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ABSTRACT

Inflammatory responses play crucial roles in cerebral ischemia/reperfusion
injury. Toll-like receptor 4 (TLR4) is an important mediator of the neuroinflammatory
response to cerebral ischemia/reperfusion injury. Vinpocetine is a derivative of
the alkaloid vincamine and exerts an anti-inflammatory effect by inhibiting NF-
kB activation. However, the effects of vinpocetine on pathways upstream of NF-
kB signaling, such as TLR4, have not been fully elucidated. Here, we used mouse
middle cerebral artery occlusion (MCAO) and cell-based oxygen-glucose deprivation
(OGD) models to evaluate the therapeutic effects and mechanisms of vinpocetine
treatment. The vinpocetine treatment significantly reduced mice cerebral infarct
volumes and neurological scores. Moreover, the numbers of TUNEL+ and Fluoro-Jade
B+ cells were significantly decreased in the ischemic brain tissues after vinpocetine
treatment. In the OGD model, the vinpocetine treatment also increased the viability of
cultured cortical neurons. Interestingly, vinpocetine exerted a neuroprotective effect
on the mouse MCAO model and cell-based OGD model by inhibiting TLR4-mediated
inflammatory responses and decreasing proinflammatory cytokine release through
the MyD88-dependent signaling pathway, independent of TRIF signaling pathway.
In conclusion, vinpocetine exerts anti-inflammatory effects to ameliorate cerebral
ischemia/reperfusion injury in vitro and in vivo. Vinpocetine may inhibit inflammatory
responses through the TLR4/MyD88/NF-kB signaling pathway, independent of TRIF-
mediated inflammatory responses. Thus, vinpocetine may be an attractive therapeutic
candidate for the treatment of ischemic cerebral injury or other inflammatory diseases.

INTRODUCTION

Stroke is associated with high rates of mortality and
morbidity, leading to a substantial economic and societal
burden.[1, 2] According to an epidemiological study,
approximately eighty percent of stroke cases are caused
by cerebral ischemia.[3] Currently, thrombolytic agents
are the only clinical effective treatment for ischemic
stroke, but the narrow therapeutic window and other
safety concerns have limited their application.[4] The
pathophysiological mechanisms of cerebral ischemic
injury are complex and have not been fully elucidated.
Inflammation has recently been shown to play an essential
role in secondary brain injury following cerebral ischemia.
[5-7]

Toll-like receptors (TLRs) are type I transmembrane
proteins that play critical roles in the induction of
immune and inflammatory responses by recognizing
pattern-associated molecular patterns (PAMPs) and
damage-associated molecular patterns (DAMPs).[8-
10] Importantly, Toll like receptor 4 (TLR4) is the best
studied TLR and plays important roles in diseases of the
central nervous system.[11, 12] To our knowledge, two
pathways are involved in TLR4 signal transduction to
induce the release of proinflammatory cytokines, including
the MyD88 (myeloid differentiation factor 88)-dependent
pathway and TRIF (Toll/IL-1R domain-containing adaptor
protein inducing interferon-beta)-dependent pathway.[13]
In addition, the TLR4/MyD88/NF-kB signaling pathway
mediates the release of proinflammatory cytokines and
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induces neuronal degeneration and apoptosis.[6, 12]
Indeed, as shown in previous studies by our and other
groups, inhibition of the TLR4 signaling pathway in mice
protects against ischemic stroke.[14, 15]

Vinpocetine is an alkaloid extracted from
periwinkle plant, which is produced by slightly altering
the vincamine molecule.[16, 17] In the clinic, vinpocetine
has been widely used to treat cognitive impairments and
prevent cerebrovascular disease for many years.[18-22]
In addition, the safety and efficacy of vinpocetine have
been confirmed in many clinical trials.[23] Vinpocetine
has been shown to act as a cerebral vasodilator to
regulate brain blood flow.[24] However, vinpocetine
has recently been shown to exert an anti-inflammatory
effect. For example, according to the study by Jeon et al.,
vinpocetine inhibits TNF-a-induced NF-kB activation and
the subsequent expression of proinflammatory mediators
in multiple cell types, including vascular smooth muscle
cells, endothelial cells, macrophages, and epithelial cells.
[25] Consistent with these results, Ruiz-Miyazawa et al.
also observed that vinpocetine inhibited the release of
inflammatory factors, including TNF-o, IL-1p and IL-
33, in a lipopolysaccharide-induced model.[26] Based
on these studies, vinpocetine exerts its anti-inflammatory
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effect by inhibiting NF-kB activation. However, the
effects of vinpocetine on the upstream pathways of NF-xB
signaling, such as TLR4, have not been fully elaborated.
Thus, we hypothesized that vinpocetine may alleviate
cerebral ischemia and reperfusion injury by down-
regulating TLR4/MyD88/NF-kB signaling.

