SM22a, OPN, AMPK,
p-AMPK, PPAR-y, LC3B, p62, GAPDH and p-tubulin (all 1:
1000 diluted) at 4°C overnight. After being thoroughly washed
with TBST, the membranes were incubated with HRP-conjugated
secondary antibodies (1:1000 diluted) for 1h at room
temperature. The protein bands were visualized with the
enhanced chemiluminescence prime Kit (GE Healthcare, NA,
United Kingdom) and photographed by a GE Amersham Imager
600 imaging system. The membranes were stripped and GAPDH
or B-tubulin was used as a loading control.

Intimal Hyperplasia Model

The rats were randomly divided into four groups: sham group,
sham + JB group, injury (inj) group, injury + JB group (n = 6
rats/group). In the injury group and the injury + JB group, a
balloon catheter was used to strip the artery to induce intimal
hyperplasia of the left common carotid artery and establish a rat
carotid artery injury model. Rats were anesthetized by
intraperitoneal injection of 0.5% pentobarbital solution
(10 ml/kg). The bifurcation of the left common carotid artery
was exposed through a midline neck incision. The distal end of
the external carotid artery was ligated, and the common carotid
artery and internal carotid artery were clamped with hemostatic
forceps. After the external carotid artery was punctured, a 1.5 F
Fogarty catheter (Edwards Lifesciences, Irvine, CA,
United States) was introduced into the common carotid
artery (1.5cm below the bifurcation). The balloon was
inflated to 2.0 atm, and repeatedly twitched back and forth
3 times in the vessel lumen. The balloon was then deflated,
the catheter was withdrawn, and the proximal part of the
puncture was ligated. A palpable carotid artery pulsation was
observed in all rats to ensure the restoration of blood flow. The
neck incision was sutured. After balloon injury, JB (1.0 mg/kg/
day) was intravenously injected for 14 days. Simultaneously, the
control rats received an equal volume of phosphate buffered
saline (PBS). To prepare sham-operated rats, the left common
carotid artery and external carotid artery were exposed as
described above, but the catheter was not inserted into the
blood vessel.

Histopathological Staining

14 days after the balloon injury, the right atrium of the rat was
incised after anesthesia and the circulating blood was
expelled. Then, the left ventricle was inserted with a needle
and perfused in situ with phosphate-buffered saline (PBS)
under a pressure of 90 mmHg. Paraformaldehyde (4%) in PBS
was perfused in situ for 5 min for arterial fixation. After being
incubated in 4% paraformaldehyde for 24 h, The two common
carotid arteries s were embedded in paraffin. Paraffin sections
(3-5 pm) were dewaxed in xylene, stained with hematoxylin
and eosin (Sigma Aldrich, United States). The area of intima,
media, and the ratio of intima to media (I/M) were measured
with Image] to evaluate the neointimal hyperplasia. Four
discontinuous sections from each blood vessel were
measured in rats.

Jujuboside B Inhibits Neointimal Hyperplasia

Evans Blue Staining
Evans blue staining was applied to examine the

reendothelialization rate of damaged blood vessels after 2
weeks. The treatment of animals in each group was as
described above. Fifteen minutes before sacrifice, SD rats were
injected intravenously with normal saline containing 5% Evans
blue dye (Sigma-Aldrich, St. Louis, Missouri, United States).
Then the rats were perfused with 4% paraformaldehyde for
10 min. After the collected left common carotid artery was
longitudinally cut open, the samples were photographed with a
stereomicroscope. The area stained blue is defined as the area
without endothelial coverage, which is quantified by Image J
software.

Statistical Analysis

Data reproduced at least three independent experiments were
expressed as mean + SD. Statistical analysis was performed by
GraphPad Prism 8 (GraphPad Software, United States).
Differences among multiple groups were assessed by one-way
analysis of variance (ANOVA) followed by Tukey’s test. A
Student’s t-test was used to compare only two groups. The
significance level was accepted when p values < 0.05.

RESULTS

JB Reduced Intimal Hyperplasia in Rats with
Carotid Artery Balloon Injury

To explore the effect of JB on restenosis after carotid
balloon injury in vivo, histopathological staining was used to
examine the impact of JB on neointima hyperplasia in rats
with carotid balloon injury in vivo. After 14 days of JB
treatment, we observed that balloon injury significantly
increased neointimal area and intima/media (I/M) ratio, while
JB treatment significantly decreased neointimal area and I/M
ratio (Figures 2A-C). Also, Evans blue staining was used to
detect the effect of JB on the reendothelialization of blood vessels
after injury. As shown in the Figures 2D,E, JB significantly
promoted the reendothelialization of blood vessels after
balloon injury.

Besides, Western blotting analysis was performed in the left
common carotid artery to further evaluate the effect of JB on the
proliferation, migration and phenotype transformation of
VSMCs in vivo. As shown in the Figures 2F,G, the relative
protein expression level of PCNA in the balloon injured rats
treated with JB was significantly lower than that in the injury
group. a-SMA is a representative marker of contractile VSMCs,
and its expression was relatively high in the sham group
(Figure 2F). In the injury group, VSMCs were transformed
into a synthetic phenotype with low expression levels of
a-SMA (Figure 2H). Notably, the relative protein expression
level of a-SMA in JB-treated balloon injured rats was significantly
higher than that in the injury group. Furthermore, to explore the
mechanism of JB, we investigated whether JB enhanced activation
of AMPK in vivo. Common carotid artery ligation significantly
reduced the phosphorylation level of AMPK, while the
administration ~ of JB  significantly = increased  the
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FIGURE 2 | Therapeutic effect of JB on restenosis after balloon injury in vivo. (A) Representative section images of the left common carotid artery in sham-operated
rats and balloon-injured rats on day 14 after operation with or without JB treatment. Scale bar: 100 um (the upper panel), 50 um (the lower panel). (B,C) Quantitative
study on the area of the intima and the ratio of intima to medium (I/M) of left common carotid artery in SD rats. (D) Evans blue staining images of left common carotid artery
in sham operated rats and balloon injured rats on the 14th day after operation. Scale bar: 1 mm. (E) Comparison of reendothelialization rate of left commmon carotid
artery in each group. (F) Western blotting analysis of PCNA, a-SMA and p-AMPK in left common carotid artery of sham-operated rats and balloon-injured rats on the 14th
day after operation with or without JB treatment. (G-I) Quantification of PCNA (G), a-SMA (H), p-AMPK (1) protein expression levels between groups. Data are expressed
as mean + S.D. *¥p < 0.01 vs. Sham group. “p < 0.01 vs. Inj group. n = 6.

phosphorylation level of AMPK (Figures 2F,I). These data
suggested that JB attenuated neointimal hyperplasia by
promoting  reendothelialization and reducing VSMCs
proliferation and migration after carotid balloon injury.

