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ARTICLE INFO ABSTRACT

Keywords: Gulf War Illness (GWI) is a chronic multi-symptom disorder experienced by as many as a third of the veterans of
Gulf war illness the 1991 Gulf War; the constellation of “sickness behavior” symptoms observed in ill veterans is suggestive of a
C‘_’_rtims‘er‘me neuroimmune involvement. Various chemical exposures and conditions in theater have been implicated in the
Diisopropy! fluorophosphate etiology of the illness. Previously, we found that GW-related organophosphates (OPs), such as the sarin surro-
Pyridostigmine : : . P .

DEET gate, DFP, and chlorpyrifos, cause neuroinflammation. The combination of these exposures with exogenous
Inflammation corticosterone (CORT), mimicking high physiological stress, exacerbates the observed neuroinflammation. The

potential relationship between the effects of OPs and CORT on the brain versus inflammation in the periphery
has not been explored. Here, using our established GWI mouse model, we investigated the effects of CORT and
DFP exposure, with or without a chronic application of pyridostigmine bromide (PB) and N,N-diethyl-meta-
toluamide (DEET), on cytokines in the liver and serum. While CORT primed DFP-induced neuroinflammation,
this effect was largely absent in the periphery. Moreover, the changes found in the peripheral tissues do not
correlate with the previously reported neuroinflammation. These results not only support GWI as a neu-
roimmune disorder, but also highlight the separation between central and peripheral effects of these exposures.

Committee (RAC) (2008); White et al., 2016; Sullivan et al., 2018).
Previously, we have demonstrated that exposure to the organopho-

1. Introduction

Nearly one-third of the veterans of the 1991 Persian Gulf War re-
turned from duty with a chronic multi-symptom disorder, termed Gulf
War Illness (GWI), experiencing fatigue, chronic pain, cognitive dys-
function, and headaches among many other symptoms (Fukuda et al.,
1998; Steele, 2000; Smith et al., 2013; Dursa et al., 2016; White et al.,
2016). The close association of these symptoms with those of “sickness
behavior,” a physiological response to illness that has been associated
with the elaboration of inflammatory cytokines in the brain (see
Dantzer and Kelley, 2007), has supported a neuroinflammatory basis
for GWI. Continuing research on the causes of GWI has pointed to the
potential involvement of exposures to toxic chemicals during the war,
including oil well fire smoke, pesticides, stress, nerve agent, and pro-
phylactic drugs (Sullivan et al., 2003; Kerr, 2015; Research Advisory

sphate (OP), irreversible acetylcholinesterase (AChE) inhibitors diiso-
propyl fluorophosphate (DFP), as a sarin surrogate, and the pesticide
chlorpyrifos results in neuroinflammation in rodents that is further
exacerbated by prior chronic exposure to the stress hormone corticos-
terone at levels associated with high physiological stress (O’Callaghan,
et al., 2015; Locker et al., 2017; Koo et al., 2018; Miller et al., 2018).
While epidemiological studies have focused significant attention on the
potential for the nerve agent prophylactic and reversible AChE inhibitor
pyridostigmine bromide (PB) to contribute to GWI (Sullivan et al.,
2003; Steele et al., 2012; Sullivan et al., 2018), our prior work found no
neuroinflammatory effects of acute PB exposure (Locker et al., 2017;
Miller et al., 2018) or chronic PB exposure combined with the insect
repellant N,N-diethyl-meta-toluamide (DEET)(O’Callaghan et al.,
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2015).

While research into the underlying cause of GWI has largely in-
dicated it to be a neuroimmune-based disorder (for example, see
Craddock et al., 2015; Georgopoulous et al., 2017; O’Callaghan et al.,
2016), exposure to nerve agents, pesticides, and other chemicals in
theater would have been experienced through a variety of routes (e.g.,
inhalation, dermal, ophthalmic, etc.) that would have resulted in a
systemic exposure to these chemicals. While systemic or peripheral
exposures can certainly result in neuroinflammation, the lack of in-
dividual, specific exposure data for veterans suffering with GWI makes
it difficult to determine not only what chemicals may have caused their
illness, but also how any of these chemicals worked to instigate disease.
In order to evaluate the potential systemic or peripheral inflammatory
effects of GW-relevant toxicant exposures, we evaluated the expression
of inflammatory cytokines in the liver and serum of mice we have
previously reported to have a neuroinflammatory response to our
model of GWI (O’Callaghan et al., 2015).

2. Materials and methods
2.1. Materials

The drugs and chemicals for this experiment were provided by the
following sources: diisopropyl fluorophosphate (DFP), pyridostigmine
bromide (PB), N,N-diethyl-meta-toluamide (DEET), and ethanol
(Millipore Sigma, St. Louis, MO, USA);corticosterone [CORT
(Steraloids, Inc., Newport, RI, USA)]. Materials used for additional
tissue analyses were of analytical grade and purchased from various
commercial sources.

2.2. Animals

Adult male C57BL/6 J mice (n = 4-5 mice per group), 8-12 weeks
of age were purchased from Jackson Labs (Bar Harbor, ME). All pro-
cedures were performed within protocols approved by the Institutional
Animal Care and Use Committee of the Centers for Disease Control and
Prevention, National Institute for Occupational Safety and Health and
the US Army Medical Research and Materiel Command Animal Care
and Use Review Office, and the animal facility was certified by AAALAC
International. Upon arrival, mice were individually housed in a tem-
perature- (21 * 1°C) and humidity-controlled (50% # 10) colony
room that was maintained under filtered positive-pressure ventilation
and a 12h light (0600 EDT)/12h dark cycle (1800 EDT). Mice were
given ad libitum access to food (Harlan 7913 irradiated NIH-31 modified
6% rodent chow) and water.

