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Introduction

Epilepsy is a common neurological disorder characterized by 
recurrent, unpredictable, and typically unprovoked seizures 
that affect approximately 65 million patients worldwide.1 
Status epilepticus (SE), one of the most severe manifesta-
tions of epilepsy, is a crucial medical emergency with high 
morbidity and mortality.2 Many studies have shown that 
SE can have serious consequences, ranging from transient 

neurological dysfunction to life-threatening issues, and can 
trigger pathophysiological features, such as excessive glial 
activation, inflammatory responses, and irreversible neu-
ronal damage.3–5 In addition, pathophysiological changes 
induced by SE have been reported to contribute to the 
occurrence of recurrent seizures.6,7 Accordingly, developing 
therapies to reduce post-SE brain injuries and the associated 
pathological features may be important to prevent epileptic 
progression.
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Abstract
Neuroinflammation is one of the most common pathological outcomes in various 
neurological diseases. A growing body of evidence suggests that neuroinflammation 
plays a pivotal role in the pathogenesis of epileptic seizures. Eugenol is the major 
phytoconstituent of essential oils extracted from several plants and possesses 
protective and anticonvulsant properties. However, it remains unclear whether 
eugenol exerts an anti-inflammatory effect to protect against severe neuronal damage 
induced by epileptic seizures. In this study, we investigated the anti-inflammatory 
action of eugenol in an experimental epilepsy model of pilocarpine-induced status 
epilepticus (SE). To examine the protective effect of eugenol via anti-inflammatory 
mechanisms, eugenol (200 mg/kg) was administrated daily for three days after 
pilocarpine-induced SE onset. The anti-inflammatory action of eugenol was 
evaluated by examining the expression of reactive gliosis, pro-inflammatory 
cytokines, nuclear factor-κB (NF-κB), and the nucleotide-binding domain leucine-
rich repeat with a pyrin-domain containing 3 (NLRP3) inflammasome. Our results 
showed that eugenol reduced SE-induced apoptotic neuronal cell death, mitigated 
the activation of astrocytes and microglia, and attenuated the expression of 
interleukin-1β and tumor necrosis factor α in the hippocampus after SE onset. 
Furthermore, eugenol inhibited NF-κB activation and the formation of the NLRP3 
inflammasome in the hippocampus after SE. These results suggest that eugenol 
is a potential phytoconstituent that suppresses the neuroinflammatory processes 
induced by epileptic seizures. Therefore, these findings provide evidence that 
eugenol has therapeutic potential for epileptic seizures.
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Excessive inflammatory responses are a main 
pathological factor in various neurological diseases 
and are known to predispose or contribute to the 
development of epilepsy. Thus, the control of neu-
roinflammation may be important to develop dis-
ease-modifying strategies to prevent epileptic brain 
injury and epileptogenic progression. Eugenol, one 
of the essential oils extracted from several plants, 
possesses numerous beneficial properties such 
as antioxidant activity, but whether eugenol exerts 
anti-inflammatory effects to prevent epileptic brain 
injury remains unclear. This study showed that 
eugenol attenuates status epilepticus (SE)–induced 
apoptotic neuronal loss and reactive gliosis in the 
hippocampus. Moreover, eugenol suppresses 
SE-induced inflammatory processes including the 
production of pro-inflammatory cytokines, activa-
tion of nuclear factor-κB, and formation of inflam-
masome complex. These findings, for the first time, 
provide evidence showing the anti-inflammatory 
effect of eugenol for mitigating epileptic neuronal 
damage and suggest that eugenol may be a benefi-
cial phytoconstituent for suppressing epileptogenic 
progression.
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Clinical and experimental studies have verified that brain 
inflammation is the key mechanism underlying several neu-
rological diseases.8 In epilepsy, brain inflammation is both 
a cause and consequence of epileptogenesis. Studies have 
shown that inflammatory processes are characterized by 
the reactivity of glial cells, such as reactive astrocytes and 
activated microglia, in epileptic brain tissues, accompanied 
by severe neuronal damage.9–11 As a brain injury factor, 
uncontrolled glial activation promotes the release of pro-
inflammatory cytokines, such as interleukin-1β (IL-1β) and 
tumor necrosis factor α (TNFα), leading to neuronal cell loss 
and maladaptive synaptic plasticity.12,13 Consequently, these 
inflammatory processes can trigger seizures and the devel-
opment of epilepsy. Recently, several studies have shown 
that some anti-inflammatory drugs have a valuable thera-
peutic effect in patients with epileptic syndromes and in 
experimental models of epilepsy.14,15 This evidence suggests 
that suppressing the inflammatory responses induced by 
acute seizure activity could be a crucial therapeutic strategy 
for preventing epileptic brain injuries, thereby inhibiting 
epileptogenic progression.

Eugenol (4-allyl-2-methoxyphenol) is one of the essen-
tial oils in plants including cloves, bay leaves, and various 
spices. Previous studies have shown that eugenol is tra-
ditionally used to treat dental caries and periodontal dis-
ease.16 Moreover, it has been reported that eugenol possesses 
numerous properties, including antibacterial, antifungal, 
anticancer, anti-inflammatory, and antioxidant activity.17 In 
the central nervous system, eugenol also provides neuropro-
tection against delayed neuronal death following ischemic 
damage18 and prevents the toxic effects of amyloid-β pep-
tides in PC-12 cells.19 In epilepsy, studies have demonstrated 
that eugenol reduces seizure severity and neuronal excit-
ability in experimental models of epilepsy.20,21 This evidence 
suggests that eugenol can exert potential anticonvulsant 
activity; however, the effect of eugenol on excessive inflam-
matory responses following acute seizure has not yet been 
reported. In this study, we aimed to investigate whether 
eugenol treatment could alleviate neuropathological features 
via the mechanism of the anti-inflammatory effect of eugenol 
in the hippocampus after pilocarpine-induced SE.

