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Figure 6 Effects of administration of T cells triggered by GITR on survival/death of neural stem/progenitor cefls. (a-d) Co-expression of nestin (red) and Sox2 (green;
arrowheads) was investigated 7 days after stroke in SCID mice, which were injected with T cells. Compared with the PBS-injected control mice (a), mice treated with GITR-
stimulated T cells showed significantly less nestin/Sox2-positive cells (b), whereas mice treated with non-stimulated {control-IgG stimulated) T cells showed no difference
compared with the control {¢). (d) n=6, 3 and 3 for PBS-, GITR-stimulated T cell and non-stimulated T cell-treated groups, respectively. Expression of nestin or Sox2 detected
by conventional RT-PCR in the ischemic tissue on day 7 (e) was significantly decreased after treatment with GITR-stimulated T cells (e: second lane) compared with control
(PBS; e: first lane) or non-stimulated T-cell treatment (e: third lane; f: nestin; g: Sox2). (f and g) n= 5 for each experimental group. (h-k) The number of proliferated neural
stem/progenitor cells evaluated with anti-nestin (red) and anti-BrdU (green) antibodies (arrowheads) on day 7 was significantly decreased after treatment with GITR-stimulated
T cells (i), compared with control (h) or non-stimulated T cell-treatment (j). Quantitative analysis confirmed the decreased number of nestin/BrdU-positive cells in GITR-
stimulated T-cell-treated mice, compared with the other two groups (k; n=5 for each experimental group). **P<0.01 versus PBS- or non-stimulated T cell-treated

(GITR-Ab(—)/CB-17 T cell) mice. (a and h) Scale bar: 50 um

Effects of GITR-stimulated T cells on survival/death of
neural stem/progenitor cells. As the ischemic insult
enhanced the expression of GITR on infiltrated CD4™*
T cells (Figures 1-3) and GITR triggering disrupted iINSPCs
in poststroke mice (Figure 5), we next investigated whether
GITR-triggered, activated CD4 * T cells could affect survival/
death of iINSPCs. Activation of CD4™* T cells by ligation of
GITR has been reported previously,'” and we also confirmed
enhanced expression of GITR on CD4 * T cells by GITR-Ab
(DTA-1; see Figure 8d; lanes 3, 4). Initially, to confirm
infiltration of the administered T cells into the ischemic area,
T cells extracted from the green fluorescence protein-
transgenic (GFP-Tg) mice were injected into SCID mice
2 days after stroke as described previously.”?® Five days
after administering, the GFP-positive T cells migrated
selectively into the infarction area of the poststroke brain
(Supplementary Figure 2). Next, we injected T cells of CB-17
mice (either stimulated or non-stimulated by GITR-Ab) as
described above, and examined the expressions of nestin/
Sox2 double-labeled cells 5 days after injection by
immunohistochemistry (Figures 6a—d). In accordance with
our previous report,® poststroke SCID mice with PBS
injection (control) expressed a greater number of nestin/
Sox2-positive INSPCs than CB-17 mice (compare Figure 6d

with Figure 5h). The administration of GITR-stimulated
T cells significantly decreased the number of nestin/Sox2
cells (Figures 6b and d; P<0.01), whereas non-stimulated
T cells had no significant effect (Figures 6¢ and d). These
findings were confirmed by conventional RT-PCR analysis
(Figure 6e). Relative expressions of both nestin and Sox2
were attenuated by administration of GITR-stimulated T cells
but not by non-stimulated T cells (Figures 6f and g). The
proliferation of INSPCs was also evaluated by labeling of
nestin-positive cells with bromodeoxyuridine (BrdU), as per a
previous report.® GITR-stimulated T cells significantly
decreased the number of BrdU-labeled nestin-positive cells
compared with PBS treatment as a control (Figures 6i and k;
P<0.01), whereas non-stimulated T cells had no significant
effect (Figures 6j and k). These findings indicate that GITR-
triggered, activated CD4*T cells, but not non-stimulated
T cells, affect survival/death of INSPCs after stroke.

In vitro effects of TNF-a and Fas ligand on apoptosis of
neural stem/progenitor cells. To determine how activated
CD4*T cells ligated by GITR affect survival/death of
iNSPCs, a cell death assay was performed using cultured
neurospheres consisting of INSPCs (Figure 7a). It is well
known that some neural stem/progenitor cells undergo
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Figure 7 Involvement of death factors in apoptosis of INSPCs neurospheres. In neurospheres obtained from the ischemic areas of poststroke mice, nestin (green; a),
TNFR-1 (red; b) and Fas (red; c) were virtually observed (DAPI, blue). Incubation with TNF-a (d) or Jo-2 (e) induced collapse of cell clusters with expression of a marker of
apoptotic cell death, anionic phosphatidylserine visualized with Annexin V staining (green). (f) GITR was not expressed on iINSPCs neurosphere. (g) Incubation with TNF-o:
increased the activity of caspase-3 in neurospheres in a dose-dependent manner. Jo-2 also increased the activity (h), but neither GITR-Ab (DTA-1) nor GITR-Fc activated
caspase-3 on the neurospheres (I). (a and d) Scale bar: 100 um. (g-I) n= 3 for each experimental group. **P<0.01 versus control groups (g: without TNF-o; h: CHZ without

Jo-2). No significant difference was found among the groups (i)

apoptosis, with expression of multiple cell death signals such
as TNF receptor-1 (TNFR-1)*® and Fas.® Consistent with
these studies, we confirmed expression of TNFR-1
(Figure 7b) and Fas (Figure 7c) on iNSPC neurospheres.
The neurospheres were incubated with Dulbecco’s modified
Eagle’s medium (DMEM) containing TNF-a or agonistic Fas
antibody (Jo-2) for 24 h, and their apoptosis was analyzed by
Annexin V staining and active caspase-3 assay. As
expected, TNF-a induced apoptosis of neurosphere cells
(Figure 7d; green: Annexin V, red: PE). The activity of
caspase-3 in the apoptotic neurosphere was increased dose
dependently by TNF-z (Figure 7g). Jo-2 also induced
apoptosis of neurospheres (Figure 7e), with a significant
increase in caspase-3 activity (Figure 7h). Because iINSPCs
neurosphere do not express GITR (Figure 7f), it is not likely
that GITR signaling regulates death-receptor-induced
apoptosis directly in INSPCs. Accordingly, neither GITR-Ab
nor GITR-Fc activated caspase-3 on the neurospheres
(Figure 7i). These findings suggest that the death signaling
pathway may be stimulated either directly or indirectly by
activated CD4*T cells ligated by GITR. Moreover, these
results also prove that the triggering of GITR directly have no
effect on apoptosis of iINSPCs.

Effect of GITR-stimulated GId-T cells on survival/death
of neural stem/progenitor cells. To assess the action

Cell Death and Differentiation

of activated T cells, neurospheres were incubated with
T cells (either GITR stimulated or non-stimulated) for 24 h
(Figures 8a and b). Consistent with previous studies,'®*
T cells stimulated by GITR-Ab showed upregulation of Fas
ligand (Fasl.) expression (Figures 8¢ and d; lanes 3 and 4) as
well as GITR expression (Figure 8d; lanes 3 and 4). Annexin V
staining showed that neurospheres coincubated with
GITR-stimufated T cells underwent apoptosis (Figure 8a),
but those with non-stimulated T cells did not (Figure 8b). This
result strongly suggested a role of FasL expressed on T cells
in the INSPCs apoptosis. Because nestin-positive iNSPCs
were frequently observed in close association with
endothelial cells®®2?' and CD4*T cells (Supplementary
Figure 3) in the poststroke brain, it is highly possible that
activated T cells induce apoptosis of INSPCs by cell to cell
interactions.

To confirm this hypothesis in vivo, we administered T cells
from the Fasl-deficient (generalized lymphoproliferative
disorder = spontaneous mutation in the Fas ligand gene;
gld) mice,?® stimulated by GITR-ADb, to poststroke SCID mice
and analyzed the expression of nestin and Sox2 in the
postischemic area by conventional RT-PCR. As gid-T cells
stimulated by GITR-Ab showed enhanced GITR expression
compared with non-stimulated gld-T cells similar to T cells
from wild-type mice (Figure 8d; lanes 1 and 2, Figure 8f), the
injected T cells were considered to be activated without
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Figure 8 Involvement of Fas ligand expressed on the surface of T cells in survival/death of neural stem/progenitor cells. Incubation with GITR-stimulated T cells induced
apoptotic cell death on neurospheres determined by Annexin V staining (a: green), whereas no cell death was observed in the presence of non-stimulated T cells (b). The
upregulated FasL expressed on GITR-stimulated T cells was confirmed by FACS analysis (c: red fine indicates the FasL expression on GITR-stimulated T cells, and green line
on non-stimulated T cells in CD4 ™ T cells). The mean channel values were displayed for FasL in the CD4™* T cells. Conventional RT-PCR showed that T cells obtained from
Gld mice (GId-T cell) never expressed Fas figand even after GITR stimulation (d: lanes 1 and 2; ), whereas T cells of wild C57/B6 mice expressed it (d: lanes 3 and 4; e). GITR
stimulation upregulated GITR on T cells regardless of the presence of FasL (d: lanes 1 and 3; f). The group of GITR-stimulated T cells from C578/6 only significantly
upregulated FasL (d and e). (a) Scale bar: 100 um. (e and f) n=5 for each experimental group. **P<0.01 versus Gld-T cell groups or non-stimulated T (GITR-Ab(—)/C578/
6-T) cell group. Expression of nestin or Sox2 detected by conventional RT-PCR in the ischemic cortex of SCID mice 7 days after stroke was not affected by administration of
GId-T cells stimulated by GITR-Ab (g: first versus second lanes; h and ), although it was significantly decreased after freatment with wild-type (C57B/6) T cells stimulated by
GITR-Ab (g: third versus fourth lanes; h and I). The relative expression of nestin or Sox2 was significantly suppressed only in the case of mice administered with FasL-
expressed T cells stimulated by GITR-ADb. (h and i) n=5 for each experimental group. **P<0.01 versus Gld-T cell groups, GITR(~)/C57B/6-T-cell group or PBS group. No
significant difference was found among the other groups