In this study, we found vinpocetine exerts a
protective role on a cerebral ischemia and reperfusion
model by inhibiting TLR4/MyD88/NF-kB signaling, but
not the TLR4/TRIF/NF-«kB signaling pathway, in vitro
and in vivo. Thus, our studies are the first to show that
vinpocetine also exerts an anti-inflammatory effect by
inhibiting the TLR4/MyD88/NF-kB signaling pathway in
a cerebral ischemia and reperfusion model.

RESULTS

Vinpocetine  reduced cerebral ischemia

reperfusion injury

Mice were i.p. injected with vinpocetine (10 mg/
kg) after cerebral ischemia reperfusion injury to evaluate
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Figure 1: Vinpocetine reduced cerebral ischemia reperfusion injury. After cerebral ischemia/reperfusion injury, Vinpocetine
(10 mg/kg) or vehicle was i.p. injected into mice. A. TTC staining and quantification of the infarct volumes (n = 5). B. The vinpocetine
treatment significantly decreased the neurological scores (n = 7) and numbers of TUNEL-positive C. and FJB-positive cells D. (n =5). Data

are presented as means+SEM (**p < 0.01).
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the protective effects of vinpocetine on cerebral I/R
injury. Twenty-four hours after reperfusion, the brain
infarction volume was analyzed using TTC staining. The
vinpocetine treatment significantly reduced the cerebral
infarct volume compared with the I/R group (Figure
1A). Consistent with the reduction in the brain infarction
volume, we also observed a decrease in the neurological
scores in the I/R+Vinp group (Figure 1B). TUNEL
staining is a molecular biological- histochemical system
that sensitively and specifically labels fragmented DNA.
Twenty-four hours after reperfusion, brain sections were
stained with TUNEL and Fluoro-Jade B (FJB), markers
of apoptotic and degenerating cells. The vinpocetine
treatment significantly reduced the numbers of TUNEL-
positive (Figure 1C) and FIB-positive cells (Figure 1D).

Vinpocetine increased neuronal viability and the
LDH Levels and reduced neuronal apoptosis in
the OGD model

Primary cortical neurons and microglial cells
were used for the OGD model. Moreover, different
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concentrations (5, 20, or 50 pmol/L) of vinpocetine was
added to the culture medium prior to the induction of OGD
in primary cortical neurons. Then, cell viability, LDH
release and cell apoptosis were detected. However, we
did not observe any significant effects of the vinpocetine
treatment on primary cortical neuron viability (Figure 2A),
LDH release (Figure 2B) and cell apoptosis (Figure 2C,
Figure 2D) after OGD.

Different concentrations (5, 20, or 50 umol/L) of
vinpocetine were added prior to the induction of OGD in
microglial cells to evaluate the effects of the vinpocetine
treatment on microglial cells and the possible influence
of microglial cells on neurons. Then, the microglial cell
supernatant was collected and cultured with cortical
neurons for 3 h. Interestingly, primary cortical neuron
apoptosis was attenuated in the presence of the microglial
cell supernatant. In addition, primary cortical neuron
viability was significantly decreased and LDH release
was increased after the microglial cell supernatant was
added. However, these effects were blocked by treatment
with a high concentration of vinpocetine (50 umol/L) after
microglial cells were subjected to OGD (Figure 2E-2H).
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Figure 2: Vinpocetine increased the viability and LDH levels in primary cortical neurons and reduced neuronal
apoptosis in the OGD model. Primary cortical neurons and microglial cells were used for the OGD model, and the viability of primary
cortical neurons and microglial cells was significantly decreased in response to OGD. However, we did not observe any significant effects
of the vinpocetine treatment on primary cortical neuron viability A., LDH release B. or cell apoptosis C., D. after the OGD treatment.
After microglial cells were subjected to OGD, their supernatants were added to primary cortical neurons and the effects of different
concentrations (5, 20, and 50 umol/L) of vinpocetine on primary cortical neurons viability E., LDH release F. and apoptosis G., H. were
examined. Data are presented as means+SEM (¥*p < 0.05, **p < 0.01).
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Vinpocetine inhibited the activation of the TLR4/
MyD88/NF-kB pathway in mice with cerebral
ischemia-reperfusion injuries and the cell-based
OGD model

According to the results of a previous study, the
TLR4 pathway plays a crucial role in cerebral ischemia
reperfusion injury.[27] TLR4 expression was significantly
increased in the infarcted area 24 h after the induction of
ischemia and reperfusion (Figure 3A). To our knowledge,
MyD88- and TRIF-dependent pathway are two common
pathways involved in TLR4 signal transduction that induce
the release of proinflammatory cytokines. Interesting, the
MyD88 and TRIF pathways were activated in response
to ischemia-reperfusion injury. However, the vinpocetine
treatment inhibited the increase in TLR4 (Figure 3B and
3C) and MyDS88 (Figure 3B and 3D) expression, but not
TRIF (Figure 3B and 3E). Consistent with the results of a

previous study using a TNF-a-induced NF-kB activation
model,[25] vinpocetine also inhibited NF-kB activation in
the MCAO model (Figure 3B, 3F, 3G and 3H).