Materials and methods

Pilocarpine-induced SE

A mouse model of pilocarpine-induced SE was established 
as previously described.9 Briefly, adult male C57BL/6 mice 
(8 weeks old, 22–23 g, Orientbio, Gyeonggi, Korea) were 
housed under a 12-h light/dark cycle with food and water ad 
libitum for seven days. After an acclimation phase, to induce 
SE, mice were intraperitoneally injected with pilocarpine 
hydrochloride (325 mg/kg; Sigma, St. Louis, MO, USA), pre-
ceded by 30 min of scopolamine methyl nitrate (1 mg/kg, 
i.p.; Sigma) to reduce the peripheral effects of pilocarpine 
treatment. The sham-manipulated mice were injected with 
saline. The seizure stage was evaluated using the Racine 
scale,22 and mice showing sustained severe seizure behaviors 
with generalized tonic–clonic seizures were considered to 
show SE; only these mice were used for this study. Two hours 

after SE onset, diazepam (10 mg/kg) was intraperitoneally 
injected to stop the seizure activity. Eugenol (200 mg/kg; 
Sigma), which showed the most effective concentration 
against brain damage, was dissolved in 40% β-cyclodextrin 
in distilled water, as previously described with some modi-
fication.18,23 To evaluate the effect of eugenol treatment on 
SE-induced neuronal damage, eugenol or vehicle solution 
was treated by intraperitoneal injection per day, starting 
1 h after diazepam treatment and continuing daily until 
three days after SE, as previously described.9,24 The experi-
mental mice were randomly divided into three groups: sham 
control (Sham; n = 8), mice treated with vehicle solution for 
three days after SE (SE3d-Veh; n = 8), and mice treated with 
eugenol for three days after SE (SE3d-EUG; n = 8). All proce-
dures were approved by the Institutional Committee for the 
Care and Use of Laboratory Animals at Yonsei University 
Health System and were performed in accordance with the 
National Institute of Health guidelines for the Care and Use 
of Laboratory Animals. Efforts were made to minimize ani-
mal suffering and to reduce the number of animals used.

Fluorescent labeling for DNA fragmentation and 
quantitative analysis for apoptotic neuronal  
cell death

To prepare samples for cresyl violet staining, terminal deoxy-
nucleotidyl transferase dUTP nick end labeling (TUNEL) 
staining, and immunofluorescence staining, at three days 
after SE onset, mice were deeply anesthetized with 20% ure-
thane in saline and were transcardially perfused with saline 
followed by 4% paraformaldehyde in 0.1 M sodium phos-
phate buffer (PB, pH 7.4). After perfusion, the brains were 
isolated and postfixed in the same fixative overnight at 4°C. 
Fixed brains were cryoprotected with 30% sucrose in 0.1 M PB 
for three days. As previously described,9 serial coronal sec-
tions (20 μm thick) were collected between bregma – 1.46 mm 
and – 2.30 mm using a cryomicrotome (Leica Microsystems, 
Wetzlar, Germany). For histological assessment of hip-
pocampal neuronal damage, we randomly selected the 
three sections for each animal, and then the selected sections 
were stained with 0.1% cresyl violet solution for 5 min. The 
sections were thoroughly dipped in absolute alcohol and 
covered with mounting solution. The stained sections were 
observed under a light microscope (BX51; Olympus; Tokyo, 
Japan). To evaluate apoptotic neuronal death, TUNEL stain-
ing was performed using a kit (Roche Diagnostics GmbH, 
Penzberg, Germany), as previously described.24 The sec-
tions were incubated with the TUNEL mixture for 60 min at 
37°C in the dark. After washing, the sections were mounted 
with 4’,6-diamidino-2-phenylindole (DAPI) and examined 
under a fluorescence microscope (Axio Imager M2; Carl 
Zeiss, Thornwood, NY, USA). For quantitative analysis of 
TUNEL-positive apoptotic cell death in the hippocampus, 
three sections from each animal (between bregma – 1.46 mm 
and – 2.30 mm) were used to count TUNEL-positive cells in 
the CA1 and CA3 areas. To maintain consistency across ani-
mals, a rectangular box (1 mm × 0.5 mm) was centered over 
the hippocampal CA1 and CA3 regions, and the number 
of TUNEL-positive cells in each group was quantitatively 
expressed as previously described.9
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Immunofluorescence staining for glial activation 
and imaging analysis

Immunofluorescence staining was performed as previously 
described.24 In brief, using the same method as described 
above, the selected three sections were immersed in a block-
ing solution containing 5% bovine serum albumin in 0.01 M 
phosphate-buffered saline (PBS, pH 7.4) for 1 h at room tem-
perature and then incubated overnight at 4°C with mouse 
antiglial fibrillary acidic protein (GFAP; MAB360; 1:500; 
Millipore, Temecula, CA, USA) and goat anti-ionized cal-
cium-binding adapter molecule 1 (Iba1; ab5076; 1:500; Abcam, 
Cambridge, A, USA) antibody, followed by secondary Cy3-
conjugated IgG (1:400; Jackson ImmunoResearch, West Grove, 
PA, USA) antibody. The sections were mounted and observed 
under a fluorescence microscope (Carl Zeiss). As previously 
described,9,24 the immunoreactivity of GFAP and Iba1 was 
measured in the hippocampal subpyramidal regions between 
bregma – 1.46 mm and – 2.30 mm. Quantitative analyses were 
performed using a computerized analysis system and pro-
gram (Image J; NIH, Bethesda, ML, USA).

