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Functional Deficiency in Endogenous
Interleukin-1 Receptor Antagonist in
Patients with Febrile Infection-Related

Epilepsy Syndrome
Benjamin D. S. Clarkson, PhD ,1,2 Reghann G. LaFrance-Corey, MSc,1,2

Robert J. Kahoud, MD,1,3 Raquel Farias-Moeller, MD ,4 Eric T. Payne, MD,1 and

Charles L. Howe, PhD 1,2,5,6

Objective: We recently reported successful treatment of a child with febrile infection-related epilepsy syndrome (FIRES),
a subtype of new onset refractory status epilepticus, with the recombinant interleukin-1 (IL1) receptor antagonist (IL1RA)
anakinra. On this basis, we tested whether endogenous IL1RA production or function is deficient in FIRES patients.
Methods: Levels of IL1β and IL1RA were measured in serum and cerebrospinal fluid (CSF). The inhibitory activity of
endogenous IL1RA was assessed using a cell-based reporter assay. IL1RN gene variants were identified by sequencing.
Expression levels for the secreted and intracellular isoforms of IL1RA were measured in patient and control cells by real-
time polymerase chain reaction.
Results: Levels of endogenous IL1RA and IL1β were elevated in the serum and CSF of patients with FIRES (n = 7) rela-
tive to healthy controls (n = 10). Serum from FIRES patients drove IL1R signaling activity and potentiated IL1R signaling
in response to exogenous IL1β in a cell-based reporter assay. Functional assessment of endogenous IL1RA activity in
3 FIRES patients revealed attenuated inhibition of IL1R signaling. Sequencing of IL1RN in our index patient revealed
multiple variants. This was accompanied by reduced expression of intracellular but not secreted isoforms of IL1RA in
the patient’s peripheral blood mononuclear cells.
Interpretation: Our findings suggest that FIRES is associated with reduced expression of intracellular IL1RA isoforms
and a functional deficiency in IL1RA inhibitory activity. These observations may provide insight into disease pathogene-
sis for FIRES and other inflammatory seizure disorders and may provide a valuable biomarker for therapeutic decision-
making.
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Febrile infection-related epilepsy syndrome (FIRES),1 a
subtype of new onset refractory status epilepticus (SE),2 is

a rare seizure disorder defined by the occurrence of refractory
SE that lacks a structural, toxic, or metabolic cause starting
between 2 weeks and 24 hours after febrile illness, with or
without fever at the onset of SE.3,4 Most FIRES patients are
treated with antiseizure drugs, ketogenic diet,5 immunomod-
ulatory therapies, and/or medically induced coma,6 with low

overall therapeutic efficacy rates.7,8 The majority of FIRES
cases have poor outcomes, including development of refrac-
tory focal epilepsy, cognitive decline, brain atrophy, vegetative
state, and death.9,10 In a recent study, 12% of patients died
during the acute phase of the disease, and 93% of survivors
developed refractory epilepsy, with the majority showing sig-
nificant cognitive impairment.8 Magnetic resonance imaging
in chronic cases revealed cortical and hippocampal atrophy,11
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and brain biopsies indicated gliosis without overt immune
cell infiltration. Investigations into genetic or infectious causes
have generally been negative.12 These findings emphasize how
little is known regarding FIRES etiology and underscore the
possibility of multiple distinct etiologies.13

Anakinra is a recombinant form of the endogenous
interleukin-1 receptor antagonist (rIL1RA). We recently
reported the successful use of anakinra across 3 separate
treatment epochs in a developmentally normal 32-month-
old girl who progressed to super-refractory SE secondary
to FIRES following banal febrile respiratory infection.14

Based on 12-month follow-up clinical examination, her
motor, verbal, and social development were within normal
limits for her age, suggesting a remarkable neuroprotective
potential of anakinra treatment in FIRES.

IL1R signaling is implicated in febrile seizures15 and
epileptogenesis,16 and single dose IL1RA treatment has previ-
ously been shown to reduce spike frequency in animal models
of SE.17 Several lines of evidence suggest that blocking IL1R
signaling in the brain during severe acute inflammatory states
may be beneficial. In a rodent model of sepsis, IL1RA admin-
istration blocked the proconvulsant effect of intraperitoneal
injection with lipopolysaccharide.18 IL1R signaling blockade
was also found to reduce blood–brain barrier disruption,
inflammation, and forebrain neuron loss in rat models of
SE,17,19 and to prevent progression in models of acquired epi-
lepsy.20 Likewise, transgenic overexpression of IL1RA in astro-
cytes resulted in potent antiseizure effects.21 More recently,
rIL1RA was found to prevent seizure sensitization when
acutely administered in a mouse model of post-traumatic
epilepsy,22 and rIL1RA therapy successfully halted seizures in
a child with persistent systemic inflammation and epilepsy
unresponsive to multiple antiseizure drugs.23

The mechanism of IL1RA-mediated antiseizure activity
is unclear and has not been studied in the context of FIRES.
Surprisingly, we found that FIRES patients had elevated
levels of endogenous IL1RA in serum (n = 5) and cerebrospi-
nal fluid (CSF; n = 7) prior to the initiation of anakinra treat-
ment. Given this unexpected elevation, coupled to the
anakinra responsiveness of our index case, we hypothesized
that the endogenous IL1RA in these subjects is functionally
compromised. To test this hypothesis, we established a cell-
based reporter assay to measure IL1RA function in serum and
CSF collected from healthy controls (HCs), FIRES patients,
and patients with other seizure disorders.

Subjects and Methods
Patient Samples
The Mayo Clinic Institutional Review Board approved the use of
all humanmaterials; all experiments were conducted in compliancewith
the relevant regulations. Subjects provided written informed voluntary
consent. Samples from patients with normal pressure hydrocephalus

(NPH; n = 4), electrical SE in sleep (ESES; n = 3), FIRES (n = 7),
and other medically refractory epilepsy (MRE) conditions (n = 4) were
obtained from theMayo Clinic Neuroimmunology Laboratory and the
Mayo Clinic Center for Multiple Sclerosis and Autoimmune Neurol-
ogy biobank. HC serum (n = 10) or peripheral blood mononuclear
cells (n = 4) were obtained directly from consenting volunteers
(TABLE).

Isolation of Peripheral Blood Mononuclear Cells
Peripheral blood mononuclear cells (PBMCs) were isolated using
Leukosep tubes. Fresh whole blood was overlaid on 16 ml Ficoll-
Paque and spun at 1,000 × g for 10 minutes. The buffy coat was
collected and washed. Cells were stored in vapor phase liquid nitro-
gen in freezing media containing 10% dimethylsulfoxide (DMSO).

IL1RA Enzyme-Linked Immunosorbent Assay
The human IL1RA/IL1F3 Quantikine enzyme-linked immunosor-
bent assay (ELISA) kit (R&D Systems, Minneapolis, MN) was used
according to the manufacturer’s instructions. Serum and CSF sam-
ples were diluted (1:2–1:5,000 in assay diluent), and duplicate sam-
ples were measured against a standard curve (31.3–2,000 pg/ml in
duplicate). After chromogen development, absorbance was mea-
sured on a Spectramax M3+ microplate reader (Molecular Devices,
Sunnyvale, CA).