In the cell-based OGD model, vinpocetine also
could inhibit the activation of the TLR4/MyD88/
NF-kB pathway

Similar results were obtained in the microglia OGD
model. The vinpocetine treatment decreased the levels of
activated TLR4 (Figure 4A and 4B) and NF-«B activation
(Figure 4A, 4C and 4D) in the microglia OGD model.
Moreover, the MyD-88 and TRIF signaling pathway were
also activated in microglial cells in response to OGD.
However, vinpocetine treatment only alleviating the MyD-
88 signaling pathway (Figure 4E-4G).
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Figure 3: Vinpocetine inhibited the activation of the TLR4/MyD88 /NF-kB pathway in mice with cerebral ischemia
reperfusion injury. A. After cerebral ischemia/reperfusion injury, TLR4 expression was increased significantly in the infarcted area 24
h after the induction of ischemia and reperfusion. B. The levels of TLR4, MyD&88, TRIF, and total and nuclear NF-kB p65 proteins were
examined by Western blotting. The vinpocetine treatment inhibited the increase in TLR4 C. and MyD88 D. expression, but not TRIF E. (n
=5). Total NF-«xB p65 F. and nuclear NF-xB p65 G., H. expression are shown. Data are presented as means+SEM (**p < 0.01).
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Figure 4: Vinpocetine inhibited the activation of the TLR4/MyD88 /NF-kB pathway in the microglia OGD model. A.
Effects of the 50 umol/L vinpocetine treatment on the levels of the TLR4, total and nuclear NF-kB p65 proteins were examined by Western
blotting. The vinpocetine treatment inhibited the increase in TLR4 B. Total NF-«xB p65 C. and nuclear NF-«xB p65 D. expression are shown.
E.-G. The vinpocetine treatment inhibited the increase in MyD88 but not TRIF. Data are presented as means+SEM (**p < 0.01).
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Figure 5: Vinpocetine attenuated inflammatory cytokine release in mice with cerebral ischemia-reperfusion injuries
and the cell-based OGD model. Effects of vinpocetine on the secretion of IL-13 A. and TNF-a B. in the mouse cerebral ischemia-
reperfusion injury model are shown. Effects of vinpocetine on the secretion of IL-1f C. and TNF-a D. in the microglia OGD model are
shown. Data are presented as means+SEM (**p < 0.01).
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Vinpocetine attenuated inflammatory cytokine
release in mice with cerebral ischemia-reperfusion
injuries and the cell-based OGD model

Inflammatory cytokine release was examined by RT-
PCR to identify changes in the factors downstream of the
TLR4/MyD88/NF-«kB pathway. Twenty-four hours after
the induction of ischemia and reperfusion, the levels of
the IL-1p and TNF-oo mRNAs were significantly increased
in vivo. Indeed, the vinpocetine treatment alleviated those
effects (Figure SA and 5B). Similar results were also
obtained in the in vitro study. In the OGD model, the
microglia-mediated release of the inflammatory cytokines
TNF-a and IL-1p was significantly increased. The
vinpocetine treatment also attenuated the release of the
inflammatory cytokines IL-1p and TNF-a in the microglia
OGD model (Figure. 5C and 5D).

DISCUSSION

In this study, we identified the neuroprotective
effects of vinpocetine on cerebral I/R injury in vitro and
in vivo. First, the vinpocetine treatment attenuated TLR4
signaling via the MyD88-dependent pathway, but not the
TRIF-dependent pathway, to protect against cerebral I/R
injury in vitro and in vivo. As shown in a previous study,
vinpocetine inhibits TNF-a-induced NF-«B activation by
directly targeting IxB kinase (IKK) in several cell types.
[25] We showed here, that vinpocetine protects against
cerebral I/R injury by inhibiting NF-kB activation.

Vinpocetine is a derivative of the alkaloid vincamine
and has been used to treat cerebrovascular disorders and
cognitive impairment in the clinic for many years.[28]
As shown in a rat MCAO model, vinpocetine is a unique
anti-inflammatory agent that increases the resistance of
the brain to hypoxia and ischemic injury and protects
against cerebral I/R injury by inhibiting the functional
expression of NF-«B.[19, 29] Vinpocetine exerted an
anti-inflammatory effect on cerebral I/R injury in both
a mouse MCAO model and a microglia OGD model in
this study. Proinflammatory cytokines, such as TNF-o and
IL-1B, produced by microglia are involved in ischemic
neuronal injury and aggravate neurologic deficits.[30] The
vinpocetine treatment significantly decreased TNF-a and
IL-1p release in a mouse MCAO model and a microglia
OGD model. Thus, vinpocetine attenuated ischemic
neuronal injury and aggravated neurological deficits by
inhibiting NF-kB activation and proinflammatory cytokine
release.