Western blot analysis

To analyze the change in the levels of target proteins, brain 
tissues were prepared for western blot analysis, as previously 
described.24 Isolated hippocampal tissues were homogenized 
with lysis buffer and centrifuged at 4°C for 15 min at 14,000g. 
The supernatants were transferred to fresh tubes, and the 
protein concentration was determined using a bicinchoninic 
acid assay kit (Thermo Scientific, Rockford, IL, USA). Proteins 
were separated using gel electrophoresis and transferred onto 
polyvinylidene difluoride membranes (Millipore, Temecula, 
CA, USA) using an electrophoretic transfer system (Bio-Rad 
Laboratories, Hercules, CA, USA). Membranes were incu-
bated overnight at 4°C with specific primary antibodies: 
mouse anti-GFAP (1:1000; Millipore), goat anti-Iba1 (1:1000; 
Abcam), mouse anti-IL-1β (#12242; 1:1000; Cell Signaling 
Technology, Beverly, MA, USA), rabbit anti-TNFα (#11948; 
1:1000; Cell Signaling Technology), rabbit antiphospho-
nuclear factor-κB (p-NF-κB; #3033; 1:1000; Cell Signaling 
Technology), mouse anti-NF-κB (#6956; 1:1000; Cell Signaling 
Technology), mouse antinucleotide-binding and oligomeriza-
tion domain-like receptor family pyrin domain-containing 3 
(NLRP3; AG-20B-0014; 1:1000; AdipoGen, San Diego, CA, 
USA), mouse antiapoptosis-associated speck-like protein con-
taining a caspase-recruitment domain (ASC; AG-25B-0006; 
1:1000; AdipoGen), rabbit anticaspase 1 (AG-20B-0042; 
1:1000; AdipoGen), and mouse anti-β-actin (sc-47778; 1:4000; 
Santa Cruz Biotechnology; Dallas, TX, USA). After washing, 
the membranes were incubated with secondary antibodies 
(Enzo Life Science; Farmingdale, NY, USA), and the blots 
were developed with ECL western blotting detection rea-
gents (Amersham Biosciences; Piscataway, NJ, USA). Band 
density was measured using a computer imaging device and 
accompanying software (Fujifilm; Tokyo, Japan).

Statistical analysis

All statistical analyses were performed using IBM SPSS 
Statistics version 25 (SPSS Inc.; Chicago, IL, USA) and 

Prism version 7 (GraphPad Software Inc.). The homoge-
neity of variance test was performed using Levene’s test 
in SPSS Statistics. One-way analysis of variance (ANOVA) 
with Tukey’s post hoc test was used for multiple compari-
sons. Two-group analysis was performed using Student’s 
t-test. Differences were considered statistically significant at 
P < 0.05. Data are displayed as mean ± standard error (SEM) 
with individual data points indicated or whiskers indicat-
ing the minimum and maximum values. Statistical tests and 
parameters are described in the figure legends.

Results

Eugenol protects SE-induced apoptotic neuronal 
damage in the hippocampus

Cresyl violet and TUNEL staining were performed to his-
tologically assess the hippocampal neuronal damage fol-
lowing pilocarpine-induced SE. Treatment with eugenol 
alone revealed no adverse effect in the intact hippocampus 
(Supplementary Figure 1). Cresyl violet staining revealed 
severe neuronal damage in vehicle-treated animals, which 
showed many pyknotic cells in the pyramidal cell layer of the 
CA1 and CA3 subfields of the hippocampus three days after 
pilocarpine-induced SE, compared to the sham-manipulated 
groups (Figure 1(A)). In contrast, eugenol administration 
alleviated SE-induced neuronal damage in the pyramidal 
neurons of the CA1 and CA3 regions of the hippocampus 
(Figure 1(A)). In addition, the vehicle-treated SE groups 
revealed many TUNEL-positive cells in the pyramidal cell 
layer of the CA1 and CA3 subfields of the hippocampus after 
SE. However, eugenol treatment attenuated TUNEL-positive 
apoptotic neuronal death in the hippocampus following 
SE onset (Figure 1(B)). Consistently, the quantification of 
SE-induced apoptotic neuronal loss showed that eugenol 
treatment significantly decreased the number of TUNEL-
positive cells in the CA1 (P = 0.014 vs SE3d-Veh) and CA3 
subfields of the hippocampus (P = 0.023 vs SE3d-Veh) com-
pared to that in the vehicle-treated SE groups (Figure 1(C)). 
These results suggest that eugenol protects hippocampal 
neurons from epileptic brain injury.

Eugenol attenuates reactive gliosis after SE

Next, we investigated whether eugenol treatment could 
mitigate glial activation, including reactive astrocytes and 
activated microglia, in the hippocampus following SE induc-
tion. Immunofluorescence staining with GFAP showed that 
SE markedly increased the expression of GFAP-positive 
astrocytes in the hippocampus, in contrast to sham-manipu-
lated animals. However, eugenol administration attenuated 
SE-induced GFAP expression in the hippocampus (Figure 
2(A)). When quantified by the immunoreactivity of GFAP 
expression, eugenol treatment significantly decreased GFAP 
expression in the subpyramidal area of the hippocampus 
compared to that in the vehicle-treated groups (P < 0.001 vs 
SE3d-Veh; Figure 2(B)). Consistent with the immunostaining 
results and quantitative analysis, western blotting showed 
a significant reduction in the protein levels of SE-increased 
GFAP expression by eugenol treatment (P < 0.001 vs SE3d-
Veh; Figure 2(C) and (D)). Furthermore, eugenol treatment 
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significantly reduced the increased expression of Iba1, a 
marker for microglia/macrophages, in the hippocampus 
after SE (Iba1 immunoreactivity: P < 0.001 vs SE3d-Veh;  
the protein levels of Iba1: P = 0.014 vs SE3d-Veh; Figure 2(F) 
to (H)). These results suggest that eugenol treatment inhibits 
SE-induced reactive gliosis.

Eugenol reduces SE-induced pro-inflammatory 
cytokine production

Based on the above results, we demonstrated that eugenol 
treatment suppressed reactive gliosis in the hippocampus 
after SE. Considering the interconnection between glial 
activation and inflammation,11,13 we next investigated the 
inhibitory effect of eugenol treatment on SE-induced inflam-
mation. The levels of pro-inflammatory cytokines, such as 
TNFα and IL-1β, were examined by western blot analysis. 
We found that the elevated expression of TNFα and IL-1β 
in the hippocampal tissues of vehicle-treated SE groups was 

higher than that in the sham-manipulated groups (TNFα: 
P < 0.001 vs Sham; IL-1β: P = 0.028 vs Sham; Figure 3(A)  
and (B)). Treatment with eugenol significantly attenuated 
the levels of TNFα and IL-1β in the hippocampus compared 
with the increased protein levels in the vehicle-treated SE 
groups (TNFα: P = 0.024 vs SE3d-Veh; IL-1β: P = 0.01 vs SE3d-
Veh; Figure 3(A) and (B)), suggesting that eugenol may exert 
anti-inflammatory properties in the epileptic hippocampus.