Multiplexed Cytometric Bead Array
A human inflammatory cytokine kit, human chemokine kit, and
human enhanced sensitivity IL1β flex set (all BDBiosciences, Frank-
lin Lakes, NJ) were used according to the manufacturer’s instruc-
tions. Clarified cell supernatants, serum, and CSF were diluted 1:2
to 1:10 in assay diluent, and values were measured against a standard
curve using an Accuri C6 (BD Biosciences) flow cytometer.

HEK-Blue IL1R Cells
Human embryonic kidney (HEK) cells expressing IL1 receptor and
secreted embryonic alkaline phosphatase under NF-kB/AP1 transcrip-
tional control (HEK-Blue IL1R; InvivoGen, San Diego, CA) were
maintained in Dulbeccomodified Eagle medium (DMEM)with 10%
fetal bovine serum, 2 mM glutamine, 50 U/ml penicillin, 50 μg/ml
streptomycin, 100 μg/mlNormocin, 200 μg/ml hygromycin B, 1 μg/ml
puromycin, and 100 μg/ml Zeocin. HEK-Blue IL1R cells were
treated with recombinant human IL1β (PeproTech, Rocky Hill, NJ).
After 3 hours, saturating concentrations (10 μg/ml) of anakinra were
added to the cells to block further IL1R signaling, and endpoint super-
natants were collected at 24 hours. Supernatants were mixed with
QUANTI-Blue reagent, and absorbance at 655 nm was recorded
every 5 minutes for 3 hours at 37�C in kinetic readmode.

Real-Time Polymerase Chain Reaction
Lysates in RLT Plus buffer (Qiagen, Valencia, CA) were homoge-
nized with QIAShredder columns (Qiagen). RNA was isolated
using RNeasy Plus Micro Kits (Qiagen). Transcriptor First Strand
cDNA Synthesis kit (Roche, Basel, Switzerland) was used to synthe-
size cDNA from RNA samples using oligo-dT primers. Equal
amounts of template RNA were used for each cDNA reaction. Reac-
tions were incubated at 55�C for 45 minutes and inactivated by
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heating at 85�C for 5 minutes. Real-time polymerase chain reaction
(RT-PCR) was performed on 2 to 10 ng cDNA in SsoAdvanced
Universal SYBR Green Supermix (Bio-Rad Laboratories, Hercules,
CA), in triplicate, for 50 cycles on a Bio-Rad CFX Connect system
with the following protocol: 15 seconds at 95�C, 45 seconds at
55�C, and 5 seconds at 65�C. Primers (Supplementary Table 1)
were selected using PrimerBLAST (National Center for Biotechnol-
ogy Information, Bethesda, MD) to have melt temperatures >60�C.
Data were analyzed in Excel using the Pfaffl method based on an
estimated amplification efficiency of 95%.24 Expression across all
samples was normalized to theGAPDH housekeeping gene.

IL1RN Sanger Sequencing
IL1RN amplicons were generated from the index FIRES patient’s
DNA by PCR using Phusion High-Fidelity DNA polymerase (New
England Biolabs, Ipswich, MA) and primers targeting ~4,000 bp seg-
ments of IL1RN (see Supplementary Table 1). Targeted long-read
Sanger sequencing was performed on extracted amplicons by theMayo
Clinic Gene Expression Core facility and by Genewiz using amplicon-
specific sequencing primers (see Supplementary Table 1). Trace data
were analyzed and aligned with Mutation Surveyor software, and con-
firmed variants were compared to NG_021240.1 RefSeqGen cited
variants.

Statistical Analyses
For multiple comparisons, 1-way analysis of variance (ANOVA) or
nonparametric (Kruskal–Wallis) tests were performed where appro-
priate. Reported p values were corrected for multiple comparisons
(Holm–Sidak correction for ANOVA; Dunn correction for Kruskal–
Wallis). Unpaired 2-tailed Student t tests were used for comparisons
made between 2 groups;Welch’s correction was applied when sample
sizes differed substantially between groups.

Results
Patients
Blood was collected from 14 healthy volunteers. Control CSF
was collected from 4 patients with NPH. For comparison to
the blood and/or CSF collected from 7 FIRES cases, these same
biospecimens were collected from 3 patients with ESES and
4 patients with MRE who did not have FIRES. The Table lists
demographic information, clinical diagnosis, and the number
of samples collected for each patient or control. Differences in
the number of patient samples utilized across figure panels
resulted from the limited availability of biospecimens for each
assay. On this basis, theMRE and ESES groups were combined
for analysis in the first figure but separated in the third figure.

Elevated Levels of IL1RA in Serum and Elevated
IL1β and IL1RA in CSF of FIRES Patients
We sought to determine whether there was a diminished level
of endogenous IL1RA in serum or CSF from our index
anakinra-responsive FIRES patient. We measured IL1RA
levels by ELISA in FIRES patient serum and CSF before and
after initiation of anakinra treatment, as well as in serum from

HCs, CSF from NPH patients, and serum and CSF from
patients with other MRE. Surprisingly, we found that prior to
the initiation of anakinra therapy, IL1RA was marginally ele-
vated in FIRES serum compared to HCs and it was strongly
elevated in FIRES CSF compared to NPHCSF and CSF from
patients with other medically refractory epilepsies (Fig 1).
Serum IL1β was elevated in some patients with either FIRES
or MRE, and CSF IL1β levels were elevated in all FIRES

FIGURE 1: Serum and cerebrospinal fluid (CSF) levels of
interleukin-1 receptor antagonist (IL1RA) and IL1β in febrile
infection-related epilepsy syndrome (FIRES) and other seizure
disorders. (A) Plot shows serum IL1RA level measured by
enzyme-linked immunosorbent assay (ELISA) in healthy controls
(HCs), patients with FIRES, and patients with other medically
refractory epilepsiesmedically refractory epilepsy (MRE) including
Landau–Kleffner syndrome or electrical status epilepticus during
sleep (HCs, n = 13; MRE, n = 9; FIRES n = 5). (B) Plot shows
serum IL1β (HCs, n = 10; MRE, n = 11; FIRES, n = 5). (C) Plot
shows CSF IL1RA level detected by ELISA in patients with normal
pressure hydrocephalus (NPH; controls) and patients with MRE or
FIRES (NPH, n = 4; MRE, n = 5; FIRES n = 7). (D) Plot shows level
of IL1β in CSF (NPH, n = 3; MRE, n = 6; FIRES, n = 6). Multiple
comparison corrected1-way analysis of varianceprobability values
(Dunnett) are indicated compared to HCs (A, B) or NPH (C, D).
Each dot represents 1 patient or subject for all groups except
MRE and HC serum measurements, which also include several
biological replicates from different dates. Error bars indicate
standard error of themean.
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patients and most MRE patients. Serum levels of IL1RA did
not differ between FIRES patients and other MRE patients
but were significantly different from HCs. In several FIRES
patients, CSF levels of IL1RA exceeded serum levels, suggest-
ing localized central nervous system (CNS) production. This
finding is consistent with reports of elevated IL1RA following
seizure activity.25 Following anakinra treatment, both serum

and CSF levels further increased, reflecting detection of the
exogenous IL1RA (data not shown), and the serum–CSF ratio
was reversed, as expected.

