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Recent experimental studies and pathological analyses of
patient brain tissue samples with refractory epilepsy suggest
that inflammatory processes and neuroinflammation plays a
key-role in the etiopathology of epilepsy and convulsive
disorders. These inflammatory processes lead to the secretion
of pro-inflammatory cytokines responsible for blood-brain-
barrier disruption and involvement of resident immune cells
in the inflammation pathway, occurring within the Central
Nervous System (CNS). These elements are produced through
activation of Toll-Like Receptors (TLRs) by exogenous and
endogenous ligands thereby increasing expression of
cytokines and co-stimulatory molecules through the
activation of TLRs 2, 3, 4, and 9 as reported in murine studies.
It has been demonstrated that IL-1B intracellular signaling
and cascade is able to alter the neuronal excitability without
cell loss. The activation of the IL-18/ IL-1B R axis is strictly
linked to the secretion of the intracellular protein MyD88,
which interacts with other cell surface receptors, such as TLR4
during pathogenic recognition. Furthermore, TLR-signaling
pathways are able to recognize molecules released from
damaged tissues, such as damage-associated molecular
patterns/proteins (DAMPs). Among these molecules, High-
mobility group box-1 (HMGB1) is a component of chromatin
that is passively released from necrotic cells and actively
released by cells that are subject to profound stress.
Moreover, recent studies have described models of epilepsy
induced by the administration of bicuculline and kainic acid
that highlight the nature of HMGB1-TLR4 interactions, their
intracellular signaling pathway as well as their role in
ictiogenesis and epileptic recurrence.The aim of our review is
to focus on different branches of innate immunity and their
role in epilepsy, emphasizing the role of immune related
molecules in epileptogenesis and highlighting the research
implications for novel therapeutic strategies.
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Introduction

Recent experimental studies and pathological analyses of brain
tissues of patients with refractory epilepsy suggest that inflamma-
tory processes and neuroinflammation play a key-role in the
etiopathology of epilepsy and convulsive disorders. These inflam-
matory processes are responsible for the secretion of
pro-inflammatory cytokines, which cause blood brain barrier dis-
ruption as well as involvement in the inflammatory pathway of
resident immune cells in the brain. Furthermore animal models
used to identify inflammatory triggers in epileptogenesis have
shown an increased susceptibility to seizures with inflammation
in the developing rat brain, with pharmacological blockade of
the IL-1beta/IL-1 receptor type 1 axis during epileptogenesis pro-
viding neuroprotection in 2 rat models of temporal lobe epi-
lepsy." More recently IL-18 and High-mobility group box-1
(HMBG-1), along with their receptors, have been studied as
potentially important pro-convulsant molecules due to increased
expression in the sera of experimental models and brain tissue of
epileptic patients. In addition experimental models have sug-
gested that neural damage and the onset of spontaneous recurrent
seizures are modulated via complex interactions between innate
and adaptive immunity.””

The aim of our current review is to focus on different branches
of innate immunity and their role in epilepsy, emphasizing the
role of immune-related molecules in epileptogenesis and
highlighting the research implications for novel therapeutic
strategies

The Burden of Epilepsy: A Contemporary Look
at its Epidemiology

Epilepsy is a disease characterized by recurrent unprovoked
epileptic seizures due to aberrant, hyperexcitability and synchro-
nized firing of groups of neurons, along with cognitive, neurobio-
logical and psychosocial consequences. "> While epilepsy is one of
the most common neurologic diseases worldwide, its etiology is
not completely understood and pharmacological therapies fail in
about one-third of patients.” Epilepsy occurs in all age groups
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with around 50 million people estimated to be affected world-
wide,” the majority of whom are left untreated particularly in
developing countries. Furthermore, the World Health Organiza-
tion (WHO) reported in 2001 that neurological conditions
account for 30.8% of all years of life lived with disability (YLDs)
and epilepsy accounts for 0.5% of the total burden of diseases.®”
Epilepsy is thus considered a global challenge.

