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The Biomedicines Special Issue (BSI) of “Pathogenesis and Targeted Therapy of Epilepsy”
seeks papers providing new insights into the roles of voltage-gated and ligand-gated ion
channels and their related signaling in the pathogenesis and pathophysiology of acquired
epilepsy and inherited epilepsy. We are pleased that several renowned researchers have
contributed to this first edition of BSI, comprising seven original articles and four reviews.
Topics in this BSI include the identification of altered postsynaptic glutamate receptors
as a potential mechanism underlying epileptogenesis in the hippocampus using the 4-
aminopyridine in vitro model of epileptiform activity [1]. Another report suggests the
activation of Ca?*-activated chloride channels as a novel cellular mechanism for suppress-
ing acoustically evoked generalized tonic-clonic seizures in the strain of the genetically
epilepsy-prone rats exhibiting moderated seizure severity [2]. Using another model of
acoustically evoked seizures (Wistar Audiogenic Rat, WAR), Lazarini-Lopes et al. [3] report
that TRPV1 channels might contribute to the cellular mechanism underlying epileptoge-
nesis and anxiety-like behavior following repetitive episodes of seizures. Furthermore,
a comprehensive review discusses the relationship between acoustically evoked seizure
susceptibility and post-ictal catalepsy and motor hyperactivity [4]. In another token, Kim
and Kang [5] provide evidence of an upregulation of tandem of the P domain in weak
inwardly rectifying K* channels (TWIK)-related acid-sensitive K*-1 (TASK-1) channels in
hippocampal CA1 astrocytes in the pilocarpine post-status epilepticus model of temporal
lobe epilepsy. Another report from the same group reveals that co-treatment with an
elective TASK-1 inhibitor and levetiracetam (LEV) reduced the severity of LEV refractory
seizures. Additional studies from Kim et al. [6] provide evidence that dysregulation of
AKT/GSK3b/CREB-mediated glutamate ionotropic receptor AMPA type 1 subunit (GRIA1)
surface expression may contribute to AMPA receptor antagonists’ refractory seizures in
the pilocarpine model of temporal lobe epilepsy. Similarly, dysregulation of PP2B-ERK1/2-
SGK1-NEDD4-2-mediated GRIA1 ubiquitination may also contribute to AMPA receptor
antagonists’ refractory seizures [7]. In a model of traumatic brain injury (TBI), Wang
et al. [6] report that peripheral infection after TBI increases neuronal excitability and fa-
cilitates post-traumatic epileptogenesis in the pentylenetetrazole model of seizures [8].
Furthermore, Ndoke-Ekane et al. [9] provide evidence that magnetic resonance imaging
(MRI) improves the placement accuracy of intracerebral electrode implantation and that
chronically implanted electrodes do not increase cortical and hippocampal atrophy in a rat
model of post-traumatic epilepsy. A review by Yamanaka et al. [10] discusses the neuroin-
flammatory role of brain pericytes in epilepsy. Finally, another study by Bucknix et al. [11]
examines the potential mechanisms underlying the anticonvulsant effects mediated by the
orexigenic peptide ghrelin.

Epilepsies are disorders of neuronal excitability characterized by the occurrence of
spontaneous, repeated episodes of seizures, and their incidence rate continues to increase
yearly. Although many antiseizure medications (ASM) are available, about 30% of epileptic
patients have ASM-refractory seizures. Thus, there is a need to develop new therapies to
mitigate epileptogenesis and ASM-refractory seizures based on novel molecular targets
for controlling neuronal hyperexcitability that leads to seizures. This first edition of BSI
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provides evidence of novel molecular targets for controlling epileptogenesis, generalized
tonic-clonic seizures, and ASM-refractory seizures.
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Abstract: Even brief epileptic seizures can lead to activity-dependent structural remodeling of neural
circuitry. Animal models show that the functional plasticity of synapses and changes in the intrinsic
excitability of neurons can be crucial for epileptogenesis. However, the exact mechanisms underlying
epileptogenesis remain unclear. We induced epileptiform activity in rat hippocampal slices for 15 min
using a 4-aminopyridine (4-AP) in vitro model and observed hippocampal hyperexcitability for at
least 1 h. We tested several possible mechanisms of this hyperexcitability, including changes in
intrinsic membrane properties of neurons and presynaptic and postsynaptic alterations. Neither
input resistance nor other essential biophysical properties of hippocampal CA1 pyramidal neurons
were affected by epileptiform activity. The glutamate release probability also remained unchanged, as
the frequency of miniature EPSCs and the paired amplitude ratio of evoked responses did not change
after epileptiform activity. However, we found an increase in the AMPA /NMDA ratio, suggesting
alterations in the properties of postsynaptic glutamatergic receptors. Thus, the increase in excitability
of hippocampal neural networks is realized through postsynaptic mechanisms. In contrast, the
intrinsic membrane properties of neurons and the probability of glutamate release from presynaptic
terminals are not affected in a 4-AP model.

Keywords: temporal lobe epilepsy; hippocampus; 4-aminopyridine; epilepsy model; long-term
potentiation; AMPA receptor

1. Introduction

A significant number of cases of temporal lobe epilepsy in humans develop in healthy
people as a result of injury or disease. Acquired epilepsy is often a progressive disease
that is resistant to pharmacological treatment [1]. Therefore, it is crucial to know the initial
molecular and cellular abnormalities specific to epileptogenesis. Based on this knowledge,
more promising therapeutic strategies for the prevention of acquired temporal lobe epilepsy
can be developed [2,3].

In vitro brain tissue preparations allow the simple and accessible study of brain
networks and provide an opportunity to understand the brain’s molecular and cellular
mechanisms of functioning in health and disease with detail that is unattainable in vivo.
Therefore, in vitro brain slices are generally recognized as an optimal model for study-
ing epileptiform activity in the brain tissue [4]. Among multiple in vitro models, many
researchers utilized a 4-aminopyridine (4-AP)-based model to successfully induce epilep-
tiform activity in the hippocampus and cortical areas [5-8]. 4-AP blocks voltage-gated
potassium channels Kv1.1, Kv1.2, and Kv1.4, which are particularly important for action
potential repolarization. This, in turn, promotes the enhanced release of glutamate and,
therefore, an overactivation of glutamate receptors [9]. At the same time, GABA-mediated
transmission paradoxically facilitates neuronal hyperexcitation in 4-AP-based epilepsy
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models [8]. Ultimately, both pyramidal neurons and interneurons seem to contribute to the
generation of 4-AP-induced epileptiform activity [10-12].

Even relatively short seizures can lead to activity-dependent structural remodeling of
neural circuits, resulting in increased network excitability. Although most mesial temporal
lobe structures are highly susceptible to seizures, the hippocampal area demonstrates the
heaviest damage in response to seizure activity [13,14]. Several mechanisms can provoke
changes in the excitability of neuronal networks, including changes in intrinsic neuronal
excitability [15-17], potentiation of excitatory synaptic contacts [9,18-21], changes in synap-
tic inhibition [22-25], and cell loss and sprouting of axons [26-28]. However, relatively
little is known about the precise mechanisms of the network excitability increase resulting
from a brief episode of epileptic activity—what specific changes occur at presynaptic and
postsynaptic levels, and how these changes affect hippocampal circuit functioning.

In the present study, using a 4-aminopyridine model of epileptiform activity in vitro,
we experimentally investigated mechanisms involved in the increased neuronal excitability
in the CA1 hippocampal area. We focused on the alternations that persist 1 h after the
short-term epileptiform activity.

2. Materials and Methods
2.1. Animals and Brain Slice Preparation

Juvenile Wistar rats (postnatal days 21-23) were used in this study. All the experiments
were carried out according to the Guidelines on the Treatment of Laboratory Animals effec-
tive at the Sechenov Institute of Evolutionary Physiology and Biochemistry of the Russian
Academy of Sciences. These guidelines comply with Russian and international standards.

Acute brain slices were obtained as previously described [29]. In brief, rats were
decapitated and the brains were quickly removed and placed in ice-cold oxygenated
(95% Oy: 5% COy) artificial cerebrospinal fluid (ACSF) containing (in mM) 126 NaCl,
24 NaHCO3, 2.5 KCl, 2 CaCly, 1.25 NaH;POy4, 1 MgSOy, and 10 dextrose. Horizontal
entorhinal-hippocampal brain slices (300-350 um) were prepared with Microm HM 650V
vibratome (Microm, Dreieich, Germany) and allowed to recover for 1 h before electrophysi-
ological experiments began.

2.2. Induction of Short-Term Epileptiform Activity In Vitro

Epileptiform activity was induced by an epileptogenic low-magnesium solution with
the voltage-gated potassium ion channel inhibitor 4-AP. The solution contained the fol-
lowing (in mM): 120 NaCl, 8.5 KCl, 1.25 NaH,POy, 0.25 MgSOy, 2 CaCl,, 24 NaHCO;,
10 dextrose, and 0.05 4-AP. This solution induced epileptiform activity in the slice with a
delay of 3-5 min. The brain slices were kept in this solution for 20 min at 30 °C. After that,
the slices were washed in ACSF for 1 h. All solutions were oxygenated (95% O, /5% CO»).

2.3. Field Excitatory Postsynaptic Potential (fEPSP) Recordings

Field EPSPs were registered from the CA1 stratum radiatum using a glass microelec-
trode (0.2-1.0 MQ)) filled with ACSF. Synaptic responses were evoked by local extracellular
stimulation of the Schaffer collaterals using a bipolar twisted stimulating electrode made
of insulated nichrome wire (0.7 mm in diameter). The stimulating electrode was placed
in the stratum radiatum at the CA1-CA2 border at 1 mm from the recording electrode.
The dependence of fEPSP amplitude and the fiber volleys (FVs) amplitude on stimulation
strength was determined by increasing the current intensity from 25 to 300 pA with a step
of 25 pA via an A365 stimulus isolator (World Precision Instruments, Sarasota, FL, USA).
Responses were recorded with the Model 1800 Microelectrode AC Amplifier (A-M Sys-
tems, Carlsborg, WA, USA). They were digitized with ADC/DAC NI USB-6211 (National
Instruments, Austin, TX, USA) using WinWCP v5 software (University of Strathclyde,
Glasgow, UK). As previously described [17], the maximum rise slope of the input-output
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(I/0) relationships (fEPSP amplitude vs. FV amplitude) was calculated for every slice by
fitting with a sigmoidal Gompertz function:

f {1; ok, Iinfz} _ Mﬂ,( k(=T £1)) M
where e is Euler’s number (e = 2.71828 ... ), a is the asymptote of the maximum response
amplitude, Iz is the inflection current (in pA), which was the value of the stimulation
current at which the maximum slope of the curve was observed, and k is the positive
number that determines the slope of the curve. The maximum slope of the curve (in
Hz/pA) was calculated as a x k/e.

2.4. Patch-Clamp Experiments

CA1 hippocampal pyramidal neurons were identified using a Zeiss Axioscop 2 micro-
scope (Zeiss; Oberkochen, Germany) equipped with differential interference contrast optics
and the video camera PointGrey Grasshopper3 GS3-U3-2356M-C (FLIR Integrated Imaging
Solutions Inc., Wilsonville, OR, USA). Signals were recorded using a Multiclamp 700B
(Molecular Devices, Sunnyvale, CA, USA) patch-clamp amplifier and an NI USB-6343 A/D
converter (National Instruments, Austin, TX, USA) using WinWCP 5 software (University
of Strathclyde, Glasgow, UK).

Patch pipettes with tip resistance 2-5 M() were pulled from borosilicate filamented
glass capillaries (World Precision Instruments, Sarasota, FL, USA) using a P-1000 Mi-
cropipette Puller (Sutter Instrument; Novato, CA, USA). The intracellular patch pipette
solution for whole-cell recordings contained (in mM) 136 K-Gluconate, 10 NaCl, 5 EGTA,
10 HEPES, 4 ATP-Mg, and 0.3 GTP; pH was adjusted to 7.25 with KOH. A cesium-
methanesulfonate-based intracellular patch pipette solution was used for the recordings of
the AMPAR- and NMDAR-mediated currents; the composition, in mM, was 127 CsMeSQOy,
10 NaCl, 5 EGTA, 10 HEPES, 6 QX314, 4 ATP-Mg, and 0.3 GTP; pH was adjusted to 7.25
with CsOH. Access resistance was typically 10-15 MQ) and remained stable during the
experiments (< 30% increase) for all cells included in the analysis.

The synaptic responses were evoked with a bipolar stimulating electrode placed
at 100200 um from the recorded neuron. To evaluate the dependence of the AMPAR-
mediated response amplitude from the stimulation current, the AMPAR-mediated EPSCs
were recorded in the presence of an NMDAR channel blocker MK-801 (10 1M, Alomone
Labs, Jerusalem, Israel) at the holding potential of —56 mV, which is equal to the reversal
potential of GABAaR-mediated currents as it was found in our previous studies utilizing
the same pipette and extracellular solutions [12,21,30].

The dependence of the evoked EPSC (eEPSC) amplitude on stimulation strength was
determined by increasing the current intensity from 0 to 1000 pA via an A365 stimulus
isolator (WPI Inc., Blacksburg, VA, USA). The obtained dependence was fitted with a
sigmoid Gompertz function (Equation (1)).

In order to investigate the AMPA /NMDA ratio, the AMPAR-mediated EPSCs were
recorded at the holding potential of —80 mV in the presence of bicuculline (20 uM), a
GABAa receptor blocker. NMDAR-mediated EPSCs were recorded at +40 mV, in the
presence of bicuculline and DNQX (10 uM, Tocris Bioscience, Bristol, UK), an AMPAR
antagonist. The AMPA /NMDA ratio was calculated as a peak amplitudes ratio. Data were
analyzed with Clampfit 10.0 software (Molecular Devices, Sunnyvale, CA, USA).

Recordings of miniature EPSCs (mEPSCs) were done in the presence of tetrodotoxin
(TTX, 0.5 uM; Alomone Labs) and GABAR blockers (picrotoxin, 50 uM and bicuculline,
10 uM, Tocris Bioscience). Miniature events were detected and analyzed using Clampfit
10 software (Molecular Devices, Sunnyvale, CA, USA). The mEPSC amplitudes were
determined from the baseline to the peak.

Intrinsic membrane properties of neurons were evaluated from the voltage responses
to the series of 1500-ms current steps with 10-20 pA increments using custom scripts written



Biomedicines 2021, 9, 1374

in Wolfram Mathematica 10 (Wolfram Research, Champaign, IL, USA). Only neurons with
the typical regular-spiking pattern were included.

The resting membrane potential (Vrest, in mV) was measured as an averaged potential
before the current step application. The input resistance (Rinput; in MQ)) was calculated
as the voltage—current (V-1 ) curve slope. The membrane time constant (ty,; in ms) was
estimated by fitting a single exponential function to the voltage transient induced by the
—25 pA current step.

The firing rate—current (f/I) curves were used to describe the firing properties of
neurons. The firing rate was estimated as the number of action potentials per current
step. The rising part of the f/I curve was fitted with a sigmoidal Gompertz function
(Equation (1)).

2.5. Data Analysis and Statistics

The data were processed with Statistics 8 (StatSoft Inc., Tulsa, OK, USA), OriginPro 8
(OriginLab Corporation, Northampton, MA, USA), and Sigmaplot 12.5 (Systat Software
Inc., San Jose, CA, USA). Statistical significance was assessed using the Student’s ¢-test and
ANOVA as stated in the text. All data are presented as the mean with the standard error of
the mean. p < 0.05 was considered statistically significant.

3. Results
3.1. Epileptiform Activity in Entorhinal-Hippocampal Slices

This study investigated the short-term (within 1 h) effects of epileptiform activity
on synaptic and nonsynaptic plasticity in the hippocampus. Epileptiform activity in rat
entorhinal-hippocampal slices was induced by 20-min exposure to the 4-AP-containing
bath solution with altered extracellular ion concentrations (8.5 mM K*; 0.25 mM Mg2+).
As we have shown previously, this epileptogenic solution reliably induced discharges
in the rat entorhinal cortex approximately 7—10 min after application [30]. In the CA1
hippocampal area, the first discharges emerged even earlier, in 3-5 min (Figure 1). Thus,
the total duration of epileptiform activity in the hippocampal network was about 15 min.

Hippocampal CA1 stratum radiatum

20 mV| 20 mVl

10s 1s

(@) (b) (c)

Figure 1. Epileptiform activity in rat brain slices. (a) Representative recording of epileptiform activity in the CA1 hip-

pocampal area induced by the epileptogenic solution (local field potential (LFP) recording). (b,c) The interictal discharges
registered in CA1 pyramidal cells (whole-cell current-clamp recordings at different time scale).

3.2. Epileptiform Activity Increases the Gain of Input-Output Relationship in CA3-CA1 Synapses

One hour after washing the sections in Ringer’s solution, we examined the properties
of synaptic transmission in the hippocampal CA3-CA1 synapses. This time interval is
sufficient to trigger intracellular signaling cascades and induce plasticity [31].

We registered fEPSPs in response to extracellular stimulation of Shaffer collaterals
at a range of current intensities (Figure 2a). Even in one hour, the 4-AP-treated slices
(4-AP slices) exhibited significantly increased excitability compared with the control. Al-
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though the threshold of fEPSP initiation was similar in both groups (Figure 2b, control:
52 £ 2 pA, n =11; 4-AP-slices: 46 & 4 uA; n = 6; t-test = 1.49, p = 0.16), the amplitude of
fEPSP increased significantly faster with increasing stimulation current strength (Figure 3a,
repeated-measures ANOVA: F7 195 = 4.3, p < 0.001). In addition, the threshold of popula-
tion spike generation was much lower than that in the control slices (Figure 2c, control:
150 £ 21 pA, n = 11; 4-AP-slices: 58 £ 5 pA; n = 6; t-test = 3.18, p < 0.01).
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Figure 2. The effect of the short-term epileptiform activity on the basic synaptic transmission at CA3-
CA1 hippocampal synapses. (a) Examples of local field excitatory postsynaptic potentials (fEPSP)
recorded in stratum radiatum in control (CTRL) and after the period of the short-term epileptiform
activity (4-AP). On the right, the same recordings are shown with the shift. The arrows point to
the notches corresponding to the population spikes in the fEPSP recordings. Diagrams show the
threshold of fEPSP initiation (b) and the threshold of population spike generation (c). All the data
are presented as mean + standard error of the mean, and each dot represents an individual value.
**p < 0.01: A significant difference versus the control group (-test).



Biomedicines 2021, 9, 1374

=3 <"?]—o—CTRL
g Eo9{—*—4-AP
24 >
&_ L—g 06
5 4 303
g’ g
£ 500
S L A— ————
< 50 100 150 200 0 50 100 150 200
Stimulation current (uA) Stimulation current (uA)

(a) (b)

20, *

< 2.0 °
151

£

e 1.54 Q

&

& 1.0

S 0.5

=

2 o CTRL

£ 0.0 e 4-AP

< T T v - 0

00 02 04 06 CTRL 4-AP

Amplitude FV (mV)

(c) (d)

Figure 3. The effect of the short-term epileptiform activity on the basic synaptic transmission at
CA3-CA1 hippocampal synapses. (a) Stimulation response relationships for fEPSP amplitudes, and
(b) presynaptic fiber volley (FV), accordingly. (c,d) Changes in the maximal I/O slope after the period
of the short-term epileptiform activity * p < 0.05, a significant difference versus the control group
according to the Student’s t-test.

To determine whether this increase in synaptic strength could result from enhanced
presynaptic excitability, we have plotted the relationships between FV amplitude, a measure
of presynaptic axon depolarization, and stimulus strength in control and 4-AP-slices
(Figure 3b). We found that these relationships did not differ between the groups (effect of
epileptiform activity: Fq 195 = 3.4, p = 0.08), suggesting that the excitability of presynaptic
axons was not affected.

To estimate the efficacy of basal synaptic transmission, we assessed the average slope
of I/O curves plotted as fEPSP amplitudes vs. FV amplitudes (Figure 3¢c,d). Using a
sigmoidal Gompertz function [17] to determine the maximum rise slope of the curves, we
found that this value was significantly larger in 4-AP-slices (9 + 2) than in control ones
(4.8 £0.7,t =235, p = 0.03; Figure 3d).

Together, these data suggest that short-term epileptiform activity increases neuronal
excitability in the CA1 hippocampal area by increasing the synaptic efficacy in the CA3—
CAl synapses.

Next, we performed a similar experiment using the patch-clamp recording technique
(Figure 4). We determined the relationships between the amplitude AMPAR-mediated
eEPSCs and the stimulation current magnitude and then fitted them with the Gompertz
function (Figure 4a,b).
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Figure 4. The effect of a period of epileptiform activity on the AMPAR-mediated eEPSC. (a) A representative set of 11
AMPAR-mediated eEPSCs, induced by the stimulation current of the increasing magnitude (from 0 to 1000 nA with the step
of 100 nA). (b) The peak amplitude of AMPAR-mediated response vs. stimulus strength in control conditions and following
a period of epileptiform activity (1 = 10 for both cases). The data were normalized to the maximal response and fitted with
the Gomperz function (Equation (1)). (c) The parameters of the Gompertz function under control conditions and following
a period of epileptiform activity. A decrease in the inflection current (left) and an increase in the maximal slope of the curve
(right) were detected; * p < 0.05, a significant difference versus the control group according to the Student’s t-test.

In the presence of intact GABAergic transmission, we saw that following a period
of epileptiform activity, the inflection current was decreased, and the slope of the curve
was increased compared to the control (Figure 4c). These results indicate that smaller
stimulation currents could evoke the same amplitude AMPAR-mediated eEPSCs (Figure 4).

Several factors can potentially contribute to the increased excitability of pyramidal
neurons following epileptiform activity. This may be due to an increase in the probability
of glutamate release, the number of receptors on the postsynaptic membrane, or the input
resistance of the membrane. The latter would result in increased membrane depolarization
for the same amount of incoming current through the synaptic receptors.

3.3. Biophysical Properties of CA1 Pyramidal Neurons

The change in membrane properties may explain the fact that we observed a significant
increase in the amplitude of fEPSPs, but saw more minor changes in postsynaptic currents.
To estimate the effect of short-term epileptiform activity on biophysical properties of
hippocampal neurons, we recorded the responses of CA1 pyramidal neurons to current
steps (from —50 to +25 pA with an increment of 25 pA). We evaluated input resistance,
resting membrane potential, and membrane time constant (Figure 5). With the intact
inhibitory synaptic transmission, only a slight increase of the resting membrane potential
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from —61.8 £ 0.5 mV to —60.1 & 0.5 mV was detected following a period of seizures
(Figure 5b; t-test, p = 0.03), while the other two parameters were unaltered. No significant
changes in any of these parameters were detected in the presence of bicuculline, a GABAa
receptor blocker (Figure 5¢). The observed depolarizing effect of GABAergic transmission
may indicate that changes in the driving force of Cl~ ions that occur during epileptiform
activity [24] persist for at least one hour. Thus, epileptiform activity had almost no effect
on the subthreshold properties of the CA1 pyramidal neurons.
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Figure 5. Changes of the subthreshold membrane properties of the neurons following a period of epileptiform activity
induced by 4-aminopyridine-containing solution (4-AP). (a) A representative set of subthreshold responses to current steps
from —50 to +25 pA. The gray bar indicates the time interval used to obtain the average values of membrane potential for
the estimation of the input resistance. (b) Comparison of the membrane properties with the intact GABAergic synaptic
transmission. (c) The exact comparisons in the presence of bicuculline, a GABAa receptor blocker. Data are presented as
the mean with standard error of the mean. Each circle represents a value obtained in an individual neuron. * p < 0.05, a
significant difference versus the control group according to the Student’s t-test.
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Additionally, we investigated whether epileptiform activity affected the firing proper-
ties of hippocampal neurons (Figure 6). We fitted the rising parts of the f/I curve with the
Gompertz equation (Equation (1)) and investigated whether the obtained parameters were
altered after epileptiform activity (Figure 6a,b). We detected no significant changes in the
maximal slope, inflection current, and the maximal frequency of the AP generation, both
with intact GABAergic inhibition (Figure 6c) and in the presence of bicuculline (Figure 6d).
Taken together, these results indicate that a period of epileptiform activity did not change
the intrinsic excitability of CA1 neurons.
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Figure 6. The firing properties of CAl neurons do not change following a period of epileptiform activity induced by a
4-aminopyridine-containing solution (4-AP). (a) A representative set of voltage responses to depolarizing current steps was
used to obtain the f/I curve (b). The data were fitted with the Gompertz function. (c) The comparisons of the parameters of the
f/1 curves, obtained with the intact GABAergic synaptic transmission. (d) Same comparisons in the presence of bicuculline, a
GABAa receptor blocker. In both cases, no significant changes were detected (t-test was used for all comparisons).

11



Biomedicines 2021, 9, 1374

3.4. Presynaptic Properties of CA1 Pyramidal Neurons 1 H after the Epileptiform Activity

To assess possible changes in the probability of glutamate release, we measured
the frequency of mEPSCs and the paired-pulse ratio of eEPSCs. These parameters are
traditionally employed to evaluate the transmitter release probability [32].

The registration of mEPSCs was carried out in the presence of tetrodotoxin (0.5 uM)
and GABAa receptor blockers (picrotoxin, 50 pM and bicuculline, 10 uM; Figure 5a). Nei-
ther frequency (control: 0.21 £ 0.05 Hz; n = 7 vs. 4-AP—group: 0.18 + 0.03 Hz; n=7;
t-test = 0.55, p = 0.60) nor amplitude (control: 20.3 &= 1.0 pA; n = 7 vs. 4-AP-group:
226 £ 1.7pA; n =7; t-test = 1.17, p = 0.26) differed significantly from control values
(Figure 7).
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Figure 7. Properties of miniature excitatory postsynaptic currents (mEPSCs) 1 h after the period of short-term epileptiform
activity. (a) Miniature EPSCs registered in the CA1 pyramidal neuron in the control (left) and 1 h after epileptiform activity
(right). V,o1g = —80 mV. (b) Representative examples of averaged mEPSCs from control (black) and 4-AP (red) pyramidal
neurons. Graphs showing amplitude (c) and frequency (d) of mEPSCs in control (CTRL) and 1 h after epileptiform activity
(4-AP). Data are presented as the mean with standard error of the mean. Each circle represents a value obtained in an
individual neuron. No significant difference was detected between the control and 4-AP groups.

The eEPSC responses to paired stimuli are shown in Figure 8. There was no significant

change in PPR following epileptiform activity (control: 1.72 & 0.09; n = 11 vs. 4-AP group:
1.73 4+ 0.11; n = 9; t-test for independent samples = 0.02, p = 0.98).

12



Biomedicines 2021, 9, 1374

CTRL 4-AP
200 pA
(a) (b) 40 ms
2,5 -
0
22,0 - 0©
o -—0
D y
3151 &5
a
- 1,0 -
o
6_“ 0,5 -
n=11
0,0

CTRL 4-AP
(c)

Figure 8. The paired-pulse amplitude ratio (PPR) of eEPSC recorded in the CA1 region of rat hippocampus in control and
1 h after short-term epileptiform activity. Representative examples of CA1 pyramidal neuron responses to a paired stimulus
(inter-stimulus interval = 50 ms) in control (a) and 1 h after EA (b). (c) The bar graph shows PPR in control (CTRL) and 1 h
after epileptiform activity (4-AP). Data are presented as the mean with standard error of the mean. Each circle represents a
value obtained in an individual neuron. No significant difference was detected between the control and 4-AP groups.

The absence of differences in the frequency of mEPSCs and PPR indicates that the
probability of glutamate release from presynaptic terminals has not changed.

3.5. Postsynaptic Properties of CA1 Pyramidal Neurons

As shown above, in this model, epileptiform activity strongly enhances AMPAR-
mediated neurotransmission. Therefore, we tested whether epileptiform activity alters the
contribution of AMPAR- and NMDAR-mediated currents at the postsynaptic membrane.
We found that epileptiform activity leads to a significant increase in the AMPA /NMDA
ratio (Figure 9, control: 2.61 & 0.20; n = 10 vs. 4-AP group: 3.91 & 0.34; n = 9; t-test for
independent samples = 3.39, p < 0.01). These results indicate the incorporation of new
AMPAR:s into the postsynaptic membrane.

13
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Figure 9. Postsynaptic properties of CA1 pyramidal neurons before and after the period of short-term epileptiform activity
induced by 4-aminopyridine-containing solution (4-AP). Representative examples of AMPAR- or NMDAR-mediated
currents in control (a) and 1 h after the period of short-term epileptiform activity induced by 4-AP (b). AMPAR-mediated
responses were recorded —80 mV in the presence of bicuculline (20 tM), a GABAa receptor blocker. NMDAR-mediated
EPSCs were recorded at +40 mV in the presence of bicuculline and DNQX (10 uM), an AMPAR antagonist. (c) The bar
graph shows the AMPA /NMDA amplitude ratio increase after the period of the short-term epileptiform activity. Data are
presented as the mean with standard error of the mean. Each circle represents a value obtained in an individual neuron.
**p <0.01: A significant difference with the control group (t-test).

4. Discussion

A brief period of epileptiform activity increased hippocampal excitability, as demon-
strated by the change in the I/O ratio of the fEPSPs. We tested several possible mechanisms,
including changes in intrinsic membrane properties of neurons, and pre- and postsynaptic
alterations. Neither input resistance nor other essential biophysical properties of hip-
pocampal CA1 pyramidal neurons were affected by epileptiform activity. Furthermore,
we did not detect any differences in the PPR of eEPSC amplitudes nor the frequency of
mEPSC, leading us to conclude that 4-AP-induced epileptiform activity did not affect
glutamate release probability. The absence of changes in the amplitude of fiber volley also
indicates that presynaptic properties of glutamatergic transmission are not responsible for
the observed increase in excitability. However, epileptiform activity in the 4-AP model
increased the AMPA/NMDA ratio, suggesting that the alterations in the properties of
postsynaptic glutamatergic receptors are the most likely explanation for the enhancement
of basic synaptic transmission.

Our data are consistent with results obtained in other studies focused on the effects of
short-term epileptiform activity in vitro. The 10-min perfusion of hippocampal slices with
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high K* (10 mM) solution changed the slope of fEPSP recorded in the stratum radiatum of
CAL. The observed potentiation reached its maximum level about 30 min after washout and
was still detectable 60 min after washout [33]. Similar results were obtained in two other
studies: (1) The potentiation of the fEPSPs was observed 50 min after the washout of high-
K*-containing solution [34] and (2) at least 40 min after the washout of 4-AP (200 uM) [9].
Interestingly, even a brief period of epileptiform activity (40 s) has been observed to
potentiate the amplitudes of fEPSPs (20 min after the washout), albeit hippocampal slices
were exposed to very high levels of extracellular K* (50 mM KClI) [18]. Organotypic
hippocampal slice cultures demonstrated potentiation at CA3-CA1 synapses in response
to a very brief period of epileptiform activity (0.5-3 min) induced either by bicuculline
or by Mg?*-free solution. Potentiation of the fEPSP amplitude lasted at least 15 min after
the washout of Mg?*-free solution and at least 30 min after the washout of bicuculline-
containing solution [19]. In another study, using a high K* model, the potentiation of the
fEPSP slope in the CA1 area was reported, while the amplitude of FV was not affected [35].

The blockade of GABAaR-mediated inhibition and subsequent epileptiform activity
has also been shown to lead to persisting changes in the properties of fEPSPs recorded
in CA3 stratum radiatum/moleculare. Potentiation, defined as at least a 20% increase in
the rising phase slope of fEPSPs, has been seen as long as 120 min after the washout of
penicillin (2000 IU/mL) and cessation of spontaneous bursting [36].

Several mechanisms of increased excitability of hippocampal neural networks after
epileptiform activity have been elucidated. For instance, a change in the neuronal net-
work activity level can alter the intrinsic membrane properties of neurons [37-39]. Input
resistance, especially, demonstrates close ties with mechanisms of homeostatic and non-
homeostatic plasticity [40]. It should be noted that 4-AP alters the intrinsic membrane
properties of neurons by inhibiting voltage-gated potassium ion channels, expanding action
potentials [41]. However, in our experiments, we measured the membrane properties of
neurons as early as one hour after washout of 4-AP, so this effect of 4-AP can be neglected.

In patients with pharmacoresistant epilepsy, neuronal loss in the CA1 region is fre-
quently observed [42], suggesting that CA1 pyramidal neurons are among the most vulner-
able cells to seizures. In this study, we found no significant effect of epileptiform activity
on the passive membrane properties or firing properties of CA1 hippocampal neurons,
although some studies have shown such changes. For example, 4-AP-induced epileptiform
activity in the neocortex increased input resistance of parvalbumin-expressing neurons and
reduced the action potential threshold for parvalbumin-expressing and pyramidal neurons
both [43]. Apart from the 4-AP model, an increase in input resistance has been observed
in the CA1 neurons of genetically epilepsy-prone rats [44], kindled rats [45], and in the
pentylenetetrazole model [17]. However, after acute kainate-induced status epilepticus,
there were no changes in input resistance in CA1 neurons [46], and the resting membrane
potential and input resistance in piriform cortex neurons were not affected by abnormal
activity induced by repeatedly applied tetanic stimulation [47]. In the lithium-pilocarpine
model, seizures decreased the input resistance in entorhinal neurons [16]. As for other
biophysical properties, there had been a decrease demonstrated in the membrane time
constant in entorhinal and prefrontal neurons [16], significant membrane depolarization in
CA1 neurons of kindled rats [45], latency of action potentials was prolonged, and the action
potential half-width was increased 3—4 h after acute kainate-induced SE [46]. The exposure
of immature hippocampal-cultured neurons to tetrodotoxin (0.5 uM) for 7-9 days, which
led to spontaneous discharges, also affected the biophysical properties of cultured neu-
rons. Neurons exhibited action potential broadening, lack of afterhyperpolarization, and
had higher firing rates long after the medium was returned to standard composition [48].
The abnormal neuronal activity has also been shown to decrease A-type potassium cur-
rents [15] and hyperpolarization-activated currents [49,50], and increase T-type calcium
channel-mediated currents [51,52] and persistent sodium currents [53]—the alternations
mentioned above all have an impact on passive and active neuronal properties. Thus,
changes in membrane properties depend primarily on the model used and the duration of
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epileptic activity. Likely, the short period of epileptiform activity in the model used was
not sufficient to affect the membrane properties of neurons. Therefore, this mechanism is
not involved in increasing the excitability of hippocampal neural networks.

In the presented work, we did not reveal presynaptic changes after epileptiform
activity. The application of 4-AP affects the paired-pulse ratio, and during continuous
perfusion of brain slices with 4-AP paired-pulse facilitation, turns into paired-pulse depres-
sion [9,54,55], suggesting an increase in neurotransmitter release probability. The frequency
of mEPSCs was also significantly elevated during 4-AP-induced epileptiform activity, sup-
porting that idea [9]. However, the duration of this effect remains unclear. In a model using
overnight incubation in the bicuculline (50 uM), an increase in the frequency of mEPSC
was detected. However, this is probably not due to changes in the probability of neuro-
transmitter release since no differences in the paired-pulse ratio were observed. Instead,
this can be caused by the conversion of silent synapses into functional synapses [56].

We believe that postsynaptic changes are the primary mechanism of increased ex-
citability of hippocampal neural networks. An increase in the AMPA/NMDA ratio is
in favor of this assumption. It indicates that epileptiform activity led to the incorpora-
tion of AMPARs into the postsynaptic membrane. The incorporation of AMPARSs is a
well-known mechanism of synaptic plasticity that mediates activity-dependent synaptic
changes during learning and memory [57]. The regulation of AMPAR trafficking to and
from synapses involves lateral diffusion [58] and vesicular trafficking [59]. When on the
membrane, AMPARs usually rapidly diffuse, while upon long-term potentiation (LTP),
AMPARs get trapped at postsynaptic sites [58,60]. As confirmed recently, receptor trap-
ping and clustering occur selectively opposite presynaptic release sites to ensure optimal
receptor activation on neurotransmitter release [61,62].

AMPAR-mediated plasticity during epileptiform activity is rapid and often involves
the incorporation of calcium-permeable AMPARs. The change in AMPAR-mediated trans-
mission can be triggered by a 10-20-min period of epileptiform activity, as demonstrated
in the in vitro epilepsy model [62] and pilocarpine model [63]. Peak AMPAR-mediated
responses have been increased 2-fold during 4-AP-induced epileptiform activity in the en-
torhinal cortex, remained potentiated 15 min after short-term epileptiform activity in vitro,
and this potentiation was shown to be NMDAR-dependent and at least partly mediated
by the incorporation of calcium-permeable AMPARs [21]. There are multiple reports of
changes in AMPAR protein expression levels and AMPAR subunit phosphorylation in the
hippocampus several hours after seizures. The phosphorylation of 2 GluR1 subunit sites
(S831 and S845) has been detectable 1 h after hypoxia-induced seizures and reached its
maximum of 24 h after seizures [64]. Another study reports that surface expression of the
GluAl subunit was increased 60 min after the beginning of pilocarpine-induced SE [65]. A
different pattern of AMPAR protein expression has been seen 3 h after pilocarpine-induced
seizures. Reduced expression of GluA1l, GluA3, and GluA4 subunits has been reported, in
parallel with an elevation of GluA2 subunit expression [66].

Many studies also noted that epileptiform activity alters the AMPA/NMDA ra-
tio and mEPSC in the hippocampus. In organotypic hippocampal slice cultures, an
overnight incubation in the bicuculline (50 uM) increased the amplitude of mEPSCs and
the AMPA /NMDA ratio. The addition of the NMDAR blocker CPP to the incubation
solution prevented the changes in the AMPA /NMDA ratio and properties of miniature
EPSC, pointing to the NMDAR-mediated nature of discussed changes [56]. Potentiation
of AMPAR-mediated currents was noted 1 h after hypoxia-induced seizures in postnatal
day 10 rats. Amplitudes of mEPSCs were elevated 1 h after seizures [64]. Amplitudes of
mEPSCs recorded from CA1l pyramidal neurons were also increased in slices obtained
from animals that had undergone pilocarpine-induced status epilepticus [65].

In our study, the amplitude of mEPSC remained indistinguishable from control levels.
The difference in the effect of seizures on the amplitude of mEPSCs and eEPSCs in our
experiments may arise because miniature events reflect the sheer broadness of the efferents
CA1 receives from other areas. In contrast, the stimulation of Shaffer collaterals only
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provides CA3 input. Furthermore, it has been shown recently that spontaneous and
synchronous transmitter release are distinct processes [67-69].

Overall, our data emphasize that AMPARs play a crucial role in seizure-induced
synaptic plasticity. Considering that even a brief episode of epileptiform activity resulted
in significant postsynaptic changes, the therapeutic strategies that rely on pharmacological
modulation of postsynaptic glutamatergic receptors appear to have a good chance at
alleviating damage associated with seizures or even preventing epileptogenesis.
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Abstract: Inherited seizure susceptibility in genetically epilepsy-prone rats (GEPR-3s) is associated
with increased voltage-gated calcium channel currents suggesting a massive calcium influx resulting
in increased levels of intraneuronal calcium. Cytosolic calcium, in turn, activates many processes,
including chloride channels, to restore normal membrane excitability and limit repetitive firing of the
neurons. Here we used EACT and T16Ainh-A01, potent activator and inhibitor of calcium-activated
channels transmembrane protein 16A (TMEM16A), respectively, to probe the role of these channels in
the pathophysiology of acoustically evoked seizures in the GEPR-3s. We used adult male and female
GEPR-3s. Acoustically evoked seizures consisted of wild running seizures (WRSs) that evolved into
generalized tonic-clonic seizures (GTCSs) and eventually culminated into forelimb extension (partial
tonic seizures). We found that acute EACT treatment at relatively higher tested doses significantly
reduced the incidences of WRSs and GTCSs, and the seizure severity in male GEPR-3s. Furthermore,
these antiseizure effects were associated with delayed seizure onset and reduced seizure duration.
Interestingly, the inhibition of TMEM16A channels reversed EACT’s antiseizure effects on seizure
latency and seizure duration. No notable antiseizure effects were observed in female GEPR-3s.
Together, these findings suggest that activation of TMEM16A channels may represent a putative
novel cellular mechanism for suppressing GTCSs.

Keywords: acoustically evoked seizures; EACT; generalized tonic-clonic seizures; inherited epilepsy;
TMEMI1A channels; wild running seizures

1. Introduction

Epilepsy is one of the most common chronic neurological disorders characterized by
recurrent seizures, which result from hypersynchronous discharges of neurons in specific
brain networks. This disorder is associated with increased morbidity and death, and gener-
alized tonic-clonic seizures (GTCSs) are the most common risk factor of sudden unexpected
death in epilepsy, the leading cause of death in patients with epilepsy [1,2]. Significant
progress has enhanced our understanding of the pathogenesis and pathophysiology of
seizures and epilepsy, resulting in numerous antiseizure medications. However, some
seizures are still refractory to optimal treatment with two or more antiseizure medications
in about one-third of patients with epilepsy [3-6]. Therefore, there is an urgent need to
develop additional therapeutic approaches based on new mechanisms underlying neuronal
hyperexcitability that leads to seizures. Elevated levels of intraneuronal Ca?* contributed to
the generation and propagation of seizure activity and activated multiple Ca?*-dependent
mechanisms, including Ca®*-activated chloride channels (CaCCs) [7-10]. Hence, systemic
administration of inhibitors of voltage-gated Ca?* channels (VGCCs) and activator of small
conductance Ca?*-activated K* channels markedly suppressed acoustically evoked seizures
in the genetically epilepsy-prone rats (GEPRs) and DBA /2 mice [11-15]. These findings
suggested a functional and molecular remodeling of these channels, at least in the inferior
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colliculus (IC), the site for initiating acoustically evoked seizures in the GEPRs [11-15].
Accordingly, we found an upregulation of VGCCs and current density in the IC of the
GEPR-3s, the moderated seizure severity strain of the GEPR [16,17]. Although a significant
accumulation of intraneuronal chloride accompanies seizure activity, the role of CaCCs in
the initiation and propagation of seizures has not been fully understood [18,19]. CaCCs
are voltage-gated channels activated by rising intracellular Ca?* concentration and play
multiple physiological roles, including neuronal excitability regulation [20,21]. Anoctamin
and bestrophin are the significant components of CaCCs; furthermore, anoctamins form
a family of transmembrane (TMEM16) proteins, including TMEM16A, TMEM16B, and
TMEM16C [22-26]. Interestingly, TMEM16A mRNA and proteins were expressed in au-
ditory brainstem nuclei; such expression may also occur in the IC [27]. Here, we probe
the role of TMEM16A channels in the mechanisms underlying seizures by evaluating the
effects of EACT and T16Ainh-A01, potent activator and inhibitor of TMEM16A channels, re-
spectively, on acoustically evoked seizure susceptibility in the GEPR-3, a model of inherited
generalized tonic-clonic epilepsy.

2. Materials and Methods
2.1. Animals

The present study used 54 GEPR-3s (eight-week-old, male, and female) obtained from
our animal colony maintained at Howard University College of Medicine. The GEPR-3s
were housed in a temperature/humidity-controlled room on a 12 h/12 h light/dark cycle
with free access to food and water. We made all possible efforts to minimize the number of
animals used in experiments and their discomfort. Thus, the same animals were used as
controls for each tested dosage of a given pharmacological agent. The Institutional Animal
Care and Use Committee approved all experimental procedures (Protocol MED-20-04)
following the National Institutes of Health Guide for the Care and Use of Laboratory
Animals [28].

2.2. Acoustically Evoked Seizure Testing

Following administration of vehicle, EACT, and T16Ainh-A01, GEPR-3s were placed
in an acoustic chamber (Med Associates, St. Albans, VT, USA) and tested for acoustically
evoked susceptibility at 0.5 h, 1 h, and 2 h post-treatment. To evaluate the long-lasting
effects of EACT and T16Ainh-A01, the GEPR-3s were again tested for acoustically evoked
susceptibility 24 h later. To induce seizures, an acoustic stimulus that consisted of pure
tones at a 100-105 decibels sound pressure level (Med Associated, St. Albans, VT, USA)
was presented until either seizure was elicited, or 60 s passed with no seizure activity. The
GEPR-3s were closely monitored following the administration of EACT and T16Ainh-A01.
The phenotype of seizures was classified into seven stages [29]: stage 0, no seizures in
response to an acoustic stimulus; stage 1, wild running seizures (WRSs); stage 2, two or
more episodes of WRSs; stage 3, one episode of WRSs followed by generalized tonic-clonic
seizures (GTCSs) characterized by tonic dorsiflexion of the neck, tonic flexion of shoulder
and bouncing clonic seizures (or clonus, i.e., tonic-clonic seizures while the animal is lying
on its belly); stage 4, two episodes of WRSs followed by GTCSs, stage 5, one episode of
WRS followed by GTCSs and tonic forelimb extension (FLE, partial tonic seizures); and
stage 6, two episodes of WRSs followed by GTCSs and FLE.

In another set of experiments, male and female GEPR-3s (1 = 6/group) were used to
assess the general behavior (up to 48 h) following administration of EACT at the dose of
2.5, 5, and 10 mg/kg body weight (p.o.) and T16Ainh-A01 at the dose of 10 mg/kg body
weight (p.o.). We recorded the occurrence of lethargy, ataxia, tremor, Straub’s tail, change
in body temperature, and spontaneous seizures. We humanely euthanized all animals at
the end of the experiments.
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2.3. Pharmacological Treatments

To evaluate the role of CaCCs in inherited seizure susceptibility in the GEPR-3, we used
EACT (3,4,5-Trimethoxy-N-(2-methoxyethyl)-N-(4-phenyl-2-thiazolyl)benzamide) (R&D
systems, Minneapolis, MN, USA), and T16Ainh-A01 (2-[(5-Ethyl-1,6-dihydro-4-methyl-
6-ox0-2-pyrimidinyl)thio]-N-[4-(4-methoxyphenyl)-2 thiazolyl]acetamide (R&D Systems,
Minneapolis, MN, USA), potent activator and inhibitor of TMEM16A channels, respectively.
For EACT and T16Ainh-A0Q1 experiments, the GEPR-3s were randomly separated into
groups of n = 9 and n = 6, respectively, and were used as their controls. The GEPR-3s
were first tested for acoustically evoked seizures 30 min following vehicle administration.
Those GEPR-3s exhibiting seizures were referred to as controls and subsequently used
for pharmacological studies one hour later. Eact (2.5, 5 and 10 mg/kg body weight) and
T16Ainh-A01 (10 mg/kg body weight) were dissolved in dimethyl sulfonic acid (1%)
and sterile water using sonication (80 kHz, 100% power); the solutions were filtered and
administered 30 min before seizure testing. The vehicle, Eact, and T16Ainh-A01 were given
per os (p.o.) by gastric intubation with a volume of 0.2 mL/100 g body weight using an
18-gauge stainless steel feeding needle (round tip, ball diameter 3 mm). The tested dose
range and the 30 min timeframe interval were chosen based on our previously published
in vivo pharmacological studies and preliminary data. The order of seizure testing was
randomized and counterbalanced by dose and sex. For EACT experiments, each seizure
testing dosage was performed at a minimum of 72 h to allow its washout.

2.4. Data Analysis

The investigators were blinded to group allocation during experiments and data
analysis. The Origin 2021 software (Origin Northampton, MA, USA) and Primer 6th
edition software (Primer of Biostatistics, McGraw-Hill, NY, USA) were used for statistical
analyses and to create graphs. Following EACT pretreatment and seizure testing, the
GEPR-3s that did not display seizures within the 60 s observation period were considered
protected from seizure activity. Therefore, only data obtained in control conditions and
following administration of EACT and T16Ainh-A01 were included in the analysis. The
incidences of WRSs, GTCSs, and FLE were recorded for each group. The time interval from
the start of acoustic stimulus to the onset of the first episode of WRSs was recorded as the
seizure latency (or seizure onset). The incidences of WRSs, GTCSs, and FLE were analyzed
using Fisher Exact test. The seizure severity was analyzed using the Wilcoxon signed-rank
test or Mann Whitney test. The seizure latency was analyzed using one-way ANOVA
followed by Bonferroni correction; before performing ANOVA, data were subjected to the
Kolmogorov Smirnov test for normality and Levene’s test for homogeneity of variances.
The cut-off for statistical significance was p < 0.05. Data are presented as percentages (%)
for the incidences of WRSs and GTCSs, mean £ S.E.M. for seizure latency, and median
score = median average deviation score for the seizure severity.

3. Results

Twenty-four-hour monitoring revealed that administration of EACT at the tested
doses did not alter the gross behavior of the GEPR-3s. No loss of righting reflex, Straub
tail, sedation, lethargy, ataxia, and spontaneous seizures were observed following EACT
and T16Ainh-A01 treatments. In addition, we did not observe an exacerbation of seizure
severity (e.g., the occurrence of complete tonic seizures characterized by forelimb and
hindlimb extension) in the GEPR-3s subjected to seizure testing. We also did not find
notable changes in body temperature.

3.1. Effects on EACT at the Dose of 2.5 mg/kg on Acoustically Evoked Seizures in GEPR-3s
First, we evaluated the effects of acute EACT treatment at the dose of 2.5 mg/kg on
acoustically evoked seizure susceptibility in the GEPR-3s. In the control testing conditions
(pre-EACT treatment), all-male (1 = 9) and all-female (n = 9) GEPR-3s experienced WRSs
(Figure 1A,B), and GTCSs (Figure 1C,D); FLE was observed in one female but not in male

23



Biomedicines 2022, 10, 449

GEPR-3s. Fisher Exact test showed that EACT pretreatment did not considerably reduce the
incidence of the occurrence of WRSs in male GERP-3s at 0.5, 1, 2, and 24 h post-treatment
time points compared with the control testing conditions (Figure 1A). Similarly, EACT also
did not considerably reduce the incidence of the occurrence of WRSs in female GEPR-3s at
0.5,1,2, and 24 h post-treatment time points compared with the control testing conditions
(Figure 1B). The analysis showed that EACT significantly reduced the incidence of the
occurrence of GTCSs in male GEPR-3s by 56% (p < 0.029) at 2 h but not 0.5, 1, and 24 h post-
treatment time points compared with the control testing conditions (Figure 1C). In female
GEPR-3s, EACT did not considerably reduce the incidence of the occurrence GTCSs at all
tested post-treatment time points compared with the control testing conditions (Figure 1D).

In addition to the incidence of the occurrence of seizures, we also evaluated the effects
of EACT’s treatment on the seizure latency and duration (Figure 1E-H). In the control
conditions, the seizure latency was 19.78 £ 3.79 s (1 = 9) and 19.44 £ 2.54 s (1 = 9) in male
and female GEPR-3s, respectively (Figure 1E F); the seizure duration was 24.44 4+ 2.12 s
(n=9)and 26.67 4= 3.22 s (n = 9) in male and female GEPR-3s, respectively. ANOVA showed
that, in male GEPR-3s, EACT did not considerably delay the seizure latency and decreased
the seizure duration at all tested post-treatment time points compared with the control
testing conditions (Figure 1E,G). Quantification also showed that, in female GEPR-3s, EACT
did not considerably delay the seizure latency and decrease the seizure duration at all tested
post-treatment time points compared with the control testing conditions (Figure 1F,G).

We also examined the effects of EACT on the severity of acoustically evoked seizures.
Wilcoxon signed-rank test showed that EACT significantly reduced the seizure severity
in male GEPR-3s at 2 h (z = 2.16, p < 0.031), but not at 0.5, 1, and 24 h post-treatment time
points compared to the control testing conditions (Figure 2A). However, in female GEPR-3s,
EACT did not alter the seizure severity at all tested post-treatment time points compared
with the control testing conditions (Figure 2B).

3.2. Effects on EACT at the Dose of 5 mg/kg on Acoustically Evoked Seizures in GEPR-3s

Next, we evaluated the efficacy of EACT at 5 mg/kg (p.o0.) to determine if this dose
can either alter the seizure susceptibility in female GEPR-3s or completely suppress seizure
susceptibility in male GEPR-3s. In the control testing conditions (pre-EACT treatment), all-
male (n = 9) and all-female (1 = 9) GEPR-3s experienced WRSs and GTCSs (Figure 3A-D);
FLE was not observed in the GEPR-3s. The Fisher Exact test revealed that, in male GEPR-3s,
EACT significantly reduced the incidence of the occurrence of WRSs by 56% (p < 0.029)
and 67% (p < 0.009) at 2 and 24 h post-treatment time points, respectively, compared with
control testing conditions (Figure 3A). Furthermore, EACT did not considerably reduce the
incidence of the occurrence of WRS at 0.5 h and 2 h post-treatment time points, respectively,
compared with control testing conditions (Figure 3A). However, in the females, EACT did
not reduce the incidence of the occurrence of WRSs at all tested post-treatment time points
compared with the control testing conditions (Figure 3B). Quantification also showed that
pretreatment with 5 mg/kg EACT significantly reduced the incidence of the occurrence of
GTCSs in male GEPR-3s by 56% (p < 0.029), and 56% (p < 0.029), and 67% (p < 0.002) at 1, 2
and 24 h post-treatment time points, respectively, compared with control testing conditions.
However, EACT did not considerably reduce the incidence of the occurrence of WRSs at
0.5 h post-treatment compared to the control testing conditions (Figure 3C). Furthermore,
in female GEPR-3s, EACT treatment did not considerably reduce the incidence of the
occurrence of GTCSs at all tested post-treatment time points compared with the control
testing conditions (Figure 3D).

24



Biomedicines 2022, 10, 449

Males Females

Incidence of WRS (%) _

[X] o @ -] o

o o (=] (=] o (=]
[
|:||°

n Pm_,
o

Incidence of WRS (%) _

[ £ 2] '] o

o (=} o =1 =1 o

025 025 0 2.5(mg/kg) 025 025 025 0 2.5(mgikg)
1 2 24 h 05 1 2 24 h
Cc D
~100 ~100
g £
w 80 w 80
e O
=4
o 60 * O &0
- -
o o
o 40 ® 40
Q o
= o
ﬂ 20 ; 20
o Q
£ oL £ ol
025 025 025 0 2.5(mgkg) 025 026 02.5 0 2.5(mglkg)
E 05 1 2 24h F 05 1 2 24 h
60 60
= 50 2 50
z z
£ 40 E 40
=30 = 30
o -
3 20 ﬁ 20
510 & 10
0 ol
025 025 025 0 2.5(mglkg)
e H 0.5 1 2 24h

20 20

10

Seizure duration (s}
o g
[ F——
R
Seizure duration (s)
o > 8
I

2.5 025 025 0 2.5 (mglkg) 025 025 02.5 0 2.5 (mglkg)
5 24 h

-‘l
Ml
|
=2
a|
_l|
M|
h|

Figure 1. Effects of acute EACT treatment at the dose of 2.5 mg/kg on acoustically evoked seizures.
The putative seizure suppressive effects EACT, a potent activator of TMEM16A, were evaluated at
different post-treatment time points of 0.5, 1, 2, and 24 h in adult male (7 = 9) and female (n =9)
GEPR-3s. (A) EACT treatment did not considerably reduce the incidence of the occurrence of WRSs in
males. (B) Similarly, EACT treatment also did not considerably reduce the incidence of the occurrence
of WRSs in females. (C) EACT treatment significantly reduced the incidence of the occurrence
of GTCSs at the 2 h post-treatment time point in males. (D) However, EACT treatment did not
considerably reduce the incidence of the occurrence of GTCSs in females. (E) EACT treatment did
not considerably delay the seizure latency in males. (F) Similarly, EACT treatment also did not
considerably delay the seizure onset in females. (G) EACT treatment did not considerably reduce
the seizure duration in males. (H) Similarly, EACT treatment also did not considerably reduce the
seizure duration in females. Data from the incidence of the occurrence of WRSs and GTCSs were
represented as a mean percentage (%), and the Fisher Exact test was used for analysis. Data from the
seizure latency and duration were presented as mean 4 S.E.M., and one-way ANOVA followed by
Bonferroni correction was used for analysis. Opened and filled bar graphs represent control-treated
(pre-EACT) and EACT-treated GEPR-3s, respectively. * p < 0.05.
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Figure 2. Effects of acute treatment with EACT (E) and T16Ainh-A01 (T), a potent blocker of
TMEM16A channels, on the severity of acoustically evoked seizures. The effects of EACT, a potent
activator of TMEM16A channels, on the seizure severity were evaluated at various doses (2.5, 5, and
10 mg/kg, p.o.), and at different post-treatment time points (0.5, 1 h, 2 h, and 24 h) in adult male and
female GEPR-3s. T16Ainh-A01 was tested only at the dose of 10 mg/kg, p.o.) and the data were
compared with EACT (10 mg/kg, p.o.) (A) EACT treatment significantly reduced the seizure severity
at the 2 h post-treatment time point in males. (B) EACT treatment did not alter the seizure severity in
females. (C) EACT treatment significantly suppressed the seizure severity at 2 and 2 h post-treatment
time points in males. (D) EACT treatment did not considerably alter the seizure severity in females.
(E) EACT treatment significantly suppressed the seizure severity at 1, 2, and 24 h post-treatment time
points in males. (F) EACT treatment did not considerably alter the seizure severity in females. (G) In
males, T16Ainh-A0Q1 treatment (T) reversed the antiseizure effects following EACT administration
(E), but no statistical significance was reached. (H) In females, T16Ainh-A01 did alter the effects of
EACT. The seizure severity data were represented as median + median average deviation, and the
Wilcoxon signed-rank test was used to compare paired EACT data or T16Ainh-A01 data, and the
Mann-Whitney test was used to compare the EACT and T16Ainh-A01 groups. Opened and filled
bar graphs represent control-treated (pre-EACT) and EACT treated GEPR-3s (1 = 9), respectively.
*p <0.05,* p < 0.01.
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Figure 3. Effects of acute EACT treatment at the dose of 5 mg/kg on acoustically evoked seizures.
The effects EACT, a potent activator of TMEM16A, were evaluated at different post-treatment time
points of 0.5, 1, 2, and 24 h in adult male (1 = 9) and female (n = 9) GEPR-3s. (A) EACT treatment
significantly reduced the incidence of the occurrence of WRSs at 2 and 24 h post-treatment time points
in males. (B) EACT treatment did not considerably reduce the incidence of the occurrence of WRSs in
females. (C) EACT treatment significantly reduced the incidence of the occurrence of GTCSs at 1,
2, and 24 h post-treatment time points in males. (D) EACT treatment did not considerably reduce
the incidence of the occurrence of GTCSs in females. (E) EACT treatment significantly delayed the
seizure onset at 2 and 24 h post-treatment time points in males. (F) In females. EACT treatment also
significantly delayed the seizure onset at the 24 h post-treatment time point. (G) EACT treatment
significantly reduced the seizure duration at the 2 h post-treatment time point in males. (H) EACT
treatment did not alter the seizure duration in females. Data from the incidence of the occurrence
of WRSs and GTCSs were represented as a mean percentage (%), and Fisher Exact test was used for
analysis. Data from the seizure latency and seizure duration were presented as mean & S.E.M., and
one-way ANOVA followed by Bonferroni correction was used for analysis. Opened and filled bar
graphs represent control-treated (pre-EACT) and EACT treated GEPR-3s, respectively. * p < 0.05,
**p < 0.01.
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We also evaluated the effects of EACT’s treatment on seizure latency and duration
(Figure 3E-H). In the control conditions, the seizure latency was 21.67 £ 2.93 s (n = 9)
and 14.33 £ 0.79 s (n = 9) in male and female GEPR-3s, respectively (Figure 3E,F); seizure
duration was 22.67 + 0.79 s (n = 9) and 20.11 £ 0.48 s (7 = 9) in male and female GEPR-3s,
respectively (Figure 3G,H). ANOVA showed that EACT pretreatment significantly altered
the seizure latency in male GEPR-3s (F(4 49) = 3.488, p < 0.015). Multiple comparisons
revealed that the seizure onset was delayed at 2 h (t = 2.962, p < 0.005) and 24 h (t = 3.79,
p < 0.002) post-treatment time points compared to control testing conditions; the seizure
latency was not considerably altered at 0.5 and 1 h post-treatment time points (Figure 3E).
The analysis also showed that EACT pretreatment significantly altered the seizure duration.
Multiple comparisons revealed that EACT significantly reduced the seizure duration at 2 h
(t=3.075, p < 0.038) post-treatment time point compared to control testing conditions; the
seizure duration was not considerably reduced at 0.5, 1, and 24 h post-treatment time points
(Figure 3G). In female GEPR-3s, ANOVA showed that EACT pretreatment significantly
alters the seizure latency (F4 49) = 7.846, p < 0.00009). Multiple comparisons revealed that
EACT significantly delayed the seizure onset at 24 h (t = 4.895, p < 0.002) post-treatment time
points compared with control testing conditions; the seizure latency was not considerably
increased at 0.5, 1, and 2 h post-treatment time points (Figure 3F). The analysis also showed
that EACT treatment did not alter the seizure duration in females GEPR-3s (Figure 1H).

We also evaluated the effects of EACT pretreatment on the severity of acoustically
evoked seizures. Wilcoxon signed-rank test showed that at a dose of 5mg/kg, EACT
treatment significantly suppressed the seizure severity in male GEPR-3s at 2 h (z = 2.22,
p <0.033), and 24 h (z = 2.33, p < 0.031) post-treatment time points compared with the
control testing conditions; the seizure severity was not considerably reduced or changed at
1 and 0.5 h post-treatment, respectively (Figure 2C). In female GEPR-3s, EACT did not alter
the seizure severity compared with the control testing conditions (Figure 2D).

3.3. Effects on EACT at the Dose of 10 mg/kg on Acoustically Evoked Seizures in GEPR-3s

Since no anticonvulsant effects were seen in female GEPR-3s following administration
of EACT at the doses of 2.5 and 5 mg/kg, we evaluated the effects of EACT pretreatment
at the dose of 10 mg/kg on acoustically evoked seizure susceptibility in the GEPR-3s.
In the control testing conditions (pre-EACT treatment), all-male (17 = 9) and all-female
(n =9) GEPR-3s experienced WRSs and GTCSs (Figure 4A-D). FLE was not observed in
both male and female GEPR-3s. The Fisher Exact test showed that the incidence of the
occurrence of WRSs, in male GEPR-3s, was significantly reduced by 56% (p < 0.029) and
67% (p < 0.009) at 2 and 24 h post-treatment time points compared with control testing
conditions; no considerable reduction of the incidence of the occurrence of WRSs was seen
at 0.5 and 1 h post-treatment time points (Figure 4A). However, in females, EACT did not
considerably alter the incidence of the occurrence of WRSs at all tested post-treatment time
points compared with the control testing conditions (Figure 4B). We also evaluated the
effects of EACT on the incidence of the occurrence of GTCSs. Analysis revealed that EACT
significantly reduced the incidence of the occurrence of GTCSs, in male GEPR-3s, by 67%
(p <0.009) and 78% (p < 0.002) at 2 and 24 h post-treatment time points compared with
control testing conditions; no considerable reduction of the incidence of the occurrence
of GTCSs was seen at 0.5 h and 1 h post-treatment time points (Figure 4C). In female
GEPR-3s, EACT significantly reduced the incidence of the occurrence of GTCSs by 56%
(p < 0.029) at 24 h post-treatment time point compared with the control testing conditions;
no considerable change was observed at other post-treatment time points (Figure 4D).
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Figure 4. Effects of acute EACT treatment at the dose of 10 mg/kg on acoustically evoked seizures.
The effects of EACT, a potent activator of TMEM16A, were evaluated at different post-treatment time
points of 0.5, 1 h, 2 h, and 24 h in adult male and female GEPR-3s. (A) EACT treatment significantly
reduced the incidence of the occurrence of WRSs at 2 and 24 h time points in males. (B) However,
EACT treatment did not considerably alter the incidence of the occurrence of WRSs in females.
(C) EACT treatment significantly reduced the incidence of the occurrence of GTCSs at 2 and 24 h post-
treatment time points in males. (D) EACT treatment also significantly reduced the incidence of the
occurrence of GTCSs at 24 h post-treatment time point in females. (E) EACT treatment significantly
delayed the seizure onset at 24 h post-treatment time points in males. (F) Similarly, EACT treatment
also significantly delayed the seizure onset at 24 h post-treatment time point in females. (G) EACT
treatment significantly reduced the seizure duration at 2 and 24 h post-treatment time points in
males. (H) However, in females, EACT did not considerably alter the seizure duration. Data from
the incidence of WRSs and GTCSs were represented as a mean percentage (%), and Fisher Exact
test was used for analysis. Data from the seizure latency and seizure duration were presented as
mean + S.E.M., and one-way ANOVA followed by Bonferroni correction was used for analysis.
Opened and filled bar graphs represent control-treated (pre-EACT) and EACT treated GEPR-3s
(n =9), respectively. * p < 0.05, ** p < 0.01, **** p < 0.0001.
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We also evaluated the effects of EACT pretreatment on the severity of acoustically
evoked seizures. The Wilcoxon signed-rank test showed that EACT significantly reduced
the seizure severity in male GEPR-3s at 1 h (z =2.22, p < 0.031), 2 h (z = 2.22, p < 0.031),
and 24 h (z = 2.33, p < 0.019) post-treatment time points compared with control testing
conditions. However, the seizure severity was not considerably decreased at the 0.5 h
post-treatment time point (Figure 2E). In females, EACT did not considerably alter the
seizure severity up to 2 h post-treatment time points compared to the control conditions
(Figure 2F).

We also quantified the effects of EACT pretreatment on seizure latency and seizure
duration. In the control conditions, the seizure latency was 23.56 + 2.49 s (1 = 9) and
12.78 £ 0.68 s (n = 9) in male and female GEPR-3s, respectively (Figure 4E F); the seizure
duration was 23.67 + 1.67 s (n = 9) and 21.11 £ 0.90 s (7 = 9) in male and female GEPR-3s,
respectively (Figure 4G,H). ANOVA showed that EACT pretreatment significantly alter
the seizure latency in male GEPR-3s (F(4 49 = 2.786, p < 0.0393). Multiple comparisons
revealed that EACT significantly delayed the seizure onset at the 24 h (t = 3.024, p < 0.043)
post-treatment time point in male GEPR-3s compared with control testing conditions. No
considerable delay of the seizure onset was seen at the other tested post-treatment time
points (Figure 4E F). In female GEPR-3s, the analysis showed that EACT pretreatment
significantly alter the seizure latency (F(4.40) = 12.159, p < 0.000001). Multiple compar-
isons revealed that the seizure onset was only significantly delayed at the 24 h (t = 6.351,
p < 0.0001) post-treatment time point compared with the control testing conditions. EACT
did not considerably alter the seizure latency at the other tested post-treatment time points
(Figure 4F). We also evaluated the effects of EACT pretreatment on the seizure duration.
Analysis also showed that EACT pretreatment significantly alters the seizure duration in
male GEPR-3s (F4,40) = 3.776, p < 0.0107). Multiple comparisons revealed that, in male
GEPR-3s, EACT significantly reduced the seizure duration at 2 h (t = 3.254, p < 0.0232) and
24 h (t = 3.417, p < 0.0147) post-treatment time points compared with control testing condi-
tions. No considerable changes in the seizure duration were seen at other post-treatment
time points (Figure 4G). However, EACT did not considerably alter the seizure duration in
female GEPR-3s (Figure 4H).

In another set of experiments, we probed the extent to which inhibition of TMEM16A
channels reversed the antiseizure effects seen following activation of these channels. Thus,
we evaluated the effects of T16Ainh-A01 (10 mg/kg, body weight, p.o.), a potent inhibitor
of TMEM16A channels on the acoustically evoked seizure susceptibility in both male (1 = 6)
and female (n = 6) GEPR-3s. Quantification showed that T16Ainh-A01 pretreatment did
not alter the incidence of the occurrence of WRSs and GTCSs, the seizure latency, the
seizure duration, and the seizure severity (compare Figures 4 and 5, and see Figure 2E-H).
Comparison of the effects of EACT and T16Ainh-A01 on the seizure susceptibility revealed
T16Ainh-A01 significantly rescued EACT-induced delay of the seizure latency (Figure 5E)
and EACT-induced decreases in the seizure duration (Figure 5H) in male GEPR-3s. In
female GEPR-3s, T16Ainh-A01 significantly rescued EACT-induced increases in the seizure
latency 24-h post-treatment (Figure 5F). T16Ainh-A01 also increased the seizure duration
compared to EACT pretreatment in female GEPR-3s at all tested post-treatment time points
(Figure 5H). However, both EACT and T16Ainh-A01 did not alter the incidence of the
occurrence of WRSs in both male and female GEPR-3s (Figure 5A,B). T16Ainh-A01 also did
not considerably rescue the suppressive effects of EACT on the incidence of the occurrence
GTCSs (Figure 5C,D) and the seizure severity (Figure 2G,H) in both male and female
GEPR-3s.
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Figure 5. Effects of acute treatment with EACT (E) and T16Ainh-A01 (T), a potent activator and
blocker of TMEM16A channels, respectively. The effects of EACT (1 = 9) and T16Ainh-A01 (1 = 6) on
acoustically evoked seizures were evaluated at the dose of 10 mg/kg and at various posttreatment
time points (0.5, 1 h, 2 h, and 24 h) in adult male and female GEPR-3s. Data were compared to
determine the extent to which T16Ain-A01 treatment reverses the antiseizure effects seen in the
EACT-treated group. (A) The incidence of the occurrence of WRSs was similar in both the EACT-
treated and the T16Ainh-A01-treated groups in males. (B) Likewise, the incidence of the occurrence
of WRSs was similar in both the EACT-treated group and T16Ainh-A01-treated group in females.
(C) T16Ainh-A01 treatment reversed the reduced incidence of GTCSs seen in the EACT-treated
group in males, but this effect did not reach statistical significance. (D) Similarly, T16Ainh-A01
treatment did alter the effects of EACT on the incidence of the occurrence of WRSs in female GEPR-3s.
(E) T16Ainh-A01 treatment significantly reversed the effect of EACT treatment on the seizure latency
in males. (F) In females, T16Ainh-01 also significantly reversed the effect of EACT on the seizure
latency. (G) T16Ainh-A01 treatment significantly reversed the effect of EACT treatment on the seizure
duration in males. (H) In females, T16Ainh-01 also significantly reversed the effect of EACT on the
seizure duration. Data from the incidence of the occurrence of WRSs and GTCSs were represented as
a mean percentage (%), and Fisher Exact test was used for analysis. Data from the seizure latency
and duration were presented as mean + S.E.M., and one-way ANOVA followed by Bonferroni
correction was used for analysis. Opened and filled bar graphs represent EACT-treated GEPR-3s (E)
and T16Ainh-A01-treated GEPR-3s (T). * p < 0.05, ** p < 0.01, *** p < 0.001.
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Finally, we evaluated the effects of seizure susceptibility between male and female
GEPR-3s used in this study. Analysis revealed no considerable changes in the seizure
latency, seizure severity, incidence of the occurrence of WRSs and GTCSs, and seizure
severity between male and female GEPR-3s (data not shown).

4. Discussion

In this study, we evaluated the role of activating TMEM16A channels as a putative
novel mechanism for seizure suppression in the GEPR-3s. We found that activation of
TMEMI16A channels reduced the occurrence of both WRSs and GTCSs, and the seizure
severity. We also found that activation of TMEM16A channels delayed the seizure onset
and reduced the seizure duration. These antiseizure effects were primarily seen in male
GEPR-3s. The effects on the seizure latency and duration (and seizure severity to a lesser
extent) were markedly reversed by inhibiting TMEM16A channels. Together, these findings
suggest that TMEM1A channels may play essential roles in the pathophysiology of inherited
seizure susceptibility in the GEPR-3s. The prolonged seizure onset following activation
of TMEM16A channels suggests that these channels may play a role in the propagation
of seizure activity from the initiation site to networks responsible for the expression of
seizure phenotypes. The reduced seizure duration following activation of TMEM16A
channels indicates that these channels may play a role in the mechanisms underlying
seizure termination. Finally, the suppression of the seizure severity suggests a role of
TMEM16A channels on the seizure threshold and seizure initiation.

Acoustically evoked seizure susceptibility is associated with increased VGCC currents
in IC neurons, suggestive of massive Ca?* influx resulting in abnormal levels of intracel-
lular Ca?* that can activate chloride channels among other Ca?*-dependent mechanisms.
Therefore, CaCCs may play a role in the mechanisms underlying neuronal hyperexcitability
that leads to seizures. Accordingly, selective deletion of TMEM16C channels in the brain
exhibited enhanced susceptibility to hyperthermia-induced tonic-clonic seizures and de-
creased the seizure latency in rodent pups [30]. Furthermore, knockdown of TMEM16B
channels in thalamocortical neurons reduced spike frequency adaptation and significantly
decreased the afterhyperpolarization conductance, consistent with the enhanced neuronal
excitability that can lead to seizures [31]. Interestingly, reduced spike frequency adaptation
and slow afterhyperpolarization conductance were found in CA1 and CA3 neurons of the
hippocampus in the GEPR-9, the most severe seizure severity strain of the GEPRs [32,33].
Such altered spike frequency adaptation and slow afterhyperpolarization may also occur in
the GEPR-3s and contribute to enhancing the seizure susceptibility [14,34]. The mechanisms
of how activation of CaCCs suppresses seizures are complex. Nevertheless, we posit that
activation of CaCCs allows chloride influx that contributes to hyperpolarization of the
neurons and modulates the spike-frequency adaptation via the shunting effect, leading
to seizure suppression in the GEPR-3s [35-38]. Activation of CaCCs also contributes to
elevated intraneuronal chloride levels, which have been reported to accompany seizure
activity [18,19,39]. However, elevated intraneuronal chloride loading by itself does not
trigger a complete ictal activity [39].