expression of FasL (Figure 8e). Although administration of Discussion

GITR-stimulated T cells from wild mice (C57/B6) significantly

attenuated nestin and Sox2 expression (Figure 8g; lanes 3  This study clearly demonstrated a key role of GITR triggering
and 4), administration of GITR-stimulated gid-T cells had no in regulation of neurogenesis after stroke, thereby delineating
significant effect (Figure 8g; lanes 1 and 2). Relative the contribution of activated T cells expressing GITR to the
expressions of nestin and Sox2 were attenuated only by  survival of neural stem/progenitor cells in the poststroke
GITR-stimulated wild-type T cells from wild mice, but not by  cortex. Because a subset of CD4 ¥ T cells mainly expresses
GITR-stimulated gld-T cells or non-stimulated T cells (Figures GITR after stroke, it is likely that activated CD4*T cells
8h and i; P<0.01, among the five groups). These findings  triggered by GITR are harmful to the new-born cells. The
indicate that GITR-triggered activated CD4*T cells directly ~ current study also suggests possible mechanisms involving
induce Fas-mediated apoptosis of INSPCs through possible FasL- and TNF-a-induced cell death signals, suggesting
cell to cell interactions. interactions between INSPCs and GITR-triggered T cells,
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with the latter serving as negative regulators for CNS repair
after cerebral infarction.

GITR was originally cloned from a glucocorticoid-treated
hybridoma T-cell line as a TNF-receptor-like molecule
induced by glucocorticoid-sensitive T cells.'? GITR is now
considered to be upregulated in T cells by T-cell receptor
(TCR)-mediated activation.?® As GITR-expressing T cells are
resistant to glucocorticoid-induced cell death, it has been
proposed that GITR, in conjunction with other TCR-induced
factors, protects T cells from apoptosis.®® In fact, GITR can be
upregulated by viral infection®” or acute lung inflammation.'®
In the present study, we have demonstrated for the first time
that GITR is upregulated in T cells by ischemic insult to the
brain, although previous reports have shown the role of GITR
in ischemic damage on the kidney or the intestine,282°

Consistent with our previous study,® CD4" T cells pre-
dominantly migrated to the infarcted brain after stroke. The
high number of GITR " CD4 T cells suggested that activated
T-cell proliferation contributed to the poststroke inflammatory
response. GITR has been reported to enhance the secretion
of proinflammatory cytokines, such as IL-2 and [FN-y, from
GITR*T cells.® In contrast, GITR triggering on
CD4+CD25% Treg completely abrogates the suppressing
effect of Treg,'® which normally secrete anti-inflammatory
cytokines such as IL-1 0.%" Thus, we suggest that upregulation
of the GITR expression in the brain can aggravate T-cell-
mediated poststroke inflammation. The present study demons-
trated that GITR triggering in poststroke mice enhanced, and
its blocking ameliorated the poststroke inflammatory
response as indicated by modulation of cytokines, such as
IFN-y, TNF-¢ and IL-10. These data suggest that T-cell-
mediated poststroke inflammation can be modulated by the
immune response deriving from GITR-GITRL interaction.

It is well known that cerebral injury induces a disturbance of
the normally well-balanced interplay between the immune
system and the CNS.®? This process resuits in homeostatic
signals being sent to various sites in the body through pathways
of neuroimmunomodulation, including hypothalamic—pituitary—
adrenal (HPA) axis. Activation of the HPA axis results in the
production of glucocorticoid hormones. Although glucocorticoid
does prevent inflammation by suppressing production of many
proinflammatory mediators, including cytokines such as IL-18
and TNF-¢, it also induces apoptosis in immature and mature T
lymphocytes.®® The latter may in turn lead to secondary
immunodeficiency.?® Alternatively, surviving T cells that are
resistant to glucocorticoid stress express GITR and may
contribute to the aggravation of inflammation.

Inflammation in neural tissue has long been suspected to
have a role in stroke. Immune influence on adult neural stem
cell regulation and function has also received much attention.
Although the details of immune signaling in the CNS are not
known, the impact of inflammatory signaling on adult
neurogenesis is known to be focused on the activation of
microglia as a source of proinflammatory cytokines, such as
TNF-o, IL-6 and IL-18. We and others® have proved that
neural stem cells undergo apoptosis by TNF-a in vitro,
suggesting that TNF-« has a negative effect on poststroke
neurogenesis. Recent publication has revealed that GITR and
GITRL are functionally expressed on brain microglia, and that
the stimulation of GITRL can induce inflammatory activation of
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microglia.®® However, as INSPCs never expressed GITR, it is
more likely that microglia contribute to INSPC cell death
indirectly via TNF-«, which is secreted from the activated
microglia. We also propose that IFN-y produced by activated
GITR " T cells stimulates microglia production of high levels of
TNF-« to induce apoptosis of INSPCs through TNFR-1. It also
has been reported that TNF-related apoptosis-inducing ligand
(TRAIL) has an important role in developing CNS injury, and
that anti-TRAIL treatment prevents GITR expression induced
by spinal cord injury.*® As GITR-deficient mice showed
attenuated TRAIL expression after SCI, blocking the GITR-
GITRL interaction by GITR-Fc protein may protect from the
inflammatory response via TRAIL-activated pathways.

In addition to cytokine effects on neurogenesis, we also
proposed the Fas-mediated pathway that affects poststroke
neurogenesis, as another target of immune signaling. Our
previous study  had shown that Fas-positive iNSPCs under-
went apoptosis in the poststroke cortex. The current study
confirmed that GITR*T cells expressing FasL triggered
apoptosis of INSPC in vitro and reduced the expression of
nestin and Sox2 in the poststroke brain. These findings
suggest that activated T cells act on Fas-expressing iNSPCs
via cell to cell interactions in the poststroke brain, although it is
very difficult to prove the functional contact between iINSPCs
and Fas-expressing T cells in vivo. As nestin-positive INSPCs
are in close association with endothefial cells®®?! where
CD4™T cells are infiltrated (Supplementary Figure 3), it is
possible that activated T cells are in contact with neural stem/
progenitor cells when the endothelial cells are damaged by
ischemic insult. Although another system that activates
neurogenesis through soluble FaslL and Fas receptor
in conventional neurogenic regions has been previously
reported,® the current study may prove that the membrane-
bound FasL expressed on T cells is essential for Fas-induced
apoptosis.®®

Recent study has proposed the contribution of Tregs in
prevention of secondary infarct growth.>* Because IL-10
signaling was mainly produced by CD4*CD25* Tregs and
proinflammatory cytokines were downregulated in brains of
IL-10 transgenic mice, Tregs apparently contribute to the
anti-inflammatory system after stroke. Although GITR* T cells
are known to belong to Tregs, a recent study has emphasized
that GITR is a marker for activated effector T cells.®® The
CD4+CD25~ T-cell-derived GITR™ cells (GITR™ non-Treg)
are also known to activate self-reactive T cells by attenuating
the function of Tregs,'® indicating that they may harm the
living cells by eliciting autoimmunity.'®2* We demonstrated in
the current study that blocking the GITR-GITRL interaction by
GITR-Fc protein increased IL-10 expression in the poststroke
cortex, suggesting that blocking such interactions enhanced
Treg function as well as inhibition of effector T cell function. On
the basis of these findings, the present study suggests that the
novel therapies for stroke may ultimately include GITR-
targeted manipulation of immune signaling.

Materials and Methods

All procedures were carried out under auspices of the Animal Care Committee of
Hyogo College of Medicine, and were in accordance with the criteria outlined in the
‘Guide for the Care and Use of Laboratory Animals’ prepared by the National
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Academy of Science. Quantitative analyses were conducted by investigators who
were blinded to the experimental protocol and identity of the samples under study.

Induction of focal cerebral ischemia. Male, 5- to 7-week-old, CB17/
ler *'* Jel mice (CB-17 mice; Clea Japan Inc., Tokyo, Japan) and CB-17/lcrscidseid
Jet mice (SCID mice; CLEA Japan Inc.) were subjected to cerebral ischemia.
Permanent focal cerebral ischemia was produced by ligation and disconnection of
the distal portion of the left middle cerebral artery (MCA), as described in a previous
study. In brief, the left MCA was isolated, electrocauterized and disconnected just
distal to its crossing of the olfactory tract (distal M1 portion) under halothane
inhalation. The infarcted area in mice of this background has been shown to be
highly reproducible and limited to the ipsilateral cerebral cortex. Permanent MCA
occlusion (MCO) is achieved by coagulating the vessel. in sham-operated mice,
arteries were visualized but not coagulated.

