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Abstract

Background and Purpose Neuroinflammation is increasingly recognized to contribute to drug-resistant epilepsy. Activation of
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without the presence of P2X7R antagonists. Epileptiform-like activity was measured via single cell patch-clamp recordings.
Key Results BzATP application (300 uM) resulted in increased calcium influx in hiPSC-derived neurons which was blocked
by the P2X7R antagonists JNJ-47965567 (100 nM) and AFC-5128 (30 nM). Single-cell patch-clamp recordings showed that,
while treatment with AFC-5128 did not reduce epileptiform-like activity triggered by picrotoxin alone, AFC-5128 reduced the
severity of epileptiform-like activity under inflammatory conditions. Notably, epileptiform-like events in the inflammation-
primed picrotoxin model were refractory to the anti-seizure medication carbamazepine alone but were reduced by the co-
application of carbamazepine with AFC-5128. Conclusion and Implications Our findings demonstrate anti-seizure effects of
targeting the P2X7R in a human neuronal network model of epilepsy and suggest P2X7R-based treatments may be an effective

add-on therapy for controlling drug-resistant seizures.

Title: P2X7 receptor antagonism suppresses epileptiform-like activity in an inflammation-primed human
iPSC-derived neuron model of drug-resistant epilepsy

Running title : P2X7R antagonism reduces epileptiform-like activity in human iPSC neurons

Authors: Jaideep Kesavan'?, Klaus Dinkel®, Michael Hamacher*, Jochen H. M. Prehn'2, David C.
Henshall?and Tobias Engel®2*

Affiliations :

! Department of Physiology & Medical Physics, RCSI University of Medicine & Health Sciences, Dublin,
D02 YN77, Ireland

2 FutureNeuro, SFI Research Centre for Chronic and Rare Neurological Diseases , RCSI Uni-
versity of Medicine and Health Sciences, Dublin, D02 YN77, Ireland



3 Lead Discovery Center GmbH, Otto-Hahn-Strae 15, 44227 Dortmund, Germany
4 Affectis Pharmaceuticals AG, Otto-Hahn-Strafle 15, 44227 Dortmund, Germany

*Correspondence: Tobias Engel, Ph.D., Department of Physiology & Medical Physics, RCSI University of
Medicine & Health Sciences, Dublin, D02 YN77, Ireland

Tel: +35314025199, Fax: 435314022447, Email:tengel@rcsi.ie

Manuscript details: Page numbers: 33; Figure numbers: 5; Tables: 2; Abstract: 250 words, Introduction: 620
words; Results: 2283; Discussion: 885 words; References: 52

Abstract
Background and Purpose

Neuroinflammation is increasingly recognized to contribute to drug-resistant epilepsy. Activation of the ATP-
gated P2X7 receptor (P2X7R) has emerged as an important upstream mechanism and increased P2X7R
expression is present in the seizure focus in rodent models and patients. Pharmacologic antagonism of the
P2X7R can attenuate seizures in rodents but this has not been explored in human neuronal networks.

Experimental Approach

Human neurons were differentiated from two induced pluripotent stem cell (hiPSC) lines. P2X7R function
on neurons was assessed via P2X7TR agonist BzATP-evoked calcium transients. Acute or chronic in wvitro
models of epileptiform-like events were generated by exposure of hiPSC cultures to the GABA receptor
antagonist picrotoxin or a cocktail of picrotoxin and neuroinflammatory agents with or without the presence
of P2X7R antagonists. Epileptiform-like activity was measured via single cell patch-clamp recordings.

Key Results

BzATP application (300 pM) resulted in increased calcium influx in hiPSC-derived neurons which was
blocked by the P2X7R antagonists JNJ-47965567 (100 nM) and AFC-5128 (30 nM). Single-cell patch-clamp
recordings showed that, while treatment with AFC -5128 did not reduce epileptiform-like activity triggered
by picrotoxin alone,AFC -5128 reduced the severity of epileptiform-like activity under inflammatory condi-
tions. Notably, epileptiform-like events in the inflammation-primed picrotoxin model were refractory to the
anti-seizure medication carbamazepine alone but were reduced by the co-application of carbamazepine with
AFC -5128.

Conclusion and Implications

Our findings demonstrate anti-seizure effects of targeting the P2X7R in a human neuronal network model
of epilepsy and suggest P2X7R-based treatments may be an effective add-on therapy for controlling drug-
resistant seizures.
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Bullet point summary:

What is already known

P2XT7R expression is increased in epileptogenic tissue in the brains of animal models of epilepsy and epilepsy
patients.

P2X7R antagonism can attenuate seizures in animal models.

What this study adds

P2X7Rs are expressed and functional on hiPSC-derived neurons.

P2X7R antagonism reduces drug-refractory seizures in a human epilepsy cell model system under inflamma-
tory conditions.

What is the clinical significance

The findings suggest P2X7R antagonism could be an add-on therapy for patients with drug-refractory
epilepsy.
1. Introduction

Epilepsy is a common brain disease characterized by spontaneous recurrent seizures that affects up to 70
million people worldwide (Thijs et al., 2019). Epilepsy can be caused by a variety of factors including
inherited and de novo gene mutations or can be acquired as a result of a brain injury (Pitkanen et al.,
2015; Steinlein, 2008). While there are over 30 approved anti-seizure medications (ASMs) in clinical use,
pharmacoresistance remains as high as 30%, a rate that has not changed in decades (Klein et al., 2024).
Moreover, ASMs have shown no apparent impact on disease progression and can cause serious side effects
(e.g ., dizziness, headaches) (Perucca et al., 2023), highlighting the need for novel therapies.

The cell and molecular hallmarks of neuroinflammation are a common finding in brain samples from pa-
tients who underwent neurosurgical resection of seizure-generating tissue. Accordingly, there is interest in
therapeutic targeting of neuroinflammatory pathways such as interleukin-13 (IL-1p) for seizure control and
possibly disease modification (Aronica et al., 2017; Devinsky et al., 2013; Vezzani et al., 2011). Extracellu-
larly released adenosine triphosphate (eATP) functions as a damage-activated molecular pattern (DAMP),
mediating pro- and anti-inflammatory effects via ionotropic P2X and metabotropic P2Y receptors (Andrejew
et al., 2020; Beamer et al., 2021). Among these, the P2X7 receptor (P2X7R) has attracted particular at-
tention (Beamer et al., 2017; Engel et al., 2021). Activation of the P2X7R requires high amounts of eATP,
limiting its function mainly to pathophysiologic circumstances, and results in opening of a non-selective
cationic channel permeable to Na™, KT and Ca?", leading to the later release of IL-1f. The receptor is
normally expressed at low levels in the brain, in particular on microglia and oligodendrocytes (Alves et al.,
2024; Illes et al., 2017; Kaczmarek-Hajek et al., 2018). P2X7R expression increases in the brain in exper-
imental models of epilepsy and is elevated within the hippocampus from patients with treatment-resistant
epilepsy (Alves et al., 2024; Dona et al., 2009; Engel et al., 2012; Jimenez-Pacheco et al., 2016; Morgan et
al., 2020). P2X7Rs have been implicated in a variety of pathological processes relevant to epilepsy including
increased permeability of the blood brain-barrier (BBB), altered neurotransmitter release, cell death and
neuroinflammation (Andrejew et al., 2020; Klein et al., 2018; Sperlagh et al., 2014).

