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PLPP/CIN-mediated NF2 S10 dephosp 
horylation distinctly regulates kainate- 
induced seizure susceptibility and neuronal 
death through PAK1-NF-κB-COX-2-PTGES2 
signaling pathway
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Abstract 

Background Pyridoxal‑5′‑phosphate phosphatase/chronophin (PLPP/CIN) selectively dephosphorylates serine (S) 
10 site on neurofibromin 2 (NF2, also known as merlin (moesin‑ezrin‑radixin‑like protein) or schwannomin). p21‑acti‑
vated kinase 1 (PAK1) is a serine/threonine protein kinase, which is involved in synaptic activity and plasticity in neu‑
rons. NF2 and PAK1 reciprocally regulate each other in a positive feedback manner. Thus, the aim of the present study 
is to investigate the effects of PLPP/CIN‑mediated NF2 S10 dephosphorylation on PAK1‑related signaling pathways 
under physiological and neuroinflammatory conditions, which are largely unknown.

Methods After kainate (KA) injection in wild‑type, PLPP/CIN−/− and PLPP/CINTg mice, seizure susceptibility, PAK1 S204 
autophosphorylation, nuclear factor‑κB (NF‑κB) p65 S276 phosphorylation, cyclooxygenase‑2 (COX‑2) upregulation, 
prostaglandin E synthase 2 (PTGES2) induction and neuronal damage were measured. The effects of 1,1’‑dithiodi‑
2‑naphthtol (IPA‑3, a selective inhibitor of PAK1) pretreatment on these responses to KA were also validated.

Results PLPP/CIN overexpression increased PAK1 S204 autophosphorylation concomitant with the enhanced NF2 
S10 dephosphorylation in hippocampal neurons under physiological condition. Following KA treatment, PLPP/CIN 
overexpression delayed the seizure on‑set and accelerated PAK1 S204 phosphorylation, NF‑κB p65 S276 phosphoryla‑
tion, COX‑2 upregulation and PTGES2 induction, which were ameliorated by PLPP/CIN deletion or IPA‑3. Furthermore, 
IPA‑3 pretreatment shortened the latency of seizure on‑set without affecting seizure severity (intensity) and amelio‑
rated CA3 neuronal death induced by KA.

Conclusions These findings indicate that PLPP/CIN may regulate seizure susceptibility (the latency of seizure on‑set) 
and CA3 neuronal death in response to KA through NF2‑PAK1‑NF‑κB‑COX‑2‑PTGES2 signaling pathway.
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Introduction
Pyridoxal-5′-phosphate phosphatase/chronophin (PLPP/
CIN) is a phosphatase for pyridoxal-5′-phosphate 
(PLP, an active form of vitamin  B6) [1]. PLPP/CIN is 
later identified as an activator for cofilin (a filamentous 
actin (F-actin) severing protein) by dephosphorylating 
its serine (S) 3 residue [2–6]. PLPP/CIN also regulates 
synaptic plasticity and neuronal excitability through 
F-actin-dependent and -independent pathways [6–11]. 
Interestingly, seizure activity increases PLPP/CIN expres-
sion in hippocampal neurons [3, 11]. Furthermore, PLPP/
CIN augments seizure intensity and its progression in 
response to kainate (KA), while it delays the seizure on-
set [7–11]. These roles of PLPP/CIN in seizure activity 
indicate that the underlying mechanisms of the seizure 
susceptibility (initiation) and its severity (intensity and 
progression) may be distinct and complicated, which has 
been elusive.p21-activated kinase (PAK) family are ubiq-
uitous serine/threonine protein kinases. Among them, 
PAK1 is first discovered as an effector of Rho GTPases in 
the rat brain, which is involved in various cellular events 
such as cytoskeletal dynamics, neurogenesis and apop-
tosis [12–14]. Since constitutively-active PAK1 rescues 
N-methyl-D-aspartate receptor (NMDAR)-dependent 
malformation of dendritic spines [15], PAK1 plays a role 
in synaptic activity and plasticity in neurons. Thus, the 
dysregulation or mutation of PAK1 causes mental retar-
dation, Huntington’s disease, Alzheimer’s disease (AD) 
and epilepsy [16, 17]. PAK1 kinase activity is autoinhib-
ited by homodimerization. Upon GTPase binding via cell 
division cycle 42 (Cdc42) or Ras-related C3 botulinum 
toxin substrate 1 (Rac1), PAK1 changes its conforma-
tion for autophosphorylation leading to the PAK1 dimer 
dissociation and its activation [17, 18]. During this pro-
cess, PAK1 S204 autophosphorylation interferes with the 
interaction of Src homology 3 (SH3)-polyproline (PxxP) 
binding proteins, which prevents PAK1 from reverting to 
an inactive conformation [18, 19].

Neurofibromin 2 (NF2, also known as merlin (moesin-
ezrin-radixin-like protein) or schwannomin) is a tumor 
suppressor protein encoded by the neurofibromatosis 
type 2 gene NF2. Deletion or loss-of-function muta-
tion of NF2 causes neurofibromatosis type 2, which is 
a dominant inherited disorder that is characterized by 
the development of multiple benign tumors of the nerv-
ous system. NF2 also affects neuronal excitability by 
regulating F-actin stability and murine double minute-2 
(Mdm2)-mediated postsynaptic density 95 (PSD95) deg-
radation [7, 20]. Furthermore, NF2 and PAK1 recipro-
cally regulate each other in a positive feedback manner. 
NF2 S518 phosphorylation by PAK1 or protein kinase 
A (PKA) leads to conformational changes of NF2 from 
active (closed) to inactive (open) forms, and inhibits 

NF2 tumor suppressor activity by blocking its head-
to-tail interaction [21, 22]. In turn, this inactive form of 
NF2 increases PAK1 activity by inhibiting NF2 binding 
to p21-binding domain on PAK1 [23, 24], which sub-
sequently activates LIN-11, Isl-1 and MEC-3 domain 
kinase 1 (LIMK1) that abrogates F-actin depolymerizing 
activity of cofilin by S3 phosphorylation [13, 25, 26].

Unlike S518 phosphorylation, PKA-mediated NF2 
S10 phosphorylation cannot change its conformation 
[27]. Furthermore, S10 site on NF2 is dephosphoryl-
ated by PLPP/CIN, while S518 site dephosphorylation is 
mediated by myosin phosphatase-protein phosphatase 
1δ (PP1δ) [7, 28]. This PLPP/CIN-mediated NF2 S10 
dephosphorylation regulates Mdm2-mediated PSD95 
degradations and F-actin stability in an activity-depend-
ent manner [7]. Considering the roles of PAK1 and NF2 
in F-actin dynamics and synaptic strength [7, 13, 15, 25, 
26], it is noteworthy whether PLPP/CIN-mediated NF 
S10 dephosphorylation influences PAK1-mediated sign-
aling pathways under physiological and pathological con-
ditions, which is largely unknown.

Here, we demonstrate that PLPP/CIN-mediated NF2 
S10 dephosphorylation increased PAK1 S204 autophos-
phorylation in hippocampal neurons under physi-
ological condition. Following KA treatment, PLPP/
CIN-NF2-PAK1 signaling pathway accelerated nuclear 
factor-κB (NF-κB) p65 S276 phosphorylation, cyclooxy-
genase-2 (COX-2) upregulation and prostaglandin E 
synthase 2 (PTGES2) induction. Furthermore, 1,1’-dith-
iodi-2-naphthtol (IPA-3, a selective inhibitor of PAK1 
[29–31]) shortened the latency of seizure on-set, abro-
gated COX-2 induction and PTGES2 upregulation, and 
ameliorated CA3 neuronal damage following KA treat-
ment without affecting seizure severity (intensity). There-
fore, our findings suggest that PLPP/CIN may distinctly 
regulate seizure susceptibility (the latency of seizure on-
set) and CA3 neuronal death in response to KA through 
NF2-PAK1-NF-κB-COX-2-PTGES2 signaling pathway.

Materials and methods
Experimental animals and chemicals
Male PLPP/CIN−/− (129/SvEv-C57BL/6  J background) 
and PLPP/CINTg (C57BL/6J background) mice (8  weeks 
old) were used in the present study. Wild-type (WT) mice 
obtained from 129/SvEv-C57BL/6 J and C57BL/6J strains 
were separately maintained and used as control animals 
for PLPP/CIN−/− and PLPP/CINTg mice, respectively. 
Animals were housed in a standard environment (humid-
ity of 55 ± 5% and a temperature of 22 ± 2  °C on a 12 h 
light/dark cycle) and provided food and water ad libitum. 
All animal studies were performed in accordance with 
protocols approved by the Institutional Animal Care 
and Use Committee of Hallym University (Chuncheon, 
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South Korea, Code number: #Hallym 2021-3, Approval 
date: 27th April, 2021). Every effort was made to reduce 
the number of animals employed and to minimize ani-
mal discomfort. All reagents were obtained from Sigma-
Aldrich (St. Louis, MO, USA), except as noted.