Immunohistochemistry. To histochemically analyze the infarcted cortex,
mice were deeply anesthelized with sodium pentobarbital and perfused
transcardially with 4% paraformaldehyde. Brains were then removed, and coronal
sections (14 um) were stained with mouse antibodies against nestin (Millipore,
Billerica, MA, USA; 1/100), Sox2 (Millipore; 1/100), NeuN (Millipore; 1/200), rabbit
antibodies against caspase-3 active (R&D systems, Minneapolis, MN, USA; 1/100),
CD3 (AnaSpec, San Jose, CA, USA; 1/100), CD31 (Santa Cruz Biotechnology,
Santa Cruz, CA, USA; 1/100), rat antibody against CD4 (Biolegend, San Diego, CA,
USA; 1/100) and GITR (eBioscience, San Diego, CA, USA; 1/100). As secondary
antibodies, Alexa Fluor 488 or Alexa Fluor 555 goat anti-mouse, -rabbit or -rat IgG
(Invitrogen, Carlsbad, CA, USA; 1/500) was used. Cell nuclei were stained with 4/,
6-diamino-2-phenylindole ( DAPI, Kirkegaard & Perry Laboratories, Gaithersburg,
MD, USA; 1/500). The number of nestin and Sox2 double-positive cells at the border
of infarctions, including the infarcted and peri-infarcted areas (0.5 mm in width), was
counted under a laser microscope (Olympus Corporation, Tokyo, Japan).

To perform quantitative analysis of T cells, all CD3-, CD4~ or CD3~GITR-
double-positive cells within the infarcted area were counted in the brain sections
obtained from CB-17 mice at 3h, 6h, 24h, 3 days and 7 days after stroke.
Furthermore, active caspase-3 and nestin double-positive cells within the infarcted
area were counted in the brain sections at 3 days after stroke. To investigate cell
proliferation at 7 days after stroke, BrdU (Sigma-Aldrich Corporation, St. Louis, MO,
USA; 50 mg/kg) was administered 6 h before fixation. Tissue was pretreated with
2N HC! for 30 min at 37°C and 0.1 M boric acid (pH 8.5) for 10 min at room temper-
ature, and then stained with antibody against BrdU. Next, the number of positive
cells for each marker was determined using modified Image J (National Institute of
Mental Health, Bethesda, MD, USA) as per a previous report.® Results were
expressed as the number of cells/mm?,

The expression of Fas and TNFR-1 for neurosphere. To study the
expression of Fas and TNFR-1in the neurosphere in vitro, immunochemistry was
performed with rabbit antibody against Fas (Wako Pure Chemical Industries, Osaka,
Japan; 1/100) or TNFR-1 (Santa Cruz Biotechnology; 1/100). As secondary
antibodies, Alexa Fluor 488 or Alexa Fluor 555 goat anti-mouse IgG (Invitrogen;
1/500) was used. Cell nuclei were stained with DAPI (Kirkegaard & Perry
Laboratories; 1/500).

Measurement of involution of the ipsilateral cerebral hemisphere
volume. Thirty days after stroke, mice were perfused transcardially with 4%
paraformaldehyde, brains were removed and coronal sections (14 um) were stained
with mouse antibodies against NeuN, followed by reaction with biotinylated goat
anti-mouse IgG (Chemicon, Temecula, CA, USA; 1/500), ABC Elite reagent (Vector
Laboratories, Burlingame, CA, USA) and DAB (Sigma-Aldrich Corporation) as
chromogen. The area of the ipsilateral and contralateral cerebral hemisphere
occupied by the neuronal markers, NeuN and MAP2, was calculated using Image J.2
The ipsilateral and contralateral cerebral hemisphere volume was calculated by
integrating the coronally oriented ipsilateral and contralateral cerebral hemisphere
area as described previously.® Involution of the ipsilateral cerebral hemisphere
volume was calculated as (ipsilateral/contralateral cerebral hemisphere volume).

FACS analysis of infiltrated lymphocytes into the ischemic
brain. Animals were killed 1 or 7 days after MCO. The ischemic area of the brain
was isolated. Tissues from the four operated mice were incubated with RPMI1640
(Invitrogen), containing 1 mg/ml collagenase (Wako Pure Chemical Industries) and
0.1 mg/ml DNAse | (Thermo Fisher Scientific, Waltham, MA, USA), and pressed
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through a 40-um cell strainer'® (BD Biosciences, Franklin Lakes, NJ, USA). The
mononuclear cells were separated by Ficoll-paque plus (GE Healthcare,
Piscataway, NJ, USA) centrifugation, and labeled with antibody cocktails (Per
CP-CD3 (BD Biosciences), FITC-CD4 (eBioscience), PE-GITR (BD Biosciences)
and APC-CD25 (eBioscience)). Rat 1gG2a (eBioscience) was used as control
isotype staining. The analysis of cells was performed by four-color flow cytometry on
a FACSCalibur (BD Biosciences) using CELLQuest Software (BD Biosciences).

RNA isolation and PCR reaction. Total RNA was isolated from the
cerebral cortex of the infarcted area using ISOGEN (Nippon gene, Tokyo, Japan),
and was treated using Turbo DNA-free kit (Applied Biosystems, Foster city, CA,
USA) in accordance with the manufacturer’s protocol.

Quantity and quality of the isolated RNA was tested by using a Nanodrop 1000
(Thermo Fisher Scientific).

Quantitative real-ime PCR was performed using TagMan Gene Expression
Assays and the ABI PRISM 7900HT Sequence Detection System (Applied
Biosystems) with Real-time PCR Master Mix (Toyobo, Osaka, Japan). Three
replicates were run for each sample in a 384-well format plate. TagMan Gene
Expression Assays IDs were described as follows. IFN-y: Mm01168134_m1, TNF-y:
Mm00443258_m1, IL-10: Mm01288386_m1 and glyceraldehyde-3-phosphate
dehydrogenase (GAPDH): Mm99999915_g1.

Conventional RT-PCR was performed using a PC-708 (Astec, Fukuoka, Japan)
with Super Script lll One step (Invitrogen). cDNA was amplified under the following
conditions: 15 s at 94°C, 30's at 60°C and 1 min at 68°C (35 cycles). PCR products
were analyzed by electrophoresis using Mupid (Advance, Tokyo, Japan). The band
intensity was determined with a LAS-1000 densitometer (Fuji Film, Tokyo, Japan).
Primer sequences were as follows: )

nestin, forward 5-CACTAGAAAGCAGGAACCAG-3' and reverse 5'-AGATGG

TTCACAATCCTCTG-3'; -

Sox2, forward 5'-TTGGGAGGGGTGCAAAAAGA-3' and reverse 5'-CCTGCGA

AGCGCCTAACGTA-3

GITR, forward 5’-CCACTGCCCACTGAGCAATAC-3' and reverse 5'-GTAAAAC

TGCGGTAAGTGAGGG-3';

FasL, forward 5-CTTGGGCTCCTCCAGGGTCAGT-3' and reverse 5'-TCTCCT

CCATTAGCACCAGATCG-3'; and

GAPDH, forward 5’-GGAAACCCAGAGGCATTGAC-3' and reverse 5'-TCAGG

ATCTGGCCCTTGAAC-3'.

For normalization of realtime data, GAPDH was used as an interal control.

Preparation of induced neural stem/progenitor cells. As described
previously,® tissue from the ischemic cortex was mechanically dissociated by
passage through 23- and 27-gauge needles to prepare a single-cell suspension.
The resulting cell suspensions were incubated in a medium promoting formation of
neurosphere-like clusters. Cells were incubated in tissue culture dishes (60 mm)
with DMEM/F12 (Invitrogen) containing epidermal growth factor (EGF; Peprotech,
Rocky Hill, NJ, USA; 20ng/ml) and fibroblast growth factor-basic (FGF-2;
Peprotech; 20ng/mf). On day 7 after incubation, neurosphere-iike cefl clusters
(primary spheres) were formed and were reseeded at a density of 10-15
neurospheres/well in 12-well fow-binding plates. .

Induction of apoptosis of neural stem/progenitor cells. To study
the effect of TNF-a- or Fas-mediated signaling in vitro, neurospheres were
incubated with TNF-« (R&D systems; 20 mg/ml and 100 mg/m) or agonistic anti-
Fas (Jo-2; BD Biosciences; 1 g/ml) containing cycloheximide (CHZ; Sigma-Aldrich
Corporation; 1 mg/ml),*® agonistic anti-GITR (DTA-1; 10 ug/ml) or GITR-Fc fusion
protein (6.25 ug/ml, Alexis Corporation, Lausen, Switzerland) in DMEM/F12
(Invitrogen) for 24 h. Next, the activity of caspase-3 was examined using a caspase-
3 assay kit {Sigma-Aldrich Corporation) according to the manufacturer’s protocol.
Briefly, neurospheres were homogenized in lysis buffer and centrifuged at 20000 g
for 15 min. Supematants were mixed with assay buffer and caspase-3 substrate.
Absorbance at 405nm was measured, and caspase-3 activity was calculated
(n=3, in each group) using a spectrophotometer (Beckman Coulter Inc., Brea, CA,
USA). Caspase-3 activity was correlated with the protein concentration, which was
determined by the DC protein assay (Lowry method; Bio-rad Laboratories Inc.,
Hercules, CA,-USA), To confirm the cells undergoing apoptosis, neurospheres
incubated with these reagents were stained with Annexin V (BD Biosciences), and
were observed under a confocal laser scanning microscope (Carl Zeiss
Intemational, Jena, Germany).
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To examine the apoptotic activity of T cells in vitro, T cells were obtained from the
spleens of mice (several strains) involving CB-17 and gld (FasL deficient) and their
C57/B6 backgrounds,”® by using a nylon fiber column (Wako Pure Chemical
Industries). T cells also were obtained from normal male C57BL/6 (Japan SLC,
Shizuoka, Japan) or C57BL/6-Tg (CAG-EGFP) C14-Y01-FM1310sb transgenic
mice (purchased from RIKEN BRC, Tsukuba, Japan). The T cells were stimulated
with solid phase of anti-CD3¢ antibody (BD Bioscience): T cells were incubated with
GITR-Ab (DTA-1: 10 ug/mi) or control rat igG (eBioscience) for 48 h in RPMI1640
(invitrogen) in culture plate coated with 10 ug/mi of anti-CD3e antibody. Expression
of FasL on GITR-stimulated T cells or non-stimulated T cells was analyzed with
FAGS. Each sample was labeled with antibody cocktails (PerCP-CD3, FITC-CD4
and PE-FasL (BD Biosciences)) The analysis of cells was performed by three-color
flow cytometry on a FACSCalibur using CELLQuest Software, Then, 1 x 10° T cells
were coincubated with neurospheres in DMEM/F12 (Invitrogen) for 24 h (10-15
neurospheres/well in 12-well low-binding plates). These neurospheres were stained
with Annexin V and observed with a microscope, as mentioned above. GFP-Tg mice
were purchased from GLEA Japan Inc.