The TLR4-mediated inflammatory response plays
a crucial role in cerebral ischemia-reperfusion injury.
TAK?242, a TLR4 antagonist, exerts a neuroprotective
effect after cerebral ischemia-reperfusion injury.[27]
As shown in our study, vinpocetine also inhibited TLR4
expression to attenuate the excessive and uncontrolled

inflammatory response after cerebral ischemia-reperfusion
injury. To our knowledge, TLR4 is mainly located in
microglial cells.[31, 32] Microglial cells act as a “double-
edged sword” within the CNS by mediating the immune
response and maintaining homeostasis.[33] Ischemic
stroke stimulates endogenous inhibitory signaling and
triggers microglial activation. Importantly, TLR4 regulates
microglial activation and production of inflammatory
mediators.[32] In the present study, 50 umol/L vinpocetine
inhibited TLR4 expression in microglial cells after OGD.
In contrast to the results of a previous study, vinpocetine
inhibited TNF-a-induced NF-kB activation by directly
targeting IKK.[25] This discrepancy may be attributed to
the various negative regulatory mechanisms involved in
regulating TLR-mediated immune responses.[34] Based
on these data, the inhibitory effect of vinpocetine on the
inflammatory response induced by ischemia-reperfusion
injury may also be involved in TLR4 signaling, thereby
revealing a previously undescribed action of vinpocetine.

Furthermore, within the TLR4 signaling pathway,
the MyD88-dependent and TRIF-dependent signaling
pathways are two important activators of NF-kB and
the subsequent regulatory effects of NF-«B signaling.
[35] As reported in a previous study, a Dioscin treatment
ameliorates cerebral I/R injury by down-regulating the
TLR4/MyDS88 signaling pathway.[36] Interestingly, in
our present study, the level of MyD88 expression was
reduced by vinpocetine treatment after cerebral ischemia/
reperfusion injury or OGD. However, vinpocetine did
not reverse the increase in TRIF expression induced by
cerebral ischemia/reperfusion injury or OGD. Based on
these data, vinpocetine inhibits NF-«xB activation through
the MyD88-dependent signaling pathway, but not the
TRIF-dependent signaling pathway, in response to cerebral
ischemia/reperfusion injury or OGD. Besides, consisted
to previous studies findings,[26, 37] we also found
vinpocetine inhibit NF-xB activation and downstream
cytokines, including IL-1B and TNF-a.

In conclusion, vinpocetine acts as an anti-
inflammatory agent by ameliorating cerebral ischemia/
reperfusion injury in vitro and in vivo. Vinpocetine inhibits
inflammatory responses through the TLR4/MyD88/
NF-«B signaling pathway that are independent of TRIF-
mediated inflammatory responses. Thus, vinpocetine may
be an attractive therapeutic candidate for the treatment of
cerebral ischemic injuries or other inflammatory diseases.

MATERIALS AND METHODS

Animals

Age- and weight-matched male C57BL/6 mice (8—
12 wks old, 20-23 g) were obtained from the Laboratory
Animal Center of The Third Military Medical University

www.impactjournals.com/oncotarget

80320

Oncotarget



(Chongqing, China). All animals were provided free
access to food and water in a clean environment.
Experiments were conducted in accordance with animal
care guidelines of the Animal Ethics Committee of TMMU
(SYXK-PLA-2015034) and ARRIVE (Animal Research:
Reporting In Vivo Experiments).

MCAO model and vinpocetine treatment

The middle cerebral artery occlusion (MCAO)
model was employed as described in our previous study.
[14] Briefly, the mice were first anesthetized with 5.0%
isoflurane. Then, an incision was made in the skin and
the right common carotid artery (CCA), external carotid
artery (ECA), and internal carotid artery (ICA) were
carefully exposed. Microvascular aneurysm clips were
applied to the right CCA and the ICA. A coated 6-0
filament (Doccol, Redlands, CA) was introduced into an
arteriotomy hole, fed distally into the ICA, and advanced
a predetermined distance located 8 mm from the carotid
bifurcation toward the MCA. After a 60-min period of
focal cerebral ischemia, the filament was gently removed
(onset of reperfusion). The collar suture at the base of
the ECA stump was then tightened. The skin incision
was closed and anesthesia was discontinued. Sham mice
underwent neck dissection and coagulation of the ECA,
but the MCA was not occluded. The success rate of the
MCAO operation was approximately 90%. The animals
were randomly divided into groups according to computer-
generated randomization schedules, and blinding to group
allocation was ensured. Dead animals and animals in
which the MCAO model failed were excluded from the
experiments. The animals were intraperitoneally injected
with vinpocetine (10 mg/kg) after MCAO.[21, 25] The 10
mg/kg dose was selected for both compounds as optimal
dose based on previous in vivo studies.