Electrode implantation and electroencephalogram (EEG) 
recording
Animals were anesthetized with Isoflurane (3% induc-
tion, 1.5—2% for surgery and 1.5% maintenance in a 
65:35 mixture of  N2O:O2). Monopolar electrode (Plas-
tics One, USA) was stereotaxically implanted into the 
left dorsal hippocampus (2  mm posterior; 1.25  mm lat-
eral; 2 mm depth from bregma). The reference electrode 
was placed in the posterior cranium over the cerebellum. 
Three days after surgery when baseline electroencepha-
logram (EEG) recovers from post-surgery peroxisomal 
discharges [7–10], EEG in each animal was recorded for 
40 min using DAM 80 differential amplifier (0.1–1000 Hz 
bandpass; World Precision Instruments, USA). Some 
WT and PLPP/CINTg mice were given IPA-3 (a PAK1 
inhibitor, 3.5  mg/kg, i.p. [29–31]) or vehicle 20  min 
before KA injection. Thereafter, saline or KA (25  mg/
kg, i.p.) was administered. This non-lethal KA dose con-
stantly induces seizure activity in both PLPP/CINTg and 
PLPP/CIN−/− mice in our previous studies [7–10]. EEG 
was acquired for 2  h post-KA injection and analyzed 
using LabChart Pro v7 software (sampling rate: 1000 Hz, 
AD Instruments, Australia). Electrographic seizures 
were defined as rhythmic discharges (4–10 Hz) with high 
amplitude (> two-fold of the baseline EEG). Total EEG 
power was automatically normalized by the baseline 
power with LabChart Pro v7 software. Behavioral seizure 
activity was also evaluated based on the seizure score as 
followed: (0) no change, (1) no movement, (2) increase in 
muscle tone at rest, (3) head bobbing/scratching or and 
circling, (4) clonus/rearing/falling of forelimb, (5) repeti-
tive behavior of 4, (6) severe tonic–clonic seizures [32]. 
After recording, animals were used for Western blot 
[7–10].

Western blot
Animals were decapitated under urethane anesthesia 
(1.5  g/kg, i.p.). Thereafter, the hippocampi were rapidly 
dissected and homogenized in lysis buffer. Lysis buffer 
contained protease inhibitor cocktail (Roche Applied 
Sciences, Branford, CT, USA) and phosphatase inhibi-
tor cocktail (PhosSTOP®, Roche Applied Science, Bran-
ford, CT, USA). Protein concentration was determined 
using a Micro BCA Protein Assay Kit (Pierce Chemi-
cal, Rockford, IL, USA). An equal amount (10  μg) was 
loaded on a Bis–Tris sodium dodecyl sulfate-poly-
acrylamide gel (SDS-PAGE). The proteins were separated 

by electrophoresis and transferred to membranes. The 
membranes were blocked with Tris-buffered saline (TBS; 
in mM 10 Tris, 150 NaCl, pH 7.5, and 0.05% Tween 20) 
containing 2% bovine serum albumin and then incubated 
with primary antibodies (Table 1) overnight at 4 °C. The 
proteins were visualized using electrochemiluminescence 
(ECL) Western Blotting System (GE Healthcare Korea, 
Seoul, Korea).  For data normalization, β-actin was used 
as an internal reference. The ratio of phosphoprotein to 
total protein was described as phosphorylation ratio. 
ImageQuant LAS4000 system (GE Healthcare Korea, 
Seoul, South Korea) was used to detect and quantify the 
Western blot data [7–10].

Immunohistochemistry and Fluoro‑Jade B (FJB) staining
Animals were injected with KA (25  mg/kg, i.p.) or nor-
mal saline 20 min after IPA-3 (3.5 mg/kg, i.p.) or vehicle 
treatment. Two hours after KA injection, animals were 
perfused with 4% paraformaldehyde through the ascend-
ing aorta under deep anesthesia with urethane (1.5  g/
kg, i.p.). The brains were then removed and post-fixed in 
the same fixative for overnight and left in 30% sucrose in 
phosphate buffer (PB) until sunk. Coronal Sects. (30 μm) 
were cut using a cryostat. Sections were placed in a plate, 
rinsed with PBS over 10  min and subsequently blocked 
for 30 min at room temperature in 10% goat serum (Vec-
tor, Burlingame, CA, USA). After blocking, sections 
were incubated with a cocktail solution containing pri-
mary antibodies (Table  1) in PBS containing 0.3% Tri-
ton X-100 overnight at room temperature. Sections were 
then washed over 10 min three times with PBS and incu-
bated with appropriate Cy2- and Cy3-conjugated second-
ary antibodies for 1 h at room temperature. To establish 
the specificity of the immunostaining, a negative control 

Table 1 Primary antibodies and lectin used in the present study

IH Immunohistochemistry, WB Western blot

Antigen Host Manufacturer (catalog 
number)

Dilution used

COX‑2 Goat Abcam (ab23672) 1:1000 (WB)
1:500 (IH)

NeuN Guinea pig Millipore (#ABN90P) 1:2000 (IH)

NF2 Rabbit Elabscience (ENT3080) 1:1000 (WB)

NF2 S10 Rabbit Signalway antibody (#12334) 1:1000 (WB)

p65‑S276 Rabbit Abcam (ab106129) 1:200 (IH)

PAK1 Rabbit Novus Biologicals (NBP1‑51317) 1:1000 (WB)

PAK1 S204 Rabbit LifeSpan BioSciences (LS‑
C357282)

1:1000 (WB)
1:500 (IH)

PLPP/CIN Rabbit Sigma (HPA001099) 1:1000 (WB)

PTGES2 Rabbit Bioss (bs‑2639R) 1:1000 (WB)
1:200 (IH)

β‑actin Mouse Sigma (#A5316) 1:5000 (WB)
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test was carried out with pre-immune serum instead of 
the primary antibody. Because of the highest KA recep-
tor expression, CA3 neurons are the most affected hip-
pocampal neurons in response to KA [33–35]. Thus, the 
CA3 region is a suitable region to analyze the immuno-
histochemical data. To measure fluorescent intensity, 5 
areas/animals (300 μm2/area) were randomly selected 
in the CA3 region (5 sections from each animal, n = 7 in 
each group). Thereafter, mean intensity on each section 
was measured by using AxioVision Rel. 4.8 and ImageJ 
software. Intensity measurements were represented as 
the number of a 256-Gy scale.

To analyze the KA-induced neuronal damage, we 
applied Fluoro-Jade B (FJB) staining. Animals used 
for FJB staining were given diazepam (Valium; Roche, 
France; 10 mg/kg, i.p.) 2 h after KA injection to control 
seizure activity. Three days after KA treatment, sections 
were prepared as the same method as aforementioned. 
Sections were placed on slides, dried, and immersed in 
80% ethanol containing 1% sodium hydroxide. Next, 
slides were immersed in 70% ethanol solution for 2 min 
and in purified water for 2 min. After immersion in 0.06% 
potassium permanganate solution for another 10  min, 
slides were rinsed with purified water for 2  min. Then, 
slides were incubated for 30  min in 0.001% FJB (Histo-
Chem Inc., USA), freshly prepared by adding 20 ml of a 
0.01% stock FJB solution to 180  ml of 0.1% acetic acid, 
with gentle shaking in the dark.  After mounting, areas 
of interest (the CA3 pyramidal cell layer,  104 μm2) were 
captured, and were selected. Thereafter, cells count was 
performed using AxioVision Rel. 4.8 software [7–10].

Data analysis
After evaluating the values on normality using Shapiro–
Wilk W-test, Student t-test, repeated measured ANOVA, 
Friedman test or two-way analysis of variance (ANOVA) 
followed by Newman-Keuls post-hoc test was used to 
analyze statistical significance. Linear regression analysis 
(correlation test) was also performed using data obtained 
from the same animal. A p < 0.05 was considered to be 
statistically different [7–10].