Administration of GITR-Ab or GITR-Fc. GITR-Ab (100 pg/mice,
DTA-1; eBioscience), GITR-Fc fusion protein (6.25 ug/mice)'® or rat IgG isotype
control (100 pg/mice, eBioscience) was intrapetitoneally administered to mice at 3h
and 3 days after stroke.

Administration of T cells into poststroke SCID mice. Tcells(1 x 10°
cells/100 ul in PBS) obtained from several strains of mice (stimulated or non-
stimulated by GITR-Ab), including CB-17, GFP-Tg, Gld- or C57/B6 mice, were
injected intravenously into SCID mice at 48 h after stroke. Mice were subjected to
histological examination after stroke. In another experiment, their brains were
utilized for PCR analysis of nestin and Sox2.

Statistical analysis. Results were reported as the mean standard deviation.
Statistical comparisons among groups were determined using one-way analysis of
variance. Where indicated, individual comparisons were performed using Student’s
ttest. The groups with P<0.01 or, in some cases, P<0.05 differences were
considered significant,
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Children with severe neonatal hypoxic-ischemic encephalopathy (HIE) die or develop life-long neurological
impairments such as cerebral palsy and mental retardation. Decreased regional cerebral blood flow (CBF) is
believed to be the predominant factor that determines the level of tissue injury in the immature brain. How-
ever, the spatio-temporal profiles of CBF after neonatal HIE are not well understood. CB17 mouse and Wistar
rat pups were exposed to a unilateral hypoxic-ischemic (HI) insult at eight or seven days of age. Laser speckle
imaging sequentially measured the cortical surface CBF before the hypoxic exposure and until 24 h after the
hypoxic exposure. Seven days after the HI insult, brain damage was morphologically assessed by measuring

Keywords:
Hypoxic-ischemic brain injury
Cerebral blood flow

Reperfusion the hemispheric volumes and by semi-quantitative scoring for neuropathologic injury. The mean CBF on the
Laser speckle flowmetry ipsilateral hemisphere in mice decreased after carotid artery ligation. After the end of hypoxic insult (i.e., the
Neonatal reperfusion phase), the mean CBF level gradually rose and nearly attained its pre-surgery level by 9 h of

Rat reperfusion. It then decreased. The degree of reduced CBF during reperfusion was well correlated with the

Mouse degree of later morphological brain damage. The correlation was the strongest when the CBF was measured
Dexamethasone in the ischemic core region at 24 h of reperfusion in mice (R?=0.89). A similar trend in results was found in
rats. These results suggest that the CBF level during reperfusion may be a useful predictive factor for later

brain damage in immature mice. This may enable optimizing brain damage for detail analyses.
© 2011 Elsevier Inc. All rights reserved.
Introduction (HI) injury (Johnston et al,, 2005; Rice et al., 1981). This model has

Children with severe neonatal hypoxic-ischemic encephalopathy
(HIE) typically die or develop life-long neurological impairments
such as cerebral palsy, mental retardation, and epilepsy (van Handel
et al., 2007). No therapeutic method is available for perinatal HIE,
apart from initiating hypothermia within 6 h after birth. An important
issue in neonatal practice is the early detection of pathophysiological
factors that are associated with permanent brain damage. Extensive
laboratory research with experimental models is being performed to
understand the mechanisms of brain injury and to find neuroprotec-
tive therapies. The Rice-Vannucci model, which combines permanent
unilateral ligation of a carotid artery with exposure to hypoxia for 2 to
3h in seven-day-old rat pups, has been widely used to study the
physiological and therapeutic variables of neonatal hypoxic-ischemic

Abbreviations: NHIE, neonatal hypoxic-ischemic encephalopathy; HI, hypoxic-
ischemic, hypoxia-ischemia; CBF, cerebral blood flow; LSF, laser speckle flowmetry;
LDF, laser Doppler flowmetry; ROI, region of interest; MCA, middle cerebral artery;
MR, magnetic resonance imaging; DWI, Diffusion-weighted MRI; ANOVA, analysis of
variance.
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also been adapted for use in neonatal mice. i

Decreased regional cerebral blood flow (CBF) is the predominant
factor that determines the topography of tissue injury in the immature
rodent brain, although metabolic factors (i.e., intrinsic vulnerability)
may influence injury in some brain structures (Ringel et al,, 1991;
Vannucci et al,, 1988). In immature rats with an HI injury, radioactive
tracers in coronal sections show a residual columnar perfusion deficit
within the cerebral cortex, which corresponds closely to the pathologi-
cal pattern of injury within this structure. The pathological pattern of in-
jury is characterized by alternating columns of normal and damaged
neurons, which are oriented at a right angle to the pial surface. CBF is
rarely monitored during and after HI insult in immature rodent models,
mainly because of the technical difficulties and invasiveness involved in
measuring it, Therefore, little is known about the spatial and temporal
extent of CBF response during the reperfusion period after an Hl insult.

The autoradiographic techniques for analyzing CBF in small animals
entail sacrificing the animals at the time of measurement. A less inva-
sive method, laser Doppler flowmetry (LDF), has been widely used to
monitor relative perfusion changes. The LDF technique uses a single-
point measurement in which the hemodynamics of an area covering
1 mm? to 2 mm? can be measured from the tip of a probe (Stern et al,,
1977). CBF measured at a small arbitrarily selected area may not accu-
rately reflect the hemodynamics of the cerebral hemisphere, and the
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probe-position-specific manner of measurement makes repeated inter-
mittent measurements unreliable. Since LDF generally requires the at-
tachment of a probe onto the skull or the dura, long-term observation
would excessively strain the pups. Hence, the monitoring duration
with LDF in most cases is short, being less than 1 (Liu et al, 1999;
Matsiukevich, et al,, 2010; Taniguchi et al,, 2007), or 2 h after the end
of hypoxic exposure (Fabian et al, 2008; loroi et al, 1998). To our
knowledge, there is only one report in which the CBF was observed be-
yond the early perfusion phase in a rodent model of neonatal HIE
(Wainwright et al,, 2007). Laser Doppler perfusion imaging is a recent
development in LDF that extends its power to the two-dimensional
measurement of tissue perfusion. However, laser Doppler perfusion im-
aging cannot be used to dynamically image high frequency blood-flow
fluctuations since the temporal separation between the first and last
image points within a scan can be several minutes. In addition, its reso-
lution is not very high, ranging from 100 pum/pixel to 1.0 mm/pixel
(Forrester et al., 2002; Riyamongkol et al,, 2002).

The laser speckle method for imaging vascular structure in a tissue
has been available since the 1980s. It has recently been revised to
measure CBF, as first described by Dunn et al. (2001). For a duration
of several milliseconds to several hours, the speckle imaging method
is able to accurately image the cortical blood-flow response over an
area ranging from a few millimeters to the whole rodent brain
(Dunn et al., 2001). Laser speckle flowmetry (LSF) provides excellent
spatial resolution, even through an intact skull. This allows the
measurement of CBF changes occurring within the pial vasculature
(Ayata et al., 2004). The laser speckle technique primarily measures
the velocity of scattering particles (e.g., red blood cells). LSF provides
an index of perfusion that has a linear relationship with the absolute
CBF value (which is measured by the [*Cliodoamphetamine tech-
nique (Ayata et al,, 2004) and by the clearance rate of umbelliferone
(Strong et al., 2006)). LSF enables the long-term observation of CBF
(Fujita et al.,, 2010). To our knowledge, the use of two-dimensional
laser speckle perfusion imaging to observe CBF has never been inves-
tigated in immature rodent models of HI insult or stroke.