Sensitive Cell-Based Assay for Measuring Serum
IL1R Signaling Activity
Given that both IL1β and IL1RA were elevated in FIRES
patient serum, we sought to determine whether these factors
were competent to modulate IL1R signaling activity. To
develop a sensitive functional measurement of IL1R signaling
activity, we optimized a cell-based assay using HEK-Blue IL1R
cells. These cells express human IL1R and respond to IL1R ago-
nists such as IL1β with induction of nuclear factor κ B activity
and consequent production of secreted embryonic alkaline
phosphatase. Measurement of increased absorbance at 655 nm
wavelength following incubation of cell supernatants with
Quanti-Blue substrate provides evidence of IL1R signaling and
exhibits a dose-dependent response curve (Fig 2). Furthermore,
this response is competitively blocked by cotreatment with
recombinant IL1RA. By titrating IL1β we found that, of the
concentrations tested, 32 pg/ml IL1β was most sensitive to
blockade by IL1RAwhile still retaining sufficient signal to noise
to limit intra-assay variability.We further found that quenching
HEK-Blue IL1R cells 2 hours after treatment using excess
IL1RA further increased sensitivity of the assay.

Elevated IL1R Signaling Activity of FIRES Patient
Serum
Using the assay described above, we measured the amount of
IL1R signaling induced by factors present in serum from

FIGURE 2: Optimization of an interleukin-1 receptor (IL1R)
signaling cell-based assay. In all experiments, HEK-Blue IL1R
supernatants were collected at 24 hours after stimulation and
then mixed with prewarmed Quanti-Blue detection reagent
for 3 hours. Background endpoint absorbance at 655 nm was
subtracted from raw experimental values in panels B–D. (A) HEK-
Blue IL1R cells were treated with different concentrations of
IL1β 1 ag/ml–10 ng/ml to determine the lower and upper limits
of detection (n = 8 technical replicates). Log agonist versus
response curve (nonlinear least squares fit) is shown based on a
4-parameter variable slope model (Hill equation). (B) HEK-Blue
IL1R cells were treated with 0–128 pg/ml IL1β in the presence of
0–200 ng/ml recombinant IL1R antagonist (rIL1RA) to determine
the optimal IL1β concentration thatmaximized the signal-to-noise
ratio while also allowing for inhibition by low concentrations of
IL1RA (n = 3–6 technical replicates). (C) The same assay design
was employed with the IL1β concentration fixed at 32 pg/ml
(n = 3–6 technical replicates). (D) To maximize the detectable
inhibitory effect of IL1RA, HEK-Blue IL1R cells were treated for
30 minutes or 2 hours with 32 pg/ml IL1β and the indicated
concentration of IL1RA, followedby quenchingwith excess IL1RA
(1 μg/ml). Supernatants were collected 24 hours after initial
treatment for measurement of IL1R signaling (n = 5–10 technical
replicates). Multiple comparison corrected 1-way analysis of
variance probability values (Dunnett) are indicated compared
to the no IL1RA condition. Error bars indicate 95% confidence
interval of themean.
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HCs and patients with MRE, ESES, and FIRES (Fig 3). We
found that the addition of both FIRES and ESES patient
serum to a final concentration of 10% (vol/vol) induced
increased IL1R activity relative to that induced by HC or
MRE serum (MRE did not differ fromHCs). Next, we mea-
sured the impact of patient-derived serum factors on the
induction of IL1R activity in response to a known concentra-
tion of exogenous IL1β (32 pg/ml). Surprisingly, we found
that FIRES and ESES patient serum synergized with exoge-
nous IL1β to induce even more IL1R activity than was
observed when the same amount of IL1β was added toHC or
MRE serum. The ratio of exogenously induced activity mea-
sured in Figure 3B relative to the activity induced in
Figure 3A is much higher in the FIRES and ESES samples.
Given that the measured concentration of serum IL1β in
these patients was far below the 32 pg/ml added in the assay,
this multiplicative increase in IL1R activity suggests that

other serum factors may be driving IL1R activity or that a
larger reservoir of serum IL1β remains undetected by ELISA,
possibly because it is present in microvesicles, as has been pre-
viously described.26 Overall, the serum IL1β levels measured
by ELISA did not correlate with the induction of IL1R activ-
ity across all subjects. Conversely, contrary to expectation,
IL1RA levels weakly correlated with the amount of induced
IL1R activity, suggesting the presence of serum factors that
modulate the inhibitory capacity of IL1RA, perhaps by caus-
ing it to function as an IL1R agonist rather than an IL1R
antagonist in this assay. These speculations were partly
rejected in subsequent studies in which we confirmed that, in
samples from a representative patient for each condition, the
measured increase in IL1R activity could be at least partially
suppressed by the addition of exogenous rIL1RA. However,
again unexpectedly, the amount of IL1R signaling activity
induced by serum was not completely suppressed by the
addition of exogenous IL1RA in the samples derived from
FIRES and ESES patients, whereas the activity was mostly
suppressed in HC and MRE samples. This may mean that
some portion of whatever is agonizing IL1R in the FIRES
and ESES serum is not accessible to antagonism by exogenous
IL1RA, as others have reported.27 Of note, the HEK-IL1R
cells used in this assay are also sensitive to other inflammatory
cytokines such as murine IL1α or tumor necrosis factor-α

FIGURE 3: Serum levels of interleukin-1 receptor (IL1R) signaling
modulators in febrile infection-related epilepsy syndrome (FIRES)
and other seizure disorders. In all experiments, HEK-Blue IL1R
supernatants were collected at 24 hours after stimulation and
then mixed with prewarmed Quanti-Blue detection reagent for
3 hours. Background endpoint absorbance at 655 nm was
subtracted from raw experimental values in all panels. (A) HEK-
Blue IL1R cells were treated with 10% serum (vol/vol) from a
healthy control (HC; n = 3 replicates from 1 subject), patients
with medically refractory epilepsy (MRE; n = 4 replicates each
from 3 patients), FIRES patients (n = 2–3 replicates each from
3 patients), and patients with electrical status epilepticus in sleep
(ESES; n = 4 replicates each from 4 patient samples) for 2 hours
before quenching with excess IL1R antagonist (IL1RA) as
described in Figure 2. (B) IL1R activity elicited by 32 pg/ml IL1β in
the presence of 10% serum (vol/vol) from HCs (n = 4 replicates
each from 4 subjects), MRE (n = 3 replicates from 1 patient),
FIRES (n = 4 replicates each from 3 patients), and ESES (n = 4
replicates from 1 patient). (C) IL1R activity from the experiment
in B is plotted against the concentration of IL1β measured in the
serum by enzyme-linked immunosorbent assay (ELISA). (D) IL1R
activity from the experiment in B is plotted against the
concentration of IL1RAmeasured in the serumby ELISA. (E) HEK-
Blue IL1R cells were treated as in B with 10% patient serum
(vol/vol) and the indicated concentration of recombinant IL1RA.
The mean and 95% confidence interval are plotted based on
values derived from 4 technical replicates from a single
representative patient for each condition. Multiple comparison
corrected 1-way analysis of variance probability values (Dunnett)
are indicated in A and B compared to the HC serum condition.
Probability values in C and D indicate whether the slope is
significantly different from zero.
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(TNF-α) when they are present at high titer. In our hands,
however, the HEK-Blue IL1R cells responded to human
TNFα only when present at concentrations >100 pg/ml,
which was far in excess of the levels measured in patient
serum (typically <1 pg/ml; data not shown). These findings
suggest that, although informative, ELISA-based measures
of serum IL1β and IL1RA levels, per se, do not represent
a complete biological picture of serum IL1R agonists and
antagonists.

