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Abstract

Background: Glial activation and neuroinflammation in the spinal trigeminal nucleus (STN) play a pivotal role in the
genesis and maintenance of trigeminal neuralgia (TN). Resveratrol, a natural compound from grape and red wine,
has a potential anti-inflammatory effect. We hypothesized that resveratrol could significantly suppress
neuroinflammation in the STN mediated by glial activation and further relieve TN. In this study, we evaluated
whether resveratrol could alleviate trigeminal allodynia and explore the mechanism underlying the antinociceptive
effect of resveratrol.

Methods: Animals were orally injected with resveratrol after chronic constriction injury (CCI) of the infraorbital nerve.
Mechanical thresholds of the affected whisker pad were measured to assess nociceptive behaviors. The STN was
harvested to quantify the changing levels of p-NR1, p-PKC, TNF-α, and IL1-β by western blotting and detect the
expression of calcitonin gene-related peptide (CGRP) and c-Fos by immunofluorescence. Glial activation was observed
by immunofluorescence and western blotting. Mitogen-activated protein kinase (MAPK) phosphorylation in vivo and
in vitro was examined by western blotting.

Results: We found that resveratrol significantly attenuated trigeminal allodynia dose-dependently and decreased the
increased expression of CGRP and c-Fos in the STN. Additionally, resveratrol showed an inhibitory effect on CCI-evoked
astrocyte and microglia activation and reduced production of pro-inflammatory cytokines in the STN. Furthermore, the
antinociceptive effect of resveratrol was partially mediated by reduced phosphorylation of MAP kinases via adenosine
monophosphate-activated protein kinase (AMPK) activation.

Conclusions: AMPK activation in the STN glia via resveratrol has utility in the treatment of CCI-induced
neuroinflammation and further implicates AMPK as a novel target for the attenuation of trigeminal neuralgia.
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Background
Trigeminal neuralgia (TN) is the most common type of
neuropathic pain which is distributed at the branches of
the trigeminal nerve. It is characterized by unilateral
pain attacks which are sharp, shooting, lancinating,
electric shock-like, burning, and excruciating. Therefore,
TN is known as one of the most painful complaints of

humans. However, the underlying mechanisms of TN
have not been completely elucidated, and the outcomes
of pharmacological or surgical treatments are often
disappointing [1]. Thus, it is urgent to develop new
approaches and discover new agents to treat TN.
Previous studies related to the therapy of neuropathic

pain focus on the primary sensory neurons and their
influence on the activity of spinal dorsal horn neurons
[2, 3]. However, emerging evidence implicates that both
microglia and astrocytes which are robustly activated
and persist in the spinal trigeminal nucleus play an
important role in TN [4, 5]. Activation of glial cells in
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the central nervous system (CNS) continues to release
pro-inflammatory cytokines, such as interleukin-1β (IL-
1β), interleukin-6 (IL-6), and tumor necrosis factor-α
(TNF-α), which increase pain hypersensitivity [6–9] and
participate in the pathogenesis of neuropathic pain [10].
These upregulated cytokines construct a cytokine network
and elicit chronic neuroinflammation leading to neuro-
pathic pain [11, 12]. Therefore, targeting inhibition of glial
activation is a potentially novel treatment target for TN.
Resveratrol is a natural plant antibiotic found in various

plants and fruits, especially abundant in grapes and red
wine [13, 14]. Not only is resveratrol widely known for its
anti-oxidant and anti-inflammation properties, but it also
presents the neuroprotective benefits according to ameli-
orating kainate-induced excitotoxicity [15] and improves
pathological and behavioral outcomes in various types of
CNS injuries including stroke [16], traumatic brain injury
[17], and spinal cord injury [18]. The mechanism of
resveratrol-induced neuroprotection is not clear, but many
of its benefits are thought to activate adenosine monopho-
sphate (AMP)-activated protein kinase (AMPK) [19]. Mul-
tiple lines of evidence have indicated that AMPK is
emerging as a vital target to promote chronic pain
through the sensitization of peripheral nociceptors [20].
However, few relevant reports assess the inhibition of res-
veratrol on glial activation via upregulating AMPK to alle-
viate mechanical allodynia in TN.
Herein, we tested the hypothesis that AMPK could rep-

resent a novel and efficacious opportunity for the treat-
ment of TN. In the present study, we firstly determined
whether oral administration of resveratrol, as an AMPK
activator, could relieve mechanical allodynia of the trigem-
inal nerve. Further, we investigated the effect of resveratrol
on glial activation and consequently examined its under-
lying mechanism. The results showed that resveratrol
could significantly attenuate trigeminal neuralgia behav-
iors in the chronic constriction injury (CCI) model. More-
over, activated microglia and astrocytes markedly
increased in the CCI model, whereas resveratrol decreased
the activation of microglia and astrocytes and decreased
the release of inflammatory cytokines in the CCI rat.
Finally, we found that mitogen-activated protein kinase
(MAPK) signal pathway was involved in the analgesic
effect of resveratrol, and the involvement of MAPK signal
pathway was confirmed in BV-2 cell line and primary
astrocytes. Based on these findings, our postulation was
that AMPK plays an analgesic action in TN by inhibiting
the activation of microglia and astrocytes.

Methods
Ethics statement
All procedures were strictly performed in accordance
with the regulations of the ethics committee of the Inter-
national Association for the Study of Pain and the Guide

for the Care and Use of Laboratory Animals (The
Ministry of Science and Technology of China, 2006).
All animal experiments were approved by Nanjing Med-
ical University Animal Care and Use Committee and
were designed to minimize suffering and the number of
animals used.

Animals
Sprague-Dawley male rats (200–220 g at the start of the
experiment) were provided by the Experimental Animal
Center at Nanjing Medical University, Nanjing, China.
Five to six animals were housed per cage under
pathogen-free conditions with soft bedding under con-
trolled temperature (22 ± 2 °C) and photoperiods (12:12-
h light-dark cycle). They were allowed to acclimate to
these conditions for at least 2 days before inclusion in
experiments. Animals were randomly divided into
groups (n = 8). The sample size was designed based on
the previous experience and to be limited to the minimal
as scientifically justified. For each group of experiments,
the animals were matched by age and body weight. All
surgeries were performed under anesthesia with pento-
barbital (Sigma, USA, 50 mg/kg, intraperitoneally (i.p.)).

