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Abstract 

Background The astrocytes in the central nervous system (CNS) exhibit morphological and functional diversity 
in brain region‑specific pattern. Functional alterations of reactive astrocytes are commonly present in human tem‑
poral lobe epilepsy (TLE) cases, meanwhile the neuroinflammation mediated by reactive astrocytes may advance 
the development of hippocampal epilepsy in animal models. Nuclear factor I‑A (NFIA) may regulate astrocyte diversity 
in the adult brain. However, whether NFIA endows the astrocytes with regional specificity to be involved in epilep‑
togenesis remains elusive.

Methods Here, we utilize an interference RNA targeting NFIA to explore the characteristics of NFIA expression 
and its role in astrocyte reactivity in a 4‑aminopyridine (4‑AP)‑induced seizure model in vivo and in vitro. Combined 
with the employment of a HA‑tagged plasmid overexpressing NFIA, we further investigate the precise mechanisms 
how NIFA facilitates epileptogenesis.

Results 4‑AP‑induced NFIA upregulation in hippocampal region is astrocyte‑specific, and primarily promotes detri‑
mental actions of reactive astrocyte. In line with this phenomenon, both NFIA and vanilloid transient receptor poten‑
tial 4 (TRPV4) are upregulated in hippocampal astrocytes in human samples from the TLE surgical patients and mouse 
samples with intraperitoneal 4‑AP. NFIA directly regulates mouse astrocytic TRPV4 expression while the quantity 
and the functional activity of TRPV4 are required for 4‑AP‑induced astrocyte reactivity and release of proinflammatory 
cytokines in the charge of NFIA upregulation. NFIA deficiency efficiently inhibits 4‑AP‑induced TRPV4 upregulation, 
weakens astrocytic calcium activity and specific astrocyte reactivity, thereby mitigating aberrant neuronal discharges 
and neuronal damage, and suppressing epileptic seizure.

Conclusions Our results uncover the critical role of NFIA in astrocyte reactivity and illustrate how epileptogenic brain 
injury initiates cell‑specific signaling pathway to dictate the astrocyte responses.
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Background
Epileptic seizures are widely believed to be a result of 
the excitation–inhibition imbalance of neuronal activi-
ties in the central nervous system (CNS). Although 
hippocampal lesions are thought to be an ascertained 
cause for temporal lobe epilepsy (TLE), the most com-
mon form of adult refractory epilepsy, there is no clini-
cally validated antiepileptogenic therapy for prevention 
of epileptic recurrence due to many different neurobio-
logical processes including neuroinflammation induced 
by the epileptogenic insult [1–3]. The fundamental 
processes that promote epileptogenesis are still to be 
established.

Astrocytes are crucial stabilizers of the normal neu-
ronal excitability based on their buffering extracellular 
potassium ions and timely clearing synaptic neuro-
transmitters as well as releasing gliotransmitters, and 
they are also critical regulators in the CNS immune 
microenvironment in some brain diseases such as 
glioblastoma, multiple sclerosis as well as epilepsy 
[4–6]. Reactive astrocytes after neurological injuries 
frequently lose their original function of stabilizing 
neuronal excitability, and exhibit morphological and 
functional alterations with different gene expression 
profiles [7]. Distinct transcriptional patterns impli-
cate optional genetic programs and different signaling 
mechanisms to establish astrocyte subpopulations [8–
10], thus endowing the astrocytes with distinct func-
tions and producing different effects on neocortical and 
hippocampal epileptogenesis [11–14].

NFIA is regarded as a key transcriptional node in regu-
lating astrocyte responses [16], and also a primary con-
tributor for astrocyte to oversee hippocampal circuit 
activities in a region-specific transcriptional pattern [17]. 
Knocking down NFIA can impair hippocampal astrocytic 
calcium activity possibly by reducing its target channel 
protein-vanilloid transient receptor potential 4 (TRPV4) 
[17]. Our recent study confirmed that TRPV4 and glial 
fibrillary acidic protein (GFAP) are synchronously upreg-
ulated in human hippocampal tissues from TLE patients 
and a 4-aminopyridine (4-AP)-induced epilepsy mice, 
and also explored the functional activity of TRPV4 pro-
motes the reactivity of astrocytes [18].

Given the role of NFIA in astrocytic reaction and cal-
cium activity, and the ability of TRPV4 channel perme-
able to calcium ions, we hypothesized that NFIA, as 
a transcription factor, may regulate the expression of 
TRPV4 to alter astrocyte reactivity, thus facilitating 
4-AP-induced seizures in mice. We found that 4-AP-
induced NFIA in an astrocyte-specific pattern transcrip-
tionally upregulates TRPV4 expression and aggravates 
astrocyte-mediated neuroinflammation via the func-
tional activity of TRPV4.

Methods
Animals
8-week-old male C57BL/6 wild-type mice (weighing 
20 ± 3 g) were purchased from the Hubei Province Center 
for Animal Experiments. All animal experiments were 
performed according to the Institutional Animal Care 
and Use Committee of Wuhan University Medical School 
and the National Institutes of Health Guide for the Care 
and Use of Laboratory Animals (NIH Publications No. 
8023, revised 1978). Mice were grouped randomly and 
maintained at the ambient temperature of 25 ± 1  °C and 
the relative humidity of 60~80% with a 12-h light–dark 
cycle; food and water were available ad libitum in the ani-
mal biosafety level III laboratory (ABSL-III) of Wuhan 
University.

Human brain specimens
Experimental procedure involving humans was per-
formed according to the World Medical Association 
Declaration of Helsinki (2000) and was approved by 
the Medical Ethics Committee of Zhongnan Hospital 
of Wuhan University. All human brain specimens were 
collected either from the TLE patients who had surgery 
(5, male, 25~58  years) at the Department of Neurosur-
gery of Zhongnan Hospital (Wuhan University, Wuhan, 
China) or from the deceased who had no history of sei-
zures or other neurological diseases and postmortem 
within 24 h of death (6, male, 26~57 years) at Zhongnan 
Hospital.

Hippocampal stereotactic injection and electrode 
implantation
Freely moving mice were subcutaneously injected with 
ketoprofen (5 mg/kg, MCE, China, # RP-19583), and 
one hour later they were  anesthetized by isoflurane 
inhalation (5% for induction and 2% for maintenance, 
RWD, China, #R510-22-10), and mounted in a stere-
otaxic apparatus for performing the delivery of interfer-
ence RNA (siRNA) or recombinant adeno-associated 
virus (rAAV) and electroencephalogram (EEG) record-
ing electrode implantation. The specific siRNA target-
ing NFIA (si.NFIA) and non-specific siRNA (si.NC) as 
a control (GenePharma Company, China) were used for 
universal interference of NFIA while rAAV-GfaABC1D-
EGFP-5′miR-30a-shRNA(mNFIA)-3′miR-30a-WPREs 
(rAAV-GfaABC1D-sh.NFIA) and rAAV-GfaABC1D-
EGFP-5′miR-30a-shRNA(scramble)-3′miR-30a-WPREs 
(rAAV-GfaABC1D-sh.NC) were used for astrocyte-spe-
cific interference of NFIA (BrainCase Company, China). 
The si.NFIA and rAAV-GfaABC1D-sh.NFIA share the 
same sequences: GGC CAA GUU ACG GAA AGA UTT 
(forward primer) and AUC UUU CCG UAA CUU GGC 
CTT (reverse prime). 6 μl siRNA or 1 μl rAAV with the 
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concentration of 5 ×  1012 genome copies per ml was 
injected unilaterally into hippocampal CA1 region (1 mm 
posterior to bregma, 1.7 mm lateral lobe, 1.85 mm deep 
from the pial surface). 10 min later, two twisted silver 
steel electrodes were implanted bilaterally into the same 
region and fixed by soft denture resin.

Mouse model of acute seizure
Intraperitoneal injection of 4-AP (5.6  mg/kg, Sigma-
Aldrich, USA, #504-24-5) was used to establish in  vivo 
mouse model of acute seizure. Behavioral evaluation of 
seizure severity was mainly based on a modified Racine 
scale: (I) arrest and rigid posture; (II) head nodding; (III) 
unilateral forelimb clonus; (IV) bilateral forelimb clo-
nus; (V) forelimb and hindlimb clonus with falling; (VI) 
tonic–clonic seizure with running and jumping; and (VII) 
death [19, 20].The EEG signals were digitized and ana-
lyzed with Lab Chart software (AD Instruments, Bella 
Vista, New South Wales, Australia). Addition of 4-AP 
(5 mM) to the culture medium for primary cells was used 
to establish in vitro mouse model of acute seizure.

Whole‑cell patch recording
The hippocampal slices were prepared and the electrical 
activity of pyramidal neurons in CA1 region was detected 
by whole-cell current clamp with a patch clamp device 
of AXON 700B and Digidata 1550 (Axon, Molecular 
Device) at 22 ± 2 °C at Medical Research Center for Struc-
tural Biology of Wuhan University. The bath solution (in 
mM) consisted of 140 NaCl, 5 KCl, 2  MgCl2, 2  CaCl2, 10 
HEPES, and 10 glucose (pH 7.4 adjusted with NaOH). 
The pipette (4–6  MΩ) was filled with the intracellular 
solution (in mM): 140 CsCl, 5 EGTA, and 10 HEPES (pH 
7.2 adjusted with CsOH). The action potential (AP) was 
evoked by a series of current pulses from 0 to + 180 pA 
with an increment of 20 pA.