JB Inhibited PDGF-BB-Induced Phenotype

Transition of VSMC in vitro

As shown in Figure 3A, the cytotoxic effect of JB on A7r5 was studied.
The survival ability of VSMCs was significantly inhibited by 100 uM JB
in a time-dependent manner. Therefore, the concentration of 10, 25,
and 50 (M JB was used to pretreat A7r5 for 12 h, to exclude the effect of
cytotoxicity. To test the effect of JB on PDGF-BB-induced A7r5
phenotype transformation, VSMCs were pretreated and different
concentrations of JB for 12h (10, 25, and 50 uM), and then

stimulated with PDGF-BB for 24h. As shown in Figures 3C-F,
PDGF-BB (25ng/ml) promoted the transformation of the A7r5
phenotype from contractile phenotype to synthetic phenotype, which
was confirmed by the increased expression of VSMCs synthetic gene
OPN and the decreased expression of contractile genes a-SMA and
SM22a (Figure 3C). JB pretreatment inhibited PDGF-BB-induced
dedifferentiation of A7r5 in a dose-dependent pattern.

JB Inhibited VSMCs Proliferation Induced
by PDGF-BB

As shown in Figure 4A, the cell counting assay was used to examine
the effect of JB on PDGF-BB-induced proliferation of A7r5.
Compared with the control group, PDGEF-BB significantly
increased the number of VSMCs. However, JB pretreatment
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FIGURE 3| JB abolished PDGF-BB induced dedifferentiation of VSMCs. (A) Effects of different concentrations of JB treatment on the vitality of VSMCs according
to CCK-8 assay. (B) Effects of JB treatment on the viability of VSMCs induced by PDGF-BB. (C) Western blotting analysis of a-SMA, SM22a and OPN in VSMCs
stimulated by PDGF-BB and pretreated with different concentrations of JB. (D-F) Quantification of a-SMA (D), SM22a (E), OPN (F) protein expression levels between
groups. Data are expressed as mean + S.D. *p < 0.01 vs. Control. *p < 0.05 and **p < 0.01 vs. PDGF-BB group. n = 3.

significantly reduced the number of VSMCs in a dose-dependent
manner (10, 25, and 50 uM). Next, as shown in Figure 3B, the
CCK-8 experiment was used to further analyze the inhibitory effect
of JB on VSMCs. Compared with the normal control (NC) group,
the cell viability was significantly increased after treatment with
PDGE-BB. However, JB pretreatment of 10-50 uM significantly
reduced cell viability. Besides, the protein expression level of
proliferation markers, proliferating cell nuclear antigen (PCNA)
was detected by Western blotting analysis. As shown in Figures
4B,C, PDGF-BB significantly induced PCNA expression. However,
compared with the PDGF group, JB pretreatment significantly
decreased PCNA protein expression in a concentration-
dependent pattern.

Cell proliferation is strictly controlled by the progression of the
cell cycle. Therefore, we studied the influence of JB on the cell
cycle progression by flow cytometry. As shown in Figures 4D,E,
PDGE-BB significantly increased the proportion of cells in the S
phase compared with the NC group. However, after PDGF-BB
stimulation for 24 h with JB pretreatment for 12 h, the proportion
of cells in the S phase was significantly decreased compared with
the PDGF group. The decrease in cell number might be due to
inhibition of cell growth or induction of apoptosis. To investigate
whether JB induced PDGF-BB-stimulated A7r5 apoptosis,
Annexin V and PI double-staining assay were performed. As
shown in Figures 4F,G, there is no significant difference between
the groups, which indicated that the inhibitory effect of JB on
PDGEF-BB stimulated A7r5 has nothing to do with apoptosis.

JB Inhibited VSMCs Migration Induced by
PDGF-BB

Scratch wound motility assay was used to examine the effect of JB
on the migration of VSMCs in vitro. As shown in Figures 5A,C,
25 ng/ml PDGF significantly reduced the wound opening due to
the increased migration of VSMCs. Compared with the PDGF
group, pretreatment with 10, 25, and 50 uM JB significantly inhibited
the migration of VSMCs induced by PDGF in a concentration-
dependent manner. Next, to further study the effect of JB on VSMCs
migration, a Transwell analysis was carried out. As shown in Figures
5B,D, consistently, JB significantly inhibited the migration of A7r5
cells in a dose-dependent pattern.

JB Attenuated VSMCs Autophagy and ROS

Generation Promoted by PDGF-BB

To investigate whether PDGF-BB-induced cellular autophagy is
alleviated by JB, we tested the expression of LC3B II/I and p62,
because the up-regulation of LC3 B II/T and the degradation of
p62 fully reflect the induction of autophagy (Tai et al., 2016). The
results showed that in vitro, compared with the control group,
PDGE-BB treatment increased the expression ratio of LC3 B II/I
and decreased the expression level of p62 (Figures 6A-C).
Besides, compared with the PDGF-BB group, JB significantly
down-regulated the expression of LC3 B II/I and upregulated the
expression level of p62, which indicates that JB can inhibit
autophagy activated by PDGF-BB. Under certain pathological
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(A) Evaluation of the proliferation of VSMCs by direct cell counting. (B) Western blotting analysis of PCNA protein expression. (C) Quantification of the relative protein level
of PCNA. (D) Representative cell cycle images showing the cell cycle progression of VSMCs between treatment groups. (E) Quantitative analysis of cell cycle distribution
in each group. (F) Determination of Annexin V-PI of VSMCs in each group. (G) Quantitative analysis of the percentage of apoptotic cells by flow cytometry. Data are
expressed as mean + S.D. #p < 0.01 vs. Control. **p < 0.01 vs. PDGF-BB group. n = 3.

conditions, oxidative stress may be related to autophagy (Salabei
et al.,, 2013), so we also tested the effect of JB on reactive oxygen
species (ROS) generation in VSMCs. As shown in Figures 6D,E,
PDGEF-BB caused a significant increase in green fluorescence. It is
worth noting that this effect was inhibited by JB treatment. Taken
together, these results indicate that JB treatment could reduce
PDGF-BB-mediated autophagy and ROS accumulation in
VSMCs.