Drugs and reagents
Fetal bovine serum (FBS) and other cell culture media and
supplements were purchased from Hyclone (USA). Com-
pound C and resveratrol were purchased from Sigma.
Primary antibody p-NR1 (Ser897) was purchased from
Millipore; TNF-α, p-ERK1/2 (Thr202/Tyr204), p-JNK
(Thr183/Tyr185), p-p38 (Thr180/Tyr182), and p-PKCγ
(Thr514) were purchased from Cell Signaling Technology;
glyceraldehyde-3-phosphate dehydrogenase (GAPDH) was
purchased from Sigma; glial fibrillary acidic protein (GFAP)
and IL-1β were purchased from Santa Cruz Biotechnology;
and IBA-1 was purchased from Abcam. Secondary anti-
bodies were purchased from Cell Signaling Technology. All
other chemicals were purchased from Sigma Chemical Co.

Surgery
Rats were anesthetized with sodium pentobarbital
(50 mg/kg, i.p.), and all surgeries were conducted in ster-
ile conditions under a surgical microscope. The hair on
the top of the head was shaved, and the rat was placed
in a stereotaxic frame. Ophthalmic cream was applied to
the corner of both eyes to prevent drying damage. An
anterior-posterior 15-mm skin incision was made at
midline of the head. The infraorbital muscle was gently
dissected from the bone until the orbit could be gently
retracted. A piece of gelfoam or a tiny cotton ball was
packed into the orbital cavity to minimize bleeding. The
infraorbital nerve can be seen deep within the orbital
cavity, lying in the infraorbital bony fissure. The infraor-
bital nerve was dissected free from the bone at its most
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rostral extent in the orbital cavity, and a single 2-mm
length of chromic gut suture (4-0) was inserted between
the infraorbital nerve and the maxillary bone. In the
sham operation control group, only skin incision and
muscle dissection were performed. The nerve was not
touched, and no chromic gut suture was inserted. All
skin incisions were sutured with 4-0 nylon non-
absorbable monofilament.

Assessment of mechanical allodynia on the whisker pad
Mechanical sensitivity of the whisker pad, the infraorbi-
tal nerve receptive field, was measured with a series of
von Frey fiber filament (Stoelting, Wood Dale, IL) by
modified up-down method. Rats were handled several
times before experiments. One experimenter held the
rat with two hands in insulating cotton gloves until the
animal was calm. The animal moved freely in the
holder’s hands with its head exposed. During testing,
one experimenter slightly restrained the rat in their
hands so that another experimenter could accurately
apply the von Frey filament onto the center of the rat
whisker pad, both ipsilateral and contralateral to the sur-
gery site. For consistency of results, each filament was
applied five times at intervals of a few seconds. If head
withdrawal was observed at least three times after prob-
ing with a filament, the rat was considered responsive to
that filament according to the up-down method. For this
approach, whenever a positive response to the mechan-
ical stimulus occurred, the next weaker von Frey fila-
ment was applied. If no positive response was evoked,
the next stronger filament was applied. Testing pro-
ceeded in this manner until four fibers were applied after
the first one successfully caused positive responses. This
allowed estimation of the 50 % mechanical withdrawal
threshold (in gram) using a curve-fitting algorithm.

Cell cultures
Microglial BV-2 cells were incubated under humidified
5 % CO2 and 95 % O2 at 37 °C in Dulbecco’s modified
Eagle’s medium (DMEM, Invitrogen, USA) containing
10 % FBS and 1 % streptomycin and penicillin (Invitro-
gen). Twenty-four hours before experimentation, the
culture medium was replaced by 0.5 % FBS high-glucose
DMEM. Then, the cells were stimulated with IL-1β
(1 ng/ml) and TNF-α (50 ng/ml) for 30 min with or
without resveratrol (5, 25, and 125 μM). Glia were
isolated from the brains of postnatal day 2 pups as
described earlier. In brief, cerebral cortices were re-
moved from the rat brains for glial cultures. The tissue
was dissociated in 0.0025 % trypsin/EDTA and passed
through a 70-mm pore nylon mesh. After centrifugation,
the cell pellet was resuspended in DMEM containing 10 %
FBS, 50 U/ml penicillin, and 50 mg/ml streptomycin. The
cell culture dishes were coated with 10 μg/ml type I

collagen (BD Biosciences, USA) for 12 h at 37 °C. Excess
collagen was removed by PBS solution at 37 °C. Then, the
glial cells in DMEM containing 10 % FBS were loaded into
the dishes. After 7 to 10 days, glial cells typically reached
80 confluence and were ready for the experiment. In gen-
eral, the cultures consisted of more than 95 % astrocytes
(as indicated by GFAP-positive staining). The cells were
activated with IL-1β (1 ng/ml) and TNF-α (50 ng/ml) for
24 h with resveratrol (5, 25, and 125 μM). As for the
measurement of proteins in astrocytes, cells were
collected 30 min after stimulation.

Western blotting
To identify temporal expression of p-AMPK, GFAP,
IBA-1, IL-1β, TNF-α, p-NR1, p-PKCγ, p-p38, p-ERK,
p-JNK, and GAPDH, whole-cell protein extract lysates
were used. Under anesthesia and immediately after
perfusion with PBS, the rat spinal cord tissue was rapidly
removed and homogenized. The filters were blocked with
5 % bovine serum albumin (BSA) and then incubated
overnight at 4 °C with the primary antibodies (p-NR1
(Ser897), 1:800; p-AMPK (Thr172), 1:1000; TNF-α,
1:1000; p-ERK1/2 (Thr202/Tyr204), 1:1000; p-JNK
(Thr183/Tyr185), 1:1000; p-p38 (Thr180/Tyr182),
1:1000; p-PKCγ (Thr514), 1:1000; GAPDH, 1:1000;
GFAP, 1:500; IL-1β, 1:500; and IBA-1, 1:1000). The
filters were developed using ECL reagents (PerkinEl-
mer) with secondary antibodies from Millipore Bio-
science Research Reagents. Data were analyzed with a
Molecular Imager (Gel Doc TMXR, 170-8170) and
the associated software Quantity One-4.6.5 (Bio-
Rad Laboratories).