Despite appropriate therapy, seizures in about 30% of patients
remain uncontrolled. More than 50% of patients respond to the
first anti-epileptic drug (AED) and of the remaining, only 20%
respond to alternative or additional anti-convulsants. In addition,
some patients develop resistance during the course of disease
although the exact mechanism of drug-resistant epilepsy is not
understood.” Whereas AEDs tend to provide symptomatic relief,
they do not modulate the underlying disease mechanisms. Several
mechanisms have been proposed for drug-resistance, and more
recently the pro-inflammatory hypothesis is finding traction as a
potential new explanation.

The Role of the Innate Immune System

The mammalian immune system includes 2 main branches:
Innate immunity and adaptive (acquired) immunity. Innate
immunity is the first line of defense, developing at an early stage
of life and is followed by the development and activation of adap-
tive immunity as the later phase of host defense. While adaptive
immunity is confined to vertebrates and responds specifically to
antigens on different pathogens as well as incorporating immu-
nological memory through a process of gene rearrangement,
innate immunity is an evolutionarily conserved mechanism
shared with plants and invertebrates. '’

Epithelial surfaces along the skin, respiratory tract, and gastro-
intestinal tract as well as antigen presenting cells including neu-
trophils and macrophages, along with the complement system
and preformed plasma proteins are the major components of
innate immunity. Moreover, cytokines are the main immunomo-
dulators of innate immunity and include tumor necrosis factor
(TNF), interleukins and interferons.'®'? The Innate immune
system recognizes conserved molecular patterns in pathogens via
germ-line encoded receptors, called pattern recognition receptors
(PRR). Common molecular patterns recognized are classified
together as pathogen-assisted molecular patterns (PAMPs) and
include bacterial cell wall molecules, as well as viral and fungal
products. In addition, important PRRs include Toll-like Recep-
tors (TLR), Nod-like receptors (NLR), and retinoic acid-induc-
ible gene 1-like receptors (RLR).

Toll-like receptors, endogenous and exogenous ligands

Toll-like receptors are the most studied members of the PRRs.
The Toll gene was first identified in 1984 in drosophila mela-
nogaster embryo as an essential gene for dorso-ventral axis devel-
opment in these flies. Later it was discovered that Toll protein is
an essential receptor for initiating the innate immune response
against fungal infections.”® A mammalian ortholog receptor
inducing inflammatory genes was found one year later, named
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the Toll-like receptor.'” Toll-like receptors are transmembrane
receptors composed of 3 domains: The transmembrane, intracel-
lular and extracellular domains. The extracellular domain is
designed for ligand recognition and is characterized by a leucine-
rich repeats (LRRs) region. The intracellular domain, called the
Toll/interleukin-1 receptor (TIR) domain due to its similarity to
IL-1 receptor family, initiates a signaling cascade leading to
induction of inflammatory genes."”

Eleven toll-like receptors have been identified in humans.
TLRs 3, 7-9 are located in the cellular endolysosomal compart-
ment, while TLRs 1, 2, 4-6 and 11 are expressed in the plasma
membrane. Several of these TLRs have been shown to respond to
exogenous ligands. TLR 2 recognizes microbial components like
bacterial peptidoglycans, teichoic acid, lipoproteins, lipopeptides,
lipoarabinomannan, glycosylphosphatidylinositol, porins and
zymosan from the yeast cell wall, either alone or in combination
with TLRs 1 and 6. Furthermore TLR1/6 heterodimer recog-
nizes diacylated lipopeptide whereas TLR1/2 recognizes triacy-
lated  lipopeptides.” TLR4 binds to the

lipopolysaccharide (LPS) of gram negative bacteria, some viral

Moreover

products and endogenous ligands.*” TLR5 recognizes bacterial
flagellin'® and TLRs 3, 7, 8 and 9 bind to viral PAMPs. TLR3
recognizes double stranded RNA, TLR7 and TLR8 recognize
viral and non-viral single stranded RNAs and TLR9 recognizes
unmethylated CpG dinucleotides found in the viral and bacterial
genome.'"'* The ligand for TLR10 has not yet been identified.'?
Finally TLR11 binds to uro-pathogenic antigens and a profiling-
like molecule in toxoplasma gondz’i.zz‘26