JB Regulated AMPK/PPAR-y Signaling

Pathway

To further study the mechanism of JB against VSMCs
proliferation and migration, Western blot analysis was used to
detect the protein expression levels of phosphorylated AMPK and
PPAR-y. In the A7r5 cultured cell model, JB (10, 25, and 50 uM)
significantly enhanced the phosphorylation level of AMPK in a
dose-dependent manner without changing the total level of

Frontiers in Pharmacology | www.frontiersin.org

June 2021 | Volume 12 | Article 672150


https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Jietal

Jujuboside B Inhibits Neointimal Hyperplasia

A NC PDGF PDGF+JB 10uM PDGF+JB 25uM PDGF+JB 50uM
24h
B
C D
80 . 200
——
##
60 - 150 —=
= >
[ =
H 2
[}
< 40+ © 100 -
*% c
'§ g Kok
g 5
20 = 50+
%% *%
o ’l|
0 T T 0 T T
NC PDGF 10 25 50 NC PDGF 10 25 50
PDGF+JB(uM) PDGF+JB(uM)
FIGURE 5 | JB inhibited the migration of VSMCs induced by PDGF-BB. (A,C) Representative images of cell migration by wound healing test (A) and quantification of
wound healing in each group (C). Scale bar: 100 um. (B,D) Representative images of cell migration by Transwell assay (B) and quantification of VSMCs stained with crystal
violet in each treatment group (D). Scale bar: 100 um. Data are expressed as mean + S.D. *#b < 0.01 vs. Control. *p < 0.01 vs. PDGF-BB group. n = 3.

AMPK in A7r5 (Figures 7A,C). Consistently, JB pretreatment
dose-dependently enhanced PPAR-y relative protein expression
in VSMCs (Figures 7B,D).

JB Inhibited VSMC Proliferation and

Migration Through AMPK/PPAR-y Pathway
To investigate the necessity of activated of AMPK in the alleviation of
JB on PDGF-induced VSMCs proliferation and migration, we used
AMPK inhibitors, compounds C (CC), and GW9662 (GW), an
inhibitor of PPAR-p. Notably, compounds C and GW9662
reversed PCNA expression (Figures 8A,B) and wound healing
(Figures 8C,E). We further examined the necessity of the AMPK/
PPAR-y signaling pathway for the anti-migration ability of JB by
transwell migration assay (Figure 8D to Figure 8F). Compared with
the NC group, PDGF-BB induced significant migration of VSMCs,
which was manifested by the positive staining of crystal violet in the
larger purple area of the lower chamber. The JB treatment obviously
inhibited cell migration. It is worth noting that the addition of CC and

GW reversed the anti-migration activity of JB. Overall, these results
suggested that JB inhibited VSMCs proliferation and migration
in vitro by regulating the AMPK/PPAR-y signaling pathway.

DISCUSSION

Vascular intervention inevitably damages the arterial intima,
which leads to collagen exposure and persistent inflammation.
VSMCs undergo dedifferentiation after being stimulated, that is,
the phenotypic switch from the contractile phenotype to highly
proliferative and migratory synthetic phenotype, which plays an
essential role in vascular restenosis (Gomez and Owens, 2012).
PDGEF-BB is one of the most effective mitogens released from
damaged blood vessels and plays an important role in promoting
the proliferation of vascular smooth muscle cells. Therefore,
herein, we chose PDGF-BB as an in vitro stimulant. Blood
vessels injured by the balloon were used in vivo models of
restenosis. Consistent with previous reports, PDGF-BB
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induced dedifferentiation, proliferation, and migration of
VSMCs. Notably, pre-conditioning with JB in the experimental
system  significantly antagonized the dedifferentiation,
proliferation, and migration of VSMCs induced by PDGF-BB.
Consistent with in vitro experiments, JB significantly reduced the
neointimal hyperplasia caused by balloon injury to the arteries.
Further mechanistic studies have shown that its function against
restenosis after the vascular intervention is mediated through
AMPK/PPAR-y pathway. Based on previous studies, animal
models with restenosis after vascular intervention were
established by balloon injury. Our experiments show in vivo
that JB treatment significantly reduces the neointimal hyperplasia
of balloon-damaged blood vessels, which is detected by
histopathological slices with hematoxylin and eosin (HE)
staining. «-SMA is a biomarker of VSMCs, originally
expressed in the smooth muscle in the media. PCNA is an
important biological indicator of cell proliferation, which has
been widely used in clinical and basic research of vascular
restenosis after balloon injury and considered to be related to
VSMCs proliferation and migration (O'Brien et al., 1993). We
tested the protein expression levels of a-SMA and PCNA in the
neointima, verifying the ability of JB to inhibit the proliferation
and migration of VSMCs in vivo.

Restenosis after the vascular intervention is an overreaction of
the wound healing response after intravascular balloon injury,
and endothelial reendothelialization is essential for normal
wound healing (Tolva et al, 2016). Therefore, the ideal drug
for the treatment of blood restenosis after vascular intervention
should inhibit the proliferation of VSMCs and promote
endothelial cell regeneration (Choe and Moldovan, 2017). In

this study, to investigate the effect of JB on endothelial repair
ability after vascular injury in vivo, we used Evans blue staining to
examine the degree of reendothelialization of rat carotid arteries.
We found that JB significantly improved the endothelial
repairability of damaged arteries in SD rats.

Dedifferentiation is the first step in the proliferation and
migration of VSMCs (Gomez and Owens, 2012). During the
progression of restenosis after angioplasty, the enhancement of
VSMC proliferation and migration ability is critical (Bennett
et al., 2016). Therefore, looking for drugs that antagonize the
PDGEF-BB-mediated  dedifferentiation,  proliferation, and
migration of VSMCs is a promising strategy to prevent and
treat restenosis. JB is a natural saponin triterpenoid (Liu et al.,
2007). Existing evidence showed that JB had significant antitumor
activity on AGS human gastric cancer cells and HCT 116 human
colon cancer cells (Jia et al., 2020).