Functional studies indicate that targeting the P2X7R can attenuate seizures. For example, P2X7R an-
tagonists, such as AFC-5128 and JNJ-47965567, have been shown to reduce the severity of evoked and
spontaneous seizures in mice (Amhaoul et al., 2016; Amorim et al., 2017; Engel et al., 2012; Jimenez-Mateos
et al., 2015; Jimenez-Pacheco et al., 2016; Jimenez-Pacheco et al., 2013; Mamad et al., 2023; Rozmer et
al., 2017). It is unclear, however, whether these therapeutic effects will translate to humans as there are



sequence and functional differences between the rodent and human P2X7R and controversy over whether
neurons express functional P2X7Rs (Illes et al., 2017).

Human induced pluripotent stem cells (hiPSCs) represent invaluable human model systems to test the effects
of new drugs on human cells, thereby advancing treatments further towards a clinical application (Autar
et al., 2022; Jones et al., 2016; Rivetti di Val Cervo et al., 2021). While P2X7Rs have been shown to
be present on several hiPSCs-induced cell lines including microglia, astrocytes and neurons (Francistiova
et al., 2021; Kesavan et al., 2023), whether P2X7R signaling contributes to hyperexcitable networks using
hiPSCs has not been investigated. Here, we show, using an in vitro model of epileptiform-like events in
hiPSCs-derived neurons, that P2X7R antagonism can reduce epileptiform activity but only in the context
of a primed inflammatory state. We further show that P2X7R antagonism has a synergistic effect when
co-applied with a conventional ASM, providing support for the use of P2X7R-based drugs as stand-alone or
adjunctive treatments for pharmacoresistant epilepsy.

2. Methods
2.1. Culture and differentiation of hiPSCs

All hiPSC-related work was approved by the RCSI Research Ethics Committee (REC202302020). hiPSC
line HPSI0114i-eipl -1 (ECACC 77650081; Culture Collections, Public Health England, UK) was made by
reprogramming with a non-integrating virus from skin fibroblasts from a healthy individual at passage
32. Cells were maintained under feeder-free conditions on vitronectin (STEMCELL Technologies, British
Columbia, Canada)-coated 6-well plates in E8 medium (Thermo Fisher Scientific, Massachusetts, USA).
hiPSCs were dissociated by using 0.5 mM EDTA for 2 min at 37°C, and reseeded at the density of 1 x
10* cells per cm?. For the neural induction of hiPSCs, approximately 24 h after splitting, culture medium
was switched to Gibco PSC Neural Induction Medium (Thermo Fisher Scientific, Massachusetts, U.S.A.)
containing Neurobasal medium and Gibco PSC neural induction supplement. Neural induction medium
was changed every other day from day 0 to day 4 of neural induction and every day thereafter. At day
10 of neural induction, primitive neural stem cells (pNSCs) were dissociated with Accutase (Thermo Fisher
Scientific, Massachusetts, USA) and plated on Geltrex-coated dishes at a density of 1 x 10° cells per cm? in
NSC expansion medium containing 50% Neurobasal medium, 50% Advanced DMEM/F12, and 1% neural
induction supplement (Thermo Fisher Scientific, Massachusetts, U.S.A.). pNSCs were passaged on the
4*hday at a 1:3 split ratio to derive NSCs. For the differentiation of neurons, NSCs were plated on Geltrex-
coated coverslips or on a monolayer of human primary glia at a density of 5 x 10* cells per cm? in neuronal
differentiation medium consisting of neurobasal medium and DMEM-F12 (1:1), with 2% B-27 supplement,
1% N2 supplement, 1% L-glutamine, 1% nonessential animal acids, 20 ng/ml brain-derived neurotrophic
factor (BDNF), 20 ng/ml glial cell-derived neurotrophic factor (GDNF) (all from Thermo Fisher Scientific,
Massachusetts, USA), 100 ng/mL cAMP, 100 pM L-ascorbic acid and penicillin/streptomycin (all from
Merck, Missouri, United States). The culture medium was changed every 2-3 days. Neurons which were
differentiated from hiPSC-derived neural progenitors, hereafter referred as hiPSC line 2, were obtained from
Roche Pharmaceuticals (Lau et al., 2024).

2.2. Immunocytochemistry

Neurons cultured on coverslips were fixed with a combination of acetic acid (6.71%) and ethanol (62.5%) for
15 min. After 3 washes in phosphate buffered saline, cells were permeabilized with 0.1% Triton for 20 min
and blocked in 1% BSA for 30 min. Cells were incubated at 4°C overnight in primary antibody diluted in 1%
BSA. Cells were then incubated in secondary antibody diluted in 1% BSA for 1 h at room temperature. The
following primary antibodies were used: mouse anti-3-tubulin III as a marker for neuron-specific cytoskeletal
proteins (Biolegend, San Diego, CA, dilution 1:500) and rabbit anti-P2X7R, (Alomone Labs, Jerusalem, Israel,
dilution 1:200) or rabbit anti-P2X7R (Synaptic Systems, Gottingen, Germany, dilution 1:200) as markers
for P2X7R. The respective secondary antibodies were conjugated to Alexa Fluor-488 or Alexa Fluor-594
(Thermo Fisher Scientific, Massachusetts, USA) and used at a dilution of 1:1000. Coverslips were mounted
and images were acquired using a Leica DM4000B fluorescence microscope.



2.3. Drug application

Stock solutions of BZATP (Alomone Labs, Jerusalem, Israel), ATP (Merck, Missouri, United States), AFC-
5128 (Beamer et al., 2022) and JNJ-47965567 (Alomone Labs, Jerusalem, Israel) were diluted and applied
in HEPES-buffered extracellular solution. The drug solutions were delivered to the recorded cells by a valve-
controlled fast multibarrel superfusion system with a common outlet approximately 350 ym in diameter
(Automate Scientific, California, USA). The application tip was routinely positioned approximately 1 mm
away from and 50 ym above the surface of the recorded cells. A computer connected to Digidata 1550B
controlled the onset and duration of each drug application. The drugs were used at the following final
concentration: BzATP and ATP (300 pM), AFC-5128 (30 nM) and JNJ-47965567 (100 nM).