Other molecular targets can mediate the antiseizure effects of EACT. Evidence indicates
that EACT also activates the transient receptor potential vanilloid 1 (TRPV1) channel in
addition to CaCCs, suggesting a potential role of these channels in EACT’s antiseizure
effects [40]. However, we previously reported that capsazepine, a potent inhibitor of TRPV1
channels, completely suppressed the seizure susceptibility in female (but not male, as seen
in the present study with EACT) GEPR-3s [41]. These findings ruled out the possible role
of TRPV1 channels in EACT’s antiseizure effects in male GEPR-3s. In the present study,
we also found that EACT’s antiseizure effects were mainly seen in male but not female
GEPR-3s, suggesting that male GEPR-3s are more sensitive to the activation of CaCCs. The
underlying biological mechanisms for the differential sex effect of EACT’s antiseizure effects
are unknown in GEPR-3s. Nevertheless, sex-related EACT’s antiseizure effects may be due
to sex differences in inherited seizure susceptibility in GEPR-3s. However, this study found
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no notable differences in the parameters and phenotypes of acoustically evoked seizures
between male and female GEPR-3s. Steroid hormones and endogenous neuro-steroids
have been implicated as factors contributing to sex differences in epilepsy and may play
a role in the lack of EACT’s antiseizure effects in female GEPR-3s [42]. However, female
GEPR-3s consistently exhibited seizures over 30 days of repetitive acoustic stimulations,
ruling out the possible role of steroids and neuro-steroids in EACT’s antiseizure effects [43].
A potential sex-related mechanism of the EACT’s antiseizure effects may include altered
function and expression of TMEM16A channels, at least in the IC, the initiation site of
acoustically evoked seizures in the GEPR.

Despite the novelty of our findings, this study has a limitation of its translational value
because no mutations of the genes encoding for CaCCs are yet associated with seizure
phenotypes and epilepsy syndromes in humans [2,44].

In conclusion, activation of TMEM16A channels is sufficient to suppress seizure
susceptibility in the male GEPR-3s, providing a putative novel cellular mechanism for
controlling tonic-clonic seizures and epilepsy.

Author Contributions: Conceptualization, P.N.; methodology, P.N.; analysis, M.T., M.S., PN.; inves-
tigation, M.T., M.S., PN.; writing—original draft preparation: P.N.; writing—review and editing
M.T., M.S., PN,; supervision, P.N.; funding acquisition, PN. All authors have read and agreed to the
published version of the manuscript.

Funding: This work was partially funded by the National Institute of Alcoholism and Alcohol Abuse
(RO1 AA027660 grant to P.N.) at the National Institutes of Health.

Institutional Review Board Statement: The study was conducted according to the National Institutes
of Health Guide for the Care and Use of Laboratory Animals and approved by the Institutional
Animal and Use Committee of Howard University (protocol number MED-20-04; approved on 12
July 2021).

Data Availability Statement: Data are available upon request from the corresponding author.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Devinsky, O.; Bundock, E.; Hesdorffer, D.; Donner, E.; Moseley, B.; Cihan, E.; Hussain, E; Friedman, D. Resolving ambiguities in
SUDEP classification. Epilepsia 2018, 59, 1220-1233. [CrossRef] [PubMed]

2. Coll, M;; Oliva, A.; Grassi, S.; Brigada, R.; Campuzano, O. Update on the genetic basis of sudden unexpected death in Epilepsy.
Int. J. Mol. Sci. 2019, 20, 1979. [CrossRef] [PubMed]

3. Zack, M.M.; Kobau, R. National and State Estimates of the Numbers of Adults and Children with Active Epilepsy—United States,
2015. Morb. Mortal. Wkly. Rep. 2017, 66, 821-825. [CrossRef] [PubMed]

4. WHO. World Health Organization: Epilepsy: Epidemiology, Aetiology, and Prognosis; WHO Factsheet; WHO: Geneva, Switzerland,
2001.

5. French, J.A. Refractory epilepsy: Clinical overview. Epilepsia 2007, 48 (Suppl. S1), 3-7. [CrossRef]

6. Kwan, P; Arzimanoglou, A.; Berg, A.T.; Brodie, M.].; Allen Hauser, W.; Mathern, G.; Moshé, S.L.; Perucca, E.; Wiebe, S.; French, J.
Definition of drug resistant epilepsy: Consensus proposal by the ad hoc Task Force of the ILAE Commission on Therapeutic
Strategies. Epilepsia 2010, 51, 1069-1107. [CrossRef]

7. Lux, H.D.; Heinemann, U. Ionic changes during experimentally induced seizure activity. Electrencephalogr. Clin. Neurophysiol.
1978, 34, 289-297.

8. Heinemann, U.; Konnerth, A.; Pumain, R.; Wadman, W.]J. Extracellular calcium and potassium concentration changes in chronic
epileptic brain tissue. Adv. Neurol. 1986, 44, 641-661.

9. Albowitz, B.; Konig, P.; Kuhnt, U. Spatiotemporal distribution of intracellular calcium transients during epileptiform activity in
guinea pig hippocampal slices. |. Neurophysiol. 1997, 77, 491-501. [CrossRef]

10. Delorenzo, R.J.; Sun, D.A.; Deshpande, L.S. Cellular mechanisms underlying acquired epilepsy: The calcium hypothesis of the
induction and maintenance of epilepsy. Pharmacol. Ther. 2005, 105, 229-266. [CrossRef]

11.  De Sarro, G.; De Sarro, A.; Federico, F.; Meldrum, B.S. Anticonvulsant properties of some calcium antagonists on sound-induced
seizures in genetically epilepsy prone rats. Gen. Pharmacol. 1990, 21, 768-778. [CrossRef]

12.  De Sarro, G.; Ascioti, C.; Di Paola, E.D.; Vidal, M.J.; De Sarro, A. Effects of antiepileptic drugs, calcium channel blockers and other

compounds on seizures induced by activation of voltage-dependent L calcium channel in DBA /2 mice. Gen. Pharmacol. 1992, 23,
1205-1216. [CrossRef]

33



Biomedicines 2022, 10, 449

13.

14.

15.
16.

17.

18.

19.

20.

21.
22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

De Sarro, G.; Russo, E.; Citraro, R.; Meldrum, B.S. Genetically epilepsy-prone rats (GEPRs) and DBA /2 mice: Two animal models
of audiogenic reflex epilepsy for the evaluation of new generation AEDs. Epilepsy Behav. 2017, 71, 165-173. [CrossRef] [PubMed]
Khandai, P.; Forcelli, P.A.; N'Gouemo, P. Activation of small conductance calcium-activated potassium channels suppresses
seizure susceptibility in the genetically epilepsy-prone rats. Neuropharmacology 2020, 163, 107865. [CrossRef] [PubMed]
Faingold, C.L. Neuronal networks in the genetically epilepsy-prone rat. Adv. Neurol. 1999, 79, 311-321.

N’Gouemo, P; Faingold, C.L.; Morad, M. Calcium channel dysfunction in inferior colliculus neurons of the genetically epilepsy-
prone rat. Neuropharmacology 2009, 56, 665-675. [CrossRef]

N’Gouemo, P; Yasuda, R.P;; Faingold, C. Seizure susceptibility is associated with altered protein expression of voltage-gated
calcium channel subunits in inferior colliculus neurons of the genetically epilepsy-prone rats. Brain Res. 2010, 1308, 153-157.
[CrossRef]

Raimondo, J.V.; Burman, RJ.; Katz, A.A.; Akerman, C.J. Ion dynamics during seizures. Front. Cell. Neurosci. 2015, 9, 419.
[CrossRef]

Raimondo, J.V.; Joyce, B.; Kay, L.; Schlagheck, T.; Newey, S.E.; Srinivas, S.; Akerman, C.J. A genetically encoded chloride and pH
sensor for dissociating ion dynamics in the nervous system. Front. Cell. Neurosci. 2013, 7, 202. [CrossRef]

Mayer, M. A calcium-activated chloride current generates the after-hyperpolarization of rat sensory neurons in culture. J. Physiol.
Lond. 1985, 364, 217-239. [CrossRef]

Hartzell, C.; Putzier, I.; Arreola, J. Calcium-activated chloride channels. Annu. Rev. Physiol. 2005, 67, 719-758. [CrossRef]
Shroeder, B.C.; Cheng, T.; Jan, Y.N.; Jan, L.Y. Expression cloning of TMEM16A as a calcium-activated chloride channel subunit.
Cell 2008, 134, 1019-1029. [CrossRef] [PubMed]

Caputo, A.; Caci, E.; Ferrera, L.; Pedemonte, N.; Sondo, E.; Pfeffer, U.; Ravazzolo, R.; Zegarra-Moran, O.; Galietta, L.]. TMEM16A,
amembrane protein associated with calcium-dependent chloride channel activity. Science 2008, 322, 590-594. [CrossRef] [PubMed]
Yang, Y.D.; Cho, H.; Koo, J.Y.; Tak, M.H.; Cho, Y.; Shim, W.S; Park, S.P; Lee, J.; Lee, B.; Kim, B.M.; et al. TMEM16A confers
receptor-activated calcium dependent chloride conductance. Nature 2008, 455, 1210-1215. [CrossRef] [PubMed]

Kunzelmann, K.; Kongsuphol, P.; Aldehni, F; Tian, Y.; Ousingsawat, J.; Warth, R.; Schreiber, R. Bestrophin and TMEM16-Ca?*
activated CI” channels with different functions. Cell Calcium 2009, 46, 233-241. [CrossRef]

Kunzelmann, K.; Kongsuphol, P.; Chootip, K.; Toledo, C.; Martins, ].R.; Almaca, J.; Tian, Y.; Witzgall, R.; Ousingsawat, ].; Schreiber,
R. Role of Ca**-activated C1~ channels bestrophin and anoctamin in epithelial cells. Biol. Cherm. 2009, 392, 125-134. [CrossRef]
Cho, S.J.; Jeon, ].H.; Chun, D.I; Yeo, S.W.; Kim, L.-B. Anoctamin 1 expression in the mouse auditory brainstem. Cell Tissue Res.
2014, 357, 563-569. [CrossRef]

National Research Council (U.S.); Institute for Laboratory Animal Research (U.S.); National Academies Press (U.S.). Guide for the
Care and Use of Laboratory Animals; National Academies Press: Washington, DC, USA, 2011.

Mishra, PX.; Dailey, ].W.; Reigel, C.E.; Jobe, P.C. Audiogenic convulsions in moderate seizure genetically epilepsy-prone rats
(GEPR-3s). Epilepsy Res. 1989, 3, 191-198. [CrossRef]

Wang, T.A.; Chen, C.; Huang, E; Feng, S.; Tien, J.; Braz, ].M.; Basbaum, A.L; Jan, Y.N.; Jan, L.Y. TMEM16C is involved in
thermoregulation and protects rodent pups from febrile seizures. Proc. Natl. Acad. Sci. USA 2021, 118, €2023342118. [CrossRef]
Ha, G.E.; Cheon, G. Calcium-activated chloride channels: New target to control the spiking pattern of neurons. BMR Rep. 2017,
50, 109-110. [CrossRef]

Verma-Ahuja, S.; Pencek, T.L. Hippocampal CA1 neurons properties in the genetically epilepsy-prone rats. Epilepsy Res. 1994, 18,
205-215. [CrossRef]

Verma-Ahuja, S.; Evans, M.S.; Pencek, T.L. Evidence for decreased calcium dependent potassium conductance in hippocampal
CA3 neurons of the genetically epilepsy-prone rats. Epilepsy Res. 1995, 22, 137-144. [CrossRef]

N’Gouemo, P; Yasuda, R.P,; Faingold, C.L. Protein expression of small conductance calcium-activated potassium channels is
altered in inferior colliculus neurons of the genetically epilepsy-prone rat. Brain Res. 2009, 1270, 107-111. [CrossRef]

Huang, W.C.; Xiao, S.; Huang, F.; Harfe, B.D.; Jan, Y.N.; Jan, L.Y. Calcium-activated chloride channels (CaCCs) regulate action
potential and synaptic response in hippocampal neurons. Neuron 2012, 74, 179-192. [CrossRef] [PubMed]

Zhan, W.; Schmelzeisen, S.; Parthier, D.; Mohrlen, F. Anoctamin and calcium-activated chloride channels may modulate inhibitory
transmission in the cerebellar cortex. PLoS ONE 2015, 10, e0142160.

Ha, G.E; Lee, J.; Kwak, H.; Song, K.; Kwon, J.; Jung, S.-Y.; Hong, J.; Chang, G.-E.; Hwang, EM.; Shin, H.-S.; et al. The
Ca’+-activated chloride channel anoctamin-2 mediates spike-frequency adaptation and regulates sensory transmission in
thalamocortical neurons. Nat. Commun. 2016, 7, 13791-13803. [CrossRef] [PubMed]

Wang, L.; Simms, J.; Peters, C.J.; Tynan-La Fontaine, M.; Li, K; Gill, M.; Jan, Y.N.; Jan, L.Y. TMEM16B calcium activated chloride
channels regulate action potential firing in lateral septum and aggression in male mice. ]. Neurosci. 2019, 39, 7102-7117. [CrossRef]
Alfonsa, H.; Merricks, E.M.; Codadu, N .K.; Cunningham, M.O.; Deisseroth, K.; Racca, C.; Trevelyan, A.J. The contribution of
raised intraneuronal chloride to epileptic network activity. J. Neurosci. 2015, 35, 7715-7726. [CrossRef]

Liu, S; Feng, J.; Luo, J.; Yang, P,; Brett, T.].; Hu, H. Eact, a small molecule activator of TMEM16A, activates TRPV1 and elicits pain-
and itch-related behaviours. Br. J. Pharmacol. 2016, 173, 1208-1218. [CrossRef]

Akita, T.; Fukuda, A. Intracellular C1~ dysregulation causing and caused by pathological neuronal activity. Pfliigers Arch.-Eur. |.
Physiol. 2020, 472, 977-987. [CrossRef]

34



Biomedicines 2022, 10, 449

42.  Cho, SJ.; Vaca, M.A.; Miranda, C.J.; N’Gouemo, P. Inhibition of transient potential receptor vanilloid type 1 suppresses seizure
susceptibility in the genetically epilepsy-prone rat. CNS Neurosci. Ther. 2018, 24, 18-28. [CrossRef]

43. Naritoku, D.K.; Mecozzi, L.B.; Aiello, M.T.; Faingold, C.L. Repetition of audiogenic seizures in genetically epilepsy-prone rats
induces cortical epileptiform activity and additional seizure behaviors. Exp. Neurol. 1992, 115, 317-324. [CrossRef]

44. Martinez, L.A ; Lai, Y.-C.; Holder, ].L.; Anderson, A.E. Genetics in epilepsy. Neurol. Clin. 2021, 39, 743-777. [CrossRef] [PubMed]

35






. biomedicines

Article

Increased TRPV1 Channels and FosB Protein Expression Are
Associated with Chronic Epileptic Seizures and Anxiogenic-like
Behaviors in a Preclinical Model of Temporal Lobe Epilepsy

Willian Lazarini-Lopes 1 Gleice Kelli Silva-Cardoso 2, Christie Ramos Andrade Leite-Panissi
and Norberto Garcia-Cairasco

Citation: Lazarini-Lopes, W.;
Silva-Cardoso, G.K.; Leite-Panissi,
C.R.A.; Garcia-Cairasco, N. Increased
TRPV1 Channels and FosB Protein
Expression Are Associated with
Chronic Epileptic Seizures and
Anxiogenic-like Behaviors in a
Preclinical Model of Temporal Lobe
Epilepsy. Biomedicines 2022, 10, 416.
https://doi.org/10.3390/
biomedicines10020416

Academic Editor: Joanna Pera

Received: 18 December 2021
Accepted: 20 January 2022
Published: 10 February 2022

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2022 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

2
1,3,%

Neuroscience and Behavioral Sciences Department, Ribeirao Preto School of Medicine,

University of Sao Paulo, Ribeirao Preto 14049-900, Brazil; willian.lopes@usp.br

Psychology Department, Faculty of Philosophy, Science, and Letters, University of Sao Paulo,
Ribeirao Preto 14040-901, Brazil; cardoso.gkrs@usp.br (G.K.S.-C.); christie@usp.br (C.R.A.L.-P.)
Physiology Department, Ribeirao Preto School of Medicine and Neuroscience and Behavioral Sciences
Department, University of Sao Paulo, Ribeirao Preto 14049-900, Brazil

Correspondence: ngcairas@usp.br

Abstract: Epilepsies are neurological disorders characterized by chronic seizures and their related
neuropsychiatric comorbidities, such as anxiety. The Transient Receptor Potential Vanilloid type-1
(TRPV1) channel has been implicated in the modulation of seizures and anxiety-like behaviors in
preclinical models. Here, we investigated the impact of chronic epileptic seizures in anxiety-like
behavior and TRPV1 channels expression in a genetic model of epilepsy, the Wistar Audiogenic Rat
(WAR) strain. WARs were submitted to audiogenic kindling (AK), a preclinical model of temporal
lobe epilepsy (TLE) and behavioral tests were performed in the open-field (OF), and light-dark box
(LDB) tests 24 h after AK. WARs displayed increased anxiety-like behavior and TRPV1R expression in
the hippocampal CA1 area and basolateral amygdala nucleus (BLA) when compared to control Wistar
rats. Chronic seizures increased anxiety-like behaviors and TRPV1 and FosB expression in limbic
and brainstem structures involved with epilepsy and anxiety comorbidity, such as the hippocampus,
superior colliculus, and periaqueductal gray matter. Therefore, these results highlight previously
unrecognized alterations in TRPV1 expression in brain structures involved with TLE and anxiogenic-
like behaviors in a genetic model of epilepsy, the WAR strain, supporting an important role of TRPV1
in the modulation of neurological disorders and associated neuropsychiatric comorbidities.

Keywords: epilepsy; anxiety; TRPV1 channels; neuronal activity; neuropsychiatric comorbidity;
immunofluorescence; temporal lobe epilepsy; audiogenic kindling

1. Introduction

Epilepsies are neurological disorders characterized by chronic epileptic seizures and
their consequent neuropsychiatric comorbidities [1,2]. Among them, we can highlight
anxiety, which is one of the most common comorbidities associated with epilepsies, not
only because of the epileptogenic processes but also as a cause of its exacerbation, which
indicates a bidirectional relationship between epilepsies and anxiety [3-5]. Therefore,
anxiety symptoms, or anxiogenic-like behaviors, may be present either as intrinsic as-
pects of epileptic seizures or as events related to inter-ictal alterations [6-8]. Additionally,
anxiety management can overlap epilepsy, and some antiseizure drugs may modulate
anxiety in patients with epilepsies, while classical anxiolytic drugs also display antiseizure
effects [2,3,9].

The phenomenon of the bidirectionality between neurological disorders and neu-
ropsychiatric comorbidities has been frequently discussed in the literature [10,11]. Studies
demonstrated that seizure severity is highly correlated with anxiety and other neuropsy-
chiatric comorbidities, such as depression, in patients with epilepsies, supporting a direct
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relationship between seizures and affective disorders. Consequently, the diagnosis of
epilepsies increases the chances of suicide and further diagnosis of anxiety, but the opposite
is also true once patients with anxiety and depressive disorders have a higher risk of
developing epilepsies in comparison to those who do not suffer from mood or anxiety dis-
orders [3,5,6,12,13]. Additionally, it is worth noticing that brainstem and limbic structures,
such as the periaqueductal gray matter (PAG), superior colliculus, basolateral amygdala
nucleus (BLA), and hippocampus, are intrinsically involved with epileptic seizures mani-
festations [14-17], as well as with anxiogenic, emotional and defensive behaviors [18-21],
indicating that neuroplastic and functional alterations in these neuronal networks can
impact epilepsy and anxiety comorbidity.

Psychiatric and neurological disorders are commonly associated with changes in
neural calcium ion signaling pathways. The transient receptor potential vanilloid (TRPV)
channel family is composed of seven different subfamilies, and most of their members
are closely related to the modulation of calcium influx. The TRPV type-1 (TRPV1) is a
non-selective calcium-permeable cation channel with high Ca?* permeability that has been
associated with a wide range of biological functions, such as synaptic plasticity, anxiety,
fear, stress, thermoregulation, and pain [22-26]. TRPV1 channels are widely expressed in
the brain, but cortical and limbic structures present the highest levels of TRPV1 protein
and mRNA [27,28]. Moreover, TRPV1 signaling is associated with other neurotransmitter
systems related with neuropsychiatric disorders, especially the endocannabinoid [29-31],
which makes its neurobiological function even more complex to understand.

Since TRPV1 receptors are involved with calcium mobilization, these channels have
been shown to be intrinsically involved with synaptic excitability and, consequently, with
epileptic seizure susceptibility and manifestation [32-34]. Increased mRNA and protein
levels of TRPV1 channels were observed in the hippocampus and cortex of patients with
temporal lobe epilepsy (TLE) [35] and preclinical models suggest an important role for
TRPV1 in seizure susceptibility, especially because its pharmacological activation facilitates
seizure manifestation [33,36,37]. Additionally, evidence supports the role of TRPV1 chan-
nels located in the brainstem and limbic structures in the modulation of emotional and
anxiety-like behaviors [22,38,39].

The Wistar Audiogenic Rat (WAR) strain is a genetic model of epilepsy with animals
susceptible to audiogenic seizures (AGS)—for a comprehensive review see [40]. Acute AGS
mimics generalized tonic-clonic seizures associated with brainstem hyperactivity, where
the inferior colliculus (IC), deep layers of the superior colliculus (DLSC), and dorsal PAG
(dPAG) play an important role in seizure susceptibility and manifestation [15,41]. However,
during the chronic protocol of AGS, the audiogenic kindling (AK), firstly demonstrated
by Marescaux et al. [42], limbic seizures, modulated by cortical and limbic brains sites,
coexist with brainstem seizures. Thus, AK in genetically susceptible rodents is considered
a model of TLE with limbic recruitment characterized by electrographic and behavioral
seizures [43—48], similar to those described by Racine in the amygdala kindling protocol [49].
It is worth noting that genetic selection for seizure susceptibility in the WAR strain also
selected physiological and behavioral alterations associated with epilepsy related comor-
bidities [40,50]. Additionally, chronic seizures in WARs induce spatial memory deficits [51]
and increase the expression of glutamate receptor subunits [52] and CB1 receptors [53] in
limbic structures. Therefore, genetic susceptibility and chronic epileptic seizures are both
involved with manifestations of neuropsychiatric comorbidities underlying epilepsy in the
WAR strain.

However, the impact of both genetic background and chronic epileptic seizures on
anxiety-like behaviors still needs to be appropriately investigated in WARs. Similarly,
despite TRPV1 channels being closely related with epilepsies and their comorbidities,
possible neuroplastic alterations in their expression have never been analyzed, either in
WARSs or in other genetic models of audiogenic seizures. Therefore, the present study aimed
to investigate endogenous alterations in TRPV1 channels expression in the brainstem and
limbic structures involved with seizure susceptibility and anxiogenic-like behaviors in
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the WAR strain. We also characterized the impact of AK, a model of TLE, on anxiety-like
behaviors and TRPV1 and FosB expression in the brainstem and limbic structures involved
with the comorbidity epilepsy and anxiety in animals of the WAR strain.

2. Materials and Methods
2.1. Animals

Adult male Wistar (n = 16) and WAR (n = 16) rats (2-4 months old) were provided
by the Central Vivarium of the University of Sao Paulo, Ribeirdo Preto, and by the Special
Rat Strains’ Vivarium of the Ribeirdo Preto School of Medicine, respectively. Animals were
kept at the Animal Housing Facility of the Physiology Department of the Ribeirao Preto
School of Medicine, University of Sao Paulo, housed in groups of 3-4 animals per cage in a
controlled temperature (23 4= 2 °C) under light/dark cycle of 12/12 h. (lights on at 6:00 a.m.),
with access to food and water ad libitum. The experimental protocol was approved by the
Ethics Committee in Animal Research of the Ribeirdo Preto School of Medicine, University
of Sdo Paulo (Protocol number: 057/2017; approval date: 2 August 2017).

2.2. Chronic Audiogenic Seizure (AGS) Protocol: Audiogenic Kindling (AK)

Chronic AGS were induced as previously described [43,53]. Briefly, animals were
placed into an acrylic cylindrical chamber located at a soundproof wood chamber. A small
speaker connected to a computer was placed on the top of the acrylic chamber. In every
test session, animals were placed into the chamber and after 1 min the sound (110-120 dB;
5-20 kHz) was manually triggered by the researcher and applied until the onset of a tonic
seizure, or for a maximum of 60 s if no seizure was observed. Animal behavior was
recorded for 1 min before sound, maximum of 1 min during sound exposure, and 1 min
after sound. During the AK, WARs (1 = 8) were submitted to 20 acoustic stimulations for
10 days (2 per day), every morning (8:00-9:00 a.m.) and afternoon (5:00-6:00 p.m.). The
apparatus was cleaned with 5% ethanol solution after each test session.

Wistar rats (n = 8) were submitted to the same protocol, for two reasons: as a control of
the specificity of the AK protocol to induce seizures only in genetically susceptible rats and
to investigate if changes induced by the AK in WARs were, in fact, due to the epileptogenic
process and not merely due to the chronic sound exposure. Additionally, to investigate
possible endogenous alterations in anxiety-like behaviors, chronic neuronal hyperactivity,
and TRPV1 expression in the WAR strain, control (non-stimulated) WARs (1 = 8) and
Wistars (n = 8) were submitted to a false AK (Sham) protocol, exactly as described for
chronic stimulated animals, but the sound was never applied in these groups.

Brainstem seizure severity was analyzed according to the Brainstem index [54],
where: 0 = no seizure; 1 = one running; 2 = one wild running (running with jumps and
atonic falls); 3 = two wild runnings; 4 = tonic convulsion; 5 = tonic seizure followed by
generalized clonic convulsion; 6 = index 5 plus head ventral flexion; 7 = index 6 plus
forelimb hyperextension; 8 = index 7 plus hindlimb hyperextension. Limbic seizures were
measured according to the Racine scale [49], where: 0 = no seizure; 1 = facial and years my-
oclonus; 2 = head myoclonus; 3 = forelimb myoclonus; 4 = forelimb myoclonus, followed
by elevation; 5 = forelimb myoclonus, followed by elevation and fall.

2.3. Behavioral Tests for Anxiety

In the morning (8:00-11:00 a.m.) after the last AGS or sham exposure to the cylinder,
animals were submitted to the open-field (OF) test followed by the light/dark box (LDB)
test to investigate possible alterations in anxiety-like behaviors (see Figure 1).

The OF consists of an acrylic circular arena (90 cm diameter) with a 40 cm wall, and
a floor divided into 12 equal areas. Animals were placed in the center of the apparatus
(50 lux) and behaviors were recorded for 5 min by a camera located above the apparatus.
The time spent in the central area of the apparatus was calculated and the locomotory
activity was measured according to the number of crossings. Duration and frequency of
vertical exploratory behaviors (rearings) and grooming were also measured.
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Figure 1. Experimental design. Animals were submitted to the audiogenic kindling (AK) protocol
with 20 acoustic simulations. After that, animals were submitted to behavioral tests, and tissue was
collected for immunohistochemistry. Abbreviations: OF—open field test, LDB—Iight/dark box test,
ICx—inferior colliculus cortical area, dPAG—dorsal periaqueductal gray matter, DLSC—deep layers
of superior colliculus, BLA—basolateral amygdala nucleus, CAl—dorsal hippocampus sub-region.

The light/dark box (LDB) test was performed 5 min after the OF in a different room.
The apparatus consists of an acrylic box with overall dimensions of 100 x 50 x 40 cm
(length, width, height) divided into a light and a dark compartment with a doorway
(10 x 10 cm) communicating both sides. The lit side (65 lux) has floor and walls painted
white, a transparent roof, and corresponds to 2/3 of the size of the apparatus. The dark
compartment (0 lux) has floor, walls, and roof all painted black and corresponds to 1/3 of
the size of the apparatus. Animals were individually placed in the center of the lit compart-
ment turned back to the doorway separating both compartments. Behavior was recorded
for 5 min by a camera located above the apparatus and the following parameters were
measured: number of entries and time spent into the lit compartment, latency to the first
transition to the dark compartment, latency to the first return to the lit compartment, and
frequency and duration of rearings. The number of risk assessment behaviors, such as
stretched attempt postures and pokes, were also measured. After each session, the OF and
LDB were cleaned with 5% ethanol.

2.4. Tissue Processing and Immunohistochemistry

Animals were anesthetized with sodium thiopental (50 mg/kg; i.p.; Abbott,
Sao Paulo, Brazil) and perfused with phosphate-buffered saline (PBS 0.1M, pH 7.4) fol-
lowed by paraformaldehyde (PFA 4%, pH 7.4) 24 h after behavioral tests. Brains were
post-fixed in PFA for 4 h and then cryoprotected in sucrose solution 30% at 4 °C and, after
that, they were frozen in isopentane and dry ice. Using a cryostat (Microm HM-505-E,
Microm International, Walldorf, Germany), serial coronal sections (40 pm) from the dorsal
hippocampus, BLA, DLSC, dPAG, and the cortical area of the IC (ICx) were cut following
the coordinates from Paxinos and Watson [55]. Slices were stored in a cryoprotection solu-
tion (50% PBS, 30% ethylene glycol, 20% glycerol) until immunohistochemical experiments.
Representative images of each structure are illustrated in Figure 1.

Immunofluorescence for TRPV1 channels was performed in the DLSC, dPAG, BLA,
and in the CA1 region of the dorsal hippocampus, as we have previously described [56].
Briefly, after washing in PBS, free-floating sections were incubated overnight in a mouse
polyclonal antibody that recognizes the C-terminal of the TRPV1 receptor (Abcam, ab203103,
Cambridge, UK) diluted in normal goat serum (1:1000). Tissues were washed in PBS and

40



Biomedicines 2022, 10, 416

then incubated for 2 h in an anti-mouse IgG Rhodamine B (AP192R) diluted in normal
goat serum (1:1000). The slides were mounted in Vectashield mounting medium (Vector
Laboratories, Burlingame, CA, USA) and stored at 4 °C. Immunostaining for FosB+ neurons
were performed in the ICx, DLSC, dPAG, and BLA as previously described [57]. Briefly,
free-floating sections were washed in PBS and incubated overnight in a rabbit polyclonal
primary antibody (1:1000; sc-48, Santa Cruz Biotechnology, Dallas, TX, USA) diluted in
a 2% solution of bovine serum albumin solution (BSA, Amresco, Solon, OH, USA). On
the next day, slices were washed in PSB and incubated for 2 h in a biotinylated secondary
antibody anti-rabbit IgG (1:1.000; BA-1000, lot. Zb0318, Vector) diluted in BSA solution.
Immunoreactive sites were visualized using the 3,3'-diaminobenzidine (DAB) peroxidase
substrate with nickel (SK-4100, Vector). Slices were mounted on glass slides and cover-
slipped with Permount (Sigma-Aldrich, Inc., St. Louis, MO, USA).

For FosB and TRPV1R immunohistochemical protocols, negative control sections were
incubated as described, but without the primary antibody, and immunoreactivity was
absent in these sections.

2.5. Image Processing and Analysis

Immunoreactive sites were visualized and photographed in a scanning microscope
(Olympus BX61VS). Tissues processed for TRPV1R immunofluorescence and FosB+ neurons
were analyzed in 400 x magnification and the software Image] (National Institute of Mental
Health, Bethesda, MD, USA) was used for image processing analysis as we previously
described [56,57].

To analyze the TRPV1 immunofluorescence images, we used the Integrated Opti-
cal Density (IOD) method. Six slices per animal were analyzed for each structure of
interest, with a sample of six animals randomly selected per group. The intensity was
analyzed using the software Image]J (https://imagej.nih.gov/ij/ version 1.8.0; accessed
on 20 November 2021) and the mean value of the integrated density (the product of the
area and the mean gray value) was calculated using the mean value of the three regions of
interest (ROI), randomly selected within each structure of each animal. In smaller areas,
such as CA1 and dPAG, we used 3 ROIs with 2.500 pm?, while in the BLA, DLSC, and
IC, 3 ROI with 10.000 pm? were used. For FosB immunostaining, three slices per animal
were analyzed for each region of interest, with a sample of five animals randomly selected
per group. To analyze the number of FosB+ neurons, we opted for the manual counting
method (blind researcher). For each animal, we used the arithmetic mean of the total
number of FosB+ cells detected in 3 ROIs (10.000 mm? each one) randomly selected within
each structure.

2.6. Statistical Analysis

Data were tested for normality using the Shapiro-Wilk test. Statistical analysis was
performed using Two-Way ANOVA (variables: STRAIN and AK) followed by post hoc
Tukey’s test. Data were expressed as mean =+ standard error of the mean, and the software
GraphPad Prism 9.0 (GraphPad Software, Inc., La Jolla, CA, USA) was used to perform
statistical analysis and to create the graphics. Significant differences: p < 0.05.

3. Results
3.1. Audiogenic Kindling (AK) Progression

In the beginning of the protocol, WARs developed brainstem AGS in response to
intense sound stimulation; seizures were characterized by wild running with jumps and
atonic falls followed by generalized tonic-clonic seizure behaviors, such as forelimb hy-
perextension, partial or generalized clonic seizures. During AK, limbic seizures coexist
with those that originated from brainstem structures; this phenomenon is illustrated by the
appearance of novel clonic seizure behaviors such as those described by Racine [49], similar
to facial and forelimb myoclonus, followed by body elevation and fall (Figure 2). All WARs
developed AGS during the AK protocol and 4/8 rats from the WAR-AK group developed
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severe limbic seizures (Racine > 4) during the AK and were classified as forebrain-recruited;
the remaining four WARs from this group developed consistent generalized tonic-clonic
seizures, but limbic seizures were not detected. Wistar rats submitted to chronic auditory
stimulation did not develop AGS.

Seizure progression during the Audiogenic Kindling
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Figure 2. Evolution of audiogenic kindling (AK) in WARs. Mean of brainstem (blue circles) and
limbic (green circles) seizure severity during AK. Only brainstem generalized tonic-clonic seizures
were detected at the beginning of the protocol; however, during the AK, limbic seizures coexist with
those that originated from the brainstem. Data are represented by mean + standard error mean
(n = 8/group).

3.2. Open-Field (OF) Test

Results from the OF test are presented in Figure 3. Firstly, regarding the time in
the center of the OF, two-way ANOVA showed a significant effect of strain with WARs
spending less time in the center (F1, 28 = 5.626; p = 0.0248), but no AK effect (F1, 28 = 0.9779;
p = 0.3312) was detected, neither in WARs nor in Wistars.

Regarding the locomotor activity during the OF test, two-way ANOVA showed a
powerful strain effect, with WAR presenting less crossings than Wistars (F1, 28 = 73.23;
p < 0.0001), but AK showed no significant effects (F1, 28 = 0.04102; p = 0.8410).

Vertical exploratory activity was impaired in WARs in comparison with Wistars in both
parameters, frequency (F1, 28 = 23.44; p < 0.0001) and percentage of time (F1, 28 = 21.52;
p < 0.0001). However, neither AK (WARs) nor the chronic exposure to intense sound
stimulation (Wistars) had any effect on frequency (F1, 28 = 1.113; p = 0.3004) or percentage
of time (F1, 28 = 8.439 x 1021, p >0.9999) of the vertical exploratory behaviors in WARs
and Wistar, respectively.

Two-Way ANOVA showed a significant strain effect regarding grooming behav-
ior, with WARs expressing increased number (F1, 28 = 35.13; p < 0.0001) and duration
(F1, 28 = 4.756; p = 0.0377) of grooming patterns in comparison to Wistars. However, as for
the previous parameters, neither AK (WARs) nor the chronic exposure to intense sound
stimulation (Wistar) changed the frequency (F1, 28 = 0.9138; p = 0.3473) or the percentage
of time of grooming behaviors (F1, 28 = 2.324; p = 0.1386).
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Figure 3. Assessment of anxiety-like behavior in the open-field (OF) test. The measures analyzed were
(A) percentage of time in the center, (B) the number of crossings, (C) frequency of elevation, (D) time
of elevation, (E) frequency of grooming, and (F) time of grooming. The behavioral tests in the OF were
performed during 5 min on the 11th experimental day. # p < 0.05 Tukey test comparing WAR-Sham
and Wistar-Sham groups. NS = non-significant difference. Data are expressed as means =+ standard
error mean. N = 8/group.

3.3. Light Dark Box (LDB) Test

Results from the LDB test are illustrated in Figure 4. Firstly, regarding the percentage
of time spent in the lit side of the LDB, Two-Way ANOVA revealed significant effects
of both, strain (F1, 28 = 35.9; p < 0.0001) and AK (F1, 28 = 7.895; p = 0.0089). Tukey’s
post-test revealed that WARs spent less time spent in the lit side than Wistars (p = 0.0262).
Additionally, the time in the lit side was reduced even more in WARs after AK (p = 0.0184),
but the AK protocol did not change the time spent in the lit side of the LDB in Wistar
rats (p = 0.8502).
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Figure 4. Assessment of anxiety-like behavior in the light/dark box (LDB) test. The measures ana-
lyzed were (A) percentage of time in the lit side of the box, (B) the number of crossings, (C) frequency
rearing, (D) time of rearing, (E) latency to the dark side, (F) latency to the lit side, and (G) risk assess-
ment behaviors. The LBD test was performed during 5 min on the 11th experimental day. * p < 0.05
Tukey test comparing WAR-AK and WAR-Sham. # p < 0.05 Tukey test compared to WAR-Sham and
Wistar-Sham. Data are expressed as mean =+ standard error mean. N = 8/group.

Two-Way ANOVA showed a significant strain effect in the number of entries in the lit
side of the LDB, with WARs presenting a reduced number of entries in the lit side in compar-
ison to Wistars (F1, 28 = 70.10; p < 0.0001). Again, the AK protocol showed no effects on the
number of entries in the lit side, neither in WARs nor in Wistars (F1, 28 = 0.9333; p = 0.3423).
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Similar to that observed in the OF test, vertical exploratory activity was impaired
in WARs when compared to Wistars in both, frequency (F1, 28 = 70.23; p < 0.0001) and
duration (F1, 28 = 54.96; p < 0.0001). However, AK showed no significant impact, either in
frequency (F1, 28 = 3.279; p = 0.0809) or in duration (F1, 28 = 4.088; p = 0.528) of vertical
exploratory behaviors.

Regarding the first latency to the dark compartment, two-Way ANOVA showed a
significant strain effect with WARs presenting a shorter latency than Wistars (F1, 28 = 12.86;
p = 0.0013). The AK protocol did not modify the latency to the dark compartment
(F1,28 =1.501; p = 0.2317). The latency to the first return to the lit compartment was
significantly increased in WARs in comparison to Wistars (F1, 28 = 13.75; p = 0.0009), Multi-
ple comparisons test showed that animals from the WAR-Sham group had a higher latency
to their first return to the lit compartment in comparison to Wistar-Sham (p = 0.1).

Risk assessment behaviors were measured based on the number of stretched at-
tempt postures and pokes displayed by animals. Despite no significant strain effect
(F1, 28 = 0.02965; p = 0.8645), there is an effect of the AK protocol (F1, 28 = 9.965; p = 0.0038),
as well as an interaction between both factors (F1, 28 = 7.277; p = 0.0117). Multiple com-
parisons analysis showed an increased number of risk assessment behaviors in WARs
submitted to AK in comparison to the WAR-Sham group (p = 0.0016).

3.4. Immunohistochemistry for FosB+ Neurons

Results from FosB immunostaining are illustrated in Figure 5. In the ICx, two-way
ANOVA showed strain (F1, 16 = 26.93; p < 0.0001) and AK effects (F1, 16 = 19.67; p = 0.0004),
besides an interaction between both factors (F1, 16 = 19.21; p = 0.0005). Post hoc analysis
revealed that the WAR-AK group presented an increased number of FosB+ neurons in
comparison to all the other experimental groups (p < 0.0001).

In the DLSC significant strain (F1, 14 = 7.539; p = 0.0158) and AK effects (F1, 14 = 8.540;
p = 0.0111) were detected, as well as a significant interaction between both factors
(F1, 14 = 6.360; p = 0.0244). Additionally, post hoc analysis showed that the WAR-AK group
presented an increased number of FosB+ neurons in the DLSC when compared to all the
other groups (p < 0.0108).

FosB expression in the dPAG was significantly affected by strain (F1, 15 = 50.33;
p <0.0001) and AK effects (F1, 15 = 53.37; p < 0.0001). Two-way ANOVA also detected an
interaction between both factors (F1, 15 = 43.54; p < 0.0001). Post hoc analysis showed sig-
nificant differences only when comparing the WAR-AK group with the other experimental
groups (p < 0.0001).

Finally, regarding the FosB expression in the BLA, significant strain (F1, 16 = 28.09;
p < 0.0001) and AK effects (F1, 16 = 34.97; p < 0.0001) were detected. Additionally, two-way
ANOVA showed significant interaction between strain and AK (F1, 16 = 27.17; p < 0.0001).
As observed in the other structures, post hoc analysis showed that the WAR-AK group
presented an increased number of FosB+ neurons in comparison to all the other groups
(p <0.0001).

3.5. Immunofluorescence for TRPV1 Channels

Results from immunofluorescence for TRPV1 channels are presented in Figure 6. Two-
way ANOVA revealed significant strain (F 1, 20 = 70.05; p < 0.0001) and AK (F1, 20 =70.17;
p < 0.0001) effects of TRPV1R immunofluorescence in the DLSC. Additionally, a significant
interaction between strain and AK (F1, 20 = 70.40; p < 0.0001) was detected. Post hoc
analysis showed no difference between WAR-Sham and Wistar-Sham groups (p > 0.9999),
however, chronic seizures increased TRPV1 expression in the DLSC in the WAR-AK group
in comparison to all experimental groups (p < 0.0001). Chronic exposure to intense sound
stimulation did not change TRPV1 expression in the DLSC of Wistar rats (p > 0.9999).
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Figure 5. FosB immunostaining after the audiogenic kindling (AK) protocol. (A) Representative
images of every analyzed area in each experimental group. FosB+ neurons are characterized by
black dots, which indicate the nucleus of each immunopositive neuron. (B) inferior colliculus
cortical area—ICx. (C) dorsal periaqueductal gray matter—dPAG. (D) deep layers of superior
colliculus—DLSC. (E) basolateral amygdala nucleus—BLA. * p < 0.05 Tukey test compared to WAR-
Sham. Data are expressed as mean =+ standard error mean. N = 4-5/group. Scale bars = 200 pm.
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Figure 6. Immunofluorescence for TRPV1 channels after the audiogenic kindling (AK) protocol.
(A) Representative images of every analyzed area in each experimental group. (B) dorsal periaque-
ductal gray matter—dPAG. (C) deep layers of superior colliculus—DLSC. (D) basolateral amygdala
nucleus—BLA. (E) CA1 area of the dorsal hippocampus. # p < 0.05 Tukey test compared to Wistar-
Sham. * p < 0.05 Tukey test compared to WAR-Sham. N = 6 animals/group. Scale bars = 200 pm.

In the dPAG, significant strain (F1, 20 = 10.71; p = 0.0038) and AK (F1, 20 = 10.07;
p = 0.0048) effects were observed in TRPV1R expression. Significant interaction between
both factors was detected (F1, 20 = 9.21; p = 0.0065). Post hoc analysis showed no difference
between Wistar and WAR Sham groups (p = 0.9983), but chronic seizures increased TRPV1R
expression in the WAR-AK group in comparison to all experimental groups (p < 0.0015).
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Chronic exposure to intense sound stimulation did not affect TRPVIR expression in Wistars
(p =0.9997).

In the BLA, significant strain (F1, 20 = 79.01; p < 0.0001), but no AK (F1, 20 = 0.0071;
p = 0.9337) effects were detected. No significant interaction was detected by two-way
ANOVA (F1, 20 = 0.0064; p = 0.9370). Post hoc analysis revealed that WARs present
increased TRPV1R expression than Wistars, regardless of the experimental condition
(p < 0.0001). However, neither the chronic seizures in WARs (p = 0.9994), nor the chronic
exposure to intense sound stimulation in Wistars (p > 0.9999) changed TRPV1R expression
in the BLA.

In the CA1 of the dorsal hippocampus, two-way ANOVA revealed significant strain
(F1,20 = 87.47; p < 0.0001) and AK (F1, 20 = 44.74; p < 0.0001) effects. Significant interaction
between factors were detected (F1, 20 = 4,862; p = 0.0393). Post hoc analysis demonstrated
endogenous differences between non-stimulated Wistar and WARs, with WARs presenting
increased TRPV1R expression (p = 0.0003). Additionally, AK increased TRPV1R expression
in CA1 of WARs (p < 0.0001), as well as the chronic exposure to intensity sound stimulation
increased TRPV1R immunofluorescence in CA1 of Wistars (p = 0.0229).

4. Discussion

In the present study, we demonstrated that increased TRPV1 immunoreactivity in
limbic brain structures, such as the hippocampus and BLA, is associated with genetic
susceptibility to epileptic seizures and increased anxiety-like behavior in a genetic model
of epilepsy, the WAR strain. Additionally, the AK protocol, a preclinical model of TLE,
increased anxiety-like behaviors and TRPV1 immunoreactivity in the dPAG, DLSC, and
CA1 in the WAR-AK group compared to control animals. Supporting these alterations,
WARSs submitted to chronic seizures also displayed an increased number of FosB+ neurons
in brainstem and limbic regions related to seizure and anxiety-like behavior manifestation,
such as the ICx, dPAG, DLSC, and BLA, indicating increased chronic hyperactivity in
these areas.

AK progression in WARs developed similarly as previously described [43,44,58]. Ini-
tially, acoustic stimulation induced generalized tonic-clonic seizures, but during the AK,
a preclinical model of TLE [43], epileptogenic events modify seizures patterns, which
leads to the expression of limbic seizures typical of forebrain recruitment [44,46,58]. It is
worth noting that Wistars (non-epileptic control rats) submitted to the AK protocol did not
develop AGS, and the chronic high intense sound stimulation had no impact on anxiety or
chronic neuronal hyperactivity and only a minor effect on TRPV1 expression. The increased
TRPV1 expression in the CA1 of Wistars chronically stimulated was, initially, an unexpected
result, especially because it was not associated with any FosB or anxiogenic-like alterations.
However, previous data showed that hippocampal TRPV1 signaling is an important mech-
anism of stress adaptation, once stress effects on hippocampal synaptic activity and spatial
memory were prevented by focal and systemic capsaicin administration [59]. Therefore,
the increased TRPV1 expression in the CA1 of Wistar rats submitted to chronic intense
sound stimulation could be a reflex of adaptive neuroplastic changes in response to chronic
stressful situations, such as intense sound exposure.

To our knowledge, the present study is the first to investigate neuroplastic alterations
in TRPV1 channels associated with seizure susceptibility in a genetic model of epilepsy, but
similar neuroplastic changes have already been reported in other preclinical models. TRPV1
knock-out mice were less susceptible to febrile seizures than control mice; however, seizure
development increased TRPV1 mRNA and protein levels in the cortex and hippocampal
formation of control mice [60]. Increased TRPV1 protein levels were detected in the
dentate gyrus of mice during the acute and chronic phase of the pilocarpine-induced
Status Epilepticus (SE) model [34,36]. Additionally, bath application of capsaicin increased
synaptic transmission in hippocampal slices from epileptic rats but showed no effect
on basal synaptic transmission in tissue from control animals [34]. Thus, our results of
increased TRPV1 expression in the BLA and dorsal hippocampus agree with previous
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studies that used febrile and chemical models of epileptic seizures. Furthermore, we also
measured TRPV1 immunofluorescence in brainstem structures involved with generalized
tonic-clonic seizures and, similar as observed in the BLA, increased TRPV1 expression was
detected in the dPAG and DLSC. Therefore, our results suggest an important role of TRPV1
channels in brainstem generalized tonic-clonic and limbic seizures, and these neuroplastic
alterations in the BLA, when associated with increased FosB+ neurons, might be related to
the intensification of anxiogenic behavior and chronic seizures manifestation.

Previous studies reported anxiogenic-like behaviors in several genetic models of
epilepsies. Similar to the results from the present study, animals from the Genetically
Epilepsy Prone Rats (GEPR) and Krushinsky-Molodkina (KM), which are also strains genet-
ically susceptible to AGS, display increased anxiety- and depressive-like behaviors [61,62],
supporting the presence of emotional behavioral alterations that mimic neuropsychiatric
comorbidities in those models. Here, it is crucial to mention that although it is still unclear
if alterations in TRPV1 expression and functionality are involved with emotional behav-
ioral alterations found in GEPRs [61], its antagonism with capsazepine have already been
shown to attenuate AGS in male and female GEPRs [63]. Furthermore, genetic models of
childhood absence epilepsy, such as the Wistar Albino Glaxo from Rijswijk (WAG/Rij) and
the Genetic Absence Epilepsy Rats from Strasbourg (GAERS) strains, display increased
anxiety- and depressive-like behaviors [64,65]. Similarly, increased anxiogenic-like behav-
iors and cognitive impairments were detected in the Scnla +/— mouse model of Dravet
syndrome [66], as well as in chemical models of limbic seizures induced by chronic and
sub-chronic pentylenetetrazole (PTZ) administration [67,68]. Anxiogenic-like behaviors
were also observed in rodents submitted to the pilocarpine-induced SE during the acute
(6-10 days after SE) and chronic (3 and 10 months after SE) phase of the model, suggesting
that increased anxiogenic-like behavior may underlie epileptogenic events that lead to fur-
ther seizure manifestation [69-71]. Therefore, the present results are in line with previous
data and support the presence of the neuroplastic changes in TRPV1 expression underlying
the comorbidity of epilepsy and anxiety in genetic and chemical models of epilepsies.

Strikingly, in a previous study, authors performed several behavioral analyses in
Wistar and WAR rats, including sucrose preference, forced swimming test, social preference,
aversive memory tests, OF, and EPM [72]. WARs displayed several behavioral alterations in
these tests, but no difference was detected in the exploration of the open and enclosed arms
of the EPM. Briefly, a study conducted with the original WAR strain [50] detected decreased
exploration of the open arms in the EPM. However, results from Castro et al. [72] are from
a branch of the original WARs, maintained in a different location (Federal University of
Minas Gerais, Belo Horizonte, Brazil). Powell et al. [73], compared seizures, behavior, and
brain morphology between four different GAERs colonies and they detected variations
in seizure severity, anxiety- and depressive-like behaviors. Such behavioral divergences
could be associated, therefore, with epigenetic signatures (e.g.,; DNA methylation, histone
modifications, and noncoding RNAs). We speculate that several of these factors are also
involved in the variations observed between WARs from different colonies.

Neuronal networks involved with generalized tonic-clonic and limbic seizures mani-
festations are closely related to emotional and anxiogenic-like behaviors [15,18,19]. This
relationship can be particularly observed in the WAR strain. Once the IC is the main brain-
stem structure involved with auditory processing associated with seizures, it plays a key
role in AGS susceptibility and manifestation [74], especially the ICx area, which presents
increased epileptogenic activity and sends glutamatergic projections to the dPAG and
DLSC [75-77]. Thus, the hypersynchronism and hyperactivity in these structures mediate
the motor manifestation of generalized tonic-clonic seizures [15,78]. During AK, chronic
brainstem hyperactivity, especially in excitatory projections from the ICx to the medial
geniculate body and then to the BLA, hippocampal formation, and several cortical areas,
lead to the phenomenon called limbic recruitment. Once recruited, forebrain regions such
as cortical and limbic areas display epileptogenic activities associated with the expression
of electrographic and behavioral limbic seizures [42-46,48,58].
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Differently from other models of TLE, such as the pilocarpine-induced SE [79], in the
AK, the hippocampus does not present neuronal loss, and it is extremely resistant to recruit-
ment; however, c-Fos immunostaining becomes evident in the BLA after 5-10 AGS, when
limbic seizures start to coexist with brainstem seizures [76]. Nevertheless, the hippocampus
of WARs does present neuroplastic alterations associated with epilepsy susceptibility and
neuropsychiatric alterations, such as reduced GABAergic currents in hippocampal neu-
rons [80,81], increased CB1 expression [53], hippocampal hyperplasia [82], and increased
calcium concentration in hippocampal synaptosomes [83]. The amygdaloid complex, es-
pecially the BLA, is probably the limbic structure most susceptible to AK epileptogenic
events, presenting neuronal loss and increased neo-Timm+ staining (Zn* sprouting) [58],
as well as increased neuronal hyperactivity and CB1 expression [53,57].

Additionally, fully kindled GEPR-9s have their post-tonic clonic seizure abolished
after administration of a selective adenylyl cyclase inhibitor directly into the lateral amyg-
dala nucleus [84]. Similar results were also observed in kindled GEPR-3s who had limbic
seizures prevented by administering the NMDA receptor antagonist AP7 into the same
structure [85]. Thus, the increased TRPV1 expression endogenously detected in the hip-
pocampus and BLA of WARSs is in line with previous neuroplastic alterations and add new
information regarding epilepsy susceptibility and calcium mobilization in these limbic
brain sites.

Although the dPAG and DLSC are involved with AGS expression [16,17,41,86], they are
also intrinsically associated with anxiety-like, defensive, and panic-like behaviors [87-89].
Pharmacological manipulations of TRPV1 channels in these structures have also been
shown to modulate anxiety. Capsaicin administration into the dPAG increased anxiogenic-
like behaviors in rodents [90,91], while TRPV1 antagonism with capsazepine induced the
opposite effects [91]. Although TRPV1 channels from neurons located in the superior
colliculus have been shown to play an important role in long-term synaptic plasticity [92],
there is still a lack of studies investigating their role on either epilepsy or anxiety. Therefore,
our results indicate that increased TRPV1 expression and signaling in the dPAG and DLSC
of chronically stimulated WARs may be involved with the increased number of FosB+
neurons in the same area. Together these neuroplastic alterations might play an important
role on seizure susceptibility and anxiogenic-like behaviors displayed by epileptic rats.

In forebrain sites, activation of TRPV1 located at the dorsal hippocampus induced
anxiogenic-like behaviors [29], while its antagonism in the ventral hippocampus induced
anxiolytic-like behaviors [39]. Furthermore, anxiolytic-like effects induced microinjection
of anandamide within the BLA were shown to be dependent on previous antagonism of
TRPV1 located in the same structure, suggesting that anxiolytic effects were associated
with CB1 activation [93]. While the local activation of CB1 inhibits calcium channels and
excitatory neuronal activity [94], TRPV1 activation promotes calcium influx and gluta-
mate release [95,96]. Thus, once TRPVIR are activated by the endogenous cannabinoid
anandamide and its signaling leads to intracellular calcium mobilization and increasing
neuronal excitability [31], its increased expression in the analyzed brain structures may
explain, at least in part, the genetic susceptibility to epilepsy and the anxiogenic-like behav-
iors displayed by WARs. Therefore, given the dual role of these receptors in the modulation
of emotional behaviors [97], the results from the present study may be associated with the
increased CB1 expression previously detected in limbic brain sites of WARs [53], where
CB1 receptors could be up-regulated in response to the increased excitability related to
increased TRPV1 expression and signaling.

Although we did not perform a co-localization immunohistochemical study to verify
if increased TRPVIR immunoreactivity was present in FosB+ neurons, our results from
both immunohistochemical protocols, coupled with behavioral analysis, suggest that the
increased neuronal hyperexcitability detected in chronically stimulated WARs is due to the
increased TRPV1 expression and activity in these neurons, increasing calcium signaling
and neuronal firing. This explanation is supported by the increased number of FosB+
neurons in the ICx, DLSC, dPAG, and BLA, and the increased TRPV1R expression in the
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dPAG, DLSC, BLA, and hippocampal CA1 region. Furthermore, using a genetic model
coupled with a chronic protocol of epileptic seizures (AK) and histological analyses are
important tools for translational neuroscience, especially in the context of neuropsychiatric
comorbidities commonly observed in patients with epilepsies. Intriguingly, several of the
mentioned neural substrates or neuronal networks are extensively overlapped when we
study either defense systems associated with panic or flight behaviors [19,87,88,98] or those
involved in the behavioral and electrographic expression of epileptic seizures [15-17,57].
The actual meaning of these overlayed substrates in the context of behavioral and evolutive
neuroscience, although not the main goal of the current study, deserves further examination.
Indeed, that challenge has been taken brightly in a recent comprehensive literature review
by Inga Poletaeva ’s research group [99].

In conclusion, increased TRPV1 channels expression in the hippocampus and BLA
are associated with seizure susceptibility and anxiogenic-like behaviors in the WAR strain.
Additionally, epileptogenic events underlying the limbic recruitment intensified anxiogenic-
like behaviors and increased TRPV1 expression in the brainstem and limbic regions in-
volved with the modulation of seizures and emotional behavior. Therefore, the present
study added new neuropathological information about the epileptogenic process underly-
ing the limbic recruitment associated with AK, a TLE model, and the consequent develop-
ment of neuropsychiatric comorbidities. These data shade light on an important role for
TRPV1 channels and calcium mobilization in the regulation of endogenous mechanisms
related to seizure susceptibility in animals genetically susceptible to epilepsies, supporting
a key role for this receptor in epilepsy and anxiety as comorbidities.
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Abstract: The review presents data which provides evidence for the internal relationship between
the stages of rodent audiogenic seizures and post-ictal catalepsy with the general pattern of animal
reaction to the dangerous stimuli and/or situation. The wild run stage of audiogenic seizure fit could
be regarded as an intense panic reaction, and this view found support in numerous experimental
data. The phenomenon of audiogenic epilepsy probably attracted the attention of physiologists as
rodents are extremely sensitive to dangerous sound stimuli. The seizure proneness in this group
shares common physiological characteristics and depends on animal genotype. This concept could
be the new platform for the study of epileptogenesis mechanisms.

Keywords: audiogenic epilepsy; rodents; fear reaction; behavior genetics

1. Introduction

It is widely known that the survival of animals (and of rodents in particular) in the
wild depends on their acoustic sensitivity (and on their prompt reaction following danger
stimulus). This obvious statement usually escapes the attention of investigators who
analyze the rather well-known phenomenon of rodent audiogenic epilepsy (AE). At the
onset of loud sound rats, mice, and hamsters of several strains develop typical audiogenic
seizures. Such seizure fits develop according to the similar pattern in animals of different
species and genotypes [1-6] and Figure 1. These fits start as violent running and jumpings,
the stage named “wild run” or “clonic run” [7]. There were experimental evidences [8]
that this stage of the audiogenic fit is “ambiguous” by its mechanisms; animal reaction
reveals the traits of the violent flight reaction (defense behavior in order to escape aversive
stimulation), but contains some type of forced movements as well, which are regarded as
the signs of seizure process initiation. If the experiment is designed in such a way that
during “wild run” an animal is able to escape from the sound source (into a safe place),
some animals (but not all) will choose to escape [9]. Antipanic treatment ameliorates
the wild run intensity [8]. It is likely that the “polygonal arena” for studying the escape
reaction in rats could be of use as the device for further analysis of this ambiguity [10]. The
further development of the audiogenic seizure in time is well described elsewhere [11-14].
Of course, the “wild run” stage in animal with audiogenic-epilepsy is different from
that of a normal animal experiencing a panic state. But this difference is determined by
differences in the CNS function in such animals. The panic state is induced usually by more
complicated stimulus or stimulus situation (i.e., frightening environment, predators, etc.)
and the prompt panic reaction help animal to find the safer place. Most animals usually
don’t develop “wild-run” in response to a loud sound. Non-AE-prone animals in their
majority respond to sound onset by more or less intense startle-reaction. This could signify
that sound sensitivity in AE-prone animals is abnormally enhanced. Nevertheless it has
some features which resemble panic. The phenotypic similarity in movement patterns
and the involvement of the similar brain regions (see below) could be the indications of
their “relatedness”.
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Figure 1. The schematic representation of both-brain structures, involved in the audiogenic seizure
progress and the respective animal reactions, which unfold in parallel with certain structure involvement.

The same conclusions could be drawn concerning the “similarity” between post-ictal
catalepsy in AE-prone animals and the freezing reaction of the normal rodent in response
to a threatening situation in which presumably there is no way to escape. The common
feature of these two states is the suppression of body movements, although significant
differences between these two states do exist as well. For example, specific cataleptic
muscle tone had been investigated rather extensively. This state models the important
aspects of Parkinson’s symptoms. It is widely known that haloperidol catalepsy develops
due to abnormalities in striatal DA-receptors. At the same time the detailed research of this
peculiar body muscles state (namely the body postural flexibility /rigidity) are not well
known. Freezing is the component of the fear-anxiety reaction and it had been analyzed as
a component of this state without special attention to muscle tone state per se.

This paper represents the attempt to demonstrate that rodent wild run, clonic, and
tonic seizures in response to sound as well as the following catalepsy are the animal’s
exaggerated reactions to danger, which adopts the real pathological pattern due to the
“constellation” of certain genetic elements. Such genetic anomalies could occur in ro-
dent populations and discovered during laboratory breeding. The respective selection
in laboratories increased the penetrance of these traits, so that the AE-prone lines could
be created.

In other words, the successful selection of rats, mice and hamsters for high AE seizure
intensity means that natural rodent populations harbor their respective genetic variants,
although no data on AE seizures in wild populations could be found.

2. The General Pattern of AE Seizure Development

At the start of EEG era of neurology (around 1940s) Penfield and Jasper proposed
that seizures became generalized as the pathological excitation spreads into the brain stem
nuclei (i.e., medulla, pons and midbrain), including reticular formation (which had been
described around this time). The brain stem structures are extensively connected to many
brain regions and their excitation is the basis for epileptic discharge to become widespread.

The participation of brain stem structures in the genesis of audiogenic clonic-tonic
seizures had been demonstrated independently in rats of audiogenic seizure prone strains
such as the Krushinsky-Molodkina strain [14], which originated from Wistar population
and GEPR (genetically epilepsy prone rats) from the Sprague-Dawley outbred strain. Later,
the same pattern of AE seizure had been confirmed in the new strain, Wistar Audiogenic
Rats (WAR) [6].

According to an explicit review of C. Faingold [12], based on GEPR data, the extensive
firing in inferior colliculi (IC) increases before the seizure develops, which is the indication
that this structure is the initial point of AE seizure fit development. The “wild running” ex-
pression depends on the activation of superior colliculi (SC) deep layers. The development
of AE clonic-tonic seizures depends on the pontine reticular nucleus and periaqueductal
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gray (PAG), with further spread of excitation to the spinal cord [15]. During post-ictal
depression, all areas except the pontine reticular nucleus are quiescent. This hierarchical
neuronal network of AE, which determines this pathology, does not involve structures
rostral to the midbrain.

The electrophysiological and neurochemical investigations made the serious impact
concerning the participation of inferior-superior colliculi and other brain stem structures.
The participation of PAG, ventral tegmental area (VTA) and substantia nigra as well as
of other brain stem nuclei in the development of AE seizure [6,12,16,17] was established.
Figure 2 (one of the first EEG records of AE seizure in KM rats) shows the neural excitation
in the brain stem with typical lack of epileptic activity in the neocortex. However, it is
worth noting that the reactivity of the visual cortex decreased after the seizure (less intense
responses to light flashes) in comparison to pre-seizure recording.
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Figure 2. The electroencephalogram (EEG) and electromyogram (EMG) patterns, recorded from
chronic electrodes in KM rat during experiment before seizure onset (upper part), during seizure
(two middle parts) and after the seizure (the lower part of the figure). Electrodes positions: 1, brain
stem; 2, visual cortex; 3, electromyogram (EMG). Calibration: horizontal bar-time scale, vertical bars,
60 mcV for EEG; 200 mcV for EMG (see also [18]).

3. The Neuroanatomical Correlates between AE Seizure Attack and Defense Reactions
3.1. Corpora Quardigemina

Inferior and superior colliculi had been recognized as the site of AE fit initiation rather
long ago [19]. Among other experimental evidences is the fact that bilateral lesions of
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IC abolished AE-fit development (see [16]). The onset of acoustic stimulus evokes the
typical mammalian “startle” reaction, with IC and PAG mediating this reaction [20]. The
review of IC role in this respect was performed by N. Garcia-Cairasco [6]. The initiation
and propagation of AE activity relies upon hyperexcitability in the auditory system (and
IC in particular) [16,21-23]. Thus, as it was mentioned above, the IC is considered to be the
crucial structure for the AE-fit “ignition”, and it was shown in mouse and rat AE models
and in normal animals as well [24,25]. The activation pattern of different nuclei of IC
as the process, which is causally connected with IC initiation, was proved using c-Fos
immunoreactivity [13,26-30].

The genetic volumetric differences in IC of GEPR and WAR rat strains in comparison
to controls were also demonstrated (with differences between these strains as well) [31].

At the same time, the IC is the structure responsible for the development of the innate
defense reaction, at least in rodent brains, which could be expressed either as flight or as
freezing [25,32-34]. The details were reported; ventral and dorsal IC regions are involved
in the expression of the defensive reaction and audiogenic seizures, respectively [33],
and aberrant neuronal reactions in the IC-SC system were described [22]. Ferreira-Netto
et al. [33] demonstrated that in normal rats, freezing inducing chemical stimulation of these
two brain regions activates different brain circuits, and apart from IC they include the
forebrain structures.

The experimental data demonstrate that wild run could be the expression (or the
-homologous) of the fear-induced flight reaction [2], which is the result of neuronal ex-
citation spreading into lower-level brain stem structures [35] and the spinal cord. The
special experiments and respective argumentation made it obvious that panic behavior
is a phenomenon which is not similar to the anxiety traits [31,36]. Thus, the flight-like
stage (wild run) of the AE fit could be regarded as the pathologically increased panic
attack. The naturally occurring panic attacks (provoked in rats by ultrasonic stimulation)
are the valid model of the respective human disorder [37]. Of course, panic behavior is
the phenomenon which is not homogenous, and this was demonstrated by the effects of
experimental interventions into the function of GABAergic and opioid systems in corpora
quarigemina, substantia nigra, and other structures ([31,38—41], as the examples). The data
obtained also demonstrated that forebrain excitation exert the plausible impact in panic-like
behavior of different origin [42]. Thus, the AE-proneness is, presumably, the cause of IC
auditory function disorder [43,44].

3.2. Brain Stem Structures (PAG in Particular)

The ventrolateral part of PAG (vIPAG) is responsible for mediating the excitation from
IC [45] and for generation of the tonic AE stage [3,11,18,45,46]. It was demonstrated in
GEPR-9 (in electrophysiological experiments) and confirmed in other AE models. It is
worth noting that in cases of human partial epilepsy, these attacks sometimes resemble
panic attacks as the patients experience the intense fear.

4. The Neurochemical Parallels between the AE Fit and Defense Reactions

Wild run (panic reaction). Some considerations in this respect were made above. Thus,
the “wild run” stage of AE-seizure fit has the traits which permit to make the parallels
with the panic-like animal behavior (namely in non-seizure prone animals). The panic-like
behavior, realized as the successive neuronal excitation of IC, SC, PAG and other brain
stem nuclei, share the neurochemical “sensitivity” with seizure fits induced by sound and
demonstrate the participation of forebrain structures [47].

Freezing reaction. In rodents (and not only in rodents, but in other mammals as
well) the encounter of fear-inducing situation evokes a freezing reaction (i.e., a normal
response) which helps to avoid direct contact with danger. Freezing is expressed as the
still posture (i.e., complete absence of body movements). The detailed analysis of this
brain state in case of electrical stimulation of different PAG regions convinced authors [48]
that there exist “at least four different kinds of freezing with specific neural substrates”.

60



Biomedicines 2021, 9, 1641

However, the brain stem stimulation creates the excitation pattern, which is different from
the “natural” one when animal faces the natural danger. This means that direct comparisons
are difficult to perform. As different intensities of IC electrical stimulation induced either
freezing or escape reactions, the local infusions of semicarbazide or bicuculline (modulating
GABAergic system) also induce these two types of reactions, respectively, demonstrating
some type of similarity with AE neurochemical traits [49].

Catalepsy. The freezing reactions which are induced either in nature, or as the re-
sult of direct brain stimulations could be related to abnormal brain state-catalepsy. The
cataleptic state induced by haloperidol (modulating dopamine transmission) was shown
to be sensitive to aversive stimulations [50], and this type of cataleptic reactions could be
modulated by changes in glutamatergic transmission in IC [51]. This could be regarded as
the indication that cataleptic muscle tone pattern has probably some common links with
the brain stem defense circuits. The special analysis of post-ictal catalepsy and/or of post
sound cataleptic-like states in several rat strains indicated the relationship of AE seizures
and this type of catalepsy [52]. The parallels of freezing-catalepsy expression could be
partially confirmed by neurochemical and genetic data on pinch-induced catalepsy [53-56],
which was shown to depend on brain tryptophan hydroxylase activity. Pinch-induced
catalepsy (demonstrated in rats and mice) is regarded as a change in muscle tone, which
resembles and probably is related to the non-responsiveness, developed in young pups
when the mother transports them by holding the pup by the nape. The pinch-induced
catalepsy in AE-prone rats of KM strain correlated with the intensity of their post-ictal
catalepsy [55]. The special selection program for the spontaneous catalepsy from the Wis-
tar population demonstrated several peculiarities in this strain such asthe appearance of
“nervous” animals in the population of rats, selected for catalepsy as well as the certain
percentage of animals which were AE-prone [54].

The schematic description of neurochemical substrate of AE seizure. It was shown rather
long ago [24] that injecting metal ions and pyridoxal-5'-phosphate to normal mice made
them prone to AE, and this change was accompanied by the elevation of glutamate and
aspartate levels and the decrease of gamma-amino butyrate in IC. Thus, this chemical
mimicking of AE seizure proved that the excitability level of this structure is connected
with AS. The neuronal excitation (in norm and pathology) depends to a large extent on
the glutamatergic brain system, which was demonstrated by induction of seizures by Glu-
receptors agonists. The normal brain function depends on the balance between glutamate
and GABA systems, which is deteriorated in cases of epilepsy. In AE, the misbalance of
these neuronal circuits had been demonstrated in IC, SC and PAG [29,57-59].

Numerous studies demonstrated the involvement of glutamatergic, GABAergic,
opioid, serotonin, and dopamine neurotransmitter systems in expression of reactions
which belong to the “defense” domain. They are panic-like run, freezing, startle and
AE [28,33,35,60-65]. Panicolytic-like effect of BDNF in the rat brain stem was also re-
ported [66]. The hamster AE-prone strain demonstrated behavioral and molecular effects
as the reaction to cannabidiol and valproate administration [67].

5. Genetics of AE

The expression of genetic acoustic peculiarities in rat and mouse AE strains. It is natural
to ask question, whether the acoustic sensitivity in AE-prone animals is to blame for the
audiogenic epilepsy in rodents. There were no data on KM rats, but other models are more
or less investigated in this respect [12,68-70] (for details see the review in [71]).

Acoustic “equipment” in AE animals, single mutations. The finding that acoustic thresh-
olds in AE-prone rodents were elevated, was common for AE data. Cochlea morphological
anomalies, differing in details, were present in almost all studies. It is worthwhile to
note the following. The defect in acoustic sensitivity was found in Black Swiss mouse
strain, carrying the jams1 gene, which is responsible for AE. However, this acoustic defect
and AE-proneness were shown to be independent traits in these mice [69]. The detailed
analysis of cochlear functions in albino Frings mice, namely in their inbred descendants,
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was also performed [72]. The thresholds of cochlear action potentials of the AE-susceptible
RB/1 bg mice were abnormally high, while the AE resistant inbred RB/3 bg mice had
normal audiograms of evoked potentials. The F1 hybrid mice were heterotic for cochlear
function. This RB/1 bg line showed little age-related cochlear loss, which probably ac-
counts for its robust sensitivity to audiogenic seizures over most of its lifespan. Earlier
studies demonstrated that in the susceptible RB line, they demonstrated robust evoked
potentials with little or no cochlear microphonic events. The susceptible RB/1 bg mice
had well-defined potentials and cochlear microphonic [72]. Thus, we see that of course the
acoustic anomalies accompany AE traits. However, they probably develop in parallel (i.e.,
they are not the cause of this pathology).

Frings mice are also the reliable genetic model of AE susceptibility with the gene
mass]1 (monogenic audiogenic seizure-susceptible, now referred to as Mgr1) being identified
as responsible for this pathology. This gene codes for the membrane protein, which does
not belong to ion channels “family”. Frings mice display a robust AE, demonstrating
sound-induced c-Fos immunoreactivity including the external and dorsal nuclei of the
inferior colliculi. The subthreshold acoustic stimulation activates c-Fos immunoreactivity in
the central nucleus of the IC [27]. Recently the genetic variant of this gene was found in AE
prone WAR strain which is thought to be responsible for AE-proneness of these animals [73].
Homozygous carriers of Scn8a gene mutation in mouse, which affects generalized seizure
susceptibility, demonstrated also the typical audiogenic epilepsy with high amplitude EEG
signals and c-fos immunohistochemistry labelling in the IC [26,30,59].

Polygenic inheritance. The successful selection of rat strains for elevated incidences of
AE seizures was the first indication that the AE is the genetically determined trait.