Eugenol inhibits the NF-κB activation and NLRP3 
inflammasome expression after SE

To further investigate the effect of eugenol in SE-induced 
inflammation, we examined changes in NF-κB activation 
and the expression of NLRP3 inflammasome in the hip-
pocampus after pilocarpine-induced SE. We found that pilo-
carpine-induced SE significantly increased NF-κB activation, 
as reflected by the ratio of p-NF-κB per NF-κB expression, in 
the hippocampus compared to that in the sham-manipulated 

Figure 1.  The protective effect of eugenol on neuronal damage in the hippocampus following pilocarpine-induced status epilepticus (SE). (A) Representative images 
show hippocampal cell death after SE measured by cresyl violet staining. In sham-manipulated hippocampus (Sham), intact neurons were found in the pyramidal 
neuronal layer of CA1 and CA3 regions. However, numerous pyknotic cells were observed in the CA1 and CA3 subfields three days after SE onset (SE3d-Veh). 
Compared with the vehicle-treated hippocampus (SE3d-Veh), eugenol treatment alleviated SE-induced neuronal loss in the CA1 and CA3 regions (SE3d-EUG). 
Scale bar = 500 μm; the same magnification was used in images for the hippocampus. Scale bar = 100 μm; the same magnification was used in images for CA1 and 
CA3 regions. (B) Representative images of the CA1 and CA3 pyramidal neurons labeled by TUNEL staining (green) in each group. Scale bar = 100 μm; the same 
magnification was used in all images. (C) Quantitative analysis shows that eugenol treatment significantly prevented SE-induced apoptotic neuronal death in the CA1 
and CA3 regions, compared to SE3d-Veh groups. Whiskers represented minimum and maximum values.
Sham: sham-manipulated group; SE3d-Veh: mice treated with vehicle for three days after SE; SE3d-EUG: mice treated with eugenol for three days after SE.
*P < 0.05 versus SE3d-Veh (Student’s t-test, n = 4 for each group).
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Figure 2.  Inhibitory effects of eugenol treatment on SE-induced reactive gliosis in the hippocampus. (A) Representative immunofluorescence staining for GFAP-
positive astrocytes (green) in the hippocampus after SE. Compared to the sham groups, many GFAP-positive astrocytes were found in the hippocampus of the SE3d-
Veh groups; however, eugenol treatment mitigated SE-induced reactive astrocytes in the hippocampus (SE3d-EUG). Scale bar = 100 μm; the same magnification 
was used in all images. (B) The quantitative analysis of GFAP immunoreactivity is presented as the mean ± SEM with individual data points indicated. ***P < 0.001, 
Sham versus SE3d-Veh; ###P < 0.001, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 28.94, P < 0.001, n = 4 for each group). 
(C) Representative blots for GFAP expression in each group show that eugenol treatment significantly decreases the protein levels of GFAP expression after SE 
compared to those in the SE3d-Veh group. (D) Quantitative analysis based on the density of GFAP bands was normalized to β-actin expression. Data are presented 
as the mean ± SEM with individual data points indicated. ***P < 0.001, Sham versus SE3d-Veh; ###P < 0.001, SE3d-Veh versus SE3d-EUG (one-way ANOVA with 
Tukey’s post hoc test, F(2,9) = 52.31, P < 0.001, n = 4 for each group). (E) Representative immunofluorescence staining for Iba1-expressing microglia/macrophages 
(red) in the hippocampus after SE. Scale bar = 100 μm; the same magnification was used in all images. (F) Quantitative expression of Iba1 immunoreactivity. 
***P < 0.001, Sham versus SE3d-Veh; ###P < 0.001, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 28.32, P < 0.001, n = 4 for 
each group). (G) Representative blots for Iba1 bands in each group. Note that eugenol treatment significantly reduces the protein levels of Iba1 after SE compared 
to those in the SE3d-Veh group. (H) Statistics of western blot analysis in Iba1 expression. Quantitative analysis based on the density of Iba1 bands was normalized 
to β-actin expression. Data are presented as the mean ± SEM with individual data points indicated. **P < 0.01, Sham versus SE3d-Veh; #P < 0.05, SE3d-Veh versus 
SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 9.763, P = 0.006, n = 4 for each group).
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groups (P < 0.001 vs Sham; Figure 4(A) and (B)), whereas 
eugenol treatment significantly reduced NF-κB activation 
compared to that in the vehicle-treated SE group (P = 0.009 
vs SE3d-Veh; Figure 4(A) and (B)). Furthermore, eugenol 
treatment significantly suppressed the protein levels of the 
SE-induced inflammasome complex, including NLRP3, cas-
pase 1, and ASC, in the hippocampus compared to that of 
vehicle-treated SE groups (NLRP3: P = 0.002 vs SE3d-Veh; 
caspase 1: P < 0.001 vs SE3d-Veh; ASC: P = 0.041 vs SE3d-
Veh; Figure 4(A) and (C) to (E)). These results suggest that 
eugenol can reduce NF-κB activation and NLRP3 inflam-
masome-mediated pro-inflammatory pathology in the hip-
pocampus following epileptic injury.