2.4. Calcium Imaging

For calcium imaging of BzATP-evoked responses, neurons, differentiated on Geltrex-coated coverslips without
human primary glia, were loaded with Cal-520 (AAT Bioquest, California, USA) by incubation with the
acetoxymethyl (AM) ester form of the dye at a final concentration of 2 uM in culture media without serum.
The dyes were prepared as 5 mM stock solution in dimethyl sulfoxide (DMSO) and kept frozen at -20°C
and diluted on the day of use. After 45 min, cells were washed several times with dye-free HEPES-buffered
saline solution and transferred to an imaging chamber on a microscope (Zeiss Axio Examiner, Jena, Germany)
equipped with a Zeiss 40x water immersion objective. Zen Blue imaging software (Carl Zeiss, Jena, Germany)
was used for hardware control and image acquisition, and image analysis was performed using ImageJ (NTH,
Maryland, USA). All imaging experiments were performed at 34°C in a low divalent cation-containing bath
solution with the composition (in mM): 135 NaCl, 3 KCl, 0.5 CaCly, 0.1 MgCly, 10 HEPES and 10 glucose
(pH 7.2; osmolality 290-300 mmol/kg). Images were acquired at 4 Hz. Background fluorescence was measured
from the cell-free area outside the soma of interest in each frame of every time series. Region of interests
(ROIs) were manually drawn around the soma and baseline fluorescence intensity (F0) was determined by
averaging 24 frames preceding the cell’s exposure to BzATP or ATP and the time course of normalized
fractional dye fluorescence [AF/F0] was obtained, where AF equals F(t) - FO.

2.5. Induction of acute or chronic epileptiform-like activity

Neurons plated on human primary glia was used for the induction of acute or chronic epileptiform-like activity.
Acute epileptiform-like activity was induced by exposure to the chemical convulsant picrotoxin (100 uM)
for 10 min. To induce chronic epileptiform-like activity, the cultures were exposed to picrotoxin (100 uM)
for 7 to 12 days where a chronic epileptiform-like activity with neuroinflammation was induced by treating
the cultures with a cocktail of picrotoxin (100 uM), tumour necrosis factor-o (TNF-a) (30 ng/ml), IL-1a (3
ng/ml), IL-1B (3 ng/ml) and complement component 1q (Clq) (400 ng/ml) for 7 to 12 days(Hyvarinen et
al., 2019; Stoberl et al., 2023) .

2.6. Burst detection and analysis

Loose patch-clamp experiments were carried out with a Multiclamp 700 B amplifier (Molecular Devices,
California, USA) which was interfaced by an A /D-converter (Digidata 1550B, Molecular Devices, California,
USA) to a PC running pClamp software (Version 11, Molecular Devices, California, USA). The signals
were low-pass filtered at 2 kHz and sampled at 10 kHz. Pipette electrodes (G150T-4, Harvard Apparatus,
Massachusetts, USA) were fabricated using a vertical puller (Narishige PC-100, Tokyo, Japan). All recordings
were performed at 34°C in a bath solution containing (in mM): 135 NaCl, 3 KCl, 2 CaCly, 1 MgCl,, 10
HEPES and 10 glucose (pH 7.2; osmolality 290-300 mmol/kg). Spontaneous action potential firing and
bursts were detected in loose-patch configuration with patch pipettes filled with the bath solution. A spike
was counted when the signal recorded in loose patch configuration exceeded a threshold of £5 o, where o
was the standard deviation of the baseline noise during quiescent periods. The following parameters were
used for burst detection: maximum interval to start burst was set to 100 ms, maximum continuing in-burst
interval was set to 5000 ms, and minimum number of spikes in a burst was set to 5.

2.7. Statistical analysis



The manuscript complies with BJP’s recommendations and requirements on experimental design and anal-
ysis. All experiments were designed to generate groups of equal size, using randomisation and blinded
analysis. All statistical analyses were performed with GraphPad Prism 9 software (GraphPad Software,
San Diego, CA, USA) and are described in Figure legends. Initially, all datasets were tested for normality
using the Shapiro-Wilk test. For datasets failing normality, Mann-Whitney test (two-tailed) was performed.
For multiple comparisons, repeated-measures ANOVA and Tukey’s Post hoc tests were performed. Non-
parametricKolmogorov-Smirnov test was used to test for one-dimensional probability distribu-
tion. Data are expressed as mean + SEM.p < 0.05 was considered statistically significant.

3. Results
3.1. Functional expression of P2X7Rs in hiPSC-derived neurons

In order to assess the functional expression of P2X7Rs and if targeting of these receptors reduces hyperex-
citability in a human brain-relevant cellular model, we differentiated neurons from two hiPSC lines (Kesavan
et al., 2023).

As a first approach, immunocytochemistry was performed on cells at 18-22 days after plating NSCs using
two different P2X7R antibodies and the neuronal marker B-III tubulin. Of note, while the B-III tubulin
antibody produced a more diffuse staining, the P2X7R antibodies showed the expected punctate staining
in the neuronal soma and along the processes, demonstrating the presence of P2X7Rs on hiPSC-derived
neuronal soma and processes (Figure la-c ).

To complement the immunocytochemistry findings, we next sought to assess whether these human neurons
respond to the application of P2X7R-stimulating agonists. Previous studies have shown that the activation
of the P2X7R requires high (mM range) concentrations of ATP. The P2X7R is, however, 10-30 times more
sensitive to the ATP analog and non-selective P2X7R agonist, 2’,3’-O-(4-benzoylbenzoyl)-ATP (BzATP)
(Donnelly-Roberts et al., 2009). To assess the functional expression of P2X7Rs, hiPSC line 1-derived neurons
grown on coverslips without glial monolayer were loaded with 2 uM Cal-520 AM calcium-sensitive fluorescent
dye to eliminate unspecific fluorescence from glia. The application of the P2X7R agonist BzATP (300 uM)
resulted in a discernable increase in calcium fluorescence in hiPSc line 1-derived neurons (Figure 2a ).
Fluorescence rose quickly in response to a pulse of 300 uM BzATP for 5 s signifying a persistent rise in
[Ca?*]i during constant agonist exposure. In contrast, when the cells were pre-incubated with the P2X7R
antagonist AFC-5128 (Fischer et al., 2016; Kesavan et al., 2023) (30 nM) pulse ejection of 300 uM BzATP and
30 nM AFC-5128, changes in [Ca?T]; were strongly reduced (BzATP 0.0819 & 0.0060, BzATP and AFC-5128
0.0127 + 0.0050; p < 0.0001). The peak amplitude of the individual AF/F0 traces upon BzATP application
was reduced when stimulated in the presence of AFC-5128 (BzATP 0.2086 + 0.0362, BzATP and AFC-5128
0.0975 £ 0.024;p < 0.0001) (Figure 2b ). Similar results were evident when the area under AF/F0 curve
(AUC) of individual AF/FO0 traces were compared (BzATP 2.170 £ 0.2276, BzZATP and AFC-5128 0.5178 +
0.1307;p < 0.0001) (Figure 2c ), suggesting BzATP-evoked responses are mediated mainly via the P2X7R.

