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SPM

Specialized pro-resolving mediator

SUDEP

Sudden unexplained death in epilepsy

TBI

Traumatic brain injury

TBS

Tris-HCl-buffered saline

TGF-β

Transforming growth factor-β

TIR

Toll/Interleukin-1 receptor

TLE

Temporal lobe epilepsy

TLR

Toll like receptor

TNF-α

Tumor necrosis factor-α

TrkB

Tyrosine kinase receptor B

TSC

Tubero sclerosis

VPA

Valproic acid
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ABSTRACT
Epilepsy therapy is based on drugs that treat the symptoms, seizures, rather than the disease.
There are no treatments for modifying the course of the disease, improving prognosis.
Another unmet need is the absence of biomarkers able to identify patients at risk of
developing epilepsy or with a progressive disease. Among the potential pathways for attaining
these unmet needs, we focused on neuroinflammation since it is a pathological process
occurring in experimental epileptogenesis and in human epilepsy. Interleukin-1β (IL-1β)/IL1Receptor type 1 (IL-1R1) and High Mobility Group Box 1 (HMGB1)/Toll-like Receptor 4 (TLR4)
axes are key initiators of neuroinflammation following epileptogenic injuries. Experimental and
clinical evidence showed that endogenous anti-inflammatory mechanisms are not efficiently
activated in epileptogenic tissue. Among these mechanisms, we focused on specialized
mediators driving the process of “resolution of inflammation”.
We demonstrated that induction of pro-resolving response is delayed during epileptogenesis
compared to activation of neuroinflammation. Based on this, we studied the antiepileptogenic
and disease-modifying effects of two pharmacological strategies aimed at (1) anticipating and
boosting resolution of neuroinflammation by enhancing pro-resolving mechanisms and (2)
blocking the neuroinflammatory response with a combined anti-inflammatory treatment
targeting IL-1β/IL-1R1 and HMGB1/TLR4 pathways. (1) The pro-resolving treatment decreased
neuroinflammation, ameliorated cognitive deficits and reduced spontaneous seizure
frequency and duration; (2) the combined anti-inflammatory treatment prevented disease
progression.
The role of HMGB1 and its isoforms was investigated in epileptogenesis and drug-resistance. In
two animal models of epileptogenesis the pathologic disulfide HMGB1 isoform progressively
increased in blood before epilepsy onset, and prospectively identified animals that developed
the disease. Moreover, the combined anti-inflammatory approach prevented disease
progression and the increase in HMGB1 isoforms in blood during epileptogenesis.
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In conclusion, pro-resolving and anti-inflammatory treatments have disease-modifying effects
and HMGB1 isoforms are potential mechanistic biomarkers for epileptogenesis, underlying the
need of validation in prospective clinical studies.
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CHAPTER 1 - INTRODUCTION
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1.1 EPILEPSY
1.1.1 Definition and classification
Epilepsy is a neurological disorder characterized by a persistent predisposition of the brain to
develop epileptic seizures and the resulting neurobiological, cognitive, psychological and social
consequences (Fisher et al., 2014). The term seizure refers to “the transient occurrence of
signs and/or symptoms due to abnormal, excessive or synchronized neuronal activity,
detectable by electroencephalographic analysis (EEG)”. This phenomenon can be localized in a
specific area (focal onset seizure), or spreading to neuronally connected brain regions (focal to
bilateral onset seizure) or may involve both hemispheres (generalized onset seizure) (Fisher,
2017). The epileptic seizure can be associated with convulsive, sensitive, emotional and
neurovegetative manifestations.
From a clinical perspective, epilepsies can be divided into three main groups (Trinka et al.,
2015). The first group include genetically determined epilepsies, they are the direct
consequences of one or more genetic defects, known or suspected.
The second group refers to epilepsies associated with various structural or metabolic
conditions which can be acquired (e.g., neurotrauma, status epilepticus, stroke, infection,
febrile seizures) or genetic (e.g., tuberous sclerosis, malformations of cortical development).
These phenomena increase the risk of developing epilepsy, triggering the epileptogenesis
process, which will be described later in Section 1.2. Typically, following a brain insult, there is a
prodromal phase lasting from days to years before the onset of spontaneous recurring
epileptic seizures (Loscher et al., 2013). Of particular relevance among acquired epilepsies is
Temporal Lobe Epilepsy (TLE), which represents the most common form of human epilepsy
characterized by drug-refractory focal onset seizures. The most frequent epileptic syndrome of
temporal lobe-origin is Mesial Temporal-Lobe Epilepsy, characterized by hippocampal sclerosis.
One of the potential causes of TLE and other acquired epilepsies most often mimicked in
animal models is status epilepticus (SE), "a clinical situation in which a seizure is manifested
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continuously for more than 5 minutes, or in which multiple seizures are repeated at very short
intervals representing a continuous condition of epileptic activity" (Trinka et al., 2015).
The third group includes epilepsies of unknown etiology in which the cause underlying seizures
is unknown, although it is probably on a genetic basis; alternatively, epilepsy may be the result
of a structural or metabolic disorder that has not been diagnosed yet (Berg and Scheffer, 2011).

1.1.2 Unmet clinical needs
Epilepsy is one of the most common diseases of the central nervous system (CNS)(Klitgaard,
2013); it affects about 70 million people worldwide with an estimated incidence of 34 to 76
new cases per year per 100,000 people (Abraham and Shaju, 2013; Loscher et al., 2013; Schmidt
and Schachter, 2014). In low- and middle-income countries, estimates of epilepsy’s prevalence
are generally higher (Schmidt and Schachter, 2014). In Europe, it has been estimated 6 million
patients with active epilepsy, and the annual health cost associated with epilepsy is over 20€
billion (Schmidt and Schachter, 2014). Epileptic seizures reduce the quality of life of patients,
increase the risk of death, injury, and impose socioeconomic and educational disadvantages.
Neurological comorbidities are associated with epilepsy, including cognitive deficits,
depression, anxiety, and high suicide rates (Loscher et al., 2013; Schmidt and Schachter, 2014).
Uncontrolled seizures and the progression of epilepsy can compromise memory, cognition,
and endocrine function (Loscher et al., 2013). Mortality in patients with epilepsy, including
sudden unexplained death (SUDEP), is three times the rate observed in the general population
(Loscher et al., 2013; Schmidt and Schachter, 2014).
Despite the availability of a significant number of anti-seizure drugs, it is estimated that around
30% of newly diagnosed epilepsy patients remains resistant to therapies (Abraham and Shaju,
2013; Loscher et al., 2013). Traditionally, drug resistance is defined as the failure of seizures to
respond to at least two anti-seizure drugs that are appropriately chosen, adequately dosed,
and used for an appropriate period (Schmidt and Schachter, 2014).
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The incidence, the costs, the increased risk of death, the social burden and the absence of
effective treatment for some patients indicate that there is an urgent need to find new
strategies to prevent the onset of the disease in individuals at risk or for improving the clinical
course of the disease in those patients who have a poor prognosis (Loscher et al., 2013).

1.2 EPILEPTOGENESIS
1.2.1 Definition
Epileptogenesis is a dynamic process by which a brain network, previously normal, is
functionally altered toward a decreased seizure threshold, thus having an increased probability
to generate spontaneous seizures (Dudek and Staley, 2012).
Epileptogenesis can be triggered by genetic or acquired factors and can continue after
epilepsy diagnosis.
Traditionally, epileptogenesis has been considered a latent period between the precipitating
insult and the appearance of the first clinical seizure. Many studies provided evidence that
human epilepsy may have a progressive course in a significant percentage of cases (Pitkanen
and Sutula, 2002; Schmidt and Sillanpaa, 2012), thus suggesting that epileptogenesis is a
continuous and prolonged process. Furthermore, animal models have shown that various
molecular, cellular and functional modifications, which are proposed to lead to the occurrence
of the first unprovoked seizure, also persist after the onset of seizures and may contribute to
the progression of the epileptic condition (Bertram and Cornett, 1993, 1994; Dudek and Staley,
2012; Hellier et al., 1998; Nissinen et al., 2000; Pitkanen and Lukasiuk, 2011; Pitkanen and Sutula,
2002; Schmidt and Sillanpaa, 2012; Williams et al., 2009). Based on this conceptual evolution,
the ILAE revised the definition of epileptogenesis. The major difference is that epileptogenesis
no longer refers only to the time period between the epileptogenic insult and the diagnosis of
epilepsy (Figure 1.2.1A); rather, it includes the mechanisms of progression of the pathology
that can continue to occur even after the diagnosis of epilepsy (Figure 1.2.1B). These
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conceptual changes have important implications for studying animal models of
epileptogenesis, in particular, for the development and testing of potential treatments, and for
biomarkers identification (Pitkanen and Engel, 2014; Pitkanen et al., 2013, 2015).

Figure 1.2.1. Definitions of epileptogenesis. (A) Epileptogenesis was considered to be represented by the
latent period between the precipitating insult and the occurrence of the first unprovoked clinical seizure.
(B) Recently, based on experimental and clinical observations, epileptogenesis is considered to extend
beyond the latent period (Pitkanen et al., 2015).

Epileptogenesis is often associated with comorbidities such as anxiety, depression and
cognitive deficits which may originate from networks overlapping with those causing seizures
(Kanner et al., 2014) or result from the effects of spontaneous recurrent seizures. There is
intense research focused on studying the mechanisms underlying comorbidities. Notably,
animal models showed that cognitive deficits arise before epilepsy onset, thus indicating that
comorbidities are not merely a consequence of seizures (Kobow et al., 2012; Pascente et al.,
2016).
Anti-epileptogenesis interventions could be designed not only for prevention of disease
development (antiepileptogenic), but also for providing disease-modification such as reducing
the frequency, duration or severity of seizures, changing seizures from drug-resistant to drugresponsive and/or improving the related pathological outcomes. Comorbidity-modifying
treatments may alleviate or reverse anxiety, depression, somatomotor impairment, or
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cognitive decline (Pitkanen and Engel, 2014; Pitkanen et al., 2013, 2015). The development of
effective therapies to prevent or treat epileptogenesis is an urgent unmet clinical need since
the available therapies are mostly symptomatic and anti-ictogenic, aimed at suppressing or
reducing the established seizures (Figure 1.2.2).
The design of clinical trials for novel antiepileptogenic and disease-modifying therapies
demands the identification of non-invasive biomarkers that allows the identification of
patients at high risk of developing epilepsy or patients with a progressive disease, as well as
the prediction of comorbidities and pharmacoresistance (Figure 1.2.2) (Terrone et al., 2016) and
possibly predicting the therapeutic response to new investigational drugs.

Figure 1.2.2.

Epileptogenesis, treatment options and the need of biomarkers. A therapeutic

antiepileptogenic agent must successfully intervene in the epileptogenic process, preventing the
development of seizures. A disease-modifying drug should alter the course of the disease resulting in an
improved prognosis. Currently available anti-seizures drugs are symptomatic and anti-ictogenic, designed
for the reduction of established seizures. The discovery of circulating, genetic, imaging or
electrophysiological biomarkers of epileptogenesis and treatment response would greatly facilitate the
design of pre-clinical and clinical trials (Terrone et al., 2016).
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1.2.2 Identification of biomarkers of epileptogenesis
Nowadays, there are no sensitive and specific biomarkers to identify individuals at risk of
developing epilepsy. In 2013, the ILAE published a taskforce report (Engel et al., 2013) in which
a biomarker is defined as “an objectively measurable characteristic of a normal or pathologic
process. Biomarkers of epileptogenesis could (1) predict the development of epilepsy, (2)
identify the presence of tissue capable of generating seizures, (3) measure the progression
after the pathology is established, (4) be used to create animal models for more cost-effective
screening of potential antiepileptogenic drugs and devices, and (5) reduce the cost of clinical
trials of potential antiepileptogenic therapies by increasing the number of patients at high risk
of developing epilepsy to enroll in the clinical studies”. An ideal biomarker should be sensitive,
specific and easily accessible. In this sense, possible candidates include circulating molecules,
genetic markers, non-invasive molecular brain imaging or electrophysiological recordings.
Given the complexity of epilepsy, it is unlikely that a single biomarker will be sufficient for
predicting epileptogenesis; a combined approach may be necessary to identify appropriate
biomarkers at different stages of the evolution of the disease (Loscher et al., 2013). To this
end, a number of alterations in gene expression have been identified in models of acquired
epilepsy underlying various molecular and cellular processes linked to epileptogenesis, such as
cell death, neurogenesis, neuronal plasticity, immune responses. These alterations develop in a
time-specific manner after the primary insult (Loscher et al., 2013; Pavlov and Schorge, 2014).
For this reason, it is important to understand the time-dependent evolution of the different
molecular and cellular changes occuring during epileptogenesis in order to set up a rational
panel of biomarkers.
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1.2.3 Potential mechanisms underlying epileptogenesis
An intensive research effort has been focusing on understanding the mechanisms underlying
epileptogenesis. Today, our knowledge of the epileptogenic process is largely based on studies
in rats and mice in which epileptogenesis is induced by structural alterations of the brain
tissue, infections, fever or it evolves as a consequence of gene mutations (Table 1.2.1). The
most often experimentally used brain insults, mimicking those in humans, are SE, traumatic
brain injury (TBI) and stroke. Most of the currently available molecular and cellular data on the
epileptogenic process originate from models in which epileptogenesis is initiated by SE in adult
rodents (Table 1.2.2) (Pitkanen and Lukasiuk, 2009).
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Table 1.2.1. Epileptogenesis models.
ETIOLOGIES

RODENT MODELS

STRUCTURAL
Neurotrauma*

Fluid percussion; Controlled cortical impact; Cortical undercut

De novo status epilepticus*

Electrical stimulations; Chemoconvulsants; Hyperthermia

Unilateral hippocampal sclerosis*

Intra-hippocampal/cortical kainic acid; Perforant path stimulation

Stroke*

Cortical phototrombosis; Permanent middle cerebral artery occlusion;
Endothelin-1 (hippocampal lesion in rats)

Blood-brain barrier damage*

Sub-chronic albumin or TGF-β1 intracerebroventricular infusion

Developmental epileptic
encephalopathies

Hypoxia-ischemia injury in rats;
Infantile spasms: Multiple hit rat model; Tetrodotoxin in rats

Cortical dysplasia

Genetic: Pten, Dcx, Otx1 knock-out mice; Knock-in of human Lis1;
Congenital acquired: In utero rat irradiation or alkylant agents (MAM,
BCNU)
Cell specific-conditional Tsc1 or Tsc2 knock-out mice

Tuberous sclerosis complex (TSC)
Glioblastoma

Neocortical transplantation of human glioma cells in scid mouse or
glioma cell lines in rat

INFECTIOUS
Viral encephalitidies

Theiler murine encephalomyelitis virus

Cerebral malaria

Plasmodium berghei ANKA murine model

GENETIC OR PRESUMED GENETIC
Spontaneous mutations

Rat absence epilepsy: GAERS, WAG/Rij, HVS;
Murine absence epilepsy: Tottering, Lethargic, Stargazer, Mocha 2j,
Slow-wave, Ent, Ducky, Gabrg2 conditional knock-in mutation

Induced monogenic mutations

Mouse knock-out or knock-in mutation of voltage-gated ion channels
subunits (Na+, K+, Ca2+), neurotransmitter receptor subunits (GABAA,
nicotinic) and transporters, accessory synaptic proteins; cystatin B
(Cstb) knock-out www.informatics.jax.org/humanDisease.shtml

Developmental epileptic
encephalopathies

Dravet syndrome: Scn1A, Scn1B: Knock-in of human mutations in mice;
Constitutive or conditional knock-out mice;
Infantile spams: Arx: Knock-in of human mutations in mice; Constitutive
or conditional knock-out mice; APC: Conditional knock-out mouse
SCN8A: Knock-in of human mutations in mice

*Models apply to both rats and mice if not otherwise indicated. Mutiple hit rat model:
doxorubicin+lipopolysaccharide±p-chlorophenylalanine.
Abbreviations: APC, adenomatous polyposis coli; Arx, aristaless related homeobox; BCNU, carmustine 1-3bis-chloroethyl-nitrosurea; Dcx, doublecortin; GAERS, Genetic absence epilepsy rat from Strasbourg;
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Gabrg2, GABA-A receptor 2 subunit; HSV, high voltage spike-and-wave spindles; Lis1, lissencephaly 1; MAM,
methylazoxymethanol; Otx,1 orthodenticle homeobox 1; Pten, phosphatase and tensin homolog; Scid,
severe combined immundeficient; Scn1A,B, sodium voltage-gated channel (Nav1.1α,β subunit); SCN8A,
sodium voltage-gated channel alpha subunit 8 (Nav1.6); TGF-β1, transforming growth factor-beta1; Tsc1-2,
tuberous sclerosis complex 1,2; WAG/Rij, Wistar Albino Glaxo from Rijswijk.

Table 1.2.2. Epileptogenesis models induced by an acquired brain injury (modified by Pitkanen and Lukasiuk,
2009).
TYPE

SE

MODEL
Immature brain
Kainic acid (PN14)
Li-Pilocarpine (PN12 or PN21)
Prolonged febrile seizures (PN10)
Mature brain
Kainic acid

SE

Pilocarpine
Li-pilocarpine
Perforant pathway stimulation
Intrahippocampal stimulation
Amygdala stimulation
Lateral fluid percussion

Trauma
CCI
Cortical photothrombosis
Stroke

Cortical endothelin
Cortical albumin

REFERENCES
(Stafstrom et al., 1992)
(Kubova et al., 2004;
Marcon et al., 2009; Roch et
al., 2002)
(Dube et al., 2006)
(Ben-Ari and Lagowska,
1978; Mouri et al., 2008)
(Turski et al., 1983)
(Jope et al., 1986)
(Mazarati et al., 1998)
(Lothman et al., 1989)
(Mazzuferi et al., 2013;
Nissinen et al., 2000)
(D’Ambrosio et al., 2004;
Kharatishvili et al., 2006)
(Bolkvadze et al., 2009;
Clausen et al., 2009)
(Karhunen et al., 2007; Kelly
et al., 2001)
(Karhunen et al., 2006)
(Seiffert et al., 2004)

Animal studies have demonstrated the occurrence of molecular and cellular alterations,
contributing to pathological outcomes such as spontaneous seizures, cognitive deficits,
emotional impairment and drug-refractoriness.
Cellular and molecular alterations have been investigated and well characterized in the
hippocampus since this region plays a pivotal role in neuronal hyperexcitability underlying
seizures in various acquired models and in mesial TLE (Pitkanen and Lukasiuk, 2009).
Moreover, the neuronal circuitry of the hippocampus is well known and easily accessible for
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investigational studies. Figure 1.2.3 summarizes the most salient cellular and molecular
alterations taking place during epileptogenesis in the hippocampus. It is important to consider
that the epileptogenic process is likely not confined to hippocampus, but it may involve also
other limbic and extralimbic areas (Jutila et al., 2002).

Figure 1.2.3. Cellular and molecular alterations occurring during epileptogenesis. Brain injury (such as SE,
TBI or stroke) triggers molecular, cellular and functional changes in the hippocampus, an area implicated in
epileptogenesis in experimental models and in humans. The changes include neurodegeneration,
neurogenesis, inflammation and gliosis, blood brain barrier (BBB) damage, reorganization of extracellular
matrix, axonal sprouting, axonal injury, dendritic plasticity and alteration in voltage- and ligand-gated ion
channels (channelopathy). These alterations may determine the generation of seizures and neurological
deficits. The epileptogenic process is modulated also by epigenetic mechanisms and influenced by genetic
background (Pitkanen and Lukasiuk, 2009).

Neurodegeneration may occur after an epileptogenic insult. Damaged neuronal cells have
been identified mostly in the hilus, where inhibitory interneurons play an important role in
controlling the excitability of the hippocampus, and in cornu ammonis (CA) 1 pyramidal cell
layer. Damage has been demonstrated also in CA3 pyramidal cell layer, and in parahippocampal
cortices and amygdala. The reduction of neurodegeneration is apparently not associated with
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an antiepileptogenic effect (Brandt et al., 2003), however it may alleviate behavioural deficits
after SE (Brandt et al., 2006).
In animal models, increased neurogenesis has been detected within few days after SE (Parent,
2007) and it is has been reported also after stroke and TBI (Pitkanen and McIntosh, 2006).
Aberrant neurogenesis consists of erroneous localization of newly-born neurons which can
create abnormal and pathologic connections. There is evidence that altered neurogenesis is
linked to learning and memory deficits as well as depression (Scharfman and Hen, 2007) and
may contribute to epileptogenesis (Cho et al., 2015).
The search for pathogenic mechanisms of epileptogenesis has shown that neuroinflammation
and reactive gliosis are common features in seizure-prone brain regions in various form of
drug-resistant acquired epilepsies in humans and animal models (Aronica and Crino, 2011;
Vezzani et al., 2011a). A more detailed description of neuroinflammation is given in Section 1.3.
Blood brain barrier (BBB) damage is a common feature of various epileptogenic insults such
as SE, TBI and stroke (Friedman and Heinemann, 2012). Disruption of BBB determines brain
extravasation of blood constituents, such as albumin, thus triggering transforming growth
factor-β (TGF-β) mediated pathway in astrocytes. This activation induces modifications in
astrocytes phenotype such as (1) reduced expression of potassium inward rectifying channels
(Kir4.1) and water channels (aquaporin 4, AQP4), (2) reduced expression of gap junctions and
(3) impaired glutamate metabolism, which compromises extracellular K+ and water buffering
and increases glutamate levels. These effects together with the induction of excitatory
synaptogenesis may contribute to the generation of experimental seizures (Frigerio et al.,
2012; Seiffert et al., 2004). Inhibition of this signaling reduces the incidence of epilepsy in
animals exposed to albumin or injected with TGF-β or paraoxon (Bar-Klein et al., 2016;
Weissberg et al., 2015), thus giving indication of a potential strategy for the prevention of postinjury epilepsy. Moreover, during BBB leakage leukocytes can migrate into the brain tissue. In
particular, infiltrating blood-born monocytes were detected in the hippocampus after SE and
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prevention of their entry into the brain dampened neuroinflammation, ameliorated neuronal
damage and reduced BBB dysfunction (Fabene et al., 2008; Varvel et al., 2016).
Voltage- and ligand-gated ion channels are critical for regulating neuronal excitability (Lai and
Jan, 2006). The properties of these channels are altered in epilepsy (Bernard et al., 2004; Noam
et al., 2011), possibly leading to dysfunction of networks implicated in hyperexcitability and
cognitive impairment. This phenomenon is called acquired channelopathy and affects
dendritic, somatic or axonal channels. For example, hyperpolarization-activated cyclic
nucleotide-gated channel 1 (HCN1) is decreased during epileptogenesis evoked by SE (Bernard
et al., 2004; Noam et al., 2011). HCN1 are predominantly expressed in dendrites where they
significantly modify dendritic intrinsic excitability as well synaptic potential shapes and
integration. Indeed, reduced levels of HCN1 could lead to hyperexcitability and alterations in
neuronal activity. On the contrary, SE induces transient and selective up-regulation of T-type
Ca(2+) channels, causing up-regulation of cellular T-type Ca(2+) currents resulting in transient
increase in intrinsic burst firing in CA1 pyramidal neurons, thus contributing to epileptogenesis
(Becker et al., 2008).
Axonal and dendritic plasticity have been described after various epileptogenic events,
including SE, TBI, stroke as well as in TLE models and patients (Isokawa, 2000; Mathern et al.,
1996; Pitkanen et al., 2007). Sprouting of glutamatergic or gamma-aminobutyric acid
(GABA)ergic axons in ectopic localization causes formation of abnormal connections between
neurons, thus altering the neuronal network excitability. Loss of dendritic spines, reduced
dendritic branches or changes in spine morphology can alter the availability of receptors for
neurotransmitter, thus compromising the physiological flow of action potentials (Pitkanen et
al., 2007).
The molecular changes observed during epileptogenesis after the inciting event show a
pathway-specific temporal profile of induction, persistence and recovery. Pharmacological and
genetic interventions targeting these molecules or pathways have shown disease-modifying
effects thus demonstrating their implication in the pathogenic process. Among the molecules
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implicated in epileptogenesis (Table 1.2.3) much attention has been devoted to those related
to immunity and inflammation.
These molecular pathways may be linked to each other and the identification of nodal points
to control them may help in the identification of targets for the development of drugs able to
block the broad cascade of pathologic events taking place during epileptogenesis (Kobow et
al., 2012).

Table 1.2.3. Salient molecular pathways affected during epileptogenesis.

MOLECULAR PATHWAYS

REVIEWS

BDNF/TrkB

(McNamara and Scharfman, 2012)

mTOR

(Ostendorf and Wong, 2015)

Adenosine/ADK

(Kochanek et al., 2006; Li et al., 2007)

TGF-β/ALK 5

(Cacheaux et al., 2009)

Neuroinflammation (e.g., IL-1β, HMGB1, TNF-α,
COX2, prostaglandins, complement system)

(Vezzani et al., 2015)

Oxidative stress

(Rowley and Patel, 2013)

Extracellular matrix proteins

(Dityatev, 2010)

Abbreviations: BDNF, brain-derived neurotrophic factor; TrkB, tyrosine receptor kinase B; mTOR,
mammalian target of rapamycin; ADK, adenylate kinase; IL-1β, interleukin-1β; HMGB1, high mobility group
box 1; TNF-α, tumor necrosis factor-α.

The epileptogenic process is modulated also by the effect of genetic influence and epigenetic
mechanisms.
Various genes are differentially expressed during epileptogenesis: unbiased microarray
analysis of epileptogenic tissue in animal models identified common molecular pathways
(Table 1.2.3) linked to known cellular changes (Figure 1.2.3) (Dingledine et al., 2017; Pitkanen et
al., 2015). Individual genes show different temporal expression profiles after epileptogenic
injuries, suggesting that targeted therapy should be adapted to the timing of occurrence and
on the type of the epileptogenic insult.
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Moreover, epigenetic modifications affect the expression of genes involved in neuronal
homeostasis, excitability, cell survival and inflammatory processes (Lubin, 2012; Roopra et al.,
2012). Epigenetic changes, such as modulation of DNA methylation, alteration in histone
modifications and in microRNA (miRNA, small non coding RNA) expression, has been reported
in experimental models and human epilepsy (Henshall and Kobow, 2015; Henshall et al., 2016;
Roncon et al., 2015).
A global increase in hippocampal DNA methylation was correlated with spontaneous recurrent
seizures in mice and a reversed DNA hypermethylation inhibited hippocampal sprouting of
mossy fibers and prevented the progression of epilepsy for at least 3 months (WilliamsKarnesky et al., 2013).
Sng and colleagues reported after kainic acid timely up-regulation in histone H3
phosphorylation in granule neurons and H4 acetylation throughout the hippocampus (Sng et
al., 2006). Expression of histone deacetylases 2 is up-regulated in experimental and human
epilepsy (Huang et al., 2002). The antiepileptic drug valproic acid by inhibiting histone
deacetylases potently blocked seizure-induced neurogenesis and protected mice from seizureinduced cognitive impairment (Jessberger et al., 2007). Moreover, another histone deacetylase
inhibitor administered in combination with diazepam reduced neurodegeneration after SE
(Rossetti et al., 2012). However, the role of histone deacetylase inhibitors in seizure generation
is still controversial (Henshall and Kobow, 2015).
Several studies identified changes in more than 100 different miRNAs in rodents and in human
TLE hippocampi during epileptogenesis, including miRNAs targeting dendritic spines (e.g., miR134), neuronal survival (e.g., miR-34a, miR132 and miR184), neurotransmitter receptors,
transcriptional regulators and modulators of the inflammatory response (e.g., miR-146a)
(Henshall et al., 2016; Iori et al., 2017a). Interventions with either small molecule inhibitors
(antagomiR) or oligonucleotides that mimic miRNAs allowed to determine their functional role
in epileptogenesis. Antagonizing miR-134 (Jimenez-Mateos et al., 2012; Reschke and Henshall,
2015) or mimicking miR-146a (Iori et al., 2017b) resulted in strong inhibition of epileptogenesis
31

in animal models. miRNAs target also neuron-restrictive silencer factor (NRSF/REST) and are in
turn modulated by NRSF. This factor controls the transcription of genes for voltage-gated Na+
and K+ channels, such as HCN1 (McClelland et al., 2011). NRSF is upregulated during
epileptogenesis which may drive down-regulation of HCN1. Moreover, NRSF blockade restored
electrophysiological properties in neurons (McClelland et al., 2011).
Although in vivo targets of miRNAs linked to epilepsy remain to be clearly identified, these
data indicate that miRNAs are nodal point of control of broad epileptogenic pathways.

1.3 NEUROINFLAMMATION – general aspects
Inflammation is a defensive response to harmful stimuli, resulting from traumatic or infectious
tissue injury. Cells of innate immunity (neutrophils, monocytes and NK cells) drive the first line
of defense against dangerous stimuli and generate the acute inflammatory response. The part
of the immune system (T and B cells) that specifically recognizes antigens from pathogens and
prepares the body for current and future challenges is named adaptive immunity. Failure or
ineffective resolution of the inflammatory phenomenon may result in an amplified or
persistent inflammatory response leading to tissue dysfunction. Dysregulated inflammatory
response has been identified in various pathologies including diabetes, psoriasis, rheumatoid
arthritis, autoimmune diseases, cardiovascular, cerebrovascular and metabolic disorders, as
well as some forms of cancer and acute and chronic neurodegenerative pathologies (Serhan et
al., 2008).
In the brain, the innate and adaptive immune responses are triggered not only during
infections or in autoimmune diseases, but also after acute injuries such as brain trauma,
ischemia (Allan and Rothwell, 2001; Lucas et al., 2006), in epilepsy and in chronic
neurodegenerative disorders (Aarli, 2000; Bauer et al., 2001; Nguyen et al., 2002). In epilepsy, a
significant component of this innate inflammatory response is confined to brain resident cells
(e.g., microglia, astrocytes, neurons and endothelial cells of the BBB) and is defined
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neuroinflammation (Vezzani et al., 2011a). In particular, a prominent role in the innate immune
response is played by microglia and astrocytes (Farina et al., 2007; Lehnardt, 2010). These cells
produce and release a large number of pro-inflammatory molecules, such as cytokines,
chemokines and adhesion molecules, to “sense” the presence of offending agents that alter
brain homeostasis, thereby promoting tissue healing mechanisms. The inflammatory response
is triggered during infections by pathogen-associated molecular patterns (PAMPs), such as
lipopolysaccharide (LPS) the major component of the outer membrane of Gram-negative
bacteria or by endogenous molecules released by damaged and stressed cells called DAMPs
(damage-associated molecular patterns), such as adenosine triphosphate (ATP), S100 calcium
binding protein β (S100β) and HMGB1. The innate immune receptors for PAMPs and DAMPs
are the Toll-like receptors (TLRs), NOD-like receptors, RIG-I-like receptors, AIM2-like receptors,
and the receptor for advanced glycation end products (RAGE). Besides their role in immunityrelated functions (Hanisch and Kettenmann, 2007), glial cells are involved in modulating
neuronal functions such as guiding cell migration during brain development, modulating
synaptic function and plasticity, regulating the extracellular microenvironment by controlling
ion, neurotransmitter and water concentration and modulating BBB permeability (Friedman et
al., 2009; de Lanerolle et al., 2010).

1.3.1 Astrocytic function and activation
Two principal astrocytic populations have been identified in the rodent hippocampus.
Astrocytes expressing glutamate transporter are enriched in glial fibrillary acidic protein
(GFAP, a cytoskeletal protein), have irregular cell bodies and branched processes, and are
involved prominently in glutamate re-uptake and gap-junction coupling. Astrocytes expressing
glutamate receptors (GluRs) are characterized by low GFAP expression, α-amino-3-hydroxy-5methyl-4-isoxazolepropionic acid receptors (AMPARs), low glutamate uptake and no gapjunction coupling (Matthias et al., 2003).
33

Astrocytes are interconnected via gap junctions to form a large intercellular network. This
connection allows the dissipation of ions and metabolites that could be detrimental if they
accumulate in the extracellular space (Pekny and Nilsson, 2005). Furthermore, due to
expression on astrocyte membranes of ion channels for K+ such as Kir and the AQP4, these
cells regulate the extracellular microenvironment, modulating ion concentration and
controlling the volume and the osmolarity of the extracellular space (Devinsky et al., 2013;
Farina et al., 2007). In physiological conditions to maintain osmotic balance, K+ ions are carried
inside the cells accompanied by water entry through AQP4.
The presence of a functional astrocyte network mediated by intracellular Ca2+ oscillations has
also been reported (Bezzi et al., 2001; Jabs et al., 2008; Volterra and Meldolesi, 2005). In
response to increased intracellular Ca2+ due to neuronal stimulation, glial cells are able to
modulate synaptic transmission releasing gliotransmitters, such as cytokines, D-serine, ATP,
glutamate and GABA acting on neuronal receptors (Devinsky et al., 2013; Farina et al., 2007).
Thus, the communication between neurons and astrocytes is bidirectional and astrocytes are
part of the “tripartite synapse” together with pre- and post-synaptic terminals of neurons
(Wetherington et al., 2008). Moreover, glutamate uptake by astrocytes is essential for
preventing spill-out from the synaptic cleft and activation of peri-synaptic/extra-synaptic
excitatory glutamate receptors which may determine excitotoxicity and increase excitability
(Wetherington et al., 2008).
Astrocytes contribute also to BBB integrity because their endfeet wrap around endothelial
cells which are connected via tight junctions to constitute the barrier. Furthermore, they
regulate the movement of water and molecules between the blood and the brain parenchyma
(Ballabh et al., 2004; Pachter et al., 2003). At the same time, astrocytes can alter BBB
permeability releasing chemical signals such as pro-inflammatory chemokines and cytokines
which interact with their cognate receptors expressed by endothelial cells, thus altering their
physiological state (Morin-Brureau et al., 2011).
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Following injury, astrocytes become activated and proliferate with hypertrophy of cellular
processes (defined astrogliosis) and up-regulation of GFAP protein (John et al., 2005;
Moynagh, 2005). Astrogliosis can create a physical barrier, termed the glial scar, which isolates
the damaged tissue from healthy cells (Raivich et al., 1999). Besides this beneficial effect, the
glial scar can also block axonal regeneration, restricting the neuronal outgrowth at the brain
injury site (Bush et al., 1999; John et al., 2005; Pekny and Nilsson, 2005). Astrocytes may
contribute to sustain inflammation, which in turn reduces their homeostatic functions
(Devinsky et al., 2013).

1.3.2 Microglia function and activation
Microglia are brain-resident macrophage-like cells that play a central role as phagocytes and
mediators of innate immune response (Kreutzberg, 1996).
In physiological conditions, microglia assume a ramified and resting phenotype monitoring the
microenvironment homeostasis, continuously moving their processes. Maintaining microglia in
a relatively quiescent state is, in part, due to signals derived from neuronal- and astrocyticreleased factors (Figure 1.3.1) (Hanisch and Kettenmann, 2007).
Microglia can rapidly respond to various microenvironmental changes because they express
different types of receptors on their membranes: (a) purinergic P2X7 receptors respond to
ATP, which is released by cells following brain injuries (Garden and Möller, 2006); (b)
neurotransmitter receptors for glutamate, GABA and monoamines (Hanisch and Kettenmann,
2007); (c) receptors for cytokines (IL-1β), danger signals, chemokines, bacterial or viral
constituents, etc that play a critical role in initiating and regulating the immune response
(Garden and Möller, 2006).
Among the different chemokines used in the communication between neurons and microglial
cells, chemokine CX3CL1 (fractalkine) and its receptor CX3CR1 deserve special attention. In the
CNS, fractalkine is expressed by neurons, while its receptor is expressed uniquely by microglia
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(Wolf et al., 2017). Fractalkine-mediated neuron-microglia signaling modulates numerous
physiological processes, including the maturation of synaptic connections, neuronal survival,
synaptic transmission and plasticity. Mice lacking fractalkine signaling display deficits in
hippocampal-dependent learning and memory (Rogers et al., 2011; Zhan et al., 2014) and in
microglial development in the hippocampus (Pagani et al., 2015).
After detecting pathological signals, microglia respond by transforming their morphology to a
round-shape with thickened and short processes (Figure 1.3.1) (Kreutzberg, 1996). Activated
microglia can assume different phenotypes resulting in diverse functional properties
depending on the nature of the stimulus, its intensity and duration. For example, following
LPS, β-amyloid aggregates or a high amount of interferon-γ (IFN-γ), microglia acquire a
cytotoxic and phagocytic capacity (Hanisch and Kettenmann, 2007). Activated proinflammatory microglia (David and Kroner, 2011), produce molecules, such as cytokines and
prostaglandins. On the other hand, after IL-4 or low doses of IFN-γ, microglia can support
neurogenesis and offer neuroprotection secreting anti-inflammatory factors or removing
extracellular glutamate (Hanisch and Kettenmann, 2007). These microglial cells express high
levels of IL-10 and TGFβ, show defective nuclear factor-kappa B (NF-κB) activation and
downregulate expression of pro-inflammatory cytokines (David and Kroner, 2011).
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Figure 1.3.1. The activation state of microglia. Left, resting microglia in healthy tissue constantly screening
their environment. They can immediately sense alteration of structural and functional integrity because
they express receptors for different molecules (1). Neurons deliver signals which keep microglia in their
resting mode (2). Besides the parenchymal microglia, there are also perivascular macrophages in closer
association with blood vessels (3). Middle, upon detection of minute homeostatic alterations, microglia can
rapidly respond with a reorganization of processes and a change in the activity profile (4). The response is
probably supported by neighboring astrocytes releasing, for example, ATP (5). Microglia can produce
neurotrophic factors to support endangered neurons (6). Damaged neurons blocking the release of resting
signals or emitting signals indicating disturbed functions call for microglial assistance (7, 8). Microglial cells
may be able to limit further damage and restore normal homeostasis. Right, stronger insults to the CNS
(infection or tissue injury) may trigger more drastic changes in the functional microglia phenotype.
Depending on the nature of the stimuli and their context, microglial cells need to acquire and adapt their
behaviour. Excessive acute, sustained or maladaptive responses of microglia may lead to substantial
impairment of neurons and glia (9) (Hanisch and Kettenmann, 2007).

Microglial

and

astrocytic

responses

are

versatile

and

vary

depending

on

the

microenvironment, the nature, intensity and duration of the stimulus (Hanisch and
Kettenmann, 2007; Pekny and Nilsson, 2005). The transient and focal activation of microglia
and astrocytes could be beneficial, limiting and repairing the damaged tissue. However,
excessive and maladaptive activation of glial cells may lead to a sustained neuroinflammation
that may progress towards a pathological phenomenon (Hanisch and Kettenmann, 2007;
Schwartz et al., 2006).
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1.4 NEUROINFLAMMATION IN EPILEPSY
1.4.1 Neuroinflammation in experimental models
Epileptogenic events and seizure recurrence can induce and perpetuate a persistent
inflammatory state in the brain. Experimental models have shown that this inflammatory
process is involved in the mechanisms underlying the precipitation and recurrence of seizures,
and in the associated cell loss and comorbidites (Vezzani et al., 2011a, 2017).
Microglia and astrocyte activation and the resulting neuroinflammation in brain regions
affected by a pathologic event has been shown in models of acute seizures and
pharmacoresistant epilepsy (Terrone et al., 2016). Recent evidence supports the role of
neuroinflammation in epileptogenesis following SE, TBI, stroke, febrile seizures, as well as in
genetic models of absence seizures, such as in GAERS rats (Akin et al., 2011), in models of
progressive myoclonus epilepsy (Okuneva et al., 2015) and in a mouse model of tuberous
sclerosis (TSC) (Wong and Crino, 2012). In animal models, the number of spontaneous seizures
correlates with the extent of microglia and astrocyte activation (Filibian et al., 2012; Ravizza et
al., 2008a). In particular, astrocytic activation assessed by measuring myo-inositol by MRI
spectroscopy and by S100β immunohistochemistry, correlates with the extent of cell loss and
the frequency of spontaneous seizures in epileptic rats (Filibian et al., 2012). A recent paper by
Pascente demonstrates that the persistent increase of myo-inositol levels in the hippocampus
predicts which rats develop epilepsy in a model of SE induced by pilocarpine (Pascente et al.,
2016).
Also neurons and endothelial cells of the BBB produce pro-inflammatory mediators during
epileptogenesis and in chronic epilepsy (Bien et al., 2012; Iyer et al., 2010; Vezzani et al., 2011a).
In addition, leukocytes may contribute to the inflammatory state. In particular, these
infiltrating cells have been detected in the hippocampus after SE induced by administration of
pilocarpine (Fabene et al., 2008) or intrahippocampal injection of kainic acid in mice (Zattoni et
al., 2011) although their role in epileptogenesis is still unclear.
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In epilepsy models, the broad inflammatory response is activated by the release of DAMPs
(e.g., HMGB1, S100β and ATP) and cytokines (e.g., IL-1β and TNF-α) by injured or activated brain
cells. DAMPs and related inflammatory mediators activate their receptors expressed by glia,
neurons and endothelial cells of the BBB, thus resulting in activation of intracellular signalling
pathways and mediating different effects depending on the cell type (Vezzani et al., 2011a,
2013). Activation of microglia and astrocytes determines NF-kB-dependent transcriptional upregulation of inflammatory genes, thus resulting in the perpetuation of the inflammatory state
and affecting also neuronal functions (Devinsky et al., 2013).
Activation of receptors on endothelial cells induces up-regulation of adhesion molecules for
the recruitment of circulating leukocytes and contributes to breakdown of tight junction and
BBB leakage; this phenomenon leads to extravasation of albumin, thus activating TGF-β
signaling in astrocytes and inducing their dysfunctional phenotype (see Section 1.2.3)
(Friedman et al., 2009; Frigerio et al., 2012).
Activation of neuronal receptors, which are induced in diseased tissue although not expressed
at measurable levels in physiological conditions, modifies Ca2+ influx, thus resulting in neuronal
hyperexcitability, and promotes cell injury and network reorganization (Balosso et al., 2014;
Viviani et al., 2003). Inflammatory mediators also modify voltage- or receptor-gated ion
channel function (Viviani et al., 2007) and promote changes in neuronal glutamate [N-methylD-aspartic acid (NMDA) and AMPA receptor] and GABA receptor expression, subunit
composition and function (Balosso et al., 2009; Frasca et al., 2011; Roseti et al., 2013, 2015), thus
determining an imbalance between the excitatory and the inhibitory transmission. These direct
effects on neurons may play a crucial role in seizure generation and recurrence as shown and
outlined in Figure 1.4.1.
The next paragraphs describe pivotal pathways activated during epileptogenesis, namely IL1β/IL-1R1, HMGB1/TLR4, COX2/PGE and TNF-α/P55/P75, and the pharmacological interventions
aimed at blocking these pathways during epileptogenesis or in models of acute and chronic
seizures.
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Figure 1.4.1. Schematic drawing of the pathophysiological cascade mediated by three key proinflammatory pathways activated in epilepsy: IL-1R1/TLR4, COX-2 and TGF-β. Epileptogenic insults may lead
to activation of microglia, astrocytes and neurons, and/or to BBB dysfunction. Primed cells release cytokines
such as IL-1β, and danger signals such as HMGB1, thereby eliciting pro-inflammatory effects in the target
cells via activation of IL-1R1/TLR4. Signaling activation in neurons results in a rapid increase of NMDA
receptor Ca2+ conductance via Src-mediated phosphorylation of the NR2B subunit, leading to increased
intracellular Ca2+, which in turn results in neuronal hyperexcitability or injury, decreased seizure threshold,
network reorganization. Src activation in endothelial cells may contribute to BBB breakdown. IL-1R1/TLR4mediated activation of the NF-kB-depedent transcription of genes contributes both to molecular and
cellular changes involved in epileptogenesis, and to perpetuate inflammation. Inciting events may also lead
to glutamate-mediated activation of NMDA receptors in neurons which in turn promotes COX-2 activation
via inducible nitric oxyde synthase (iNOS) and Phospholipase A2 (PLA2)-mediated production of arachidonic
acid (AA). Prostaglandin E (PGE) is produced and activates EP1 and EP2 receptors coupled to intracellular
signaling involving Ca2+ mobilization from intracellular stores and cAMP production, respectively, also
contributing to inflammation, BBB dysfunction and pathologic outcomes. BBB dysfunction resulting from
the inciting event or from inflammation in turn leads to albumin extravasation in the brain, and subsequent
activation of TGF-β in astrocytes. This signaling promotes further inflammation by NF-kB dependent gene
transcription and astrocitic dysfunction. This chain of consequential or concomitant events gives raise to
neuronal network hyperexcitability, cell injury, and network reorganization which are then responsible for
the onset of seizures and the development of epilepsy (Vezzani et al., 2013).
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1.4.1.1 IL-1β, IL-1R1 and IL-1Ra
The cytokine IL-1β is a pivotal mediator of neuroinflammation following epileptogenic injuries
and during seizures (Vezzani et al., 2011b). mRNA and protein levels of IL-1 are rapidly
increased (≤30 min) after the induction of electrically-induced SE (De Simoni et al., 2000). This
up-regulation persists during epileptogenesis and in the chronic phase of epilepsy (De Simoni
et al., 2000). Immunohistochemical studies confirmed IL-1 up-regulation (Ravizza et al.,
2008b) and demonstrated that during the acute phase of SE, IL-1 is produced by both
microglia and astrocytes whereas astrocytes are mainly involved during epileptogenesis. These
results have been confirmed in other SE models of epileptogenesis (Bartfai et al., 2007; Dube
et al., 2010; Marcon et al., 2009; Noe et al., 2013).
In physiological condition, the cytokine is stored in the cytoplasm in its biologically inactive
form (pro-IL-1). Following inflammasome activation, pro-IL-1 is cleaved by IL-1β converting
enzyme (named ICE/Caspase-1) that produces the mature and active IL-1β that can be released
extracellularly (Dinarello, 2005; Fantuzzi and Dinarello, 1999). ICE/Caspase-1 is part of the
inflammasome, a multiprotein complex required also for the release of HMGB1. Extracellular
ATP mediates the stimulation of P2X7 receptors which is pivotal for ICE/Caspase-1 activation
(Vezzani et al., 2011b, 2013). Deletion of the ICE/Caspase-1 gene results in a delayed seizure
onset and a reduction in seizure frequency after kainic acid injection in mice (Ravizza et al.,
2006a).