Immuno‑histological assay
Paraffin-embedded human or mouse hippocampal brain 
tissues were sliced into 4-μm sections. For evaluat-
ing neuronal damage and loss after 4-AP insult, mouse 
hippocampal slices were performed Nissl staining and 
hematoxylin–eosin (HE) staining. Briefly, these sec-
tions were orderly deparaffinized and hydrated, and 
then stained, respectively, with toluidine blue solution 
(Biosharp, China, #BL999A) and HE solution (Biosharp, 
China, #BL700B). For assessing astrocyte reactivity after 
4-AP insult, after antigen retrieval, the sections were 
blocked with 10% normal goat serum (Beyotime Biotech-
nology, China, #C0265) and then incubated overnight 
with GFAP antibody. On the second day, the sections 
were incubated with a horseradish peroxidase (HRP)-
conjugated anti-mouse antibody and developed using 

DAB peroxidase substrate (Beyotime Biotechnology, 
China. #P0203). Localization and quantification of some 
proteins in human or mouse hippocampal tissues were 
performed similar immunofluorescence staining assay 
as primary cultured cells. For the immunofluorescence 
staining of frozen section, the mouse brain was sectioned 
at 15-μm thickness. Brain sections were washed with 
PBS for 5 min, three times, and then these sections were 
transferred to 0.3% Triton X-100 to incubate for 30 min 
at room temperature followed by blocking with 10% fetal 
sheep serum for 2 h. After incubation with the first anti-
body overnight at 4 ℃ and washing with PBS for 3 times, 
the slices were incubated in sequence with the corre-
sponding secondary antibody for 2  h and DAPI for 10 
min at room temperature. Immunofluorescence images 
were pictured using the confocal laser scanning micro-
scope. The antibodies applied in immunohistochemical 
or immunofluorescent assay are listed in Table 1.

Primary cell culture
Briefly, hippocampal tissues isolated from neonatal mice 
were performed trypsin enzymatic digestion and tritura-
tion and then the hippocampal cells were resuspended 
in complete medium (1 × Dulbecco’s modified Eagle’s 
medium (DMEM)/F12, 10% fetal bovine serum (FBS, 
Gibco, USA, #10,099-141), 1% L-glutamine, and 1% 

Table 1 Antibodies applied in immunohistochemical or 
immunofluorescent assay

Manufacture Dilution

Primary antibody

 Anti‑NFIA Abcam (ab228897) 1:1000 (WB)

1:200 (IF)

 Anti‑TRPV4 Abcam(ab2040264) 1:500 (WB)

1:200 (IF)

 Anti‑GFAP CST(#3670) 1:1000 (WB)

1:200 (IF)

1:200 (IHC)

 Anti‑C3 Proteintech (21,337–1‑AP) 1:1000 (WB)

1:200 (IF)

1:1000 (WB)

 Anti‑S100A10 Proteintech (11,250–1‑AP) 1:200 (IF)

 Anti‑IL‑6 Bioss(bs‑0782R) 1:1000 (WB)

 Anti‑IL‑1β CST(#12242S) 1:500 (WB)

 Anti‑TNFα ABclonal(A0277) 1:1000 (WB)

 Anti‑HA CST(C29F4) 1:500 (WB)

Secondary antibody

 Goat anti‑mouse IgG Biosharp(BL001A) 1:10,000 (WB)

 Goat anti‑rabbit IgG Biosharp(BL003A) 1:10,000 (WB)

 HRP‑conjugated anti‑
mouse antibody

Abbkine (A21010) 1:500 (IHC)
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penicillin/streptomycin). For primary astrocyte culture, 
hippocampal cells were seeded on poly-D-lysine-coated 
Petri dishes and kept in an incubator (37  °C, 5%  CO2). 
For primary neuron culture, the above cells  were trans-
ferred in specific 19 neurobasal medium next day, while 
for primary microglia culture, the hippocampal cells were 
firstly seeded in T75 flasks and maintained in complete 
medium 12 days until they were isolated by vibrating 2 h 
at the speed of 200 rotation per minute. The medium was 
changed every 3 days to ensure adequate nutrition.

Astrocytic transfection
The siRNA (si.NFIA or si.NC) and HA-tagged plasmid 
overexpressing NFIA (HA-NFIA) were transfected into 
primary astrocytes according to the protocol provided 
by the manufacturer (Polyplus, Strasbourg, France). Brief 
protocol for preparing the transfection mixture was as 
follows: the siRNA or plasmid was diluted in jetPRIME 
buffer and vortexed for 20  s, and then incubated for 
10  min at room temperature. The transfection mixture 
was added in culture medium when astrocytes were in 
60–70% confluence state.

Fluorescent calcium imaging and quantification
Fluorescent calcium imaging was performed as previ-
ously described [18]. Briefly, primary cultured astro-
cytes were seeded in confocal dishes and were incubated 
with Fluo-4 AM (3 μM, Beyotime Biotechnology, China, 
#S1060) for 30 min at 37 °C in the dark, and then washed 
with PBS three times, subsequently followed by incu-
bation in PBS for another 30  min at 37  °C, permitting 
Fluo-4  AM de-esterification and binding with cytosolic 
 Ca2+. Confocal fluorescent calcium images of astrocytes 
were obtained by a confocal laser scanning microscope 
(Leica-LCS-SP8-STED, Leica, Wetzlar, Hesse, Germany) 
and real-time fluorescent calcium imaging was recorded. 
The ΔF/F0 ratio is calculated as (F–F0)/F0. Here, F0 is the 
basal fluorescence intensity of Fluo-4, while F represents 
the real-time fluorescence intensity before and after add-
ing GSK1016790A (TargetMol, USA, #T6848), a specific 
TRPV4 agonist, and ΔF is the difference between F and 
F0.

Immunofluorescence staining assay
Primary cultured cells were washed and fixed with 4% 
paraformaldehyde at room temperature for 30 min, and 
then permeabilized with Triton-X 100 for 20 min. Over 
simple incubation with 5% bovine serum albumin (BSA, 
Sigma-Aldrich, USA, #9048-46-8) for 30 min, they were 
transferred and kept overnight in the 5% BSA contain-
ing primary antibody at 4  °C. On the second day, after 
washing with PBS, the cells were orderly incubated with 

a corresponding secondary antibody for 1 h and followed 
by DAPI (labeling the nuclei) in the dark for 10  min 
at room temperature. Finally, immunofluorescence 
images were obtained using the confocal laser scanning 
microscope.

Western blot measurement and density analysis
Proteins were extracted by homogenization in RIPA lysis 
buffer with phenylmethanesulfonyl fluoride. A BCA pro-
tein assay was used to quantify the protein concentration 
of the supernatants. Firstly, 30  μg protein for each lane 
was separated by sodium dodecyl sulfate–polyacrylamide 
gel electrophoresis and transferred to a polyvinylidene 
fluoride (PVDF) membrane. The PVDF membranes were 
then blocked with 5% BSA and incubated with primary 
antibodies (shown in Table  1) overnight at 4  °C. After-
wards, the membranes were washed with Tris-buffered 
saline containing 0.2% Tween-20 (TBST) and incubated 
with a corresponding horseradish peroxidase-conjugated 
secondary antibody. Then, the membranes were washed 
with TBST. Finally, the immunoreactive bands were 
detected by an enhanced chemiluminescence detection 
reagent. Band intensity was quantified by spot densito-
metric analysis using ImageJ software (version 1.41), and 
the results were normalized to GAPDH or β-actin levels 
and reported as the relative intensity of the control.

Quantitative real‑time PCR
TRIzol reagent (Vazyme, China, #R401) was used to 
extract total RNA from isolated mouse hippocampal tis-
sues or primary cultured cells. Quantitative real-time 
polymerase chain reaction (qPCR) was performed with 
a SYBR Green Real-Time PCR master mix kit (Vazyme, 
China, #P111) according to the manufacturer’s instruc-
tions. The primers used in this study are shown in Table 2 
and the expression of target genes was presented as the 
fold change normalized to the mRNA level of the internal 
control β-actin. The  2−ΔΔCt relative quantification method 
was used to analyze the expression of target genes.

Chromatin immunoprecipitation (ChIP)
The ChIP assay (Beyotime Biotechnology, China, #P2078) 
was performed as previously described [21]. Astrocytes 
were cross-linked in PBS containing 1% formaldehyde for 

Table 2 q‑PCR primer sequences

Primer Froward primer 5′‑3′ Reverse primer 5′‑3′

β-actin CAC GAT GGA GGG GCC GGA 
CTCAT 

TAA AGA CCT CTA TGC CAA 
CAC AGT 

NFIA GAA CTT GGT GGA TGG ATG AGTT CAC TTC TGC TTG ACC TCG GG

TRPV4 GAA CTT GGT GGA TGG ATG AGTT CAC TTC TGC TTG ACC TCG GG
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10 min at room temperature and quenched with 500  μl 
2.5 M glycine. After crosslinking, the cells were washed 
with PBS twice and resuspended in 1 ml lysis buffer 
(50 mM Tris–HCl, pH 8, 0.5% SDS and 5 mM EDTA) for 
10 min at 4 °C. The lysates were subjected to sonication to 
obtain 200- to 500-bp fragments of DNA (10 min cycle, 5 
s pulses; amplitude, 30%) and then centrifuged at 12,000g 
at 4 °C for 10 min to obtain the supernatants. Next, 10% 
of the supernatants were kept as input samples, and the 
remaining samples were divided according to the anti-
bodies (against NFIA and IgG). Each sample was diluted 
1:4 with dilution buffer (20  mM Tris–HCl, pH 8.0, 
150 mM NaCl, 2 mM EDTA and 1% Triton X-100). The 
samples were precleared with pretreated protein A or 
G beads (1 mg/ml BSA), 1 mg/ml sperm DNA and 20% 
beads) for 2 h at 4 °C. The aliquots were then incubated 
overnight at 4  °C with pretreated protein A or G beads 
and antibodies (against NFIA and IgG). After extensive 
washing (four times each) with RIPA buffer, wash buffer 
(20 mM Tris–HCl, pH 8.0, 1 mM EDTA, 250 mM LiCl, 
0.5% NP-40 and 1  mM MSF) and TE buffer (10  mM 
Tris–HCl, pH 8.0 and 1  mM EDTA), the beads were 
resuspended in TE buffer. The resuspended beads were 
subjected to RNase A and proteinase K digestion, and the 
crosslinking was reversed at 65 °C for 8–10 h. DNA was 
recycled with a DNA purification kit.