Cell culture and OGD

As reported in previous studies, cortices were
isolated from the embryonic day 16 (E16) wild
type (WT) mice.[38] Primary cortical neurons were
cultured in Neurobasal media (containing 4.5 g/l
glucose, supplemented with GlutaMAX and B27; Life
Technologies) for 7 d; microglia were cultured in 10%
fetal bovine serum (FBS, Sigma-Aldrich) for 14 d. As
described in our previous study [14], the oxygen and
glucose deprivation (OGD) treatment was performed
by removing the culture medium and replacing it with
D-Hank’s solution (Life Technologies); the cultures
were then incubated in an anaerobic atmosphere of 95%
N2 and 5% CO2 at 37°C for 3 h. OGD was terminated
by replacing the D-Hank’s solution with normal culture
medium and returning the cells to a normoxic incubator.
Prior to the OGD treatment, different concentrations

(5, 20, or 50 umol/L) of vinpocetine (Gedeon Richter
Plc, China) were added to the culture medium. Control
plates were maintained in the normoxic incubator during
the OGD interval. Assays were conducted using 96-well
microtiter plates. Cell viability was assessed with the
CCK-8 assay, according to the manufacturer’s protocols.
Cell viability is expressed as a percentage of the control.

Assessment of the cerebral infarct volume

The cerebral infarct volume was determined using a
previously described method.[39] Forty-eight hours after
the MCAO operation, the animals were sacrificed and
perfused with ice-cold PBS via the ascending aorta. The
brains were removed and sectioned coronally (25 pm).
The slices were stained with a 2% triphenyl tetrazolium
chloride (TTC) solution (Sigma-Aldrich, St. Louis, MO)
for 15 min at 37°C. Normal brain tissue was stained
brightly, whereas the infarcted areas were pale white. We
measured the entire area of the prosencephalon and the
cerebral infarct with Image-Pro Plus 5.0 image processing
software (Media Cybernetics, Rockville, MD). The
volumes of these areas were calculated using the formula
V=t*(A1+A2+...An), where V is the volume of the infarct
or prosencephalon, t is the thickness of the slice, and A
is the infarct size and the volumetric ratio of the cerebral
infarct (cerebral infarction volume/prosencephalon
volume).

Evaluation of neurological scores

Animals were scored using a previously described
method[40]. Briefly, the mouse scoring system was:
grade 0, no observable neurological deficits; grade 1,
failed to extend the right forepaw; grade 2, circled to the
right; grade 3, fell to the right; grade 4, could not walk
spontaneously; and grade 5, dead. Scoring was performed
by two trained investigators who were blinded to the
animal group designation, and the mean score of the
subscales was used as the final score for each animal.

TUNEL and Fluoro-Jade B staining

TUNEL and Fluoro-Jade B (FJB) staining were
performed according to the manufacturers’ protocols.
The animals were deeply anesthetized and perfused with
cold PBS followed by 4% paraformaldehyde through the
ascending aorta, and the brains were sectioned coronally
into 20-mm-thick frozen slices. TUNEL staining was
performed using an In Situ Cell Death Detection kit
(Roche, Indianapolis, IN). Cell degeneration was detected
using an FJB staining kit (Millipore, Billerica, MA). Both
assays were performed according to the manufacturers’
protocols. The stained sections were photographed with
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a confocal fluorescence microscope (Leica, Wetzlar,
Germany). The nuclei were stained with DAPI* (blue), and
the apoptotic cells were TUNEL" (green). We calculated
the number of DAPI" cells (blue) and TUNEL" cells
(green). Four quadrants were selected from each section,
and the number of positive cells in each quadrant was
counted. The average value was then calculated.

Flow Cytometry

As described in a previous study[41], the medium
was removed after the vinpocetine and OGD treatments
and pooled with trypsinized adherent cells. Then, the
trypsin was neutralized and the mixture was rotated at
1000 rpm for 5 minutes. Next, cells were washed and
resuspended in cold PBS. The density of the cells was
adjusted to 10° cells per well by adding buffer. Next, 5
puL of PE and 5 pL of 7AAD were added, respectively,
and incubated at room temperature in the dark for 30 min.
Cells were filtered with a nylon mesh filter and subjected
to flow cytometry.