2.3. Dosing and tissue preparation

The tissues analyzed in this study were collected from the same
animals that provided brain tissues in the previously published neu-
roinflammation study (O’Callaghan et al., 2015). Briefly, mice received
a single, subcutaneous injection of PB (2mg/kg/day) and DEET
(20 mg/kg/day) each day for 14 days. Starting on day 8, mice were
given CORT (200 mg/L in 0.6% EtOH) in the drinking water for a total
of 7 days. On day 15, mice received a single, intraperitoneal injection of
DFP (4mg/kg) and were killed by decapitation at 2, 6, 12 and 72h
post-DFP. Trunk blood was collected immediately upon decapitation for
serum isolation using BD Microtainer Serum Separator tubes
(BD365956; BD Biosciences, San Diego, CA, USA). Briefly, whole blood
was allowed to clot for 10-15 minutes at room temperature and then
centrifuged at 1000 x g for 15 min. The serum fraction was removed to a
fresh tube and frozen at —80°C until subsequent cytokine protein
analysis. A portion of the liver was dissected free-hand and immediately
frozen at —80 °C for subsequent RNA analysis.
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2.4. Serum cytokine analysis

Twelve cytokines were measured in serum using Q-Plex Mouse
Cytokine — Screen (16-plex), Quansys Imager, and Quansys reagents
(Quansys Biosciences, Logan, Utah) at the E.M. Papper Laboratory of
Clinical Immunology, Institute for Neuroimmune Medicine, Nova
Southeastern University. Cytokine levels of IFNy, IL-1a, IL-18, IL-2, IL-
4, IL-5, IL-6, IL-10, IL-12, KC, MIP-2, and TNFa were measured at 2, 6,
12, and 72 h post-DFP exposure and are expressed as pg/mL.

2.5. RNA isolation, cDNA synthesis, and gPCR

Total RNA was isolated from liver at 2, 6, 12 and 72h after DFP
exposure using methods previously described (Locker et al., 2017; Kelly
et al., 2018). Real-time PCR analysis of the housekeeping gene, gly-
ceraldehyde-3-phosphate dehydrogenase (GAPDH), and of the cyto-
kines TNFa, IL-6, CCL2, IL-1P, leukemia inhibitory factor (LIF), on-
costatin M (OSM), and IL-10 was performed in an ABI7500 Real-Time
PCR System (Thermo Fisher Scientific, Waltham, MA, USA) in combi-
nation with TagMan® chemistry as previously described (Locker et al.,
2017; Kelly et al., 2018). Relative quantification of gene expression was
performed using the comparative threshold (AACt) method. Changes in
mRNA expression levels were calculated after normalization to GAPDH.
The ratios obtained after normalization are expressed as fold change
over corresponding saline-treated controls.

2.6. Statistical analyses

Prior to statistical analysis, data were analyzed for outliers using
Grubb’s test with alpha set at 0.05 (GraphPad QuickCalcs: https://
www.graphpad.com/quickcalcs/Grubbsl.cfm). Additional statistical
analyses of the data were performed using SigmaPlot (v. 12.5; Systat
Software, Inc). Within each time point, the test of significance was
performed using two-way ANOVA (pretreatment [with PB/DEET v.
without PB/DEET] x exposure [Saline, CORT, DFP, or CORT + DFP])
on log transformed values followed by multiple pairwise comparison
analysis using Fisher least significant difference (LSD) post hoc test with
statistical significance at 5% (p < 0.05). Data were log transformed as
they did not follow a normal distribution. Graphical representations are
of the mean + SEM.

3. Results

Previously, we have demonstrated that exposure to various GW-
relevant toxicants can result in a marked neuroinflammatory response,
particularly following combined exposure to chronic CORT and irre-
versible OP AChE inhibitors (O’Callaghan et al., 2015; Locker et al.,
2017; Miller et al., 2018). Furthermore, we found that prolonged ex-
posure to combined PB and DEET (O’Callaghan et al., 2015) or acute
exposure to PB alone (Locker et al., 2017; Miller et al., 2018) had no
proinflammatory effect in the brain. Considering that PB was used as a
prophylactic against nerve agents to counteract the lethal peripheral
symptoms of cholinergic toxicity (i.e. SLUDGEM) (Keeler et al., 1991;
Research Advisory Committee (RAC) (2008)) and that many of the
chemical exposures experienced during the war would have resulted in
a whole-body exposure (i.e. inhalation, dermal exposure, etc), we
wished to investigate the peripheral consequences of exposure in our
GWI mouse model by examining inflammatory cytokines in the liver
(Fig. 1) and serum (Figs. 2 and 3) of exposed mice. Evaluation of liver
mRNA expression post-exposure found that DFP alone increased the
expression of the pro-inflammatory cytokines IL-6, IL-1f, LIF, and OSM
with little to no effect on TNFa and CCL2, but also greatly increased the
expression of the anti-inflammatory cytokine, IL-10. These responses
peaked at 6 h, similarly to what was previously observed in the brain
tissue of these mice (O’Callaghan et al., 2015), with most cytokines
returning to baseline levels by 12 or 72 h post-exposure. However, DFP
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Fig. 1. Cytokine expression in the liver of mice exposed to a GWI exposure model. Mice were exposed daily to PB (2 mg/kg/day, s.c.)/DEET (20 mg/kg/day, s.c.) for
14 days. Starting on day 8, the mice were administered CORT (200 mg/L) in the drinking water for 7 days followed by a single injection of DFP (4 mg/kg, i.p.) on day
15. TNFa, IL-6, CCL2, IL-1B, LIF, OSM, and IL-10 mRNA levels were measured in the liver of mice 2, 6, 12, and 72h following DFP (or saline) exposure. Data

represents mean fold change +

SEM (n = 4-5 mice/group). Statistical significance of at least p < 0.05 is denoted by  as compared to saline (within pretreatment

group), ® DFP vs CORT + DFP (within pretreatment group), ¢ as compared within exposure (without PB/DEET vs. with PB/DEET), ¢ for a main effect of PB/DEET
pretreatment, and © for a significant interaction between pretreatment and exposure.