Reduced Functional Blockade of IL1R Signaling
by Endogenous IL1RA in an Anakinra-Responsive
FIRES Patient
It is likely that the concentration of IL1RA at the site of pro-
duction in the brain interstitial space (and by extension its rel-
evant functional activity) far exceeds the levels that we detect
in CSF. IL1RA is a downstream transcriptional target of
IL1R signaling and a principle component of negative feed-
back in this cascade. Therefore, elevated CSF IL1RA may
represent either a normal acute response to terminate IL1R
signaling or a chronic failure to terminate ongoing IL1R sig-
naling. Thus, that we detected levels of endogenous IL1RA in
the CSF of an anakinra-responsive FIRES patient at concen-
trations sufficient to cause suppression of IL1R signaling28,29

suggested the possibility of a dysfunctional IL1RA protein
and failed termination of IL1R signaling. To test this hypoth-
esis, we sought to determine the antagonistic activity of CSF-
derived IL1RA from our FIRES index patient using the
HEK-Blue IL1R cell-based assay. However, in our initial
experiments using patient or NPH control CSF or artificial
CSF we discovered that IL1R signaling was reduced in the
presence of CSF relative to serum and that the addition
of rIL1RA to cells in the presence of 50% (vol/vol) CSF or
artificial CSF failed to inhibit IL1R signaling in response to
32 pg/ml IL1β (Fig 4). Dialysis of CSF against DMEM/F12
across a 100 Da molecular weight cutoff cellulose acetate
membrane restored the ability of rIL1RA to inhibit IL1β-
induced IL1R signaling. Therefore, we treated HEK-Blue
IL1R Cells with 32 pg/ml IL1β in the presence of 50% (vol/
vol) dialyzed CSF that was collected from our index FIRES
patient prior to initiation of anakinra therapy. Note that this
CSF contained 65pM endogenous IL1RA (~1 ng/ml) as
measured by ELISA but did not inhibit IL1R signaling. In
contrast, addition of 65pM rIL1RA to dialyzed NPH CSF
did inhibit the IL1R signaling induced by 32 pg/ml IL1β
when added at 50% (vol/vol). Moreover, treatment with
50% (vol/vol) dialyzed CSF collected from the FIRES patient
after initiation of anakinra (measured at 24 ng/ml IL1RA)
robustly suppressed IL1R signaling in response to 32 pg/ml
IL1β. To verify that the observed effect was not an artifact of
the CSF, we repeated the stimulation of HEK-Blue IL1R
cells with 50% (vol/vol) dialyzed NPH CSF in the presence

or absence of 65pM rIL1RA (added prior to dialysis) and
found robust inhibition of IL1R signaling. Finally, to verify
that dialysis did not introduce an unexpected agonistic effect
in the FIRES CSF, we treated HEK-Blue IL1R cells with
10% (vol/vol) NPH or FIRES CSF in the absence of any
other stimulus (no IL1β) and observed no increase in IL1R
signaling.

Multiple Noncoding Polymorphisms in FIRES
Patient IL1RN Gene
To determine whether the observed impairment in IL1RA
function was associated with a genetic mutation, we performed
Sanger sequencing on overlapping 4,000 bp amplicons span-
ning the IL1RN gene of our index FIRES patient. No variants
were detected within the translated portion of the coding
sequences. Several novel and several previously reported vari-
ants were detected within intronic sequences, and a silent
mutation was present in exon 6 (Fig 5A). Supplementary
Table 2 lists each variant by row and provides the genomic
location and associated risks for previously reported variants.

Marked Reduction in Expression of Intracellular
Isoforms of IL1RN in FIRES Patient PBMCs
To determine whether there was aberrant expression of IL1RA
that could explain the observed impairment in inhibitory
function, we isolated PBMCs fromHCs and our index FIRES
patient. In separate experiments, we isolated protein and RNA
from cell lysates and collected supernatants after 24 hours in
culture.Wemeasured secreted IL1RA in cell supernatants and
intracellular IL1RA in cell lysates by ELISA. Total IL1RN
mRNA expression was determined by RT-PCR. We did not
measure a difference in the level of secreted IL1RA between
our index FIRES patient and control PBMCs (see Fig 5).
However, the level of intracellular IL1RA in cell lysates was
significantly reduced in the FIRES patient PBMCs. This
reduction corresponded to a 21-fold decrease in IL1RN
mRNA levels in untreated FIRES PBMCs relative to controls.
IL1RA is translated from 5 distinct isoforms that give rise to
2 secreted and 2 intracellular variants (isoforms 4 and 5 only
differ upstream of the translational start site). Importantly, so-
called intracellular forms of IL1RA are secreted in response to
adenosine triphosphate and other triggers and serve as acute
response molecules.30–32 To determine whether the reduced
levels of intracellular IL1RA protein were due to aberrant
expression of specific IL1RN isoforms in the index FIRES
patient, we analyzed expression of the secreted (isoform 1 and
4/5) and intracellular (isoforms 2 and 3) IL1RN gene products
by RT-PCR. IL1RN isoforms 1 and 4/5 were marginally
increased in FIRES PBMCs, although this difference did
not reach significance relative to expression in PBMCs from
HCs. In contrast, isoform 2 mRNA was present at <10% of
HC levels, and isoform 3 was expressed at <5% of control.
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Moreover, in control PBMCs isoforms 2 and 3 were the dom-
inant IL1RN transcripts, together representing ~90 to 99% of
all expressed isoforms. Thus, the profound decrease in abso-
lute expression of IL1RN isoforms 2 and 3 in the FIRES
patient PBMCs resulted in a proportional increase in expres-
sion of isoforms 1 and 4/5 as a percentage of total IL1RN

expression. For example, IL1RN isoform 1 represented about
2.5% of total IL1RN expression in HC PBMCs but repre-
sented 11.5% of IL1RN expression in the FIRES patient
PBMCs. Likewise, IL1RN isoforms 4/5 represented about
1.5% of IL1RN expression in control PBMCs but jumped
to ~15% of total IL1RN in the FIRES PBMCs.