Statistical analysis
All data are presented as the mean ± standard error of 
the mean. GraphPad Prism v7.00 (GraphPad, La Jolla, 
CA, USA) was used to analyze the data and construct the 
graphs. Student’s t test and one-way analysis of variance 
(ANOVA) were performed to determine the significant 
differences between groups. For multiple groups, one-
way ANOVA was used for statistical analysis. For in vivo 
experiments, the n values refer to the number of indi-
vidual animals in each group. For in vitro studies, the n 
values indicate the number of times the experiment was 
independently replicated in cultures derived from differ-
ent mice, as indicated in the figure legends. For immu-
nofluorescent intensity analysis of human specimen, the 
specimens were numbered randomly and the average 
fluorescent intensity of three visual fields (0.5   mm2 per 

visual field) in each specimen was quantified blindly. No 
data was excluded. P < 0.05 indicated that the difference 
was statistically significant.

Results
NFIA knockdown attenuates 4‑AP‑induced seizure 
and neuronal damage
We firstly injected si.NFIA or si.NC in mouse hippocam-
pal cortex in  vivo, and killed these mice at 24, 48, and 
72  h, respectively. Western blot was used to detect the 
protein levels of NFIA in the mouse hippocampal brain 
tissues (Additional file  1: Fig. S1A). The results showed 
that NFIA protein expression markedly falls down in 
those mice treated with si.NFIA 72  h (Additional file  1: 
Fig. S1B).

4-AP is a blocker of voltage-gated potassium channels 
and commonly used to induce acute epileptic seizure 
events in animal model in vivo and in vitro [18, 22–24]. 
We asked whether the alteration of NFIA expression 
affects 4-AP-induced seizure activities and neuronal 
damage in mouse model. The mice were subjected to EEG 
recording electrode implantation immediately after hip-
pocampal si.NFIA or si.NC delivery; 72 h later, the mice 
were injected intraperitoneally either 4-AP to induce an 
epileptic seizure, or saline as a control (Fig. 1A). Behav-
ioral observation showed that seizures  are alleviated in 
the si.NFIA-treated mice, as evidenced by the signifi-
cant decrease in seizure grade and prolongation of sei-
zure latency, even though no apparent change in seizure 
duration is detected (Fig. 1B). EEG analysis showed that 
4-AP-induced aberrant discharges are profoundly inhib-
ited in the si.NFIA-treated mice compared with the si.NC 
group (Fig. 1C). 24 h later, these intraperitoneal 4-AP or 
saline mice were killed to perform HE staining (Fig. 1D) 
and Nissl staining (Fig. 1E). Both HE and Nissl staining 
results showed that 4-AP-induced neuronal morphology 
changes such as cytoplasmic shrinkage and triangulated 
pyknotic nuclei are remarkable in dentate gyrus (DG) and 
hilus in the mice with hippocampal si.NC injection, but 
rare in those with hippocampal si.NFIA injection. These 
findings suggest that the deficiency of NFIA alleviates 
4-AP-induced seizures and reduces neuronal damage.

(See figure on next page.)
Fig. 1 Knockdown of NFIA attenuates 4‑AP‑induced seizure and neuronal damage. A Scheme of in vivo and in vitro experiments in 4‑AP‑induced 
seizure mouse model. Behavioral evaluation showing 4‑AP‑induced seizure grade (Bi), seizure latency (Bii) and seizure duration (Biii) in mice 
with hippocampal si.NC or si.NFIA delivery (n = 12 for each group, ****P < 0.0001, Student’s t test). Representative EEG recordings (C) in mice with ip. 
4‑AP or saline (n = 6 for each group). D HE and Nissl E staining in the hippocampal tissues from the mice with si.NC/si.NFIA delivery and ip. 4‑AP/
saline, especially showing darker staining in DG and hilus, with cytoplasmic shrinkage, and triangulated pyknotic nuclei in si.NC group, but not in 
the si.NFIA group (n = 6 for each group, ***P < 0.001, one‑way ANOVA)
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Fig. 1 (See legend on previous page.)
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NFIA knockdown prevents hippocampal neurons 
from increased excitation induced by 4‑AP
Although 4-AP evoked a single generalized seizure and 
damaged partial neurons, survival neurons frequently 
exhibited higher firing rate upon current stimulation and 
were more likely to trigger another seizure [18, 25]. To 
evaluate whether in  vivo si.NFIA treatment alters hip-
pocampal neuronal excitability upon stimulation, the 
mice with hippocampal si.NC or si.NFIA treatment 72 h 

were intraperitoneally injected with saline or 4-AP, and 
killed over another 24 h to prepare brain slice for detect-
ing the electrical activities of CA1 hippocampal pyrami-
dal neurons by whole-cell patch recording (Fig. 2A).

No significant change at resting membrane potential 
is observed in mouse hippocampal pyramidal neurons 
from four groups (Fig. 2C), and the neuronal AP number 
appears gradient increase upon step current stimulation 
in each group (Fig. 2B). However, in si.NC-treated mice, 

Fig. 2 NFIA knockdown prevents hippocampal neurons from 4‑AP increased excitation. A Scheme of animal preparation for whole‑cell patch 
recording experiment. Representative curves (B) of neuronal AP discharge evoked by step currents from 0 to 180 pA with 20 pA increment 
in whole‑cell recording and the analysis of resting membrane potential (C) and AP number (D) of CA1 pyramidal neurons in hippocampal slices 
from the mice with si. NC/si. NFIA delivery and ip. 4‑AP/saline (si.NC: n = 11, si.NFIA: n = 8, si.NC + 4‑AP: n = 9, si.NFIA + 4‑AP: n = 12, *P < 0.05, **P < 0.01, 
****P < 0.0001, One‑way ANOVA)
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the pyramidal neurons after 4-AP insult exhibit greater 
AP number than those neurons in saline group (Fig. 2B, 
D). By contrast, in si.NFIA-treated mice, although the 
pyramidal neurons after 4-AP insult exhibit a tendency of 
slight increase in AP firing number compared with those 
neurons in saline group, no remarkable difference exists 
between two groups (Fig.  2B, D). Furthermore, under 
the same insult from 4-AP, the AP firing number evoked 
by each current ranging from 120 to 180 pA is markedly 
lower in the pyramidal neurons from si.NFIA-treated 
mice than in those neurons from si.NC-treated mice 
(Fig.  2D), suggesting that knocking down NFIA in hip-
pocampal tissues in advance can vastly prevent pyrami-
dal neurons from 4-AP-evoked increase of excitation 
upon current stimulation. The above in vitro and in vivo 
electrophysiological examinations together with behavio-
ral evaluation indicate that NFIA may be a key factor in 
4-AP-induced epileptic seizure.

4‑AP‑induced NFIA upregulation is cell‑specific in mouse 
hippocampal astrocytes
NFIA is known as a molecular switch for inducing human 
glial competency and NFIA-induced astrocytes promote 
synaptogenesis in the adult mouse brain [15], and NIFA 
is also expressed in neurons [26]. We sought to determine 
whether the effect of NFIA on 4-AP-evoked hippocampal 
neuronal excitation is cell-specific, thus, we performed 
triple immunofluorescence assays to observe the expres-
sion alteration of NFIA in hippocampal region in the 
mice with intraperitoneal treatment of 4-AP or saline 
24 h. The immunofluorescence assay results showed that 
the increase of 4-AP-induced mouse  NFIA+ cell number 
is observed in astrocytes (Fig. 3A), barely in neurons and 
microglia (Additional file  1: Fig. S2), whether in CA1, 
CA2, CA3 or in DG. These immunofluorescence assay 
results hint that the phenomenon of more susceptible 
to excitation in those hippocampal neurons after 4-AP 
insult may be attributed to the upregulation of astrocyte-
specific NFIA expression.

Next, we isolated mouse hippocampal tissues to per-
form primary cultures of astrocyte, microglia and neu-
ron, and treated these three types of cells with 4-AP 
24 h or PBS as a control (Fig. 3B). Protein analysis from 
primary cultured cells exhibited that 4-AP-induced 
NFIA upregulation only occurs in astrocytes, neither in 

microglia nor in neurons (Fig. 3C, D), which is consistent 
with in  vivo hippocampal NFIA expression in the mice 
with 4-AP treatment. Moreover, in line with upregulation 
of NFIA and GFAP, 4-AP-induced hippocampal astro-
cytes present enlarged cell body and increased branches, 
suggesting that the astrocyte reaction in the presence of 
4-AP may be closely related with NFIA upregulation.