Among the major molecules contributing to innate immunity,
damage-associated molecular patterns (DAMPs) are a major
group of endogenous ligands for TLRs released from damaged
cells. DAMPs include heat-shock proteins (HSP), hyaluronan,
nucleic acids, heparan sulfate, surfactant protein-A, fibrinogen
and high mobility group box 1 (HMGB1).'¢ Furthermore,
fibrinogen, heparan sulfate, hyaluronan, 8 defensin 2, surfactant
protein-A, fibronectin extra domain A are endogenous ligands of
TLR4'" whereas Heat-shock proteins like HSP60, HSP70,
HSP90 and GP96 activate TLR 2 and 4.'>16:25-27-3638 11y addi-
tion HMGBI is an endogenous ligand for TLR2 and 4***° and
mRNA is an endogenous ligand for TLR3.%°

TLR signaling pathways

TLR signaling cascade begins with adaptor proteins being
recruited through TLR activation. There are 6 known adaptor
proteins: myeloid differentiation factor 88 (MyD88), Toll IL-1
receptor domain containing adaptor protein (TIRAP), also
known as myeloid differentiation factor 88 adapter like (MAL)
protein, Toll-interleukin 1 receptor domain containing adapter-
inducing interferon-B (TRIF) or TIR-containing adapter mole-
cule-1 (TICAM-1), TRIF-related adapter molecule (TRAM) and
Sterile-a and Armadillo motif containing protein (SARM).>1*2
In addition, TLRs signaling pathways are divided into MyD88-
dependent and MyD88-independent pathways.*>*> With the
exception of TLR3, all TLRs recruit MyD88. The TIR domain
of the TLR interacts with the TIR domain of MyD88, recruiting
interleukin-1 receptor-associated kinase 4 (IRAK4), which results
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in IRAK1 phosphorylation. Subsequently, the TNF receptor-
associated factor 6 (TRAFG), activated by IRAKI, stimulates
transforming growth factor-b (TGEF-b)-activated kinase 1
(TAK1). At this point 2 different pathways are initated. One
pathway includes degradation of inhibitor of nuclear factor kB
kinase (IKK) that leads to translocation of NFkB as a transcrip-
tion factor to the nucleus. The other pathway involves activation
of mitogen-activated protein (MAP) kinases, subsequently trig-
gering the activator protein-1 (AP-1) transcription factors. 4243
These transcription factors induce the production of pro-inflam-
matory mediators.

The signaling cascade of TLR2 and 4 depends upon TIRAP/
MAL in addition to MyD88. For example data from TIRAP/
Mal deficient mice shows they were not able to induce inflamma-
tory response when TLRs 2 and 4 were triggered.***> TLR4 uses
both MyD88 dependent pathway and TRIF (MyD88 indepen-
dent) pathway; however TLR3 is exclusively dependent on TRIF
(also named TICAM-1) pathway.>*>® In the TRIF pathway,
NEFkB and interferon-regulatory factor 3 (IRF3) are activated,
leading to induction of interferon-B (IFN-B).”” When the TRIF
pathway is triggered by TLRs, TRAM is also recruited as an
intermediate protein.”®

The fifth member of this family, SARM, is a negative regula-
tor of the TRIF pathway®’ and of basal MAPK activity.>*

Brain cells with immune capabilities

Microglia are the macrophage-like antigen presenting resident
cells in the brain originated from myeloid progenitor cells.***!
Other brain cells originate from the neuroepithelial cell linage
and include neurons and glia, with glia differentiating into astro-
cytes, oligodendrocytes and polydendrocytes. Expression of
TLRs and associated proteins is observed in astrocytes, and
microglia as well as neurons.*? Moreover there is evidence that
these cells mediate inflammation that may contribute to
epileptogenesis.