Immunohistochemistry
Under deep anesthesia, rats were transcardially perfused
with PBS followed by 4 % paraformaldehyde with 1.5 %
picric acid in 0.16 M PB (pH 7.2–7.4, 4 °C), and then,
the rat spinal cord tissue was dissected out and postfixed
in the same fixative overnight. The embedded blocks
were sectioned (30 μm thick) and processed for
immunofluorescence. Sections from each group (five rats
in each group) were incubated with rabbit anti-c-Fos
polyclonal antibody (1:100, sc-52, Santa Cruz Biotech-
nology), rabbit anti-calcitonin gene-related peptide
(CGRP) polyclonal antibody (1:1000, Millipore), rabbit
polyclonal anti-GFAP (1:500, ab7260, Abcam), and
rabbit polyclonal anti-IBA (1:100, 019-19741, Wako Pure
Chemical Industries), respectively. Rabbit IgG (1:200,
Vector Laboratories) was used as an isotype control. For
double immunofluorescence staining, the free-floating
sections were incubated in PBS containing 10 % donkey
serum and 1 % BSA for 2 h, incubated at 4 °C in primary
antibody, then washed three times in 50 mM Tris-HCl
(pH 7.4) PBS, and incubated in the secondary antibody
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either for 2 h at room temperature or overnight at 4 °C.
After washing three times in PBS, sections were reincu-
bated in blocking serum for 1 h. Morphologic details
were examined with a confocal microscope (Leica TCS
SP2). Images were randomly coded and transferred to a
computer for further analysis. Fos-immunoreactive neu-
rons were counted in a blind fashion. The number of
Fos-like-immunoreactive neurons in the spinal trigemi-
nal nucleus was determined by averaging the counts
made in 20 spinal cord sections for each group. To ob-
tain quantitative measurements of CGRP immunofluor-
escence, 15–20 fields covering the spinal trigeminal
nucleus in each group were evaluated and photographed
at the same exposure time to generate the raw data.
Fluorescence intensities of the different groups were
analyzed using MicroSuite image analysis software
(Olympus America). The average green fluorescence in-
tensity of each pixel was normalized to the background
intensity in the same image.

Statistical analyses
SPSS Rel 15 (SPSS Inc., Chicago, IL) was used to conduct
all the statistical analyses. Alteration of the expression of
the proteins was detected, the behavioral responses were
tested with one-way ANOVA, and the differences in

latency over time among groups were tested with two-way
ANOVA. Bonferroni post hoc tests were conducted for all
ANOVA models. Results are expressed as mean ± SEM of
three independent experiments. Results described as
significant are based on a criterion of P < 0.05.

Results
Resveratrol ameliorates mechanical allodynia in a
trigeminal neuralgia rat model
In this study, rats that received CCI of the trigeminal
nerve exhibited mechanical allodynia (Fig. 1). There
were no significant differences in pain-related behaviors
between the control group and the other groups before
surgery. A marked decrease in mechanical withdrawal
was observed 7 days after CCI and followed by a peak
on day 14. Thus, resveratrol was administered to the
CCI rats on day 14. These pain-related behaviors were
greatly ameliorated by resveratrol (100, 200, and
400 μg/ml) orally single administrated at postopera-
tive 14 days in a dose-dependent manner, and the effect
lasted for more than 24 h (Fig. 1a). However, the effects of
resveratrol were abolished by the AMPK inhibitor com-
pound C (Fig. 1c). In addition, consecutive administration
of resveratrol at postoperative days 14, 15, 16, 17, and 18
reversed the mechanical allodynia in the CCI rats (Fig. 1b).

Fig. 1 Resveratrol ameliorates mechanical allodynia in a trigeminal neuralgia rat model. Rats administered Res only on day 14 (a) or on days 14,
15, 16, 17, and 18 (b) post-CCI showed a significant increase in mechanical withdrawal compared with that of the control group. a Resveratrol
(100, 200, and 400 μg/ml) orally single administrated at day 14 ameliorated pain-related behaviors in a dose-dependent manner, and this effect
lasted for more than 24 h. b Consecutive administration of resveratrol at postoperative days 14, 15, 16, 17, and 18 reversed the mechanical allodynia in
the CCI rats. c The AMPK inhibitor compound C reversed the effects of Res on CCI-induced mechanical allodynia. Drug administration is indicated by
the arrows (n = 8 each group). Two-way ANOVA revealed a significant difference at *P < 0.05 and **P < 0.01 versus control; #P < 0.05 and ##P < 0.01
versus the CCI group; and &P < 0.05 and &&P < 0.01 versus the CCI + Res 400 mg/kg group
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These results suggest that AMPK activation via resveratrol
had a clearly positive effect on mechanic analgesia in the
CCI rats.

Resveratrol inhibits phosphorylation of c-Fos and CGRP in
the spinal trigeminal nucleus
CGRP has an essential role in trigeminal nociceptive
processing. As shown in Fig. 2a, significantly higher
CGRP level was induced by CCI than that in the con-
trol group. Treatment with resveratrol suppressed the
increase of the CGRP level. Resveratrol alone had no
effect on the expression of CGRP. Furthermore, CCI
remarkably increased the number of c-Fos-
immunoreactive neurons in the spinal trigeminal nu-
cleus (STN), and the increase of positive neurons was
significantly attenuated by administration of resvera-
trol. Similarly, resveratrol alone did not influence the
number of c-Fos-immunoreactive neurons in the STN
in normal rats (Fig. 2b).