NFIA knockdown reverses 4‑AP‑induced hippocampal 
astrocyte state transition
Astrocytes after insult may undergo diverse state tran-
sition in the CNS disorders, characterized by different 
morphology and molecular markers. We sought to test 
whether NFIA knock-down impacts the state transition 
of astrocytes by detecting the expression of some specific 
markers of reactive astrocytes both in hippocampal tis-
sues from the mice with hippocampal si.NC or si.NFIA 
delivery (Fig.  4A) and in primary cultured astrocytes 
transfected with si.NC or si.NFIA (Additional file  1: 
Fig. S3A). The immunohistochemistry analysis showed 
that 4-AP-induced reactive astrocytes with enlarged cell 
body and increased branches are only observed in si.NC 
group, almost not present in si.NFIA group (Fig.  4B). 
Western blot results showed that 4-AP induced elevation 
of astrocytic GFAP and the third component of comple-
ment (C3), mainly exist in the mice treated with si.NC, 
nearly not in si.NFIA group (Fig.  4C), while S100A10 
immunolabeling astrocyte appears no apparent change 
in the mice with si.NC or si.NFIA delivery, regardless 
of 4-AP treatment (Fig.  4C). In primary cultured astro-
cytes, si.NFIA transfection 48  h can efficiently inhibit 
NFIA expression compared with si.NC group (Additional 
file 1: Fig. S3C). Responding to 4-AP exposure for 24 h, 
hippocampal astrocytes transfected with si.NFIA show 
weaker fluorescence intensity of GFAP and C3 (Addi-
tional file  1: Fig. S3B) and lower density of GFAP and 
C3 in western blot bands (Additional file  1: Fig. S3C) 
than those cells in si. NC group, while no difference in 
S100A10 expression exists in hippocampal astrocytes 
transfected with si.NC or si.NFIA, whether 4-AP is 
added or not (Additional file 1: Fig. S3C). These in vivo 
and in vitro experimental results indicate that NFIA plays 
a critical role in 4-AP-induced proinflammatory state 

(See figure on next page.)
Fig. 3 4‑AP‑induced NFIA upregulation is cell‑specific in mouse hippocampal astrocytes. Representative confocal fluorescent images of  NFIA+ 
astrocytes (Ai) in hippocampal tissues and quantitative analysis of  NFIA+ astrocytes in CA1, CA2, CA3 and DG (Aii) from the mice with ip. 4‑AP 
or saline (n = 6 for each group, *P < 0.05, Student’s t test). B Scheme of primary astrocyte, microglia, neuron culture and 4‑AP exposure for protein 
analysis. Representative immunoblot bands (C) and protein level analysis (D) of NFIA in three types of primary cultured cells treated with 4‑AP 
or saline (n = 3 for each group, *P < 0.05, Student’s t test)



Page 9 of 22Kong et al. Journal of Neuroinflammation          (2023) 20:247  

Fig. 3 (See legend on previous page.)



Page 10 of 22Kong et al. Journal of Neuroinflammation          (2023) 20:247 

transition of reactive astrocytes and NFIA knock-down 
can prevent this transition.

Our recent study showed that blocking TRPV4 can 
mitigate 4-AP-induced epileptogenesis in mice by pre-
venting astrocytes from converting to be proinflam-
matory state [18]. Another study proved that reactive 
astrocytes may exert pro-seizure via enhancing calcium 
activity [27]. Therefore, we ask whether calcium-perme-
able cation channel TRPV4 is the main effector molecule 
of NFIA in hippocampal reactive astrocyte after 4-AP 
insult.

Both NFIA and TRPV4 are upregulated in TLE patients 
and 4‑AP‑induced seizure mouse model
Firstly, we performed multiple immunofluorescent 
staining assay to detect the expression of GFAP, NFIA 
and TRPV4 in human hippocampal tissues from the 
TLE patients who had surgery and the deceased who 
had postmortem (control). Compared with the con-
trol group, majority of astrocytes in the brain tissues 
from surgical patients with TLE have more and longer 
branches (Fig. 5A), with a concomitant increase of NFIA 
and TRPV4 in immunofluorescent intensity (Fig.  5A). 
Next, we performed identical staining in hippocam-
pal tissues from the mice with intraperitoneal 4-AP or 
saline as a control. As expected, in hippocampal region 
from the mice with 4-AP treatment, larger cell body and 
more branches are observed in a mass of astrocytes with 
increased GFAP immunofluorescent intensity (Fig.  5B); 
meanwhile, both NFIA and TRPV4 immunofluorescent 
intensity is also increased in these reactive astrocytes 
(Fig.  5B). In addition, qPCR and western blot analysis 
showed that the mRNA and protein levels of NFIA and 
TRPV4 are increased in hippocampal tissues from the 
mice with 4-AP intraperitoneal injection (Additional 
file  1: Fig. S4A, B). Similar results on the expression 
of above molecules in primary cultured astrocytes are 
found in 4-AP-induced seizure cell model (Additional 
file  1: Fig. S4C–E). These findings suggest that consist-
ent upregulation of NFIA and TRPV4 may be the com-
mon mechanisms in the development of human TLE and 
mouse 4-AP-induced seizure.

Astrocytic NFIA knockdown prevents TRPV4 upregulation 
and its calcium activity
Given the coincident expression alteration of these 
three proteins (GFAP, NFIA and TRPV4) in hippocam-
pal tissues from human patients with TLE and mice 
with 4-AP-induced seizure, we speculate that NFIA 
can upregulate TRPV4 to promote astrocyte reactivity. 
TRPV4 protein level in hippocampal tissue from mice 
with si.NFIA treatment is lower than that in the si.NC 
group (Additional file  1: Fig. S5). Although TRPV4 is 
constitutively expressed both in astrocytes and neurons 
from human and mouse hippocampal tissues, 4-AP-
induced TRPV4 upregulation only occurs in astro-
cytes, not in neuron [18]. Next, to better understand 
the mechanisms that cell-specific NFIA upregulation 
controls astrocyte reactivity in 4-AP-induced seizure 
model, we test the effect of NFIA knockdown on the 
expression of TRPV4 and its functional activity in pri-
mary cultured astrocytes.

We performed identical experimental procedure 
(Fig.  6A) to detect the influence of NFIA knockdown 
on TRPV4 expression and TRPV4-mediated calcium 
signal, respectively. Immunofluorescent staining assay 
showed that 4-AP can induce the increase of TRPV4 
and GFAP immunofluorescent intensity in si.NC group, 
but nearly not in si.NFIA group (Fig.  6B). Accord-
ingly, protein analysis exhibited that 4-AP-induced 
TRPV4 and NFIA upregulation exists in si.NC group 
and control group without siRNA transfection, but 
not in si.NFIA group (Additional file  1: Fig. S6A). In 
line with TRPV4 expression, confocal imaging results 
(Additional file  1: Fig. S6B) showed that the fluores-
cent intensity of Fluo-4, a  Ca2+ indicator, is lower in the 
astrocytes transfected with si.NFIA than that in si.NC 
group, even under resting state. 4-AP exposure remark-
ably increases Fluo-4 fluorescent intensity in si.NC-
transfected astrocytes, but fails to increase Fluo-4 
fluorescent intensity in those cells transfected with 
si.NFIA. Similarly, real-time calcium imaging analysis 
(Fig.  6C) showed that in si.NC-transfected astrocytes, 
the increased Fluo-4 fluorescent intensity triggered by 
GSK1016790A, a specific agonist of TRPV4, is signifi-
cantly greater in the presence of 4-AP than that in the 
absence of 4-AP, while almost slight increase of Fluo-4 
fluorescent intensity triggered by GSK1016790A is 

Fig. 4 NFIA knockdown reverses 4‑AP‑induced hippocampal astrocyte state transition. A Scheme of animal preparation for immunohistochemical 
assay and protein analysis. B Immunohistochemical staining of GFAP in the hippocampal tissues from the mice with si.NC/si.NFIA delivery and ip. 
4‑AP/saline. Ci Representative immunoblot bands of S100A10, GFAP, NFIA and C3 in hippocampal tissues from the mice with si. NC/si. NFIA 
delivery and ip. 4‑AP/saline, and the band density analysis of Cii S100A10, Ciii GFAP, Civ NFIA, and Cv C3 (n = 3 for each group, *P < 0.05, **P < 0.01, 
***P < 0.001, One‑way ANOVA)

(See figure on next page.)
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observed in si.NFIA transfected astrocytes, regardless 
of 4-AP. These results hint that NFIA may affect cyto-
solic calcium level by controlling astrocytic TRPV4 
quantity.

Astrocytic NFIA transcriptionally regulates TRPV4 
expression by direct binding to its promoter
Next, we asked whether NFIA as transcriptional factor 
directly regulates TRPV4 expression in astrocytes. We 
constructed an HA-NFIA plasmid and six pairs of prim-
ers targeting the TRPV4 promoter regions (upstream 
0~1200 bp) to track NFIA binding sites in TRPV4 gene 
using ChIP assay. Protein analysis showed that NFIA 
expression is augmented in primary cultured astrocytes 
transfected with HA-NFIA plasmid 24  h, with a con-
comitant increase of TRPV4 (Fig. 7A). The qPCR analysis 
in the ChIP experiment showed that NFIA is specifically 
concentrated at GRCm39p6 of TRPV4 gene (Fig.  7B), 
suggesting direct binding of NFIA with the promoter 
region 975~1195 of TRPV4.