IL-1R1 mediates the biological effects of IL-1. The receptor is barely detectable in control
brain, but it is rapidly upregulated in hippocampal neurons and astrocytes during
epileptogenesis. This pattern of neuronal and astrocytic IL-1R1 expression persists in chronic
epileptic tissue (Ravizza et al., 2006a, 2008b). Thus, IL-1 produced and released by glial cells
after the initial trigger activates IL-1R1 in neurons and astrocytes, indicating that the cytokine
has both autocrine and paracrine effects thus establishing functional communication between
glia and neurons (Vezzani et al., 1999a, 2002). Increased IL-1 and IL-1R1 immunoreactivity was
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found during epileptogenesis in perivascular astrocytic endfeet impinging on blood vessels and
in endothelial cells of the microvasculature. This increased expression is associated with
enhanced BBB permeability to serum albumin (Ravizza et al., 2008a; Seiffert et al., 2004; van
Vliet et al., 2007) that can contribute to neuronal hyperexcitability (Oby and Janigro, 2006;
Seiffert et al., 2004). Transgenic mice lacking the IL-1R1 gene were intrinsically less susceptible
to seizures (Vezzani et al., 2000).
These modifications in animal models have been validated in tissue from TLE patients where IL1β and IL-1R1 were broadly expressed by astrocytes, microglia and neurons (Ravizza et al.,
2008a). Moreover, in TLE brain specimens there is evidence of: (1) activation of IL-1β/IL-1R1
mediated pathway by up-regulation of interleukin 1 receptor associated kinase 1 (IRAK) (Roseti
et al., 2015) and (2) induction of NLRP1, NLRP3 inflammasome and ICE/Caspase-1 (Henshall et
al., 2000; Meng et al., 2014; Tan et al., 2015).
The production of cytokines is accompanied by the concomitant synthesis of anti-inflammatory
mediators apt to modulate the inflammatory response and to prevent the occurrence of
deleterious effects. In particular, IL-1Ra, an endogenous competitive antagonist of IL-1R1, is
increased after SE to a lesser extent than IL-1 and with a delayed time-course (De Simoni et
al., 2000). This pattern of induction differs from the peripheral immune response to infection,
where IL-1Ra is produced 100-1000 fold in excess as compared to IL-1 (Dinarello, 1996),
suggesting that the brain is less effective to induce a crucial mechanism able to inhibit the
deleterious effects of IL-1. The human recombinant form of IL-1Ra, anakinra, is used for the
treatment of rheumatoid arthritis in adult patients and was recently used in humans to control
pharmacoresistant seizures (see Section 1.4.2) (Jyonouchi, 2016; Kenney-Jung et al., 2016).
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1.4.1.2 HMGB1 isoforms and TLR4
HMGB1 is a mediator of sterile neuroinflammation evoked by epileptogenic injuries (Maroso et
al., 2010; Vezzani et al., 2011b). HMGB1 is a highly conserved non-histone nuclear protein
expressed by most eukaryotic cells where it binds to chromatin (Yang et al., 2005) and
regulates gene transcription (Scaffidi et al., 2002). HMGB1 has several isoforms, each of which
has distinct physiological and pathological functions. Non-acetylated HMGB1 is released
passively from necrotic cells (Scaffidi et al., 2002). Acetylation of key lysine residues in HMGB1
indicates active release during inflammation, a step which requires nucleus-to-cytoplasm
translocation (Lamkanfi et al., 2010; Yang et al., 2005). Furthermore, the redox state of the
protein determines its receptor interactions: under basal conditions, HMGB1 is predominantly
fully-reduced inside the cell, but can be oxidized by reactive oxygen species upon translocation
to the cytoplasm or after its extracellular release. Redox modification of three key cysteine
residues, C23, C45 and C106, determines the functional activity of HMGB1 (Figure 1.4.2 and
Table 1.4.1). In particular, disulfide HMGB1, containing an intramolecular disulfide bond
between C23 and C45 and a reduced C106 (Yang et al., 2012), specifically binds and signals via
the TLR4 to induce cytokine release in macrophages (Schiraldi et al., 2012), microglia and
astrocytes (Maroso et al., 2010; Weber et al., 2015; Zurolo et al., 2011). Reduced HMGB1, in
which all three cysteines are reduced, forms a heterocomplex with the C-X-C motif chemokine
12 (CXCL12) and binds CXCR4 to initiate chemotaxis (Venereau et al., 2012). HMGB1 that is
terminally oxidized to sulfonyl groups on all cysteines (sulfonyl HMGB1) does not affect cell
migration or cytokine induction (Figure 1.4.2 and Table 1.4.1) (Yang et al., 2013). The disulfide
and reduced isoforms have mutually exclusive functions. HMGB1 also activates RAGE but the
binding efficiency of each isoform for RAGE is still unresolved.
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Figure 1.4.2. HMGB1 structure (Ranzato et al., 2012).

Table 1.4.1. Redox isoforms of HMGB1 and their biological activity.

TLR4 shows constitutive low expression in control condition in vivo; however, this receptor is
rapidly up-regulated after seizure onset and in the chronic epileptic phase in both neurons and
astrocytes, but TLR4 was undetectable in microglial cells (Maroso et al., 2010). Furthermore,
total HMGB1 and its nucleus-to-cytoplasm translocation increases in neurons and glia in human
drug-resistant epileptic foci (Maroso et al., 2010; Zurolo et al., 2011), and the corresponding
animal models (Maroso et al., 2010). In addition, mice with a functional inactivation of TLR4,
due to a spontaneous mutation in the cytosolic domain, had a delay in kainic acid–induced
seizure onset and a substantial reduction in seizure frequency and total duration (Maroso et
al., 2010). Disulfide HMGB1 is the isoform that promotes seizures and cell loss (Balosso et al.,
2014; Iori et al., 2013; Maroso et al., 2010).

44

1.4.1.3 IL-1β/IL-1R1 and HMGB1/TLR4 axes
IL-1R1 and TLR4 share a cytosolic domain named the Toll/IL-1 receptor (TIR) domain (O’Neill
and Bowie, 2007). Binding of agonists to the receptors and subsequent recruitment of MYD88
and other adaptor proteins, activates cell signaling via IRAK1/4 and TRAF6 or mitogen
associated protein kinases (MAPKs) to induce expression of genes involved in inflammation,
under the respective control of NF-kB and Activator protein (AP)-1 (O’Neill and Bowie, 2007). In
addition to the slower transcriptional effects in astrocytes, microglia and neurons (Davis et al.,
2006), the activation of IL-1R1/TLR4 results in a rapid post-translational effect in neurons. The
binding of IL-1β/HMGB1 to IL-1R1/TLR4 induces sphingomielinase-mediated ceramide
production. This cascade of events activates Src Kinase-mediated phoshorylation of the NR2B
subunit of NMDA receptors, thus increasing Ca2+ influx (Figure 1.4.3) (Balosso et al., 2008, 2014;
Viviani et al., 2003). This post-translational molecular event underlies the pro-ictogenic activity
of both IL-1β and HMGB1, as well as their excitotoxic properties (Allan et al., 2005; Balosso et
al., 2008, 2013; Iori et al., 2013; Viviani et al., 2003). A recent paper described that the activation
of TLR4 by HMGB1 increased afferent evoked dentate gyrus excitability after concussive brain
injury in mice (Li et al., 2015). Finally, both IL-1β and HMGB1 have been reported to increase the
extracellular glutamate levels by inhibiting glutamate re-uptake (GLT-1 down-regulation) and
promoting its release from glia or by enhancing NMDA-mediated glutamate release from
synaptic terminals, thereby increasing neuronal excitability (Iori et al., 2016; Pedrazzi et al.,
2006, 2012).
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Figure 1.4.3. Schematic drawing of the pathophysiological cascade mediated by IL-1R1 and TLR4 during
epileptogenesis. An inciting event determines the production and release of cytokines, such as IL-1β, and
danger signal, such as HMGB1, from microglia, astrocytes and neurons. Binding of IL-1β and HMGB1 to their
respective receptors IL-1R1 and TLR4 determines through the activation of intracellular signaling cascades:
(a) the phosphorylation of NR2B subunit of NMDARs, thus increasing hyperexcitability in neurons; (b)
activation of transcription of genes associated with inflammation, neurogenesis, sprouting, angiogenesis
and astrocytic disfunction in glia and neurons (Vezzani et al., 2011b).

1.4.1.4 COX-2
Among the chemical mediators determining the establishment and propagation of a
neuroinflammatory state, cyclooxygenase-2 (COX-2) and the prostaglandins (PGs) play a
pivotal role. PGs are lipid autacoids derived from arachidonic acid (AA); they sustain
homeostatic functions but at the same time they can mediate pathogenic mechanisms
(Ricciotti and FitzGerald, 2011).
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Cyclooxygenases-1 and -2 are membrane-associated proteins that catalyze the conversion of
AA to prostaglandin H2 (PGH2). PGH2 in turn is rapidly converted to one of five prostanoids:
thromboxane A2, PGF2a, PGE2, prostacyclin (PGI2), or PGD2.
In experimental epilepsy models, the expression of COX-2 enzyme is induced rapidly in neurons
and astrocytes (Rojas et al., 2014). Conditional ablation of COX-2 in forebrain neurons is
neuroprotective and reduces neuroinflammation after SE (Serrano et al., 2011).
As previously mentioned, the substrate of COX-2 for the production of PGs is AA. This lipid is
principally produced in the brain by monoacylglycerol lipase (MAGL), a key enzyme in the
hydrolysis of the endocannabinoid 2-arachidonoylglycerol (2-AG) to AA.

1.4.1.5 TNF-α
TNF- plays a role in modulating neuronal excitability and seizure threshold. Evidence of
increased production of TNF- in the brain has been reported for kainic acid-induced seizure
(Lehtimaki et al., 2003) and following electrically-induced seizures and SE (De Simoni et al.,
2000; Plata-Salaman et al., 2000; Shandra et al., 2002). TNF-α can have both pro- and anticonvulsant effects, depending on the receptor activated (p55 or p75) and the intracellular
pathway related (Balosso et al., 2005, 2009; Weinberg et al., 2013). In 2005, Balosso showed
that increased brain levels of TNF-α resulted in significant inhibition of seizures in mice, and
this action was mediated by neuronal p75 receptors (Balosso et al., 2005). TNF- receptors are
barely detectable in normal brain tissue but they are rapidly up-regulated in microglia and
neurons after electrically-induced seizures and after kainic acid injection in mouse
hippocampus (De Simoni et al., 2000; Vezzani et al., 2002). In 1996, Bruce has demonstrated
that mice lacking TNF- receptors showed a reduced microglial activation following kainic acid
injection indicating that TNF- signaling plays an important role in microglial response to injury
(Bruce et al., 1996). These data indicate that TNF-, as well as IL-1, can act as a soluble
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mediator of functional glio-neuronal communication (Beattie et al., 2002; Bezzi et al., 2001;
Stellwagen et al., 2005).
In general, the effect of cytokines on glial and neuronal function depends on their
concentration, the tissue exposure time, the type of cells producing and responding to it, and
the microenvironment in which the neuroinflammatory phenomenon is established
(Bernardino et al., 2005).

1.4.2 Clinical evidence of brain inflammation in human epilepsy
Clinical evidence demonstrates the presence of pro-inflammatory signaling activation in brain
specimens, blood and cerebrospinal fluid (csf) from pediatric and adult patients affected by
epilepsy of various etiologies (Aronica and Crino, 2011).
Immunohistochemical analysis of brain tissue from patients with different types of refractory
epilepsy (TLE, Rasmussen’s encephalitis, TSC and cortical developmental malformations)
revealed the presence of an inflammatory state in the epileptogenic areas similar to animal
models (Boer et al., 2006; Maroso et al., 2010; Ravizza and Vezzani, 2006; Ravizza et al., 2006b,
2008a; Vezzani et al., 2011a). Interestingly, the extent of inflammation sustained by glial cells,
or the number of microglial cells activated in the epileptogenic areas, correlates positively with
the frequency of seizures and the duration of epilepsy before surgery in patients (Aronica et
al., 2005; Boer et al., 2008; Ravizza and Vezzani, 2006).
In human TLE hippocampi a pro-inflammatory phenotype has been detected in glia and
neurons: NF-kB overexpression, activation of IL-1β and IL-1R1, overexpression of TLR4 and
translocation of HMGB1, and induction of the complement system. These changes are
associated with BBB leakage and albumin extravasation in brain tissue (Aronica et al., 2007;
Maroso et al., 2010; Ravizza et al., 2008a; Rigau et al., 2007; van Vliet et al., 2007). IL-1β and IL1R1 are expressed also by perivascular astrocytic endfeet impinging on blood vessels and in
endothelial cells of microvasculature, thus suggesting an involvement of this pathway in BBB
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dysfunction similar to animal models (Ravizza et al., 2008a; Seiffert et al., 2004; van Vliet et al.,
2007). In contrast to the prominent glia activation and the presence of macrophages, relatively
few lymphocytes, have been detected in human TLE hippocampus (Ravizza et al., 2008a).
Neuropathological examinations of brain specimens from patients affected by Rasmussen’s
encephalitis and active seizures revealed an increase in the expression of inflammation-related
genes such as IL-1β and TNF- and the presence of microglial nodules in close apposition to
neurons (Baranzini et al., 2002). Moreover, cytotoxic lymphocytes have been described in the
lesional tissue (Baranzini et al., 2002).
TSC is an autosomal dominant, multisystem disorder resulting from a mutation in the tsc1 and
tsc2 genes. These two genes encode for two proteins (hamartin-tuberin) which form a
complex with a negative regulator activity on mTOR. This protein is a kinase enzyme which is
part of two signaling complexes (mTORC1 and mTORC2) that regulate cell metabolism,
growth, proliferation and death and are involved in synaptic plasticity, neurogenesis, dendritic
morphology and axonal sprouting (Ostendorf and Wong, 2015). Epilepsy is the most common
neurologic symptom in TSC together with autism and cognitive disabilities. TSC patients are
affected by brain lesions, named cortical tubers, characterized by the presence of dysmorphic
neurons, giant cells and neuroinflammation with alterations in TNF-α and NF-kB expression,
activation of the complement system and IL-1β signaling (Boer et al., 2008; Maldonado et al.,
2003). Moreover, lymphocytes with T-cytotoxic phenotype, BBB leakage and high expression
of cytokines were observed in the perivascular zone (Boer et al., 2008; Wong, 2008).
Focal cortical displasia (FCD) represent architectural malformations of the cerebral cortex,
which are recognized as one of the most common causes of refractory epilepsy in children and
young adults (Blumcke et al., 2009). FCD type II specimens demonstrated activation of
complement and IL-1β signaling, induction of the chemokine CCL2, which regulates migration
and infiltration of leukocytes, microglial reactivity as well as BBB breakdown (Iyer et al., 2010).
There is also evidence of activation of TLR-mediated signaling (Zurolo et al., 2011).
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Besides evaluating tissue samples with immunohistochemical analysis, measurements of proinflammatory mediators have been performed in biological fluids, such as csf and plasma
(Gallentine et al., 2017; Lehtimaki et al., 2004; Virta et al., 2002; de Vries et al., 2016).
In a recent paper, Gallentine demonstrated that plasma IL-6 was significantly higher following
febrile SE in children. The most important finding was the identification of the IL-1Ra/IL-6 ratio
as a potential serologic biomarker of acute hippocampal injury following febrile SE and for the
identification of patients at risk for developing mesial TLE (Diamond et al., 2014; Gallentine et
al., 2017).
A role of inflammation in epilepsy is supported in the clinical setting by the anti-seizure activity
of immunomodulatory drugs such as steroids and adrenocorticotropic hormone (Vezzani and
Granata, 2005), particularly in pediatric epilepsies (Vezzani et al., 2015).
Specific anti-inflammatory drugs (Table 1.4.2), such as VX765 (ICE/Caspase-1 inhibitor) and
Anakinra (IL-1R1 antagonist), demonstrated their therapeutic effects in experimental models
and clinical signs of efficacy in humans (Bialer et al., 2013; Jyonouchi, 2016; Kenney-Jung et al.,
2016).
In particular, VX09-765-401 showed positive effect in a Phase 2 clinical trial for the treatment of
pharmacoresistant partial epileptic patients (Phase II clinical trial number NCT01501383) (Bialer
et al., 2013).
Anakinra was well-tolerated and effective in reducing pro-inflammatory cytokines in the csf
and showed positive therapeutic effect in children affected by febrile infection-related
epilepsy syndrome (FIRES) (Jyonouchi, 2016; Kenney-Jung et al., 2016).
Adalimumab, an inactivating antibody against TNF-α, determined a significant reduction in
seizure frequency in patients affected by RE (Lagarde et al., 2016).
In an open-label interventional trial, patients with intractable epilepsies of different causes and
types were treated with cannabidiol and the frequency of motor seizures was reduced by the
36,5% on average (Devinsky et al., 2016). Moreover, cannabidiol in 6/7 children affected by
febrile infection-related epilepsy syndrome (FIRES) improved seizure frequency and duration
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(Gofshteyn et al., 2017). The presence of cannabidiol CB2 receptors on immune cells suggest
that this drug may act also as anti-inflammatory agent.
Moreover, a case report study in 2012 showed a marked reduction in seizure frequency during
treatment with minocycline, a second-generation tetracycline antibiotic able to inhibit
microglia activation, in a patient with severe symptomatic epilepsy due to an astrocytoma
(Nowak et al., 2012).
Natalizumab, a humanized monoclonal antibody against alpha-4 (α4) integrin, probably
reducing the entry of immune cells into the central nervous system, led to a dramatic
reduction of tonic-clonic generalized seizures resistant to classical anti-epileptic drugs in a
patient with multiple sclerosis (Sotgiu et al., 2010).

Table 1.4.2. Target-specific anti-inflammatory treatments in epilepsy and neurological diseases with
presentation of seizures: clinical studies.
TARGET

DRUG

CLINICAL STUDY

REFERENCES

Caspase-1 (IL-1β, HMGB1)

VX09-765-401
(inhibitor)

Phase 2 (adult)

(Bialer et al., 2013)

IL-1R1

Anakinra
(antagonist)

Case report FIRES
(child);
Case report
(children,
adolescent)

(Jyonouchi, 2016;
Kenney-Jung et al.,
2016)

TNF-α

Adalimumab
(inactivating
antibody)

Open pilot study RE
(adult)

(Lagarde et al.,
2016)

PPARγ/CBR/Adenosine/Nrf2

Cannabidiol
(modulator)

Open label trial
(intractable
epilepsy);
FIRES(children)

(Devinsky et al.,
2016; Gofshteyn et
al., 2017)

Microglia

Minocycline
(inhibitor)

Case report
astrocytoma (adult)

(Nowak et al., 2012)

Lymphocytes

Natalizumab (antiα4 integrin
antibody)

MS

(Sotgiu et al., 2010)

Abbreviations: FIRES, febrile infection related epilepsy syndrome; RE, Rasmussen’s encephalitis; MS,
multiple sclerosis.
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1.4.3 Effect of anti-inflammatory treatments in experimental models of
ictogenesis and epileptogenesis
The role of neuroinflammation in the pathogenesis of seizures and in epileptogenesis has been
demonstrated by several experimental studies (Table 1.4.3). It is interesting to consider that
two anti-convulsant drugs, such as sodium valproate (VPA) and carbamazepine (CBZ), have
also anti-inflammatory actions. VPA inhibits the LPS-induced activation of NF-kB and the
production of TNF- and IL-6 in monocytes and glioma cells; CBZ inhibits the LPS-induced
production of PGs in rat glial cells (Ichiyama et al., 2000; Matoth et al., 2000).
Glucocorticoids are immunosuppressive mediators with potent anti-inflammatory effects
inhibiting the transcription of genes encoding for pro-inflammatory molecules by opposing the
activation of AP-1 and NF-kB (Rhen and Cidlowski, 2005). However, a prolonged treatment
with glucocorticoids after an epileptogenic injury may result in detrimental effect due to the
large spectrum activity of these steroids. Data from Sapolski’s lab showed that treatment with
glucocorticoids may cause an increase in relative numbers of inflammatory cells and levels of
the pro-inflammatory cytokines IL-1α, IL-1β and TNF-α (Dinkel et al., 2003). These data strongly
question the traditional view of glucocorticoids being uniformly anti-inflammatory and could
further explain how glucocorticoids worsen the outcome of neurological insults.
Thus, anti-inflammatory treatments aimed at blocking specific intracellular signaling pathways
or specific mechanism may determine better therapeutic outcomes and reduce side effects
(Table 1.4.3).
Minocycline was administered for 14 days following SE in rats injected with pilocarpine. The
treatment inhibited microglia activation and IL-1β and TNF-α production induced by SE, without
affecting astrocyte activation. In addition, minocycline prevented the neuronal cell loss
following SE and reduced the frequency, duration and severity of seizures (Wang et al., 2015a).
On the contrary, a sub-chronic minocycline administration initiated immediately following
electrically-induced SE limited the spatial learning deficits and resulted in a selective
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neuroprotective effect, but did not affect the development of spontaneous seizures in rats
(Russmann et al., 2016). These data are controversial regarding the antiepileptogenic effect
but suggest a disease-modifying impact of minocycline. Further exploration of the exact
mechanisms underlying the beneficial effects is fundamental to define the use of this drug.
In 2012, Ma and colleagues showed that administration of aspirin (inhibitor of both COX-1 and 2) after pilocarpine-induced SE significantly reduced the frequency and duration of
spontaneous recurrent seizures during the chronic epileptic phase (Ma et al., 2012). On the
other hand, more than 10 years before, pre-treatment of rats with indomethacin, aspirin,
nimesulide enhanced kainic acid induced seizures (Baik et al., 1999; Kunz and Oliw, 2001).
These conflicting data on the effect of COX-1 and -2 inhibitors can be explained by considering
that the various PGs can have both pro- and anti-inflammatory effects. In the last years, more
specific and selective compounds have been tested in order to improve the therapeutic effect
of COX-1 and -2 inhibition. Treatment with selective COX-2 inhibitors, such as Celecoxib,
SC58236 and Parecoxib, administered after pilocarpine- or electrically-induced SE, indicated
that COX-2 contributes to neuronal injury developing after SE, but inhibition of COX-2 does not
appear to provide an effective strategy to modify epileptogenesis (Holtman et al., 2009; Jung
et al., 2006; Polascheck et al., 2010).
Given the complexity of the inflammatory alterations following brain insults, it is more likely
that a combined strategy targeting different pathways is needed for an efficient control of the
pathological inflammatory cascade. To test this hypothesis, COX-2 inhibition was
concomitantly performed with blockade of IL-1R1 with anakinra. This combined treatment
showed better therapeutic effects, reducing the development of spontaneous seizures and
limiting the extent of CA1 injury and mossy fiber sprouting (Kwon et al., 2013).
Another strategy to inhibit COX-2 pathway is targeting EP1 or EP2 receptors for PGE2, which is
the major pro-inflammatory product of COX-2 in the brain (Liang et al., 2007). Ablation of EP1
or antagonism of EP2 after SE determines neuroprotection and reduced neuroinflammation
and comorbidites (Chu et al., 2008; Rojas et al., 2015; Seeger et al., 2011).
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Finally, Terrone and colleagues provided evidence supporting MAGL as a potential target for
drug development in epilepsy. They reported significant reduction of the severity and duration
of SE, of the consequent cell loss and an improvement of cognitive deficits (Terrone et al., 2017
submitted). One potential mechanism of the therapeutic effect of MAGL inhibition is the
reduction of AA availability to COX-2, thus providing anti-inflammatory effects.
Intracerebroventricular injection of human recombinant IL-1Ra had powerful anti-convulsant
activity on kainic acid- and electrically-induced seizures (De Simoni et al., 2000; Vezzani et al.,
2000). Pre-treatment with IL-1Ra in the pilocarpine-induced SE model reduced the number of
rats developing epilepsy and decreased the damage to the BBB (Marchi et al., 2009). Mice
overexpressing the secreted form of IL-1Ra in astrocytes exhibit decreased seizure
susceptibility (Vezzani et al., 2000). Importantly, seizures are dramatically reduced when
blocking the endogenous IL-1β biosynthesis with the specific caspase-1 inhibitor, VX-765, or in
mice with a null mutation of ICE/Caspase-1 (Ravizza et al., 2006a). A combined treatment with
anakinra and VX-765 performed during epileptogenesis starting 3 h after induction of electrical
SE significantly reduced neuronal cell loss (Noe et al., 2013).
Inactivation of the biological effects of HMGB1 using TLR4 antagonist, such as BoxA (a
fragment of HMGB1), Rhodobacter sphaeroides LPS and Cyanobacterial LPS (Cyp), resulted in a
significant delay in the onset of seizures triggered in mice by kainic acid or bicuculline (Maroso
et al., 2010).
IL-1β and HMGB1 pathways are concomitantly activated during epileptogenesis, thus likely
requiring a rational drug combination for their effective blockade (Noe et al., 2013). Mice
treated with a combination of VX-765 and Cyp after the onset of epilepsy showed a reduction
in seizure progression occuring in this model over 3 months post-SE leading to a 90% reduction
of the frequency of spontaneous seizures (Iori et al., 2017b). The targeting of IL-1R1/TLR4
signaling has been attempted also by epigenetic intervention with miRNAs. In particular,
miRNA146a is specifically associated with the modulation of IL-1R1/TLR4 signaling (Quinn and
O’Neill, 2011) and is up-regulated in glial cells and to a lesser extent in neurons in human TLE
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(Aronica et al., 2010). Intracerebroventricular injection of a synthetic mimic of miRNA146a
significantly reduced neuronal excitability, preventing disease progression and dramatically
reducing chronic seizure recurrence (Iori et al., 2017b).
In general, although anti-inflammatory treatments transiently given after the epileptogenic
insult are unable to prevent the development of epilepsy, they significantly improve
pathological outcomes (Table 1.4.3). Typically, the frequency and duration of seizures are
reduced, and in several instances anti-inflammatory drugs afford neuroprotection, and
improve comorbidities, in particular cognitive deficits. Interestingly, anti-inflammatory drug
combinations may show improved therapeutic value as compared to drugs given alone
(Vezzani et al., 2015). Since activation of inflammation is an endogenous homeostatic
mechanism for tissue repair, the challenge is to counteract specific pathologic pathways with
an appropriate therapeutic window of intervention.
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Table 1.4.3. List of treatments administered after SE or after disease onset showing disease-modifying
effects (Terrone et al., 2016).
TREATMENT (ACTION)

MOLECULAR TARGETS

REDUCTION IN

Celecoxib (enzyme inhibitor)

COX-2

Parecoxib (enzyme inhibitor)
Aspirin (enzyme inhibitor)

COX-2
COX-1/2

α4-integrin-specific Ab
(receptor antagonist)
Fingolimod (receptor
antagonist)

Adhesion molecules; brain
vessels
S1P receptor

Minocyclin (microglia inhibitor)

Cytokines

Anakinra + VX-765 (receptor
antagonist + enzyme inhibitor)
Anakinra + COX-2 (receptor
antagonist + enzyme inhibitor)
TLR4 + VX-765* (receptor
antagonist + enzyme inhibitor)

IL-1R1 + ICE/caspase-1

SRS frequency/duration, cell
loss (Jung et al., 2006);
pharmacoresistance
(Schlichtiger et al., 2010)
Cell loss (Polascheck et al., 2010)
SRS frequency/duration; cell
loss (Ma et al., 2012)
SRS frequency; anxiety (Fabene
et al., 2008)
SRS
frequency/duration/severity; cell
loss (Gao et al., 2012)
Cognitive deficits; cell loss
(Russmann et al., 2016); SRS
frequency/duration/severity; cell
loss (Wang et al., 2015a)
Cell loss (Noe et al., 2013)

IL-1R1 + COX-2

SRS frequency; cell loss (Kwon
et al., 2013)
TLR4 + ICE/caspase-1
SRS frequency & their
progression; cognitive deficits;
cell loss (Iori et al., 2017b)
miRNA146a (epigenetic
IL-1R1 + TLR4 signaling
SRS frequency & their
antagonism)
progression; cognitive deficits;
cell loss (Iori et al., 2017b)
Nrf2 gene therapy*
Oxidative stress
SRS frequency/duration; cell
(transcription factor)
loss (Mazzuferi et al., 2013)
Erythropoietin (agonist)
Erythropoietin receptor
Cell loss (Jiang et al., 2015)
PGE2 (antagonist)
EP2 receptor
SRS frequency/duration; cell
loss (Chu et al., 2008); cognitive
deficits; cell loss (Seeger et al.,
2011)
MAGL (inhibitor)
MAGL enzyme
SE severity/duration; cell loss
and cognitive deficits
(Terrone et al., 2017 submitted)
Minozac, an inhibitor of astrocytes activation, has been shown to raise seizure threshold and improve
comorbidites in a model of post-traumatic epilepsy (Chrzaszcz et al., 2010). SRS, spontaneous recurrent
seizures; S1P, sphingosine-1 phosphate. (*) Treatments administered after disease onset.
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1.5 PRO-RESOLVING MECHANISMS OF NEUROINFLAMMATION
Endogenous mechanisms for rapid and effective resolution of the inflammatory process are
pivotal to prevent tissue dysfunction. It is now clear that resolution is an active mechanism
triggered by the same cells responsible for the inflammatory response (Serhan, 2007). At the
beginning of the immune response, pro-inflammatory mediators are predominantly localized
in the injured site. Their up-regulation is subsequently counterbalanced by anti-inflammatory
and pro-resolving signals generated to attenuate and limit inflammation (Figure 1.5.1).

Figure 1.5.1. Time course of inflammation and resolution. Subsequent to ligand binding, pathogen
recognition receptors (PRRs) initiate the inflammatory response (red area), including cytokine and
chemokine production, complement activation and leukocytes recruitment (mainly in inflammatory
diseases of the periphery). Immune overactivation may lead to tissue damage and vascular barrier
breakdown. From the beginning of the inflammatory response, resolution processes are initiated (green
area) to balance damage and healing of the tissue, ideally resulting in restoration of the original condition
(modified by Müller-Redetzky et al., 2015).

Various active mechanisms modulate the inflammatory response: (a) proteins competing with
cytokines for the binding to their receptors, such as IL-1Ra; (b) decoy receptors able to
recognize and bind efficiently specific growth factors or cytokines, but not structurally able to
activate the intracellular signaling pathway; (c) molecules with anti-inflammatory properties
(such as IL-10 and TGF-β). (d) Glucocorticoids play a pivotal role in terminating the
inflammatory response. Activation of their specific intracellular receptors determines the
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down-regulation of NF-kB and AP-1, thus switching off the inflammatory response. (e) Another
endogenous mechanism that limits the inflammatory response is the efferent activity of the
vagus nerve that inhibits the release of pro-inflammatory molecules by resident macrophages
(Tracey, 2002, 2007). (f) An important role in triggering resolution is played by neutrophils and
monocytes/macrophages activating a specific pro-resolving transcriptional program (Serhan,
2007). These cells produce specialized pro-resolving mediators (SPMs), lipid (lipoxins,
resolvins, protectins) or peptide (IL-1Ra, annexin A1) molecules able to turn off the
inflammatory response and trigger resolution. These molecules are produced at the
inflammatory site, elicit very rapid effects and are rapidly inactivated (Serhan et al., 2008).
They exert their pro-resolving action on target cells by interacting with specific G-proteincoupled receptors activating a series of intracellular signaling pathways resulting finally in an
anti-inflammatory effect. These SPMs are not immunosuppressive, but activate specific
pathways that restore tissue homeostasis (Serhan et al., 2008) without inhibiting the acute
phase of the immune response, essential step for triggering resolution itself. Resolution has
been extensively studied in inflammatory diseases of the periphery. In general, peripheral
activation of resolution determines different effects on multiple target cells:
- provides signals that selectively block the infiltration of polymorphonucleates;
- stimulates monocyte recruitment and promotes the switch to an anti-inflammatory
phenotype;
- activates phagocytosis of microorganisms and apoptotic immune cells;
- increases phagocytic elimination of lymphocytes which have terminated their task.
In the context of neuroinflammation, SPMs inhibit the synthesis of pro-inflammatory
molecules produced by glial cells and promote an anti-inflammatory phenotype (Serhan, 2007;
Serhan and Chiang, 2008). In the CNS, however, resolution is still poorly investigated.
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1.5.1 Lipid mediators of resolution
Resolution of inflammation is driven by the production of some lipid mediators. In the early
phases, eicosanoids such as PGs and leukotrienes amplify the inflammatory response against
tissue injury. In particular, PGE2 and PGD2 are produced during the acute phase of the immune
response, starting from AA through the activity of COX-1 and COX-2 enzymes. Thereafter, these
first-stage agonists are able to initiate resolution. They induce transcription of key enzymes,
named lipoxygenase (LOX), required for the generation of other classes of eicosanoids. In
particular, induction of LOX enzymes results in the production of pro-resolving lipoxins from
AA and of resolvins, protectins and maresins from omega-3 polyunsaturated fatty acids (ω-3
PUFAs) such as eicosapentaenoic acid (EPA) and docosahexaenoic acid (DHA) (Serhan et al.,
2008). The switch from classic prostaglandins and leukotrienes, to the production of
immunoresolvents is an active process named “lipid mediators class switching” and is an
essential step for triggering the correct resolution program (Figure 1.5.2, 1.5.3) (Levy et al.,
2001).

Figure 1.5.2. Lipid mediator class switching (http://thetispharma.com/cms2/approach/lipid-biology/).

Importantly, inhibition of COX-2 delays resolution because prostaglandins are essential
initiators of lipid-mediator class switching, as shown in animal disease models in vivo (Chan and
Moore, 2010; Levy et al., 2001).
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1.5.1.1 Lipoxins
Lipoxin (LX) was the first lipid mediator with anti-inflammatory and pro-resolving action to be
identified. As previously mentioned, lipoxins as well as prostaglandins and leukotrienes, are
produced from AA by the action of LOX (Figure 1.5.3). The generation of lipoxins is a
transcellular mechanism because it is driven by a combination of different forms of LOX (LOX5,
LOX12 and LOX15), which are expressed in specific cell population (leukocytes, neutrophils or
blood vessels). In Alzheimer’s disease expression of LOX was shown in astrocytes and
microglial cells (Wang et al., 2015b).

Figure 1.5.3. Schematic drawing of eicosanoids and specialized pro-resolving mediators (SPMs)
generation. Pro-inflammatory AA-derived eicosanoids are in red. Pro-resolving molecules are in blue: AAderived lipoxins, EPA-derived E-series resolvins, DHA-derived D-series resolvins, protectins and maresins. A
key role in the lipid mediator class switching is played by COX and LOX enzymes (Fredman and Serhan, 2011).

Lipoxin A4 (LXA4) and lipoxin B4 (LXB4) represent the first members of the family (Figure 1.5.3).
Their biological activity was characterized both in vitro and in vivo (Serhan and Chiang, 2008).
These eicosanoids are highly conserved in all species, from fish to mammals (Serhan and Savill,
2005). They are produced in pico- or nano-grams amount predominantly from innate immune
cells and act in autocrine and paracrine way.
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In the presence of aspirin, cells that express COX-2, including endothelial cells, epithelial cells,
macrophages and neutrophils, are involved in the production of aspirin-triggered lipoxin (ATL)
or 15-epi-LXA4, more stable and powerful than LXA4 (Figure 1.5.4).

Figure 1.5.4. Chemical structures of LXA4 and 15-epi-LXA4 (modified by Serhan, 2010).

In particular, aspirin acetylates COX-2, blocking its ability to produce prostaglandins, and then
ATL is synthesized by the action of LOX5. Once generated, lipoxins are rapidly metabolized and
enzymatically inactivated by 15-hydroxyprolyteglandin dehydrogenase and consequently have
a short half-life (Wu et al., 2011). To overcome this disadvantageous feature of lipoxins in view
of possible clinical application, a synthetic analogue was developed by adding a methyl ester
group to LXA4 (LXA4ME). This synthetic molecule is chemically more stable and preserve the
anti-inflammatory and anti-oxidant activity of the native molecule (Jin et al., 2012).
The anti-inflammatory and pro-resolving activity of lipoxin was characterized and confirmed by
experimental studies in animal models of peripheral inflammatory diseases (Jin et al., 2012;
Svensson et al., 2007; Ye et al., 2010). Lipoxins inhibit chemotaxis, cytokine production,
reactive oxygen species (ROS) formation and NF-kB activation (Serhan and Savill, 2005).
Expression of LOX, LXA4 and its specific receptor has also been identified in the CNS (Wang et
al., 2015b). Furthermore, it has been shown that LXA4 is able to reduce levels of ROS in
activated microglial cells (Wu et al., 2012b), to inhibit the expression of the cytokine IL-8 in
astrocytoma cells (Decker et al., 2009) and to reduce levels of β-amyloid and enhance
cognitive ability in transgenic mice affected by Alzheimer's disease (Medeiros et al., 2013).
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1.5.1.2 Resolvins
For a long time, beneficial actions of ω-3 PUFAs, administered daily at high doses, have been
observed in many inflammatory pathologies (Simopoulos, 2002).
Resolvins derive from EPA or DHA with two different structural forms, the E-series and Dseries, respectively (Figure 1.5.3). RvE1 was the first resolvin identified in resolving
inflammatory exudates by liquid chromatography-ultaviolet-tandem mass-spectrometry
(Serhan et al., 2000). The mature form of RvE1 is produced after different steps starting from
EPA and the enzyme responsible for the last step is LOX (Figure 1.5.3, 1.5.5). Using the same
biosynthetic pathway of RvE1, other members of E-series family are produced, from RvE2 to
RvE6.
In addition to resolvins of the E-series, other lipid mediators have been identified in
inflammatory exudates: the D-series resolvins (RvDs) derived from DHA. RvDs display a
number of potent anti-inflammatory actions and they are of particular interest, because DHA is
the most abundant lipid in synapses, retina and the brain. Endogenous DHA is converted in
vivo by LOX15 to the 17S-hydroxy-containing series of four resolvins, known as RvD1-4 (Figure
1.5.3, 1.5.5). These resolvins reduced levels of pro-inflammatory transcripts in microglia,
including the one encoding for IL-1β (Serhan et al., 2008). Aspirin-triggered analogs as well as
more stable synthetic analogs have been synthesized also for these lipid mediators.

Figure 1.5.5. Chemical structures of RvE1 and RvD1 (modified by Serhan, 2010).
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1.5.1.3 Protectins
Protectins are the last class of lipid mediators identified and derived from DHA, distinguished
by the presence of a conjugated triene double bond. Protectin biosynthesis is mediated by
LOX15 which converts DHA into an oxidized intermediate, rapidly converted to give the
bioactive final compound: 10,17S-docosectrin, known as Protectin D1 (PD1; Figure 1.5.3, 1.5.6).
When produced in the brain it is commonly termed neuroprotectin (NPD1), the prefix neuro is
added to describe its brain origin (Serhan, 2007; 2008). This lipid mediator is one of the most
powerful autacoids known today: down-regulates COX-2, thus inhibiting the production of proinflammatory eicosanoids derived from AA; reduces NF-kB activation; reduces pro-apoptotic
regulators and increases anti-apoptotic regulators; reduces neuronal cell death through
reduction of caspase activation (Bazan, 2005; Bazan et al., 2005).

Figure 1.5.6. Chemical structure of PD1 (modified by Serhan, 2010).

1.5.2 Peptide mediators of resolution
Besides the lipid mediators, SPMs include some peptides able to mediate the resolution of the
inflammatory response, such as IL-1Ra and Annexin A1.

1.5.2.1 IL-1Ra
IL-1Ra recognizes and binds IL-1R1 with high affinity without activating any intracellular
response (Dinarello, 1996). Most importantly, in order to be effective the antagonist levels
should exceed at least 100-1000 times IL-1β levels (see Section 1.4.1.1) (De Simoni et al., 2000).
However, during epileptic seizures, insufficient levels of IL-1Ra are produced. Implementing
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these levels reduce seizure number, delay their occurrence and protect neurons from damage
(Maroso et al., 2011a; Ravizza and Vezzani, 2006; Vezzani et al., 2000, 2011b).

1.5.2.2 Annexin A1
The most well-known pro-resolving peptide mediator is Annexin A1, a monomeric, anphipatic
protein consisting of 346 amino acids. Annexin A1, also called lipocortin, is the first of 13
members of the annexin family, characterized by common structural features, such as the Ca2+
binding site, which enables Annexin A1 to bind acidic phospholipids of cellular membrane
(Figure 1.5.7) (Gerke and Moss, 2002; Gerke et al., 2005). In addition to mediating membrane
binding, Ca2+ can also induce a conformational change that leads to the exposure of the
bioactive N-terminal domain. Indeed, studies on the anti-inflammatory activity of Annexin A1
revealed not only that the different functions of the protein lie within the unique N-terminus,
but also that synthetic peptides from the N-terminal domain, such as peptide Ac2-26, may
mimic the pharmacological property of the whole protein, specifically binding to formyl
peptide receptors (FPRs; Figure 1.5.7) (Gerke et al., 2005; Perretti and Dalli, 2009).

Figure 1.5.7. Peptide structure of Annexin A1 (Gavins and Hickey, 2012).
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Following cell activation, Annexin A1 is immediately secreted by a cell-specific mechanism. The
absence of a peptide sequence that acts as signal for secretion prevents the release of the
protein through the canonical pathway. For example, in macrophages the release of Annexin
A1 seems to be mediated by the activity of an ATP-Binding Cassette family carrier (Perretti et
al., 1996).
The modulatory action of Annexin A1 on inflammation is closely related to the action of
glucocorticoids (Blackwell et al., 1980; Flower, 1988). They modulate levels of antiinflammatory and pro-resolving mediators, including Annexin A1, through genomic or nongenomic mechanisms, respectively modulating gene transcription or the availability of the
protein (D’Acquisto et al., 2008).
Dexamethasone and other steroids trigger mobilization of Annexin A1 from the plasma
membrane, without requiring new synthesis of the protein (Perretti and Dalli, 2009). This
effect is rapid (about 5-10 min) and lasts for 30-90 min, or until complete depletion of the
intracellular source of the peptide mediator. Alternatively, steroid hormones and their
synthetic analogues mediate a genomic regulation, inducing the transcription of Annexin A1
gene. This mechanism is slower, starts 2-4 hours after steroid stimulation and lasts for 18-24 h
(Perretti and D’Acquisto, 2009). In both cases, the effects mediated by Annexin A1 in response
to glucocorticoids, are anti-inflammatory and immunosuppressive, thus enhancing the
resolution of the acute inflammatory response.
In addition, dexamethasone treatment is able to inhibit the expression of COX-2 and of the
inducible form of nitric oxide synthase (iNOS). The resulting reduction in PGE2 and nitric oxide
(NO) production could contribute to the neuroprotective effect of lipocortin. Finally, Annexin
A1 mRNA levels are significantly increased in microglial cells activated following brain injury,
and the protein is secreted by the same activated cells (Parente and Solito, 2004).
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1.5.3 Pro-resolving receptors: ALXR and ChemR23
Pro-resolving mediators described so far, elicit their action by activating specific G-protein
coupled receptors (GPCRs). These receptors are characterized by seven putative
transmembrane domains with an N-terminus on the extracellular side of the membrane and a
C-terminus on the intracellular side. Four different receptors for these mediators have been
identified: the LXA4 (ALXR) receptor, the chemerin receptor (ChemR23), the GPR-1 and GPR-32
orphan receptors (Table 1.5.1). In this thesis, the attention is more focused on ALXR and
ChemR23 since they are the best characterized.

Table 1.5.1. Pro-resolving mediators and their respective G protein coupled receptors (GPCRs).

Ligands
RvD1
Lipoxin (LX) A4
Annexin A1
Resolvin (Rv) E1
Chemerin
Chemerin
RvD1
LXA4

GPCRs
ALXR
(i.e. Lipoxin A4
receptor/FPRL1/FPRL2)
ChemR23
GPR-1
GPR-32

1.5.3.1 ALXR
LXA4 receptor (ALXR) is also known as FPR2, since it was initially identified and characterized
as “receptor for formyl peptides 2”. It is part of a family with 2 other members: FPR1 and FPR3.
These receptors are coupled to G inhibitory protein and their function was initially attributed
to the recognition of bacterial peptides. ALXR is expressed by several cell populations such as
neutrophils, macrophages, monocytes, endothelial and epithelial cells in peripheral organs
(Perretti and D’Acquisto, 2009). It can be recognized and bound by various agonists, peptides
and lipids with different molecular structures. Among the identified ligands there are: the
serum amyloid A, with a potent chemoattractant activity and able to determine an increased
production of the pro-inflammatory cytokine IL-8 by neutrophils; a portion of the chemokine
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CCL23; β-amyloid 42 and a protein from the bacterium Helicobacter pylori (Waechter et al.,
2012). All these ligands, interacting with ALXR on target cells, mediate pro-inflammatory
effects. In contrast, the activation of this receptor mediated by Annexin A1 and LXA4 results in
anti-inflammatory effects (Figure 1.5.8) (Fernandez-Patron and Filep, 2012).

Figure 1.5.8. Schematic drawing of intracellular signaling cascade and biological effects mediated by the
activation of ALXR by pro-inflammatory (right) and pro-resolving (left) ligands (modified by FernandezPatron and Filep, 2012).