The diallel cross and F2 hybrids analysis [14,71,74,75] of AE-proneness in KM strain
demonstrated the recessive polygenic nature inheritance, the data on genetic basis of
GEPR and WAR strains is rather sparse [17,76-78]. Ribak and Morin [26] and Ribak [59]
demonstrated that the IC GABA levels in GEPR were increased in comparison to controls
and the number of GABAergic neurons was also atypical with the significantly large
number of small GABAergic cells. The anomalies in GABAergic cells in IC and SC were
found in KM rats, although the histological pattern of differences between AE-prone and
resistant animals was different [73,79]. The IC ERK1/2 kinases activity was shown to be
different between KM rats and Wistars [80]. The possible animal model for anticonvulsant
mechanism was suggested by Arida et al. [81], namely the spiny rat Proechimys guyannensis,
in which the decreased seizure proneness to forebrain convulsions was found. Although
no data on AE in this species could be found.

Acoustic startle reaction. The genetic basis of differences in startle reaction in strains,
which differ in AE-proneness and/or in defense reactions, was also shown [25,82,83]. The
precise location of the chromosome fragment in mice was indicated, which is responsible
for pinch-induced catalepsy [56]. These data are of importance as they signify the plausible
ways for further investigation of AE-proneness mechanisms and thus for the origin of
epilepsy phenomenon.

More information on genetic differences in neurochemical indices. The features which could
be interpreted as common within pairs “wild run-panic”, and “catalepsy-freezing” are
perceived as distant ones in normal “non-epileptic brain”. Although in cases of KM, GEPR
and WAR strains numerous neurochemical anomalies were described which could be
due to pathological transition from panic flight into wild run stage and from freezing
as a defense reaction into catalepsy. The neurochemical deviations from non-AE normal
state which are presumably of genetic origin were found in all three best investigated
AE-prone rat strains (KM, GEPR and WAR). The brain monoamine system was analyzed
as the first one [84-93], but deviations in other brain systems, which plausibly could affect
behavioral reactions, were also noted (e.g., oxidative stress reactivity and histaminergic
brain system) [94,95], as well as early gene expression patterns [96]. These neurochemical
deviations were described not only in AE-prone animals; it seems that they are inherent
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to the “epileptic brain” in general [97,98]. It should be noted that these neurochemical
peculiarities lay apart from already described glutamate-GABA misbalance in epilepsy.

The genetic basis of these deviations could be searched in the early stages of CNS development.
It looks more or less plausible that the disturbances in gene expression patterns, which
occur rather early in development, could be responsible for the expression of AE. Such
disturbances (mutations) nevertheless permit the embryo to develop into the phenotype,
which is still compatible with the embryo survival and future viability of an organism
(which, probably, is reduced, as these mutation effects were found in laboratory only). The
respective mutations are not yet identified, although several examples which probably
fit this line of considerations, are now available. It was found that simultaneous genetic
inactivation of three transcriptional factors (PAR bZip proteins, connected with circadian
rhythms-albumin D-site-binding protein proline, hepatic leukemia factor, and thyrotrophic
embryonic factor) induce the audiogenic epilepsy in young mice [99]. The target gene of this
transcription factors family is the pyridoxal kinase (Pdxk), which catalyzes the conversion
of vitamin B12 derivatives into pyridoxal-phosphate. The latter is the coenzyme of many
enzymes participating in the neurotransmitter metabolism. It was demonstrated that in the
triple mouse KOs the levels of brain pyridoxal-phosphate, serotonin and dopamine were
decreased [99].

Mutations of other genes, which are identified as being involved in the early stages of
CNS development, could also be possible candidates for AE-type dysfunction. These could
be also the disheveled genes, as proteins, coded by this gene family, which are the impor-
tant signaling components of befa-catenin/Wnt pathway, are important for developmental
processes (cell proliferation and patterning etc.). Dvl3 (—/—) mice died prenatally with
several developmental defects, the detected stereocilia orientation anomaly in the organ of
Corti being the example, which attracts attention [100].

The hypothesized abnormal “developmental” genes could induce the CNS anomalies,
AE symptoms being among them. Such anomalies could cause the channelopathies in the
certain brain regions (or in the brain as a whole), which are crucial for AE expression. As
channelopathies (the full list not yet described) are the regular findings in many human
epilepsy cases, AE models for respective investigations being of certain clinical value.
One should not forget that the rodent brain is especially vulnerable for extreme acoustic
stimulation for animals that avoid danger in natural habitats.

The general outline presented in this paper does not consider the mechanisms of
so-called audiogenic kindling (i.e., the development of specific myoclonic seizures (type
of “jerks”)), which have the forebrain localization and appear after systemic repetitive
daily sound exposures [1]. This phenomenon is the result of ascending influences from
the (abnormally functioning) brain-stem structures of AE-prone animals. At the same
time there are two clear indications that the reverse influences (i.e., from the forebrain to
brain stem) also exist, as strong olfactory stimulation resulted in the decrease of AE-seizure
intensity [101,102].

6. The Experimental Evidences Which Are Not Compatible with the
Hypothesis Presented

Of course, the parallels which could be derived between wild run AE stage and panic
reaction and between cataleptic traits and behavioral freezing are not “complete” as biologi-
cal variability exists in physiological processes determining the AE. This “similarity” could
not be “ideal”, and the respective evidences presented above are not totally convincing.
Some arguments against these parallels could be found, as they concern the metabolic
correlates of seizure state. The seizure intensity in human patients and in experimental ani-
mals depends on the blood pH values and on the NMDA-receptors’ excitability [103,104].
The acidosis (low pH) was described as occurring during seizure process as well [105,106].
The analysis of the brain stem area “responsible” for respiration function was found to
be different in WAR in comparison to controls [107]. Schimitel et al. [108] presented the
results of complicated study of CO, and PAG stimulation effects on panic-like behavior
in rats with the detailed description of animals” autonomic reactions. Panic expression
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increased as the result of sodium lactate and inhalation of 5% CO, in panic-predisposed
patients [108]. This inspired authors to analyze this issue in animal model. Exposure to CO,
induced some kind of behavioral arousal, but also attenuated PAG-evoked immobility (i.e.,
the homologue of freezing reaction). This data as well as those, cited above, are in contrast
with the CO, seizure attenuating effects demonstrated in KM strain, which were found by
L.V. Krushinsky as early as the begin of 1950s, this being one of the first experimental data
obtained in this model.

7. The General Comparison of Normal and Pathological Reactions in AE Models

The general outline of rodent abnormal reaction as the response to loud sound (“au-
diogenic seizures”) is presented, which could probably be instructive as the comparison
was made with the patterns of normal animal behavioral reactions. One may find that
the wild run stage resembles the species-typical (although pathologically exaggerated)
flight, wherein an animal aims to avoid imminent danger. Similarly, the drastic change in
the muscle tone (catalepsy), occurring after the tonic AE-seizure stage could be regarded
as pathologically exaggerated biologically normal freezing reaction. As described above,
this resemblance could probably be determined by the close brain stem topographical
locations of brain substrates of these two types of behavioral reactions. It could be that
this parallelism is a mere coincidence. However, the question of the AE origin stays unan-
swered. Another hypothesis could be tested as well, namely that such region-specific
channelopathies arise in rats and mice as the result of the abnormal pattern of CNS devel-
opment per se, the rodent brain being especially vulnerable for loud sound as these animals
rely on sound sensitivity in avoiding danger in natural habitats.

The dysfunction of ion-channels (channelopathy) is known not only for AE [109,110], but
for epilepsy and neuromuscular pathology in general [111-114]. Thus the membrane-potential
disturbances look like the most crucial proximate cause of AE and other seizure states.

The complex interconnections between genetic elements and behavior are different in
different AE strains. Although one may conclude the existence of hypothetical “common
pathway”, namely the mechanism which underlie the seizure state (and AE) and defense
behavior. One may also hypothesize the endophenotype for audiogenic epilepsy—the specific
seizure provoking constellation of genetic and (further) neurochemical events (distortions),
which function, probably, at both levels—in peripheral hearing organ and in brain struc-
tures. The development of regional specific channelopathies and/or of the misbalance in
GABA and glutamate systems (both central and cochlear) could be the possible links which
would help to delineate the AE endophenotype. The key components of any identified en-
dophenotype are heritability and stability (state independence). Endophenotype approach
is useful as, according to I.I. Gottesman and T.D. Gould [115], “it reduces the complexity
of symptoms and multifaceted behaviors”, successful identifying of “units” for analysis
being the positive result.

The data presented above in a short way demonstrated that apart from phenotypical
similarity of AE seizures there are not many traits common for all AE models explored
(non- identical hearing system defects and the pattern of brain neurotransmitter systems
misbalance). The data of modern volumetric estimation of brains from WAR and GEPR is
also the illustration [31]. The dysfunction patterns of brain neurotransmitter systems in
cases of AE not always coincide in different AE genotypes.

One more moment should be mentioned in this respect, namely the attempt of
Traub et al. [116] to transfer the notion of “central pattern generator”, CPG (which is used
in invertebrate neurobiology and neuroethology) to the domain of circuits, generating
vertebrate motor patterns. Authors suggest that the concept of CPG could be useful for
analyzing not only normal cortical oscillations, but also the transition of normal activity
pattern to epileptiform pathology. The generality of CPG notion could be the helpful
theoretical framework for further studies of seizure development.
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The final summarizing Tables 1 and 2 are presented (containing the facts and literature
references) which could help to acknowledge the new aspect on AE data presented in
this review.

Table 1. The data evidencing the neurobiological parallels between defense behavior and
AE phenomena.

The Phenomenon Described The Connection to AE Phenotype References

The involvement of colliculi inferior in

both states (AE and defense behavior) [2,25,31-34,36]

Flight behavior and panic reaction

Behavioral freezing Cataleptic states [48-52]

The specific neurochemicalstate in ~ The common misbalance in

brain stem nuclei glutamate-GABA signaling [28,33,35,60-65]

Table 2. The genetic data on AE susceptibility origins.

The Type of Inheritance The Neurobiological “Unit” Affected References
Cochlea [43,68-70]
Monogenic Non-“channel” coding gene mass1 (Mgr1) [27]
Different channellopathies [30,109,110]

Several genes, expressed in early
development, coding for PAR bZip proteins,

e.g., Pdxk. [114,115]
Participant of wnt cascade Dvl3 gene
Polygenic Dominant-recessive inheritance, diallel cross [14,17,72,74-78]

8. Conclusions

The literature analysis, presented above, represents an attempt to find the “biological
roots” of the peculiar trait, inherent to the series of rodent species, namely the production
of intense seizure reaction in response to sound. As these seizures typically start as the
wild run and jumps, the first parallel, which crosses the observers mind, is that an animal
is eager to run away from the source of the unpleasant sensation. This excitation, being
enhanced in certain genotypes, could be followed by motor seizures as this abnormal
excitation spreads into the brain stem and further downstream to the motor centers. The
parallelism between audiogenic epilepsy and abnormally enhanced escape reaction could
be perceived as exotic. However, a range human epilepsy cases (first) and the necessity
(second) for the search of epileptogenesis roots (taking the whole brain) is not sufficient to
reject this point of view.
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Abstract: Tandem of P domains in a weak inwardly rectifying K* channel (TWIK)-related acid
sensitive K*-1 channel (TASK-1) is an outwardly rectifying K* channel that acts in response to
extracellular pH. TASK-1 is upregulated in the astrocytes (particularly in the CA1 region) of the
hippocampi of patients with temporal lobe epilepsy and chronically epilepsy rats. Since levetiracetam
(LEV) is an effective inhibitor for carbonic anhydrase, which has a pivotal role in buffering of
extracellular pH, it is likely that the anti-epileptic action of LEV may be relevant to TASK-1 inhibition,
which remains to be elusive. In the present study, we found that LEV diminished the upregulated
TASK-1 expression in the CA1 astrocytes of responders (whose seizure activities were responsive to
LEV), but not non-responders (whose seizure activities were not controlled by LEV) in chronically
epileptic rats. ML365 (a selective TASK-1 inhibitor) only reduced seizure duration in LEV non-
responders, concomitant with astroglial TASK-1 downregulation. Furthermore, ML365 co-treatment
with LEV decreased the duration, frequency and severity of spontaneous seizures in non-responders
to LEV. To the best of our knowledge, our findings suggest, for the first time, that the up-regulation
of TASK-1 expression in CA1 astrocytes may be involved in refractory seizures in response to LEV.
This may be a potential target to improve responsiveness to LEV.

Keywords: astrocyte; intractable epilepsy; ML365; pharmacoresistant epilepsy; refractory seizure

1. Introduction

Epilepsy is a chronic neurological disease that is characterized by the presence of
spontaneous aberrant neuronal discharges which manifest as seizures. The causes of
epileptic seizure generation (ictogenesis) are imbalance of excitatory/inhibitory trans-
missions, channelopathies, neuroinflammation, and aberrant synaptic plasticity [1-4].
Since shifts in activity-dependent intracellular and extracellular pH regulate the initiation
and cessation of seizure activity [5-7], impaired acid-base balance also contributes to an
augmented capability to generate epileptic discharges. Indeed, recurrent epileptiform
activity results in biphasic pH shifts, consisting of an initial extracellular alkalinization
followed by a slower acidification in the CA1 region of the hippocampus [7]. Extracellular
alkalinization decreases the inhibitory conductance through y-aminobutyric acid type A
receptor (GABAy receptor) [8] and increases the N-methyl-D-aspartate (NMDA) receptor-
mediated excitatory current [9,10]. Thus, activity-dependent extracellular alkaline shifts
initiate the seizure activity, while extracellular acidification terminates the epileptiform
activity [6,7].

Astrocytes play an important role in the redistribution of K* in extracellular space
(K* buffering) that is involved in the control of resting membrane potential and neuronal
firing. When K* buffering becomes hindered, an accumulation of extracellular K* leads to
hyperexcitability of neurons by inhibiting K* efflux from neurons during repolarization. In-
terestingly, astrocytes in the CA1 region (CA1 astrocytes) have lost barium (Ba?*)-sensitive
K* buffering in the epileptic hippocampi of humans and rats, unlike those in the dentate
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gyrus [11,12]. Furthermore, the ratio of inward-to-outward K* conductance in astrocytes is
significantly lower in the hippocampus of temporal lobe epilepsy (TLE) patients [13]. There-
fore, the dysfunction of astrocyte-mediated extracellular K* homeostasis is an important
factor in the pathogenesis of epilepsy.

Tandem of P domains in a weak inwardly rectifying K* channel (TWIK)-related acid
sensitive K*-1 channel (TASK-1) is an outwardly rectifying K* channel that acts in response
to extracellular pH. Low extracellular pH (6.0-6.4) completely inhibits TASK-1 current,
whereas high extracellular pH (7.2-8.2) potentiates it [14,15]. TASK-1 is upregulated
in astrocytes (particularly in the CA1 region) of the hippocampi of TLE patients and
chronically epileptic rats [16,17]. Furthermore, conventional antiepileptic drugs (AEDs,
currently termed as anti-seizure medication (ASM)) reduce astroglial TASK-1 expression
in seizure-prone gerbils (a genetic epilepsy model) [18]. Thus, it is plausible that TASK-
1 upregulation can contribute to seizure activity by increasing astroglial K* outward
rectification in response to extracellular alkalinization.

More than ~10-30% of TLE patients show intractable seizures that are uncontrolled
by AEDs [19]. Therefore, pharmacoresistances to AEDs are a major clinical problem
in the medication of TLE patients. The anti-epileptic properties of levetiracetam (LEV,
25-(oxo-1-pyrrolidinyl)butanamide, Keppra®) are relevant to the high-affinity binding to
synaptic vesicle protein 2A (SV2A) that may affect presynaptic neurotransmitter release.
Although LEV treatment often results in seizure-free conditions in TLE patients who
show refractory seizures to other AEDs, LEV does not mitigate spontaneous seizures in
approximately 30% of TLE patients at the beginning of the pharmacotherapy [20]. Similar
to the case of TLE patients, ~25-40% of pilocarpine-induced chronically epileptic rats do
not show a significant response to LEV [21,22]. On the other hand, LEV also leads to a
pH shift by inhibiting the transmembrane HCO3 ~-mediated acid extrusion and carbonic
anhydrase, like other AEDs [23-27]. Thus, it is likely that the anticonvulsive potency of
LEV may be closely relevant to the induction of extracellular acidification, which would
inhibit the upregulated TASK-1 in the epileptic hippocampus. In the present study,
therefore, we performed a comparative analysis of TASK-1 expression in the hippocampi
of responders (whose seizure activities were responsive to LEV) and non-responders
(whose seizure activities were uncontrolled by LEV) in chronically epileptic rats, and
validated the effect of ML365 (a selective TASK-1 inhibitor) co-treatment with LEV on
refractory seizures in response to LEV to extend our understanding of the underlying
mechanisms of pharmacoresistant epilepsy.

2. Materials and Methods
2.1. Experimental Animals and Chemicals

In the present study, we used male Sprague-Dawley (SD) rats (7 weeks old). Rats
were housed in a controlled environment at a humidity of 55 4= 5% and a temperature of
22 4 2 °Cona12hlight/dark cycle and provided with food and water ad libitum [22,28,29].
All animal studies were performed in accordance with protocols approved by the Institu-
tional Animal Care and Use Committee of Hallym University (No. Hallym 2018-2, 26 April
2018; No. Hallym 2018-21, 8 June 2018; and Hallym 2021-3, 27 April 2021). All reagents,
unless otherwise noted, were obtained from Sigma-Aldrich (St. Louis, MO, USA).

2.2. Generation of Chronically Epileptic Rats

To generate chronically epileptic rats, we applied the status epilepticus (SE) model.
For SE induction, animals were treated with LiCl (127 mg/kg) via intraperitoneal injection
(i.p-) 24 h prior to pilocarpine treatment. Animals were given atropine methylbromide
(56 mg/kg i.p.) 20 min before pilocarpine (30 mg/kg). Two h after SE onset, all rats received
diazepam (Hoffman la Roche, Neuilly sur-Seine, France; 10 mg/kg, i.p.) to cease SE
and was repeated as needed. The control rats were treated with the same volume of
saline in place of pilocarpine. SE-experiencing rats were video monitored 8 h a day to
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select for the chronically epileptic rats showing the occurrence of spontaneous seizures
(Racine’s scale > 3 more than once) [22,28-30].

2.3. Electrode Implantation and ML365 Infusion

The control and epilepsy rats were anesthetized with isoflurane anesthesia (3% induc-
tion, 1.5-2% for surgery, and 1.5% maintenance in a 65:35 mixture of N,O:0;) and placed in
a stereotaxic frame. Thereafter, a monopolar stainless-steel electrode (#MS303-1-AIU-SPC,
diameter 0.01 inch, Plastics One, Roanoke, VA, USA) was implanted in the right hippocam-
pus at the following coordinates: 3.8 mm posterior, 2.0 mm lateral and —2.6 mm depth to
bregma. A brain infusion kit 1 (Alzet, Cupertino, CA, USA) was also inserted into some
animals for the infusion of vehicle or ML365 (a specific TASK-1 inhibitor, 400 nM [31]) into
the right lateral ventricle at the following coordinates: 1 mm posterior, 1.5 mm lateral and
3.5 mm depth to the bregma. The electrode and brain infusion kits were secured to the
exposed skull with dental acrylic [22,28,29].

2.4. Drug Trial Protocols

Figure 1 illustrates the experimental design in the present study, which is a modified
drug trial methodology based on our previous studies [22,28,29].

Experiment | Experiment ||

Non-responder

~ 4 weeks 3days 7 days 7 days 7 days
Video monitoring Video-EEG monitaring \r':ziif;iig
(8 h a day) (2 h a day) 2 ha day)

l I I LEV Saline I Vehicle I

SE induction

Surgery Saline ML365
LEV
LEV + ML365
Responder Western blot
Non-responder or

for Immunohistochemistry
Western blot

or

Immunohistochemistry

Figure 1. Scheme of the experimental design in the present study.

2.4.1. Experiment I

Baseline seizure activity in chronically epileptic rats were recorded over a 3-day
period. Electroencephalographic (EEG) signals were acquired with a DAM 80 differential
amplifier (0.1-1000 Hz bandpass; World Precision Instruments, Sarasota, FL, USA) 2h a
day at the same time over a 7-day period. Thereafter, animals received LEV (500 mg/kg,
i.p., UCB Korea, Seoul, Korea) or saline (vehicle) once a day (at 6:00 p.m.) over a 7-day
period [22,28,29]. The EEG data were digitized and analyzed using a LabChart Pro v7
(ADInstruments, Bella Vista, New South Wales, Australia). Racine’s scale was applied to
quantify behavioral seizure severity, as aforementioned. Animals whose seizure frequency
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was unaffected by LEV during recording, as compared to the pre-treatment stage, were
defined as non-responders (Figure 1).

2.4.2. Experiment II

After saline treatment over a 7-day period, non-responders in experiment I were
infused vehicle or ML365 (400 nM [31]) by connecting Alzet 1007D osmotic pump (Alzet,
Cupertino, CA, USA). The pump was inserted into a subcutaneous pocket in the dorsal
region. Some animals were also administered LEV (500 mg/kg, i.p., UCB Korea, Seoul,
Korea) once a day.

2.5. Western Blot

After recording (18 h after the last drug treatment), animals were sacrificed by decapi-
tation. Thereafter, the hippocampi were rapidly dissected and homogenized in lysis bulffer.
The lysis buffer contained protease inhibitor cocktail (Roche Applied Sciences, Branford, CT,
USA) and phosphatase inhibitor cocktail (PhosSTOP®, Roche Applied Science, Branford,
CT, USA). The protein concentration was determined using a Micro BCA Protein Assay
Kit (Pierce Chemical, Rockford, IL, USA). An equal amount (10 nug each) was loaded on a
bis-tris sodium dodecyl sulfate-polyacrylamide gel (SDS-PAGE). The proteins were sepa-
rated 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 an electrochemiluminescence (ECL) Western
Blotting System (GE Healthcare Korea, Seoul, Korea). For data normalization, 3-actin was
used as an internal reference. An ImageQuant LAS4000 system (GE Healthcare Korea,
Seoul, Korea) was used to detect and quantify the Western blot data [22,28,29].

Table 1. Primary antibodies used in the present study.

Manufacturer

Antigen Host (Catalog Number) Dilution
Glia ﬁbriﬂ(aé{:g;ﬁc protein Mouse Millipore (MAB3402) 1:4000 (IH)
Nemomtg‘;ilﬁ)‘r antigen Guinea pig (l\gi\il%%g 1:2000 (IH)
o e
B-actin Mouse (;Cfg;‘g) 1:5000 (WB)

IH, immunohistochemistry; WB, Western blot.

2.6. Immunohistochemistry

Animals were transcardially perfused and fixed with 4% paraformaldehyde under
deep anesthesia with urethane (1.5 g/kg, i.p.). The brains were then removed and post-
fixed in the same fixative overnight and left in 30% sucrose in phosphate buffer (PB) until
sunk. Coronal sections (30 um) of the brain samples were cut using a cryostat. Sections
were placed in a plate, rinsed with phosphate-buffered saline (PBS) for over 10 min,
and subsequently blocked for 30 min at room temperature in 10% goat serum (Vector,
Burlingame, CA, USA). After blocking, samples were incubated with primary antibodies
overnight at 4 °C. Sections were then washed for over 10 min three times with PBS
and incubated with appropriate secondary antibodies (1:200, Vector, Burlingame, CA,
USA) for 1 h at room temperature. After washing, sections were mounted in Vectashield
mounting media with 4! ,6-diamidino-2-phenyulindole (DAPI, Vector, Burlingame, CA,
USA). The brain sections incubated with either preimmune serum (for GFAP) or the
primary antibody reacted with the control peptide (for TASK-1) were used as negative
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controls [16]. Immunoreaction was observed using an Axio Scope microscope (Carl
Zeiss Korea, Seoul, Korea). Five hippocampal sections from each animal were randomly
captured and the areas of interest (1 x 10° um?) were selected from the stratum radia-
tum and the stratum pyramidale of the CA1 region. Thereafter, fluorescent intensity
and the number of double-stained cells was measured using AxioVision Rel. 4.8 and
Image] software. The quantification of TASK-1 fluorescent intensity and double-stained
cells was performed in the left hippocampus to avoid the interfering effect of reactive
astrogliosis induced by electrode implantation. The investigators were blinded to ex-
perimental groups in performing morphological analysis and immunohistochemical
experiments [28,29].

2.7. Data Analysis

In the present study, the effects of each compound on seizures were analyzed based
on the following seizure parameters: Seizure frequency was number of seizures in each
animal during the 2 h recording. Seizure duration was the overall time spent in convulsive
and non-convulsive seizures in each animal during the 2 h recording. Seizure severity
was the behavioral seizure score in each animal during the 2 h recording. Total seizure
frequency was the total seizure occurrence (number of seizures) in each animal over a
7-day period. Total seizure duration was the overall time spent in convulsive and non-
convulsive seizures in each animal over a 7-day period. Average seizure severity was the
average behavioral seizure core in each animal over a 7-day period. Seizure parameters
were assessed by different investigators who were blind to the classification of animal
groups and treatments. All data are presented as the means =+ standard deviation (SD) or
standard error of mean (SEM). After the Shapiro-Wilk W-test was used to evaluate the
values on normality, the Student’s ¢-test (for total seizure duration, immunohistochemistry
and Western blot data), the Mann-Whitney U test (total seizure frequency and average
seizure severity), a repeated measures ANOVA (seizure duration over a 7-day period), the
Friedman test (seizure frequency and seizure severity over a 7-day period) and a one-way
ANOVA followed by Bonferroni’s post hoc comparisons (for immunohistochemistry and
Western blot data) were applied to determine the statistical significance of the data. A
p-value less than 0.05 was considered statistically significant.

3. Results
3.1. Effects of LEV on Spontaneous Epileptic Seizures

First, we explored the efficacy of LEV on spontaneous seizure activity in chronically
epileptic rats. In vehicle-treated epileptic rats (n = 14), total seizure frequency (number
of seizures), total electroencephalographic (EEG) seizure duration and average seizure
severity (behavioral seizure core) were 11.3 4= 2.1, 681 + 145 s, and 3.4 & 0.6 over a 7-day
period, respectively (Figure 2A-C). About 57% of the LEV-treated group (n = 70) were
identified as responders whose seizure frequency ()(2(7) =194, p =0.007, Friedman test),
seizure duration (F(7 483) = 4.1, p < 0.001, repeated measures ANOVA), and seizure severity
()(2(7) =17.8, p = 0.013, Friedman test) were effectively alleviated by LEV treatment over a
7-day period (Figure 2A,B). In this group, total seizure frequency, total seizure duration
and average seizure severity were also attenuated to 4.4 1.2 (Z = 3.2, p = 0.002 vs. vehicle,
Mann-Whitney U-test), 349 + 65 s (t(gp) = 3.9, p = 0.002 vs. vehicle, Student ¢-test), and
2+ 0.3(Z=24,p=0.01vs. vehicle, Mann-Whitney U test) over a 7-day period, respectively
(Figure 2C). LEV did not influence seizure activity in 52 out of 122 rats (~43% in LEV-treated
rats). Thus, they were identified as non-responders (Figure 2A-C).
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Figure 2. The effects of levetiracetam (LEV) on spontaneous seizure activities in chronically epileptic
rats and the localization TASK-1 in the hippocampus of the control and chronically epileptic rats.
LEV effectively attenuated spontaneous seizure activity on EEG in responders (A) at 4 days after
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treatment, accompanied by reductions in seizure frequency (Friedman test), seizure duration (re-
peated measures ANOVA), seizure severity (seizure score, Friedman test), total seizure frequency
(Mann-Whitney U test), total seizure duration (Student’s f-test) and average behavioral seizure score
(seizure severity; Mann—-Whitney U test) over a 7-day period (B,C; *, p < 0.05 vs. vehicle (Veh)-treated
animals; error bars, SD). However, the non-responders did not respond to LEV treatment (B,C). Dou-
ble immunofluorescent data reveal that TASK-1 expression is observed in GFAP-positive astrocytes,
but not in NeuN-positive neurons in both control and chronically epileptic rats (D).

3.2. Effects of LEV on TASK-1 Expression in the Epileptic Hippocampus

Consistent with previous studies [16,17,32], TASK-1 expression was rarely observed in
CA1 neurons in both control and epileptic rats (Figure 2D). In contrast, TASK-1 expression
was prominently detected in the astrocytes within the stratum radiatum and stratum
lacunosum-moleculare of the CA1 region of the control rats (1 = 7). TASK-1 expression was
also detected in the astrocytes in the molecular layer and the hilus of the dentate gyrus of
control rats (Figures 2D and 3A). In chronically epileptic rats (n = 7), TASK-1 expression
was obviously detected in most of the reactive CA1 astrocytes, showing hypertrophy
and hyperplasia of cell bodies and processes (Figure 2D). TASK-1 expression was rarely
observed in reactive astrocytes within the dentate gyrus (Figure 3A). TASK-1 fluorescent
intensity was increased to 1.62-fold of control level (f(lz) =144, p <0.001, Student’s t-test,
Figure 3A,B). However, the fraction of TASK-1 positive astrocytes in total astrocytes of
chronically epileptic rats was similar to that in control animals (Figure 3C). As compared to
the vehicle-treated animals (1 = 7), responders to LEV (1 = 7) showed a reduction in TASK-1
fluorescent intensity (F(»,17) = 49.7, p < 0.001, one-way ANOVA), while the TASK-1 intensity
in non-responders to LEV (1 = 6) was unaffected by LEV treatment (Figure 3A,B). Thus,
the fraction of TASK-1 positive astrocytes in total astrocytes was decreased in responders,
as compared to the vehicle-treated animals (F17) = 5.4, p = 0.015, one-way ANOVA,
Figure 3C). Compatible with the immunohistochemical data, the Western blot revealed
that TASK-1 density was elevated to 1.65-fold of control level in chronically epileptic rats
(tap) = 11.9, p < 0.001, n = 7, Student’s t-test, Figure 3C,D). In responders (n = 7), LEV
reduced TASK-1 density in the hippocampus (F(3,17) = 37.1, p < 0.001, one-way ANOVA)
but not in the non-responders (1 = 6 Figure 3C,D, Supplementary Figure S1). Together with
the effects of LEV on seizure activity, these findings indicate that the upregulated TASK-1
expression in CA1 astrocytes may be relevant to spontaneous seizure activity and affect the
responsiveness to LEV.

3.3. Effects of ML365 on the Spontaneous Seizures and TASK-1 Expression in Chronically
Epileptic Rats

To directly investigate the role of TASK-1 in spontaneous seizure activity, we applied
ML365 (a selective TASK-1 inhibitor) to non-responders to LEV. In vehicle-treated non-
responders to LEV (1 = 10), the total seizure frequency, total EEG seizure duration and
average seizure severity over a 7-day period were 14.4 4 3.3, 751 £ 197 s, and 3.2 £ 0.5,
respectively (Figure 4A-C). In ML365-treated non-responders to LEV (1 = 10), seizure
duration was gradually decreased over a 7-day period (F7,63) = 3.326, p = 0.004, repeated
measures ANOVA; Figure 4A,B). In this group, the total seizure duration was also dimin-
ished to 519 4 55 s over a 7-day period (t(g) = 2.5, p = 0.035 vs. vehicle, Student’s t-test;
Figure 4C). Furthermore, ML365 reduced the TASK-1 fluorescent intensity to 0.73-fold of
the vehicle levels (t(g) =8.8,p < 0.001 vs. vehicle, Student’s t-test, n = 5). In addition, ML365
diminished the fraction of TASK-1 positive astrocytes of the total astrocytes (g = 2.7,
p = 0.027, Student’s -test, Figure 5C). Consistent with the immunohistochemical study, the
Western blot data showed a reduction in TASK-1 density to 0.71-fold of the vehicle levels
(tg) = 6.4, p <0.001 vs. vehicle, Student’s t-test, n = 5) in ML365-treated non-responders
(Figure 5D,E, Supplementary Figure S1). These findings indicate that TASK-1 in reactive
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CAL1 astrocytes may be involved in the prolongation of seizure duration rather than seizure
generation (ictogenesis) in non-responders to LEV.
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Figure 3. The effect of levetiracetam (LEV) on TASK-1 expression in chronically epileptic rats. As
compared to control animals, TASK-1 expression is upregulated in CA1 astrocytes of epileptic
rats. LEV significantly attenuated TASK-1 upregulation in responders, but not non-responders.
(A) Representative photos of the TASK-1 expression in the hippocampus. SP, stratum pyramidale; SR,
stratum radiatum; SLM, stratum lacunosum-moleculare; ML, molecular layer of the dentate gyrus;
DGL, dentate granule cell layer. (B) Quantitative analyses of the effect of LEV on TASK-1 expression
based on the immunohistochemical data (*#, p < 0.05 vs. the control and vehicle (Veh)-treated
animals, respectively; one-way ANOVA with post hoc Bonferroni’s multiple comparison, open circles
indicate each individual value, horizontal bars indicate the mean value, error bars indicate the SEM).
(C) Quantitative analyses on the effect of LEV on the fraction of TASK-1 positive astrocytes in total
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astrocytes (*, p < 0.05 vs. control animals; one-way ANOVA with post hoc Bonferroni’s multiple
comparison; error bars, SEM). (D,E) Representative images for Western blot of TASK-1 protein
expression in the hippocampal tissues and quantifications of TASK-1 level based on Western blot
results (*#, p < 0.05 vs. control and vehicle (Veh)-treated animals, respectively; one-way ANOVA
with post hoc Bonferroni’s multiple comparison).
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Figure 4. The effects of ML365 on spontaneous seizure activities in non-responders to levetiracetam
(LEV). ML365 diminished only seizure duration. (A) Representative EEG signal in each group at
4 days after treatment. (B) Quantitative analyses of the effects of LEV on seizure frequency (Friedman
test), seizure duration (repeated measures ANOVA) and seizure severity (seizure score, Friedman
test) over a 7-day period (*, p < 0.05 vs. vehicle (Veh)-treated animals; error bars, SD). (C) Quantitative
analyses of total seizure frequency (Mann-Whitney U test), total seizure duration (Student’s ¢-test)
and average behavioral seizure score (seizure severity, Mann-Whitney U test) over a 7-day period
(*, p <0.05 vs. vehicle (Veh)-treated animals; open circles, each individual value; horizontal bars,
mean value; error bars, SD).

3.4. Effect of ML365 Co-Treatment on Refractory Seizures in Non-Responders to LEV

When considering the effect of ML365 on seizure activity and TASK-1 expression in
CA1 astrocyte (Figures 4 and 5), it is likely that ML365 co-treatment may improve the
efficacy of LEV in non-responders. Thus, we validated the effects of ML365 co-treatment on
intractable seizures in non-responders to LEV. As compared to vehicle co-treatment (1 = 10),
ML365 co-treatment (1 = 10) gradually reduced seizure frequency ()(2(7) =18.9,p=0.009,
Friedman test), seizure duration (F(7,63) = 25.1, p < 0.001, repeated measures ANOVA) and
seizure severity ()(2(7) =15.6, p = 0.029, Friedman test) in non-responders to LEV over a
7-day period (Figure 6A,B), although it could not completely inhibit spontaneous seizure
activity (Figure 6A,B). ML365 co-treatment also diminished total seizure frequency (Z = 2.7,
p = 0.007 vs. vehicle co-treatment, Mann-Whitney U test), total seizure duration (tg) = 15.7,
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p = 0.009 vs. vehicle co-treatment, Mann-Whitney U test) in non-responders to LEV over a
7-day period (Figure 6C). In addition, ML365 co-treatment decreased TASK-1 fluorescent
intensity to 0.73-fold of the vehicle co-treatment animal level (tg) = 7, p < 0.001 vs. vehicle
co-treatment, Student’s t-test, n = 5) in non-responders. ML365 co-treatment reduced the
fraction of TASK-1 positive astrocytes of the total astrocytes (tg) = 2.9, p = 0.019, Student'’s
t-test, Figure 7A—C). TASK-1 density also diminished to 0.7-fold of the vehicle co-treated
animal level (t(g) =6, p <0.001 vs. vehicle co-treatment, Student’s t-test, n = 5) in non-
responders (Figure 7D,E, Supplementary Figure S1). Taken together, our findings suggest
that TASK-1 inhibition by ML365 may improve the efficacy of LEV in non-responders.

TASK-1 B
TASK-1 DAPI Merge intensity

ot
(4]
)

[ g *
+

TASK-1 expression
(foldvs. Veh-treated animal)
-

0.5 4
0
Veh |ML365
Non-responder|
SP . 100+
SR % 80 - *
sim| § 60 -
L]
£
ML T 401
e s 2
DGLE "™ £ 7
E
Veh |ML365
Non-responder
D Non-responder
I
M.M. Cont Veh ML365 E
r a 151
55 kDa| g
TASK-1 - £
(~ 50 kDa) - i S . .g. *
40 kDa | W ; g 05 4 'a'
< ”
55 kDa - &
Bl £, |
B-actin & Veh |ML365
(~ 45 kDa) - oo <
40KkDa| W Non-responder

Figure 5. The effect of ML365 on TASK-1 expression in non-responders to levetiracetam (LEV).
As compared to the vehicle (Veh), ML365 reduces TASK-1 expression in CA1 astrocytes within
the hippocampus of non-responders. (A) Representative photos of TASK-1 expression in the
hippocampus (SP, stratum pyramidale; SR, stratum radiatum; SLM, stratum lacunosum-moleculare;
ML, molecular layer of the dentate gyrus; DGL, dentate granule cell layer). (B) Quantitative analyses
of the effect of ML365 on TASK-1 expression based on immunohistochemical data. Open circles
indicate each individual value. Horizontal bars indicate the mean value. Error bars indicate SEM
(*, p <0.05 vs. vehicle-treated animals; Student’s t-test). (C) Quantitative analyses of the effect of
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ML365 on the fraction of TASK-1 positive astrocytes in total astrocytes (*, p < 0.05 vs. control animals;
Student’s t-test; error bars, SEM). (D) Representative images for Western blot of TASK-1 protein
expression in the hippocampal tissues. (E) Quantification of TASK-1 levels based on Western blots (*,
p < 0.05 vs. vehicle-treated animals; Student’s t-test).
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Figure 6. The effect of ML365 co-treatment with levetiracetam (LEV) on spontaneous seizure activities
in non-responders to LEV. ML365 co-treatment improved the efficacy of LEV in non-responders.
(A) Representative EEG signal in each group at 4 days after treatment. (B) Quantitative analyses of
the effects of ML365 co-treatment on seizure frequency (Friedman test), seizure duration (repeated
measures ANOVA) and seizure severity (seizure score, Friedman test) over a 7-day period (*, p < 0.05
vs. vehicle (Veh)-treated animals; error bars, SD). (C) Quantitative analyses of total seizure frequency
(Mann-Whitney U test), total seizure duration (Student’s f-test) and average behavioral seizure score
(seizure severity, Mann-Whitney U test) over a 7-day period (¥, p < 0.05 vs. vehicle (Veh)-treated
animals; open circles, each individual value; horizontal bars, mean value; error bars, SD).
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Figure 7. The effect of ML365 co-treatment with levetiracetam (LEV) on TASK-1 expression in
non-responders to LEV. ML365 co-treatment reduced TASK-1 expression in CA1 astrocytes within
the hippocampus of non-responders. (A) Representative photos of TASK-1 expression in the hip-
pocampus (SP, stratum pyramidale; SR, stratum radiatum; SLM, stratum lacunosum-moleculare; ML,
molecular layer of the dentate gyrus; DGL, dentate granule cell layer). (B) Quantitative analyses of
the effect of ML365 co-treatment on TASK-1 expression based on immunohistochemical data. Open
circles indicate each individual value. Horizontal bars indicate the mean value. Error bars indicate
SEM (¥, p < 0.05 vs. LEV-treated animals; Student’s f-test). (C) Quantitative analyses of the effect of
ML365 co-treatment on the fraction of TASK-1 positive astrocytes in total astrocytes (*, p < 0.05 vs.
control animals; Student’s t-test; error bars, SEM). (D) Representative images for Western blots of
TASK-1 protein expression in the hippocampal tissues. (E) Quantifications of TASK-1 levels based on
Western blot results (*, p < 0.05 vs. LEV-treated animals; Student’s -test).

4. Discussion

The major findings of the present study are that (1) LEV reduced TASK-1 expression in
reactive CA1 astrocytes of responders, (2) TASK-1 inhibition by ML365 shortened seizure
duration in non-responders, and (3) ML365 co-treatment with LEV effectively attenuated
seizure activity in non-responders.

In the present study, 43% of chronically epileptic rats did not show a significant
response to LEV. These results are consistent with previous studies that demonstrated the
ratio of non-responders to LEV in TLE patients and chronically epileptic rats [20-22,33].
Basically, the anti-epileptic effects of LEV are relevant to the binding to SV2A [20]. However,
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LEV also leads to intracellular acidification in neurons, which is coupled with extracellular
pH shift [23,34]. Furthermore, LEV inhibits carbonic anhydrase, which leads to extracellular
acidification [24-27]. Since extracellular acidification ceases the seizure activity [7-10,34], it
is likely that extracellular acidic shifts may be one of the anti-epileptic potencies of LEV.
Therefore, our findings suggest that the impairment of extracellular acidic shifts may be
one of the causes of the low efficacy of LEV in non-responders.

Seizure activity increases the extracellular K* concentration due to K* efflux from
neurons during repolarization, accompanied by an initial extracellular alkalinization. Thus,
astrocyte-mediated K* buffering plays an important role in ictogenesis and seizure termi-
nation to regulate extracellular K* level [7,11,12,35]. Indeed, the low ratio of inward-
to-outward K* conductance in astrocytes is reported in the hippocampus of TLE pa-
tients [13]. Since extracellular alkalinization potentiates TASK-1-mediated outward K*
currents [14,15,36], TASK-1 may participate in a rise of extracellular K* concentration dur-
ing or following seizure activity. In the present study, TASK-1 expression was increased in
reactive CA1 astrocytes of chronically epileptic rats. Furthermore, LEV decreased seizure
activity in responders, concomitant with TASK-1 downregulation in CA1 astrocytes. Con-
sidering astroglial roles in neuronal hyperexcitability [37,38], it is likely that aberrant
elevation of extracellular K* concentration, induced by upregulated TASK-1, may affect
seizure activity in the epileptic hippocampus, which would be abolished by LEV-induced
extracellular acidification. Conversely, LEV may ameliorate seizure activity by directly
regulating astroglial TASK-1 expression independent of extracellular pH shifts, since LEV
reduces delayed rectifier K* current [39] and activates renal outer medullary inwardly
rectifying K* channel-1 (ROMK]1, also known as KCNJ1 or Kirl.1) [40]. The present data
also reveal that ML365 effectively diminished TASK-1 expression in CA1 astrocytes and
decreased seizure duration in non-responders. In addition, ML365 co-treatment increased
the efficacy of LEV. These findings indicate that the inhibition of TASK-1-mediated out-
wardly K* rectification may overcome the ineffectiveness of LEV in extracellular acidic
shifts and/or the direct regulation of TASK-1 expression in non-responders. Therefore,
the present data suggest that TASK-1 is a potential therapeutic target for improving the
responsiveness to LEV in non-responders.

On the other hand, the localization of TASK-1 in the hippocampus has been still con-
troversial; TASK-1 expression is mainly observed in astrocytes of the hippocampus [16,32],
whereas neuronal TASK-1 expression has been also reported [41]. Although the basis
remains unclear, this discrepancy may be attributable to the age of animals used in the
studies (adult [16,32], the present study vs. young [41]). Indeed, TASK-1 mRNA expression
peaks by 7 days postnatal, and then gradually declines by 28 days postnatal in the mouse
hippocampus [42]. Conversely, it is plausible that functional levels of TASK-1 expression
on neurons would be extremely too low to be detectable with immunohistochemistry. If
present on neurons, however, extracellular acidic shifts induced by LEV would result in
prolonged depolarization by inhibiting TASK-1-mediated K* efflux from neurons. Fur-
thermore, actions of LEV or ML365 on TASK-1 would increase the excitability of principal
neurons and interneurons. Under these conditions, the delayed repolarization would
impair the fast-spiking capability of interneurons, and lead to uncontrolled epileptiform
discharges in principal neurons due to reduced GABAergic inhibition [43]. Similar to
chronically epileptic rats, TASK-1 expression is rarely observed in principal neurons of
TLE patients but is predominantly detected in astrocytes [17]. In addition, the massive
degeneration of hippocampal neurons (particularly, CA1 pyramidal cells and interneurons)
are observed in chronically epileptic rats [28,29]. Therefore, our findings suggest that LEV
or ML365 may diminish spontaneous seizures by inhibiting TASK-1 in CA1 astrocytes
rather than neurons in chronically epileptic rats.

In the present study, we could not access the underlying mechanisms of the modu-
lation of astroglial TASK-1 expression. However, it is worth considering that serum- and
glucocorticoid-inducible kinase (SGK)-mediated signaling pathway may be involved in
astroglial TASK-1 regulation. This is because SGK1 activity is lower in chronically epileptic
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rats as compared to the controls [44], and SGK inhibits TASK-1 current and its surface
expression [45]. Further studies are needed to elucidate the role of SGK-mediated signaling
pathway in astroglial TASK-1 regulation.

5. Conclusions

In the present study, we demonstrated, for the first time, that LEV ameliorated spon-
taneous seizure activity in responders by reducing the upregulated TASK-1 expression
in CA1 astrocytes. Furthermore, ML365 co-treatment improved the efficacy of LEV in
non-responders. Therefore, our findings suggest that the dysregulation of TASK-1 function
may be one of the causes of refractory seizures to LEV, and TASK-1 inhibition is a potential
therapeutic target for improving the responsiveness to LEV in non-responders.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390 /biomedicines10040787/s1, Figure S1: Full-length gel images of the
Western blot data in Figures 3C, 5C and 7C.
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Abstract: The neural precursor cell expressed by developmentally downregulated gene 4-2 (NEDD4-
2) is a ubiquitin E3 ligase that has a high affinity toward binding and ubiquitinating glutamate
ionotropic receptor x-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA) type subunit
1 (GRIAL1, also referred to GluR1 or GluAl). Since dysregulation of GRIA1 surface expression is
relevant to the responsiveness to AMPA receptor (AMPAR) antagonists (perampanel and GYKI 52466)
in chronic epilepsy rats, it is likely that NEDD4-2 may be involved in the pathogenesis of intractable
epilepsy. However, the role of NEDD4-2-mediated GRIA1 ubiquitination in refractory seizures to
AMPAR antagonists is still unknown. In the present study, both AMPAR antagonists recovered the
impaired GRIA1 ubiquitination by regulating protein phosphatase 2B (PP2B)-extracellular signal-
regulated kinase 1/2 (ERK1/2)-serum and glucocorticoid-regulated kinase 1 (SGK1)-NEDD4-2
signaling pathway in responders (whose seizure activities are responsive to AMPAR), but not
non-responders (whose seizure activities were uncontrolled by AMPAR antagonists). In addition,
cyclosporin A (CsA, a PP2B inhibitor) co-treatment improved the effects of AMPAR antagonists
in non-responders, independent of AKT signaling pathway. Therefore, our findings suggest that
dysregulation of PP2B-ERK1/2-SGK1-NEDD4-2-mediated GRIA1 ubiquitination may be responsible
for refractory seizures and that this pathway may be a potential therapeutic target for improving the
treatment of intractable epilepsy in response to AMPAR antagonists.

Keywords: 3-phosphoinositide-dependent protein kinase-1; AKT; cyclosporin A; GluAl; GluR1;
intractable epilepsy; PDK1; refractory seizure

1. Introduction

Epilepsy is a brain function disorder characterized by recurrent and unprovoked
seizures. The prevalence of epilepsy in the general population is approximately 0.6—0.8% [1].
Initial /acute prolonged seizure (status epilepticus, SE), trauma, stroke or infections are
postulated as precipitating factors of epilepsy [2]. Mesial temporal lobe epilepsy (MTLE) is
the most common form of epilepsy and a medically intractable syndrome that is partially
or totally uncontrolled by conventional anti-epileptic drug (AED) treatments [3]. Although
disturbances in glutamatergic/ GABAergic transmissions and the related signaling path-
ways are associated with the pathogenesis of MTLE in humans, the underlying mechanisms
of MTLE remain largely unclear.

The pilocarpine model (including LiCl-pilocarpine model) serves as a reliable animal
model of intractable epilepsy. The profiles of spontaneous recurrent seizures in this model
resemble those of human MTLE. This model shows limbic seizures that become secon-
darily generalized, evolving to SE, which lasts for several hours (acute period). The SE
is followed by a latent “seizure-free” period (about 15—30 days) and by a chronic period
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characterized by the presence of spontaneous recurrent seizures. The lesions of mesial
temporal structures, including a well-known hippocampal sclerosis, in this model are also
similar to those of human MTLE patients [4,5]. Therefore, the pilocarpine model provides
the opportunity to investigate the pathogenesis of MTLE.

The x-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid receptor (AMPAR) is
one of the major subtypes of ionotropic glutamate receptors. AMPARs are comprised
of combinations of glutamate ionotropic receptor AMPA type subunit 1 (GRIA1, also
referred to GluR1 or GluA1)—GRIA4, which are assembled as homo- or heterotetramers [6].
The regulation of AMPAR trafficking is critical for homeostatic regulation of synaptic
strength and the pathogenesis of epilepsy [7]. Indeed, AMPAR antagonists inhibit seizure
activity in chronic epilepsy rats, accompanied by reduced GRIA1 surface expression in the
hippocampus [4,8-10].

The neural precursor cell expressed by developmentally downregulated gene 4-2
(NEDD4-2) is a ubiquitin E3 ligase that has a high affinity toward binding and ubiquiti-
nating membrane proteins [11]. Some neuronal membrane receptors/channels have been
identified as substrates of NEDD4-2: voltage-gated Na* channel (Nay)1.6 [12], voltage-
gated K* channels K, 7/KCNQ [13-15] and neurotrophin receptor TrkA [16]. NEDD4-2 also
regulates neuronal activity and seizure susceptibility through ubiquitination of the GRIA1
subunit of AMPAR [11,17]. Therefore, it is likely that NEDD4-2 may be involved in the fine-
tuning of AMPAR-mediated neuronal excitation. Indeed, at least three missense mutations
in the NEDD4-2 gene are identified through genomic mutation screening in patients with
epilepsy [18-20]. Furthermore, NEDD4-2 plays an important role in seizure progression in
response to kainic acid through regulation of AMPAR ubiquitination [11,17,21,22].

On the other hand, multifactorial events are involved in the underlying mechanisms
of pharmacoresistant epilepsy: (1) a reduced yield of AED concentration in the brain by
hyper-activation of drug efflux transporter or sustained inflammatory conditions [23,24],
(2) dysfunctions of ion/neurotransmitter channels of transporters [25], and (3) abnormal
neural networks [25]. Interestingly, GRIA1 surface expression is higher in the hippocampus
of chronic epilepsy rats than that of normal rats, which is attenuated by AMPAR antagonists
(such as perampanel and GYKI 52466) in responders whose seizure activities are reduced
by them [4,10,26]. Since ubiquitination of GRIA1 is linked to AMPAR surface expression
and trafficking [27-29], it is postulated that AMPAR antagonists may modulate NEDD4-2
activity that is required for limiting GluA1 surface expression and functionality of AMPAR
in the epileptic hippocampus. However, little data are available to describe whether
NEDD4-2-mediated GRIA1 ubiquitination is changed, and this alteration is relevant to the
generation of refractory seizures to AMPAR antagonists in a chronic epilepsy model. In the
present study, therefore, we investigated the effects of AMPAR antagonists on NEDD4-2-
mediated GRIA1 regulation in responders and non-responders (whose seizure activities
were uncontrolled by AMPAR antagonists) of a LiCl-pilocarpine epilepsy rat model to
elucidate the role of NEDD4-2 in MTLE.

Here, we demonstrate that the anti-convulsive effects of AMPAR antagonists are
closely related to the regulation of GRIA1 ubiquitination via protein phosphatase 2B (PP2B)-
extracellular signal-regulated kinase 1/2 (ERK1/2)-serum and glucocorticoid-regulated
kinase 1 (SGK1)-NEDDA4-2 signaling pathway. In addition, impairment of this signaling
pathway resulted in refractory seizures to AMPAR antagonists, which was improved by
cyclosporin A (CsA, a PP2B inhibitor) co-treatment. Therefore, our findings suggest that
the PP2B-ERK1/2-SGK1-NEDD4-2 pathway may be a potential therapeutic strategy to
improve the treatment of intractable MTLE in response to AMPAR antagonists.

2. Materials and Methods
2.1. Experimental Animals and Chemicals

Male Sprague Dawley (SD) rats (seven weeks old) were provided with a commercial
diet and water ad libitum under controlled temperature, humidity and lighting conditions
(22 £2°C, 55 £ 5% and a 12:12 light/dark cycle with lights). Animal protocols were
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approved by the Institutional Animal Care and Use Committee of Hallym University
(Code number: #Hallym 2018-2, 26 April 2018, #Hallym 2018-21, 8 June 2018 and #Hallym
2021-3, 27 April 2021). All reagents were purchased from Sigma-Aldrich (St. Louis, MO,
USA), except where noted.

2.2. Generation of Chronic Epilepsy Rats

Animals were intraperitoneally (i.p.) given LiCl (127 mg/kg) 24 h before pilocarpine
treatment. On the next day, animals were treated with pilocarpine (30 mg/kg, i.p.) 20 min
after atropine methylbromide (5 mg/kg i.p.). Two hours after SE on-set, animals were
administered diazepam (Valium; Hoffman la Roche, Neuilly sur-Seine, France; 10 mg/kg,
i.p.) as needed. Control animals received saline in place of pilocarpine. Animals were
video-monitored 8 h a day for general behavior and occurrence of spontaneous seizures by
four weeks after SE (Figure 1). We classified chronic epilepsy rats that showed behavioral
seizures with seizure score > 3 more than once.

Experiment | Experiment ||
Non-responder

~ 4 weeks 3days 7 days 7 days 7 days

Video monitoring ‘ ‘ Video-EEG monitoring | :’:\iﬁi;ﬁg
(8 haday) (2 haday) (2 ha day)
/ L
44
I I I Perampanel I Saline I Perampanel I
SE induction Surgery GYKI 52466 GYKI 52466
Saline +
CsAor
Vehicle
Responder Western blot
Non-responder
for
Western blot

Figure 1. Scheme of the experimental design in the present study.

2.3. Surgery

Control and epilepsy rats were implanted with monopolar stainless steel electrodes
(Plastics One, Roanoke, VA, USA) in the right hippocampus (stereotaxic coordinates was
—3.8 mm posterior; 2.0 mm lateral; —2.6 mm depth to bregma) under isoflurane anesthesia
(8% induction, 1.5—2% for surgery, and 1.5% maintenance in a 65:35 mixture of N,O:0,).
Some animals were also implanted with a brain infusion kit 1 (Alzet, Cupertino, CA, USA)
to infuse with vehicle or cyclosporin A (CsA, a PP2B inhibitor, 250 uM) into the right
lateral ventricle (1 mm posterior; 1.5 mm lateral; —3.5 mm depth to the bregma, see below).
The CsA concentration did not affect spontaneous seizure activities in chronic epilepsy
rats [30]. Throughout surgery, the core temperature of each rat was maintained at 37-38 °C.
Electrodes were secured to the exposed skull with dental acrylic.

2.4. Drug Trials, EEG Analysis and Quantification of Behavioral Seizure Activity
2.4.1. Experiment I

Figure 1 illustrates the design of the drug trial methodology, which was a modified
protocol based on previous studies [10,26,30,31]. After baseline seizure activity was deter-
mined over three days, perampanel (8 mg/kg, i.p, Eisai Korea Inc., Seoul, Korea), GYKI
52466 (10 mg/kg, i.p.) or saline (vehicle) was daily administered at 6:00 PM over a one-
week period [4,30]. Electroencephalographic (EEG) signals were detected with a DAM
80 differential amplifier (0.1-3000 Hz bandpass; World Precision Instruments, Sarasota, FL,
USA) 2 h a day at the same time over a one-week period. The data were digitized (1000 Hz)
and analyzed using LabChart Pro v7 (ADInstruments, Bella Vista, New South Wales,
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Australia). Behavioral seizure severity was evaluated according to Racine’s scale [32]: 1,
immobility, eye closure, twitching of vibrissae, sniffing, facial clonus; 2, head nodding
associated with more severe facial clonus; 3, clonus of one forelimb; 4, rearing, often ac-
companied by bilateral forelimb clonus; and 5, rearing with loss of balance and falling
accompanied by generalized clonic seizures. After recording (18 h after the last drug
treatment), animals were used for Western blot.

2.4.2. Experiment II

Some non-responders in experiment I were given saline (i.p.) over a seven-day period.
Thereafter, perampanel or GYKI 52466 was daily administered by the aforementioned
method. Non-responders were also connected with Alzet 1007D osmotic pump (Alzet,
Cupertino, CA, USA) containing vehicle or CsA (250 uM). The pump was placed in
a subcutaneous pocket in the dorsal region. After recording (18 h after the last drug
treatment), animals were used for Western blot.

2.5. Co-Immunoprecipitation

The hippocampal tissues were lysed in radioimmunoprecipitation assay buffer (RIPA:
50 mM Tris-HCI pH 8.0; 1% Nonidet P-40; 0.5% deoxycholate; 0.1% SDS, Thermo Fisher
Scientific Korea, Seoul, South Korea) containing a protease inhibitor cocktail (Roche Applied
Sciences, Branford, CT, USA), phosphatase inhibitor cocktail (PhosSTOP®, Roche Applied
Science, Branford, CT, USA) and 1 mM sodium orthovanadate. Protein concentrations were
calibrated by BCA protein assay (Pierce Chemical, Rockford, IL, USA) and equal amounts
of total proteins were incubated with NEDD4-2, SGK1 or GluA1 antibody (Table 1) and
protein G sepharose beads at 4 °C overnight. Beads were collected by centrifugation, eluted
in 2x SDS sample buffer, and boiled at 95 °C for 5 min. Thereafter, Western blots for
ubiquitin were performed.

2.6. Western Blot

Animals were sacrificed by decapitation, and their hippocampi were obtained and
homogenized in lysis buffer containing protease inhibitor cocktail (Roche Applied Sci-
ences, Branford, CT, USA) and phosphatase inhibitor cocktail (PhosSTOP®, Roche Applied
Science, Branford, CT, USA). Thereafter, total protein concentration was calibrated using
a Micro BCA Protein Assay Kit (Pierce Chemical, Rockford, IL, USA). Western blot was
performed by the standard protocol: Sample proteins (10 ug) were separated on a Bis-Tris
sodium dodecyl sulfate-poly-acrylamide gel (SDS-PAGE) and transferred to membranes.
Membranes were incubated with 2% bovine serum albumin (BSA) in Tris-buffered saline
(TBS; in mM 10 Tris, 150 NaCl, pH 7.5, and 0.05% Tween 20), and then reacted with primary
antibodies (Table 1) overnight at 4 °C. After washing, membranes were incubated in a
solution containing horseradish peroxidase (HRP)-conjugated secondary antibodies for 1 h
at room temperature. Immunoblots were detected and quantified using an ImageQuant
LAS4000 system (GE Healthcare Korea, Seoul, Korea). Optical densities of proteins were
calculated with the corresponding amount of 3-actin.

2.7. Data Analysis

The Shapiro-Wilk W-test was used to evaluate the normality values. Mann-Whitney
U-test, Wilcoxon signed rank test, Student’s t-test, and paired Student’s t-test were ap-
plied to determine statistical significance of data. Comparisons among groups were also
performed using repeated measures ANOVA, Friedman test and one-way ANOVA fol-
lowed by Bonferroni’s post hoc comparisons. A p-value less than 0.05 was considered to
be significant.
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Table 1. Primary antibodies used in the present study.

Manufacturer

Antigen Host (Catalog Number) Dilution Used
NEDD-2 Rabbit L e wE 1000 (W
T
p-NEDD4-2 5342 Rabbit Cei;iizzl)mg 1:1000 (WB)
p-NEDD4-2 5448 Rabbit Abcam (ab168349) 1:1000 (WB)
SGK1 Rt TG oo wh
p-SGK1 578 Rabbit Thermo (PA5-38392) 1:1000 (WB)
p-SGK1 5422 Rabbit Abcam (ab55281) 1:1000 (WB)
Ubiquitin Rabbit Abcam(ab7780) 1:1000 (WB)
ERK1/2 Rabbit Biorbyt (Orb160960) 1:1000 (WB)
p-ERK1/2 Rabbit Bioss (bs-3330R) 1:1000 (WB)
PDK1 Rabbit Cell signaling(#3062) 1:1000 (WB)
p-PDK1 S241 Rabbit Cell signaling (#3061) 1:1000(WB)
AKT Rabbit Cell signaling (#9272) 1:1000 (WB)
PAKT S473 Rabbit Cell signalling (#4060) 1:1000 (WB)
PP2A Rabbit Cell signaling (#2038) 1:5000 (WB)
p-PP2A Y308 Rabbit Sigma (SAB4503975) 1:1000 (WB)
PP2B Rabbit Millipore (07-068-) 1:1000 (WB)
p-PP2B S197 Rabbit Badrilla (A010-80) 1:1000 (WB)
B-actin Mouse Sigma (#A5316) 1:5000 (WB)

IP, immunoprecipitation; WB, Western blot.

3. Results
3.1. AMPAR Antagonists Attenuate Spontaneous Seizure Activity in Responders

In epileptic rats, the total seizure frequency (number of seizures), the total electroen-
cephalographic (EEG) seizure duration and average seizure severity (behavioral seizure
core) were 12.6 + 2.9, 945.8 + 102 s and 3.7 + 0.5 over a one-week period, respectively
(n =7, Figure 2A—C). In responders (showing the significant reduction in seizure activities),
perampanel gradually reduced seizure frequency (x%(1) =5.1, p = 0.024, Friedman test, n=7),
seizure duration (F(q,12) = 6.8, p = 0.022, repeated measures ANOVA, n = 7) and the seizure
severity ()(2(1) = 5.6, p = 0.018 Friedman test, n = 7) over a one-week period (Figure 2A,B).
The total seizure frequency was 6.57 4= 1.72 (z = 3.07, p = 0.002 vs. vehicle, Mann-Whitney
U-test, n = 7), the total seizure duration was 538.3 & 127 s (t(12) = 8.54, p < 0.001 vs. vehicle,
Student t-test, n = 7), and the average seizure severity was 1.9 £ 0.4 over a one-week period
(z=3.14, p = 0.002 vs. vehicle, Mann-Whitney U-test, n = 7; Figure 2C). Six out of thirteen
rats in the perampanel-treated group were identified as non-responders whose seizure
activities were uncontrolled by perampanel (total seizure frequency, 11.5 & 1.9; total seizure
duration, 909 £ 103.9 s; average seizure severity, 3.8 &= 0.2; Figure 2B,C).
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Figure 2. The effects of perampanel (PER) and GYKI 52466 (GYKI) on spontaneous seizure activities in chronic epilepsy
rats. Both a-amino-3-hydroxy-5-methylisoxazole-4-propionic acid receptor (AMPAR) antagonists effectively attenuate
spontaneous seizure activities in responders. (A) Representative electroencephalograms (EEG) in each group at 2 days
after treatment. (B) Quantitative analyses of the chronological effects of AMPAR antagonists on seizure frequency, seizure
duration and seizure severity (seizure score) over a seven-day period. Error bars indicate SD (* p < 0.05 vs. vehicle

(Veh)-treated animals; Friedman test for seizure frequency and seizure severity; repeated measures ANOVA for seizure

duration). (C) Quantitative analyses of seizure frequency, total seizure duration and average behavioral seizure score

(seizure severity) over a seven-day period. Open circles indicate each individual value. Horizontal bars indicate mean value.
Error bars indicate SD (* p < 0.05 vs. vehicle (Veh)-treated animals; Mann-Whitney U-test for seizure frequency and seizure
severity; Student f-test for seizure duration).

GYKI 52466 also decreased seizure frequency ()(2(1) =4.6, p = 0.033, Friedman test,
n = 6), total seizure duration (F(1,11) = 5.9, p = 0.033, repeated measures ANOVA, n = 6),
and seizure severity ()(2(1) =47, p = 0.031, Friedman test, n = 6) in responders over a
one-week period (Figure 2A,B). In responders to GYKI 52466, the total seizure frequency
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was 6.3 £ 1.4 (z =3.01, p = 0.001 vs. vehicle, Mann-Whitney U-test, 1 = 6), the total seizure
duration was 571.2 4= 94.1 s (f(11) = 6.82, p < 0.001 vs. vehicle, Student t-test, n = 6), and
the average seizure severity was 2.5 + 0.4 over a one-week period (z = 2.94, p = 0.003
vs. vehicle, Mann-Whitney U-test, n = 6; Figure 2C). Six out of twelve rats in the GYKI
52466-treated group were identified as non-responders (total seizure frequency, 12 + 2.4;
total seizure duration, 935.2 &= 95.3 s; average seizure severity, 3.7 & 0.2; Figure 2B,C).

3.2. AMPAR Antagonists Facilitates NEDD4-2-Mediated GRIA1 Ubiquitination by Enhancing
NEDD4-2 5448 Phosphorylation in Responders

NEDDA4-2 plays an important role in the regulation of seizure susceptibility, and its
phosphorylation level is closely related to the maintenance of its stability, which modulates
AMPAR functionality [17,33]. Thus, we explored whether AMPAR antagonists affect
NEDD4-2 protein expression and its phosphorylation levels.

Consistent with previous studies [34], NEDD4-2 protein level was 39% lower in the
epileptic hippocampus (f(12) = 14.2, p < 0.001 vs. control animals, Student ¢-test; Figure 3A,B
and Figure S1), as compared to control animals. Compatible with its protein level, NEDD4-
2 5342 and NEDD4-2 5448 phosphorylation levels were decreased to 0.61 (f12) =13.3,
p <0.001 vs. control animals, Student ¢-test) and 0.65 times (f(12) = 12.9, p < 0.001 vs. control
animals, Student f-test) the control level in the vehicle-treated epilepsy rats, respectively
(Figure 3A,C,D and Figure S1). The NEDD4-2 S342 and S448 phosphorylation ratios in
epilepsy rats were similar to those in control animals (Figure 3E,F and Figure S1).

In responders to perampanel and GYKI 52466, NEDD4-2 protein levels were increased
to 0.78 and 0.77 times the control level, respectively (F(2,17) = 35.8, p < 0.001 vs. vehicle,
one-way ANOVA; Figure 3A,B and Figure S1). NEDD4-2 5342 phosphorylation level was
unaffected by both AMPAR antagonists (F(y,17) = 1.4, p = 0.28 vs. vehicle, one-way ANOVA;
Figure 3A,C and Figure S1). Due to upregulation of NEDD4-2 protein level induced by
AMPAR antagonists, S342 phosphorylation ratios were reduced to 0.84 and 0.83 times the
control level in perampanel and GYKI 52466-treated epilepsy rats, respectively (F(2,17) = 8.3,
p =0.003 vs. vehicle, one-way ANOVA; Figure 3A, E and Figure S1). However, perampanel
and GYKI 52466 increased NEDD4-2 5448 phosphorylation level to 0.84 and 0.83 times
the control level, respectively (Fp,17) = 47.9, p < 0.001 vs. vehicle, one-way ANOVA;
Figure 3A,D). In contrast to NEDD4-2 S342 phosphorylation ratio, neither AMPAR an-
tagonist altered NEDD4-2 5448 phosphorylation ratios (F(o,17) = 0.01, p = 0.99 vs. vehicle,
one-way ANOVA; Figure 3A,F and Figure S1). In non-responders to perampanel and GYKI
52466, NEDD4-2 protein level and its S342 and 5448 phosphorylation levels/ratios were
unchanged by each compound (Figure 3A-F and Figure S1). Since phosphorylation stabi-
lize NEDD4-2 against ubiquitination [17,35], we also investigated the effects of AMPAR
antagonists on NEDD4-2 ubiquitination. In epileptic hippocampuses, NEDD4-2 ubiqui-
tination (ubiquitin (Ub)-NEDD4-2 binding) was increased to 3.07 times the control level
(ta2) = 11.2, p < 0.001 vs. control animals, Student ¢-test; Figure 3A,G and Figure S1), while
GRIA1 ubiquitination was reduced to 0.58 times the control level (t3) = 13.1, p <0.001 vs.
control animals, Student t-test; Figure 3A,H). In responders to perampanel and GYKI 52466,
NEDD4-2 ubiquitination was reduced to 1.67 and 1.76 times the control level, respectively
(Fa7) = 38.8, p < 0.001 vs. vehicle, one-way ANOVA; Figure 3A,G and Figure S1). In
contrast, GRIA1 ubiquitination was increased to 0.8 and 0.76 times the control level, respec-
tively (F(2,17) = 20.7, p < 0.001 vs. vehicle, one-way ANOVA; Figure 3A,H and Figure S1).
In non-responders to perampanel and GYKI 52466, ubiquitination of NEDD4-2 and GRIA1
were unaffected by each AMPAR antagonist (Figure 3A,G,H and Figure S1). Therefore,
our findings indicate that the regulation of NEDD4-2-mediated GRIA1 ubiquitination
may be relevant to the responsiveness to AMPAR antagonists that inhibit spontaneous
seizure activity.
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Figure 3. The effects of perampanel (PER) and GYKI 52466 (GYKI) on total NEDD4-2 protein expression/phosphorylation
and ubiquitination of NEDD4-2 and GRIA1. (A) Representative images for Western blot of NEDD4-2 protein expres-
sion/phosphorylation and ubiquitination of NEDD4-2 and GRIA1 in the hippocampal tissues. (B-F) Quantifications
of NEDD4-2 level (B), p-NEDD4-2 S342 level (C), p-NEDD4-2 5448 level (D), p-NEDD4-2 5342 /NEDDA4-2 ratio (E) and
p-NEDD4-2 5448 /NEDDA4-2 ratio (F) in the hippocampal tissues. (G-H) Quantifications of the bindings of NEDD4-2 (G)
and GRIA1 (H) with ubiquitin (Ub) in the hippocampal tissues. Open circles indicate each individual value. Horizontal
bars indicate mean value. Error bars indicate SEM (*# p < 0.05 vs. control and vehicle (Veh)-treated animals, respectively;
one-way ANOVA with post hoc Bonferroni’s multiple comparison).
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3.3. AMPAR Antagonists Enhance SGK1 S78 Phosphorylation, but Not Protein Level,
in Responders

Serum and glucocorticoid-regulated kinase 1 (SGK1) plays a key role in NEDD4-2
phosphorylation, and SGK1 and NEDD4-2 regulate one another in a reciprocal manner:
SGK1-mediated NEDD4-2 phosphorylation increases SGK1 ubiquitination by NEDD4-
2 [36]. Therefore, we investigated the effects of AMPAR antagonists on SGK1-NEDD4-2
interactions in chronic epilepsy rats.

In the epileptic hippocampus, SGK1 protein level was increased to 1.26 times the
control level (t(u) =75, p <0.001 vs. control animals, Student f-test; Figure 4A,B and
Figure S2). SGK1 S78 and 5422 phosphorylation levels were decreased to 0.61 (f(12) = 14.9,
p <0.001 vs. control animals, Student ¢-test) and 0.43 times (f(12) = 18.5, p < 0.001 vs. control
animals, Student t-test) the control level in epilepsy rats, respectively (Figure 4A,C,D). The
SGK1 S78 and 5422 phosphorylation ratios in epilepsy rats were reduced to 0.48 (f(1) = 24.3,
p <0.001 vs. control animals, Student ¢-test) and 0.34 times (f(12) = 25.8, p < 0.001 vs. control
animals, Student t-test) the control level (Figure 4E,F and Figure S2).

In responders, both AMPAR antagonists restored SGK1 protein levels to control level
(Fi7)=29.7, p < 0.001 vs. vehicle, one-way ANOVA; Figure 4A,B). Perampanel and GYKI
52466 also increased SGK1 S78 phosphorylation level to 0.79 and 0.75 times the control
level, respectively (F(2,17) = 18.6, p < 0.001 vs. vehicle, one-way ANOVA; Figure 4A,C and
Figure S2). The SGK1 S78 phosphorylation ratios were increased to 0.77- and 0.73 times the
control level in perampanel and GYKI 52466-treated animals, respectively (F(2,17) = 36.5,
p < 0.001 vs. vehicle, one-way ANOVA; Figure 4A E). However, neither AMPAR antagonist
affected the 5422 phosphorylation level (F(y17) = 0.1, p = 0.92 vs. vehicle, one-way ANOVA;
Figure 4A,C,D and Figure S2) or its phosphorylation ratio (F(,17) = 1.7, p = 0.22 vs. vehicle,
one-way ANOVA; Figure 4E,F and Figure S2).

Unlike NEDD4-2, SGK1 ubiquitination was reduced to 0.52 times the control level
in the epileptic hippocampus (f12) = 14.4, p < 0.001 vs. control animals, Student t-test;
Figure 4A,G). In responders to perampanel and GYKI 52466, SGK1 ubiquitination were 0.78
and 0.77 times the control level, respectively (F17) = 19.6, p < 0.001 vs. vehicle, one-way
ANOVA; Figure 4A,G and Figure 52). In non-responders to perampanel and GYKI 52466,
SGK1 protein level, its S78 and 5422 phosphorylation levels/ratios, and SGK1 ubiquiti-
nation were unaffected by each compound (Figure 4A-G and Figure S2). These findings
indicate that AMPAR antagonists may selectively enhance SGK1 78 phosphorylation, which
phosphorylates NEDD4-2 5448 site. Furthermore, considering NEDD4-2-mediated SGK1
ubiquitination [36], it is likely that upregulation of NEDD4-2 phosphorylation induced by
AMPAR antagonists will lead to SGK1 ubiquitination.