Discussion

The currently available antiepileptic drugs affect the relevant 
mechanisms for seizure initiation, propagation, and termina-
tion;25 however, approximately 20–30% of patients with epi-
lepsy cannot be controlled using any antiepileptic drugs.26 
Despite their apparent antiepileptic effects, a few drugs dete-
riorate neuronal damage or cognitive impairment.27 Since 
it is still uncertain whether current antiepileptic drugs can 
improve the pathophysiological changes after epileptic sei-
zures, there is a need for the broad insight of developing 

novel therapeutic strategies to prevent the epileptic brain 
injuries related to the occurrence of recurrent seizures. In 
recent years, globally, studies on phytoconstituents with 
antiepileptic effects have drawn much attention.28 Previous 
studies have shown that eugenol exerts anticonvulsant 
effects against seizures induced by maximal electroshock 
or the administration of pentylenetetrazole.29 Furthermore, 
previous studies have also shown that eugenol protected 
against neuronal loss by suppressing seizure-induced oxi-
dative stress in the lithium-pilocarpine epilepsy model,30 
and suppressed the cytoarchitectural abnormality associated 
with epileptic progression in the hippocampal dentate gyrus 
following the kainic acid–induced SE.23 These evidence sug-
gest that eugenol may be a beneficial phytoconstituent for 
preventing neuropathological changes caused by epileptic 
seizures. Given these facts, we hypothesized that eugenol 
could also be useful for mitigating epileptic brain injury via 
its anti-inflammatory properties. The results of this study 
revealed that eugenol treatment attenuates apoptotic neu-
ronal loss in the hippocampus after pilocarpine-induced 
SE. Eugenol treatment also reduced SE-induced reactive 
gliosis, and this effect was implicated in the suppression of 
inflammatory responses including the production of pro-
inflammatory cytokines, NF-κB activation, and the NLRP3 
inflammasome. Therefore, these findings indicate that the 

Figure 3.  Decrease of SE-induced pro-inflammatory cytokines production following eugenol treatment. (A) Western blot analysis for TNFα expression shows that 
eugenol treatment significantly attenuated the elevated level of TNFα expression following SE onset compared to that in the SE3d-Veh group. Quantification of the 
TNFα protein bands was normalized to respective β-actin expression. Values are expressed as a mean ± SEM with individual data points indicated. ***P < 0.001, 
Sham versus SE3d-Veh; #P < 0.05, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 16.43, P < 0.001, n = 4 for each group). (B) 
Western blot analysis of IL-1β expression. Consistent with the result of TNFα expression, western blotting for IL-1β revealed a significant increase in the protein level 
of IL-1β in the group of SE3d-Veh, compared to that in the sham-manipulated group. In contrast, eugenol treatment induces a significant reduction in the level of IL-1β 
expression compared with the SE3d-Veh group. Quantification of the IL-1β protein bands was normalized to respective β-actin expression. *P < 0.05, Sham versus 
SE3d-Veh; ##P < 0.01, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 8.438, P = 0.009, n = 4 for each group).
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neuroprotective effects of eugenol against epileptic brain 
injury may be attributable to inhibition of the inflammatory 
process (Figure 5).

Reactive gliosis has been well-established as one of the 
hallmarks of epileptic pathologies, including brain dam-
age and neuronal cell loss post-SE induction.31,32 Activated 

Figure 4.  Reduction of SE-triggered NF-κB activation and NLRP3 inflammasome by eugenol treatment. (A) Representative blots of p-NF-κB, NF-κB, NLRP3, 
caspase 1, ASC, and β-actin expression in each group. Note that SE promotes the enhanced levels of p-NF-κB, NLRP3, caspase 1, and ASC in the hippocampus 
compared to those of sham-manipulated hippocampus, and eugenol treatment reduces these protein levels compared with SE3d-Veh group. (B) Histogram result 
shows quantitative analysis based on the ratio of p-NF-κB per NF-κB protein band normalized with the β-actin expression. Values are expressed as a mean ± SEM 
with individual data points indicated. ***P < 0.001, Sham versus SE3d-Veh; ##P < 0.01, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, 
F(2,9) = 16.46, P < 0.001, n = 4 for each group). (C) Histogram data of NLRP3 expression. ***P < 0.001, Sham versus SE3d-Veh; ##P < 0.01, SE3d-Veh versus 
SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 19.04, P < 0.001, n = 4 for each group). (D) Quantification of caspase 1 expression. ***P < 0.001, 
Sham versus SE3d-Veh; ###P < 0.001, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, F(2,9) = 24.57, P < 0.001, n = 4 for each group). 
(E) Quantification of ASC expression. *P < 0.05, Sham versus SE3d-Veh; #P < 0.05, SE3d-Veh versus SE3d-EUG (one-way ANOVA with Tukey’s post hoc test, 
F(2,9) = 5.616, P = 0.026, n = 4 for each group).

Figure 5.  Schematic diagram showing the neuroprotective effects of eugenol. Eugenol treatment prevents apoptotic neuronal loss following SE induction by inhibiting 
reactive gliosis, and reducing pro-inflammatory cytokines production. These anti-inflammatory properties appear to be mediated through the suppression of NF-κB 
activation and NLRP3 inflammasome expression. Thus, eugenol may serve a potential therapeutic effect on epileptic brain damages.
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astrocytes and microglia concomitant with SE promote the 
production of various pro-inflammatory cytokines, such as 
TNFα and IL-1β.33 In addition, increased pro-inflammatory 
mediators disrupt the blood–brain barrier and provoke neu-
ronal excitability and seizure intensity, thus contributing to 
neuronal cell loss.34–36 In more detail, previous studies have 
reported that treatment with TNFα-neutralizing antibod-
ies results in a reduction of neuronal injury in the model 
of kainic acid-induced epilepsy35 and that TNFα promotes 
neuronal excitability by inducing microglial glutamate 
release and endocytosis of GABAA receptors.37,38 Research 
also indicates that an activated IL-1β system following 
pilocarpine-induced SE is involved in neuronal death and 
blood–brain barrier (BBB) disruption34 and that IL-1β pro-
motes N-methyl-d-aspartate (NMDA) receptor function by 
enhancing tyrosine phosphorylation of NR2A/B subunits, 
subsequently leading to neuronal hyperexcitability and irre-
versible neuronal injury.39 Therefore, it is important to reduce 
brain inflammation under epileptic conditions, which can 
prevent epileptic neuronal damage and improve neuronal 
function. In this study, results showed that intraperitoneal 
administration of eugenol prevents apoptotic neuronal dam-
age following epileptic seizures. Furthermore, eugenol treat-
ment reduced glial activation induced by SE onset and the 
elevated levels of TNFα and IL-1β in the epileptic hippocam-
pus. Moreover, our results showed that eugenol treatment 
suppressed the activation of NF-κB pathway, which has been 
considered a prototypical pro-inflammatory signaling path-
way in the expression of several inflammatory cytokines, 
including TNFα and IL-1β.40,41 These findings suggest that 
eugenol plays a neuroprotective role in SE-induced neuronal 
damage by alleviating reactive gliosis and enhancing the 
anti-inflammatory capacity.