Resveratrol inhibits the activation of microglia and
astrocytes in rat STN
Astrocytes and microglia play a key role in the central
sensitization process that occurs in neuropathic pain. The
level of GFAP and IBA-1 was determined by western blot-
ting and used as an indicator of astrocyte and microglia
activation. To investigate whether resveratrol affects the
activation of glia, we examined the levels of GFAP and
IBA-1 in the STN. As shown in Fig. 3a and b, the expres-
sion of both GFAP and IBA-1 was enhanced in the STN
of the CCI rats when compared with the control group,
whereas resveratrol (400 mg/kg, p.o.) downregulated the
expression of both markers (P < 0.05). These findings sug-
gested that AMPK activation downregulated the activation
of astrocytes and microglia in the CCI rat model.
In addition to immunoblotting, immunofluorescence

staining was performed to confirm increased GFAP and
IBA-1 immunoreactivity in the STN. As shown in Fig. 4a,
b, compared with the control group, increased green

Fig. 2 Resveratrol inhibits phosphorylation of c-Fos and CGRP in the STN. Immunofluorescence analysis data show CGRP expression and
c-Fos-immunoreactive neuron number. The CGRP and c-Fos level was significantly increased by CCI, and resveratrol suppressed the
increase of CGRP expression (a) and attenuated the increase of c-Fos-immunoreactive neuron number (b). Resveratrol alone had no effect
on CGRP expression and c-Fos-immunoreactive neuron number. n = 5, five images per animal. *P < 0.05 and **P < 0.01 versus control; and
#P < 0.05 and ##P < 0.01 versus the CCI group
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fluorescence was observed in the STN ipsilateral to CCI,
suggesting the activation of both astrocytes and micro-
glia. Similar to the results from immunoblotting analysis,
this activation was alleviated by resveratrol. These re-
sults supported the notion that AMPK was involved in
regulating glial activation in TN.

Resveratrol reduces CCI-induced production of
pro-inflammatory factors and phosphorylation of NR1
and PKCγ in the STN
AMPK activation has been reported to inhibit neuro-
inflammation [21]. IL-1β and TNF-α are characterized
pro-inflammatory cytokines that play an important

Fig. 3 Resveratrol inhibits the activation of microglia and astrocytes in rat STN. a, b Representative western blot bands and a data summary
(n = 4 each group) of the expression of GFAP and IBA-1, which are markers of astrocytes and microglia, respectively. GFAP and IBA-1 expression
were enhanced in the STN of the CCI rats, whereas resveratrol (400 mg/kg, p.o.) downregulated the expression of both markers. *P < 0.05 and
**P < 0.01 versus control; and #P < 0.05 and ##P < 0.01 versus the CCI group

Fig. 4 Resveratrol inhibits the activation of microglia and astrocytes in rat STN. a, b Immunofluorescence analysis data show GFAP and IBA-1
expression (n = 5, five images per animal). CCI increased GFAP and IBA-1 immunoreactivity in the STN, whereas resveratrol (400 mg/kg, p.o.)
downregulated the expression of both markers. *P < 0.05 and **P < 0.01 versus control; and #P < 0.05 and ##P < 0.01 versus the CCI group
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role in inflammatory response by stimulating glial cells.
The expression levels of IL-1β and TNF-α in the
STN were examined by western blotting, showing
that the levels of IL-1β and TNF-α were increased in
the CCI rats compared to the control group (P <
0.01). Treatment with resveratrol (400 mg/kg, p.o.)
inhibited the increased production of IL-1β and TNF-
α in the STN (P < 0.01) (Fig. 5a). There were no
significant differences between control and resveratrol
alone.
The NMDA receptor, which regulates neuronal

activity and synaptic efficacy, has a well-established
role in various pain states. NMDA receptor phosphor-
ylation can be activated by pro-inflammatory factors.
The NMDA receptor 1 (NR1) subunit also can be
phosphorylated by protein kinase C (PKC). Thus, we
examined whether trigeminal nerve injury was able to
elicit phosphorylated NR1 and PKCγ. Using CCI of a
trigeminal nerve rat model, we found that CCI signifi-
cantly increased the levels of phosphorylated NR1 and
PKCγ, whereas repetitive treatment with resveratrol
(400 mg/kg, p.o.) reversed the increase of their ex-
pression (Fig. 5b). Neither the production of pro-
inflammatory factors nor the phosphorylation of NR1
and PKCγ was altered by resveratrol treatment alone
in naïve rats.

Resveratrol regulates phosphorylation of MAPK in vivo
and in vitro via AMPK activation
Previous studies indicated that the production of both
IL-1β and TNF-α might be mediated by MAPK signaling
pathways in glia [22, 23]. As shown in Fig. 6a, adminis-
tration of resveratrol (400 mg/kg, p.o.) significantly
reduced the levels of phosphorylated MAPKs in the
STN, including p38, extracellular signal-regulated pro-
tein kinase (ERK), and c-Jun N-terminal kinase (JNK),
induced by CCI. These effects were reversed by the co-
administration of the AMPK inhibitor compound C
(30 μg, i.t.). These results suggested that resveratrol-
mediated suppression of MAPKs may be secondary to
AMPK signaling activation.
Our findings suggested that resveratrol may act

through MAPK signaling pathways to attenuate CCI via
the inhibition of spinal cord glial activation in vivo. We
further sought to expose cultured primary astrocytes
from newborn rats to IL-1β (1 ng/ml)/TNF-α (50 ng/ml)
to mimic the effect of neuroinflammation in rats to in-
vestigate the role of resveratrol. IL-1β/TNF-α treatment
induced activation in astrocytes and was characterized
by increased phosphorylation of JNK and ERK/MAPKs.
Treatment with resveratrol (5, 25, and 125 μM) before
IL-1β/TNF-α administration significantly reduced these
effects (Fig. 6b).

Fig. 5 Resveratrol reduces CCI-induced production of pro-inflammatory factors and phosphorylation of NR1 and PKCγ in the STN. a Resveratrol
reduces the production of pro-inflammatory factors IL-1β and TNF-α. b Resveratrol inhibits the phosphorylation of NR1 and PKCγ. Representative
western blot bands and a data summary (n = 4 each group) are shown. *P < 0.05 and **P < 0.01 versus control; and #P < 0.05 and ##P < 0.01 versus
the CCI group

Yang et al. Journal of Neuroinflammation  (2016) 13:84 Page 7 of 11



To investigate the in vitro effects of resveratrol on
pro-inflammatory factor-induced microglia activation,
we used the immortalized murine microglial cell line
BV-2 to examine the effect of resveratrol on primary
mouse microglia cells [24, 25]. BV-2 cells have a similar
reaction pattern to that of primary microglia after stimu-
lation with lipopolysaccharide [26] and have been used
in vitro to replace primary microglia, which pose experi-
mental difficulties when being separated from the STN
in vitro. In the present study, IL-1β (1 ng/ml)/TNF-α
(50 ng/ml) treatment induced BV-2 cell activation,
which was characterized by increased phosphorylation of
p38 and ERK/MAPKs (Fig. 6c). Treatment with resvera-
trol (5, 25, and 125 μM) before IL-1β/TNF-α administra-
tion significantly reduced these effects.