Functional TRPV4 is required for NFIA‑regulated astrocyte 
state transition
Given the important role of NFIA in TRPV4 transcrip-
tional regulation and proinflammatory astrocyte reac-
tion in 4-AP-induced seizure, with our previous study on 
the effects of TRPV4 on 4-AP-mediated astrocyte reac-
tivity and neuroinflammation [18], we sought to detect 
whether the astrocyte reactivity depends on the func-
tional activity of TRPV4. Next, we utilized HC-067047 
(TargetMol, USA, #T4680), a specific TRPV4 antagonist, 
to test the effects of blocking TRPV4 on the expression of 
proinflammatory astrocyte markers and some inflamma-
tory cytokines in primary cultured astrocytes transfected 
HA-NFIA plasmid (Fig.  8A). Immunofluorescent stain-
ing results showed that in the absence of HC-067047, the 
enhanced immunofluorescent intensity of C3 is observed 
in the astrocytes with 4-AP treatment; nevertheless, this 
increase almost disappears in the presence of HC-067047 
(Fig.  8B). Protein analysis showed that 4-AP induces 
NFIA upregulation even in the astrocytes transfected 
with HA-NFIA plasmid, accompanied by significant 
GFAP upregulation and mild C3 upregulation; likewise, 
4-AP-induced mild C3 upregulation almost completely 

vanishes in the presence of HC-067047 (Fig.  8C). In 
addition, in the absence of HC-067047, proinflamma-
tory cytokines such as tumor necrosis factor-α (TNF-α), 
interleukin (IL)-6 and IL-1β are also upregulated in the 
astrocytes treated with 4-AP (Fig.  8D). The addition of 
HC-067047 instead inhibits 4-AP-induced upregulation 
of these cytokines. The above results disclose that the 
functional activity of TRPV4 is required for the astrocyte 
reactivity mediated by NFIA-TRPV4 signaling.

Hippocampal astrocytic NFIA knockdown attenuates 
4‑AP‑induced seizure and neuronal damage
To further determine the critical role of astrocyte-spe-
cific NFIA in 4-AP-induced epileptic seizure, rAAV-
GfaABC1D-sh.NFIA was firstly injected into the 
hippocampal cortex in the mice to specifically knock 
down the expression of NFIA in hippocampal astro-
cytes while rAAV-GfaABC1D-sh.NC was used as con-
trol (Additional file  1: Fig. S7A, Fig.  9A), 14 days later, 
immunofluorescence assay was performed to detect the 
interference efficiency of astrocytic NFIA (Additional 
file  1: Fig. S7A), and then 4-AP-induced seizure mouse 
model was established to perform in  vivo behavioral 
observation and EEG recording and in vitro tissue stain-
ing (Fig.  9A). The result of immunofluorescent assay 
showed that red immunofluorescence of NFIA is clearly 
visible in hippocampal astrocytes infected with rAAV-
GfaABC1D-sh.NC but almost completely absent in hip-
pocampal astrocytes infected with rAAV-GfaABC1D-sh.
NFIA (Additional file 1: Fig. S7B). Behavioral evaluation 
showed that 4-AP-induced seizure grade is decreased 
and seizure duration is shortened while seizure latency is 
prolonged in the mice infected with rAAV-GfaABC1D-
sh.NFIA, compared with the mice infected with rAAV-
GfaABC1D-sh.NC (Fig. 9B). EEG recordings showed that 
4-AP-induced aberrant discharge is profoundly inhibited 
in the mice infected with rAAV-GfaABC1D-sh.NFIA 
(Fig.  9C). Likewise, HE and Nissl staining results also 
exhibited that 4-AP-induced neuronal damage is alle-
viated in DG and hilus regions of hippocampal tissues 
from the mice infected with rAAV-GfaABC1D-sh.NFIA 
(Fig. 9D, E).

(See figure on next page.)
Fig. 5 Astrocytic NFIA and TRPV4 expression are upregulated in TLE patients and 4‑AP‑induced seizure mouse model. Representative confocal 
images (Ai) of TRPV4 and NFIA in hippocampal tissues from the TLE patients who had surgery and the deceased without TLE as a control, and three 
visual fields (0.5  mm2 per visual field) in each human specimen were applied for the fluorescence intensity analysis of Aii NFIA and Aiii TRPV4 
(human TLE: n = 5, Human Ctrl: n = 6, * P < 0.05, **P < 0.01, Student’s t test). Representative confocal immunofluorescent images Bi of TRPV4 and NFIA, 
and the fluorescence intensity analysis of Bii NFIA and Biii TRPV4 in hippocampal tissues from the mice with ip. 4‑AP or saline (n = 6 for each group, 
**P < 0.01, Student’s t test)
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Fig. 6 Astrocytic NFIA knockdown prevents TRPV4 upregulation and its calcium activity. A Scheme of primary astrocyte preparation 
for immunofluorescent staining and protein analysis. Representative confocal immunofluorescent images (Bi) of GFAP and TRPV4, 
and the immunofluorescent intensity analysis of GFAP (Bii) and TRPV4 (Biii) in the astrocytes transfected with si.NC or si.NFIA in the presence 
or absence of 4‑AP (si.NC: n = 7, si.NFIA: n = 6, si.NC + 4‑AP: n = 6, si.NFIA + 4‑AP: n = 6, **P < 0.01, ****P < 0.001, One‑way ANOVA). Ci Representative 
traces of  Ca2+ indicator Fluo‑4 fluorescence intensity changes in astrocytes responding to GSK1016790A, and the analysis (Cii) of the increased 
Fluo‑4 fluorescence intensity peak, ΔF/F0, which was calculated as (F–F0)/F0. F0 is the mean value of fluorescent intensity before the addition 
of GSK1016790A (n = 30 cells for each group, *P < 0.05, ***P < 0.001, one‑way ANOVA)
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Discussion
In this study, we validated that the transcription factor 
NFIA in a cell-specific pattern promotes hippocampal 
astrocyte reactivity in a 4-AP-induced epileptic mouse 
model. Using NFIA expression silencing and overex-
pression approaches, we identified NFIA as a critical 
transcriptional regulator for 4-AP-induced astrocytic 
TRPV4 expression in hippocampal region. Furthermore, 
overexpression of NFIA in astrocytes augmented the 
expression of inflammatory cytokines via the functional 
activity of TRPV4, thus aggravating neuroinflammation 
and exacerbating epilepsy. Accordingly, the knockdown 
of NFIA meliorated 4-AP-induced epileptic symptoms 
and attenuated aberrant neuronal discharge and neu-
ronal damage (Fig. 10). Our study shows that cell-specific 

NFIA upregulation drives astrocytic biological behav-
ior to unbalanced neural circuit activity, facilitating 
epileptogenesis.

Clinically, the patients with hippocampal epileptogenic 
insult have a higher risk for recurrence after a first seizure 
due to neuronal damage and reactive astrogliosis in the 
hippocampus [3]. These hippocampal pathological pro-
cesses are also observed in 4-AP-induced mouse model 
and become the trigger for seizure recurrent [18, 22–24]. 
A central question for blocking seizure recurrent is how 
epileptogenic insult maps genetic program to initiate cor-
responding signaling pathway. Previous study reported 
seizure was a very common symptom in NFIA haplo-
insufficiency patients [28]. Surprisingly, in this study, 
under the help of stereo-location, the in  vivo si.NFIA 
delivery into mouse hippocampal region reduces neu-
ronal damage and alleviates 4-AP-induced seizure grade, 

Fig. 7 Astrocytic NFIA transcriptionally regulates TRPV4 expression by direct binding to its promoter. A Representative immunoblot bands of NFIA 
and TRPV4 in primary cultured astrocytes transfected with NFIA overexpression plasmid (HA‑NFIA) or vector plasmid (HA) and their density analysis 
(n = 3 for each group, *P < 0.05, Student’s t test). B ChIP assays showing binding of NFIA and TRPV4 promoter: left, the primer sets at the TPRV4 
promoter; right, the qPCR analysis of the enrichment region of NFIA at the TRPV4 promoter sequence (n = 3, **P < 0.01, Student’s t test)

Fig. 8 Functional TRPV4 is required for NFIA‑regulated astrocyte conversion. A Schema of overexpressing HA/HA‑NFIA astrocyte preparation 
for exploring the role of TRPV4 functional activity. Representative confocal immunofluorescent images (Bi) of C3 and its immunofluorescent 
intensity analysis (Bii) in NFIA‑overexpressing astrocytes with/without 4‑AP exposure in the presence or absence of Hc, a TRPV4 antagonist (n = 6 
for each group, ***P < 0.001, one‑way ANOVA). (Ci) Representative immunoblot bands of NFIA, GFAP and C3, and the band density analysis of NFIA 
(Cii), GFAP (Ciii) and C3 (Civ) in NFIA‑overexpressing astrocytes with/without 4‑AP exposure in the presence or absence of Hc (n = 3 for each group, 
**P < 0.01, ***P < 0.001, one‑way ANOVA). (Di) Representative immunoblot bands of TNF‑α, IL‑6 and IL‑1β, and the band density analysis of IL‑6 (Dii), 
TNF‑α (Diii) and IL‑1β (Div) in NFIA‑overexpressing astrocytes with/without 4‑AP exposure in the presence or absence of Hc (n = 3 for each group, 
**P < 0.01, ***P < 0.001, One‑way ANOVA)