The dual nature of the intracellular signaling pathways induced by ALXR activation suggests
that receptor expression is finely regulated in relation to the time and cell population in which
it is expressed. It has been shown that FPR2 gene expression is regulated by glucocorticoid. In
addition to increasing the expression of Annexin A1, dexamethasone and other synthetic
analogs induce ALXR expression at 4-6 h after treatment (Perretti and D’Acquisto, 2009).
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1.5.3.2 ChemR23
The first identified ligand of ChemR23 was chemerin, the protein which gave the name to the
receptor. Chemerin has been recently described as an adipokine: it is synthesized by adipose
tissue and it is associated with obesity, insulin resistance and metabolic syndromes. This
molecule is a powerful chemoattractant, but during resolution exerts a number of antiinflammatory actions (Mariani and Roncucci, 2015). Besides ChemR23, chemerin binds
chemokine receptor-like 2 (CCRL2) and the orphan receptor GPR1. Following binding to CCRL2,
this adipokine acts as pro-inflammatory cytokine in peripheral tissues (Mattern et al., 2014). In
addition to chemerin, the lipid mediator RvE1 activates ChemR23 (Arita et al., 2005) and
reduces edema formation, leukocyte infiltration, cytokine and chemokine expression (Xu et al.,
2010).
ChemR23 has a high sequence homology with the receptors for complement system
components, such as C3a and C5a, as well as with receptors for formyl peptides, including
ALXR (Mariani and Roncucci, 2015). Through the recruitment of inhibitory G protein, the
activation of ChemR23 results in intracellular Ca2+ increase, inhibition of both cAMP production
and MAPK activation. It also triggers the PI3K/Akt signaling with promotion of tissue repair and
neurite outgrowth (Mariani and Roncucci, 2015).
The cell population and the phase of the inflammatory process in which ChemR23 is expressed
determine its pro-inflammatory and pro-resolving biological effects (Herová et al., 2015).

68

1.5.4 Therapeutic effects of pro-resolving mediators in experimental
models of neurological diseases
Pro-resolving mediators represent a promising therapeutic approach for disease characterized
by chronic inflammation. Thanks to their activity as "stop signals" of the acute inflammatory
response, they could resolve inflammation and reduce or prevent tissue damage. The first
evidence of the efficacy of these molecules was obtained by experimental studies conducted
in inflammatory diseases affecting peripheral organs. In various animal models reproducing
pathological conditions with an inflammatory component such as ocular, kidney,
cardiovascular, liver, pulmonary and gastrointestinal diseases, lipoxins, resolvins and
protectins, as well as their aspirin-triggered analogues demonstrated a powerful antiinflammatory activity (Serhan et al., 2014).
The therapeutic effects of SPMs in experimental models of epileptogenesis are very scarse
(see Section 1.5.5), therefore, in the next paragraphs is reported evidence of pro-resolving
mediator effects in other experimental models of PNS and CNS pathologies.

1.5.4.1 Neuropathic pain
Neuropathic pain is a pathological condition with an important inflammatory component. In an
animal model of neuropathic pain generated by intra-plantar formalin administration,
treatment with a synthetic stable analogue of RvE1 reduced hyperalgesia. Xu and colleagues
demonstrated that the therapeutic effects of RvE1 were mediated by the activation of
ChemR23 (Xu et al., 2010).
In addition, intrathecal injection of LXA4 or its aspirin-triggered form, reduced hyperalgesia,
microglia activation, TNF-α levels in different models of neuropathic pain (Martini et al., 2016;
Svensson et al., 2007).
In a mouse model of spinal injury induced by the constriction of the sciatic nerve, local
treatment with PD1 at the time of the surgery prevented mechanical allodynia and the onset of
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neuropathic pain as well as promoted spinal neuroprotection. Moreover, PD1 prevented nerve
injury-induced microglial and astrocytic activation, phosphorylation of p38 and ERK, and the
associated up-regulation of IL-1β and CCL2 (Xu et al., 2013).
Finally, the administration of Ac2-50, a peptide derived from the N-terminal portion of Annexin
A1, reduced mouse inflammatory pain. The antinociceptive effect of Ac2-50 was explained by
its ability to inhibit the molecular cascade linked to PGE2 and to reduce the inflammatory
process (Ayoub et al., 2008).

1.5.4.2 Neurotrauma
In models of neurotrauma, a pathological event that evokes a neuroinflammatory
phenomenon and increases the risk of developing epilepsy, intracerebroventricular injection of
LXA4 reduced BBB damage, edema, and volume of brain injury. The therapeutic effect was
associated with a reduction of mRNA and protein levels of TNF-α, IL-1β and IL-6, while ALXR
levels increased in resident astrocytes in the lesioned cortex (Luo et al., 2013).
In a model of traumatic brain injury in mice, RvE1 (ChemR23 receptor ligand) and aspirintriggered analogue of RvD1 (AT-RvD1, ALXR receptor ligand) were administered
intraperitoneally for seven days beginning 3 days prior to trauma. AT-RvD1, but not RvE1,
reduced cognitive and motor deficits associated with trauma (Harrison et al., 2015).

1.5.4.3 Ischemia
Acute inflammatory response contributes to ischemic brain injury. To this end, several
promising studies on the neuroprotective effects of SPMs have been conducted in this
pathological condition.
In experimental models of ischemia in rats, intracerebroventricular injections of LXA4 (Wu et
al., 2012a) or of its more stable methylated form LXA4ME (Ye et al., 2010) or intravenous
administration of its analogue BML111 (Hawkins et al., 2014) reduced the infarcted area, the
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number of apoptotic neurons, glial activation and recruitment of neutrophils. In addition, the
treatment significantly reduced TNF-α and IL-1β protein levels and increased the production of
anti-inflammatory cytokines, IL-10 and TGF-β (Ye et al., 2010).
Annexin A1, another ALXR receptor ligand, showed neuroprotective action in experimental
models of ischemia (Gavins et al., 2007). In this study, the mRNA and protein levels of Annexin
A1 were down-regulated and inversely correlated to the ischemic area. Furthermore, KO mice
for the lipocortin gene exhibit greater susceptibility to brain damage following reperfusion,
increased mortality, and greater pro-inflammatory cytokine production. Ac2-50 systemic
injection during reperfusion significantly reduced the damaged area (Gavins et al., 2007).
PD1 continuous intravenous administration for 48 h after ischemic reperfusion in mice reduced
the cerebral infiltration of polymorphonuclear leukocytes and the expression of COX-2 and NFkB. The final outcome was a reduction in the infarctuated area in hippocampus and cortex
(Marcheselli et al., 2003).

1.5.4.4 Alzheimer’s disease (AD)
Experimental studies conducted in murine AD models demonstrated reduction of
neuroinflammation, neurodegeneration and improvement of cognitive deficits after treatment
with lipoxin analogs, such as LXA4ME (infused intracerebroventricularly) (Wu et al., 2011) and
ATL (injected subcutaneously for 8 weeks) (Medeiros et al., 2013).
Microglial and astrocytic activation, due to the presence of β-amyloid oligomers, was reduced
by PD1 which decreased pro-inflammatory cytokines and inhibited caspase-3, thus favoring the
expression of anti-apoptotic proteins (Zhao et al., 2011).
RvD1 added to macrophages of patients with AD in vitro reduced the pro-inflammatory
phenotype and enhanced phagocytosis of β-amyloid (Mizwicki et al., 2013).
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1.5.5 Therapeutic effects of pro-resolving mediators in hyperexcitability
and seizures
The role of pro-resolving lipids in hyperexcitability has been studied mostly for DHA and its
derivative NPD1. Under resting conditions, unesterified DHA is present in very low amounts in
the brain and is associated to membrane phospholipids (Bazan, 2003). Seizures induce
phospholipases activity and as a consequence, esterified DHA is released from membrane
phospholipids (Bazan, 2003).
DHA may elicit anti-seizure activity through modulation of ion channels and neurotransmitter
receptors, as well as regulation of synaptic plasticity (Champeil-Potokar et al., 2006; Young et
al., 2000). A first indication of DHA role in excitability, was reported by intracellular recording
of neurons in the stratum pyramidale of rat hippocampal slices where DHA inhibited the
repetitive firing of action potentials (Young et al., 2000).
Recent evidence suggests that DHA improves neurological outcomes in models of epilepsy
(Musto et al., 2011; Young et al., 2000) and is neuroprotective (Belayev et al., 2009).
NPD1

delivered

intracerebroventricularly

by

osmotic

minipumps

during

kindling

epileptogenesis limited progression of seizure severity and hippocampal hyperexcitability
evoked in the hippocampus (Musto et al., 2011). In a following paper the same group
administered NPD1 intraperitoneally for 5 days after pilocarpine induced SE. The treatment
reduced the number and duration of spontaneous seizures evaluated 3 weeks after SE and
protected hippocampal dendritic spines during epileptogenesis (Musto et al., 2015).
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1.5.6 Clinical evidence of resolution mechanisms in human pathologies
Since resolvins and protectins were identified in mouse exudates, it was essential to establish
their biosynthesis also in human blood and tissue. SPMs were firstly identified in human blood,
placenta and milk by liquid chromatography-tandem mass spectrometry (LC/MS-MS) (Serhan
et al., 2014). Then, the availability of SPMs provided opportunities for developing more
rigorous assessment techniques. In 2014, using targeted LC/MS-MS-based lipid mediators
metabololipidomics, SPM pathways was quantified in human peripheral blood (plasma and
serum) and lymphoid organs. RvD1, RvD2, RvD3 and NPD1/PD1 were identified in amounts
within their bioactive ranges for their pro-resolving, organ protective, and tissue regeneration
functions (Colas et al., 2014).
Some studies investigated resolution mechanisms in AD (Lukiw et al., 2005; Mizwicki et al.,
2013; Wang et al., 2015b), multiple sclerosis (Prüss et al., 2013) and rheumatoid arthritis (Giera
et al., 2012) affected patients.
DHA and PD1 were reduced in AD hippocampal cornu ammonis (CA) region 1, but not in the
thalamus or occipital lobes from the same brains. The expression of key enzymes in PD1
biosynthesis, cytosolic PLA2 and LOX15, was altered in AD hippocampus (Lukiw et al., 2005).
Wang and colleagues reported the presence of pro-resolving mediators and their receptors in
the human brain (Wang et al., 2015b). ELISA and LC/MS-MS were used to quantify levels of
LXA4 and RvD1 in csf and hippocampus of AD patients as compared to controls. Data
demonstrated a reduction of LXA4, but not of RvD1, in affected patients, while levels of
prostaglandins were higher in AD than in control, supporting a pro-inflammatory state. The
decreased levels of LXA4 were not due to lower levels of its biosynthetic enzyme LOX15, since
its staining was increased in glial cells in the hippocampus. The pro-resolving receptors, ALXR
and ChemR23, were increased in astrocytes and microglia in AD hippocampus as compared to
control tissue. The increased levels of ALXR may indicate a compensatory reaction to reduced
levels of its ligand, LXA4 (Wang et al., 2015b). When tissue levels of pro-resolving mediators are
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reduced, ALXR and ChemR23 may mediate neurotoxic effect of pro-inflammatory molecules
such as β-amyloid (Le et al., 2001).
In recent years, several clinical trials with synthetic analogue of lipoxins, resolvins and
protectins have been performed with very promising results. Specifically, RX-10045, a prodrug
of RvE1 has successfully passed a phase II clinical trial for topic treatment of dry eye syndrome
(http://www.auventx.com/auven/products/rx10045.php). PD1 is in clinical development for
neurodegenerative diseases (http://www.anidapharma.com/lead-molecule.html) and topical
administration of 15(R/S)-methyl-LXA4 relieved severity and improved quality of life of infants
with eczema in a double-blinded trial (Wu et al., 2013). Most ω-3 fatty acids used in clinical trials
or experimental designs related to epileptic disorders include EPA and DHA, which are
administered along with anti-epileptic drugs (Taha et al., 2010). EPA/DHA supplementation
reduces the number of rescue-medication doses required during the maintenance phase.
Today, the recommended treatment is for at least 6 months at high doses. No side effects
have been described till now and another advantage of omega-3 PUFAs is that they protect
against cardiovascular diseases (Yuen et al., 2005). A n-3 PUFAs-enriched diet would serve as
an adjunct to the drugs in patients with drug-resistant seizures or in patients with first
presentation of seizures or exposed to epileptogenic injuries.
If a chronic inflammatory component results from failed resolution mechanisms then rescue of
these mechanisms may represent a strategy for modulating inflammation in order to attain
therapeutic effects.
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1.5.7 Experimental and clinical evidence of inefficient control of brain
inflammation in epilepsy
There is evidence that neuroinflammation is not efficiently controlled in human and
experimental epilepsy therefore contributing to brain dysfunction.
The extent of expression of IL-1β largely anticipates that of IL-1Ra in animal models (De Simoni
et al., 2000). Moreover, in epilepsy-associated malformations of cortical development IL-1β and
its receptor IL-1R1 were highly expressed whereas IL-Ra was expressed to a lesser extent
(Ravizza et al., 2006b). These findings show a relative deficient mechanisms (IL-1Ra) apt to
inactivate IL-1β actions.
Proteins involved in the inhibitory control of the complement system, such as Daf1, CD59 and
Crry, are induced in the hippocampus during seizures to a lower extent than those of the
complement activating factors (Aronica et al., 2007).
The activating transcriptional factor 3 (ATF-3) that negatively controls the induction of TLR4 is
expressed in the brain at lower levels in patients with more frequent seizures, while TLR4
levels positively correlate with the frequency of seizures (Pernhorst et al., 2013).
The

membrane

glycoproteins

CD47

and

CD200,

mediate

inhibitory

signals

for

microglia/macrophage activation. These proteins are downregulated in epileptogenic lesions
where chronic neuroinflammation has been established. Up-regulation or activation of CD47
and CD200 may have therapeutic potential for controlling neuroinflammation in patients with
epileptogenic lesions (Sun et al., 2016).
Altogether these findings strongly suggest that brain inflammation is inefficiently controlled in
epilepsy.
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CHAPTER 2 - AIMS OF THE THESIS
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The hypothesis underlying this thesis is that the homeostatic resolution response controlling
neuroinflammation is not efficiently activated in the brain during epileptogenesis, resulting in
the establishment of a persistent inflammatory condition that contributes to the generation of
seizures. Furthermore, an unmet clinical need in epilepsy research is the absence of
biomarkers able to detect epileptogenesis in individuals at risk following an epileptogenic
insult.
Therefore, the fundamental goals of the work described in this thesis were (1) to characterize
resolution mechanisms versus neuroinflammation during epileptogenesis; (2) to evaluate the
potential antiepileptogenic and disease-modifying effect of treatments aimed at boosting
endogenous specialized mechanisms of resolution of inflammation and blocking specific
pathways playing crucial roles in triggering and maintaining neuroinflammation during
epileptogenesis; (3) to assess the potential role of HGMB1 as mechanistic biomarker of
neuroinflammation, epileptogenesis and treatment response.
I used three different rodent models of epileptogenesis induced by SE. The analyses were
performed at different time points post-SE representative of disease development: the acute
phase of SE, preceding spontaneous seizure onset, the time of disease onset and the chronic
epileptic phase. The analyses were performed in the hippocampus, main epileptogenic area in
the three experimental models considered and in human TLE.
The work is divided in four main parts.
(1) To characterize the time of induction of the resolution response versus
neuroinflammation

during

experimental

epileptogenesis

by

RT-qPCR

and

immunohistochemistry and lipidomic analysis. Pro-resolving receptors were analyzed
also in hippocampi from patients who died after SE or affected by pharmacoresistant
epilepsy.
(2) To evaluate the therapeutic effects of anticipation and potentiation of endogenous
resolution mechanisms using stable analogues of pro-resolving lipid and peptide
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mediators. Treatments were performed during epileptogenesis and their effects were
studied on neuroinflammation, cognitive deficits and spontaneous seizures.
(3) To assess the therapeutic effects of a combined anti-inflammatory treatment aimed at
blocking

the

activation

of

relevant

neuroinflammatory

pathways

during

epileptogenesis. The effects of this treatment were studied on spontaneous seizure
and neurodegeneration.

(4) To study the biomarker role of HMGB1 for epileptogenesis and for predicting the
therapeutic response to anti-inflammatory drugs.
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CHAPTER 3 – MATERIALS AND METHODS
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3.1 EXPERIMENTAL ANIMALS
Adult male C57/BL6N mice (30 g), adult male Sprague-Dawley rats (250-300 g) or male
Sprague–Dawley rats at postnatal day (PN) 21 (with PN1 defined as the day of birth) were
housed at constant temperature (23°C) and relative humidity (60%) with a fixed 12 h light-dark
cycle and free access to food and water. Animals were purchased from Charles River (Calco,
Italy). Adult animals were housed one per cage due to the presence of the EEG recording
implant. Our laboratory experience showed that when mice or rats are housed two or more
each cage may easily damage each other EEG implants thereby causing loss of EEG set up or
damaging the connecting cables. To enrich the cage environment, nesting materials was
added to each cage for mice or wooden sticks for rats (Hutchinson et al., 2005) during animal
housing including the time of experimental procedures. Other materials (e.g. tunnel) are not
compatible with the EEG recording devices required for EEG monitoring.
All experimental procedures were conducted in conformity with institutional guidelines that
are in compliance with national (D.L. n.26, G.U. March 4, 2014) and international guidelines and
laws (EEC Council Directive 86/609, OJ L 358, 1, December 12, 1987, Guide for the Care and Use
of Laboratory Animals, U.S. National Research Council, 1996), and were reviewed and
approved by the intramural ethical committee.

3.2 ANIMAL CARE
Procedures involving animals were conducted at the IRCCS - Istituto di Ricerche
Farmacologiche “Mario Negri” which adheres to the principles set out in the following laws,
regulations, and policies governing the care and use of laboratory animals: Italian Governing
Law (D.lgs 26/2014; Authorization n.19/2008-A issued March 6, 2008 by Ministry of Health);
Mario Negri Institutional Regulations and Policies providing internal authorization for persons
conducting animal experiments (Quality Management System Certificate - UNI EN ISO
9001:2008 - Reg. No. 6121); the NIH Guide for the Care and Use of Laboratory Animals (2011
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edition) and EU directives and guidelines (EEC Council Directive 2010/63/UE). The Statement of
Compliance (Assurance) with the Public Health Service (PHS) Policy on Human Care and Use of
Laboratory Animals has been recently reviewed (9/9/2014) and will expire on September 30,
2019 (Animal Welfare Assurance #A5023-01).

3.3 JUSTIFICATION OF THE CHOICE OF IN VIVO MODELS OF
EPILEPTOGENESIS
We used three rodent models of epileptogenesis induced by SE.

3.3.1 Intra-amygdala kainic acid in mice
This model of epileptogenesis has been extensively described and used (Diviney et al., 2015;
Iori et al., 2017b; Jimenez-Mateos et al., 2012; Mouri et al., 2008). Epilepsy develops in 100%
adult C57/BL6N mice exposed to at least 1.5 h SE induced by intra-amygdala injection of kainic
acid. This chemoconvulsant is a potent glutamate analog, acting as an agonist of the
ionotropic glutamate AMPA/Kainate receptor subtype. The local and systemic injection of
kainic acid induces seizures associated with neuronal cell death in forebrain, particularly in
pyramidal cells and the hilus of dentate gyrus (Ben-Ari and Cossart, 2000).
Spontaneous motor generalized seizures develop after a short latency phase after SE, and
their daily number is relatively stable for the first 60 days after epilepsy onset, then seizure
frequency increases (in the 80% of mice) by about 3-fold after 2 months, reaching a stable
baseline thereafter (Iori et al., 2017b). Mice developed cognitive deficits in the T-maze, and
anxiety-like behaviors (Liu et al., 2013). Progressive neuronal cell loss occurs in forebrain mostly
unilaterally to the injected amygdala (Mouri et al., 2008). This model will be used: (a) to
characterize resolution versus neuroinflammation during epileptogenesis, and (b) to study
effects of drugs administered after SE onset on neuroinflammation, cognitive deficits and
spontaneous seizures (data reported in Chapter 4 and 5).
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3.3.2 Electrical status epilepticus (SE) in adult rats
This model of epileptogenesis has been extensively described and used (Bertram and Cornett,
1993, 1994; De Simoni et al., 2000; Lothman et al., 1989; Noe et al., 2013; Pauletti et al., 2017;
Vezzani et al., 1999b). Epilepsy develops in 100% adult Sprague Dawley rats exposed to SE
induced by electrical stimulation of the CA3 region of the ventral hippocampus.
The advantage of using electrical stimulation model of SE is the possibility to stop the
stimulation as soon as SE becomes self-sustained, i.e. when SE continues after the
epileptogenic stimulus is withdrawn. This feature allows tight control of the severity of SE,
thus reducing the mortality (~10%), giving a high percentage of animals (>90%) that develop
self-sustained SE and become chronically epileptic. Moreover, this model is suitable for
experimental studies during the prodromal phase before disease onset since it is quite long
and, as previously reported, the 100% of rats develops epilepsy.
After 14.3 ± 3.1 days on average (n=6) during which no EEG or behavioural seizures occur, rats
develop recurrent, generalized spontaneous seizures as demonstrated by video-EEG recording
(Noe et al., 2013). Moreover around 80% of rats show 5-fold increase on average in the
frequency of spontaneous recurrent seizures during 4.5 months, denoting disease progression
(data reported in Chapter 6). Progressive neuronal cell loss occurs in forebrain (Noe et al.,
2013). This model will be used: (a) to study disease-modification effects of drugs administered
starting 1 h after SE onset for 1 week in order to cover the early phase of epileptogenesis
before disease onset, and (b) to characterize modifications of HMGB1 and its isoforms during
disease development (data reported in Chapter 6 and 7).

3.3.3 Pilocarpine-induced SE in PN21 rats
This model of epileptogenesis has been extensively described and used (Dube et al., 2001;
Leroy et al., 2011; Marcon et al., 2009; Pascente et al., 2016; Roch et al., 2002). In this model, SE
is induced by injection of lithium+pilocarpine in PN21 rats. Pilocarpine is a chemoconvulsant
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that activates muscarinic acethylcoline receptors, increasing neuronal excitability, thus
inducing SE. PN21 rats are used since it has been shown that the development of epilepsy
depends on the age at which SE is induced in the rat (Scantlebury et al., 2007). In particular,
epileptogenesis develops if SE is induced in at least PN12 rats (Kubova et al., 2004; Scantlebury
et al., 2007). Most importantly, only a fraction of rats (~60-70%) exposed to SE at PN21
develops seizures in the adulthood (Marcon et al., 2009; Roch et al., 2002).
Previous data showed that the onset of SE after the administration of pilocarpine is around
16.0 ± 1.1 min, its duration is 22.6 ± 0.5 h, the temporal distribution of spikes and the power
spectral densities during the first 3 h after SE onset were similar in all injected animals (n=8)
(Pascente et al., 2016). Spontaneous seizures develop at around 70 days after SE onset (68.8 ±
1.8 days, n=5) (Dube et al., 2001; Leroy et al., 2011; Pascente et al., 2016). At 7 months post-SE
rats with (epileptic) and without (non-epileptic) spontaneous seizures are identified by 2
weeks-EEG recording and by the hippocampal afterdischarge threshold (ADT) as a measure of
focal excitability. Between 60-70% of rats (20 out of 31 rats) develops spontaneous seizures
(5.8 ± 1.5 seizures over 2 weeks) (Dube et al., 2001; Leroy et al., 2011; Pascente et al., 2016). This
model is highly valuable for determining the factors associated with epileptogenesis that may
differentiate rats that eventually develop or do not develop spontaneous seizures. Thus, this
model will be used to study HMGB1 as a biomarker of epileptogenesis (data reported in
Chapter 7).
In these three in vivo models histopathological changes in the hippocampus are similar to
those observed in human mesial TLE including neuronal loss, granule cell dispersion and mossy
fiber sprouting (Bouilleret et al., 1999; De Simoni et al., 2000; Kralic et al., 2005; Noe et al., 2013;
Pascente et al., 2016; Suzuki et al., 2005).
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3.4 IN VIVO MODELS OF EPILEPTOGENESIS
3.4.1 Intra-amygdala kainic acid in mice
Mice were implanted under 1.5% isoflurane anaesthesia with a 23-gauge cannula unilaterally
positioned on top of the dura mater for the intra-amygdala injection of kainic acid (Figure 3.1A;
from bregma, mm: nose bar 0; AP -1.0, L -2.8; Franklin and Paxinos, 2008). A bipolar Teﬂoninsulated stainless-steel depth electrode (60 µm OD) was implanted in the dorsal hippocampus
ipsilateral to the injected amygdala (from bregma, mm: nose bar 0; AP –1.8; L -1.5; -2.0 below
dura mater; Franklin and Paxinos, 2008). Additionally, a cortical electrode was implanted onto
the somatosensory cortex in the contralateral hemisphere. One or two additional guide
cannulae were positioned on top of the dura mater (from bregma, mm: nose bar 0; AP 0, L 0.9; Franklin and Paxinos, 2008) ipsilateral (if only one) to the injected amygdala for
intracerebroventricular (icv) injections of synthetic analogues of pro-resolving mediators or
their vehicles. Finally, two screw electrodes were positioned over the nasal sinus and the
cerebellum, and used as ground and reference electrodes, respectively (Figure 3.1B).
Electrodes were connected to a multipin socket and secured to the skull by acrylic dental
cement (Figure 3.2B).
One week after surgery, mice were connected to the EEG set up the day before SE induction in
order to have a baseline EEG recording (Figure 3.1C). Kainic acid (0.3 μg in 0.2 μl; Sigma-Aldrich,
Saint Louis, MO, USA, #K0250) was dissolved in 0.1 M phosphate-buffered saline (PBS, pH 7.4)
and injected in the right basolateral amygdala in freely moving mice using a needle protruding
of 4.1 mm below the implanted cannula (Figure 3.1A). SE developed after approximately 10 min
from kainic acid injection, and was defined by the appearance of continuous spikes with a
frequency >1.0 Hz. After 40 min from SE onset, mice received diazepam (10 mg/kg, ip) to
improve their survival. After SE induction mice were recorded at least for 24 h in order to
evaluate SE duration (Figure 3.1C).
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One group of mice was continuously (24/7) video-EEG recorded from the onset of SE until the
onset of epilepsy (disease onset, Figure 3.1C) and for two additional weeks in order to evaluate
the effect of the pro-resolving mediator on spontaneous seizures (data in Chapter 5) (Figure
3.1C). Mice were sacrified at different time points after SE for biochemical or
immunohistochemical analysis depending on the experimental protocol (details regarding
experimental groups in Chapter 4 and 5).
Mice implanted with electrodes and guide cannulae were used as SHAM control. They were
vehicle-injected and not exposed to SE. They were used for evaluation of cognitive deficits and
brain histological or biochemical analysis.

Figure 3.1. Intra-amygdala kainic acid mouse model of epileptogenesis. Panel (A): kainic acid injection site
is depicted by the arrow in the right basolateral amygdala. Panel (B): a schematic representation of the
localization of recording electrodes and cannulae in mice brain. Three screw electrodes were used
respectively as reference, ground and cortical recordings. One deep electrode was used for intrahippocampal recording. One cannula was placed above the amygdala for kainic acid injection. One/two
cannulae (not shown) were implanted above lateral ventricles for drug injections. Panel (C): schematic
representation of disease development. Mice were EEG recorded for 24 h before SE induction (Baseline) and
24 h thereafter (Chapter 4 and 5). One group of mice was continuously (24/7) EEG recorded from the onset
of SE until the onset of epilepsy (disease onset) followed by two additional weeks in order to evaluate the
effect of the pro-resolving mediator on spontaneous seizures (Chapter 5).
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3.4.2 Electrical SE in adult rats
Rats were implanted under 1.5% isoflurane anaesthesia with two bipolar Teflon TM-insulated
stainless-steel depth electrodes placed bilaterally into the temporal pole of the hippocampus
(from bregma, mm: AP - 4.7; L - 5.0; - 5.0 below dura; Paxinos and Watson, 2005). Two screw
electrodes were positioned over the nasal sinus and the cerebellum, and used as ground and
reference electrodes, respectively. Electrodes were connected to a multipin socket and
secured to the skull by acrylic dental cement (Figure 3.2A,B). Rats were allowed to recover
from surgery in their home cage for one week. Before electrical stimulation, EEG baseline
hippocampal activity was recorded in freely-moving rats for 24 h. Then, rats were unilaterally
stimulated (50 Hz, 400 μA peak-to-peak, 1 ms biphasic square waves in 10 s trains delivered
every 11 s) in the CA3 region of the ventral hippocampus for 60–90 min to induce SE according
to a well-established protocol (De Simoni et al., 2000; Noe et al., 2013). EEG was recorded in
each rat every 10 min epoch for 1 min in the absence of electrical stimulation, i.e. the ‘stimulusoff’ period. All rats used for subsequent analysis showed an EEG pattern of uninterrupted
bilateral spikes in the hippocampi during the ‘stimulus-off’ period, starting between the first
and the fourth epoch of stimulation onwards. These criteria selected rats developing SE that
remitted spontaneously within 24 h from the initial stimulation then leading to subsequent
epilepsy development (Bertram and Cornett, 1994; De Simoni et al., 2000; Lothman et al., 1989;
Noe et al., 2013).
Rats were video-EEG recorded continuously (24/7) from the onset of SE until the onset of
epilepsy (prodromal phase, Figure 3.2C). After the onset of spontaneous seizures (disease
onset, Figure 3.2C), rats were temporarily disconnected by the EEG set up, and left in their
home cage. EEG monitoring was resumed at 2 and 4 months post-SE (chronic phase, Figure
3.2C) to determine spontaneous seizure frequency by continuous video-EEG monitoring for 2
weeks (24/7). At the end of video-EEG recording, rats were sacrified for biochemical analysis of
HMGB1 levels and immunohistochemical analysis of cell loss (details regarding experimental
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groups in Chapter 6). Additional rats were sacrified at different time points following SE for
biochemical or immunohistochemical analysis of HMGB1 levels and expression (details
regarding experimental groups in Chapter 7).
Rats implanted with electrodes were used as SHAM controls. They were injected with vehicles
and not electrically stimulated. They were used for blood HMGB1 measurements and
histological brain analysis.

Figure 3.2. Rat model of epileptogenesis induced by SE evoked by electrical stimulation of ventral
hippocampus. Panel (A): schematic representation of the cannula and recording electrodes implant in rats
using stereotaxic guidance. Panel (B): representation of the multipin socket secured to the skull by dental
cement. Panel (C): schematic representation of disease development. Time of blood withdrawal for HMGB1
measurement is reported (details in Chapter 6 and 7).
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3.4.3 Pilocarpine-induced SE in PN21 rats
Lithium chloride (3 meq/kg; Merck Sharp & Dohme, Rome, Italy, #105679) was intraperitoneally
injected in PN20 rats, 18 h before the subcutaneous injection of pilocarpine (60 mg/kg; SigmaAldrich, St. Louis, MO, USA, #P6503) (Marcon et al., 2009; Roch et al., 2002). Controls were agematched rats injected with lithium chloride and with an equivalent volume of vehicle (PBS, pH
7.4) instead of pilocarpine. All animals received an injection of 10% sucrose in PBS, 2 h after the
onset of SE to improve hydration. SE was not interrupted by any drug administration. As in
both adult and pediatric populations (DeLorenzo et al., 1995; Logroscino et al., 1997; RaspallChaure et al., 2006), the mortality rate in this SE model is relatively high (35%) (Pascente et al.,
2016). SE was visually observed and its onset time and severity were measured in each rat for 6
h after pilocarpine injection. The following score was used in each animal: score 1 (general
automatisms and exploratory behavior) and score 2 (stage 5 seizures, bilateral forelimb clonus
with rearing and falling). For each score, was measured the time of appearance of the first
symptoms. The onset of SE was determined by time of appearance of at least two consecutive
stage 5 seizures (<5 min apart) that subsequently recurred for the duration of the observation
period. Behavioral SE was characterized by continuous bilateral forelimb clonus with rearing
and falling (stages 5 of Racine's scale). Spontaneous seizures develop after around 70 days
from SE onset (disease onset, Figure 3.3). At day 75 post-SE these rats were electrodeimplanted under 1.5% isoﬂurane anesthesia with a depth electrode in the septal pole of the
hippocampus (from bregma, mm: AP –3.3; L -2.4; –3.0 below dura; Paxinos and Watson, 2005)
and a contralateral surface cortical screw electrode. Two screw electrodes were positioned
over the nasal sinus and the cerebellum, and used as ground and reference electrodes,
respectively. Electrodes were connected to a multipin socket and secured to the skull by
acrylic dental cement (Figure 3.2B). Rats were video-EEG monitored at 7 months post-SE for 2
weeks (24/7) for identifying animals developing or not developing epilepsy (representative
time point of the chronic phase, Figure 3.3). At the end of monitoring, rats were tested for their
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hippocampal threshold to electrically induced ADT. Animals were electrically stimulated via the
recording hippocampal electrode, using constant current stimulus (1 msec monopolar square
waves, 50 Hz for 2 s). Determination of the ADT was done using an ascending stepwise
procedure (Frigerio et al., 2012; Pascente et al., 2016). The initial stimulus intensity was 50 μA
and was increased by 10 μA up to 100 μA, then by 100 μA up to a maximal value of 400 μA by
intervals of 1 min until one AD of at least 10 s duration was elicited. Twenty-four hours after AD
induction, rats were sacrified for immunohistochemical analysis of HMGB1 and cell loss.
Additional rats were sacrified at different time points following SE for biochemical analysis of
blood HMGB1 levels (for details regarding experimental groups, see Chapter 7).
SHAM animals were vehicle-injected (not exposed to SE) and used as controls for blood HMGB1
measurements and histological brain analysis.

Figure 3.3. Schematic representation of disease development in pilocarpine-induced SE model in PN21
rats. The prodromal phase includes the period between SE and the onset of spontaneous seizues (disease
onset). Time of blood withdrawal for HMGB1 measurement is reported (details in Chapter 7).
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3.4.4

SE

and

spontaneous

recurrent

seizure

assessment

and

quantification
SE was defined by the appearance of continuous spike activity with a frequency >1 Hz
intermixed with high amplitude and frequency discharges lasting for at least 5 s, with a
frequency of >8 Hz. Spikes were defined as sharp waves with amplitude at least 2.5-fold higher
than the standard deviation of baseline signal and duration lower than 100 ms, or as a spikeand-wave with duration lower than 200 ms (Pitkanen et al., 2005). The end of SE was defined
by the occurrence of interspike intervals longer than 1 s. SE was evaluated by EEG analysis and
its total duration and the number of spikes were quantified during the first 24 h using Clampfit
9.0 program (Axon Instruments).
Epilepsy onset is defined with two unprovoked spontaneous seizures occurring at least 48 h
from the end of SE. Spontaneous seizures are EEG paroxysmal events always accompanied by
generalized motor convulsions. We reckoned the total number of spontaneous seizures during
each 2-weeks recording period, and divided them by 15 days to estimate the number of daily
seizures. EEG activity was recorded using the Twin EEG Recording System connected with a
Comet AS-40 32/8 Amplifier (sampling rate 400 Hz, high-pass filter 0.3 Hz, low-pass filter 70 Hz,
sensitivity 2000 mV/cm; Grass-Telefactor, West Warwick, R.I., USA). Digitized EEG data were
processed using the Twin record and review software.

3.5 NOVEL OBJECT RECOGNITION TEST (NORT)
This test was used to study the effects of PD1n-3DPA on the encoding, consolidation and retrieval
of long-term non-spatial object memory, as described earlier (Balducci et al., 2010). The test
was performed in the open-square gray arena (40×40 cm) surrounded by 30-cm high wall, with
the floor divided into 25 equal squares by black lines. Mouse behavior was remotely monitored
via video camera. All experiments were started between 9:00 and 10:00 am. Twenty-four hours
prior to the test, mice were allowed to habituate in the arena for 5 min (habituation phase;
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Figure 3.4). The test began on the next day with the familiarization phase, when mice were
placed into the open field for 10 min in the presence of two identical objects positioned in
internal nonadjacent squares. The following objects were randomly used: black plastic
cylinders (4×5 cm); transparent scintillation vials with white cups (3×6 cm); metal cubes (3×5
cm). Cumulative exploration time of both objects and of each object separately was recorded.
Exploration was defined as sniffing, touching, and stretching the head toward the object at a
distance of not more than 2 cm. Twenty four hours after familiarization, the recognition phase
of the test was performed: mice were placed for 10 min in the open field which contained one
object presented during the familiarization phase (familiar object) and a novel unfamiliar
object. The time spent exploring novel (N) and familiar (F) objects, as well as cumulative
exploration time (i.e. novel+familiar, N+F) was recorded. Novel object recognition was
quantified using the discrimination index (N-F/N+F): the difference between the time spent
exploring the novel and the familiar objects (N-F) divided by the sum of total exploration time
(N+F) (Okun et al., 2010).

Figure 3.4. Novel object recognition test (NORT). During habituation mice explored an empty arena for 5
min. During the familiarization session (24 h after habituation), mice freely explored two identical objects
for 10 min. After 24 h, a novel object and a familiar one were used for the test session (10 min, test).
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3.6 IMMUNOHISTOCHEMISTRY
3.6.1 Immunohistochemical studies from in vivo preparations
Mice and rats were deeply anaesthetized using ketamine (75 mg/kg) and medetomidine (0.5
mg/kg) and perfused via ascending aorta with 50 mM cold PBS, pH 7.4 followed by chilled 4%
paraformaldehyde (Merck, Darmstadt, Germany, #104005) in PBS. The brains were post-fixed
for 90 min at 4°C, and then transferred to 20% sucrose in PBS for 24 h at 4°C. The brains were
immersed in -45°C isopentane for 3 min and stored at -80°C until assayed.
Serial coronal sections were cut on a cryostat throughout the septo-temporal extension of the
mouse hippocampus (-0.94 to -3.64 mm from bregma; Franklin and Paxinos, 2008). I prepared
4 series of 16 sections each and in each serie we stained the slices as follows: the 1st slice for IL1β, the 2nd for TNF-α, the 3rd for Annexin A1, the 4th for ALXR and the 5th for ChemR23 (data
reported in Chapter 4). Three slices per mice were used for each marker.
Serial horizontal (electrical-SE model) or coronal (pilocarpine-induced SE model) sections (40
μm) were cut on a cryostat throughout the temporal or the septo-temporal extension of the
rat hippocampus (-4.6 to -7.6 mm or -2.0 to -6.0 mm from bregma; Paxinos and Watson, 2005).
I prepared 7 series of 10 sections each. In each serie, the 1st and 5th sections were stained for
Nissl to assess neuronal cell loss. In the 2nd and 5th series, the 2th section was stained for HMGB1
(data reported in Chapter 6 and 7). Four slices per rat were used for each marker.
The same anatomical structures were retained within each series of sections.

3.6.1.1 IL-1, TNF-α and HMGB1
Slices were incubated at 4°C for 10 min in 70% methanol and 2% H2O2 in Tris-HCl-buffered saline
(TBS, pH 7.4), followed by 30 min incubation in 10% fetal bovine serum (FBS), 1-10% bovine
serum albumin (BSA) in 1% Triton X-100 in TBS. Then, the slices were incubated overnight with
the primary antibody against IL-1 (1:200, Santa Cruz Bio., CA, USA, #sc-1252) or TNF-α (1:1000,
Peprotech, NJ, USA, #500-P64G) at 4°C in 10% FBS, 1-10% BSA in 1% Triton X-100 in TBS. HMGB1
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immunostaining was carried out as previously described (Ravizza and Vezzani, 2006). Briefly,
sections were incubated at 4°C for 60 min in 10% normal goat serum (NGS) in 0.1% Triton X-100
in PBS. Then the slices were incubated with the primary antibody against HMGB1 (1:1000,
Abcam, Cambridge, UK, #AB18256) overnight at 4°C in 4% NGS in 0.1% Triton X-100 in PBS.
Immunoreactivity was tested by the avidin-biotin-peroxidase technique (Vector Labs, USA).
The sections were reacted using 0.4 mM 3,3-diaminobenzidine (DAB; Sigma, #D8001) in 50mM
Tris-HCl–buffered saline, pH 7.4, and 0.01% H2O2, and the signal was amplified using nickel
ammonium. After DAB incubation, three 5-min washes were done with TBS, then sections
were mounted onto gelatin-coated slides and dried overnight at room temperature. They were
dehydrated and coverslipped the next day. No immunostaining was observed by incubating
the slices with the primary antibodies preabsorbed with the corresponding peptides (1 µM, 24
h at 4°C), or without the primary antibodies (Ravizza and Vezzani, 2006; Vezzani et al., 1999a).
The primary antibodies and experimental procedures have been previously demonstrated to
determine a specific immunohistochemical signal of the protein of interest (IL-1β, TNF-α and
HMGB1) in rodent brain slices (Ravizza and Vezzani, 2006; Vezzani et al., 1999a).

3.6.1.2 ALXR, ChemR23 and Annexin A1
Free-floating sections were rinsed for 15 min in FBS 3%, BSA 10% in 100 mM PBS at 4°C, followed
by overnight incubation with the primary antibody anti-ALXR (1:3000, Novus Biologicals, CO,
USA, #NLS1878) or anti-ChemR23 (1:200, Santa Cruz, CA, USA, #SC-32652) at 4°C in 3% FBS and
10% BSA diluted in PBS.
For Annexin A1 immunohistochemistry, antigen retrieval was performed using a microwave in
Tris-EDTA buffer (10 mM Tris + 1 mM EDTA, pH 9) at 160 Watt for 5 min. Then, free-floating
sections were rinsed for 10 min in 1% H2O2 in PBS pH 7.4, followed by 3 washes of 5 min each in
PBS pH 7.4. Following a 60 min incubation in 10% NGS, 3% BSA in 0.1% Triton X-100 in PBS at 4°C,
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the slices were incubated overnight at 4°C with the primary antibody against Annexin A1
(1:500, Thermo Scientific, MA, USA, #PA5-27315).
After three 5-min washes in PBS, immunoreactivity was tested by the avidin-biotin-peroxidase
technique

(Vectastain

ABC

kit,

Vector

Laboratories,

Burlingame,

CA,

#PK6100).

Immunoreactivity was tested as described previously for the other proteins (Section 3.6.1.1).
No immunostaining was observed by incubating the slices with the primary antibody
preabsorbed with the corresponding peptide at concentrations exceeding 10- to 300-fold
antibody concentration (24 h at 4°C) or without the primary antibody (negative control).
Quantitative analysis of ALXR and ChemR23 staining was done by counting the total number of
positive neuronal and astrocytic cells in DAB coloured sections. The quantification was
performed in 3 slices per each mouse in one field representing the CA1 area captured at 20X
magnification. ALXR- or ChemR23-positive cells were marked and an automated cell count was
generated using Fiji software. Data obtained in each section/area/mouse were averaged, thus
providing a single value per mouse, and this value was used for the statistical analysis.

3.6.1.3 Double and triple immunostaining
Three additional mice were perfused at 72 h after SE for double or triple immunostaining to
identify the cells expressing IL-1, TNF-α, ALXR, ChemR23 and Annexin A1 (data in Chapter 4).
One brain slice was used for each cell type marker. After incubation with the primary
antibodies, slices were incubated in biotinylated secondary anti-goat (for IL-1, TNF-α and
ChemR23) or anti-rabbit antibodies (ALXR and Annexin A1) (1:200, Vector Labs), then in
streptavidin–horseradish peroxidase (HRP) and the signal was revealed with tyramide
conjugated to Fluorescein using TSA amplification kit (NEN Life Science Products, Boston, MA,
USA). Sections were subsequently incubated with the following primary antibodies: mouse
anti-GFAP (1:2500, Chemicon, Temecula, CA, USA, #MAB3402), a marker of astrocytes, or rat
anti-CD11b (1:1000, MAC-1, Serotec; #MCA719, Clone 5C6), a marker of microglia, or mouse anti94

NeuN (1:1000, Chemicon, #MAB377), a marker of neurons, or rabbit anti-NPY (1:25000,
Peninsula Lab., CA, USA, #T-4070) to identify interneurons. Moreover, I performed a doublestaining analysis of IL-1 with ALXR to study if their expression co-localized in the same cell
population.
Two rats for each time point were randomly chosen for triple immunostaining to identify the
cells expressing HMGB1 (data in Chapter 6). Two brain slices adjacent to those used for HMGB1
immunohistochemistry were used for each cell type marker. After incubation with the primary
HMGB1 antibody, slices were incubated with an anti-rabbit biotinylated secondary antibody
(BA-1000; 1:200, Vector Labs, Burlingame, CA, USA), then in streptavidin–HRP and the signal
was revealed with tyramide conjugated to Fluorescein using TSA amplification kit (NEN Life
Science Products, Boston, MA, USA, #SAT-701001EA). Sections were subsequently incubated
with the following primary antibodies: mouse anti-GFAP (1:3500, Merck Millipore, Livingston,
UK, #MAB3402), or mouse anti-OX-42 (1:1000, Serotec, Oxford, UK, #MCA275G), a marker of
microglia, or with mouse anti-rat endothelial protein (EBA, 1:10000, Sternberger, Lutherville,
MD, USA, #SMI-71R) to identify microvessels.
Fluorescence was detected using anti-mouse or anti-rat secondary antibody conjugated with
Alexa546 (1:250; Molecular Probes, Leiden, The Netherlands, #A-11030). Additional incubation
in Hoechst 33258 (1:500; Molecular Probes, #H3569) in PBS for 10 min was done to visualize the
cell nucleus.
Slide-mounted sections were examined with an Olympus Fluoview laser scanning confocal
microscope (microscope BX61 and confocal system FV500) using excitations of 488 nm (Ar
laser), 546 nm (He-Ne green laser) and 350 nm (ultraviolet) for fluorescein, Alexa546 and
Hoechst, respectively. The emission of fluorescent probes was collected on separate detectors.
To eliminate the possibility of bleed-through between channels, the sections were scanned in a
sequential mode.
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3.6.2 Quantification of neuronal cell loss
Cell loss was measured in Nissl stained slices from rat sacrified at the end of experiments (data
reported in Chapter 6 and 7), as previously described (Noe et al., 2013; Pascente et al., 2016).
Briefly, images of the temporal (electrical-SE model) or the septo-temporal (pilocarpineinduced SE model) pole of the hippocampus in each hemisphere were captured at 20X
magnification using a BX61 microscope equipped with motorized platform (Virtual Slider
Microscope, Olympus, Germany) and digitized. Quantification was done in 4 Nissl-stained
horizontal or coronal sections for each rat brain/emisphere. Neuronal cell loss in the
hippocampus was quantified by reckoning the number of Nissl-stained neurons in CA1 and CA3
pyramidal cell layers and the hilar interneurons. The number of neurons in entorhinal and
frontoparietal cortices, was reckoned only in the temporal pole slices (electrical-SE model) in
two different fields covering cortical layer III in each hemisphere (274 x 165 μm for entorhinal
cortex and 414 x 176 μm for frontoparietal cortex) captured at 20X and 10X magnification,
respectively. Nissl-positive cells were marked and an automated cell count was generated using
Fiji software. Data obtained in each section/area/rat were averaged, thus providing a single
value for each area per rat, and this value was used for the statistical analysis.