Discussion
Our results provide several novel insights into the
pathology and potential treatment of TN. We have

demonstrated that resveratrol suppresses mechanical
allodynia of the trigeminal nerve and increases the
expression of CGRP and c-Fos induced by CCI in
rats. Resveratrol had a significant impact on the CCI-
induced activation of astrocytes and microglia and
decreased the expression level of pro-inflammatory
cytokine in TN. Resveratrol reduced the upregulated
phosphorylation of MAPKs both in vivo and in vitro
in an AMPK-dependent manner. These studies
provide an assessment of resveratrol for TN and for
the future development of more efficacious AMPK ac-
tivators for the treatment of chronic trigeminal pain.
Infraorbital nerve (the second branch of the trigeminal

nerve) ligation is a validated model for producing allody-
nia in the ipsilateral vibrissae area in rats [27]. In the
present study, we have revealed that resveratrol, an AMPK
activator, produced a marked increase in pressure thresh-
old to evoke a nocifensive response in trigeminal nerve-
ligated rats (Fig. 1). Furthermore, we noted that CCI of

Fig. 6 Resveratrol regulates phosphorylation of MAPK via AMPK activation in vivo and in vitro. a Resveratrol downregulates the phosphorylation of
MAPKs in vivo, including p38, ERK, and JNK; these effects were reversed by compound C. Compound C (30 μg/20 μl, i.t.) was coadministered. b
Resveratrol increased p-JNK and p-ERK expression in primary astrocytes in a dose-dependent manner. c Resveratrol increased p-p38 and p-ERK
expression in BV2 cells in a dose-dependent manner. Western blot bands and a data summary (n = 4 each group) are shown. *P < 0.05 and **P < 0.01
versus control; and #P < 0.05 and ##P < 0.01 versus the CCI group
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the trigeminal nerve induced upregulation of CGRP in the
STN (Fig. 2). The neurotransmitter CGRP plays a crucial
role in the pathophysiology of neuropathic pain-related
behavior in the CCI rats [27]. It is well known that activa-
tion of the trigeminal nerve system induces the release of
CGRP [28]. Our group has demonstrated that the increase
of CGRP release induced by CCI of the trigeminal nerve
could be almost completely abolished by reducing the
central sensitization of primary trigeminal sensory neu-
rons with resveratrol treatment. We observed a similar
pattern in the CCI of the trigeminal nerve, with the num-
ber of the immediate early gene c-Fos IR cells increased
remarkably, indicating the activation of the trigeminal sys-
tem. Our findings correspond well with a previous report
that c-Fos in the STN was elevated after stimulation of the
infraorbital nerve [29]. Treatment with resveratrol was
shown to effectively block c-Fos upregulation. Previous
data demonstrated that resveratrol significantly alleviated
the behavior and pathophysiology of trigeminal neuro-
pathic pain. However, the mechanism by which resveratrol
exerts an analgesic effect in TN has not been illuminated.
Trigeminal neuropathic pain following trigeminal

nerve injury is often difficult to diagnose and treat due
to complexity of TN mechanisms [30–33]. Accumu-
lating evidence suggests that translation regulation at
the level of the primary afferent neuron is vital for
the establishment and maintenance of enhanced pain
states [34, 35]. Neuropathic pain treatment is cur-
rently aimed only at reducing symptoms, generally by
suppressing neuronal activity. In contrast, targeting
neuroglia may provide more opportunities for disease
management by aborting neurobiological alterations
that support the development of persistent pain. Mul-
tiple lines of evidence show that glia cells, notably
microglia and astrocytes, contribute to the central
sensitization process that occurs in the peripheral nerve
injury. The activated microglia and astrocytes release nu-
merous substances, including pro-inflammatory cytokines
such as IL-1β, TNF-α, and COX-2 [36–38]. IL-1β is one of
the most vital cytokines, and directly sensitizes the noci-
ceptors, such as the transient receptor potential cation
channel subfamily V member 1 (TRPV1), a heat and
chemical-sensitive cation channel, in primary sensory neu-
rons [39]. It has been reported that the upregulation of
TNF-α in the DRG and spinal dorsal horn is induced by
injury of the periphery nerve [40–42]. It is possible that
TNF-α also participates in neuropathic pain. Our study
demonstrated that peripheral injury of the trigeminal
nerve also activated glial activation and enhanced the se-
cretion of IL-1β and TNF-α (Figs. 3 and 4a). The influence
of resveratrol on other pro-inflammatory cytokines in TN
will be the focus in our future work.
AMPK has been regarded as the energy sensor for

more than one decade [43, 44]. AMPK is a ubiquitous

kinase endogenously activated by AMP and ADP and
exogenously regulated by a variety of pharmacological
entities including the widely prescribed anti-diabetes
drug metformin and natural products such as resveratrol
[45]. AMPK is regarded as a regulator of neuronal func-
tion, plasticity, and neurodegeneration [46, 47], but the
potential mechanisms of AMPK activation on neuronal
excitability, as an important component of neuropathic
pain conditions [48], is not known completely. Previous
studies mostly focus on discovering the mechanism of
effect of activating AMPK on sensory neuronal excit-
ability, with few reports on the regulation of AMPK
activation on the function of glia in neuropathic pain.
It was reported that AMPK activation in the spinal
glia by resveratrol participates in the treatment of
tumor cell implantation-induced neuroinflammation
[49]. Moreover, pharmacological activation of AMPK
enhanced glial glutamate transporter activity by at-
tenuating glial glutamate transporter-1 internalization
in neuropathic pain mice [50]. Our study revealed
that resveratrol could activate AMPK to inhibit CCI-
evoked astrocyte and microglial activation and re-
versed the production of IL-1β and TNF-α (Figs. 3
and 4a). These results have well documented the role
of AMPK in neuroglial cells. We validated the hypothesis
that AMPK activation could inhibit glia activation and re-
lieve glia-mediated neuroinflammation, and thus alleviate
trigeminal neuralgia (Figs. 1, 2, 3, and 4a), which is in
agreement with previous related studies [51, 52].
The NMDA receptor has an ionotropic property which