FIGURE 4: Deficient interleukin-1 receptor (IL1R) antagonism mediated by anakinra-responsive febrile infection-related epilepsy
syndrome (FIRES) patient-derived IL1R antagonist (IL1RA). In all experiments, HEK-Blue IL1R supernatants were collected at
24 hours after stimulation and then mixed with prewarmed Quanti-Blue detection reagent. Absorption at 655 nm was measured
by 3-hour kinetic read. Background endpoint absorbance at 655 nm was subtracted from raw experimental values in panels A–C.
(A) HEK-Blue IL1R cells were treated with the indicated concentrations of IL1β in media containing 10% (vol/vol) fetal bovine
serum or in media containing 50% (vol/vol) artificial cerebrospinal fluid (aCSF; n = 4 technical replicates per condition). (B) HEK-
Blue IL1R cells were treated with 32 pg/ml IL1β with or without 650 pg/ml recombinant IL1RA (rIL1RA) in media or in media
supplemented with 50% aCSF or 50% normal pressure hydrocephalus (NPH) CSF (n = 4 technical replicates). (C) HEK-Blue IL1R
cells were treated with 32 pg/ml IL1β with or without 650 pg/ml rIL1RA in media or in media supplemented with dialyzed NPH
CSF or NPH CSF (n = 3–5 technical replicates per condition). (D) HEK-Blue IL1R cells were treated with 32 pg/ml IL1β in media or
in the presence of 65pM rIL1RA (gray bars) to establish dynamic range for IL1R inhibition. Cells were also stimulated with
32 pg/ml IL1β in 50% (vol/vol) dialyzed CSF collected from our FIRES index patient prior to anakinra treatment (preTx). This CSF
contained 65pM endogenous IL1RA. Cells were stimulated with 32 pg/ml IL1β in 50% (vol/vol) dialyzed CSF from NPH patients
supplemented with 65pM IL1RA or with 32 pg/ml IL1β in 50% (vol/vol) dialyzed CSF collected from our FIRES index patient after
treatment with anakinra (postTx; 1 .3nM IL1RA measured by enzyme-linked immunosorbent assay; n = 3–5 technical replicates
per condition). (E) HEK-Blue IL1R cells were treated with 32 pg/ml IL1β in the presence of 50% (vol/vol) dialyzed NPH CSF
supplemented prior to dialysis with or without 65pM rIL1RA (n = 4 technical replicates per condition). (F) HEK-Blue IL1R cells
were treated with 10% NPH CSF or CSF from our FIRES index patient (n = 6–8 technical replicates per condition). *p < 0.05,
***p < 0.0001. Multiple comparison corrected 1-way analysis of variance probability values (Dunnett, A–C; Holm–Sidak, D) are
indicated compared to the no IL1β condition (A) or no IL1RA condition (B–D). For side by side comparisons, Student t test
probability values are indicated (E, F). Error bars represent 95% confidence interval. Data are representative of 2 independent
experiments.
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Discussion
Our previously reported case14 highlights the importance of
an anti-inflammatory response specific to the IL1 pathway in
regulating neuronal excitability within the context of systemic
inflammation. This patient’s clinical presentation was consis-
tent with the induction of SE by propagation of a peripheral,
systemic inflammatory response into the CNS. Treatment
with recombinant IL1RA terminated the patient’s seizures
and provided long-term neuroprotection, highlighting the

role of targeted anti-inflammatory therapy in the treatment of
SE. Remarkably, the endogenous levels of IL1RA were signif-
icantly elevated in the serum and CSF of our index case prior
to anakinra therapy. Furthermore, IL1RA levels were more
elevated in CSF than in serum, relative to controls. This pat-
tern was observed in 6 other FIRES patients (see Fig 1).
Whereas serum levels of IL1RA did not clearly distinguish
FIRES from other cases of refractory epilepsy, the CSF level
of IL1RA represented a consistent biomarker for FIRES rela-
tive to ESES and MRE associated with autoimmune enceph-
alopathy and other etiologies (see Fig 1C, Table). Although
IL1RA can cross the blood–brain barrier,33 the relative
enrichment of IL1RA in CSF versus serum strongly suggests
that IL1RA was being produced by CNS resident or infiltrat-
ing cells in the FIRES patients. Given previous reports show-
ing the critical role of CNS-derived IL1β in epileptogenesis, it
is likely that the target(s) of IL1β and by extension the
target(s) of IL1RA-mediated inhibition are CNS cells that
express functional IL1R, including endothelial cells, astro-
cytes, microglia, and neurons.

IL1β levels are very hard to measure consistently in
serum, as even levels associated with an acute inflammatory
response are at or below the limit of detection in most

FIGURE 5: Reduced expression of intracellular interleukin-1
receptor antagonist (IL1RA) isoforms in peripheral blood
mononuclear cells (PBMCs) from the index anakinra-responsive
febrile infection-related epilepsy syndrome (FIRES) patient.
(A) Sanger sequencing was performed on polymerase chain
reaction (PCR)-amplified fragments of the IL1RN gene from our
index FIRES patient. Exons and introns of the IL1RN gene are
depicted along with the location of the indicated variants
present in the gene. FIRES patient (bottom) and reference (top)
sequences of selected regions are shown at the bottom
alongside trace file images. (B–F) Freshly isolated PBMCs from
our FIRES index patient or healthy controls (HCs) were incubated
for 24 hours under resting conditions. Supernatants were
collected, cells were washed, and cell pellets were lysed. (B) The
concentration of secreted IL1RA (sIL1RA; n = 12 biological
replicates) in supernatant and (C) the amount of intracellular
IL1RA (icIL1RA; n = 4 biological replicates) in cellular lysate were
measured by enzyme-linked immunosorbent assay. Graphs
represent the mean of technical replicates. (D) In separate
experiments, RNA was isolated from cell lysates and the relative
expression of IL1RN mRNA was determined by real-time PCR
(RT-PCR). (E) IL1RN isoform expression was further analyzed
by RT-PCR using specific forward primers and a common reverse
primer for each isoform. (F) Expression of each isoform was
normalized to aggregate IL1RN expression levels, which were
calculated in arbitrary units relative to glyceraldehyde-3-
phosphate dehydrogenase expression. For RT-PCR experiments,
values are averaged from technical triplicates representing n = 8
HCs and 2 independent samples taken 6 months apart from our
index FIRES patient. Error bars indicate 95% confidence interval
of the mean for HC samples and standard error of the mean for
our FIRES index patient, where applicable. Student t test was
used to assess significance in B–E. UTR = untranslated region.
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conventional assays. Although we did detect significant in-
creases in IL1β in both serum and CSF in FIRES patients,
the values were frequently just above detection even in high-
sensitivity assays (see Fig 1D). This is a common issue for the
highly labile IL1βmolecule and results in a sharply nonlinear
profile for analysis of expression. In other words, levels of
IL1β in biofluids must reach a critical threshold before these
changes can even be detected. However, we found that our
HEK-Blue IL1R cell-based assay was more sensitive than
ELISA and cytometric bead assays for detecting IL1R ago-
nists. This assay revealed the presence of IL1R agonists even
in FIRES samples that were at or below the limit of detection
by ELISA (see Fig 2A). One possible explanation for this
increased detection, beyond the cell-based system taking
advantage of the amplification inherent to signal transduc-
tion, is the activity of IL1α and IL1β in microvesicular struc-
tures, such as those secreted by activated microglia.34,35 Such
vesicular cytokines may be competent to activate IL1R36 but
may not be accessible to the antibodies employed in ELISA.
An important caveat to our interpretation of this assay is the
absence of systematic analysis of IL1α in our study (and in
most FIRES studies) and the unknown expression of IL1R
isoforms on the HEK-Blue cells that may bind to factors such
as IL33. These questions will need to be resolved if the cell-
based assay is employed in the future as a highly sensitive
detector for IL1 levels and for the functional status of patient
IL1RA.