To further confirm the functional expression of P2X7Rs, we repeated the BzZATP application in the presence
of another highly-specific P2X7R antagonist, JNJ-47965567. Similar to AFC-5128, BzATP-evoked [Ca®*};
signals were also reduced in the presence of a second P2XT7R antagonist JNJ-47965567 (BzATP 0.1089 +
0.0134, BzATP and JNJ-47965567 0.0209 + 0.0004; p < 0.000) (Figure 2d ). The peak amplitude of the
individual AF/F0 traces upon BzATP application was reduced when stimulated in the presence of JNJ-
47965567 (BzATP 0.6528 + 0.0428, BzATP and JNJ-47965567 0.0460 + 0.0064, mean + SEM; p < 0.0001)
(Figure 2e ). As before, similar results were evident when the area under AF /F0 curve of individual AF/F0
traces were compared (BzATP 2.808 + 0.1811, BzATP and JNJ-47965567 0.0777 £+ 0.0114;p < 0.0001)
(Figure 2f ).

We further confirmed the expression of P2X7Rs using hiPSC line 2-derived neurons. Bz-ATP evoked Ca?*t
influx was also blocked by AFC-5128 (BzATP 0.0592 + 0.0038, BzATP and AFC-5128 0.0035 + 0.0011)
(Figure 2g ). The peak amplitude of the individual AF/F0 traces upon BzATP application was reduced
when stimulated in the presence of AFC-5128 (BzATP 0.1359 £ 0.0233, BzATP and AFC-5128 0.0674



+ 0.0086; p < 0.0111) (Figure 2h) . Similar results were obtained when the area under AF/F0 curve
of individual AF/F0 traces were compared (BzATP 1.367 + 0.2385, BzATP and JNJ-47965567 0.4862 +
0.0849; p = 0.0007) (Figure 2i ). BzATP-evoked Ca?" influx was also blocked by JNJ-47965567 (BzATP
0.0241 £ 0.0035, BzATP and JNJ-47965567 0.0018 £ 0.0008; p < 0.0001) (Figure 2j ). The peak amplitude
of the individual AF/F0 traces upon BzATP application was reduced when stimulated in the presence of
JNJ-47965567 (BzATP 0.2110 £ 0.0299, BzATP and JNJ-47965567 0.0631 + 0.0115; p = 0.0002) (Figure
2k ). A comparison of area under AF/F0 curve of individual AF/F0 traces reveals a significant reduction
in the presence of JNJ-47965567 (BzATP 1.584 + 0.2567, BzATP and JNJ-47965567 0.5119 + 0.1265; p
= 0.0002) (Figure 21 ). These results demonstrate the functional expression of P2X7Rs in two lines of
hiPSC-derived neurons.

3.2. Antagonism of P2X7Rs alleviates PTX-induced chronic epileptiform-like events under inflammatory
conditions

Pharmacological targeting of P2X7Rs have repeatedly been proven effective in rodent models
of epilepsy (Engel et al., 2012; Jimenez-Pacheco et al., 2016; Jimenez-Pacheco et al., 2013;
Mamad et al., 2023). The effects of P2X7R antagonism on hyperexcitability in a human neu-
ronal network has, however, not been reported to date. For this, we first developed an in
vitro model consisting of hiPSC-derived neurons differentiated on human primary astrocytes.
When co-cultured with astrocytes, functional maturation of hiPSC-derived neurons has been shown to be
improved (Hedegaard et al., 2020; Johnson et al., 2007).Hepe, vetwopx neptupPatiove Asadivy To
eTUAETTIPOPU-ALXE BLpoTE wepe WBLCED o TN annAicatiov o IITE (100 uM), o vov-
COUTETITIE avTaYovioT 0@ wiitopd y-apwvoButdeic actd (FTABA L) pecentops (Pryvee
3a, B). Aoooce TATCN-CAUULT EETMEPLUEVTS WEPE TERPOPUED TO ACOCECS VETWOEX EECLTO-
Buhitd. Ag demicted B eiesuniapd TEACES AVE YLAVTILYLCATIOVE, AOOCE TATSN-GAOLTT
eEMEPUUEVTEC ONOWES tTnat Tepextuevt witn IITE @op 10 wv wepeaoced tne BupcTt @ee-
xveved geop 0.0558 £ 0.0146 HZ ot Bacsiiwve to 0.0925 + 0.0149 HZ- n = 0.0358)
noct-teeatkevt (Puyves 3¢). Similarly, calcium imaging experiments using Cal-520 loaded neurons
also revealed PTX induced an increase in network activity and synchronisation, hallmarks of seizures (Figure

3d, e).

We next assessed the effect of P2X7R antagonism in this model (Figure 4a). Comparison of
burst parameters during PTX application vs. co-application of PTX and AFC-5128 revealed
no significant difference in burst frequency ([F(2,11) = 1.79; p = 0.2053)]: baseline 0.0800 +
0.0277, PTX 0.1421 + 0.044, PTX and AFC-5128 0.0995 + 0.0227 Hz), number of spikes in
burst (([F(2,11) = 1.79; p = 0.2053)]: baseline 19.65 & 2.62, PTX 19.17 + 3.551, PTX and AFC-
5128 24.94 £ 4.708; burst duration ([F(2,11) = 1.327; p = 0.2857)]: baseline 1025 4+ 202.9, PTX
1209 + 220.7, PTX and AFC-5128 1367 4 299.5 ms) and interburst interval ([F(2,11) = 1.365;
p = 0.2725)]: baseline 20701 + 5737, PTX 12334 + 2778, PTX and AFC-5128 17696 + 4797
ms) (Figure 4b-e). Similar results were observed with the P2X7R antagonist JNJ-47965567.
Comparison of burst parameters during PTX application vs. co-application of PTX and JNJ-
47965567 revealed no significant difference in burst frequency ([F(2,6) = 0.1479; p=0.4297)]:
baseline 0.0477 £ 0.01258, PTX 0.0692 + 0.01705, PTX and JNJ-47965567 0.06347 + 0.02547
Hz), number of spikes in burst ([F(2,6) = 1.696; p = 0.2322)]: baseline 31.56 + 8.213, PTX
59.16 4+ 22.14, PTX and JNJ-47965567 26.93.3 4 9.223), burst duration (baseline 1179 + 272.6,
PTX 1562 + 281.1, PTX and JNJ-47965567 1230 + 526.2 ms) and interburst interval ([F(2,6)
= 1.606; p = 0.1916)]: baseline 15.03+ 4.294, PTX 10.19 £ 2.126, PTX and JNJ-47965567
19.90+ 7.103 s) (Figure 4f-i).