regulates Ca2+ influx and Ca2+-dependent physiological
effects, further neuronal activity, and synaptic efficacy.
Resveratrol administration reversed the production of
pro-inflammatory cytokines IL-1β and TNF-α which
regulate synaptic plasticity. It is widely accepted that the
phosphorylation of NMDA receptors (NMDARs) also
has a momentous role in neural plasticity and various
pain states [53]. The activation of PKCγ plays a well-
developed role in central sensitization in neuropathic
pain, which may contribute to increasing the excitability
of nociceptive neurons [54]. Our results showed that
resveratrol inhibited in the phosphorylation of NMDAR
NR1 and the activation of PKCγ in the STN in the CCI
rats (Fig. 4b). Thus, we provided the evidence for the
first time that resveratrol administration in the periph-
eral nerve may inhibit glial activation and relieve glia-
mediated neuroinflammation via AMPK activation, and
further suppress central sensitization present in the
STN, which may explain why resveratrol has a sustaining
analgesic effect.
MAPK plays a key role in the induction and main-

tenance of neuropathic pain [55]. MAPK signal transduc-
tion pathways are evolutionarily conserved in eukaryotic
cells and transducer signals in response to a variety of
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extracellular stimuli [56]. Among the well-characterized
MAPK subfamilies, the p38 kinases are first defined for
drugs inhibiting TNF-α-mediated inflammatory response
[57]. Because the MAPKs are vital regulators of the ex-
pression of many cytokines, they appear to be involved in
neuroinflammation of TN. Our studies demonstrated that
the significantly increased phosphorylative level of
MAPKs in the STN was induced by CCI. Oral administra-
tion of resveratrol downregulated the expression levels of
MAPKs (Fig. 5a). We also verified the change trend of the
phosphorylation of MAPKs in primary astrocytes and
microglia cell line BV-2 cell and obtained consistent
results (Fig. 5b, c). These results indicated that MAPKs in
astrocytes and microglia might be involved in the mechan-
ism of resveratrol managing the glial activation and release
of inflammatory cytokines. Our results were consistent
with other relevant reports that resveratrol affords anti-
neuroinflammatory effects by inhibiting microglial activa-
tion after suppressing the activation of MAPK signaling
pathways [33, 40, 58].

Conclusions
In this study, we have found a novel pathway for the
potential treatment of TN, activating glial AMPK.
Pharmacological AMPK activation resolves trigeminal
neuropathic allodynia and decreases sensory neuron
excitability by inhibiting glial activation and release of
cytokines, which is regulated by MAPK pathway. Due
to natural production and safety of resveratrol, these
preclinical results have the potential to be rapidly
translated into the clinic.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
YY, LH, and LW designed and performed the experiments. CJ, YX, and MY
performed the immunoassays and behavioral measure. LH and CJ performed
the western blotting analysis. CM and CY carried out the cell cultures. LH
analyzed the results. YY and LW drafted the manuscript. YY, LH, and CJ
secured funding for the project. All authors read and approved the final
manuscript.

Source of funding
This study was supported by the Natural Science Foundation of China
(No. 81300899, 81202513) and Foundation of Nanjing Medical University
(No. 2014NJMUZD015).

Author details
1Jiangsu Key Laboratory of Oral Disease, Nanjing Medical University, 140
Hanzhong Road, Nanjing, Jiangsu 210029, People’s Republic of China.
2Jiangsu Key Laboratory of Neurodegeneration, Department of
Pharmacology, Nanjing Medical University, 140 Hanzhong Road, Nanjing,
Jiangsu 210029, People’s Republic of China. 3Department of Pathology, First
Affiliated Hospital of Nanjing Medical University, 300 Guangzhou Road,
Nanjing, Jiangsu 210029, People’s Republic of China.

Received: 26 November 2015 Accepted: 11 April 2016

References
1. Cheshire WP. Trigeminal neuralgia: for one nerve a multitude of treatments.

Expert Rev Neurother. 2007;7:1565–79.
2. Hokfelt T, Zhang X, Wiesenfeld-Hallin Z. Messenger plasticity in primary

sensory neurons following axotomy and its functional implications. Trends
Neurosci. 1994;17:22–30.

3. Alvares D, Fitzgerald M. Building blocks of pain: the regulation of key
molecules in spinal sensory neurones during development and following
peripheral axotomy. Pain. 1999;Suppl 6:S71-85.

4. Dieb W, Hafidi A. Astrocytes are involved in trigeminal dynamic mechanical
allodynia: potential role of D-serine. J Dent Res. 2013;92:808–13.

5. Shibuta K, Suzuki I, Shinoda M, Tsuboi Y, Honda K, Shimizu N, Sessle BJ,
Iwata K. Organization of hyperactive microglial cells in trigeminal spinal
subnucleus caudalis and upper cervical spinal cord associated with orofacial
neuropathic pain. Brain Res. 2012;1451:74–86.

6. DeLeo JA, Yezierski RP. The role of neuroinflammation and neuroimmune
activation in persistent pain. Pain. 2001;90:1–6.

7. Watkins LR, Milligan ED, Maier SF. Glial activation: a driving force for
pathological pain. Trends Neurosci. 2001;24:450–5.

8. Watkins LR, Milligan ED, Maier SF. Spinal cord glia: new players in pain. Pain.
2001;93:201–5.

9. Hanisch UK. Microglia as a source and target of cytokines. Glia. 2002;40:140–55.
10. Moalem G, Tracey DJ. Immune and inflammatory mechanisms in

neuropathic pain. Brain Res Rev. 2006;51:240–64.
11. Shamash S, Reichert F, Rotshenker S. The cytokine network of Wallerian

degeneration: tumor necrosis factor-alpha, interleukin-1alpha, and
interleukin-1beta. J Neurosci. 2002;22:3052–60.