Western blotting

As described in our previous report[14], the mice
were sacrificed 48 h after the induction of cerebral
ischemia and the brains were removed. Following
3 h of OGD, the cells were collected. Proteins were
resolved by sodium dodecyl sulfate—polyacrylamide
gel electrophoresis (SDS-PAGE) and transferred onto
polyvinylidene fluoride membranes by electroblotting.
The membranes were incubated with 1:1000 dilutions
of anti-TLR4 (Abcam, Cambridge, UK), anti-Myd88
(Abcam, Cambridge, UK), anti-TRIF (Abcam, Cambridge,
UK), and anti-NF-kB p65 antibodies (Cell Signaling
Technology, Danvers, MA, USA) overnight at 4 °C.
GAPDH (1:200; Santa Cruz Biotechnology, Dallas, TX,
USA); B-actin (1:2000, Abcam, Cambridge, UK) and
Lamin B (1:1000, Santa Cruz Biotechnology, Dallas, TX,
USA) were used as loading controls. Membranes were
subsequently incubated with a peroxidase-conjugated
secondary antibody (Cell Signaling Technology, Danvers,
MA, USA). The signals were detected using an ECL
system, and the membranes were reprobed with an anti-
GAPDH antibody (Santa Cruz Biotechnology). The
signals were quantified by scanning densitometry using a
bioimaging analysis system (LabWorks analysis software;
UVP, Upland, CA).

Real-Time Polymerase Chain Reaction

Real-time polymerase chain reaction (RT-PCR) was
performed according to the manufacturer’s instructions
(Takara Biotechnology, Dalian, China). Ischemic brain

tissue was rapidly harvested 24 h after cerebral I/R. Total
RNA was extracted with TRIzol (Invitrogen, Gaithersburg,
MD) according to the manufacturer’s instructions. The
cDNA samples were synthesized using the iScript cDNA
synthesis kit (Bio-Rad, Hercules, CA, USA) and real-time
RT-PCR was performed on a Bio-Rad iCycler with the
iQ SYBR Green Supermix (Bio-Rad) in 96-well plates.
Primers were purchased from Shanghai Sangon Biological
Engineering (Shanghai, China). The primer sequences
were as follows: IL-1B, forward, gcccatcctctgtgactcat,
reverse, agctcatatgggtccgacag; and TNF-a, forward,
agaagttcccaaatggecte, reverse, —ccacttggtggtttgctacg.
A threshold cycle value (CT) was calculated using the
previously reported AAC_ method [42] to quantify gene
expression.

Statistical analysis

All data are expressed as means+=SEM. Differences
between multiple groups were examined using one-way
ANOVA and Bonferroni’s post hoc test, and independent
sample t tests were used for comparisons between two
groups. When the data were not normally distributed, the
nonparametric Kruskal-Wallis and Mann-Whitney U tests
were used. A p value < 0.05 was considered statistically
significant.

CONFLICTS OF INTEREST

The authors have no competing interests to declare.

GRANT SUPPORT

This study was supported by grants from the
National Natural Science Fund for Distinguished Young
Scholars (81525008).

REFERENCES

1. Lim SS, Vos T, Flaxman AD, Danaei G, Shibuya K,
Adair-Rohani H, Amann M, Anderson HR, Andrews KG,
Aryee M, Atkinson C, Bacchus LJ, Bahalim AN, et al. A
comparative risk assessment of burden of disease and injury
attributable to 67 risk factors and risk factor clusters in 21
regions, 1990-2010: a systematic analysis for the Global
Burden of Disease Study 2010. Lancet. 2012; 380: 2224-60.

2. Go AS, Mozaffarian D, Roger VL, Benjamin EJ, Berry JD,
Blaha MJ, Dai S, Ford ES, Fox CS, Franco S, Fullerton
HIJ, Gillespie C, Hailpern SM, et al, and American Heart
Association Statistics Committee and Stroke Statistics
Subcommittee. Heart disease and stroke statistics--2014
update: a report from the American Heart Association.
Circulation. 2014; 129: ¢28-¢292.

3. Adams HP Jr, Bendixen BH, Kappelle LJ, Biller J, Love
BB, Gordon DL, Marsh EE 3rd. Classification of subtype

www.impactjournals.com/oncotarget

80322

Oncotarget



10.

11.

12.

13.

14.

15.

16.

17.

19.

of acute ischemic stroke. Definitions for use in a multicenter
clinical trial. TOAST. Trial of Org 10172 in Acute Stroke
Treatment. Stroke. 1993; 24: 35-41.

Bonaventura A, Montecucco F, Dallegri F. Update on
the effects of treatment with recombinant tissue-type
plasminogen activator (rt-PA) in acute ischemic stroke.
Expert Opin Biol Ther. 2016; 16: 1323-40.

Murray KN, Buggey HF, Denes A, Allan SM. Systemic
immune activation shapes stroke outcome. Mol Cell
Neurosci. 2013; 53: 14-25.

Chamorro A, Meisel A, Planas AM, Urra X, van de Beek
D, Veltkamp R. The immunology of acute stroke. Nat Rev
Neurol. 2012; 8: 401-10.

ladecola C, Anrather J. The immunology of stroke: from
mechanisms to translation. Nat Med. 2011; 17: 796-808.