Tne aBoe @uwdivyg wiicate tnat II2ETP avTayoVIoW L& VOT CUPEPLGLEVT TO TREEVT AGUTE
emAenTIQOp-Aixe agTut coxed B¢ IITE v tnic nupav podel. Qe ndrotneociled tnig
pwod Begavoe o tne afcevge oy avd Pagxyeouvd wehaupatopd tove. To teocT T
WBeal, WE ABATTES TNE LOBEN TO LOPE GAOCEAY PEPAEST CNEOVIG WAaupatopd covdiTiove



BY co-tpeativy tne IITE-snooced MUIIX"-8cpled VELUEPOVAN VETWOPXS WLTY AL COGKTAUA 0
npo-wohoppatopd ayevitg (TNP-o, IA-1a, IA-1 avd "1y) pop 7 t0 12 dadg (Pryves 49).
Ilpeioug Bata NoE ONOWY TNAT TEEATUEVT WLTY TNECE AYEVTS ASABS TO AL VEUPOLVQAAU-
patopd mnevotdhne v MIIE"-8epLed vevpoval vetwopxs (Hyvarinen et al., 2019; Stoberl et
al., 2023). Loose patch-clamp recordings were performed in the presence of PTX alone or PTX
and AFC-5128 from the neuronal cultures treated with PTX and pro-inflammatory agents.
In contrast to results from our acute settings, burst frequency was significantly reduced in
the presence of AFC-5128 (PTX 0.1012 £ 0.0156, PTX and AFC-5128 0.0662 + 0.0159 Hz;p
= 0.0342) (Figure 4k) illustrating that P2X7R antagonism alleviates hyperexcitability in a
chronic model of epileptiform-like events under inflammatory conditions. Moreover, the mean
number of spikes in burst (PTX 19.20 4+ 2.771, PTX and AFC-5128 14.95 + 2.542 Hz;p =
0.1688) and burst duration (PTX 1404 + 274.4, PTX and AFC-5128 1264 + 209.5 ms; p =
0.1688) were slightly reduced in the presence of AFC-5128, however, this did not reach stati-
stical significance (Figure 41, m). Finally, mean inter-burst-intervals (IBI) were also increased
following AFC-5128 application (PTX 10.61 + 2.370, PTX and AFC-5128 40.87 & 16.28 s; p
= 0.0479) (Figure 4n).

Next, we used histograms and kernel density plots to delineate IBI subpopulations Figure 4o-
q). After the addition of AFC-5128, a distinct peak appeared (indicated by arrow in Figure 4p)
at longer IBIs indicating AFC-5128 increases successive intervals between bursts. Furthermore,
the shape and scale parameters of the distribution of the IBIs were measured by fitting a
gamma distribution to the histogram (Figure 4r, s and Table 1). We found that the mean
shape parameter of the gamma distribution of IBI was 0.794 in PTX-treated group and 0.482
in PTX and AFC-5128 co-treated group. Similarly, the mean scale parameter from the gamma
distribution was 8.722 in PTX-treated group but increased to 31.048 in PTX and AFC-5128
co-treated group demonstrating increase in longer intervals between bursts when AFC-5128
was co-applied. Comparison of the cumulative frequency distributions of PTX or PTX and
AFC-5128 treated groups also revealed increase in IBI after AFC-5128 application (Figure 4t;
p = 0.0198). These results provide additional confirmation that AFC-5128 increases the IBI
in chronic inflammatory model of epileptiform-like events.

Taken together, while P2X7R antagonism seems to have no effect on acute PTX-induced
epileptiform activity, treatment with P2X7R antagonists reduced seizure-like events under
chronic inflammatory conditions.

3.3. Synergist effect of P2X7R antagonism in carbamazepine-resistant iPSC-derived neuronal network model
of epileptiform-like events

Recent studies showed that blocking the P2X7R attenuates pharmacoresistant status epi-
lepticus in a mouse model (Beamer et al., 2022). We, therefore, hypothesized that P2X7R
antagonism may also enhance the effects of conventional ASMs in our in vitro hiPSC-derived
neural network model treated with neuroinflammatory agents.

As before, hiPSC-derived neural networks were treated with PTX and the same cocktail of
neuroinflammatory agents as before (i.e., TNF-a, IL-1a, IL-1 and Clq) for 7-12 days. Loose
patch-clamp experiments were performed in baseline conditions and in the presence of the
common ASM carbamazepine (50 pM) (Figure 5a, b). Neurons were categorised as unre-
sponsive to carbamazepine if carbamazepine application failed to reduce firing frequency by
more than 30%, leading to 68.8% carbamazepine-unresponsive neurons when co-treated with
PTX and neuroinflammatory agents (Figure 5c). Next, we wanted to explore if the P2X7R
antagonist AFC-5128 attenuates carbamazepine-resistant epileptiform-like burst firing. Repre-
sentative traces depicting burst firing indicated attenuation of epileptiform-like activity when
the neural network was co-treated with carbamazepine and AFC-5128 (Figure 5d). While
the burst frequency did not change significantly in the presence of carbamazepine, this was