(See figure on next page.)
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not completely blocks seizure (Fig. 1), which is conveni-
ent for us to explore the role of NFIA in seizure devel-
opment. The electrophysiological recordings in brain 
slices showed that knocking down NFIA in hippocam-
pal region can prevent pyramidal neurons from 4-AP-
evoked overexcitation upon current stimulation (Fig. 2). 
The breakdown of neuronal excitation and inhibition 
balance may be caused by diverse factors derived from 
neuron itself or glia [29–32]. NFIA is widely expressed in 
neurons in hippocampal regions, especially in DG region 
rich in neuronal precursors (Additional file  1: Fig. S2), 
which is consistent with the previous description [17]. 
However, the increase of hippocampal  NFIA+ cell num-
ber induced by 4-AP appears neither in neurons nor in 
microglia, instead in astrocytes (Fig.  3 and Additional 
file 1: Fig. S2). Our results implicate this cell specificity of 
NFIA upregulation may be a genetic strategy performed 
by the hippocampus after epileptogenic insult. To fur-
ther validate the critical role of astrocytic NFIA in 4-AP-
induced seizure model, rAAV targeting astrocytic NFIA 
was injected into hippocampal region. Similarly, 4-AP-
induced seizure was alleviated in the mice infected with 
an astrocyte-specific rAAV-GfaABC1D-sh.NFIA, with 
decreased seizure grade and shortened seizure duration 
and prolonged seizure latency. Moreover, 4-AP-induced 
hippocampal neuronal damage could be also mitigated 
by astrocytic NFIA knockdown (Fig.  9 and Additional 
file 1: Fig. S7). These findings further substantiated that 
the contribution of NFIA upregulation to 4-AP-induced 
seizure in mice is astrocyte-specific.

It has been reported that NFIA plays region- and 
injury-specific roles in reactive astrocytes, alternatively 
promotes pro-inflammatory or anti-inflammatory action 
[17]. In this study, the astrocytic C3 was increased in a 
4-AP-induced epileptic mouse model, and this augmen-
tation of C3 could be curbed by NFIA deficiency caused 
by specific siRNA (Figs.  4, 5). In contrast, no apparent 
change was found in the expression of S100A10. These 
results suggested that NFIA defines reactive astrocyte 
subpopulation with pro-inflammatory action after 4-AP 
insult.

Although the role of NFIA in astrocyte reactivity is 
undeniable, it possesses distinct downstream target 

molecules and may initiate different transcriptional 
regulatory cascade to affect this reactivity [33, 34]. Fur-
thermore, there is also much proof that calcium channels 
including multiple members of TRPV may initiate cal-
cium signaling pathways to remodel astrocyte responses 
[35, 36]. In particular, the molecular remodeling of non-
selective ion channels on the membrane of astrocytes 
may result in hyperexcitability of neurons and epilep-
togenesis [37]. TRPV4 in the CNS is expressed mainly 
in astrocytes, followed by microglia and neurons [38]. 
In this study, strikingly, NFIA and TRPV4 expression 
were upregulated coincidently in hippocampal astrocytes 
from TLE surgical patients and 4-AP-induced seizure 
mice (Fig.  5), and primary cultured astrocytes treated 
with 4-AP (Additional file 1: Fig. S4). NFIA knockdown 
profoundly inhibits 4-AP-induced TRPV4 expression 
and TRPV4-mediated calcium entry (Fig.  6) in primary 
cultured hippocampal astrocytes. Based on these obser-
vations and the phenomenon in our recent study that 
4-AP-induced TRPV4 upregulation has similar cell-spe-
cific feature as NFIA [18], we speculate that NFIA may 
directly regulate TRPV4 expression. As expected, NFIA 
combined with the promoter region of the TRPV4 gene 
transcriptionally promoted its expression in astrocytes 
(Fig. 7).

Astrocytic TRPV4 activity can upregulate the expres-
sion of proinflammatory factors such as IL-6, IL-1β, and 
TNF-α to mediate neuroinflammation, thus leading to 
neuronal impairment and death [1, 39–42]. It is necessary 
to determine whether the functional activity of TRPV4 is 
required for NFIA-modulated astrocyte pro-inflamma-
tory responses in 4-AP-induced seizure. Using a plasmid 
overexpressing NFIA and a specific TRPV4 antagonist, 
we found that TRPV4 antagonist almost completely abol-
ished 4-AP-induced C3 upregulation, although its inhibi-
tory effect on GFAP expression is not significant, which 
does not deny the importance of functional activity of 
TRPV4 in astrocyte reactivity. And this required function 
of TRPV4 is proved further by the weakened proinflam-
matory cytokines such as IL-1β, IL-6 and TNF-α from 
reactive astrocytes in the presence of TRPV4 antagonist 
(Fig. 8).

(See figure on next page.)
Fig. 9 Effects of hippocampal astrocyte‑specific NFIA knockdown on 4‑AP‑induced seizure and neuronal damage in mice. A Scheme 
of experiments in 4‑AP‑induced seizure mouse model. 4‑AP‑induced behavioral observation including Bi seizure grade, Bii seizure latency and Biii 
seizure duration in mice with hippocampal delivery of rAAV‑ GfaABC1D‑sh.NC (n = 6) or rAAV‑GfaABC1D‑sh.NFIA (n = 5), *P < 0.05, **P < 0.01, 
Student’s t test. Representative EEG recordings (C) in mice infected with rAAV‑GfaABC1D‑sh.NC (n = 6 for both ip. saline and ip. 4‑AP group) 
or rAAV‑GfaABC1D‑sh.NFIA (n = 5 for both ip. saline and ip. 4‑AP group). HE (D) and Nissl (E) staining in the hippocampal tissues from the mice 
infected with rAAV‑GfaABC1D‑sh.NC (n = 6 for both ip. saline and ip. 4‑AP group) or rAAV‑GfaABC1D‑sh.NFIA (n = 5 for both ip. saline and ip. 4‑AP 
group), showing 4‑AP‑induced neuronal damage in DG and hilus from the mice infected with rAAV‑GfaABC1D‑sh.NFIA is significantly alleviated 
compared with that in rAAV‑GfaABC1D‑sh.NC‑infected group, **P < 0.01, ****P < 0.0001 one‑way ANOVA
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Fig. 10 Schematic diagram of NFIA‑TRPV4 signal mediating astrocyte reactivity to promote 4‑AP induced epilepsy in mice. (left) In exposure 
of 4‑AP, NFIA in astrocytes is upregulated and binds to TRPV4 promoter to increase TRPV4 expression, thereby remodeling astrocyte reactivity 
and increasing the expression of its proinflammatory cytokines, aggravating neuroinflammation to increase aberrant neuronal discharge, epileptic 
symptom and neuronal damage. (right) NFIA deficiency in astrocytes downregulates TRPV4 expression and inhibits the release of proinflammatory 
cytokines from reactive astrocyte, therefore attenuating neuroinflammation to improve epileptic symptoms and neuronal loss
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Conclusions
Collectively, our results validate that NFIA transcription-
ally regulate the expression of TRPV4 and disclose firstly 
that NFIA and TRPV4 coordinate to dictate hippocam-
pal astrocyte responses after 4-AP insult in a cell-specific 
pattern, which may aid in our understanding how human 
epileptogenic insult maps genetic programs to aggravate 
epileptogenesis and provides a promising therapeutic 
strategy for the development of antiseizure drugs that 
can limit seizure recurrent.
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Additional file 1: Figure S1. The interference efficiency measurement 
of si.NFIA in mice. (A) Schema of si.NC/ NFIA delivery into the hippocam‑
pus region in mice. Representative immunoblot bands of NFIA (Bi) and 
its band density analysis (Bii) (n = 3, *** P < 0.001, One‑way ANOVA). 
Figure S2. Effects of intraperitoneal 4‑AP on NFIA expression in mouse 
hippocampal neurons and microglia. A Representative confocal images 
showing  NFIA+ neurons and B  NFIA+ microglia in hippocampal CA1, CA2, 
CA3 and DG from the mice with ip.4‑AP or saline. (n = 6 for each group, 
Student’s t test). Figure S3. Effects of NFIA deficiency on the conversion of 
the astrocytic phenotype induced by 4‑AP. A Scheme of primary astrocyte 
preparation for immunofluorescent staining and protein analysis. B 
Representative confocal images (Bi) of GFAP and C3 and the fluorescence 
intensity analysis of (Bii) GFAP and (Biii) C3 in primary cultured astrocytes 
transfected with si.NC or si.NFIA in the presence or absence of 4‑AP (n = 6 
for each group, ***p < 0.001, One‑way ANOVA). Representative immu‑
noblot bands (Ci) of S100A10, GFAP, NFIA and C3, and the band density 
analysis of NFIA (Cii), GFAP (Ciii), S100A10 (Civ) and C3 (Cv) in primary cul‑
tured astrocytes transfected with si.NC or si.NFIA in 4‑AP exposure or not 
(n = 3 for each group, **P < 0.01, ***P < 0.001, One‑way ANOVA). Figure S4. 
Effects of 4‑AP on the expression of NFIA and TRPV4 in mouse hippocam‑
pal tissues and in primary cultured astrocytes. A The qPCR analysis show‑
ing mRNA levels of NFIA (Ai) and TRPV4 (Aii) in the hippocampus from the 
mice with intraperitoneal 4‑AP or saline injection (n = 5 for each group. * 
P < 0.05, ** P < 0.01, Student’s t test). Representative immunoblot bands 
(Bi) and the band intensity analysis exhibiting protein levels of GFAP (Bii), 