significantly increased IL-6, IL-1f3, and IL-10 expression as early as 2 h.
Interestingly, this increased expression was significantly reduced by
CORT exposure in all cases, contrary to our prior observations for CORT
exacerbation of DFP-induced neuroinflammation (O’Callaghan et al.,
2015; Locker et al., 2017), except for LIF which showed an exacerbated
inflammatory response at 2h. We also found a mild increase in TNFa
and CCL2 cytokine mRNA expression at 72h. Overall, PB/DEET ex-
posure either had no effect or reduced the liver mRNA levels of the
cytokines as compared to the groups that were not given PB/DEET
pretreatment.

Of the twelve serum cytokines evaluated, only seven, including the
anti-inflammatory cytokines IL-4, IL-5, and IL-10, demonstrated statis-
tically significant changes over the time course evaluated (Figs. 2 and
3). For the proinflammatory cytokines (Fig. 2), DFP exposure alone
resulted in marked increases in IL-6 and KC, an IL-8 homolog, at 6 h

28

post-exposure and a minor increase in IL-2 at 12h; for IL-6 and KC,
CORT exposure ameliorated this inflammatory effect. Exposure to
CORT with or without PB/DEET had an inhibitory effect, reducing the
concentration of several cytokines relative to both saline-treated con-
trols and the DFP alone group, except for IL-2. In general, PB/DEET
exposure either had no effect or suppressed the response pattern ob-
served without PB/DEET. However, PB/DEET exposure had a proin-
flammatory effect on the concentrations of IL-1a at 2 and 72 h, IL-6 at
12h, and IL-2 at 6 and 12 h.

The anti-inflammatory cytokines displayed various expression pat-
terns over the time points evaluated (Fig. 3). At the earliest time point
measured, both IL-4 and IL-5 were largely inhibited by all exposure
conditions compared to saline alone. However, at this same time point,
IL-10 was slightly elevated by CORT, PB/DEET alone, and PB/
DEET + DFP, an effect that was lost at later time points. In particular,
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Fig. 2. Proinflammatory serum cytokine levels in mice exposed to a GWI exposure model. Mice were exposed daily to PB (2 mg/kg/day, s.c.)/DEET (20 mg/kg/day,
s.c.) for 14 days. Starting on day 8, the mice were administered CORT (200 mg/L) in the drinking water for 7 days followed by a single injection of DFP (4 mg/kg, i.p.)
on day 15. Cytokine protein levels (pg/mL) were measured in the serum of mice 2, 6, 12, and 72 h following DFP (or saline) exposure. Data for IL-1a,, IL-2, IL-6, and
KC are shown and represents mean + SEM (n = 4-5 mice/group). Statistical significance of at least p < 0.05 is denoted by ® as compared to saline (within
pretreatment group), > DFP vs CORT + DFP (within pretreatment group), ¢ as compared within exposure (without PB/DEET vs. with PB/DEET), ¢ for a main effect of
PB/DEET pretreatment, and © for a significant interaction between pretreatment and exposure.

IL-10 expression was largely suppressed by all conditions at 12 h. While
IL-4 demonstrated no significant changes beyond 2h, IL-5 expression
was largely increased by CORT exposure (CORT alone and CORT +
DFP) with or without PB/DEET, though PB/DEET exposure dampened
the response.

4. Discussion

Though the etiology of GWI is largely unknown, it has long been
speculated that various toxic exposures experienced in theater may be
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the root cause of this sickness behavior-like illness (Sullivan et al.,
2003; Steele et al., 2012; White et al., 2016; Sullivan et al., 2018).
While many of the symptoms associated with GWI are largely neuro-
logical in nature, it is unclear whether these exposures have a direct
effect on the central nervous system, or are the result of more systemic
effects of these chemicals. Here, we have expanded upon our prior
evaluation of the neuroinflammatory effects of exposure to GW-relevant
toxicants (O’Callaghan et al., 2015; Locker et al., 2017; Koo et al., 2018;
Miller et al., 2018) by investigating the potential peripheral effects of
exposure to the OP sarin surrogate DFP, the nerve agent prophylactic
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Fig. 3. Anti-inflammatory serum cytokine levels in mice exposed to a GWI exposure model. Mice were exposed daily to PB (2 mg/kg/day, s.c.)/DEET (20 mg/kg/day,
s.c.) for 14 days. Starting on day 8, the mice were administered CORT (200 mg/L) in the drinking water for 7 days followed by a single injection of DFP (4 mg/kg, i.p.)
on day 15. Cytokine protein levels (pg/mL) were measured in the serum of mice 2, 6, 12, and 72 h following DFP (or saline) exposure. Data for IL-4, IL-5, and IL-10
are shown and represents mean + SEM (n = 4-5 mice/group). Statistical significance of at least p < 0.05 is denoted by ® as compared to saline (within pretreatment
group), ° DFP vs CORT + DFP (within pretreatment group), ¢ as compared within exposure (without PB/DEET vs. with PB/DEET), ¢ for a main effect of PB/DEET
pretreatment, and € for a significant interaction between pretreatment and exposure.
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PB, the insect repellant DEET, and the stress hormone CORT, to mimic
high levels of physiological stress. In general, we found that DFP ex-
posure alone was mildly proinflammatory in the serum, increasing the
levels of proinflammatory cytokines IL-6 and KC (Fig. 2) and reducing
the levels of the anti-inflammatory cytokines IL-4, IL-5, and IL-10
(Fig. 3), and liver, markedly increasing IL-6, IL-1[3, LIF and OSM mRNA
expression. However, DFP also resulted in a contradictory increase in
the mRNA expression of the anti-inflammatory cytokine IL-10 in the
liver. Contrary to our prior findings in the brains of these mice
(O’Callaghan et al., 2015), chronic CORT exposure did not have a
priming effect on DFP-induced inflammation in the liver (except for LIF
at 2h) or blood and even reduced the mRNA and protein expression of
several cytokines. While CORT + DFP exposure did increase the mRNA
expression of TNFa and CCL2 in the liver compared to DFP alone, these
increases were relative to an inhibitory effect of DFP exposure on these
cytokines and were not significantly different from control levels.