3.6.3 ALXR and ChemR23 immuhistochemistry in human tissue
Human brain tissue was fixed in 10% buffered formalin and embedded in paraffin. Paraffin
embedded tissue was sectioned at 5 µm, mounted on pre-coated glass slides (Star Frost,
Waldemar Knittel, Braunschweig, Germany) and processed for immunohistochemical staining.
Sections were deparaffinated in xylene, rinsed in ethanol (100%, 95%, 70%) and incubated for 20
min in 0.3% hydrogen peroxide diluted in methanol. Antigen retrieval was performed using a
pressure cooker in Tris-EDTA buffer (10 mM Tris + 1mM EDTA, pH 9) at 120°C for 10 min. Slides
were washed with 0.1 M PBS (pH 7.4) and incubated overnight with primary antibody anti-ALXR
(1:500, Novus Biologicals, CO, USA, #NLS1878) and anti-ChemR23 (1:50, Santa Cruz, CA, USA,
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#SC-32652) in PBS at 4°C. After washing with PBS, sections were stained with a polymer based
peroxidase immunohistochemistry detection kit (Brightvision plus kit, ImmunoLogic, Duiven,
The Netherlands) according to the manufacturer’s instructions. Staining was performed using
Bright DAB substrate solution (1:10 in 0.05 M Tris-HCl, pH 7.6; ImmunoLogic, #BS04-999) with
0.015% H2O2. Sections were dehydrated in alcohol and xylene and coverslipped.
Semi-quantitative analysis of staining was done by calculating the immunoreactivity score as
the product of intensity of staining x frequency of stained cells. Intensity: 0=negative, 1=weak,
2=moderate, 3=strong. Frequency: 1=single to 10%, 2=11-50%, 3=>50%.
Immunohistochemistry analysis on human tissue was performed by Dr. Erwin Van Vliet,
Academic Medical Center, University of Amsterdam, Amsterdam, The Netherlands.

3.7 BIOCHEMICAL ANALYSIS
3.7.1 RNA isolation and real-time quantitative polymerase chain reaction
analysis
Mice (see Chapter 4 and 5) were injected with kainic acid (Section 3.4.1), underwent SE and
were sacrified at different time points post-SE onset. Mice were deeply anesthetized using
ketamine (75 mg/kg) and medetomidine (0.5 mg/kg), then perfused via ascending aorta with
50 mM ice-cold PBS (pH 7.4) for 1 min to remove blood, and decapitated. The hippocampus
ipsilateral to the injected amygdala was rapidly dissected out at 4°C in a RNAse free
environment, immediately frozen in liquid nitrogen and stored at –80°C until assay. For RNA
isolation, frozen hippocampi were homogenized in Qiazol Lysis Reagent (Qiagen Benelux,
Venlo, The Netherlands, #79306). The total RNA including the miRNA fraction was isolated
using the miRNeasy Mini kit (Qiagen Benelux, Venlo, the Netherlands, #217o04) according to
manufacturer’s instructions. The concentration and purity of RNA were determined at 260/280
nm using a high-speed microfluidic UV/VIS spectrophotometer QIAxpert (Qiagen, Milano,
Italy).
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Real-time quantitative polymerase chain reaction analysis (RT-qPCR) using Taqman or SYBR
Green assays was performed in Chapter 4 and Chapter 5, respectively.
cDNA was synthesized from 500 ng RNA using the high capacity cDNA reverse transcription kit
(Applied Biosystems, California, USA, #4368814) in a total volume of 20 µl following the
manufacturer’s protocol (Applied Biosystems, California, USA).
In Chapter 4, Taqman RT-qPCR was performed with the CFX PCR System from Biorad. cDNA
was analysed in triplicate using Applied Biosystems TaqMan gene expression assays. Briefly,
qPCR reactions were performed in a 384 well plate using 5 µl Universal Master Mix (Life
Technologies #43004437), 2.5 µl of DEPC treated water, 0.5 µl of gene expression assay and 2
µl cDNA per well. Cq values were obtained using automatic threshold and baseline and
analysed using qBase+ software. Data were normalized using geometric mean of 3
independent house-keeping genes (mfsd5, brap, bcl2l13).
In Chapter 5, cDNA was analysed using QuantiFast SYBR Green PCR Master Mix (Qiagen,
Milano, Italy, #204054). Samples were run in triplicate to assess technical variability using 384well reaction plates in an ABI PRISM 7900 HT (Applied Biosystems). Data were normalized
using geometric mean of 3 independent house-keeping genes (hprt1, sv2b, pdk1).
RT-qPCR measurements by Taqman assays were performed by Catherine Vandenplas,
Molecular Biology and Gene Expression, UCB BioPharma, Braine l’Alleud, Belgium.
Measurements by SYBR Green assays were performed by Ilaria Craparotta, Translational
Genomic Unit, Department of Oncology, IRCCS - Istituto di Ricerche Farmacologiche Mario
Negri, Milan, Italy.
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3.7.2 Assessment of LXA4 and RvD1 by enzyme-linked immunosorbent
assay
Mice (n=24) were injected with kainic acid (Section 3.4.1), underwent SE and were sacrified 72
h post-SE onset (data in Chapter 4). Mice were deeply anesthetized and perfused as previously
reported (Section 3.7.1). The hippocampus ipsilateral to the injected amygdala was rapidly
dissected out at 4°C, immediately frozen on liquid nitrogen and stored at –80°C until assay.
Total LXA4 and RvD1 levels were determined by commercially available enzyme-linked
immunosorbent assays (ELISA) following the manufacturer’s instructions (Oxford Biomedical
Research, Oxford, MI, USA, #EA45; Cayman Chemicals, Ann Arbor, MI, USA, #500308). For LXA4
measurements, 2 hippocampi ipsilateral to the injected amygdala were pooled together giving
one sample/2 mice, while RvD1 was measured in one hippocampus/mouse. SHAM mice (n=16)
were injected with vehicle instead of kainic acid in the basolateral nucleus of amygdala and 2
hippocampi from one mouse were pooled together for LXA4 analysis, while one
hippocampus/mouse was used for RvD1 analysis. For tissue extraction, hippocampal samples
were homogenized in ethanol by a pestle homogenizer, followed by centrifugation at 1500 X g
for 15 min. The supernatant was collected and acidified to pH 3.5. These samples were
extracted through Sep-Pak C18 columns (Waters, #WAT051910). Briefly, the columns were
equilibrated with methanol and ddH2O, and acidified samples were loaded immediately. Bound
lipids were eluted with methyl formate, brought to dryness by nitrogen gas, and finally
resuspended by extraction buffer supplied with the ELISA kit. The color reaction was stopped
by 1 M HCl and the absorbance was read at 450 nm (ELISA reader, Infinite M200, Tecan, Italy).
The detection limit was <10-20 pg/ml.

3.7.3 Lipidomic analysis by liquid chromatography mass spectrometry
Mice (n=16) were injected in the basolateral nucleus of amygdala with kainic acid (Section
3.4.1), underwent SE and were sacrified 72 h post-SE onset (data in Chapter 5). Mice were
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deeply anesthetized and perfused as previously reported (Section 3.7.1). The hippocampus
ipsilateral to the injected amygdala was rapidly dissected out at 4°C, immediately frozen in
liquid nitrogen and stored at –80°C until shipment. In order to have enough tissue for the
analysis we pooled 2 hippocampi from 2 different mice, thus giving n=8 samples. SHAM mice
(n=8) were injected with vehicle instead of kainic acid in the basolateral nucleus of amygdala
and hippocampi from one mouse were pooled together.
Lipidomic analysis was performed by liquid chromatography mass spectrometry (LC/MS-MS)
as previously described (Colas et al., 2014) in the laboratory of Dr. Jesmond Dalli, Lipid
Mediator Unit, William Harvey Research Institute, London, UK.

3.7.4 Assessment of total HMGB1 by ELISA
Blood was collected as specifically reported in Chapter 7 and stored at –80°C until shipment.
Non-identifiable blood samples were analyzed by an investigator blinded to the identity of the
samples. Total HMGB1 level was determined by commercially available ELISA (Shino-test Corp,
Sagamihara, Japan) according to the manufacturer’s guidelines as described previously (Lehner
et al., 2012). In brief, thawed samples were centrifuged at 2000xg for 1 min. The 96-well plate
was coated with sample diluent to which 10 µl of sample was added in duplicate. Samples were
incubated overnight at 37°C for 20 h. Plates were washed 5 times in wash buffer (400 µl/well)
and air-dried. Detection antibody solution (100 µl/well) was added for 2 h at room temperature.
Following the subsequent washing step, substrate solutions were added in equal parts (100
µl/well) and incubated at room temperature protected from light with foil seal for 30 min and
the plate read at 450 nm. Results were fitted to the standard curve.

3.7.5 Analysis of HMGB1 isoforms by electrospray ionization LC/MS-MS
The ventral hippocampus ipsilateral to the electrical stimulation and blood collected from the
same rats (details in Chapter 7) were used for LC/MS-MS analysis. Non-identifiable samples
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were analyzed by an investigator blinded to the identity of the samples. All chemicals and
solvents were of the highest available grade (Sigma Aldrich, Dorset, UK). Samples were
precleared with 50 μl protein G-Sepharose beads for 1 h at 4°C. Supernatant HMGB1 was
immunoprecipitated with 5 μg rabbit anti-HMGB1 (Abcam, Cambridge, UK, #ab18256) for 16 h
at 4°C as previously described (Antoine et al., 2012). Free thiol groups within HMGB1 were
alkylated for 90 min with 10 mM iodoacetamide at 4°C. Cysteine residues in disulfide bonds
were then reduced with 30 mM DTT at 4°C for 1 h followed by alkylation of newly exposed thiol
groups with 90 mM NEM at 4°C for 10 min. Samples were subjected to trypsin (Promega,
Southampton, UK, #V5111) or GluC (New England Biolabs, Hitchin, UK, #P8100S) digestion
according to manufacturer's instructions and desalted using ZipTip C18 pipette tips (Merck
Millipore). Characterization of whole protein molecular weights, acetylated lysine residues, or
redox modifications on cysteine residues within HMGB1 were determined as described
previously by whole protein electrospray ionization or tandem mass spectrometry (Antoine et
al., 2009, 2012) using either an AB Sciex QTRAP 5500 or an AB Sciex TripleTOF 5600 (Sciex Inc.,
Warrington, UK). Peptide analysis was determined using an AB Sciex QTRAP 5500 equipped
with a NanoSpray II source by in-line liquid chromatography using a U3000 HPLC System
(Dionex, Thermo Fisher UK Ltd., Hemel Hempstead, UK), connected to a 180 μm × 20 mm
nanoAcquity UPLC C18 trap column and a 75 μm × 15 cm nanoAcquity UPLC BEH130 C18 column
via reducing unions. A gradient from 0.05% TFA (v/v) to 50% ACN/0.08% TFA (v/v) in 40 min was
applied at a flow rate of 200 nl/min. The ionspray potential was set to 2200–3500 V, the
nebulizer gas to 19, and the interface heater to 150°C. A schematic overview of the workflow of
the analysis described in this paragraph is depicted in Figure 3.5.
Un-blinding and linkage to the clinical information was performed by a second investigator
following completion of the analysis in all cases.
Analysis of total HMGB1 and its isoforms by ELISA and LC/MS-MS were performed by Dr. Daniel
Antoine, Centre for Drug Safety Science, University of Liverpool, Liverpool, UK.
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Figure 3.5. Schematic overview of the workflow to characterize and quantify post-translational
modifications on HMGB1 isoforms isolated from serum and brain tissue HMGB1 (representative molecular
structure given with labelled amino acids with the one letter code) is isolated by immunoprecipitation and
cysteine residues are alkylated by differential alkylation to lock in redox states as previously described
(Yang et al., 2012). Half of the immunoprecipitation of HMGB1 is digested with endopeptidase trypsin.
Resulting peptides are characterized by electrospray ionization LC/MS-MS and quantified by a Multiple
Reaction Monitoring (MRM) protocol of an authentic heavy labelled peptide standard. For representation, a
HMGB1 derived peptide following trypsin digestion spanning amino acids 13-24 containing cysteine 23 that
has been alkylated with N-ethylmaleimide (NEM) is shown (1564.7 Da). Cysteines alkylated with
iodoacetamide are characterized as fully reduced and those alkylated with NEM are characterized as
participating in a disulfide bond (Yang et al., 2012). Since proteolytic cleavage by trypsin occurs following K
residues, GluC digestion must be used to characterize K post translational acetyl-modifications in resulting
peptides from the remaining fraction of the immunoprecipitation reaction. Therefore, C redox and K acetyl
modifications cannot be achieved from the same digestion for HMGB1. A representative peptide sequence
spanning K residues within Nuclear Localisation Sequence 2 (NLS2) derived following HMGB1 digestion with
GluC is given (1342.6 Da). MS-MS analysis of b and y ions generated from these peptides confirms the aminoacid sequence of each peptide and also the addition of a specific post translational or alkylation
modification. On each MS-MS spectra, b and y ions are labelled as required.
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3.8 STATISTICS
Quantification analysis in each experiment was done by two independent investigators blinded
to the experimental groups.
In each animal experiment no ad interim analysis was done. Sample size was a priori
determined based on previous experience with the respective models; endpoints (outcome
measures) and statistical tests were prospectively selected. A simple random allocation using a
web site randomization program (www.randomization.com) was applied to assign a subject to
a particular experimental group. All efforts were made to minimize the number of animals used
and their suffering according to the 3Rs use. Data acquisition and analysis was done blindly.
Statistical analysis was performed by GraphPad Prism 6 (GraphPad Software, USA) for
Windows using absolute values. Data are presented as mean ± s.e.m. (n=number of individual
samples).
A parametric or non parametric test was used depending on the results of normality tests.
In Chapter 4, Mann Whitney U test for two independent groups in ELISA analysis of LXA4 and
RvD1 levels (Figure 4.3) and Kruskal-Wallis test with Dunn’s post-hoc correction for more than
two independent groups in RT-qPCR analysis (Figure 4.1-4.4) were used. Statistical analysis of
semi-quantitative evaluation of immunohistochemical staining in human tissue was performed
by Mann Whitney U test (Figure 4.5).
In Chapter 5, Kruskal-Wallis test with Dunn’s post-hoc correction was used in RT-qPCR analysis
(Figure 5.4, 5.7) and in weight measurements (Figure 5.3, 5.6). Based on normality test’s
results, t test was used for lipidomic analysis (Figure 5.5) and one way ANOVA with Tukey’s
post-hoc test for NORT data (Figure 5.8). One tailed t test was used for testing the possibility
that the treatment with PD1n-3DPAME was able to reduce spontaneous seizures (Figure 5.10),
given the positive effects of this pro-resolving mediator on neuroinflammation and cognitive
deficits.
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In Chapter 6 and 7, non parametric test were used for statistical analysis of data: Mann–
Whitney U test for two independent groups (Figure 6.2, 6.4) and Kruskal-Wallis followed by
Dunn’s post-hoc test for more than two independent groups (Figure 6.3, 6.5, 7.3, 7.4). The
progression index (Figure 6.4) was calculated for each rat as the ratio between the total
number of seizures experienced between 4.0 and 4.5 months divided by the total number of
seizures from 2.0 to 2.5 months in the treatment over the vehicle-injected group. The odds
(Figure 6.4) in each experimental group were calculated as the ratio between the number of
seizures experienced by rats from 4.0 to 4.5 months and the total number of seizures from 2.0
to 2.5 months. The Odds Ratio was the ratio between the odds of treatment and vehicle
groups.
Repeated measures one-way ANOVA was used to compare HMGB1 levels at different time
points of disease development in the same group of rats (Figure 7.3, 7.5). The performance of
HMGB1 as biomarker was assessed using non parametric Receiver Operating Characteristics
(ROC) curves: the area under the curve (AUC) was calculated and compared with chance
(AUC=0.5). The performance of the biomarker is considered excellent for AUC values close to
1, 0.8–0.9 is considered good, 0.7–0.8 is considered adequate, and <0.7 is considered poor
(Table 7.1, 7.2).
Differences were considered significant with a p<0.05.
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CHAPTER 4 - CHARACTERIZATION OF
RESOLUTION MECHANISMS VS NEUROINFLAMMATION
DURING EPILEPTOGENESIS
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4.1 INTRODUCTION
Experimental and clinical observations suggest a lack of efficient endogenous antiinflammatory responses in epileptogenic brain tissue. In particular, (a) IL-1β induction
anticipates by several hours that of its receptor antagonist IL-1Ra (De Simoni et al., 2000); (b)
inhibitory proteins of the complement system are induced to a lesser extent than those
activating the same system (Aronica et al., 2007); (c) the expression of the transcription factor
ATF3 that negatively regulates TLR4 expression is inversely related to the frequency of
seizures while the opposite is observed for TLR4 (Pernhorst et al., 2013) which contributes to
epileptogenesis (Maroso et al., 2010). This evidence suggests that a deficiency of antiinflammatory mechanisms is a key contributor to the persistent, thus pathologic,
neuroinflammation in epilepsy. Among the mechanisms apt to resolve the inflammatory
response, there are specialized pro-resolving lipid and protein mediators that are able to drive
an active resolution process. This phenomenon has been well described in peripheral
inflammatory diseases while it is still scarcely explored in CNS disorders associated with a
neuroinflammatory response, including epilepsy. Specialized pro-resolving lipids are
biosynthetic products of LOX and are generated from fatty acids such as AA or n-3
polyunsaturated fatty acids, such as EPA and DHA. Pro-resolving lipids include LXs, Rvs and
PDs. These lipids together with peptide ligands, like Annexin A1 and Chemerin, activate proresolving pathways by binding their specific G protein coupled receptors, such as ALXR and
ChemR23, thus determining inhibition of MAPK and NF-KB activation. The final results of this
response in the injured tissue are a reduced production of pro-inflammatory cytokines and
recruitment of immune cells associated with increased synthesis of anti-inflammatory
molecules. These mechanisms lead to the resolution of the inflammatory response and the reestablishment of tissue homeostasis (Serhan et al., 2008). If resolution is impaired or
inefficient, the acute inflammatory response will persist and may become detrimental for the
tissue.
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In this study, we characterized the induction of resolution mechanisms vs neuroinflammation
during epileptogenesis induced by SE. Firstly, we studied the mRNA and protein expression of
key pro-inflammatory cytokines with a pivotal role in epileptogenesis mechanisms, namely, IL1β and TNF-α. Secondly, we characterized the pro-resolving mechanisms by focusing on both
peptide mediators (IL-1Ra and Annexin A1) and lipid mediators, such as LXA4 and RvD1, and
their biosynthetic lypoxigenase enzymes (LOX5 and 15). Finally, we investigated the expression
of two main pro-resolving receptors, ALXR and ChemR23.
After establishing the time-course of the resolution response vs neuroinflammation during
epileptogenesis, we designed interventional studies to boost and anticipate the endogenous
pro-resolving response by focusing on ALXR agonists (Chapter 5). In fact, the activation of
ALXR was previously shown to improve symptoms and disease outcomes in experimental
models of neurological diseases such as neuropathic pain, neurotrauma, Alzheimer’s disease
and brain ischemia (Ayoub et al., 2008; Gavins et al., 2007; Hawkins et al., 2014; Luo et al., 2013;
Medeiros et al., 2013).

4.2 SPECIFIC MATERIALS AND METHODS
Kainic acid model of SE
Mice were implanted with electrodes and guide cannulae as previously described in the
General materials and methods, Section 3.3.1 and 3.4.1. SE was induced by intra-amygdala
injection of kainic acid (0.3µg/0.2µl) (General materials and methods, Section 3.3.1 and 3.4.1).
Our studies were performed at four time points post-SE: 2 h (acute phase of SE), 24 h, 72 h
(epileptogenesis phase) and 7 days (spontaneous seizure onset). RT-qPCR was used to
measure the hippocampal mRNA expression of IL-1β and TNF-α, pro-resolving receptors
ChemR23 and ALXR, pro-resolving peptides IL-1Ra and Annexin A1, biosynthetic enzymes of
lipid mediators LOX5 and LOX15 (n=7-10 mice) (Figure 4.1-4.4; General materials and methods,
Section 3.7.1). Using different group of mice (n=8), the cellular expression of the same
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molecules was studied by immunohistochemistry, 72 h after SE (Figure 4.1-4.4). In a separate
group of mice (n=24), the levels of pro-resolving lipids LXA4 and RvD1 were measured by ELISA
(Figure 4.3; General materials and methods, Section 3.7.2). Control mice were implanted with
electrodes and guide cannulae and injected with vehicle (n=23).

Immunohistochemistry
IL-1β, TNF-α, ChemR23, ALXR, Annexin A1 cellular expression in the hippocampus was assessed
by immunohistochemistry 72 h post-SE (n=5) and compared to sham controls (n=5; General
materials and methods, Section 3.6.1). In order to evaluate cell phenotype, additional
experimental and sham mice (n=3 each group) were used for colocalization analysis of proinflammatory and pro-resolving molecules with NeuN, a neuronal marker, NPY, inhibitory
interneurons marker, GFAP, astrocytic marker, and CD11b, microglial marker (Figure 4.1-4.4;
General materials and methods, Section 3.6.1.3). ALXR signal was also co-localized with IL-1β,
while the double-immunostaining of ChemR23 with IL-1β was not performed since the two
primary antibodies were raised in the same host specie (goat). IL-1Ra immunohistochemistry
was not performed due to the absence of a reliable and specific antibody for its detection in
mice. Immunohistochemistry of ALXR and ChemR23 was performed in paraffin embedded
brain specimens from patients who died within 5 days (n=4) or more than 7 days after SE (n=3)
and in tissue surgically resected from patients affected by mesial temporal lobe epilepsy
(MTLE, n=7) compared to autoptic control tissue from individuals who died with no
neurological or infectious or autoimmune diseases (control, n=7) (Figure 4.5). For a detailed
description of the immunohistochemical procedures in human tissue see General materials and
methods, Section 3.6.3.
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4.3 RESULTS
4.3.1 Neuroinflammation: induction of IL-1 and TNF-
We measured IL-1β and TNF-α since they reflect neuroinflammation in the hippocampus during
epileptogenesis induced by SE. Figure 4.1A,D shows a significant increase of IL-1β and TNF-α
mRNA levels occurring between 2 h and 72 h after SE induction (n=7-10) compared to SHAM
mice (n=7). At 7 days, IL-1β and TNF-α levels (n=7) persisted upregulated but were not
statistically

different

from

SHAM

mice.

RT-qPCR

data

were

confirmed

by

immunohistochemistry (Figure 4.1B,E) performed 72 h post-SE. In control hippocampi (SHAM,
n=8), IL-1β and TNF-α immunoreactivity was absent, while in mice exposed to SE (n=8) IL-1β
and TNF-α staining was increased in activated GFAP-positive astrocytes as depicted by the
colocalization analysis (Figure 4.1C,F). Cytokines were not detected in CD11b-positive microglia
in both control and mice exposed to SE (Figure 4.1C,F).
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Figure 4.1. mRNA levels and immunohistochemical expression of IL-1β and TNF-α in the mouse
hippocampus after SE. Bargrams show mRNA levels of IL-1β (A) and TNF-α (D) during epileptogenesis.
RT-qPCR analysis was done from 2 h until 7 days post-SE (n=7-10). Reference genes are Mfsd5, Brap,
Bcl2l13. Data are the mean ± s.e.m. *p<0.05, **p<0.01 vs SHAM by Kruskal Wallis test with Dunn’s posthoc correction. Panels B and E show representative photomicrographs of CA1 area in control mice
(SHAM, n=8) and mice 72 h post-SE (n=8). We identified the cell types expressing IL-1β and TNF-α (in
green) by double-immunostaining using specific astrocytic (GFAP, red) and microglial (CD11b, red) cell
markers, as indicated in the high magnification panels (C and F). Co-localization signal is depicted in
yellow. Hoecsht-positive nuclei are shown in blue. Scale bar 50 μm.

4.3.2 Pro-resolving peptides
We investigated the expression of IL-1Ra, a selective competitive antagonist of IL-1β receptor
type 1. Figure 4.2A shows a significant up-regulation of mRNA levels between 24 h and 72 h
post-SE (n=7-10) but not at 2 h (n=7) compared to control mice (SHAM, n=7). IL-1Ra levels
declined by 7 days post-SE (n=7). Notably, IL-1Ra expression during epileptogenesis is
significantly delayed as compared to IL-1β (Figure 4.1A).
Then, we assessed the expression of Annexin A1, an agonist of ALXR. Figure 4.2B,C shows the
mRNA level of Annexin A1 (B) and the protein expression (C) evaluated by
immunohistochemistry. mRNA levels significantly increased at 24 h and 72 h (n=7-10) but not at
2 h and 7 days (n=7) after SE compared to control mice (SHAM, n=7; Figure 4.2B). Annexin A1
was not detectable by immunohistochemistry in control sections (SHAM, n=8; Figure 4.2C)
110

while the specific staining was increased 72 h post-SE in GFAP-positive astrocytes (n=8; Figure
4.2C,D). Annexin A1 was not expressed by CD11b-positive microglia in control mice or after SE
(Figure 4.2D). Thus, the cellular localization of Annexin A1 is similar to that of IL-1β and TNF-α.
These data provide evidence that the up-regulation of pro-resolving peptides is delayed
compared to onset of neuroinflammation and occurs in the same cell types.

Figure 4.2. mRNA levels of IL-1Ra and Annexin A1 and immunohistochemical expression of Annexin A1 in
the mouse hippocampus after SE. Bargrams show mRNA levels of IL-1Ra (A) and Annexin A1 (B) during
epileptogenesis. RT-qPCR analysis was performed at various time-points after SE (n=7-10) and in SHAM
controls (n=7). Reference genes are Mfsd5, Brap, Bcl2l13. Data are the mean ± s.e.m. *p<0.05, **p<0.01
vs SHAM by Kruskal Wallis test with Dunn’s post-hoc correction. Panel (C) shows Annexin A1 expression
at 72 h after SE (n=8) compared to SHAM (n=8). We identified the cell types expressing Annexin A1
(green) by double-immunostaining using specific astrocytic (GFAP, red) and microglial (CD11b, red) cell
markers, as indicated in the high magnification panels (D). Co-localization signal is depicted in yellow.
Scale bar 50 μm.

4.3.3 Biosynthetic enzymes and pro-resolving lipid mediators
Figure 4.3A,B shows mRNA levels of LOX5 and LOX15. Their expression increased significantly
at 72 h after SE (n=7-10) compared to control mice (SHAM, n=7; Figure 4.3A,B). This is
additional evidence of delayed activation of pro-resolving mechanisms during epileptogenesis.
Figure 4.3C,D shows the levels of LXA4 and RvD1, lipid ligands of the pro-resolving receptor
ALXR, measured by ELISA. LXA4 levels did not significantly differ from control mice (9.6±0.9
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pg/mg hippocampus) at 72 h post-SE (9.0±0.4 pg/mg hippocampus; n=8 mice each group;
Figure 4.3C). RvD1 levels were significantly increased by 1.6-fold 72 h after SE (12±0.6 pg/mg
hippocampus, n=8) compared to control mice (7.5±1.3 pg/mg hippocampus, n=8; Figure 4.3D).
A scheme of the biosynthetic pathway of the pro-resolving lipids is reported in Figure 1.5.3.

Figure 4.3. mRNA levels of LOX5 and LOX15 and lipid levels of LXA4 and RvD1 in the mouse hippocampus
after SE. Bargrams in panels (A) and (B) show mRNA levels of LOX5 (A) and LOX15 (B) at various time
points after SE (n=7-10) and in SHAM controls (n=7). Reference genes are Mfsd5, Brap, Bcl2l13. Data are
the mean ± s.e.m. **p<0.01 vs SHAM by Kruskal Wallis test with Dunn’s post-hoc correction. Panels (C)
and (D) show ELISA assay analysis of LXA4 and RvD1 levels 72 h after SE (n=8) compared to SHAM (n=8).
Data are mean ± s.e.m. *p<0.05 vs SHAM by Mann Whitney U test. A scheme of the biosynthetic
pathway of the pro-resolving lipids is reported in Figure 1.5.3.

4.3.4 Pro-resolving receptors
After the characterization of lipid and peptide mediators of resolution, we investigated the
expression of pro-resolving receptors ALXR and ChemR23 during epileptogenesis in the
hippocampus of mice exposed to SE vs their respective controls (SHAM). Figure 4.4A shows a
significant induction of ALXR mRNA at 24 h and 72 h (n=7), but not 2 h and 7 days, after SE
induction compared to SHAM (n=7-10 each group). Accordingly, immunohistochemical analysis
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shows that ALXR was increased 72 h post-SE (Figure 4.4B,C,D). In SHAM, ALXR
immunoreactivity was confined to CA1 and CA3 pyramidal neurons and granule cells of the
dentate gyrus (DG) (thick green lines in panel C). Receptor expression decreased in pyramidal
and DG neurons but increased in glial cells 72 h after SE (thin green lines and brown spots in
panel C). We detected a significant increase in the number of ALXR positive neurons and
astrocytes 72 h post-SE by quantitative analysis of the staining performed in DAB coloured
sections (General materials and methods, Section 3.6.1.2): number of cells in CA1 area, SHAM
(n=5), 32.1 ± 6.7; 72 h post-SE (n=5), 160.2 ± 8.6 (p<0.05).
Co-localization analysis showed that ALXR was expressed in NeuN positive neurons in sham
mice (Figure 4.4B,D). After SE, the receptor was induced in GFAP-positive astrocytes but not in
CD11b-positive microglia (Figure 4.4B,D). Moreover, ALXR co-localized with IL-1β in astrocytes
(Figure 4.4D), indicating that the resolution process was activated in the cells generating also
the neuroinfammatory molecules.
Figure 4.4E shows a significant induction of ChemR23 mRNA 72 h post-SE (n=10) but not at the
other investigated time points compared to SHAM (n=7). In sham mice, ChemR23 was
expressed predominantly by interneurons localized in the CA1-3 pyramidal layers and in the
hilus (green spots in panel G) as well as by neurons of the DG (green line in panel G). Receptor
expression increased in astrocytes (Figure 4.4F,H) in the strata radiatum and moleculare
(brown spots in panel G) 72 h after SE while its neuronal expression did not change.
The number of ChemR23 positive neurons and astrocytes was significantly up-regulated 72 h
post-SE as depicted by a quantitative analysis of the staining performed in DAB coloured
sections: number of cells in CA1 area, SHAM (n=5), 19.4 ± 3.6; 72 h post-SE (n=5), 59.0 ± 12.6
(p<0.05).
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Figure 4.4. mRNA levels and cell type-specific expression of ALXR and ChemR23 in the mouse
hippocampus after SE. Bargrams show mRNA levels of ALXR (A) and ChemR23 (E) at various time points
after SE (n=7 each group) and in SHAM control (n=7). Reference genes are Mfsd5, Brap, Bcl2l13. Data are
the mean ± s.e.m. *p<0.05, **p<0.01 vs SHAM by Kruskal Wallis test with Dunn’s post-hoc correction.
Panels (C) and (G) show a representative scheme of the ALXR and ChemR23 immunoreactivity in
hippocampus of mice 72 h post-SE and in SHAM controls (n=8 mice each group). Green lines represent
CA1-3 pyramidal neurons and DG immunopositive neurons, green dots represent interneurons in hilus
and in the molecular layer. For both receptors, brown dots are representative of cells with glial
morphology. The boxes in both schemes show the CA1 area chosen for representative images reported
in panels (B) and (F) where we quantified ALXR and ChemR23 positive cells. Panels (B) and (F) represent
the immunoreactivity of ALXR or ChemR23 in CA1 area of SHAM (n=8) and mice 72 h post-SE (n=8). Cell
types expressing ALXR and ChemR23 (green) were identified by double-immunostaining using specific
astrocytic (GFAP, red), microglial (CD11b, red), neuronal (NeuN, red) and interneuronal (NPY, red)
markers, as indicated in the high magnification panels. ALXR (red) co-localized also with IL-1β (green).
The double-immunostaining of ChemR23 with IL-1β was not performed since the two primary antibodies
were raised in the same host specie (goat). Co-localization signal is depicted in yellow. Scale bar 50 μm.
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4.3.5 Pro-resolving receptors in the hippocampus of patients after SE and
with mesial temporal lobe epilepsy (MTLE)
To validate our findings in the mouse model in human brain tissue, we evaluated ALXR and
ChemR23 expression in hippocampal specimens from patients who died after SE as well as in
hippocampi surgically resected in patients affected by MTLE (Figure 4.5). In autoptic control
tissue (n=6), ALXR (Figure 4.5A) and ChemR23 (Figure 4.5B) immunoreactivity was observed in
scattered CA1 and CA3 pyramidal cells, granule cells of the DG and hilar interneurons (arrows).
Pro-resolving receptors were induced after SE (SE ≥5 days, n=4; SE ≥7 days, n=3; Figure 4.5A,B)
as well as in MTLE tissues (n=7, Figure 4.5A,B) in glial cells (arrowheads). Semi-quantitative
evaluation of the specific staining is reported in the annexed table (C). Human tissue evidence
confirmed the increased expression of these receptors in glial cells as we reported in mice
during epileptogenesis.
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Figure 4.5. Cell type-specific expression of ALXR and ChemR23 in the hippocampus of patients died after
SE and of patients with mesial temporal lobe epilepsy (MTLE). Panels (A) and (B) show ALXR and
ChemR23 immunostaining in CA1 area from autoptic control tissue (n=6) and patients who died within 5
days after SE (SE ≤5 days, n=4) or more than 7 days after SE (SE ≥7 days, n=3) or MTLE patients (MTLE,
n=7). We identified a prevalent neuronal expression of the receptors (arrows) in controls while we
detected an increased glial expression (arrowheads) after SE and MTLE patients. Table C reports semiquantitative analysis of staining which was done by calculating the immunoreactivity score: intensity of
staining x frequency of stained cells. Intensity: 0=negative, 1=weak, 2=moderate, 3=strong. Frequency:
1≤10%, 2=11-50%, 3≥50%. * p<0.05 vs control by Mann Whitney test. Scale bar 100 μm.
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4.4 DISCUSSION
Neuroinflammation is activated following SE induced by intra-amygdala kainate as previously
shown in other models of epileptogenesis induced by electrical stimulation or by
chemoconvulsants (Maroso et al., 2010; Pauletti et al., 2017; Walker et al., 2017). As
demonstrated by temporal profile of the induction of pro-inflammatory cytokines IL-1β and
TNF-α, neuroinflammation was rapidly increased after SE onset (i.e. 2 h) and persisted elevated
during the epileptogenesis phase until the time of spontaneous seizure onset. Notably, IL-1β
and TNF-α are endowed of ictogenic properties and promote seizure recurrence in
experimental models (De Simoni et al., 2000; Eriksson et al., 1998; Maroso et al., 2011b;
Shandra et al., 2002; Vezzani et al., 2000).
Acute inflammation normally resolves by active resolution mechanisms which initiate in the
first few hours after an inflammatory response begins (Serhan et al., 2005). Our data clearly
showed that SE evokes a neuroinflammatory response already evident by 2 h from the insut in
the absence of active resolution mechanisms such as the pro-resolving peptide mediators,
biosynthetic enzymes of lipid mediators and their cognate receptors.
In particular, lipoxygenase enzymes, responsible for the conversion of AA or n-3
polyunsaturated fatty acids, such as EPA and DHA in pro-resolving lipid mediators, were
upregulated only at 72 h after SE indicating a delayed and transient activation of the proresolving response. Moreover, an increase in biosynthetic enzymes should be accompanied by
a concomitant elevation in pro-resolving lipids. This is true for RvD1, lipid ligand of ALXR, which
is increased by 2-fold on average during epileptogenesis. However, levels of LXA4, another lipid
ligand of ALXR, were similar to control as reported also in tissue from AD affected patients
(Wang et al., 2015b). We cannot exclude that LXA4 quantification at later time points would
have shown changes in its level.
The last step in the characterization of the pro-resolving response, is represented by the proresolving receptors, ALXR and ChemR23. Their neuronal expression in control tissue may have
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a neuromodulatory function, as reported for IL-1R1 (Friedman, 2001; Viviani et al., 2003).
Indeed, cytokine receptors have physiological functions that include neurite outgrowth,
neurogenesis, neuronal survival, synaptic pruning during brain development and they regulate
the strength of synaptic transmission and synaptic plasticity (Marin and Kipnis, 2013).
After SE, ALXR and ChemR23 expression was increased in astrocytes but with a delay as
compared to the onset of neuroinflammation. Induction of these receptors during
epileptogenesis may indicate a compensatory response evoked by the reduced availability of
specialized pro-resolving mediators. Moreover, ALXR can be activated also by endogenous
molecules other than pro-resolving lipids (see Section 5.4).
Regarding ChemR23, the function of its putative agonist chemerin is unclear, since it can exert
both pro-resolving and pro-inflammatory roles (Mariani and Roncucci, 2015). Prochemerin can
be converted into the full active form by proteolytic cleavage and removal of the last inhibitory
amino acids in the C-terminal region. The multiple cleavage sites in the C-terminal domain
generate chemerin peptide isoforms with different bioactivity profiles. The various chemerin
isoforms by acting on ChemR23 induce chemotaxis of ChemR23-expressing immune cells at the
beginning of an inflammatory response, while during resolution of inflammation the
chemerin/ChemR23 axis inhibits the release of pro-inflammatory mediators (Mariani and
Roncucci, 2015).
We found a specific staining of ALXR, ChemR23 and Annexin A1 in astrocytes as reported also
for the pro-inflammatory cytokines. Moreover, we demonstrated by co-localization analysis
that ALXR and IL-1β were expressed by the same astrocytic cell population. This data suggests
that neuroinflammation and resolution are two processes induced in the same cell population.
In accordance with our results, the expression of lipoxygenase LOX15 was increased in AD
hippocampus in both astrocytes and microglia (Wang et al., 2015b).
Up-regulation of the pro-resolving response likely represents a homeostatic attempt to
compensate for the increased neuroinflammatory response induced by SE. Since we did not
measure the pro-resolving mediators between 2 and 24 h post-SE, we cannot exclude that
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resolution activates during the first 24 h after injury. The available data indicates that delayed
and transient activation of resolution mechanisms may therefore play a role in determining a
persistent neuroinflammation which may become detrimental for the tissue. Indeed,
increasing IL-1Ra levels by pharmacological interventions with anakinra (the human
recombinant protein) delayed seizure onset and reduced their frequency and generalization in
experimental models (Maroso et al., 2011b; Ravizza and Vezzani, 2006; Vezzani et al., 2000,
2011c) and determined therapeutic effects in pediatric forms of phamacoresistant epilepsy
(Jyonouchi, 2016; Kenney-Jung et al., 2016).
Our data report novel evidence of activation of resolution mechanisms in patients who died
after SE and in people with chronic epilepsy thus indicating that these mechanisms do occur
also in humans. These findings therefore raise the possibility that boosting the resolution of
neuroinflammation may have a therapeutic potential for epilepsy.
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CHAPTER 5 - PRO-RESOLVING TREATMENTS
DURING EPILEPTOGENESIS
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5.1 INTRODUCTION
Neuroinflammation during epileptogenesis occurs rapidly and persists for days after the
epileptogenc insult which is likely mediating its detrimental effects on neuronal excitability and
survival (Vezzani et al., 2013). In chapter 4, we investigated the resolution mechanisms during
epileptogenesis and demonstrated they are delayed as compared to the onset of
neuroinflammation. Therefore, we hypothesized that to anticipate and boost the resolution
response after the inciting event may represent a therapeutic option to counteract the
pathogenic effects of neuroinflammation. We chose therefore a treatment protocol for
anticipating and incrementing the activation of the pro-resolving system in order to counteract
neuroinflammation during early epileptogenesis. We selected analogues of pro-resolving
peptides and lipids which showed positive effects on neuroinflammation and pathology in
experimental models of neuropathic pain, neurotrauma, ischemia and AD (Gavins et al., 2007;
Hawkins et al., 2014; Luo et al., 2013; Martini et al., 2016; Medeiros et al., 2013; Svensson et al.,
2007).
In order to design the long-term pharmacological study on epileptogenesis, we first tested and
compared the effects of three different molecules administered post-SE on animal's body
weight- which is decreased following SE- and on neuroinflammation by measuring IL-1β mRNA
hippocampal level. I tested two molecules that activate ALXR: (1) a stable synthetic analogue
of the lipid mediator LXA4 (BML111) and (2) the N-terminal derived peptide of Annexin A1 (Ac250). The third molecule was a methylated form of PD1n-3DPA (PD1n-3DPAME) whose specific
receptor and mechanisms of action have not been elucidated yet (Hansen et al., 2017), but its
levels were significantly increased during epileptogenesis as assessed by lipidomic analysis.
Moreover, PD1 showed antiepileptogenic effects after kindling and pilocarpine-induced SE in
rats and mice (Musto et al., 2011, 2015).
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5.2 SPECIFIC MATERIALS AND METHODS
Pharmacological treatments
Mice were implanted with electrodes and guide cannulae as previously described in the
General materials and methods, Section 3.3.1 and 3.4.1. Mice were exposed to SE as previously
described then were assigned randomly to treatment or vehicle groups (n=6-9 each group).
Drugs or their vehicles were injected for three consecutive days starting 1 hour after SE onset
to encompass the epileptogenesis phase preceding disease onset, then the treatment was
stopped (Figure 5.1). The treatment protocol was chosen based on our previous data on the
time of induction and the persistence of pro-resolving mechanisms (Chapter 4). The following
drugs were used:
- BML111: is a derivative of LXA4, a methyl ester of 5(S),6(R),7-Trihydroxyheptanoic acid (SigmaAldrich, #SML0215), which is more resistant to enzymatic inactivation than the endogenous
isoform. BML111 (0.1 μg in 1 µl of NaCl 0.9% + EtOH 0.1%) was injected icv twice/day in 1.75 μl/site
bilaterally (n=7 mice). A similar treatment schedule using LXA4ME (a synthetic stable analog of
LXA4) was reported to be effective in reducing inflammatory cytokines triggered by icv
injection of Aβ1-42 (Wu et al., 2011).
- Ac2-50: is constituted by 50 amino acids derived from the N-terminal portion of Annexin A1;
residues from 2 to 26 are essential for the biological activity of the protein. Ac2-50 (0.1 μg in 1
μl 50 mM PBS, pH 7.4) was injected icv in 1 µl/site twice on the first day post-SE and once daily
thereafter (n=7 mice). Since previous data on icv injection were lacking we empirically used
the highest soluble concentration that we could inject.
- PD1n-3DPAME: stable analogue of PD1n-3DPA with an additional methyl group. PD1n-3DPAME (0.2
µg/μl in 50 mM PBS, pH 7.4) was injected icv in 1 μl/site and twice/daily (n=6 mice). This dose
was based on previous evidence in the literature (Musto et al., 2011) and on our evidence that
dose 10 times lower was not effective on neuroinflammation. PD1n-3DPAME was aliquoted in
ethanol and stored at -80°C in the dark until use. Immediately prior to administration in mice,
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ethanol was evaporated using a gentle stream of nitrogen. Then the lipid mediator was
suspended in 50 mM PBS (pH 7.4), placed in a water bath sonicator for 10 seconds and
vortexed for 30 seconds.
Control mice were similarly exposed to SE but injected with the corresponding vehicles (Saline,
n=7-9). SHAM mice were implanted with electrodes and guide cannulae and received saline
instead of kainic acid and the drug’s vehicle (n=8-9). EEG recordings were done continuously
for 24 h before (baseline) and for 24 h after SE induction in order to evaluate SE severity by
EEG analysis (Figure 5.1). We evaluated SE duration and the number of spikes during the ﬁrst 12
h using Clampﬁt 9.0 program (Axon Instruments, Union City, CA, U.S.A.). SE ended when spike
frequency was lower than 1 Hz (1 spike/sec, General materials and methods, Section 3.4.4).
All mice were weighted between 8:00 and 9:00 a.m. at 24 h (baseline value) before SE
induction, then 24 h, 48 h and 72 h post-SE (Figure 5.1, 5.5 and 5.8). Mice were treated with
BML111, Ac2-50 or PD1n-3DPAME for 3 days post-SE and 2 hours after the last injection of the proresolving mediator (i.e. 72 h post-SE) mice were sacrified and their hippocampi ipsilateral to
the injected amygdala were harvested for RT-qPCR analysis (Figure 5.1, 5.4 and 5.7; General
materials and methods, Section 3.7.1).
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Figure 5.1. Experimental design in SE-exposed mice treated with BML111 or Ac2-50 or PD1n-3DPAME during
epileptogenesis. The scheme reports the treatment schedule post-SE, EEG recording time and the time
points at which mice were weighted during the experiment. EEG recordings were done continuously 24
h before (Baseline) and for 24 h after SE induction. One hour after SE onset, mice were randomized into
treatment or vehicle groups (n=7 BML111, n=7 Ac2-50, n=6 PD1n-3DPAME mice and n=7-9 saline). Treatment
protocol is described for each molecules in the text. Control mice (n=7-9) were exposed to SE and
injected with respective vehicle. Mice were sacrified at the end of the experiment for RT-qPCR analysis
(Sacrifice). Data related to this protocol are reported in Figure 5.3, 5.4, 5.6 and 5.7.