Data from human samples has further demonstrated TLR
expression on glial cells as well as limited evidence of neuronal
expression. Human microglial cells express mRNA for TLRs
1-9.” In particular high cell-surface TLR2 expression, as well as
intracellular TLR3 expression, was shown in human microglia
(ref). In addition astrocytes with a restricted repertoire of TLRs,
showed high levels of TLR3 expression along with low levels of
TLRs 1, 4, 5 and 9. Furthermore, high levels of IL-12, TNF-q,
IL-6, CXCL™10, IL-10 and IFN- were reported in response to
TLR3 induction in human microglia and IL-6, CXCL™10 and
IFN-B were produced in response to TLR3 activation in astro-
cytes.”® Furthermore an in vitro study of cultured astrocytes
showed preferential expression of TLR3,.***> Iz vitro and in vive
study examining the expression of TLRs by microglia and astro-
cytes therefore show a wide range of TLRs that are differentially
expressed in these cells with astrocytes mainly expressing TLR 2
and 3. Finally, there is some evidence that neurons also express
TLRs, particularly intracellular TLRs 3, 7, 8 and 9 424647

There is evidence from experimental models that stimulation
of TLRs expressed in the brain can mediate inflammation.
Firstly, TLRs expression has been observed within in vitro studies
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in mice brain cells using real-time PCR demonstrating that
murine microglia expresses TLRs 1-9. The same study also
reported increased microglial expression of TLRs 3, 6 and 9
mRNA in response to IFN-y as well as increased expression of
TLRs 2, 4, 6, 8 and 9 in response to lipopolysaccharide (LPS)
and increased expression of cytokines and co-stimulatory mole-
cules through activation of TLRs 2, 3, 4, and 9.%® A further
experimental study in mice showed a TLR2-mediated response
in glial cells in response to brain injury.*’ Pro-inflammatory cyto-
kines were also produced in response to the TLR9 agonist unme-
thylated CpGDNA in murine microglia.”® Finally, Poly I: C
treated murine microglial cells showed increased production of
pro-inflammatory cytokines through TLR3 activation.”’ Data
from inflamed CNS dssue from neurodegenerative patients also
shows higher levels of TLR3 and 4 expression.’>

Activated glial and microglial cells produce pro-inflammatory
cytokines such as IL-1f, a proconvulsant cytokine, within
5354 35 well as up-regulating its recep-
tor (IL-1R1), and increasing nuclear expression and translocation
of HMGBI (endogenous ligand of TLR4 and 2) into the cyto-
plasm, consequently decreasing the seizure threshold. In addition
activation of microglial and glial cells by precipitating factors

minutes the onset of seizure

such as infections, injuries and stroke, cause the release of pro-
inflammatory molecules, and any prolonged trigger leads to the
excessive production of inflammatory molecules. Subsequent dis-
ruptions in the BBB as well as dysregulation in ion transport and

inhibitory neurotransmitters can lead to epileptogenesis.’”

Toll-like Receptors Activation and Epileptogenesis

Increased levels of pro-inflammatory cytokines in the CSF and
sera of patients with chronic epilepsy provides evidence for the
involvement of neuroinflammation in epileptogenesis.”®>® These
cytokines are produced through activation of TLRs by exogenous
and endogenous ligands. Experimental studies on animal models
demonstrate that intracerebral injection of LPS, a TLR4 ligand,
is associated with decreased seizure threshold. LPS-treated rats
(during a specific period of postnatal development) had decreased
seizure threshold when stimulated with pro-convulsant agents
including lithium—pilocarpine, kainic acid, or pentylenetetra-
z0le.’*>® Moreover increased levels of pro-inflammatory cyto-
kines as well as neurodegeneration were detected in these rats.”
Furthermore electrophysiological studies in rats showed increased
epileptiform discharges in response to cortical application of LPS
which could be inhibited through the effects of an IL-1 receptor
antagonist (IL-1 Ra). Additionally, brain injury and CNS infec-
tions trigger immune responses via LPS and DAMPs in glial cells,
leading to increased IL-1 production and increased neuronal
excitability.*

