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Abstract

Because a-synuclein (Snca) is involved in neuroinflammatory response, we determined if its
expression altered blood-brain barrier (BBB) permeability. To induce increased BBB
permeability, Snca gene-ablated (KO) and wild-type (WT) mice were injected (i.p.) with
lipopolysaccharide (LPS). To assess changes in BBB permeability, Evans blue was injected (i.p.)
and extravasation into the brain assessed using fluorescence spectroscopy. WT mice had a
significant increase in BBB permeability at 1, 3, and 6 hours post-injection of LPS relative to
untreated mice. Contrary to WT mice, LPS did not induce a time-dependent change in BBB
permeability in KO mice. Although brain edema is associated with increased BBB permeability,
no significant difference in edema was found between groups. These results show that Snca
expression is associated with increased reactive opening of the BBB in response to LPS.
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Introduction

a-Synuclein (Snca) is a small protein composed of 140 amino acids and is highly conserved
across vertebrates. While its definitive functions are still being elucidated, Snca has been
implicated in a wide range of functions including: brain fatty acid metabolism
[8;11;14;21;23;24,47], synaptic vesicle mobilization [10], dopamine biosynthesis [38],
dopamine transporter modulation [53], chaperone activity [3], and regulation of
inflammatory response [5;6;22;44]. Mirroring its wide functionality, Snca is widely
expressed amongst cell types in the central nervous system (CNS) including astrocytes,
neurons, oligodendroglia, and microglia [5;11;33;36].

Microglia from Snca™~ (KO) mice have a higher basal reactive state than those from wild-
type (WT) mice, suggesting that Snca has a role in modulating neuroinflammation [5].
Microglia lacking Snca have an exaggerated inflammatory response to lipopolysaccharide
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(LPS, 25 ng/ml), including elevated TNFa and IL-6 secretion [5] and elevated prostaglandin
(PG) biosynthesis [6]. This is consistent with our observations that brain PG levels are
elevated following global ischemia in the KO mice [22]. Because Snca is required for
normal rates of arachidonate incorporation and recycling into brain phospholipids [23], the
elevated levels of PG are likely due to a reduction in the recycling of released arachidonic
acid in the KO mice, thereby increasing the amount of substrate for downstream PG
synthesis [20]. As PG are important in blood brain-brain barrier function (BBB) [1;4;27], the
question arises whether Snca expression might impact BBB function.

The BBB is a physical and metabolic barrier that protects the central nervous system from
harmful agents in the blood as well as maintaining a homeostatic environment for the brain
[2;16;32;39]. Inflammation of the BBB leads to an undesirable increase in permeability of
the barrier and is associated with neurological disease [49]. Many signaling molecules can
induce increased permeability of the BBB, including TNFa and other cytokines [1;7;28],
while LPS induces increased BBB permeability via stimulating formation and release of
cytokines and other molecules [42;55]. Because it is unknown if Snca expression alters BBB
function, we examined the impact of LPS-induced BBB changes in Snca*/* (WT) and
Snca™~(KO) mice.

Materials and Methods

Mice

This study was conducted in accordance with the National Institutes of Health Guidelines
for the Care and Use of Laboratory Animals (NIH Publication 80-23) and under an animal
protocol approved by the IACUC at the University of North Dakota (Protocol 0708-1c).
Mice used were the 129/SvEv strain and the Snca gene-ablated mice were generated via
gene-targeted deletion of Snca[10]. Male mice aged 8 to 13 months and between 27-43 g,
were given standard laboratory chow and water ad libitum.

LPS Treatments

Two different doses and treatment regimens were used to determine whether a dose-based
response was present in WT mice. LPS derived from £. co/i055:B5 J (Sigma cat# L2880)
was dissolved in phosphate buffered saline (0.25 mg/ml) and injected intraperitoneally (i.p.)
using two different treatment regimens. In an initial set of experiments, WT mice were
either treated with divided doses of LPS (3 mg/kg per dose, i.p.) at 0, 6, and 24 h [35;56] or
a single dose of LPS (1 mg/kg, i.p.) [9;52]. Mice receiving divided doses of LPS were
injected with Evans blue (i.p.) 1 h after the final dose of LPS was administered and perfused
2 hours later. For the group receiving the single dose of LPS, mice were injected with Evans
blue (i.p.) 1 h after the LPS was administered and perfused 2 h later. For both groups, BBB
permeability was assessed 3 h after injection of LPS and 2 h post-Evans blue injection.