Although the previous research on SZJ has focused chiefly on
its neuroprotective function (Peng et al., 2000; Cao et al., 20105
Zhang et al., 2014), there are also studies suggesting that it might
have cardiovascular protective functions, such as anti-platelet
aggregation (Seo et al., 2013), reducing blood vessel tension (Zhao
et al,, 2016), and scavenging free radicals (Wu and Chen, 2019).
This vascular protective ability is attractive and desirable for the
potential use of this herb in the treatment or management of
CVD (Fardoun et al, 2017). To our knowledge, no existing
studies have reported the effects of JB on the phenotypic
switch, proliferation, and migration of vascular smooth
muscle. The data of this study showed that JB pretreatment
could prevent PDGF-BB-induced VSMC dedifferentiation,
which is confirmed by the increased expression of the VSMC
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synthesis gene OPN and the decreased expression of the
contractile genes a-SMA and SM22a. Besides, in our study, JB
pretreatment can inhibit PDGF-BB-stimulated VSMC
proliferation and migration, and the inhibitory effect has
nothing to do with apoptosis.

Autophagy plays a vital role in VSMCs, attracting more and
more attention (Salabei and Hill, 2015). Autophagy induced by
PDGE-BB helps to remove contractile proteins, promoting the
transition of VSMCs to a synthetic phenotype (Salabei et al.,
2013). And this kind of autophagy will make VSMCs tend to
survive, which usually develops into excessive proliferation and
migration (Salabei et al., 2013). Therefore, the regulation of
autophagy might be a promising means to control the
hyperproliferation of VSMCs. Previous studies have shown
that 3-MA and spautin-1 inhibit VSMC autophagy and exert
anti-proliferative effects (Li et al., 2012; Salabei et al., 2013).
Consistently, PDGF-BB activated VSMCs autophagy in this
study. Importantly, we found that JB could inhibit autophagy
activated by PDGF-BB, suggesting that JB could inhibit VSMCs
proliferation through autophagy activation. The key
components of autophagy, such as the thiol residue of Atg4,
can be directly modified by ROS, which links oxidative stress
and autophagy together (Scherz-Shouval et al., 2007). PDGF-BB
can cause the initial burst of free radicals or the continuous
increase of oxidative stress (Sundaresan et al., 1995). The
underlying mechanism of PDGF-BB activation of autophagy
may involve the redox state of cells. Therefore, we speculate that
autophagy is involved in PDGF-BB-induced VSMC
hyperproliferation and may be related to ROS generation. In

this study, consistently, PDGF-BB stimulated VSMCs to
produce a large amount of ROS. It is worth noting that we
found for the first time that JB inhibited PDGF-BB-induced ROS
production. However, the specific regulatory mechanism
between oxidative stress and autophagy in proliferative
vascular diseases needs further study.

Adenosine monophosphate-activated protein kinase (AMPK)
is a heterotrimeric afy complex, expressed in many tissues
(including skeletal muscle, heart, and brain), and can act as a
central regulator of energy homeostasis (Yan et al, 2018). The
activation of AMPK can alleviate the formation of neointima in
damaged blood vessels in vivo (Miyabe et al., 2014), and inhibit the
phenotypic switch (Ding et al.,, 2016), proliferation (Wu et al,,
2017) and migration (Ge et al., 2015) of VSMC in vitro. Many
active monomers of natural plants, such as Thymoquinone (Pei
et al, 2016) and Wedelolactone (Peng et al., 2017), can activate
AMPK to play an anti-VSMC proliferation and migration effect.
According to existing research, JB can regulate p38, JNK, RIPK1/
RIPK3/MLKL, and other signal pathways (Xu et al., 2014; Jia et al.,
2020). However, whether JB can regulate AMPK activity has not
been reported. In this study, JB promoted the activation of AMPK.
Notably, compound C (CC, an inhibitor of AMPK) could reverse
the anti-proliferation and migration effects of JB on VSMCs.
Peroxisome proliferator-activated receptor-y (PPAR-y) belongs
to the nuclear receptor superfamily of ligand-activated
transcription factors and has been reported to exert anti-
proliferation and migration effects in many diseases (Hsueh
et al,, 2001; Li et al., 2017; Sanchez et al,, 2018). Activation of
PPAR-y can inhibit VSMC proliferation and migration (Zhou
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et al, 2016). Down-regulation of PPAR-y promotes VSMC
phenotypic switch (Zhang et al, 2010), migration, and
neointimal hyperplasia (Zhang et al., 2018). Previous studies
reported that activation of AMPK could induce PPAR-y
(Nizamutdinova et al., 2009; Pei et al., 2016). Herein, we found
that JB could induce PPAR-y through AMPK. Furthermore, when
PPAR-y was blocked by its inhibitor GW9662, the anti-
proliferation and migration effects of JB on VSMC would be
subsequently inhibited.

These findings suggest that JB endows itself with anti-
restenosis properties after vascular intervention through the

AMPK/PPAR-y signaling pathway. However, our animal-based
and cell-based explorations are not enough to represent clinical
applications, which requires further clinical verification in the
future.

Overall, our results disclose for the first time that JB has anti-
restenosis properties in vivo and in vitro after the vascular
intervention. Specifically, JB antagonizes PDGF-BB-induced
VSMC phenotypic switch, proliferation, and migration
through AMPK/PPAR-y pathway. These findings indicate that
JB may be a potential clinical candidate drug for the prevention
and treatment of restenosis after vascular intervention and
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provide a reference for further research on the prevention and
treatment of vascular-related diseases.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in the
article, further inquiries can be directed to the corresponding author.

ETHICS STATEMENT

The animal study was reviewed and approved by the Ethics
Committee of the Sixth People’s Hospital affiliated with
Shanghai Jiaotong University.