Results
PLPP/CIN‑mediated NF2 S10 dephosphorylation increases 
PAK1 activity under physiological condition
Recently, we have reported that PLPP/CIN dephospho-
rylates NF2 S10 site without altering its S518 phospho-
rylation [7]. NF2-mediated suppresses PAK1 activity, and 
S204 site in PAK1 is the primary autophosphorylation 
site to control enzymatic activity [18, 36, 37]. Therefore, 
we investigated whether PLPP/CIN-mediated NF2 S10 
dephosphorylation affects PAK1 S204 phosphorylation 
level under physiological condition. In the present study, 

NF2 S10 phosphorylation level in PLPP/CINTg mice was 
0.65-fold of WT mice level under physiological condi-
tion (t(12) = 7.07, p < 0.001 vs. WT mice, Student’s t-test, 
n = 7, respectively; Fig.  1a, b and Additional file  1: Fig. 
S1), while its phosphorylation level in PLPP/CIN−/− mice 
was 1.32-fold higher than that in WT mice (t(12) = 9.14, 
p < 0.001 vs. WT mice, Student’s t-test, n = 7, respec-
tively; Fig. 1a, c and Additional file 1: Fig. S1). In contrast 
to NF2 S10 phosphorylation, PAK1 S204 autophospho-
rylation level in PLPP/CINTg mice was 1.42-fold of WT 
mice level (t(12) = 9.07, p < 0.001 vs. WT mice, Student’s 
t-test, n = 7, respectively; Fig. 1a–c and Additional file 1: 
Fig. S1), while its level in PLPP/CIN−/− mice was 0.66-
fold of WT mice level (t(12) = 9.14, p < 0.001 vs. WT mice, 
Student’s t-test, n = 7, respectively; Fig.  1a, c and Addi-
tional file  1: Fig. S1). Linear regression analysis demon-
strated an inverse relationship between NF2 S10 and 
PAK1 S204 phosphorylations (R =—0.91, t(26) = 11.46, 
p < 0.001, n = 7, respectively; Fig. 1d). These findings indi-
cate that PLPP/CIN-mediated NF2 S10 dephosphoryla-
tion may increase PAK1 S204 autophosphorylation under 
physiological condition.

KA increases PLPP/CIN‑mediated NF2 S10 
dephosphorylation and PAK1 S204 phosphorylation
To further explore the role of PLPP/CIN-mediated NF2 
S10 dephosphorylation in PAK1 activity, we investigated 
whether the altered NF2 S10 phosphorylation is relevant 
to the changed PAK1 S204 phosphorylation following KA 
injection. Consistent with our previous studies [7–10], 
PLPP/CINTg mice showed the longer latency of seizure 
on-set (t(12) = 8.1, p < 0.001, Student’s t-test, n = 7, respec-
tively; Fig. 2a, b) and the higher seizure intensity (sever-
ity) in response to KA (F(1,12) = 9.53, p = 0.009, repeated 
measure one-way ANOVA, n = 7, respectively; Fig.  2a 
and c), as compared to WT mice. Consistent with the 
seizure intensity, PLPP/CIN overexpression aggravated 
behavioral seizure activity (χ2(1) = 10.07, p = 0.018, Fried-
man test, n = 7, respectively; Fig. 2d). In contrast, PLPP/
CIN−/− mice showed the decrease in the latency of sei-
zure on-set (t(12) = 14.22, p < 0.001, Student’s t-test, n = 7, 
respectively; Fig. 2a, b) and seizure intensity/duration in 
response to KA (F(1,12) = 11.27, p = 0.006, repeated meas-
ure one-way ANOVA, n = 7, respectively; Fig. 2a and c). 
PLPP/CIN deletion also attenuated behavioral seizure 
activity (χ2(1) = 12.45, p = 0.006, Friedman test, n = 7, 
respectively; Fig. 2d).

Compatible with our previous studies [7, 11], 
KA increased PLPP/CIN expression in WT and 
PLPP/CINTg mice, respectively (Fgroup(1,24) = 386.08, 
p < 0.001; FKA(1,24) = 27.41, p < 0.001; Fgroup*KA(1,24) = 2
0.67, p < 0.001; two-way ANOVA, n = 7, respectively; 
Fig. 2e, f and Additional file 1: Fig. S2). In addition, KA 
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decreased NF2 S10 phosphorylation level to 0.69- and 
0.44-fold of control WT mice level in WT and PLPP/
CINTg mice, respectively (Fgroup(1,24) = 216.81, p < 0.001; 
FKA(1,24) = 179.74, p < 0.001; Fgroup*KA(1,24) = 5.43, 
p =  0.029; two-way ANOVA, n =  7, respectively; 
Fig.  2e, g and Additional file  1: Fig. S2). In contrast, 
KA increased PAK1 S204 phosphorylation level to 
1.38- and 1.6-fold of control WT mice level in WT 
and PLPP/CINTg mice, respectively (Fgroup(1,24) = 71.35, 
p < 0.001; FKA(1,24) = 7.69, p < 0.001; Fgroup*KA(1,24) = 90.04, 
p = 0.011; two-way ANOVA, n = 7, respectively; Fig. 2e, 
h and Additional file 1: Fig. S2). Linear regression anal-
ysis revealed inverse relationships between NF2 S10 
and PAK1 S204 phosphorylations in WT (R = −  0.88, 

t(12) = 6.408, p < 0.001, n = 7, respectively; Fig.  2i) and 
PLPP/CINTg mice (R =—0.771, t(12) = 4.19, p = 0.001, 
n = 7, respectively; Fig. 2j).

In PLPP/CIN−/− mice, KA increased NF2 S10 phos-
phorylation level to 1.7-fold of control WT mice 
level (Fgroup(1,24) = 1315.08, p < 0.001; FKA(1,24) = 20.49, 
p < 0.001; Fgroup*KA(1,24) = 158.23, p < 0.001; two-way 
ANOVA, n = 7, respectively; Fig.  3a, b and Addi-
tional file  1: Fig. S3). However, KA did not affect 
PAK1 S204 phosphorylation level in PLPP/CIN−/− 
mice (Fgroup(1,24) = 971.14, p < 0.001; FKA(1,24) = 128.85, 
p < 0.001; Fgroup*KA(1,24) = 109.03, p < 0.001; two-way 
ANOVA, n = 7, respectively; Fig.  3a, c and Additional 
file  1: Fig. S3). These findings indicate that PLPP/

Fig. 1 Effects of PLPP/CIN overexpression and its deletion on phosphorylations of NF2 and PAK1 under physiological condition. PLPP/CIN 
overexpression reduces NF2 S10 phosphorylation in a coupled with increased PAK1 S204 phosphorylation, which are reversed by its deletion. a 
Representative Western blot data of phosphorylations of NF2 and PAK1 in the whole hippocampus. b, c Quantifications of NF2 S10 and PAK1 S204 
phosphorylations based on Western blot data (*p < 0.05 vs. WT animals, n = 7, respectively). d Linear regression analysis between NF2 S10 and PAK1 
S204 phosphorylations

Fig. 2 Effects of PLPP/CIN overexpression on phosphorylations of NF2 and PAK1 following KA injection. PLPP/CIN overexpression delays 
seizure on‑set and increases its intensity in response to KA, which are which are reversed by its deletion. Two hours after KA injection, PLPP/
CIN overexpression reduces NF2 S10 phosphorylation in a coupled with enhanced PAK1 S204 phosphorylation. a Representative EEG (upper 
panels) and frequency‑power spectral temporal mans (lower panels) in response to KA in PLPP/CIN+/+, PLPP/CINTg and PLPP/CIN−/− mice. b–d 
Quantitative analyses of the latency of seizure on‑set, total EEG power and behavioral seizure severity in response to KA (*p < 0.05 vs. WT mice; n = 7, 
respectively). e Representative Western blot data of phosphorylations of NF2 and PAK1 in the whole hippocampus. f–h Quantifications of PLPP/
CIN expression, NF2 S10 and PAK1 S204 phosphorylations based on Western blot data (*p < 0.05 vs. WT animals and #p < 0.05 vs. control animals 
with Newman‑Keuls post-hoc test, n = 7, respectively). (i–j) Linear regression analyses between NF2 S10 and PAK1 S204 phosphorylations in WT and 
PLPP/CINTg mice

(See figure on next page.)
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Fig. 2 (See legend on previous page.)
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CIN-mediated NF2 S10 dephosphorylation may affect 
KA-induced seizure activity by regulating PAK1 S204 
autophosphorylation.

PAK1 inhibition shortens the latency of seizure on‑set 
without altering seizure duration and its progression 
in response to KA
To confirm the role of PAK1 S204 phosphorylation 
in KA-induced seizure activity, we applied IPA-3 (a 
PAK1 inhibitor, 3.5  mg/kg, i.p.), which is permeable 
to the brain-blood barrier [29–31], in WT and PLPP/
CINTg mice 20  min prior to KA injection. Although 
IPA-3 pretreatment did not affect the basal EEG level, 
it decreased the latency of seizure on-set in response 
to KA from 14.5 to 8.8  min in WT mice and from 
27.8 to 17.7  min in PLPP/CINTg mice, respectively 
(Fgroup(1,24) = 124.76, p < 0.001; Ftreatment(1,24) = 63.39, 
p < 0.001; Fgroup*treatment(1,24) = 4.94, p = 0.036; two-way 
ANOVA, n = 7, respectively; Fig. 4a, b). However, IPA-3 
did not influence seizure intensity and behavioral sei-
zure severity in response to KA in WT and PLPP/CINTg 
mice (Fig.  4a–d). These findings indicate that PLPP/
CIN-mediated PAK1 activation may be involved in the 
delay of seizure on-set in response to KA.