reduced to a significant level via the co-application of carbamazepine and AFC-5128 (PTX vs.
PTX and CBZ (carbamazepine): 0.1022 + 0.0156 vs. 0.1187 £ 0.0264 Hz; p = 0.8666; PTX
and CBZ vs. PTX, CBZ and AFC-5128: 0.1187 + 0.02645 Hz vs. 0.04713 + 0.01130 Hz; p =
0.0442) (Figure 5e). Interestingly, co-application of carbamazepine and AFC-5128 also led to
a reduction in the number of spikes in burst (PTX vs. PTX and CBZ: 27.94 4+ 3.583 vs. 15.73
+ 3.678; p = 0.0173; PTX and CBZ vs. PTX and CBZ and AFC-5128: 15.73 &+ 3.678 vs. 12.71
+ 3.239; p = 0.0017) (Figure 5f). Similarly, a reduction in the burst duration was observed
after carbamazepine application that was further reduced in the presence of AFC-5128, which
was statistically significant compared to the burst duration in the presence of carbamazepine
alone ([F(2,11) = 8.6; p = 0.0039]; PTX vs. PTX and CBZ: 1857 + 227.1 vs. 1321 + 241.5
ms; p = 0.1390; PTX and CBZ vs. PTX, CBZ and AFC-5128: 1321 4 241.5 vs. 888.5 4 125.6
ms; p = 0.0585; PTX vs. PTX, CBZ and AFC-5128: 1857 + 227.1 vs. 888.5 + 125.6 ms;p =
0.0098) (Figure 5g). Moreover, while the IBI was only slightly increased in the presence of
carbamazepine, the mean IBI was further increased when carbamazepine and AFC-5128 were
co-applied, although not statistically significant ([F(2,11) = 1.199, p = 0.2970]; PTX vs. PTX
and CBZ: 11.06 £ 2.493 vs. 15.19 £ 5.057 s;p = 0.5748; PTX and CBZ vs. PTX, CBZ and
AFC: 15.19 + 5.057 vs. 106.4 & 84.75 s; p = 0.5526) (Figure 5h).

To further quantify these observations, histograms were made using log-transformed IBI dis-
tributions. The data shows a right-shift in the IBI distribution indicating longer IBI after
the co-application of carbamazepine and AFC-5128 (Figure 5i-k). Kernel density estimation
(KDE) also reveals a shift towards a longer IBI distribution after co-application of carbama-
zepine and AFC-5128 (Figure 51). The shape parameters of the distribution of the IBIs were
measured by fitting a gamma distribution to the histogram. The distribution of the IBIs and
corresponding gamma-distribution fits are shown in Figure 5m-o. The shape and scale parame-
ter as a measurement of the IBI distribution for PTX or PTX and CBZ or for co-application
of PTX, CBZ and AFC-5128 is shown in Table 2. The shape parameter as a measure of the
spread of the IBI distribution increased form 10.418 in the presence of PTX and CBZ to 17.847 during
the co-application of PTX, carbamazepine and AFC-5128.

In addition, comparison of the cumulative frequency distributions of PTX and CBZ or PTX,
CBZ and AFC-5128 treated groups also revealed increase in IBI after AFC-5128 application
(Figure 5p;p = 0.008).

Thus, P2X7R antagonists enhance anti-seizure effects of this conventional ASM in this human model for
drug-refractory epilepsy.

4. Discussion

Here, we show for the first time the anti-epileptic potential of blocking the P2X7R using a human in vitro
seizure model that included the key contribution of inflammatory signaling. Notably, P2X7R antagonism
restored the anti-seizure effects of the ASM carbamazepine in the chronic hiPSC model, suggesting P2X7R-
based treatments as add-on therapy for drug-refractory epilepsy.

A key obstacle hampering the translation of results from pre-clinical disease models into the clinic is the lack of
their validation in human model systems. In the epilepsy field, new drug development remains largely reliant
on pre-clinical drug screening in animal models (Loscher et al., 2013). Human cell models (e.g., hiPSC) offer
a promising tool to bridge the translational gap between animal models and human clinical trials. Here, the
P2X7R represents no exception. While several P2X7TR antagonists have passed onto the clinical trial stage
(e.g., depression (Recourt et al., 2023)), the decision to move P2X7R antagonist towards these trials was
most likely based on results from animal studies. A growing body of evidence supports the P2X7TR as a drug
target for epilepsy but this remains in the pre-clinical domain (Engel, 2023). h iPSCs represent a human
disease-relevant cellular model to assess phenotypic alterations and drug responses in neurological diseases
including epilepsy (Hirose et al., 2020; Lu et al., 2022).



One of the major findings of our study was that P2X7R antagonism reduces epileptiform activity in hiPSCs.
This was, however, only evident when an inflammatory tone was present, evoked by co-culturing with a
cocktail of cytokines. These results are in line with previous data suggesting the pro-excitability effects of
the P2X7R emerge only in the context of neuroinflammation (Beamer et al., 2022; Smith et al., 2023).
The mechanism of how P2X7Rs promote hyperexcitability in our hiPSC model and whether this is media-
ted via P2X7TRs expressed in neurons remains to be established. For our epileptiform-like activity induction
studies, we used co-cultures of iPSC-derived neurons and human primary astrocytes. While our data con-
firmed functional P2X7TR expression on neurons, we have previously shown P2X7Rs to be functional also on
iPSC-derived astrocytes (Kesavan et al., 2023). It is well established that astrocytes play an important role
during synaptic communication via their interaction with pre- and post-synaptic compartments (i.e ., tri-
partite synapse) (Halassa et al., 2010). Astrocytes contribute to neurotransmitter release, such as glutamate
and GABA (Cuellar-Santoyo et al., 2022), which may contribute to network hyperexcitability (Khan et al.,
2019). In this scenario, P2X7Rs on astrocytes and activated during inflammatory conditions, contribute to
the activation of astrocytes and the subsequent increase in neurotransmitter release contributing thereby to
the observed epileptiform discharges. Thus, blocking P2X7TR activity on astrocytes would reduce astrocyte
activation, neurotransmitter release and network hyperexcitability. P2X7Rs are, however also expressed on
neurons where they have been shown to regulate, upon activation, the release of nmeurotransmitters such as
glutamate and GABA (Alves et al., 2024; Barros-Barbosa et al., 2018; Sperlagh et al., 2002), which po-
tentially also contributes to the observed changes in network hyperexcitability. The most likely scenario is,
however, a combination of both astrocyte and neuronal P2X7R-mediate effects and the exact contribution
from each cell type should be further investigated in future studies. Why the observed effects are restricted
to neuroinflammatory conditions and do not impact on network hyperexcitability in an acute setting is likely
due to the need for the P2X7R to be primed, for example via increased inflammation, which is in line with
the observed absence on acute seizures in experimental animal models (Dogan et al., 2020; Fischer et al.,
2016).

A second major finding of our study is the fact that P2X7TR antagonism restores the anticonvulsive effects
of the ASM carbamazepine. We have previously shown increased P2X7TR expression to contribute to drug-
unresponsiveness during status epilepticus, including the ASM carbamazepine (Beamer et al., 2022). The
same study also showed that increased inflammation increases status epilepticus-induced drug-refractoriness,
which can be overcome by genetic deletion of the P2X TR or via treatment with P2X7R antagonists (Beamer
et al., 2022). Future studies should reveal how P2X7R antagonism under neuroinflammatory conditions
restores the anti-convulsant actions of ASMs.