Perhaps our most salient finding is that a FIRES patient
who responded to anakinra presented with high levels of endog-
enous IL1RA in her CSF that was ineffective at blocking IL1
signaling. Sequencing of her IL1RN gene revealed multiple
noncoding polymorphisms and one silent exonic mutation. In
addition to novel polymorphisms of unknown significance,
we detected several previously identified single nucleotide
polymorphisms that have been associated with risk or severity
in other inflammatory diseases. Notably, rs3213448 has been
associated with increased IL1RA levels,37 although it is not clear
whether this association is sex dependent.38 Unfortunately, a
polymorphism associated with decreased IL1RA expression,
rs4251961,39 occurs in a promoter region of the gene that was
not included in our sequencing coverage. There are 5 reported
splice variants of the IL1RN gene that produce different secreted
and intracellular protein isoforms (see Fig 5A). The predomi-
nant differences between the isoforms are based on alternative
splicing events at exon 3. In isoform 1, referred to as sIL1RA I,
exons 1 and 2 are not translated and an upstream region of
exon 3 (3a) is used as an alternative start site. Exons 1 and 2 are
also not expressed in isoforms 4 and 5 (sIL1RA II), and only
the final 5 residues encoded by exon 3 (3c) are translated as
the start of the protein. Isoform 2, the first intracellular
isoform (icIL1RA I), uses exons 1, 2, and 3B, whereas isoform

3 (icIL1RA II) uses exon 1 and 3B. All of the splice variants use
exons 4, 5, and 6 (see Fig 5A). Although the sequences control-
ling the alternative IL1RN splice events are not understood, it is
likely that specific intronic sequences that determine both splic-
ing repressor/enhancer binding and splice acceptor–donor pair-
ing are involved.40 It is therefore notable that we detected
15 polymorphisms between exons 2 and 3 and that several of
these intronic mutations are associated with possible splicing
changes. Specifically, the duplication of TTC at 2:113121042
and the substitution of C to A at 2:113121134 lead to breakage
of exonic splicing silencer elements, whereas the substitution of
A to G at 2:113121138 creates an exonic splicing enhancer,
possibly altering exon skipping and changing the complex alter-
native splicing of exon 3. These changes individually are not
predicted by the Human Splicing Finder (HSF)41 to impact
splicing, but it is not clear whether there is an effect in aggregate.
The HSF algorithm does predict a potential impact of the T to
A substitution at 2:113120473 and the G to C substitution at
2:113126625 via the activation of cryptic intronic acceptor
sites, perhaps altering the pattern of intronic excision in such a
way as to promote exon 3A translation rather than 3B. How-
ever, the ultimate significance of these mutations for IL1RA
expression and function remain to be determined and are out-
side the scope of this study.

IL1RA loss-of-function mutations have been described
previously and are characterized as a "deficiency in IL1 recep-
tor antagonist" (DIRA). DIRA was first described in 9 pediat-
ric patients presenting with IL1RN nonsense mutations or
large deletions that resulted in production of a truncated,
nonsecreted, or completely absent IL1RA protein. DIRA
patients are generally afebrile and present perinatally with sys-
temic sterile joint and skin inflammation. Almost all DIRA
cases present with osteomyelitis and high mortality and
require continuous replacement of endogenous IL1RA with
anakinra.42,43 Depending upon the specific mutation, disease
onset can present as a fatal intrauterine disease (Q119X)44 or
with onset as late as age 12 years, as reported in at least one
pediatric case with a novel nonsense mutation (R26X) in
IL1RN.45 Several distinct IL1RN polymorphisms have been
characterized in various inflammatory diseases,46 but very few
examples of CNS involvement are reported, although Saitoh
and colleagues described an association between polymor-
phisms in the variable number of tandem repeat region in
IL1RN and FIRES risk.47 Notably, our index patient did not
present with symptoms associated with global IL1RA defi-
ciency. She had normal development and no evidence of sys-
temic disease up until an episode of systemic inflammation
that appears to have given rise to a neuroinflammatory
response. It is possible that the nature of her functional defi-
ciency did not manifest until some set of combinatorial cir-
cumstances occurred involving the precipitating infection.
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TABLE. Patient and Healthy Control Demographics

Subject Diagnosis Blood Draws, n CSF Draws, n Figures Agea Sex

1 FIRES (index case) 4 3 1, 3, 5 1.5 F

2 FIRES 3 3 1 16 F

3 FIRES 1 1 1, 3 10 M

4 FIRES 5 3 1, 3 7 M

5 FIRES 0 3 1 5 M

6 FIRES 0 1 1 7 M

7 FIRES 0 2 1 5 M

8 ESES 3 1 1, 3 6 M

9 ESES 4 0 1, 3 6 M

10 ESES 1 1 1 8 M

11 MRE (LGS) 2 1 1, 3 15 M

12 MRE (EEUE) 2 1 1, 3 10 M

13 MRE (autoimmune) 1 1 1, 3 15 F

14 MRE (EEUE) 1 1 1, 3 20 F

15 Normal pressure hydrocephalus 0 2 1, 4, 5 82 M

16 Normal pressure hydrocephalus 0 2 1, 4, 5 80 M

17 Normal pressure hydrocephalus 0 1 1, 4 72 F

18 Normal pressure hydrocephalus 0 1 1 68 F

19 Healthy control 1 0 1 35 M

20 Healthy control 1 0 1 34 F

21 Healthy control 1 0 1 45 M

22 Healthy control 1 0 1, 3 19 F

23 Healthy control 1 0 1 40 M

24 Healthy control 1 0 1, 3 61 F

25 Healthy control 1 0 1 49 F

26 Healthy control 1 0 1 53 F

27 Healthy control 1 0 1 24 M

28 Healthy control 1 0 1, 3 48 M

29 Healthy control 1 0 5 49 M

30 Healthy control 1 0 5 30 F

31 Healthy control 1 0 5 27 F

32 Healthy control 1 0 5 27 M

aAge in years at time of first sample collection.
CSF = cerebrospinal fluid; EEUE = episodic encephalopathy of uncertain etiology; ESES = electrical status epilepticus in sleep; F = female; FIRES = febrile
infection-related epilepsy syndrome; LGS = Lennox–Gastaut syndrome;M = male; MRE = medically refractory epilepsy.

April 2019 535

Clarkson et al: Functional DIRA in FIRES



It is also important to note that we have only focused
on one specific inflammatory pathway in this study. Others
have certainly established a possible role for multiple inflam-
matory cytokines in FIRES pathogenesis.48 Sakuma and col-
leagues showed that a number of factors were elevated in CSF
in patients with acute encephalitis and refractory, repetitive
partial seizures, including a nearly 200-fold increase in IL6
and large increases in CXCL10 and IL8.49 This same study
found that T-cell–associated cytokines and homeostatic che-
mokines were unchanged or reduced in the CSF of these
patients, consistent with the general lack of improvement in
response to immunotherapies such as rituximab in FIRES.3

Jun and colleagues also reported that levels of IL6 were mas-
sively increased in at least 4 patients with FIRES and provided
evidence that therapeutic intervention with tocilizumab, an
IL6 receptor inhibitor, terminated SE in 6 of 7 subjects.50

These findings suggest a complex interplay between inflam-
matory pathways and emphasize the clear need for additional
mechanistic analyses of FIRES pathogenesis.