As addressed in previous publications (O’Callaghan, et al., 2015;
Locker et al., 2017; Koo et al., 2018), the observation that CORT pre-
treatment exacerbated DFP-induced neuroinflammation was surprising
due to the generally anti-inflammatory effects of glucocorticoid sig-
naling (Barnes, 2006; Coutinho and Chapman, 2011). However, in this
study, we demonstrate that this phenomenon is largely exclusive to the
brain as CORT exposure either had no effect on DFP-induced peripheral
inflammation, or was inhibitory. Moreover, we found that CORT ex-
posure alone increased the levels of the anti-inflammatory cytokines IL-
5 and IL-10 in the serum, hinting at the anti-inflammatory nature of
glucocorticoid exposure, at least in the periphery. These results also
mirror our finding that exposure to chronic CORT has a protective effect
on brain AChE activity, preventing the DFP-induced reduction in en-
zyme activity (Locker et al., 2017). This further suggests that while
exposure to high physiological stress may have protected veterans with
GWI from the immediate and potentially lethal central and peripheral
toxicity of irreversible AChE inhibitors (e.g., sarin and chlorpyrifos),
these same exposure conditions may have contributed to the chronic,
neuroinflammation-based sickness behavior-like symptoms of GWI.

While the neuroinflammatory priming effects of CORT exposure
have been investigated previously (Frank et al., 2007, 2010; Munhoz
et al., 2010; Loram et al., 2011; Frank et al., 2012), it is unclear why
exogenous CORT has different effects on cytokine expression in the
brain and peripheral tissues. One possibility is that CORT-induced in-
flammatory priming is unique to the brain and other tissues demon-
strate a prototypical immunosuppressive response to the glucocorticoid.
However, using the prototypical inflammagen lipopolysaccharide,
chronic exogenous CORT exposure primes the LPS-induced neuroin-
flammatory response (Kelly et al., 2018), as well as the response in
serum (O’Callaghan, unpublished data). This observation suggests that
the more brain-exclusive inflammatory priming we find in our GWI
model may be specific to DFP, and other OP exposures. However, OP
compounds have been identified to cause liver damage and associated
inflammation (Mostafalou et al., 2012; Lasram et al., 2014; Ezzi et al.,
2016), supported by the observed increases in IL-6, IL-1b, LIF, and OSM
mRNA in the liver and IL-6 and KC levels in the serum, though these
responses were generally suppressed by CORT. Our hypothesis is that
exposure to DFP directly instigates neuroinflammation that can be
primed by CORT, as we have observed no indicators of neuronal da-
mage in these mice (O’Callaghan et al., 2015), while the peripheral
cytokine responses are the result of liver damage-induced inflammation
that is non-responsive to prior CORT exposure (Fig. 4). In support of
this hypothesis, we have found that chronic CORT has an inhibitory
effect on the damage-induced neuroinflammation associated with ex-
posure to the dopaminergic neurotoxicant, 1-methyl-4-phenyl-1,2,3,6-
tetrahydropyridine (MPTP) (Michalovicz et al., 2015). However, CORT
does prime these responses following exposure to methamphetamine
(Kelly et al., 2012). Though these observations were made in brain
tissue, they highlight the potential for different damage-induced in-
flammatory reactions to be differentially effected by exogenous CORT
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exposure. Thus, we suggest that the increased inflammation seen in the
liver is the result of DFP-induced tissue damage that is suppressible by
CORT exposure; the inflammatory response we observe in the serum of
these animals is secondary to the liver damage/inflammation signaling
due to its limited scope and delayed response (Fig. 4). For example, IL-6
mRNA is increased in the liver as early as 2 h post-DFP, but this same
cytokine is not increased in the serum until 6 h after exposure.