While our study provides the evidence of the anti-seizure potential of P2X7R antagonism in human model
systems, there are several shortcomings which should be considered. While our study clearly demonstrates the
functional expression of P2XTRs in neurons, whether there are differences according to neuronal subpopula-
tions has not been addressed and should be carried out in future experiments. As mentioned before, for our
hiPSC' in vitro model of epileptiform-like events we have used co-cultures of neurons and astrocytes with
both cell types expressing P2X7Rs. Moreover, apart from neurons and astrocytes, P2X7Rs are highly expres-
sed in microglia and previous studies have shown P2X7Rs to be expressed also in hiPSC-derived microglia
(Francistiova et al., 2021). Future studies should clarify what cell type(s) contribute to P2X7R-mediated
hyperexcitability. Our data suggest P2X7R antagonism to restore/potentiate the effects of the ASM car-
bamazepine. Future studies should establish whether these effects are specific for carbamazepine. Previous
studies in animal models of status epilepticus have, however, shown that increased P2X7R expression reduces
the responsiveness to several ASMs (i.e ., lorazepam, midazolam, carbamazepine and phenytoin) (Beamer
et al., 2022).

5. Conclusions

In conclusion, this is the first study providing proof of the anti-epileptic potential of P2X7R antagonism using
a human model system and suggests P2X7Rs-based treatments as novel adjunctive therapy for drug-refractory

epilepsy.
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Figure Legends

Pryvpe 1. Ippwvopluopeoserse avalipois og II2E7Ps ov mIIX™6epied veupors. (al-ab) Ipuvvoglvopeoge-
vge avadpois op MIIX" Aive 1-0€pied veupors otawved witn avtifodies Sipegted ayavat emrone 576-595 o pat
II257Pg (ypeev) witn douPAe-AaBeAdivy vowy vevpovad uapkep B-IIT tuBudy (ped). (B1-B5) IpvvopAvope-
ogevge avalpois op mIIEX" hive 2-6epied veuporg otaved witn avtiBodies dipested ayavot emrone AA 363 to
595 o¢ povoe II257Ps (ypeev) witn bouPAe-AafeAlivy vowy tne vevpovad uapkep B-III tupuliv (ped). (¢1-¢5)
Tupvvopluopeagervse avadpois op mIIE™ Aive 2-6epied veupors otaved witn) avtifodies BipegTed ayavot enito-
e AA 576 o AA 595 (A1-A5) og pat II2Z7Ps (ypeev) wirn SouPle-AaBellivy vovy veupoval papkep B-IIT
TuBuAr (peb). Xsade Bap 10 M.

Pryvpe 2. B{ATII-coked @°* peonovoes v mIIX " 5epied vevpors. (a) Aepaye tije oepies anowivy peamovoe
op MIIX" Awve 1-6€pieb veupors to tne anmiigatiov op BLATIT (300 uM) w tne afoevse (Blagk tpage) avd
npeoevse (ypeev tpage) op AP5128 (30 vM) (Mavyv-Qmzvey T teot, ****n < 0.0001, v = 76). (B) Ivbudvar
reak AP /PO apndicvde dupwy BLATII op BLATII avd AP™-5128 go-arrmhigatiov (Mavv-Onreve T teot, **¥*¥¢
< 0.0001, v = 73) avd (g) AY" dvpwy BLATII op BCATII avd AP™-5128 go-arrdigatiov (Mavv-Onieve T teor,
****1 < 0.0001, v = 73).(8) Peormovoe to BLATII anmhigatiov v mIIX" Aive 1-5epieb veupors w tne afoevge
(Bagk tpage) avd mpeoevge (mupmAe tpage) op ONO-47965567. (Mavv-Omeveyp T teot, ****n < 0.0001, v
= 86).(¢) Ivbubvad neax AP/PO aumditvde dvpwy BLATII op BLATII avd ©ONO-47965567 go-anmAigatioy
(Mavv-Qnizvep T teot, ****1 < 0.0001, v = 86) avd () AY" dupwy BLATII op BCATII avd ONO-47965567
go-anmAigatiov (Mavv-Onreve T teot, ****n < 0.0001, v = 86). () Aepaye Tijie oepieg anomivy peoTovoe og
NI \wve 2-6epied veupors to tne anthigatiov op BLATIT (300 uM) w tne aPoevge (Blagk tpage) op mpeoevge
(vpeev tpage) op AP-5128 (30 vM) (Mavv-Qmzvep T zeor, **r < 0.0001, v = 57). (n)Ivbudved meax
AP/P0O aurdizvde dvpwy BLATII op BLATII avd AP™-5128 co-anmhisatiov (Mavv-OQmizve T teot, ***n =
0.0111, v = 52) avd(r) AY" dupwy BLATII op BLATII avd AD™-5128 go-anmhigaziov (Mavv-Qmizvep T teow,
***r = 0.0007, v = 52). (©) Peormovoe to BLATII anrhigatiov v mIIX" Aive 2-5epieb veupovs v tne afoevge
(Bagk tpage) avd mpeoevge (mupmAe tpage) op ONO-47965567. (Mavv-OQmzveyp T teot, ****n = 0.0002, v
= 26). (x) Ivbudved neax AP/PO aurdizvde dupwy BLATII op BLATII avd ONO-47965567 go-anmAigatiov
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(Mavv-Qnmizve T teot, ****n = 0.0002, v = 26) avd (A) AY" dvpwvy BLATII op B{ATII avd ONO-47965567
go-anmAigatiov (Mavv-Qnicved T teot, ****n = 0.0002, v = 26).

Pryvpe 3. mIIX*“6ep1eb vevpoval ITTE uoded o@ emAentipopp-Aike €evTs v 1tpo. (@) Xgnepatis icw o@
eEnepipievtal deoyy @op agute €mAENTIPOPH-AIKE agTuTy) Hoded. A@tep Aoooe-matsn pesopdvy w PBaoelve
SovdiTiovs, oUoTAVED emAETTIPOP-Atke agTuty) wag wovsed By 10 v eEnooupe o 100 uM HTE. Aoooe matsn-
qlaur pesopdvys wepe sovtvved wv IITE dupvy cvotaived emlentipoppu-Aike agtuty. (B) E&eumlapy tpages
09 Aooge-Tatsn pesopdvy onowwy IITE-wduged Pupotvy agtuty (ped). (g)Egpest op ITTE (100 uM) ov
Bupot gpexvergy (Mavv-Onreve T teot, *n = 0.0358 , n = 8). (d) Synchronization matriz based upon the
peaks of the different fluorescence traces in the presence of physiological saline, PTX or TTX (n = 60). (e)
Raster plot of calcium transients in the presence of physiological saline, PTX or TTX (n = 60).