The neuroinflammatory cascade is a common patho-
logical factor in the development of various neurologi-
cal diseases, including Alzheimer’s disease, Parkinson’s 
disease, and ischemic stroke.8 The NLRP3 inflammasome 
is an intracellular multiprotein complex that comprises 
an NLRP3 sensor, an ASC adaptor containing a caspase-
recruitment domain, and a caspase 1 enzyme.42 In the 
formation of the inflammasome complex, NF-κB, a key 
regulator of pro-inflammatory cytokines,41 induces the 
transcriptional expression of NLRP3,43 which in turn pro-
motes a substantial release of inflammatory cytokines.44 
Accumulating evidence suggests that the NLRP3 inflam-
masome plays a crucial role in the pathophysiology of epi-
leptic seizures. Previous studies have demonstrated that 
the expression level of NLRP3 is upregulated in the brains 
of epileptic patients,45 and inhibition of the NLRP3 inflam-
masome could provide neuroprotection by reducing the 
expression of pro-inflammatory cytokines such as IL-1β, 
IL-18, and TNFα in experimental models of SE.46–48 Similar 
to previous evidence, we found a significant increase in 
the expression of the NF-κB activation-mediated NLRP3 
inflammasome complex in the hippocampus of SE-induced 
mice. However, these effects were inhibited by eugenol 
treatment. These findings indicate that eugenol can reduce 
seizure-induced neuroinflammatory processes by inhibit-
ing the NLRP3 inflammasome pathway.

Accumulating studies have shown the beneficial effects 
of eugenol under various neuropathological conditions. For 
instance, previous study reported that eugenol treatment 
reduced the histopathology of traumatic brain injury, such 
as BBB breakdown and brain edema, and the behavioral 
consequences of trauma.49 In addition, eugenol alleviated 
cerebral ischemia–reperfusion injury by promoting AMP-
activated protein kinase (AMPK)/mammalian target of rapa-
mycin (mTOR)/p70S6 kinase (P70S6K) pathway-dependent 
autophagy.50 This evidence suggests that eugenol may be a 
beneficial phytoconstituent for preventing neuronal damage 
in neuropathological conditions. In line with this evidence, 
our findings demonstrate that post-treatment with eugenol 
could protect the neuronal damage through suppression of 
excessive inflammatory responses following epileptic sei-
zures. However, there are some limitations to this study. Since 
our observation focused on the beneficial effects of eugenol 
during the subacute phase of epilepsy, the explicit effects of 
eugenol through a prominent antiepileptogenic process need 
to be verified in subsequent experiments prior to prospective 
clinical applications. In addition to our observations in this 
study, we cannot exclude the possibility that eugenol admin-
istration may be involved in other mechanisms for protecting 
neuronal damages during epileptic progression. Therefore, 
whether eugenol treatment can prevent the occurrence of 
epileptogenesis by controlling aberrant cellular and network 
activity will be elucidated in the near future.

In conclusion, we demonstrated that eugenol prevents 
neuronal damage caused by epileptic seizures via its anti-
inflammatory effects in a mouse model of pilocarpine-
induced SE. Our findings provide new evidence that eugenol 
may be a beneficial phytoconstituent for the prevention of 
epileptic neuropathology.

Authors’ contributions

KHJ contributed to the conceptualization. JZ and KHJ designed 
the experiments. JZ and SP performed the experiments. JZ, SP, 
and KHJ collected and analyzed the data. KHJ contributed to 
the funding acquisition. JZ and KHJ wrote the manuscript. KHJ 
and W-JK revised the manuscript. CHK and W-JK contributed 
to the project administration. All authors have consented to the 
submission of the manuscript.

Declaration of conflicting interests

The author(s) declared no potential conflicts of interest with 
respect to the research, authorship, and/or publication of this 
article.

Funding

The author(s) disclosed receipt of the following financial support 
for the research, authorship, and/or publication of this article: 
This research was supported by Basic Science Research Program 
through the National Research Foundation of Korea (NRF) funded 
by the Ministry of Education (NRF-2021R1I1A1A01045520) and 
the Korea government (MSIT) (NRF-2022R1F1A1067170).

ORCID iD

Kyoung Hoon Jeong  https://orcid.org/0000-0002-6100-9936

https://orcid.org/0000-0002-6100-9936


730   Experimental Biology and Medicine   Volume 248   April 2023

Supplemental Material

Supplemental material for this article is available online.

References

	 1.	 Devinsky O, Vezzani A, O’Brien TJ, Jette N, Scheffer IE, de Curtis M, 
Perucca P. Epilepsy. Nat Rev Dis Primers 2018;4:18024

	 2.	 Trinka E, Cock H, Hesdorffer D, Rossetti AO, Scheffer IE, Shinnar S, 
Shorvon S, Lowenstein DH. A definition and classification of status 
epilepticus – report of the ILAE task force on classification of status 
epilepticus. Epilepsia 2015;56:1515–23

	 3.	 Walker MC. Pathophysiology of status epilepticus. Neurosci Lett 2018; 
667:84–91

	 4.	 Zhu X, Yao Y, Yang J, Ge Q, Niu D, Liu X, Zhang C, Gan G, Zhang 
A, Yao H. Seizure-induced neuroinflammation contributes to ectopic 
neurogenesis and aggressive behavior in pilocarpine-induced status 
epilepticus mice. Neuropharmacology 2020;170:108044