12. Okamoto K, Martin DP, Schmelzer JD, Mitsui Y, Low PA. Pro- and
anti-inflammatory cytokine gene expression in rat sciatic nerve
chronic constriction injury model of neuropathic pain. Exp Neurol.
2001;169:386–91.

13. Yu W, Fu YC, Wang W. Cellular and molecular effects of resveratrol in health
and disease. J Cell Biochem. 2012;113:752–9.

14. Chu LM, Lassaletta AD, Robich MP, Sellke FW. Resveratrol in the prevention
and treatment of coronary artery disease. Curr Atheroscler Rep.
2011;13:439–46.

15. Virgili M, Contestabile A. Partial neuroprotection of in vivo excitotoxic brain
damage by chronic administration of the red wine antioxidant agent,
trans-resveratrol in rats. Neurosci Lett. 2000;281:123–6.

16. Girbovan C, Morin L, Plamondon H. Repeated resveratrol administration
confers lasting protection against neuronal damage but induces dose-
related alterations of behavioral impairments after global ischemia.
Behav Pharmacol. 2012;23:1–13.

17. Singleton RH, Yan HQ, Fellows-Mayle W, Dixon CE. Resveratrol attenuates
behavioral impairments and reduces cortical and hippocampal loss in a rat
controlled cortical impact model of traumatic brain injury. J Neurotrauma.
2010;27:1091–9.

18. Ates O, Cayli S, Altinoz E, Gurses I, Yucel N, Kocak A, Yologlu S, Turkoz Y.
Effects of resveratrol and methylprednisolone on biochemical,
neurobehavioral
and histopathological recovery after experimental spinal cord injury.
Acta Pharmacol Sin. 2006;27:1317–25.

19. Dasgupta B, Milbrandt J. Resveratrol stimulates AMP kinase activity in
neurons. Proc Natl Acad Sci U S A. 2007;104:7217–22.

20. Tillu DV, Melemedjian OK, Asiedu MN, Qu N, De Felice M, Dussor G, Price
TJ. Resveratrol engages AMPK to attenuate ERK and mTOR signaling in
sensory neurons and inhibits incision-induced acute and chronic pain. Mol
Pain. 2012;8:5.

21. Han Y, Jiang C, Tang J, Wang C, Wu P, Zhang G, Liu W, Jamangulova N,
Wu X, Song X. Resveratrol reduces morphine tolerance by inhibiting
microglial activation via AMPK signalling. Eur J Pain. 2014;18:1458.

22. Srinivasan D, Yen JH, Joseph DJ, Friedman W. Cell type-specific interleukin-
1beta signaling in the CNS. J Neurosci. 2004;24:6482–8.

23. Xuan A, Long D, Li J, Ji W, Zhang M, Hong L, Liu J. Hydrogen sulfide
attenuates spatial memory impairment and hippocampal
neuroinflammation in beta-amyloid rat model of Alzheimer’s disease.
J Neuroinflammation. 2012;9:202.

24. Wang X, Loram LC, Ramos K, de Jesus AJ, Thomas J, Cheng K, Reddy A,
Somogyi AA, Hutchinson MR, Watkins LR, Yin H. Morphine activates
neuroinflammation in a manner parallel to endotoxin. Proc Natl Acad Sci U S
A. 2012;109:6325–30.

Yang et al. Journal of Neuroinflammation  (2016) 13:84 Page 10 of 11



25. Blasi E, Barluzzi R, Bocchini V, Mazzolla R, Bistoni F. Immortalization of
murine microglial cells by a v-raf/v-myc carrying retrovirus.
J Neuroimmunol. 1990;27:229–37.

26. Henn A, Lund S, Hedtjarn M, Schrattenholz A, Porzgen P, Leist M. The
suitability of BV2 cells as alternative model system for primary microglia
cultures or for animal experiments examining brain inflammation. ALTEX.
2009;26:83–94.

27. Vos BP, Strassman AM, Maciewicz RJ. Behavioral evidence of trigeminal
neuropathic pain following chronic constriction injury to the rat’s
infraorbital nerve. J Neurosci. 1994;14:2708–23.

28. Zagami AS, Goadsby PJ, Edvinsson L. Stimulation of the superior sagittal
sinus in the cat causes release of vasoactive peptides. Neuropeptides.
1990;16:69–75.

29. Michot B, Bourgoin S, Viguier F, Hamon M, Kayser V. Differential effects of
calcitonin gene-related peptide receptor blockade by olcegepant on
mechanical allodynia induced by ligation of the infraorbital nerve vs the
sciatic nerve in the rat. Pain. 2012;153:1939–48.

30. Jaaskelainen SK. Clinical neurophysiology and quantitative sensory testing in
the investigation of orofacial pain and sensory function. J Orofac Pain.
2004;18:85–107.

31. Robinson PP, Boissonade FM, Loescher AR, Smith KG, Yates JM, Elcock C,
Bird EV, Davies SL, Smith PL, Vora AR. Peripheral mechanisms for the
initiation of pain following trigeminal nerve injury. J Orofac Pain.
2004;18:287–92.

32. Truelove E. Management issues of neuropathic trigeminal pain from a
dental perspective. J Orofac Pain. 2004;18:374–80.

33. Zong Y, Sun L, Liu B, Deng YS, Zhan D, Chen YL, He Y, Liu J, Zhang ZJ, Sun J,
Lu D. Resveratrol inhibits LPS-induced MAPKs activation via activation of the
phosphatidylinositol 3-kinase pathway in murine RAW 264.7 macrophage cells.
PLoS One. 2012;7:e44107.

34. Jimenez-Diaz L, Geranton SM, Passmore GM, Leith JL, Fisher AS, Berliocchi L,
Sivasubramaniam AK, Sheasby A, Lumb BM, Hunt SP. Local translation in
primary afferent fibers regulates nociception. PLoS One. 2008;3:e1961.

35. Huang HL, Cendan CM, Roza C, Okuse K, Cramer R, Timms JF, Wood JN.
Proteomic profiling of neuromas reveals alterations in protein composition
and local protein synthesis in hyper-excitable nerves. Mol Pain. 2008;4:33.

36. Taves S, Berta T, Chen G, Ji RR. Microglia and spinal cord synaptic plasticity
in persistent pain. Neural Plast. 2013;2013:753656.