3.4. AMPAR Antagonists Increases ERK1/2, but Reduces PDK1, Phosphorylation in Responders

Mitogen-activated protein kinase (MAPK)/extracellular signal-regulated kinase 1/2
(ERK1/2) and phosphatidylinositol 3-kinases (PI3K)/3-phosphoinositide-dependent pro-
tein kinase-1 (PDK1)/AKT pathways phosphorylate SGK1 at S78 and S422 sites, respec-
tively [37-40]. In addition, PI3K/PDK1/AKT cascade directly phosphorylates NEDD4-2 [41].
Thus, we explored the effects of AMPAR antagonists on PDK1 and AKT
activities (phosphorylation).
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Figure 4. The effects of perampanel (PER) and GYKI 52466 (GYKI) on total SGK1 protein expression/phosphorylation and
SGK1 ubiquitination. (A) Representative images for Western blot of SGK1 protein expression/phosphorylation and SGK1
ubiquitination in the hippocampal tissues. (B-F) Quantifications of SGK1 level (B), p-SGK1 S78 level (C), p-SGK1 5422 level
(D), p-SGK1 S78/SGK1 ratio (E) and p-SGK1 5422 /SGK1 ratio (F) in the hippocampal tissues. (G) Quantifications of the
binding of SGK1 with ubiquitin (Ub) in the hippocampal tissues. Open circles indicate each individual value. Horizontal
bars indicate mean value. Error bars indicate SEM (*# p < 0.05 vs. control and vehicle (Veh)-treated animals, respectively;
one-way ANOVA with post hoc Bonferroni’s multiple comparison).

In the present study, ERK1/2 phosphorylation level and its ratio were decreased to
0.51 (f(12) = 11.6, p < 0.001 vs. control animals, Student ¢-test) and 0.52 times (t(12) = 10.9,
p < 0.001 vs. control animals, Student ¢-test) the control level in epilepsy rats, respectively,
without altering ERK1/2 protein level (Figure 5A-D and Figure S3). In contrast, PDK1
phosphorylation level and its ratio were increased to 1.55 (t(12) = 10.0, p < 0.001 vs. control
animals, Student -test) and 1.57 times (t(12) = 8.7, p < 0.001 vs. control animals, Student ¢-
test) the control level in epilepsy rats, respectively, while PDK1 protein level was unchanged
(Figure 5A,E-G and Figure S3). AKT phosphorylation level and its ratio were also increased
to 1.8 (1) = 8.9, p < 0.001 vs. control animals, Student ¢-test) and 1.81 times (t(12) = 8.4,
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p < 0.001 vs. control animals, Student ¢-test) the control level in epilepsy rats, respectively,
without changing AKT protein level (Figure 5A,H-J and Figure S3).
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Figure 5. The effects of perampanel (PER) and GYKI 52466 (GYKI) on protein and phosphorylation levels of ERK1/2,
PDK1 and AKT. (A) Representative images for Western blot of protein and phosphorylation levels of ERK1/2, PDK1 and
AKT. (B-J) Quantifications of ERK1/2 level (B), p-ERK1/2 level (C), p-ERK1/2 ratio (D), PDK1 level (E), p-PDK1 level (F),
p-PDK1 ratio (G), AKT level (H), p-AKT level (I) and p-AKT ratio (J) in the hippocampal tissues. Open circles indicate
each individual value. Horizontal bars indicate mean value. Error bars indicate SEM (*# p < 0.05 vs. control and vehicle
(Veh)-treated animals, respectively; one-way ANOVA with post hoc Bonferroni’s multiple comparison).
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In responders, neither AMPAR antagonist affected ERK1/2 protein levels (F(5,17) = 0.3,
p = 0.78 vs. vehicle, one-way ANOVA; Figure 5A,B and Figure S3). However, perampanel
and GYKI 52466 enhanced ERK1/2 phosphorylation level to 0.76 and 0.78 times the control
level, respectively (F(y,17) = 26.9, p < 0.001 vs. vehicle, one-way ANOVA; Figure 5A,C and
Figure S3). The ERK1/2 phosphorylation ratios were also increased to 0.77 and 0.8 times the
control level, respectively (F 217)=15.6,p <0.001 vs. vehicle, one-way ANOVA; Figure 5A,D
and Figure S3). In contrast to ERK1/2, both AMPAR antagonists restored PDK1 phosphory-
lation level (F(2,17) = 50.5, p < 0.001 vs. vehicle, one-way ANOVA), PDK1 phosphorylation
ratio (Fp,17) = 49.6, p < 0.001 vs. vehicle, one-way ANOVA), AKT phosphorylation level
(Fea7) = 52, p < 0.001 vs. vehicle, one-way ANOVA) and AKT phosphorylation ratio
(F,17) =454, p < 0.001 vs. vehicle, one-way ANOVA) to control level without affecting
their protein levels (Figure 5A,E-] and Figure S3). In non-responders, perampanel and
GYKI 52466 did not result in these phenomena (Figure 5A-] and Figure S3). These find-
ings indicate that AMPAR antagonists may increase NEDD4-2 5448 phosphorylation via
ERK1/2-mediated SGK1 activation, independent of PI3K/PDK1/AKT signaling pathway.

3.5. Effects of AMPAR Antagonists on Protein Phosphatase Phosphorylation

Protein phosphatase 2A (PP2A) and protein phosphatase 2B (PP2B) inhibit ERK1/2
kinase activity by dephosphorylating threonine and tyrosine residues [42,43]. In our
previous study [30], perampanel increases PP2B, but not PP2A, phosphorylation ratio
(inactivation), while their expressions/phosphorylation ratios in epileptic animals are lower
than those in normal animals. Since PP2A leads to SGK1 inactivation [44], we confirmed
whether both AMPAR antagonists activate ERK1/2-medaited SGK1 S78 phosphorylation
by inhibiting PP2B, but not PP2A.

Consistent with our previous study [30], the present study showed that PP2A protein
level was 0.5 times the control level in the epileptic hippocampus (¢(12) = 16.3, p < 0.001 vs.
control animals, Student ¢-test; Figure 6A,B and Figure S4). PP2A phosphorylation level
and its ratio were 0.28 (t(12) = 26, p < 0.001 vs. control animals, Student t-test) and 0.58 times
(ta2) = 8, p < 0.001 vs. control animals, Student t-test) the control level in epilepsy rats,
respectively (Figure 6A,C,D and Figure 54). Similarly, PP2B protein level was reduced to
0.49 times the control level in the epileptic hippocampus (f(12) = 12.6, p < 0.001 vs. control
animals, Student t-test; Figure 6A E and Figure S4). PP2B phosphorylation level and its
ratio were decreased to 0.26 (t(12) = 30.3, p < 0.001 vs. control animals, Student {-test) and
0.55 times (t12) = 12.9, p < 0.001 vs. control animals, Student t-test) the control level in
epilepsy rats, respectively (Figure 6A,F,G and Figure S4). Since phosphorylation negatively
regulates PP2A and PP2B activities [45,46], these findings indicate that PP2A and PP2B
activities may be enhanced in the epileptic hippocampus as compensatory responses to
downregulation of their protein levels.

In responders, neither AMPAR antagonist affected PP2A protein levels (F(y17) = 0.3,
p = 0.73 vs. vehicle, one-way ANOVA), PP2A phosphorylation levels (F17) = 0.1, p = 0.93
vs. vehicle, one-way ANOVA) or its phosphorylation ratio (F(3,17) = 0.11, p = 0.89 vs. vehicle,
one-way ANOVA; Figure 6A-D and Figure 54). In contrast, perampanel and GYKI 52466
increased PP2B phosphorylation level to 0.45 and 0.44 times the control level (m, p < 0.001
vs. vehicle, one-way ANOVA), respectively, without altering its protein level (Figure 6AE,F
and Figure S4). Thus, PP2B phosphorylation ratios were enhanced to 0.88 and 0.89 times
the control level in perampanel- and GYKI 52466-treated animals, respectively (F(2,17) = 32.7,
p <0.001 vs. vehicle, one-way ANOVA; Figure 6A,G and Figure S4). In non-responders,
perampanel and GYKI 52466 did not affect the protein and phosphorylation levels of
these phosphatases (Figure 6A-G and Figure S4). These findings indicate that AMPAR
antagonists may increase PP2B, but not PP2A, phosphorylation (inactivation), which would
affect the ERK1/2-SGK1-NEDD4-2 signaling pathway.
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Figure 6. The effects of perampanel (PER) and GYKI 52466 (GYKI) on protein and phosphorylation levels of PP2A and PP2B.
(A) Representative images for Western blot of protein and phosphorylation levels of PP2A and PP2B. (B-G) Quantifications
of PP2A level (B), p-PP2A level (C), p-PP2A ratio (D), PP2B level (E), p-PP2B level (F) and p-PP2B ratio (G). Open circles
indicate each individual value. Horizontal bars indicate mean value. Error bars indicate SEM (*# p < 0.05 vs. control and
vehicle (Veh)-treated animals, respectively; one-way ANOVA with post hoc Bonferroni’s multiple comparison).

3.6. Co-Treatment of PP2B Inhibitor Increases the Efficacies of AMPAR Antagonists
in Non-Responders

To confirm the role of the PP2B-ERK1/2-SGK1-NEDD4-2 signaling pathway in GRIA1
ubiquitination and refractory seizures to AMPAR antagonists, cyclosporin A (CsA, a PP2B
inhibitor) was co-treated with perampanel or GYKI 52466 in non-responders. In non-
responders to perampanel, total seizure frequency was 12.4 £ 3.1, total seizure duration
was 946.4 = 153.1 s, and average seizure severity was 4 £ 0.4 over a one-week period (1 =5,
Figure 7A-C). In non-responders to GYKI 52466, total seizure frequency was 12 £ 2.7, total
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seizure duration was 908.8 £ 146.9 s, and average seizure severity was 3.8 & 0.3 over a
one-week period (1 = 5, Figure 7A-C).
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Figure 7. The effects of CsA co-treatment with perampanel (PER) and GYKI 52466 (GYKI) on spontaneous seizure
activities in non-responders. CsA co-treatment effectively improves the anti-epileptic effects of both AMPAR antagonists
in non-responders. (A) Representative electroencephalograms (EEG) in each group at two days after CsA co-treatment.
(B) Quantitative analyses of the chronological effects of CsA co-treatment withAMPAR antagonists on seizure frequency,
seizure duration and seizure severity (seizure score) over seven-day period. Error bars indicate SD (* p < 0.05 vs. vehicle
(Veh)-treated animals; Friedman test for seizure frequency and seizure severity; repeated measures ANOVA for seizure
duration). (C) Quantitative analyses of seizure frequency, total seizure duration and average behavioral seizure score
(seizure severity) in seven-day period. Open circles indicate each individual value. Horizontal bars indicate mean value.
Error bars indicate SD (* p < 0.05 vs. vehicle (Veh)-treated animals; Wilcoxon signed rank test for seizure frequency and
seizure severity; paired Student t-test for seizure duration).

CsA co-treatment gradually decreased seizure frequency (x> 3) = 8.4, p=0.038, Fried-
man test, n = 5), total seizure duration (F(3 1) = 4.2, p = 0.023, repeated measures ANOVA,
n =5), and seizure severity (x° @) =9.7,p = 0.021, Friedman test, n = 5) in both perampanel-
and GYKI 52466-treated groups over a one-week period (Figure 7A,B). In non-responders
to perampanel, CsA co-treatment reduced the total seizure frequency to 7.4 £ 1.5 (z = 2.02,
p = 0.043, Wilcoxon signed rank test, n = 5; Figure 7A,C), the total seizure duration to
660 + 136.8 s (f4) = 3.58, p = 0.02, paired Student t-test, n = 5; Figure 7A,C), and aver-
age seizure severity to 2.3 £ 0.3 (z = 2.03, p = 0.042, Wilcoxon signed rank test, n = 5;
Figure 7A,C). In non-responders to GYKI 52466, CsA co-treatment also attenuated the
seizure frequency to 7.5 = 1.3 (z = 2.04, p = 0.041, Wilcoxon signed rank test, n = 5;
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Figure 7A,C), the total seizure duration to 680.8 & 153.1 s (f(4, = 3.2, p = 0.03, paired Student
t-test, n = 5; Figure 7A,C), and the seizure severity to 2.6 - 0.4 (z = 2.02, p = 0.043 vs. vehicle,
Wilcoxon signed rank test, n = 5; Figure 7A,C). Taken together, these findings indicate
that dysregulation of the PP2B-ERK1/2-SGK1-NEDD4-2 signaling pathway may play an
important role in the generation of refractory seizures to AMPAR antagonists.

3.7. CsA Co-Treatment Facilicates GRIAI Ubiquitination in Non-Responders to
AMPAR Antagonists

Next, we investigated whether CsA co-treatment influences ERK1/2- or AKT-mediated
SGK1-NEDD#4-2 regulation in non-responders to AMPAR antagonists.

CsA co-treatment did not affect ERK1/2 protein level in non-responders (Figure 8A,B).
However, CsA co-treatment enhanced ERK1/2 phosphorylation to 0.82 and 0.78 times the
control level in non-responders to perampanel () = 4.73, p = 0.001, Student ¢-test) and
GYKI 52466 (tg) = 4.9, p = 0.001, Student ¢-test), respectively (Figure 8A,B and Figure S5).
Thus, CsA co-treatment increased ERK1/2 phosphorylation ratio in non-responders to
perampanel (t@g) = 4.67, p = 0.002, Student t-test) and GYKI 52466 () = 5.88, p < 0.001,
Student t-test), respectively (Figure 8A,B and Figure S5). CsA co-treatment restored the
increased SGK1 protein level to control level in non-responders to perampanel () = 6.8,
p <0.001, Student t-test) and GYKI 52466 () = 6.2, p < 0.001, Student t-test), respectively
(Figure 8A,C and Figure S5). However, CsA co-treatment enhanced SGK1 S78 phospho-
rylation to 0.78 and 0.77 times the control level in non-responders to perampanel () = 4,
p = 0.004, Student t-test) and GYKI 52466 (t() = 4.8, p = 0.001, Student ¢-test), respectively
(Figure 8A,C and Figure S5). CsA co-treatment increased the SGK1 S78 phosphorylation
ratio to 0.77 and 0.74 times the control level in non-responders to perampanel (tg = 5.9
p < 0.001, Student t-test) and GYKI 52466 (t(g) =5.8, p <0.001, Student t-test; Figure 8A,C
and Figure S5), respectively. In addition, CsA co-treatment increased NEDD4-2 protein
level to 0.83- and 0.77 times the control level in non-responders to perampanel () = 6.7,
p < 0.001, Student t-test) and GYKI 52466, respectively (t(g) =5.1, p <0.001, Student f-test;
Figure 8A,D and Figure S5). CsA co-treatment enhanced NEDD4-2 5448 phosphorylation
to 0.8 and 0.74 times the control level in non-responders to perampanel (t(g) =7,p<0.001,
Student t-test) and GYKI 52466 (tg) = 4, p = 0.004, Student t-test), respectively (Figure 8A,D
and Figure S5). However, CsA co-treatment did not change AKT protein level and its phos-
phorylation level /ratio (Figure 8A,E and Figure S5). These findings indicate that the PP2B
inhibition may improve anti-convulsive effects of AMPAR antagonists in non-responders
by regulating ERK1/2-SGK1-NEDD4-2 signaling pathway without affecting AKT activity.
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Figure 8. The effects of CsA co-treatment with perampanel (PER) and GYKI 52466 (GYKI) on expression/phosphorylation
levels of ERK1/2, SGK1, NEDD4-2 and AKT, and ubiquitination of NEDD4-2 and GRIA1. (A) Representative images
for Western blot of ERK1/2, SGK1, NEDD4-2 and AKT and ubiquitination of NEDD4-2 and GRIAL1 in the hippocampal
tissues. (B—E) Quantifications of protein level, phosphorylation level and phosphorylation ratio of ERK1/2 (B), SGK1
(C), NEDD4-2 (D) and AKT (E) in the hippocampal tissues. (F-H) Quantifications of GRIA1 level (F) and the bindings of
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Horizontal bars indicate mean value. Error bars indicate SEM (*# p < 0.05 vs. control and vehicle (Veh)-treated animals,
respectively; one-way ANOVA with post hoc Bonferroni’s multiple comparison).
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3.8. CsA Co-Treatment Reversely Regulates Ubiquitination of NEDD4-2 and GRIAT in
Non-Responders

Finally, we investigated whether PP2B inhibition affects ubiquitination of NEDD4-2
and GRIA1 in the hippocampus of non-responders, since perampanel reduces total GRIA1
protein level in responders and NEDD4-2 phosphorylation facilitates GRIA1 ubiquitina-
tion [4,10,17,26,30].

The present study shows that the total GRIA1 protein level in the epileptic hippocam-
pus was 0.66 times the control level (fg) = 7.3, p < 0.001 vs. control animals, Student ¢-test;
Figure 8A F and Figure S5). AMPAR antagonists did not affect GRIA1 protein level in
non-responders (Figure 8A,F). CsA co-treatment decreased GRIA1 protein level to 0.48 and
0.5 times the control level in non-responders to perampanel (fg) = 4.5, p = 0.002, Student
t-test) and GYKI 52466 (tg) = 4.7, p = 0.001, Student t-test), respectively (Figure 8A,F).
Consistent with NEDD4-2 5448 phosphorylation, CsA co-treatment also reduced NEDD4-2
ubiquitination to 1.57 and 1.67 times the control level in non-responders to perampanel
(tg) = 9.2, p < 0.001, Student t-test) and GYKI 52466 (tg) = 5.7, p = 0.004, Student t-test),
respectively (Figure 8A,G and Figure S5). GRIA1 ubiquitination in the epileptic hippocam-
pus was 0.64 times the control level (tg) = 5.7, p < 0.001 vs. control animals, Student
t-test; Figure 8A,H and Figure S5). AMPAR antagonists did not affect GRIA1 ubiqui-
tination in non-responders (Figure 8A,H and Figure S5). However, CsA co-treatment
increased GRIA1 ubiquitination to 2.48 and 2.23 times the control level in non-responders
to perampanel (tg =9, p < 0.001, Student t-test) and GYKI 52466 (tg) = 11.5, p < 0.001,
Student t-test), respectively (Figure 8A,H and Figure S5). These findings indicate that CsA
may increase the responsiveness to AMPAR antagonists in non-responders by increasing
NEDD#4-2-mediated GRIA1 ubiquitination.

4. Discussion

Although the pathogenesis of MTLE has been studied for decades, the underlying
mechanisms of intractable MTLE are still elusive. Recently, the dysregulation of ubiquitina-
tion has been considered as a potential factor for the generation of refractory epilepsy, since
ubiquitination is involved in the modulation of synaptic function [47,48]. Ubiquitination is
a posttranslational modification that degrades proteins through a sequential reaction by
the ubiquitin-activating enzyme (E1), ubiquitin-conjugating enzyme (E2) and ubiquitin
ligase enzyme (E3) [47,48]. Among E3 ubiquitin ligases, NEDD4-2 has been focused on
for its dysregulation of cellular trafficking/endocytosis and lysosomal degradation of ion
channels and transporters in MTLE [17,34]. Under physiological conditions, NEDD4-2
contributes to the elevation of spontaneous neuronal activity, particularly spontaneous
spike frequency, when the AMPAR is activated [11]. Indeed, NEDD4-2%"% mice (in whom
one of the major forms of NEDD4-2 in the brain is selectively deficient) are less sensitive
to AMPAR activation but very sensitive to AMPAR inhibition. Briefly, the direct AMPAR
stimulation by AMPA treatment elevates the synchrony of neuronal activity in wild-type
mice more than NEDD4-2"4i mjce. In contrast, NEDD4-2"" mice are very sensitive to 2,3-
dihydroxy-6-nitro-7-sulphamoyl-benzo(F)quinoxaline (NBQX, an AMPAR antagonist) with
regard to spontaneous spike frequency, although average spontaneous spike amplitude
and electrode burst activity do not differ after AMPA or NBQX treatment for either geno-
type [11]. Paradoxically, NEDD4-2""# mice show a higher seizure susceptibility than kainic
acid, which is recovered by the genetically reducing GRIA1 level [11]. Furthermore, kainic
acid-induced seizure activity increases NEDD4-2 ubiquitination without altered GRIA1
surface expression [17]. In addition, the upregulated NEDD4-2 ubiquitination increases
the latency of seizure onset and seizure progression in response to kainic acid, accompa-
nied by reduced GRIA1 ubiquitination [17]. Therefore, it is likely that the dysregulated
GRIA1/AMPAR-mediated intracellular signaling pathway, rather than the direct AMPAR
functionality, may contribute to the dysfunction of NEDD4-2-mediated GRIA1 ubiquitina-
tion in the epileptic hippocampus. In the present study, NEDD4-2 protein level was lower
in the epileptic hippocampus than that in the normal one, concomitant with decreased
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phosphorylation levels. AMPAR antagonists effectively increased NEDD4-2 protein and
its 5448 phosphorylation level in responders, but not in non-responders. Furthermore,
AMPAR inhibitions decreased NEDD4-2 ubiquitination in responders. Since NEDD4-2
itself is a substrate of the ubiquitin-proteasome system, which is negatively regulated
by phosphorylation [17,49], AMPAR antagonists may increase NEDDA4-2 protein level by
inhibiting its ubiquitination. Compatible with NEDD4-2 protein level, furthermore, GRIA1
ubiquitination was reduced in epilepsy rats as compared to control animals, which was
restored by both AMPAR antagonists in responders. Although it could not be excluded that
the higher clearance of AMPAR antagonists by multidrug efflux systems or the lower affini-
ties of AMPAR antagonists on GRIA1 due to allosteric changes of AMPAR [23-25] would
decrease the efficacies of AMPAR antagonists in non-responders, our findings indicate
that maladaptive regulation of intracellular signaling pathways for NEDD4-2-mediated
GRIA1 ubiquitination may be one of the important factors in pharmacoresistant seizures to
AMPAR antagonists.

The binding of NEDD4-2 to substrates is differently regulated by phosphorylation. In
the unphosphorylated state, NEDD4-2 binds to epithelial Na* channels (ENaC), Nay 1.6,
KCNQ2/3 and KCNQ3/5, and facilitates their ubiquitination [12-15]. In the phosphory-
lated condition, however, NEDDA4-2 preferentially potentiates the degradations of SGK1,
GRIA1 and glutamate transporter-1 (GLT-1) [11,17,36,50]. Thus, it is likely that the phos-
phorylation status may contribute to switching the downstream substrate specificity of
NEDD4-2, which is pending further investigation. SGK1 is a serine-threonine kinase
that plays an important role in NEDD4-2 phosphorylation [51]. Interestingly, the en-
hanced SGK1-mediated NEDD4-2 phosphorylation decreases SGK1 protein levels in a
dose-dependent manner by increasing SGK1 ubiquitination/degradation in the 26S protea-
some. Thus, SGK1 and NEDD4-2 regulate one another in a reciprocal manner [36]. SGK1
protein level is upregulated in the temporal neocortex of patients with pharmacoresistant
epilepsy and chronic epilepsy rats [52]. Consistent with this report, the present study
shows that SGK1 protein level was increased, while its ubiquitination was reduced, in the
epileptic hippocampus as compared to the normal (control) hippocampus. Furthermore,
AMPAR antagonists restored SGK1 level to control level by increasing its ubiquitination
and NEDD4-2 protein level in responders. Considering the reciprocal SGK1-NEDD4-
2 interactions [36], these findings indicate that SGK1 upregulation may be relevant to
the NEDD4-2 degradation in the epileptic hippocampus, which would be attenuated by
AMPAR antagonists.

SGK1 is activated by phosphorylating S78 and 5422 sites through MAPK-ERK1/2 and
PI3K-PDK1-AKT pathways, respectively [37—40]. NEDD4-2 can also be directly phospho-
rylated by AKT [41]. Consistent with previous studies [4,10,30], the epileptic hippocampus
showed upregulated PDK1-AKT phosphorylation and downregulated ERK1/2 phospho-
rylation, which were reversely regulated by AMPAR antagonists. However, both SGK1
578 and S422 phosphorylation ratios were lower in epilepsy rats than those in control
animals. In addition, AMPAR antagonists enhanced S78, but not S422, phosphorylation
level in responders, although they inhibited the PDK1-AKT signaling pathway. Taken
together, our findings suggest that reduced ERK1/2 activity (phosphorylation) may lead to
dysregulation of SGK1-mediated NEDD4-2 activation, independent of PI3K-PDK1-AKT
signaling cascade.

In the present study, PP2A and PP2B expressions in chronic epilepsy rats were lower
than those in control animals. Furthermore, their phosphorylation ratios were also reduced
in epilepsy animals. Since phosphorylation inhibits protein phosphatase activities [45,46],
it is likely that the reduced phosphorylation ratios of PP2A and PP2B may be compen-
satory responses for maintenance of their activities against downregulation of expressions.
Consistent with our previous study [30], furthermore, both AMPAR antagonists elevated
PP2B phosphorylation in responders, indicating the decreased PP2B phosphatase activ-
ity. Considering that PP2A and PP2B deactivate ERK1/2 kinase activity [42,43], these
findings indicate that AMPAR antagonists may enhance ERK1/2 phosphorylation by in-
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hibiting PP2B activity. Indeed, CsA co-treatment improved the anti-epileptic effects of
AMPAR antagonists in non-responders, concomitant with the increases in ERK1/2 and
SGK1 S78 phosphorylation, NEDD4-2 protein level, NEDD4-2 5448 phosphorylation and
ubiquitination of NEDD4-2 and GRIA1. Taken together, these findings indicate that dys-
regulation of PP2B-ERK1/2-SGK1 signaling pathway may play an important role in the
generation of refractory seizures to AMPAR antagonists via impaired NEDD4-2-mediated
GRIA1 ubiquitination.

PP2A also leads to SGK1 inactivation [44]. In the present study, however, neither
AMPAR antagonist affected PP2A expression or its phosphorylation. Recently, we have
reported that AMPAR antagonists inhibit casein kinase 2 (CK2) that binds to PP2A and
increases PP2A activity [53]. Thus, the possibility that AMPAR antagonists may reduce
CK2-PP2A-mediated SGK1 dephosphorylation in a phosphorylation-independent manner
cannot be excluded.

Under physiological conditions, AMPARs contain the GRIA2 subunit, which are per-
meable to Na* and K*, but not Ca?* [54]. In chronic epilepsy rats, membrane GRIA1/GRIA2
ratio is significantly higher than that in control animals, indicating a preponderance of
GRIA2-lacking (Ca2*-permeable) AMPAR [4,10,26]. A higher expression of Ca?*-permeable
AMPAR in the epileptic hippocampus results in a subsequent elevated Ca* influx fol-
lowed by PP2B activation [55-57]. AMPAR antagonists decrease GRIA1/GRIA2 ratio in
responders by reducing GRIA1, but not GRIA2, surface expression [4,10,26]. The present
study also demonstrates that AMPAR antagonists increased GRIA1 ubiquitination in re-
sponders, which indicates the decreased Ca’*-permeable AMPAR level. Furthermore,
the hyper-activation of AKT-glycogen synthase kinase 3B (GSK3p)-Ca2*/cAMP response
element-binding protein (CREB) pathway leads to increased Ca?*-permeable AMPAR in
non-responders [20,26], suggesting that dysregulation of AKT/GSK3 /CREB-mediated
GRIAT1 surface expression may also be responsible for the prolonged PP2B activation. There-
fore, it is plausible that the increased Ca>*-permeable AMPAR expression would be a fun-
damental reason for the lack of response to the AMPAR antagonists in the non-responders.
However, the present data show that the lower efficacies of AMPAR antagonists to the
PP2B-ERK1/2-SGK1-NEDD4-2-mediated GRIA1 ubiquitination and the inhibition of spon-
taneous seizure activities (presumably due to the higher clearance of AMPAR antagonists
or the lower affinities of AMPAR antagonists on GRIA1 [23-25]) in non-responders were
improved by CsA co-treatment. If the upregulated GRIA2-lacking AMPAR expression
resulted in refractory seizures to AMPAR antagonists, CsA co-treatment would not inhibit
seizure activity in non-responders, since a lack of effects of CsA on neuronal excitability
and seizure activity is well known [30,58,59]. Therefore, our findings suggest that the
upregulated GRIA2-lacking AMPAR expression in non-responders may not be a primary
cause of intractable seizures to AMPAR antagonists (although it may be relevant to ictogen-
esis), but may be a consequence of the irresponsiveness to AMPAR antagonists. Moreover,
PP2B inhibition may enhance the efficacies of AMPAR antagonists in non-responders by
recovering the dysregulation of ERK1/2-SGK1-NEDD4-2-mediated GRIA1 ubiquitination
and secondarily reducing Ca?*-permeable AMPAR expression.

On the other hand, deubiquitination (the removal of ubiquitin moieties) also plays a
role in AMPAR-mediated neurotransmission [60,61]. Ubiquitin-specific protease (USP) 46,
a deubiquitinating enzyme, inhibits GRIA1 ubiquitination, accompanied by a decreased
rate in GRIA1 degradation and an increase in AMPAR synaptic accumulation [60]. With re-
spect to this, it is likely that downregulated GRIA1 deubiquitination may be involved in the
intractable seizures to AMPAR antagonists, and CsA co-treatment would also inhibit deu-
biquitinases of GRIA1 in non-responders via unknown mechanisms. However, retigabine,
an AED and a Kv7 channel opener, alleviates the acute stress-induced GRIA1 downregula-
tion by increasing USP2 expression [61]. Therefore, further studies are needed to elucidate
the role of GRIA1 deubiqutination in intractable seizures to AMPAR antagonists.
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5. Conclusions

The present study reveals that AMPAR antagonists ameliorated spontaneous seizure
activity by affecting the PP2B-mediated ERK1/2-SGK1-NEDD4-2 signaling pathway, which
is relevant to the enhanced GRIA1 ubiquitination. In addition, the dysregulation of this
pathway was one of the causes of refractory seizures to AMPAR antagonists. Therefore, our
findings suggest that PP2B-ERK1/2-SGK1-NEDD4-2 pathway may be one of the potential
therapeutic targets for the treatment of intractable TLE.
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blots in Figure 6; Figure S5: Representative full-gel images of Western blots in Figure 8.
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Abstract: a«-Amino-3-hydroxy-5-methylisoxazole-4-propionic acid receptor (AMPAR) has been re-
ported as one of the targets for treatment of epilepsy. Although maladaptive regulation of surface
expression of glutamate ionotropic receptor AMPA type subunit 1 (GRIA1) subunit is relevant to the
responsiveness to AMPAR antagonists (perampanel and GYKI 52466) in LiCl-pilocarpine-induced
chronic epilepsy rats, the underlying mechanisms of refractory seizures to AMPAR antagonists
have yet been unclear. In the present study, we found that both AMPAR antagonists restored the
up-regulations of GRIA1 surface expression and Src family-mediated glycogen synthase kinase 33
(GSK3p)-Ca”* /cAMP response element-binding protein (CREB) phosphorylations to control levels
in responders (whose seizure activities were responsive to AMPAR) but not non-responders (whose
seizure activities were uncontrolled by AMPAR antagonists). In addition, 3-chloroacetyl indole
(3CAI, an AKT inhibitor) co-treatment attenuated spontaneous seizure activities in non-responders,
accompanied by reductions in AKT/GSK3[3 /CREB phosphorylations and GRIA1 surface expression.
Although AMPAR antagonists reduced GRIA2 tyrosine (Y) phosphorylations in responders, they
did not affect GRIA2 surface expression and protein interacting with C kinase 1 (PICK1) protein
level in both responders and non-responders. Therefore, our findings suggest that dysregulation of
AKT/GSK3p3 /CREB-mediated GRIA1 surface expression may be responsible for refractory seizures
in non-responders, and that this pathway may be a potential target to improve the responsiveness to
AMPAR antagonists.

Keywords: 3CAIL; GRIA1; GRIA2; intractable epilepsy; PICK1; protein kinase C

1. Introduction

Epilepsy is a common clinical neurological disease characterized by spontaneous
seizures due to abnormal neuronal discharges. Over decades, the incidence of epilepsy
presents an increasing tendency with a reported number of 65 million patients worldwide.
About 30% temporal lobe epilepsy (TLE) patients show refractory seizures that are uncon-
trolled by standard medications with antiepileptic drugs (AEDs). In addition, patients with
intractable seizures have a high mortality rate [1,2]. Given the inefficacy of AEDs and the
unrelenting nature of intractable epilepsy, therefore, the necessity to explore the underlying
mechanisms of generation of refractory seizures is undoubted.

Although the pathogenesis of epilepsy remains to be fully elucidated, hyper-activation
of the glutamate receptor is one of the important causes of epilepsy. A massive release
of glutamate and the subsequent over-activation of glutamate receptors cause aberrant
neuronal hyper-excitability, followed by delayed neuronal death and secondary injury [3,4].
Recently, x-amino-3-hydroxy-5-methylisoxazole-4-propionic acid receptor (AMPAR) has
been focused on as one of the major therapeutic targets for treatment of epilepsy [5]

Biomedicines 2021, 9, 425. https:/ /doi.org/10.3390/biomedicines9040425

https:/ /www.mdpi.com/journal/biomedicines
109



Biomedicines 2021, 9, 425

since AMPAR antagonists, but not N-methyl-D-aspartate receptor (NMDAR) antagonists,
terminate status epilepticus (SE, a prolonged seizure activity) and seizure activity in animal
models and preferentially suppress seizure-related long-term consequences [6-8].

AMPAR is one of the ionotropic glutamate receptors, which exists as a homomeric or
heteromeric assembly of four subunits (glutamate ionotropic receptor AMPA type subunit
(GRIA) 1-4) encoded by different genes [9]. GRIA subunits preferentially dimerize soon after
the translocation in the endoplasmic reticulum (ER) and tetramerize prior to ER exit [10].
Activity-dependent phosphorylation/dephosphorylation of intracellular C-terminal sites on
the AMPAR subunits GRIA1 and GRIA2 regulate their synaptic trafficking and functional
properties [11,12]: Phosphorylation of GRIAL1 at serine (S) 831 and/or 5845 sites increases
both open channel conductance and its surface expression [13,14]. In contrast, GRIA2 S880
phosphorylation facilitates its internalization [15]. Interestingly, GRIA2 subunit regulates the
ion-permeable properties of AMPAR. GRIA2-containing AMPAR is permeable to Na* and K*
but not Ca2*. In contrast, GRIA2-lacking AMPAR is highly permeable to Ca?*, which activates
a series of intracellular protein kinases or immediate early genes. In the hippocampus of
epileptic animals, GRIA2 surface expression is decreased [16,17], while >95% of AMPARs
contain the GRIA2 subunit under physiological conditions [18]. Therefore, it is likely that
increased membrane GRIA1/GRIA2 ratio may be an important component of the ictoge-
nesis and the seizure-associated consequences by leading to a high Ca?* permeability of
AMPAR in the epileptic brain. Indeed, we have reported that membrane GRIA1/GRIA2 ratio
is significantly higher in chronic epilepsy rats than that in control animals, indicating the
existing preponderance of Ca®*-permeable AMPAR, although both GRIA1 and GRIA2 levels
are lower in the hippocampus. In addition, AMPAR antagonists (perampanel and GYKI
52466) decrease membrane GRIA1/GRIA2 ratio by reducing GRIA1, but not GRIA2, surface
expression [19,20]. These effects of AMPAR antagonists are relevant to Src family/casein ki-
nase 2 (CK2)/phosphatase and tensin homolog deleted on chromosome ten (PTEN)-mediated
Ca?* /cAMP response element-binding protein (CREB) S$133 phosphorylation, which are ob-
served in responders (whose seizure activities are responsive to AMPA antagonists), but not
non-responders (whose seizure activities are not uncontrolled) [19]. However, the up-stream
signaling pathways regulating membrane GRIA1/GRIA2 ratio in the epileptic hippocampus
have yet been elusive.

On the other hand, GRIA2 phosphorylations regulate their surface expression through
interactions with glutamate receptor interacting protein 1 (GRIP1) and protein interact-
ing with C kinase 1 (PICK1) that contains the postsynaptic density-95/Discs large/zona
occludens-1 (PDZ) domain. GRIP1 enhances GRIA2 surface expression, whereas PICK1
facilitates its internalization [21,22]. Src family-mediated GRIA2 phosphorylations on
tyrosine (Y) 869, Y873, and Y876 sites destabilize its interaction with GRIP1 and allow more
GRIA2-PICK1 binding to promote its internalization [23,24]. In addition, protein kinase C
(PKC)-mediated S880 phosphorylation also decreases GRIA2 binding to GRIP1, but not to
PICK1, and results in rapid GRIA2 internalization [21]. However, the regulations of the
GRIA2 subunit phosphorylations in response to AMPAR antagonists in the epileptic hip-
pocampus are largely unknown. In an effort to understand the pathogenesis of intractable
epilepsy, therefore, it will be noteworthy to more specifically investigate the underlying
mechanisms of refractory seizures to AMPAR antagonists.

Here, we demonstrated that the anti-convulsive effects of AMPAR antagonists were
closely relevant to the regulation of AKT/glycogen synthase kinase 33 (GSK3f3)/CREB-
mediated GRIA1 surface expression rather than the modulation of PICK1-GRIA2 internal-
ization. In addition, impairment of this signaling pathway resulted in refractory seizures
in response to AMPAR antagonists, which were improved by 3-chloroacetyl indole (3CAI,
an AKT inhibitor) co-treatment. Therefore, our findings suggest that AKT/GSK3{3 /CREB
pathway may be a potential therapeutic strategy to improve the treatment of intractable
TLE in response to AMPAR antagonists.
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2. Materials and Methods
2.1. Experimental Animals and Chemicals

Male Sprague-Dawley (SD) rats (7 weeks old) were provided with a commercial diet
and water ad libitum under controlled temperature, humidity, and lighting conditions
(22 +£2°C, 55 £ 5% and a 12:12 light/dark cycle with lights). Animal protocols were
approved by the Institutional Animal Care and Use Committee of Hallym University
(Hallym 2018-2, 26 April 2018 and Hallym 2018-21, 8 June 2018). All reagents were
purchased from Sigma-Aldrich (St. Louis, MO, USA), except as noted.

2.2. Generation of Chronic Epilepsy Rats

Figure 1 illustrates the design of the drug trial methodology, which was a modified
protocol based on Ko and Kang [25]. Animals were intraperitoneally (i.p.) given LiCl
(127 mg/kg) 24 h before the pilocarpine treatment. Animals were treated with pilocarpine
(30 mg/kg, i.p.) 20 min after atropine methylbromide (5 mg/kg i.p.). Two hours after
SE on-set, animals were administered diazepam (Valium; Hoffman la Roche, Neuilly sur-
Seine, France; 10 mg/kg, i.p.) and dosage was repeated, as needed. Control animals
received saline in place of pilocarpine. Animals were video-monitored 8 h a day for general
behavior and occurrence of spontaneous seizures by 4 weeks after SE induction. Behavioral
seizure severity was evaluated according to Racine’s scale [26]: 1, immobility, eye closure,
twitching of vibrissae, sniffing, facial clonus; 2, head nodding associated with more severe
facial clonus; 3, clonus of one forelimb; 4, rearing, often accompanied by bilateral forelimb
clonus; and 5, rearing with loss of balance and falling accompanied by generalized clonic
seizures. We classified chronic epilepsy rats that showed behavioral seizures with seizure
score >3 more than once.

Experiment | Experiment ||
Non-responder
~ 4 weeks 3days 7days 7 days 7 days
Video monitoring Video-EEG monitoring :‘;:‘I;Enﬁg
(8 ha day) (2h aday) (2ha day)
7Z
7/
I I Saline I Perampanel I Saline Perampanel
SE induction Surgery GYKI 52466 GYKI 52466
Saline +
3CAI
Responder Western blot
Non-responder
for
Western blot

Figure 1. Scheme of the experimental design in the present study.

2.3. Surgery

Control and epilepsy rats were implanted with monopolar stainless steel electrodes
(Plastics One, Roanoke, VA, USA) in the right hippocampus (stereotaxic coordinates were
—3.8 mm posterior; 2.0 mm lateral; —2.6 mm depth to bregma) under Isoflurane anesthesia
(8% induction, 1.5-2% for surgery, and 1.5% maintenance in a 65:35 mixture of N,O:0,).
Animals were also implanted with a brain infusion kit 1 (Alzet, Cupertino, CA, USA) to
infuse with 3CAI (an AKT inhibitor, 25 uM) into the right lateral ventricle (1 mm posterior;
1.5 mm lateral; —3.5 mm depth to the bregma, see below). Throughout surgery, core
temperature of each rat was maintained at 37-38 °C. Electrode was secured to the exposed
skull with dental acrylic.
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2.4. Drug Trials, EEG Analysis and Quantification of Behavioral Seizure Activity
2.4.1. Experiment I

After baseline seizure activity was determined over 3 days, perampanel (2-(2-oxo-1-
phenyl-5-pyridin-2-yl-1,2-dihydropyridin-3-yl)benzonitrile; 8 mg/kg, i.p, Eisai Korea Inc,
Seoul, South Korea), GYKI 52466 (1-(4-aminophenyl)-4-methyl-7,8-methylenedioxy-5H-2,3-
benzodiazepine hydrochloride, 10 mg/kg, i.p.) or saline (vehicle) was daily administered
at 6:00 p.m. over a 1-week period [19,20,27]. Electroencephalographic (EEG) signals were
detected with a DAM 80 differential amplifier (0.1-3000 Hz bandpass; World Precision
Instruments, Sarasota, FL, USA) 2 h a day at the same time over a 1-week period. The data
were digitized and analyzed using LabChart Pro v7 (ADInstruments, Bella Vista, New
South Wales, Australia). Behavioral seizure severity was measured according to Racine’s
scale [26], as aforementioned. Non-responders were defined as showing no reduction in
total seizure frequency in a 7-day period, as compared with the pre-treatment stage. After
recording (18 h after the last drug treatment), animals were used for Western blot.

2.4.2. Experiment II

Some non-responders in experiment I were given saline (i.p.) over a 7-day period.
Thereafter, animals were daily given perampanel or GYKI 52466 by the aforementioned
method. Rats were also connected with Alzet 1007D osmotic pump (Alzet, Cupertino, CA,
USA) containing vehicle or 3CAI (25 uM) [28]. The pump was placed in a subcutaneous
pocket in the dorsal region. In a pilot study and our previous study [28], this dosage of
3CAI did not show behavioral and neurological defects and could not change the seizure
susceptibility and seizure severity in response to pilocarpine. After recording (18 h after
the last drug treatment), animals were used for Western blot.

2.5. Western Blot

Animals were sacrificed by decapitation, and their hippocampi were obtained and
homogenized in lysis buffer containing protease inhibitor cocktail (Roche Applied Sciences,
Branford, CT, USA) and phosphatase inhibitor cocktail (PhosSTOP®, Roche Applied Sci-
ence, Branford, CT, USA). Thereafter, total protein concentration calibrated using a Micro
BCA Protein Assay Kit (Pierce Chemical, Rockford, IL, USA). To analyze membrane GRIA
subunit expressions, the bilateral hippocampal tissues (~100 mg) were washed gently
with ice-cold PBS and chopped and homogenized for 10 strokes using a Dounce tissue
homogenizer. Thereafter, membrane proteins were extracted with a subcellular Protein
Fractionation Kit for Tissues (Thermo Scientific Korea, Seoul, South Korea), according to the
manufacturer’s instructions. Western blot was performed by the standard protocol: Sample
proteins (10 pg) were separated on a Bis-Tris sodium dodecyl sulfate-poly-acrylamide gel
(SDS-PAGE) and transferred to membranes. Membranes were incubated with 2% bovine
serum albumin (BSA) in Tris-buffered saline (TBS; in mM 10 Tris, 150 NaCl, pH 7.5, and
0.05% Tween 20), and then reacted with primary antibodies (Table 1) overnight at 4 °C.
After washing, membranes were incubated in a solution containing horseradish peroxidase
(HRP)-conjugated secondary antibodies for 1 h at room temperature. Immunoblots were
detected and quantified using ImageQuant LAS4000 system (GE Healthcare Korea, Seoul,
South Korea). Optical densities of proteins were calculated with the corresponding amount
of B-actin or N-cadherin.
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Table 1. Primary antibodies used in the present study.

Antigen Host Manufacturer (Catalog Number) Dilution Used
CREB Rabbit Novus biologicals (NBP1-90364) 1:500 (WB)
GRIA1 Mouse Synaptic systems (#182011) 1:1000 (WB)
GRIA2 Rabbit Sigma (AB1768-1) 1:1000 (WB)
GSK3p Rabbit Elapscience (ENT2082) 1:1000 (WB)

N-cadherin Rabbit Abcam (ab182030) 1:4000 (WB)
p-CREB S133 Rabbit Novus biologicals (NB110-55727) 1:5000 (WB)
Y8 6’913/_55?/2\(87 6 Rabbit Cell signaling (#3921) 1:1000 (WB)
p-GRIA2 S880 Rabbit Invitrogen (#PA5-38134) 1:1000 (WB)
p-GSK3p S9 Rabbit Biorbyt (orb14745) 1:1000 (WB)
p-PKC T497 Rabbit Abcam (ab76016) 1:1000 (WB)
p-Src family Y416 Rabbit Cell signaling (#6943) 1:1000 (WB)
p-Src family Y527 Rabbit Cell signaling (#2105) 1:1000 (WB)
PICK1 Rabbit Abcam (ab3420) 1:1000 (WB)

PKC Rabbit Abcam (ab23511) 1:1000 (WB)

Src family Rabbit Cell signaling (#2108) 1:1000 (WB)
B-actin Mouse Sigma (#A5316) 1:5000 (WB)

2.6. Data Analysis

Seizure parameters (frequency, duration and Racine scores) were assessed by different
investigators who were blind to the classification of animal groups and treatments. Shapiro—
Wilk W-test was used to evaluate the values on normality. Mann—-Whitney U-test, Wilcoxon
signed rank test, Student’s f-test, and paired Student’s t-test were applied to determine
statistical significance of data. Comparisons among groups were also performed using
repeated measures ANOVA, Friedman test, and one-way ANOVA followed by Bonferroni’s
post hoc comparisons. A p-value less than 0.05 was considered to be significant.

3. Results
3.1. Effects of AMPAR Antagonists on Chronic Spontaneous Seizure Activity

In epileptic rats, the total seizure frequency (number of seizures), the total electroen-
cephalographic (EEG) seizure duration, and average seizure severity (behavioral seizure
core) were 11.9 4 2.5,996.4 + 121 s, and 3.7 £ 0.5 over 1-week period, respectively (n =7,
Figure 2A-C). In responders, perampanel gradually reduced seizure frequency (x*1) = 5.5,
p =0.019, Friedman test, n = 7), seizure duration (F(y,12) = 6.6, p = 0.025, repeated measures
ANOVA, n =7), and the seizure severity ()(2(1) =5.3, p =0.021, Friedman test, n = 7) over
1-week period (Figure 2A,B). The total seizure frequency was 6.42 4= 1.5 (Z = 3.14, p = 0.001
vs. vehicle, Mann-Whitney U-test, n = 7), the total seizure duration was 538.3 £+ 127 s
(ta2) = 13.43, p < 0.001 vs. vehicle, Student t-test, n = 7), and the average seizure severity
was 1.9 £ 0.2 over 1-week period (Z = 2.89, p = 0.002 vs. vehicle, Mann-Whitney U-test,
n = 7; Figure 2C). Six out of thirteen rats in perampanel-treated group were identified as
non-responders whose seizure activities were uncontrolled by perampanel (total seizure
frequency, 10.8 & 2.5; total seizure duration, 852.2 & 150.5 s; average seizure severity, 3.8 &=
0.3; Figure 2B,C).
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Figure 2. The effects of perampanel (PER) and GYKI 52466 (GYKI) on spontaneous seizure activities in chronic epilepsy
rats. Both x-amino-3-hydroxy-5-methylisoxazole-4-propionic acid receptor (AMPAR) antagonists effectively attenuate
spontaneous seizure activities in responders. (A) Representative electroencephalograms (EEG) in each group at 2 days
after treatment. (B) Quantitative analyses of the chronological effects of AMPAR antagonists on seizure frequency, seizure
duration, and seizure severity (seizure score) over 7-day period. Error bars indicate SD (* p < 0.05 vs. vehicle (Veh)-treated
animals; Friedman test for seizure frequency and seizure severity; Repeated measures ANOVA for seizure duration).
(C) Quantitative analyses of seizure frequency, total seizure duration and average behavioral seizure score (seizure severity)
in 7-day period. Open circles indicate each individual value. Horizontal bars indicate mean value. Error bars indicate
SD (*p < 0.05 vs. vehicle (Veh)-treated animals; Mann-Whitney U-test for seizure frequency and seizure severity; Student

t-test for seizure duration).

GYKI 52466 also decreased seizure frequency (7(2(1) =6.2, p = 0.013, Friedman test,
n = 6), total seizure duration (Fy 11y = 5.9, p = 0.033, repeated measures ANOVA, n = 6),
and the seizure severity (x?1) = 4.8, p = 0.029, Friedman test, n = 6) in responders over
1-week period (Figure 2A,B). In responders to GYKI 52466, the total seizure frequency was
52+ 1.2 (Z=3.01, p=0.001vs. vehicle, Mann-Whitney U-test, n = 6), the total seizure
duration was 551.7 4= 92.9 s (t(11) = 10.01, p < 0.001 vs. vehicle, Student t-test, n = 6), and the
average seizure severity was 2.1 & 0.3 over 1-week period (Z = 2.86, p = 0.002 vs. vehicle,
Mann-Whitney U-test, n = 6; Figure 2C). Six out of twelve rats in GYKI 52466-treated
group were identified as non-responders (total seizure frequency, 10.8 + 2.3; total seizure
duration, 870.8 & 80.5 s; average seizure severity, 3.7 £ 0.3; Figure 2B,C).

3.2. Effects of AMPAR Antagonists on GRIA2 Phosphorylations

The phosphorylations of GRIA2 regulate its surface expression and influence AMPAR
functionality [15,21-24]. Therefore, we first explored whether AMPAR antagonists affect
GRIA2 protein expression and its phosphorylation levels in the epileptic hippocampus.
Consistent with previous studies [16,17], total GRIA2 protein level was 37% lower in
the epileptic hippocampus (£ = 10.0, p < 0.001 vs. control animals, Student t-test;
Figure 3A,B and Figure S1), as compared to control animals. Compatible to its protein
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level, GRIA2 Y869/Y873/Y876 phosphorylation levels were decreased to 0.49-fold of
control level in the vehicle-treated epilepsy rats (f(12) = 14.8, p < 0.001 vs. control animals,
Student t-test; Figure 3A,C). GRIA2 Y phosphorylation ratio was 0.79-fold of control level
in the vehicle-treated epilepsy rats (t12) = 3.8, p < 0.001 vs. control animals, Student t-test;

Figure 3A,D).
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Figure 3. The effects of perampanel (PER) and GYKI 52466 (GYKI) on total glutamate ionotropic receptor AMPA type
subunit 2 (GRIA2) expression and its phosphorylations in chronic epilepsy rats. (A) Representative images for Western
blot of GRIA2 and its phosphorylation levels in the hippocampal tissues. (B-F) Quantifications of GRIA2 (B), p-GRIA2
Y869/Y873/Y876 (C), p-GRIA2 Y869/Y873/Y876/GRIA2 ratio (D), p-GRIA2 S880 (E), and p-GRIA2 S880/GRIA2 ratio
(F) in the hippocampal tissues. Open circles indicate each individual value. Horizontal bars indicate mean value. Error bars
indicate SEM (*, # p < 0.05 vs. control (Cont) and vehicle (Veh)-treated animals, respectively; one-way ANOVA with post
hoc Bonferroni’s multiple comparison). (G-I) Linear regression analyses between p-GRIA2 Y869/Y873/Y876/GRIA2 ratio
and total seizure frequency (G), total seizure duration (H), and seizure severity (I) in chronic epilepsy rats.
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In responders to perampanel and GYKI 52466, GRIA2 Y869/Y873/Y876 phospho-
rylation levels were significantly reduced to 0.39- and 0.38-fold of control levels without
affecting GRIA2 protein levels, respectively (F(5,17) = 4.8, p = 0.02 vs. vehicle, one-way
ANOVA; Figure 3A-C and Figure S1). Thus, its Y phosphorylation ratios were 0.61- and
0.6-fold of control levels, respectively (F(2,17) = 4.1, p = 0.04 vs. vehicle, one-way ANOVA;
Figure 3A,D). In non-responders to perampanel and GYKI 52466, GRIA2 protein level and
its Y869/Y873/Y876 phosphorylation levels/ratios were unaffected by each compound
(Figure 3A-D). Similar to Y869/Y873/Y876 phosphorylation level, GRIA2 S8380 phospho-
rylation level was reduced to 0.56-fold of control level in the vehicle-treated epilepsy rats
(t12) = 12.6, p < 0.001 vs. control animals, Student t-test; Figure 3A,E and Figure S1). Thus,
5880 phosphorylation ratio was 0.91-fold of control level in the vehicle-treated epilepsy
rats (f12) = 1.2, p = 0.26 vs. control animals, Student t-test; Figure 3A,F). In responders,
GRIA2 S880 phosphorylation level (F(y,17) = 0.4, p = 0.65 vs. vehicle, one-way ANOVA;
Figure 3A,E) and its ratio (F(,17) = 0.08, p = 0.92 vs. vehicle, one-way ANOVA; Figure 3A,F)
were unaffected by perampanel and GYKI 52466. In non-responders, both perampanel
and GYKI 52466 did not alter GRIA2 S880 phosphorylation level/ratio (Figure 3A,E,F).
In addition, we analyzed the correlation between GRIA2 Y phosphorylation ratio and
seizure parameters in chronic epilepsy rats. Linear regression analysis showed a direct
proportional relationship between GRIA2 Y phosphorylation ratio and total seizure fre-
quency with linear correlation coefficients of 0.4052 (t(30) = 2.428, p = 0.0214; Figure 3G).
The GRIA2 Y phosphorylation ratio also showed direct proportional relationships with
total seizure duration (linear correlation coefficients, 0.4585; t(30) = 2.856, p = 0.008; Figure
3H) and seizure severity (linear correlation coefficients, 0.5903; 3y = 4.006, p = 0.0004;
Figure 3I). These findings indicate that anti-epileptic effects of AMPAR antagonists may be
correlated with GRIA2 Y869/Y873/Y876 phosphorylations.

3.3. Effects of AMPAR Antagonists on PKC and Src Phosphorylations

Src family and PKC phosphorylate GRIA2 at Y869/Y873 /Y876 and S880 sites, respec-
tively [21,23,24]. Therefore, we confirmed whether both AMPAR antagonists affect GRIA2
phosphorylations through PKC and/or Src family-mediated signaling pathways.

In epileptic rats, PKC expression and its phosphorylation level were decreased to 0.72-
(taz) =7.9, p <0.001 vs. control animals, Student t-test; Figure 4A,B and Figure S2) and
0.68-fold (t(12) = 7.6, p < 0.001 vs. control animals, Student {-test; Figure 4A,C) of control
levels, respectively. However, PKC phosphorylation ratio was similar to that in controls
(taz) = 0.97, p = 0.35 vs. control animals, Student ¢-test; Figure 4A,D). Both perampanel
and GYKI 52466 did not affect PKC protein level (F 57) = 1.4, p = 0.26 vs. vehicle, one-way
ANOVA), PKC phosphorylation (F,27 = 1.1, p = 0.36 vs. vehicle, one-way ANOVA),
and its phosphorylation ratio (F427) = 0.7, p = 0.58 vs. vehicle, one-way ANOVA) in
non-responders as well as responders (Figure 4A-D and Figure S2).
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Figure 4. The effects of perampanel (PER) and GYKI 52466 (GYKI) on total protein kinase C (PKC) expression and its
threonine (T) 497 phosphorylation in chronic epilepsy rats. (A) Representative images for western blot of PKC and its T497
phosphorylation level in the hippocampal tissues. (B-D) Quantifications of PKC (B), p-PKC T497 (C), and p-PKC/PKC
ratio (D) in the hippocampal tissues. Open circles indicate each individual value. Horizontal bars indicate mean value.
Error bars indicate SEM (* p < 0.05 vs. control animals; one-way ANOVA with post hoc Bonferroni’s multiple comparison).

In chronic epilepsy rats, Src family protein level was similarly observed, as compared
to controls. Both AMPAR antagonists did not affect it (F427) = 0.9, p = 0.49, one-way
ANOVA; Figure 5A,B and Figure S3). Src Y416 phosphorylation level was 0.54-fold lower
in the epileptic hippocampus than that in controls (f(12) = 8.6, p < 0.001 vs. control animals,
Student t-test; Figure 5A,C) and its phosphorylation ratio was 0.57-fold of control level (t(12
=74, p <0.001 vs. control animals, Student ¢-test; Figure 5A,D). In responders, perampanel
and GYKI 52466 decreased Src Y416 phosphorylation level to 0.25- and 0.3-fold of control
level, respectively (F(y,17) = 19.6, p < 0.001 vs. vehicle, one-way ANOVA; Figure 5A,C
and Figure S3). Both perampanel and GYKI 52466 reduced Y416 phosphorylation ratios
to 0.25- and 0.31-fold of control level, respectively (F17) = 19.3, p < 0.001 vs. vehicle,
one-way ANOVA; Figure 5A,D). In non-responders, both AMPAR antagonists did not
affect Y416 phosphorylation level (F(y16) = 0.11, p = 0.89 vs. vehicle, one-way ANOVA;
Figure 5A,C) and its ratio (F(y,15) = 0.14, p = 0.87, one-way ANOVA; Figure 5A,D). In the
epileptic hippocampus, Src Y527 phosphorylation level was also decreased to 0.65-fold
of control level (¢4 = 10.1, p < 0.001 vs. control animals, one-way ANOVA, Student
t-test; Figure 5AE and Figure S3). Y527 phosphorylation ratio was 0.69-fold of control
level (t(lz) = 8.9, p < 0.001, Student t-test; Figure 5A,F). In responders, perampanel and
GYKI 52466 recovered Src Y527 phosphorylation level (F(y17) = 31.1, p < 0.001 vs. vehicle,
one-way ANOVA) and its phosphorylation ratio to control level (F(y17) = 16.5, p < 0.001
vs. vehicle, one-way ANOVA), respectively (Figure 5A,E F). In non-responders, both
AMPAR antagonists did not affect Y527 phosphorylation level (F 16 = 0.22, p = 0.81
vs. vehicle, one-way ANOVA; Figure 5A,E) and its ratio (F(,16) = 0.3, p = 0.74, one-way
ANOVA; Figure 5AF). Src family activities are reversely modulated by phosphorylation
of two distinct tyrosine sites: Y416 autophosphorylation upregulates Src kinase activity.
In contrast, Y527 phosphorylation inhibits its activity, although dephosphorylation at this
site cannot fully activate it [29,30]. Therefore, these findings indicate that refractory seizure
activity to AMPAR antagonists may be relevant to dysregulated Src activity rather than
PKC phosphorylation in responders.
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Figure 5. The effects of perampanel (PER) and GYKI 52466 (GYKI) on Src family and its phosphorylations in chronic
epilepsy rats. (A) Representative images for Western blot of Src family and its phosphorylation levels in the hippocampal
tissues. (B-F) Quantifications of Src2 (B), p-Src Y416 (C), p-Src Y416/Src ratio (D), p-Src Y527 (E), and p-Src Y527 /GRIA2
ratio (F) in the hippocampal tissues. Open circles indicate each individual value. Horizontal bars indicate mean value. Error
bars indicate SEM (*, ¥ p < 0.05 vs. control (Cont) and vehicle (Veh)-treated animals, respectively; one-way ANOVA with
post hoc Bonferroni’s multiple comparison).

3.4. Effects of AMPAR Antagonists on PICK1 Expression

PICK1 negatively regulates GRIA2 surface expression [21,22]. Src family and/or
PKC-mediated GRIA2 phosphorylations facilitate GRIA2-PICK1 bindings, which lead
to GRIA2 internalization and a relative increase of GRIA2-lacking, Ca?*-permeable AM-
PARs [21,23,24]. However, both perampanel and GYKI 52466 decrease GRIA1/GRIA2
ratio by reducing GRIA1, but not GRIA2, surface expression [19,20]. Considering GRIA2
phosphorylations, it is likely that altered PICK1 expression may be involved in unaffected
GRIAZ2 surface expression by AMPAR antagonists. To confirm this, we evaluated the effects
of perampanel and GYKI 52466 on PICK1 expression in the epileptic hippocampus. In the
present study, PICK1 protein level was lower in chronic epilepsy rats than that in controls
(ta2) = 10.4, p < 0.001, Student t-test; Figure 6A,B and Figure 54), which was unaffected
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by AMPAR antagonists (F(4,27) = 0.2, p = 0.93, one-way ANOVA; Figure 6A,B). These find-
ings indicate that reduced PICK1 expression may decrease its binding to phosphorylated
GRIA2, which would serve to maintain GRIA2 surface expression as an adaptive response.
In addition, it is unlikely that PICK1-mediated GRIA2 internalization may be a contributor

to generation of refractory seizures in response to AMPAR antagonists.

Epilepsy
Resp  Non-Resp B s
A M.M. Cont Veh PER GYKI PER GYKI E
55 kDa
(~'50 KDa) g§1+*****
~ a
g 05 + 'é' 'él '§' 'g'
40 kDa (s
=3
55 kDa 0 4 . —_— . )
) Coit Veh PER GYKI PER GYKI
(~B4'gc|:ga) Resp  Non-Resp
40 kDa Epilepsy

Epilepsy

Resp Non-Resp
M.M. Cont Veh PER GYKI PER GYKI

Cc

55 kDa D
GSK3 15
(~ 45 kDa) g
40kDa §E1.§.+.§..E-.§..i-
55 kDa g 3 05
>
p-GSK3B
(S9) 3’ 04 y . . . . .
40 kDa Cont Veh PER GYKI PER GYKI
55 kDa Resp Non-Resp
B-actin Epilepsy
(~45kDa) 40 kpa

E

N

F
*
E * * 2 ig * g *
lLvgadd lldagts
0.1* = §Q1 = * s
205 S 05
} 1 I § o I
Cont Veh PER GYKI PER GYKI Cont Veh PER GYKI PER GYKI
Resp Non-Resp Resp Non-Resp
Epilepsy Epilepsy

Figure 6. The effects of perampanel (PER) and GYKI 52466 (GYKI) on protein interacting with C kinase 1 (PICK1) expression
and glycogen synthase kinase 33 (GSK3[3) expression and its phosphorylation in chronic epilepsy rats. (A,B) Representative
images for Western blot of PICK1 expression (A) and quantifications of PICK1 expression (B) in the hippocampal tissues.
(C-F) Representative images for Western blot of GSK3f expression and its phosphorylation (C) and quantifications of
GSK3p (D), p-GSK3p S9 (E), and p-GSK3p S9/GSK3p ratio (F) in the hippocampal tissues. Open circles indicate each
individual value. Horizontal bars indicate mean value. Error bars indicate SEM (*, # p < 0.05 vs. control (Cont) and vehicle

(Veh)-treated animals, respectively; one-way ANOVA with post hoc Bonferroni’s multiple comparison).
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3.5. Effects of AMPAR Antagonists on GSK3p Phosphorylation

GSK3p is a serine/threonine kinase that phosphorylates various substrates and is in-
volved in cellular and synaptic functions. Phosphoinositide 3-kinases (PI3K)/ AKT-mediated S9
phosphorylation inhibits its activity, which is negatively regulated by PTEN [31-33]. GSK3[3
phosphorylates PICK1 and promotes the GRIA2-PICK1 interaction [34]. Furthermore, inacti-
vated (phosphorylated) GSK3f promotes CREB S133 phosphorylation [32] that increases in
human patients and animal models of epilepsy and participates in ictogenesis [35,36]. Further-
more, AMPAR antagonists activate PTEN-mediated CREB S133 dephosphorylation [19]. Since
CREB is required for the maintenance of the GRIA1 surface expression under physiological
conditions [37], it is likely that impaired AKT/GSK3-mediated CREB S133 phosphorylation
would result in refractory seizures in response to AMPAR antagonist.

In the present study, there was no difference in GSK3f protein level between con-
trol and the epileptic hippocampus (t12) = 1.1, p = 0.27, Student t-test; Figure 6C,D and
Figure S5). Both perampanel and GYKI 52466 did not affect GSK33 protein level in re-
sponders and non-responders (F(47) = 0.8, p = 0.53, one-way ANOVA; Figure 6C,D and
Figure S5). However, GSK3[ S9 phosphorylation level was 1.34-fold higher in the epileptic
hippocampus than that in controls (f(12) = 10.2, p < 0.001, Student t-test; Figure 6C,E and
Figure S5) and its phosphorylation ratio was 1.39-fold of control level (¢12) = 12.4, p < 0.001,
Student f-test; Figure 6C,F). In responders, perampanel and GYKI 52466 restored GSK3[3
phosphorylation level to control level (F(2,17) = 20.3, p < 0.001, one-way ANOVA; Figure
6C,E and Figure S5). Both AMPAR antagonists also recovered GSK3[ phosphorylation ratio
to control level (F(2 17 = 27.5, p < 0.001, one-way ANOVA; Figure 6C,F). In non-responders,
perampanel and GYKI 52466 did not affect GSK3 phosphorylation level (F(y,16) = 0.5, p =
0.62, one-way ANOVA; Figure 6C,E) and its ratio (F(y,16) = 0.7, p = 0.5, one-way ANOVA;
Figure 6C,F). These findings indicate that AMPAR antagonists may liberate GSK3p from
S9 phosphorylation-mediated inhibition.

Consistent with our previous study [19], furthermore, CREB protein level in the
epileptic hippocampus was 1.25-fold higher than that in controls (t(2) = 7.1, p < 0.001,
Student f-test; Figure 7A,B and Figure S6), which was unaffected by AMPAR antagonists
(Fa27) = 0.2, p = 0.94, one-way ANOVA; Figure 7A,B). CREB 5133 phosphorylation level
was 1.51-fold higher in the epileptic hippocampus than that in controls ((12) = 9.8, p < 0.001,
Student t-test; Figure 7A,C and Figure 56) and its phosphorylation ratio was 1.41-fold of
control level (£(12) = 6.9, p < 0.001, Student t-test; Figure 7A,D). In responders, perampanel
and GYKI 52466 decreased CREB 5133 phosphorylation level to 1.21- and 1.23-fold of
control level, respectively (F5,17) = 9.1, p = 0.002, one-way ANOVA; Figure 7A,C). Both
AMPAR antagonists reduced S133 phosphorylation ratios to control level (F(o,17) = 7.7,
p =0.004, one-way ANOVA; Figure 7A,D). In non-responders, perampanel and GYKI
52466 did not affect CREB S133 phosphorylation level (F(y16) = 0.3, p = 0.75, one-way
ANOVA; Figure 7A,C) and its ratio (F(p,16) = 0.1, p = 0.89, one-way ANOVA; Figure 7A,D).
These findings indicate that the GSK33-CREB signaling pathway may be involved in
anti-convulsive effects of AMPAR antagonists.
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Figure 7. The effects of perampanel (PER) and GYKI 52466 (GYKI) on total Ca?* /cAMP response element-binding protein
(CREB) expression and its 5133 phosphorylation in chronic epilepsy rats. (A) Representative images for Western blot of
CREB and its S133 phosphorylation level in the hippocampal tissues. (B-D) Quantifications of CREB (B), p-CREB S133
(C), and p-CREB/CREB ratio (D) in the hippocampal tissues. Open circles indicate each individual value. Horizontal bars
indicate mean value. Error bars indicate SEM (** p < 0.05 vs. control (Cont) and vehicle (Veh)-treated animals, respectively;
one-way ANOVA with post hoc Bonferroni’s multiple comparison).

3.6. Effect of 3CAI Co-Treatment on Refractory Seizures in Non-Responders
to AMPAR Antagonists

As mentioned earlier, GSK3p is inhibited by AKT-mediated S9 phosphorylation,
which inhibits GRIA2-PICK1 interaction but promotes CREB 5133 phosphorylation [31-34].
To confirm the roles of GSK3f signaling pathway in CREB activity and refractory seizures
to AMPAR antagonists, 3CAI (an AKT inhibitor) was co-treated with perampanel or
GYKI 52466 in non-responders (Figure 1). This is because the direct GSK3§ activator is
unavailable. In non-responders to perampanel, total seizure frequency was 9.6 & 2.3, total
seizure duration was 815.6 + 213.7 s, and average seizure severity was 3.6 & 0.3 over 1-
week period (1 = 5, Figure 8A-C). In non-responders to GYKI 52466, total seizure frequency
was 9.2 + 2.5, total seizure duration was 839 & 144.1 s, and average seizure severity was
3.6 £ 0.4 over 1-week period (n = 5, Figure 8A-C). 3CAI co-treatment gradually decreased
seizure frequency ()(2(3) =89, p=0.031, Friedman test, n = 5), total seizure duration (F(3 1)
=48, p =0.014, repeated measures ANOVA, n = 5), and the seizure severity ()(2(3) =8.3,
mboxemphp = 0.041, Friedman test, n = 5) in both perampanel- and GYKI 52466-treated
groups over 1-week period (Figure 8A,B). In non-responders to peramanel, 3CAI co-
treatment reduced the total seizure frequency to 5.4 & 1.6 (Z = 2.02, p = 0.04, Wilcoxon
signed rank test, n = 5; Figure 8A,C), the total seizure duration to 409.2 = 131.6 s (f(4) = 3.12,
p = 0.04, paired Student t-test, n = 5; Figure 8A,C), and average seizure severity to 1.6 £ 0.4
(Z =2.04, p = 0.04, Wilcoxon signed rank test, n = 5; Figure 8A,C). In non-responders to
GYKI 52466, 3CAI co-treatment also attenuated the seizure frequency to 5.8 + 1.6 (Z = 2.03,
p = 0.04, Wilcoxon signed rank test, n = 5; Figure 8A,C), the total seizure duration to
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Figure 8. The effects of 3CAI co-treatment with perampanel (PER) and GYKI 52466 (GYKI) on spontaneous seizure
activities in non-responders. 3CAI co-treatment effectively improves the anti-epileptic effects of both AMPAR antagonists
in non-responders. (A) Representative electroencephalograms (EEG) in each group at 2 days after 3CAI co-treatment.
(B) Quantitative analyses of the chronological effects of 3CAI co-treatment withAMPAR antagonists on seizure frequency,
seizure duration, and seizure severity (seizure score) over 7-day period. Error bars indicate SD (* p < 0.05 vs. vehicle
(Veh)-treated animals; Friedman test for seizure frequency and seizure severity; Repeated measures ANOVA for seizure

duration). (C) Quantitative

analyses of total seizure frequency, total seizure duration, and average behavioral seizure score

(seizure severity) in 7-day period. Symbols indicate each individual value. Horizontal bars indicate mean value. Error
bars indicate SD (* p < 0.05 vs. vehicle (Veh)-treated animals; Wilcoxon signed rank test for seizure frequency and seizure
severity; paired Student f-test for seizure duration).