Similarly to CORT exposure, PB/DEET pretreatment also generally
had no or a mildly inhibitory effect on the cytokine profile in the liver
and serum, results consistent with those observed for brain tissue from
the same mice (O’Callaghan et al., 2015). While epidemiological studies
have indicated a strong correlation between PB consumption and GWI
(Sullivan et al., 2003; Steele et al., 2012; Sullivan et al., 2018), a similar
assertion is difficult to make with our mouse model of GWI. As AChE
inhibitors should activate the cholinergic anti-inflammatory pathway
(Pavlov et al., 2003; Pavlov and Tracey, 2005; Pohanka, 2014), and PB
has been shown to have anti-inflammatory effects in other illness
models, such as those involving myocardial infarction and hypertension
(Machado et al., 2012; Feriani et al., 2017; Bezerra et al., 2017; Feriani
et al., 2018; da Silva et al., 2018), it is not surprising that PB would
have a suppressive effect on cytokine expression. However, PB/DEET
exposure alone did increase the expression of a few proinflammatory
cytokines in the serum (IL-1a, IL-2, and IL-6; Fig. 2) and reduced or
tempered the expression of anti-inflammatory cytokines in the liver (IL-
10; Fig. 1) and serum (Fig. 3) at specific time points. While these
conditions would support a more proinflammatory effect of PB/DEET,
these responses occurred across different time points post-exposure
unlike the coordinated, dramatic increase in cytokine mRNA expression
observed in the brains of the same mice (O’Callaghan et al., 2015),
making the influence of these responses on a more general in-
flammatory state unclear. Furthermore, outside of Gulf War Illness re-
search, PB has not been positively associated with inflammation,
though one myasthenia gravis case study reported GWI-like joint and
muscle pain with PB treatment (Rostedt and Stalberg, 2004); while
DEET has the potential to cause some inflammatory responses, this
seems to be related to very high doses of exposure (DEET, 2016).

Many of the studies investigating the consequences of Gulf War
Illness-relevant exposures in animal models combine PB and DEET with
pesticide exposures, but have not evaluated the individual contribution
of PB, DEET, or pesticide to their observed responses (Parihar et al.,
2013; Zakirova et al., 2017; Shetty et al., 2017; Kodali et al., 2018;
Petrescu et al., 2018; Seth et al., 2018). Thus, it is impossible to sepa-
rate the responses to the individual agents as we have shown for the
liver, serum, and brain (Figs. 1-3; O’Callaghan et al., 2015). While the
use of PB has been shown to have a strong, general association with
GWI in the afflicted veteran population (Steele et al., 2012), other
studies have specifically found associations between PB usage alone or
in combination with pesticide exposure and cognitive dysfunction
(Sullivan et al., 2003, 2018). Based on our findings, it is possible that
this association may be specific to cognitive impairment and not neu-
roinflammation or may not be apparent acutely following exposure to
PB, considering that veterans with GWI are evaluated decades following
their time in theater.

While these observations paint a complicated picture of the con-
sequences of these exposures, evaluation specifically of the effects of
combined exposure to PB/DEET and CORT shows this condition to re-
sult in greatly exacerbated DFP-induced neuroinflammation
(O’Callaghan et al., 2015) with minimal and potentially inhibitory ef-
fects on the expression of cytokines in peripheral tissues. Overall, our
results further support the notion that GWI is largely a neuroimmune
illness instigated by exposure to several conditions experienced during
the 1991 Persian Gulf War, particularly high physiological stress and
irreversible AChE inhibitors.



L.T. Michalovicz et al.

Neuroinflammation

|IIII|IIIIII|II|I>

Liver Damage &
Inflammation

Disclaimer

The findings and conclusions in this report are those of the authors
and do not necessarily represent the official position of the National
Institute for Occupational Safety and Health, Centers for Disease
Control and Prevention. This work was supported by the Assistant
Secretary of Defense for Health Affairs, through the Gulf War Illness
Research Program. Opinions, interpretations, conclusions and re-
commendations are those of the author and are not necessarily en-
dorsed by the Department of Defense.

Acknowledgements

We appreciate the excellent technical assistance provided by Brenda
K. Billig, Christopher M. Felton, and Ali A. Yilmaz. This work was
supported by Department of Defense CDMRP GWI awards [W81XWH-
09-2-0098 and W81XWH-13-2-0085] and Intramural funds from the
Centers for Disease Control and Prevention, National Institute for
Occupational Safety and Health.

References

Barnes, P.J., 2006. How corticoseteroids control inflammation: Quintiles Prize Lecture
2005. Br. J. Pharmacol. 148 (3), 245-254.

Bezerra, O.C., Franca, C.M., Rocha, J.M., Neves, G.A., Souza, P.R.M., Teixeira Gomes, M.,
Malfitano, C., Loleiro, T.C.A., Dourado, P.M., Llesuy, S., de Angelis, K., Irigoyen,
M.C.C., Ulloa, L., Consolim Colombo, F.M., 2017. Cholinergic stimulation improves
oxidative stress and inflammation in experimental myocardial infarction. Sci. Rep. 7
(1) 13687.

Coutinho, A.E., Chapman, K.E., 2011. The anti-inflammatory and immunosuppressive
effects of glucocorticoids, recent developments and mechanistic insights. Mol. Cell.
Endocrinol. 335 (1), 2-13.

Craddock, T.J., Del Rosario, R.R., Rice, M., Zysman, J.P., Fletcher, M.A., Klimas, N.G.,
Broderick, G., 2015. Achieving remission in Gulf War Illness: a simulation-based
approach to treatment design. PLoS One 10 (7), e0132774.

Dantzer, R., Kelley, K.W., 2007. Twenty years of research on cytokine-induced sickness
behavior. Brain Behav. Immun. 21 (2), 153-160.

da Silva, Congalves, B6s, D., Van Der Bruggen, C.E.E., Kurakula, K., Sun, X.Q., Casali,
K.R., Casali, A.G., Rol, N., Szulcek, R., Dos Remedios, C., Guignabert, C., Tu, L.,
Dorfmiiller, P., Humbert, M., Wijnker, P.J.M., Kuster, D.W.D., van der Velden, J.,
Goumans, M.J., Bogaard, H.J., Vonk-Noordegraaf, A., de Man, F.S., Handoko, M.L.,
2018. Contribution of impaired parasympathetic activity to right ventricular dys-
function and pulmonary vascular remodeling in pulmonary arterial hypertension.
Circulation 137 (9), 910-924.