PLPP/CIN‑mediated PAK1 S204 phosphorylation rapidly 
induces neuronal NF‑κB transactivation following KA 
injection
NF-κB is involved in the regulation of seizure activity 
and postictal events. Briefly, KA acutely activates NF-κB 
in hippocampal neurons [38], and NF-κB inhibition 
decreases the latencies of on-set of seizures and status 
epilepticus in response to KA [39]. Interestingly, PAK1 
is required for the promotion of NF-κB activation by 
multiple stimuli [40]. Furthermore, NF2 inhibits PAK1-
mediated NF-κB activation [36, 37]. Since phosphoryla-
tion is essential for optimal NF-κB activation [41] and KA 
initially induces epileptiform discharges in CA3 neurons 
with subsequent propagation to other hippocampal neu-
rons due to the highest KA receptor [33–35], we exam-
ined the alterations in NF-κB p65 S276 phosphorylation 
in CA3 neurons following KA injection.

Under physiological condition, PAK1 S204 phospho-
rylation level in CA3 neurons of PLPP/CINTg mice was 
1.36-fold of WT mice level. KA increased PAK1 S204 
phosphorylation level to 1.38- and 1.6-fold of control 
WT mice level in WT and PLPP/CINTg mice, respectively 
(Fgroup(1,24) = 172.73, p < 0.001; FKA(1,24) = 198.81, p < 0.001; 
Fgroup*KA(1,24) = 10.24, p = 0.004; two-way ANOVA, n = 7, 
respectively; Fig.  5a-b). IPA-3 decreased PAK1 S204 

Fig. 3 Effects of PLPP/CIN ablation on phosphorylations of NF2 and PAK1 following KA injection. Two hours after KA injection, PLPP/CIN ablation 
increases NF2 S10 phosphorylation without affecting PAK1 S204 phosphorylation. a Representative Western blot data of phosphorylations of NF2 
and PAK1 in the whole hippocampus. b, c Quantifications of NF2 S10 and PAK1 S204 phosphorylations based on Western blot data (*p < 0.05 vs. WT 
animals and #p < 0.05 vs. control animals with Newman‑Keuls post-hoc test, n = 7, respectively)
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phosphorylation level to 1.23- and 1.45-fold of control 
WT mice level in WT and PLPP/CINTg mice following 
KA treatment, respectively (Fgroup(1,36) = 231.56, p < 0.001; 
Ftreatment(2,36) = 104.46, p < 0.001; Fgroup*treatment(2,36) = 7.02, 
p = 0.003; two-way ANOVA, n = 7, respectively; Fig.  5a, 
b). p65 S276 phosphorylation level in PLPP/CINTg mice 
was 1.46-fold of WT mice level under physiological con-
dition. KA increased p65 S276 phosphorylation level 

to 1.44- and 1.65-fold of control WT mice level in WT 
and PLPP/CINTg mice, respectively (Fgroup(1,24) = 117, 
p < 0.001; FKA(1,24) = 104.11, p < 0.001; Fgroup*KA(1,24) = 15.5, 
p < 0.001; two-way ANOVA, n = 7, respectively; Fig.  5a 
and c). IPA-3 reduced p65 S276 phosphorylation level 
to 1.21- and 1.55-fold of control WT mice level in WT 
and PLPP/CINTg mice following KA treatment, respec-
tively (Fgroup(1,36) = 193.59, p < 0.001; Ftreatment(2,36) = 57.29, 

Fig. 4 Effects of IPA‑3 pretreatment on KA‑induced seizure activity in PLPP/CIN+/+ and PLPP/CINTg mice. IPA‑3 pretreatment shortens seizure on‑set 
in response to KA in PLPP/CIN+/+ and PLPP/CINTg mice, without affecting its intensity. a Representative EEG (upper panels) and frequency‑power 
spectral temporal mans (lower panels) in response to KA in PLPP/CIN+/+and PLPP/CINTg mice. b–d Quantitative analyses of the latency of 
seizure on‑set, total EEG power and behavioral seizure severity in response to KA (*p < 0.05 vs. WT mice and #p < 0.05 vs. KA‑treated animals with 
Newman‑Keuls post-hoc test, n = 7, respectively)
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p < 0.001; Fgroup*treatment(2,36) = 8.52, p < 0.001; two-way 
ANOVA, n = 7, respectively; Fig. 5a and c).

Western blot also revealed that KA increased PAK1 
S204 phosphorylation level following KA treat-
ment, which was attenuated IPA-3 in both WT and 
PLPP/CINTg mice (Fgroup(1,36) = 88.16, p < 0.001; Ftreat-
ment(2,36) = 65.51, p < 0.001; Fgroup*treatment(2,36) = 1.78, 
p = 0.184; two-way ANOVA, n = 7, respectively; Fig.  5d, 
e and Additional file  1: Fig. S4). Furthermore, IPA-3 
attenuated the KA-induced p65 S276 phosphorylation 
in both WT and PLPP/CINTg mice following KA injec-
tion (Fgroup(1,36) = 153.12, p < 0.001; Ftreatment(2,36) = 70.1, 
p < 0.001; Fgroup*treatment(2,36) = 0.38, p = 0.686; two-way 
ANOVA, n = 7, respectively; Fig.  5d, f and Additional 
file 1: Fig. S4).

Linear regression analysis revealed direct proportions 
between PAK1 S204 and p65 S276 phosphorylations in 
WT (R = 0.868, t(19) = 7.619, p < 0.001, n = 7, respectively; 
Fig.  5g) and PLPP/CINTg mice (R = 0.649, t(19) = 3.714, 
p = 0.001, n = 7, respectively; Fig.  5h). Furthermore, the 
latency of seizure on-set showed a direct relationship 
with PAK1 S204 (R = 0.869, t(26) = 8.96, p < 0.001, n = 7, 
respectively; Fig. 5i) and p65 S276 (R = 0.772, t(26) = 6.19, 
p < 0.001, n = 7, respectively; Fig.  5j). These findings 
indicate that PLPP/CIN-NF2-mediated PAK1 phospho-
rylation may delay seizure on-set in response to KA by 
increasing NF-κB activity.

PLPP/CIN‑mediated PAK1 S204 phosphorylation enhances 
COX‑2 and PTGES2 expressions induced by KA
COX-2 is the inducible cyclooxygenase isoform that 
plays a central role in the inflammatory cascade [42]. 
COX-2 is upregulated in the hippocampus by KA treat-
ment [43]. COX-2 upregulation activates prostaglandin 
E2  (PGE2) synthesis, which is catalyzed by PTGES2 in 
neurons under pathophysiological condition [44–46]. 
Interestingly, seizures elicited by NMDA are more 
severe in COX-2−/− mice and COX-2 inhibitors exacer-
bate seizure activity induced by KA due to the reduced 
γ-aminobutyric acid type A  (GABAA) receptor-mediated 
inhibitions [47–53]. Since NF-κB is an upstream tran-
scription factor of COX-2 during inflammatory processes 

[54, 55], it is likely that KA-induced COX-2 induction 
may be regulated by PLPP/CIN-PAK1-NF-κB signal-
ing pathway, which would inhibit the seizure activity in 
response to KA.

Under physiological condition, there was no difference 
in COX-2 expression between WT and PLPP/CINTg mice 
(Fig. 6a, b). KA increased COX-2 level to 1.55- and 1.9-
fold of control WT mice level in WT and PLPP/CINTg 
mice, respectively (Fgroup(1,24) = 32.05, p < 0.001; FKA(1,24) 
= 210.02, p < 0.001; Fgroup*KA(1,24) = 31.64, p < 0.001; two-
way ANOVA, n = 7, respectively; Fig. 6a, b). IPA-3 atten-
uated COX-2 level to 1.27- and 1.54-fold of control WT 
mice level in WT and PLPP/CINTg mice following KA 
treatment, respectively (Fgroup(1,36) = 55.8, p < 0.001; Ftreat-
ment(2,36) = 145.76, p < 0.001; Fgroup*treatment(2,36) = 22.26, 
p < 0.001; two-way ANOVA, n = 7, respectively; Fig.  6a, 
b). Similar to the case of COX-2, PLPP/CIN over-
expression did not affect PTGES2 expression under 
physiological condition (Fig.  6a and c). KA increased 
PTGES2 level to 1.42- and 2.14-fold of control WT 
mice level in WT and PLPP/CINTg mice, respectively 
(Fgroup(1,24) = 49.5, p < 0.001; FKA(1,24) = 234.74, p < 0.001; 
Fgroup*KA(1,24) = 51.27, p < 0.001; two-way ANOVA, n = 7, 
respectively; Fig.  6a and c). IPA-3 attenuated PTGES2 
level to 1.24- and 1.49-fold of control WT mice level 
in WT and PLPP/CINTg mice following KA treat-
ment, respectively (Fgroup(1,36) = 82.56, p < 0.001; Ftreat-
ment(2,36) = 162.64, p < 0.001; Fgroup*treatment(2,36) = 36.6, 
p < 0.001; two-way ANOVA, n = 7, respectively; Fig.  6a 
and c). Thus, direct proportions between COX-2 and 
PTGES2 expressions were observed in WT (R = 0.917, 
t(19) = 10.041, p < 0.001, n = 7, respectively; Fig.  6d) and 
PLPP/CINTg mice (R = 0.974, t(19) = 18.778, p < 0.001, 
n = 7, respectively; Fig.  6e). The latency of seizure on-
set demonstrated a direct relationship with COX-2 
(R = 0.859, t(26) = 8.56, p < 0.001, n = 7, respectively; 
Fig.  6f ) and PTGES2 (R = 0.848, t(26) = 8.16, p < 0.001, 
n = 7, respectively; Fig. 6g).