NFIA (Biii) and TRPV4 (Biv) in hippocampal tissues from the mice with 
intraperitoneal 4‑AP or saline injection (n = 3 for each group, *** P < 0.001, 
Student’s t test). Representative confocal immunofluorescent images of 
NFIA (Ci) and TRPV4 (Cii) and their immunofluorescence intensity analysis 
in primary cultured astrocytes with or without 4‑AP treatment (n = 6 for 
each group, ***P < 0.001, Student’s t test). The qPCR analysis of NFIA (Di) 
and TRPV4 (Dii) mRNA levels in primary cultured astrocytes with or with‑
out 4‑AP treatment (n = 4 for each group, *P < 0.05, **P < 0.01, Student’s t 
test). Representative immunoblot bands (Ei) of NFIA and TRPV4 in primary 
cultural astrocytes with or without 4‑AP treatment and the band density 
analysis of NFIA (Eii), GFAP (Eiii) and TRPV4 (Eiv) (n = 3 for each group, 
*P < 0.05, **P < 0.01, ***P < 0.001, Student’s t test). Figure S5. Effects of 
hippocampal si.NFIA treatment on the expression of TRPV4. A Representa‑
tive immunoblot bands of NFIA and TRPV4 in hippocampal tissues from 
the mice treated with si.NC or si.NFIA and their band density analysis (B) 
(n = 3 for each group, ***P < 0.001, Student’s t test). Figure S6. Effects of 
astrocytic NFIA knockdown on TRPV4 upregulation and cytosolic calcium 
level. A Representative immunoblot bands of NFIA and TRPV4, and the 
band density analysis of NFIA and TRPV4 in astrocytes transfected with 
si.NC or si.NFIA in the presence or absence of 4‑AP (n = 3 for each group, 
**P < 0.001, ***P < 0.001, ****P < 0.0001, One‑way ANOVA). Bi Representa‑
tive confocal images of the  Ca2+ indicator Fluo 4 and the fluorescence 
intensity analysis (Bii) showing the basal  Ca2+ level in primary cultured 
astrocytes transfected with si.NC or si.NFIA in the presence or absence 
of 4‑AP (n = 8 for each group, *p < 0.05, ****p < 0.0001, One‑way ANOVA). 
Figure S7. Hippocampal astrocytic NFIA knockdown via rAAV infection 
targeting astrocyte. A Scheme of experiments on hippocampal rAAV deliv‑
ery and immunofluorescent staining. B Representative confocal images of 
immunofluorescent staining showing NFIA expression in rAAV‑GfaABC1D‑
sh.NC‑infected group versus rAAV‑GfaABC1D‑sh. NFIA‑infected group.

Author contributions
SK, BWP and TXC conceived and designed the experiments. SK, XLJ, MLZ 
performed the experiments. SK, XLC, JYL analyzed the data. XHH, JY, SH, WHL, 
YML, YTF, TZ contributed to the reagents, materials, and analysis tools. SK, BWP 
and TXC wrote the manuscript. All authors reviewed and approved the final 
manuscript.

Funding
This research is supported by the Natural Science Foundation of China (Grant 
No. 82171452), Translational Medicine and Interdisciplinary Research Joint 
Fund of Zhongnan Hospital of Wuhan University (Grant No. ZNJC202230), 
2023–2024 Key Project of Hubei Provincial Administration of Traditional Chi‑
nese Medicine (Grant No. ZY2023Z018), Medical Research Project of Wuhan 
Municipal Health Commission (No. S202103180002).

Availability of data and materials
All data used in this manuscript are available from the corresponding author 
on reasonable request.

Declarations

Ethics approval and consent to participate
The animal study was reviewed and approved by the Care and Use Commit‑
tee of Wuhan University Medical School and the National Institutes of Health 
guide for the care and use of Laboratory animals. Human brain specimens 
were collected at the Department of Neurosurgery of Zhongnan Hospital 
(Wuhan University, Wuhan, China) after the patients had given informed con‑
sent. All experiments involving human were performed in accordance with 
the Declaration of Helsinki and have been approved by Medical Ethics Com‑
mittee, Zhongnan Hospital of Wuhan University (Scientific Ethical Approval 
[2019059]).

Consent for publication
Not applicable.

https://doi.org/10.1186/s12974-023-02909-4
https://doi.org/10.1186/s12974-023-02909-4


Page 21 of 22Kong et al. Journal of Neuroinflammation          (2023) 20:247  

Competing interests
The authors have no competing interests to report. We confirm that we have 
read the Journal’s position on issues involved in ethical publication and affirm 
that this report is consistent with those guidelines.

Author details
1 Department of Physiology, Hubei Provincial Key Laboratory of Developmen‑
tally Originated Disease, School of Basic Medical Sciences, Wuhan University, 
Wuhan, China. 2 Department of Pathophysiology, School of Basic Medical 
Sciences, Wuhan University, Wuhan, China. 3 Department of Immunology, 
School of Basic Medical Sciences, Wuhan University, Wuhan, China. 4 Depart‑
ment of Neurology, Zhongnan Hospital, Wuhan University, Donghu Road 
169#, Wuhan 430071, China. 5 Department of Neurology, People’s Hospital 
of Dongxihu District, Wuhan 430040, Hubei, China. 

Received: 4 March 2023   Accepted: 26 September 2023

References
 1. Wang Z, Zhou L, An D, Xu W, Wu C, Sha S, Li Y, Zhu Y, Chen A, Du Y, et al. 

TRPV4‑induced inflammatory response is involved in neuronal death 
in pilocarpine model of temporal lobe epilepsy in mice. Cell Death Dis. 
2019;10:386.

 2. Guo A, Zhang H, Li H, Chiu A, Garcia‑Rodriguez C, Lagos CF, Saez JC, Lau 
CG. Inhibition of connexin hemichannels alleviates neuroinflammation 
and hyperexcitability in temporal lobe epilepsy. Proc Natl Acad Sci USA. 
2022;119: e2213162119.

 3. Thijs RD, Surges R, O’Brien TJ, Sander JW. Epilepsy in adults. Lancet. 
2019;393:689–701.

 4. Perelroizen R, Philosof B, Budick‑Harmelin N, Chernobylsky T, Ron A, 
Katzir R, Shimon D, Tessler A, Adir O, Gaoni‑Yogev A, et al. Astrocyte 
immunometabolic regulation of the tumour microenvironment drives 
glioblastoma pathogenicity. Brain. 2022;145:3288–307.

 5. Schirmer L, Schafer DP, Bartels T, Rowitch DH, Calabresi PA. Diversity 
and function of glial cell types in multiple sclerosis. Trends Immunol. 
2021;42:228–47.

 6. Devinsky O, Vezzani A, Najjar S, De Lanerolle NC, Rogawski MA. Glia and 
epilepsy: excitability and inflammation. Trends Neurosci. 2013;36:174–84.

 7. Escartin C, Galea E, Lakatos A, O’Callaghan JP, Petzold GC, Serrano‑Pozo 
A, Steinhauser C, Volterra A, Carmignoto G, Agarwal A, et al. Reactive 
astrocyte nomenclature, definitions, and future directions. Nat Neurosci. 
2021;24:312–25.

 8. Cahoy JD, Emery B, Kaushal A, Foo LC, Zamanian JL, Christopherson 
KS, Xing Y, Lubischer JL, Krieg PA, Krupenko SA, et al. A transcriptome 
database for astrocytes, neurons, and oligodendrocytes: a new resource 
for understanding brain development and function. J Neurosci. 
2008;28:264–78.

 9. Serrano‑Perez MC, Martin ED, Vaquero CF, Azcoitia I, Calvo S, Cano E, 
Tranque P. Response of transcription factor NFATc3 to excitotoxic and 
traumatic brain insults: identification of a subpopulation of reactive 
astrocytes. Glia. 2011;59:94–107.

 10. Priego N, Zhu L, Monteiro C, Mulders M, Wasilewski D, Bindeman W, 
Doglio L, Martinez L, Martinez‑Saez E, Ramon YCS, et al. STAT3 labels a 
subpopulation of reactive astrocytes required for brain metastasis. Nat 
Med. 2018;24:1024–35.

 11. Shandra O, Winemiller AR, Heithoff BP, Munoz‑Ballester C, George 
KK, Benko MJ, Zuidhoek IA, Besser MN, Curley DE, Edwards GF 3rd, 
et al. Repetitive diffuse mild traumatic brain injury causes an atypical 
astrocyte response and spontaneous recurrent seizures. J Neurosci. 
2019;39:1944–63.

 12. Liu XX, Yang L, Shao LX, He Y, Wu G, Bao YH, Lu NN, Gong DM, Lu YP, Cui 
TT, et al. Endothelial Cdk5 deficit leads to the development of spontane‑
ous epilepsy through CXCL1/CXCR2‑mediated reactive astrogliosis. J Exp 
Med. 2020;217: e20180992.

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

 14. Vezzani A, Ravizza T, Bedner P, Aronica E, Steinhauser C, Boison D. 
Astrocytes in the initiation and progression of epilepsy. Nat Rev Neurol. 
2022;18:707–22.

 15. Tchieu J, Calder EL, Guttikonda SR, Gutzwiller EM, Aromolaran KA, Stein‑
beck JA, Goldstein PA, Studer L. NFIA is a gliogenic switch enabling rapid 
derivation of functional human astrocytes from pluripotent stem cells. 
Nat Biotechnol. 2019;37:267–75.

 16. Laug D, Huang TW, Huerta NAB, Huang AY, Sardar D, Ortiz‑Guzman J, 
Carlson JC, Arenkiel BR, Kuo CT, Mohila CA, et al. Nuclear factor I‑A regu‑
lates diverse reactive astrocyte responses after CNS injury. J Clin Invest. 
2019;129:4408–18.