REFERENCES

Al-Reza, S. M., Bajpai, V. K., and Kang, S. C. (2009). Antioxidant and Antilisterial
Effect of Seed Essential Oil and Organic Extracts from Zizyphus Jujuba. Food
Chem. Toxicol. 47, 2374-2380. doi:10.1016/j.fct.2009.06.033

Baumann, F., Ozdoba, C., Gréchenig, E., and Diehm, N. (2014). The Importance of
Patency in Patients with Critical Limb Ischemia Undergoing Endovascular
Revascularization for Infrapopliteal Arterial Disease. Front. Cardiovasc. Med. 1,
17. doi:10.3389/fcvm.2014.00017

Bennett, M. R,, Sinha, S., and Owens, G. K. (2016). Vascular Smooth Muscle Cells
in Atherosclerosis. Circ. Res. 118, 692-702. doi:10.1161/circresaha.115.306361

Cao, J.-X,, Zhang, Q.-Y., Cui, S.-Y., Cui, X.-Y., Zhang, J., Zhang, Y.-H,, et al. (2010).
Hypnotic ~ Effect of Jujubosides from Semen Ziziphi Spinosae.
J. Ethnopharmacology 130, 163-166. doi:10.1016/j.jep.2010.03.023

Carling, D. (2017). AMPK Signalling in Health and Disease. Curr. Opin. Cel Biol.
45, 31-37. doi:10.1016/j.ceb.2017.01.005

Carrizzo, A., Izzo, C,, Forte, M., Sommella, E., Pietro, P. D., Venturini, E., et al.
(2020). A Novel Promising Frontier for Human Health: The Beneficial Effects
of Nutraceuticals in Cardiovascular Diseases. Int. J. Mol. Sci. 21. d0i:10.3390/
ijms21228706

Choe, K. N,, and Moldovan, G.-L. (2017). Forging Ahead through Darkness:
PCNA, Still the Principal Conductor at the Replication Fork. Mol. Cel 65,
380-392. doi:10.1016/j.molcel.2016.12.020

Ding, Y., Zhang, M., Zhang, W., Lu, Q., Cai, Z., Song, P., et al. (2016). AMP-
activated Protein Kinase Alpha 2 Deletion Induces VSMC Phenotypic
Switching and Reduces Features of Atherosclerotic Plaque Stability. Circ.
Res. 119, 718-730. doi:10.1161/circresaha.116.308689

Fardoun, M., Al-Shehabi, T., El-Yazbi, A., Issa, K., Zouein, F., Maaliki, D., et al.
(2017). Ziziphus Nummularia Inhibits Inflammation-Induced Atherogenic
Phenotype of Human Aortic Smooth Muscle Cells. Oxid Med. Cel Longev
2017, 4134093. doi:10.1155/2017/4134093

Ge, X., Chen, S, Liu, M,, Liang, T., and Liu, C. (2015). Evodiamine Attenuates
PDGF-BB-Induced Migration of Rat Vascular Smooth Muscle Cells through
Activating PPARy. Ijms 16, 28180-28193. doi:10.3390/ijms161226093

Gomez, D., and Owens, G. K. (2012). Smooth Muscle Cell Phenotypic Switching in
Atherosclerosis. Cardiovasc. Res. 95, 156-164. doi:10.1093/cvr/cvs115

Hsueh, W. A, Jackson, S., and Law, R. E. (2001). Control of Vascular Cell
Proliferation and Migration by PPAR- : A New Approach to the
Macrovascular Complications of Diabetes. Diabetes Care 24, 392-397.
doi:10.2337/diacare.24.2.392

Jia, M.-M.,, Li, Y.-Q,, Xu, K.-Q., Zhang, Y.-Y,, Tan, S.-M., Zhang, Q., et al. (2020).
Jujuboside B Promotes the Death of Acute Leukemia Cell in a RIPK1/RIPK3/
MLKL Pathway-dependent Manner. Eur. J. Pharmacol. 876, 173041. doi:10.
1016/j.ejphar.2020.173041

Kounis, N. G., Koniari, I., Roumeliotis, A., Tsigas, G., Soufras, G., Grapsas, N., et al.
(2017). Thrombotic Responses to Coronary Stents, Bioresorbable Scaffolds and

Jujuboside B Inhibits Neointimal Hyperplasia

AUTHOR CONTRIBUTIONS

JW and Z] conceived and designed the research. ZJ and JL did the
experiments, wrote the manuscript and explained the data. All
authors discussed, revised the manuscript, and approved the final
manuscript.

FUNDING

This work was supported by the Shanghai Science and
Technology Commission Research Project (Grant No.
17411966700) and the Shanghai Municipal Health and Family
Planning Commission Smart Medical Special Research Project
(Grant No. 2018ZHYL0217).

the Kounis Hypersensitivity-Associated Acute Thrombotic Syndrome.
J. Thorac. Dis. 9, 1155-1164. doi:10.21037/jtd.2017.03.134

Li, H, Li, J., Li, Y., Singh, P., Cao, L., Xu, L.-j,, et al. (2012). Sonic Hedgehog
Promotes Autophagy of Vascular Smooth Muscle Cells. Am. J. Physiology-
Heart Circulatory Physiol. 303, H1319-H1331. doi:10.1152/ajpheart.00160.
2012

Li, X. F, Sun, Y. Y., Bao, J., Chen, X,, Li, Y. H,, Yang, Y., et al. (2017). Functional
Role of PPAR-y on the Proliferation and Migration of Fibroblast-like
Synoviocytes in Rheumatoid Arthritis. Sci. Rep. 7, 12671. doi:10.1038/
541598-017-12570-6

Lin, S.-C., and Hardie, D. G. (2018). AMPK: Sensing Glucose as Well as Cellular
Energy Status. Cel Metab. 27, 299-313. doi:10.1016/j.cmet.2017.10.009

Liy, J., Chen, B., and Yao, S. (2007). Simultaneous Analysis and Identification of
Main Bioactive Constituents in Extract of Zizyphus Jujuba Var. Sapinosa
(Zizyphi Spinosi Semen) by High-Performance Liquid Chromatography-
Photodiode Array Detection-Electrospray Mass Spectrometry. Talanta 71,
668-675. doi:10.1016/j.talanta.2006.05.014