Western blot data also revealed that IPA-3 ameliorated 
KA-induced upregulations of COX-2 (Fgroup(1,36) = 73.63, 
p  <  0 . 0 0 1 ;  F t r e a tmen t ( 2 , 3 6 )  =  2 1 6 . 4 3 ,  p  <  0 . 0 0 1 ; 
Fgroup*treatment(2,36) = 26.84, p < 0.001; two-way ANOVA, 

(See figure on next page.)
Fig. 5 Effects of IPA‑3 (a PAK1 inhibitor) on neuronal PAK1 S204 and NF‑κB p65 S276 phosphorylations in WT and PLPP/CINTg mice 2 h after KA 
injection. Under physiological condition, PLPP/CIN overexpression enhances PAK1 S204 and NF‑κB p65 S276 phosphorylation levels. As compared 
to control animals, KA augments PAK1 S204 and p65 S276 phosphorylations in CA3 neurons in WT mice. PLPP/CIN overexpression further increases 
them. IPA‑3 pretreatment ameliorates KA‑induced PAK1 S204 and p65 S276 phosphorylations in both strains. a Representative photos for PAK1 S204 
and p65 S276 phosphorylations in CA3 neurons. b, c Quantification of PAK1 S204 and p65 S276 phosphorylations based on immunofluorescent 
data (*p < 0.05 vs. WT mice, #p < 0.05 vs. control animals and $p < 0.05 vs. KA‑treated animals with Newman‑Keuls post-hoc test, n = 7, respectively, 
n = 7, respectively). d Representative Western blot data of phosphorylations of PAK1 and p65 in the whole hippocampus. (e–f) Quantifications 
of PAK1 S204 and p65 S276 phosphorylations based on Western blot data (*p < 0.05 vs. WT mice, #p < 0.05 vs. control animals and $p < 0.05 vs. 
KA‑treated animals with Newman‑Keuls post-hoc test, n = 7, respectively). g–h Linear regression analyses between PAK1 S204 and p65 S276 
phosphorylation in WT and PLPP/CINTg mice. i Linear regression analysis between PAK1 S204 phosphorylation and the latency of seizure on‑set 
following KA injection. j Linear regression analysis between p65 S276 phosphorylation and the latency of seizure on‑set following KA injection
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n = 7, respectively; Fig. 7a, b and Additional file 1: Fig. S5) 
and PTGES2 in both strains (Fgroup(1,36) = 112.14, p < 0.001; 
Ftreatment(2,36) = 338.92, p < 0.001; Fgroup*treatment(2,36) = 53.75, 
p < 0.001; two-way ANOVA, n = 7, respectively; Fig.  7a, 

c and Additional file  1: Fig. S5). Compatible with our 
previous studies [7, 11], CA3 neuronal damage were 
more severe in PLPP/CINTg mice than WT mice 
3  days after KA injection, which were attenuated by 

Fig. 5 (See legend on previous page.)
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IPA-3 pretreatment (Fgroup(1,24) = 67.18, p < 0.001; Ftreat-
ment(1,24) = 50.75, p < 0.001; Fgroup*treatment(1,24) = 0.59, 
p = 0.451; two-way ANOVA, n = 7, respectively; Fig.  7d, 
e, indicating inconsistency between the latency of seizure 
on-set and seizure-induced CA3 neuronal degeneration. 
Regarding that KA did not affect p65 S276 phospho-
rylation and COX-2 expression in PLPP/CIN−/− mice 
(Fig. 7f ), our findings indicate that PLPP/CIN may regu-
late NF2-PAK1-NF-κB-COX-2-PTGES2 signaling path-
way, which increase the seizure threshold in response to 
KA.

Discussion
The major findings in the present study are that PLPP/
CIN increased PAK1 S204 autophosphorylation medi-
ated by NF2 S10 dephosphorylation in hippocampal 
neurons under physiological condition, which facilitated 
NF-κB activation, COX-2 upregulation and PTGES2 
induction following KA treatment. Furthermore, PAK1 
inhibition by IPA-3 shortened the latency of seizure on-
set, abrogated COX-2 and PTGES2 upregulations and 
attenuated CA3 neuronal damage induced by KA with-
out affecting seizure intensity. Therefore, our findings 

Fig. 6 Effects of IPA‑3 (a PAK1 inhibitor) on neuronal COX‑2 and PTGES2 expression in WT and PLPP/CINTg mice 2 h after KA injection. Under 
physiological condition, PLPP/CIN overexpression does not alter COX‑2 and PTGES2 expression levels. As compared to control animals, KA leads 
to COX‑2 and PTGES2 upregulations in CA3 neurons in WT mice. PLPP/CIN overexpression further augments them. IPA‑3 pretreatment attenuates 
KA‑induced COX‑2 and PTGES2 inductions in both strains. a Representative photos for COX‑2 and PTGES2 expressions in CA3 neurons. (b–c) 
Quantification of COX‑2 and PTGES2 expressions based on immunofluorescent data (*p < 0.05 vs. WT mice, #p < 0.05 vs. control animals and 
$p < 0.05 vs. KA‑treated animals with Newman‑Keuls post-hoc test, n = 7, respectively). d, e Linear regression analyses between COX‑2 and PTGES2 
expressions in WT and PLPP/CINTg mice. f Linear regression analysis between COX‑2 expression and the latency of seizure on‑set following KA 
injection. g Linear regression analysis between PTGES2 expression and the latency of seizure on‑set following KA injection
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suggest that PLPP/CIN may regulate seizure susceptibil-
ity (the latency of seizure on-set) and seizure-induced 
CA3 neuronal degeneration in response to KA through 
NF2-PAK1-NF-κB-COX-2-PTGES2 signaling pathway 
(Fig. 8).

Although the shorter latency of seizure on-set is gen-
erally thought to represent the higher seizure intensity 
and to exert its progression, many literatures describe the 
inconsistency between seizure threshold and intensity. 

Deletion of dopamine β-hydroxylase or norepinephrine 
transporter deletion decreases seizure threshold and its 
seizure duration [56, 57]. In addition, lack of inducible 
heat shock protein 70, acid-sensing ion channel 1a or 
galanin receptor 2 also distinctly affect seizure suscep-
tibility and its severity [58–60]. PLPP/CIN overexpres-
sion increases the latency of seizure on-set and seizure 
intensity, while its ablation shortens the latency of seizure 
on-set and abrogates seizure progression in response 

Fig. 7 Effects of IPA‑3 (a PAK1 inhibitor) on COX‑2 and PTGES2 protein levels and KA‑induced CA3 neuronal damage in WT and PLPP/CINTg mice and 
effects of KA on p65 S276 and COX‑2 level in PLPP/CIN−/− mice. PLPP/CIN overexpression enhances KA‑induces COX‑2 and PTGES2 upregulations 
and aggravates CA3 neuronal damage 3 days after KA injection, which are ameliorated by IPA‑3 pretreatment. PLPP/CIN ablation does not influence 
KA‑induced p65 S276 phosphorylation and COX‑2 expression. a Representative Western blot data of COX‑2 and PTGES2 in the whole hippocampi 
of WT and PLPP/CINTg mice b, c Quantifications of COX‑2 and PTGES2 levels based on Western blot data (*p < 0.05 vs. WT mice, #p < 0.05 vs. control 
animals and $p < 0.05 vs. KA‑treated animals with Newman‑Keuls post-hoc test, n = 7, respectively). d Representative images for FJB‑positive 
degenerating CA3 neurons at 3 days after KA injection in WT and PLPP/CINTg mice. e Quantitation of the number of FJB‑positive CA3 neurons 
(*p < 0.05 vs. WT mice and #p < 0.05 vs. KA‑treated animals with Newman‑Keuls post-hoc test, n = 7, respectively). f Representative photos for p65 
S276 phosphorylation and COX‑2 expressions in CA3 neurons of PLPP/CIN−/− mice 2 h after KA injection
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to KA [7–11]. Therefore, it is likely that the PLPP/CIN-
mediated signaling pathways may distinctly modulate 
ictogenesis and seizure progression, while underlying 
mechanisms are largely unknown.