Another TLR ligand demonstrated to be involved in epilepto-
genesis is HMGN1, the TLR4 endogenous ligand. HMGBI is
released from glia and neurons in mice models of seizures and
use of the HMGBI1 antagonist BoxA (a fragment of HMGBI1
with receptor antagonist activity) as well as a TLR4 antagonist
were associated with reduced frequency of seizures triggered by
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kainate or bicuculline. The same study also showed that TLR4-
knockout mice were resistant to seizures.®’ In addition, an ex
vivo study on surgical specimens from patients with focal cortical
dysplasia, turberous sclerosis and ganglogliomas showed
increased expression of TLR2- and TLR4- mRNAs, RAGE
mRNA and HMGBI in tissues from epileptic patients compared
to controls. TLR2 was expressed by activated microglia and
TLR4 was expressed by astrocytes and neurons whereas RAGE
was also expressed in glial cells and neurons. HMGB1 was
expressed in the nuclei of neurons and glial cells in normal brain
specimens, while in specimens from patients with focal cortical
dysplasia, turberous sclerosis and ganglogliomas, it was expressed
in the cytoplasm of activated astrocytes and microglia. Moreover
it was observed that IL-1f3 was responsible for the translocation
of HMGBI1 from nuclei to cytoplasm in human cultured
astrocytes.”

Increased expression of HMGBI1 and TLR4 in tissue speci-
mens from patients with refractory epilepsy constitutes evidence
for their role in human epilepsy. HMGBI acts through ifenpro-
dil-sensitive N-methyl-d-aspartate (NMDA) receptors, as well as
IL-18. When HMGB-1 and IL-1f are released from astrocytes,
the IL-1 receptor (IL-1 R)/TLR is activated. This leads to initia-
tion of TLR signaling pathway that finally activates NF-«kB. As a
result, one of the subunits of N-methyl D-aspartate acid
(NMDA) receptor is phosphorylated leading to calcium influx

into the neuron, thus increasing the cellular excitability.”® More-
over, IL-1{ inhibits glutamate reuptake by astrocytes and induces
its release by glia and this glutamate imbalance further increases
neuronal hyperexcitability.”

Finally, TLR3 seems to play a pivotal role in seizure activity.
Involvement of TLR3 in seizures is supported by evidence in
febrile seizures that occur as a result of viral infection with viral
PAMPs interacting with TLR3. Intra-cerebroventricular admin-
istration of poly I: C (TLR3 ligand) in 14-day old rats caused
fever and increased amounts of IL-1{ in rat brains. These animal
models were also more susceptible to lithium-pilocarpine and
pentylenetetrazol-induced seizures, showing increased amounts
of NI\/&DA and AMPA receptor subunit mRNA expression later
in life.”’

An Explanatory Model for TLR4-mediated
Epilepsies

The chronic secretion of IL-1f in activated atrocytes during
epileptogenesis suggests a keyrole for these cells in sustaining acti-
vation of inflammatory cascades before the onset of spontaneous
seizures®! (Fig. 1). IL-1p activates a signaling pathway involving
the IL-1R1, IL-1R accessory protein complex and MyD88 com-
plex. The latter by stimulation of the Src family kinases, leading