Because we found no difference in BBB permeability between the single dose and divided
doses of LPS, we used a single dose of LPS (1 mg/kg, i.p.) to induce an inflammatory
response in KO and WT mice and Evans blue dye extravasation was measured at either 0, 1,
3, or 6 hours post-LPS injection to determine the temporal impact of Snca expression on
LPS-induced BBB permeability. Thus, in some mice, Evans blue was injected (i.p.) prior to
the introduction of LPS in order to have a consistent time (2 h) of circulating Evans blue
prior to perfusion. In preliminary experiments, no interaction was seen between LPS and
Evans blue, thus injection (i.p.) of LPS following Evans blue injection (i.p.) did not alter the
activity of LPS. In all experiments, untreated mice were injected with vehicle (PBS) prior to
Evans Blue dye injection.

Neurosci Lett. Author manuscript; available in PMC 2014 September 13.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Jangula and Murphy

Page 3

Evans Blue Dye Injection and Extraction

Evans blue dye (2% wt/vol, 4 ml/kg in PBS; Sigma cat# 206334) [7;51] was injected i.p. and
allowed to circulate for 2 hours prior then the mice were anesthetized with pentobarbital
(165 mg/kg), the chest wall opened to expose the heart, and 0.2 ml of blood collected from
the heart to assess plasma dye levels. Plasma was separated from whole blood using
centrifugation. The mice were then perfused with heparinized PBS via a 23 gauge needle in
the left ventricle until a clear fluid was obtained from the right atrium. PBS without heparin
was initially used [51], however heparinized PBS (0.1 mg/L) produced more consistent
results in preliminary studies, thus we used heparinized PBS for all perfusions in this study.
The brains were then removed, weighed, and extravasated Evans blue dye was extracted
with 50% trichloroacetic acid (TCA) [51].

Briefly, one brain hemisphere was weighed and then homogenized in 1 ml of 50% TCA (wt/
vol) and subjected to centrifugation at 5,000 x g for 20 min. The supernatant was then
diluted 1:3 with ethanol and concentration of Evans blue measured using fluorescence
spectroscopy.

Evans blue in the plasma was extracted by adding 35 ul of plasma to 0.315 ml 50% TCA
(wt/vol), mixed by vortexing, subjected to centrifugation at 5,000 x g for 20 min., and then
50 ul of the supernatant diluted with 150 ul ethanol. This sample was then diluted with 1:3
TCA to EtOH for fluorescence spectroscopy.

Evans Blue Dye Measurement

A Varian Eclipse fluorescence spectrophotometer was used to measure Evans blue
concentrations in the samples. Settings were as follows: Agx 620 nm, Aoy, 680 Nm, excitation
slit 5 mm, emission slit 5 mm, and the fluorescence intensity was monitored and averaged
over 25s. The inner filter effect was negligible as sample absorbance was less than 0.070 OD
as measured using a Beckman DU-640 spectrophotometer on all samples tested. Standards
were prepared with Evans blue dye in the final solvent composition.

Edema Measurement

Statistics

Results

To assess brain edema, hemispheres were weighed immediately after perfusion, and dried
for 24 h at 95°C and then weighed. The hemispheres were then reweighed at 48 h to ensure
that the samples had reached a steady state [48]. The percent brain water content was
calculated as the difference between wet weight and dry weight divided by wet weight
[17;48]. Prior to obtaining this data, perfusion was found not to alter the brain water content
in a pilot experiment.

Pearson’s rank correlation analysis was used to assess correlation of plasma Evans blue dye
concentrations with brain Evans blue dye concentrations. All other results were analyzed
using a one-way ANOVA and Tukey’s post test, p<0.05.