Recently, we have reported that PLPP/CIN selectively 
dephosphorylates NF2 S10 site, which increases seizure 
intensity and its progression in response to KA by reg-
ulating F-actin stability, NMDAR-PSD95 co-assembly 
and NF2-mediated Mdm2 degradation [7]. In the pre-
sent study, we found that PLPP/CIN-mediated NF2 S10 
dephosphorylation increased PAK1 S204 phosphoryla-
tion under physiological condition, which were enhanced 
by KA treatment. Furthermore, PAK1 inhibition by IPA-3 
decreased seizure threshold (shortened the latency of sei-
zure on-set) in response to KA without affecting seizure 
duration and its progression. Considering NF2-mediated 
suppression of PAK1 activity by preventing the Cdc42/
Rac1 binding to N-terminal regulatory domain of PAK1 
[23], our findings indicate that PLPP/CIN-mediated 
NF2 S10 dephosphorylation may facilitate PAK1 activa-
tion by enhancing its S204 phosphorylation under physi-
ological and post-KA conditions, which would increase 
the latency of seizure on-set in response to KA. Indeed, 
PAK1 mutation is relevant to neurodevelopmental disor-
der showing epileptic symptoms [17, 61, 62]. In contrast 

to these reports, the higher PAK1 S199/S204 phospho-
rylations are relevant to the seizure susceptibility in frag-
ile X mental retardation 1 (Fmr1) KO mice (a Fragile X 
syndrome model), since FRAX486 (a PAKs inhibitor) 
reduces audiogenic seizure activity in this model [63, 64]. 
However, the seizure susceptibility of Fmr1  KO mice in 
response to KA is similar to that of WT mice [65]. Unlike 
the case of Fmr1 KO mice, the present study reveals that 
PLPP/CIN-mediated PAK1 S204 phosphorylation may 
increase the latency of seizure on-set, and that IPA-3 
increased seizure susceptibility in response to KA with-
out seizure intensity and its progression, suggesting 
that PLPP/CIN-NF2-PAK1 signaling pathway may mod-
ulate seizure susceptibility in response to KA.

It has been well known that NF2 inhibits PAK1-
mediated NF-κB transactivation [36, 37, 40]. Interest-
ingly, NF-κB inhibition reduces seizure threshold in 
response to KA [39]. In the present study, PLPP/CIN-
mediated PAK1 S204 phosphorylation increased NF-κB 
p65 S276 phosphorylation under physiological condi-
tion and more enhanced it following KA treatment. In 
addition, IPA-3 abolished p65 S276 phosphorylation 
and inductions of COX-2 and PTGES2 in CA3 neurons 
concomitant with the increased seizure susceptibility 
following KA treatment. Since NF-κB is an upstream 

Fig. 8 Scheme of the role of PLPP/CIN‑mediated NF2 S10 dephosphorylation in response to KA. Following KA treatment, PLPP/CIN‑mediated NF2 
S10 dephosphorylation may activate PAK1‑NF‑κB‑COX‑2‑PTGES2 signaling pathway in neurons, which would subsequently increase the latency of 
seizure on‑set and CA3 neuronal damage in response to KA
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transcription factor of COX-2 [54, 55], our findings 
indicate that PLPP/CIN-mediated PAK1 S204 phospho-
rylation may delay seizure on-set in response to KA by 
activating NF-κB-mediated COX-2 upregulation, which 
would facilitate PTGES2 induction. Indeed, the genetic 
deletion and inhibition of COX-2 or PTGES2 exac-
erbate seizure activity by reducing GABAergic inhi-
bitions as well as activating glutamatergic excitation 
[50–52]. Furthermore,  PGE2 possesses anti-convulsive 
properties in acute seizure models [47, 49, 66]. COX-2 
and  PGE2 also mediates neuroinflammation lead-
ing to neuronal damage [42]. KA immediately results 
in COX-2 upregulation in CA3 neurons in the acute 
phase (30 min after injection), and later increases it in 
non-neuronal cells, such as astrocytes and endothelial 
cells (8  h after injection). However, the early neuronal 
COX-2 induction does not play a causative role in neu-
ronal damage and inflammation, but leads to the later 
non-neuronal COX-2 upregulation to promote them 
[53, 67–69]. Compatible with these reports, the present 
data demonstrate that PLPP/CIN overexpression aggra-
vated CA3 neuronal damage at 3  days after KA injec-
tion. Furthermore, IPA-3 pretreatment ameliorated 
CA3 neuronal degeneration induced by KA in WT and 
PLPP/CINTg mice, while it shortened the latency of KA-
induced seizure on-set without altering seizure inten-
sity and behavioral seizure severity in both strains. This 
inconsistency between the latency of seizure on-set and 
CA3 neuronal damage indicates that protective effect 
of IPA-3 on seizure-induced CA3 neuronal degen-
eration may be relevant to COX-2-PTGES2-mediated 
events rather than the degree of seizure activity/dura-
tion. Taken together, our findings suggest that PLPP/
CIN-mediated regulation of NF2-PAK1-NF-κB-COX-
2-PTGES2 may decrease seizure susceptibility to KA, 
but enhance the subsequent inflammatory responses 
leading to seizure-induced CA3 neuronal death.

On the other hand, KA did not affect PAK1 S204 phos-
phorylation in PLPP/CIN−/− mice, although it increased 
NF2 S10 phosphorylation level. Considering weak sei-
zure activity in PLPP/CIN−/− mice in response to KA, it 
is plausible that the low seizure intensity may lead to the 
dissociation between NF2 dephosphorylation and PAK1 
phosphorylation. Adversely, the increased NF2 S10 phos-
phorylation induced by KA may be insufficient to induce 
PAK1 S204 phosphorylation or be involved in F-actin sta-
bility rather than PAK1 autophosphorylation [7] in PLPP/
CIN−/− mice. However, it is not excluded the possibility 
that other signaling molecules would be involved in the 
regulation of KA-induced PAK1 autophosphorylation, 
independent of NF2. Further studies are needed to eluci-
date NF2-independent regulation of PAK1 autophospho-
rylation in PLPP/CIN−/− mice.

Conclusion
The present data we demonstrate for the first time that 
PLPP/CIN-mediated NF2 S10 dephosphorylation may 
reduce seizure susceptibility and augment CA3 neu-
ronal damage in response to KA by activating PAK1-
NF-κB-COX-2-PTGES signaling pathway. Therefore, 
detailed elucidation of this pathway will be of great 
importance in understanding the underlying mecha-
nisms of ictogenesis and seizure-induced neuronal 
death.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12974‑ 023‑ 02788‑9.

Additional file 1: Figure S1. Full‑length gel images of Western blots in 
Fig. 1. Figure S2. Full‑length gel images of Western blots in Fig. 2. Figure 
S3. Full‑length gel images of Western blots in Fig. 3. Figure S4. Full‑length 
gel images of Western blots in Fig. 5. Figure S5. Full‑length gel images of 
Western blots in Fig. 7.

Author contributions
T‑CK designed and supervised the project. J‑EK, D‑SL, T‑HK, HP, M‑JK and T‑CK 
performed the experiments described in the manuscript. J‑EK, M‑JK and T‑CK 
analyzed the data, and wrote the manuscript. All authors read and approved 
the final manuscript.

Funding
This study was supported by a grant of National Research Foundation of 
Korea (NRF) (No. 2021R1A2B5B01001482). The funders had no role in study 
design, data collection and analysis, decision to publish, or preparation of the 
manuscript.

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article and its additional files.

Declarations

Ethics approval and consent to participate
All experimental protocols were approved by the Institutional Animal Care 
and Use Committee of Hallym University (Code number: # Hallym 2021‑3, 
27th April, 2021).

Consent for publication
Not applicable.

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

Author details
1 Department of Anatomy and Neurobiology, Institute of Epilepsy Research, 
College of Medicine, Hallym University, Chuncheon, Kangwon‑Do 24252, 
South Korea. 

Received: 20 January 2023   Accepted: 23 April 2023

https://doi.org/10.1186/s12974-023-02788-9
https://doi.org/10.1186/s12974-023-02788-9


Page 15 of 16Kim et al. Journal of Neuroinflammation           (2023) 20:99  

References
 1. Turner JM, Happlod FC. Pyridoxamine phosphate‑oxidase and pyri‑

doxal phosphate‑phosphatase activities in Escherichia coli. Biochem J. 
1961;78(2):364–72.

 2. Gohla A, Birkenfeld J, Bokoch GM. Chronophin, a novel HAD‑type ser‑
ine protein phosphatase, regulates cofilin‑dependent actin dynamics. 
Nat Cell Biol. 2005;7:21–9.

 3. Kim JE, Kim DW, Kwak SE, Kwon OS, Choi SY, Kang TC. Potential role 
of pyridoxal‑5’‑phosphate phosphatase/chronopin in epilepsy. Exp 
Neurol. 2008;211:128–40.

 4. Kim JE, Kim DW, Kwak SE, Ryu HJ, Yeo SI, Kwon OS, et al. Pyridoxal‑
5’‑phosphate phosphatase/chronophin inhibits long‑term potentiation 
induction in the rat dentate gyrus. Hippocampus. 2009;19:1078–89.