Two additional groups of mice (n=9-11) were injected with PD1n-3DPAME for 4 days post-SE
induction in order to cover the average latency phase before disease onset that in this model is
about 5 days.
A first group of mice was used for the evaluation of non spatial recognition memory by Novel
Object Recognition Test (NORT; General materials and methods, Section 3.5 and Figure 3.4).
This test was performed for 3 consecutive days starting at 48 h after SE induction.
At the end of the last session mice were sacrified (i.e. 96 h after SE; Figure 5.2 and 5.8). They
were perfused and their brains were removed from the skull, frozen and stored at -80°C for
neurodegeneration analysis by Fluoro-Jade staining (in progress).
EEG recordings were done continuously for 24 h before (baseline) and for 24 h after SE
induction (Figure 5.2) in order to evaluate SE duration and the number of spikes during the ﬁrst
12 h (General materials and methods, Section 3.4.4).
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Figure 5.2. Experimental design in SE-exposed mice treated with PD1n-3DPAME and assessed for recognition
memory. The scheme reports the treatment schedule post-SE and the EEG recording time. EEG
recordings were done continuously 24 h before (Baseline) and for 24 h after SE induction to assess SE
duration. One hour after SE onset, mice were randomized into treatment (n=11) or vehicle groups (n=12).
Mice were tested for recognition memory by NORT. Mice were sacrified at the end of the experiment
(i.e. 96 h after SE) for analysis of neurodegeneration (Sacrifice) by FluroJade staining. Data related to
this protocol are reported in Figure 5.8.

A second group of mice was used for the evaluation of the effect of PD1n-3DPAME on
epileptogenesis (Figure 5.9). Mice were EEG recorded until the onset of two spontaneous
seizures and for 2 weeks thereafter in order to assess the effect of the treatment on seizure
frequency and duration during the early stages of the disease. In order to test long-term effect
on spontaneous seizures, mice will be EEG recorded at 2 months post-epilepsy onset (in
progress). Also in this experiment SE duration and the number of spikes during the ﬁrst 12 h
were evaluated (General materials and methods, Section 3.4.4) .
In each of the two set of experiments, one group of mice was exposed to SE but injected with
drug's vehicle (n=12 mice each experiment); SHAM mice (n=9-18) were implanted with
electrodes and guide cannulae and injected with vehicles.

Lipidomic analysis
One group of mice (n=8) was exposed to SE and sacrified at 72 h after SE onset to measure
lipid mediators by LC/MS-MS (Figure 5.5, Table 5.1; General materials and methods, Section
3.7.3). SHAM mice (n=8) implanted with electrodes and guide cannulae and vehicle injected
served as controls.
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5.3 RESULTS
5.3.1 Effects of a synthetic stable analogue of LXA4 or Annexin A1 Nterminal derived peptide on animal weight and IL-1β level
BML111 and Ac2-50 or their vehicles were injected in mice for 3 consecutive days starting 1 h
after SE onset. In order to check whether the drug was modifying the initial insult, SE duration
and spike number were reckoned. SE duration was not significantly modified by the
treatments (Saline, 4.8±1.0 h; BML111, 5.8±1.5 h; Ac2-50, 9.0±3.0 h) although there was a trend
towards an increased SE duration induced by Ac2-50. The number of spikes during 12 h of SE
was not modified by the treatment (Saline, 47500 ± 8412; BML111, 50910 ± 9696; Ac2-50, 55609
± 18996). A decrease in weight is observed in SE-exposed mice, therefore a gain in weight is a
measure of faster post-injury recovery. Figure 5.3 shows that SE-exposed mice injected with
vehicles (n=9) had a significant 14% reduction in weight as compared to their baseline value and
to sham mice (n=8). Mice treated with each of the two ALXR agonists (n=7 mice each group)
lost weight during epileptogenesis similarly to mice exposed to SE and injected with vehicle.
Figure 5.4 shows a significant induction of IL-1β mRNA 72 h after SE in mice treated with vehicle
(Saline, n=9) as compared to control mice (SHAM, n=8). The up-regulation of IL-1β was not
affected by administration of either BML111 (n=7) or Ac2-50 (n=7).
Overall, these two drugs activating ALXR failed to reduce neuroinflammation and weight loss
induced by SE. The data indicate that either the ALXR activated pathways are not sufficient to
resolve neuroinflammation during epileptogenesis or that the treatment protocol did not
attain therapeutic drug concentrations in the hippocampus, probably due to limited solubility
of the two compounds in the small volume of icv injections.

126

SHAM
S a lin e
B M L111
A c 2 -5 0
32

**
**
**

**
**
**

**
**
**

30

w e ig h t ( g )

28

26

24

22

20

B a s e lin e

24 h

48 h

72 h

P o s t-S E

Figure 5.3. BML111 or Ac2-50 administered during epileptogenesis did not rescue weight loss in SE-exposed
mice. Bargrams report mice weight at baseline and at three consecutive time points during
epileptogenesis (n=7-9) in the vehicle (saline) and treatment groups (BML111 and Ac2-50) compared to
SHAM mice (n=8). Data are the mean ± s.e.m. **p<0.01 by Kruskal Wallis test with Dunn’s post-hoc
correction.
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Figure 5.4. Lack of effect of BML111 or Ac2-50 treatment on IL-1β level in SE-exposed mice. Bargrams show
fold-change of IL-1β mRNA levels in the hippocampus 72 h after SE in mice treated with vehicle (Saline,
n=9), BML111 (n=7) or Ac2-50 (n=7) compared to control mice (SHAM, n=8). Reference genes are hprt1,
sv2b, pgk1. Data are the mean ± s.e.m. **p<0.01 by Kruskal-Wallis test with Dunn’s post-hoc correction.
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5.3.2 Lipidomic analysis
We investigated the profile of pro-resolving lipid mediators during epileptogenesis (i.e., 72 h
after SE induction) in order to find a new potential target for pharmacological intervention.
Lipidomic analysis was done in the frame of collaboration with Dr. Jesmond Dalli (Lipid
Mediator Unit, William Harvey Research Institute, London, UK). The analysis was performed by
liquid chromatography followed by mass spectrometry in experimental mice (n=8) and in their
controls (SHAM, n=8). Figure 5.5 and Table 5.1 show (1) an up-regulation of DHA- and n-3DPAderived neuroprotectins (PD1 and PD1n-3DPA) and of E-series resolvins; (2) a down-regulation of
AA-derived Lipoxins (5S, 15S-diHETE, 15R-LXA4) and of DHA- and n-3DPA-derived D-series
resolvins (RvD4, RvD2n-3DPA, RvD5 n-3DPA). Notably, the lipid mediator PD1n-3DPA was upregulated
by 20-fold in the hippocampus of SE-exposed mice (Table 5.1). This protectin does not derive
from DHA but from n-3 docosapentaenoic acid (n-3DPA), an intermediate in the metabolic
pathway of DHA (Ferdinandusse et al., 2001; Hansen et al., 2017). DPA is detected in plasma,
retina and heart at levels comparable to those of EPA and DHA, and it is the precursor of the
synthesis of some pro-resolving lipid mediators.
Lipidomic analysis (Table 5.1) confirmed that LXA4 levels were not modified following SE as
measured by ELISA (Section 4.3.3), whereas RvD1 levels raised by 50% although not
significantly (Table 5.1), at variance with ELISA data (Figure 4.3).
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Figure 5.5. Lipidomic analysis of the hippocampus during epileptogenesis. Bargrams report levels of
various lipid mediators 72 h after SE (n=8) compared to SHAM mice (n=8). Data are the mean ± s.e.m. p
values are reported in the figure by t test.

Table 5.1. Levels of lipid mediators in the hippocampus of mice during epileptogenesis (i.e. 72 h post-SE) vs
control mice (SHAM).

Lipid
mediator
PD1
PD1n-3DPA
RvD1
RvD4
RvD2n-3DPA
RvD5n-3DPA
5S, 15SdiHETE
15R-LXA4
LXA4

SHAM

72 h post-SE

17.9 ± 2.3
1.2 ± 0.9
0.4 ± 0.1
8.5 ± 1.9
17.4 ± 5.5
1.1 ± 0.7

31.2 ± 7.9
24.2 ± 8.2*
0.6 ± 0.1
1.4 ± 0.3*
4.3 ± 1.7*
1.8 ± 0.9*

74.2 ± 15.6

42.2 ± 5.4*

44.0 ± 16.9
1.5 ± 0.9

26.3 ± 14.4
2.6 ± 2.0

Changes in lipid mediator levels (pg/100 mg tissue) were assessed by LC-MS/MS. The table reports significant
up-regulation (PD1 and PD1n-3DPA) or down-regulation (RvD4, RvD2n-3DPA, RvD5

n-3DPA)

of specific lipid

mediators. No changes were observed in LXA4 confirming the results obtained by ELISA (Section 4.3.3) and
in RvD1 which was found increased by ELISA. Data are the mean ± s.e.m. *p<0.05 by t test.
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5.3.3 Effects of a synthetic stable analogue of PD1n-3DPA on animal weight
and IL-1β level
Since PD1n-3DPA was prominently upregulated during epileptogenesis, we explored whether
further incrementing PD1n-3DPA levels would reduce neuroinflammation. SE duration was not
modified by the pro-resolving mediator analogue (Saline, 7.7 ± 1.2 h; PD1n-3DPAME, 6.6 ± 1.5 h).
The number of spikes during 12 h of SE was not modified by the treatment (Saline, 52075 ±
7581; PD1n-3DPAME, 42043 ± 11428). Representative EEG tracings of spiking activity during SE in
the two experimental groups are depicted in Figure 5.6A. PD1n-3DPAME or its vehicle were
injected in mice for 3 days starting 1 h after SE induction. As previously shown (Figure 5.3),
mice exposed to SE and injected with vehicle (n=9) significantly lost weight after SE compared
to their baseline value and to sham mice (n=8; Figure 5.6B). Mice treated with the methylated
form of PD1n-3DPA (n=7) recovered from their weight loss more rapidly than vehicle injected SE
mice (Figure 5.6B).
Figure 5.7 shows a significant induction of IL-1β mRNA levels 72 h after SE in mice treated with
saline (SE+Saline, n=7) compared to SHAM mice (n=8). The increase in IL-1β was drastically
reduced, although not fully prevented, by PD1n-3DPAME (n=6), indicating that the treatment
protocol induced a pro-resolving anti-inflammatory response.

130

B
SHAM
30

S a lin e
P D 1 n -3 D P A M E

w e ig h t ( g )

*

**

**

28

**

26

24

22

20
B a s e lin e

24 h

48 h

72 h

P o s t-S E

Figure 5.6. PD1n-3DPAME administered during epileptogenesis rescued weight loss in SE-exposed mice
without modifying SE. Panel A: representative EEG tracings depicting spike activity occurring during SE
as recorded in the right hippocampus (Hippo) and in the left cortex (Ctx) of mice treated with saline
(left) or PD1n-3DPAME (right). Bargrams in panel B report the weight of mice at baseline and at three
consecutive time points during epileptogenesis in the saline (n=7) and treatment (n=6) groups as
compared to SHAM mice (n=9). Data are the mean ± s.e.m. *p<0.05; **p<0.01 by Kruskal Wallis test with
Dunn’s post-hoc correction.
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Figure 5.7. PD1n-3DPAME treatment reduced IL-1β level in SE-exposed mice. Bargrams show mRNA levels of
IL-1β in hippocampus 72 h after SE in mice treated with vehicle (Saline, n=7) or PD1n-3DPAME (n=6)
compared to control mice (SHAM, n=9). Reference genes are hprt1, sv2b, pgk1. Data are the mean ±
s.e.m. ** p<0.01 by Kruskal Wallis test with Dunn’s post-hoc correction.

5.3.4 Effect of the treatment with PD1n-3DPAME on recognition memory
Because of these initial positive results, the effect of PD1n-3DPAME was tested on cognitive
deficits developing during epileptogenesis. PD1n-3DPAME (n=11) or vehicle (n=12) were injected in
mice for 4 days starting 1 h after SE induction. SE was not modified by the treatment as
previously reported (Section 5.3.3). Impairment in cognitive functions after seizures and during
epileptogenesis has been reported in different experimental models (Iori et al., 2013; Pascente
et al., 2016; Pearson et al., 2014; Rojas et al., 2015). We performed NORT test as a measure of
non spatial recognition memory. During the recognition phase of NORT (Figure 3.4 and 5.8A),
control mice (n=18) spent significantly more time exploring the novel object, as compared to
the familiar one (approximately 70% and 30% of total exploration time respectively), thus
yielding a discrimination index of 0.37±0.03. By contrast, mice injected with saline and exposed
to SE, spent equal time exploring previously presented and novel objects; hence the
discrimination index was 0.13±0.05. Mice exposed to SE and injected with PD1n-3DPAME spent
more time exploring the novel object thus yielding a discrimination index of 0.34±0.05 (Figure
5.8A) similar to control mice.
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The reduced object exploratory behavior induced by SE was not a result of changes in
spontaneous motor activity, since the distance covered and the velocity of mice in the open
field were not affected by SE or by the treatment (SHAM, 3061±192 cm and 5.1±0.3 cm/s; Saline,
3364±574 cm and 5.3±0.6 cm/s; PD1n-3DPAME, 3890±613 cm and 6.9±1.2 cm/s). As depicted in
Figure 5.8B, the three groups of mice spent equal time (approximately 50%) exploring the two
identical objects, therefore excluding that the reduced discrimination index in SE-exposed
mice was a consequence of reduced objects' exploration time during the familiarization phase.
Thus, the data indicate that there is an impairment in the long-term memory encoding in SE
mice which was rescued by PD1n-3DPAME.
In conclusion, the pro-resolving treatment with PD1n-3DPAME rescued cognitive deficits in a non
spatial recognition memory test probably by reducing neuroinflammation during
epileptogenesis. In accordance, there is supporting evidence that neuroinflammatory
mediators, and in particular IL-1, mediate cognitive deficits in rodents (Goshen and Yirmiya,
2009; Goshen et al., 2007; Mazarati et al., 2011).

Figure 5.8. PD1n-3DPAME treatment rescued cognitive deficit in SE-exposed mice. Bargrams in panel A show
the discrimination index (the ratio between the difference in time spent with the novel and the familiar
object (N-F) and the sum of total exploration time (N+F). The test was performed 96 h after SE in mice
treated with saline (n=12, Saline) or PD1n-3DPAME (n=11, PD1n-3DPAME) as compared to SHAM mice (n=18).
Data are the mean ± s.e.m. * p<0.05; ** p<0.01 vs Sham by one-way ANOVA with Tukey’s post-hoc test.
Bargrams in panel B show exploration time (the ratio between the time spent exploring the object and
the total exploration time), during the familiarization phase when the two objects were identical. Mice
are the same as in panel A (n=11-18). Data are the mean ± s.e.m. No statistical difference was measured
by t test.
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5.3.5 Effects of the treatment with PD1n-3DPAME on spontaneous seizures
PD1n-3DPAME (n=9) or saline (n=12) were injected in mice for 4 days starting 1 h after SE
induction. In order to check whether the treatment modified SE, its duration and spike number
were measured. SE duration was not modified by the pro-resolving treatment (Saline, 7.7 ± 1.1
h; PD1n-3DPAME, 6.2 ± 1.0 h). The number of spikes calculated during 12 h of SE was similar
between drug- and vehicle-injected mice (Saline, 51446 ± 9533; PD1n-3DPAME, 40671 ± 7249)
confirming previous results (Section 5.3.3 and 5.3.4).
In order to assess the effect of the treatment on epilepsy development, rats were EEG
recorded to detect the onset of the first two unprovoked spontaneous seizures.
Representative EEG tracings of spontaneous seizures in the two experimental groups are
depicted in Figure 5.9A. The onset of spontaneous seizures was not modified by PD1n-3DPAME
(Figure 5.10A; SE+Saline, 5.8 ± 0.6 days; SE+PD1n-3DPAME, 8.8 ± 2.8 days).
Then, the number of seizures occurring during 2 consecutive weeks after disease onset was
calculated. The number of seizures per day and the total time spent in ictal activity were
significantly reduced by 2-fold on average in mice treated with PD1n-3DPAME (Figure 5.10B,C;
number of seizures/day: SE+Saline, 1.6 ± 0.4; SE+PD1n-3DPAME, 0.7 ± 0.2; time in seizures:
SE+Saline, 1030 ± 244 sec; SE+PD1n-3DPAME, 301 ± 82 sec). Finally, the average duration of
seizures was significantly reduced in treated mice as compared to saline-injected mice (Figure
5.10D; SE+Saline, 40.2±3.6; SE+PD1n-3DPAME, 25.9±2.3 sec).
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Figure 5.9. Representative EEG tracings depicting spontaneous seizures in mice treated with saline or
PD1n-3DPAME. EEG tracings depicting baseline activity and spontaneous seizures as recorded in the right
hippocampus (Hippo) and in the left cortex (Ctx) of mice treated with saline (panel A) or PD1n-3DPAME
(panel B). Duration of spontaneous seizures is significantly reduced by the treatment as reported in
Figure 5.10D.

Figure 5.10. PD1n-3DPAME treatment reduced spontaneous seizure frequency and duration. Panel A depicts
the onset of spontaneous seizures in mice treated with saline (n=12) or PD1n-3DPAME (n=9). Bargrams in
panel B and C show the number of spontaneous seizures per day in the first two weeks after disease
onset and cumulative time spent in seizures (sec) in saline vs treated mice. Panel D represents the
average duration of spontaneous seizures (sec) in the two groups. Data are the mean ± s.e.m. * p<0.05;
** p<0.01 vs Saline injected mice by one-tailed t test.
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5.4 DISCUSSION
Treatment with both lipid (LXA4 synthetic analogue) and peptide (Annexin A1 N-terminal
derived peptide) ligands of ALXR was unable to resolve neuroinflammation. The presence of
an up-regulation of ALXR, shown in Chapter 4, would in principle make the brain tissue more
responsive to pro-resolving synthetic analogues. However, ALXR can also bind proinflammatory ligands, such as Aβ, serum amyloid protein A, IL-8 and CCL23 (Le et al., 2001)
which could exacerbate the inflammatory response. There is evidence indicating that these
molecules are upregulated in epileptogenic condition. Amyloid β-protein precursor (APP) is
increased in temporal lobe epilepsy (Sheng et al., 1994) and electroconvulsive shock causes an
increase in APP and Aβ expression in the hippocampus of mice (Jang et al., 2016). Previous
studies have shown that APP synthesis and processing are induced by IL-1 which is increased
after SE (Buxbaum et al., 1992). Consistently, neuronal expression of APP is associated with
heightened IL-1 immunoreactivity in human temporal lobe epilepsy (Sheng et al., 1994). It is
possible that SE induced release of IL-1 from glial cells leads to APP production in neurons and
stimulation of ALXR during the initial phases of epileptogenesis. IL-8 concentration in serum
and csf were increased rapidly after seizures in patients with refractory epilepsy, febrile SE,
severe head injury and neonatal seizures induced by hypoxic-ischaemic encephalopathy and
remained upregulated for 4 days thereafter (Billiau et al., 2007; Gallentine et al., 2017; Whalen
et al., 2000; Youn et al., 2012). Finally, levels of CCL23 were upregulated in RE affected children
(Owens et al., 2013).
We cannot exclude that the lack of resolution effect of the two treatments was due to failure
to attain therapeutic levels due to the limited solubility of the two compounds in the small
volume allowed by the icv injection (1-1.75 μl) and the limited agonist potency of BLM111 for
ALXR (Jesmond Dalli’s personal communication).
Lipidomic analysis showed a modified profile of lipid mediators during epileptogenesis as
compared to controls. In particular, we detected a 20-fold up-regulation of DPA-derived
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neuroprotectin PD1 which suggests a possible role of this molecule in the resolution
mechanisms activated during epileptogenesis. The precursor of this novel protectin is n-3DPA
which is present in human tissue and is relative abundant in human milk. It is an intermediate in
the metabolic pathway of DHA (Figure 5.11) (Ferdinandusse et al., 2001; Hansen et al., 2017).
DPA is an important component of our diet, along with EPA and DHA, and is enriched in fish,
algae and seed oils. In recent years, numerous observational trials have demonstrated a clear
link between DPA intake and improved health state, while multiple in vitro and in vivo studies
have shown direct effects of DPA on inflammation, lipid metabolism and cognitive function
(Byelashov et al., 2015).

Figure 5.11. Synthetic pathways of long-chain PUFA and eicosanoids. α -linolenic acid (ALA; 18:3 n-3) is an
essential PUFA obtained from the diet, and after sequential desaturation and elongation steps, give rise to
long chain, more unsaturated PUFA eicosapentaenoic acid (EPA; 20:5 n-3), docosahexaenoic acid (DHA; 22:6
n-3). Relevant intermediates in these pathways include SDA (stearidonic acid), ETA (eicosatetraenoic acid)
and DPA (docosapentaenoic acid). EPA is a substrate for the synthesis of eicosanoid products such as
prostaglandins (PG) and leukotrienes (LT).

Because of the prominent increase in PD1n-3DPA, we tested whether incrementing further its
level using a synthetic stable analogue (PD1n-3DPAME) would counteract neuroinflammation.
Our strategy was also based on the evidence that in vivo administration of this mediator
reduced colitis through a mechanism partly linked to decreased inflammation (Gobbetti et al.,
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2017). Moreover, administration of 10 ng of PD1n-3DPAME per mouse significantly reduced
neutrophil recruitment during peritonitis following zymosan A challenge, as determined by
light microscopy and flow cytometry (Gobbetti et al., 2017). These actions were comparable to
those displayed by the DHA-derived specialized pro-resolving mediator PD1 (Hansen et al.,
2017). PD1n-3DPA differentiates from PD1 derived from DHA for an adjunctive double bond in the
chemical structure and its effects has been less investigated. Treatment with PD1 in an
experimental model of AD reduced microglia and astrocytes activation, decreased proinflammatory cytokines and inhibited caspase-3, thus favoring the expression of anti-apoptotic
proteins (Zhao et al., 2011). PD1 also down-regulated pro-inflammatory signaling induced by
cytokines and protected the mouse retina against oxidative stress (Mukherjee et al., 2004).
In this study, PD1n-3DPAME induced a reduction of IL-1β expression during epileptogenesis when
administered readily after SE, thus indicating it reduced neuroinflammation. The same
treatment improved weight recovery in mice after SE and rescued non spatial memory deficits,
thus indicating therapeutic effects on impaired cognition. Moreover, PD1n-3DPAME reduced
spontaneous seizure frequency and duration in the early stages of the disease, suggesting that
implementing resolution could be a strategy to affect epileptogenesis. In order to test if this
therapeutic effect is transient or persists during epilepsy development, further studies will
evaluate the effect of the treatment on spontaneous seizures during the late stages of the
disease.
Confirming our results, Musto and colleagues demonstrated that treatment with PD1 derived
from DHA reduced seizure frequency 3 weeks after SE induced by pilocarpine in mice (Musto
et al., 2015).
Since the molecular mechanism(s) of action of PD1n-3DPA are still unknown, further studies are
required to get insights in the pathways activated by this specialized lipid mediator which
mediate its anti-inflammatory and therapeutic effects (Hansen et al., 2017). There are few
evidence indicating that PPARγ receptors are responsible for the effects of PD1 derived from
DHA (Zhao et al., 2011). PPARγ can regulate lipid metabolism and inflammation: their activation
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in macrophages promotes lipid clearance and inhibits the expression of inflammatory
mediators, such as iNOS and IFNγ, and promotes the expression of anti-inflammatory
molecules, such as IL-10 (Tontonoz and Spiegelman, 2008).
The data attained so far supported further investigations into the antiepileptogenic effects of
PD1n-3DPA. We will therefore determine if PD1n-3DPAME treatment affects the progression of
spontaneous seizures, as well as the neuropathology with a special focus on
neurodegeneration and neurogenesis. These phenomena are associated with cognitive deficits
in experimental models and appear to contribute to the establishment of the aberrant
neuronal network underlying epileptogenesis.

139

CHAPTER 6 - EFFECTS OF A COMBINED
ANTI-INFLAMMATORY TREATMENT DURING
EPILEPTOGENESIS INDUCED BY ELECTRICAL SE
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6.1 INTRODUCTION
Specific anti-inflammatory treatments have shown efficacy in reducing acute and chronic
recurrent seizures in rodent models of epilepsy (Vezzani et al., 2011a). New evidence is arising
demonstrating that such treatments may also mediate antiepileptogenic or disease-modifying
effects (Terrone et al., 2016).
In particular, our laboratory has shown that the IL-1R1/TLR4 axis is activated by IL-1 and
HMGB1 respectively during seizures and after epileptogenic injuries both in human epilepsy
and in the corresponding experimental models (Vezzani et al., 2011b). Targeting the single
components of this complex pathway drastically reduced induced or spontaneous seizures
(Iori et al., 2013; Maroso et al., 2010). The IL-1β/IL-1R1 axis has been targeted also during
epileptogenesis by using a combination of two anti-inflammatory drugs: anakinra, the
recombinant IL-1R1 receptor antagonist, and VX-765, a selective caspase-1 inhibitor which
prevents the biosynthesis of the mature and biologically active form of IL-1β. This combined
treatment determined neuroprotection, but had no effect on epilepsy development (Noe et
al., 2013) thus suggesting that the blockade of the IL-1/IL-1R1 axis was not sufficient to arrest
epileptogenesis. The same study provided additional evidence that blockade of the IL-1/IL-1R1
axis did not affect TLR4 signaling activation which per se plays a role in epileptogenesis. In fact,
mice deficient in TLR4 developed a milder form of epilepsy (Iori et al., 2013). These findings
together raised the hypothesis that a combination of drugs targeting simultaneously both the
IL-1R1 and TLR4 signalings was required to attain an efficient inhibition of epileptogenesis.
Therefore, I applied a rational combination of anti-inflammatory drugs, namely anakinra and
BoxA, a fragment of HMGB1 with antagonistic properties, using a treatment protocol
previously shown to interfere with seizure mechanisms (Iori et al., 2013; Maroso et al., 2010;
Vezzani et al., 2000). Ifenprodil was additionally used to block NR2B-NMDAR which represents
one molecular target of IL-1/IL-1R1 and HMGB1/TLR4 signaling mediating excitotoxicity
(Balosso et al., 2008, 2014).
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6.2 SPECIFIC MATERIALS AND METHODS
Electrical SE model
SE was induced by electrical stimulation of the CA3 region of ventral hippocampus (General
materials and methods, Section 3.3.2 and 3.4.2). Rats exposed to electrical SE were
randomized in treatment group (n=9) injected with a combination of anti-inflammatory drugs
during epileptogenesis and placebo group (n=9) receiving the corresponding vehicles. The day
before electrode implantation rats were anesthetized with 1.5% isoﬂuorane and surgically
prepared with jugular catheters (Cervo et al., 2013) for intravenous injection of drugs. This
procedure lasted for about 30 min. Drugs or their vehicles were injected for one week starting
1 h after SE induction to encompass the epileptogenesis phase preceding disease onset, then
treatment was stopped. Rats were video-EEG monitored continuously from the induction of SE
until the first two spontaneous seizures occurred (i.e., epilepsy onset; General materials and
methods, Section 3.4.2) and for 2 consecutive weeks at 2 and at 4 months post-SE to count
spontaneous seizure number as the primary outcome measure (Figure 6.1, 6.2 and 6.4). A
rational combination of anti-inflammatory drugs was used: anakinra, the human recombinant
IL-1 receptor antagonist (Dinarello et al., 2012) (10 mg/200 µl/rat, intravenously, i.v., once/daily)
and BoxA, a fragment of HMGB1 with antagonist activity (Andersson and Tracey, 2011) (100
µg/200 µl/rat, i.v., once/daily) together with ifenprodil, an antagonist of the NR2B-containing
NMDA receptor (NMDAR) (Williams, 2001) (20 mg/kg, i.p, once/daily). A group of vehicleinjected rats were implanted with electrodes but were not exposed to SE and were used as
SHAM control for time-matched blood HMGB1 measurements (n=9) (see data in Chapter 7).
Rats were weighted before SE induction (baseline condition) and at 2 months and 4 months
post-SE. Finally, rats were weighted before their sacrifice for histological brain analysis at 4.5
months post-SE (Figure 6.1 and 6.3).
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Figure 6.1. Experimental design in adult rats exposed to electrical SE. The time window of treatment
administration post-SE and EEG recordings are reported, as well as the time points at which rats were
weighted during the experiment. Time of blood withdrawal for HMGB1 measurement (Chapter 7) is
indicated (data in Figure 7.4). Video-EEG recordings were done continuously from SE induction until the
onset of the first two spontaneous seizures (epilepsy diagnosis), and for 2 consecutive weeks (24/7) at 2
and 4 months (mo) post-SE. One hour after SE induction, rats were randomized into treatment and
vehicle group (n=9 rats each group). Treatment included anakinra+Box-A+ifenprodil (SE+DRUG). SHAM
rats (n=9) were electrode-implanted but not stimulated, and received vehicles. Rats were sacrified at
the end of the last EEG recording session for histological analysis of cell loss.

Analysis of SE, quantification of seizures and calculation of seizure
progression index
No pharmacological intervention was done to stop SE after its onset since no mortality is
observed in this model. SE severity was evaluated by EEG analysis by measuring its total
duration and the number of spikes during the ﬁrst 8 h using Clampﬁt 9.0 program (Axon
Instruments, Union City, CA, U.S.A.). SE ended when spike frequency was lower than 1 Hz (1
spike/sec, see General materials and methods, Section 3.4.4).
The progression index was calculated for each rat as the ratio between the total number of
seizures occurring between 4.0 and 4.5 months divided by the total number of seizures
occuring from 2.0 to 2.5 months in the treatment and the vehicle-injected groups. The odds in
each experimental group were calculated as the ratio between the number of seizures
experienced by rats from 4.0 to 4.5 months and the total number of seizures from 2.0 to 2.5
months. The Odds Ratio was the ratio between the odds of treatment and vehicle groups.
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Analysis of neurodegeneration
At the end of experiments, i.e. 4.5 months post-SE, rats were transcardially perfused and their
brains were harvested (n=9 rats each group). Cell loss was measured as previously described in
both hemispheres (Figure 6.5) (Filibian et al., 2012; Noé et al., 2013; Pascente et al., 2016). For a
detailed protocol see General materials and methods, Section 3.6.2.

6.3 RESULTS
6.3.1 Effect of a combined anti-inflammatory treatment on SE and animal
weight
Drugs or their vehicles were injected in rats for one week starting 1 h after SE induction. In
order to check whether the drug combination modified SE, its duration and severity were
measured. SE duration was not modified by the anti-inflammatory treatment (Figure 6.2A;
SE+Vehicle, 8.7 ± 1.2 h; SE+Drug, 7.9 ± 0.4 h, n=9 each group). The number of spikes calculated
during 8 h of SE, which is the average duration of SE in rats, was similar between drug- and
vehicle-injected rats (Figure 6.2B; SE+Vehicle, 31426 ± 3826; SE+Drug, 38684 ± 2380). Figure 6.3
shows that rats exposed to SE and injected with vehicles significantly lost weight at 2 months
as compared to their baseline and to sham rats. Rats treated with anti-inflammatory drugs did
not lose weight during disease development thus indicating they were in a healthier state than
their vehicle-injected SE-exposed controls.
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Figure 6.2. Anti-inflammatory drugs administered during epileptogenesis did not modify electrical SE and
spontaneous seizure onset in rats. Panel (A, B): Quantitative measures of SE as assessed by EEG analysis,
(A) SE duration and (B) number of spikes during 8 h of SE. Panel (C): Spontaneous seizure onset in
vehicle- and drug-treated rats. Data are the mean ± s.e.m. (n=9 rats each group), no statistical difference
was measured by Mann-Whitney test.

Figure 6.3. Anti-inflammatory drugs administered during epileptogenesis prevented weight loss in
electrical SE-exposed rats. Bargrams report the weight of rats at baseline and post-SE during disease
development in the vehicle and treatment groups as compared to SHAM rats. Data are the mean ±
s.e.m. (n=9 rats each group). *p<0.05, **p<0.01 by Kruskal-Wallis test.
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6.3.2 Effect of a combined anti-inflammatory treatment during
epileptogenesis on spontaneous seizure onset and seizure progression
In order to assess the effect of the treatment on epilepsy development, rats were EEG
recorded to detect the onset of the first two spontaneous seizures. The time of spontaneous
seizure onset was not modified by the treatment (Figure 6.2C; SE+Vehicle, 8.4 ± 1.8 days;
SE+Drug, 11.6 ± 1.7 days).
The number of seizures occurring during 2 consecutive weeks was reckoned at 2 and 4 months
post-SE and the progression index was calculated (Table 6.1). In the 80% of vehicle-injected
rats, seizure frequency was increased by 5-fold on average between 2 and 4 months after SE.
The 45% of rats treated with the anti-inflammatory drug combination showed a 2-fold increase
in seizure frequency, while the 33% of treated rats showed a 3-fold reduction in seizure
frequency (Table 6.1).
Seven out of 9 rats in the vehicle group had a progression index higher than 1 indicating
disease progression while in the remaining 2 rats there was no seizure progression. In the
treatment group, 4 out of 9 rats showed a non-progressive disease and 1 rat did not
experience any seizure (Table 6.1).
The progression index in rats exposed to SE and treated with anti-inflammatory drugs was
significantly reduced as compared to SE-rats treated with vehicles (Figure 6.4A; SE+Vehicle, 4.6
± 1.5; SE+Drug, 1.1 ± 0.4). The odds ratio (OR: 0.24; p=0.008) indicated that drug-treated rats at
2 months post-SE had a 76% reduced risk of developing seizures at 4 months vs vehicle-treated
rats (Figure 6.4B).
Overall, these data show that the combined anti-inflammatory treatment had a diseasemodifying effect by reducing the progression of the disease.
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Table 6.1. Number of spontaneous seizures and progression index in vehicle- and drug-treated rats exposed
to electrical SE.
Exp group
Vehicle
Vehicle
Vehicle
Vehicle
Vehicle
Vehicle
Vehicle
Vehicle
Vehicle
Treatment
Treatment
Treatment
Treatment
Treatment
Treatment
Treatment
Treatment
Treatment

Number of seizure
at 2 months
post-SE
9
3
6
3
0
4
0
7
2
1
4
2
29
10
11
28
15
0

Number of seizure
at 4 months
post-SE
41
8
8
20
2
60
3
3
1
2
10
4
75
7
3
1
0
0

Progression
index
4.56
2.67
1.33
6.67
n.a.
15.00
n.a.
0.43
0.50
2.00
2.50
2.00
2.59
0.70
0.27
0.04
0.00
0.00

n.a.: not applicable refers to rats in which no seizures were detected at 2 months. For statistical analysis,
these rats were attributed the average progression index measured in the corresponding vehicle group.
Gray areas include rats which did not progress in each experimental group. All rats were used for statistical
analysis.

147

Figure 6.4. Anti-inflammatory drugs administered during epileptogenesis prevented disease progression
in electrical SE-exposed rats. Panel (A): Progression index (i.e., the ratio between the number of seizures
at 4 months and at 2 months post-SE) in vehicle- and drug-treated rats. A value=1 means lack of
progression. Data are the mean ± s.e.m. (n=9 rats each group), *p<0.05 vs vehicle by Mann-Whitney
test. Raw data in Table 6.1. Panel (B): Odds ratio (OR: 0.24; p=0.008) indicates that drug-treated rats
evaluated at 2 months have a 76% reduced risk of developing seizures at 4 months vs vehicle-treated
rats. Treatment included anakinra+BoxA+ifenprodil (SE+DRUG) (detailed protocol in Specific materials
and methods, Section 6.2).

6.3.3

Effect

of

a

combined

anti-inflammatory

treatment

on

neurodegeneration
Neurodegeneration was assessed by Nissl staining in drug- and vehicle-injected rats in the
chronic epileptic phase at the end of EEG recording. In accordance with previous evidence in
the same rat model of electrical SE (Noe et al., 2013; Pauletti et al., 2017), there was a
significant neuronal cell loss in hippocampus and parahippocampal areas (entorhinal and
frontoparietal cortices) as compared to sham rats (Figure 6.5). The drug combination did not
provide neuroprotection since it did not modify the number of CA1 and CA3 pyramidal
neurons, hilar interneurons, or neurons in entorhinal and frontoparietal cortices as compared
to vehicle-injected rats (Figure 6.5).
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neurodegeneration in electrical SE-exposed rats. Panel (A) shows representative photomicrographs of
Nissl-stained hippocampal sections. First row, boxed and dotted areas in the hippocampal slice
represent where cell quantification was done. Panel (B) shows the relative quantification of neuronal
cell loss in rats exposed to electrical SE and treated with vehicle or anti-inflammatory drugs for 1 week
(n=9 each group). Rats were sacrified 4.5 months post-SE (protocol in Figure 6.1). Data are expressed as
absolute number of neurons (mean ± s.e.m. ; n=9 rats each group). *p<0.05, **p<0.01 by Kruskal-Wallis
test. Scale bar: 250 µm; 50µm. EC= entorhinal cortex; FrPaC= frontoparietal cortex.
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6.4 DISCUSSION
The anti-inflammatory drug combination administred during epileptogenesis did not modify
the acute epileptogenic injury, namely SE, thus its therapeutic effects were not due to
modifications of the initial insult. The anti-inflammatory drug combination showed a diseasemodifying effect since it reduced the progression of seizures during the disease development
and improved the health state of the animals, which is otherwise compromised by SE, as
shown by the prevention of body weight loss compared to vehicle-injected SE rats. In rats
treated with the anti-inflammatory drug combination, although the progression index is
significantly reduced, the number of seizures at 2 months post-SE trends to be higher than in
vehicle-treated rats. It is possible that this apparent initial worsening of seizures as opposed to
the reduced seizures at the late stage of epilepsy is due to the interference with protective
inflammatory responses activated in the first hours following SE (Serhan et al., 2005). In
support of this data interpretation is the evidence that our treatment protocol did not afford
neuroprotection whereas anti-inflammatory drugs admnistration when started 3 h after SE
was indeed neuroprotective (Noé et al., 2013). A longer treatment schedule might be also
required for attaining neuroprotection with the present drug combination. The lack of
neuroprotective effect with the present drug combination may also be due to additional
differences in the treatment design in the two studies. (1) Different combinations of drugs
were used, namely VX-765 and anakinra (Noé et al., 2013) vs anakinra, ifenprodil and BoxA. (2)
Administration protocols were different since anakinra was continuously infused
subcutaneously by osmotic minipumps in the previous study (Noé et al., 2013) while in the
present study anakinra was administered once daily by intravenous injection.
This study demonstrates that a combined anti-inflammatory treatment transiently
administered after the epileptogenic insult, although not preventing epilepsy onset,
significantly arrested disease progression. In accordance with our data, there is evidence that:
(1) an anti-inflammatory drug combinations using anakinra and a COX-2 inhibitor, but not each
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drug given alone, reduced chronic spontaneous seizures (Table 1.4.3) (Kwon et al., 2013); (2) an
epigenetic approach using miRNA146a which reduces IRAK1/2 and TRAF6 therefore inhibiting
both the IL-1R1 and TLR4 signaling (Quinn and O’Neill, 2011), or a combination of VX-765 and a
TLR4 antagonist, prevented disease progression and reduced up to 90% chronic seizure
recurrence (Iori et al., 2017b).
Altogether, these data show that combined anti-inflammatory treatments is a promising
strategy to effectively interfere with epileptogenesis.
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CHAPTER 7 - MOLECULAR ISOFORMS OF HMGB1 AS
NOVEL BIOMARKERS FOR EPILEPTOGENESIS
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7.1 INTRODUCTION
An unmet clinical need in epilepsy is the lack of non invasive biomarkers of epileptogenesis
which could be easily measureable, such as soluble molecules detectable in the blood, and
possibly reflecting epileptogenesis mechanisms taking place in the brain. Neuroinflammation is
induced and plays a pivotal role in epileptogenesis (Vezzani et al., 2013). More specifically, IL1R1/TLR4 axis is activated during seizures and epileptogenesis and its pharmacological
targeting mediates disease modifying effects, as previously described and discussed in Chapter
6. The endogenous danger signal, HMGB1, promotes neuroinflammation by activating TLR4.
HMGB1 is increased in neurons and glia in human drug-resistant epileptic foci (Maroso et al.,
2010; Zurolo et al., 2011) and in the corresponding animal models (Maroso et al., 2010). The
disulfide isoform of HMGB1 which is generated by oxidative stress promotes seizures and cell
loss (Balosso et al., 2014; Iori et al., 2013; Maroso et al., 2010) and contributes to cognitive
deficits (Mazarati et al, 2013). Moreover, mice lacking TLR4 are intrinsically less susceptible to
seizures and less prone to develop epilepsy (Iori et al., 2013; Maroso et al., 2010).
Based on this evidence, HMGB1, which is readily measurable in blood, might be a valuable
biomarker of neuroinflammation and as such it may predict the therapeutic response to antiinflammatory drugs. Moreover, since this molecule is implicated in seizure mechanisms it
might predict the development of epilepsy and the disease course.
The first objective of this study was therefore to establish whether a relationship exists
between brain and blood levels of HMGB1 during the acute injury (SE) and early
epileptogenesis. First, HMGB1 translocation from the nucleus to the cytoplasm was studied
during epileptogenesis since this step is required for its cellular release, hence the consequent
biological effects (Lu et al., 2014), and its potential brain-to-blood transfer. To probe and
validate the potential biomarker role of HMGB1 for epileptogenesis, two different rat models
of epileptogenesis were used. In the first model, 100% of animals developed epilepsy after SE
evoked by electrical stimulation of hippocampus in adult rats (Lothman et al., 1989). In the
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second model, about 70% of animals developed epilepsy after SE induced by
lithium+pilocarpine in pre-adolescent PN21 rats. The remaining 30% of rats did not develop
seizures, although all rats were exposed to a similar primary insult. Finally, to test HMGB1 as a
biomarker of treatment response, its blood levels were measured in rats treated with the
combined anti-inflammatory drugs that determined disease-modifying effects (Chapter 6).

7.2 SPECIFIC MATERIALS AND METHODS
Eletrical SE model
SE was induced by electrical stimulation of the CA3 region of ventral hippocampus (see
General materials and methods, Section 3.3.2 and 3.4.2) followed by onset of spontaneous
seizures at 8.4 ± 1.8 days post-SE. Three distinct cohorts of rats underwent different procedure
for sample collection depending on the analysis to be performed.
The first set of rats was transcardially perfused at 3 h, 6 h and 4 days (n=5 rats in each group)
post-SE and used for HMGB1 immunohistochemical analysis (Figure 7.2).
The second set of rats was decapitated at 3 h, 6 h and 4 days (n=5 rats in each group) after
rapid PBS perfusion and used for measurement of HMGB1 and its isoforms in the hippocampi
and in the venous blood collected from the heart atrium in each rat (before transcardial
perfusion; Figure 7.3).
The third set of rats was used for the pharmacological experiment (data in Chapter 6 and
Figure 7.4). Electrically-stimulated animals developing SE were randomly divided into 2
experimental groups (n=9/each group) and treated with vehicle (SE+Vehicle) or a combination
of anti-inflammatory drugs (SE+DRUG; as previously reported in Chapter 6). In these rats,
blood was drawn longitudinally at three time points post-SE (as indicated in Figure 6.1)
representative of disease development: 7 days (prodromal phase, preceding spontaneous
seizure onset), 14 days (encompassing the time of disease onset) and 4.5 months (chronic
epilepsy phase) (General materials and methods, Section 3.4.2).
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For the three different sets of experiments, sham-operated animals were implanted with
electrodes but not electrically stimulated (SHAM, n=5-9) and were used as vehicle-injected
controls for biochemical or histological analysis.

Lithium+Pilocarpine SE model
SE was evoked by systemic lithium+pilocarpine administration in PN21 rats (General materials
and methods, Section 3.3.3 and 3.4.3). Around 70% of rats develop epilepsy in this model after
an average time of 70 days (Marcon et al., 2009; Pascente et al., 2016). Accordingly, 12 out of 17
rats developed spontaneous seizures after being exposed to SE of similar severity and
duration. Retrospective score analysis was done after rats were identified as epileptic or nonepileptic: Score 1 (min), non-epileptic 5.0±2.8, n=5; epileptic, 3.9±0.6, n=12; Score 2 (min), nonepileptic 10.8 ± 2.5; epileptic, 10.2 ± 1.4 (General materials and methods, Section 3.4.3). The
onset of SE was determined by the time of appearance of the second stage 5 seizure and was
similar in non-epileptic (12.2 ± 2.3 h, n=5) and epileptic rats (11.7 ± 1.5 h, n=12): after this time
stage 5 seizures similarly recurred in both groups for the 6 h observation period (General
materials and methods, Section 3.4.3 and 3.4.4).
In the chronic epileptic phase, we recorded rats for 2 weeks since this is an adequate time
interval for detecting seizures based on their frequency, that is one seizure every 2-3 days
(General materials and methods, Section 3.4.3 and 3.4.4). Epileptic rats experienced 3.7 ± 0.5
clinical seizures while no seizures were observed in non-epileptic rats. Although we cannot
exclude that seizures might have occurred at a later time interval in non-epileptic rats, this
appears unlikely based on literature evidence related to this model (Kubova et al., 2004;
Sankar et al., 2000).
Epileptic rats also displayed a significant reduction in their threshold to after-discharge
induction (116 ± 38 µA, n=12; p<0.05) as compared to sham controls (220 ± 40 µA, n=7); afterdischarge threshold in non-epileptic rats without spontaneous seizures was similar to controls
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(190 ± 40 µA, n=5) (Figure 7.1; General materials and methods, Section 3.4.3). This data show
that hippocampal excitability was chronically enhanced only in rats that developed
spontaneous seizures.
HMGB1 blood measurement was done in randomly selected epileptic rats (4.0 ± 1.3 seizures/2
weeks) and non-epileptic rats (n=5 each group) and compared with 7 vehicle-treated SHAM
controls. In this rats, blood was drawn longitudinally post-SE at 23 days (prodromal phase), 73
days (encompassing the time of disease onset in 70% of rats) and 7.5 months (chronic epilepsy
phase) (Figure 7.1; General materials and methods, Section 3.4.3). SHAM animals were vehicleinjected (not exposed to SE) and used as controls for blood HMGB1 measurements and
histological brain analysis (n=5).