DEET, 2016. Retrieved September 20, 2018, From TOXNET Hazardous Substances
Databank. https://toxnet.nlm.nih.gov/cgi-bin/sis/search/a?dbs + hsdb: @term + @
DOCNO +1582.

Dursa, E.K., Barth, S.K., Schneiderman, A.IL, Bossarte, R.M., 2016. Physical and Mental
Health Status of Gulf War and Gulf Era Veterans: Results From a Large Population-
Based Epidemiological Study. J. Occup. Environ. Med. 58 (1), 41-46.

Ezzi, L., Belhadj Salah, I., Haouas, Z., Sakly, A., Grissa, 1., Chakroun, S., Kerkeni, E.,

31

Neurotoxicology 70 (2019) 26-32

Fig. 4. Effects of prior CORT exposure on brain and
peripheral inflammation. Mice exposed to the orga-
nophosphate, AChE inhibitor DFP exhibit increases in
proinflammatory cytokines in the brain and the liver.
Unlike the brain, the inflammation observed in the
periphery is coincident with liver damage and this
inflammatory signaling increases the levels of circu-
lating cytokines. Prior exposure to CORT primes the
neuroinflammatory response to DFP, but inhibits the
damage-induced inflammation in the liver and the
secondary response in the blood.

Circulating
cytokines

Hassine, M., Mehdi, M., Beh Cheikh, H., 2016. Histopathological and genotoxic ef-
fects of chlorpyrifos in rats. Environ. Sci. Pollut. Res. Int. 23 (5), 4859-4867.

Feriani, D.J., Souza, G.I.H., Carrozzi, N.M., Mostarda, C., Dourado, P.M.M., Consolim-
Colombo, F.M., De Angelis, K., Moreno, H., Irigoyen, M.C., Rodrigues, B., 2017.
Impact of exercise training associated to pyridostigmine treatment on autonomic
function and inflammatory profile after myocardial infarction in rats. Int. J. Cardiol.
227, 757-765.

Feriani, D.J., Coelho-Jtnior, H.J., de Oliveira, J.C.M.F., Delbin, M.A., Mostarda, C.T.,
Dourado, P.M.M., Caperuto, E.C., Irigoyen, M.C.C., Rodrigues, B., 2018.
Pyridostigmine improves the effects of resistance exercise training after myocardial
infarction in rats. Front. Physiol. 9, 53.

Frank, M.G., Baratta, M.V., Sprunger, D.B., Watkins, L.R., Maier, S.F., 2007. Microglia
serve as a neuroimmune substrate for stress-induced potentiation of CNS pro-in-
flammatory cytokine responses. Brain Behav. Immun. 21 (1), 47-59.

Frank, M.G., Miguel, Z.D., Watkins, L.R., Maier, S.F., 2010. Prior exposure to gluco-
corticoids sensitizes the neuroinflammatory and peripheral inflammatory responses
to E. coli lipopolysaccharide. Brain Behav. Immun. 24 (1), 19-30.

Frank, M.G., Thompson, B.M., Watkins, L.R., Maier, S.F., 2012. Glucocorticoids mediate
stress-induced priming of microglial pro-inflammatory responses. Brain Behav.
Immun. 26 (2), 337-345.

Fukuda, K., Nisenbaum, R., Stewart, G., Thompson, W.W., Robin, L., Washko, R.M., Noah,
D.L., Barrett, D.H., Randall, B., Herwaldt, B.L., Mawle, A.C., Reeves, W.C., 1998.
Chronic multisymptom illness affecting Air Force veterans of the Gulf War. JAMA 280
(11), 981-988.

Georgopoulous, A.P., James, L.M., Carpenter, A.F., Engdahl, B.E., Leuthold, A.C., Lewis,
S.M., 2017. Gulf War illness (GWI) as a neuroimmune disease. Exp. Brain Res. 235
(10), 3217-3225.

Keeler, J.R., Hurst, C.G., Dunn, M.A., 1991. Pyridostigmine used as a nerve agent pre-
treatment under wartime conditions. JAMA 266 (5), 693-695.

Kelly, K.A., Miller, D.B., Bowyer, J.F., O’Callaghan, J.P., 2012. Chronic exposure to
corticosterone enhances the neuroinflammatory and neurotoxic responses to me-
thamphetamine. J. Neurochem. 122 (5), 995-1009.

Kelly, K.A., Michalovicz, L.T., Miller, J.V., Castranova, V., Miller, D.B., O’Callaghan, J.P.,
2018. Prior exposure to corticosterone markely enhances and prolongs the neuroin-
flammatory response to systemic challenge with LPS. PLoSOne 13 (1), e0190546.

Kerr, K.J., 2015. Gulf War illness: an overview of events, most prevalent health outcomes,
exposures, and clues as to pathogenesis. Rev. Environ. Health 30 (4), 273-286.

Kodali, M., Hattiangady, B., Shetty, G.A., Bates, A., Shuai, B., Shetty, A.K., 2018.
Curcumin treatment leads to better cognitive and mood function in a model of Gulf
War Illness with enhanced neurogenesis, and alleviation of inflammation and mi-
tochondrial dysfunction in the hippocampus. Brain Behav. Immun. 69, 499-514.

Koo, B.B., Michalovicz, L.T., Calderazzo, S., Kelly, K.A., Sullivan, K., Killiany, R.J.,
O’Callaghan, J.P., 2018. Corticosterone potentiates DFP-induced neuroinflammation
and affects high-order imaging in a rat model of Gulf War Illness. Brain Behav.
Immun. 67, 42-46.