 5. Kim JE, Ryu HJ, Kim MJ, Kim DW, Kwon OS, Choi SY, et al. Pyridoxal‑
5’‑phosphate phosphatase/chronophin induces astroglial apoptosis 
via actin‑depolymerizing factor/cofilin system in the rat brain following 
status epilepticus. Glia. 2010;58:1937–48.

 6. Kim JE, Kim YJ, Lee DS, Kim JY, Ko AR, Hyun HW, Kim MJ, Kang TC. PLPP/
CIN regulates bidirectional synaptic plasticity via GluN2A interaction 
with postsynaptic proteins. Sci Rep. 2016;23(6):26576.

 7. Kim JE, Lee DS, Kim TH, Park H, Kim MJ, Kang TC. PLPP/CIN‑mediated 
NF2‑serine 10 dephosphorylation regulates F‑actin stability and 
Mdm2 degradation in an activity‑dependent manner. Cell Death Dis. 
2021;12(1):37.

 8. Kim JE, Lee DS, Kim MJ, Kang TC. PLPP/CIN‑mediated NEDD4‑2 S448 
dephosphorylation regulates neuronal excitability via GluA1 ubiquitina‑
tion. Cell Death Dis. 2019;10:545.

 9. Kim JE, Lee DS, Kim TH, Park H, Kim MJ, Kang TC. PLPP/CIN‑mediated 
Mdm2 dephosphorylation increases seizure susceptibility via abrogating 
PSD95 ubiquitination. Exp Neurol. 2020;331: 113383.

 10. Kim JE, Lee DS, Kim TH, Park H, Kim MJ, Kang TC. PLPP/CIN‑mediated 
DARPP‑32 serine 97 dephosphorylation delays the seizure onset in 
response to kainic acid in the mouse hippocampus. Neuropharmacology. 
2022;219: 109238.

 11. Kim JE, Hyun HW, Min SJ, Lee DS, Jeon AR, Kim MJ, et al. PLPP/CIN regu‑
lates seizure activity by the differential modulation of calsenilin binding 
to GluN1 and Kv4.2 in mice. Front Mol Neurosci. 2017;10:303.

 12. Manser E, Leung T, Salihuddin H, Zhao ZS, Lim L. A brain serine/threonine 
protein kinase activated by Cdc42 and Rac1. Nature. 1994;367:40–6.

 13. Molli PR, Li DQ, Murray BW, Rayala SK, Kumar R. PAK signaling in oncogen‑
esis. Oncogene. 2009;28:2545–55.

 14. Zhao ZS, Manser E. PAK family kinases: physiological roles and regulation. 
Cell Logist. 2012;2:59–68.

 15. Saneyoshi T, Wayman G, Fortin D, Davare M, Hoshi N, Nozaki N, et al. 
Activity‑dependent synaptogenesis: regulation by a CaM‑kinase kinase/
CaM‑kinase I/betaPIX signaling complex. Neuron. 2008;57:94–107.

 16. Koth AP, Oliveira BR, Parfitt GM, Buonocore Jde Q, Barros DM. Participa‑
tion of group I p21‑activated kinases in neuroplasticity. J Physiol Paris. 
2014;108:270–7.

 17. Horn S, Au M, Basel‑Salmon L, Bayrak‑Toydemir P, Chapin A, Cohen L, Elt‑
ing MW, et al. De novo variants in PAK1 lead to intellectual disability with 
macrocephaly and seizures. Brain. 2019;142:3351–9.

 18. Chong C, Tan L, Lim L, Manser E. The mechanism of PAK activation. 
Autophosphorylation events in both regulatory and kinase domains 
control activity. J Biol Chem. 2001;276:17347–53.

 19. Zenke FT, King CC, Bohl BP, Bokoch GM. Identification of a central phos‑
phorylation site in p21‑activated kinase regulating autoinhibition and 
kinase activity. J Biol Chem. 1999;274:32565–73.

 20. James MF, Manchanda N, Gonzalez‑Agosti C, Hartwig JH, Ramesh V. The 
neurofibromatosis 2 protein product merlin selectively binds F‑actin but 
not G‑actin, and stabilizes the filaments through a lateral association. 
Biochem J. 2001;356:377–86.

 21. Shaw RJ, Paez JG, Curto M, Yaktine A, Pruitt WM, Saotome I, et al. The Nf2 
tumor suppressor, merlin, functions in Rac‑dependent signaling. Dev Cell. 
2001;1:63–72.

 22. Morrison H, Sherman LS, Legg J, Banine F, Isacke C, Haipek CA, et al. The 
NF2 tumor suppressor gene product, merlin, mediates contact inhibition 
of growth through interactions with CD44. Genes Dev. 2001;15:968–80.

 23. Kissil JL, Wilker EW, Johnson KC, Eckman MS, Yaffe MB, Jacks T. Merlin, 
the product of the Nf2 tumor suppressor gene, is an inhibitor of the 
p21‑activated kinase, Pak1. Mol Cell. 2003;12:841–9.

 24. Xiao GH, Gallagher R, Shetler J, Skele K, Altomare DA, Pestell RG, et al. The 
NF2 tumor suppressor gene product, merlin, inhibits cell proliferation 
and cell cycle progression by repressing cyclin D1 expression. Mol Cell 
Biol. 2005;25:2384–94.

 25. Petrilli A, Copik A, Posadas M, Chang LS, Welling DB, Giovannini M, et al. 
LIM domain kinases as potential therapeutic targets for neurofibromato‑
sis type 2. Oncogene. 2014;33:3571–82.

 26. Toledo A, Lang F, Doengi M, Morrison H, Stein V, Baader SL. Merlin modu‑
lates process outgrowth and synaptogenesis in the cerebellum. Brain 
Struct Funct. 2019;224:2121–42.

 27. Laulajainen M, Muranen T, Carpén O, Grönholm M. Protein kinase 
A‑mediated phosphorylation of the NF2 tumor suppressor protein merlin 
at serine 10 affects the actin cytoskeleton. Oncogene. 2008;27:3233–43.

 28. Scoles DR. The merlin interacting proteins reveal multiple targets for NF2 
therapy. Biochim Biophys Acta. 2008;1785:32–54.

 29. Deacon SW, Beeser A, Fukui JA, Rennefahrt UE, Myers C, Chernoff J, et al. 
An isoform‑selective, small‑molecule inhibitor targets the autoregulatory 
mechanism of p21‑activated kinase. Chem Biol. 2008;15:322–31.

 30. Yan J, Manaenko A, Chen S, Klebe D, Ma Q, Caner B, et al. Role of 
SCH79797 in maintaining vascular integrity in rat model of subarachnoid 
hemorrhage. Stroke. 2013;44:1410–7.

 31. Ji X, Zhang W, Zhang L, Zhang L, Zhang Y, Tang P. Inhibition of p21‑acti‑
vated kinase 1 by IPA‑3 attenuates secondary injury after traumatic brain 
injury in mice. Brain Res. 2014;1585:13–22.

 32. Morrison RS, Wenzel HJ, Kinoshita Y, Robbins CA, Donehower LA, 
Schwartzkroin PA. Loss of the p53 tumor suppressor gene protects neu‑
rons from kainate‑induced cell death. J Neurosci. 1996;16:1337–45.

 33. Robinson JH, Deadwyler SA. Kainic acid produces depolarization of CA3 
pyramidal cells in the vitro hippocampal slice. Brain Res. 1981;221:117–27.

 34. Ben‑Ari Y, Gho M. Long‑lasting modification of the synaptic properties 
of rat CA3 hippocampal neurones induced by kainic acid. J Physiol. 
1988;404:365–84.

 35. Werner P, Voigt M, Keinänen K, Wisden W, Seeburg PH. Cloning of a 
putative high‑affinity kainate receptor expressed predominantly in hip‑
pocampal CA3 cells. Nature. 1991;351:742–4.

 36. Kim JY, Kim H, Jeun SS, Rha SJ, Kim YH, Ko YJ, et al. Inhibition of NF‑kappaB 
activation by merlin. Biochem Biophys Res Commun. 2002;296:1295–302.

 37. Yao D, Li C, Rajoka MSR, He Z, Huang J, Wang J, et al. P21‑Activated Kinase 
1: emerging biological functions and potential therapeutic targets in 
Cancer. Theranostics. 2020;10:9741–66.

 38. Miller JA, Kirkley KA, Padmanabhan R, Liang LP, Raol YH, Patel M, et al. 
Repeated exposure to low doses of kainic acid activates nuclear factor 
kappa B (NF‑κB) prior to seizure in transgenic NF‑κB/EGFP reporter mice. 
Neurotoxicology. 2014;44:39–47.

 39. Lubin FD, Ren Y, Xu X, Anderson AE. Nuclear factor‑kappa B regulates sei‑
zure threshold and gene transcription following convulsant stimulation. J 
Neurochem. 2007;103:1381–95.