There is significant inter- and intra-litter variability in the extent of
the brain injury in the Hl model: a subset of pups suffers no perceivable
brain injury, while other pups suffer massive hemispheric infarct
(Sheldon et al., 1998). This also holds true in neonatal stroke models
(Bonnin et al,, 2011; Comi, et al., 2005; Wendland et al., 2008). The var-
iability in animal models resembles the variability seen in human in-
fants with neonatal HIE. In a population-based study, the teenage
outcome of children who had been born with moderate neonatal HIE
was quite variable: 35% had cerebral palsy or other major neuroimpair-
ments; 46% had cognitive problems without cerebral palsy; and 9% had
no problems (Lindstrom et al.,, 2006). Hence, it is no wonder that some
pups may have no lesion after an HI insult. The variability in animal
models, however, makes detailed preclinical analyses difficult to per-
form. Efforts have been made to offset this hindrance and, in particular,
to exclude subjects with no lesion, but there is no widely used method

to optimize degree of brain injury. A few laboratories use parameters—

such as apparent diffusion coefficient (ADC) obtained by magnetic res-
onance imaging (MRI) (Derugin et al., 2000; Wendland et al., 2008), or
the CBF obtained by color-coded pulsed Doppler ultrasound imaging
(Bonnin et al, 2011)~to exclude pups without a lesion at an early
stage of brain injury. The objectives of our study are: 1) to show tempo-
ral changes in CBF in a mouse model and in a rat model of neonatal
HIE and 2) to examine the correlation between CBF during the early
stage of HI injury and later morphological brain damage.

Materials and methods
Hypoxia-ischemia procedure

All experiments were performed in accordance with protocols
approved by the Experimental Animal Care and Use Committee of

the National Cerebral and Cardiovascular Center. Eight-day-old (post-
natal day 8, [P8]) male and female CB17 mouse pups (CLEA Japan Inc,,
Tokyo, Japan) and seven-day-old (P7) male and female Wistar rat
pups (Japan SLC Inc., Hamamatsu, Japan) were prepared for surgery.
Under isoflurane anesthesia (4.0% for induction and 1.5% to 2.0% for
maintenance), the left carotid artery was permanently occluded in
the mouse and rat pups. After a one- to two-hour recovery period,
the mouse pups were subjected to hypoxia (8% oxygen and 92% nitro-
gen, at 33.0 °C) for 30 min and the rat pups were subjected to hypoxia
for 120 min. After a 60-min recovery period in a temperature-
controlled incubator, the pups were returned to their dams and
kept in a standard environment.

Laser speckle blood-flow imaging

In 23 mice and 33 rats, the cortical surface CBF was sequentially
measured by a laser speckle flowmetry (LSF) imaging system (Ome-
gazone, Omegawave Inc.,, Tokyo, Japan) at several time points: pre-
surgery; pre-hypoxia (which is post-surgery); and Oh, 1h, 2.5h,
6 h, 9 h, and 24 h after the end of hypoxia (i.e. after the start of reper-
fusion). The theory and technique for LSF have been described in de-
tail elsewhere (Dunn et al., 2001; Forrester et al., 2002). In brief, the
animals were placed in a prone position and spontaneously breathed
under isoflurane anesthesia. The animal's skull was exposed by a mid-
line scalp incision and the skull surface was diffusely illuminated by a
780 nm laser light. The penetration depth of the laser is approximate-
ly 500 pm. The scattered light was filtered and detected by a charge
coupled device (CCD) camera positioned above the animal's head.
Raw speckle images were used to compute the speckle contrast,
which is a measure of speckle visibility that is related to the number
and velocity of moving particles (in this case, CBF). Color-coded
blood-flow images were obtained in the high-resolution mode
(638 pixels x 480 pixels; 1 image/s). Five consecutive raw speckle im-
ages were acquired at 1 Hz, and then averaged. For analytical accura-
cy in repositioning of the animal's head and regions of interest (ROIs)
between imagings, we set the size and the position of an RO}, based
on a line drawn from the bregma to the lambda (Fig. 1A). We mea-
sured the CBF in three ROIs: the Core (the ischemic core region of
the middle cerebral artery (MCA) territory); the Penumbra (the pen-
umbra region of the MCA territory by the sagittal suture); and the
MCA region (the broader region covering most of the MCA territory,
including the Core and the Penumbra) (Fig. 1A). The same grid was
used to set the three matching regions on the contralateral side. The
total measuring procedure took approximately 3 min per pup.

Quantitative histological analysis

Seven days after the HI insult, the animals were deeply anesthe-
tized with an overdose of pentobarbital and intracardially
perfusion-fixed with 4% paraformaldehyde. After the perfusion, an
animal's brain was removed and coronally sectioned in slices 2-mm
thick by using a rat brain slicer (Neuroscience Inc., Tokyo, Japan).
The area (in mm?) of the contralateral and ipsilateral hemispheres
in each brain section was measured, using NIH Image software (Ima-
geJ, 1.43r, NIH, Bethesda, USA). The hemispheric volume of the brain
of each pup was estimated by summing the hemispheric area of the
brain slices and multiplying the sum by the section interval thickness.
The injury was evaluated by using hematoxylin-eosin-stained sec-
tions from four brain regions: the cortex, striatum, hippocampus,
and thalamus, We used the system we previously developed for eval-
uating neuropathologic injury in the present study (Tsuji et al., 2004).
Neuropathologic injury in the cerebral cortex was scored on a scale
ranging from 0 to 4 points (0, no injury; 4, extensive confluent infarc-
tion). Neuropathologic injury in the hippocampus, striatum, and thal-
amus was scored on a scale ranging from 0 to 6 points. The total score
(ranging from O to 22 points) was the sum of these ratings. The
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pre-hypoxia Oh

Hypoxia

24h
of reperfusion

Fig. 1. We measured the cerebral blood flow (CBF) in three regions of interest (ROIs) (A): the Core (the ischemic core region of the middle cerebral artery [MCA] territory) (a); the
Penumbra (the penumbra region of the MCA territory by the sagittal suture (b); and the MCA region (a broad region covering most of the MCA territory including the Core and the
Penumbra) (represented by a square with bold lines). We set the grid to standardize the size and position of the ROIs. A line is drawn from the bregma to the lambda. Using this line,
a square is drawn. The line perpendicular to the bregma-lambda line is divided into four equal segments, establishing four quarter-rectangles. The second quarter-rectangle from
the center (b) is the Penumbra. The posterior half of the most lateral quarter-rectangle (a) is the Core. The whole square, excluding the most medial quarter-rectangle, is the MCA
region. Representative laser speckle images were sequentially taken at several time points in two mouse pups. One pup {B) shows progressive reduction of CBF on the ipsilateral
hemisphere of the carotid artery ligation, while the other pup (C) shows restoration of CBF.

hemispheric volume measurement and neuropathological scoring
were assessed blindly.

Drug administration

In a different cohort, we used dexamethasone to examine how
drug treatment affects the correlation between CBF and brain
damage. Dexamethasone is a known neuroprotective drug, if it is ad-
ministered before a neurologic insult in rodents (Tuor, 1995). On
postnatal day 7, mouse littermates were randomly assigned to either
a dexamethasone-treated group (n=17) or a vehicle-treated group
(n=16). In the former group, 0.5 mg/kg of dexamethasone dissolved
in normal saline (40 ) was injected intraperitoneally 24 h before the
HI insult. The vehicle was administered in the same manner.

Statistics

Hemispheric differences in CBF were assessed using repeated-
measures two-way analysis of variance (ANOVA), followed by the
Bonferroni-Dunn test. The temporal changes in CBF were analyzed
by the Friedman test, followed by the Bonferroni-Dunn test.
Pearson’s productmoment correlation coefficient analysis was per-
formed to determine the correlation between CBF and brain injury.
Linear regression analysis and the Student t-test were performed to
assess the effects of dexamethasone. Differences were considered

significant at P<0.05. The results are presented as the meand+
standard error of the mean (SEM).

Results
Temporal profile of CBF in mice

LSF imaging through the intact mouse skull demonstrated clear
two-dimensional images of the cortical surface blood flow (Figs. 1B,
C). The surface blood flow during the pre-hypoxia period (i.e., after
carotid artery occlusion but immediately before hypoxic exposure)
decreased in the MCA territory on the ipsilateral side of the carotid
artery occlusion in all mouse pups. In some pups, the CBF on the ipsi-
lateral side of the carotid artery occlusion remained decreased or de-
creased further during the reperfusion phase (Fig. 1B). In other pups,
the CBF on the ipsilateral side was nearly restored to the same level
as on the contralateral side (Fig. 1C).

On the ipsilateral side of the carotid artery occlusion, temporal
profiles of the mean surface CBF in the Core and the MCA region
(but not the Penumbra region) differed significantly from the match-
ing regions on the contralateral side, based on repeated-measures
two-way ANOVA (Figs. 2A-C). The mean surface CBF in each of the
three regions of each hemisphere was significantly decreased before
the hypoxic exposure, compared with mean surface CBF in these re-
gions before surgery. During the early reperfusion phase, the mean
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Fig. 2. The temporal profile of the mean CBF in mice in (A} the Core region; (B) the
Penumbra region; and (C) the MCA region. The line with closed circles represents the
ipsilateral CBF; the dashed line with open circles represents the contralateral CBF; the
tine with closed squares represents the ipsilateral/contralateral CBF ratio. The surface
CBF level in each ROI in each hemisphere is significantly increased 6 h, 9h, and 24 h
after the end of hypoxia (i.e, the reperfusion phase), compared with the pre-hypoxia
CBF level, *p<0.05; **p<0.01. The CBF in each ROl in the ipsilateral hemisphere (but
not the contralateral hemisphere) is significantly decreased at 24 h, compared with
the CBF at 9 h. {p<0.05

CBF in all three regions of both hemispheres increased slightly from
the pre-hypoxic level; however, the increases were not statistically
significant. During the late reperfusion phase (i.e, 6h, 9h, and 24 h
after the end of hypoxia), the mean CBF in the three regions of both
hemispheres increased significantly, compared with the mean CBF
before the hypoxia. After 9 h of reperfusion, the mean CBF in the Pen-
umbra region in the ipsilateral hemisphere and in all regions in the

contralateral hemisphere were restored to their pre-surgery levels,
At 24 h, the mean CBF in the three regions in the contralateral hemi-
sphere remained the same; however, the mean CBF in all the three re-
gions in the ipsilateral hemisphere was significantly decreased after
9 h. In the three regions, the ratio of the ipsilateral CBF to the contra-
lateral CBF did not change significantly from before the hypoxic expo-
sure to 9 h after the hypoxic exposure. From 9 h to 24 h, the ratio
decreased significantly in the three regions.