Lasram, M.M., Bini Douib, I., Bouzid, K., Annabi, A., El Elj, N., Dhouib, H., El Fazaa, S.,
Abdelmoula, J., Gharbi, N., 2014. Effects of N-acetyl-l-cysteine, in vivo, against pa-
thological changes induced by malathion. Toxicol. Mech. Methods 24 (4), 294-306.

Locker, A.R., Michalovicz, L.T., Kelly, K.A., Miller, J.V., Miller, D.B., O’Callaghan, J.P.,
2017. Corticosterone primes the neuroinflammatory response to Gulf War Illness-
relevant organophosphates independently of acetylcholinesterase inhibition. J.
Neurochem. 142, 444-455.

Loram, L.C., Taylor, F.R., Strand, K.A., Frank, M.G., Sholar, P., Harrison, J.A., Maier, S.F.,
Watkins, L.R., 2011. Prior exposure to glucocorticoids potentiates lipopolysaccharide
induced mechanical allodynia and spinal neuroinflammation. Brain Behav. Immun.
25 (7), 1408-1415.

Machado, M.P., Rocha, A.M., de Oliveira, L.F., de Cuba, M.B., de Oliveira Loss, 1.,
Castellano, L.R., Silva, M.V., Machado, J.R., Nascentes, G.A., Paiva, L.H., Savino, W.,


http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0005
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0005
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0010
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0010
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0010
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0010
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0010
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0015
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0015
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0015
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0020
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0020
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0020
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0025
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0025
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0030
https://toxnet.nlm.nih.gov/cgi-bin/sis/search/a?dbssdb:@term+DOCNO+,0,0,2
https://toxnet.nlm.nih.gov/cgi-bin/sis/search/a?dbssdb:@term+DOCNO+,0,0,2
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0040
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0040
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0040
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0045
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0045
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0045
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0050
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0050
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0050
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0050
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0050
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0055
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0055
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0055
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0055
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0060
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0060
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0060
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0065
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0065
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0065
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0070
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0070
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0070
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0075
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0075
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0075
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0075
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0080
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0080
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0080
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0085
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0085
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0090
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0090
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0090
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0095
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0095
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0095
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0100
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0100
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0105
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0105
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0105
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0105
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0110
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0110
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0110
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0110
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0115
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0115
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0115
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0120
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0120
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0120
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0120
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0125
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0125
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0125
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0125
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0130
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0130

L.T. Michalovicz et al.

Junior, V.R., Brum, P.C., Prado, V.F., Prado, M.A., Silva, E.L., Montano, N., Ramirez,
L.E., Dias da Silva, V.J., 2012. Autonomic nervous system modulation affects the
inflammatory immune response in mice with acute Chagas disease. Exp. Physiol. 97
(11), 1182-1202.

Michalovicz, L.T., Locker, A.R., Kelly, K.A., Miller, D.B., O’Callaghan, J.P., 2015. Chronic
Corticosterone Primes the Brain Response to Select Neuroinflammatory Agents by
Overexpression of Toll-like Receptor 2 and S100A8: A Potential Role for Microglia.
Program No. 809.07. 2015 Neuroscience Meeting Planner. Society for Neuroscience,
Washington, DC. https://doi.org/10.13140/RG.2.2.28817.07526. 2015. Online.

Miller, J.V., LeBouf, R.F., Kelly, K.A., Michalovicz, L.T., Ranpara, A., Locker, A.R., Miller,
D.B., O’Callaghan, J.P., 2018. The neuroinflammatory phenotype in a mouse model
of Gulf War Illness is unrelated to brain regional levels of acetylcholine as measured
by quantitative HILIC-UPLC-MS/MS. Tox. Sci. 165 (2), 302-313.

Mostafalou, S., Eghbal, M.A., Nili-Ahmadabadi, A., Baeeri, M., Abdollahi, M., 2012.
Biochemical evidence of the potential role of organophosphates in hepatic glucose
metabolism toward insulin resistance through inflammatory signaling and free ra-
dical pathways. Toxicol. Ind. Health 28 (9), 840-851.

Munhoz, C.D., Sorrells, S.F., Caso, J.R., Scavone, C., Sapolsky, R.M., 2010.
Glucocorticoids exacerbate lipopolysaccharide-induced signaling in the frontal cortex
and hippocampus in a dose-dependent manner. J. Neurosci. 30 (41), 13690-13698.

O’Callaghan, J.P., Kelly, K.A., Locker, A.R., Miller, D.B., Lasley, S.M., 2015.
Corticosterone primes the neuroinflammatory response to DFP in mice: potential
animal model of Gulf War Illness. J. Neurochem. 133 (5), 708-721.

O’Callaghan, J.P., Michalovicz, L.T., Kelly, K.A., 2016. Supporting a neuroimmune basis
of Gulf War Illness. EBioMedicine 13, 5-6.

Parihar, V.K., Hattiangady, B., Shuai, B., Shetty, A.K., 2013. Mood and memory deficits in
a model of Gulf War illness are linked with reduced neurogenesis, partial neuron loss,
and mild inflammation in the hippocampus. Neuropsychopharmacology 38 (12),
2348-2362.

Pavlov, V.A., Wang, H., Czura, C.J., Friedman, S.G., Tracey, K.J., 2003. The cholinergic
anti-inflammatory pathway: a missing link in neuroimmunomodulation. Mol. Med. 9,
125-134.

Pavlov, V.A., Tracey, K.J., 2005. The cholinergic anti-inflammatory pathway. Brain
Behav. Immun. 19, 125-134.