3.7. Effect of 3CAI Co-Treatment on PICK1 Expression and Phosphorylations of GSK3 and CREB
in Non-Responders

Next, we investigated whether 3CAI co-treatment affects PICK1 expression and
phosphorylations of GSK3f and CREB in non-responders to AMPAR antagonists. 3CAI
co-treatment did not affect GSK33 protein level in non-responders (Figure 9A,B). How-
ever, 3CAI co-treatment reduced GSK3{ S9 phosphorylation level to control level in non-
responders to perampanel (tg) = 6.1, p < 0.001, Student t-test) and GYKI 52466 (t) = 4.0,
p = 0.004, Student t-test; Figure 9A,C and Figure S7). Thus, 3CAI co-treatment restored
GSK33 S9 phosphorylation ratio to control level in non-responders to perampanel (fg) = 4.2,
p = 0.003, Student ¢-test) and GYKI 52466 (tg) = 3.2, p = 0.01, Student t-test), respectively
(Figure 9A,D). Similar to the case of GSK3f3, 3CAI co-treatment did not alter CREB protein
level in non-responders to perampanel and GYKI 52466 (Figure 9A,E and Figure S7). How-
ever, 3CAI co-treatment decreased CREB S133 phosphorylation level in non-responders
to perampanel (tg) = 6.4, p < 0.001, Student ¢-test) and GYKI 52466 (tg) = 5.7, p < 0.001,
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Student t-test), respectively Figure 9A,F and Figure S7). 3CAI co-treatment restored CREB
S133 phosphorylation ratio to control level in non-responders to perampanel (f) =
p <0.001, Student t-test) and GYKI 52466 () =
(Figure 9A,G). 3CAI co-treatment did not alter PICK1 protein level in non-responders
to perampanel and GYKI 52466 (Figure 9A,H). These findings indicate that the GSK3
activation may improve anti-convulsive effects of AMPAR antagonists in non-responders

by regulating CREB activity rather than PICK1 expression.
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Figure 9. The effects of 3CAI co-treatment with perampanel (PER) and GYKI 52466 (GYKI) on expression levels of
GSK3p, CREB, and PICK1 and the phosphorylation levels of GSK3f and CREB in non-responders. (A) Representative
images for Western blot of total GSK33, CREB, and PICK1 levels and the phosphorylation levels of GSK3f3 and CREB.
(B-H) Quantifications of GSK3p (B), p-GSK3 S9 (C), p-GSK3 S9/GSK3p ratio (D), CREB (E), p-CREB S133 (F), p-CREB
5133 /CREB ratio (G), and PICK1 (H) in the hippocampal tissues. Open circles indicate each individual value. Horizontal
bars indicate mean value. Error bars indicate SEM (*, # p < 0.05 vs. control (Cont) and vehicle (Veh)-treated animals,
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3.8. Effect of 3CAI Co-Treatment on Surface GRIA Expressions in Non-Responders

Finally, we investigated whether 3CAI co-treatment affects surface GRIA1 and GRIA2
expressions in the hippocampus of non-responders. The present study showed total GRIA1
protein level in the epileptic hippocampus was 0.74-fold of control level (tg) = 7.7, p < 0.001
vs. control animals, Student t-test; Figure 10A,B), which was further reduced to 0.51- and
0.54-fold of control level in responders by perampanel and GYKI 52466, respectively (F(2 12
=244, p <0.001 vs. vehicle, one-way ANOVA; Figure 10A,B). However, both AMPAR
antagonists did not influence total GRIAT protein level in non-responders, which was
unaffected by 3CAI co-treatment (Figure 10A,B and Figure S8).
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Figure 10. The effects of 3CAI co-treatment with perampanel (PER) and GYKI 52466 (GYKI) on surface expressions of
GRIA1 and GRIA2 in chronic epilepsy rats. (A) Representative images for Western blot of total and membrane GRIA1
and GRIA2 expression levels. (B-H) Quantifications of total GRIA1 expression (B), membrane GRIA1 expression (C),
membrane/total GRIA1 ratio (D), total GRIA2 expression (E), membrane GRIA2 expression (F), membrane/total GRIA2
ratio (G), and membrane GRIA1/GRIA2 ratio in the hippocampal tissues. Open circles indicate each individual value.
Horizontal bars indicate mean value. Error bars indicate SEM (*, # p < 0.05 vs. control (Cont) and vehicle (Veh)-treated
animals, respectively; one-way ANOVA with post hoc Bonferroni’s multiple comparison).
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Membrane GRIA1 expression in the epileptic hippocampus was 0.89-fold of con-
trol level (tg = 4.1, p = 0.004 vs. control animals, Student f-test; Figure 10A,C). Thus,
membrane/total GRIA1 ratio in the epileptic hippocampus was increased to 1.23-fold
of control level (tg) = 3.4, p = 0.01 vs. control animals, Student t-test; Figure 10A,D and
Figure S8). Perampanel and GYKI 52466 decreased membrane GRIA1 expression to 0.47-
and 0.51-fold of control level in responders, respectively (F(,12) = 51.5, p < 0.001 vs. vehicle,
one-way ANOVA; Figure 10A,C). Both AMPAR antagonists restored membrane/total
GRIA1 ratio to control level in responders (F(p12) = 5.2, p = 0.02 vs. vehicle, one-way
ANOVA; Figure 10A,D). Although both AMPAR antagonists did not affect membrane
GRIA1 expression in non-responders, 3CAI co-treatment reduced it to 0.65- and 0.64-fold
of control level in non-responders to perampanel (fg) = 5.7, p < 0.001, Student ¢-test) and
GYKI 52466 (t) = 6.4, p < 0.001, Student t-test), respectively (Figure 10A,C and Figure S8).
3CAI co-treatment also diminished membrane/total GRIA1 ratio to control level in non-
responders to perampanel (fg) = 5.4, p < 0.001, Student -test) and GYKI 52466 (tg) = 4.1,
p = 0.003, Student t-test), respectively (Figure 10A,D). Both AMPAR antagonists and 3CAI
co-treatment did not affect total GRIA2 protein level, membrane GRIA2 expression, and
membrane/total GRIA2 ratio in both responders and non-responders (Figure 10A,E-G and
Figure S8).

Membrane GRIA1/GRIA2 ratio in the epileptic hippocampus was 1.6-fold of control
level (fg) = 18.8, p < 0.001 vs. control animals, Student ¢-test; Figure 10A,H and Figure S8).
Both AMPAR antagonists restored membrane GRIA1/GRIAZ2 ratio to control level in
responders (F(,12) = 23.1, p < 0.001 vs. vehicle, one-way ANOVA) but not non-responders
(Figure 10A,H). 3CAI co-treatment decreased membrane GRIA1/GRIA2 ratio to 1.12- and
1.23-fold of control level in non-responders to perampanel (tg) = 2.9, p = 0.02, Student
t-test) and GYKI 52466 (tg) = 3.2, p = 0.01, Student t-test), respectively (Figure 10A,H and
Figure S8). These findings indicate that 3CAI may increase the responsiveness to AMPAR
antagonists in non-responders by reducing surface GRIA1 expression.

4. Discussion

The principal findings of the present study were that AMPAR antagonists ameliorated
spontaneous seizure activity by regulating surface expression of GRIA1 but not GRIA2. In addi-
tion, impaired AKT/GSK3-mediated CREB S133 activation was involved in refractory seizures
in response to AMPAR antagonists, which suggests that the regulation of these pathways may
be a potential therapeutic strategy to improve the medication of intractable TLE.

Since the activation and desensitization kinetics of AMPAR are much faster than
those of NMDAR [38], AMPAR antagonists have been focused to prevent ictogenesis and
steadily progressive seizure-related brain pathologic plasticity in the epileptic brain [5].
Indeed, AMPAR antagonists terminate SE and seizure activity that are uncontrolled by
NMDAR antagonists [6-8]. Among them, only perampanel is marketed for the treatment
of focal epilepsy, which is a novel non-competitive AMPAR antagonist without affecting
the NMDAR or kainate receptors [5], although its effects on signaling pathways remain to
be elucidated. In the present study, both perampanel and GYKI 52466 ameliorated sponta-
neous seizure activity in 54% and 50% of animals (responders) in each group, concomitant
with the reduced membrane expression of GRIA1 but not GRIA2. Furthermore, both
AMPAR antagonists restored upregulated membrane/total GRIA1 ratio and membrane
GRIA1/GRIAZ2 ratio to control levels. These effects of AMPAR antagonists were relevant to
inhibition of AKT/GSK3[3 /CREB signaling pathway in responders. Because both AMPAR
subunits are also located in endomembrane systems, such as the Golgi complex, endo-
somes, and ER [39,40], the GRIA1 and GRIA2 concentrations in membrane fraction may
not directly represent the “pure surface expressions” in the present study. Considering
that AMPAR trafficking is tightly regulated from the synthesis in ER to surface expres-
sion [41,42] and CREB regulates surface GRIA1 expression [37], however, the decreases in
membrane/total GRIA1 ratio and membrane GRIA1/GRIA2 ratio indicate the diminished
surface GRIA expression [19,20].
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CREB activity (phosphorylation) is increased in human patients and animal models of
epilepsy [35,36]. CREB phosphorylation is regulated by the activation of multiple signaling
cascades, including GSK3p, PKC, protein kinase A (PKA), and Ca?*-calmodulin-dependent
protein kinase II (CAMKII) [32,33,43,44]. In the present study, we found that GSK3f S9 (but
not PKC) and CREB 5133 phosphorylations were higher in the epileptic hippocampus than
those in normal one, which were abolished by both AMPAR antagonists in responders, but
not non-responders. Since the increased GSK3[3-mediated CREB S133 phosphorylation
participates in ictogenesis in human patients and animal models of epilepsy [32,35,36],
these findings indicate that AMPAR antagonists may negatively regulate surface GRIA
expression via GSK3 /CREB signaling pathway in responders.

PI3K/AKT-mediated GSK33 phosphorylation inhibits its activity, which is conversely
regulated by PTEN [31,33]. Recently, we have reported that PTEN expression is decreased
in the epileptic hippocampus, concomitant with the reduced Src/CK2-mediated phospho-
rylations [19]. Regarding phosphorylation-mediated inhibition of PTEN activity [45], we
have postulated that the reduced PTEN phosphorylation (the increased activity) may be
an adaptive response to the decreased expression in the epileptic hippocampus, while
this alteration may be insufficient to suppress spontaneous seizure activities. This is be-
cause AMPAR antagonists further diminish PTEN phosphorylation only in responders,
accompanied by increasing its expression, which is abrogated by dipotassium bisper-
oxovanadium(pic) dihydrate (BpV(pic), a PTEN inhibitor) [19,20]. In the present study,
3CAl-induced AKT inhibition improved the responsiveness to AMPAR antagonists in
non-responders through GSK33-mediated CREB regulation. Furthermore, 3CAI reduced
surface GRIA1 expression in non-responders to AMPAR antagonists. Therefore, it is likely
that the regulation of the PTEN/AKT/GSK3f3 /CREB pathway be essentially required
for the anti-epileptic effects of AMPAR antagonists. Indeed, the hippocampi of animal
models and the surgically resected hippocampal tissues from drug-resistant TLE patients
show upregulated AKT activity (phosphorylation) [46—48]. Similar to the present data, fur-
thermore, topiramate (TPM, an AED) modulates AMPAR-mediated AKT/GSK3/CREB
signaling pathway [49]. Therefore, our findings suggest that maladaptive regulation of
AKT/GSK3p /CREB pathway may be one of the important causes in pharmacoresistant
seizures in response to AMPAR antagonists.

PICK1 contributes to a shift in the AMPAR composition to GRIA2-lacking (Ca%*-
permeable) by facilitating GRIA2 internalization [21,23,24]. In the present study, GRIA2 and
PICK1 expression levels in the epileptic hippocampus were lower than those in the control
(normal) hippocampus. These findings are consistent with a previous study demonstrating
downregulation of GRIA2 and PICK1 expression in kainic acid-induced chronic epilepsy
rats [17]. The present study also demonstrates that both AMPAR antagonists effectively
reduced GRIA2 Y phosphorylations in responders, but not in non-responders, without
affecting its 5880 phosphorylation. Furthermore, GRIA2 Y phosphorylations showed direct
proportional relationships with seizure parameters. Phosphorylations regulate surface
GRIAZ2 expression through interactions with GRIP1 and PICK1: PKC-mediated S880 phos-
phorylation reinforces its internalization by inhibiting GRIP1-GRIA2 bindings [15,21].
In contrast, Src family-mediated Y phosphorylations facilitate PICK1-GRIA2 interaction
to promote GRIA?2 internalization [23,24]. Consistent with our previous studies [19,50],
both AMPAR antagonists reduced Src family, but not PKC, activity. Considering the
roles of GRIA2 phosphorylations in its interactions with GRIP1/PICK1 [15,21,23,24], it
is plausible that both AMPAR antagonists would attenuate seizure activity by inhibiting
PICK1-mediated GRIA2 internalization. However, AMPAR antagonists cannot influence
surface GRIA2 expression [20]. In addition, the present data show that AMPAR antagonists
did not influence the reduced PICK1 expression in the hippocampi of both responders
and non-responders, which was unaffected by 3CAI co-treatment in non-responders, al-
though PICK1 is a substrate of AKT/GSK3f pathway [34]. Therefore, it is likely that the
reduced GRIA2 Y phosphorylations may reflect the decreased Src family activity induced
by AMPAR antagonists rather than the inhibition of GRIA2-lacking AMPAR assembly.
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Furthermore, it is hypothesized that reduced PICK1 expression in the hippocampus would
be involved in ictogenesis in chronic epilepsy rats via other pathways rather than the
regulation of surface GRIA2 expression since PICK1 interacts with type III metabotropic
glutamate receptor (mGlu7R) in the presynaptic active zone and regulates glutamate re-
lease [50]. Indeed, mGlu7R deletion and a polypeptide interfering PICK1 and mGlu7R show
typical epileptic seizures [51,52]. Therefore, our findings indicate that PICK1-mediated
regulation of surface GRIA2 expression may not be involved in the anti-epileptic effects
and responsiveness of AMPAR antagonists, although both perampanel and GYKI 52466
inhibited Src-mediated GRIA2 Y phosphorylations.

On the other hand, SE and spontaneous seizure activity lead to vasogenic edema
formation (serum extravasation) induced by brain-blood barrier (BBB) disruption, which
deteriorates seizure activity [53-55]. During recovery of vasogenic edema, multidrug efflux
transporter expressions, such as p-glycoprotein (p-GP), breast cancer resistance protein
(BCRP), and multidrug resistance protein-4 (MRP4), are increased in the hippocampus,
which reduce AED concentrations in the brain and cause pharmacoresistant epilepsy [53].
Since we did not compare the pharmacokinetics of AMPAR antagonists between responders
and non-responders in the present study, the possibility could not be excluded that the de-
creased responsiveness of AMPAR antagonists in non-responders would be a consequence
from the lower concentration of these compounds induced by over-expression or hyper-
activation of drug efflux transporters. In addition, AKT is one of the common down-stream
molecules during seizure-induced BBB leakage. Indeed, 3CAI effectively attenuates SE-
induced vasogenic edema formation, although it does not show anti-epileptic effects [28].
Thus, it is likely that 3CAI would also increase the efficacies of AMPAR antagonist by
inhibiting AKT-mediated serum leakage or upregulation of multidrug efflux transporter.
On the other hand, CREB activation plays a protective role against BBB disruption [56,57].
Considering the inhibitory effect of 3CAI on AKT/GSK3[3/CREB signaling pathway in the
present study, however, it is unlikely that 3CAI may be involved in the CREB-mediated
regulation of vascular permeability. Further studies are needed to elucidate whether 3CAI
enhances the responsiveness to AMPAR antagonists by inhibiting serum extravasation
and/or multidrug efflux systems.

5. Conclusions

The present study revealed that AMPAR antagonists ameliorated spontaneous seizure
activity by affecting the Src-mediated AKT/GSK3 /CREB signaling pathway, which was
relevant to the regulation of surface expression of GRIA1 rather than GRIA2. In addition,
the dysregulation of this pathway was one of the causes of refractory seizures to AMPAR
antagonists. Therefore, our findings suggest that the Src/AKT/GSK3{ /CREB pathway
may be one of the potential therapeutic targets for the treatment of intractable TLE.
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Abstract: Peripheral infections occur in up to 28% of patients with traumatic brain injury (TBI), which
is a major etiology for structural epilepsies. We hypothesized that infection occurring after TBI acts
as a “second hit” and facilitates post-traumatic epileptogenesis. Adult male Sprague-Dawley rats
were subjected to lateral fluid-percussion injury or sham-operation. At 8 weeks post-injury, rats
were treated with lipopolysaccharide (LPS, 5 mg/kg) to mimic Gram-negative peripheral infection.
T2-weighted magnetic resonance imaging was used to detect the cortical lesion type (small focal
inflammatory [TBIg] vs. large cavity-forming [TBIcg]). Spontaneous seizures were detected with
video-electroencephalography, and seizure susceptibility was determined by the pentylenetetrazole
(PTZ) test. Post-PTZ neuronal activation was assessed using c-Fos immunohistochemistry. LPS
treatment increased the percentage of rats with PTZ-induced seizures among animals with TBIg;
lesions (p < 0.05). It also increased the cumulative duration of PTZ-induced seizures (p < 0.01),
particularly in the TBIgy group (p < 0.05). The number of c-Fos immunopositive cells was higher in the
perilesional cortex of injured animals compared with sham-operated animals (p < 0.05), particularly
in the TBI-LPS group (p < 0.05). LPS treatment increased the percentage of injured rats with bilateral
c-Fos staining in the dentate gyrus (p < 0.05), particularly in the TBIg; group (p < 0.05). Our findings
demonstrate that peripheral infection after TBI increases PTZ-induced seizure susceptibility and
neuronal activation in the perilesional cortex and bilaterally in the dentate gyrus, particularly in
animals with prolonged perilesional T2 enhancement. Our data suggest that treatment of infections
and reduction of post-injury neuro-inflammation are important components of the treatment regimen
aiming at preventing epileptogenesis after TBIL.

Keywords: c-Fos; early gene activation; epileptogenesis; lipopolysaccharide; pentylenetetrazole;
post-traumatic epilepsy; seizure susceptibility; traumatic brain injury

1. Introduction

Approximately 2.5 million people in both Europe (www.center-tbi.eu/ accessed on
23 November 2021) and the United States (www.cdc.gov/traumaticbraininjury accessed
on 22 November 2021) experience traumatic brain injury (TBI) each year. The risk of
epileptogenesis increases according to the severity of the TBI: approximately 2- to 4-fold
after mild, 8-fold after moderate, and 16-fold after severe TBI [1-3]. Up to 53% of patients
with penetrating TBI develop epilepsy [4,5]. TBI causes 10% to 20% of symptomatic epilepsy
and 5% of all types of epilepsy [6,7]. Despite the large number of epidemiologic studies
reporting risk factors for epileptogenesis after TBI [8], the factors and events occurring
over the lifetime of a given subject that lead to post-traumatic epilepsy (PTE) remain
largely unknown.

The evolution of post-traumatic epileptogenesis overlaps with the progression of
secondary brain damage, which can continue for days to weeks to months after TBI and
includes neuroinflammation, oxidative stress, excitation-inhibition imbalance, and blood—
brain barrier damage, as well as synaptic and network plasticity alterations [9]. Some of
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these molecular and cellular changes contribute to post-traumatic epileptogenesis, whereas
others can support spontaneous recovery [10]. To date, the effects of additional events
modulating secondary damage during the post-TBI aftermath have received little attention,
even though their prevention and/or treatment could present an important avenue for
mitigating post-traumatic epileptogenesis.

The concept of “microglia priming,” in which “the brain is primed by chronic central
nervous system (CNS) diseases to show exaggerated responses to a subsequent hit, which
induces an inflammatory response, whether systemic or central in origin,” was introduced
by Combrinck et al. [11]. Activation of innate inflammatory pathways is an elementary
component of the secondary injury in both experimental and human TBI [12]. In animal
models, the inflammatory response is most robust during the 1 to 3 weeks post-TBI, but
microglia can remain activated in the brain for months [13]. A positron emission tomogra-
phy (PET) imaging study in humans with TBI using [11C] (R)PK11195 demonstrated that
microglial activation can last up to 17 years, and is associated with cognitive decline [14].

Bacterial infections represent important post-TBI secondary hits as they commonly
occur but seem innocuous because they are treatable by existing medications. Up to 50%
of severe TBI patients have been suggested to suffer from infections during their hospital
stay, and infection-related mortality can be as high as 28% [15-20]. Infections are most
common in patients with the lowest Glasgow Coma Scale scores, that is, in patients with
the highest risk of epileptogenesis [18]. To date, no evidence for a clear association between
TBl-related infections and PTE has been reported, which may relate to relatively small
study populations and short follow-up. Weisbrod and coworkers reported that up to 29%
of patients who suffered penetrating TBI in combat due to gunshots or blast had systemic
infections, and 25% had meningitis during acute hospitalization; up to 39% developed
epilepsy in a 2-year follow-up [21]. In another study, Saadat and coworkers found a
poor outcome if the military perforating injury was associated with CNS infection. CNS
infections co-occurred with epilepsy, but the association between epilepsy and infections
was not specifically analyzed [22]. A recent study demonstrated that elevated systemic
levels of lipopolysaccharide (LPS), a component of the outer membrane of Gram-negative
bacteria, due to the breakdown of the gastrointestinal barrier was associated with PTE
in a rat lateral fluid-percussion injury (FPI) model [23]. Despite the important clinical
ramifications, little is known about whether or not the re-activation of inflammation by
peripheral infection in an adult TBI-primed brain facilitates epileptogenesis.

The present study was designed to test the hypothesis that LPS-induced peripheral
infection at a chronic time-point after TBI in rats will serve as a “second hit,” thereby
increasing neuronal excitability in the perilesional cortex and hippocampus and facilitating
post-traumatic epileptogenesis.

2. Materials and Methods
The study design is summarized in Figure 1.

— o ¢
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Figure 1. Study design. Traumatic brain injury (TBI) was induced by lateral fluid-percussion injury (FPI). Lesion endophe-
notype (focal inflammatory [TBIg] vs. cavity-forming [TBIcg]) was assessed with T2-weighted magnetic resonance imaging

(MRI) at 6 weeks after TBI. At 8 weeks post-TBI, rats received a single injection of lipopolysaccharide (LPS; 5 mg/kg,

i.p.) or vehicle. Epidural skull electrodes (ei) were implanted at 14 weeks following TBI. Thereafter, 4-week-long video-
electroencephalogram (VEEG) monitoring was performed starting at 16 weeks after TBI to detect spontaneous seizures. The
pentylenetetrazole (PTZ) seizure-susceptibility test was performed under vEEG at 23 weeks post-TBI (i.e., 15 weeks after

LPS injection). Finally, rats were perfused for histology at 2 h after PTZ administration (~6 months post-TBI). Sham-operated

controls underwent all of the same procedures except the induction of TBI.
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2.1. Animals

A total of 46 adult (10-week-old) male Sprague-Dawley rats (300-350 g, Harlan
Netherlands B.V., Udine, Italy) were used. Throughout the experiments, animals were
housed in individual cages in a controlled environment (temperature 22 + 1 °C; humidity
50 £ 10%; 12 h light/12 h dark cycle). Food and water were available ad libitum. All animal
procedures were approved by the Animal Ethics Committee of the Provincial Government
of Southern Finland and carried out in accordance with the European Council Directive
(2010/63/EU).

2.2. Induction of TBI by Lateral FPI

Traumatic brain injury (TBI) was triggered by lateral FPL, as described previously [24].
Briefly, animals (n = 26) were anesthetized with a cocktail (6 mL/kg, i.p.) containing
sodium pentobarbital (58 mg/kg), magnesium sulfate (127.2 mg/kg), propylene glycol
(42.8%), and absolute ethanol (11.6%). A craniectomy (& 5 mm) was performed over the
left parieto-temporal cortex between lambda and bregma (anterior edge 2.0 mm posterior
to bregma; lateral edge adjacent to the left lateral ridge). The bone was carefully removed
without disruption of the underlying dura. A female Luer-Lock connector was positioned
into the craniotomy hole, its edges carefully sealed with Vetbond tissue adhesive (3M,
St. Paul, MN, USA), and the cap filled with sterile saline and fixed to the skull with dental
acrylate (Selectaplus powder #10009210; Selectaplus liquid CN #D10009102, DeguDent,
Germany). About 90 min after administration of anesthesia cocktail, when the toe reflex
reappeared, the rat was attached to the fluid-percussion device (AmScien Instruments,
Richmond, VA, USA). Lateral FPI was induced by a transient (21-23 ms) fluid pulse impact
against the exposed dura. The pendulum height was adjusted to produce severe injury
[~3.0 atm; expected <72 h mortality 25%; [4]]. Sham-injured animals (1 = 7) also underwent
anesthesia and craniectomy procedures without exposure to lateral FPI. Naive animals
(n = 5) were not subjected to anesthesia, craniectomy, or injury.

2.3. Magnetic Resonance Imaging (MRI)

Our previous MRI and histologic studies indicated inter-animal heterogeneity in the
progression of cortical lesion pathology after lateral FPI-induced TBI [5,25-27]. To stratify
the rats into different treatment groups based on the main lesion endophenotype [focal
inflammatory (TBlgy) vs. cavity-forming (TBIcp)], rats underwent MRI at 6 weeks post-TBL
MRI was conducted under isoflurane anesthesia (1.5% isoflurane, O, /N5 30/70% as carrier
gas) at 9.4 T horizontal magnet (Varian Inc., Palo Alto, CA, USA) interfaced to Bruker Phar-
mascan console (Bruker Biospin, Ettlingen, Germany) using actively decoupled volume
transmitter and quadrature surface receiver coils. Anatomical T2-weighted images were ac-
quired using rapid acquisition with relaxation enhancement (RARE) sequence (TE 40 ms, TR
4000 ms, flip 90°, 25 slices, thickness 1 mm, a field of view 30 x 30 mm, 256 x 256 matrix,
2 averages, RARE factor 8) and T2 maps were acquired using multi-slice multi-echo (MSME)
sequence (TR 5000 ms, TE 12, 24, 36, 48, 60, 72, 84, 96, 108, 120 ms, 10-15 slices to cover the
lesion area, thickness 1 mm, interleaved collection, 256 x 128 matrix).

Anatomical T-weighted images were acquired at 7 T Bruker Pharmascan MRI scanner
using fast spin-echo pulse sequence (TR 4000 ms, effective TE 40 ms, 25 slices, slice thickness
1 mm). In T2-weighted MRI, 10-15 slices that covered the entire rostrocaudal extent of the
lesion were analyzed. Imaging was conducted using a 9.4 T horizontal magnet (Varian
Inc., Palo Alto, CA, USA) interfaced to a Direct Drive console (Varian Inc.) as previously
described by Immonen et al. [5]. According to the distribution and extent of signal intensity
in T2-weighted MRI, 15 rats with TBI had developed the TBIf; endophenotype and 11 had
developed the TBIcr endophenotype of cortical lesion by the time of the MRI.

2.4. Lipopolysaccharide (LPS) Injection

To model peripheral infection occurring during the post-TBI recovery phase caused
by Gram-negative bacteria activating TLR4-mediated signaling [28], rats with the TBIg
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or TBIcr endophenotype were randomized into the vehicle or LPS treatment groups. At
8 weeks post-TBI, animals received a single intraperitoneal injection of LPS (serotype 055:B5,
Sigma-Aldrich; 5 mg/kg) or vehicle (0.9% NaCl, 2.5 mL/kg). Naive and sham-operated
animals were injected with vehicle only. This resulted in 6 different groups: Naive-Veh
(n =5), Sham-Veh (n =7), TBIg;-Veh (n = 7), TBIg-LPS (n = 8), TBIcg-Veh (n = 5), TBIcp-LPS
(n=6).

2.5. Electrode Implantation for Electroencephalogram (EEG) Monitoring

To monitor the spontaneous and pentylenetetrazole (PTZ)-induced epileptiform activ-
ity, 4 stainless steel epidural screw electrodes, 1 reference electrode, and 1 ground electrode
were inserted into the skull (J 1 mm, Plastics One, Inc., Roanoke, VA, USA) on weeks
15 after TBI as described by Kharatishvili et al. [29]. Video-EEG monitoring was initiated
after a 7-d recovery period. A lost headset was re-implanted once if the skull was intact
and not infected, and monitoring was continued.

2.6. Video-EEG Monitoring and Analysis of Occurrence of Spontaneous Seizures

A 4-weeks continuous (24/7) video-EEG (VEEG) monitoring was started on weeks
17 post-TBI to detect epileptiform activity as described in detail by [30].

Digital EEG files were scanned on the computer screen and manually analyzed by
a blinded investigator. A spontaneous electroencephalographic seizure was defined as a
high amplitude (more than twice baseline) rhythmic discharge that clearly represented
a new pattern of tracing (repetitive spikes, spike-and-wave discharges, and slow waves)
and lasted >5 s. Epileptic events occurring with an interval of less than 5 s without the
EEG returning to baseline were defined as belonging to the same seizure. In addition, the
occurrence of epileptiform discharges (EDs), defined as rhythmic transients (>1's, but <5 s)
containing spikes and uniform sharp waves, was analyzed.

If an electrographic seizure was observed, its behavioral severity was assessed from
the corresponding video recording according to a modified Racine’s scale [31]. As de-
scribed previously by Rodgers et al. [32], we also noted the occurrence of spike-and-wave
discharges in both the sham-operated and injured rats, but they were not counted as
TBI-related seizures.

2.7. Pentylenetetrazole (PTZ) Seizure Susceptibility Test

Seizure susceptibility was assessed at 23 weeks post-TBI (i.e., 3 weeks after completing
the continuous VEEG monitoring). Animals were placed in a transparent plexiglass cage
(47 cm x 29 cm x 50 cm) and connected to the VEEG system 24 h before the test. After
a baseline VEEG recording, animals were injected with a subconvulsive dose of PTZ
(25 mg/kg, i.p., Sigma-Aldrich, YA-Kemia Oy, Finland) and continuously vEEG monitored
for 120 min. As outcome parameters, we assessed (1) latency to the first spike (s), (2) latency
to the first ED (s), (3) occurrence of electrographic seizures (yes/no), (4) latency to the first
electrographic seizure (s), (5) duration of an electrographic seizure (s), and (6) number and
severity of induced behavioral seizures [31].

2.8. Histology

Processing of brain tissue. At 120 min after PTZ injection, animals were disconnected
from the VEEG, deeply anesthetized (as described before), and perfused intracardially
with 4% paraformaldehyde in 0.1 M sodium phosphate buffer (PB), pH 7.4. Brains were
post-fixed in 4% paraformaldehyde in 0.1 M PB, cryoprotected in 20% glycerol in 0.02 M
potassium phosphate-buffered saline (KPBS, pH 7.4), frozen on dry ice, and stored at
—70 °C until further processed.

c-Fos immunohistochemistry. A series of free-floating sections (1-in-10 series, 25 um)
was rinsed, and then, treated with 1% H;O, in 0.02 M KPBS at room temperature (RT)
for 15 min to remove endogenous peroxidase. Then, sections were incubated for 72 h at
4 °C in a primary antibody solution containing rabbit-polyclonal antibody raised against
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c-Fos (1:20 000, sc-253, Santa Cruz Biotechnology), 1% NGS, and 0.5% TX-100 in 0.02 M
KPBS. After 3 washes in 2% NGS in 0.02 M KPBS, sections were incubated at RT for 1 h in
a secondary antibody solution containing biotinylated goat anti-rabbit IgG (1:200, BA-1000,
Vector Laboratories, Burlingame, CA, USA) with 1% NGS and 0.5% TX-100 in 0.02 M
KPBS. After 3 washes, sections were incubated in avidin—biotin solution (1:200, PK-4000,
Vector Laboratories) in 0.02 M KPBS for 45 min at RT. Then, sections were recycled into
the secondary antibody solution (45 min at RT), washed 3 times, and recycled into avidin—
biotin solution (30 min at RT). After 3 washes (0.02 M KPBS, 10 min each), the sections were
incubated in a solution containing 0.1% 3/,3/-diaminobenzidine (DAB, Pierce Chemicals,
Rockford, IL, USA) and 0.08 % HO, in 0.02 M KPBS for visualization of the staining. Then,
the sections were mounted on gelatin-coated microscope slides, dried overnight at 37 °C
and the reaction product was intensified with osmium (OsOy; #19170; Electron Microscopy
Sciences, Hatfield, PA, USA) and thiocarbohydrate (TCH; #21900; Electron Microscopy
Sciences) according to by Lewis et al. [33]. Finally, slides were covered using DePex as a
mounting medium.

2.9. Assessment of the Density of c-Fos Immunoreactive Neurons in the Perilesional and
Corresponding Contralateral Cortex

To assess the pattern of PTZ-induced neuronal activation in the brain undergoing
epileptogenesis after TBI, we measured the distribution and density of c-Fos labeling
in the cerebral cortex from digital photomicrographs of immunostained sections using
Image ] software (version 1.46r, http://rsb.info.nih.gov/ij/ accessed on 22 November
2021). For the analysis, we selected 2 sections from each rat: 1 from the most rostral and
another from the most caudal level of the cortical lesion. A series of contiguous images
was then captured from each section at 5x magnification, and a single montage image
of the whole section was generated using a Zeiss Imager M2 microscope equipped with
a Zeiss Axiocam 506 color camera operated by ZEN software. Four regions of interest
(ROIs) were drawn in each section: a 1 mm wide cortical area bordering the lesion core
medially (medial perilesional cortex) and laterally (lateral perilesional cortex), and the
corresponding areas in the contralateral cortex. Each cortical area was further subdivided
into the area containing layers II-IV and layers V-VI. This resulted in the following 4 ROIs:
medial perilesional supragranular layers (including internal granular layer IV), medial
perilesional infragranular layers, lateral perilesional supragranular layers, and lateral
perilesional infragranular layers. Accordingly, the corresponding contralateral cortex was
also divided into 4 areas, resulting in a total of 8 ROIs per section. Next, the RGB color
images were converted into gray-scale images. Then, gray-scale images were thresholded
manually to match with the c-Fos positivity in the immunostained section. Then, the (a)
total area of the ROI (total number 8) and (b) area of c-Fos positivity in a thresholded image
were calculated. The c-Fos expression-% (c-Fos-%) in each ROI was calculated as (c-Fos
positive area/ROI area) x 100%.

2.10. Statistical Analysis

Statistical analysis was performed using SPSS for Windows (version 19.0) and Graph-
Pad Prism5. The non-parametric Kruskal-Wallis test was used to assess differences in the
parameters of the PTZ test (latency to the first electrographic seizure, latency to the first
spike, latency to the first ED, seizure duration, and behavioral score) and the density of
c-Fos expression between treatment groups. Post hoc analysis was performed using the
Mann-Whitney U test. The Wilcoxon test was applied to test the differences in c-Fos expres-
sion between different brain areas (ipsilateral vs. contralateral, rostral vs. caudal, medial
vs. lateral, supragranular layers vs. infragranular layers) within the same animal. The
chi-square (x?) test was applied to analyze differences in the occurrence of PTZ-induced
seizures and increased c-Fos expression in the dentate gyrus between experimental groups.
The non-parametric Spearman rank correlation test was used to analyze correlations be-
tween c-Fos expression density and the total seizure duration or the maximum behavioral
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score in the PTZ test. Data are presented as mean + standard deviation or as mean +
standard error of the mean. Statistical significance was set at p < 0.05.

3. Results
3.1. Impact Pressure, Occurrence of Post-Impact Seizure-Like Behavior, Apnea Time, and Mortality

Impact pressure. The impact pressure used to induce lateral FPI was 3.23 + 0.09 atm
(range 2.91-3.39 atm). There was no difference between the rats that developed TBl
(3.21 4 0.07) or TBIcF (3.23 & 0.11) endophenotypes at 6 weeks post-TBI (p = 0.096).

Apnea. The post-impact time in apnea was 20 + 14 s (range 5-60 s). There was no
difference between the TBIg; (23 & 16) and TBIcr (17 + 11) endophenotypes (p = 0.3709).

Acute and follow-up mortality. Acute post-impact mortality (<72 h) was 21% (7/33 rats
with TBI), indicating moderate severity of the TBI [24,34,35]. Follow-up mortality (>72 h
post-injury) was 31% (8/26) and typically occurred during the anesthesia-related to elec-
trode implantation or unknown causes. In sham-operated animals, acute mortality was 0%
(0/7) and follow-up mortality 28% (2/7; during electrode implantation-related anesthesia).

3.2. MRI Indicated Equal Distribution of TBIr; and TBIcr Endophenotypes at 6 Weeks Post-TBI

Consistent with our previous follow-up studies [5,26,27], MRI analysis of cortical
pathology at 6 weeks post-TBI (n = 26) indicated 2 major structural cortical lesion endophe-
notypes. One endophenotype was characterized by a focal cortical lesion surrounded by an
enhanced T2 signal, reporting on ongoing perilesional inflammation, and is referred to here
as “focal inflammatory endophenotype” (TBIg) (Figure 2A). The second endophenotype
presented as a large cortical cavity accompanied by an enlarged ipsilateral lateral ventricle
and very narrow or no perilesional inflammation, referred to here as a “cavity-forming
endophenotype” (TBlcg) (Figure 2B). At 6 weeks post-TBI, 58% (15/26) of the TBI rats
had developed a TBI; endophenotype, and 42% (11/26) developed a TBIcr endopheno-
type. Consequently, the 26 surviving rats of both endophenotypes were randomized into
the LPS or vehicle treatment groups, resulting in 4 experimental groups: TBIp;-Veh (7),
TBI-LPS (8), TBIcg-Veh (5), and TBIcg-LPS (6).

#36 (TBI -LPS)

[
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Figure 2. Cortical lesion endophenotypes. Representative unfolded MRI and histologic cortical maps of 2 rats with lateral
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fluid-percussion-induced traumatic brain injury (TBI), showing the extent and location of the cortical lesion in the focal-
inflammatory (rat #17 from the TBIg-LPS group; left panels) and cavity-forming (rat #36 from the TBIcp-LPS group; right

panels) endophenotypes. The horizontal lines indicate the 2 rostrocaudal levels, from which the immunostained sections

were sampled for analysis of c-Fos expression. (A) Four representative coronal T,-weighted MRI slices (a; most rostral,
a4 most caudal) used for the unfolding of the lesion in MRI images at 6 weeks post-TBI. White arrows indicate the lesion.
(B) Four thionin-stained sections (23 weeks post-TBI) corresponding to levels of MRI slices in panel (A). Dashed 1 mm

wide squares in by (rostral) and by (caudal), extending throughout layers I-VI indicate the areas used for the quantitative

analysis of c-Fos-immunoreactivity (ir) in the medial (m) and lateral (1) perilesional cortex. (C) Unfolded MRI (blue) and
histologic (pink) cortical lesion overlaid on the unfolded template prepared as previously described [26]. Abbreviations: CF,
cavity-forming; FI, focal inflammatory; ir, immunoreactivity; L, lateral; LPS, lipopolysaccharide; M, medial; MRI, magnetic
resonance imaging; TBI, traumatic brain injury. Scale bar = 1 mm.

3.3. Spontaneous Seizures and Epileptiform Discharges

In the 4-weeks VEEG monitoring that started on weeks 17 post-TBI (i.e., 8 weeks
after LPS injection) 1 rat in the TBIp-Veh group (#22) expressed 1 spontaneous seizure
(Racine score 1) lasting for 117 s (Figure 3A). Another rat in the TBIg;-Veh group (#43) had
a spontaneous seizure during the overnight vEEG recording preceding the PTZ test. The
seizure lasted 185 s and had a Racine score of 5. In both animals, the seizures occurred
during the transition from N3 sleep to REM (Figure 3A). No handling-related seizures
were observed.

One of the 5 rats in the TBIg-LPS group expressed EDs (Figure 3B, no spontaneous
seizures were observed). All except 3 sham and TBI rats (1 in TBIg;-Veh, 1 in TBIg;-LPS,
and 1 in TBI¢g-LPS group) showed spike-and-wave discharges (SWDs, Figure 3C).

3.4. Peripheral Infection at 8 Weeks Post-TBI Increased Seizure Susceptibility in the PTZ Test

The effect of TBI with or without LPS treatment on seizure susceptibility was tested
using the PTZ-test at 4 weeks after completing the 4-weeks VEEG monitoring, i.e., 23 weeks
after TBI and 15 weeks after LPS injection. Data are summarized in Table 1.

Occurrence of PTZ-induced seizures. PTZ-induced seizures occurred more often in the
TBI-LPS group than in the sham-injured group (80% vs. 20%, p < 0.05, x*-test). Seizure
occurrence did not differ between the TBI-LPS and TBI-Veh groups (80% vs. 46%, p > 0.05,
x2-test) (Table 1).

When the 2 endophenotypes were analyzed separately, PTZ-induced seizures within
1 h after PTZ injection occurred more often in the TBIg;-LPS group than in the TBIg;-Veh
group (100% vs. 43%, p < 0.05, x2-test). Occurrence of induced seizures in the TBIcg-LPS
group, however, did not differ from that in the TBIcg-Veh group (60% vs. 50%, p > 0.05,
x2-test). In addition, there was no difference between the TBIg-LPS and TBIcg-LPS groups
(100% vs. 60%) or between the TBIp;-Veh and TBIcg-Veh groups (43% vs. 50%) (Figure 4A).

Number of PTZ-induced seizures. The mean number of PTZ-induced seizures did not
differ between the TBI-LPS and TBI-Veh groups (1.8 = 1.0 vs. 1 £ 0, p > 0.05). In addition,
no differences were detected between the endophenotypes (data not shown).

Latency to the first electrographic seizure. Only 1 of the sham-operated rats developed a
seizure after PTZ injection (latency 1 628 s). The latency to the first electrographic seizure
in the TBI-LPS group tended to be shorter than that in the TBI-Veh group (331 £ 258 s vs.
604 £ 345 s, p > 0.05) (Table 1). Even though the different pathologic endophenotypes did
not differ from each other, the latency to the first PTZ-induced seizures seemed the shortest
in the TBIcg-LPS group (206 £ 133 s) (Figure 4B).
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Figure 3. Video-electroencephalogram (VEEG) analysis. (A) A spontaneous seizure in a rat (#22) from the TBIg-Veh group
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that occurred during the transition from stage III sleep to rapid eye movement sleep (REM). Black arrows indicate the
beginning and end of the seizure. Asterisks refer to arousals. The duration of the electrographic seizure was 117 s, and

the behavioral Racine score was 3 [31]. The X-Y scale in the right lower corner indicates the voltage and duration or
electrographic patterns and applies to panels A-C. Stars indicate muscle artifacts. (B) An example of the epileptiform
discharge (ED) lasting 1.2 s in a rat (#39) from the TBIp-LPS group. Note the peak in relative power at 5.5 Hz. (C) An
example of a spike-and-wave discharge (SWD) in a rat (#40) in the TBIp;-Veh group. Note the peak in relative power

at 8 Hz and subsequent harmonics. SWDs were also found in the sham-operated group and were considered to be

age-related oscillations in Sprague-Dawley rats]. (D) Green circle indicates the craniotomy. Positions of the 4 epidural
recording electrodes (& 1 mm, blue circles), a reference electrode (black), and ground electrode (orange). Abbreviations: cF,
contralateral frontal; cP, contralateral posterior; ED, epileptiform discharge; FI, focal inflammatory; iF, ipsilateral frontal;
iP, ipsilateral posterior; LPS, lipopolysaccharide; REM, rapid eye movement sleep; SWD, spike-and-wave discharge; TBI,

traumatic brain injury; Veh, vehicle.

Table 1. Electroencephalograhic (EEG) events in the pentylenetetrazol (PTZ) seizure susceptibility
test at 23 weeks after traumatic brain injury (TBI) and 15 weeks after lipopolysaccharide (LPS)
administration in the whole animal group.

Parameter Sham TBI + Veh TBI + LPS
(1/5) (5/11) (8/10)
latency to the first spike (s) 287 4230 730 £+ 765 374 £ 401
latency to the first ED (s) 288 + 229 775 + 802 400 + 399
occurrence of PTZ-induced seizures 20% 46% 80%
latency to the first electrographic seizure (s) 1628 604 £ 345 331 £ 258
mean seizure duration per rat (s) 24 35+19 114 + 53 *
mean cumulative seizure duration per rat (s) 24 35+19 163 £ 90 **
mean behavioral seizure score per rat 3 32420 40+1.0

Abbreviations: ED, epileptiform discharge;TBI, traumatic brain injury; Veh, vehicle. Data are shown as
mean =+ standard deviation of the mean. Statistical significances: * p < 0.05; ** p < 0.01 (Mann-Whitney U test
compared to the TBI-Veh group).

Cumulative duration of PTZ-induced electrographic seizures. Cumulative seizure duration
was longer in TBI-LPS rats (163 £ 90 s, range 77-338 s, median 168 s) than in TBI-Veh rats
(35 & 19 s, range 10-52 s, median 46 s, p < 0.01) (Figure 4C). In particular, the cumulative
seizure duration in the TBIg-LPS group (193 & 103 s, range 77-338 s, median 196 s) was
prolonged compared with that in the TBIg-Veh group (40 & 18 s, range 20-52 s, median
49 s, p < 0.05) (Figure 4D). It should be noted that rats in the TBIcg-LPS group also tended
to have a prolonged cumulative seizure duration compared with the TBIcp-Veh group. As
only 2 rats in the TBIcg-Veh group had PTZ-induced seizures, however, the difference was
not significant (Figure 4D).

Behavioral severity of PTZ-induced seizures. The mean seizure behavioral score was
4.0 £ 1.0 (range 3-5, median 4) in the TBI-LPS group, 3.2 & 2.0 (range 0-5, median 3) in the
TBI-Veh group, and 3 in the sham group (only 1 seizure) (Table 1). No differences were
detected between groups or endophenotypes (data not shown).

Latency to the first spike. The latency to the first spike after PTZ treatment tended to be
reduced in the TBI-LPS group compared with the TBI-Veh group (Table 1). The difference
did not reach statistical significance, however, regardless of whether the 2 endophenotypes
were analyzed together or separately (data not shown).

Latency to the first ED. Similarly, the latency to the first ED after PTZ administration
tended to be shorter in the TBI-LPS group compared with the TBI-Veh group (Table 1).
The difference did not reach statistical significance, however, regardless of whether the
2 endophenotypes were analyzed together or separately (data not shown).
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Figure 4. Effect of lesion endophenotype on PTZ seizure susceptibility test. (A) Occurrence of PTZ-induced seizures was
increased by the “second hit” in the TBIg endophenotype (TBIg-LPS 100% vs. TBIj-Veh 43%). (B) Latency to the first
electrographic seizure was not affected by the endophenotype of the cortical lesion. Please note that only a subpopulation of
animals developed PTZ-induced seizures (e.g., only 1 rat showed a seizure after PTZ administration in the sham-operated
group). (C) TBI-LPS rats showed a longer cumulative seizure duration (163 + 90 s, range 77-338 s, median 168 s) compared
with TBI-Veh rats (35 & 19 s, range 10-52 s, median 46 s). (D) Further analysis revealed that the difference resulted from
the prolonged cumulative seizure duration in the TBIf; endophenotype. Data are presented as mean =+ standard error of
the mean (SEM) (panels (B,C)). Statistical significances: # p < 0.05 (x2-test); * p < 0.05, ** p < 0.01 (Mann-Whitney U test).
Abbreviations: CF, cavity-forming; FI, focal inflammatory; LPS, lipopolysaccharide; PTZ, pentylenetetrazole; TBI, traumatic
brain injury; Veh, vehicle.

3.5. Peripheral Infection at 8 Weeks Post-TBI Enhanced PTZ-Induced c-Fos Expression in the
Perilesional Cortex and Dentate Gyrus

We focused our analysis of c-Fos activation on the perilesional cortex and hippocampus,
which are known to be involved in PTE-related excitability in the lateral FPI model [27,29,36].
Our initial visual analysis of immunostained preparations revealed differences in PTZ-
induced nuclear c-Fos expression (a) along with the rostrocaudal extent of the cortical lesion,
(b) between the supragranular and infragranular cortical layers, (c) between the TBIg; and
TBIcr endophenotypes (both cortical and hippocampal c-Fos expression), (d) between LPS-
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and vehicle-treated injured animals, and (e) between rats with or without induced seizures
in the PTZ test.

3.6. Topography of PTZ-Induced c-Fos Expression along the Rostrocaudal Extent of Cortical Lesion

To assess the topography of PTZ-induced c-Fos activation, we divided the lesioned
cortex into the medial and lateral perilesional cortex, which were analyzed both rostrally
and caudally. As shown in detail below, the c-Fos activation in the TBI-Veh group was
greater in the lateral perilesional cortex (area closer to the rhinal fissure) compared with
the medial perilesional cortex (closer to midline; p < 0.05, Supplementary Figures S1-54).
In addition, the rostral areas were more activated than the caudal areas after TBI (Figure 5
and significances therein). In sham-operated animals, no medial-lateral or rostral-caudal
gradients were observed.

Rostral perilesional cortex. In the Sham-Veh group, the density of c-Fos expression was
comparable between the ipsilateral (side of craniotomy) and contralateral rostral cortex
(AP from —0.96 to —1.80 from the bregma; the levels correspond to rostral levels of the
cortical lesion in TBI rats).

Ipsilateral perilesional c-Fos expression was greater in the TBI-Veh group than in the
Sham-Veh group (p < 0.01). Ipsilateral labeling was also higher than that contralaterally
(p <0.001) (Figure 5A).

In the TBI-LPS group, c-Fos expression was increased both ipsilaterally and contralat-
erally compared with the Sham-Veh group (both p < 0.001). Contralateral labeling was also
higher than that in the TBI-Veh group (p < 0.01). Such as in the TBI-Veh group, the labeling
was higher ipsilaterally than contralaterally. (p < 0.05) (Figure 5A).

Caudal perilesional cortex. In the Sham-Veh group, the density of c-Fos expression was
comparable between the ipsilateral and contralateral caudal cortex (AP —5.88 to —6.24 from
bregma; the levels correspond to caudal levels of the cortical lesion in TBI rats).

The density of ipsilateral c-Fos labeling was greater in the TBI-Veh group than in the
Sham-Veh group (p < 0.05). Ipsilateral labeling was also higher than that contralaterally
(p < 0.001) (Figure 5B).

Ipsilateral c-Fos expression was greater in the TBI-LPS group than in the Sham-Veh
group (p < 0.001). Ipsilateral labeling was also higher than that in the TBI-Veh group
(p < 0.05). Such as in the TBI-Veh group, the labeling was higher ipsilaterally than contralat-
erally (p < 0.01) (Figure 5B).

Rostral vs. caudal perilesional cortex. In the TBI-Veh group, ipsilateral perilesional c-Fos
expression was greater rostrally than caudally (p < 0.05). In the TBI-LPS group, both
ipsilateral and contralateral c-Fos expression was greater rostrally than caudally (both
p < 0.05) (Figure 5).

3.7. Laminar Analysis of PTZ-Induced c-Fos Expression

Next, we assessed c-Fos expression in layers II-IV (supragranular layers) and layers
V-VI (infragranular layers) in the rostral perilesional cortex, in which we found the highest
c-Fos expression levels. As shown in Supplementary Figure S2, most of the c-Fos expression
was in layers II-IV (medial and lateral perilesional cortex combined). The levels were high-
est in animals that expressed seizures in the PTZ-test, whether or not they had been treated
with vehicle or LPS. Compared with the contralateral side, there was a clear asymmetry
in the TBI-Veh group (p < 0.001). In the TBI-LPS group, however, c-Fos expression in the
superficial layers was increased bilaterally.

In addition, in the caudal perilesional cortex, the most robust activation was observed
in layers II-IV (data not shown).

141



Biomedicines 2021, 9, 1946

>

Density of c-Fos expression (%)

Density of c-Fos expression (%)

Density of c-Fos in the rostral perilesional cortex
Sokok

ok

£z 3

® Sham seizure ® TBI, seizure
3- e Sham no seizure o TBI, seizure
° TBIFI no seizure

o TBI no seizure

2-
1-
0- ST rre——
ipsi contra ipsi contra ipsi contra
Sham TBI-Veh TBI-LPS
Density of c-Fos in the caudal perilesional cortex
sofek
*
4- *
ki s 00000
® Sham seizure ® TBI, seizure
31 e Sham no seizure o TBI seizure
e TBI, no seizure
24 o TBI no seizure
1_
C —— —
ipsi contra ipsi contra ipsi contra
Sham TBI-Veh TBI-LPS

Figure 5. c-Fos expression in the rostral and caudal perilesional cortex. (A) Rostral perilesional cortex. In the Sham-Veh group,

the density of c-Fos expression was comparable between the ipsilateral and contralateral perilesional cortex rostrally. In

the TBI-Veh group, c-Fos expression was increased ipsilaterally compared with the Sham-Veh group. In the TBI-LPS group,
the density of c-Fos expression was higher both ipsilaterally and contralaterally than in the Sham-Veh group. Contralateral
labeling was also higher than that in the TBI-Veh group. Inter-hemispheric analysis showed higher c-Fos labeling ipsilaterally
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than contralaterally in both the TBI-Veh and TBI-LPS groups. (B) Caudal perilesional cortex. In the Sham-Veh group, the
density of c-Fos expression was comparable between the ipsilateral and contralateral perilesional cortex caudally. The c-Fos

labeling density was higher ipsilaterally in the TBI-Veh group than in the Sham-Veh group. In the TBI-LPS group, c-Fos

expression was increased ipsilaterally compared with the Sham-Veh and TBI-Veh groups. Interhemispheric analysis revealed
more c-Fos activation ipsilaterally than contralaterally in both the TBI-Veh and TBI-LPS groups. Comparison of c-Fos

expression between the rostral and caudal perilesional cortex showed that c-Fos expression in the ipsilateral perilesional

cortex was higher rostrally than caudally in the TBI-Veh group (p < 0.05, Wilcoxon). In the TBI-LPS group, rostral c-Fos

expression was increased bilaterally compared with the caudal c-Fos expression (p < 0.05, Wilcoxon). Abbreviations: CF,

cavity-forming; contra, contralateral; FI, focal inflammatory; ipsi, ipsilateral; LPS, lipopolysaccharide; TBI, traumatic brain
injury; Veh, vehicle. Statistical significances: # p < 0.05, ## p < 0.01, ### p < 0.001 (Wilcoxon); * p < 0.05, ** p < 0.01, *** p < 0.001

(Mann-Whitney U test).

3.8. Effect of Lesion Endophenotype on the Pattern of c-Fos Expression

As the cumulative duration of PTZ-induced seizures was longer in the TBI; rats than
in the TBIcF rats, the highest activation of c-Fos expression was observed in rats with the
post-TBIg; endophenotype, whether or not they were treated with LPS (Figure 5, red lines
with closed circles). Figures 6 and 7 show representative photomicrographs PTZ-induced
c-Fos activation of the rat with TBIp; and Figures 8 and 9 with TBIcr endophenotype.

3.9. Effect of the Occurrence of PTZ-Induced Seizures on the Pattern of c-Fos Expression

Perilesional cortex. As only a subgroup of animals expressed electrographic seizures
after PTZ administration, we next compared the activation patterns between animals with
or without PTZ-induced seizures.

As summarized in Figure 5, in both the TBI-Veh and TBI-LPS groups, the highest
densities of c-Fos activation were observed in rats with PTZ-induced seizures both rostrally
and caudally (Figure 5, red circles and lines). Moreover, the activation was more robust
ipsilaterally than contralaterally except in the TBI-LPS group, in which the rostral activation
was high bilaterally (Figure 5 and significances therein). It should be noted that the injured
rats without PTZ-induced seizures also tended to have higher c-Fos expression ipsilaterally
than contralaterally (Figure 5).

Next, we assessed whether the density of c-Fos expression was associated with the
maximal behavioral seizure score. In the TBI-Veh group, the higher the behavioral score,
the greater the c-Fos expression in the ipsilateral rostral perilesional cortex (r = 0.9487,
p < 0.05) (Figure 10). In the TBI-LPS group, the higher the behavioral seizure score, the
higher the c-Fos expression in the contralateral cortex (r = 0.7638, p < 0.05) (Figure 10). No
associations were detected between the cumulative seizure duration and c-Fos activation
in the TBI-Veh and TBI-LPS groups (Figure 10).

In the TBI-Veh group, 9 of 11 rats had a behavioral seizure score < 4 or no seizure in
the PTZ-test. Interestingly, 1 of the rats showed increased c-Fos activation in the dentate
gyrus. This rat expressed a spontaneous seizure lasting 185 s approximately 23 h before the
PTZ injection (in baseline VEEG). Of the 11 rats in the TBI-Veh group, 2 scored 4-5 seizures
after PTZ administration, and both of these rats had increased c-Fos activation in the
dentate gyrus.

In the TBI-LPS group, 3 of 10 animals had a behavioral seizure score < 4 or no seizure
in the PTZ-test. One of these rats (seizure score 3) showed increased c-Fos activation in
the dentate gyrus. Of the 10 rats, 7 developed seizures that reached stage 4-5 within 2 h
after PTZ administration, and all of these rats had increased c-Fos activation in the dentate
gyrus. Consequently, the c-Fos expression increase in the dentate gyrus was higher in the
TBI-LPS group (8/10 rats) than in the TBI-Veh group (3/11 rats, p < 0.05, x2-test) or the
sham group (0/5 rats, p < 0.01, x2-test) (Figure 11).
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Sham (nS) TBI_-Veh (nS)  TBI -Veh (S) TBI_-LPS (S)
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Figure 6. LPS enhances the seizure-induced c-Fos expression and changes its pattern in the rostromedial perilesional cortex.
Representative high-magnification photomicrographs showing c-Fos immunolabeling (A1-D7) and thionin staining (A-D5)
in the rostromedial perilesional cortex (somatosensory cortex, see Figure 3C) of a vehicle-treated sham-operated rat and
a vehicle or LPS-treated injured rat with a TBIg; endophenotype at 2 h after PTZ injection (15 weeks after LPS injection
and 23 weeks post-TBI). (A1,A;) A rat from the Sham-Veh group without PTZ-induced seizure (#28). Note the very low
c-Fos expression level throughout the cortical layers. (B1,B2) A rat from the TBIg-Veh group without a PTZ-induced seizure
(#16). Note the intense c-Fos labeling in layer IV apparently reporting on the TBI-induced chronic excitability. (C1,Cz) A
rat from the TBIg;-Veh group with a PTZ-induced seizure (#50, Racine score 5 seizure). Note the intense c-Fos labeling in
layers II-IIL. (Dq,D) A rat from the TBI;-LPS group with a PTZ-induced seizure (#17, Racine score 5 seizure) with intense
c-Fos labeling in layers II-IIT and scattered immunopositive cells in deeper layers. Note that the occurrence of PTZ-induced
seizures changed the overall pattern of perilesional c-Fos expression in TBI animals (with or without LPS). In addition to
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labeling in layer IV, layers I-IIT were activated (e.g., (D1) vs. (B1)). A rat in the TBIpj-Veh group with PTZ-induced seizure
(C1) showed higher c-Fos activation than a rat without a seizure ((Cq) vs. (By)), particularly in the supragranular layers.
An LPS-treated rat with a TBIg; endophenotype and a PTZ-induced seizure had robustly enhanced c-Fos expression in
all cortical layers (Dq) compared with a vehicle-treated seizing TBI rat (Cy). Abbreviations: FI, focal inflammatory; FPI,
fluid-percussion injury; LPS, lipopolysaccharide; nS, no seizure; PTZ, pentylenetetrazole; S, seizure; TBI, traumatic brain
injury; Veh, vehicle; WM, white matter. Scale bars = 200 um. * Enlarged ipsilateral lateral ventricle.
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Figure 7. LPS enhances the seizure-induced c-Fos expression and changes its pattern in the caudomedial perilesional
cortex. Representative high magnification photomicrographs showing c-Fos immunochemistry (A1-D1) and Nissl staining
(A2-D3) in the caudomedial perilesional cortex in rats from the Sham-Veh and TBIg; endophenotype groups at 2 h after
PTZ injection (23 weeks post-FPI and 15 weeks after LPS injection). (Aq,Az) Example of a rat from the Sham-Veh group
without PTZ-induced seizure (#28). (B1,B2) Example of a rat from the TBIg-Veh group without a PTZ-induced seizure (#16).
(C1,C2) Example of a rat from TBIg;-Veh group with a PTZ-induced seizure (#50, seizure Racine score 5). (D1,D;) Example of
arat from TBIg-LPS group with a PTZ-induced seizure (#17, seizure Racine score 5). Note that in rats without a PTZ-induced
seizure, TBI increased PTZ-induced c-Fos expression ((By) vs. (A1)). In the TBIg-Veh group, a rat with a PTZ-induced
seizure (Cyp) exhibited higher c-Fos activation compared to a rat without a seizure (By), particularly in the supragranular
layers. In the TBIf; endophenotype with PTZ-induced seizure, LPS treatment at a chronic time-point after TBI further
enhanced c-Fos expression (D7) compared with vehicle treatment (Cy) in all layers. Abbreviations: FI, focal inflammatory;
FPI, fluid-percussion injury; LPS, lipopolysaccharide; nS, no seizure; PTZ, pentylenetetrazole; S, seizure; TBI, traumatic
brain injury; Veh, vehicle; WM, white matter. Scale bars = 200 pum.
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Sham (nS) TBI_-Veh (nS)  TBI_-Veh(S)  TBI_-LPS (S)
#28 #33 #48 (Score 0)  #45 (Score 4)

Figure 8. Pattern of c-Fos expression in the rostromedial perilesional cortex. Representative high magnification photomicro-
graphs showing c-Fos immunochemistry (A;—-D1) and Nissl staining (A;—D>) in the rostromedial perilesional cortex in rats
from the Sham-Veh group and TBIcr endophenotype at 2 h after PTZ injection (23 weeks post-FPI and 15 weeks after LPS
injection). (A1,Az) Example of a rat from the Sham-Veh group without a PTZ-induced seizure (#28). (B1,B;) Example of a rat
from the TBIcg-Veh group without a PTZ-induced seizure (#33). (C1,Cz) Example of a rat from the TBIcp-Veh group with a
PTZ-induced seizure (#48, seizure Racine score 0, only electroencephalographic seizure). (D1,D;) Example of a rat from
the TBIcg-LPS group with a PTZ-induced seizure (#45, seizure Racine score 4). Note that in rats without a PTZ-induced
seizure, TBI increased PTZ-induced c-Fos expression, particularly in layer IV ((B1) vs. (A1)). In the TBIcp-Veh group, a rat
with a PTZ-induced seizure (Cy) revealed higher c-Fos activation compared to a rat without a seizure (By), particularly in
the supragranular layers. In the TBIcp endophenotype with a PTZ-induced seizure, LPS treatment at a chronic time-point
after TBI further enhanced c-Fos expression (D1) compared with vehicle treatment (Cy) in all layers. Abbreviations: CF,
cavity-forming; FPI, fluid-percussion injury; LPS, lipopolysaccharide; nS, no seizure; PTZ, pentylenetetrazole; S, seizure;
TBI, traumatic brain injury; Veh, vehicle; WM, white matter. Scale bars = 200 pm. * Enlarged ipsilateral lateral ventricle.
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Figure 9. Pattern of c-Fos expression in the caudomedial perilesional cortex. Representative high magnification photomicro-
graphs showing c-Fos immunochemistry (A{-D7) and Nissl staining (A;—D3) in the caudomedial perilesional cortex in
rats from Sham-Veh group and TBIcr endophenotype at 2 h after PTZ injection (23 weeks post-FPI and 15 weeks after LPS
injection). (A1,Az) Example of a rat from the Sham-Veh group without a PTZ-induced seizure (#28). (B1,B2) Example of a rat
from the TBIcp-Veh group without a PTZ-induced seizure (#33). (C1,Cz) Example of a rat from the TBIcg-Veh group with a
PTZ-induced seizure (#48, seizure Racine score 0, only electroencephalographic seizure). (D1,D;) Example of a rat from the
TBIcg-LPS group with a PTZ-induced seizure (#45, seizure Racine score 4). Note that in rats without a PTZ-induced seizure,
TBI increased PTZ-induced c-Fos expression ((B1) vs. (A1)). In the TBIcg-Veh group, no difference was detected between rats
with a PTZ-induced seizure (Cq) and those without a seizure (B1). In the TBIcr endophenotype with a PTZ-induced seizure,
LPS treatment at a chronic time-point after TBI further enhanced c-Fos expression (D1) compared with vehicle treatment (Cy)
in all layers. Abbreviations: CF, cavity-forming; FPI, fluid-percussion injury; LPS, lipopolysaccharide; nS, no seizure; PTZ,
pentylenetetrazole; S, seizure; TBI, traumatic brain injury; Veh, vehicle; WM, white matter. Scale bars = 200 um. * Enlarged
ipsilateral lateral ventricle.

Dentate gyrus. Szyndler et al. [37] reported increased c-Fos immunoreactivity in the
dentate gyrus in rats that showed a stage 5 generalized tonic-clonic seizure after PTZ
induction (35 mg/kg, i.p., repeated administration). Due to the increased seizure suscep-
tibility of TBI rats to PTZ-induced seizures, we administered PTZ at a dose of 25 mg/kg.
Consequently, none of the sham-operated animals developed stage 4-5 behavioral seizures,
and none of them showed c-Fos activation in the dentate gyrus.

147



Biomedicines 2021, 9, 1946

A Ipsilateral A, Contralateral
) s 0.949% X 4|t =079L ns
§ ® r=0.592, ns * 5 o r=0.764" © Sham
s 3 2 5 ¢ TBI-Veh
S s o TBI-LPS
3] e 3
8 2 8 29 8
o ' e
o b :
e 14 8 ° s 1A
> . ° >
£ . £ H
2 o ; : . 2 ol — :
& o 2 4 6 & 0 2 4 6
Maximal seizure behavioral score Maximal seizure behavioral score
B1 Ipsilateral Bz Contralateral
< e r=0.800, ns < ® r=0.900, ns
Ta.’ 4o r=-0.309, ns ‘g 4-]e r=0.333,ns o Sham
@ ‘ B e TBI-Veh
[ - Q 4
s 3 £ 3 o TBILPS
3 . 3
3 24 ® o P 8 21 L ®
T ® L b
(¥ (%] L]
5 1lie °© . 5 1 ¢
< 0 L] T T T 1 E 0 e .l T T 1
a 0 100 200 300 400 a 0 100 200 300 400
Cumulative seizure duration (s) Cumulative seizure duration (s)

Figure 10. c-Fos expression and seizure susceptibility. Correlations between the density of rostral perilesional c-Fos
expression and seizure susceptibility (maximal behavioral seizure score, cumulative seizure duration) in the PTZ-test.
(Aq) Ipsilaterally, the higher the density of c-Fos expression, the higher the maximal behavioral seizure score in the TBI-Veh
group (r = 0.949, p < 0.05). (Az) Contralaterally, the higher the c-Fos expression, the higher the maximal behavioral score
in the TBI-LPS group (r = 0.764, p < 0.05). No correlations between the density of c-Fos expression and the cumulative
seizure duration were detected (Bq) ipsilaterally or (B;) contralaterally in the TBI-Veh or TBI-LPS groups. Abbreviations:
LPS, lipopolysaccharide; ns, non-significant; r, correlation coefficient; TBI, traumatic brain injury; Veh, vehicle. Statistical
significances: * p < 0.05 (r, Spearman’s rho correlations).

In the TBIp; endophenotype, activation of the dentate gyrus was more common in
the TBI; -LPS group than the TBIg; -Veh group (100% vs. 43%, p < 0.05, x2-test) or the
sham group (100% vs. 0%, p < 0.01, x*-test) (Figure 12). In the TBIcg endophenotype, c-Fos
activation in the dentate gyrus did not differ between the vehicle- and LPS-treated animals
(0% vs. 60%, p > 0.05) (Figure 11).

In all animals, the increase in c-Fos expression was bilateral along the septotemporal
axis of the dentate gyrus.

148



Biomedicines 2021, 9, 1946

& 1004 e & 100
O

a S 80

£ £

s g 60

2 2

g g 40

o o

: -

2 5 207

| L

S s 0

Sham  TBI-Veh  TBI-LPS Sham Veh LPS Veh LPS

TBIg, Bl

Figure 11. c-Fos expression in the dentate gyrus (DG). (A) Percentage of animals with increased c-Fos expression in the
dentate gyrus was higher in the TBI-LPS than in the TBI-Veh and Sham-Veh groups. (B) All rats in the TBIg-LPS group
more commonly showed increased c-Fos activation in the dentate gyrus than rats in the TBIp;-Veh and Sham-Veh groups.
Abbreviations: CF, cavity-forming; DG, dentate gyrus; FI, focal inflammatory; LPS, lipopolysaccharide; TBI, traumatic brain
injury; Veh, vehicle. Statistical significances: * p < 0.05, ** p < 0.01 (x2-test).

Figure 12. Pattern of c-Fos expression in the dentate gyrus. Representative photomicrographs showing
mild granule cell damage and dispersion in the dentate gyrus (A-D) and calcifications in the ipsilateral
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thalamus (E,F) in a rat (#38, Racine score 5) in the TBIpj-Veh group with an induced seizure at 2 h after
PTZ injection. A c-Fos immunostained (A) and a Nissl-stained section (C). A higher-magnification
photomicrographs of c-Fos immunohistochemistry (B) and Nissl staining (D) taken from the region
indicated with a dashed box in panel (A,C), respectively. Note the granule cell loss indicated by a closed
arrow with iron deposits (dark dots) and dispersed granule cells in the molecular layer. (E) Thalamic
calcification (dashed box). (F) A higher magnification photomicrograph was taken from the region
indicated with a dashed box in panel (E). Abbreviations: FI, focal inflammatory; FPI, fluid-percussion
injury; PTZ, pentylenetetrazole; TBI, traumatic brain injury; Veh, vehicle. Scale bar = 200 um (panel
(A,CE)); 50 um (panel (B,D,F)).

4. Discussion

The aim of the present study was to identify factors that facilitate epileptogenesis after
TBI. We hypothesized that LPS treatment at 8 weeks after TBI, mimicking Gram-negative
peripheral infection at a chronic post-injury time-point, will increase neuronal excitability
and facilitate post-traumatic epileptogenesis. We had three major findings. First, LPS
injection at 8 weeks post-TBI increased seizure susceptibility, particularly in rats with the
TBIg; endophenotype. Second, LPS augmented PTZ-induced c-Fos expression, a marker
of neuronal activation in the injured ipsilateral cortex. Third, LPS enhanced PTZ-induced
c-Fos bilateral expression in the dentate gyrus, particularly in the TBIg; endophenotype.

4.1. Occurrence of Late Spontaneous Seizures

Previous studies demonstrated that approximately 10% of rats with lateral FPI have
epilepsy at 3 months, 25% at 67 months, and 40% to 50% at 12 months post-injury [29].
Consistent with previous studies, approximately 10% of rats with TBI had electrographic
seizures when vEEG-monitored during the fifth post-injury month. Consequently, we used
PTZ-induced seizure susceptibility rather than the occurrence of spontaneous seizures as
an outcome measure when assessing epileptogenesis in different treatment groups.

4.2. Peripheral Infection at a Chronic Time-Point Post-TBI Increased Seizure Susceptibility

Several studies revealed that peripheral inflammation in normal immature and/or
mature rodents induced by LPS increases seizure susceptibility to convulsants, hyper-
thermic exposure, or kindling [38—44]. Our 6-month follow-up study extended previous
observations by showing that LPS injection at 2 months after TBI, modeling peripheral
Gram-negative infection in subjects with brain injury, enhanced seizure susceptibility in the
PTZ test. This is consistent with earlier studies showing that post-injury immune challenge
can worsen the functional post-TBI outcome. For example, LPS administration at 30 days
post-TBI exacerbated cognitive impairment and induced depression-like behavior, both
of which were associated with microglial reactivation and an exaggerated production of
pro-inflammatory cytokines IL1-3 and TNF«x [45,46].

Such as in humans, brain injury caused by TBI in adult rodents presents differently
between animals, even when the impact force is comparable [47]. In addition, the progres-
sion of injury varies: smaller lesions with a perilesional inflammatory rim in approximately
50% of rats and fast-progressing cortical lesions with an extensive loss of cortical tissue and
large ventricle size in another 50% [47,48]. The inter-animal variability confirmed in the
present study allowed us to compare the effect of a second hit induced by LPS treatment
according to the lesion type. Interestingly, rats with smaller focal lesions and a perilesional
inflammatory rim developed a greater response to PTZ test than animals with large cortical
lesions. This correlates with our previous functional MRI study, indicating perilesional
focal seizure onset following PTZ-administration in rats with a TBIy; endophenotype on
the basis of the blood-oxygen-level-dependent (BOLD) response [27]. Overall, these data
suggest a greater presence, and consequently, a more extensive focal reactivation of the
immune cells by a “second hit” in rats with the TBIf; endophenotype.
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4.3. TBI-Induced Perilesional Cortical Neuronal c-Fos Expression Was Augmented by
LPS Treatment

Expression of c-Fos immunoreactivity is widely used as a biologic marker of neuronal
activation following various stimuli. Both seizure and injury effects are reported. After
PTZ administration, the increase in the brain c-Fos expression peaks at 2 h [49]. Here,
we analyzed c-Fos expression to map the PTZ-induced spatial distribution and density
of neuronal activation in the perilesional cortex and hippocampus in injured and sham-
operated rat brain with or without exposure to LPS treatment at 2 h after convulsant
exposure. As expected, we found a clear injury effect on excitability as the neuronal c-
Fos activation to the convulsant challenge was substantially greater in rats with TBI as
compared to sham-operated experimental controls. In addition, we found an infection effect
on c-Fos levels: in non-infected animals, the augmented c-Fos expression was ipsilateral,
whereas in LPS-treated animals, not only was the ipsilateral activation greater, but the
contralateral cortex was also activated. Laminar analysis of c-Fos activation revealed
greater activation in layers II-IV than in layers V-VI in both the TBI-Veh and TBI-LPS
groups, indicating the contribution of the supragranular layers to the ictogenic network.

Our observations of the injury effect on c-Fos expression are consistent with previous
studies in various TBI models. Following penetrating brain injury, induction of c-fos
mRNA and protein is focal and restricted to the ipsilateral hemisphere [50]. In controlled
cortical impact injury and lateral FPI models, c-fos mRNA expression increases in the
ipsilateral cortex [51,52]. In addition to injury type, impact severity affects the distribution
of c-Fos activation. [52]. Raghupathi et al. reported that mild TBI triggered by lateral
FPI induced c-fos mRNA in the injured hemisphere, while moderate injury-induced c-fos
mRNA bilaterally [53].

The functional significance of c-fos induction after TBI remains to be investigated.
However, the protein product of ¢-fos forms a heterodimer with c-JUN, which binds to the
AP-1 DNA site and regulates the function of multiple targets, encoding enzymes, receptors,
growth factors or structural proteins, and can contribute to the remodeling of neuronal
circuits within the lesioned area, eventually leading to PTE [54].

4.4. TBI-Induced Neuronal c-Fos Expression in the Dentate Gyrus Was Augmented by
LPS Treatment

Such as in the cerebral cortex, an injury effect on c-Fos expression in the dentate gyrus
has been described both in lateral FPI and cortical contusion injury models [51,52]. Some
studies also demonstrated an injury-induced increase in c-Fos expression in the dentate
gyrus only when stage 5 generalized tonic-clonic seizures occurred in the PTZ-kindling
model [37].