Correlation between the CBF and later brain injury in mice

Brain injury was assessed histologically seven days after the Hi in-
sult. The CBF in each region at each time point was then compared
with the histological brain injury in the mice. This was to determine
whether the surface CBF (as measured by LSF during the reperfusion
phase) can be used as an early indicator of later histological injury
after an HI insult. The ratio of the ipsilateral CBF to the contralateral
CBF was compared with the ratio of the ipsilateral hemispheric vol-
ume to the contralateral hemispheric volume (Fig. 3). Linear regres-
sion analysis demonstrated that the longer the time after the
hypoxic exposure, the stronger was the correlation between the de-
gree of reduced CBF and the degree of brain damage. The correlation
was stronger in the Core than in the other two regions. Of all the re-
gions and time points measured, the CBF in the Core at 24 h of reper-
fusion had the strongest correlation with brain injury (R2=0.89).

We also used neuropathological injury scoring to examine the cor-
relation between CBF and brain injury. Linear regression analysis
demonstrated that the surface CBF in the Core at 24 h was significant-
ly correlated with neuropathological scores in all four anatomical
structures (the hippocampus, thalamus, cortex, and striatum) that
were examined seven days after the HI insult (Fig. 4). Interestingly,
the correlation was strongest for the injury score in the hippocampus
(R?*=10.58) (data not shown), followed by the injury score in the thal-
amus. The correlation for the injury score in the cortex (R2=0.36)
was weaker than that of total score (R2=0.51).

The effect of drug treatment on the correlation between CBF and later
brain injury

The hemispheric volume was assessed seven days after the HI in-
sult. Dexamethasone pretreatment, as expected, significantly reduced
brain injury. However, this treatment did not improve CBF 24 h after
the HI insult. The correlation between the CBF and brain injury in the
dexamethasone-treated group was not significant (P=0.08) (Fig. 5).
The loss of correlation between the CBF and brain injury after dexa-
methasone treatment indicates that its neuroprotective mechanisms
are independent of CBF, at least at the time of measurement.

Temporal profile of CBF and its correlation with later brain infury in rats

Based on the results of repeated-measures two-way ANOVA, the
temporal profile of the mean surface CBF in the Core on the ipsilateral
side of the carotid artery occlusion significantly differed from the
matching regions on the contralateral side in rats (Fig. 6A). The
mean surface CBF in the Core on the ipsilateral hemisphere before
the hypoxic exposure was significantly decreased from its pre-
surgery level, while the mean surface CBF in the Core on the contra-
lateral hemisphere remained the same, The mean CBF in the Core in
both hemispheres significantly increased after 2.5 h of reperfusion,
compared with the mean CBF before hypoxia. After 6 h of reperfusion,
the mean CBF in the Core on the ipsilateral side was restored to its
pre-surgery level, and the mean CBF in the matching region on the
contralateral side increased beyond its pre-surgery level. The mean
CBF in the Core of each hemisphere at 24 h was significantly de-
creased from its level at the previous time point measurement. The
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Fig. 3. The ratio of the ipsilateral CBF to the contralateral CBF at each time point was compared with the ratio of the ipsilateral hemispheric volume to the contralateral hemispheric
volume (which was assessed seven days after the Hi insult in the mice). The correlation between the degree of CBF reduction and the degree of brain damage is stronger in the Core
than in the other two regions. The correlation was stronger at the later time points. Of all the time points and regions measured, the CBF in the Core at 24 h of reperfusion has the

strongest correlation with later brain injury (R*=0.89).

ratio of the ipsilateral CBF to the contralateral CBF increased from
2.5 h of reperfusion onward, compared with the pre-hypoxia ratio.
Among the three regions, the correlation between CBF and later
brain injury (as assessed by the hemispheric volume) was the stron-
gest in the Core in rats. This was also the case in mice. In the Core re-
gion, the CBF at 6 h of reperfusion had the strongest correlation with
later brain injury (R?=0.35) (Fig. 6B). When assessed by neuropath-
ological injury scoring, a correlation was evident between the CBF
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Fig. 4. The ratio of the ipsilateral CBF to contralateral CBF 24 h after the HI insult was
compared with brain injury (as assessed by neuropathological scoring seven days
after the HI exposure). Linear regression analysis demonstrates that the surface CBF
in the Core at 24 h is significantly correlated with the neuropathological scores in the
cortex and with the total score (which combines the scores of the cortex, hippocampus,
striatum, and thalamus).

and brain injury. Linear regression analysis demonstrated that the
CBF in the Core at 6 h was significantly correlated with the total neu-
ropathological scores, which were assessed seven days after the Hl in-
sult (R2=0.27) (data not shown). These correlations were weaker in
rats than in mice.
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Fig. 5. The hemispheric volume (measured seven days after the Hl insult) was used to
assess the effect of the neuroprotective drug dexamethasone on the correlation be-
tween CBF (24 h after the HI insult) and brain injury. The data points show the correla-
tion between CBF and brain injury in the PBS-pretreated mice and the dexamethasone-
pretreated mice. The data points for the dexamethasone-pretreated mice tends to be
shifted toward the top of the graph (indicating less brain injury), but is not shifted in
the horizontal axis (indicating no change in the CBF).
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Fig. 6. (A) The temporal profile of CBF in the Core region in rat pups. The mean CBF in the ipsilateral hemisphere is significantly decreased after carotid artery ligation alone. After
the hypoxic exposure, the mean CBF level is significantly increased at 2.5 h, 6 h, and 24 h of reperfusion, compared with its pre-hypoxia level. By contrast, the mean CBF in the con-
tralateral hemisphere remains unchanged after carotid artery ligation alone. After the hypoxic exposure, the mean CBF level significantly increased at 2.5 h and 6 h, compared with
the pre-hypoxia CBF level, **p<0.01. The CBF level in each hemisphere is significantly decreased at 24 h, compared with its level at the 9 h. p<0.05. (B) The ratio of the ipsilateral
CBF to contralateral CBF in the Core at each time point was compared with the ratio of the ipsilateral hemispheric volume to the contralateral hemispheric volume that was assessed
seven days after the Hl injury in the rats. The correlation between CBF and brain injury is significant and strongest at 6 h of reperfusion.

Discussion
Temporal profiles of CBF

In the present study, we demonstrated the spatial and temporal
profiles of cortical surface CBF in mouse and rat pups. After carotid
artery ligation alone, the mean CBF was decreased in the ipsilateral
hemisphere in the mouse and rat pups. Following the hypoxic insult
(i.e., with the initiation of reperfusion), the mean CBF on the ipsilater-
al side gradually increased; it nearly approached its pre-surgery level
during the late reperfusion phase (at 9 h in mice and at 6 h in rats). It
then decreased by 24 h.

In a classical study that used carbon-14 autoradiography in imma-
ture rats, blood flow to individual structures in the ipsilateral cerebral
hemisphere was not affected by unilateral arterial occlusion alone
(Vannucci et al., 1988). During the HI insult, the regional CBF of the
ipsilateral hemisphere decreased. In a subsequent study, the re-
searchers found that the CBF was similar in both hemispheres after
30 min, 4 h, and 24 h of recovery, and that the CBF did not differ
from age-matched controls (Mujsce et al., 1990).

Most non-invasive studies measure CBF only until the early re-
perfusion phase; however, one LDF study measured CBF changes oc-
curring from before surgery until 24h after an HI injury in
immature rodents (Wainwright et al., 2007). The CBF in the ipsilat-
eral hemisphere was significantly decreased after carotid artery
ligation alone and at 2 h after the HI insult, compared with the
pre-surgery level. The CBF level then slowly returned to its pre-
surgery level. On the other hand, the CBF in the contralateral hemi-
sphere increased during reperfusion, before normalizing 24 h after

the HI insult. Using the magnetic resonance arterial spin-labeling
technique, Qiao et al. (2004) measured CBF prior to hypoxia, during
hypoxia, and 1 h and 24 h after hypoxia in P7 rats with an HI injury.
Following carotid artery occlusion and prior to hypoxic exposure,
the cortical CBF levels were reduced, compared with the levels in
the sham animals. At 1 h of reperfusion (i.e., after the cessation of
hypoxia), the CBF approached levels close to the pre-hypoxic expo-
sure levels. At 24 h of reperfusion, the CBF in the ipsilateral cortex
further recovered, although the flow was still below that of the
sham animals. These two reports are mostly in accordance with
our data.

The apparent conflicting results of our study with studies using
autoradiography may be because of the different techniques and re-
gions used to measure CBF. We measured the CBF on the cortical sur-
face, while the other researchers used coronal sections. The CBF was
measured with a diffusible indicator in the other studies. A diffusible
indicator is more representative of plasma flow (Mujsce et al., 1990),
whereas LSF and LDF reflect red blood cell flow in the brain surface.
Even among studies using the same CBF measuring techniques,
there are conflicting reports.