Standard Curve

The standard curves exhibited a good linear response over a broad range and a curve from
5-50 pg/ml was used to quantify brain Evans blue dye and 50-1000 pg/ml curved used for
plasma.
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Dose-response in WT Mice

Evans blue content in the brain was not significantly different between the multiple dosing
group (3 x 3 mg/kg, 331 +/- 64 pg/g ww, n=4) and single dosing group (1 mg/kg, 291 +/-
58 pg/g ww, n=4), although both were significantly different from control (167 +/- 49 pg/g
ww, n=4) as determined by one-way ANOVA coupled with Tukey’s post-test, p<0.05.

Correlation of Brain Dye Extravasation with Plasma Dye Concentration

We found that the Evans blue dye extravasation from the plasma compartment into the brain
was independent of plasma dye concentrations (Fig. 1), suggesting the process is saturated at
the plasma dye concentrations studied.

Impact of Snca Expression on the BBB Response to a Single Injection of LPS (1mg/kg)

We found that the expression of Snca did not impact BBB permeability between groups in
the absence of LPS (Fig 2, Panel A & B). There was no observed time-dependent effect on
BBB opening in the KO mice (Fig. 2, Panel A). However, our results demonstrate a time-
dependent increase in BBB opening in WT mice (Fig. 2, Panel B), suggesting the presence
of Snca is important in this process. At 6 hour post-injection, there was a 3-fold increase in
Evans blue extravasation into brains from WT mice as compared to T=0, indicating that the
permeability of the BBB was indeed increased. This increased opening of the BBB was not
accompanied by edema (Table 1), despite the 3-fold increase in Evans blue extravasation.

Discussion

There are several methods for inducing an inflammatory response in the brain using LPS.
While delivery of LPS using an indwelling cannula in the fourth ventricle induces a change
in arachidonic acid metabolism in a matter of days [45] and prolonged infusion over weeks
results in cholinergic neuronal loss [43;54], this model requires an indwelling cannula and
the inflammatory response occurs over time. The fragile nature of the KO mice precludes
the subscapular insertion of the osmotic mini-pump for the duration used in these models.
To circumvent this issue, we injected LPS via an intraperitoneal route to induce
neuroinflammatory response [9;18;19;35;41;46;52;56]. In this model, doses can be given
either as a single dose (1 mg/kg, i.p.) [9;52] or given in multiple doses (3 x 3 mg/kg) over 24
hours [35;56]. While we had expected the multiple dosing group to have a significant
increase in Evans blue extravasation as compared to the single dosing regimen, this was not
the case. In our hands, we found that multiple doses over 24 h resulted in the same opening
of the BBB as the single dose given only 3 hours prior to killing the mice.

Evans blue dye is widely used to assess BBB permeability [7;13;30;51]. While some studies
use a ratio of Evans blue dye in plasma to Evans blue dye in brain to quantify its
extravasation into the brain [51], others only measure brain Evans blue dye levels to assess
the extent of its extravasation [7;13;30]. While the ratio-metric method certainly has its
advantages, we questioned the inherent variability of the intraperitoneal administration of
Evans blue dye on plasma Evans blue dye levels. Correlating the plasma to brain
concentrations of Evans blue, we found no correlation, indicating that in our model system,
brain concentration is independent of plasma concentrations.

Our data demonstrate several key points. First, a single dose of LPS is sufficient to increase
the permeability of the BBB and this occurs within 1 hour after exposure to LPS (i.p.) (Fig.
2B) in WT mice. This is important, because a single dose of LPS (5 mg/kg) results in a
TNFa-induced profound chronic neuroinflammatory response, which leads to the
progressive neurodegeneration of the substantia nigra beginning at 7 months post-injection
[41]. Consistent with our study, others have demonstrated that the inflammatory response in
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the brain peaks at 1 h post-injection of LPS [41]. Interestingly, the KO mice did not
demonstrate a time-dependent opening of the BBB barrier as assessed using Evan blue dye
(Fig 2A). Although LPS treatment (i.p.) induces a response that is exacerbated by increasing
age [26], the lack of a response in KO mice was not the result of an age difference with WT
mice as all of the mice used in this study were between 8-13 months of age and age-
matched within the study.