 17. Huang AY, Woo J, Sardar D, Lozzi B, Bosquez Huerta NA, Lin CJ, Felice D, 
Jain A, Paulucci‑Holthauzen A, Deneen B. Region‑specific transcriptional 
control of astrocyte function oversees local circuit activities. Neuron. 
2020;106(992–1008): e1009.

 18. Zeng ML, Cheng JJ, Kong S, Yang XL, Jia XL, Cheng XL, Chen L, He FG, 
Liu YM, Fan YT, et al. Inhibition of transient receptor potential vanilloid 4 
(TRPV4) mitigates seizures. Neurotherapeutics. 2022;19:660–81.

 19. Yu Y, Li L, Nguyen DT, Mustafa SM, Moore BM, Jiang J. Inverse agonism of 
cannabinoid receptor type 2 confers anti‑inflammatory and neuroprotec‑
tive effects following status epileptics. Mol Neurobiol. 2020;57:2830–45.

 20. Lo AC, Rajan N, Gastaldo D, Telley L, Hilal ML, Buzzi A, Simonato M, Achsel 
T, Bagni C. Absence of RNA‑binding protein FXR2P prevents prolonged 
phase of kainate‑induced seizures. EMBO Rep. 2021;22: e51404.

 21. Yang XL, Zeng ML, Shao L, Jiang GT, Cheng JJ, Chen TX, Han S, Yin J, 
Liu WH, He XH, Peng BW. NFAT5 and HIF‑1alpha coordinate to regulate 
NKCC1 expression in hippocampal neurons after hypoxia‑ischemia. Front 
Cell Dev Biol. 2019;7:339.

 22. Codadu NK, Parrish RR, Trevelyan AJ. Region‑specific differences and 
areal interactions underlying transitions in epileptiform activity. J Physiol. 
2019;597:2079–96.

 23. Heuzeroth H, Wawra M, Fidzinski P, Dag R, Holtkamp M. The 4‑amino‑
pyridine model of acute seizures in vitro elucidates efficacy of new 
antiepileptic drugs. Front Neurosci. 2019;13:677.

 24. Lee KL, Abiraman K, Lucaj C, Ollerhead TA, Brandon NJ, Deeb TZ, Maguire 
J, Moss SJ. Inhibiting with‑no‑lysine kinases enhances K+/Cl‑ cotrans‑
porter 2 activity and limits status epilepticus. Brain. 2022;145:950–63.

 25. Shao L, Jiang GT, Yang XL, Zeng ML, Cheng JJ, Kong S, Dong X, Chen TX, 
Han S, Yin J, et al. Silencing of circIgf1r plays a protective role in neuronal 
injury via regulating astrocyte polarization during epilepsy. FASEB J. 
2021;35: e21330.

 26. Plachez C, Lindwall C, Sunn N, Piper M, Moldrich RX, Campbell CE, Osinski 
JM, Gronostajski RM, Richards LJ. Nuclear factor I gene expression in the 
developing forebrain. J Comp Neurol. 2008;508:385–401.

 27. Zhao J, Sun J, Zheng Y, Zheng Y, Shao Y, Li Y, Fei F, Xu C, Liu X, Wang S, 
et al. Activated astrocytes attenuate neocortical seizures in rodent mod‑
els through driving Na(+)‑K(+)‑ATPase. Nat Commun. 2022;13:7136.

 28. Lu W, Quintero‑Rivera F, Fan Y, Alkuraya FS, Donovan DJ, Xi Q, Turbe‑Doan 
A, Li QG, Campbell CG, Shanske AL, et al. NFIA haploinsufficiency is asso‑
ciated with a CNS malformation syndrome and urinary tract defects. PLoS 
Genet. 2007;3: e80.

 29. Cohen‑Kashi Malina K, Jubran M, Katz Y, Lampl I. Imbalance between exci‑
tation and inhibition in the somatosensory cortex produces postadapta‑
tion facilitation. J Neurosci. 2013;33:8463–71.

 30. Sukenik N, Vinogradov O, Weinreb E, Segal M, Levina A, Moses E. Neuronal 
circuits overcome imbalance in excitation and inhibition by adjusting 
connection numbers. Proc Natl Acad Sci USA. 2021;118: e2018459118.

 31. Alvestad S, Hammer J, Qu H, Haberg A, Ottersen OP, Sonnewald U. 
Reduced astrocytic contribution to the turnover of glutamate, glutamine, 
and GABA characterizes the latent phase in the kainate model of tempo‑
ral lobe epilepsy. J Cereb Blood Flow Metab. 2011;31:1675–86.

 32. Eyo UB, Haruwaka K, Mo M, Campos‑Salazar AB, Wang L, Speros XS, Sabu 
S, Xu P, Wu LJ. Microglia provide structural resolution to injured dendrites 
after severe seizures. Cell Rep. 2021;35:109080.

 33. Kang P, Lee HK, Glasgow SM, Finley M, Donti T, Gaber ZB, Graham BH, Fos‑
ter AE, Novitch BG, Gronostajski RM, Deneen B. Sox9 and NFIA coordinate 
a transcriptional regulatory cascade during the initiation of gliogenesis. 
Neuron. 2012;74:79–94.

 34. Lee J, Hoxha E, Song HR. A novel NFIA‑NFkappaB feed‑forward loop 
contributes to glioblastoma cell survival. Neuro Oncol. 2017;19:524–34.

 35. Yang XL, Wang X, Shao L, Jiang GT, Min JW, Mei XY, He XH, Liu WH, Huang 
WX, Peng BW. TRPV1 mediates astrocyte activation and interleukin‑
1beta release induced by hypoxic ischemia (HI). J Neuroinflammation. 
2019;16:114.



Page 22 of 22Kong et al. Journal of Neuroinflammation          (2023) 20:247 

•
 
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: 

 36. Li W, Xu Y, Liu Z, Shi M, Zhang Y, Deng Y, Zhong X, Chen L, He J, Zeng J, 
et al. TRPV4 inhibitor HC067047 produces antidepressant‑like effect in 
LPS‑induced depression mouse model. Neuropharmacology. 2021;201: 
108834.

 37. Zhu J, Yang Y, Ma W, Wang Y, Chen L, Xiong H, Yin C, He Z, Fu W, Xu R, Lin 
Y. Antiepilepticus effects of tetrahedral framework nucleic acid via inhibi‑
tion of gliosis‑induced downregulation of glutamine synthetase and 
increased AMPAR internalization in the postsynaptic membrane. Nano 
Lett. 2022;22:2381–90.

 38. Kumar H, Lee SH, Kim KT, Zeng X, Han I. TRPV4: a sensor for homeostasis 
and pathological events in the CNS. Mol Neurobiol. 2018;55:8695–708.

 39. Shi M, Du F, Liu Y, Li L, Cai J, Zhang GF, Xu XF, Lin T, Cheng HR, Liu XD, 
et al. Glial cell‑expressed mechanosensitive channel TRPV4 medi‑
ates infrasound‑induced neuronal impairment. Acta Neuropathol. 
2013;126:725–39.

 40. Li Q, Cheng Y, Zhang S, Sun X, Wu J. TRPV4‑induced Muller cell gliosis and 
TNF‑alpha elevation‑mediated retinal ganglion cell apoptosis in glauco‑
matous rats via JAK2/STAT3/NF‑kappaB pathway. J Neuroinflammation. 
2021;18:271.

 41. Wang S, He H, Long J, Sui X, Yang J, Lin G, Wang Q, Wang Y, Luo Y. TRPV4 
regulates soman‑induced status epilepticus and secondary brain 
injury via NMDA receptor and NLRP3 inflammasome. Neurosci Bull. 
2021;37:905–20.

 42. Huang T, Xu T, Wang Y, Zhou Y, Yu D, Wang Z, He L, Chen Z, Zhang 
Y, Davidson D, et al. Cannabidiol inhibits human glioma by induc‑
tion of lethal mitophagy through activating TRPV4. Autophagy. 
2021;17:3592–606.

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


	Cell-specific NFIA upregulation promotes epileptogenesis by TRPV4-mediated astrocyte reactivity
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Animals
	Human brain specimens
	Hippocampal stereotactic injection and electrode implantation
	Mouse model of acute seizure
	Whole-cell patch recording
	Immuno-histological assay
	Primary cell culture
	Astrocytic transfection
	Fluorescent calcium imaging and quantification
	Immunofluorescence staining assay
	Western blot measurement and density analysis
	Quantitative real-time PCR
	Chromatin immunoprecipitation (ChIP)
	Statistical analysis

	Results
	NFIA knockdown attenuates 4-AP-induced seizure and neuronal damage
	NFIA knockdown prevents hippocampal neurons from increased excitation induced by 4-AP
	4-AP-induced NFIA upregulation is cell-specific in mouse hippocampal astrocytes
	NFIA knockdown reverses 4-AP-induced hippocampal astrocyte state transition
	Both NFIA and TRPV4 are upregulated in TLE patients and 4-AP-induced seizure mouse model
	Astrocytic NFIA knockdown prevents TRPV4 upregulation and its calcium activity
	Astrocytic NFIA transcriptionally regulates TRPV4 expression by direct binding to its promoter
	Functional TRPV4 is required for NFIA-regulated astrocyte state transition
	Hippocampal astrocytic NFIA knockdown attenuates 4-AP-induced seizure and neuronal damage

	Discussion
	Conclusions
	Anchor 35
	References