The intensity of an HI insult may also explain the discrepancy of
the reported data on CBF during reperfusion (Karlsson et al., 1994;
Todd et al., 1986). Mild to moderate ischemia is followed by an ini-
tial period of hyperperfusion; a severe insult is followed by hypo-
perfusion (Fellman and Raivio, 1997). In adult rats with ischemia,
it has been shown that the degree of postischemic hypoperfusion
increases with increasing duration of ischemia, while the onset of
postischemic hypoperfusion is delayed with increasing duration of
ischemia. The mechanisms of hypoperfusion have been variously
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ascribed to endothelial injury and swelling, to granulocytic plug-
ging of microvessels, and to intravascular clotting (Fellman and
Raivio, 1997).

The temporal profiles of CBF after an HI insult were similar in mice
and rats, although there were some differences. Apart from species
differences, differences in the intensity of the HI insult may have
influenced the results. The degree of brain injury was more severe
in the mice than in the rats, even though we had tried to optimize
the duration of the hypoxic exposure to obtain a similar degree of
brain injury, to obtain a similar percentage of pups with no obvious
brain lesion, and to obtain a similar mortality rate in each species.
Another factor that may have influenced the differences is that the
CB17 mouse is a strain in which there are few variations in the MCA
branches (Taguchi et al., 2010).

Predicting later brain injury by CBF and reducing animal variability

Animal models of ischemic disease show a heterogeneous degree
of brain injury. This lesion variability is highlighted by animals that
do not develop any lesion, despite proper surgical procedures.
These animals with an intact brain are seen in HI models and in
stroke models that use transient occlusion of the MCA (Derugin
et al., 2000; Wendland et al.,, 2008) or that use permanent occlusion
of the MCA (Bonnin et al, 2011) and carotid artery (Comi et al,
2005). To offset this animal variability, we examined CBF during re-
perfusion to see if it could be utilized as a predictive factor for later
brain injury. The correlation between CBF and later brain injury was
significant in mice (R2=0.89) and in rats (R*=0.35). The strong
correlation in mice in the current study is remarkable when com-
pared with other measures in literature. It is even stronger than
the coefficient of determination for the cortex (R2=0.83), which
was assessed by MRI (using the 9.4T system) and Nissl-stained his-
tology (Ten et al., 2004). MRI and histological examinations were
performed at the same time point (i.e., 10 weeks after the HI insult).
(In our study, the CBF was analyzed hours after the HI insult and a
histological examination was performed seven days after the HI in-
sult, The correlation is nevertheless stronger in our study than in
the MRI study.) The present study interestingly demonstrated that
the cortical surface CBF, as measured by LSF, was well correlated
with later injury in deep brain structures, such as the hippocampus
and thalamus.

We believe that CBF, as measured by LSF, can be used in preclinical
research with rodents in two different ways. First, the LSF technique
optimizes the extent of brain injury by excluding a portion of pups
with no lesion or excluding pups with a massive lesion. Second, the
LSF technique enables the analysis of the effect of an intervention
on temporal and spatial changes in CBF, so that the mechanisms of
neuroprotection (in relation to the CBF) can be assessed.

We examined how effectively pups with no brain lesion or mini-
mal brain lesion can be excluded by using CBF analysis. In the present
study, there were seven mouse pups with no lesion or a minimal le-
sion, which was defined as an ipsilateral/contralateral hemispheric
volume ratio greater than 0.90. With the ipsilateral/contralateral
Core CBF ratio cut-off value set at 0.78 at 24 h of reperfusion, nine
pups out of 22 pups were excluded. Using this criterion, all seven
mouse pups with no lesion or a minimal lesion were accurately ex-
cluded. (Therefore, the sensitivity was 100%; and the specificity,
87%). There were seven rat pups with no lesion or a minimal lesion.
In rats, a minimal lesion was defined as an ipsilateral/contralateral
hemispheric volume ratio greater than 0.95. With the ipsilateral/
contralateral Core CBF ratio cut-off value set at 0.90 at 6 h of reperfu-
sion, the sensitivity was 57% and specificity was 65% for excluding
pups with no lesion or a minimal lesion.

A limitation of this method is that excluding pups with no lesion
may not be practical at an early time point. Most therapeutic inter-
ventions tested in experimental models are administered either

before or immediately after an HI insult. In the mice in the current
study, the correlation between later brain injury and the Core CBF
after reperfusion remained strong at 25h (R2=0.36) and at 6h
(R2=0.73). However, the correlation at Oh (R?=0.05) and at 1h
(R?=0.15) was weaker than at later time points, and therefore was
not useful for predicting brain injury. This was the same trend
noted in rats.

Cell therapies such as umbilical cord blood mononuclear cells or
mesenchymal stem cells derived from bone marrow have recently
been shown to be effective treatments in ischemic models (Taguchi
et al,, 2004; van Velthoven et al., 2010). The cells are administered
days after a brain injury. Our method of using CBF to predict brain
injury would be particularly useful in studies in which interventions
such as cell therapy are administered some time after the brain
injury.

The graph with linear regression in Fig. 5 shows that a relationship
is evident between neuroprotection and CBF. A flattened slope of lin-
ear regression indicates that neuroprotection is independent of CBF.
By contrast, when the line is unchanged and the data points shift
toward the right upper side of the line, neuroprotection would be
mainly the result of increased CBF after an intervention. In this way,
the mechanisms of the intervention, in relation to the CBF, can be
speculated. In the present study, a graph of the correlation between
CBF and brain injury shows that dexamethasone treatment shifted
the plots to the top (which indicates decreased brain injury), but
the treatment did not shift the plots horizontally (which indicates
no change in the CBF). This finding is in line with a previous study
that used carbon-14 autoradiography and showed that dexametha-
sone prevented cerebral infarction without affecting the CBF during
hypoxia in neonatal rats (Tuor et al., 1993). LSF can be used to test
speculations concerning the mechanisms of an intervention, regard-
less of the timing of the intervention.

Derugin et al. (2000) used diffusion-weighted MRI (DWI) in a
neonatal rat model with transient MCA occlusion to offset animal var-
iability. DWI performed 24 h after reoxygenation, predicted the histo-
logical development of a lesion seven days after an ischemic insult in
nine of 10 rats studied. They were not able to predict a lesion when
DWI was performed 2 h after the initiation of reoxygenation. DWI
did not detect a lesion in three rats at 2 h or at 24 h after the HI insult;
however, one of these three rats developed a brain injury (Wendland
et al., 2008).

Bonnin et al. (2011) used color-coded pulsed Doppler ultrasound
imaging to assess CBF in a neonatal rat model that used permanent
MCA occlusion with transient left common carotid artery occlusion.
They measured the mean blood-flow velocity in the internal carotid
arteries and the basilar trunk at three time points: before arterial oc-
clusion, during the left common carotid artery occlusion, and 15 min
after reperfusion. The mean blood-flow velocity during the transient
occlusion showed a predictive value for brain injury. To our knowl-
edge, there are no other reports demonstrating useful predictive pa-
rameters for brain injury after an HI insult in immature rodents, We
believe that our LSF method is a useful and easy-to-perform way
to predict later brain injury. By contrast, MRI is a time-consuming
technique to perform, and color-coded pulsed Doppler ultrasound
imaging may require trained hands, especially when examining im-
mature rodents.

Clinical studies in CBF after HIE

The data of temporal changes in CBF in asphyxiated neonates dur-
ing the first day of life are scarce and contradictory. Most studies
using MR, single photon emission tomography, or positron emission
tomography assess CBF several days or weeks after birth (Rosenbaum
et al, 1997).

In some studies, decreased CBF during reperfusion indicated a
poor prognosis. One study used near-infrared spectroscopy (NIRS)
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to assess changes in cerebral hemodynamics (van Bel et al., 1993). In
neonates with an adverse outcome at one year of age, the cerebral
blood volume had been decreased during the first 12 h of life (com-
pared with the baseline value), suggesting a decrease in cerebral
perfusion. Kirimi et al. (2002) used ultrasonography to assess the he-
modynamic parameters of the MCA during the first 12 h of life in term
neonates with HIE. The peak systolic velocity and the end diastolic ve-
locity were significantly lower (and the resistive index was signifi-
cantly higher) in neonates with a poor prognosis than in neonates
with a good prognosis. By contrast, the cerebral blood volume was
stable or increased during the first 12 h of life in infants with a normal
one-year outcome.

In other studies, increased CBF during reperfusion indicated a
poor prognosis. In asphyxiated term neonates, the global CBF during
the first day of life was assessed by using the intravenous xenon 133
technique (Pryds et al,, 1990). The mean CBF in infants with a poor
prognosis was significantly higher than the mean CBF in infants
with a good prognosis or in the control infants. Using Doppler ultra-
sonography, llves et al. (1998) assessed changes in CBF velocity in
the major cranial arteries. Asphyxiated infants with a moderate
stage of HIE had a significantly low CBF velocity (i.e., hypoperfusion)
in the MCA at the age of 12 h. From the age of 24 h onward, there
were no differences in the mean CBF velocity in these infants, com-
pared with the CBF velocity in normal infants. Infants with a severe
stage of HIE had a significantly high CBF velocity (i.e., hyperperfu-
sion) in the MCA from the age of 12 h onwards. All of the infants
that had a severe stage of HIE and a markedly high mean CBF veloc-
ity at the age of 12 h either died or developed multicystic degenera-
tion of the brain.