The 2.5 to 3-fold increase in BBB permeability is consistent with that reported in the
literature [34;41;56], which is likely dependent upon on a vasodilatory PG-mediated process
as permeability is reduced in the presence of indomethacin [56]. Because Snca ablation
alters brain arachidonic acid metabolism [23] and increases PG formation [6;22], it increases
the formation of both vasodilatory and vasoconstrictive PG. Thus although it might be
anticipated that BBB opening during LPS (i.p.) challenge would exacerbate in the Snca
gene-ablated mice, this was not the case. Rather increased BBB permeability was dependent
upon the presence of Snca.

One potential explanation is the observed increase in in basal levels of B1 integrin in
microglia from KO mice [5]. A similar increase in the level of B; integrin on the endothelial
cells and on astrocytes comprising the BBB may occur in the absence of Snca. Integrins
have an important role in maintaining BBB integrity, including B, integrin [12;50].
Importantly, B4 integrin is expressed on cerebral microvascular endothelial cells and on
astrocytes in murine [31], in human [37], and in non-human primate [25;50] brain. In
addition, 1 integrin is an important endothelial cell survival factor [29] and is a critical
component of the BBB that is rapidly loss following focal brain ischemia [50]. Hence, B4
integrin is a considered a critical component of the endothelial cells and astrocytes
comprising the BBB and are important for maintaining the integrity of the BBB [12;50]. Our
observed results may very well be the result of enhanced B, integrin levels in astrocytes and
endothelial cells in KO mice, consistent with what we have observed in microglia from Snca
KO mice [5].

Another potential explanation is that although there is enhanced PG formation in the absence
of Snca [6;22], there may be a shift in the homeostasis between vasoconstrictive PG as
opposed to those involved in vasodilation. Although thromboxane A, (TXA)) is
vasoconstrictive in the brain as it is elsewhere [15], both prostaglandin F,q(PGF5) and
prostaglandin E, (PGEy) are also vasoconstrictive in the brain [40;57]. Certainly our
observed increase in TXA, PGFyq, and PGE; in LPS-stimulated microglia from KO mice
[22] as well as increased formation of these same PG following ischemic insult in KO mice
[6], suggest that there is a preponderance of vasoconstrictive PG formation in the absence of
Snca. Hence, the enhanced PG formation observed in these mice in the absence of Snca may
very well account for the lack of responsiveness in KO mice.

The primary question addressed in our study was the impact of Snca expression on BBB
integrity. Because we and others have demonstrated that Snca has a role in microglial
response to LPS [5;6;36;44] and that Snca deficient mice demonstrate reduced arachidonic
acid recycling [23] as well as increased prostaglandin formation [22], this work is a natural
extension of our previous efforts to determine the impact of Snca expression in brain
inflammatory response. Nonetheless, the dependence of increased BBB permeability on
Snca expression is herein reported for the first time and suggests that Snca has an important
role in BBB permeability, which is consistent with its emerging role in brain inflammatory
response.
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Fig. 1.

Correlation of plasma Evans blue dye concentration with brain Evans blue dye

concentration. Data analyzed using Pearson Rank correlation, p=0.7462
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Fig. 2.

Effect of LPS treatment (1 mg/kg, i.p.) on Evans blue dye extravasation into the brain of
brains of Snca /= (KO, Panel A) and WT (Panel B) mice over time. The * indicates
statistical significance from untreated WT mice, p<0.05 as determined using a one-way
ANOVA and Tukey’s post-hoc test, n=3-5. There were no differences between groups.

Neurosci Lett. Author manuscript; available in PMC 2014 September 13.



Page 13

Jangula and Murphy

NIH-PA Author Manuscript

‘dnouf yoes 1oy G—p= U “158] 90y-1s0d S, AaxNn ] e pue WAONY Aem-auo e Buisn auop sem SisAjeue [eansnels

S0
¥'0
[4Y
A0
asyd

¥'0
€0
4"
A0
as

8'LL
S'LL
L'LL
08L
By

O BleMmurid %

¥'0
€0
€0
L0
asyd

€0
4
€0
90
as

Vi
viL
SLL
9LL
Bay

1M BeM URIg %

Sd-isod y 9
Sd-sod y €
Sd-sod y T
Sd7-¥sod y 0

‘uondalul S41 Buimojjoy urelq O BIUS pue JAA Ul (J31eM 9p) JUSIUO0D JaTeM ulelg

T alqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Neurosci Lett. Author manuscript; available in PMC 2014 September 13.