Figure 7.1. Experimental design in PN21 rats exposed to SE induced by lithium+pilocarpine. The scheme
depicts the time points of blood withdrawal, EEG recording (2 weeks, 24/7) and afterdischarge threshold
(ADT) in PN21 rats exposed to SE induced by lithium+pilocarpine. Data related to this protocol are
reported in Figure 7.6 and Table 7.2.

Immunohistochemistry
HMGB1 immunohistochemistry was done in order to assess its nuclear vs cytoplasmatic cellular
localization in the hippocampus of rats exposed to electrical-SE and perfused after 3 h, 6 h and
4 days compared with time-matched sham controls (Figure 7.2; General materials and
methods, Section 3.6.1). Co-localization of HMGB1 signal with GFAP, OX-42, and EBA, a marker
of endothelial cells of the BBB was done to define the cell phenotype (see General materials
and methods, Section 3.6.1). HMGB1 and GFAP immunohistochemistry was also performed at
7.5 months post-SE induced by lithium+pilocarpine in PN21 rats (Figure 7.6).
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Blood collection in rat epileptogenesis models
In the cross-sectional studies done in electrical SE rats, blood was collected by the heart atrium
(before transcardial perfusion) at 3 h, 6 h and 4 days after SE onset; in longitudinal studies
blood was drawn at representative times of disease development in each model: in electrical
SE rats, blood was collected by the jugular catheter in lightly restrained animals (see Section
6.2); in PN21 rats, blood was collected longitudinally from the tail vein in animals under light
isofluorane anaesthesia placed on a warming pad to avoid hypothermia.
Blood was drawn (~ 500 µl) using a butterfly (needle 21G) and collected in microtainer tubes.
Plasma was isolated according to standard procedures, aliquoted and stored at -80°C until
assayed. This procedure was carried out within 4 h from blood withdrawal. It has been
described that total HMGB1 levels do not change when blood samples are processed and
stored within 4 h (unpublished personal communications and outcome from scientific meeting
in 2010, ‘HMGB1 and tissue damage’ Helsinki 2010). Moreover, Daniel Antoine’s lab has
conducted studies which support this observation confirming that HMGB1 redox modifications
remain consistent when samples are also processed within 4 h (unpublished).

ELISA and liquid chromatography-tandem mass spectrometry analysis
(LC/MS-MS)
Dr. Daniel Antoine (Centre for Drug Safety Science, University of Liverpool, Liverpool, UK)
performed ELISA of total HMGB1 in blood and LC/MS-MS of HMGB1 isoforms in both
hippocampus and blood of rats that were sacrificed 3 h, 6 h and 4 days after electrical SE
(Figure 7.3). HMGB1 was also measured in blood in longitudinal studies in both electrical and
lithium+pilocarpine SE models (Figure 7.4 and 7.6).
The proteolytic digestions of HMGB1 required for LC/MS-MS analysis generates peptide
fragments that either contain the acetylation sites or the redox sensitive sequence (General
materials and methods, Section 3.7.5). HMGB1 isoforms have been determined in blood serum
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or plasma by a patented (USA US8748109 B2, Europe EP2449378, Japan 5721707) absolute
quantification method (Antoine et al., 2009, 2012), which has been extensively validated to
bioanalytical guidelines set out by the SAFE-T IMI funded biomarker consortium
(http://www.imi-safe-t.eu/).
Since a method for absolute quantification of HMGB1 isoforms has not been validated for brain
tissue as yet, HMGB1 isoforms in hippocampus are expressed as fold-change of respective
basal values.
The results shown in Figures 7.3, 7.4 and 7.6 depict acetylated HMGB1 separately from the
reduced and disufide isoforms. Since reduced and disulfide HMGB1 are mutually exclusive
isoforms, their amounts account for total HMGB1 levels.

7.3 RESULTS
7.3.1 Brain expression of HMGB1 in the electrical SE model
In control tissue, HMGB1 was expressed in nuclei of neurons and glia (Figure 7.2A). From 3 h
until 4 days post-SE, a time window preceding the onset of epilepsy in this model- as shown by
the lack of EEG and motor seizures in rats under continuous video-EEG recording- HMGB1
staining showed a progressive increase in GFAP-positive astrocytes (Figure 7.2A,B). Notably, in
all SE-exposed rats, HMGB1 staining was observed in the cytoplasm of glial cells, including
activated OX-42-positive microglia, and in EBA-positive endothelial cells of the BBB (Figure
7.2A), and was detectable in the cytoplasm of neurons in 30% of animals. These data show that
HMGB1 translocates from nucleus-to-cytoplasm before the onset of spontaneous seizures,
therefore demonstrating that its brain changes are not a mere consequence of seizure activity.
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Figure 7.2. Brain HMGB1 expression during epileptogenesis evoked by electrical SE in adult rats. Panel (A):
Representative photomicrographs of hippocampi from control rats (SHAM) or rats at 3 h, 6 h and 4 days
post-SE (n=5 each group). First row shows HMGB1 immunoreactivity in cell nuclei (arrows) or in
cytoplasm of glial cells (arrowheads). Second row shows localization of HMGB1 signal (green) in OX-42positive microglia (red), GFAP-positive astrocytes (red) and EBA-positive endothelial cells (red); colocalization signal is depicted in yellow (merge). White arrows depict cytoplasmic staining. Hoechstpositive nuclei are shown in blue. Rad: stratum radiatum; Lmol: stratum lacunosum moleculare. Scale
bar: first row 25 µm; second row 12 µm. Panel (B): Schematic representation of the progressive increase
in cytoplasmatic HMGB1 staining in astrocytes during epileptogenesis. CA1, CA3 pyramidal cell layer; h:
hilus.
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7.3.2 Blood levels of HMBG1 in the electrical SE model
We examined whether an association exists between brain and blood HMGB1 isoforms in the
same animals (Figure 7.3) In brain lysate from hippocampal tissue, the acetylated isoform
(indicator of active release) progressively increased between 3 h and 4 days post-SE, i.e. during
a time frame preceding the onset of spontaneous seizures. The redox state of HMGB1 also
changed during epileptogenesis: at 3 h post-SE, only reduced HMGB1 was formed (3-fold
increase over sham value) while between 6 h and 4 days, disulfide HMGB1 was also generated
together with reduced HMGB1. In the blood of the same animals, the acetylated and disulfide
isoforms increased with a delay of at least 6 h when compared to brain, and before
spontaneous seizure onset. The reduced isoform increased in blood concomitantly with brain
changes and, as in brain, anticipated the generation of disulfide HMGB1 which appeared in
blood at 4 days. Within the first 6 h from SE induction, circulating HMGB1 was non-acetylated,
likely reflecting its passive release from damaged cells, while at 4 days the majority of HMGB1
was acetylated, indicating active cellular release (Figure 7.3). It has previously been shown that
the active cellular release of HMGB1 is through a Ca2+-dependent secretory lysosome
mechanism which, in turn, depends on HMGB1 acetylation (Antoine et al., 2009; Gardella et al.,
2002).
These blood changes may reflect csf-to-blood transport of HMGB1 which is initially (within the
first 6 h) passively released from damaged neurons (Dingledine et al., 2014; Maroso et al.,
2010), and possibly also from BBB endothelium (Gorter et al., 2015; Lotowska et al., 2008). In
particular, at 3 h post-SE, non-acetylated and reduced HMGB1 in blood overshot the brain
changes by about 2-fold. Endothelial cells of BBB can contribute to this blood increase since
they showed increased expression of HMGB1 during epileptogenesis (Figure 7.2A), and they
can be damaged by SE (Parfenova et al., 2012).
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The progressive active release of acetylated HMGB1 may originate mainly from astrocytes, as
suggested by both the prominent astrocytic HMGB1 expression and its cytoplasmic
translocation by immunohistochemistry (Figure 7.2A,B).
Notably, the brain changes in both acetylated and disulfide isoforms preceded the respective
blood increases supporting a csf-to-blood transport.

Figure 7.3. Brain and blood HMGB1 expression levels during epileptogenesis evoked by electrical SE in
adult rats. Upper row, levels of HMGB1 isoforms in brain tissue (hippocampus) and corresponding blood
of rats (lower row) during epileptogenesis. Individual rat values are reported as dot plots (n=5 each
group). *p<0.05, **p<0.01 by Kruskal-Wallis test.

7.3.3 HMGB1 as a biomarker of epileptogenesis and treatment response
in the electrical SE model
To investigate the value of blood HMGB1 in predicting epilepsy development, we initially used
the electrically-induced SE model (also used in Figure 7.2 and 7.3) where all rats develop
epilepsy. This model allowed to test whether blood HMGB1 levels change before the onset of
spontaneous seizures, thus independently of ongoing seizure activity.
There was a progressive increase of both total HMGB1 and its acetylated and disulfide isoforms
(the latter being undetectable in SHAM rats) in blood during disease development in vehicleinjected SE-exposed rats. Notably, these changes were detected before the onset of
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spontaneous seizures (i.e. disease onset) as assessed in continuously video-EEG monitored
rats, and persisted until the chronic phase of spontaneous seizures (Figure 7.4). Before disease
onset, acetylated HMGB1 was the predominant isoform (70% of total HMGB1) reflecting active
release. This isoform plateaued early after disease onset (50% of total HMGB1) and increased
again in the chronic disease phase (4.5 months; 80% of total HMGB1). Reduced HMGB1 stably
increased around 4-fold throughout the observation period (Figure 7.4). The inactive sulfonyl
HMGB1 was not detected at any time point.
The anti-inflammatory drug combination significantly attenuated the increase in total HMGB1
and its isoforms during the prodromal phase, and abrogated blood HMGB1 changes after
disease onset (Figure 7.4). Notably, the drug combination prevented the increase in seizure
frequency determined by EEG analysis between 2 and 4.5 months post-SE in vehicle-injected
rats (Chapter 6; Table 6.1 and Figure 6.4), thus prevented disease progression. There was no
correlation between the number of chronic seizures in the 2-week recording period preceding
blood withdrawal (4.5 months post-SE) and corresponding level of total blood HMGB1 (Figure
7.5).
Receiver Operating Condition (ROC) analysis (Table 7.1) showed that both total HMGB1 and its
isoforms reliably differentiated between SHAM control and epileptic rats (AUC=1) in the
chronic phase of spontaneous seizures supporting their value as diagnostic biomarkers of
active epilepsy. Additionally, total HMGB1 and its isoforms also predicted with high fidelity
(AUC=0.9-1 range) the therapeutic response to anti-inflammatory drugs before disease onset
and at epilepsy diagnosis.
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Figure 7.4. Blood HMGB1 levels increased before epilepsy onset in electrical SE-exposed rats, and
predicted therapeutic response to anti-inflammatory drugs. Longitudinal analysis of total HMGB1 and
levels of acetylated, reduced and disulfide isoforms in blood serum at representative time points of
disease development in SE-exposed rats receiving treatment (DRUG) or corresponding VEHICLE. Blood
was drawn at 7 days (epileptogenic phase prodromal to epilepsy onset), 14 days (encompassing the time
of

disease

onset)

and

4.5

months

(chronic

epilepsy

phase).

Treatment

included

anakinra+BoxA+ifenprodil (SE+DRUG). Rats are the same as in Chapter 6 (Figure 6.3, 6.4, 6.5 and Table
6.1). Individual rat values are reported as dot plots (n=9 rats each group). *p<0.05, **p<0.01 by KruskalWallis test. The acetylated isoform level in the chronic phase (SE+VEHICLE) was significantly different
from corresponding level at disease onset and prodromal phases (p<0.01 by repeated measures one-
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way ANOVA). The disulfide isoform (SE+VEHICLE) level at disease onset and in the chronic phase was
significantly different from corresponding level in prodromal phase (p<0.05 and p<0.01, respectively);
the disulfide isoform level in the chronic phase was significantly different from corresponding level at
disease onset (p<0.05 by repeated measures one-way ANOVA).

Figure 7.5. Blood HMGB1 levels in the chronic phase did not correlate with seizure frequency. Lack of
correlation between seizure counts in rats with chronic epilepsy as assessed during 2-week video-EEG
recording 4.0-4.5 months post-SE and the relative HMGB1 blood levels collected 4.5 months post-SE
(total n=18: SE+VEHICLE, n=9 and SE+DRUG, n=9). These are the same rats as in Figure 7.4.

Table 7.1. Receiver Operating Condition (ROC) analysis in electrical SE-exposed rats injected with vehicle or
anti-inflammatory drugs.

ROC analysis shows that blood HMGB1 level discriminates between control and epileptic rats in the chronic
phase of spontaneous seizures, and between vehicle- and drug-treated rats during epileptogenesis
(prodromal phase) and at disease onset. The Area Under the Curve (AUC) and the cut off value (ng/ml) of
total HMGB1 and corresponding isoforms concentration (sensitivity at 95% specificity) is reported for each
experimental condition.
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7.3.4 HMGB1 as a biomarker of epileptogenesis in the lithium+pilocarpine
SE model
Since the changes in blood HMGB1 were detected in rats before the onset of the disease, we
validated the potential role of HMGB1 for predicting epilepsy development using the
lithium+pilocarpine SE model in which only the 70% of rats developed epilepsy.
The EEG and behavioral analysis of SE in pilocarpine-treated rats were concordant in showing
that the animals were exposed to an inciting event of similar severity and duration (see Section
7.2). In accordance, SE-induced hippocampal neuronal cell loss, which is an objective measure
of SE severity (Fujikawa, 1996), did not differ between epileptic and non-epileptic rats.
Hippocampal cell loss in CA3 pyramidal cell layer and hilus was detected in epileptic rats (n=5)
vs sham controls (not exposed to SE, n=7): number of cells, CA3, Sham, 546 ± 54; Epileptic,
454.5 ± 13 (p<0.05); Hilus, Sham, 93.9 ± 7.1; Epileptic, 38.9 ± 2.9 (p<0.01). Non epileptic rats had
a similar pattern and extent of cell loss as epileptic rats (CA3, 443.7 ± 10.6; Hilus, 37.9 ± 3.3).
Finally, the rats were classified as epileptic or non-epileptic based on two objective measures:
the presence or absence of EEG seizures at 7 months post-SE and the hippocampal ADT (see
Section 7.2).
Only those rats who developed epilepsy had increased blood levels of both total HMGB1 and
its isoforms; these changes occurred before the onset of the disease and were maintained
during disease development (Figure 7.6A). Non-epileptic rats were similar to controls at all
time points post-SE (Figure 7.6A). The inactive sulfonyl HMGB1 isoform was not detected in
any experimental condition. Moreover, post-mortem brain analysis showed that only epileptic
rats displayed increased HMGB1 expression in the hippocampus at 7.5 months post-SE with
concurrent nucleus-to-cytoplasm translocation in glial cells while non-epileptic rats were
similar to controls (Figure 7.6B). The blood changes in HMGB1 did not merely reflect reactive
gliosis since post-mortem GFAP-immunostaining was similar in the hippocampus of rats with
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epilepsy (showing elevated blood HMGB1) or without epilepsy (with no elevation of blood
HMGB1) as assessed in rats 7.5 months post-SE (Figure 7.6C).
ROC analysis showed perfect discrimination between epileptic and non-epileptic rats (AUC=1)
with both total HMGB1 and its isoforms either measured before the onset of spontaneous
seizures (prodromal phase), or at the onset of the disease, or in the chronic epilepsy phase
(Table 7.2).
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Figure 7.6. Early prediction of epilepsy development by monitoring blood HMGB1 level in
lithium+pilocarpine SE-exposed rats. Panel (A): Longitudinal analysis of total HMGB1 and acetylated,
reduced and disulfide isoform levels in blood at representative time points of disease development. Rats
are the same reported in Panel a. Blood was drawn at 23 days (epileptogenic phase prodromal to
epilepsy onset), 73 days (encompassing the time of disease onset in 70% of rats) and 7.5 months (chronic
epilepsy phase). Individual rat values are reported as dot plots; n=7 SHAM; n=5 EPILEPTIC (EPI); n=5
NON EPILEPTIC (NON EPI) rats. *p<0.05; **p<0.01 by Kruskal-Wallis test. Total HMGB1, acetylated and
disulfide isoform levels in the chronic phase (EPI) are significantly different vs corresponding levels in
prodromal phase (p<0.01 by repeated measures one-way ANOVA). Panel (B): Representative
immunohistochemical pictures of CA1 stratum radiatum depicting HMGB1 staining in control (SHAM,
n=7) and in SE rats with (EPI, n=5 out of 12) or without (NON EPI, n=5) spontaneous seizures. Brains
were harvested 7.5 months post-SE. Arrows show nuclear staining of HMGB1 in vehicle and non-epileptic
rats; arrowheads show cytoplasmic HMGB1 staining in glia in epileptic rats. Scale bar: 15 µm. Panel (C):
Representative photomicrographs showing GFAP-immunoreactive astrocytes in the CA1 region. Epileptic
and non epileptic rats (same rats as in panel B) show similar GFAP immunostaining in activated
astrocytes exhibiting hypertrophic cell body, long and thick processes. Control rats show GFAP
immunoreactivity in stellate-shaped astrocytes with thin processes denoting their resting state. Scale
bar: 50 µm.

Table 7.2. Receiver Operating Condition (ROC) analysis in pilocarpine SE-exposed rats.

ROC analysis shows that blood HMGB1 level discriminates between epileptic and non-epileptic rats during
disease development. The Area Under the Curve (AUC) and the cut off value (ng/ml) of total HMGB1 and
corresponding isoforms concentration (sensitivity at 95% specificity) is reported for each experimental
condition.
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7.4 DISCUSSION
Electrically-induced SE in adult rodents increased non-acetylated and reduced HMGB1 isoforms
in blood within hours. This is consistent with passive release of HMGB1 from injured neuronal
and endothelial cells (Maroso et al., 2010), which is known to occur in the hippocampus after
SE (Dingledine et al., 2014; Gorter et al., 2015). Following a different pilocarpine-induced
epileptogenic insult, there was also an early increase in non-acetylated and reduced HMGB1 in
the blood of rats that developed epilepsy, but not in those that did not, despite similar
neuronal cell loss. This evidence suggests that the passive release of HMGB1 following SE does
not only reflect cell death, but may also be a marker of the overall state of cell stress in
neurons, glia and BBB endothelium induced by the epileptogenic insult.
Immunohistochemical data demonstrated that HMGB1 expression is predominantly increased
in glial cells and endothelial cells of the BBB and translocates from nucleus-to-cytoplasm
before the onset of spontaneous seizures. The pathologic isoform, i.e. disulfide HMGB1, and
the acetylated isoform which translocates from nucleus-to-cytoplasm and can be released in
the extracellular space, are both increased in the brain during early epileptogenesis as
assessed by LC/MS-MS. This phenomenon is consistent with active release of HMGB1 from
activated glial cells, as supported by immunohistochemistry. Notably, the brain changes in
both acetylated and disulfide isoforms preceded the respective blood increases supporting
either HMGB1 brain-to-blood leakage due to BBB damage (Gorter et al., 2015), or csf-to-blood
diffusion (Hladky and Barrand, 2014). We cannot exclude, however, that leukocytes contribute
to blood HMGB1 changes. Both the HPA axis and the vagal nerve can mediate signal of the
inflammatory state in the brain to the blood, and this phenomenon could promote the release
of HMGB1 from circulating leukocytes. It should be noted, however, that these brain-to-blood
signals usually result in peripheral anti-inflammatory (rather than pro-inflammatory) responses
(Gaillard, 2001).
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Levels of HMGB1 and disulfide isoform after disease onset are increased progressively in
animals exposed to electrical SE and only in rats developing epilepsy after SE induced by
pilocarpine. Taken together, these results support the role for HMGB1 in the disease
pathogenesis and indicate that its brain and blood changes are not solely a consequence of
ongoing seizure activity. Indeed, HGMB1 and its isoforms increase during the early
epileptogenesis phase, when no seizures occur, and before disease onset in two different
experimental models. Secondly, there is no correlation between the number of seizures and
the level of total HMGB1 in the chronic phase of epilepsy.
Moreover, the blood changes in HMGB1 did not merely reflect reactive gliosis since postmortem GFAP-immunostaining was similar in the hippocampus of rats with epilepsy (showing
elevated blood HMGB1) or without epilepsy (with no elevation of blood HMGB1) as assessed in
rats 7.5 months post-SE.
While reduced HMGB1 has chemoattractant properties for macrophage/microglia (Yang et al.,
2005, 2012), disulfide HMGB1 induces pro-inflammatory cytokine release from immune cells by
activating TLR4 (Yang et al., 2005, 2012), and contributes to hyperexcitability and seizures in
animal models by modulating Ca2+ permeability of NR2B-NMDAR (Balosso et al., 2014; Iori et
al., 2013; Maroso et al., 2010). Additionally, TLR4 has been implicated in epileptogenesis (Iori et
al., 2013). Therefore, the release of disulfide HMGB1 in the brain following SE may contribute to
epileptogenesis and the consequent onset of spontaneous seizures. Accordingly, disulfide
HMGB1 was generated in the rat brain before the onset of spontaneous seizures. Moreover,
only rats who developed epilepsy, but not those without disease or controls, expressed this
isoform in blood. The persistence of the pathological disulfide isoform in animals who
developed epilepsy probably reflects inefficient resolution of neuroinflammation (De Simoni et
al., 2000; Marcon et al., 2009).
The combined anti-inflammatory treatment aimed at blocking the broad inflammatory cascade
originating from IL-1R1/TLR4 signaling prevented the increase in total, disulfide, acetylated and
reduced HMGB1 levels in peripheral blood from disease onset. The suppression of HMGB1 and
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its isoforms in blood at disease onset and during the chronic epilepsy phase vis-à-vis with the
absence of a complete block of seizures in treated rats suggests that the anti-inflammatory
treatment is indeed effective in reducing neuroinflammation but it was not sufficient to
resolve other concomitant mechanisms involved in the pathogenesis of seizures (as described
in Section 1.2.3). This experiment indicates that HMGB1 may be used as a non-invasive
biomarker of response to anti-inflammatory treatments with disease-modifying effect.
Furthermore, since disulfide HMGB1 seems to be the isoform promoting seizure generation
(Balosso et al., 2014), it would seem opportune to develop isoform-specific antagonists which
are still lacking (Okuma et al., 2014; Yang et al., 2002).
The data presented in this study strongly support further investigations into the utility of total
HMGB1 and its isoforms to act as biomarkers for epileptogenesis and predictors of therapeutic
effects of new anti-inflammatory agents.
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CHAPTER 8 - GENERAL DISCUSSION
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The therapeutic control or prevention of pharmacoresistant epilepsies represents an unmet
clinical need which is addressed in the field of experimental and clinical research. The next
generation of therapies for the treatment of epilepsy should target the mechanisms intimately
involved in the process of epileptogenesis with the final aim to prevent or positively modify
the course of the disease. The identification of the proper targets and the optimal time
window for intervention is crucial for the therapeutic success of anti-epileptogenesis or
disease-modifying therapies. One critical step is to move from proof-of-concept antiepileptogenesis studies in animal models to validation in preclinical trials, and eventually to
clinical translation.
Epileptogenic insults, both in experimental models and in patients, determine a condition of
neuroinflammation, characterized by the synthesis and release from innate immunity cells of
pro-inflammatory molecules with neuromodulatory properties, among which IL-1β and TNF-α,
and danger signals such as HMGB1 (Aronica et al., 2005; Boer et al., 2008; Ravizza and Vezzani,
2006; Ravizza et al., 2011). These molecules play a pathogenic role during epileptogenesis in
animal models (Vezzani et al., 2013). Experimental evidence and clinical observations indicate
that the inflammatory response to epileptogenic events is not efficiently controlled by
endogenous anti-inflammatory and homeostatic mechanisms (Aronica et al., 2007; De Simoni
et al., 2000; Pernhorst et al., 2013; Ravizza et al., 2006b; Sun et al., 2016). This means that lack
of efficient resolution mechanisms may be a crucial factor leading to persistent and excessive
neuroinflammation thereby resulting in brain dysfunction. In support, pharmacological or
genetic interventions aimed at increasing the levels of an endogenous anti-inflammatory
molecules, such as IL-1R antagonist, or reducing the extent of the neuroinflammatory response
to injuries by blocking the inflammasome or the cytokine receptors, drastically reduced the
frequency of seizures and in some instances delayed their onset in experimental models
(Maroso et al., 2011b; Ravizza and Vezzani, 2006; Vezzani et al., 2000, 2011c). Among the
endogenous molecules with anti-inflammatory and “pro-resolving” properties, there are
specialized pro-resolving mediators (SPMs), namely, lipids derived from arachidonic acid and n173

3 polyunsaturated fatty acids (e.g. LXA4, RvD1, PD1), and peptides (e.g. Annexin A1). SPMs
binding to their specific receptors (such as ALXR and ChemR23) drives the active resolution of
inflammation, by reducing the production of pro-inflammatory cytokines, the recruitment of
immune cells and increasing the synthesis of anti-inflammatory molecules.
The hypothesis underlying the research projects described in this thesis is based on the
consideration that neuroinflammation following an epileptogenic insult is not efficiently
controlled by specialized resolution mechanisms. If neuroinflammation persists and becomes
chronic, it may contribute to seizure onset and recurrence, and to the concomitant
neuropathology and neurological deficits. Therefore, in this study key pro-resolving
mechanisms were characterized during epileptogenesis. Moreover, two pharmacological
interventions aimed at preventing or limiting the pathological consequences of
neuroinflammation were performed. One approach potentiated the resolution of
inflammation and the other blocked specific pro-inflammatory signalings. Finally, a proinflammatory molecule such as HMGB1 was studied as a potential biomarker of
epileptogenesis.
In the first part of this thesis, a mouse model of epileptogenesis induced by kainic acid was
used to study the time of induction of resolution molecules versus major neuroinflammatory
cytokines in the disease phase preceding the onset of spontaneous seizures. The analyses
were performed in the hippocampus which is involved in the recurrence and generalization of
seizures. Moreover, this brain region –together with cortical areas- plays a major role in
cognitive deficits developing in epileptic mice and in humans with pharmacoresistant seizures.
The major findings showed that neuroinflammation was rapidly evoked and persisted for days
after the primary epileptogenic insult while the activation of resolution mechanisms was
significantly delayed and more transient. In fact, the levels of pro-resolving receptors, ALXR
and ChemR23, the main biosynthetic enzymes LOX5 and LOX15, and the pro-resolving peptide
Annexin A1 were all upregulated later than the pro-inflammatory counterpart. Moreover,
lipidomic analysis showed an alteration of the synthesis and metabolism of lipid mediators
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during epileptogenesis. Specifically, an up-regulation of DHA- and n-3DPA-derived
neuroprotectins and EPA-derived E-series resolvins was concomitant with a down-regulation
of AA-derived lipoxins and of DHA- and n-3DPA-derived D-series resolvins. In particular, PD1
derived from n-3DPA (PD1n-3DPA) was the one mostly up-regulated during epileptogenesis
suggesting that this lipid mediator might be one of the key player in the resolution of
neuroinflammation. Moreover, supporting findings showed therapeutic effects of an analogue
of PD1n-3DPA on spontaneous seizures. Indeed, PD1 derived from DHA reduced hippocampal
hyperexcitability following electrical stimulation and spontaneous seizure frequency in a
mouse model of epileptogenesis induced by pilocarpine administration (Musto et al., 2011,
2015). Based on this evidence, two approaches were designed in order to anticipate and
strengthen resolution mechanisms during epileptogenesis. The pharmacological treatments
were transiently administered during the epileptogenesis phase before disease onset starting 1
h after the epileptogenic insult. The first approach was aimed at boosting ALXR receptor
activation using two of its agonists: a stable analogue of LXA4 or a peptide derived from the Nterminal portion of Annexin A1. The second approach was aimed at increasing the level of PD1n3DPA

using a synthetic stable analogue (PD1n-3DPAME). These interventions were supported by

experimental data showing that the administration of analogues of LXA4 and Annexin A1
reduced neuroinfiammation after neurotrauma, in neuropathic pain, ischemia and AD (Gavins
et al., 2007; Hawkins et al., 2014; Luo et al., 2013; Martini et al., 2016; Medeiros et al., 2013;
Svensson et al., 2007; Wu et al., 2012a; Ye et al., 2010). However, our interventions for
potentiating ALXR activation did not affect IL-1β levels during epileptogenesis, thus indicating
that they were not effective in reducing neuroinflammation. One possible explanation for the
lack of anti-inflammatory effects of these molecules may rely upon the evidence that ALXR can
respond also to ligands, such as Amyloid β, serum amyloid protein A, IL-8 and CCL23 that may
promote the inflammatory response (Le et al., 2001; Waechter et al., 2012). Amyloid β-protein
precursor (APP) is increased in temporal lobe epilepsy (Sheng et al., 1994) and after
electroconvulsive shock in mice (Jang et al., 2016). Moreover, neuronal expression of APP is
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associated with heightened IL-1 immunoreactivity in human temporal lobe epilepsy (Sheng et
al., 1994). It is possible that SE-induced release of IL-1 from glial cells leads to APP production in
neurons and stimulation of ALXR during the initial phases of epileptogenesis. IL-8
concentration in serum and csf were increased rapidly after seizures in patients with refractory
epilepsy, febrile SE, severe head injury and neonatal seizures induced by hypoxic-ischaemic
encephalopathy and remained up-regulated for 4 days thereafter (Billiau et al., 2007;
Gallentine et al., 2017; Whalen et al., 2000; Youn et al., 2012). Finally, levels of CCL23 were upregulated in RE affected children (Owens et al., 2013). Alternatively, the lack of effect of the
two treatments might be explained by a sub-optimal treatment protocol due to their limited
solubility which prevented the possibility of injecting icv higher concentrations of the
molecules.
Differently, PD1n-3DPAME significantly decreased neuroinflammation during epileptogenesis,
improved post-injury weight recovery in mice, rescued the cognitive deficits and reduced
spontaneous seizure frequency and duration in the early stages of the disease. In accordance
with our findings, treatment with PD1 derived from DHA reduced astrocyte and microglia
activation and downregulated cytokine mediated activation of pro-inflammatory signaling in
an experimental model of AD and protected human retinal cells from oxidative stress
(Mukherjee et al., 2004; Zhao et al., 2011).
Further studies will assess the effect of PD1n-3DPAME on disease progression, evaluating
spontaneous seizure frequency also in the late stages of the disease. Indeed, data from our
laboratory demonstrated that anti-inflammatory and anti-oxidant drugs reduced the
progression of spontaneous seizures, thus showing disease-modifying effect (Iori et al., 2017b;
Pauletti et al., 2017).
In conclusion, these results support the idea that delayed resolution may favor the
establishment of persisting neuroinflammation. Anticipating and boosting the endogenous
pro-resolving response, with stable analogues of lipid mediators such as PD1n-3DPA, may
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represent a rational approach to reduce or prevent the pathological consequences of
neuroinflammation.
Specific mimetic drugs of endogenous pro-resolving mediators might be used as adjunctive
therapy together with the anti-seizures drugs in patients with drug-resistant seizures or in
patients with first presentation of seizures or exposed to epileptogenic injuries.
Another approach to counteract inflammation during epileptogenesis is to use specific antiinflammatory treatments. In particular, our laboratory has demonstrated that IL-1β/IL-1R1 and
HMGB1/TLR4 axes are activated during seizures and after epileptogenic injuries in humans and
in the corresponding animal models (Vezzani et al., 2011b). Targeting the single components of
this pathway drastically reduced induced or spontaneous seizures (Iori et al., 2013; Maroso et
al., 2010; Vezzani et al., 2000). Moreover, targeting IL-1-β/IL-1R1 axis was not sufficient to
prevent the activation of TLR4 signaling which per se play a role in epileptogenesis (Vezzani et
al., 2013). These findings raised the hypothesis that a combination of drugs, targeting IL-1R1
and TLR4, was required to attain an efficient inhibition of epileptogenesis. The drug
combination used in this research project included two anti-inflammatory molecules: Anakinra,
the human recombinant form of IL-1R1 antagonist, and BoxA, a fragment of HMGB1 with
antagonist activity on TLR4. In addition, Ifenprodil was used to block NR2B-NMDARs which
represent one molecular target of IL-1-β/IL-1R1 and HMGB1/TLR4 signaling mediating
excitotoxicity (Balosso et al., 2008, 2014). The combined treatment was transiently
administered for 1 week during epileptogenesis starting 1 h after the epileptogenic insult in
adult rats. This treatment protocol did not affect SE and the associated neuropathology (Noe
et al., 2013; Pauletti et al., 2017) while it prevented the progression of the disease. Treated rats
did not show the 4-fold progression in spontaneous seizures displayed by vehicle controls. In
accordance with our data, there is evidence that anti-inflammatory drug combinations using
anakinra together with a COX-2 inhibitor or VX-765 together with a TLR4 antagonist, or an
epigenetic approach using miRNA146a which inhibits both the IL-1R1 and TLR4 signaling,
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prevented disease progression and reduced chronic seizure recurrence (Iori et al., 2017b; Quinn
and O’Neill, 2011; Vezzani et al., 2015).
The last part of this research project concerned the characterization and validation of
circulating isoforms of HMGB1 as mechanistic biomarkers of epileptogenesis in animal models.
The findings showed that HMGB1 isoforms can be reliably measured in blood and they reflect
the respective brain modifications. Early after the epileptogenic injury, the non acetylated and
reduced isoforms measured in blood reflect passive release of HMGB1 from injured or stressed
neuronal, glial and endothelial cells (Dingledine et al., 2014; Gorter et al., 2015; Maroso et al.,
2010; Yang et al., 2012). At later time points of epileptogenesis, notably before the onset of
spontaneous seizures, and during disease development both acetylated and disulfide isoforms
progressively increased and accounted for the majority of total HMGB1 blood levels. This
phenomenon is consistent with active release of HMGB1 from activated glial cells, and is
predictive of epilepsy onset in animal models with high fidelity. Blood HMGB1 may reflect
brain-to-blood leakage due to BBB damage (Gorter et al., 2015), or csf-to-blood diffusion
(Hladky and Barrand, 2014), although we cannot exclude a contribution of peripheral
leukocytes to HMGB1 blood changes (Lu et al., 2013).
The data therefore support a role for HMGB1 as a mechanistic biomarker of epileptogenesis.
Accordingly, disulfide HMGB1 binding to TLR4 contributes to hyperexcitability and seizures in
animal models by modulating Ca2+ permeability of NR2B-NMDAR (Balosso et al., 2014; Iori et
al., 2013; Maroso et al., 2010). The release of disulfide HMGB1 in the brain following SE may
contribute to epileptogenesis and the consequent onset of spontaneous seizures. The
persistence of the pathological disulfide isoform in animals who developed epilepsy probably
reflects inefficient resolution of neuroinflammation (De Simoni et al., 2000; Marcon et al.,
2009).
In order to determine the relevance of animal findings for human epilepsy, our laboratory in
collaboration with the Univeristy of Liverpool undertook bridging studies in patients with drugresistant and newly-diagnosed epilepsy. Patients with long-standing, drug-resistant epilepsy
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had significantly higher total HMGB1 levels in blood compared to patients with well-controlled
epilepsy or healthy controls. Only patients with drug-resistant seizures expressed the
acetylated, actively secreted form of HMGB1. This is consistent with a previous study showing
the cytoplasmic translocation of HMGB1 in neurons and glia in surgically resected brain tissue
from drug-resistant patients (Maroso et al., 2010; Zurolo et al., 2011).
Consistent with our findings in animal models, a pilot study in newly-diagnosed patients
revealed the presence of disulfide HMGB1 not normally seen in the sera of healthy individuals
or patients with longstanding, well-controlled epilepsy. Persistent elevation of these
pathological isoform following epilepsy diagnosis was associated with subsequent seizures,
whereas disappearance of this isoform, despite elevated total HMGB1 levels, was associated
with a reduced likelihood of subsequent seizures. These data suggest that disulfide HMGB1
that is elevated early in the disease course may be a useful prognostic and predictive
biomarker of ongoing seizure activity despite anti-seizure therapy. Moreover, the disulfide
HMGB1 isoform may identify patients with a pathologic neuroinflammatory milieu. A limitation
of our findings is the small number of patients studied so far, thus, a prospective, longitudinal
study in newly-diagnosed patients with epilepsy is required to validate these findings.
Moreover, our hypothesis can be tested in prospective human clinical studies, such as in poststroke or post-traumatic epilepsy, by examining the prognostic value of total HMGB1 and its
isoforms before the first presentation of seizures.
Our data both in animals and humans indicate that the changes in blood HMGB1 are not solely
reflecting ongoing seizure activity. In the animal models of epilepsy, such changes occurred
before the onset of spontaneous seizures. Moreover, HMGB1 blood levels did not correlate
with the number of seizures in the animals or patients with epilepsy. Lastly, should HMGB1
purely reflect seizure activity then one would expect those patients with the most recent
seizures to express higher levels of the biomarker. We did not find this to be case in our
studies.
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The current prognostic models for seizure recurrence following a first seizure, and for seizure
remission following a diagnosis of epilepsy, are based on clinical factors including age, seizure
type, EEG and MRI [MESS and SANAD models (Bonnett et al., 2012; Kim et al., 2006)], but lack
precision. These models could be much improved by the addition of circulating biomarkers
such as HMGB1 and its isoforms.
Finally, the evidence obtained by measuring blood HMGB1 in rats under anti-inflammatory
treatment supports that blood HMGB1 isoforms may predict the therapeutic response to such
drugs.
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CHAPTER 9 – SUMMARY AND CONCLUSIONS
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The research project described in this thesis has provided supporting evidence to the concept
that the resolution mechanisms of neuroinflammation are impaired during epileptogenesis and
that incrementing the resolution response with specific pro-resolving molecules may improve
pathologic outcomes. Moreover, pharmacological targeting of neuroinflammation early postinjury with drugs some of which are already used clinically prevented the progression of the
disease and drastically reduced spontaneous seizures.
A major challenge is the translation of these experimental results into clinically effective
human therapies. Indeed, clinical trial designs for novel therapeutics would greatly benefit
from non-invasive biomarkers such as HMGB1 that allow early identification of patients at high
risk of developing the disorder, and those patients who might preferentially respond to
disease-modifying treatments.

182

BIBLIOGRAPHY

183

http://thetispharma.com/cms2/approach/lipid-biology/
http://www.auventx.com/auven/products/rx10045.php
http://www.anidapharma.com/lead-molecule.html
http://www.imi-safe-t.eu/
http://www.randomization.com/
Aarli, J.A. (2000). Epilepsy and the immune system. Arch Neurol 57, 1689–1692.
Abraham, S., and Shaju, M. (2013). Innovations in epilepsy management - an overview. J.
Pharm. Pharm. Sci. Publ. Can. Soc. Pharm. Sci. Soc. Can. Sci. Pharm. 16, 564–576.
Akin, D., Ravizza, T., Maroso, M., Carcak, N., Eryigit, T., Vanzulli, I., Aker, R.G., Vezzani, A., and
Onat, F.Y. (2011). IL-1beta is induced in reactive astrocytes in the somatosensory cortex of rats
with genetic absence epilepsy at the onset of spike-and-wave discharges, and contributes to
their occurrence. Neurobiol Dis 44, 259–269.
Allan, S.M., and Rothwell, N.J. (2001). Cytokines and acute neurodegeneration. Nat Rev
Neurosci 2, 734–744.
Allan, S.M., Tyrrell, P.J., and Rothwell, N.J. (2005). Interleukin-1 and neuronal injury. Nat Rev
Immunol 5, 629–640.
Andersson, U., and Tracey, K.J. (2011). HMGB1 is a therapeutic target for sterile inflammation
and infection. Annu Rev Immunol 29, 139–162.
Antoine, D.J., Williams, D.P., Kipar, A., Jenkins, R.E., Regan, S.L., Sathish, J.G., Kitteringham,
N.R., and Park, B.K. (2009). High-mobility group box-1 protein and keratin-18, circulating serum
proteins informative of acetaminophen-induced necrosis and apoptosis in vivo. Toxicol Sci 112,
521–531.
Antoine, D.J., Jenkins, R.E., Dear, J.W., Williams, D.P., McGill, M.R., Sharpe, M.R., Craig, D.G.,
Simpson, K.J., Jaeschke, H., and Park, B.K. (2012). Molecular forms of HMGB1 and keratin-18 as
mechanistic biomarkers for mode of cell death and prognosis during clinical acetaminophen
hepatotoxicity. J Hepatol 56, 1070–1079.
Arita, M., Bianchini, F., Aliberti, J., Sher, A., Chiang, N., Hong, S., Yang, R., Petasis, N.A., and
Serhan, C.N. (2005). Stereochemical assignment, antiinflammatory properties, and receptor
for the omega-3 lipid mediator resolvin E1. J. Exp. Med. 201, 713–722.
Aronica, E., and Crino, P.B. (2011). Inflammation in epilepsy: clinical observations. Epilepsia 52
Suppl 3, 26–32.
Aronica, E., Gorter, J.A., Redeker, S., Ramkema, M., Spliet, W.G., van Rijen, P.C., Leenstra, S.,
and Troost, D. (2005). Distribution, characterization and clinical significance of microglia in
glioneuronal tumours from patients with chronic intractable epilepsy. Neuropathol Appl
Neurobiol 31, 280–291.
184

Aronica, E., Boer, K., van Vliet, E.A., Redeker, S., Baayen, J.C., Spliet, W.G., van Rijen, P.C.,
Troost, D., da Silva, F.H., Wadman, W.J., et al. (2007). Complement activation in experimental
and human temporal lobe epilepsy. Neurobiol Dis 26, 497–511.
Aronica, E., Fluiter, K., Iyer, A., Zurolo, E., Vreijling, J., van Vliet, E.A., Baayen, J.C., and Gorter,
J.A. (2010). Expression pattern of miR-146a, an inflammation-associated microRNA, in
experimental and human temporal lobe epilepsy. Eur J Neurosci 31, 1100–1107.
Ayoub, S.S., Yazid, S., and Flower, R.J. (2008). Increased susceptibility of annexin-A1 null mice
to nociceptive pain is indicative of a spinal antinociceptive action of annexin-A1. Br. J.
Pharmacol. 154, 1135–1142.
Baik, E.J., Kim, E.J., Lee, S.H., and Moon, C. (1999). Cyclooxygenase-2 selective inhibitors
aggravate kainic acid induced seizure and neuronal cell death in the hippocampus. Brain Res
843, 118–129.
Balducci, C., Beeg, M., Stravalaci, M., Bastone, A., Sclip, A., Biasini, E., Tapella, L., Colombo, L.,
Manzoni, C., Borsello, T., et al. (2010). Synthetic amyloid-beta oligomers impair long-term
memory independently of cellular prion protein. Proc Natl Acad Sci U A 107, 2295–2300.
Ballabh, P., Braun, A., and Nedergaard, M. (2004). The blood-brain barrier: an overview:
structure, regulation, and clinical implications. Neurobiol Dis 16, 1–13.
Balosso, S., Ravizza, T., Perego, C., Peschon, J., Campbell, I.L., De Simoni, M.G., and Vezzani, A.
(2005). Tumor necrosis factor-alpha inhibits seizures in mice via p75 receptors. Ann Neurol 57,
804–812.
Balosso, S., Maroso, M., Sanchez-Alavez, M., Ravizza, T., Frasca, A., Bartfai, T., and Vezzani, A.
(2008). A novel non-transcriptional pathway mediates the proconvulsive effects of interleukin1beta. Brain 131, 3256–3265.
Balosso, S., Ravizza, T., Pierucci, M., Calcagno, E., Invernizzi, R.W., Di Giovanni, G., Esposito, E.,
and Vezzani, A. (2009). Molecular and functional interactions between TNF-alpha receptors
and the glutamatergic system in the mouse hippocampus: implications for seizure
susceptibility. Neuroscience 161, 293–300.
Balosso, S., Ravizza, T., Aronica, E., and Vezzani, A. (2013). The dual role of TNF-alpha and its
receptors in seizures. Exp Neurol 247C, 267–271.
Balosso, S., Liu, J., Bianchi, M.E., and Vezzani, A. (2014). Disulfide-containing High Mobility
Group Box-1 promotes N-methyl-d-aspartate receptor function and excitotoxicity by activating
Toll-like receptor 4-dependent signaling in hippocampal neurons. Antioxid Redox Signal 21,
1726–1740.
Baranzini, S.E., Laxer, K., Bollen, A., and Oksenberg, J.R. (2002). Gene expression analysis
reveals altered brain transcription of glutamate receptors and inflammatory genes in a patient
with chronic focal (Rasmussen’s) encephalitis. J Neuroimmunol 128, 9–15.
Bar-Klein, G., Klee, R., Brandt, C., Bankstahl, M., Bascuñana, P., Töllner, K., Dalipaj, H.,
Bankstahl, J.P., Friedman, A., and Löscher, W. (2016). Isoflurane prevents acquired epilepsy in
rat models of temporal lobe epilepsy. Ann. Neurol. 80, 896–908.