Our data reproduced both the injury and seizure effects on dentate gyrus c-Fos
expression in the lateral FPT model. These data add to previous findings by showing that
post-injury peripheral infection augmented the dentate gyrus neuronal c-Fos activation.
In 2 of 11 rats in the TBI-Veh group and in 7 of 10 rats in the TBI-LPS group with stage
4-5 seizures, increased c-Fos expression was observed in the dentate gyrus. Interestingly,
1 animal in TBI-Veh group also showed enhanced dentate c-Fos expression even though
no seizure developed after PTZ injection. This particular rat, however, had experienced a
stage 5 spontaneous seizure at 23 h before PTZ injection. Elevated c-Fos expression was
also observed in 1 rat in the TBIcp-LPS group that developed a stage 3 seizure in the PTZ
test. Thus, 80% of rats in the TBI-LPS group and 27% in the TBI-Veh group exhibited
neuronal activation in the dentate gyrus, showing augmentation of the dentate gyrus
response to convulsant challenge in rats with post-TBI infection. In particular, rats with the
TBIg; cortical lesion endophenotype showed robust bilateral dentate gyrus activation to
PTZ challenge.
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5. Conclusions

In conclusion, our data provide the first evidence that peripheral infection at a chronic
post-TBI time-point enhances neuronal excitability in the perilesional cortex and bilaterally
in the dentate gyrus, particularly in animals with prolonged focal cortical T2 enhancement
around the lesion core. Our results emphasize the need for careful diagnosis and treatment
of peripheral infection after TBI as a component of antiepileptogenesis treatment strategies.

Supplementary Materials: The following are available online https:/ /www.mdpi.com/article/10.339
0/biomedicines9121946/s1. Figure S1: c-Fos expression in the rostromedial and rostrolateral perile-
sional cortex and corresponding contralateral cortex. Figure S2: Density of c-Fos expression in layers
II-IV (supragranular layers) and layers V-VI (infragranular layers) in the rostral perilesional cortex.
Figure S3: Representative higher magnification photomicrographs showing c-Fos immunochemistry
and Nissl staining in the rostromedial contralateral cortex. Figure S4: Representative high magnifi-
cation photomicrographs showing c-Fos immunochemistry and Nissl staining in the caudomedial
contralateral cortex.
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Abstract: Brain atrophy induced by traumatic brain injury (TBI) progresses in parallel with epilep-
togenesis over time, and thus accurate placement of intracerebral electrodes to monitor seizure
initiation and spread at the chronic postinjury phase is challenging. We evaluated in adult male
Sprague Dawley rats whether adjusting atlas-based electrode coordinates on the basis of magnetic
resonance imaging (MRI) increases electrode placement accuracy and the effect of chronic electrode
implantations on TBI-induced brain atrophy. One group of rats (EEG cohort) was implanted with
two intracortical (anterior and posterior) and a hippocampal electrode right after TBI to target co-
ordinates calculated using a rat brain atlas. Another group (MRI cohort) was implanted with the
same electrodes, but using T2-weighted MRI to adjust the planned atlas-based 3D coordinates of each
electrode. Histological analysis revealed that the anterior cortical electrode was in the cortex in 83%
(25% in targeted layer V) of the EEG cohort and 76% (31%) of the MRI cohort. The posterior cortical
electrode was in the cortex in 40% of the EEG cohort and 60% of the MRI cohort. Without MRI-guided
adjustment of electrode tip coordinates, 58% of the posterior cortical electrodes in the MRI cohort
will be in the lesion cavity, as revealed by simulated electrode placement on histological images. The
hippocampal electrode was accurately placed in 82% of the EEG cohort and 86% of the MRI cohort.
Misplacement of intracortical electrodes related to their rostral shift due to TBI-induced cortical and
hippocampal atrophy and caudal retraction of the brain, and was more severe ipsilaterally than
contralaterally (p < 0.001). Total lesion area in cortical subfields targeted by the electrodes (primary
somatosensory cortex, visual cortex) was similar between cohorts (p > 0.05). MRI-guided adjustment
of coordinates for electrodes improved the success rate of intracortical electrode tip placement nearly
to that at the acute postinjury phase (68% vs. 62%), particularly in the posterior brain, which exhibited
the most severe postinjury atrophy. Overall, MRI-guided electrode implantation improved the quality
and interpretation of the origin of EEG-recorded signals.

Keywords: cortical atrophy; hippocampal atrophy; intracerebral electrode; magnetic resonance
imaging; posttraumatic epilepsy; traumatic brain injury

1. Introduction

Traumatic brain injury (TBI) is an alteration in brain function or brain pathology
caused by an external force [1]. Postimpact secondary pathologies include axonal injury,
neurodegeneration, blood-brain barrier dysfunction, and neuroinflammation, which can
progress over days to weeks to years [2-7]. The progressive reorganization of neuronal
networks can result in chronic comorbidities that compromise the quality of life, such as
posttraumatic epilepsy (PTE) [8,9].

The risk of PTE increases with the severity of the TBI, and is approximately 16% after
severe TBI [10]. The risk of epilepsy post-TBI increases with impact severity in both humans
and animal models [11]. Clinical and experimental studies show that the seizure focus
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and epileptogenic network locate in cortical structures, including the cerebral cortex and
hippocampus [12-14]. As epileptogenesis occurs over a period of weeks to months and
the frequency of unprovoked seizures is low, mechanistic studies of the evolution of PTE
require chronic electroencephalogram (EEG) recordings of the severely damaged brain with
an ongoing progressive secondary pathology [11]. On the other hand, to detect unprovoked
seizures (i.e., epilepsy diagnosis), electrodes are often implanted months to weeks after
the injury. The usefulness of atlas coordinates for electrode placement into the atrophied
cortical structures long after the occurrence of TBI and the effect of the presence of chronic
intracerebral electrodes on brain pathology, however, are unknown.

In patients with epilepsy, advanced structural magnetic resonance imaging (MRI)
techniques are used extensively in the clinic to facilitate intracerebral navigation during
implantation of intracerebral EEG electrodes for identifying epileptic foci or for stimulation
therapy [15,16]. To our knowledge, MRI guidance has not been applied in preclinical
studies. One of the objectives of the National Institutes of Health (NIH)-funded Centers
without Walls project EpiBioS4Rx (https://epibios.loni.usc.edu/; access on 14 March 2022)
is to perform chronic intracerebral EEG recordings over the course of epileptogenesis after
lateral fluid-percussion injury (FPI)-induced TBI. Lateral FPI is a widely used preclinical
model of TBI leading to epilepsy in approximately 25% of animals within 6 to 7 months
postinjury [7,11,17,18]. Like in humans with PTE, progressive brain damage involves epilep-
togenic regions, including the cerebral cortex and hippocampus [7,19,20]. The progression
of cortical and hippocampal atrophy and spatial distortion, however, varies significantly
between animals over time [7,21-23].

Epileptogenesis studies often require large animal cohorts, and therefore optimizing
the quality of EEG recordings and their interpretation in atrophied brain is critical for
maintaining the feasibility and affordability of the studies [24]. As such, we aimed to
develop methodologies to (a) maximize the accuracy of recording-electrode placement
into the atrophied brain using preimplantation in vivo MRI, (b) reliably assess electrode
locations to correctly interpret the origin of the EEG-recorded signal, and (c) respond to
concerns related to the effect of chronic electrode implantations on TBI-induced brain
atrophy. We hypothesized that (a) MRI-guided electrode implantation will improve the
accuracy of perilesional intracortical and intrahippocampal electrode placements at a
chronic postinjury time point, and (b) chronic electrode implantation does not worsen
lateral FPI-induced cortical damage. The data presented include analysis of 297 electrode
locations in 25 sham-operated experimental controls and 74 rats with severe TBI induced by
lateral FPI in the University of Eastern Finland (UEF) subcohort of the EpiBioS4Rx Project 1.
In 57 rats, electrode implantation was performed immediately after the injury (EEG cohort).
In 42 rats, the electrodes were implanted after MRI was performed at 5 months postinjury
(MRI cohort). At the end, all animals were perfused for ex vivo MRI and histology.

2. Materials and Methods

This study is part of the National Institutes of Health funded Centers without Walls
international multicenter project EpiBioS4Rx, which aims to identify biomarkers for post-
traumatic epileptogenesis (https:/ /epibios.loni.usc.edu/, accessed 14 March 2022). We
report data from the University of Eastern Finland (UEF) subcohort, including histological
sections and MRI findings for assessing electrode locations.

2.1. Animals and Study Design

Animals. Adult male Sprague Dawley rats (300-350 g at the time of injury) were
used. Animals were quarantined for 1 week (3—6 per cage) upon arrival at the animal
facility. Thereafter, they were individually housed in a controlled environment (temper-
ature 22 + 1 °C; humidity 50-60%; lights on from 07:00 to 19:00 h) until the end of the
experiments. Food and water were provided ad libitum for the duration of the study.
All animal procedures were approved by the Animal Ethics Committee of the Provincial
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Government of Southern Finland and carried out in accordance with the guidelines of
European Community Council Directives 2010/63/EU.

Study design (Figure 1). The study design, randomization, and interventions performed
in the 2 study cohorts are summarized in Figure 1. The rats were divided into EEG (14 sham,
43 TBI) and MRI (11 sham, 31 TBI) cohorts. In the EEG cohort, electrodes were implanted
immediately after the induction of lateral FPI. Starting immediately after the TBI, video-
EEG was performed first for 1 month and then during the 1st week of months 2 through
6. In the 7th post-TBI month, the rats underwent a 24 h/7 days video-EEG to record
unprovoked spontaneous seizures (i.e., confirm epilepsy diagnosis). In the MRI cohort, the
rats were imaged at 2, 9, and 30 days and at 5 months post-TBI; electrodes were implanted
14.02 £ 1.34 days (range: 4-40 days) after the last MRI, and video-EEG monitoring was
performed during the 7th post-TBI month to detect unprovoked seizures (Figure 1A). Both
groups were killed at the end of the 7-month follow-up, and the brains were processed for
ex vivo MRI and histological analysis (Figure 1).

The EEG cohort was used to assess the sensitivity and specificity of ex vivo MRI to
determine the electrode tip locations compared with histology. The MRI cohort was used
to assess both (a) the accuracy of in vivo MRI-guided electrode implantation at the chronic
phase and (b) the sensitivity and specificity of ex vivo MRI to detect electrode tip locations.
Finally, we compared the accuracy of early (EEG cohort) and late (MRI cohort) electrode
implantations.
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Figure 1. Study design, electrode montage, and atlas or MRI-planned electrode coordinates. (A) Study
design. Following TBI, rats were divided into either the EEG or MRI cohort. The rats of the EEG
cohort were implanted with electrodes after fully righting themselves following induction of TBL. The
rats were followed up immediately afterward with 1 month video-EEG and then for 1 week monthly
until the 6th post-TBI month. The rats of the MRI cohort were magnetic resonance-imaged at 5 months
post-TBI and T2-wt images were used to calculate the coordinates of the intracerebral electrodes
implanted at 6 months post-TBI. Both cohorts were continuously monitored with video-EEG for
30 days at 7 months post-TBI to diagnose epilepsy. At the end of the 7-month follow-up period, all
rats were euthanized and the brains processed for histological identification of the location of the
intracerebral electrodes. (B) Electrode montage used in the study. Four epidural screw electrodes (C3,
C4, O1 and O2), 3 intracerebral bipolar wire electrodes (anterior cortical Cx1, posterior cortical Cx2,
and hippocampal HC), a ground (Gr) and reference (Ref) electrode. (C) Atlas plates demonstrating
the planned coordinates used in the EEG cohort to implant the anterior cortical, hippocampal, and
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posterior cortical electrodes. The black dot refers to the upper tip and the red dot to the lower
tip of the bipolar electrode (1 mm apart). Reprinted/adapted with permission from [25]. 2007,
Elsevier Inc. (D) MRI T2-wt images of rat 1139 demonstrating the planned-MRI coordinates of the
intracerebral anterior cortical, hippocampal, and posterior cortical electrodes. The anteroposterior
(AP) coordinate was determined by aligning the MR images with the atlas [25]. The mediolateral
(ML) and dorsoventral (DV) coordinates were determined using Image]J software (version 1.47v,
Wayne Rasband and contributors, National Institute of Health, USA).

2.2. Induction of Lateral FPI

Severe TBI was induced by lateral FPI as previously described [26,27]. The rat was
placed into an anesthesia induction chamber and isoflurane anesthesia was induced at
5% (room air as carrier gas; Somnosuite, SS6069B, Kent Scientific, Torrington, CT, USA).
The anesthetized rat was mounted in a stereotaxic frame, a probe was inserted into the
rectum to continuously assess core temperature, and a heating pad was placed below
the abdomen. The temperature of the heating pad was regulated based on the animal
core temperature (max 38 °C). Isoflurane was delivered via a nose cone mounted on the
stereotaxic frame and maintained at 1.9% throughout the surgery. The scalp incision site
was shaved and cleaned using sterile 0.9% NaCl before subcutaneous injection with 0.5%
lidocaine (7 mg/kg). Approximately 3 to 5 min later, a midline incision was made, and
the surface of the skull was cleaned. A craniotomy 5 mm in diameter (center coordinate:
anteroposterior [AP] —4.5 mm from the bregma; mediolateral [ML] 2.5 mm) was made
over the left cortex using a handheld trephine with the dura left intact. A plastic female
Luer lock connector was inserted into the craniotomy vertical to the skull surface, and its
edges were sealed with tissue adhesive glue (3M Vetbond, 3M Deutschland GmbH, Neuss,
Germany). Dental acrylate was spread around the Luer lock and the connector setup was
secured to the skull with an ipsilateral frontal screw. To induce TBI, the Luer lock was
filled with saline and the rat was connected to a straight-tipped fluid-percussion device
(model FP 302, AmScien Instruments, Richmond, VA, USA). The pressure was adjusted to
produce severe injury with an anticipated mortality rate of 20% to 30% within the first 48 h.
The mean impact pressure was 2.9 & 0.01 atm (range: 2.4-3.3 atm). The duration of the
impact was <1 s. After injury, the rat was disconnected from the device, placed on a heating
pad, and a rectal temperature probe was inserted. Occurrence of postimpact seizure-like
behavior and its duration, duration of postimpact apnea, and time to return of the righting
reflex were recorded. Sham-operated controls underwent all surgical procedures except
exposure to FPI. To reduce impact of experimenter-induced variability in the experimental
outcome, all surgical procedures, including TBI induction and electrode implantation, were
performed by the same person.

2.3. Electrode Implantation

EEG cohort. Electrodes were implanted immediately after the lateral FPI using coordi-
nates based on a rat brain atlas (Figure 1B,C) [25]. In brief, after return of the righting reflex,
the rat was reanesthetized with isoflurane and placed in a stereotaxic frame. Four recording
epidural stainless-steel screw electrodes (EM12/20/SPC; P1 Technologies, Roanoke, VA,
USA) were implanted into the skull: 2 ipsilaterally (frontal cortex; C3, AP: —1.7, ML: left
2.5 and parieto-occipital cortex; O1, AP: —7.6, ML: left 2.5) and 2 contralaterally (frontal
cortex; C4, AP: right 1.7; ML: —2.5 and parieto-occipital cortex; O2, AP: —7.6; ML: right 2.5;
Figure 1B). Three intracerebral tungsten bipolar recording electrodes (EM12/3-2TW /SPC;
P1 Technologies.; @ 0.5 mm, tip separation 1.0 mm) were implanted ipsilaterally in the ante-
rior perilesional cortex (AP: —1.72; ML: —4.0; DV: 1.8), septal hippocampus (AP: —3.0; ML:
—1.4; DV: 3.6), and posterior perilesional cortex (AP: —7.56; ML: —4.0; DV: 1.8; Figure 1C).
In addition, 1 epidural screw electrode serving as a ground was placed ipsilaterally pos-
terior to lambda, and another serving as a reference electrode was placed contralaterally.
Atlas-based placement of electrodes relies on calculating the target coordinates based on
fixed skull surface landmarks, i.e., identification of bregma and midline sutural landmarks.
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Thus, the coordinates are defined independently of the intracranial changes in brain volume
and orientation, which progress over time after TBL.

MRI cohort. Electrodes were implanted approximately 6 months (164 £ 1.4 days,
range: 156-195 days) post-TBI. The locations of the epidural recording screws, ground,
and reference electrodes were the same as in the EEG cohort described above. Due to
progressive brain atrophy and ventricle enlargement, we first assessed the severity of
cortical and hippocampal atrophy in each rat on MRI T2-weighted (T2-wt) images to define
the AP, ML, and DV coordinates to avoid electrode misplacements (see below) (Figure 1D).
Based on the analysis, the distance between the tips of the bipolar electrodes was reduced
from 1.0 mm to 0.5 mm to fit within the atrophied cortex (upper tip in layer I, lower tip in
layer V) or hippocampus (upper tip in CA1, lower tip in hilus).

2.4. Postoperative Care and Body Weight Monitoring

After surgery, rats were placed on a body-temperature-regulated heating pad (+38 °C)
controlled by the SomnoSuite system (SS6069B, Kent Scientific). A subcutaneous injection
of buprenorphine (0.01 mg/kg, Temgesic®, Reckitt&Colman Products Ltd., Hull, UK) and
0.9% NaCl (saline) was administered. Analgesia treatment was repeated based on animal
well-being. Upon return to the home cage, rats received either powder or soft pellet food
(until they could eat on their own) and saline (twice daily for 3 days). Rats were weighed
daily for the first 14 days post-TBI, weekly until 30 days post-TBI, and then once a month
throughout the 6-month follow-up. Adverse complications following TBI were monitored
using a strict physiologic monitoring paradigm to assess general appearance; hair, coat and
skin condition; bowel and gastrointestinal function; body conditioning score; condition of
injury scar; and external bleeding. Any identified complication was treated according to
the laboratory animal center’s guidelines.

2.5. Video-EEG Monitoring and Analysis

The video-EEG monitoring schedule is summarized in Figure 1. In the EEG cohort,
monitoring was started immediately after surgery. In the MRI cohort, video-EEG monitor-
ing was started at 6 months postinjury.

Monitoring. For video-EEG monitoring, the electrode headset attached to the rat skull
was connected to a 12-pin swivel commutator (SL12C, PlasticsOne Inc., Roanoke, VA, USA)
via a flexible shielded cable (363/2-363/2, PlasticsOne Inc.), allowing the rat to move freely
during the EEG recordings. The commutator was connected to an amplifier with a flexible
shielded cable 363/2-441/12 (PlasticsOne Inc). High-fidelity electrical brain activity was
monitored using a 320-channel Digital Lynx 165X amplifier (Neuralynx, Bozeman, MT,
USA) with a 10 kHz sampling rate. The amplifier had an analogue bandwidth between
DC to 80 kHz. It had 80 independent analogue references, allowing for a configuration
of independent references for each animal. Data from each channel were converted in-
dividually into 24 bits. Each animal was video-monitored with a single high-resolution
camera (Basler acA1300-75gm GigE, Basler, Germany) configured to record 30 frames per
second (maximum 75) with a resolution of 1.3 megapixels and compressed using H.264.
At night, cameras recorded under cage-specific infrared illumination (24 V, 150 mA). The
EEG and video were synchronized using the precision time protocol IEEE-1588. The entire
system generated approximately 1.5 TB of data every 24 h. For data storage, the video-EEG
system was connected to network-attached storage (Synology RS54017xs+) comprising
200 TB of storage configured at RAID6 for redundancy and checksum for data integrity.
The video-EEG recorded starting at 7 days after electrode implantation was analyzed for
unprovoked seizures.

Analysis of EEG. Seizures were detected from video-EEG recordings by browsing the
files visually and using the semiautomatic seizure detection algorithm [28]. A seizure was
defined as a high-amplitude rhythmic discharge with frequency and amplitude modula-
tion that clearly represented an abnormal EEG pattern (repetitive spikes, spike-and-wave
discharges, polyspike-and-wave, or slow waves) and lasted at least 10 s. Behavioral sever-
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ity of electrographic seizures was scored according to Racine [29]. Rats were defined as
having epilepsy if at least 1 unprovoked electrographic seizure occurred during the 6-
month EEG recording [30]. Seizure frequency was calculated as the number of unprovoked
seizures/number of recording days.

2.6. MRI Acquisition

The animals were imaged in vivo using a 7-Tesla Bruker PharmaScan MRI scanner
(Bruker BioSpin MRI GmbH, Ettlingen, Germany). The animals were anesthetized using
1% to 2% isoflurane mixed with carrier gas (70% N2, 30% O2), keeping their breathing rate
at 50-70 breaths/min. The animal bed was heated to maintain the core temperature at
36-37 °C.

The MRI sequences used were described previously [31] [https://doi.org/10.1016/j.
eplepsyres.2019.01.001, accessed 7 August 2022]. Briefly, T2-wt images were acquired using
a 2D multislice fast-spin echo sequence with a repetition time of 3.4 s and an effective echo
time of 45 ms. The image stack included 23 coronal slices with 800 um thickness and an
in-plane resolution of 117 um x 117 um. Additionally, 3D multigradient echo (MGRE)
images with whole brain coverage at resolution 160 pm x 160 pm x 160 pm were acquired.
Thirteen echoes with echo times between 2.7 ms and 40 ms were collected with a repetition
time of 66 ms and a flip angle of 16°. The echo images were summed to create a high
signal-to-noise ratio anatomic image.

2.7. MRI-Based Adjustment of Electrode Coordinates

As post-TBI cortical atrophy is common in the lateral FPI model, especially in the
caudal aspects of the cortex [32], T2-wt MR images obtained at 5 months post-TBI were
used to determine the anteroposterior (AP), mediolateral (ML), and dorsoventral (DV)
coordinates of the depth electrodes in the MRI cohort. The aim was to position both tips
of each bipolar depth electrode (0.5 mm vertical tip separation) in the rostral and caudal
perilesional cortex or the septal hippocampus, instead of the lesion cavity or enlarged
ventricles.

Intracortical electrodes. The 800 pm-thick in vivo T2-wt MRI coronal slices (11 slices
from bregma to lambda) were converted to TIFF images. The images were uploaded into
Image] software (version 1.47v, Wayne Rasband and contributors, National Institute of
Health, USA), and scaled and aligned with the coronal plates of the rat brain atlas [25].
Then, the AP level (slice) near the planned anterior/posterior electrode location in which
the cortex around the lesion cavity was thick enough to harbor both electrode tips (i.e.,
about 1 mm) was determined. The TIFF image (MR image) of that slice was used to define
the ML and DV coordinates of the lower electrode tip using the Image] software line tool.
First, a horizontal line was drawn from the pial surface of the brain midline laterally until
its perpendicular vertical level reached layer V of the perilesional cortex approximately
500 um from the lesion edge (Figure 1D). The horizontal length of the line was recorded as
the ML coordinate. Then, the length of the vertical line to layer V was recorded as the DV
coordinate (see details in [33]).

Intrahippocampal electrodes. An MRI T2-wt slice of the septal hippocampus approxi-
mately 3 to 4 mm from the bregma was selected. The MRI slice was opened in Image] as
a TIFF file. To determine the ML coordinate, a horizontal line was drawn from the pial
surface of the brain midline laterally until its perpendicular vertical level reached the hilus
of the dentate gyrus. The horizontal length of the line was recorded as the ML coordinate
(Figure 1D). The length of the vertical line to the hilus was recorded as the DV coordinate
(see details in [33]).

The procedures were repeated for each rat because the lesion distribution as well as
the cortical and hippocampal atrophy varied between rats.
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2.8. MRI-Based Estimation of Cortical and Hippocampal Shrinkage

In the initial MRI-guided calculations of the AP and ML electrode coordinates, we
did not consider tissue shrinkage or hippocampal transformation (rotation, tilting), which
occurred over the follow-up and apparently contributed to some electrode misplacements.
To improve the success rate, we next assessed the AP and ML shrinkage of both the
ipsilateral and contralateral cortex and the hippocampi to further adjust the calculations
for optimizing the electrode positions in the MRI cohort.

AP shrinkage. The coronal, sagittal, and horizontal in vivo MR 3D MGRE slices (160 um
thick) of each animal in the MRI cohort were opened in the medical images analysis
application Aedes (version 1.0 rev 218, GitHub: aedes_getfilefilter.m, Juha-Pekka Niskanen,
University of Eastern Finland, Finland), using MATLAB software (version R2019b, The
MathWork, Inc, Natick, MA, USA). In the sagittal slices 4 mm from the midline (i.e., ML
coordinate of the anterior intracortical electrode), the AP length of the ipsilateral and
contralateral cortex was measured by calculating the geometric distance between the
2 points (160 x 160 x 160 um resolution images) in Aedes (see detail in Section 3.4.1)

ML shrinkage. To set the ML level for the measurement, the targeted AP location of the
rostral intracortical electrode was used as a reference (AP —1.72). Typically, it was located
in a slice that was 1.56 mm (i.e., approximately ten 160 um-thick MRI slices) caudal to the
level where the ipsilateral and contralateral legs of the anterior commissure fuse, which
occurs approximately at the level of the bregma (see detail in Section 3.4.1). Then, the ML
distance from the midline to the lateral edge of the cortex was measured in a horizontal
slice 1.7 mm below the surface of the brain (targeted DV location of the lower electrode tip;
see detail in Section 3.4.1).

Hippocampal shrinkage. The AP hippocampal distortion was measured in the sagittal
slice 1.4 mm from the midline as the distance from the rostral edge of the frontal cortex
to the rostral edge of the hippocampus (see detail in Section 3.4.2) The ML shrinkage was
measured as the distance from the brain midline to the lateral edge of the hippocampus in
a horizontal slice at 2.8 mm below the brain surface (see details in Section 3.4.2).

2.9. Histology

At the end of the 7-month follow-up period, all rats were transcardially perfused
with saline (5 min, 30 mL/min) followed by cold 4% paraformaldehyde (PFA; 30 min,
30 mL/min). The brain was removed from the skull, postfixed in 4% PFA (2 h at 4 °C), and
cryoprotected by immersing in 20% glycerol for 36 h (4 °C). The brains were then frozen on
dry ice and stored at —70 °C until further processing. The brains were sectioned at 30 pm
in a 1-in-5 series using a sliding microtome.

The first series of sections was stained with thionine, mounted on glass slides, and
cover-slipped from xylene. The mounted thionine-stained sections were scanned at 40 x
magnification with a digital slide scanner (Hamamatsu C12000-02 model) and analyzed
using the Hamamatsu NDP viewer 29 software (Hamamatsu Photonics K.K., Hamamatsu
City, Japan).

2.10. Generation of Unfolded Cortical Maps

The unfolded cortical maps were generated from coronal histological sections using
software developed in-house, as described previously [32,34,35]. The unfolded maps
were used to determine (a) the location of the cortical lesion in various cytoarchitectonic
fields of the cortical mantle, (b) the total lesion area, (c) the lesion area within different
cortical cytoarchitectonic subareas, (d) the planned vs. final AP and DV coordinates of the
intracerebral electrodes, and (e) the distance of the electrode tips from the lesion edge. The
unfolded map software is openly available at https:/ /www.unfoldedmap.org/ (accessed
30 November 2020) [34] and the source code at https:/ /github.com/UEFepilepsyAIVI/
CortexMap (accessed 30 November 2020) [35].
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Histological sections. To determine the final AP and DV locations of the electrode tip(s),
the digitized image of the histological section(s) containing a trace of the electrode tip was
matched with the best-fitting level of the rat brain atlas.

As the ML coordinate cannot be easily determined based on the atlas due to shrinkage
related to histological processing, we first estimated the shrinkage factor for each animal
by measuring the distance from the midline to the rhinal fissure in the histological section
containing the electrode tip. The midline-hinal fissure distance was then measured at
the matching atlas plate (EEG cohort) or T2-wt MRI slice (MRI cohort) and divided by
the corresponding histological measure, resulting in a shrinkage factor specific for each
brain (sham: 1.08 £ 0.01, range: 1.02-1.2, n = 25; TBI: 1.08 & 0.01, range: 1.01-1.2, n = 74).
Cortical and hippocampal electrode tip distances from the midline were then measured
in histological sections and multiplied by the shrinkage factor to obtain the normalized
ML distance.

To measure the distance of the electrode tip from the lesion cavity edge, a straight line
was drawn from the tip to the lesion edge along layer V.

2.11. Statistical Analysis

Data were analyzed using GraphPad Prism (version 9.3.1, GraphPad Software, LLC,
USA) and IBM SPSS Statistics (version 27, IBM Corp., USA). A Shapiro-Wilk test was
performed to test for normality. The data were not normally distributed. Thus, the Mann—
Whitney U test was used to analyze (1) the difference between the atlas, histological, and /or
MRI-based coordinates (sham vs. TBI rats, EEG and MRI cohorts), (2) the difference in
the distance of the electrode tip from the lesion edge (TBI rats, EEG vs. MRI cohorts), and
(3) the difference in cortical and hippocampal shrinkage (sham vs. TBI rats, MRI cohort).
The Wilcoxon signed-rank test was used to test the difference between the targeted and
“true” histologically verified tip coordinates between the anterior and posterior cortical
electrodes ipsilateral vs. contralateral cortical and hippocampal shrinkage. The Pearson
chi-squared statistic was used to test the difference in the distribution of the DV location
(layers) of the lower tip of the intracortical electrodes (sham vs. TBI rats, anterior vs.
posterior cortical electrodes, separately in the EEG and MRI cohorts). All data are presented
as means + SEM.

3. Results

Altogether, the analysis included the location of 99 anterior intracortical, 99 posterior
intracortical, and 99 intrahippocampal electrodes implanted in 99 rats (57 in the EEG cohort
and 42 in the MRI cohort). In the EEG cohort, electrodes were implanted immediately after
the lateral FPI using coordinates based on a rat brain atlas (Figure 1A—C). In the MRI cohort,
electrodes were implanted approximately 6 months post-TBI using MRI T2-weighted (T2-
wt) images from each rat to define the AP, ML, and DV coordinates to avoid electrode
misplacements (see below) (Figure 1A,B,D).

3.1. Success in Positioning the Anterior Intracortical Electrode
3.1.1. Electrode Locations—An Overview

EEG cohort. Histological analysis indicated that the tip of the anterior intracortical
electrode was within the cerebral cortex in 83% (47/57) of the cases. In the remaining
17% (10/57), the tip was located in either the external capsule or the corpus callosum.
The histologically verified AP and ML electrode tip locations were within 0.5 mm of the
targeted atlas-based coordinates in 11% (6/57) and 65% (37/57) of the rats, respectively
(Figure 2A,B). The histological DV location of the cortical electrode tip was in the planned
target (i.e., layer V) in 28% (16/57) of the animals. In the remaining 72% (41/57), the tip
was located in either layer VI, the external capsule, or the corpus callosum (Figure 2C and
summary Table 1).
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Figure 2. Anterior intracortical electrode—schematic representations of the atlas, histological, and
MRI-guided coordinates in each rat of the EEG and MRI cohorts. (A) Anteroposterior (AP) coordinate.
In the EEG cohort (electrode operation right after injury), the fixed atlas-based target AP coordinate
of —1.72 mm from the bregma was applied to implant the electrodes (orange dots). In the MRI cohort
(electrode operation 5 months after injury), the target AP coordinate was individually determined
using the 5-month in vivo T2-weighted MR images. The target coordinate fluctuated depending on
the extent of the TBI (traumatic brain injury)-induced lesion. Note the anterior shift (y-axis) in the
histologically verified “true” AP coordinate (blue dots) relative to the target coordinate (orange
dots) in both cohorts. The deviations were comparable between the sham and TBI animals (p > 0.05).
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Animal numbers are shown on the x-axis. (B) Mediolateral (ML) coordinate. In the EEG cohort,
the fixed atlas-based target ML coordinate at 4 mm lateral to midline was targeted. In the MRI
cohort, the target ML coordinate was individually determined using the 5-month in vivo MRI. Note a
small deviation of the histologically verified “true” ML coordinate from the target coordinate in both
cohorts. (C) Dorsoventral (DV) coordinate. In both cohorts, the lower tip of the bipolar electrode was
aimed to layer V in the selected AP and ML coordinates (see above). Electrode tips were located in
the cortex in 83% (36/43) of the EEG cohort and 77% (24/31) of the MRI cohort. Importantly, even
though the lower tip in the remaining cases went down into the external capsule or corpus callosum,
the upper tip of the bipolar electrode, being 1 mm higher in the EEG and 0.5 mm in the MRI cohort,
was still recording in the cortex. The percentages of electrode locations in the sham-operated and
TBI animals are shown on the right side of the panel. (D) Dot plots of the AP and ML shift in the
histological AP and ML coordinate, and % of electrode in the targeted layer V (number of cases
in brackets). Note posterior and medial shift of some cases from the target (vertical dashed line).
y-axis represents distance from target coordinate (Y = 0) or % of cases in targeted area. Abbreviations:
cavity, cortical lesion cavity; cc, corpus callosum; cg, cingulum; S, subiculum; ec, external capsule;
HC, hippocampus; and V, ventricle.

Table 1. Summary of the location of the dorsoventral tip of the intracerebral electrodes.

MRI Cohort
EEG Cohort Atlas-Based without . MRI Coh(.)rt EEG and MRI Cohorts
tlas-Based MRI Guidan with MRI Guidance % (1)
% (1) : uidance % (1) o (n
o (1)
Sham TBI All Sham TBI All Sham TBI All Sham TBI All
Anterior cortical electrode
Within 1 mm of target 29% 26% 26% 100% 100% 100% 55% 32% 38% 42% 28% 31%
coordinate * (4/14) (11/43) (15/57) (11/11) (31/31) (42/42) (6/11) (10/31) (16/42) (10/25) (21/74) (31/99)
In cortex 79% 84% 83% 100% 32% 50% 73% * 71,,/0 76% 76% 81% 78%
(11/14) (36/43) (47/57) (11/11) (10/31) (21/42) (8/11) (4/31) (32/42) (19/25) (60/74) (79/99)
In brain 100% 100% 100% 100% 52% 64% 100% 199,,/0 100% 100% 100% 100%
(14/14) (43/43) (57/57) (11/11) (16/31) (27/42) (11/11) (31/31) (42/42) (25/25) (74/74) (99/99)
Not recording in brain 0% 0% 0% 0% 48% 36% 0% 0% *** 0% 0% 0% 0%
(0/14) (0/43) (0/57) (0/111) (15/31) (15/42) (0/11) (0/31) (0/42) (0/25) (0/74) (0/99)
Hippocampal electrode
Within 1 mm of target 93% 77% 81% 100% 100% 100% 82% 52% 60% 88% 66% 72%
coordinate # (13/14) (33/43) (46/57) (11/11) (31/31) (42/42) (9/11) (16/31) (25/42) (22/25) (49/74) (71/99)
In hippocampus proper/DG 86% 81% 82% 100% 100% 100% 100%  81%* 86% 92% 81% 84%
(12/14) (35/43) (47/57) (11/11) (31/31) (42/42) (11/11) (25/31) (36/42) (23/25) (60/74) (83/99)
In brain 93% 93% 95% 100% 100% 100% 100%  84%* 88% 96% 91% 92%
13/14) (41/43) (54/57) (11/11) (31/31) (42/42) (11/11) (26/31) (37/42) (24/25) (67/74) (91/99)
Not recording in brain 7% 5% 5% 0% 0% 0% 0% 16% * 12% 28% 10% 8%
1/14) (2/43) (3/57) (0/111) (0/31) (42/42) (0/11) (5/39) (5/42) (7/25) (7/74) (8/99)
Posterior cortical electrode
Within 1 mm of target 43% 51% 49% 100% 100% 100% 36% 21% 25% 40% 38% 41%
coordinate * (6/14)  (20/39) (26/53) (11/11) (31/31) (42/42) (4/11) (6/29) (10/40) (10/25) (26/68) (38/93)
In cortex 21% 46% 40% 91% 42% 55% 46% * 66% * 60% 32% 54% 48%
(3/14) (18/39) (21/53) (10/11) (13/31) (23/42) (5/11) (19/29) (24/40) (8/25) (37/68) (45/93)
In brain 100% 97% 90% 100% 42% 57% 100% 9,3,,,/0 95% 100% 90% 92%
(14/14) (34/35) (48/53) (11/11) (13/31) (24/42) (11/11) 27/29) (38/40) (25/25) (61/68) (86/93)
Not recording in brain 0% 13% 10% 0% 58% 43% 0% 7% *** 5% 0% 10% 8%
(0/14) (5/39) (5/53) (0/11) (18/31) (18/42) (0//11) (2/29) (2/40) (0/25) (7/68) (7/93)

# Within <1 mm radius from the atlas-planned anteroposterior and mediolateral coordinate. The success rate was
evaluated based on the location of the lower tip of bipolar electrode. Abbreviations: DG, dentate gyrus. Statistical
significance: * p < 0.05; *** p < 0.001 compared to MRI cohort atlas-based without MRI guidance (X? test).

MRI cohort. Histological analysis indicated that the tip of the anterior intracortical
electrode was within the cerebral cortex in 76% (32/42) of the cases. In the remaining 24%
(10/42), the tip was located in either the external capsule or the corpus callosum. The
histological AP and ML electrode tip locations were within 0.5 mm of the targeted atlas-
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based coordinates in 10% (4/42) and 86% (36/42) of the rats, respectively (Figure 2A,B).
The histological DV location of the cortical electrode tip was in the planned target (i.e.,
layer V) in 31% (13/42) of the animals. In the remaining 69% (29/42), the tip was located
in either layer VI, the external capsule, or the corpus callosum (Figure 2C and summary
Table 1).

3.1.2. Anteroposterior Location of the Anterior Intracortical Electrode Tips

Based on estimation of the progression of the cortical lesion [7,27,32], the anterior
intracortical electrode was aimed to the atlas-based AP level 1.72 mm from the bregma
(primary somatosensory cortex, S1) to ensure proper EEG recording in the lesion vicinity
during the 7th post-TBI month (Figure 1C).

EEG cohort. Histological examination showed neurodegeneration along the electrode
path and around the electrode tip, often accompanied by iron deposits (Figure 3A,D,F).
Occasionally, the electrode-associated lesion merged with the TBI-induced lesion cavity.
The unfolded cortical map indicated that 100% of the electrode tracks were in S1. Further,
83% (47/57) of the electrode tips (at least one of the tips) were found in S1 (Figure 4A,B).
The remaining 17% (10/57) of the lower electrode tips were located in either the exter-
nal capsule or the corpus callosum (Figures 2C and 4A,B). The upper tip of the bipolar
electrode (1.0 mm from the ventral tip), however, recorded in the targeted S1 cortex. In
most of the rats, the histological AP electrode location was anterior to the targeted atlas-
defined coordinate (—1.7 mm) (Figure 2A,D), the average deviation being 1.21 4 0.07 mm
(range: 0-2.56 mm, median: 1.24 mm). The rostral shift was comparable between the sham-
operated experimental controls and TBI rats (sham 1.16 £ 0.15 mm vs. TBI 1.22 £ 0.09 mm;
p > 0.05) (Figure 2A,D).

Figure 3. (A-F) Electrode tracts. Histological images from the coronal thionine-stained sections of
6 rats, showing the tracts of the bipolar intracortical electrodes and location of the lower electrode tip
(filled arrowhead). Roman numerals indicate the cortical layers. In panels (A,B) the electrode tip is
located in layer V of the perilesional cortex. Note the electrode track-related lesion on the surface
of the brain in panel (A) (open filled arrow). In panel (A), the electrode tip is within 500 um from
the edge of the TBI-induced lesion cavity (asterisk). In panel (C), the electrode tip is in the external
capsule (ec). In panel (D) the electrode tip is within the cortical lesion, close to the angular bundle.
Open arrow points to the electrode path associated neurodegeneration. In panel (E), the electrode tip
is close to the edge of the lesion cavity (asterisk). In panel (F), the electrode tip is within the angular
bundle (closed arrowhead). The open arrowhead points to the location of the upper electrode in layer
IV (open arrow). The dark staining indicates iron deposits (arrowheads) adjacent to the electrode
path. Scale bar = 500 pm.
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Figure 4. Location of the lower tip of the anterior and posterior intracortical electrodes on atlas plates
and unfolded cortical maps. (A) In the EEG cohort (upper panel), the dorsoventral (DV) location
of at least 1 of the tips of all anterior bipolar electrodes (atlas plate: bregma —1.4 mm) was within
the primary somatosensory cortex (S1) and that of the posterior electrode (lower panel; atlas plate:
bregma —6.8 mm) was within the visual cortex. Each dot represents 1 bipolar electrode. (B) An
unfolded map (UFM) showing the location of electrode tracks in the EEG cohort as seen from the
surface of the brain. The intersection of the electrode path with cortical layer V was used as reference.
The UFMs confirmed the location of the anterior electrode paths in the S1 and posterior electrode
paths in the visual cortex. (C) Atlas plate showing the DV locations of the anterior (upper panel) and
posterior (lower panel) intracortical electrodes in the MRI cohort. As in the EEG cohort, the anterior
electrode was in S1 and the posterior electrode was in the visual cortex. (D) A UFM showing the
location of electrode tracks in the MRI cohort as seen from the surface of the brain. All electrode
tracks were within S1 or the visual cortex. Note that in the MRI cohort, we used the 5-month in vivo
MRI to adjust the electrode coordinates to target the perilesional cortex and to avoid lesion cavities,
underlying brain areas, or ventricles. As expected, this resulted in a more heterogeneous distribution
of electrode paths than in the EEG cohort with atlas-based fixed coordinates. Atlas plates and UFMs
were generated using the Paxinos rat brain atlas (6th edition).
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MRI cohort. Electrode-associated cortical lesions were rare in the MRI cohort (Figure 3A,D).
As summarized in the cortical unfolded map, 100% of the electrode tracks (100%) and 76%
(32/42) of the electrode tips were within S1 (Figure 4C,D). In the remaining cases, the lower
tip was located within the external capsule or the corpus callosum (Figure 4C,D). Still, the
upper tip of the bipolar electrode (0.5 mm from ventral tip) should have recorded in the
targeted S1 cortex. As in the EEG cohort, the histological electrode location was anterior
to the targeted MRI-guided AP coordinate, the average being 1.18 & 0.08 mm (range:
0.2-2.16 mm, median: 1.19 mm) (Figure 2A,D). The rostral shift was comparable between
the sham-operated controls and TBI groups (sham 0.99 + 0.14 mm vs. TBI 1.25 £ 0.09 mm;
p > 0.05) (Figure 2A,D).

3.1.3. Mediolateral Location of the Anterior Intracortical Electrode Tips

EEG cohort. Histological assessment revealed that the tip was lateral in 93% (53/57)
of the cases and medial to the atlas-based coordinates (4 mm from midline) in 7% (4/57)
of the cases (Figure 2B). The mean distance between the histological and MRI-guided
ML coordinate was 0.58 + 0.05 mm (range: 0-1.50 mm, median: 0.5 mm) (Figure 2D).
The distance was comparable between sham-operated controls (0.68 &= 0.09 mm) and TBI
(0.55 & 0.06 mm) rats (p > 0.05) (Figure 2D).

MRI cohort. Histological assessment revealed that the tip was lateral to the MRI-
based coordinates in 41% (17/42) of the cases and medial in 59% (25/42) of the cases
(Figure 2B). The mean distance between the histological and MRI-guided ML coordinate
was 0.44 & 0.04 mm (range: 0-1.0 mm, median: 0.4 mm) (Figure 2D). The distance was com-
parable between the sham-operated controls (0.48 & 0.09 mm) and TBI rats (0.42 £ 0.05 mm;
p > 0.05) (Figure 2D).

3.1.4. Dorsoventral Location of the Anterior Intracortical Electrode Tips

Cortical layer V was set as the DV target for the lower tip of the bipolar intracerebral
electrode in both cohorts.

EEG cohort. Histological analysis revealed that 83% (47/57) of the electrodes had
at least one tip within the cerebral cortex. Of the 47 electrodes, 28% (16/57) were in
layer V and 55% (31/57) were in layer VI. In the remaining 17% (10/57), the tip was
identified in either the external capsule or the corpus callosum (Figure 2C). The DV distri-
bution of the electrode tips was comparable between sham and TBI rats (X? test; p > 0.05)
(Supplementary Table S1).

MRI cohort. The DV location of the electrode tip was within the cortex in 76% (32/42)
of rats, being in layer V in 31% (13/42) and layer VI in 45% (19/42) of the cases. In the
remaining 24%, the tip was located in either the corpus callosum (7%, 3/42) or the external
capsule (17%, 7/42) (Figure 2C). The DV distribution of the electrode tips was comparable
between sham and TBI rats ()(2 test; p > 0.05).

3.2. Success in Positioning the Posterior Intracortical Electrode
3.2.1. Electrode Locations—An Overview

EEG cohort. The electrode tip was within the cortex in 40% (21/53) of the rats. In the
remaining 60% (31/53), it was either in the angular bundle, dorsal subiculum, or cortical
lesion cavity (Figure 5 and Table 1). In four rats, the quality of the histological sections
was not sufficient to determine the electrode location. The histological AP tip and ML
electrode tip locations were within a 0.5-mm radius of the planned atlas coordinates in 19%
(10/53) and 89% (47/53) of the rats, respectively (Figure 5A,B). The DV tip location was in
the planned depth (layer V) in only 6% (3/53) of the rats. In the remaining 94% (50/53),
it was either in layer VI, the angular bundle, dorsal subiculum, or cortical lesion cavity
(Figure 5C).
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Figure 5. Posterior intracortical electrode—schematic representations of the atlas-based, histological,
and MRI-guided coordinates in each rat of the EEG and MRI cohorts. (A) Anteroposterior (AP) coor-
dinate. In the EEG cohort (1 = 47, electrode operation right after injury), the fixed atlas-based target
AP coordinate of —7.56 mm from the bregma was applied to implant the electrodes (orange dots). In
the MRI cohort (1 = 40, electrode operation at 5 months postinjury), the target AP coordinate was
individually determined using the in vivo 5-month T2-weighted MR images. The target coordinate
fluctuated depending on the TBI (traumatic brain injury)-induced lesion extent. Note a mild anterior
shift (y-axis) in the histologically verified “true” AP coordinate (blue dots) relative to the target
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coordinate (orange dots) in both cohorts. In general, the anterior shift was less than that in a case of
the anterior intra-cortical electrode (compare to Figure 1). Animal numbers are shown on the x-axis.
(B) Mediolateral (ML) coordinate. In the EEG cohort (1 = 47), the fixed atlas-based ML coordinate
at 4 mm lateral to midline was targeted. In the MRI cohort (n = 40), the target ML coordinate
was individually determined using the 5-month MRI. Note almost a negligible deviation of the
histologically verified “true” ML coordinate from the atlas-based (EEG cohort) or MRI-guided (MRI
cohort) coordinates. (C) Dorsoventral (DV) coordinate. In both cohorts, the lower tip of the bipolar
electrode was targeted to layer V in the selected AP and ML coordinates (see above). In the EEG
cohort, 46% (18/39), and in the MRI cohort, 66% (19/29) of the electrode tips in injured animals
were in the cortex. Importantly, even though the lower tip in the remaining cases went down into
the external capsule or corpus callosum, the upper tip of the bipolar electrode, being 1 mm higher
in the EEG and 0.5 mm in the MRI cohort, was still recording in the cortex in 79% (31/39) of the
rats in the EEG cohort and in 72% (21/29) in the MRI cohort. In 5 rats (3 sham, 2 TBI) in the EEG
cohort and 10 rats (4 sham, 6 TBI) in the MRI cohort, the electrode was recording hippocampal rather
than cortical activity, which affected the interpretation of the EEG data. The percentages of electrode
locations in the sham-operated and TBI animals are shown on the right side of the panel. (D) Dot
plots of the AP and ML shift in the histological AP and ML coordinate, and % of electrode in the
targeted layer V (number of cases in brackets). Note posterior shift of some TBI cases from the target
(Y = 0). The y-axis represents distance from target coordinate (Y = 0) or % of cases in targeted area.
Note that in 4 animals in the EEG cohort and 2 in the MRI cohort, the DV location of the electrode tip
could not be reliably determined in histological sections. Abbreviations: cavity, cortical lesion cavity;
cc, corpus callosum; cg, cingulum; dew, deep cerebral white matter; ec, external capsule; fmj, forceps
major corpus callosum; HC, hippocampus; S, subiculum; V, ventricle.

MRI cohort. The electrode tip was within the cortex in 60% (24/40) of the rats. In
the remaining 40% (16/40), it was either in the external capsule, corpus callosum, dorsal
subiculum, hippocampus, or ventricle. In two rats, the quality of the histological sections
was not sufficient to determine the electrode location. The histological AP and ML electrode
tip locations were within a 0.5 mm radius of the planned MRI coordinates in 8% (3/40)
and 100% (40/40) of the rats, respectively (Figure 5A,B and Table 1). The DV tip location
was in the planned depth (layer V) in only 20% (8/40) rats. In the remaining 80% (32/40),
the tip was located in either layer IV or VI, the external capsule, corpus callosum, dorsal
subiculum, hippocampus, or ventricle (Figure 5C).

3.2.2. Anteroposterior Location of the Posterior Intracortical Electrode Tips

Based on estimation of the progression of the cortical lesion, which tends to be more
extensive caudally than rostrally [7,27,32], the posterior intracortical electrode was targeted
to the atlas-based AP level —7.56 from the bregma (primary visual cortex, V1) to ensure
proper EEG recording in the lesion vicinity during the 7th post-TBI month (Figure 1A).

EEG cohort. The unfolded cortical map indicated that all electrode tracks passed
through the visual cortex. The electrode tips were in the visual cortex in only 40% (21/53)
of the rats. In the remaining 60% (31/53), they were in the angular bundle, dorsal subiculum,
or cortical lesion cavity (Figure 4A,B and Figure 5C). Typically, the tip location was anterior
to the targeted atlas-based AP coordinate, the average deviation being 1.16 £ 0.09 mm
(range: 0-2.28 mm, median: 0.96 mm) (Figure 5A,D). The rostral shift was comparable
between the sham-operated controls and TBI rats (1.11 £ 0.17 mm vs. 1.18 + 0.10 mm;
p > 0.05) (V). The rostral shift of the posterior intracortical electrode was comparable to that
of the anterior intracortical electrode (p > 0.05).

MRI cohort. As in the EEG cohort, histological analysis revealed that most of the
posterior intracortical electrodes (60%, 24/40) were in the visual cortex. In the remaining
40% (16/40) of rats, the electrode track was in the visual cortex, but the tip penetrated
either the deep cerebral white matter, cingulum, dorsal hippocampal commissure, hip-
pocampus proper, or ventricle (Figure 4C,D and Figure 5C). In 95% (38/40) of the rats,
the electrode tip was anterior to the targeted MRI-guided AP coordinate (Figure 5A,D
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and Figure 6A,B,D,E), the average deviation being 1.39 £ 0.09 mm (range: 1.28-2.64 mm,
median: 1.42 mm). The rostral shift was comparable between the sham-operated controls
and TBI rats (sham 1.26 £ 0.18 vs. TBI 1.45 + 0.12; p > 0.05) (Figure 5D). The rostral shift
of the posterior intracortical electrode was comparable to that of the anterior intracortical
electrode (p > 0.05).
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Figure 6. Histological confirmation of the success of MRI-guided electrode placement. Left panel
(A-C): Anterior intracortical electrode MRI-planned coordinate, histological confirmation, and “vir-
tual” electrode. Right panel: Posterior intracortical electrode MRI-panned coordinate histological
confirmation, and “virtual” electrode. (A) T2-weighted MRI and (B) histological images showing the
MRI-guided (insert) and histology-confirmed “true” location of the anterior intracortical electrode
in rat 1139. The anteroposterior (AP) coordinate was estimated by aligning the magnetic resonance
images with the rat brain atlas [25]. The mediolateral (ML) and dorsoventral (DV) coordinates (inserts
in (A,D)) were determined using Image] software (version 1.47v, Wayne Rasband and contributors,
National Institute of Health, USA). Note that in this case, the confirmed AP location was about
1.8 mm more rostral than the planned location (—1.20 mm vs. —2.96). Lesion area is denoted in
black-dashed-line circle. (C) A “virtual” location of the electrode tip (black line) if the electrode
had been implanted to the targeted atlas-based coordinate (—1.75 mm from bregma, 4 mm from
midline, 1.8 mm from the surface of the brain). (D) MRI-guided (insert) AP, ML and DV coordinates
and (E) histology-confirmed “true” location of the posterior intracortical electrode tip in rat 1139.
The black-dashed-line circle denotes the lesion area. Note that the confirmed AP location was ap-
proximately 1.4 mm more rostral than the planned location (—3.96 vs. —5.36). Thus, even though
both the anterior and posterior intracortical electrodes were more rostral than planned, their tips
were recording EEG signals in the perilesional cortex. (F) A “virtual” electrode (black line) at the
atlas-based coordinates would have ended up in the lesion cavity. Scale bar in (A,D) = 1 mm, and in
(B,C,E,F) =2 mm.
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3.2.3. Mediolateral Location of the Posterior Intracortical Electrode Tips

EEG cohort. The histological ML tip coordinate was lateral to the targeted atlas-based
coordinate in 62% (33/53), on target in 2% (1/83), and medial in 36% (19/53) of the rats
(Figure 4B). The mean deviation from the atlas-based ML coordinate (0.38 + 0.05 mm,
range: 0-1.26 mm, median: 0.3 mm) was less than that of the anterior intracortical electrode
(0.58 & 0.05 mm, range: 0-1.50 mm; p < 0.05) (Figure 5D). The average deviation was com-
parable between sham-operated controls (0.45 4= 0.09 mm) and TBI rats (0.35 # 0.05 mm;
p > 0.05) (Figure 5D).

MRI cohort. The histological ML tip coordinate was lateral to the MRI-guided coordi-
nate in 25% (10/40) and medial in 75% (30/40) of the rats (Figure 4B). The mean distance
between the histological ML and MRI-guided coordinate was 0.45 + 0.04 mm (range:
0.03-1.29 mm, median: 0.4 mm). The deviation was comparable between sham-operated
controls (0.62 £ 0.09 mm) and TBI rats (0.39 & 0.04 mm; p > 0.05) (Figure 5D). Also, the
deviation from the MRI-based ML did not differ from that of the anterior intracortical
electrode (0.44 £ 0.04 mm; p > 0.05) (Figure 5D).

3.2.4. Dorsoventral Location of the Posterior Intracortical Electrode Tips

EEG cohort. The histologically verified DV location of the lower tip of the posterior
intracortical electrode was more diverse compared with the anterior electrode, with only
40% (21/52) within the cortical layers (6% in layer V, 34% in layer VI) (Figure 5C and
Table 1). Moreover, 40% (21/52) of the tips had traveled down to the angular bundle, 10%
(5/53) to the dorsal subiculum, and 10% (5/52) to the underlying cortical lesion cavity
(Figure 5C).

Further analysis indicated that the laminar location of the electrode tips differed
between the posterior and anterior electrodes (X? test; p < 0.001). The overall percentage
of posterior electrode tips in the cortex was less than that of the anterior electrode (40%
vs. 83%; p < 0.001) (Table 1). Also, fewer posterior electrode tips were located in the
targeted layer V compared with anterior cortical electrode tips (9% vs. 28%; p < 0.01)
(Figure 5C, Supplementary Table S1). Surprisingly, the overall percentage of posterior
cortical electrodes in the cortex was comparable between sham (46%; 5/11) and TBI rats
(67%,19/29; p > 0.05). Also, there was no difference in the overall DV distribution of the
locations of the posterior intracortical electrode tips between sham and TBI rats (X test;
p > 0.05) (Supplementary Table S1).

MRI cohort. Altogether, 60% (24/40) of the posterior intracortical electrodes had the
lower tip within the cortex, of which 2% (1/40) were in layer IV, 20% (8/40) in layer V, and
38% (15/40) in layer VI (Figure 5C and Table 1). The tip had reached the external capsule
or cingulum in 8% (4/40), the angular bundle or hippocampus proper in 27% (11/40), and
the ventricle in 5% (2/40). Unlike in the EEG cohort, none of the electrode tips appeared to
enter the lesion cavity (Figure 5C). The overall DV tip distributions did not differ between
sham-operated controls and TBI rats (X? test; p > 0.05) (Supplementary Table S1).

The overall percentage of tips in the cortex was comparable between the anterior and
posterior cortical electrodes (76% vs. 60%, X2 test; p > 0.05), and between sham and TBI rats
(46% vs. 66%, X2 test; p > 0.05) (Table 1). Like in the EEG cohort, however, the overall DV
distribution of the electrode tips differed between the anterior and posterior intracortical
electrodes (X2 test; p < 0.01). Particularly, the percentage of electrodes entering into the
septal hippocampus was greater in the TBI rats than in the sham group (27% vs. 0%, X>
test; p < 0.001).

3.3. Success in Positioning the Intrahippocampal Electrode
3.3.1. Electrode Locations—An Overview

The lower tip of the hippocampal electrode was targeted to the hilus of the septal end
of the dentate gyrus (AP: —3.0; ML: —1.4; DV: 3.6) in both the EEG and MRI cohorts.

EEG cohort. The electrode tip was in the hippocampus or dentate gyrus in 82% (47/57)
of the rats (Table 1). In the remaining 18% (10/57), the tip was located in either the
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fimbria, ventricle, dorsal thalamus, or out of the hippocampus (unidentified tip location)
(Figure 7). The histologically verified AP and ML electrode tip locations were within 0.5
mm of the planned atlas coordinates in 65% (37/57) and 100% (56/56) of rats, respectively
(Figure 7A,B). In one rat, the quality of the histological sections was not sufficient to
determine the electrode location. The DV tip location was in the dentate gyrus in 54%
(31/57) of rats. In the remaining 46% (26/57), the tip was located in either the CA1 or CA3
subfield of the hippocampus proper, fimbria, ventricle, or dorsal thalamus (Figure 7C).
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Figure 7. Hippocampal electrode—schematic representations of the atlas-based, histological, and
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MRI-guided coordinates in each rat of the EEG and MRI cohorts. (A) Anteroposterior (AP) coordinate.
In the EEG cohort (electrode operation right after injury), the fixed atlas-based target AP coordinate
of —3 mm from the bregma was applied to implant the electrodes (orange dots). In the MRI cohort
(electrode operation 5 months after injury), the target AP coordinate was individually determined
using the 5-month in vivo T2-weighted MR images. The target coordinate fluctuated, depending
on the TBI-induced hippocampal structural abnormality. Note the anterior shift (y-axis) in the
histologically verified “true” AP coordinate (blue dots) relative to the aimed target coordinate (orange
dots) in both cohorts. Note the great variability in the anterior shift from animal to animal, particularly
in the MRI cohort. Animal numbers are shown on the x-axis. (B) Mediolateral (ML) coordinate. In the
EEG cohort, the fixed atlas-based target ML coordinate at 1.4 mm lateral to midline was targeted. In
the MRI cohort, the target ML coordinate was individually determined using the 5-month MRI. Note
only a very small deviation of the histologically defined “true” ML coordinate from the atlas-based
(EEG cohort) or MRI-guided (MRI cohort) coordinates. (C) Dorsoventral (DV) coordinate. In both
cohorts, the lower tip of the bipolar electrode was aimed at the hilus in the selected AP and ML
coordinates (see above). In the EEG cohort, most of the tips were recording in the hippocampus proper
or the dentate gyrus. In the EEG cohort, in only 19% (8/43) of TBI cases, the tip was either in fimbria,
ventricle, or went through the septal hippocampus to the dorsal thalamus or to an unidentified
location. In the MRI cohort, in only 14% (6/31) of TBI cases, the tip was outside the hippocampus or
the dentate gyrus. The percentages of electrode locations in the sham-operated and TBI animals are
shown on the right side of the panel. (D) Dot plots of the AP and ML shift in the histological AP and
ML coordinate, and % of electrodes in the targeted dentate gyrus (number of cases in brackets). Note
posterior shift of some cases from the target (vertical dashed line). The y-axis represents distance
from target coordinate (Y = 0) or % of cases in targeted area. Abbreviations: alv, alveus; CA1, CA1
subfield of the hippocampus; CA3, CA3 (CA3b, CA3c) subfield of the hippocampus; gcl, granule cell
layer (s-gcl, suprapyramidal blade, i-gcl, infrapyramidal blade); hf, hippocampal fissure; I-m, stratum
lacunosum moleculare of CA1; mol, molecular layer of the dentate gyrus; V, ventricle.

MRI cohort. The electrode tip was in the hippocampus proper or dentate gyrus in 86%
(36/42) of rats (Table 1). In the remaining 14% (6/42), the tip was located in either the
ventricle or fimbria (Figure 7). The histologically verified AP and ML electrode tip locations
were within 0.5 mm of the planned atlas coordinates of the MRI-guided location in 14%
(6/43) and 100% (42/42) of rats, respectively (Figure 7A,B). The electrode tip was in the
planned DV coordinate in 38% (16/42) of the rats. In the remaining 62% (26/42), the tip
was located in either the hippocampal CA1 or CA3 subfields, hippocampal fissure, fimbria,
or ventricle (Figure 7C).

3.3.2. Anteroposterior Location of Hippocampal Electrode Tips

EEG cohort. Only 9% (5/57) of the electrode tips were in the planned atlas-based
coordinate (AP: 3.0 mm). The remaining 77% (44/57) were positioned rostrally and 14%
(8/57) were positioned caudally (Figure 7A). The mean deviation of the histologically
verified coordinate from the atlas-based coordinate was 0.57 £ 0.07 mm (range: 0-2.52 mm,
median: 0.48 mm). The deviation was comparable between sham-operated controls and
TBI rats (0.54 &= 0.09 mm vs. 0.58 4= 0.09 mm; p > 0.05) (Figure 7D).

MRI cohort. The AP distribution of MRI-guided hippocampal electrode tip placements
was anterior in 93% (39/42) and posterior in 7% (2/42) of the cases (Figure 7A). The average
deviation of the histologically verified coordinate from the MRI-guided coordinate was
0.95 £ 0.08 mm (range: 0.04-2.28, median: 0.84) (Figure 7D). The deviation was comparable
between sham-operated controls and TBI rats (0.66 & 0.11 mm vs. 1.06 & 0.10 mm; p > 0.05)
(Figure 7D).

3.3.3. Mediolateral Location of Hippocampal Electrode Tips

EEG cohort. The hippocampal electrode was located anterior to the atlas-defined target
in 48% (27/56), medial in 50% (28/56), and on target in 2% (1/56) of the rats (Figure 5B).
The mean deviation of the histologically defined coordinate from the atlas-defined co-
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ordinate was 0.21 £ 0.02 mm (range: 0-0.63 mm, median: 0.2 mm) (Figure 7D). The
deviation was comparable between sham-operated controls and TBI rats (0.24 & 0.04 mm
vs. 0.19 £ 0.03 mm; p > 0.05) (Figure 7D).

MRI cohort. The histologically defined tip coordinate was lateral to the MRI-guided
coordinate in 17% (7/42) and medial in 83% (34/42) of the rats. The average deviation of
the histologically defined coordinate from the MRI-guided coordinate was 0.34 4 0.04 mm
(range: 0-0.9 mm, median: 0.3 mm) (Figure 7D). The deviation was comparable between
sham-operated controls and TBI rats (0.35 = 0.07 mm vs. 0.34 &+ 0.05 mm; p > 0.05)
(Figure 7D).

3.3.4. Dorsoventral Location of Hippocampal Electrode Tips

EEG cohort. Histology revealed electrode path-associated lesions (see details in
Section 3.4.2). In some TBI rats, the electrode path appeared slanted rather than verti-
cal, probably due to hippocampal distortion related to enlarged ventricles.

The electrode tip was in the dentate gyrus in 49% (28/57) of the rats, locating in the
molecular layer of the dentate gyrus in 17% (10/57) and in the granule cell layer in 32%
(18/57) of the cases. No tips were observed in the hilus (Figure 7C). In the remaining rats,
the tip was located in the hippocampus proper in 33% (5% [3/57] in the stratum lacunosum
moleculare or hippocampal fissure, 5% [3/57] in CA1, 23% [13/57] in CA3), most of the
tips in the CA3 subfield being in the CA3c subfield (Figure 5C). In 9% (5/57) of the cases,
the tip was in the fimbria or ventricle. In 9% (5/57), the electrode went through the septal
hippocampus and ended in the dorsal thalamus (1 = 2) or in an unidentified location (1 = 3)
(see details in Section 3.4.2). The DV distribution of the electrode tips was comparable
between sham-operated controls and TBI rats (X? test; p > 0.05).

MRI cohort. Unlike in the EEG cohort, electrode path-associated lesions were small.
Also, the electrode paths were vertical rather than slanted.

The electrode tip was in the targeted dentate gyrus in 36% (15/42) of animals, being
8% (3/42) in the molecular layer and 28% (12/42) in the granule cell layer (Figure 7C). No
electrode tips were observed in the hilus. In 50% of the rats, the tip was in the hippocampus
proper (7% [3/42] in the stratum lacunosum moleculare or hippocampal fissure, 5% [2/42]
in CA1, and 38% [16/42] in CA3). Like in the EEG cohort, most of the tips in the CA3 were
in the CA3c subfield (Figure 7C). In the remaining 14% (6/42), the tip was located in either
the fimbria (n = 1) or the ventricle (1 = 5) (Figure 7C). The DV distribution of tip locations
was comparable between sham-operated controls and TBI rats (X2 test; p = 0.741).

3.4. Cortical and Hippocampal Atrophy after TBI
3.4.1. Cortical Atrophy

Anteroposterior. In sham-operated controls, there was no difference in the cortical AP
length at 4 mm lateral to the midline between the ipsilateral (13.89 & 0.19 mm, range:
12.48-0.56 mm, median: 14.1 mm) and contralateral hemispheres (13.70 £ 0.09 mm, range:
13.12-14.24 mm, median: 13.6 mm; p > 0.05) (Figure 8A1,B,C).

In TBI rats, the cortical AP length was shorter ipsilaterally (12.37 £ 0.16 mm, range:
10.08-13.76 mm, median: 12.23 mm) than contralaterally (13.13 & 0.17, range: 11.04-14.72 mm,
median: 13.12 mm; p < 0.001) (Figure 8A2-A4,B). Both the ipsilateral (p < 0.001) and
contralateral (p > 0.05) AP lengths were shorter in the TBI rats than in the sham group
(Figure 8B,C).

Mediolateral. In sham-operated controls, the ML length was similar ipsilaterally
(5.62 £ 0.06 mm, range: 5.28-6.08 mm, median: 5.6 mm) and contralaterally (5.51 £ 0.06 mm,
range: 5.12-5.76, median: 5.6 mm; p > 0.05).

In the TBI group, the ML length was shorter ipsilaterally (5.03 4= 0.03 mm, range:
4.64-5.44, median: 4.96 mm) than contralaterally (5.27 & 0.04 mm, range: 4.80-5.92 mm,
median: 5.28 mm; p < 0.001). Both the ipsilateral (p < 0.001) and contralateral (p < 0.05) ML
lengths were shorter in the TBI rats than in the sham group (Figure 8D).
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Figure 8. Anteroposterior and mediolateral shrinkage of the brain. In vivo magnetic resonance 3D
multigradient echo (MGRE) images acquired at 5 months after TBI were used to estimate cortical
shrinkage in the MRI cohort. (A1-A4) coronal, sagittal (ipsilateral and contralateral) and horizontal
MGRE images of a sham rat (A1) and TBI rats (A2-A4). Anteroposterior (AP) cortical shrinkage was
estimated by measuring the distance between the rostral and caudal cortical surface (double-headed
arrows) in the sagittal slice at 4 mm from the midline both ipsilaterally (orange) and contralaterally
(white). Note the change in the shape of the ipsilateral cortex (sagittal images) in TBI rats, indicating
the TBI-induced cortical atrophy (see also turquoise arrows in (A3,A4)). Mediolateral (ML) shrinkage
was assessed by measuring the distance between the midline and the lateral edge of the cortex
(turquoise double headed arrow) in a horizontal slice at 1.7 mm below the pial surface at AP level
—1.56 (corresponding to the targeted location of the anterior intracortical electrode tip). (B) A dot plot
showing the ipsilateral (orange) and contralateral (blue) cortical AP lengths (y-axis) in the sham and
TBI groups (x-axis). Note that both the ipsilateral and contralateral cortical AP lengths were reduced
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in TBI rats compared with sham-operated animals. Also, in the TBI group, the cortical AP length
was shorter ipsilaterally than contralaterally. (C) A paired dot plot showing that the ipsilateral vs.
contralateral shrinkage in each rat. The greater the ipsilateral shrinkage, the greater the contralateral
shrinkage in the TBI compared with sham group. Arrows point to the 3 cases illustrated in panels (A1-
A4). (D) A dot plot showing the ipsilateral and contralateral cortical ML lengths in sham-operated
and TBI rats. Note that both the ipsilateral and contralateral cortical ML lengths were reduced in
TBI rats compared with sham-operated animals. Also, in the TBI group, the cortical ML length was
shorter ipsilaterally than contralaterally. Statistical significance: *** p < 0.001 compared with the
contralateral hemisphere (Wilcoxon signed-rank test); ## p < 0.001, # p < 0.05 compared with the
sham group (Mann-Whitney U test).

3.4.2. Hippocampal Atrophy

Anteroposterior. In the sham group, the average AP length was similar ipsilaterally
(7.40 £ 0.12 mm, range: 6.88-8.0 mm, median: 7.36 mm) and contralaterally (7.36 £ 0.09 mm,
range: 7.04-8.0 mm, median: 7.36 mm; p > 0.05) (Figure 9D1,E F).

B c
[ ]
Y i
Thalamus g y
Ipsilateral Contralateral |3 AP length
= . 959 Ipsi sk
D1 #1107 (sham) & o “Z‘%"_‘
1 -»>

el
o
1

Length (mm)
=
o
1 n
] +
OB6HR
o

Electrode location ol 1 e%e

AP: 3 mm 1 6.5+
¢ 5
0
Sham TBI
ML: -1.4 mm DV: 2.8 mm ML: +1.4 mm AP length
950 |85i
D2 #1028 (TBI) J8 Contral
__ 85
e B ¢
E RS 1 -
< B >
© rF-4
c
51
-
6.5+
6
0
Sham TBI

50 ML Iengg:*

4.0+ Té} * #’é# ’
)

3.09 %

e Ipsi

@ Contra

D3 #1144 (TBI)

Length (mm)
N
o
1

=}

=4
S}
I

Sham TBI

Figure 9. (A-C) Electrode tracts. Histological images from the coronal thionine-stained sections of 3 rats,
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showing the tracts of the bipolar intracortical electrodes and locations of the lower electrode tip
(filled arrowhead). The target of the lower tip was the hilus. In panel (A), the electrode tip is in the
suprapyramidal blade of the granule cell layer. In panel (B), the tip went through the dentate gyrus
down to the dorsal thalamus. In panel (C), the tip is in the infrapyramidal blade of the granule cell
layer. Note the electrode-path associated lesion in CA1 (open arrow). (D1-D3) Coronal, sagittal and
horizontal in vivo magnetic resonance 3D multigradient echo (MGRE) images of the ipsilateral and
contralateral hippocampus were used to assess hippocampal shrinkage after traumatic brain injury
(TBI). (D1-D3) Hippocampal distortion and shrinkage. Panel (D1): A sham-operated experimental
control (1107). Panels (D2,D3): Two rats with TBI (1028, 1144). The anteroposterior (AP) shift of the
hippocampus was assessed by measuring the distance from the rostral edge of the frontal cortex to
the rostral edge of the hippocampus at 1.4 mm from the midline in the horizontal slice 2.8 mm below
the surface of the brain (left hemisphere: orange double-headed arrow; right hemisphere: white
double-headed arrow). Mediolateral (ML) shrinkage was assessed by measuring the distance from
the brain midline to the lateral edge of the hippocampus in the same horizontal plane (2.8 mm below
the surface of the brain, turquoise double-headed arrow) in a slice sampled at AP level —2.8 mm,
corresponding to the AP level of the atlas-based target coordinate. In both TBI rats (D2,D3), the
distance from the frontal pole to the rostral edge of the hippocampus was longer than that in the
sham-operated animal, indicating retraction of the septal hippocampus caudally. The ML length in
TBI rats (D2,D3) was shorter than that in the sham-operated animal (D1), indicating a shift toward
midline. (E) A dot plot showing the ipsilateral (orange) and contralateral (blue) anteroposterior
lengths (y-axis) in the sham and TBI groups (x-axis). Note that both the ipsilateral and contralateral
cortical AP lengths were increased in TBI rats compared with sham-operated animals. Also, in the
TBI group, the cortical AP length was greater ipsilaterally than contralaterally. (F) A paired dot plot
showing the ipsilateral vs. contralateral backward “movement” in each rat. The greater the ipsilateral
“movement”, the greater the contralateral “movement”. Arrows point to the 3 cases illustrated in
panels (D1-D3). (G) A dot plot showing the ipsilateral and contralateral hippocampal ML lengths
in sham-operated and TBI rats. Note that both the ipsilateral and contralateral cortical ML lengths
were reduced in TBI rats compared with sham-operated animals. Also, in the TBI group, the ML
length was shorter ipsilaterally than contralaterally. Statistical significance: #, p < 0.05; ##, p < 0.001
as compared to the sham group (Mann-Whitney U test); *** p < 0.001 compared with the contralateral
hemisphere (Wilcoxon signed-rank test). Scale bar in (A-C) = 500 pm.

In the TBI group, the AP length was greater ipsilaterally (8.16 £ 0.09 mm, range:
7.2-8.96 mm, median: 8.16 mm) than contralaterally (7.83 &= 0.07 mm, range: 6.88-8.64 mm,
median: 7.84 mm; p < 0.001) (Figure 9D2,D3,E F). Both the ipsilateral (p < 0.001) and
contralateral (p < 0.01) AP lengths were greater in the TBI rats than in the sham group.

Mediolateral. In the sham group, the ML length was comparable ipsilaterally (4.09
=+ 0.05 mm, range: 3.68-4.32 mm, median: 4.16 mm) and contralaterally (3.83 + 0.06 mm,
range: 3.52-4.0 mm, median: 3.84 mm; p > 0.05) (Figure 9D1,G).