Future studies will focus on determining the possible
functional consequences of the polymorphisms we have iden-
tified. However, regardless of the underlying genetic or epige-
netic cause, our findings indicate that our anakinra-responsive
reference FIRES case had a functional deficit in IL1RA, pro-
viding direct mechanistic support for the therapeutic efficacy
of this intervention in this specific patient. Moreover, our data
indicate that at least a subset of other FIRES cases also exhibit
elevated CSF levels of endogenous IL1RA, suggesting that
these individuals may also have a functional deficiency in this
pathway. The cell-based assay that we describe may be a useful
tool for revealing such functional deficits, and we propose that
screening patient-derived IL1RA for antagonistic efficacy will
provide a biomarker for guiding decisions to employ anakinra
in these complex seizure disorders. We predict that the vari-
able response to anakinra anecdotally observed across FIRES
treatment centers is based on the presence of functional defi-
ciencies in only some children with this syndromic disease.
Finally, our findings provide further evidence in support of a
causative relationship between inflammation and seizures,
especially in patients who are refractory to the standard arma-
mentarium of antiseizure medications.

Acknowledgment
This work was supported by the NIH National Institute
of Neurological Disorders and Stroke (NS064571, C.L.H.)
and a Child Neurology Foundation grant (CNF#1, 93346001,
E.T.P.). B.D.S.C. was supported by fellowships from theMayo
Clinic Center for Regenerative Medicine and the Center for
Multiple Sclerosis and AutoimmuneNeurology.

J. Sagen provided invaluable assistance with sample
acquisition and regulatory fidelity.

Author Contributions
B.D.S.C., R.J.K., E.T.P., and C.L.H. contributed to the
conception and design of the study. B.D.S.C., R.G.L.-C.,
R.F.-M., E.T.P., and C.L.H. contributed to the acquisi-
tion and analysis of the data. All authors contributed to
drafting the text and preparing the figures.

Potential Conflicts of Interest
C.L.H., B.D.S.C., R.G.L.-C., and E.T.P. are coinventors
on a pending provisional patent filed April 12, 2018, enti-
tled "Methods for Guiding Therapy Decisions in Seizure
Disorders," 62/656664.

References
1. Sculier C, Gaspard N. New onset refractory status epilepticus

(NORSE). Seizure 2019; https://doi.org/10.1016/j.seizure.2018.09.
018.

2. Hirsch LJ, Gaspard N, van Baalen A, et al. Proposed consensus defi-
nitions for new-onset refractory status epilepticus (NORSE), febrile
infection-related epilepsy syndrome (FIRES), and related conditions.
Epilepsia 2018;59:739–744.

3. Gaspard N, Hirsch LJ, Sculier C, et al. New-onset refractory status
epilepticus (NORSE) and febrile infection-related epilepsy syndrome
(FIRES): state of the art and perspectives. Epilepsia 2018;59:
745–752.

4. van Baalen A, Vezzani A, Hausler M, Kluger G. Febrile infection-
related epilepsy syndrome: clinical review and hypotheses of epilep-
togenesis. Neuropediatrics 2017;48:5–18.

5. Farias-Moeller R, Bartolini L, Pasupuleti A, et al. A practical approach
to ketogenic diet in the pediatric intensive care unit for super-
refractory status epilepticus. Neurocrit Care 2017;26:267–272.

6. Farias-Moeller R, Bartolini L, Staso K, et al. Early ictal and interictal
patterns in FIRES: the sparks before the blaze. Epilepsia 2017;58:
1340–1348.

7. Hon KL, Leung AKC, Torres AR. Febrile infection-related epilepsy
syndrome (FIRES): an overview of treatment and recent patents.
Recent Pat Inflamm Allergy Drug Discov 2018;12:128–135.

8. Kramer U, Chi CS, Lin KL, et al. Febrile infection-related epilepsy
syndrome (FIRES): pathogenesis, treatment, and outcome: a multi-
center study on 77 children. Epilepsia 2011;52:1956–1965.

9. Caraballo RH, Reyes G, Avaria MF, et al. Febrile infection-related
epilepsy syndrome: a study of 12 patients. Seizure 2013;22:553–559.

10. Patil SB, Roy AG, Vinayan KP. Clinical profile and treatment outcome
of febrile infection-related epilepsy syndrome in South Indian chil-
dren. Ann Indian Acad Neurol 2016;19:188–194.

11. Howell KB, Katanyuwong K, Mackay MT, et al. Long-term follow-up
of febrile infection-related epilepsy syndrome. Epilepsia 2012;53:
101–110.

12. Appenzeller S, Helbig I, Stephani U, et al. Febrile infection-related
epilepsy syndrome (FIRES) is not caused by SCN1A, POLG, PCDH19
mutations or rare copy number variations. Dev Med Child Neurol
2012;54:1144–1148.

13. Farias-Moeller R, LaFrance-Corey R, Bartolini L, et al. Fueling the
FIRES: hemophagocytic lymphohistiocytosis in febrile infection-
related epilepsy syndrome. Epilepsia 2018;59:1753–1763.

14. Kenney-Jung DL, Vezzani A, Kahoud RJ, et al. Febrile infection-
related epilepsy syndrome treated with anakinra. Ann Neurol 2016;
80:939–945.

536 Volume 85, No. 4

ANNALS of Neurology

https://doi.org/10.1016/j.seizure.2018.09.018
https://doi.org/10.1016/j.seizure.2018.09.018


15. Dube C, Vezzani A, Behrens M, et al. Interleukin-1beta contributes
to the generation of experimental febrile seizures. Ann Neurol 2005;
57:152–155.

16. Vezzani A, Maroso M, Balosso S, et al. IL-1 receptor/Toll-like recep-
tor signaling in infection, inflammation, stress and neurodegenera-
tion couples hyperexcitability and seizures. Brain Behav Immun
2011;25:1281–1289.

17. Noe FM, Polascheck N, Frigerio F, et al. Pharmacological blockade
of IL-1beta/IL-1 receptor type 1 axis during epileptogenesis provides
neuroprotection in two rat models of temporal lobe epilepsy. Neuro-
biol Dis 2013;59:183–193.

18. Auvin S, Shin D, Mazarati A, Sankar R. Inflammation induced by LPS
enhances epileptogenesis in immature rat and may be partially
reversed by IL1RA. Epilepsia 2010;51(suppl 3):34–38.

19. Marchi N, Fan Q, Ghosh C, et al. Antagonism of peripheral inflam-
mation reduces the severity of status epilepticus. Neurobiol Dis
2009;33:171–181.

20. Iori V, Iyer AM, Ravizza T, et al. Blockade of the IL-1R1/TLR4 pathway
mediates disease-modification therapeutic effects in a model of
acquired epilepsy. Neurobiol Dis 2017;99:12–23.

21. Vezzani A, Moneta D, Conti M, et al. Powerful anticonvulsant action of
IL-1 receptor antagonist on intracerebral injection and astrocytic over-
expression in mice. Proc Natl Acad Sci U S A 2000;97:11534–11539.