Kielian T. Toll-like receptors in central nervous system glial
inflammation and homeostasis. J Neurosci Res. 2006; 83:
711-30.

Aderem A, Ulevitch RJ. Toll-like receptors in the induction
of the innate immune response. Nature. 2000; 406: 782-7.

Iwasaki A, Medzhitov R. Toll-like receptor control of the
adaptive immune responses. Nat Immunol. 2004; 5: 987-95.
Feng R, Li S, Li F. Toll-like receptor 4 is involved in
ischemic tolerance of postconditioning in hippocampus
of tree shrews to thrombotic cerebral ischemia. Brain Res.
2011; 1384: 118-27.

Hua F, Ma J, Ha T, Xia Y, Kelley J, Williams DL, Kao
RL, Browder IW, Schweitzer JB, Kalbfleisch JH, Li C.
Activation of Toll-like receptor 4 signaling contributes
to hippocampal neuronal death following global cerebral
ischemia/reperfusion. J Neuroimmunol. 2007; 190: 101-11.

Marsh BJ, Williams-Karnesky RL, Stenzel-Poore MP. Toll-
like receptor signaling in endogenous neuroprotection and
stroke. Neuroscience. 2009; 158: 1007-20.

Wang PF, Fang H, Chen J, Lin S, Liu Y, Xiong XY, Wang
YC, Xiong RP, Lv FL, Wang J, Yang QW. Polyinosinic-
polycytidylic acid has therapeutic effects against cerebral
ischemia/reperfusion injury through the downregulation of
TLR4 signaling via TLR3. J Immunol. 2014; 192: 4783-94.
Caso JR, Pradillo JM, Hurtado O, Lorenzo P, Moro MA,
Lizasoain I. Toll-like receptor 4 is involved in brain damage
and inflammation after experimental stroke. Circulation.
2007; 115: 1599-608.

Lorincz C, Szasz K, Kisfaludy L. The synthesis of ethyl
apovincaminate. Arzneimittelforschung. 1976; 26: 1907.
Ning M, Zhou Y, Chen G, Mei X. Preparation and in vitro/

in vivo evaluation of vinpocetine elementary osmotic pump
system. Adv Pharmacol Sci. 2011; 2011: 385469.

. Zhang L, Yang L. Anti-inflammatory effects of vinpocetine

in atherosclerosis and ischemic stroke: a review of the
literature. Molecules. 2014; 20: 335-47.

Wang H, Zhang K, Zhao L, Tang J, Gao L, Wei Z. Anti-
inflammatory effects of vinpocetine on the functional
expression of nuclear factor-kappa B and tumor necrosis

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

factor-alpha in a rat model of cerebral ischemia-reperfusion
injury. Neurosci Lett. 2014; 566: 247-51.

Szapary L, Késmarky G, Toéth K, Misnyovszky M, Toth T,
Balogh A, Nagy K, Németh GY, Fehér G. Vinpocetin in
neurological diseases. [Article in Hungarian] Ideggyogy Sz.
2012; 65:387-93.

Nyakas C, Felszeghy K, Szabo R, Keijser JN, Luiten PG,
Szombathelyi Z, Tihanyi K. Neuroprotective effects of
vinpocetine and its major metabolite cis-apovincaminic acid
on NMDA-induced neurotoxicity in a rat entorhinal cortex
lesion model. CNS Neurosci Ther. 2009; 15: 89-99.

Filgueiras CC, Krahe TE, Medina AE. Phosphodiesterase
type 1 inhibition improves learning in rats exposed to
alcohol during the third trimester equivalent of human
gestation. Neurosci Lett. 2010; 473: 202-7.

Skoromets AA, Tanashian MM, Chukanova EI, Petrova
EA, Spirin NN, Nikonov AA, Peverennova IE, Levin
II. A multicenter program on assessment of efficacy and
safety of a new therapeutic scheme for patients with
chronic cerebrovascular insufficiency. [Article in Russian]
Zh Nevrol Psikhiatr Im S S Korsakova. 2009 (Suppl 2);
109:44-48.

Tamaki N, Matsumoto S. Agents to improve cerebrovascular
circulation and cerebral metabolism—yvinpocetine. [Article
in Japanese] Nihon Rinsho. 1985; 43:376-78.

Jeon KI, Xu X, Aizawa T, Lim JH, Jono H, Kwon DS, Abe
J, Berk BC, Li JD, Yan C. Vinpocetine inhibits NF-kappaB-
dependent inflammation via an IKK-dependent but PDE-
independent mechanism. Proc Natl Acad Sci USA. 2010;
107: 9795-800.

Ruiz-Miyazawa KW, Pinho-Ribeiro FA, Zarpelon AC,
Staurengo-Ferrari L, Silva RL, Alves-Filho JC, Cunha
TM, Cunha FQ, Casagrande R, Verri WA Jr. Vinpocetine
reduces lipopolysaccharide-induced inflammatory pain and
neutrophil recruitment in mice by targeting oxidative stress,
cytokines and NF-kappaB. Chem Biol Interact. 2015; 237:
9-17.