In the TBI group, the ML length was shorter ipsilaterally (2.48 4 0.08 mm, range:
1.92-3.84 mm, median: 2.4 mm) than contralaterally (3.53 &= 0.04 mm, range: 3.04—4.0 mm,
median: 3.52 mm; p < 0.001) (Figures 7G and 9D2,D3). Both ipsilateral (p < 0.001) and
contralateral (p < 0.01) ML lengths were shorter in the TBI rats than in the sham group
(Figure 9).

3.5. “Virtual Electrode”—Comparison of Success Rate in Atlas-Based vs. MRI-Guided
Electrode Placements

Finally, to assess whether the MRI images indeed improved the targeting of the
electrode tip to the perilesional cortex, and not, for example, to the lesion cavity, we
reexamined the histological sections of TBI rats in the MRI cohort. We focused on the
caudal aspect of the brain, as targeting this area without the use of MRI was challenging
due to remarkable TBI-related cortical atrophy.

A hypothetical “virtual” electrode was placed at the atlas-defined coordinate of the
posterior intracortical electrode (Figure 10). We then reconstructed the destination of the
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electrode tip in the available histological sections by assessing (a) whether it was located in
the cortex or lesion cavity and (b) the distance of the tip from the lesion edge. We found that
by using the atlas-based coordinate (AP —7.56), 58% (18/31) of the electrodes had been in
the lesion cavity compared with 0% for the MRI-guided implantations (Figures 5C and 10
and Table 2). The remaining 42% (13/31) of the “virtual” electrodes were located medial
to the lesion cavity, except in one case (rat 1103), in which the tip location was caudal to
the lesion. The average distance of the electrode tip to the lesion edge was 0.64 £ 0.1 mm
(range: 0-1.3 mm) (see also Supplementary Table S2 for further details).

MRI-guided implantation Atlas-based (virtual) implantation
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Figure 10. Location of electrode tip at 5 months postinjury without prior MRI analysis. Photomi-
crographs of thionine-stained coronal brain sections of 4 animals; (A) #1019, (B) #1139, (C) #1158
and (D) #1036 in the MRI cohort with electrode implantations at 5 months after TBI. Left panels:
MRI-guided placement of the posterior cortical electrode. Note that all electrodes are within the
perilesional cortex. Right panels: The location of the electrode tip (arrow), if the electrode was
implanted according to the targeted atlas-based coordinates (—7.56 mm from bregma, 4 mm from
midline, 1.8 mm from the surface of the brain). Note that in all rats except 1019, the electrode tip
ended in the lesion cavity. Table 2 summarizes the locations for all cases. Scale bar = 2 mm.
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Table 2. Location of the “virtual electrode”. Summary of the locations of the posterior intracortical
electrodes in the MRI cohort, if implanted according to the atlas-based coordinates. Note that 58%
(18/31) of the lower electrode tips were in the cortex while 42% (13/31) of the lower tips were in the
lesion cavity. After MRI-guidance, 71% (22/31) of the lower tips were recording in the cortex. In
5 additional cases, the upper tip (0.5 dorsal to the lower tip) was expected to record in the cortex,
resulting in a total of 87% (27/31) of the electrodes recording in the cortex. Only 1 electrode was not
recording in the brain.

Atlas-Based MRI-Guided

Animal AP Level (Dis tanc]z\f,r(];:t)lcite}:il:)n Edge) AP Level DV Location
1008 7.56 Lesion cavity —4.68 Layer VI
1012 7.56 Lesion cavity —5.20 CA1l
1019 7.56 Perilesional cortex (medial, 0 mm) —4.20 Layer V
1024 7.56 Lesion cavity —4.68 angular bundle
1028 7.56 Lesion cavity —4.36 Layer VI
1029 7.56 Lesion cavity —4.36 corpus callosum
1031 7.56 Lesion cavity not found
1036 7.56 Lesion cavity —5.28 Layer VI
1038 7.56 Perilesional cortex (medial, 0.7 mm) —4.68 alveus of the hippocampus
1043 7.56 Lesion cavity —3.96 Layer IV
1046 7.56 Lesion cavity —4.08 Layer V
1090 7.56 Perilesional cortex (medial, 0.53 mm) —4.36 Layer VI
1095 7.56 Perilesional cortex (medial, 0.32 mm) —-3.96 Layer VI
1099 7.56 Perilesional cortex (medial, 0.93 mm) —4.20 Layer VI
1103 7.56 Perilesional cortex (caudal, 0.2 mm) —4.20 Layer V
1104 7.56 Perilesional cortex (medial, 0.73 mm) —5.28 Layer V
1105 7.56 Lesion cavity —4.68 Layer VI
1138 7.56 Perilesional cortex (medial, 0.71 mm) —-3.96 Layer V
1139 7.56 Lesion cavity —5.40 Layer V
1140 7.56 Perilesional cortex (medial, 1.1 mm) —5.52 Layer VI
1142 7.56 Lesion cavity —4.20 corpus callosum
1144 7.56 Lesion cavity —4.80 ventricle
1145 7.56 Perilesional cortex (medial, 0.63 mm) —4.20 CA1
1149 7.56 Lesion cavity —4.20 Layer VI
1150 7.56 Lesion cavity —4.20 Layer VI
1152 7.56 Perilesional cortex (medial, 0.91 mm) —4.68 Layer V
1153 7.56 Lesion cavity —4.20 Layer VI
1154 7.56 Lesion cavity —5.40 Layer VI
1156 7.56 Perilesional cortex (medial, 0.28 mm) —4.68 Layer VI
1158 7.56 Lesion cavity —4.20 Layer VI
1159 7.56 Perilesional cortex (medial, 1.3 mm) not found

4. Effect of Electrode Implantation on Progression of the Cortical Lesion

Next, we assessed whether a 6-month-long presence of intracortical electrodes en-
hanced cortical atrophy. We hypothesized that (1) the lesion area would be greater in the
EEG cohort than in the MRI cohort and (2) the cortical electrode tips would be closer to the
lesion cavity (expected distance > 500 um) in the EEG cohort than in the MRI cohort.

Lesion area and location. The cortical lesion spread laterally and caudally, typically in-
volving the sensory, auditory, and visual cortices, as previously described [32] (Figure 11A).
The average total lesion area was comparable between the EEG (27.31 + 2.29 mm?, range:
1.72-93.8 mm?, median: 25.8 mm?) and MRI (25.69 + 2.32 mm?, range: 5.7-47.6 mm?,
median: 26.1 mm?) cohorts (p > 0.05) (Figure 11B). Also, the mean lesion area in the primary
somatosensory (4.89 & 0.41 mm? vs. 5.16 & 0.55 mm?; p > 0.05) and visual cortex (7.73 &
0.72 mm? vs. 7.37 4 0.51 mm?; p > 0.05) was similar in the EEG and MRI cohorts (Table 3).
In the secondary somatosensory cortex (52) (0.56 £ 0.07 mm? vs. 1.07 £0.17 mm?; p <0.01)
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and the primary auditory cortex (Aul) (3.77 4 0.20 mm? vs. 4.32 + 0.30 mm?; p < 0.05) the
lesion area was smaller in the EEG cohort than in the MRI cohort (Table 3).
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Figure 11. Distance of the intracortical electrodes from the edge of the cortical lesion cavity. (A) An
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unfolded cortical map of a rat 1064, showing the cytoarchitectonic distribution of the cortical lesion
(blue outline) and the location of the anterior (brown filled circle in the S1BF) and posterior (yellow
filled circle in the V2L) intracortical electrodes. Note that the lesion had progressed laterally and
caudally. Consequently, the posterior electrode was closer to the lesion cavity edge than the anterior
electrode. (B) A scatter plot showing the cortical lesion area in the EEG and MRI cohorts (each
dot represents 1 rat). The lesion area was comparable between cohorts (p > 0.05). (C) In the EEG
cohort, the distance from the electrode tip to the lesion cavity edge (layer V intersection was used as
reference) was similar between the anterior and posterior intracortical electrodes (p > 0.05). (D) In the
MRI cohort, the distance from the anterior intracortical electrode tip to the cavity edge was slightly
greater than that from the EEG cohort (p < 0.05). (E) In the EEG cohort, the larger the lesion, the
closer the posterior electrode tip to the lesion cavity edge (p < 0.001). (F) In the MRI cohort, the larger
the lesion, the closer the posterior electrode tip to the cavity edge (p < 0.001). Abbreviations: S1BF,
primary somatosensory barrel field; V2L, secondary visual cortex lateral area. Statistical significance:
# p < 0.05 compared with the EEG cohort (Mann-Whitney U test).

Electrode distance from the lesion cavity. In the EEG cohort, 54% of the anterior intra-
cortical electrodes were located anterior to the rostral edge of the lesion and 46% were
located medial to the lesion. The average distance to the lesion edge was 0.79 £ 0.08 mm
(range: 0-2.36 mm, median: 0.71 mm) (Figure 11C). All posterior intracortical electrodes
were located medial to the lesion; 33%, however, were observed on the edge of the lesion
or in the lesion cavity. The mean distance to the lesion edge was 0.63 £ 0.11 mm (range:
0-2.17 mm, median: 0.38 mm), comparable to that of the anterior intracortical electrode
(p > 0.05).

In the MRI cohort, 41% of the anterior intracortical electrodes were located anterior to
the rostral edge of the lesion and 59% were located medial to the lesion. The distance to the
lesion edge was greater in the MRI (1.038 £ 0.10 mm, range: 0-2.3 mm, median: 1.03 mm)
than in the EEG cohort (p < 0.05). All posterior intracortical electrodes (100%) were located
medial to the lesion. Unlike in the EEG cohort, none of the tips was at the lesion edge or in
the cavity. The distance of the posterior electrode tip to the lesion edge (0.79 £ 0.15 mm,
range: 0-2.7 mm, median: 0.54 mm) was comparable to that of the anterior intracortical
electrode (p > 0.05) (Figure 11D) or the posterior intracortical electrode in the EEG cohort
(p > 0.05).

In both cohorts, we were unable to verify the hypothesis that the greater the lesion,
the closer the tip of the anterior intracortical electrode to the lesion edge as there was
no correlation between lesion size and the distance of the anterior intracortical electrode
from the lesion edge (EEG cohort: R = —0.237; p > 0.05; MRI cohort: R = —0.288; p > 0.05)
(Figure 9E,F). In the case of posterior cortical electrodes, however, the larger the lesion,
the closer the tip to the lesion edge (EEG cohort: R = —0.712; p < 0.0001, MRI cohort:
R = —0.411; p < 0.05) (Figure 9E,F).
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Table 3. Cytoarchitectonic distribution of the TBI-induced cortical lesion in the EEG and MRI cohorts.

EEG Cohort MRI Cohort
2
Cortical Area (1\: :: (im;;gl:q) Min-Max % of Rats (Mea:I;:aSEM) Min-Max % of Rats
DLEnt 0.27 £ 0.01 0.27-0.27 5(2/43) 0(0/30)
PRh 0.44 +0.11 0.01-1.35 44 (19/43) 0.79 £ 0.16 0.10-1.61 37 (11/30)
Ect 1.47 +£0.20 0.01-3.82 77 (33/43) 1.77 +0.33 0.08-5.11 70 (21/30)
DI 0(0/43) 0.18 0.18-0.18 3(1/30)
GI 0(0/43) 0.12 + 0.05 0.03-0.24 13 (4/30) #
TeA 2.35+0.17 0.01-3.92 91 (39/43) 2.33 +0.26 0.01-3.92 87 (26/30)
AuV 0.91 + 0.09 0.01-2.45 93 (40/43) 1.22 +0.15 0.02-2.62 90 (27/30)
Aul 3.77 +0.20 0.86-5.78 100 (43/43) 432 +0.30* 0.66-5.86 100 (30/30)
AuD 2.31 4+ 0.06 0.58-2.61 100 (43/43) 2.32 +0.09 1.04-2.61 100 (30/30)
S1ULp 0.75 + 0.09 0.03-1.98 93 (40/43) 1.14 +£0.12* 0.13-2.52 80 (24/30)
S1 1.16 £ 0.03 0.49-1.23 98 (42/43) 1.09 + 0.05 0.02-1.23 97 (29/30)
S1BF 3.79 + 0.36 0.56-10.44 98 (42/43) 3.42 +0.41 0.16-8.68 93 (28/30)
S1DZ 0.19 4+ 0.06 0.02-0.3 9(4/43) 0.01 0.01-0.01 3(1/30)
PtPR 0.61 4+ 0.03 0.06-0.75 95 (41/43) 0.61 + 0.04 0.01-0.75 97 (29/30)
PtPD 0.47 4+ 0.05 0.01-0.97 86 (37/43) 0.47 £+ 0.05 0.01-0.96 83 (25/30)
V2L 4.62 +0.27 0.02-6.28 100 (43/43) 4.60 £ 0.32 0.87-6.48 100 (30/30)
V1B 212 +0.23 0.02—-4.59 81 (35/43) 2.19 £+ 0.30 0.15-4.81 80 (24/30)
Vi1 0.73 £ 0.16 0-2.13 56 (24/43) 0.37 £ 0.09 0.05-1.21 60 (18/30)
ViM 142 +£0.26 0.01-3.98 47 (20/43) 1.32 £0.28 0.12-3.54 53 (16/30)
V2ML 0.68 + 0.29 0.03-2.7 21(9/43) 0.24 +£0.14 0.01-0.76 17 (5/30)
V2MM 0.76 + 0.50 0.04-2.26 9 (4/43) 0.28 £ 0.15 0.02-1.01 20 (6/30)
MPtA 0.04 + 0.02 0.02-0.06 5(2/43) 0(0/30)
LPtA 0.83 +0.22 0.06-1.62 16 (7/43) 0.04 +0.03 0.01-0.09 10 (3/30)
S1Tr 0.54 + 0.27 0.2-1.09 7 (3/43) 0(0/30)
S1Sh 0.01-0.01 2 (1/43) 0(0/30)
SIFL 0.12-0.12 2(1/43) 0(0/30)
S2 0.56 + 0.07 0.04-2.10 95 (41/43) 1.07 £0.17 * 0.38-3.09 80 (24/30) *
RSD 1.09 £+ 0.91 0.17-2.0 5(2/43) 0.20 £ 0.08 0.02-0.42 13 (4/30)
RSGce 0.37-0.37 2(1/43) 0(0/30)
Sum of S1 4.89 +0.41 0.00-12.09 (43/43) 5.16 £ 0.55 0.00-11.55 (30/30)
Total S 543 + 0.44 0.00-13.22 (43/43) 6.01 £ 0.65 0.00-12.59 (30/30)
Sum of V1 2.80 + 0.46 0.00-10.20 (43/43) 2.68 + 0.49 0.00-9.12 (30/30)
Sum of V2 4.84 +0.31 0.02-10.76 (43/43) 4.69 +0.34 0.87-7.71 (30/30)
Total V 7.63 +0.72 0.02-20.95 (43/43) 7.37 +0.78 0.87-15.82 (30/30)
Total Au 6.93 4+ 0.34 1.44-10.84 (43/43) 7.73 +0.51 1.86-11.08 (30/30)
Total Area 2533 + 1.74 1.72-52.88 (43/43) 25.69 +2.32 5.66-47.61 (30/30)

Abbreviations: Aul, primary auditory cortex; AuD, secondary auditory cortex, dorsal area; AuV, secondary
auditory cortex, ventral area; DLEnt, dorsolateral entorhinal cortex; DI, dysgranular insular cortex; Ect, ectorhinal
cortex; GI, granular insular cortex; LPtA, lateral parietal association cortex; MPtA, medial parietal association
cortex; PRh, perirhinal cortex; PtPD, parietal cortex, posterior area, dorsal part; PtPR, parietal cortex; RSD,
retrosplenial dysgranular cortex; RSGc, retrosplenial granular cortex, ¢ region; S1, primary somatosensory
cortex; S2, secondary somatosensory cortex; SIBF, primary somatosensory cortex, barrel field; S1IDZ, primary
somatosensory cortex, dysgranular zone; S1FL, primary somatosensory cortex, forelimb region; S1Sh, primary
somatosensory cortex, shoulder region; S1Tr, primary somatosensory cortex, trunk region; SIULp, primary
somatosensory cortex, upper lip region; TeA, temporal association cortex; V1, primary visual cortex; VIM,
primary visual cortex, monocular area; V1B, primary visual cortex, binocular area; V2L, secondary visual cortex,
lateral area; V2ML secondary visual cortex, mediolateral area; V2MM, secondary visual cortex, mediomedial area.
Area is shown as a mean =+ standard error of the mean (SEM). Animal numbers are in parenthesis. Statistical
significances: *, p < 0.05 as compared to the area in the EEG cohort (Mann-Whitney U); # p <0.05 as compared to

the percentage of rats in the EEG cohort (X? test).

5. Discussion

To address the challenges related to chronic implantation of electrodes in brain-
damaged rats, our objective was to develop methodologies to maximize the accuracy
of chronic recording-electrode placements using preimplantation structural MRI. In the
material available, we also assessed the effect of chronic electrode implantations on TBI-
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induced brain atrophy. Our data revealed that (1) animal-dependent progression of the
cortical lesion after TBI compromises the placement accuracy of depth electrodes implanted
at later time-points when only atlas-based coordinates are used; (2) MRI-guided adjustment
of atlas-based coordinates increases the placement accuracy of intracerebral electrodes
at the chronic post-TBI phase, particularly in the perilesional cortex; and (3) chronically
implanted electrodes do not increase cortical and/or hippocampal atrophy.

5.1. Electrode Implantation Immediately after TBI Resulted in Good Location Accuracy of
Intracerebral Electrode Tips Rostrally, but Was Less Accurate Caudally

In the EEG cohort, we implanted two bipolar intracortical and one bipolar hippocam-
pal electrode ipsilateral to the lesion immediately after TBI to monitor the acute post-TBI
electrophysiologic events and followed up the evolution of epileptiform activities over
the following 7 months [36,37]. We assumed that the deformation and atrophy of the
brain were not compromising the electrode placement accuracy at this early postinjury
time-point, and thus we could rely on the rat brain atlas designed for the normal brain
in defining the AP and DV coordinates for electrode placements. The fixed atlas-based
cortical and hippocampal AP coordinates were chosen based on our previous observations
that the cortical lesion progresses laterally and caudally [32]. In particular, it is critical to
position the electrode tip in the anticipated epileptogenic area in the perilesional cortex,
but avoid the lesion cavity [13].

Despite the unpredictable caudal progression of the cortical lesion, 83% of the anterior
and 40% of the posterior cortical electrodes were within the cortex, and there was no differ-
ence in the overall DV distribution of the electrode tips between sham-operated controls
and TBI rats. In 10% of the animals, however, the electrode tip of the posterior cortical elec-
trodes had entered the lesion cavity when assessed at 7 months after implantation. This was
particularly evident in cases with a large lesion size, which associated with robust cortical
thinning. Also, 10% of the posterior cortical electrodes had entered the hippocampus, and
consequently, recorded hippocampal EEG instead of cortical EEG. Progression of cortical
lesions in the lateral FPI model is known to be variable and unpredictable [7,21,32,38]. It is
possible that the progressive cortical atrophy “melting” of the brain around the electrode
tips may have caused many of the electrode tips to end in the lesion cavity or subcortical
areas, including the angular bundle and hippocampus. Even in the presence of an acute
preimplantation MRI of the rats included in the EEG cohort, it was difficult to estimate the
correct location for the intracerebral cortical electrodes 7 months later.

Although we were quite successful in implanting the electrode tips in the cortical
tissue, both the anterior and posterior electrodes tended to locate slightly more anterior
than planned. The anterior deviation from the target was typically less than 1 mm, however,
and the mediolateral deviation was even smaller. We assume that the use of the Sprague
Dawley strain in the present experiments instead of Wistar rats, which were used in the
atlas preparation, and also mild human errors in reading bregma, could have affected the
accuracy of the electrode placements. It is also important to note that depending on the
skull size, the location of the 5 mm-diameter craniotomy slightly varied, which could also
affect electrode insertion.

The target of the lower hippocampal electrode tip was at the hilus of the dentate gyrus.
Consequently, the upper tip was expected to be in the CA1 subfield. As such, we aimed to
have at least one electrode tip recording hippocampal epileptiform activity. Although in
previous studies we noticed the development of hippocampal atrophy and deformations
over months postinjury, we had no quantitative data to estimate the adjustments needed
to fix the atlas-guided electrode tip coordinates. Somewhat disappointingly, at 7 months
after the electrode implantation in the EEG cohort, the electrode tip was outside the dentate
gyrus in half of the cases. In the remaining cases, the electrode tips were mainly in the
CA3c subfield of the hippocampus proper. Only 7% of the electrodes were outside the
hippocampus and not recording. In two cases, the electrodes were recording in the thalamus.
We assume that postimpact subdural hematoma and/or edema affected the reading of the
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pial surface, which is used to calculate the DV coordinate, leading to mild misplacement
of the hippocampal electrode in the TBI rats, particularly as the CA3c misplacement was
observed in 1 sham rat only. Moreover, the implantation was technically challenging, as
the AP coordinate of the hippocampal electrode was very close to the rostromedial edge
of the craniotomy, leading in some cases to more rostral electrode repositioning of the AP
coordinate planned during the surgery.

Taken together, our data show that the location of intracortical electrodes implanted
immediately after TBI in the lateral FPI model, particularly to the posterior parts of the
brain, can be compromised by unpredictable caudolateral progression of the cortical lesion
and cortical thinning, leading to electrode misplacement affecting the EEG recordings.
The hippocampal electrode placements immediately after TBI for chronic EEG follow-
up are generally more stable and less affected by post-TBI hippocampal morphologic
transformations; even the acute cortical swelling and subdural hematoma can affect DV
electrode placement. As 30% of the 297 intracortical or hippocampal electrodes were
recording outside the target tissue (cortex or hippocampus/dentate gyrus), verification of
the electrode tip locations is needed for accurate interpretation of chronic EEG recordings
even when the electrode implantations are performed in the early postinjury time period.

5.2. Preimplantation Structural MRI Improved the Accuracy of Electrode Implantations at
5 Months Postinjury

The interim review of MRIs imaged during the 5-month follow-up of animals in the
MRI cohort confirmed our previous observations of the progression of cortical lesion in
injured rats and raised concerns about the accuracy of electrode placements for the 1-month
24 h/7-day high-density video-EEG recordings, which was critical for the epilepsy pheno-
typing in our animal cohorts. It is generally recognized that proper electrode placement
is a basis for accurate EEG data interpretation. To maximize the success rate of electrode
implantations, we used images of coronal in vivo MR T2-wt slices obtained at 5 months
post-TBI to generate rat-specific AP, ML, and DV coordinates for the anterior and posterior
cortical electrodes, as well as the hippocampal electrodes. The aim was to place the cortical
electrodes in the perilesional cortex within 500 um of the lesion cavity, similar to that in the
EEG cohort. Moreover, we wanted to get the DV coordinate of the ventral electrode tip to
layer V of the sometimes very atrophied cortex. As in the EEG cohort, the hippocampal
electrode tip was targeted to the dentate gyrus.

Analysis of histological sections prepared from the same rats approximately 1 month
after the MR, i.e., right after finishing the 1-month video-EEG monitoring, revealed a
rostral shift of both the cortical and hippocampal electrodes relative to the MRI-guided
coordinate. These data suggest that cortical atrophy, retracting the brain backwards may
have contributed to the anterior shift and low accuracy of the cortical electrodes, particu-
larly the posterior cortical electrode, in injured animals [7,17,39]. In case of hippocampal
electrodes, the anterior shift was clearer in TBI rats than in sham animals, similar to the EEG
cohort. Even though deviation of the hippocampal electrodes from the planned position
can also relate to hippocampal atrophy, changes in its septotemporal orientation, rotation,
and medial shift toward midline can contribute to electrode misplacements [23].

Generally, despite the unexpected divergence between the MRI-defined and histo-
logically verified “true” coordinates, our data demonstrate that the MR images were
useful when targeting the perilesional cortex for EEG recordings during the chronic phase
post-TBIL. Our “simulation” revealed that most (60%) of the MRI-guided posterior corti-
cal electrode placements were in the cortex compared with 42% of the posterior cortical
electrode placements when only the atlas-based coordinate was used. Moreover, with
MRI-guided implantation, we were able to avoid the cortical lesion cavity. Additionally,
the effect of cortical thinning on the DV location of the posterior electrode was mitigated,
as the percentage of electrodes in the cortex was comparable between sham and TBI rats.
Moreover, there was a 40% increase in cases with a cortical electrode location and a 14%
increase in reaching the target layer V compared with the EEG cohort. We also demon-
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strated that despite the inaccuracy in adjusting the hippocampal AP coordinate when using
MRI guidance, 36% of the hippocampal electrodes were recording in the dentate gyrus in
the MRI cohort compared with 49% in the EEG cohort. This finding suggests that a 3D
change in hippocampal orientation, which was less evident in the 2D MR images used in
this study, compromised the estimation of the hippocampal AP coordinate. The 2D images
were effective for determining the DV hippocampal target as the overall DV distribution of
the electrode tip in the dentate gyrus was the same between sham and TBI rats.

One question is: Would presurgery MRIs help to improve the interpretation of post-
surgery MRIs and the accuracy of electrode placements? In addition to the cost, it is
important to note that unlike MRI, the histology-based rat brain atlas offers a benefit of
using skull landmarks for calculation of coordinates for electrode positioning, that is, using
the bregma as a reference point. Histological sections also give a higher spatial resolution
and possibility to also assess the laminar placement of electrode tips.

Taken together, MR images were useful in targeting the AP and DV locations of perile-
sional intracortical electrodes in the chronic post-TBI phase. For hippocampal electrode
implantations, the MR images were not as useful in targeting the AP location, but im-
proved the precision of targeting the DV electrode tip into the dentate gyrus. To increase
the accuracy of estimating the AP coordinate for intracerebral electrode implantation at
the chronic post-TBI phase, we suggest using a 3D reconstruction of the brain to fully
understand the effect of the ipsilateral cortical and hippocampal atrophy and orientation
affecting the electrode placements. We propose the following MRI protocol for estimating
the adjustments needed for atlas-based coordinates to successfully and accurately implant
electrodes in the chronic post-TBI phase (see also Supplementary Figure S1):

1. Acquire T2-weighted MRI and 3D MGRE datasets.

2. Select the coronal T2-weighted and/or MGRE images containing the target region of
the intracerebral electrode (e.g., perilesional cortex or hippocampus).

3. In each MGRE image selected in step 2, calculate the ML distance of the intended
electrode tip location (e.g., perilesional cortex). Select the sagittal MGRE image at
that ML coordinate. In MGRE sagittal images, calculate the DV distance (from the
brain surface) to which the tip of the electrode will be targeted, and select the MGRE
horizontal images at that depth.

4. Inthe sagittal and horizontal images selected in step 3, estimate the cortical AP (in the
sagittal plane) and ML (in the horizontal plane) distances (shrinkage) for a given rat
as described in this study, using available 3D slice viewer and analysis software

5.  Determine the ratio of the AP distance based on the atlas coordinates/AP distance
measured in the sagittal slice in a given rat (estimated in step 4).

6.  To determine the final MRI AP coordinate, align the selected coronal images (step
2) with the atlas. Multiply the atlas AP coordinate at this location with the ratio
determined in step 5.

7. To determine the final MRI ML location, repeat steps 5 and 6 in the horizontal plane.

5.3. Chronic Intracerebral Electrode Implantation Did Not Affect the Cortical Lesion Area or
Cortical and Hippocampal Atrophy over the 7-Month Follow-Up

Chronic electrode implantation has been proposed to add tissue damage due to blood—
brain barrier damage and chronic inflammation in the electrode path [40]. Therefore, we
expected to see more cortical atrophy in the EEG than the MRI cohort. The cortical lesion
areas were comparable in the EEG and MRI cohorts. Also, the percentage of the lesion area
in cytoarchitectonic areas targeted by the electrode tips did not differ between the EEG
cohort and MRI cohort. Taken together, the progression of the cortical lesion in the EEG
cohort was not augmented by the chronically implanted electrodes.

We recently demonstrated that the hippocampus undergoes a series of post-TBI mor-
phologic transformations, including atrophy and orientation changes due to neurode-
generation, white-matter atrophy, and expanding ventricles [23]. The present analysis
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revealed a caudal shift of the hippocampus. Apparently, the expanding ventricles pushed
the hippocampus backward and toward the midline.

6. Conclusions

Our study demonstrates the benefit of using MR images for adjusting atlas-based
coordinates to improve the accuracy in chronic intracerebral electrode placements into
atrophied and distorted brain areas, which is critical, e.g., for a high-quality recording of
various epileptiform activities in candidate epileptogenic regions after TBI. Future studies
should consider using T2-wt MRI slices much thinner than 800 um or 3D spatial encoding
with close to isotropic resolution to allow for accurate visualization in coronal, sagittal,
and horizontal planes to enhance the accuracy of MRI-guided electrode implantations.
Importantly, comparison of the cortical lesion area and cytoarchitectonic distribution
between cohorts with 7-month- or 1-month-long electrode implantations did not reveal any
worsening of brain atrophy by the chronic electrode implantation.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/biomedicines10092295/s1. Supplementary Table S1. The distri-
bution of the dorsoventral location of the lower tip of the anterior and posterior intracortical electrodes
in sham-operated and TBI rats. Supplementary Table S2. Location of the “virtual electrode”. Sum-
mary of the locations of the anterior and posterior intracortical, and hippocampal electrodes in the
MRI cohort, if implanted according to the atlas-based coordinates. Supplementary Figure S1. A
schematic presentation of the MRI protocol for estimating the adjustments needed for atlas-based
coordinates (See discussion for further details).
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Abstract: Pericytes are a component of the blood-brain barrier (BBB) neurovascular unit, in which
they play a crucial role in BBB integrity and are also implicated in neuroinflammation. The association
between pericytes, BBB dysfunction, and the pathophysiology of epilepsy has been investigated,
and links between epilepsy and pericytes have been identified. Here, we review current knowledge
about the role of pericytes in epilepsy. Clinical evidence has shown an accumulation of pericytes
with altered morphology in the cerebral vascular territories of patients with intractable epilepsy.
In vitro, proinflammatory cytokines, including IL-13, TNF«, and IL-6, cause morphological changes
in human-derived pericytes, where IL-6 leads to cell damage. Experimental studies using epileptic
animal models have shown that cerebrovascular pericytes undergo redistribution and remodeling,
potentially contributing to BBB permeability. These series of pericyte-related modifications are
promoted by proinflammatory cytokines, of which the most pronounced alterations are caused by
IL-1B, a cytokine involved in the pathogenesis of epilepsy. Furthermore, the pericyte-glial scarring
process in leaky capillaries was detected in the hippocampus during seizure progression. In addition,
pericytes respond more sensitively to proinflammatory cytokines than microglia and can also activate
microglia. Thus, pericytes may function as sensors of the inflammatory response. Finally, both
in vitro and in vivo studies have highlighted the potential of pericytes as a therapeutic target for
seizure disorders.

Keywords: pericytes; mural cells; cytokine; blood-brain barrier; neuroinflammation

1. Introduction

Accumulating evidence has demonstrated that the pathogenesis of epilepsy is linked
to neuroinflammation and cerebrovascular dysfunction [1-6]. Traditionally, microglia
had been considered to be responsible for the cytokine-centered immune response in the
central nervous system (CNS); however, brain pericytes can respond to inflammatory
signals, such as circulating cytokines, and convey this information to surrounding cells
through chemokine and cytokine secretions [7-10]. Recent studies have demonstrated that
pericytes may act as sensors for the inflammatory response in the CNS, as pericytes react
intensely to proinflammatory cytokines when compared to other cell types (e.g., microglia)
that constitute the CNS and factor-induced reactive pericytes can also activate microglia
in vitro [9,11-13].

Pericytes provide physical support to the blood-brain barrier (BBB) and play an
integral role in CNS homeostasis and BBB function [14]. Pericyte degeneration and/or
dysfunction contribute to the loss of BBB integrity, which is an early hallmark of several
neurodegenerative and inflammatory conditions [8,15,16]. Another notable feature of
pericytes is their ability to regulate the migration of leukocytes across the brain microvas-
cular endothelial cell (BMVEC) barrier, which secretes key molecules that support the
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BBB barrier [17,18]. Recent research on the pathogenesis of epilepsy has begun to eluci-
date the mechanisms mediating peripheral-to-CNS cell infiltration in human and mouse
models [19,20]. Pericytes may contribute to the mechanisms, while emerging research
is investigating the extent of peripheral immune cell involvement in the inflammatory
pathology of epilepsy.

The various functions of pericytes and their involvement in CNS diseases, including
ischemic stroke [21], spinal cord injury [22], brain injury [23], and multiple sclerosis [24],
has been reported.

The association between pericytes and epilepsy has attracted attention, while sev-
eral recent studies have illustrated the contributions of pericytes to the pathogenesis of
epilepsy [2,25-32]. These studies suggested that pericytes might participate in the patho-
genesis of epilepsy, consisting of neuroinflammation and BBB damage and the interaction
between peripheral and central immunity. Thus, evidence on the relationship between
pericytes and the pathogenesis of epilepsy is gradually accumulating. Therefore, this study
aimed to investigate the pathogenesis of epilepsy and pericytes because none of the re-
view articles focused on this, even though therapeutic targets for pericytes in neurological
disorders were investigated [17,33,34].

This review (1) explores the current literature regarding the role of pericytes in the
pathogenesis of epilepsy and (2) highlights novel directions for research on therapeutic
interventions for epilepsy that target pericytes. Given the paucity of knowledge on pericyte
function in seizures and epilepsy-related pathologies, further studies are warranted to
investigate pericytes as a potential therapeutic target for epilepsy treatment.

2. What Are Pericytes?

Pericytes were first described by the French scientist Charles-Marie Benjamin Rouget
and were originally called Rouget cells in 1873 [35]. Later, this population was rediscovered
by Zimmermann as a cell that shows a specific morphology around microvessels, and
became widely known as a “pericyte” [36]. Pericytes are mural cells that are implanted in
the basal membrane surrounding endothelial cells in capillaries and small vessels, includ-
ing precapillary arterioles and postcapillary venules. Although the origin of all pericytes
has not been clarified, blood vessels in the CNS are predominantly covered by neural
crest cell-derived pericytes, while mesoderm-derived pericytes mainly contribute to blood
vessel coverage in the trunk [37]. In the brain, pericytes constitute a vital component
of the BBB/neurovascular unit (NVU) and cover the BMVECs lining the capillaries on
the parenchymal side, where there are astrocytic end feet that enclose cerebral vessels,
perivascular microglia/macrophages, and neurons [17,38,39]. Pericytes form a crucial
component of the brain microvasculature and play an integral role in CNS homeostasis and
BBB function [14] in normal physiological (Figure 1) and pathological conditions (Figure 2).
A potential mechanism of pericyte action is the regulation of signaling through platelet-
derived growth factor receptor beta (PDGFRf3), which is commonly used as a marker of
pericytes and regulates pericyte survival, proliferation, and migration signals [40]. In the
CNS, platelet-derived growth factor-beta subunit (PDGF-BB) is released by endothelial cells
and binds to PDGFR{ at the cell surface of pericytes to promote pericyte vascularization
within the BBB [41]. The PDGFR signaling pathway is involved in pericyte survival and
subsequent development as well as the function of the BBB during adulthood and senes-
cence, as demonstrated by experiments in pericyte-deficient mice [17,38]. In addition to its
role as a marker of CNS pericytes, PDGFR is expressed in oligodendrocyte precursor cell
(OPC)/neuron-glial antigen 2 (NG2) parenchymal glial cells [2,25,42]. Other markers for
pericytes exist (Table 1), but these remain inconclusive. Anatomical studies are required to
investigate the characteristics of pericytes that possess longitudinal processes along vessels
and contribute to BBB maintenance [15]. Pericytes in the brain are highly heterogeneous
and have different morphologies as well as functions depending on their location in the
vasculature [10]. Further, transgenic mice generated to study pericyte function may yield
information on other cell types [43]. Therefore, “peripheral blood-specific” markers must
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be used with caution [44]. Although there is no scientific consensus on what constitutes
true pericytes [45], the current review focuses on studies using definitive pericyte-related
markers and anatomy.

CNS parenchyma
1. BBB maintenance 2. Neuronal protection |
PDGFRB, ANGPT-1, PAI-1 NGF, BDNF, pleiotrophin "‘
PDGFRB \
Neuron

PDGFBB Pericytes

-
Endothelial cell SR .
. e/ Capillary lumen

Leu;ocytes . Red blood cel

3. Angiogenesis 4. Olsz differentiation
ANGPT-1, erythropoietin = Lama2

Figure 1. Regulatory functions of pericytes. In the central nervous system (CNS), platelet-derived
growth factor-beta subunit (PDGF-BB) is released by endothelial cells and binds to PDGFRf at the
cell surface of pericytes to promote pericyte vascularization within the blood-brain barrier (BBB).
Secretion of angiopoietin-1 (ANGPT-1) and plasminogen activator inhibitor type 1 (PAI-1) from
pericytes promotes the development of vascular endothelial cells and contributes to the maintenance
of the BBB (1). Pericytes maintain neuronal health by secreting factors such as nerve growth factor
(NGF), brain-derived nerve growth factor (BDNF), and pleiotrophin (2). Pericytes are involved in
angiogenesis by secreting ANGPT-1 and erythropoietin (3) and produce a factor (Lama2) that facilitates
the differentiation of oligodendrocyte progenitor cells (OPCs) into mature oligodendrocytes (4).

CNS parenchyma
—

1. Microglial activation 2. Recruitment of Leukocytes
IL-6 Chemokine

Infiltration of

leukocytes
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- — = - -
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Figure 2. In pathological conditions, pericytes generate various inflammatory factors. Pericytes
secrete IL-6 that can polarize parenchymal microglia to a proinflammatory phenotype to activate
microglia (1). The secretion of chemokines (CCL2, CXCL1, CXCL8, and CXCL10) by pericytes recruits
leukocytes to the CNS parenchyma via the upregulation of ICAM-1 and VCAM-1 adhesion molecules
on the endothelium (2). MMP-9 secretion stimulates the production and secretion of vascular
endothelial growth factor (VEGEF), resulting in endothelial dysfunction (3). Secretion of reactive
oxygen species/reactive nitrogen species (ROS/RNS), nitric oxide (NO), and prostaglandins (PGE2)
by pericytes lead to vasodilation and breaching of the blood-brain barrier. Pericytes themselves are
morphologically altered by inflammatory mediators (4).
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Table 1. Common markers used to identify pericytes in the central nervous system of mice that also label other cell types.

Marker Cells Labeled Main Function Reference(s)
PDGFRf ; . Lo )
(platelet-derived growth factor receptor beta) Fibroblasts, SMCs, pericytes Tyrosine kinase receptor [14,41]
NG2 . ,
(CSPG4; chondroitin sulfate proteoglycan 4) OPCs, NSCs, SMCs, pericytes Cell-membrane proteoglycan [46]
(amin oge]%li?’d ase N) Fibroblasts, SMCs, pericytes Cell-membrane aminopeptidase [14]
(actin, a0 rti?ii\n/lo oth muscle) SMCs, myofibroblasts, pericytes Cytoskeletal protein [14]
Desmin SMCs, pericytes Intermediate filament [14]
Rgs5 . .
(regulator of G p%otein signaling 5) SMCs, pericytes Regulator of G protein [47]
CD146 . . y
(cell surface glycoprotein MUC18) SMCs, pericytes Membrane proteins [48]
SUR2 . .
(sulfonylurea receptor 2) SMCs, pericytes Potassium-channel [47,49]
(K+ channel p (Esi;{f’(')lrmi ng subunit) SMCs, fibroblasts, pericytes Potassium-channel [47,49]
NeuroTrace 500/525 .
(fluorescent Nissl dye/FluoroNissl Green) Pericytes - (501
Vitronectin SMCs, Pericytes Complement-binding protein [49,51]

Note: NSCs, neural stem cells; OPCs, oligodendrocyte progenitor cells; SMCs, smooth muscle cells.

3. Pericytes and Neuroinflammation

Evidence accumulated from experimental models and human samples implicates im-
munological processes in the pathogenesis of epilepsy [1,4]. The involvement of pericytes
in the CNS immune responses has attracted significant attention. Pericytes present hetero-
geneous signals to the surrounding cells and actively modulate inflammatory responses in
a tissue- and context-dependent manner. The expression of various pattern-recognition
receptors (PRRs), including toll-like receptors (TLRs) and nucleotide-binding and oligomer-
ization domain (NOD)-like receptor families, has been detected in brain pericytes [52].
Given the abundance of surface receptors, pericytes can respond to inflammatory medi-
ators, such as monocyte chemoattractant protein-1 (MCP-1/CCL2) and tumor necrosis
factor (TNF)-«, which in turn induce the secretion of CCL2, nitric oxide (NO), and several
cytokines [7-9,53]. Pericytes act as promoters of both the innate and adaptive immune
system [43]. In the CNS, microglia are a hallmark of the immune response, which produce
cytokines such as interleukin (IL)-13, TNF-«, IL-6, and various other chemokines [54],
and related effector pathways, including cyclooxygenase-2 (COX-2)/prostaglandin (PGE2)
and complement factors [55]. The rapid activation of microglia impairs neuronal function
by inducing inflammatory mediators, such as NO, reactive oxygen species (ROS), and
proinflammatory cytokines [56,57].

Pericytes have been shown to be more sensitive to proinflaimmatory cytokines com-
pared to other cells in the NVU [9,11-13]. Specifically, cytokine and chemokine release
profiles from brain pericytes in response to TNF-« are distinct to those of other cell types
comprising the NVU, and TNF-a-stimulated pericytes release macrophage inflammatory
protein (MIP)-1cx and IL-6. Among BBB cells, pericytes stimulated with TNF-« induced
the highest levels of iNOS and IL-1 mRNA expression, which indicates the activation
of BV-2 microglia [9]. The mechanism underlying TNF-a-induced IL-6 release involves
the inhibitor kappa B (IkB)-nuclear factor kappa-light-chain-enhancer of activated B cells
(NFkB) and the Janus family of tyrosine kinase (JAK)-signal transducer and activator of
transcription (STAT) 3 pathways [13]. NF«B plays a key role in inflammation, immune,
and stress-related responses, as well as in the regulation of cell survival and in the growth
of neural processes in developing peripheral and central neurons [58]. These findings
indicate that the activated brain pericytes trigger the development of uncoordinated NVU
function, including glial activation, and may act as sensors at the BBB in TNF-a-mediated
brain inflammation.

194



Biomedicines 2021, 9, 759

Pericytes also release anti-inflammatory factors, highlighting their involvement in
regeneration and protection [7,59,60]. Pericytes respond to lipopolysaccharide (LPS), se-
crete anti-inflammatory cytokines such as IL-10 and IL-13 [61], and produce neurotrophins
such as nerve growth factor (NGF) and brain-derived neurotrophic factor (BDNF), which
regulate neuronal development [42,62]. Pericytes upregulate neurotrophin-3 production
in response to hypoxia, resulting in increased NGF production in astrocytes, thereby
protecting neurons from hypoxia-induced apoptosis [62]. These actions highlight the
neuroprotective functions of pericytes under pathological conditions.

4. Pericytes and Epilepsy
Table 2 summarizes the research on pericytes and epilepsy.

Table 2. Research and key findings on pericytes and epilepsy.

No. Patients/Model Species Key Findings Reference

° Degeneration of pericytes (aggregates of
cellular debris within the basement
membrane) with the morphological changes
in pericyte-basement membrane unit [63]
thickness and pericyte cytoplasmic density )
were observed in the spiking area of
microvessels in an electron microscopy study
of brain tissue

1 Intractable complex partial seizures Humans

. PDGFRB+ cells are distributed around the
TLE with HS Humans cerebrovasculature and are present in the
brain parenchyma of human TLE specimens

. Constitutive cerebrovascular NG2DsRed

2 pericyte coverage is impaired in response to 2]
SE in vivo or seizure-like events in vitro
. . Redistribution of parenchymal and vascular
NGZDsRed or C57BL( 6] mice Mice PDGFR{+ cell: urs in vitro and in viv,
(intraperitoneal KA injections) P+ cells occurs o o

. Vascular and parenchymal PDGFR+ cells
partially co-localize with NG2DsRed and
NG2, but not with IBA-1 (indicators
of microglia)

. FCD and TLE-HS display the highest
PDGFRf immunoreactivity at the
microvasculature identifying pericytes

. Cryptogenic epilepsy patients also showed a

FCD, TLE Withqut HS, Humans similar immune response pattern, although to
cryptogenic epilepsy a lesser extent than that in FCD

. The amount of perivascular PDGFRp

immunoreactivity was found to be associated
3 With increased hippocampal angiogenesis in [25]

tissues from patients with TLE-HS

. Pericyte-vascular dysplasia was detected in

Neurovascular dysplasia rat model hippocampi corresponding to
(Sprague-Dawley rats with pre-natal Mice neuronal heterotopias
exposure to methyl-axozy methanoic e  Severe SE was associated with a
acid), pilocarpine region-specific increase in
PI%GFRB immunoreactivity

. Chronic IFN-y treatment blocks signaling
4 TLE Humans through PDGFR by enhancing agonist [26]
PDGF%BB

. TGFp1 decreased pericyte proliferation and
decreased phagocytosis
. TGFp1 also upregulates the expression of
human IL-6, MMP-2, and NOX4, which disrupt the [27]
function of the BBB, and these responses to
TGFp1 may not be therapeutic for the
neurovascular system

Drug-resistant TLE
(microarray analysis)
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Table 2. Cont.

No. Patients/Model Species Key Findings Reference

. NG2 mural cells are added and removed from
veins, arterioles, and capillaries after
status epilepticus

° Loss of NG2 mural cells is proportional to

Mice seizure severity and vascular pathology (e.g., [28]

rigidity, perfusion, and permeability)

. Treatment with PDGF-BB reduced NG2 mural
cell loss, vascular pathology, and epileptiform
electroencephalogram activity

Dynamics of NG2 mural cells under SE
with systemic KA injection in mice

. Pericyte-microglia assemblies with
IBA1/HLA microglial cells outlining the
capillary wall were observed in TLE-HS and
TLE with or without HS, FCD Humans FCD-IIb specimens
. Proinflammatory cytokines such as IL-13
7 cause morphological changes and IL-6 causes [29]
cell damage in human-derived pericytes

NG2DsRed /C57BL6 (unilateral ° IL-1 elicited pericyte morphological changes
. . PP Mice i -mi i ing i
e pcampal KA o) andperite ol cstering i

. Multicellular scarring occurs at the outer
capillary wall in the hippocampus during
seizure progression

° PDGFR stromal cells and collagens IIT and

Mice 1V participate in the localized pericyte-glial [30]

scarring and capillary pathology in
hippocampal subregions

. PDGFRB is a proposed anti-inflammatory
entry point for chronic disease stages in vivo

8 NG2DsRed /C57BL6 (unilateral
intra-hippocampal KA injections)

. Pericytes regulate changes in vascular
diameter in response to neuronal activity

° Recurrent seizures are associated with

Transgenic mice (4-aminopyridine or Mice impaired neurovascular coupling and 31]
low-Mg?* conditions) increased BBB permeability in capillaries

. Recurrent seizures lead to depolarization of
pericytic mitochondria and subsequent
vasoconstriction

. PDGFRB levels were increased from 1 h to 4
days after CCI in the injured ipsilateral
hippocampus prior to increased expression of
Traumatic brain injury model markers of microglia and astrocytes; this
10 (C57BL/6] mice with CCI and Mice supports the postulatgd role of pericytes as [32]
pilocarpine injections) initiators of Fhe CNS_lmmune response
. Treatment with imatinib on postoperative
days 0—4 reduced seizure susceptibility,
demonstrating the usefulness of imatinib
in vitro

CCI, controlled cortical impact; FCD, focal cortical dysplasia, HS, hippocampal sclerosis; IP, intraperitoneal; KA, kainic acid; PDGF-BB,
platelet-derived growth factor-beta subunit; SE, status epilepticus; TBI, traumatic brain injury; TLE, temporal lobe epilepsy.

5. Blood-Brain Barrier Disruption in the Pathogenesis of Epilepsy

Experimental evidence of BBB impairment in the pathogenesis of epilepsy has been
demonstrated in patients and animal models [64—67], which is a hallmark of epilepsy. BBB
disruption can also directly induce seizure activity and exacerbate epileptogenesis; the
relationship between epilepsy and BBB breakdown is bidirectional [64,65].

BBB dysfunction and subsequent infiltration of serum albumin into the brain leads to
changes in epileptogenesis, including astrocyte changes, neuroinflammation, excitatory
synapse formation, and pathological plasticity [68,69]. These BBB alterations are not only
due to leakage, as demonstrated by Evans Blue staining [65]. There is involvement of vari-
ous inflammatory mediators as nondisruptive changes at the molecular level of pericytes
are also involved in the changes of the BBB; specifically, they secrete various mediators as
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follows: IL-13, TNF-a, IFN-y, matrix metalloproteinases (MMPs), ROS/reactive nitrogen
species (RNS), (NO), and prostaglandin E2 (PGE2). Pericyte-derived MMP-9 upregulation
in the cerebral microvasculature can cause endothelial dysfunction through degradation of
tight junctions and extracellular matrices, resulting in subsequent pericyte loss from the
microvasculature and BBB disruption [11,43]. Moreover, the secretion of ROS/RNS, NO,
and PGE2 lead to vasodilation and breaching of the BBB [9]. Epileptic seizures can cause
pericytes surrounding the blood vessels to rearrange [2] and morphologically alter, which
is facilitated by the inflammatory mediators [29,30]. These series of alterations are thought
to be linked to the pathogenesis of epilepsy, although further details are warranted.

6. Leukocyte Recruitment and Peripheral-to-Central Infiltration

Pericytes regulate the migration of leukocytes across the BMVEC barrier and secrete
key molecules that support the BBB [17,18]. Chemokines (CCL2, CXCL1, CXCLS8, and
CXCL10) secreted by pericytes in both basal and inflammatory states recruit peripheral
immune cells, including monocytes, B and T cells, and neutrophils, to the CNS parenchyma
via upregulation of intercellular adhesion molecule-1 (ICAM-1) and vascular cell adhe-
sion molecule-1 (VCAM-1) on the endothelium [7-9,70]. Although the human brain is
considered an immune-privileged area [68,71], this is not preserved during inflammatory
conditions. Analysis of brain parenchyma in patients with epilepsy showed that there
have been both positive [72,73] and negative [74] reports on the occurrence of infiltration of
peripheral leukocytes into the brain tissue. Recent experimental research demonstrated that
peripheral-to-CNS cell infiltration, particularly monocytes, occurs in the status epilepticus
(SE) model, without evidence of infections or immune disorders [20,75,76]. The possibility
of classifying peripheral monocytes and indigenous microglia, which have been considered
difficult to differentiate, has been increased using genetic engineering [75,77,78].

In chemokine receptor 2 (CCR2)-knockout mice, the CCL2 receptor, which blocks
peripheral monocyte invasion into the brain tissue, attenuated neuronal damage in SE mod-
els [75]. Analysis of the brain tissue from pediatric patients with drug-resistant epilepsy
(DRE) revealed that seizure frequency was correlated with the number of infiltrating pe-
ripherally activated CD3+ T cells and monocytes, but not microglia [19]. Current analysis
of pediatric patients with DRE also demonstrated a correlation between the number of
seizures and intracellular IL-1 levels in monocytes [79], while experimental data and
human research attributed seizure-induced neuronal death to the activation of resident mi-
croglia [78,80]. Whether the peripheral monocytes or the resident microglia are the primary
triggers of epilepsy, as well as the extent to which the infiltrated cells are significant, remains
to be determined; nevertheless, the combination of the roles of the pericytes in maintaining
the BBB integrity, producing inflammatory mediators, and recruiting leukocytes indicate
that the pericytes could be intimately involved in the pathogenesis of epilepsy.

7. Clinical Evidence Links Pericytes to Epilepsy

The disarray of the pericyte-basal lamina interface in patients with epilepsy was
first described in 1990 [63]. Evidence of pericyte degeneration with basement membrane
unit thickness and cytoplasmic density has also been reported in most of the spiking
area microvessels in human brain tissues of intractable complex partial seizures using an
electron microscope [63].

With the advent of PDGFR, though a nonspecific CNS pericyte marker, the immunos-
taining reports of the presence of PDGFRA+ cells have emerged in the brain specimens
of patients with intractable epilepsy in focal cortical dysplasia (FCD) and temporal lobe
seizures (TLE) [2,25,29]. In tissues from patients with refractory TLE and hippocampal scle-
rosis (HS), the presence of PDGFR+ cells associated with blood vessels and parenchyma
was observed, although findings were heterogenous [2]. Indeed, the highest perivascular
PDGFRf} immunoreactivity was detected in patients with TLE-HS, specifically in the mi-
crovasculature [2]. Tissue from patients with cryptogenic epilepsy has exhibited a similar
immune response pattern, although to a lesser extent than that of FCD. Increased perivascu-
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lar PDGFR3 immunoreactivity was associated with increased hippocampal vascularization
in the cells of patients with TLE-HS [25].

Another study of TLE and FCD specimens revealed robust PDGFRp-positive cell
pericyte immunoreactivity surrounding the blood vessels, particularly in TLE with HS
specimens, with aggregation of IBA1/HLA microglial cells and pericyte-microglia out-
lining the capillary wall [29]. The morphological changes in pericytes were induced by
proinflammatory cytokines, including IL-1f3, TNF«, and IL-6; in particular, IL-6 exposure
was drastically associated with apoptosis, suggesting pericyte damage [29].

Collectively, the accumulation of pericytes (PDGFRp-positive cells) in the cerebral
vascular regions was consistently observed in patients with refractory epilepsy [2,25,29].
The degree of accumulation correlates to some extent with the clinical picture [25,29], and
morphological changes of the pericytes might be due to proinflammatory cytokines [29].
In addition, the amount of angiogenesis, which is associated with epileptogenesis, was
related to the number of PDGFR-positive cells [25], suggesting a relationship between
PDGFR-positive cells and the pathogenesis of epilepsy.

8. Experimental Evidence Links Pericytes to Epilepsy

An in vivo study of NG2DsRed mice, which enabled the visualization of cerebrovas-
cular pericytes, revealed heterogeneous perivascular prominence of NG2DsRed cells with
PDGER expression in an SE model induced by intraperitoneal kainic acid (KA) [2]. These
heterogeneous perivascular patterns of PDGFR{+ cells are inconsistent with the afore-
mentioned human tissue findings [2,25,29], which have also been observed in a rat model
of neurovascular dysplasia SE, particularly in the hippocampus with a neurovascular
dysplasia SE rat model [25].

An in vitro and in vivo study by Milesi et al. demonstrated that the parenchymal and
vascular PDGFRp+ cells were redistributed, alongside partial colocalization of vascular
and parenchymal PDGFR+ cells with NG2DsRed and NG2, but not with IBA-1 [2]. These
findings, suggesting that the accumulation of pericytes and microglia is associated with
epileptic seizure events, have been documented in recent studies [29,30].

Klement et al. employed a model of TLE (associated with HS) in NG2DsRed mice
to assess the impact of seizure progression on capillary pericytes and surrounding glial
cells [29]. In vivo, SE mice presenting with spontaneous recurrent seizures (SRS) exhib-
ited disorganized NG2DsRed-positive pericyte somata in the hippocampus at 72 h and
1 week after SE (epileptogenesis) in the hippocampus. Pericyte modifications clustered
with IBA1-positive microglia, surrounding capillaries, and overlapped topographically
with pericytes lodged within microglial cells [29]. Residual microglial clustering was also
observed surrounding NG2DsRed pericytes in SRS, proinflammatory mediators, such
as IL-13, IL-6, TNF-«, and particularly IL-13; however, the in vitro study in humans re-
vealed that IL-6 induced these morphological changes of pericyte-microglia clustering in
NG2DsRed hippocampal slices [29]. In addition, Klement et al. also reported a pericyte-glia
perivascular scar with capillary leaks in the hippocampus during seizure activity. These
scars in the cornu ammonis region developed an abnormal distribution or accumulation
of extracellular matrix collagen III/IV as the seizure progressed [30]. In vitro experiments
induced by 4-aminopyridine and low-Mg?* conditions repeated seizures that cause vaso-
constriction associated with the depolarization of mitochondria in pericytes and gradual
neurovascular disconnection, suggesting that the pericyte damage causes vascular dys-
function in epilepsy [31]. The gradual progression of neurovascular decoupling during
recurrent seizures suggests that pericyte damage induces vascular dysfunction in epilepsy
(Figure 3) [31].
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Figure 3. Schematic representation of the events linking pericytes to epilepsy. Status epilepticus leads
to redistribution and remodeling of cerebrovascular pericytes, potentially contributing to blood-brain
barrier permeability [2,28,29]. A significant clustering of microglia/macrophages around pericytes
occurs one week after the attack, although pericyte proliferation is significantly increased as early as
72 h [29]. These series of pericyte-related modifications are promoted by proinflammatory cytokines,
including IL-13, TNFe, and IL-6. Alterations caused by IL-1(3, which is one of the cytokines most
deeply involved in the pathogenesis of epilepsy, were most pronounced. These pericyte-associated
modifications and pericyte-microglia clustering may be facilitated by IL-1f [29], and pericyte-glial
scarring with collagens III and IV process leaky capillaries during seizure progression [30]. Recurrent
seizures can lead to pericytic injury with neurovascular decoupling and BBB dysfunction at the
arterial and capillary levels. Moreover, capillary vasoconstriction is accompanied by a loss of
mitochondrial integrity in pericytes [81]. In vitro and in vivo studies have highlighted the potential
of pericytes as a therapeutic target for seizure disorders [28,30,32].

9. Prospects for Pericyte-Mediated Epilepsy Therapy

PDGFRp can regulate pericyte survival, proliferation, and migration signals and is
commonly used as a marker for pericytes [40]; PDGFRf suppression has been proposed as
a possible treatment for epilepsy [28,30,32].

As described above, a pericyte-glia perivascular scar with capillary leaks induced by
seizures and a high expression of PDGFRf transcript and protein levels were detected [30].
In the organotypic hippocampal cultures, PDGFR} reactivity surrounding capillaries is
also enhanced by electrographic activity and was reduced by PDGF-BB (a PDGFR agonist)
and PDGF inhibitor imatinib [30]. Furthermore, PDGF-BB can reduce mural cell loss,
vascular pathology, and epileptiform electroencephalography activity in a KA-induced SE
model [28]. Recently, traumatic brain injury (TBI) has been highlighted as a major factor in
epilepsy owing to certain intractable cases. The evaluation of the involvement of pericytes
in the pathogenesis of epilepsy was performed using a controlled cortical impact (CCI)
device. PDGFR{ levels were significantly increased following CCI in the injured ipsilateral
hippocampus; pilocarpine-induced seizures can be regulated by imatinib treatment in this
CCI model [32]. The efficacy of imatinib was also observed in vitro.

The findings from both in vitro and in vivo studies highlight the potential of pericytes
as a therapeutic target for seizure disorders, as indicated by the efficacy of PDGF-BB and
imatinib in blocking PDGFR[3. However, both PDGFR[3 and PDGF-BB are required for the
pericyte coating of the BBB in the developing CNS [38,41]. Under pathological conditions,
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mural cells in the immediate postacute phase (SE, ischemic stroke, and head trauma)
require support from the PDGFRf activation [28]; hence, the inflammatory involvement of
PDGEFRf may be relevant in long-term progression as well as in chronic stages.

When considering the pharmacological modulation of pericyte signaling pathways as
a means of attenuating disease progression and capillary pathology, the impact of pericyte
modulation in the epileptic brain must consider the activation state of the glial cells and
the disease stage (e.g., acute vs. chronic) [29]. Further, considering the distinct functions of
PDGEFR at different developmental stages, the timing of PDGFRf inhibition needs to be
carefully studied; moreover, avoiding imatinib in the acute phase of the disease may be
considered. It remains debatable whether the changes in pericytes and accumulation of
microglia associated with PDGFR expression in this series of studies should be suppressed.

Transforming growth factor-beta 1 (TGF(1) is a multifaceted cytokine in the brain
that plays a role in regulating cell proliferation, differentiation, survival, and scar for-
mation [82,83]. Since 1989, the possibility of PDGF-induced TGF-f signaling has been
suggested [84]; PDGFR-3 and TGF-f with PDGFR-$ might mediate the endothelial
cell /pericyte interaction to protect the BBB integrity [33]. The potential involvement
of TGF- in epileptogenesis has been recognized from an experimental model showing
TGF-f upregulation as part of the inflammatory response [85]. Microarray analysis of
TGEFp1-stimulated human brain pericytes isolated from intractable TLE demonstrated
inhibition of pericyte proliferation and phagocytosis by TGF1 [27]. However, TGFf31 also
enhanced the expression of IL-6, MMP-2, and NOX4, which can disrupt BBB functioning;
thus, these reactions caused by TGFf31 might not lead to the treatment of the neurovascular
system [27].

Although the brain pericyte-derived TGE-f3 contributes to the upregulation of BBB
functions [86], suppression of TGFf1 indicates improvement in epilepsy [87]. Losartan, an
angiotensin-type 1 receptor (AT1) antagonist, prevents phosphorylation of Smad proteins
of TGF-f signaling [88,89], which has demonstrated both neuroprotective and antineuroin-
flammatory effects [90-92].

These in vitro studies also suggest that human-derived pericytes are morphologically
altered by proinflammatory cytokines that induce apoptosis [29], indicating the potential of
targeting IFN-y for pericyte-mediated epilepsy treatment [26]. IFN-y is a central component
of the CNS inflammatory response and is secreted by microglia, astrocytes, endothelial
cells, and circulating immune cells [93-95]. This classical inflammatory mediator has
been implicated in CNS diseases, including epilepsy [96,97]. Altering the proportion of
microglial phenotypes via IFN-y treatment improved the prognosis in a mouse model of
epilepsy [98].

Notably, in epileptiform conditions, IL-1f3, a neurotoxic cytokine and one of the
cytokines chiefly involved in the pathogenesis of epilepsy, prominently contributes to the
morphological changes in the pericytes [29]. There is evidence that the IL-1/IL-1R1 axis
plays an important role in the inflammatory response in epilepsy, as presented by Vezzani
et al. in an excellent review [4,99]. IL-1§3 agonist, the IL-1 receptor antagonist (IL-1RA),
has already been tested for clinical application for epileptic syndromes using anakinra,
and has shown favorable clinical outcomes [100-103]. The use of anakinra on pericytes in
status epilepticus has not yet been investigated. To ensure the involvement of pericytes in
epilepsy, it is worthwhile to confirm that anakinra suppresses the morphological changes
in pericytes and reduces seizures.

Previous reports have demonstrated that inhibition of pericytes could have positive
effects of neuroprotection [26,28,30,32]; however, there is also a concern that the suppres-
sion of pericytes by TGF{31 may not necessarily have a positive effect on the CNS [27].
Since TGFf1 suppresses pericyte phagocytosis and reduces the expression of central leuko-
cyte trafficking chemokines and adhesion molecules while increasing the expression of
proinflammatory cytokines and enzymes that promote BBB disruption, a paradoxical
reaction has been reported [27]. The TGFf1 response of pericytes may differ from the
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anti-inflammatory response of microglia [104-107]; therefore, further studies are required
to obtain any effect on this nonuniform response.

In the pathogenesis of epilepsy, pericytes adopt a phenotype that is neither solely
pro- nor anti-inflammatory [27]. Merely suppressing pericytes may not be sufficient to
improve the treatment of epilepsy, and it may be necessary to seek a treatment tailored
to the affected child in combination with various therapies that have been introduced in
recent reviews [108].

10. Conclusions

In this review, we present evidence for the substantive role of pericytes in the patho-
genesis of epilepsy. The roles of pericytes in maintaining BBB integrity, producing inflam-
matory secretions, and recruiting leukocytes highlights the potential role of pericytes in the
pathogenesis of epilepsy. Pericytes may also act as sensors of inflammatory processes in
the CNS and regulating them may lead to the development of novel therapies for epilepsy.
However, as there remains a lack of absolute molecular markers for pericytes, and since
pericytes originate from multiple cellular sources and vary in morphology, localization as
well as function in different tissues leaves several issues to be addressed. In addition, we
are unable to determine whether brain inflammation is an initiator or a consequence of a
systemic inflammatory process.

Several reports have suggested entry points that may also act as a basis for various
neurovascular therapies, including anakinra [100,101] and losartan [87], though the level
of evidence for both drugs is limited for the establishment of treatment for epilepsy. These
drugs provide an avenue for novel therapeutic, anti-inflammatory, or cerebrovascular repair
to mitigate epileptic pathophysiology. Unfortunately, definitive treatments for epilepsy
are currently lacking. BBB integrity and systemic peripheral inflammation may contribute
to epilepsy and hold potential for molecular biomarkers and targets in the treatment of
epilepsy. Moreover, human pluripotent stem cell-derived brain pericyte-like cells induced
BBB properties in BMECs, resulting in strengthening of the barrier and a reduction in
transcytosis [109]. These stem cell techniques could be applied to examine the possibility
of new strategies to selectively target pericytes and the role of pericytes in epilepsy more
specifically. Novel tools to control pericytes should be developed to target inflammatory
vascular-related processes during seizure progression or activity.

Author Contributions: Conceptualization, G.Y.; investigation, K.K. and 5.M.; writing—original draft
preparation, G.Y.; writing—review and editing, E.T.; visualization, S.D.; supervision, Y.K. and HK.
All authors have read and agreed to the published version of the manuscript.

Funding: This study was funded by the Kawano Masanori Memorial Foundation for Promotion of
Pediatrics in Japan under grant number 30-7 and the Japan Epilepsy Research Foundation under
grant number 20012. APC funded by the Japan Epilepsy Research Foundation.

Institutional Review Board Statement: We confirm that we have read the journal’s position on the
issues associated with ethical publication and affirm that this report is consistent with these guidelines.

Informed Consent Statement: Not applicable.

Data Availability Statement: The datasets generated and/or analyzed during the current study are
available at the PubMed database repository (https://pubmed.ncbi.nlm.nih.gov/, accessed on 31
May 2021).

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

Vezzani, A.; Balosso, S.; Ravizza, T. The role of cytokines in the pathophysiology of epilepsy. Brain. Behav. Immun. 2008, 22,
797-803. [CrossRef] [PubMed]

Milesi, S.; Boussadia, B.; Plaud, C.; Catteau, M.; Rousset, M.C.; De Bock, E.; Schaeffer, M.; Lerner-Natoli, M.; Rigau, V.; Marchi, N.
Redistribution of PDGFRp cells and NG2DsRed pericytes at the cerebrovasculature after status epilepticus. Neurobiol. Dis. 2014,
71,151-158. [CrossRef]

201



Biomedicines 2021, 9, 759

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Marchi, N.; Banjara, M.; Janigro, D. Blood-brain barrier, bulk flow, and interstitial clearance in epilepsy. J. Neurosci. Methods 2016,
260, 118-124. [CrossRef]

Vezzani, A.; Balosso, S.; Ravizza, T. Neuroinflammatory pathways as treatment targets and biomarkers in epilepsy. Nat. Rev.
Neurol. 2019, 15, 459-472. [CrossRef] [PubMed]

Loscher, W.; Friedman, A. Structural, Molecular, and Functional Alterations of the Blood-Brain Barrier during Epileptogenesis
and Epilepsy: A Cause, Consequence, or Both? Int. ]. Mol. Sci. 2020, 21, 591. [CrossRef]

Nishibori, M.; Wang, D.; Ousaka, D.; Wake, H. High Mobility Group Box-1 and Blood-Brain Barrier Disruption. Cells 2020, 9, 2650.
[CrossRef] [PubMed]

Kovac, A.; Erickson, M.A_; Banks, W.A. Brain microvascular pericytes are immunoactive in culture: Cytokine, chemokine, nitric
oxide, and LRP-1 expression in response to lipopolysaccharide. ]. Neuroinflamm. 2011, 8, 139. [CrossRef] [PubMed]

Jansson, D.; Rustenhoven, J.; Feng, S.; Hurley, D.; Oldfield, R.L.; Bergin, P.S.; Mee, E.W.; Faull, R.L.; Dragunow, M. A role for
human brain pericytes in neuroinflammation. J. Neuroinflamm. 2014, 11, 104. [CrossRef] [PubMed]

Matsumoto, J.; Takata, F.; Machida, T.; Takahashi, H.; Soejima, Y.; Funakoshi, M.; Futagami, K.; Yamauchi, A.; Dohgu, S.; Kataoka, Y.
Tumor necrosis factor-«-stimulated brain pericytes possess a unique cytokine and chemokine release profile and enhance
microglial activation. Neurosci. Lett. 2014, 578, 133-138. [CrossRef] [PubMed]

Rustenhoven, J.; Jansson, D.; Smyth, L.C.; Dragunow, M. Brain Pericytes as Mediators of Neuroinflammation. Trends Pharmacol.
Sci. 2017, 38, 291-304. [CrossRef]

Takata, F; Dohgu, S.; Matsumoto, J.; Takahashi, H.; Machida, T.; Wakigawa, T.; Harada, E.; Miyaji, H.; Koga, M.; Nishioku, T, et al.
Brain pericytes among cells constituting the blood-brain barrier are highly sensitive to tumor necrosis factor-«, releasing matrix
metalloproteinase-9 and migrating in vitro. J. Neuroinflamm. 2011, 8, 106. [CrossRef]

Machida, T.; Takata, F.; Matsumoto, J.; Takenoshita, H.; Kimura, I.; Yamauchi, A.; Dohgu, S.; Kataoka, Y. Brain pericytes are the
most thrombin-sensitive matrix metalloproteinase-9-releasing cell type constituting the blood-brain barrier in vitro. Neurosci. Lett.
2015, 599, 109-114. [CrossRef]

Matsumoto, J.; Dohgu, S.; Takata, F.; Machida, T.; Boliikbasi Hatip, F.F.; Hatip-Al-Khatib, I.; Yamauchi, A.; Kataoka, Y. TNF-«-
sensitive brain pericytes activate microglia by releasing IL-6 through cooperation between IkB-NF«B and JAK-STAT3 pathways.
Brain Res. 2018, 1692, 34—44. [CrossRef] [PubMed]

Armulik, A.; Genové, G.; Méde, M.; Nisancioglu, M.H.; Wallgard, E.; Niaudet, C.; He, L.; Norlin, J.; Lindblom, P; Strittmatter, K.; et al.
Pericytes regulate the blood-brain barrier. Nature 2010, 468, 557-561. [CrossRef] [PubMed]

Armulik, A_; Genové, G.; Betsholtz, C. Pericytes: Developmental, physiological, and pathological perspectives, problems, and
promises. Dev. Cell 2011, 21, 193-215. [CrossRef] [PubMed]

Sweeney, M.D.; Zhao, Z.; Montagne, A.; Nelson, A.R.; Zlokovic, B.V. Blood-Brain Barrier: From Physiology to Disease and Back.
Physiol. Rev. 2019, 99, 21-78. [CrossRef]

Winkler, E.A_; Bell, R.D.; Zlokovic, B.V. Central nervous system pericytes in health and disease. Nat. Neurosci. 2011, 14, 1398-1405.
[CrossRef]

Stark, K.; Eckart, A.; Haidari, S.; Tirniceriu, A.; Lorenz, M.; von Briihl, M.L.; Gértner, F; Khandoga, A.G.; Legate, K.R.;
Pless, R.; et al. Capillary and arteriolar pericytes attract innate leukocytes exiting through venules and “instruct’ them with
pattern-recognition and motility programs. Nat. Immunol. 2013, 14, 41-51. [CrossRef]

Xu, D.; Robinson, A.P; Ishii, T.; Duncan, D.S.; Alden, T.D.; Goings, G.E.; Ifergan, I.; Podojil, ].R.; Penaloza-MacMaster, P;
Kearney, J.A; etal. Peripherally derived T regulatory and gammadelta T cells have opposing roles in the pathogenesis of
intractable pediatric epilepsy. J. Exp. Med. 2018, 215, 1169-1186. [CrossRef] [PubMed]

Yamanaka, G.; Morichi, S.; Takamatsu, T.; Watanabe, Y.; Suzuki, S.; Ishida, Y.; Oana, S.; Yamazaki, T.; Takata, F.; Kawashima, H.
Links between Immune Cells from the Periphery and the Brain in the Pathogenesis of Epilepsy: A Narrative Review. Int. . Mol.
Sci. 2021, 22, 4395. [CrossRef]

Fernandez-Klett, E; Potas, J.R.; Hilpert, D.; Blazej, K.; Radke, J.; Huck, J.; Engel, O.; Stenzel, W.; Genové, G.; Priller, J. Early
loss of pericytes and perivascular stromal cell-induced scar formation after stroke. J. Cereb. Blood Flow Metab. 2013, 33, 428-439.
[CrossRef]

Goritz, C.; Dias, D.O.; Tomilin, N.; Barbacid, M.; Shupliakov, O.; Frisén, J. A pericyte origin of spinal cord scar tissue. Science 2011,
333, 238-242. [CrossRef]

Reeves, C.; Pradim-Jardim, A.; Sisodiya, S.M.; Thom, M.; Liu, ].Y.W. Spatiotemporal dynamics of PDGFR[} expression in pericytes
and glial scar formation in penetrating brain injuries in adults. Neuropathol. Appl. Neurobiol. 2019, 45, 609-627. [CrossRef]
Rivera, EJ.; Hinrichsen, B.; Silva, M.E. Pericytes in Multiple Sclerosis. Adv. Exp. Med. Biol. 2019, 1147, 167-187. [CrossRef]
[PubMed]

Garbelli, R.; de Bock, E.; Medici, V.; Rousset, M.C.; Villani, F.; Boussadia, B.; Arango-Lievano, M.; Jeanneteau, F.; Daneman, R.;
Bartolomei, E; et al. PDGFRp(+) cells in human and experimental neuro-vascular dysplasia and seizures. Neuroscience 2015, 306,
18-27. [CrossRef]

Jansson, D.; Scotter, E.L.; Rustenhoven, J.; Coppieters, N.; Smyth, L.C.; Oldfield, R.L.; Bergin, P.S.; Mee, EW.; Graham, E.S.;
Faull, R.L.; et al. Interferon-y blocks signalling through PDGFRf in human brain pericytes. J. Neuroinflamm. 2016, 13, 249.
[CrossRef] [PubMed]

202



Biomedicines 2021, 9, 759

27.