 40. Frost JA, Swantek JL, Stippec S, Yin MJ, Gaynor R, Cobb MH. Stimulation 
of NFkappa B activity by multiple signaling pathways requires PAK1. J Biol 
Chem. 2000;275:19693–9.

 41. Viatour P, Merville MP, Bours V, Chariot A. Phosphorylation of NF‑kappaB 
and IkappaB proteins: implications in cancer and inflammation. Trends 
Biochem Sci. 2005;30:43–52.

 42. Aïd S, Bosetti F. Targeting cyclooxygenases‑1 and ‑2 in neuroinflamma‑
tion: therapeutic implications. Biochimie. 2011;93(1):46–51.

 43. Pernot F, Heinrich C, Barbier L, Peinnequin A, Carpentier P, Dhote F, 
et al. Inflammatory changes during epileptogenesis and spontaneous 
seizures in a mouse model of mesiotemporal lobe epilepsy. Epilepsia. 
2011;52:2315–25.

 44. Wu T, Wu H, Wang J, Wang J. Expression and cellular localization of 
cyclooxygenases and prostaglandin E synthases in the hemorrhagic 
brain. J Neuroinflammation. 2011;8:22.

 45. Björk Wilhelms D, Mirrasekhian E, Zajdel J, Kumar Singh A, Engblom D. 
Cyclooxygenase isoform exchange blocks brain‑mediated inflammatory 
symptoms. PLoS ONE. 2016;11: e0166153.

 46. Kang X, Qiu J, Li Q, Bell KA, Du Y, Jung DW, et al. Cyclooxygenase‑2 con‑
tributes to oxidopamine‑mediated neuronal inflammation and injury via 
the prostaglandin E2 receptor EP2 subtype. Sci Rep. 2017;7:9459.

 47. Baik EJ, Kim EJ, Lee SH, Moon C. Cyclooxygenase‑2 selective inhibitors 
aggravate kainic acid induced seizure and neuronal cell death in the hip‑
pocampus. Brain Res. 1999;843:118–29.



Page 16 of 16Kim et al. Journal of Neuroinflammation           (2023) 20:99 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 48. Kunz T, Oliw EH. Nimesulide aggravates kainic acid‑induced seizures in 
the rat. Pharmacol Toxicol. 2001;88(5):271–6.

 49. Kim HJ, Chung JI, Lee SH, Jung YS, Moon CH, Baik EJ. Involvement of 
endogenous prostaglandin F2alpha on kainic acid‑induced seizure 
activity through FP receptor: the mechanism of proconvulsant effects of 
COX‑2 inhibitors. Brain Res. 2008;1193:153–61.

 50. Gong N, Zhang M, Zhang XB, Chen L, Sun GC, Xu TL. The aspirin 
metabolite salicylate enhances neuronal excitation in rat hippocampal 
CA1 area through reducing GABAergic inhibition. Neuropharmacology. 
2008;54:454–63.

 51. Toscano CD, Ueda Y, Tomita YA, Vicini S, Bosetti F. Altered GABAergic 
neurotransmission is associated with increased kainate‑induced seizure 
in prostaglandin‑endoperoxide synthase‑2 deficient mice. Brain Res Bull. 
2008;75:598–609.

 52. Toscano CD, Kingsley PJ, Marnett LJ, Bosetti F. NMDA‑induced sei‑
zure intensity is enhanced in COX‑2 deficient mice. Neurotoxicology. 
2008;29:1114–20.

 53. Claycomb RJ, Hewett SJ, Hewett JA. Neuromodulatory role of endog‑
enous interleukin‑1β in acute seizures: possible contribution of cyclooxy‑
genase‑2. Neurobiol Dis. 2012;45:234–42.

 54. Poligone B, Baldwin AS. Positive and negative regulation of NF‑kappaB by 
COX‑2: roles of different prostaglandins. J Biol Chem. 2001;276:38658–64.

 55. Chen BC, Liao CC, Hsu MJ, Liao YT, Lin CC, Sheu JR, et al. Peptidoglycan‑
induced IL‑6 production in RAW 264.7 macrophages is mediated by 
cyclooxygenase‑2, PGE2/PGE4 receptors, protein kinase A, I kappa B 
kinase, and NF‑kappa B. J Immunol. 2006;177:681–93.

 56. Szot P, Weinshenker D, White SS, Robbins CA, Rust NC, Schwartzkroin 
PA, et al. Norepinephrine‑deficient mice have increased susceptibility to 
seizure‑inducing stimuli. J Neurosci. 1999;19:10985–92.

 57. Ahern TH, Javors MA, Eagles DA, Martillotti J, Mitchell HA, Liles LC, et al. 
The effects of chronic norepinephrine transporter inactivation on seizure 
susceptibility in mice. Neuropsychopharmacology. 2006;31:730–8.

 58. von Rüden EL, Wolf F, Gualtieri F, Keck M, Hunt CR, Pandita TK, et al. 
Genetic and pharmacological targeting of heat shock protein 70 in the 
mouse amygdala‑kindling model. ACS Chem Neurosci. 2019;10:1434–44.

 59. Drexel M, Sternberg’ F, Kofler B, Sperk G. Effects of galanin receptor 2 
and receptor 3 knockout in mouse models of acute seizures. Epilepsia. 
2018;59:e166‑e171.

 60. Ziemann AE, Schnizler MK, Albert GW, Severson MA, Howard MA 3rd, 
Welsh MJ, et al. Seizure termination by acidosis depends on ASIC1a. Nat 
Neurosci. 2008;11:816–22.

 61. Kernohan KD, McBride A, Hartley T, Rojas SK, Dyment DA, Care4Rare 
Canada Consortium, et al. p21 protein‑activated kinase 1 is associated 
with severe regressive autism, and epilepsy. Clin Genet. 2019;96:449–55.

 62. Harms FL, Kloth K, Bley A, Denecke J, Santer R, Lessel D, et al. Activating 
mutations in PAK1, encoding p21‑activated kinase 1, cause a neurodevel‑
opmental disorder. Am J Hum Genet. 2018;103:579–91.

 63. Dolan BM, Duron SG, Campbell DA, Vollrath B, Shankaranarayana Rao BS, 
Ko HY, et al. Rescue of fragile X syndrome phenotypes in Fmr1 KO mice 
by the small‑molecule PAK inhibitor FRAX486. Proc Natl Acad Sci USA. 
2013;110:5671–6.

 64. Pyronneau A, He Q, Hwang JY, Porch M, Contractor A, Zukin RS. Aberrant 
Rac1‑cofilin signaling mediates defects in dendritic spines, synaptic 
function, and sensory perception in fragile X syndrome. Sci Signal. 
2017;10:eaan0852.

 65. Chen L, Toth M. Fragile X mice develop sensory hyperreactivity to audi‑
tory stimuli. Neuroscience. 2001;103:1043–50.

 66. Rosenkranz RP, Killam KF Jr. Anticonvulsant effects of PGE2 on electrical, 
chemical and photomyoclonic animal models of epilepsy. Prog Lipid Res. 
1981;20:515–22.

 67. Gobbo OL, O’Mara SM. Post‑treatment, but not pre‑treatment, with the 
selective cyclooxygenase‑2 inhibitor celecoxib markedly enhances func‑
tional recovery from kainic acid‑induced neurodegeneration. Neurosci‑
ence. 2004;125:317–27.

 68. Takei S, Hasegawa‑Ishii S, Uekawa A, Chiba Y, Umegaki H, Hosokawa M, 
et al. Immunohistochemical demonstration of increased prostaglandin 
 F2α levels in the rat hippocampus following kainic acid‑induced seizures. 
Neuroscience. 2012;218:295–304.

 69. Takemiya T, Maehara M, Matsumura K, Yasuda S, Sugiura H, Yama‑
gata K. Prostaglandin E2 produced by late induced COX‑2 stimulates 

hippocampal neuron loss after seizure in the CA3 region. Neurosci Res. 
2006;56:103–10.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.


	PLPPCIN-mediated NF2 S10 dephosphorylation distinctly regulates kainate-induced seizure susceptibility and neuronal death through PAK1-NF-κB-COX-2-PTGES2 signaling pathway
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Introduction
	Materials and methods
	Experimental animals and chemicals
	Electrode implantation and electroencephalogram (EEG) recording
	Western blot
	Immunohistochemistry and Fluoro-Jade B (FJB) staining
	Data analysis

	Results
	PLPPCIN-mediated NF2 S10 dephosphorylation increases PAK1 activity under physiological condition
	KA increases PLPPCIN-mediated NF2 S10 dephosphorylation and PAK1 S204 phosphorylation
	PAK1 inhibition shortens the latency of seizure on-set without altering seizure duration and its progression in response to KA
	PLPPCIN-mediated PAK1 S204 phosphorylation rapidly induces neuronal NF-κB transactivation following KA injection
	PLPPCIN-mediated PAK1 S204 phosphorylation enhances COX-2 and PTGES2 expressions induced by KA

	Discussion
	Conclusion
	Anchor 22
	References