37. Clark AK, Old EA, Malcangio M. Neuropathic pain and cytokines: current
perspectives. J Pain Res. 2013;6:803–14.

38. Rock RB, Peterson PK. Microglia as a pharmacological target in infectious
and inflammatory diseases of the brain. J Neuroimmune Pharmacol.
2006;1:117–26.

39. Binshtok AM, Wang H, Zimmermann K, Amaya F, Vardeh D, Shi L,Brenner GJ,
Ji RR, Bean BP, Woolf CJ, Samad TA. Nociceptors are interleukin-1beta sensors.
J Neurosci. 2008;28:14062–73.

40. Zhang Q, Yuan L, Zhang Q, Gao Y, Liu G, Xiu M, Wei X, Wang Z, Liu D.
Resveratrol attenuates hypoxia-induced neurotoxicity through inhibiting
microglial activation. Int Immunopharmacol. 2015;28:578–87.

41. Schafers M, Lee DH, Brors D, Yaksh TL, Sorkin LS. Increased sensitivity of
injured and adjacent uninjured rat primary sensory neurons to exogenous
tumor necrosis factor-alpha after spinal nerve ligation. J Neurosci. 2003;23:
3028–38.

42. Ohtori S, Takahashi K, Moriya H, Myers RR. TNF-alpha and TNF-alpha
receptor type 1 upregulation in glia and neurons after peripheral nerve
injury: studies in murine DRG and spinal cord. Spine (Phila Pa 1976). 2004;
29:1082–8.

43. Hardie DG, Hawley SA. AMP-activated protein kinase: the energy charge
hypothesis revisited. Bioessays. 2001;23:1112–9.

44. Hardie DG. AMP-activated protein kinase: a cellular energy sensor with a key
role in metabolic disorders and in cancer. Biochem Soc Trans. 2011;39:1–13.

45. Zhang BB, Zhou G, Li C. AMPK: an emerging drug target for diabetes and
the metabolic syndrome. Cell Metab. 2009;9:407–16.

46. Price TJ, Dussor G. AMPK: an emerging target for modification of injury-
induced pain plasticity. Neurosci Lett. 2013;557 Pt A:9–18.

47. Melemedjian OK, Asiedu MN, Tillu DV, Sanoja R, Yan J, Lark A, Khoutorsky A,
Johnson J, Peebles KA, Lepow T,et al. Targeting adenosine monophosphate-
activated protein kinase (AMPK) in preclinical models reveals a potential
mechanism for the treatment of neuropathic pain. Mol Pain. 2011;7:70.

48. Campbell JN, Meyer RA. Mechanisms of neuropathic pain. Neuron. 2006;52:
77–92.

49. Song H, Han Y, Pan C, Deng X, Dai W, Hu L, Jiang C, Yang Y, Cheng Z,
Li F,et al. Activation of adenosine monophosphate-activated protein kinase
suppresses neuroinflammation and ameliorates bone cancer pain:
involvement of inhibition on mitogen-activated protein kinase.
Anesthesiology. 2015;123:1170.

50. Maixner DW, Yan X, Gao M, Yadav R, Weng HR. Adenosine monophosphate-
activated protein kinase regulates interleukin-1beta expression and glial
glutamate transporter function in rodents with neuropathic pain.
Anesthesiology. 2015;122:1401–13.

51. Wight RD, Tull CA, Deel MW, Stroope BL, Eubanks AG, Chavis JA, Drew PD,
Hensley LL. Resveratrol effects on astrocyte function: relevance to
neurodegenerative diseases. Biochem Biophys Res Commun. 2012;426:112–5.

52. Zhang F, Wang H, Wu Q, Lu Y, Nie J, Xie X, Shi J. Resveratrol protects
cortical neurons against microglia-mediated neuroinflammation. Phytother
Res. 2013;27:344–9.

53. Shih MH, Kao SC, Wang W, Yaster M, Tao YX. Spinal cord NMDA receptor-
mediated activation of mammalian target of rapamycin is required for the
development and maintenance of bone cancer-induced pain
hypersensitivities in rats. J Pain. 2012;13:338–49.

54. Latremoliere A, Woolf CJ. Central sensitization: a generator of pain
hypersensitivity by central neural plasticity. J Pain. 2009;10:895–926.

55. Katsura H, Obata K, Miyoshi K, Kondo T, Yamanaka H, Kobayashi K, Dai Y,
Fukuoka T, Sakagami M, Noguchi K. Transforming growth factor-activated
kinase 1 induced in spinal astrocytes contributes to mechanical
hypersensitivity after nerve injury. Glia. 2008;56:723–33.

56. Johnson GL, Lapadat R. Mitogen-activated protein kinase pathways
mediated by ERK, JNK, and p38 protein kinases. Science. 2002;298:1911–2.

57. Lee JC, Laydon JT, McDonnell PC, Gallagher TF, Kumar S, Green D, McNulty
D, Blumenthal MJ, Heys JR, Landvatter SW, et al. A protein kinase involved
in the regulation of inflammatory cytokine biosynthesis. Nature.
1994;372:739–46.

58. Porro C, Cianciulli A, Calvello R, Panaro MA. Reviewing the role of resveratrol as
a natural modulator of microglial activities. Curr Pharm Des. 2015;21:5277–91.

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

Yang et al. Journal of Neuroinflammation  (2016) 13:84 Page 11 of 11


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Ethics statement
	Animals
	Drugs and reagents
	Surgery
	Assessment of mechanical allodynia on the whisker pad
	Cell cultures
	Western blotting
	Immunohistochemistry
	Statistical analyses

	Results
	Resveratrol ameliorates mechanical allodynia in a trigeminal neuralgia rat model
	Resveratrol inhibits phosphorylation of c-Fos and CGRP in the spinal trigeminal nucleus
	Resveratrol inhibits the activation of microglia and astrocytes in rat STN
	Resveratrol reduces CCI-induced production of �pro-inflammatory factors and phosphorylation of NR1 and PKCγ in the STN
	Resveratrol regulates phosphorylation of MAPK in vivo and in vitro via AMPK activation

	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Source of funding
	Author details
	References