to NMDA receptor-2B phosphoryla-

tion and subsequent enhancement of

[nitiating local or systemic
inflammation
(eg. stress, trauma, infection, stroke)

~~~

Activation of cellular source

c (microglia, astrocytes, neurons) :

NMDA-dependent Ca*" influx. This
increased Ca®" influx in neurons facili-
tates ictiogenesis.82

It has been demonstrated that IL-18
intracellular signaling cascade is able to
alter the neuronal excitability without
cell loss. Dubé et al. showed that hippo-
campal IL-1 levels are chronically ele-
vated in murine activated astrocytes
affected by spontaneous seizures after
febrile status epilepticus at postnatal

Activation of the caspase pathway
and production of IL-1B

production of HMGB-1

day 11.%% These increased IL-1B levels
and spontaneous seizures were not

- -

linked to any cell loss, T2 MRI hippo-

campal abnormalities or interictal EEG

Interaction with IL-1pB-

Interaction with TLR4

activity. Experimental febrile seizure
duration in these rats influenced both

Receptor

3 A

the probability of developing limbic
epilepsy as well as the severity and dura-
tion of spontaneous seizures. However,

Increased NMDA-dependent Ca+2
influx in neurons with increased
hyperexcitability
(Acute phase)

Activation of gene transcription
in neuroglia with activation of
inflammation, neurogenesis,
sprouting, angiogenesis and
astrocytes dysfunction
(Chronic condition)

the relationship between hippocampal
IL-1B levels and the duration of initial
neural activity is still not clearly
defined.®

The activation of the IL-1B/ IL-13

R axis is strictly linked to the secretion

of the intracellular protein MyD88,

Figure 1. Model of inflammatory epileptogenesis.

which interacts with other cell surface
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pathogen recognition. However the role of MyD88 proteins
remains unclear as few studies have investigated the implications
of this pathway for epileptogenesis. In addition, TLR-signaling
pathways are able to recognize molecules released from dam-
aged tissues, such as DAMPs. Among these molecules,
HMGBI is a component of chromatin that is passively secreted
from necrotic cells and actively released by cells that are subject
to profound stress. Maroso et al. used chemical epilepsy models
developed by the administration of bicuculline and kainic acid
to highlight the nature of HMGBI1-TLR4 interactions, their
intracellular signaling pathway, as well as their role in ictiogene-
sis and epileptic recurrence. These authors observed increased
TLR4 and HMGBI expression in neurons, astrocytes and
microglia in the hippocampus of murine models following
intrahippocampal injection of kainic acid and bicuculline. The
same result was found in human hippocampal tissue from
intractable temporal lobe epilepsy patients. The injection of
recombinant HMGBI1 to murine hippocampi treated with
kainic acid had a proconvulsant effect, which was not observed
in mice defective in TLR4 signaling. The authors therefore sug-
gested that HMGBI1-TLR4 signaling is intimately involved in
epileptogenesis. Nevertheless, the authors were not able to show
both the origin of HMGBI secretion and the triggers for
HMGBI and TLR4 expression in glia or neurons during seiz-
ures in these models.*>”* However they did show that ictal
activity itself as well as hypoxia and interactions with neurons
may determine the rate of synthesis and release of HMGBI
from rat glial populations. Furthermore, HMGB1-TLR4 antag-
onists decreased the number of seizures, their duration as well
as increasing the onset latency period in the bicuculline-induced
non-lesional model of seizures. In addition, Moroso’s study
shows the extent to which HMGBI1-TLR4 signaling pathway
influences chronic epilepsy. They showed that HMGBI1 and
TLR4 receptor antagonists were able to block both acute seiz-
ures induced by the injection of bicuculline and kainic acid as
well as recurrence of seizures in the C57BL/6 mouse chronic
model of epilepsy.°®”* Thus, these data suggest that ictal activ-
ity in neurons is sufficient to facilitate HMGB1 synthesis and
subsequent release outside the cell.®®”* However Maroso’s stud-
ies have not provided evidence for continuous HMGBI synthe-
sis and activity and also did not distinguish the role of the IL-
1B pathway in these processes. Nevertheless, given the recog-
nized role of proinflammatory cytokines in astrocyte synapses
and neurodevelopmental disorders associated with epileptogene-
sis, including Fragile x syndrome and autism, developmental
apoptosis or neural activity-induced cell stress from any process
may contribute to the activation of the HMGBI-TLR4 axis,
with a consequent induction of aberrant synaptic connectivity,
neuronal excitability, and epileptogenesis.®**¢

The role of HMGBI-TLR4 signaling in ictogenesis