22. Semple BD, O’Brien TJ, Gimlin K, et al. Interleukin-1 receptor in sei-
zure susceptibility after traumatic injury to the pediatric brain.
J Neurosci 2017;37:7864–7877.

23. DeSena AD, Do T, Schulert GS. Systemic autoinflammation with intracta-
ble epilepsy managed with interleukin-1 blockade. J Neuroinflammation
2018;15:38.

24. Deb C, Howe CL. Functional characterization of mouse spinal cord
infiltrating CD8+ lymphocytes. J Neuroimmunol 2009;214:33–42.

25. Lehtimaki KA, Keranen T, Palmio J, Peltola J. Levels of IL-1beta and
IL-1ra in cerebrospinal fluid of human patients after single and pro-
longed seizures. Neuroimmunomodulation 2010;17:19–22.

26. Lopez-Castejon G, Brough D. Understanding the mechanism of IL-
1beta secretion. Cytokine Growth Factor Rev 2011;22:189–195.

27. Rao S, Schieber AMP, O’Connor CP, et al. Pathogen-mediated inhi-
bition of anorexia promotes host survival and transmission. Cell
2017;168:503–516.e12.

28. McIntyre KW, Stepan GJ, Kolinsky KD, et al. Inhibition of interleukin
1 (IL-1) binding and bioactivity in vitro and modulation of acute
inflammation in vivo by IL-1 receptor antagonist and anti-IL-1 recep-
tor monoclonal antibody. J Exp Med 1991;173:931–939.

29. Hou J, Townson SA, Kovalchin JT, et al. Design of a superior cyto-
kine antagonist for topical ophthalmic use. Proc Natl Acad Sci U S A
2013;110:3913–3918.

30. Jeong JY, Kim J, Kim B, et al. IL-1ra secreted by ATP-induced P2Y2
negatively regulates MUC5AC overproduction via PLCbeta3 during
airway inflammation. Mediators Inflamm 2016;2016:7984853.

31. Wilson HL, Francis SE, Dower SK, Crossman DC. Secretion of intra-
cellular IL-1 receptor antagonist (type 1) is dependent on P2X7
receptor activation. J Immunol 2004;173:1202–1208.

32. Evans I, Dower SK, Francis SE, et al. Action of intracellular IL-1Ra
(type 1) is independent of the IL-1 intracellular signalling pathway.
Cytokine 2006;33:274–280.

33. Gutierrez EG, Banks WA, Kastin AJ. Blood-borne interleukin-1 recep-
tor antagonist crosses the blood-brain barrier. J Neuroimmunol
1994;55:153–160.

34. Eder C. Mechanisms of interleukin-1beta release. Immunobiology
2009;214:543–553.

35. Qu Y, Franchi L, Nunez G, Dubyak GR. Nonclassical IL-1 beta secre-
tion stimulated by P2X7 receptors is dependent on inflammasome
activation and correlated with exosome release in murine macro-
phages. J Immunol 2007;179:1913–1925.

36. Turola E, Furlan R, Bianco F, et al. Microglial microvesicle secretion
and intercellular signaling. Front Physiol 2012;3:149.

37. Luotola K, Pietila A, AlanneM, et al. Genetic variation of the interleukin-
1 family and nongenetic factors determining the interleukin-1 receptor
antagonist phenotypes. Metabolism 2010;59:1520–1527.

38. Luotola K, Pietila A, Zeller T, et al. Associations between interleukin-
1 (IL-1) gene variations or IL-1 receptor antagonist levels and the
development of type 2 diabetes. J Intern Med 2011;269:322–332.

39. Rafiq S, Stevens K, Hurst AJ, et al. Common genetic variation in the
gene encoding interleukin-1-receptor antagonist (IL-1RA) is associ-
ated with altered circulating IL-1RA levels. Genes Immun 2007;8:
344–351.

40. Lewandowska MA. The missing puzzle piece: splicing mutations. Int
J Clin Exp Pathol 2013;6:2675–2682.

41. Desmet FO, Hamroun D, Lalande M, et al. Human Splicing Finder:
an online bioinformatics tool to predict splicing signals. Nucleic
Acids Res 2009;37:e67.

42. Aksentijevich I, Masters SL, Ferguson PJ, et al. An autoinflammatory
disease with deficiency of the interleukin-1-receptor antagonist. N
Engl J Med 2009;360:2426–2437.

43. Reddy S, Jia S, Geoffrey R, et al. An autoinflammatory disease due
to homozygous deletion of the IL1RN locus. N Engl J Med 2009;
360:2438–2444.

44. Altiok E, Aksoy F, Perk Y, et al. A novel mutation in the interleukin-1
receptor antagonist associated with intrauterine disease onset. Clin
Immunol 2012;145:77–81.

45. Ulusoy E, Karaca NE, El-Shanti H, et al. Interleukin-1 receptor antag-
onist deficiency with a novel mutation; late onset and successful
treatment with canakinumab: a case report. J Med Case Rep 2015;
9:145.

46. Witkin SS, Gerber S, Ledger WJ. Influence of interleukin-1 receptor
antagonist gene polymorphism on disease. Clin Infect Dis 2002;34:
204–209.

47. Saitoh M, Kobayashi K, Ohmori I, et al. Cytokine-related and sodium
channel polymorphism as candidate predisposing factors for childhood
encephalopathy FIRES/AERRPS. J Neurol Sci 2016;368:272–276.

48. Nabbout R, Vezzani A, Dulac O, Chiron C. Acute encephalopathy
with inflammation-mediated status epilepticus. Lancet Neurol 2011;
10:99–108.

49. Sakuma H, Tanuma N, Kuki I, et al. Intrathecal overproduction of
proinflammatory cytokines and chemokines in febrile infection-
related refractory status epilepticus. J Neurol Neurosurg Psychiatry
2015;86:820–822.

50. Jun JS, Lee ST, Kim R, et al. Tocilizumab treatment for new onset
refractory status epilepticus. Ann Neurol 2018;84:940–945.

April 2019 537

Clarkson et al: Functional DIRA in FIRES


	 Functional Deficiency in Endogenous Interleukin-1 Receptor Antagonist in Patients with Febrile Infection-Related Epilepsy ...
	Subjects and Methods
	Patient Samples
	Isolation of Peripheral Blood Mononuclear Cells
	IL1RA Enzyme-Linked Immunosorbent Assay
	Multiplexed Cytometric Bead Array
	HEK-Blue IL1R Cells
	Real-Time Polymerase Chain Reaction
	IL1RN Sanger Sequencing
	Statistical Analyses

	Results
	Patients
	Elevated Levels of IL1RA in Serum and Elevated IL1β and IL1RA in CSF of FIRES Patients
	Sensitive Cell-Based Assay for Measuring Serum IL1R Signaling Activity
	Elevated IL1R Signaling Activity of FIRES Patient Serum
	Reduced Functional Blockade of IL1R Signaling by Endogenous IL1RA in an Anakinra-Responsive FIRES Patient
	Multiple Noncoding Polymorphisms in FIRES Patient IL1RN Gene
	Marked Reduction in Expression of Intracellular Isoforms of IL1RN in FIRES Patient PBMCs

	Discussion
	Acknowledgment
	Author Contributions
	Potential Conflicts of Interest
	References