Lu, Q.-B., Wan, M.-Y., Wang, P.-Y., Zhang, C.-X., Xu, D.-Y,, Liao, X., et al. (2018).
Chicoric Acid Prevents PDGEF-BB-Induced VSMC Dedifferentiation,
Proliferation and Migration by Suppressing ROS/NFxkB/mTOR/P70S6K
Signaling cascade. Redox Biol. 14, 656-668. doi:10.1016/j.redox.2017.11.012

Ma, X, Jiang, C,, Li, Y., Feng, L., Liu, J., and Wang, J. (2017). Inhibition Effect of
Tacrolimus and Platelet-Derived Growth Factor-BB on Restenosis after
Vascular Intimal Injury. Biomed. Pharmacother. 93, 180-189. doi:10.1016/j.
biopha.2017.06.027

Maaliki, D., Shaito, A. A., Pintus, G., El-Yazbi, A., and Eid, A. H. (2019). Flavonoids
in Hypertension: a Brief Review of the Underlying Mechanisms. Curr. Opin.
Pharmacol. 45, 57-65. d0i:10.1016/j.coph.2019.04.014

Marx, S. O., Totary-Jain, H., and Marks, A. R. (2011). Vascular Smooth Muscle Cell
Proliferation in Restenosis. Circ. Cardiovasc. Interv. 4, 104-111. doi:10.1161/
circinterventions.110.957332

Meltzer, A. J., Sedrakyan, A., Isaacs, A., Connolly, P. H., and Schneider, D. B.
(2016). Comparative Effectiveness of Peripheral Vascular Intervention versus
Surgical Bypass for Critical Limb Ischemia in the Vascular Study Group of
Greater New York. J. Vasc. Surg. 64, 1320-1326. doi:10.1016/j.jvs.2016.02.
069¢2

Miyabe, M., Ohashi, K., Shibata, R., Uemura, Y., Ogura, Y., Yuasa, D, et al.
(2014). Muscle-derived Follistatin-like 1 Functions to Reduce Neointimal
Formation after Vascular Injury. Cardiovasc. Res. 103, 111-120. doi:10.
1093/cvr/cvul05

Mohapatra, A., Boitet, A., Malak, O., Henry, J. C., Avgerinos, E. D., Makaroun, M.
S., et al. (2019). Peroneal Bypass versus Endovascular Peroneal Intervention for
Critical Limb Ischemia. J. Vasc. Surg. 69, 148-155. doi:10.1016/.jvs.2018.04.049

Napoli, C., Aldini, G., Wallace, J. L., de Nigris, F., Maffei, R., Abete, P., et al. (2002).
Efficacy and Age-Related Effects of Nitric Oxide-Releasing Aspirin on
Experimental Restenosis. Proc. Natl. Acad. Sci. 99, 1689-1694. doi:10.1073/
pnas.022639399

Frontiers in Pharmacology | www.frontiersin.org

June 2021 | Volume 12 | Article 672150


https://doi.org/10.1016/j.fct.2009.06.033
https://doi.org/10.3389/fcvm.2014.00017
https://doi.org/10.1161/circresaha.115.306361
https://doi.org/10.1016/j.jep.2010.03.023
https://doi.org/10.1016/j.ceb.2017.01.005
https://doi.org/10.3390/ijms21228706
https://doi.org/10.3390/ijms21228706
https://doi.org/10.1016/j.molcel.2016.12.020
https://doi.org/10.1161/circresaha.116.308689
https://doi.org/10.1155/2017/4134093
https://doi.org/10.3390/ijms161226093
https://doi.org/10.1093/cvr/cvs115
https://doi.org/10.2337/diacare.24.2.392
https://doi.org/10.1016/j.ejphar.2020.173041
https://doi.org/10.1016/j.ejphar.2020.173041
https://doi.org/10.21037/jtd.2017.03.134
https://doi.org/10.1152/ajpheart.00160.2012
https://doi.org/10.1152/ajpheart.00160.2012
https://doi.org/10.1038/s41598-017-12570-6
https://doi.org/10.1038/s41598-017-12570-6
https://doi.org/10.1016/j.cmet.2017.10.009
https://doi.org/10.1016/j.talanta.2006.05.014
https://doi.org/10.1016/j.redox.2017.11.012
https://doi.org/10.1016/j.biopha.2017.06.027
https://doi.org/10.1016/j.biopha.2017.06.027
https://doi.org/10.1016/j.coph.2019.04.014
https://doi.org/10.1161/circinterventions.110.957332
https://doi.org/10.1161/circinterventions.110.957332
https://doi.org/10.1016/j.jvs.2016.02.069
https://doi.org/10.1016/j.jvs.2016.02.069
https://doi.org/10.1093/cvr/cvu105
https://doi.org/10.1093/cvr/cvu105
https://doi.org/10.1016/j.jvs.2018.04.049
https://doi.org/10.1073/pnas.022639399
https://doi.org/10.1073/pnas.022639399
https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

Jietal

Ninave, P. B,, and Patil, S. D. (2019). Antiasthmatic Potential of Zizyphus Jujuba
Mill and Jujuboside B. - Possible Role in the Treatment of Asthma. Respir.
Physiol. Neurobiol. 260, 28-36. doi:10.1016/j.resp.2018.12.001

Nizamutdinova, I. T., Kim, Y. M., Kim, H. ], Seo, H. G, Lee, J. H., and Chang, K. C.
(2009). Carbon Monoxide (From CORM-2) Inhibits High Glucose-Induced
ICAM-1 Expression via AMP-Activated Protein Kinase and PPAR-y
Activations in Endothelial Cells. Atherosclerosis 207, 405-411. doi:10.1016/j.
atherosclerosis.2009.05.008

O’Brien, E. R,, Alpers, C. E,, Stewart, D. K., Ferguson, M., Tran, N., Gordon, D.,
et al. (1993). Proliferation in Primary and Restenotic Coronary Atherectomy
Tissue. Implications for Antiproliferative Therapy. Circ. Res. 73, 223-231.
doi:10.1161/01.res.73.2.223

Pei, X,, Li, X,, Chen, H., Han, Y., and Fan, Y. (2016). Thymoquinone Inhibits
Angiotensin II-Induced Proliferation and Migration of Vascular Smooth
Muscle Cells through the AMPK/PPARy/PGC-1a Pathway. DNA Cel Biol.
35, 426-433. doi:10.1089/dna.2016.3262