185

Bartfai, T., Sanchez-Alavez, M., Andell-Jonsson, S., Schultzberg, M., Vezzani, A., Danielsson, E.,
and Conti, B. (2007). Interleukin-1 system in CNS stress: seizures, fever, and neurotrauma. Ann
N Acad Sci 1113, 173–177.
Bauer, J., Rauschka, H., and Lassmann, H. (2001). Inflammation in the nervous system: the
human perspective. Glia 36, 235–243.
Bazan, N.G. (2003). Synaptic lipid signaling: significance of polyunsaturated fatty acids and
platelet-activating factor. J. Lipid Res. 44, 2221–2233.
Bazan, N.G. (2005). Neuroprotectin D1 (NPD1): a DHA-derived mediator that protects brain and
retina against cell injury-induced oxidative stress. Brain Pathol. Zurich Switz. 15, 159–166.
Bazan, N.G., Marcheselli, V.L., and Cole-Edwards, K. (2005). Brain response to injury and
neurodegeneration: endogenous neuroprotective signaling. Ann. N. Y. Acad. Sci. 1053, 137–147.
Beattie, E.C., Stellwagen, D., Morishita, W., Bresnahan, J.C., Ha, B.K., Von Zastrow, M., Beattie,
M.S., and Malenka, R.C. (2002). Control of synaptic strength by glial TNFalpha. Science 295,
2282–2285.
Becker, A.J., Pitsch, J., Sochivko, D., Opitz, T., Staniek, M., Chen, C.-C., Campbell, K.P., Schoch,
S., Yaari, Y., and Beck, H. (2008). Transcriptional upregulation of Cav3.2 mediates
epileptogenesis in the pilocarpine model of epilepsy. J. Neurosci. Off. J. Soc. Neurosci. 28,
13341–13353.
Belayev, L., Khoutorova, L., Atkins, K.D., and Bazan, N.G. (2009). Robust docosahexaenoic acidmediated neuroprotection in a rat model of transient, focal cerebral ischemia. Stroke 40, 3121–
3126.
Ben-Ari, Y., and Cossart, R. (2000). Kainate, a double agent that generates seizures: two
decades of progress. Trends Neurosci. 23, 580–587.
Ben-Ari, Y., and Lagowska, J. (1978). [Epileptogenic action of intra-amygdaloid injection of
kainic acid]. Comptes Rendus Hebd. Seances Acad. Sci. Ser. Sci. Nat. 287, 813–816.
Berg, A.T., and Scheffer, I.E. (2011). New concepts in classification of the epilepsies: entering
the 21st century. Epilepsia 52, 1058–1062.
Bernard, C., Anderson, A., Becker, A., Poolos, N.P., Beck, H., and Johnston, D. (2004). Acquired
dendritic channelopathy in temporal lobe epilepsy. Science 305, 532–535.
Bernardino, L., Xapelli, S., Silva, A.P., Jakobsen, B., Poulsen, F.R., Oliveira, C.R., Vezzani, A.,
Malva, J.O., and Zimmer, J. (2005). Modulator effects of interleukin 1beta and tumor necrosis
factor-alpha on AMPA-induced excitotoxicity in mouse organotypic hippocampal slice cultures.
J Neurosci 25, 6734–6744.
Bertram, E.H., and Cornett, J. (1993). The ontogeny of seizures in a rat model of limbic
epilepsy: evidence for a kindling process in the development of chronic spontaneous seizures.
Brain Res. 625, 295–300.
Bertram, E.H., and Cornett, J.F. (1994). The evolution of a rat model of chronic spontaneous
limbic seizures. Brain Res 661, 157–162.

186

Bezzi, P., Domercq, M., Vesce, S., and Volterra, A. (2001). Neuron-astrocyte cross-talk during
synaptic transmission: physiological and neuropathological implications. Prog Brain Res 132,
255–265.
Bialer, M., Johannessen, S.I., Levy, R.H., Perucca, E., Tomson, T., and White, H.S. (2013).
Progress report on new antiepileptic drugs: a summary of the Eleventh Eilat Conference (EILAT
XI). Epilepsy Res 103, 2–30.
Bien, C.G., Vincent, A., Barnett, M.H., Becker, A.J., Blumcke, I., Graus, F., Jellinger, K.A., Reuss,
D.E., Ribalta, T., Schlegel, J., et al. (2012). Immunopathology of autoantibody-associated
encephalitides: clues for pathogenesis. Brain 135, 1622–1638.
Billiau, A.D., Witters, P., Ceulemans, B., Kasran, A., Wouters, C., and Lagae, L. (2007).
Intravenous immunoglobulins in refractory childhood-onset epilepsy: effects on seizure
frequency, EEG activity, and cerebrospinal fluid cytokine profile. Epilepsia 48, 1739–1749.
Blackwell, G.J., Carnuccio, R., Di Rosa, M., Flower, R.J., Parente, L., and Persico, P. (1980).
Macrocortin: a polypeptide causing the anti-phospholipase effect of glucocorticoids. Nature
287, 147–149.
Blumcke, I., Vinters, H.V., Armstrong, D., Aronica, E., Thom, M., and Spreafico, R. (2009).
Malformations of cortical development and epilepsies: neuropathological findings with
emphasis on focal cortical dysplasia. Epileptic Disord 11, 181–193.
Boer, K., Spliet, W.G., van Rijen, P.C., Redeker, S., Troost, D., and Aronica, E. (2006). Evidence
of activated microglia in focal cortical dysplasia. J Neuroimmunol 173, 188–195.
Boer, K., Jansen, F., Nellist, M., Redeker, S., van den Ouweland, A.M., Spliet, W.G., van
Nieuwenhuizen, O., Troost, D., Crino, P.B., and Aronica, E. (2008). Inflammatory processes in
cortical tubers and subependymal giant cell tumors of tuberous sclerosis complex. Epilepsy
Res 78, 7–21.
Bolkvadze, T., Nissinen, J., Kharatishvili, I., and Pitkanen, A. (2009). A development of posttraumatic epilepsy in C57BL/6 mice after controlled cortical impact. Soc. Neuotrauma Meet.
Bonnett, L., Smith, C.T., Smith, D., Williamson, P., Chadwick, D., and Marson, A.G. (2012).
Prognostic factors for time to treatment failure and time to 12 months of remission for
patients with focal epilepsy: post-hoc, subgroup analyses of data from the SANAD trial. Lancet
Neurol 11, 331–340.
Bouilleret, V., Ridoux, V., Depaulis, A., Marescaux, C., Nehlig, A., and Le Gal La Salle, G. (1999).
Recurrent seizures and hippocampal sclerosis following intrahippocampal kainate injection in
adult mice: electroencephalography, histopathology and synaptic reorganization similar to
mesial temporal lobe epilepsy. Neuroscience 89, 717–729.
Brandt, C., Potschka, H., Löscher, W., and Ebert, U. (2003). N-methyl-D-aspartate receptor
blockade after status epilepticus protects against limbic brain damage but not against epilepsy
in the kainate model of temporal lobe epilepsy. Neuroscience 118, 727–740.
Brandt, C., Gastens, A.M., Sun, M. zhen, Hausknecht, M., and Löscher, W. (2006). Treatment
with valproate after status epilepticus: effect on neuronal damage, epileptogenesis, and
behavioral alterations in rats. Neuropharmacology 51, 789–804.

187

Bruce, A.J., Boling, W., Kindy, M.S., Peschon, J., Kraemer, P.J., Carpenter, M.K., Holtsberg,
F.W., and Mattson, M.P. (1996). Altered neuronal and microglial responses to excitotoxic and
ischemic brain injury in mice lacking TNF receptors. Nat Med 2, 788–794.
Bush, T.G., Puvanachandra, N., Horner, C.H., Polito, A., Ostenfeld, T., Svendsen, C.N., Mucke, L.,
Johnson, M.H., and Sofroniew, M.V. (1999). Leukocyte infiltration, neuronal degeneration, and
neurite outgrowth after ablation of scar-forming, reactive astrocytes in adult transgenic mice.
Neuron 23, 297–308.
Buxbaum, J.D., Oishi, M., Chen, H.I., Pinkas-Kramarski, R., Jaffe, E.A., Gandy, S.E., and
Greengard, P. (1992). Cholinergic agonists and interleukin 1 regulate processing and secretion
of the Alzheimer beta/A4 amyloid protein precursor. Proc. Natl. Acad. Sci. U. S. A. 89, 10075–
10078.
Byelashov, O.A., Sinclair, A.J., and Kaur, G. (2015). Dietary sources, current intakes, and
nutritional role of omega-3 docosapentaenoic acid. Lipid Technol. 27, 79–82.
Cacheaux, L.P., Ivens, S., David, Y., Lakhter, A.J., Bar-Klein, G., Shapira, M., Heinemann, U.,
Friedman, A., and Kaufer, D. (2009). Transcriptome profiling reveals TGF-beta signaling
involvement in epileptogenesis. J Neurosci 29, 8927–8935.
Cervo, L., Di Clemente, A., Orru, A., Moro, F., Cassina, C., Pich, E.M., Corsi, M., Gozzi, A., and
Bifone, A. (2013). Inhibition of glycine transporter-1 reduces cue-induced nicotine-seeking, but
does not promote extinction of conditioned nicotine cue responding in the rat. Addict Biol 18,
800–811.
Champeil-Potokar, G., Chaumontet, C., Guesnet, P., Lavialle, M., and Denis, I. (2006).
Docosahexaenoic acid (22:6n-3) enrichment of membrane phospholipids increases gap
junction coupling capacity in cultured astrocytes. Eur. J. Neurosci. 24, 3084–3090.
Chan, M.M.-Y., and Moore, A.R. (2010). Resolution of inflammation in murine autoimmune
arthritis is disrupted by cyclooxygenase-2 inhibition and restored by prostaglandin E2-mediated
lipoxin A4 production. J. Immunol. Baltim. Md 1950 184, 6418–6426.
Cho, K.-O., Lybrand, Z.R., Ito, N., Brulet, R., Tafacory, F., Zhang, L., Good, L., Ure, K., Kernie,
S.G., Birnbaum, S.G., et al. (2015). Aberrant hippocampal neurogenesis contributes to epilepsy
and associated cognitive decline. Nat. Commun. 6, 6606.
Chrzaszcz, M., Venkatesan, C., Dragisic, T., Watterson, D.M., and Wainwright, M.S. (2010).
Minozac treatment prevents increased seizure susceptibility in a mouse “two-hit” model of
closed skull traumatic brain injury and electroconvulsive shock-induced seizures. J
Neurotrauma 27, 1283–1295.
Chu, K., Jung, K.H., Lee, S.T., Kim, J.H., Kang, K.M., Kim, H.K., Lim, J.S., Park, H.K., Kim, M., Lee,
S.K., et al. (2008). Erythropoietin reduces epileptogenic processes following status epilepticus.
Epilepsia 49, 1723–1732.
Clausen, F., Hanell, A., Bjork, M., Hillered, L., Mir, A.K., Gram, H., and Marklund, N. (2009).
Neutralization of interleukin-1beta modifies the inflammatory response and improves
histological and cognitive outcome following traumatic brain injury in mice. Eur J Neurosci 30,
385–396.

188

Colas, R.A., Shinohara, M., Dalli, J., Chiang, N., and Serhan, C.N. (2014). Identification and
signature profiles for pro-resolving and inflammatory lipid mediators in human tissue. Am. J.
Physiol. Cell Physiol. 307, C39-54.
D’Acquisto, F., Perretti, M., and Flower, R.J. (2008). Annexin-A1: a pivotal regulator of the
innate and adaptive immune systems. Br J Pharmacol 155, 152–169.
D’Ambrosio, R., Fairbanks, J.P., Fender, J.S., Born, D.E., Doyle, D.L., and Miller, J.W. (2004).
Post-traumatic epilepsy following fluid percussion injury in the rat. Brain J. Neurol. 127, 304–
314.
David, S., and Kroner, A. (2011). Repertoire of microglial and macrophage responses after
spinal cord injury. Nat. Rev. Neurosci. 12, 388–399.
Davis, C.N., Tabarean, I., Gaidarova, S., Behrens, M.M., and Bartfai, T. (2006). IL-1beta induces a
MyD88-dependent and ceramide-mediated activation of Src in anterior hypothalamic neurons.
J Neurochem 98, 1379–1389.
De Simoni, M.G., Perego, C., Ravizza, T., Moneta, D., Conti, M., Marchesi, F., De Luigi, A.,
Garattini, S., and Vezzani, A. (2000). Inflammatory cytokines and related genes are induced in
the rat hippocampus by limbic status epilepticus. Eur J Neurosci 12, 2623–2633.
Decker, Y., McBean, G., and Godson, C. (2009). Lipoxin A4 inhibits IL-1beta-induced IL-8 and
ICAM-1 expression in 1321N1 human astrocytoma cells. Am. J. Physiol. Cell Physiol. 296, C14201427.
DeLorenzo, R.J., Pellock, J.M., Towne, A.R., and Boggs, J.G. (1995). Epidemiology of status
epilepticus. J Clin Neurophysiol 12, 316–325.
Devinsky, O., Vezzani, A., Najjar, S., De Lanerolle, N.C., and Rogawski, M.A. (2013). Glia and
epilepsy: excitability and inflammation. Trends Neurosci 36, 174–184.
Devinsky, O., Marsh, E., Friedman, D., Thiele, E., Laux, L., Sullivan, J., Miller, I., Flamini, R.,
Wilfong, A., Filloux, F., et al. (2016). Cannabidiol in patients with treatment-resistant epilepsy:
an open-label interventional trial. Lancet Neurol. 15, 270–278.
Diamond, M.L., Ritter, A.C., Failla, M.D., Boles, J.A., Conley, Y.P., Kochanek, P.M., and Wagner,
A.K. (2014). IL-1beta associations with posttraumatic epilepsy development: a genetics and
biomarker cohort study. Epilepsia 55, 1109–1119.
Dinarello, C.A. (1996). Biologic basis for interleukin-1 in disease. Blood 87, 2095–2147.
Dinarello, C.A. (2005). Interleukin-1beta. Crit. Care Med. 33, S460-462.
Dinarello, C.A., Simon, A., and van der Meer, J.W. (2012). Treating inflammation by blocking
interleukin-1 in a broad spectrum of diseases. Nat Rev Drug Discov 11, 633–652.
Dingledine, R., Varvel, N.H., and Dudek, F.E. (2014). When and how do seizures kill neurons, and
is cell death relevant to epileptogenesis? Adv Exp Med Biol 813, 109–122.
Dingledine, R., Coulter, D.A., Fritsch, B., Gorter, J.A., Lelutiu, N., McNamara, J., Nadler, J.V.,
Pitkänen, A., Rogawski, M.A., Skene, P., et al. (2017). Transcriptional profile of hippocampal
dentate granule cells in four rat epilepsy models. Sci. Data 4, 170061.
189

Dinkel, K., MacPherson, A., and Sapolsky, R.M. (2003). Novel glucocorticoid effects on acute
inflammation in the CNS. J Neurochem 84, 705–716.
Dityatev, A. (2010). Remodeling of extracellular matrix and epileptogenesis. Epilepsia 51 Suppl
3, 61–65.
Diviney, M., Reynolds, J.P., and Henshall, D.C. (2015). Comparison of short-term effects of
midazolam and lorazepam in the intra-amygdala kainic acid model of status epilepticus in mice.
Epilepsy Behav 51, 191–198.
Dube, C., Boyet, S., Marescaux, C., and Nehlig, A. (2001). Relationship between neuronal loss
and interictal glucose metabolism during the chronic phase of the lithium-pilocarpine model of
epilepsy in the immature and adult rat. Exp Neurol 167, 227–241.
Dube, C., Richichi, C., Bender, R.A., Chung, G., Litt, B., and Baram, T.Z. (2006). Temporal lobe
epilepsy after experimental prolonged febrile seizures: prospective analysis. Brain 129, 911–922.
Dube, C.M., Ravizza, T., Hamamura, M., Zha, Q., Keebaugh, A., Fok, K., Andres, A.L., Nalcioglu,
O., Obenaus, A., Vezzani, A., et al. (2010). Epileptogenesis provoked by prolonged
experimental febrile seizures: mechanisms and biomarkers. J Neurosci 30, 7484–7494.
Dudek, F.E., and Staley, K.J. (2012). The Time Course and Circuit Mechanisms of Acquired
Epileptogenesis.
Engel, J., Pitkanen, A., Loeb, J.A., Dudek, F.E., Bertram, E.H., Cole, A.J., Moshe, S.L., Wiebe, S.,
Jensen, F.E., Mody, I., et al. (2013). Epilepsy biomarkers. Epilepsia 54 Suppl 4, 61–69.
Eriksson, C., Winblad, B., and Schultzberg, M. (1998). Kainic acid induced expression of
interleukin-1 receptor antagonist mRNA in the rat brain. Brain Res Mol Brain Res 58, 195–208.
Fabene, P.F., Mora, G.N., Martinello, M., Rossi, B., Merigo, F., Ottoboni, L., Bach, S., Angiari, S.,
Benati, D., Chakir, A., et al. (2008). A role for leukocyte-endothelial adhesion mechanisms in
epilepsy. Nat Med 14, 1377–1383.
Fantuzzi, G., and Dinarello, C.A. (1999). Interleukin-18 and interleukin-1 beta: two cytokine
substrates for ICE (caspase-1). J Clin Immunol 19, 1–11.
Farina, C., Aloisi, F., and Meinl, E. (2007). Astrocytes are active players in cerebral innate
immunity. Trends Immunol 28, 138–145.
Ferdinandusse, S., Denis, S., Mooijer, P.A., Zhang, Z., Reddy, J.K., Spector, A.A., and Wanders,
R.J. (2001). Identification of the peroxisomal beta-oxidation enzymes involved in the
biosynthesis of docosahexaenoic acid. J. Lipid Res. 42, 1987–1995.
Fernandez-Patron, C., and Filep, J.G. (2012). GPCRs in cardiovascular pathologies. Drug Discov.
Today Dis. Mech. 9, e75–e78.
Filibian, M., Frasca, A., Maggioni, D., Micotti, E., Vezzani, A., and Ravizza, T. (2012). In vivo
imaging of glia activation using 1H-magnetic resonance spectroscopy to detect putative
biomarkers of tissue epileptogenicity. Epilepsia 53, 1907–1916.
Fisher, R.S. (2017). The New Classification of Seizures by the International League Against
Epilepsy 2017. Curr. Neurol. Neurosci. Rep. 17, 48.
190

Fisher, R.S., Acevedo, C., Arzimanoglou, A., Bogacz, A., Cross, J.H., Elger, C.E., Engel, J.,
Forsgren, L., French, J.A., Glynn, M., et al. (2014). ILAE official report: a practical clinical
definition of epilepsy. Epilepsia 55, 475–482.
Flower, R.J. (1988). Eleventh Gaddum memorial lecture. Lipocortin and the mechanism of
action of the glucocorticoids. Br. J. Pharmacol. 94, 987–1015.
Franklin, K.B.J., and Paxinos, G. (2008). The mouse brain in stereotaxic coordinates. Acad.
Press San Diego.
Frasca, A., Aalbers, M., Frigerio, F., Fiordaliso, F., Salio, M., Gobbi, M., Cagnotto, A., Gardoni, F.,
Battaglia, G.S., Hoogland, G., et al. (2011). Misplaced NMDA receptors in epileptogenesis
contribute to excitotoxicity. Neurobiol Dis 43, 507–515.
Fredman, G., and Serhan, C.N. (2011). Specialized proresolving mediator targets for RvE1 and
RvD1 in peripheral blood and mechanisms of resolution. Biochem. J. 437, 185–197.
Friedman, W.J. (2001). Cytokines regulate expression of the type 1 interleukin-1 receptor in rat
hippocampal neurons and glia. Exp Neurol 168, 23–31.
Friedman, A., and Heinemann, U. (2012). Role of Blood-Brain Barrier Dysfunction in
Epileptogenesis. In Jasper’s Basic Mechanisms of the Epilepsies, 4th Edition, J.L. Noebels, ed.
(Bethesda (MD): National Center for Biotechnology Information (US); 2012.), p.
Friedman, A., Kaufer, D., and Heinemann, U. (2009). Blood-brain barrier breakdown-inducing
astrocytic transformation: novel targets for the prevention of epilepsy. Epilepsy Res 85, 142–
149.
Frigerio, F., Frasca, A., Weissberg, I., Parrella, S., Friedman, A., Vezzani, A., and Noé, F.M. (2012).
Long-lasting pro-ictogenic effects induced in vivo by rat brain exposure to serum albumin in
the absence of concomitant pathology. Epilepsia 53, 1887–1897.
Fujikawa, D.G. (1996). The temporal evolution of neuronal damage from pilocarpine-induced
status epilepticus. Brain Res 725, 11–22.
Gaillard, R.C. (2001). Interaction between the hypothalamo-pituitary-adrenal axis and the
immunological system. Ann. Endocrinol. 62, 155–163.
Gallentine, W.B., Shinnar, S., Hesdorffer, D.C., Epstein, L., Nordli, D.R., Lewis, D.V., Frank, L.M.,
Seinfeld, S., Shinnar, R.C., Cornett, K., et al. (2017). Plasma cytokines associated with febrile
status epilepticus in children: A potential biomarker for acute hippocampal injury. Epilepsia 58,
1102–1111.
Gao, F., Liu, Y., Li, X., Wang, Y., Wei, D., and Jiang, W. (2012). Fingolimod (FTY720) inhibits
neuroinflammation and attenuates spontaneous convulsions in lithium-pilocarpine induced
status epilepticus in rat model. Pharmacol Biochem Behav 103, 187–196.
Gardella, S., Andrei, C., Ferrera, D., Lotti, L.V., Torrisi, M.R., Bianchi, M.E., and Rubartelli, A.
(2002). The nuclear protein HMGB1 is secreted by monocytes via a non-classical, vesiclemediated secretory pathway. EMBO Rep 3, 995–1001.
Garden, G.A., and Möller, T. (2006). Microglia biology in health and disease. J. Neuroimmune
Pharmacol. Off. J. Soc. NeuroImmune Pharmacol. 1, 127–137.
191

Gavins, F.N.E., and Hickey, M.J. (2012). Annexin A1 and the regulation of innate and adaptive
immunity. Front. Immunol. 3, 354.
Gavins, F.N., Dalli, J., Flower, R.J., Granger, D.N., and Perretti, M. (2007). Activation of the
annexin 1 counter-regulatory circuit affords protection in the mouse brain microcirculation.
Faseb J 21, 1751–1758.
Gerke, V., and Moss, S.E. (2002). Annexins: from structure to function. Physiol. Rev. 82, 331–371.
Gerke, V., Creutz, C.E., and Moss, S.E. (2005). Annexins: linking Ca2+ signalling to membrane
dynamics. Nat. Rev. Mol. Cell Biol. 6, 449–461.
Giera, M., Ioan-Facsinay, A., Toes, R., Gao, F., Dalli, J., Deelder, A.M., Serhan, C.N., and
Mayboroda, O.A. (2012). Lipid and lipid mediator profiling of human synovial fluid in
rheumatoid arthritis patients by means of LC-MS/MS. Biochim. Biophys. Acta 1821, 1415–1424.
Gobbetti, T., Dalli, J., Colas, R.A., Federici Canova, D., Aursnes, M., Bonnet, D., Alric, L.,
Vergnolle, N., Deraison, C., Hansen, T.V., et al. (2017). Protectin D1n-3 DPA and resolvin D5n-3
DPA are effectors of intestinal protection. Proc. Natl. Acad. Sci. U. S. A. 114, 3963–3968.
Gofshteyn, J.S., Wilfong, A., Devinsky, O., Bluvstein, J., Charuta, J., Ciliberto, M.A., Laux, L., and
Marsh, E.D. (2017). Cannabidiol as a Potential Treatment for Febrile Infection-Related Epilepsy
Syndrome (FIRES) in the Acute and Chronic Phases. J. Child Neurol. 32, 35–40.
Gorter, J.A., van Vliet, E.A., and Aronica, E. (2015). Status epilepticus, blood-brain barrier
disruption, inflammation, and epileptogenesis. Epilepsy Behav 49, 13–16.
Goshen, I., and Yirmiya, R. (2009). Interleukin-1 (IL-1): a central regulator of stress responses.
Front Neuroendocr. 30, 30–45.
Goshen, I., Kreisel, T., Ounallah-Saad, H., Renbaum, P., Zalzstein, Y., Ben-Hur, T., Levy-Lahad, E.,
and Yirmiya, R. (2007). A dual role for interleukin-1 in hippocampal-dependent memory
processes. Psychoneuroendocrinology 32, 1106–1115.
Hanisch, U.K., and Kettenmann, H. (2007). Microglia: active sensor and versatile effector cells
in the normal and pathologic brain. Nat Neurosci 10, 1387–1394.
Hansen, T.V., Dalli, J., and Serhan, C.N. (2017). The novel lipid mediator PD1n-3 DPA: An
overview of the structural elucidation, synthesis, biosynthesis and bioactions. Prostaglandins
Other Lipid Mediat.
Harrison, J.L., Rowe, R.K., Ellis, T.W., Yee, N.S., O’Hara, B.F., Adelson, P.D., and Lifshitz, J.
(2015). Resolvins AT-D1 and E1 differentially impact functional outcome, post-traumatic sleep,
and microglial activation following diffuse brain injury in the mouse. Brain. Behav. Immun. 47,
131–140.
Hawkins, K.E., DeMars, K.M., Singh, J., Yang, C., Cho, H.S., Frankowski, J.C., Doré, S., and
Candelario-Jalil, E. (2014). Neurovascular protection by post-ischemic intravenous injections of
the lipoxin A4 receptor agonist, BML-111, in a rat model of ischemic stroke. J. Neurochem. 129,
130–142.
Hellier, J.L., Patrylo, P.R., Buckmaster, P.S., and Dudek, F.E. (1998). Recurrent spontaneous
motor seizures after repeated low-dose systemic treatment with kainate: assessment of a rat
model of temporal lobe epilepsy. Epilepsy Res 31, 73–84.
192

Henshall, D.C., and Kobow, K. (2015). Epigenetics and Epilepsy. Cold Spring Harb. Perspect.
Med. 5.
Henshall, D.C., Clark, R.S., Adelson, P.D., Chen, M., Watkins, S.C., and Simon, R.P. (2000).
Alterations in bcl-2 and caspase gene family protein expression in human temporal lobe
epilepsy. Neurology 55, 250–257.
Henshall, D.C., Hamer, H.M., Pasterkamp, R.J., Goldstein, D.B., Kjems, J., Prehn, J.H.M.,
Schorge, S., Lamottke, K., and Rosenow, F. (2016). MicroRNAs in epilepsy: pathophysiology
and clinical utility. Lancet Neurol. 15, 1368–1376.
Herová, M., Schmid, M., Gemperle, C., and Hersberger, M. (2015). ChemR23, the receptor for
chemerin and resolvin E1, is expressed and functional on M1 but not on M2 macrophages. J.
Immunol. Baltim. Md 1950 194, 2330–2337.
Hladky, S.B., and Barrand, M.A. (2014). Mechanisms of fluid movement into, through and out
of the brain: evaluation of the evidence. Fluids Barriers CNS 11, 26.
Holtman, L., van Vliet, E.A., van Schaik, R., Queiroz, C.M., Aronica, E., and Gorter, J.A. (2009).
Effects of SC58236, a selective COX-2 inhibitor, on epileptogenesis and spontaneous seizures in
a rat model for temporal lobe epilepsy. Epilepsy Res 84, 56–66.
Huang, Y., Doherty, J.J., and Dingledine, R. (2002). Altered histone acetylation at glutamate
receptor 2 and brain-derived neurotrophic factor genes is an early event triggered by status
epilepticus. J. Neurosci. Off. J. Soc. Neurosci. 22, 8422–8428.
Hutchinson, E., Avery, A., and VandeWoude, S. (2005). Environmental enrichment for
laboratory rodents. ILAR Journal, 46, 148–161.
Ichiyama, T., Okada, K., Lipton, J.M., Matsubara, T., Hayashi, T., and Furukawa, S. (2000).
Sodium valproate inhibits production of TNF-alpha and IL-6 and activation of NF-kappaB. Brain
Res 857, 246–251.
Iori, V., Maroso, M., Rizzi, M., Iyer, A.M., Vertemara, R., Carli, M., Agresti, A., Antonelli, A.,
Bianchi, M.E., Aronica, E., et al. (2013). Receptor for Advanced Glycation Endproducts is
upregulated in temporal lobe epilepsy and contributes to experimental seizures. Neurobiol Dis
58, 102–114.
Iori, V., Frigerio, F., and Vezzani, A. (2016). Modulation of neuronal excitability by immune
mediators in epilepsy. Curr. Opin. Pharmacol. 26, 118–123.
Iori, V., Aronica, E., and Vezzani, A. (2017a). Epigenetic control of epileptogenesis by miR-146a.
Oncotarget 8, 45040–45041.
Iori, V., Iyer, A.M., Ravizza, T., Beltrame, L., Paracchini, L., Marchini, S., Cerovic, M., Hill, C.,
Ferrari, M., Zucchetti, M., et al. (2017b). Blockade of the IL-1R1/TLR4 pathway mediates diseasemodification therapeutic effects in a model of acquired epilepsy. Neurobiol. Dis. 99, 12–23.
Isokawa, M. (2000). Remodeling dendritic spines of dentate granule cells in temporal lobe
epilepsy patients and the rat pilocarpine model. Epilepsia 41 Suppl 6, S14-17.
Iyer, A., Zurolo, E., Spliet, W.G., van Rijen, P.C., Baayen, J.C., Gorter, J.A., and Aronica, E. (2010).
Evaluation of the innate and adaptive immunity in type I and type II focal cortical dysplasias.
Epilepsia 51, 1736–1773.
193

Jabs, R., Seifert, G., and Steinhäuser, C. (2008). Astrocytic function and its alteration in the
epileptic brain. Epilepsia 49 Suppl 2, 3–12.
Jang, S.-S., Royston, S.E., Lee, G., Wang, S., and Chung, H.J. (2016). Seizure-Induced
Regulations of Amyloid-β, STEP61, and STEP61 Substrates Involved in Hippocampal Synaptic
Plasticity. Neural Plast. 2016, 2123748.
Jessberger, S., Nakashima, K., Clemenson, G.D., Mejia, E., Mathews, E., Ure, K., Ogawa, S.,
Sinton, C.M., Gage, F.H., and Hsieh, J. (2007). Epigenetic modulation of seizure-induced
neurogenesis and cognitive decline. J Neurosci 27, 5967–5975.
Jiang, J., Yang, M.S., Quan, Y., Gueorguieva, P., Ganesh, T., and Dingledine, R. (2015).
Therapeutic window for cyclooxygenase-2 related anti-inflammatory therapy after status
epilepticus. Neurobiol Dis 76, 126–136.
Jimenez-Mateos, E.M., Engel, T., Merino-Serrais, P., McKiernan, R.C., Tanaka, K., Mouri, G.,
Sano, T., O’Tuathaigh, C., Waddington, J.L., Prenter, S., et al. (2012). Silencing microRNA-134
produces neuroprotective and prolonged seizure-suppressive effects. Nat Med 18, 1087–1094.
Jin, H., Li, Y.H., Xu, J.S., Guo, G.Q., Chen, D.L., and Bo, Y. (2012). Lipoxin A4 analog attenuates
morphine antinociceptive tolerance, withdrawal-induced hyperalgesia, and glial reaction and
cytokine expression in the spinal cord of rat. Neuroscience 208, 1–10.
John, G.R., Lee, S.C., Song, X., Rivieccio, M., and Brosnan, C.F. (2005). IL-1-regulated responses
in astrocytes: relevance to injury and recovery. Glia 49, 161–176.
Jope, R.S., Morrisett, R.A., and Snead, O.C. (1986). Characterization of lithium potentiation of
pilocarpine-induced status epilepticus in rats. Exp. Neurol. 91, 471–480.
Jung, K.H., Chu, K., Lee, S.T., Kim, J., Sinn, D.I., Kim, J.M., Park, D.K., Lee, J.J., Kim, S.U., Kim, M.,
et al. (2006). Cyclooxygenase-2 inhibitor, celecoxib, inhibits the altered hippocampal
neurogenesis with attenuation of spontaneous recurrent seizures following pilocarpineinduced status epilepticus. Neurobiol Dis 23, 237–246.
Jutila, L., Immonen, A., Partanen, K., Partanen, J., Mervaala, E., Ylinen, A., Alafuzoff, I., Paljärvi,
L., Karkola, K., Vapalahti, M., et al. (2002). Neurobiology of epileptogenesis in the temporal
lobe. Adv. Tech. Stand. Neurosurg. 27, 5–22.
Jyonouchi, H. (2016). Intractable Epilepsy (IE) and Responses to Anakinra, a Human
Recombinant IL-1 Receptor Antagonist (IL-1Ra): Case Reports. J. Clin. Cell. Immunol. 7, 456–
460.
Kanner, A.M., Mazarati, A., and Koepp, M. (2014). Biomarkers of epileptogenesis: psychiatric
comorbidities (?). Neurotherapeutics 11, 358–372.
Karhunen, H., Nissinen, J., Sivenius, J., Jolkkonen, J., and Pitkänen, A. (2006). A long-term
video-EEG and behavioral follow-up after endothelin-1 induced middle cerebral artery occlusion
in rats. Epilepsy Res. 72, 25–38.
Karhunen, H., Bezvenyuk, Z., Nissinen, J., Sivenius, J., Jolkkonen, J., and Pitkänen, A. (2007).
Epileptogenesis after cortical photothrombotic brain lesion in rats. Neuroscience 148, 314–324.

194

Kelly, K.M., Kharlamov, A., Hentosz, T.M., Kharlamova, E.A., Williamson, J.M., Bertram, E.H.,
Kapur, J., and Armstrong, D.M. (2001). Photothrombotic brain infarction results in seizure
activity in aging Fischer 344 and Sprague Dawley rats. Epilepsy Res. 47, 189–203.
Kenney-Jung, D.L., Vezzani, A., Kahoud, R.J., LaFrance-Corey, R.G., Ho, M.L., Muscardin, T.W.,
Wirrell, E.C., Howe, C.L., and Payne, E.T. (2016). Febrile infection-related epilepsy syndrome
treated with anakinra. Ann. Neurol. 80, 939–945.
Kharatishvili, I., Nissinen, J.P., McIntosh, T.K., and Pitkanen, A. (2006). A model of
posttraumatic epilepsy induced by lateral fluid-percussion brain injury in rats. Neuroscience
140, 685–697.
Kim, L.G., Johnson, T.L., Marson, A.G., and Chadwick, D.W. (2006). Prediction of risk of seizure
recurrence after a single seizure and early epilepsy: further results from the MESS trial. Lancet
Neurol 5, 317–322.
Klitgaard, H. (2013). Epilepsy therapy: anticonvulsants, lessons learned and unmet medical
needs. Interview by Rona Williamson. Expert Rev. Neurother. 13, 13–14.
Kobow, K., Auvin, S., Jensen, F., Loscher, W., Mody, I., Potschka, H., Prince, D., Sierra, A.,
Simonato, M., Pitkanen, A., et al. (2012). Finding a better drug for epilepsy: antiepileptogenesis
targets. Epilepsia 53, 1868–1876.
Kochanek, P.M., Vagni, V.A., Janesko, K.L., Washington, C.B., Crumrine, P.K., Garman, R.H.,
Jenkins, L.W., Clark, R.S.B., Homanics, G.E., Dixon, C.E., et al. (2006). Adenosine A1 receptor
knockout mice develop lethal status epilepticus after experimental traumatic brain injury. J.
Cereb. Blood Flow Metab. Off. J. Int. Soc. Cereb. Blood Flow Metab. 26, 565–575.
Kralic, J.E., Ledergerber, D.A., and Fritschy, J.M. (2005). Disruption of the neurogenic potential
of the dentate gyrus in a mouse model of temporal lobe epilepsy with focal seizures. Eur J
Neurosci 22, 1916–1927.
Kreutzberg, G.W. (1996). Microglia: a sensor for pathological events in the CNS. Trends
Neurosci 19, 312–318.
Kubova, H., Mares, P., Suchomelova, L., Brozek, G., Druga, R., and Pitkanen, A. (2004). Status
epilepticus in immature rats leads to behavioural and cognitive impairment and
epileptogenesis. Eur J Neurosci 19, 3255–3265.
Kunz, T., and Oliw, E.H. (2001). Nimesulide aggravates kainic acid-induced seizures in the rat.
Pharmacol Toxicol 88, 271–276.
Kwon, Y.S., Pineda, E., Auvin, S., Shin, D., Mazarati, A., and Sankar, R. (2013). Neuroprotective
and antiepileptogenic effects of combination of anti-inflammatory drugs in the immature
brain. J Neuroinflammation 10, 30.
Lagarde, S., Villeneuve, N., Trébuchon, A., Kaphan, E., Lepine, A., McGonigal, A., Roubertie, A.,
Barthez, M.A., Trommsdorff, V., LeFranc, J., et al. (2016). Anti-tumor necrosis factor alpha
therapy (adalimumab) in Rasmussen’s encephalitis. An open pilot study. Epilepsia 57, 956–966.
Lai, H.C., and Jan, L.Y. (2006). The distribution and targeting of neuronal voltage-gated ion
channels. Nat Rev Neurosci 7, 548–562.

195

Lamkanfi, M., Sarkar, A., Vande Walle, L., Vitari, A.C., Amer, A.O., Wewers, M.D., Tracey, K.J.,
Kanneganti, T.D., and Dixit, V.M. (2010). Inflammasome-dependent release of the alarmin
HMGB1 in endotoxemia. J Immunol 185, 4385–4392.
de Lanerolle, N.C., Lee, T.-S., and Spencer, D.D. (2010). Astrocytes and epilepsy. Neurother. J.
Am. Soc. Exp. Neurother. 7, 424–438.
Le, Y., Gong, W., Tiffany, H.L., Tumanov, A., Nedospasov, S., Shen, W., Dunlop, N.M., Gao, J.L.,
Murphy, P.M., Oppenheim, J.J., et al. (2001). Amyloid (beta)42 activates a G-protein-coupled
chemoattractant receptor, FPR-like-1. J. Neurosci. Off. J. Soc. Neurosci. 21, RC123.
Lehnardt, S. (2010). Innate immunity and neuroinflammation in the CNS: the role of microglia in
Toll-like receptor-mediated neuronal injury. Glia 58, 253–263.
Lehner, J., Wittwer, C., Fersching, D., Siegele, B., Holdenrieder, S., and Stoetzer, O.J. (2012).
Methodological and preanalytical evaluation of an HMGB1 immunoassay. Anticancer Res 32,
2059–2062.
Lehtimaki, K.A., Peltola, J., Koskikallio, E., Keranen, T., and Honkaniemi, J. (2003). Expression of
cytokines and cytokine receptors in the rat brain after kainic acid-induced seizures. Brain Res
Mol Brain Res 110, 253–260.
Lehtimaki, K.A., Keranen, T., Huhtala, H., Hurme, M., Ollikainen, J., Honkaniemi, J., Palmio, J.,
and Peltola, J. (2004). Regulation of IL-6 system in cerebrospinal fluid and serum
compartments by seizures: the effect of seizure type and duration. J Neuroimmunol 152, 121–
125.
Leroy, C., Pierre, K., Simpson, I.A., Pellerin, L., Vannucci, S.J., and Nehlig, A. (2011). Temporal
changes in mRNA expression of the brain nutrient transporters in the lithium-pilocarpine
model of epilepsy in the immature and adult rat. Neurobiol Dis 43, 588–597.
Levy, B.D., Clish, C.B., Schmidt, B., Gronert, K., and Serhan, C.N. (2001). Lipid mediator class
switching during acute inflammation: signals in resolution. Nat. Immunol. 2, 612–619.
Li, T., Quan Lan, J., Fredholm, B.B., Simon, R.P., and Boison, D. (2007). Adenosine dysfunction
in astrogliosis: cause for seizure generation? Neuron Glia Biol. 3, 353–366.
Li, Y., Korgaonkar, A.A., Swietek, B., Wang, J., Elgammal, F.S., Elkabes, S., and Santhakumar, V.
(2015). Toll-like receptor 4 enhancement of non-NMDA synaptic currents increases dentate
excitability after brain injury. Neurobiol. Dis. 74, 240–253.
Liang, X., Wu, L., Wang, Q., Hand, T., Bilak, M., McCullough, L., and Andreasson, K. (2007).
Function of COX-2 and prostaglandins in neurological disease. J. Mol. Neurosci. MN 33, 94–99.
Liu, G., Gu, B., He, X.P., Joshi, R.B., Wackerle, H.D., Rodriguiz, R.M., Wetsel, W.C., and
McNamara, J.O. (2013). Transient inhibition of TrkB kinase after status epilepticus prevents
development of temporal lobe epilepsy. Neuron 79, 31–38.
Logroscino, G., Hesdorffer, D.C., Cascino, G., Annegers, J.F., and Hauser, W.A. (1997). Shortterm mortality after a first episode of status epilepticus. Epilepsia 38, 1344–1349.
Loscher, W., Klitgaard, H., Twyman, R.E., and Schmidt, D. (2013). New avenues for anti-epileptic
drug discovery and development. Nat Rev Drug Discov 12, 757–776.
196

Lothman, E.W., Bertram, E.H., Bekenstein, J.W., and Perlin, J.B. (1989). Self-sustaining limbic
status epilepticus induced by “continuous” hippocampal stimulation: electrographic and
behavioral characteristics. Epilepsy Res 3, 107–119.
Lotowska, J.M., Sobaniec-Lotowska, M.E., Sendrowski, K., Sobaniec, W., and Artemowicz, B.
(2008). Ultrastructure of the blood-brain barrier of the gyrus hippocampal cortex in an
experimental model of febrile seizures and with the use of a new generation antiepileptic
drug--topiramate. Folia Neuropathol 46, 57–68.
Lu, B., Wang, H., Andersson, U., and Tracey, K.J. (2013). Regulation of HMGB1 release by
inflammasomes. Protein Cell 4, 163–167.
Lu, B., Wang, C., Wang, M., Li, W., Chen, F., Tracey, K.J., and Wang, H. (2014). Molecular
mechanism and therapeutic modulation of high mobility group box 1 release and action: an
updated review. Expert Rev Clin Immunol 10, 713–727.
Lubin, F.D. (2012). Epileptogenesis: can the science of epigenetics give us answers? Epilepsy
Curr 12, 105–110.
Lucas, S.M., Rothwell, N.J., and Gibson, R.M. (2006). The role of inflammation in CNS injury and
disease. Br J Pharmacol 147 Suppl 1, S232-40.
Lukiw, W.J., Cui, J.-G., Marcheselli, V.L., Bodker, M., Botkjaer, A., Gotlinger, K., Serhan, C.N.,
and Bazan, N.G. (2005). A role for docosahexaenoic acid-derived neuroprotectin D1 in neural
cell survival and Alzheimer disease. J. Clin. Invest. 115, 2774–2783.
Luo, C.-L., Li, Q.-Q., Chen, X.-P., Zhang, X.-M., Li, L.-L., Li, B.-X., Zhao, Z.-Q., and Tao, L.-Y. (2013).
Lipoxin A4 attenuates brain damage and downregulates the production of pro-inflammatory
cytokines and phosphorylated mitogen-activated protein kinases in a mouse model of
traumatic brain injury. Brain Res. 1502, 1–10.
Ma, L., Cui, X.L., Wang, Y., Li, X.W., Yang, F., Wei, D., and Jiang, W. (2012). Aspirin attenuates
spontaneous recurrent seizures and inhibits hippocampal neuronal loss, mossy fiber sprouting
and aberrant neurogenesis following pilocarpine-induced status epilepticus in rats. Brain Res
1469, 103–113.
Maldonado, M., Baybis, M., Newman, D., Kolson, D.L., Chen, W., McKhann, G., Gutmann, D.H.,
and Crino, P.B. (2003). Expression of ICAM-1, TNF-alpha, NF kappa B, and MAP kinase in tubers
of the tuberous sclerosis complex. Neurobiol Dis 14, 279–290.
Marcheselli, V.L., Hong, S., Lukiw, W.J., Tian, X.H., Gronert, K., Musto, A., Hardy, M., Gimenez,
J.M., Chiang, N., Serhan, C.N., et al. (2003). Novel docosanoids inhibit brain ischemiareperfusion-mediated leukocyte infiltration and pro-inflammatory gene expression. J. Biol.
Chem. 278, 43807–43817.
Marchi, N., Fan, Q., Ghosh, C., Fazio, V., Bertolini, F., Betto, G., Batra, A., Carlton, E., Najm, I.,
Granata, T., et al. (2009). Antagonism of peripheral inflammation reduces the severity of status
epilepticus. Neurobiol Dis 33, 171–181.
Marcon, J., Gagliardi, B., Balosso, S., Maroso, M., Noe, F., Morin, M., Lerner-Natoli, M., Vezzani,
A., and Ravizza, T. (2009). Age-dependent vascular changes induced by status epilepticus in rat
forebrain: implications for epileptogenesis. Neurobiol Dis 34, 121–132.