Petrescu, A.D., Grant, S., Frampton, G., McMillin, M., Kain, J., Kodali, M., Shetty, A.K.,
DeMorrow, S., 2018. Gulf war illness-related chemicals increase CD11b/c+ mono-
cyte infiltration into the liver and aggravate hepatic cholestasis in a rodent model.
Sci. Rep. 8 (1), 13147.

Pohanka, M., 2014. Inhibitors of acetylcholinesterase and butyrylcholinesterase meet
immunity. Int. J. Mol. Sci. 15 (6), 9809-9825.

32

Neurotoxicology 70 (2019) 26-32

Research Advisory Committee (RAC), 2008. On Gulf war veterans’ illnesses. Gulf War
Illness and the Health of Gulf War Veterans: Scientific Findings and
Recommendations. U.S. Government Printing Office, Washington, DC.

Rostedt, A., Stélberg, E., 2004. Joint pain and hyperalgesia due to pyridostigmine bro-
mide in a patient with myasthenia gravis. Neurology 62 (5), 835-836.

Seth, R.K., Kimono, D., Alhasson, F., Sarkar, S., Albadrani, M., Lasley, S.K., Horner, R.,
Janulewicz, P., Nagarkatti, M., Nagarkatti, P., Sullivan, K., Chatterjee, S., 2018.
Increased butyrate priming in the gut stalls microbiome associated-gastrointestinal
inflammation and hepatic metabolic reprogramming in a mouse model of Gulf War
Illness. Toxicol. Appl. Pharmacol. 350, 64-77.

Shetty, G.A., Hattiangady, B., Upadhya, D., Bates, A., Attaluri, S., Shuai, B., Kodali, M.,
Shetty, A.K., 2017. Chronic oxidative stress, mitochondrial dysfunction, Nrf2 acti-
vation and inflammation in the Hippocampus accompany heightened systemic in-
flammation and oxidative stress in an animal model of gulf war illness. Front. Mol.
Neurosci. 10, 182.

Smith, B.N., Wang, J.M., Vogt, D., Vickers, K., King, D.W., King, L.A., 2013. Gulf war
illness: symptomatology among veterans 10 years after deployment. J. Occup.
Environ. Med. 55 (1), 104-110.

Steele, L., 2000. Prevalence and patterns of Gulf War illness in Kansas veterans: asso-
ciation of symptoms with characteristics of person, place, and time of military ser-
vice. Am. J. Epidemiol. 152 (10), 992-1002.

Steele, L., Sastre, A., Gerkovich, M.M., Cook, M.R., 2012. Complex factors in the etiology
of Gulf War illness: wartime exposures and risk factors in veteran subgroups. Environ.
Health Perspect. 120, 112-118.

Sullivan, K., Krengel, M., Proctor, S.P., Devine, S., Heeren, T., White, R.F., 2003.
Cognitive functioning in treatment-seeking Gulf War veterans: pyridostigmine bro-
mide use and PTSD. J. Psychopathol. Behav. Assess. 25 (2), 95-103.

Sullivan, K., Krengel, M., Bradford, W., Stone, C., Thompson, T.A., Heeren, T., White,
R.F., 2018. Neuropsychological functioning in military pesticide applications from
the Gulf War: effects on information processing speed, attention, and visual memory.
Neurtoxicol. Teratol. 65, 1-13.

White, R.F., Steele, L., O’Callaghan, J.P., Sullivan, K., Binns, J.H., Golomb, B.A., Bloom,
F.E., Bunker, J.A., Crawford, F., Graves, J.C., Hardie, A., Klimas, N., Knox, M., Meggs,
W.J., Melling, J., Philbert, M.A., Grashow, R., 2016. Recent research on Gulf War
illness and other health problems in veterans of the 1991 Gulf War: effects of toxicant
exposures during deployment. Cortex 74, 449-475.

Zakirova, Z., Reed, J., Crynen, G., Horne, L., Hassan, S., Mathura, V., Mullan, M.,
Crawford, F., Ait-Ghezala, G., 2017. Complementary proteomic approaches reveal
mitochondrial dysfunction, immune and inflammatory dysregulation in a mouse
model of Gulf War Illness. Proteomics Clin. Appl. 11, 9-10.


http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0130
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0130
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0130
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0130
https://doi.org/10.13140/RG.2.2.28817.07526
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0140
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0140
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0140
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0140
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0145
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0145
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0145
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0145
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0150
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0150
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0150
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0155
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0155
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0155
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0160
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0160
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0165
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0165
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0165
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0165
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0170
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0170
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0170
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0175
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0175
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0180
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0180
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0180
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0180
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0185
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0185
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0190
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0190
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0190
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0195
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0195
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0200
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0200
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0200
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0200
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0200
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0205
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0205
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0205
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0205
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0205
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0210
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0210
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0210
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0215
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0215
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0215
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0220
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0220
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0220
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0225
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0225
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0225
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0230
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0230
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0230
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0230
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0235
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0235
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0235
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0235
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0235
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0240
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0240
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0240
http://refhub.elsevier.com/S0161-813X(18)30285-7/sbref0240

	Corticosterone and pyridostigmine/DEET exposure attenuate peripheral cytokine expression: Supporting a dominant role for neuroinflammation in a mouse model of Gulf War Illness
	Introduction
	Materials and methods
	Materials
	Animals
	Dosing and tissue preparation
	Serum cytokine analysis
	RNA isolation, cDNA synthesis, and qPCR
	Statistical analyses

	Results
	Discussion
	Disclaimer
	Acknowledgements
	References