remains to be clarified. HMGBI1-TLR4 signaling may inter-
act with only a part of the IL-1B pathway and therefore act
with a distinct pathophysiology. HMGB1 may control the
IL-1B pathway through modifications of intracellular signal-
ing components or primary regulation of IL-1pB, itself. The
lack of cell death as a requirement and the presence of
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common signaling molecules for the pro-epileptogenic actions
of IL-1B and HMGBI suggest that pharmacologic interven-
tions along this pathway may yield effective treatments for
current drug-resistant epilepsies, particularly intractable pedi-
atric epilepsies.

Therapeutic Perspectives

Given its potential role in mediating the pathophysiology of
epilepsy, targeting the immune system, in particular the pro-con-
vulsant cytokines, has been suggested as a potential therapeutic
strategy in drug resistant epilepsies.®* The benefits of targeting
inflammation for the treatment of epilepsy arise from targeting
the underlying molecular mechanism of pathogenesis rather than
symptoms control which in turn could be beneficial as a preven-
tative measure in multiple neurological disorders that lead to
increased risk of seizures including post-trauma, stroke and infec-
tions.®> Table 1 presents a summary of new immunotherapeutic
approaches currently in the experimental phase to treat drug-
resistant epilepsies.

IL-1B inhibitors

Among these potential therapeutic agents, the interleukin con-
verting enzyme (ICE)/caspase-1 has been considered a possible
target for the treatment of drug-resistant epilepsies. This enzyme
inhibits the conversion of pro-IL-1B to the pro-convulsant IL-
1B. In particular Pralnacasan and Belnacasan (a pro-drug of
VRT-043198) are inhibitors of the IL-1B converting enzyme as
well as the selective inhibitor of caspases from the ICE/caspase-1
family respectively. Belnacasan is currently undergoing phase III
clinical trial as a treatment for inflammarory disorders.®® More-
over, this drug seems to decrease the production of IL-18 and IL-
1B in vitro and in vivo.®” Furthermore Ravizza T, et al showed
that the release of IL-1f in LPS-ATP treated murine organotypic
hippocampal slice cultures decreased with caspase-1 inhibition.
Moreover, intracerebroventricular administration of pralnacasan
and intraperitoneal administration of the experimental com-
pound VX765, a selective inhibitor of ICE, in these mice led to a
50% reduction in seizure duration and a twofold delay in seizure
onset. The same study also evaluated seizures frequency in mice
with caspase-1 gene deletion and showed a 70% reduction in
seizures along with a fourfold delay in their onset.®® In addition,
the selective inhibition of ICE via VX765 decreased 1L-1p release
in astrocytes leading to the blockade of kindling epileptogenesis
in rats.*” Furthermore VX765 is under study in patients affected
by drug resistant epilepsy. A recent phase 2b double-blind ran-
domized controlled trial investigated its safety in 60 patients with
drug-resistant partial epilepsy. Results were evaluated after 6
weeks of treatment with 900 mg of VX765 3 times daily in 48
patients, in comparison to 12 patients who received placebo. The
authors showed that the percentage responder-rate (defined as
the percentage of patients with a 50 percent or greater reduction
in seizure frequency), the percentage of patients who were sei-
zure-free for 2 weeks, and the percentage of reduction in seizure
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Table 1. Experimental immunotherapy, in course of study, to be used as immunotherapeutic approach in drug-resistant epilepsies

Proposed drugs Reference
for immunotherapy in
in epilepsy Type of trial Key results Mechanism of action the text
Pralnacasan Phase Il studyPhase Il study(in Intracerebroventricular administration in  Inhibitor of IL-1 converting 87-89
course) mice reduced 50% seizure duration enzyme
and twofold delay in seizure onset
Belnacasan(pro-drug Phase Il studyPhase Ill study(in intraperitoneal administration reduced Selective inhibitor of caspases from 87-8°
of VRT-043198) course) 50% seizure duration and twofold the ICE/caspase-1 family
delay in seizure onset
VX765 Double-blind randomized The percentage of responder-rate, the Selective inhibition of interleukin 91
controlled trial on 60 patients percentage of patients who were converting enzyme (ICE)
with drug resistant partial seizure-free for 2 weeks, and
epilepsy percentage of reduction in seizure
rates ranged from 13% to 19% in
patients who received VX765
Resveratrol Animal experimental study Anti-epileptic properties of resveratrol in  Suppresses NFkB induced by TLRs 3 2°7'°"

rats with kainic-acid-induced temporal
lobe epilepsy;Effects of resveratrol in