	 5.	 Cao H, Zhang L, Qu Z, Tian S, Wang Z, Jiang Y, Hou Q, Jia L, Wang 
W. The protective effect of hydroxylated fullerene pretreatment on 
pilocarpine-induced status epilepticus. Brain Res 2021;1764:147468

	 6.	 Pitkänen A, Lukasiuk K. Mechanisms of epileptogenesis and potential 
treatment targets. Lancet Neurol 2011;10:173–86

	 7.	 Pitkänen A, Ekolle Ndode-Ekane X, Lapinlampi N, Puhakka N.  
Epilepsy biomarkers – toward etiology and pathology specificity. 
Neurobiol Dis 2019;123:42–58

	 8.	 Mishra A, Bandopadhyay R, Singh PK, Mishra PS, Sharma N, Khurana N.  
Neuroinflammation in neurological disorders: pharmacotherapeutic 
targets from bench to bedside. Metab Brain Dis 2021;36:1591–626

	 9.	 Park S, Zhu J, Jeong KH, Kim WJ. Adjudin prevents neuronal dam-
age and neuroinflammation via inhibiting mTOR activation against 
pilocarpine-induced status epilepticus. Brain Res Bull 2022;182:80–9

	10.	 De Simoni MG, Perego C, Ravizza T, Moneta D, Conti M, Marchesi 
F, De Luigi A, Garattini S, Vezzani A. Inflammatory cytokines and 
related genes are induced in the rat hippocampus by limbic status 
epilepticus. Eur J Neurosci 2000;12:2623–33

	11.	 Das A, Wallace GC IV, Holmes C, McDowell ML, Smith JA, Marshall 
JD, Bonilha L, Edwards JC, Glazier SS, Ray SK, Banik NL. Hippocam-
pal tissue of patients with refractory temporal lobe epilepsy is associ-
ated with astrocyte activation, inflammation, and altered expression of 
channels and receptors. Neuroscience 2012;220:237–46

	12.	 Vezzani A, Ravizza T, Balosso S, Aronica E. Glia as a source of  
cytokines: implications for neuronal excitability and survival. Epilepsia 
2008;49:24–32

	13.	 Sanz P, Garcia-Gimeno MA. Reactive glia inflammatory signaling 
pathways and epilepsy. Int J Mol Sci 2020;21:4096

	14.	 Vezzani A, Balosso S, Ravizza T. Neuroinflammatory pathways as 
treatment targets and biomarkers in epilepsy. Nat Rev Neurol 2019;15: 
459–72

	15.	 Vishwakarma S, Singh S, Singh TG. Pharmacological modulation of 
cytokines correlating neuroinflammatory cascades in epileptogenesis. 
Mol Biol Rep 2022;49:1437–52

	16.	 Cai L, Wu CD. Compounds from Syzygium aromaticum possessing growth 
inhibitory activity against oral pathogens. J Nat Prod 1996;59:987–90

	17.	 Ulanowska M, Olas B. Biological properties and prospects for the 
application of eugenol – a review. Int J Mol Sci 2021;22:3671

	18.	 Won MH, Lee JC, Kim YH, Song DK, Suh HW, Oh YS, Kim JH, Shin 
TK, Lee YJ, Wie MB. Postischemic hypothermia induced by eugenol 
protects hippocampal neurons from global ischemia in gerbils. Neurosci 
Lett 1998;254:101–4

	19.	 Irie Y, Keung WM. Rhizoma acori graminei and its active principles 
protect PC-12 cells from the toxic effect of amyloid-beta peptide. Brain 
Res 2003;963:282–9

	20.	 Müller M, Pape HC, Speckmann EJ, Gorji A. Effect of eugenol on 
spreading depression and epileptiform discharges in rat neocortical 
and hippocampal tissues. Neuroscience 2006;140:743–51

	21.	 Huang CW, Chow JC, Tsai JJ, Wu SN. Characterizing the effects of 
eugenol on neuronal ionic currents and hyperexcitability. Psycho­
pharmacology 2012;221:575–87

	22.	 Racine RJ. Modification of seizure activity by electrical stimulation. II. 
Motor seizure. Electroencephalogr Clin Neurophysiol 1972;32:281–94

	23.	 Jeong KH, Lee DS, Kim SR. Effects of eugenol on granule cell disper-
sion in a mouse model of temporal lobe epilepsy. Epilepsy Res 2015;115: 
73–6

	24.	 Zhu J, Park S, Jeong KH, Kim WJ. Withanolide – a treatment exerts 
a neuroprotective effect via inhibiting neuroinflammation in the  
hippocampus after pilocarpine-induced status epilepticus. Epilepsy Res 
2020;165:106394

	25.	 Khateb M, Bosak N, Herskovitz M. The effect of anti-seizure medica-
tions on the propagation of epileptic activity: a review. Front Neurol 
2021;12:674182

	26.	 Schmidt D, Schachter SC. Drug treatment of epilepsy in adults. BMJ 
2014;348:g254

	27.	 Agarwal NB, Agarwal NK, Mediratta PK, Sharma KK. Effect of 
lamotrigine, oxcarbazepine and topiramate on cognitive functions and 
oxidative stress in PTZ-kindled mice. Seizure 2011;20:257–62

	28.	 Kaur J, Famta P, Famta M, Mehta M, Satija S, Sharma N, Vyas M,  
Khatik GL, Chellappan DK, Dua K, Khurana N. Potential anti-
epileptic phytoconstituents: an updated review. J Ethnopharmacol 2021; 
268:113565

	29.	 Sayyah M, Valizadeh J, Kamalinejad M. Anticonvulsant activity of 
the leaf essential oil of Laurus nobilis against pentylenetetrazole- and 
maximal electroshock-induced seizures. Phytomedicine 2002;9:212–6

	30.	 Joushi S, Salmani ME. Effect of eugenol on lithium-pilocarpine model 
of epilepsy: behavioral, histological, and molecular changes. Iran J 
Basic Med Sci 2017;20:745–52