Peng, L., Huang, X,, Jin, X,, Jing, Z., Yang, L., Zhou, Y., et al. (2017). Wedelolactone,
a Plant Coumarin, Prevents Vascular Smooth Muscle Cell Proliferation and
Injury-Induced Neointimal Hyperplasia through Akt and AMPK Signaling.
Exp. Gerontol. 96, 73-81. doi:10.1016/j.exger.2017.06.011

Peng, W.-H., Hsieh, M.-T., Lee, Y.-S,, Lin, Y.-C,, and Liao, J. (2000). Anxiolytic
Effect of Seed of Ziziphus Jujuba in Mouse Models of Anxiety.
J. Ethnopharmacology 72, 435-441. doi:10.1016/s0378-8741(00)00255-5

Rabito, M. J., and Kaye, A. D. (2013). Complementary and Alternative Medicine
and Cardiovascular Disease: an Evidence-Based Review. Evid. Based
Complement. Alternat Med. 2013, 672097. doi:10.1155/2013/6720972013

Salabei, J. K., Cummins, T. D., Singh, M., Jones, S. P., Bhatnagar, A., and Hill, B. G.
(2013). PDGF-mediated Autophagy Regulates Vascular Smooth Muscle Cell
Phenotype and Resistance to Oxidative Stress. Biochem. J. 451, 375-388. doi:10.
1042/bj20121344

Salabei, J. K., and Hill, B. G. (2015). Autophagic Regulation of Smooth Muscle Cell
Biology. Redox Biol. 4, 97-103. doi:10.1016/j.redox.2014.12.007

Sanchez, D. ], Steger, D. J., Skuli, N., Bansal, A., and Simon, M. C. (2018). PPARy Is
Dispensable for clear Cell Renal Cell Carcinoma Progression. Mol. Metab. 14,
139-149. doi:10.1016/j.molmet.2018.05.013

Scherz-Shouval, R., Shvets, E., Fass, E., Shorer, H., Gil, L., and Elazar, Z. (2007).
Reactive Oxygen Species Are Essential for Autophagy and Specifically Regulate
the Activity of Atg4. Embo j 26, 1749-1760. doi:10.1038/sj.emboj.7601623

Seo, E. J., Lee, S. Y., Kang, S. S., and Jung, Y.-S. (2013). Zizyphus Jujubaand its
Active Component Jujuboside B Inhibit Platelet Aggregation. Phytother. Res.
27, 829-834. doi:10.1002/ptr.4809

Song, P., Wang, S., He, C., Wang, S., Liang, B., Viollet, B,, et al. (2011). AMPKa2
Deletion Exacerbates Neointima Formation by Upregulating Skp2 in Vascular
Smooth Muscle Cells. Circ. Res. 109, 1230-1239. doi:10.1161/circresaha.111.
250423

Sundaresan, M., Yu, Z.-X., Ferrans, V. J., Irani, K., and Finkel, T. (1995). Requirement
for Generation of H(2)O(2) for Platelet-Derived Growth Factor Signal Tran
Sduction. Science 270, 296-299. doi:10.1126/science.270.5234.296

Tai, S., Hu, X.-Q., Peng, D.-Q., Zhou, S.-H., and Zheng, X.-L. (2016). The Roles of
Autophagy in Vascular Smooth Muscle Cells. Int. J. Cardiol. 211, 1-6. doi:10.
1016/j.ijcard.2016.02.128

Tolva, V., Mazzola, S., Zerbi, P., Casana, R., Albertini, M., Calvillo, L., et al. (2016).
A Successful Experimental Model for Intimal Hyperplasia Prevention Using a
Resveratrol-Delivering Balloon. J. Vasc. Surg. 63, 788-794. d0i:10.1016/j.jvs.
2014.09.035

Torrado, J., Buckley, L., Durdn, A., Trujillo, P., Toldo, S., Valle Raleigh, J., et al.
(2018). Restenosis, Stent Thrombosis, and Bleeding Complications. J. Am. Coll.
Cardiol. 71, 1676-1695. doi:10.1016/j.jacc.2018.02.023

Jujuboside B Inhibits Neointimal Hyperplasia

Wu, C. Q,, and Chen, G. H. (2019). Detection of Synergistic Effect of Superoxide
Dismutase and Jujubosides on Scavenging Superoxide Anion Radical by
Capillary Electrophoresis. Biomed. Chromatogr. 33, e4630. doi:10.1002/bmc.
4630

Wu, H,, Song, A., Hu, W., and Dai, M. (2017). The Anti-atherosclerotic Effect of
Paeonol against Vascular Smooth Muscle Cell Proliferation by Up-Regulation
of Autophagy via the AMPK/mTOR Signaling Pathway. Front. Pharmacol. 8,
948. doi:10.3389/fphar.2017.00948

Xiao, X.-L, Hu, N,, Zhang, X.-Z,, Jiang, M., Chen, C., Ma, R,, et al. (2018).
Niclosamide Inhibits Vascular Smooth Muscle Cell Proliferation and Migration
and Attenuates Neointimal Hyperplasia in Injured Rat Carotid Arteries. Br.
J. Pharmacol. 175, 1707-1718. doi:10.1111/bph.14182

Xu, M.-Y,, Lee, S. Y, Kang, S. S, and Kim, Y. S. (2014). Antitumor Activity of
Jujuboside B and the Underlying Mechanism via Induction of Apoptosis and
Autophagy. J. Nat. Prod. 77, 370-376. doi:10.1021/np401022g

Yan, Y., Zhou, X. E., Xu, H. E., and Melcher, K. (2018). Structure and Physiological
Regulation of AMPK. Int. J. Mol. Sci. 19. doi:10.3390/ijms19113534

Zhang, J.-R., Lu, Q.-B., Feng, W.-B., Wang, H.-P., Tang, Z.-H., Cheng, H., et al.
(2018). Nesfatin-1 Promotes VSMC Migration
Hyperplasia by  Upregulating Matrix  Metalloproteinases  and
Downregulating PPARy. Biomed. Pharmacother. 102, 711-717. doi:10.
1016/j.biopha.2018.03.120