ways of its anti-oxidant properties
against epileptogenic oxidative stress
in the brain;Inhibition of microglial

activation
Ifenprodil(NMDA-blocker) Animal experimental study

and 4 and this property was
specifically shown to be
mediated through inhibition of
TRIF. Expression of IFN-B induced
by LPS and poly I: C was also
inhibited by resveratrol

Block the proconvulsant effects of HMGB1 Sensitive blocker of NR2B- 74
in the kainic acid model of acute

containing NMDA receptors

seizures and decreases seizure
recurrence in chronically epileptic mice

rates ranged from 13% to 19% in patients who received
VX765.7

TLRs modulators

Manipulation of HMGBI1-TLR4 axis is also a potential
novel anti-convulsive strategy since seizure recurrence s
decreased with HMGB1 and TLR4 antagonists."”""* An
example is Resveratrol, a type of natural phenol produced as a
protective factor in response to bacteria and fungi in plants that
is found in grape skin, peanuts and red wine. It has shown anti-
inflammatory as well as anti-cancer properties and is considered
a neuroprotective agent.”>”® Studying the effects of Resveratrol
in TLR-mediated pathways showed that Resveratrol suppresses
NFkB induced by TLRs 3 and 4 and this property was specifi-
cally shown to be mediated through inhibition of TRIF. Expres-
sion of IFN-B induced by LPS and poly I: C was also inhibited
by Resveratrol.”” In addition, Wu et al. evaluated the anti-epi-
leptic properties of Resveratrol in rats with kainic-acid-induced
temporal lobe epilepsy with behavioral monitoring and electro-
encephalography as well as molecular studies.'® Resveratrol was
shown to decrease the frequency of seizures and inhibit epilepti-
form discharges.'”*'** Resveratrol successfully inhibited kai-
nate-induced neuronal cell death in CA1 and CA3 regions of
these rat brain.”® Another study described the anti-oxidant effect
of Resveratrol against epileptogenic oxidative stress in the
brain.”” It has also been shown that Resveratrol inhibits micro-
glial activation and mediates its anti-epileptic effects through
neuroprotective, anti-inflammatory strategies.”** One way in
which this could be mediated is through inhibition of cyclooxy-

. . . . 81,82
genases, often involved in epileptogenesis.
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NMDA-blockers

The downstream signaling events denoted by presumed acti-
vation of Src protein kinases, phosphorylation of NR2B, and
increased NMDA-mediated Ca®" influx can be blocked by ifen-
prodil, a sensitive blocker of NR2B-containing NMDA recep-
tors. Ifenprodil has been showed to block the proconvulsant
effects of HMGBI in the kainic acid model of acute seizures and
decreases seizure recurrence in chronically epileptic mice.”* How-
ever, ifenprodil failed to block acute seizures from kainic acid in
the absence of the proconvulsant HMGBI1 protein, suggesting
that inflammatory processes are necessary for the anti-seizure

effect of ifenprodil.74

Conclusion

During the past decade different experimental and clinical
studies have been designed to identify the exact role of inflamma-
tion and immunity in epilepsy. Neurons and immune resident
cells have been shown to play important roles in etiopathogenesis
of epilepsy. Different immune-mediated cytokines are regarded
as inducers of neuroplastic changes, decreased seizure threshold
and extension of aberrant neuronal firings among neurons. These
findings raise the possibility of developing drugs for current
drug-resistant epilepsies that comprise a relatively large number
of epilepsies through focusing on the underlying neurobiology
and molecular pathologies rather than previous disease-modify-
ing and symptoms control agents. Possible involvement of toll-
like receptors and interleukin receptors elucidates the role of
innate immunity in triggering seizures and spreading neuronal
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hyperexcitability. Thus inflammatory mediators are the new ther-
apeutic targets and the point of interest in recent studies as dis-
cussed in this review. Several experimental studies on novel
immunotherapeutic drugs targeting the IL-1f axis show early
promise for the treatment of seizures. However it has to be estab-
lished whether targeted immunosuppression is effective in treat-
ing inflammation predisposing to epilepsy or if a more extensive
immunosuppressive approach is needed such as provided by ste-
roids. Moreover it should be established if blocking a partial

apy to the latter.

onset of seizures.

mechanism of inflammation is sufficient or a more extensive

range of pro-inflammatory targets should be included in the

treatment (such as TNF-a and other ILs blockers). Finally, new

research to establish if

should be

efforts
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