	31.	 Shapiro LA, Wang L, Ribak CE. Rapid astrocyte and microglial activa-
tion following pilocarpine-induced seizures in rats. Epilepsia 2008;49: 
33–41

	32.	 Cho KO, Kim JY, Jeong KH, Lee MY, Kim SY. Increased expression of 
vascular endothelial growth factor-C and vascular endothelial growth 
factor receptor-3 after pilocarpine-induced status epilepticus in mice. 
Korean J Physiol Pharmacol 2019;23:281–9

	33.	 Vezzani A, French J, Bartfai T, Baram TZ. The role of inflammation in 
epilepsy. Nat Rev Neurol 2011;7:31–40

	34.	 Ravizza T, Gagliardi B, Noé F, Boer K, Aronica E, Vezzani A. Innate 
and adaptive immunity during epileptogenesis and spontaneous  
seizures: evidence from experimental models and human temporal 
lobe epilepsy. Neurobiol Dis 2008;29:142–60

	35.	 Shinoda S, Skradski SL, Araki T, Schindler CK, Meller R, Lan JQ, Taki 
W, Simon RP, Henshall DC. Formation of a tumour necrosis factor 
receptor 1 molecular scaffolding complex and activation of apoptosis 
signal-regulating kinase 1 during seizure-induced neuronal death. Eur 
J Neurosci 2003;17:2065–76

	36.	 Shayan M, Eslami F, Amanlou A, Solaimanian S, Rahimi N, Rashidian 
A, Ejtemaei-Mehr S, Ghasemi M, Dehpour AR. Neuroprotective effects 
of lasmiditan and sumatriptan in an experimental model of post-stroke 
seizure in mice: higher effects with concurrent opioid receptors or K 
(ATP) channels inhibitors. Toxicol Appl Pharmacol 2022;454:116254

	37.	 Stellwagen D, Beattie EC, Seo JY, Malenka RC. Differential regulation 
of AMPA receptor and GABA receptor trafficking by tumor necrosis 
factor-alpha. J Neurosci 2005;25:3219–28

	38.	 Takeuchi H, Jin S, Wang J, Zhang G, Kawanokuchi J, Kuno R, Sonobe 
Y, Mizuno T, Suzumura A. Tumor necrosis factor-alpha induces 
neurotoxicity via glutamate release from hemichannels of activated 
microglia in an autocrine manner. J Biol Chem 2006;281:21362–8

	39.	 Viviani B, Bartesaghi S, Gardoni F, Vezzani A, Behrens MM,  
Bartfai T, Binaglia M, Corsini E, Di Luca M, Galli CL, Marinovich M. 
Interleukin-1beta enhances NMDA receptor-mediated intracellular 
calcium increase through activation of the Src family of kinases.  
J Neurosci 2003;23:8692–700

	40.	 Cai M, Lin W. The function of NF-kappa B during epilepsy, a potential 
therapeutic target. Front Neurosci 2022;16:851394

	41.	 Liu T, Zhang L, Joo D, Sun SC. NF-κB signaling in inflammation. Signal 
Transduct Target Ther 2017;2:17023

	42.	 Swanson KV, Deng M, Ting JP. The NLRP3 inflammasome: molecular  
activation and regulation to therapeutics. Nat Rev Immunol 2019;19: 
477–89



Zhu et al.    Effect of eugenol on SE-induced inflammatory responses    731

	43.	 Bauernfeind FG, Horvath G, Stutz A, Alnemri ES, MacDonald K, 
Speert D, Fernandes-Alnemri T, Wu J, Monks BG, Fitzgerald KA,  
Hornung V, Latz E. Cutting edge: NF-kappaB activating pattern recog-
nition and cytokine receptors license NLRP3 inflammasome activation 
by regulating NLRP3 expression. J Immunol 2009;183:787–91

	44.	 Lamkanfi M. Emerging inflammasome effector mechanisms. Nat Rev 
Immunol 2011;11:213–20

	45.	 Cristina de Brito Toscano E, Leandro Marciano Vieira E, Boni Rocha 
Dias B, Vidigal Caliari M, Paula Goncalves A, Varela Giannetti 
A, Mauricio Siqueira J, Kimie Suemoto C, Elaine Paraizo Leite R,  
Nitrini R, Alvarenga Rachid M, Lucio Teixeira A. NLRP3 and NLRP1 
inflammasomes are up-regulated in patients with mesial temporal lobe 
epilepsy and may contribute to overexpression of caspase-1 and IL-
beta in sclerotic hippocampi. Brain Res 2021;1752:147230

	46.	 Wu C, Zhang G, Chen L, Kim S, Yu J, Hu G, Chen J, Huang Y, Zheng G, 
Huang S. The role of NLRP3 and IL-1beta in refractory epilepsy brain 
injury. Front Neurol 2019;10:1418

	47.	 Meng XF, Tan L, Tan MS, Jiang T, Tan CC, Li MM, Wang HF, Yu JT. 
Inhibition of the NLRP3 inflammasome provides neuroprotection  
in rats following amygdala kindling-induced status epilepticus.  
J Neuroinflammation 2014;11:212

	48.	 Rong S, Wan D, Fan Y, Liu S, Sun K, Huo J, Zhang P, Li X, Xie X, Wang 
F, Sun T. Amentoflavone affects epileptogenesis and exerts neuropro-
tective effects by inhibiting NLRP3 inflammasome. Front Pharmacol 
2019;10:856

	49.	 Barot J, Saxena B. Therapeutic effects of eugenol in a rat model of trau-
matic brain injury: a behavioral, biochemical, and histological study.  
J Tradit Complement Med 2021;11:318–27

	50.	 Sun X, Wang D, Zhang T, Lu X, Duan F, Ju L, Zhuang X, Jiang X. 
Eugenol attenuates cerebral ischemia-reperfusion injury by enhanc-
ing autophagy via AMPK-mTOR-P70S6K pathway. Front Pharmacol 
2020;11:84

(Received August 18, 2022, Accepted December 25, 2022)