28.

29.

30.

31.

32.

33.
34.
35.
36.
37.
38.
39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Rustenhoven, J.; Aalderink, M.; Scotter, E.L.; Oldfield, R.L.; Bergin, P.S.; Mee, EW.; Graham, E.S.; Faull, R.L.; Curtis, M.A.;
Park, T.L; et al. TGF-betal regulates human brain pericyte inflammatory processes involved in neurovasculature function. J.
Neuroinflamm. 2016, 13, 37. [CrossRef]

Arango-Lievano, M.; Boussadia, B.; De Terdonck, L.D.T.; Gault, C.; Fontanaud, P; Lafont, C.; Mollard, P.; Marchi, N.; Jeanneteau, F.
Topographic Reorganization of Cerebrovascular Mural Cells under Seizure Conditions. Cell Rep. 2018, 23, 1045-1059. [CrossRef]
Klement, W.; Garbelli, R.; Zub, E.; Rossini, L.; Tassi, L.; Girard, B.; Blaquiere, M.; Bertaso, F.; Perroy, J.; de Bock, F.; et al.
Seizure progression and inflammatory mediators promote pericytosis and pericyte-microglia clustering at the cerebrovasculature.
Neurobiol. Dis. 2018, 113, 70-81. [CrossRef]

Klement, W.; Blaquiere, M.; Zub, E.; deBock, E; Boux, E; Barbier, E.; Audinat, E.; Lerner-Natoli, M.; Marchi, N. A pericyte-glia
scarring develops at the leaky capillaries in the hippocampus during seizure activity. Epilepsia 2019, 60, 1399-1411. [CrossRef]
[PubMed]

Prager, O.; Kamintsky, L.; Hasam-Henderson, L.A.; Schoknecht, K.; Wuntke, V.; Papageorgiou, I.; Swolinsky, J.; Muoio, V.;
Bar-Klein, G.; Vazana, U.; et al. Seizure-induced microvascular injury is associated with impaired neurovascular coupling and
blood-brain barrier dysfunction. Epilepsia 2019, 60, 322-336. [CrossRef] [PubMed]

Sakai, K.; Takata, F; Yamanaka, G.; Yasunaga, M.; Hashiguchi, K.; Tominaga, K.; Itoh, K.; Kataoka, Y.; Yamauchi, A.; Dohgu, S.
Reactive pericytes in early phase are involved in glial activation and late-onset hypersusceptibility to pilocarpine-induced seizures
in traumatic brain injury model mice. . Pharmacol. Sci. 2021, 145, 155-165. [CrossRef]

Sweeney, M.D.; Ayyadurai, S.; Zlokovic, B.V. Pericytes of the neurovascular unit: Key functions and signaling pathways. Nat.
Neurosci. 2016, 19, 771-783. [CrossRef]

Cheng, J.; Korte, N.; Nortley, R.; Sethi, H.; Tang, Y.; Attwell, D. Targeting pericytes for therapeutic approaches to neurological
disorders. Acta Neuropathol. 2018, 136, 507-523. [CrossRef]

Rouget, C. Note sur le developpement de la tunique contractile des vaisseaux. C. R. L'académie Sci. 1874, 59, 559-562.
Zimmermann, K.W. Der feinere bau der blutcapillares. Z. Anat. Entwicklungsgesch. 1923, 68, 3-109. [CrossRef]

Ando, K.; Fukuhara, S.; Izumi, N.; Nakajima, H.; Fukui, H.; Kelsh, R.N.; Mochizuki, N. Clarification of mural cell coverage of
vascular endothelial cells by live imaging of zebrafish. Development 2016, 143, 1328-1339. [CrossRef] [PubMed]

Winkler, E.A.; Bell, R.D.; Zlokovic, B.V. Pericyte-specific expression of PDGF beta receptor in mouse models with normal and
deficient PDGF beta receptor signaling. Mol. Neurodegener. 2010, 5, 32. [CrossRef] [PubMed]

Thomsen, M.S.; Routhe, L.J.; Moos, T. The vascular basement membrane in the healthy and pathological brain. J. Cereb. Blood
Flow Metab. 2017, 37, 3300-3317. [CrossRef] [PubMed]

Hellstrom, M.; Kalén, M.; Lindahl, P.; Abramsson, A.; Betsholtz, C. Role of PDGF-B and PDGFR-beta in recruitment of vascular
smooth muscle cells and pericytes during embryonic blood vessel formation in the mouse. Development 1999, 126, 3047-3055.
[CrossRef]

Lindahl, P,; Johansson, B.R.; Levéen, P.; Betsholtz, C. Pericyte loss and microaneurysm formation in PDGF-B-deficient mice.
Science 1997, 277, 242-245. [CrossRef]

Nikolakopoulou, A.M.; Montagne, A.; Kisler, K.; Dai, Z.; Wang, Y.; Huuskonen, M.T.; Sagare, A.P.; Lazic, D.; Sweeney, M.D.;
Kong, P; et al. Pericyte loss leads to circulatory failure and pleiotrophin depletion causing neuron loss. Nat. Neurosci. 2019, 22,
1089-1098. [CrossRef]

Bhattacharya, A.; Kaushik, D.K.; Lozinski, B.M.; Yong, V.W. Beyond barrier functions: Roles of pericytes in homeostasis and
regulation of neuroinflammation. J. Neurosci. Res. 2020, 98, 2390-2405. [CrossRef]

Vanlandewijck, M.; He, L.; Mde, M.A.; Andrae, ].; Ando, K.; Del Gaudio, F.; Nahar, K.; Lebouvier, T.; Lavifia, B.; Gouveia, L.; et al.
A molecular atlas of cell types and zonation in the brain vasculature. Nature 2018, 554, 475-480. [CrossRef]

Attwell, D.; Mishra, A; Hall, C.N.; O’Farrell, EM.; Dalkara, T. What is a pericyte? J. Cereb. Blood Flow Metab. 2016, 36, 451-455.
[CrossRef] [PubMed]

Marques, S.; van Bruggen, D.; Vanichkina, D.P.; Floriddia, E.M.; Munguba, H.; Vdremo, L.; Giacomello, S.; Falcao, A.M.; Meijer, M.;
Bjorklund, A.K.; et al. Transcriptional Convergence of Oligodendrocyte Lineage Progenitors during Development. Dev. Cell 2018,
46, 504-517.e7. [CrossRef]

Bondjers, C.; He, L.; Takemoto, M.; Norlin, J.; Asker, N.; Hellstrom, M.; Lindahl, P.; Betsholtz, C. Microarray analysis of blood
microvessels from PDGF-B and PDGF-Rbeta mutant mice identifies novel markers for brain pericytes. FASEB ]. 2006, 20,
1703-1705. [CrossRef]

Tacobaeus, E.; Sugars, R.V.; Tornqvist Andrén, A.; Alm, J.J.; Qian, H.; Frantzen, J.; Newcombe, J.; Alkass, K.; Druid, H.;
Bottai, M.; et al. Dynamic Changes in Brain Mesenchymal Perivascular Cells Associate with Multiple Sclerosis Disease Duration,
Active Inflammation, and Demyelination. Stem. Cells Transl. Med. 2017, 6, 1840-1851. [CrossRef] [PubMed]

Zeisel, A.; Hochgerner, H.; Lonnerberg, P.; Johnsson, A.; Memic, F; van der Zwan, J.; Haring, M.; Braun, E.; Borm, L.E;
La Manno, G.; et al. Molecular Architecture of the Mouse Nervous System. Cell 2018, 174, 999-1014.e22. [CrossRef]

Damisah, E.C.; Hill, R.A.; Tong, L.; Murray, K.N.; Grutzendler, J. A fluoro-Nissl dye identifies pericytes as distinct vascular mural
cells during in vivo brain imaging. Nat. Neurosci. 2017, 20, 1023-1032. [CrossRef] [PubMed]

Sweeney, M.D.; Sagare, A.P.; Zlokovic, B.V. Blood-brain barrier breakdown in Alzheimer disease and other neurodegenerative
disorders. Nat. Rev. Neurol. 2018, 14, 133-150. [CrossRef]

203



Biomedicines 2021, 9, 759

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

Navarro, R.; Compte, M.; Alvarez-Vallina, L.; Sanz, L. Immune Regulation by Pericytes: Modulating Innate and Adaptive
Immunity. Front. Immunol. 2016, 7, 480. [CrossRef]

Nehmé, A.; Edelman, J. Dexamethasone inhibits high glucose-, TNF-alpha-, and IL-1beta-induced secretion of inflammatory and
angiogenic mediators from retinal microvascular pericytes. Investig. Ophthalmol. Vis. Sci. 2008, 49, 2030-2038. [CrossRef]
Fabene, PF,; Bramanti, P.; Constantin, G. The emerging role for chemokines in epilepsy. |. Neuroimmunol. 2010, 224, 22-27.
[CrossRef] [PubMed]

Vezzani, A.; Aronica, E.; Mazarati, A.; Pittman, Q.J. Epilepsy and brain inflammation. Exp. Neurol. 2013, 244, 11-21. [CrossRef]
[PubMed]

Glass, C.K,; Saijo, K.; Winner, B.; Marchetto, M.C.; Gage, EH. Mechanisms underlying inflammation in neurodegeneration. Cell
2010, 140, 918-934. [CrossRef] [PubMed]

Kim, J.Y.; Kim, N.; Yenari, M.A. Mechanisms and potential therapeutic applications of microglial activation after brain injury.
CNS Neurosci. Ther. 2015, 21, 309-319. [CrossRef]

Gutierrez, H.; Hale, V.A.; Dolcet, X.; Davies, A. NF-kappaB signalling regulates the growth of neural processes in the developing
PNS and CNS. Development 2005, 132, 1713-1726. [CrossRef] [PubMed]

Bodnar, RJ.; Yang, T.; Rigatti, L.H.; Liu, F.; Evdokiou, A.; Kathju, S.; Satish, L. Pericytes reduce inflammation and collagen
deposition in acute wounds. Cytotherapy 2018, 20, 1046-1060. [CrossRef]

Minutti, C.M.; Modak, R.V.; Macdonald, F; Li, F; Smyth, D.J.; Dorward, D.A.; Blair, N.; Husovsky, C.; Muir, A
Giampazolias, E.; et al. A Macrophage-Pericyte Axis Directs Tissue Restoration via Amphiregulin-Induced Transforming Growth
Factor Beta Activation. Immunity 2019, 50, 645-654.e6. [CrossRef]

Gaceb, A.; Ozen, L; Padel, T.; Barbariga, M.; Paul, G. Pericytes secrete pro-regenerative molecules in response to platelet-derived
growth factor-BB. J. Cereb. Blood Flow Metab. 2018, 38, 45-57. [CrossRef]

Ishitsuka, K.; Ago, T.; Arimura, K.; Nakamura, K.; Tokami, H.; Makihara, N.; Kuroda, J.; Kamouchi, M.; Kitazono, T. Neurotrophin
production in brain pericytes during hypoxia: A role of pericytes for neuroprotection. Microvasc. Res. 2012, 83, 352-359. [CrossRef]
[PubMed]

Liwnicz, B.H.; Leach, J.L.; Yeh, H.S.; Privitera, M. Pericyte degeneration and thickening of basement membranes of cerebral
microvessels in complex partial seizures: Electron microscopic study of surgically removed tissue. Neurosurgery 1990, 26, 409-420.
[CrossRef]

Van Vliet, E.A.; da Costa Aratjjo, S.; Redeker, S.; van Schaik, R.; Aronica, E.; Gorter, J.A. Blood-brain barrier leakage may lead to
progression of temporal lobe epilepsy. Brain 2007, 130, 521-534. [CrossRef]

Marchi, N.; Angelov, L.; Masaryk, T.; Fazio, V.; Granata, T.; Hernandez, N.; Hallene, K.; Diglaw, T.; Franic, L.; Najm, I.; et al.
Seizure-promoting effect of blood-brain barrier disruption. Epilepsia 2007, 48, 732-742. [CrossRef]

Marchi, N.; Granata, T.; Ghosh, C.; Janigro, D. Blood-brain barrier dysfunction and epilepsy: Pathophysiologic role and
therapeutic approaches. Epilepsia 2012, 53, 1877-1886. [CrossRef]

Uprety, A.; Kang, Y.; Kim, S.Y. Blood-brain barrier dysfunction as a potential therapeutic target for neurodegenerative disorders.
Arch. Pharm. Res. 2021, 44, 487-498. [CrossRef] [PubMed]

Ivens, S.; Kaufer, D.; Flores, L.P.; Bechmann, I.; Zumsteg, D.; Tomkins, O.; Seiffert, E.; Heinemann, U.; Friedman, A. TGF-beta
receptor-mediated albumin uptake into astrocytes is involved in neocortical epileptogenesis. Brain 2007, 130, 535-547. [CrossRef]
Weissberg, I.; Wood, L.; Kamintsky, L.; Vazquez, O.; Milikovsky, D.Z.; Alexander, A.; Oppenheim, H.; Ardizzone, C.; Becker, A.;
Frigerio, F; et al. Albumin induces excitatory synaptogenesis through astrocytic TGF-f3 / ALK5 signaling in a model of acquired
epilepsy following blood-brain barrier dysfunction. Neurobiol. Dis. 2015, 78, 115-125. [CrossRef]

Pieper, C.; Marek, ].J.; Unterberg, M.; Schwerdtle, T.; Galla, H.J. Brain capillary pericytes contribute to the immune defense in
response to cytokines or LPS in vitro. Brain Res. 2014, 1550, 1-8. [CrossRef] [PubMed]

Galea, I; Bernardes-Silva, M.; Forse, P.A.; van Rooijen, N.; Liblau, R.S.; Perry, V.H. An antigen-specific pathway for CD8 T cells
across the blood-brain barrier. J. Exp. Med. 2007, 204, 2023-2030. [CrossRef]

Fabene, P.F; Mora, G.N.; Martinello, M.; Rossi, B.; Merigo, F,; Ottoboni, L.; Bach, S.; Angiari, S.; Benati, D.; Chakir, A.; et al. A role
for leukocyte-endothelial adhesion mechanisms in epilepsy. Nat. Med. 2008, 14, 1377-1383. [CrossRef] [PubMed]

Ravizza, T.; Gagliardi, B.; Noe, E; Boer, K.; Aronica, E.; Vezzani, A. Innate and adaptive immunity during epileptogenesis and
spontaneous seizures: Evidence from experimental models and human temporal lobe epilepsy. Neurobiol. Dis. 2008, 29, 142-160.
[CrossRef] [PubMed]

Marchi, N.; Teng, Q.; Ghosh, C.; Fan, Q.; Nguyen, M.T.; Desai, N.K.; Bawa, H.; Rasmussen, P.; Masaryk, TK.; Janigro, D.
Blood-brain barrier damage, but not parenchymal white blood cells, is a hallmark of seizure activity. Brain Res. 2010, 1353,
176-186. [CrossRef]

Varvel, N.H.; Neher, ].].; Bosch, A.; Wang, W.; Ransohoff, R.M.; Miller, R].; Dingledine, R. Infiltrating monocytes promote brain
inflammation and exacerbate neuronal damage after status epilepticus. Proc. Natl. Acad. Sci. USA 2016, 113, E5665-E5674.
[CrossRef]

Broekaart, D.W.M.; Anink, J.J.; Baayen, ].C.; Idema, S.; de Vries, H.E.; Aronica, E.; Gorter, J.A.; van Vliet, E.A. Activation of the
innate immune system is evident throughout epileptogenesis and is associated with blood-brain barrier dysfunction and seizure
progression. Epilepsia 2018, 59, 1931-1944. [CrossRef] [PubMed]

204



Biomedicines 2021, 9, 759

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

Aronica, E.; Bauer, S.; Bozzi, Y.; Caleo, M.; Dingledine, R.; Gorter, J.A.; Henshall, D.C.; Kaufer, D.; Koh, S.; Loscher, W.; et al.
Neuroinflammatory targets and treatments for epilepsy validated in experimental models. Epilepsia 2017, 58 (Suppl. S3), 27-38.
[CrossRef]

Feng, L.; Murugan, M.; Bosco, D.B.; Liu, Y.; Peng, J.; Worrell, G.A.; Wang, H.L.; Ta, L.E.; Richardson, J.R.; Shen, Y.; et al. Microglial
proliferation and monocyte infiltration contribute to microgliosis following status epilepticus. Glia 2019, 67, 1434-1448. [CrossRef]
Yamanaka, G.; Takamatsu, T.; Morichi, S.; Yamazaki, T.; Mizoguchi, I.; Ohno, K.; Watanabe, Y.; Ishida, Y.; Oana, S.; Suzuki, S.; et al.
Interleukin-1f in peripheral monocytes is associated with seizure frequency in pediatric drug-resistant epilepsy. J. Neuroimmunol.
2021, 352, 577475. [CrossRef] [PubMed]

Boer, K.; Spliet, W.G.; van Rijen, P.C.; Redeker, S.; Troost, D.; Aronica, E. Evidence of activated microglia in focal cortical dysplasia.
J. Neuroimmunol. 2006, 173, 188-195. [CrossRef]

Swissa, E.; Serlin, Y.; Vazana, U.; Prager, O.; Friedman, A. Blood-brain barrier dysfunction in status epileptics: Mechanisms and
role in epileptogenesis. Epilepsy Behav. 2019, 101, 106285. [CrossRef]

Logan, A.; Berry, M.; Gonzalez, A.M.; Frautschy, S.A_; Sporn, M.B.; Baird, A. Effects of transforming growth factor beta 1 on scar
production in the injured central nervous system of the rat. Eur. J. Neurosci. 1994, 6, 355-363. [CrossRef] [PubMed]

Lindholm, D.; Castrén, E.; Kiefer, R.; Zafra, F.; Thoenen, H. Transforming growth factor-beta 1 in the rat brain: Increase after
injury and inhibition of astrocyte proliferation. J. Cell Biol. 1992, 117, 395-400. [CrossRef] [PubMed]

Pierce, G.F; Mustoe, T.A.; Lingelbach, J.; Masakowski, V.R.; Griffin, G.L.; Senior, R M.; Deuel, T.F. Platelet-derived growth factor
and transforming growth factor-beta enhance tissue repair activities by unique mechanisms. J. Cell Biol. 1989, 109, 429-440.
[CrossRef]

Aronica, E.; van Vliet, E.A.; Mayboroda, O.A.; Troost, D.; da Silva, EH.; Gorter, J.A. Upregulation of metabotropic glutamate
receptor subtype mGluR3 and mGluR5 in reactive astrocytes in a rat model of mesial temporal lobe epilepsy. Eur. |. Neurosci.
2000, 12, 2333-2344. [CrossRef]

Dohgu, S.; Takata, F.; Yamauchi, A.; Nakagawa, S.; Egawa, T.; Naito, M.; Tsuruo, T.; Sawada, Y.; Niwa, M.; Kataoka, Y. Brain
pericytes contribute to the induction and up-regulation of blood-brain barrier functions through transforming growth factor-beta
production. Brain Res. 2005, 1038, 208-215. [CrossRef] [PubMed]

Bar-Klein, G.; Cacheaux, L.P; Kamintsky, L.; Prager, O.; Weissberg, I.; Schoknecht, K.; Cheng, P.; Kim, S.Y.; Wood, L.;
Heinemann, U.; et al. Losartan prevents acquired epilepsy via TGF-f signaling suppression. Ann. Neurol. 2014, 75, 864-875.
[CrossRef] [PubMed]

Lim, D.S.; Lutucuta, S.; Bachireddy, P.; Youker, K; Evans, A.; Entman, M.; Roberts, R.; Marian, A.]. Angiotensin II blockade
reverses myocardial fibrosis in a transgenic mouse model of human hypertrophic cardiomyopathy. Circulation 2001, 103, 789-791.
[CrossRef] [PubMed]

Lavoie, P; Robitaille, G.; Agharazii, M.; Ledbetter, S.; Lebel, M.; Lariviere, R. Neutralization of transforming growth factor-beta
attenuates hypertension and prevents renal injury in uremic rats. J. Hypertens. 2005, 23, 1895-1903. [CrossRef]

Nadal, J.A; Scicli, G.M.; Carbini, L.A.; Nussbaum, ].J.; Scicli, A.G. Angiotensin II and retinal pericytes migration. Biochem. Biophys.
Res. Commun. 1999, 266, 382-385. [CrossRef] [PubMed]

Benicky, J.; Sdnchez-Lemus, E.; Honda, M.; Pang, T.; Orecna, M.; Wang, J.; Leng, Y.; Chuang, D.M.; Saavedra, ] M. Angiotensin II
AT1 receptor blockade ameliorates brain inflammation. Neuropsychopharmacology 2011, 36, 857-870. [CrossRef]

Bull, N.D.; Johnson, T.V.; Welsapar, G.; DeKorver, N.W.; Tomarev, S.I.; Martin, K.R. Use of an adult rat retinal explant model
for screening of potential retinal ganglion cell neuroprotective therapies. Investig. Ophthalmol. Vis. Sci. 2011, 52, 3309-3320.
[CrossRef]

Xiao, B.G.; Link, H. IFN-gamma production of adult rat astrocytes triggered by TNF-alpha. Neuroreport 1998, 9, 1487-1490.
[CrossRef]

Wei, Y.P; Kita, M.; Shinmura, K.; Yan, X.Q.; Fukuyama, R.; Fushiki, S.; Imanishi, ]. Expression of IFN-gamma in cerebrovascular
endothelial cells from aged mice. . Interferon Cytokine Res. 2000, 20, 403—409. [CrossRef]

Lau, L.T;; Yu, A.C. Astrocytes produce and release interleukin-1, interleukin-6, tumor necrosis factor alpha and interferon-gamma
following traumatic and metabolic injury. J. Neurotrauma 2001, 18, 351-359. [CrossRef]

Mount, M.P; Lira, A.; Grimes, D.; Smith, P.D.; Faucher, S.; Slack, R.; Anisman, H.; Hayley, S.; Park, D.S. Involvement of
interferon-gamma in microglial-mediated loss of dopaminergic neurons. J. Neurosci. 2007, 27, 3328-3337. [CrossRef] [PubMed]
Kreutzfeldt, M.; Bergthaler, A.; Fernandez, M.; Briick, W.; Steinbach, K.; Vorm, M.; Coras, R.; Bliimcke, I.; Bonilla, W.V.;
Fleige, A.; et al. Neuroprotective intervention by interferon-y blockade prevents CD8+ T cell-mediated dendrite and synapse
loss. J. Exp. Med. 2013, 210, 2087-2103. [CrossRef]

Li, T.; Zhai, X,; Jiang, J.; Song, X.; Han, W.; Ma, J.; Xie, L.; Cheng, L.; Chen, H.; Jiang, L. Intraperitoneal injection of IL-4/IFN-y
modulates the proportions of microglial phenotypes and improves epilepsy outcomes in a pilocarpine model of acquired epilepsy.
Brain Res. 2017, 1657, 120-129. [CrossRef]

Vezzani, A.; French, ].; Bartfai, T.; Baram, T.Z. The role of inflammation in epilepsy. Nat. Rev. Neurol. 2011, 7, 31-40. [CrossRef]
[PubMed]

Jyonouchi, H.; Geng, L. Intractable Epilepsy (IE) and Responses to Anakinra, a Human Recombinant IL-1 Receptor Agonist
(IL-1ra): Case Reports. J. Clin. Cell. Immunol. 2016, 7. [CrossRef]

205



Biomedicines 2021, 9, 759

101.

102.

103.

104.

105.

106.

107.

108.

109.

Kenney-Jung, D.L.; Vezzani, A.; Kahoud, R ].; LaFrance-Corey, R.G.; Ho, M.L.; Muskardin, TW.; Wirrell, E.C.; Howe, C.L.; Payne, E.T.
Febrile infection-related epilepsy syndrome treated with anakinra. Ann. Neurol. 2016, 80, 939-945. [CrossRef]

Dilena, R.; Mauri, E.; Aronica, E.; Bernasconi, P.; Bana, C.; Cappelletti, C.; Carrabba, G.; Ferrero, S.; Giorda, R.; Guez, S.; et al.
Therapeutic effect of Anakinra in the relapsing chronic phase of febrile infection-related epilepsy syndrome. Epilepsia Open 2019,
4, 344-350. [CrossRef] [PubMed]

Clarkson, B.D.S.; LaFrance-Corey, R.G.; Kahoud, R.J.; Farias-Moeller, R.; Payne, E.T.; Howe, C.L. Functional deficiency in
endogenous interleukin-1 receptor antagonist in patients with febrile infection-related epilepsy syndrome. Ann. Neurol. 2019, 85,
526-537. [CrossRef]

Paglinawan, R.; Malipiero, U.; Schlapbach, R.; Frei, K.; Reith, W.; Fontana, A. TGFbeta directs gene expression of activated
microglia to an anti-inflammatory phenotype strongly focusing on chemokine genes and cell migratory genes. Glia 2003, 44,
219-231. [CrossRef]

Lodge, P.A.; Sriram, S. Regulation of microglial activation by TGF-beta, IL-10, and CSF-1. J. Leukoc. Biol. 1996, 60, 502-508.
[CrossRef]

Smith, A.M.; Graham, E.S.; Feng, S.X_; Oldfield, R.L.; Bergin, PM.; Mee, EW.; Faull, R.L.; Curtis, M.A.; Dragunow, M. Adult
human glia, pericytes and meningeal fibroblasts respond similarly to IFNy but not to TGF31 or M-CSE. PLoS ONE 2013, 8, e80463.
[CrossRef]

Brionne, T.C.; Tesseur, I.; Masliah, E.; Wyss-Coray, T. Loss of TGF-beta 1 leads to increased neuronal cell death and microgliosis in
mouse brain. Neuron 2003, 40, 1133-1145. [CrossRef]

Klein, P.; Friedman, A.; Hameed, M.Q.; Kaminski, R.M.; Bar-Klein, G.; Klitgaard, H.; Koepp, M.; Jozwiak, S.; Prince, D.A;
Rotenberg, A.; et al. Repurposed molecules for antiepileptogenesis: Missing an opportunity to prevent epilepsy? Epilepsia 2020,
61, 359-386. [CrossRef]

Stebbins, M.].; Gastfriend, B.D.; Canfield, S.G.; Lee, M.S.; Richards, D.; Faubion, M.G.; Li, WJJ.; Daneman, R.; Palecek, S.P; Shusta, E.V.
Human pluripotent stem cell-derived brain pericyte-like cells induce blood-brain barrier properties. Sci. Adv. 2019, 5, eaau7375.
[CrossRef] [PubMed]

206



. biomedicines

Review

Targeting the Ghrelin Receptor as a Novel Therapeutic Option

for Epilepsy

An Buckinx !, Dimitri De Bundel !, Ron Kooijman 2 and Ilse Smolders 1-*

Citation: Buckinx, A.; De Bundel, D.;
Kooijman, R.; Smolders, I. Targeting
the Ghrelin Receptor as a Novel
Therapeutic Option for Epilepsy.
Biomedicines 2022, 10, 53. https://
doi.org/10.3390/biomedicines10010053

Academic Editor: Prosper

N’'Gouemo

Received: 30 November 2021
Accepted: 24 December 2021
Published: 27 December 2021

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

Research Group Experimental Pharmacology, Department of Pharmaceutical Chemistry,

Drug Analysis and Drug Information, Center for Neurosciences (C4N), Vrije Universiteit Brussel (VUB),
1090 Brussels, Belgium; an.buckinx@vub.be (A.B.); dimitri.de.bundel@vub.be (D.D.B.)

Research Group Experimental Pharmacology, Center for Neurosciences (C4N),

Vrije Universiteit Brussel (VUB), 1090 Brussels, Belgium; ron.kooijman@vub.be

Correspondence: ilse.smolders@vub.be

Abstract: Epilepsy is a neurological disease affecting more than 50 million individuals worldwide.
Notwithstanding the availability of a broad array of antiseizure drugs (ASDs), 30% of patients suffer from
pharmacoresistant epilepsy. This highlights the urgent need for novel therapeutic options, preferably
with an emphasis on new targets, since “me too” drugs have been shown to be of no avail. One of the
appealing novel targets for ASDs is the ghrelin receptor (ghrelin-R). In epilepsy patients, alterations
in the plasma levels of its endogenous ligand, ghrelin, have been described, and various ghrelin-
R ligands are anticonvulsant in preclinical seizure and epilepsy models. Up until now, the exact
mechanism-of-action of ghrelin-R-mediated anticonvulsant effects has remained poorly understood
and is further complicated by multiple downstream signaling pathways and the heteromerization
properties of the receptor. This review compiles current knowledge, and discusses the potential
mechanisms-of-action of the anticonvulsant effects mediated by the ghrelin-R.

Keywords: epilepsy; ghrelin; ghrelin receptor

1. Introduction

Epilepsy is a neurological disease characterized by spontaneous and recurrent seizures [1].
With approximately 50 million patients, it is one of the most common neurological diseases
worldwide [2]. Despite the availability of a wide range of antiseizure drugs (ASDs), up to
30% of patients suffer from pharmacoresistant epilepsy [2], of which a large proportion has
temporal lobe epilepsy (TLE) [3,4]. This highlights the urgent need for the development of
novel pharmacological treatment options.

One of these potential options is the orexigenic peptide, ghrelin. Ghrelin exerts both
peripheral as well as central effects, and is primarily secreted by X/A-like cells in the
stomach [5], but also, to less extents, in the small intestine, kidney, testis, pancreas, and
the brain [5-10]. Peripherally, ghrelin plays an important role in gastric acid secretion,
gastric emptying, and gastric motility [11-13], and it maintains glucose homeostasis via the
inhibition of the insulin response to glucose administration [14]. Additionally, ghrelin is
generally accepted to be a cardioprotective peptide [15,16].

In the central nervous system (CNS), ghrelin and its receptor are best known for their
critical role in food intake, mediated by neuropeptide Y and agouti-related peptide [17-19]
(reviewed in [20]). Additionally, ghrelin confers a regulatory role on growth hormone
(GH) release [19], is implicated in learning and memory [21-23], modulates motivation and
reward [24,25], and regulates the stress response (reviewed in [26]).

Soon after its discovery in 1999 [27], the interest in ghrelin within the context of
epilepsy started to emerge. Ghrelin levels were shown to be altered in epilepsy patients,
and ghrelin administration in preclinical seizure and epilepsy models is considered to be
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anticonvulsive [28-31]. However, up until now, the exact mechanism-of-action remains to
be understood.

2. Ghrelin and Its Receptor

The main molecular form of ghrelin is a 28-amino acid (AA)-long peptide, with
the active form containing a unique acylation on serine 3 [32]. Ghrelin is transcribed
as a 117-AA-long preproghrelin. This is cleaved to render proghrelin, after which it
undergoes acylation on serine 3, established by the membrane-bound enzyme, ghrelin
O-acyltransferase (GOAT), which is distributed in a similar manner to ghrelin [33,34]. The
acylation is either an octanoylation (eight-carbon fatty acid) or decanoylation (ten-carbon
fatty acid) [33,34]. This action is followed by further processing of the 94-AA-long acylated
pro-ghrelin by prohormone convertases 1/3 (PC1/3), which results in acylated ghrelin
(AG), and also yields the mature peptide, obestatin [35]. Acylation on serine 3 was first
believed to be imperative for the ability of ghrelin to bind to its receptor and to exert
ghrelin’s biological function [27]. Later, it became clear that desacyl ghrelin (DAG) is not
completely devoid of physiological actions, as it was shown to also induce food intake,
albeit through orexin neurons and not ghrelin receptor (ghrelin-R)-expressing neurons [36].
On the other hand, the anticonvulsant effects elicited by DAG required the presence of the
ghrelin-R [37]. DAG shares some physiological functions similar to ghrelin but antagonizes
others. Therefore, opposite effects might be mediated via a distinct receptor, and similar
effects may be mediated by the ghrelin-R [38].

In human plasma, circulating esterases deacylate ghrelin, and 90% of total ghrelin
consists of DAG, while only 10% consists of acylated ghrelin [39]. Ghrelin is rapidly cleared
from plasma, with a plasma half-life ranging from 9-13 min for ghrelin, and 27-34 min
for total ghrelin, including DAG [40,41]. Although the plasma concentration of DAG is
much higher than that of ghrelin, its binding capacity to the ghrelin-R is substantially lower
compared to ghrelin [38,42], which may explain why DAG was initially considered to be
the “nonactive” variant of the peptide.

Recently, GOAT was shown to be expressed on the cell surface of mature bone marrow
adipocytes, and to be necessary for DAG to promote adipogenesis in mice [43]. In line with
this observation, GOAT was shown to be localized in the hilar border of dentate gyrus
(DG) in the hippocampi of mice, and the incubation of live hippocampal slice cultures with
DAG showed equal binding to the ghrelin-R as incubation with ghrelin, reliant on both
the ghrelin-R and GOAT expression [44]. These data suggest that the local reacylation of
DAG via GOAT expression at the cell surface may occur, and that it may be relevant for the
biological functions of DAG mediated via the ghrelin-R.

2.1. Signaling Pathways and Heteromerization Complicate Ghrelin-R Signaling

Ghrelin establishes its numerous effects by interacting with its G-protein-coupled
receptor (GPCR), of which two isoforms exist: the full-length (366 amino acids (AA) long)
7-transmembrane GPCR GHSRI1a (a growth hormone secretagogue receptor, denoted
as “ghrelin-R”), and a shorter (289 AA long) 3'-truncated variant, GHSR1b [27,45]. This
nonsignaling short variant lacks the ability to exert biological effects in response to ghrelin
and hampers the cell surface expression of the functional GHSR-1a variant, thus acting as
a coregulator of ghrelin-R signaling [46,47].

The ghrelin-R is present in the brain and the periphery. The peripheral sites of ghrelin-
R expression include the pancreas, spleen, bone tissue, cardiac tissue, the thyroid gland
and immune cells, the adrenal glands, adipose tissue, and the vagal afferents [45,48].

Centrally, the ghrelin-R is widely expressed in a variety of brain areas and shows
high expression levels in several nuclei of the hypothalamus, among which are the arcuate
nucleus and the anterior hypothalamic nucleus. The receptor is further expressed in the
olfactory bulb, the neocortex, in a variety of nuclei in the midbrain, in the pons, and in
the medulla oblongata. These include the globus pallidus, the area postrema, the nucleus
tractus solitarius, the substantia nigra, and the ventral tegmental area. In the hippocampus,
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the ghrelin-R was shown to be modestly expressed in the Cornu Ammonis (CA)1, compared
to the higher expression levels in CA2, CA3, and DG of the mouse brain [45,49-51].

The expression of the ghrelin-R is highly dynamic, and depends on the developmental
stage [52], the disease states [53,54], the metabolic state of the organism [55], or ghrelin
availability [49]. Additionally, the receptor has a rich molecular pharmacology, with
a multitude of signaling pathways associated with the receptor, and an ability to alter
canonical ghrelin-R signaling via the formation of functional heteromeric complexes with
other receptors. These factors contribute to diverse ghrelin-R signaling patterns.

The signaling pathways downstream of the ghrelin-R include Gog/11, Geti/o, and
Gayp/13 signaling, followed by (-arrestin recruitment [56-58]. The canonical Gag protein
activates the phospholipase C (PLC)—inositol 1,4,5-triphosphate (IP3)—diacylglycerol
(DAG) pathway, which leads to an intracellular calcium (Ca%*) increase [59,60]. Goy /o
activates phosphatidylinositol-3-kinase (PI3K) [61] and reduces cyclic AMP (cAMP) levels
via reduced adenylyl cyclase (AC) activity [60]. Gayy/13 signaling is associated with the
activation of Ras homolog family member A (RhoA), other Rho guanine exchange factors,
and their associated Rho kinases [62] (reviewed by [63]). Finally, G-protein-mediated signal-
ing is halted via the recruitment of -arrestin to the receptor [64], which not only vouches
for the desensitization and internalization, but may also activate G-protein independent
signaling pathways (reviewed in [65,66]). Recent studies have shown the ability of the
[-arrestin-mediated activation of ERK1/2, mitogen-activated protein kinase (MAPK), the
Akt/protein kinase B (PKB) pathways, and RhoA signaling [56,61,67] (Figure 1).

Ghrelin
receptor

Caz' @

increase
Activation
transcription
factors
Internalization ghrelin receptor

Cytoskeleton
Cell proliferation
Activation B-arrestin-dependent pathways

ch

Neuroprotection

Neuroprotection
Inhibition apoptosis

Figure 1. Signaling pathways associated with the ghrelin receptor. The ghrelin receptor employs
Gog 11 signaling, Gay, signaling, and Gayy13 signaling, followed by B-arrestin recruitment. Each
G-protein/ 3-arrestin is associated with physiological effects. AC: adenylyl cyclase; AMPK: adenosine-
monophosphate-activated protein kinase; ERK: extracellular signal-regulated kinase; mTOR: mam-
malian target of rapamycin; p-: phosphorylated-; RhoA: Ras homolog family member A; SRE: serum
response element. Created with BioRender.com.

The ghrelin-R confers extraordinarily high intracellular signaling in the absence of
ghrelin or a ghrelin-R full agonist, signaling at approximately 50% of its maximal capac-
ity [67,68]. Constitutive activity includes signaling via G-proteins, while it does not entail
[-arrestin-mediated endocytosis [67-69].
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2.2. What Is Known about Ghrelin’s Central Availability?

Ghrelin, DAG, or synthetic compounds must access the brain to be centrally active.
The transport of ghrelin across the blood-brain barrier (BBB) has been shown to occur
via saturable mechanisms in mice [23,70], and does not depend on the expression of the
ghrelin-R [71]. The notion that the BBB may be compromised in epilepsy should be taken
into account, which would facilitate the availability of ghrelin to the CNS.

Additionally, systemically injected ghrelin was shown to cross the fenestrated capil-
laries in the circumventricular organs (CVO) via passive diffusion, and dose-dependently
impacted more distant brain areas [72]. Finally, fluorescent ghrelin was shown to internalize
in ependymal cells located in the choroid plexus and in 3-type tanycytes, which constitute
the foundation of the blood—cerebrospinal fluid (CSF) barrier (BCSFB). Fluorescent ghrelin
was detected in periventricular hypothalamic tissue, and decreased with distance from the
third ventricle [73]. The transport of ghrelin via the BCSFB depends predominantly on the
presence of the ghrelin-R [74]. The kinetics of diffusion into the brain via the BCSFB is some-
what slower compared to the diffusion via the CVOs, with the CSF ghrelin concentrations
peaking approximately 30 min after the ghrelin plasma concentration peak, depending
on plasma ghrelin levels [75]. Additionally, an in vitro study showed that ghrelin was
internalized in rat primary tanycytes via clathrin-coated vesicles [76].

Up until now, it has remained incompletely understood whether ghrelin is centrally
available in areas more remote from the aforementioned barriers. It is possible that circulat-
ing ghrelin reaches certain permeable parts of the brain, and affects other areas indirectly,
via the innervation of the nuclei located in the vicinity of accessible brain parts. This was
shown in the case of the area postrema, which directly notes alterations in plasma ghrelin
levels and innervates the nucleus tractus solitarius [72]. Additionally, central ghrelin ex-
pression may serve as an explanation for the high ghrelin-R expression in brain areas that
are seemingly inaccessible to circulating ghrelin [9,27]. Indeed, central ghrelin messenger
ribonucleic acid (mRNA) expression and immunoreactivity have been shown in multiple
studies; however, there are also some studies refuting this notion (reviewed in [77]).

3. Studies in Humans

In humans, the majority of total circulating ghrelin consists of DAG, due to the
deacylation of AG [39]. The acylation is located at the N-terminal part of the peptide, while
the rest of the molecule is equivalent between AG and DAG. The studies outlined below do
not always specify the portion of the peptide that is recognized by the used assays, nor is
this information always available on the manufacturer’s website. Failing to specify which
isoform was measured may explain some of the observed interstudy variations. Most of the
studies investigating AG or DAG levels assessed this peptide in plasma (in a small number
of studies, the saliva and urine ghrelin levels were also assessed) after overnight fasting
and were conducted in children and adolescents. Ghrelin levels are negatively correlated
with age [78], and even pubertal children have significantly lower total plasma ghrelin
levels compared to prepubertal children [79]. Therefore, in this review, a distinction is
made between studies on adults and studies on children.

3.1. Adults

Up to now, there has been no general consensus regarding the differences in inter-
ictal ghrelin levels between adult epilepsy patients and healthy subjects. Three studies
showed lower ghrelin levels in seizure-controlled epilepsy patients compared to healthy
controls [80-82], while two studies did not detect differences in plasma ghrelin levels
between epilepsy patients and controls [83,84]. One study demonstrated that patients with
seizure-controlled epilepsy had significantly higher serum ghrelin compared to healthy con-
trols [85]. Three studies demonstrated that patients suffering from focal epilepsy had higher
ghrelin plasma levels compared to patients suffering from generalized seizures [80,81,85].
Two studies were not able to replicate this finding [84,86] (Table 1).
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Table 1. Overview of interictal ghrelin levels in adults with focal and generalized epilepsy. AG: acyl
ghrelin; ASD: antiseizure drug; CBZ: carbamazepine; DAG: desacyl ghrelin; DR-TLE: drug-resistant
temporal lobe epilepsy; PHT: phenytoin; Ref: reference; TLE: temporal lobe epilepsy; VPA: valproic
acid. * the different ghrelin levels in epilepsy patients versus controls. ** the differences in generalized
epilepsy versus focal epilepsy.

Epilepsy Patients (pg/mL)

Controls

ASD Ghrelin Form (pg/mL) * Focal Generalized - Ref
Seizures Seizures
VPA, PHT,
CBZ Total 93 T 234 134 1 [85]
VPA, PHT, DAG DAG: 585 ! DAG: 439 DAG: 267 i [80]
CBZ AG AG: 46 AG: 35 AG: 23
VPA, PHT,
CBZ Total 700 1 500 300 1 [81]
VPA N/A 381 = 364 (both types) / [83]
DAG DAG: 196 = DAG: 207-239, DAG: 250 _
VPA, CBZ AG AG:7 AG:7-22 AG: 8 - [84]
DAG DAG 242 DAG: 238 DAG: 245
N/A AG AG: 13 T AG: 14.5 AG: 19 T+ [86]
N/A N/A 1320 1 TLE: 1010 DR-TLE: 910 / [82]

The AG/DAG ratio was significantly higher in epilepsy patients compared to con-
trols, and it did not differ between different epilepsy types, or between refractory and
nonrefractory epilepsy [84]. In females with Rett syndrome, the AG/total ghrelin ratio
was significantly increased compared to epilepsy patients not diagnosed with Rett syn-
drome [87]. An assessment of the ratios of AG and DAG or total ghrelin may explain
the difficult-to-reconcile observations in the ghrelin levels, and may appear as a good
alternative read-out for these studies. However, measuring AG from plasma is technically
challenging, and the best practices for handling AG plasma samples are, up to now, not
entirely resolved [88]. Thus, the sensitivity of AG to sample handling can lead to large
observed interstudy variations.

To elucidate the impact of ASD treatment or epilepsy disease progression on ghrelin
levels, some studies have assessed the interictal ghrelin plasma levels before and after
ASD treatment. After two years of successful valproic acid treatment, only patients that
had developed obesity had significantly lower plasma ghrelin levels compared to controls,
while this was not the case in patients that had not developed obesity [83]. The serum
DAG levels did not differ after three months of ASD treatment, while the AG levels were
decreased after three months [80]. Finally, ASD-responsive patients had increased ghrelin
levels compared to nonresponders in two studies, but not in another study [82,86,89].
A significant positive correlation has been shown between both the AG and DAG levels
and disease duration, which could be indicative of ghrelin resistance, but could also be
related to ASD use [84].

One study assessed the alterations in plasma ghrelin immediately after seizures. The
AG and DAG levels decreased as soon as five minutes after a generalized seizure, and were
restored after 24 h [89]. Moreover, in the preclinical pentylenetetrazole (PTZ) model, AG,
but not DAG, as well as total ghrelin plasma levels, decreased 30 min after the induction of
a seizure (see further) [90]. Overall, most studies show lower ghrelin levels in patients with
epilepsy compared to healthy controls, or a decrease in ghrelin levels after a seizure.

3.2. Children

The latter statement could be extrapolated to children, as total ghrelin levels were sig-
nificantly lower in prepubertal children with epilepsy compared to healthy controls [91,92].
Another study assessed the AG and DAG plasma levels within six hours after a seizure
in children not yet receiving treatment (pretreatment), three months after treatment (post-
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treatment), and in healthy controls. The AG levels were significantly lower in the pretreat-
ment group compared to the post-treatment group and the controls [93]. DAG levels were
significantly higher in the post-treatment group compared to the pretreatment group in
urine and saliva, but not in serum [93] (Table 2). Within the epilepsy group, lean children
on valproic acid had significantly higher total ghrelin plasma levels compared to children
on carbamazepine [91], but not compared to children receiving topiramate [94].

Table 2. Overview of interictal ghrelin levels in children. AG: acylated ghrelin; ASD: antiseizure
drug; CBZ: carbamazepine; TPM: topiramate; DAG: desacyl ghrelin; Ref: reference; VPA: valproic
acid. * the different ghrelin levels in epilepsy patients versus controls. ** the difference in condition
2 versus condition 1 within epilepsy patients. Age denotes either the mean age of the patient groups
rounded to the nearest integer, or the age range.

ASD Glg)r :llxin ((::gn/::;})s * Epilepsy Patients (pg/mL) ** Age (Years) Ref
VPA, CBZ Total 554 b VPA: 381 CBZ: 283 1 5 [91]
VPA, TPM N/A 267 = VPA: 240 TPM: 267 = 6-15 [94]

VPA DAG DAG 16 ! aGiED oA + 9 [93]

: AG: 36 AG: 51
VPA N/A 333 ! Pretr;gtSment: I’ost—t;e‘sastment: ! 11 [92]

The majority of studies that assessed ghrelin levels related to disease progression did not
detect significant differences between ghrelin levels measured over time (Table 3) [95-97].
One study showed that plasma ghrelin was significantly decreased after the initiation of
valproic acid treatment in pubertal children, but not in prepubertal children, nor in children
on oxcarbazepine. In the latter case, this may be due to the increased weight gain in the
children receiving valproic acid [98].
Table 3. Overview of interictal ghrelin levels in children after ASD or KD intervention. AG; acylated
ghrelin; ASD: antiseizure drug; CBZ: carbamazepine; d: day; DAG: desacyl ghrelin; Int: intervention;
KD: ketogenic diet; LEV: levetiracetam; m: month; OXC: oxcarbazepine; PHT: phenytoin; Ref:
reference; T: time; TPM: topiramate; VPA: valproic acid; y: year. * the different ghrelin levels in
epilepsy patients over time. =+ the concentrations derived from graphs.

Int. Ghrelin Form ':;;f:{f T1 ™ T3 T4 * (ngs) Ref

OXC N/A 327 6 m: 306 18 m: 320 / / = 9 [95]
OXC N/A 310 6 m: 288 18 m: 345 / / = 13 [98]

VPA N/A 18 6m: 18 12m: 18 / / = 9 [96]

VPA N/A 334 6 m: 275 18 m: 245 / / 1 14 [98]

VPA N/A 1.37 6m: 2.19 / / / t 3 [99]

TPM N/A 1121 3m: 1184 6 m: 1292 / / = 8 [97]

LEV N/A 1900 6 m: 2950 / / / = 7 [100]

KD DAAGG iAGG iizls(;))() DAlcE? ill[) DA?()S(? di.100 DAé(? 1140 / 1 7 [101]

: AG: £210 AG: £140 AG: £110
KD AG +400 15 d: +£250 30 d: £200 90 d: +200 1y: £200 1 6 [102]
KD N/A 20 6m: 19 12m: 19 / / / 8 [103]
The Ketogenic Diet

The ketogenic diet (KD) is an alternative treatment option for refractory epilepsy and
has often been proven useful, particularly in children. It remains to be elucidated to what
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extent the alterations in AG or DAG may mediate some of the effects of the KD [104]. Both
AG and DAG levels were shown to be decreased after the initiation of a KD in children
with drug-resistant epilepsy [101]. Another study showed that AG plasma levels were
decreased as soon as 30 days after the initiation of a KD in children with pharmacoresistant
epilepsy [102]. One study did not detect alterations in ghrelin levels after the onset of a KD
in drug-resistant epilepsy patients [103] (Table 3).

4. Preclinical Evidence for Ghrelin as a Potential Antiseizure Drug

Ghrelin, in both its acylated and deacylated form, as well as synthetic ligands, have
been studied in rodent seizure and epilepsy models. The majority of these studies focus on
the administration of ghrelin or ghrelin-R ligands to modulate seizures or epilepsy, while
only a few studies have assessed plasma ghrelin levels in these models.

4.1. Ghrelin in Seizure and Status Epilepticus Rodent Models

Both systemic and intrahippocampal ghrelin administration were anticonvulsant in the
acute rat PTZ model [105-108]. A longer pretreatment of 10 days with ghrelin elicited the
same antiseizure effect [107]. One study showed that ghrelin administration in PTZ-treated
rats enhanced cognitive capacity in terms of spatial memory [109], which is interesting in
light of cognitive impairments as important comorbidities of epilepsy [110].

AG, but not DAG, and total ghrelin plasma levels were decreased 30 min after the
induction of a seizure in the PTZ model [90]. This decrease was confirmed in another study,
where total ghrelin serum and brain levels were lower in rats after acute PTZ injection,
but also after chronic PTZ kindling [111]. Finally, the brain tissue and plasma total ghrelin
levels were decreased in mice that exhibited seizures, which were elicited after 24 h of
fasting, followed by scopolamine administration [112].

In a study conducted on a rat penicillin model performed under anesthesia, only
1 ug, but not 2 ug of ghrelin administered 30 min after penicillin significantly lowered the
spike frequency. These data imply that ghrelin might not follow a linear dose-response
curve [113]. There is one study that recently demonstrated ghrelin administration to
be proconvulsive in a WAG/Rij rat model presenting with absence seizures, as ghrelin
increased the number of spike-wave discharges and the total seizure duration one hour
after administration [114].

Ghrelin has been assessed in various status epilepticus (SE) models. However, given
the short duration of these experiments, they only reflect the effects of ghrelin on the
phenomenon of SE, and not on the subsequent chronic recurrent seizures. Ghrelin was
not anticonvulsant in SE models in rats [31,115], except for one study [116], while ghrelin
exerted anticonvulsant effects in a pilocarpine tail infusion mouse model and an intrahip-
pocampal kainic acid (IHKA) mouse model [29,116]. One explanation for these observations
could be the short timing of ghrelin administration prior to the stimulus (only 10 min)
in the rat models. Additionally, the doses that were used in these studies varied highly.
Interestingly, it appears that the choice of species may be involved as well, as ghrelin
(both at a dose of 0.08 mg/kg and 1.8 mg/kg) was anticonvulsant in mice, but not in the
pilocarpine or KA rat model at a dose of 1.5 mg/kg. On the other hand, the effects exerted
by ghrelin may not be strong enough to interfere with the development of SE (Table 4).

213



Biomedicines 2022, 10, 53

Table 4. Overview of effects of ghrelin in experimental epilepsy models. i.c.v.: intracerebroventricular;
i.h.: intrahippocampal; IHKA: intrahippocampal kainic acid; i.p.: intraperitoneal; KA: kainic acid;

min: minute; pen: penicillin; pilo: pilocarpine; PTZ: pentylenetetrazole; Ref: reference.

Dose Administration Regimen Anticonvulsant Animal Model Ref
0.02-0.08 mg/kg 30 min plr'iP;'r o P17 yes PTZ i.p. rat model [105,117]
ip. .
0.08 mg/kg 30 min prior to PTZ no PTZ i.p. rat model [118]
ih. infusion 1 x
0.3 nmol/uL 30 min prior to PTZ yes PTZ i.p. rat model [106,107]
or 10 days
icv. PTZi.p. rat model
0.08 mg/kg 30 min prior to PTZ yes (female rats) [108]
icv. Intracortical
0.5 1and 2 g 30 min after pen yes penicillin rat model [113,119]
0.08 mg/kg I'F;';;g;;nnelgrl;te no WAG/Rij rat model [114]
i.h. infusion, 120 min prior Pilocarpine i.h.
0.01-10 1M to pilo yes infusion rat model 1iel
ip. Pilocarpine i.p.
15mg/kg 10 min prior to pilo no rat model (31,115]
ip. KAip.
15mg/kg 10 min prior to KA ne rat model (115l
i.p. 30 min prior to KA, KAip.
0.08 mg/kg and 24 h after KA yes mouse model [29]
ip. Pilocarpine tail
18 mg/kg 30 min prior to pilo yes infusion mouse model 1ie]
Ghrelin’s deacylated form, DAG, was anticonvulsant in the IHKA rat model, the
intracerebroventricular pilocarpine rat model, and the pilocarpine tail infusion mouse
model [37,115] (Table 5). While this was not the case with ghrelin, the administration
of DAG only 10 min prior to a pilocarpine or IHKA stimulus was anticonvulsant [115].
A possible explanation may rely on the fact that DAG has a faster transport rate across the
BBB in mice compared to ghrelin [71].
Table 5. Overview of effects of desacyl ghrelin in experimental epilepsy models. i.c.v.: intracere-
broventricular; i.p.: intraperitoneal; KA: kainic acid; min: minute; pilo: pilocarpine; Ref: reference.
Desacyl Ghrelin
Dose Administration Regimen Anticonvulsant Animal Model Ref
ip. yes/no Pilocarpine i.p.
15 mg/kg 10 min prior to pilo (p=0.07) rat model (115]
ip. KAip.
15mg/kg 10 min prior to KA yes rat model (115]
icv. Pilocarpine i.c.v. rat
1-10uM 2 h prior to pilo yes model 371
ip. Pilocarpine tail
3/5mg/kg yes infusion mouse model 371

30 min prior to pilo

Another possible explanation could be the presence of GOAT in the hippocampus,
which may locally acylate extracellular DAG [44]. This leads to the compelling hypothesis
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that DAG may exert anticonvulsant effects via its superior brain availability compared to
ghrelin, in combination with local acylation, to render AG in the hippocampus and exert
anticonvulsant effects via the ghrelin-R. This mechanism would drastically improve ghrelin
availability at such difficult-to-reach brain areas. Additionally, this hypothesis may fit into
the notion that DAG was shown to require ghrelin-R expression to exert anticonvulsant
effects [37].

All preclinical studies involving the effect of ghrelin on seizures or SE have been
conducted in male rodents. There is one study that used female rats to investigate whether
ghrelin administration differentially affects the incidence of seizures at various time points
of the estrous cycle. The authors found that ghrelin was anticonvulsant during all phases
of the estrous cycle; however, the effects were more outspoken during the luteal phase
compared to the follicular phase [108].

4.2. Ghrelin Receptor Agonists

A large number of shorter ligands with binding affinity at the ghrelin-R have been
synthetized, of which the ghrelin-R agonists, macimorelin, capromorelin, and hexarelin
have been tested in animal models of seizures or epilepsy (Table 6).

The pseudotripeptide, macimorelin (H-Aib-(d)-Trp-(d)-gTrp-formyl, also known as
“JMV-1843") was first synthesized in 2003 [120], and it is currently on the market for the diag-
nosis of GH deficiency [121,122]. It is a full agonist of the ghrelin-R and has a longer plasma
half-life compared to the endogenous agonist [122,123]. Our group showed that macimore-
lin was anticonvulsant in both the acute 6-Hz mouse model and fully 6-Hz-kindled mice
through the ghrelin-R [124], and in a dopamine 1 receptor (D1R)-mediated mouse kindling
model [125]. Macimorelin did not exert anticonvulsant effects in the SE pilocarpine rat
model [31,115], but was anticonvulsant in the IHKA mouse model [126]. These studies
differed in the dose, the timing of the administration, and the species used, which may
explain these conflicting findings.

As ghrelin or macimorelin were shown to exert neuroprotective [28-31] and anti-
inflammatory effects [31,121,122] in seizure models (see further), our group recently stud-
ied whether macimorelin was able to interfere with epileptogenesis. The prevention or
attenuation of the development of epilepsy could drastically reduce morbidity and the so-
cioeconomic costs associated with refractory epilepsy. However, we found that macimorelin
was anticonvulsive, but not antiepileptogenic, in the IHKA mouse model [126].

Capromorelin is a ghrelin-R full agonist with a high affinity for its receptor [127], and
it is currently FDA-approved for veterinary use for increasing food intake [128,129]. Capro-
morelin was intrahippocampally infused two hours prior to intrahippocampal pilocarpine
infusion in rats and decreased the total seizure severity score [116].

The hexapeptide, hexarelin, was developed as a GH secretagogue prior to the discovery
of ghrelin [130]. Its potential anticonvulsant effects were assessed in both the pilocarpine
rat model and the IHKA rat model. While a low dose (0.33 mg/kg) was anticonvulsant
in the pilocarpine rat model, the same administration regimen was not anticonvulsant in
the IHKA rat model [115]. This once more underscores the variation between the models
and the species used in the discovery of novel potential ASDs, and advocates for the use of
multiple seizure or epilepsy models in the discovery of potential new ASDs.

4.3. Administration of Other Ghrelin Receptor Ligands

Neutral antagonists prevent the activation of a receptor by blocking the agonist binding
to the receptor, but do not affect its basal constitutive activity. Three ghrelin-R antagonists
have been investigated in a variety of epilepsy models, of which the neutral antagonist,
JMV-2959, was without effects in the pilocarpine rat model, in acute 6-Hz- or fully kindled
mice, and in the D1IR-mediated kindling model [115,124,125]. The hexapeptide, EP-80317
(Haic-D-Mrp-D-Lys-Trp-D-Phe-Lys-NH2), was anticonvulsive in the pilocarpine SE model
and the 6-Hz-kindled mouse model [115,131,132] (Table 6). Interestingly, resistance to the
initial anticonvulsant effects of EP-80317 treatment were observed with seizure progression
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in the 6-Hz-kindling model [131,132]. Its anticonvulsant effects were shown to be dependent
on the peroxisome-proliferator-activated receptor, S-gamma (PPAR-y), presumably via the
cluster of differentiation (CD)36 receptor [131,132]. By contrast, one recent study showed that
the ghrelin-R antagonist, D-Lys-3-GHRP-6, induced spontaneous seizures in an amygdala-
kindled rat model, [133].

Intrahippocampal infusion of the inverse agonists, A778193 and [D-Argl, D-Phe5,
D-Trp7,9, Leull]-substance P, were anticonvulsant in the intrahippocampal pilocarpine
infusion rat model. Inverse agonists are typified by their ability to block the intracellular
signaling of a receptor, including basal constitutive signaling, which resembles an absence
of the receptor. In line with this notion, ghrelin-R knock-out (KO) mice were shown to be
protected from seizures [116,124], which suggests that the absence of ghrelin-R signaling
is anticonvulsant. In agreement with this, the biased agonist, YIL671, a Gog and Gapp
selective biased ligand of the ghrelin-R that is not able to recruit -arrestin, increased the
seizure burden in the D1R-mediated kindling model [125].

Table 6. Overview of anticonvulsant effects of ghrelin-R ligands in experimental epilepsy models.
D1R: Dopamine 1 receptor; i.v.: intravenous; ih.: intrahippocampal; IHKA: intrahippocampal
kainic acid; i.p.: intraperitoneal; KA: kainic acid; min: minute; pilo: pilocarpine; Ref: reference; SP:
[D-Argl,D-Phe5,D-Trp7,9,Leull]substance P.

Compound Dose Administration Regimen Anticonvulsant Animal Model Ref
Agonists
. . ip Pilocarpine i.p. -
Macimorelin 0.33 mg/kg 10 min prior to pilo no rat model [31,115]
. . . . . . Acute 6-
Macimorelin 5mg/kg i.p., 20 min prior to stimulus yes Hzmouse model [124]
. . A . Fully kindled 6-Hz
Macimorelin 5mg/kg i.v. infusion yes mouse model [124]
D1R-mediated
Macimorelin 5mg/kg 30 min prior to SKF yes kindling mouse [125]
model
. . THKA
Macimorelin 5mg/kg 14 days, 2x /day yes mouse model [126]
. i.h. infusion 120 min Pilocarpine i.h.
Capromorelin 0.01-10 uM prior to pilo yes infusion rat model [ite]
. ip. Pilocarpine i.p.
Hexarelin 0.33 mg/kg 10 min prior to pilo yes rat model [115]
. ip. KAip.
Hexarelin 0.33 mg/kg 10 min prior to KA no rat model [11s]

216



Biomedicines 2022, 10, 53

Table 6. Cont.

Compound Dose Administration Regimen Anticonvulsant Animal Model Ref
Antagonists

g ip. Pilocarpine i.p.

EP-80317 033 mg/kg 10 min prior to pilo yes/no rat model (115]
g ip. KAip.

EP-80317 033 mg/kg 10 min prior to KA ne rat model (1]

g i.p. 10-15 min prior 6-Hz repeated
EP-80317 0.33 mg/kg to stimulus yes mouse model [131]

g ip. Pilocarpine i.p.
JMV-2959 033 mg/kg 10 min prior to pilo ne rat model (1]

. . . . Acute 6-Hz )
JTMV-2959 10 mg/kg i.p. 20 min prior to stimulus no motse model [124]
JMV-2959 10 mg/k i.v. infusion no 6-Hz [124]
8/X8 o fully kindled mice
g ip. DIR-mediated kindling
JMV-2959 5mg/kg 30 min prior to SKF ne mouse model [125]
e g _ i.c.v. 30 min prior Amygdala kindling
D-Lys-3-GHRP-6 1-100 ng to stimulus no rat model [133]
Inverse Agonists

i.h. infusion Pilocarpine i.h.
AT78193 0.01-10 uM 120 min prior to pilo yes infusion rat model 11e]

i.h. infusion Pilocarpine i.h.
P 0.01-10 uM 120 min prior to pilo yes infusion rat model (1]

Biased Agonists
ip. D1R-mediated kindling

YIL781 5mg/kg 30 min prior to SKF no mouse model [125]

5. Molecular Mechanisms-of-Action
5.1. Mechanisms of Ghrelin’s Anticonvulsant Action

Ghrelin-R expression is dynamic and may be influenced by the presence of a disease
state, or may depend on exposure to ghrelin [54,55,134], which are both relevant in the
context of ghrelin administration in seizure and epilepsy models. Neither ghrelin nor pilo-
carpine altered hippocampal ghrelin-R mRNA expression in the pilocarpine rat model [28],
while another group showed a decrease in the hippocampal ghrelin-R mRNA expression
in pilocarpine-treated rats, which was restored upon ghrelin administration [30].

Hippocampal Akt signaling was decreased in a pilocarpine rat model, which could
be restored by ghrelin administration [28,30]. Akt is a downstream target of the ghrelin-R,
which can be activated both by Goq signaling and B-arrestin recruitment. The ghrelin-R
antagonist, EP-80317, restored the increased hippocampal phosphorylation levels of the
other canonical downstream target ERK in the 6-Hz mouse model [131].

Up until now, the exact signaling pathways responsible for anticonvulsant effects
downstream of ghrelin-R have remained elusive, but a few possibilities exist, on the basis of
previous findings. Not only ghrelin-R agonists, but also ghrelin-R inverse agonists exerted
anticonvulsant effects, and ghrelin-R KO mice were protected from seizures [116,124].
The truncated ghrelin variant, ghrelin (1-5) amide, shows similar ECsy values compared
to ghrelin with regard to the ghrelin-R signaling pathways, but is unable to internalize
the ghrelin receptor, and was not able to exert anticonvulsant effects [116]. Because of
these intuitively irreconcilable observations, a novel concept emerged, hypothesizing that
the absence of the ghrelin-R on the cell surface was responsible for exerting ghrelin’s
anticonvulsant effect [116]. We showed that a Goq and Gy, selective biased ligand of
the ghrelin-R, YIL781, increased seizure severity in a kindling model [125]. Given these
observations, 3-arrestin recruitment remains the most probable pathway involved in
ghrelin-R-mediated anticonvulsive effects and it requires further investigation.
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However, we cannot completely exclude that G-protein-dependent signaling may be
required for ghrelin-R-mediated anticonvulsant effects, as Akt and ERK activation have
been described [30,32,135]. However, this would not fit with the notions of ghrelin-R KO
mice being protected from seizures, and inverse agonists exerting anticonvulsant effects; in
these cases, there is no G-protein-dependent signaling downstream of the ghrelin-R. Finally,
one could hypothesize that the possibility exists that the signaling pathways downstream
of 3-arrestin may be responsible for ghrelin’s anticonvulsant effects. Indeed, Akt and ERK
are mediators that can also be activated via 3-arrestin-dependent signaling. Nonetheless,
and also here, the data obtained from the experiments with ghrelin-R KO mice and inverse
agonists [116] suggest otherwise, and point towards an absence of signaling, which is
imperative for ghrelin’s anticonvulsant effects.

5.2. Mechanisms of Neuroprotection

Ghrelin increased the number of surviving neurons in the CA1 and CA3 hippocampal
regions in the pilocarpine rat model [28]. Pilocarpine reduced the apoptotic repressor, B-cell
lymphoma 2 (Bcl-2), increased the proapoptotic member Bcl-2-associated X protein (Bax),
and increased cleaved caspase-3, crucial in apoptosis. Ghrelin was able to restore these
markers, and may thus exert neuroprotection through antiapoptotic effects [28].

This latter finding was confirmed in the i.p. KA mouse model, in which ghrelin
decreased cleaved caspase-3 immunoreactivity in pyramidal CA1 and CA3 neurons, and
restored neuronal loss in CA1 and CA3 [29]. Terminal deoxynucleotidyl transferase dUTP
nick end labeling (TUNEL)-positive cells were abundantly present in vehicle-treated KA
mice, but no TUNEL-positive cells could be observed in ghrelin-treated KA mice. All of
the above described effects were dependent on ghrelin-R, as they were reversed by the
concurrent administration of a ghrelin-R antagonist [29]. A study conducted by Zhang and
colleagues confirmed the necessity of ghrelin-R availability in order for ghrelin to exert its
neuroprotective effects [30]. Ghrelin significantly rescued neuronal cell loss in CA3, and
inhibited cleaved caspase-3 activation, mediated via the phosphorylation of Akt [30].

A two-week-long administration of the ghrelin-R agonist, macimorelin, in the IHKA
mouse model, exerted anticonvulsant effects on spontaneous recurrent seizures, but did
not increase neuronal survival in the CA1, CA3, and DG of the hippocampus. This could
be due to the omission of pretreatment, as the onset of the treatment commenced 24 h after
SE induction, or due to the additional two-week wash-out in this study [126]. A lower dose
of macimorelin, administered prior to SE, was found to increase neuronal survival and
decrease apoptosis in the DG in the pilocarpine rat model, but not in CA1 [31]. Additionally,
this study was able to demonstrate neuroprotective effects exerted by macimorelin, but not
anticonvulsant effects against the pilocarpine-induced SE.

The possibility should be considered that ghrelin exerts neuroprotective effects via
the activation of a variety of signaling pathways mediated through the employment of G-
proteins, whereas the rapid and subsequent internalization via 3-arrestin signaling may be
responsible for anticonvulsant effects. Unraveling which ghrelin-R downstream signaling
pathway is responsible for a particular effect may be obtained by doing further experiments
in genetic models, or by using biased ligands that selectively activate a subset of pathways
while leaving others untouched.

5.3. Inflammation

Inflammation is a major hallmark of epileptogenesis, seizures, and chronic epilepsy.
This ranges from infiltration of the inflammatory cells and the release of proinflammatory
mediators to widespread gliosis [134-137]. Given the fact that inflammation is known to
progress the development of epilepsy [138], one of the presumed mechanisms-of-action of
ghrelin may rely on its ability to attenuate inflammation, stemming from both direct central
actions, and through peripheral anti-inflammatory effects [139].

Ghrelin significantly reduced the elevated plasma calcitonin gene-related peptide
(CGRP), substance P, interleukin (IL)-6, tumor necrosis factor (TNF)-«, and IL-1f in the
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PTZ rat model [117,118]. Additionally, ghrelin inhibited KA-induced increases in TNF-«,
IL-1p and cyclooxygenase-2 (COX2) mRNA levels in CAl and CA3 in the i.p. KA mouse
model, mediated via the ghrelin-R [29]. Ghrelin restored KA-induced increased matrix
metalloproteinase 3 levels, which is an important mediator of inflammation and neuronal
cell death [29]. Additionally, KA-induced increases in microglia and glial fibrillary acidic
protein (GFAP) immunoreactivity in CA1 and CA3 three days after SE were inhibited by
ghrelin [29]. This was not detectable after a two-week wash-out following macimorelin
administration in the IHKA mouse model, in which macimorelin was administered after
KA, and not as a pretreatment [126]. Another study showed that ghrelin administration de-
creased cortical TNF- « and NF-«B expression in the pilocarpine rat model [140]. However,
ghrelin did not alter serum levels of galanin, fibroblast growth factor (FGF-2), IL-6, TNF-«,
and IL-1f3 in the Wag/Rij rat model with nonconvulsive absence seizures [114].

5.4. Oxidative Stress

Seizures induce oxidative stress, which, in turn, exacerbates seizures (reviewed
by [141]). Ghrelin prevented the PTZ-induced decrease in the catalase activity in both
the CNS and erythrocytes, and prevented the augmentation in thiobarbituric acid reactive
substances levels, a measure for lipid peroxidation [142]. Additionally, ghrelin normalized
superoxide dismutase levels, an enzyme responsible for clearing superoxide anion in the
erythrocytes, brain, and liver [142]. These data suggest that ghrelin protects against oxida-
tive stress caused by PTZ. It remains unclear whether the effects of ghrelin on decreasing
oxidative stress are caused directly, or because ghrelin is anticonvulsant, and the lower
number of seizures leads to decreased oxidative stress. However, in the WAG/Rij rat model
with nonconvulsive absence seizures, ghrelin was not anticonvulsant, but it still reduced
the malondialdehyde [114].

6. Functional Implications of Diminished Ghrelin-R Signaling in the Context
of Excitability

While several molecular mechanisms-of-action have been described, it remains un-
known how these contribute to the anticonvulsant effects of ghrelin, and how they lead
to an overall decrease in the brain excitability. The heteromerization of the ghrelin-R with
other receptors can lead to the preferential recruitment of other noncanonical signaling
pathways [143]. Ghrelin, as well as other signaling molecules, may exploit this phenomenon
for inducing ghrelin-R-mediated anticonvulsant effects.

Ghrelin-R activation results in intracellular Ca** increases through the canonical Gag
protein [59,60]. One possible mechanism-of-action would be a decrease in intracellular Ca*
in ghrelin-R-expressing neurons. Elevated levels of intracellular Ca®* are associated with
epileptiform activity and epileptogenesis [144,145]. Therefore, a reduction in intracellular
Ca”* may be an interesting putative mechanism for seizure suppression in the absence
of ghrelin-R signaling. Various studies have shown the differential effects of ghrelin on
neuronal excitability and synaptic transmission, which all support that ghrelin acts in
a brain-region-specific manner [146-148].

The ghrelin-R is expressed in both excitatory neurons, as well as in inhibitory interneu-
rons in the dorsal CA1. It was recently shown that a selective increased expression of the
ghrelin-R in excitatory neurons was detrimental for learning and memory in mice, while
an increased expression of the ghrelin-R in interneurons had a beneficial effect [149]. It
remains to be uncovered if a dual effect on excitability also exists by, for instance, decreas-
ing Gog signaling in excitatory neurons via -arrestin, while increasing Gy signaling in
inhibitory interneurons. Indeed, while GPCRs may be associated with several signaling
pathways, these signaling pathways are not always all operative in the same cell. Thus far,
the knowledge concerning the cell-specific expression of signaling pathways downstream
of the ghrelin-R is lacking and requires further studies.
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7. Conclusions and Future Perspectives

Ghrelin is increasingly recognized as a potential important player in seizures and
epilepsy. Most studies show lower ghrelin levels in patients suffering from epilepsy, or
lower ghrelin levels after a seizure. The exact implications of plasma ghrelin level alterations
in epilepsy have remained, up until now, unknown, and should be further investigated in
light of its treatments as well, including the KD. It is increasingly evident that there may be
important differences between AG and DAG. This may advocate for future investigations
of both isoforms of ghrelin in epilepsy, or for studying further whether the contributions of
GOAT expression and the local reacylation of DAG are relevant for seizure control.

With only a few exceptions, ghrelin and synthetic agonists of the ghrelin-R are anti-
convulsant in seizure, epilepsy, and SE models. The notion that both agonists and inverse
agonists were anticonvulsant stirred up the discussion concerning the signaling pathways
responsible for ghrelin-R-mediated anticonvulsant effects. The hypothesis that 3-arrestin
recruitment is involved should be more thoroughly investigated to confirm the relevance
of this pathway. Overall, the complexity of ghrelin-R signaling, and the extensive list of
other factors possibly influencing it, highlight the need for further investigations into the
mechanism behind ghrelin-induced anticonvulsant effects.
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