Zhang, J., Deng, B,, Jiang, X., Cai, M., Liu, N., Zhang, S., et al. (2019). All-
Trans-Retinoic Acid Suppresses Neointimal Hyperplasia and Inhibits
Vascular Smooth Muscle Cell Proliferation and Migration via Activation
of AMPK Signaling Pathway. Front. Pharmacol. 10, 485. doi:10.3389/fphar.
2019.00485

Zhang, L., Xie, P., Wang, J., Yang, Q., Fang, C., Zhou, S,, et al. (2010). Impaired
Peroxisome Proliferator-Activated Receptor-y Contributes to Phenotypic
Modulation of Vascular Smooth Muscle Cells during Hypertension. J. Biol.
Chem. 285, 13666-13677. doi:10.1074/jbc.m109.087718

Zhang, W.-X,, Tai, G.-J., Li, X.-X,, and Xu, M. (2019). Inhibition of Neointima
Hyperplasia by the Combined Therapy of Linagliptin and Metformin via
AMPK/Nox4 Signaling in Diabetic Rats. Free Radic. Biol. Med. 143,
153-163. doi:10.1016/j.freeradbiomed.2019.07.030

Zhang, Y., Qiao, L., Song, M., Wang, L., Xie, J., and Feng, H. (2014). Hplc-ESI-MS/
MS Analysis of the Water-Soluble Extract from Ziziphi Spinosae Semen and its
Ameliorating Effect of Learning and Memory Performance in Mice.
Pharmacogn Mag. 10, 509-516. doi:10.4103/0973-1296.141777

Zhao, Y., Zhang, X,, Li, J., Bian, Y., Sheng, M., Liu, B,, et al. (2016). Jujuboside B
Reduces Vascular Tension by Increasing Ca2+ Influx and Activating
Endothelial Nitric Oxide Synthase. PloS one 11, €0149386. doi:10.1371/
journal.pone.0149386

Zhou, Y., Zhang, M. ], Li,, B. H,, Chen, L., Pi, Y., Yin, Y. W,, et al. (2016). PPARy
Inhibits VSMC Proliferation and Migration via Attenuating Oxidative Stress
through Upregulating UCP2. PLoS One 11, €0154720. doi:10.1371/journal.
pone.0154720

and Neointimal

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Ji, Li and Wang. This is an open-access article distributed under
the terms of the Creative Commons Attribution License (CC BY). The use,
distribution or reproduction in other forums is permitted, provided the original
author(s) and the copyright owner(s) are credited and that the original publication
in this journal is cited, in accordance with accepted academic practice. No use,
distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Pharmacology | www.frontiersin.org

June 2021 | Volume 12 | Article 672150


https://doi.org/10.1016/j.resp.2018.12.001
https://doi.org/10.1016/j.atherosclerosis.2009.05.008
https://doi.org/10.1016/j.atherosclerosis.2009.05.008
https://doi.org/10.1161/01.res.73.2.223
https://doi.org/10.1089/dna.2016.3262
https://doi.org/10.1016/j.exger.2017.06.011
https://doi.org/10.1016/s0378-8741(00)00255-5
https://doi.org/10.1155/2013/672097
https://doi.org/10.1042/bj20121344
https://doi.org/10.1042/bj20121344
https://doi.org/10.1016/j.redox.2014.12.007
https://doi.org/10.1016/j.molmet.2018.05.013
https://doi.org/10.1038/sj.emboj.7601623
https://doi.org/10.1002/ptr.4809
https://doi.org/10.1161/circresaha.111.250423
https://doi.org/10.1161/circresaha.111.250423
https://doi.org/10.1126/science.270.5234.296
https://doi.org/10.1016/j.ijcard.2016.02.128
https://doi.org/10.1016/j.ijcard.2016.02.128
https://doi.org/10.1016/j.jvs.2014.09.035
https://doi.org/10.1016/j.jvs.2014.09.035
https://doi.org/10.1016/j.jacc.2018.02.023
https://doi.org/10.1002/bmc.4630
https://doi.org/10.1002/bmc.4630
https://doi.org/10.3389/fphar.2017.00948
https://doi.org/10.1111/bph.14182
https://doi.org/10.1021/np401022g
https://doi.org/10.3390/ijms19113534
https://doi.org/10.1016/j.biopha.2018.03.120
https://doi.org/10.1016/j.biopha.2018.03.120
https://doi.org/10.3389/fphar.2019.00485
https://doi.org/10.3389/fphar.2019.00485
https://doi.org/10.1074/jbc.m109.087718
https://doi.org/10.1016/j.freeradbiomed.2019.07.030
https://doi.org/10.4103/0973-1296.141777
https://doi.org/10.1371/journal.pone.0149386
https://doi.org/10.1371/journal.pone.0149386
https://doi.org/10.1371/journal.pone.0154720
https://doi.org/10.1371/journal.pone.0154720
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/pharmacology
www.frontiersin.org
https://www.frontiersin.org/journals/pharmacology#articles

	Jujuboside B Inhibits Neointimal Hyperplasia and Prevents Vascular Smooth Muscle Cell Dedifferentiation, Proliferation, and ...
	Introduction
	Materials and Methods
	Drugs and Reagents
	Ethics and Animals
	Cell Culture
	CCK-8 Assay
	Cell Counting
	Cell Cycle Analysis
	Annexin V and PI Double-Staining Assay
	Scratch Wound Motility Assay
	Transwell Migration Assay
	ROS Measurement
	Western Blot Assay
	Intimal Hyperplasia Model
	Histopathological Staining
	Evans Blue Staining
	Statistical Analysis

	Results
	JB Reduced Intimal Hyperplasia in Rats with Carotid Artery Balloon Injury
	JB Inhibited PDGF-BB-Induced Phenotype Transition of VSMC in vitro
	JB Inhibited VSMCs Proliferation Induced by PDGF-BB
	JB Inhibited VSMCs Migration Induced by PDGF-BB
	JB Attenuated VSMCs Autophagy and ROS Generation Promoted by PDGF-BB
	JB Regulated AMPK/PPAR-γ Signaling Pathway
	JB Inhibited VSMC Proliferation and Migration Through AMPK/PPAR-γ Pathway

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	References