197

Mariani, F., and Roncucci, L. (2015). Chemerin/chemR23 axis in inflammation onset and
resolution. Inflamm. Res. Off. J. Eur. Histamine Res. Soc. Al 64, 85–95.
Marin, I., and Kipnis, J. (2013). Learning and memory ... and the immune system. Learn Mem 20,
601–606.
Maroso, M., Balosso, S., Ravizza, T., Liu, J., Aronica, E., Iyer, A.M., Rossetti, C., Molteni, M.,
Casalgrandi, M., Manfredi, A.A., et al. (2010). Toll-like receptor 4 and high-mobility group box-1
are involved in ictogenesis and can be targeted to reduce seizures. Nat Med 16, 413–419.
Maroso, M., Balosso, S., Ravizza, T., Liu, J., Bianchi, M.E., and Vezzani, A. (2011a). Interleukin-1
type 1 receptor/Toll-like receptor signalling in epilepsy: the importance of IL-1beta and highmobility group box 1. J Intern Med 270, 319–326.
Maroso, M., Balosso, S., Ravizza, T., Iori, V., Wright, C.I., French, J., and Vezzani, A. (2011b).
Interleukin-1beta biosynthesis inhibition reduces acute seizures and drug resistant chronic
epileptic activity in mice. Neurotherapeutics 8, 304–315.
Martini, A.C., Berta, T., Forner, S., Chen, G., Bento, A.F., Ji, R.-R., and Rae, G.A. (2016). Lipoxin
A4 inhibits microglial activation and reduces neuroinflammation and neuropathic pain after
spinal cord hemisection. J. Neuroinflammation 13, 75.
Mathern, G.W., Babb, T.L., Mischel, P.S., Vinters, H.V., Pretorius, J.K., Leite, J.P., and Peacock,
W.J. (1996). Childhood generalized and mesial temporal epilepsies demonstrate different
amounts and patterns of hippocampal neuron loss and mossy fibre synaptic reorganization.
Brain J. Neurol. 119 ( Pt 3), 965–987.
Matoth, I., Pinto, F., Sicsic, C., and Brenner, T. (2000). Inhibitory effect of carbamazepine on
inflammatory mediators produced by stimulated glial cells. Neurosci Res 38, 209–212.
Mattern, A., Zellmann, T., and Beck-Sickinger, A.G. (2014). Processing, signaling, and
physiological function of chemerin. IUBMB Life 66, 19–26.
Matthias, K., Kirchhoff, F., Seifert, G., Hüttmann, K., Matyash, M., Kettenmann, H., and
Steinhäuser, C. (2003). Segregated expression of AMPA-type glutamate receptors and
glutamate transporters defines distinct astrocyte populations in the mouse hippocampus. J.
Neurosci. Off. J. Soc. Neurosci. 23, 1750–1758.
Mazarati, A., Maroso, M., Iori, V., Vezzani, A., and Carli, M. (2011). High-mobility group box-1
impairs memory in mice through both toll-like receptor 4 and Receptor for Advanced Glycation
End Products. Exp Neurol 232, 143–148.
Mazarati, A.M., Wasterlain, C.G., Sankar, R., and Shin, D. (1998). Self-sustaining status
epilepticus after brief electrical stimulation of the perforant path. Brain Res. 801, 251–253.
Mazzuferi, M., Kumar, G., van Eyll, J., Danis, B., Foerch, P., and Kaminski, R.M. (2013). Nrf2
defense pathway: Experimental evidence for its protective role in epilepsy. Ann Neurol 74,
560–568.
McClelland, S., Flynn, C., Dube, C., Richichi, C., Zha, Q., Ghestem, A., Esclapez, M., Bernard, C.,
and Baram, T.Z. (2011). Neuron-restrictive silencer factor-mediated hyperpolarization-activated
cyclic nucleotide gated channelopathy in experimental temporal lobe epilepsy. Ann Neurol 70,
454–464.
198

McNamara, J.O., and Scharfman, H.E. (2012). Temporal Lobe Epilepsy and the BDNF Receptor,
TrkB. In Jasper’s Basic Mechanisms of the Epilepsies, J.L. Noebels, M. Avoli, M.A. Rogawski,
R.W. Olsen, and A.V. Delgado-Escueta, eds. (Bethesda (MD): National Center for Biotechnology
Information (US)), p.
Medeiros, R., Kitazawa, M., Passos, G.F., Baglietto-Vargas, D., Cheng, D., Cribbs, D.H., and
Laferla, F.M. (2013). Aspirin-triggered lipoxin a4 stimulates alternative activation of microglia
and reduces Alzheimer disease-like pathology in mice. Am J Pathol 182, 1780–1789.
Meng, X.F., Tan, L., Tan, M.S., Jiang, T., Tan, C.C., Li, M.M., Wang, H.F., and Yu, J.T. (2014).
Inhibition of the NLRP3 inflammasome provides neuroprotection in rats following amygdala
kindling-induced status epilepticus.
Mizwicki, M.T., Liu, G., Fiala, M., Magpantay, L., Sayre, J., Siani, A., Mahanian, M., Weitzman, R.,
Hayden, E.Y., Rosenthal, M.J., et al. (2013). 1α,25-dihydroxyvitamin D3 and resolvin D1 retune
the balance between amyloid-β phagocytosis and inflammation in Alzheimer’s disease
patients. J. Alzheimers Dis. JAD 34, 155–170.
Morin-Brureau, M., Lebrun, A., Rousset, M.C., Fagni, L., Bockaert, J., de Bock, F., and LernerNatoli, M. (2011). Epileptiform activity induces vascular remodeling and zonula occludens 1
downregulation in organotypic hippocampal cultures: role of VEGF signaling pathways. J
Neurosci 31, 10677–10688.
Mouri, G., Jimenez-Mateos, E., Engel, T., Dunleavy, M., Hatazaki, S., Paucard, A., Matsushima,
S., Taki, W., and Henshall, D.C. (2008). Unilateral hippocampal CA3-predominant damage and
short latency epileptogenesis after intra-amygdala microinjection of kainic acid in mice. Brain
Res 1213, 140–151.
Moynagh, P.N. (2005). The interleukin-1 signalling pathway in astrocytes: a key contributor to
inflammation in the brain. J. Anat. 207, 265–269.
Mukherjee, P.K., Marcheselli, V.L., Serhan, C.N., and Bazan, N.G. (2004). Neuroprotectin D1: a
docosahexaenoic acid-derived docosatriene protects human retinal pigment epithelial cells
from oxidative stress. Proc. Natl. Acad. Sci. U. S. A. 101, 8491–8496.
Müller-Redetzky, H., Lienau, J., Suttorp, N., and Witzenrath, M. (2015). Therapeutic strategies
in pneumonia: going beyond antibiotics. Eur. Respir. Rev. Off. J. Eur. Respir. Soc. 24, 516–524.
Musto, A.E., Gjorstrup, P., and Bazan, N.G. (2011). The omega-3 fatty acid-derived
neuroprotectin D1 limits hippocampal hyperexcitability and seizure susceptibility in kindling
epileptogenesis. Epilepsia 52, 1601–1608.
Musto, A.E., Walker, C.P., Petasis, N.A., and Bazan, N.G. (2015). Hippocampal neuro-networks
and dendritic spine perturbations in epileptogenesis are attenuated by neuroprotectin d1. PloS
One 10, e0116543.
Nguyen, M.D., Julien, J.P., and Rivest, S. (2002). Innate immunity: the missing link in
neuroprotection and neurodegeneration? Nat Rev Neurosci 3, 216–227.
Nissinen, J., Halonen, T., Koivisto, E., and Pitkanen, A. (2000). A new model of chronic temporal
lobe epilepsy induced by electrical stimulation of the amygdala in rat. Epilepsy Res 38, 177–205.
Noam, Y., Bernard, C., and Baram, T.Z. (2011). Towards an integrated view of HCN channel role
in epilepsy. Curr Opin Neurobiol 21, 873–879.
199

Noe, F.M., Polascheck, N., Frigerio, F., Bankstahl, M., Ravizza, T., Marchini, S., Beltrame, L.,
Banderó, C.R., Löscher, W., and Vezzani, A. (2013). Pharmacological blockade of IL-1β/IL-1
receptor type 1 axis during epileptogenesis provides neuroprotection in two rat models of
temporal lobe epilepsy. Neurobiol Dis 59, 183–193.
Nowak, M., Strzelczyk, A., Reif, P.S., Schrolemmer, K., Bauer, S., Norwood, B.A., Oertel, W.H.,
Rosenow, F., Strik, H., and Hamer, H.M. (2012). Minocycline as potent anticonvulsivant i a
patient with astrocytoma and drug resistant epilepsy. Seizure 21, 227–228.
Oby, E., and Janigro, D. (2006). The blood-brain barrier and epilepsy. Epilepsia 47, 1761–1774.
Okuma, Y., Date, I., and Nishibori, M. (2014). [Anti-high mobility group box-1 antibody therapy
for traumatic brain injury]. Yakugaku Zasshi 134, 701–705.
Okun, E., Griffioen, K., Barak, B., Roberts, N.J., Castro, K., Pita, M.A., Cheng, A., Mughal, M.R.,
Wan, R., Ashery, U., et al. (2010). Toll-like receptor 3 inhibits memory retention and constrains
adult hippocampal neurogenesis. Proc Natl Acad Sci U A 107, 15625–15630.
Okuneva, O., Korber, I., Li, Z., Tian, L., Joensuu, T., Kopra, O., and Lehesjoki, A.E. (2015).
Abnormal microglial activation in the Cstb(-/-) mouse, a model for progressive myoclonus
epilepsy, EPM1. Glia 63, 400–411.
O’Neill, L.A., and Bowie, A.G. (2007). The family of five: TIR-domain-containing adaptors in Tolllike receptor signalling. Nat Rev Immunol 7, 353–364.
Ostendorf, A.P., and Wong, M. (2015). mTOR inhibition in epilepsy: rationale and clinical
perspectives. CNS Drugs 29, 91–99.
Owens, G.C., Huynh, M.N., Chang, J.W., McArthur, D.L., Hickey, M.J., Vinters, H.V., Mathern,
G.W., and Kruse, C.A. (2013). Differential expression of interferon-γ and chemokine genes
distinguishes Rasmussen encephalitis from cortical dysplasia and provides evidence for an
early Th1 immune response. J. Neuroinflammation 10, 56.
Pachter, J.S., de Vries, H.E., and Fabry, Z. (2003). The blood-brain barrier and its role in immune
privilege in the central nervous system. J Neuropathol Exp Neurol 62, 593–604.
Pagani, F., Paolicelli, R.C., Murana, E., Cortese, B., Di Angelantonio, S., Zurolo, E., Guiducci, E.,
Ferreira, T.A., Garofalo, S., Catalano, M., D'Alessandro, G., et al. (2015). Defective microglial
development in the hippocampus of Cx3cr1 deficient mice. Front Cell Neurosci. 9, 111.
Parent, J.M. (2007). Adult neurogenesis in the intact and epileptic dentate gyrus. Prog. Brain
Res. 163, 529–540.
Parente, L., and Solito, E. (2004). Annexin 1: more than an anti-phospholipase protein. Inflamm.
Res. Off. J. Eur. Histamine. Res. Soc. Al 53, 125–132.
Parfenova, H., Tcheranova, D., Basuroy, S., Fedinec, A.L., Liu, J., and Leffler, C.W. (2012).
Functional role of astrocyte glutamate receptors and carbon monoxide in cerebral vasodilation
response to glutamate. Am J Physiol Heart Circ Physiol 302, H2257-2266.
Pascente, R., Frigerio, F., Rizzi, M., Porcu, L., Boido, M., Davids, J., Zaben, M., Tolomeo, D.,
Filibian, M., Gray, W.P., et al. (2016). Cognitive deficits and brain myo-Inositol are early
biomarkers of epileptogenesis in a rat model of epilepsy. Neurobiol Dis 93, 146–155.
200

Pauletti, A., Terrone, G., Shekh-Ahmad, T., Salamone, A., Ravizza, T., Rizzi, M., Pastore, A.,
Pascente, R., Liang, L.-P., Villa, B.R., et al. (2017). Targeting oxidative stress improves disease
outcomes in a rat model of acquired epilepsy. Brain J Neurol 140, 1885–1899.
Pavlov, I., and Schorge, S. (2014). From treatment to cure: stopping seizures, preventing
seizures, and reducing brain propensity to seize. Int Rev Neurobiol 114, 279–299.
Paxinos, G., and Watson, C. (2005). The rat brain in stereotaxic coordinates (New York:
Academic Press).
Pearson, J.N., Schulz, K.M., and Patel, M. (2014). Specific alterations in the performance of
learning and memory tasks in models of chemoconvulsant-induced status epilepticus. Epilepsy
Res 108, 1032–1040.
Pedrazzi, M., Raiteri, L., Bonanno, G., Patrone, M., Ledda, S., Passalacqua, M., Milanese, M.,
Melloni, E., Raiteri, M., Pontremoli, S., et al. (2006). Stimulation of excitatory amino acid
release from adult mouse brain glia subcellular particles by high mobility group box 1 protein. J
Neurochem 99, 827–838.
Pedrazzi, M., Averna, M., Sparatore, B., Patrone, M., Salamino, F., Marcoli, M., Maura, G.,
Cervetto, C., Frattaroli, D., Pontremoli, S., et al. (2012). Potentiation of NMDA receptordependent cell responses by extracellular high mobility group box 1 protein. PLoS One 7,
e44518.
Pekny, M., and Nilsson, M. (2005). Astrocyte activation and reactive gliosis. Glia 50, 427–434.
Pernhorst, K., Herms, S., Hoffmann, P., Cichon, S., Schulz, H., Sander, T., Schoch, S., Becker,
A.J., and Grote, A. (2013). TLR4, ATF-3 and IL8 inflammation mediator expression correlates
with seizure frequency in human epileptic brain tissue. Seizure doi:pii: S1059-1311(13)001441.10.1016/j.seizure.
Perretti, M., and D’Acquisto, F. (2009). Annexin A1 and glucocorticoids as effectors of the
resolution of inflammation. Nat Rev Immunol 9, 62–70.
Perretti, M., and Dalli, J. (2009). Exploiting the Annexin A1 pathway for the development of
novel anti-inflammatory therapeutics. Br J Pharmacol 158, 936–946.
Perretti, M., Croxtall, J.D., Wheller, S.K., Goulding, N.J., Hannon, R., and Flower, R.J. (1996).
Mobilizing lipocortin 1 in adherent human leukocytes downregulates their transmigration. Nat.
Med. 2, 1259–1262.
Pitkanen, A., and Engel, J. (2014). Past and present definitions of epileptogenesis and its
biomarkers. Neurotherapeutics 11, 231–241.
Pitkanen, A., and Lukasiuk, K. (2009). Molecular and cellular basis of epileptogenesis in
symptomatic epilepsy. Epilepsy Behav 14 Suppl 1, 16–25.
Pitkanen, A., and Lukasiuk, K. (2011). Mechanisms of epileptogenesis and potential treatment
targets. Lancet Neurol 10, 173–186.
Pitkanen, A., and McIntosh, T.K. (2006). Animal models of post-traumatic epilepsy. J
Neurotrauma 23, 241–261.

201

Pitkanen, A., and Sutula, T.P. (2002). Is epilepsy a progressive disorder? Prospects for new
therapeutic approaches in temporal-lobe epilepsy. Lancet Neurol 1, 173–181.
Pitkanen, A., Kharatishvili, I., Narkilahti, S., Lukasiuk, K., and Nissinen, J. (2005). Administration
of diazepam during status epilepticus reduces development and severity of epilepsy in rat.
Epilepsy Res 63, 27–42.
Pitkanen, A., Kharatishvili, I., Karhunen, H., Lukasiuk, K., Immonen, R., Nairismagi, J., Grohn, O.,
and Nissinen, J. (2007). Epileptogenesis in experimental models. Epilepsia 48 Suppl 2, 13–20.
Pitkanen, A., Nehlig, A., Brooks-Kayal, A.R., Dudek, F.E., Friedman, D., Galanopoulou, A.S.,
Jensen, F.E., Kaminski, R.M., Kapur, J., Klitgaard, H., et al. (2013). Issues related to
development of antiepileptogenic therapies. Epilepsia 54 Suppl 4, 35–43.
Pitkanen, A., Lukasiuk, K., Dudek, F.E., and Staley, K.J. (2015). Epileptogenesis. Cold Spring
Harb Perspect Med 5.
Plata-Salaman, C.R., Ilyin, S.E., Turrin, N.P., Gayle, D., Flynn, M.C., Romanovitch, A.E., Kelly,
M.E., Bureau, Y., Anisman, H., and McIntyre, D.C. (2000). Kindling modulates the IL-1beta
system, TNF-alpha, TGF-beta1, and neuropeptide mRNAs in specific brain regions. Brain Res
Mol Brain Res 75, 248–258.
Polascheck, N., Bankstahl, M., and Loscher, W. (2010). The COX-2 inhibitor parecoxib is
neuroprotective but not antiepileptogenic in the pilocarpine model of temporal lobe epilepsy.
Exp Neurol 224, 219–233.
Prüss, H., Rosche, B., Sullivan, A.B., Brommer, B., Wengert, O., Gronert, K., and Schwab, J.M.
(2013). Proresolution lipid mediators in multiple sclerosis - differential, disease severitydependent synthesis - a clinical pilot trial. PloS One 8, e55859.
Quinn, S.R., and O’Neill, L.A. (2011). A trio of microRNAs that control Toll-like receptor
signalling. Int Immunol 23, 421–425.
Raivich, G., Bohatschek, M., Kloss, C.U., Werner, A., Jones, L.L., and Kreutzberg, G.W. (1999).
Neuroglial activation repertoire in the injured brain: graded response, molecular mechanisms
and cues to physiological function. Brain Res. Brain Res. Rev. 30, 77–105.
Ranzato, E., Martinotti, S., Pedrazzi, M., and Patrone, M. (2012). High mobility group box
protein-1 in wound repair. Cells 1, 699–710.
Raspall-Chaure, M., Chin, R.F., Neville, B.G., and Scott, R.C. (2006). Outcome of paediatric
convulsive status epilepticus: a systematic review. Lancet Neurol 5, 769–779.
Ravizza, T., and Vezzani, A. (2006). Status epilepticus induces time-dependent neuronal and
astrocytic expression of interleukin-1 receptor type I in the rat limbic system. Neuroscience 137,
301–308.
Ravizza, T., Lucas, S.M., Balosso, S., Bernardino, L., Ku, G., Noe, F., Malva, J., Randle, J.C., Allan,
S., and Vezzani, A. (2006a). Inactivation of caspase-1 in rodent brain: a novel anticonvulsive
strategy. Epilepsia 47, 1160–1168.
Ravizza, T., Boer, K., Redeker, S., Spliet, W.G., van Rijen, P.C., Troost, D., Vezzani, A., and
Aronica, E. (2006b). The IL-1beta system in epilepsy-associated malformations of cortical
development. Neurobiol Dis 24, 128–143.
202

Ravizza, T., Gagliardi, B., Noe, F., Boer, K., Aronica, E., and Vezzani, A. (2008a). Innate and
adaptive immunity during epileptogenesis and spontaneous seizures: evidence from
experimental models and human temporal lobe epilepsy. Neurobiol Dis 29, 142–160.
Ravizza, T., Noe, F., Zardoni, D., Vaghi, V., Sifringer, M., and Vezzani, A. (2008b). Interleukin
Converting Enzyme inhibition impairs kindling epileptogenesis in rats by blocking astrocytic IL1beta production. Neurobiol Dis 31, 327–333.
Ravizza, T., Balosso, S., and Vezzani, A. (2011). Inflammation and prevention of epileptogenesis.
Neurosci Lett 497, 223–230.
Reschke, C.R., and Henshall, D.C. (2015). microRNA and Epilepsy. Adv. Exp. Med. Biol. 888, 41–
70.
Rhen, T., and Cidlowski, J.A. (2005). Antiinflammatory action of glucocorticoids--new
mechanisms for old drugs. N. Engl. J. Med. 353, 1711–1723.
Riban, V., Bouilleret, V., Pham-Le, B.T., Fritschy, J.M., Marescaux, C., and Depaulis, A. (2002).
Evolution of hippocampal epileptic activity during the development of hippocampal sclerosis in
a mouse model of temporal lobe epilepsy. Neuroscience 112, 101–111.
Ricciotti, E., and FitzGerald, G.A. (2011). Prostaglandins and inflammation. Arterioscler. Thromb.
Vasc. Biol. 31, 986–1000.
Rigau, V., Morin, M., Rousset, M.C., de Bock, F., Lebrun, A., Coubes, P., Picot, M.C., BaldyMoulinier, M., Bockaert, J., Crespel, A., et al. (2007). Angiogenesis is associated with bloodbrain barrier permeability in temporal lobe epilepsy. Brain 130, 1942–1956.
Roch, C., Leroy, C., Nehlig, A., and Namer, I.J. (2002). Magnetic resonance imaging in the study
of the lithium-pilocarpine model of temporal lobe epilepsy in adult rats. Epilepsia 43, 325–335.
Rogers, J.T., Morganti, J.M., Bachstetter, A.D., Hudson, C.E., Peters, M.M., Grimmig, B.A.,
Weeber, E.J., Bickford, P.C., Gemma, C. (2011). CX3CR1 deficiency leads to impairment of
hippocampal cognitive function and synaptic plasticity. J Neurosci. 31, 16241-50.
Rojas, A., Jiang, J., Ganesh, T., Yang, M.-S., Lelutiu, N., Gueorguieva, P., and Dingledine, R.
(2014). Cyclooxygenase-2 in epilepsy. Epilepsia 55, 17–25.
Rojas, A., Ganesh, T., Lelutiu, N., Gueorguieva, P., and Dingledine, R. (2015). Inhibition of the
prostaglandin EP2 receptor is neuroprotective and accelerates functional recovery in a rat
model of organophosphorus induced status epilepticus. Neuropharmacology 93, 15–27.
Roncon, P., Soukupovà, M., Binaschi, A., Falcicchia, C., Zucchini, S., Ferracin, M., Langley, S.R.,
Petretto, E., Johnson, M.R., Marucci, G., et al. (2015). MicroRNA profiles in hippocampal
granule cells and plasma of rats with pilocarpine-induced epilepsy--comparison with human
epileptic samples. Sci. Rep. 5, 14143.
Roopra, A., Dingledine, R., and Hsieh, J. (2012). Epigenetics and epilepsy. Epilepsia 53 Suppl 9,
2–10.
Roseti, C., Fucile, S., Lauro, C., Martinello, K., Bertollini, C., Esposito, V., Mascia, A., Catalano,
M., Aronica, E., Limatola, C., et al. (2013). Fractalkine/CX3CL1 modulates GABAA currents in
human temporal lobe epilepsy. Epilepsia 54, 1834–1844.
203

Roseti, C., van Vliet, E.A., Cifelli, P., Ruffolo, G., Baayen, J.C., Di Castro, M.A., Bertollini, C.,
Limatola, C., Aronica, E., Vezzani, A., et al. (2015). GABA currents are decreased by IL-1beta in
epileptogenic tissue of patients with temporal lobe epilepsy: implications for ictogenesis.
Neurobiol Dis 82, 311–320.
Rossetti, F., de Araujo Furtado, M., Pak, T., Bailey, K., Shields, M., Chanda, S., Addis, M.,
Robertson, B.D., Moffett, M., Lumley, L.A., et al. (2012). Combined diazepam and HDAC
inhibitor treatment protects against seizures and neuronal damage caused by soman
exposure. Neurotoxicology 33, 500–511.
Rowley, S., and Patel, M. (2013). Mitochondrial involvement and oxidative stress in temporal
lobe epilepsy. Free Radic Biol Med 62, 121–131.
Russmann, V., Goc, J., Boes, K., Ongerth, T., Salvamoser, J.D., Siegl, C., and Potschka, H. (2016).
Minocycline fails to exert antiepileptogenic effects in a rat status epilepticus model. Eur J
Pharmacol 771, 29–39.
Sankar, R., Shin, D., Mazarati, A.M., Liu, H., Katsumori, H., Lezama, R., and Wasterlain, C.G.
(2000). Epileptogenesis after status epilepticus reflects age- and model-dependent plasticity.
Ann Neurol 48, 580–589.
Scaffidi, P., Misteli, T., and Bianchi, M.E. (2002). Release of chromatin protein HMGB1 by
necrotic cells triggers inflammation. Nature 418, 191–195.
Scantlebury, M.H., Heida, J.G., Hasson, H.J., Veliskova, J., Velisek, L., Galanopoulou, A.S., and
Moshe, S.L. (2007). Age-dependent consequences of status epilepticus: animal models.
Epilepsia 48 Suppl 2, 75–82.
Scharfman, H.E., and Hen, R. (2007). Neuroscience. Is more neurogenesis always better?
Science 315, 336–338.
Schiraldi, M., Raucci, A., Munoz, L.M., Livoti, E., Celona, B., Venereau, E., Apuzzo, T., De
Marchis, F., Pedotti, M., Bachi, A., et al. (2012). HMGB1 promotes recruitment of inflammatory
cells to damaged tissues by forming a complex with CXCL12 and signaling via CXCR4. J Exp Med
209, 551–563.
Schlichtiger, J., Pekcec, A., Bartmann, H., Winter, P., Fuest, C., Soerensen, J., and Potschka, H.
(2010). Celecoxib treatment restores pharmacosensitivity in a rat model of pharmacoresistant
epilepsy. Br J Pharmacol 160, 1062–1071.
Schmidt, D., and Schachter, S.C. (2014). Drug treatment of epilepsy in adults. BMJ 348, g254.
Schmidt, D., and Sillanpaa, M. (2012). Evidence-based review on the natural history of the
epilepsies. Curr Opin Neurol 25, 159–163.
Schwartz, M., Butovsky, O., Bruck, W., and Hanisch, U.K. (2006). Microglial phenotype: is the
commitment reversible? Trends Neurosci 29, 68–74.
Seeger, N., Zellinger, C., Rode, A., Roloff, F., Bicker, G., Russmann, V., Fischborn, S., Wendt, H.,
and Potschka, H. (2011). The erythropoietin-derived peptide mimetic pHBSP affects cellular and
cognitive consequences in a rat post-status epilepticus model. Epilepsia 52, 2333–2343.

204

Seiffert, E., Dreier, J.P., Ivens, S., Bechmann, I., Tomkins, O., Heinemann, U., and Friedman, A.
(2004). Lasting blood-brain barrier disruption induces epileptic focus in the rat somatosensory
cortex. J Neurosci 24, 7829–7836.
Serhan, C.N. (2007). Resolution phase of inflammation: novel endogenous anti-inflammatory
and proresolving lipid mediators and pathways. Annu Rev Immunol 25, 101–137.
Serhan, C.N. (2010). Novel lipid mediators and resolution mechanisms in acute inflammation: to
resolve or not? Am. J. Pathol. 177, 1576–1591.
Serhan, C.N., and Chiang, N. (2008). Endogenous pro-resolving and anti-inflammatory lipid
mediators: a new pharmacologic genus. Br. J. Pharmacol. 153 Suppl 1, S200-215.
Serhan, C.N., and Savill, J. (2005). Resolution of inflammation: the beginning programs the
end. Nat. Immunol. 6, 1191–1197.
Serhan, C.N., Clish, C.B., Brannon, J., Colgan, S.P., Chiang, N., and Gronert, K. (2000). Novel
functional sets of lipid-derived mediators with antiinflammatory actions generated from
omega-3 fatty acids via cyclooxygenase 2-nonsteroidal antiinflammatory drugs and
transcellular processing. J. Exp. Med. 192, 1197–1204.
Serhan, C.N., Chiang, N., and Van Dyke, T.E. (2008). Resolving inflammation: dual antiinflammatory and pro-resolution lipid mediators. Nat Rev Immunol 8, 349–361.
Serhan, C.N., Chiang, N., Dalli, J., and Levy, B.D. (2014). Lipid mediators in the resolution of
inflammation. Cold Spring Harb. Perspect. Biol. 7, a016311.
Serrano, G.E., Lelutiu, N., Rojas, A., Cochi, S., Shaw, R., Makinson, C.D., Wang, D., FitzGerald,
G.A., and Dingledine, R. (2011). Ablation of cyclooxygenase-2 in forebrain neurons is
neuroprotective and dampens brain inflammation after status epilepticus. J Neurosci 31,
14850–14860.
Shandra, A.A., Godlevsky, L.S., Vastyanov, R.S., Oleinik, A.A., Konovalenko, V.L., Rapoport, E.N.,
and Korobka, N.N. (2002). The role of TNF-alpha in amygdala kindled rats. Neurosci Res 42,
147–153.
Sheng, J.G., Boop, F.A., Mrak, R.E., and Griffin, W.S. (1994). Increased neuronal beta-amyloid
precursor protein expression in human temporal lobe epilepsy: association with interleukin-1
alpha immunoreactivity. J Neurochem 63, 1872–1879.
Simopoulos, A.P. (2002). Omega-3 fatty acids in inflammation and autoimmune diseases. J. Am.
Coll. Nutr. 21, 495–505.
Sng, J.C.G., Taniura, H., and Yoneda, Y. (2006). Histone modifications in kainate-induced status
epilepticus. Eur. J. Neurosci. 23, 1269–1282.
Sotgiu, S., Murrighile M. R, and Constantin G (2010). Treatment of refractory epilepsy with
natalizumab in a apatient with multiple sclerosis. Case report. BMC Neurol. 10, 84.
Stafstrom, C.E., Thompson, J.L., and Holmes, G.L. (1992). Kainic acid seizures in the developing
brain: status epilepticus and spontaneous recurrent seizures. Brain Res Dev Brain Res 65, 227–
236.

205

Stafstrom, C.E., Chronopoulos, A., Thurber, S., Thompson, J.L., and Holmes, G.L. (1993). Agedependent cognitive and behavioral deficits after kainic acid seizures. Epilepsia 34, 420–432.
Stellwagen, D., Beattie, E.C., Seo, J.Y., and Malenka, R.C. (2005). Differential regulation of
AMPA receptor and GABA receptor trafficking by tumor necrosis factor-alpha. J Neurosci 25,
3219–3228.
Sun, F.-J., Zhang, C.-Q., Chen, X., Wei, Y.-J., Li, S., Liu, S.-Y., Zang, Z., He, J.-J., Guo, W., and Yang,
H. (2016). Downregulation of CD47 and CD200 in patients with focal cortical dysplasia type IIb
and tuberous sclerosis complex. J. Neuroinflammation 13, 85.
Suzuki, F., Heinrich, C., Boehrer, A., Mitsuya, K., Kurokawa, K., Matsuda, M., and Depaulis, A.
(2005). Glutamate receptor antagonists and benzodiazepine inhibit the progression of granule
cell dispersion in a mouse model of mesial temporal lobe epilepsy. Epilepsia 46, 193–202.
Svensson, C.I., Zattoni, M., and Serhan, C.N. (2007). Lipoxins and aspirin-triggered lipoxin
inhibit inflammatory pain processing. J Exp Med 204, 245–252.
Taha, A.Y., Burnham, W.M., and Auvin, S. (2010). Polyunsaturated fatty acids and epilepsy.
Epilepsia 51, 1348–1358.
Tan, C.C., Zhang, J.G., Tan, M.S., Chen, H., Meng, D.W., Jiang, T., Meng, X.F., Li, Y., Sun, Z., Li,
M.M., et al. (2015). NLRP1 inflammasome is activated in patients with medial temporal lobe
epilepsy and contributes to neuronal pyroptosis in amygdala kindling-induced rat model. J
Neuroinflammation 12, 18.
Terrone, G., Pauletti, A., Pascente, R., and Vezzani, A. (2016). Preventing epileptogenesis: A
realistic goal? Pharmacol Res 110, 96–100.
Terrone, G., Pauletti, A., Salamone, A., Rizzi, M., Villa, B.R., Porcu, L., Sheehan, M.J., Guilmette,
E., Butler, C.R., Piro, J., Samad, T.A., and Vezzani, A. (2017). Inhibition of monoacylglycerol
lipase terminates diazepam-resistant status epilepticus in mice and its effects are potentiated
by a ketogenic diet. Epilepsia Submitted
Tontonoz, P., and Spiegelman, B.M. (2008). Fat and beyond: the diverse biology of
PPARgamma. Annu. Rev. Biochem. 77, 289–312.
Tracey, K.J. (2002). The inflammatory reflex. Nature 420, 853–859.
Tracey, K.J. (2007). Physiology and immunology of the cholinergic antiinflammatory pathway.
J. Clin. Invest. 117, 289–296.
Trinka, E., Cock, H., Hesdorffer, D., Rossetti, A.O., Scheffer, I.E., Shinnar, S., Shorvon, S., and
Lowenstein, D.H. (2015). A definition and classification of status epilepticus--Report of the ILAE
Task Force on Classification of Status Epilepticus. Epilepsia 56, 1515–1523.
Turski, W.A., Cavalheiro, E.A., Schwarz, M., Czuczwar, S.J., Kleinrok, Z., and Turski, L. (1983).
Limbic seizures produced by pilocarpine in rats: behavioural, electroencephalographic and
neuropathological study. Behav Brain Res 9, 315–335.
Varvel, N.H., Neher, J.J., Bosch, A., Wang, W., Ransohoff, R.M., Miller, R.J., and Dingledine, R.
(2016). Infiltrating monocytes promote brain inflammation and exacerbate neuronal damage
after status epilepticus. Proc Natl Acad Sci USA 113, E5665-74.
206

Venereau, E., Casalgrandi, M., Schiraldi, M., Antoine, D.J., Cattaneo, A., De Marchis, F., Liu, J.,
Antonelli, A., Preti, A., Raeli, L., et al. (2012). Mutually exclusive redox forms of HMGB1 promote
cell recruitment or proinflammatory cytokine release. J Exp Med 209, 1519–1528.
Vezzani, A., and Granata, T. (2005). Brain inflammation in epilepsy: experimental and clinical
evidence. Epilepsia 46, 1724–1743.
Vezzani, A., Conti, M., De Luigi, A., Ravizza, T., Moneta, D., Marchesi, F., and De Simoni, M.G.
(1999a). Interleukin-1beta immunoreactivity and microglia are enhanced in the rat
hippocampus by focal kainate application: functional evidence for enhancement of
electrographic seizures. J Neurosci 19, 5054–5065.
Vezzani, A., Ravizza, T., Moneta, D., Conti, M., Borroni, A., Rizzi, M., Samanin, R., and Maj, R.
(1999b). Brain-derived neurotrophic factor immunoreactivity in the limbic system of rats after
acute seizures and during spontaneous convulsions: temporal evolution of changes as
compared to neuropeptide Y. Neuroscience 90, 1445–1461.
Vezzani, A., Moneta, D., Conti, M., Richichi, C., Ravizza, T., De Luigi, A., De Simoni, M.G., Sperk,
G., Andell-Jonsson, S., Lundkvist, J., et al. (2000). Powerful anticonvulsant action of IL-1
receptor antagonist on intracerebral injection and astrocytic overexpression in mice. Proc Natl
Acad Sci U A 97, 11534–11539.
Vezzani, A., Moneta, D., Richichi, C., Aliprandi, M., Burrows, S.J., Ravizza, T., Perego, C., and De
Simoni, M.G. (2002). Functional role of inflammatory cytokines and antiinflammatory
molecules in seizures and epileptogenesis. Epilepsia 43 Suppl 5, 30–35.
Vezzani, A., French, J., Bartfai, T., and Baram, T.Z. (2011a). The role of inflammation in epilepsy.
Nat Rev Neurol 7, 31–40.
Vezzani, A., Maroso, M., Balosso, S., Sanchez, M.A., and Bartfai, T. (2011b). IL-1 receptor/Tolllike receptor signaling in infection, inflammation, stress and neurodegeneration couples
hyperexcitability and seizures. Brain Behav Immun 25, 1281–1289.
Vezzani, A., Bartfai, T., Bianchi, M., Rossetti, C., and French, J. (2011c). Therapeutic potential of
new antiinflammatory drugs. Epilepsia 52 Suppl 8, 67–69.
Vezzani, A., Friedman, A., and Dingledine, R.J. (2013). The role of inflammation in
epileptogenesis. Neuropharmacology 69, 16–24.
Vezzani, A., Lang, B., and Aronica, E. (2015). Immunity and Inflammation in Epilepsy. Cold
Spring Harb Perspect Med 6.
Vezzani, A., Pascente, R., and Ravizza, T. (2017). Biomarkers of Epileptogenesis: The Focus on
Glia and Cognitive Dysfunctions. Neurochem. Res. 42, 2089–2098.
Virta, M., Hurme, M., and Helminen, M. (2002). Increased frequency of interleukin-1beta (-511)
allele 2 in febrile seizures. Pediatr Neurol 26, 192–195.
Viviani, B., Bartesaghi, S., Gardoni, F., Vezzani, A., Behrens, M.M., Bartfai, T., Binaglia, M.,
Corsini, E., Di Luca, M., Galli, C.L., et al. (2003). Interleukin-1beta enhances NMDA receptormediated intracellular calcium increase through activation of the Src family of kinases. J
Neurosci 23, 8692–8700.

207

Viviani, B., Gardoni, F., and Marinovich, M. (2007). Cytokines and neuronal ion channels in
health and disease. Int Rev Neurobiol 82, 247–263.
van Vliet, E.A., da Costa Araujo, S., Redeker, S., van Schaik, R., Aronica, E., and Gorter, J.A.
(2007). Blood-brain barrier leakage may lead to progression of temporal lobe epilepsy. Brain
130, 521–534.
Volterra, A., and Meldolesi, J. (2005). Astrocytes, from brain glue to communication elements:
the revolution continues. Nat Rev Neurosci 6, 626–640.
de Vries, E.E., van den Munckhof, B., Braun, K.P.J., van Royen-Kerkhof, A., de Jager, W., and
Jansen, F.E. (2016). Inflammatory mediators in human epilepsy: A systematic review and metaanalysis. Neurosci. Biobehav. Rev. 63, 177–190.
Waechter, V., Schmid, M., Herova, M., Weber, A., Günther, V., Marti-Jaun, J., Wüst, S., Rösinger,
M., Gemperle, C., and Hersberger, M. (2012). Characterization of the promoter and the
transcriptional regulation of the lipoxin A4 receptor (FPR2/ALX) gene in human monocytes and
macrophages. J. Immunol. Baltim. Md 1950 188, 1856–1867.
Walker, L.E., Frigerio, F., Ravizza, T., Ricci, E., Tse, K., Jenkins, R.E., Sills, G.J., Jorgensen, A.,
Porcu, L., Thippeswamy, T., et al. (2017). Molecular isoforms of high-mobility group box 1 are
mechanistic biomarkers for epilepsy. J. Clin. Invest.
Wang, N., Mi, X., Gao, B., Gu, J., Wang, W., Zhang, Y., and Wang, X. (2015a). Minocycline inhibits
brain inflammation and attenuates spontaneous recurrent seizures following pilocarpineinduced status epilepticus. Neuroscience 287, 144–156.
Wang, X., Zhu, M., Hjorth, E., Cortés-Toro, V., Eyjolfsdottir, H., Graff, C., Nennesmo, I.,
Palmblad, J., Eriksdotter, M., Sambamurti, K., et al. (2015b). Resolution of inflammation is
altered in Alzheimer’s disease. Alzheimers Dement. J. Alzheimers Assoc. 11, 40-50-2.
Weber, M.D., Frank, M.G., Tracey, K.J., Watkins, L.R., and Maier, S.F. (2015). Stress induces the
danger-associated molecular pattern HMGB-1 in the hippocampus of male Sprague Dawley
rats: a priming stimulus of microglia and the NLRP3 inflammasome. J Neurosci 35, 316–324.
Weinberg, M.S., Blake, B.L., and McCown, T.J. (2013). Opposing actions of hippocampus
TNFalpha receptors on limbic seizure susceptibility. Exp Neurol 247, 429–437.
Weissberg, I., Wood, L., Kamintsky, L., Vazquez, O., Milikovsky, D.Z., Alexander, A.,
Oppenheim, H., Ardizzone, C., Becker, A., Frigerio, F., et al. (2015). Albumin induces excitatory
synaptogenesis through astrocytic TGF-beta/ALK5 signaling in a model of acquired epilepsy
following blood-brain barrier dysfunction. Neurobiol Dis 78, 115–125.
Wetherington, J., Serrano, G., and Dingledine, R. (2008). Astrocytes in the epileptic brain.
Neuron 58, 168–178.
Whalen, M.J., Carlos, T.M., Kochanek, P.M., Wisniewski, S.R., Bell, M.J., Clark, R.S., DeKosky,
S.T., Marion, D.W., and Adelson, P.D. (2000). Interleukin-8 is increased in cerebrospinal fluid of
children with severe head injury. Crit. Care Med. 28, 929–934.
Williams, K. (2001). Ifenprodil, a novel NMDA receptor antagonist: site and mechanism of
action. Curr Drug Targets 2, 285–298.

208

Williams, P.A., White, A.M., Clark, S., Ferraro, D.J., Swiercz, W., Staley, K.J., and Dudek, F.E.
(2009). Development of spontaneous recurrent seizures after kainate-induced status
epilepticus. J Neurosci 29, 2103–2112.
Williams-Karnesky, R.L., Sandau, U.S., Lusardi, T.A., Lytle, N.K., Farrell, J.M., Pritchard, E.M.,
Kaplan, D.L., and Boison, D. (2013). Epigenetic changes induced by adenosine augmentation
therapy prevent epileptogenesis. J. Clin. Invest. 123, 3552–3563.
Wolf, S.A., Boddeke, H.W., Kettenmann, H. (2017). Microglia in Physiology and Disease. Annu
Rev Physiol. 79, 619-643.
Wong, M. (2008). Mechanisms of epileptogenesis in tuberous sclerosis complex and related
malformations of cortical development with abnormal glioneuronal proliferation. Epilepsia 49,
8–21.
Wong, M., and Crino, P.B. (2012). Tuberous sclerosis and epilepsy: role of astrocytes. Glia 60,
1244–1250.
Wu, J., Wang, A., Min, Z., Xiong, Y., Yan, Q., Zhang, J., Xu, J., and Zhang, S. (2011). Lipoxin A4
inhibits the production of proinflammatory cytokines induced by beta-amyloid in vitro and in
vivo. Biochem Biophys Res Commun 408, 382–387.
Wu, L., Miao, S., Zou, L.-B., Wu, P., Hao, H., Tang, K., Zeng, P., Xiong, J., Li, H.-H., Wu, Q., et al.
(2012a). Lipoxin A4 inhibits 5-lipoxygenase translocation and leukotrienes biosynthesis to exert
a neuroprotective effect in cerebral ischemia/reperfusion injury. J. Mol. Neurosci. MN 48, 185–
200.
Wu, S.-H., Chen, X.-Q., Liu, B., Wu, H.-J., and Dong, L. (2013). Efficacy and safety of 15(R/S)methyl-lipoxin A(4) in topical treatment of infantile eczema. Br. J. Dermatol. 168, 172–178.
Wu, Y., Zhai, H., Wang, Y., Li, L., Wu, J., Wang, F., Sun, S., Yao, S., and Shang, Y. (2012b). Aspirintriggered lipoxin A₄ attenuates lipopolysaccharide-induced intracellular ROS in BV2 microglia
cells by inhibiting the function of NADPH oxidase. Neurochem. Res. 37, 1690–1696.
Xu, Z.Z., Zhang, L., Liu, T., Park, J.Y., Berta, T., Yang, R., Serhan, C.N., and Ji, R.R. (2010).
Resolvins RvE1 and RvD1 attenuate inflammatory pain via central and peripheral actions. Nat
Med 16, 592–7, 1p following 597.
Xu, Z.-Z., Liu, X.-J., Berta, T., Park, C.-K., Lü, N., Serhan, C.N., and Ji, R.-R. (2013).
Neuroprotectin/protectin D1 protects against neuropathic pain in mice after nerve trauma.
Ann. Neurol. 74, 490–495.
Yang, H., Wang, H., Czura, C.J., and Tracey, K.J. (2002). HMGB1 as a cytokine and therapeutic
target. J Endotoxin Res 8, 469–472.
Yang, H., Wang, H., Czura, C.J., and Tracey, K.J. (2005). The cytokine activity of HMGB1. J
Leukoc Biol 78, 1–8.
Yang, H., Lundback, P., Ottosson, L., Erlandsson-Harris, H., Venereau, E., Bianchi, M.E., Al-Abed,
Y., Andersson, U., Tracey, K.J., and Antoine, D.J. (2012). Redox modification of cysteine
residues regulates the cytokine activity of high mobility group box-1 (HMGB1). Mol Med 18,
250–259.

209

Yang, H., Antoine, D.J., Andersson, U., and Tracey, K.J. (2013). The many faces of HMGB1:
molecular structure-functional activity in inflammation, apoptosis, and chemotaxis. J Leukoc
Biol 93, 865–873.
Ye, X.H., Wu, Y., Guo, P.P., Wang, J., Yuan, S.Y., Shang, Y., and Yao, S.L. (2010). Lipoxin A4
analogue protects brain and reduces inflammation in a rat model of focal cerebral ischemia
reperfusion. Brain Res 1323, 174–183.
Youn, Y.A., Kim, S.J., Sung, I.K., Chung, S.Y., Kim, Y.H., and Lee, I.G. (2012). Serial examination
of serum IL-8, IL-10 and IL-1Ra levels is significant in neonatal seizures induced by hypoxicischaemic encephalopathy. Scand. J. Immunol. 76, 286–293.
Young, C., Gean, P.W., Chiou, L.C., and Shen, Y.Z. (2000). Docosahexaenoic acid inhibits
synaptic transmission and epileptiform activity in the rat hippocampus. Synap. N. Y. N 37, 90–
94.
Yuen, A.W.C., Sander, J.W., Fluegel, D., Patsalos, P.N., Bell, G.S., Johnson, T., and Koepp, M.J.
(2005). Omega-3 fatty acid supplementation in patients with chronic epilepsy: a randomized
trial. Epilepsy Behav. EB 7, 253–258.
Zattoni, M., Mura, M.L., Deprez, F., Schwendener, R.A., Engelhardt, B., Frei, K., and Fritschy,
J.M. (2011). Brain infiltration of leukocytes contributes to the pathophysiology of temporal
lobe epilepsy. J Neurosci 31, 4037–4050.
Zhan, Y., Paolicelli, R.C., Sforazzini, F., Weinhard, L., Bolasco, G., Pagani, F., Vyssotski, A.L.,
Bifone, A., Gozzi, A., Ragozzino, D., Gross, C.T. (2014). Deficient neuron-microglia signaling
results in impaired functional brain connectivity and social behavior.Nat Neurosci. 17, 400-6.
Zhao, Y., Calon, F., Julien, C., Winkler, J.W., Petasis, N.A., Lukiw, W.J., and Bazan, N.G. (2011).
Docosahexaenoic acid-derived neuroprotectin D1 induces neuronal survival via secretase- and
PPARγ-mediated mechanisms in Alzheimer’s disease models. PloS One 6, e15816.
Zurolo, E., Iyer, A., Maroso, M., Carbonell, C., Anink, J.J., Ravizza, T., Fluiter, K., Spliet, G.W.M.,
van Rijen, P.C., Vezzani, A., et al. (2011). Activation of TLR, RAGE and HMGB1 signaling in
malformations of cortical development. Brain 134, 1015–1032.

210