Figure 4 Effect of AFC-5128 on burst parameters in acute or chronic epileptiform-like activity model. (a)
Schematic showing experimental design for acute epileptiform-like activity model. Loose-patch recordings
were performed in the presence of physiological saline, PTX or PTX and P2X7 antagonists AFC-5128 or
JNJ-47965567. (b-e) Effect of AFC-5128 on burst parameters in acute PTX model of acute epileptiform-
like activity. Burst frequency: baseline vs. PTX, p = 0.8074; PTX vs. PTX and AFC-5128, p = 0.4591;
baseline vs. PTX and AFC-5128, p > 0.9999; number of spikes in burst: baseline vs. PTX, p > 0.9999;
PTX vs. PTX and AFC-5128, p = 0.3074; baseline vs. PTX and AFC-5128, p = 0.4591; burst duration:
baseline vs. PTX, p > 0.9999; PTX vs. PTX and AFC-5128, p > 0.9999; baseline vs. PTX and AFC-
5128, p > 0.9999; interburst interval: baseline vs. PTX, p = 0.8593; PTX vs. PTX and AFC-5128, p =
0.0990; baseline vs. PTX and AFC-5128, p = 0.8593 (n = 12). Friedman’s ANOVA with Dunn’s multiple
comparisons test. (f-i) Effect of JNJ-47965567 on burst parameters in acute PTX model of epileptiform-like
activity. Burst frequency: baseline vs. PTX, p > 0.9999; PTX vs. PTX and JNJ-47965567,
p = 0.7446; baseline vs. PTX and JNJ-47965567,p = 0.4467; number of spikes in burst:
baseline vs. PTX, p= 0.9999; PTX vs. PTX and JNJ-47965567, p = 0.0975; baseline vs.
PTX and JNJ-47965567, p = 0.1841; burst duration: baseline vs. PTX, p = 0.1841; PTX
vs. PTX and JNJ-47965567, p = 0.0975; baseline vs. PTX and JNJ-47965567, p > 0.9999;
interburst interval: baseline vs. PTX, p > 0.9999; PTX vs. PTX and JNJ-47965567, p =
0.5443; baseline vs. PTX and JNJ-47965567, p = 0.1841 (n = 7). Friedman’s ANOVA with
Dunn’s multiple comparisons test. (j) Schematic showing experimental design for chronic epileptiform-
like activity model. Neuronal networks were treated with PTX for 2 days followed by treatment with PTX
and neuroinflammatory agents for 7-12 days before loose-patch recordings were performed. (k-n) Effect of
AFC-5128 on burst frequency, spikes per burst, burst duration and IBI in chronic model of epileptiform-like
activity. Burst frequency: PTX vs. PTX and AFC-5128, *p = 0.0342; number of spikes in burst: PTX vs.
PTX and AFC-5128, p = 0.3054; burst duration: PTX vs. PTX and AFC-5128, p = 0.5879; interburst
interval: PTX vs. PTX and AFC-5128, *p = 0.0479 (n = 13), Wilcozon matched-pairs signed rank test.
(o-p) Histogram of IBI distribution using log transformed data overlaid with PDF in the presence of PTX
or PTX and AFC-5128. Note the appearance of a population of bursts with longer IBI in the presence of
AFC-5128 (indicated by arrow). (q) KDE estimation indicating the appearance of a peak (indicated by arrow)
at longer IBI in the presence of PTX and AFC-5128. (r-s) Histograms of IBI distribution in the presence
of PTX or PTX and AFC-5128 fitted with a gamma function. (t) Cumulative frequency distribution of IBI
upon PTX or PTX and AFC-5128 treatment. (Kolmogorov—Smirnov test, **p = 0.0198, n =
12).

Pryvpe 5 Eppest op ADP™-5128 ov emlentipopu-Aike agtury v “BZ-peciotavt poded. (a) Xsnepatic onowivy
eEnepipevtal dearyy gop "BZ-peciotavt emdentipopp-Aike agtuty 1odeA. Neupovad vetwopks wepe eEnooed to
100 uM IIT= @op 2 bayps, poArowed P ITTE avd veuporvglaupatopy ayevts pop 7-12 dayps Bepope Aoooe-natsn-
ghapm pegopdivys wepe teppopued v tne npeoevse op IITE op IITE avé “BZ op IITE, “BZ avd AP™-5128. (B)
Egpest op Bupat gpexversy wv tne mpeoevse op "BZ (v = 16). Nevporg tnat gaired to peduge fupat gpexvevsy
By 70% op pope vrov “BZ eEnooupe wepe haoaged ag “BZ-peciotavt. (S)fiapt onowwy nepsevtaye op "BZ-
oevorie op pegiotavt vevpovs (v = 16).(8) E&eumdapy tpages onowivy Bupotivy agtuth v Tne mpesevse og
IOTE (von), HTE avd "BZ (JubdAe) op IIT=, "“BZ avb AD™ 5128 (Bottop) at wigated covsevpatiovs. (€-1)
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Egpgest op co-anndigatiov op ‘BZ avd AP™-5128 ov Bupot napapeteps Burst frequency: PTX vs. PTX and
CBZ: p = 0.8666; PTX and CBZ vs. PTX, CBZ and AFC-5128: *p = 0.0442; spikes in
burst: PTX vs. PTX and CBZ: *p = 0.0173; PTX vs. PTX and CBZ and AFC-5128: **p
= 0.0017; burst duration: PTX vs. PTX and CBZ: p = 0.1390; PTX and CBZ vs. PTX, CBZ
and AFC-5128:p = 0.0585; PTX vs. PTX, CBZ and AFC-5128: **p = 0.0098; IBI: PTX vs.
PTX and CBZ: p = 0.5748; PTX and CBZ vs. PTX, CBZ and AFC, p = 0.5526, n = 12,
Friedman’s ANOVA with Dunn’s multiple comparisons test. (i-k) Histogram of IBI distribution
using log transformed data overlaid with PDF in the presence of PTX or PTX and CBZ or PTX, CBZ and
AFC-5128. Note the appearance of a population of bursts with longer IBI in the presence of AFC-5128 (n
= 12). (1) KDE estimation indicating lower density in the prese of PTX, CBZ and AFC-5128 (n = 12).
(m-o) IBI distribution in the presence of PTX or PTX and CBZ or PTX, CBZ and AFC-5128 fitted with
a gamma function (n = 12). (p) Cumulative frequency distribution of IBI upon PTX and CBZ or PTX,
CBZ and AFC-5128 treatment. (Kolmogorov-Smirnov test, **p = 0.008, n = 12).
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