Hua F, Tang H, Wang J, Prunty MC, Hua X, Sayeed I,
Stein DG. TAK-242, an antagonist for Toll-like receptor 4,
protects against acute cerebral ischemia/reperfusion injury
in mice. J Cereb Blood Flow Metab. 2015; 35: 536-42.
Bagoly E, Fehér G, Szapary L. The role of vinpocetine in
the treatment of cerebrovascular diseases based in human
studies. [Article in Hungarian] Orv Hetil. 2007; 148:1353—
58.

Adam-Vizi V. Neuroprotective effect of sodium channel
blockers in ischemia: the pathomechanism of early ischemic
dysfunction. [Article in Hungarian] Orv Hetil. 2000;
141:1279-86.

Palencia G, Medrano JA, Ortiz-Plata A, Farfan DJ, Sotelo
J, Sanchez A, Trejo-Solis C. Anti-apoptotic, anti-oxidant,
and anti-inflammatory effects of thalidomide on cerebral
ischemia/reperfusion injury in rats. J Neurol Sci. 2015; 351:
78-87.

WWW

.impactjournals.com/oncotarget

80323

Oncotarget



31.

32.

33.

34.

35.

36.

37.

Tanga FY, Nutile-McMenemy N, DeLeo JA. The CNS role
of Toll-like receptor 4 in innate neuroimmunity and painful
neuropathy. Proc Natl Acad Sci USA. 2005; 102: 5856-61.

Yao L, Kan EM, Lu J, Hao A, Dheen ST, Kaur C, Ling
EA. Toll-like receptor 4 mediates microglial activation and
production of inflammatory mediators in neonatal rat brain
following hypoxia: role of TLR4 in hypoxic microglia. J
Neuroinflammation. 2013; 10: 23.

Patel AR, Ritzel R, McCullough LD, Liu F. Microglia
and ischemic stroke: a double-edged sword. Int J Physiol
Pathophysiol Pharmacol. 2013; 5: 73-90.

Liew FY, Xu D, Brint EK, O’Neill LA. Negative regulation
of toll-like receptor-mediated immune responses. Nat Rev
Immunol. 2005; 5: 446-58.

Buchanan MM, Hutchinson M, Watkins LR, Yin H. Toll-
like receptor 4 in CNS pathologies. J Neurochem. 2010;
114: 13-27.

Tao X, Sun X, Yin L, Han X, Xu L, Qi Y, Xu Y, Li H, Lin
Y, Liu K, Peng J. Dioscin ameliorates cerebral ischemia/
reperfusion injury through the downregulation of TLR4
signaling via HMGB-1 inhibition. Free Radic Biol Med.
2015; 84: 103-15.

Fattori V, Borghi SM, Guazelli CFS, Giroldo AC, Crespigio
J, Bussmann AJC, Coelho-Silva L, Ludwig NG, Mazzuco
TL, Casagrande R, Verri WA Jr. Vinpocetine reduces
diclofenac-induced acute kidney injury through inhibition
of oxidative stress, apoptosis, cytokine production, and NF-
kappaB activation in mice. Pharmacol Res. 2017; 120: 10-
22.

38.

39.

40.

41.

42.

Thatipamula S, Hossain MA. Critical role of extracellularly
secreted neuronal pentraxin 1 in ischemic neuronal death.
BMC Neurosci. 2014; 15: 133.

Cao CX, Yang QW, Lv FL, Cui J, Fu HB, Wang JZ.
Reduced cerebral ischemia-reperfusion injury in Toll-like
receptor 4 deficient mice. Biochem Biophys Res Commun.
2007; 353: 509-14.

Tu W, Xu X, Peng L, Zhong X, Zhang W, Soundarapandian
MM, Balel C, Wang M, Jia N, Zhang W, Lew F, Chan SL,
Chen Y, et al. DAPK1 interaction with NMDA receptor
NR2B subunits mediates brain damage in stroke. Cell.
2010; 140: 222-34.

Qin X, Sun ZQ, Zhang XW, Dai XJ, Mao SS, Zhang YM.
TLR4 signaling is involved in the protective effect of
propofol in BV2 microglia against OGD/reoxygenation. J
Physiol Biochem. 2013; 69: 707-18.

Bond BC, Virley DJ, Cairns NJ, Hunter AJ, Moore GB,
Moss SJ, Mudge AW, Walsh FS, Jazin E, Preece P. The
quantification of gene expression in an animal model of
brain ischaemia using TagMan real-time RT-PCR. Brain
Res Mol Brain Res. 2002; 106: 101-16.

www.impactjournals.com/oncotarget

80324

Oncotarget