Conclusions

Our major finding is that the degree of the CBF during the late
reperfusion phase is strongly associated with the extent of later
morphological brain damage. Using LSF to analyze CBF reduces an-
imal variability, thereby reducing the number of animals that need
to be used. Conflicting results in reports suggest that hemodynamic
responses to an HI insult are sensitive to the severity and the du-
ration of the insult; the time points and regions measured; and
the strains and species of animals used. Because of this sensitivity,
an easy and repeatable technique is crucial in assessing the CBF in
animals with an HI insult. We believe that our LSF method is useful
for studies using immature rodents with an HI insult and stroke.
We also believe that this method would make detailed analyses
possible.
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Cilostazol Reduces the Risk of Hemorrhagic Infarction After
Administration of Tissue-Type Plasminogen Activator in a
Murine Stroke Model

Yukiko Kasahara; Takayuki Nakagomi, MD; Tomohiro Matsuyama, MD;
David Stern, MD; Akihiko Taguchi, MD

Background and Purpose—Prior use of antiplatelet agents improves stroke outcome in patients undergoing thrombolytic
therapy as shown by reduced arterial reocclusion, although the risk of cerebral hemorrhage can be increased.

Methods—The effect of cilostazol, an antiplatelet drug that improves endothelial function through upregulation of
intracellular cAMP, on cerebral hemorrhage after thrombolytic therapy was investigated using a highly reproducible

transient ischemia model.

Results—Treatment with cilostazol for 7 days before ischemia significantly suppressed the risk and severity of cerebral
hemorrhage after injection of tissue-type plasminogen activator, although treatment with aspirin had no such protective
effect compared with nontreated mice. Immunohistological analysis revealed that treatment with cilostazol suppressed
disruption of the microvasculature in the ischemic area associated with reduced matrix metalloproteinase-9 activity.

Conclusions—OQur results suggest that patients treated with cilostazol before onset of stroke could have a lower risk
of cerebral hemorrhage after thrombolytic therapy and might also have a longer therapeutic time window for
thrombolysis. Furthermore, the risk of cerebral hemorrhage can be significantly altered by prestroke therapies, and
analysis of the effects of multiple drugs on tissue-type plasminogen activator-induced cerebral hemorrhage in
animal models is essential for the extending safe and effective thrombolytic therapy to a wider group of patients.

(Stroke. 2012;43:499-506.)

Key Words: antiplatelet drugs m brain ischemia m ICH s murine model m thrombolysis

Intravenous thrombolysis with tissue-type plasminogen ac-
tivator (tPA) has been shown to improve functional out-
comes of patients with stroke when given within 3 hours from
the onset of stroke.!2 However, treatment with tPA signifi-
cantly increases the risk of bleeding events, including hem-
orrhagic infarction.?# Although a number of clinical studies
indicate that prior use of antiplatelet agents increases the risk
of cerebral hemorrhage after thrombolytic therapy,>” the use
of antiplatelet agents had been shown to improve stroke
outcome compared with patients without such therapy.®® The
beneficial effects of antiplatelet drugs may be attributed to
improved microcirculatory function and diminished reocclu-
sion after tPA treatment, the latter observed in 20% to 34% of
patients after initially successful recanalization.'0'! Reocclu-
sion after tPA treatment is induced, at least in part, by the
activation of the coagulation cascade by tPA.!213 These
findings indicate that the use of antiplatelet drugs is poten-
tially a double-edged sword in the context of tPA treatment;
that is, use of antiplatelet agents is likely to be beneficial for

stroke outcome despite increased risk of hemorrhagic infarc-
tion. Consistent with these findings, a randomized controlled
trial in the Netherlands has shown that thrombolysis in
combination with antiplatelet drugs prevented reocclusion
and improved the clinical outcome.!4

Recently, cilostazol, an antiplatelet drug that inhibits the
activity of cAMP phosphodiesterase Type 3, has been shown
to be superior to aspirin for secondary prevention of stroke
with fewer hemorrhagic events.!S Compared with other anti-
platelet drugs, cilostazol is known to have milder hemor-
rhagic side effects!¢ and prevent the increase in bleeding
time.!7 In this study, we focused on cilostazol and investi-
gated its effect on hemorrhagic infarction after treatment with
tPA using a murine ischemia—reperfusion model.

Materials and Methods

All procedures were performed under the auspices of an approved
protocol of the National Cerebral and Cardiovascular Center Animal
Care and Use Committee.
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Figure 1. Administration of tPA and hemor-
rhagic infarction after transient ischemia. A,
Administration of tPA at 90, 120, and 180
minutes after transient ischemia significantly
increased the risk of cerebral hemorrhage
compared with controls treated with PBS.
B, Severity of cerebral hemorrhage was
scored according to its type and extension
by blinded investigator. Representative pho-
tographs of each hemorrhagic severity are
shown. C-D, Distribution of each hemor-
rhagic severity is shown in C. Quantitative
analysis revealed increased severity of cere-
bral hemorrhage with injection of tPA at 90,
120, and 180 minutes after ischemia com-
pared with PBS injection (D). * P<0.05 vs
PBS control (A, D). N=38, in each group. tPA
indicates tissue-type plasminogen activator;
PBS, phosphate-buffered saline.
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Induction of Focal Cerebral Ischemia

To evaluate the effect of cilostazol on tPA-induced hemorrhagic
infarction, we developed a highly reproducible murine transient
cerebral ischemia model based on modification of our previous
method.'® In brief, the left middle cerebral artery (MCA) was
isolated in male 7-week-old CB17/Icr mice (Clea, Tokyo, Japan)
under halothane inhalation (3%) anesthesia and transient focal
cerebral ischemia was induced under direct vision by transiently
occluding the distal portion of the left MCA with a monofilament
nylon suture (7-0 in size; Tyco) for 90, 120, 180, or 240 minutes.
During surgical procedures, rectal temperature was monitored and
controlled at 37.0::0.2°C by a feedback-regulated heating pad.
Cerebral blood flow in the MCA area was monitored as described.'®
All mice showed a >75% decrease in cerebral blood flow rapidly
after occlusion and restored cerebral blood flow (>0%) soon after
reperfusion compared with before transient ligation of the MCA. tPA
(10 mg/kg body weight in 0.1 mL saline; Mitsubishi Tanabe
Pharmaceutical Co, Tokyo, Japan) was infused through the tail vein
just before reperfusion. In sham-operated controls, the same proce-
dure was used and intravenous saline (same volume) was injected in
place of tPA.

Drug Administration

Mice were fed cilostazol (0.3% in the diet; Otsuka, Tokushima,
Japan), aspirin (0.1% in the diet; Eizai, Tokyo, Japan), or a normal
diet for 7 days before induction of ischemia. Doses of cilostazol and
aspirin were determined according to previous reports.20-22 tPA (10
mg/kg) was administered through the tail vein just before reperfu-
sion. The dose of tPA was determined according to previous
reports.23.24

Assessment of Hemorrhage and Infarction

Hemorrhagic infarction was evaluated at 24 hours after induction of
ischemia as described previously.?52¢ Briefly, coronal forebrain
sections (1 mm thick) were stained with 1% 2,3,5-triphenyltetrazo-
lium (Sigma-Aldrich, St. Louis, MO) for 20 minutes at 37°C and
fixed in 4% paraformaldehyde/phosphate-buffered saline (PBS; pH
7.4). Infarct volume was measured using a microscopic digital
camera system (Olympus, Tokyo, Japan) as described previously.??
Briefly, the 2,3,5-triphenyltetrazolium-positive area of each hemi-
sphere was estimated using National Institutes of Health Image
software (Version 1.62), and volume of the surviving/viable tissue

120

140 240

Ischemic time (minutes)

was calculated by integrating the overall coronally oriented area.
Percent stroke volume was evaluated by [(contralateral hemisphere
volume)—(infarcted hemisphere volume)}/[(contralateral hemi-
sphere volume)X2]X100%.

The severity of cerebral hemorrhage was quantified by investiga-
tors who were not informed regarding the experimental protocol and
identity of samples under study, as described previously?®2°: non-
hemorrhage (Score 0); hemorrhagic infarction Type | (HI-1), de-
fined as heterogeneous small petechiae, generally along the bound-
ary of the infarct (Score 1); hemorrhagic infarction Type 2 (HI-2),
with more confluent petechiae within the infarcted area (Score 2);
parenchymal hemorrhage Type 1 (PH-1), characterized by hema-
toma covering <30% of the injured parenchyma (Score 3); and
parenchymal hemorrhage Type 2 (PH-2) with dense hematoma in
>30% of the infarct (Score 4). Examples of each score are
demonstrated in Figure 1B (no mouse showed PH-2 in our
experiment).

Immunohistochemistry

Twenty-four hours after reperfusion, mice were deeply anesthetized
with sodium pentobarbital and perfused transcardially with saline
followed by 4% paraformaldehyde. Forebrain coronal sections
(20 pm) were prepared using a vibroslicer (Leica, Wetzlar, Ger-
many) and immunostained with antibodies to platelet endothelial cell
adhesion molecule 1 (PECAM-1; BD Pharmingen, San Jose, CA;
dilution 1:500), lectin (Invitrogen,' Carlsbad, CA; 1:50), and matrix
metalloproteinase (MMP)-9 (Santa Cruz Biotechnology, Santa Cruz,
CA; dilution 1:100) using standard immunohistochemical proce-
dures. Anti-PECAM-1 and lectin were visualized by the 3,3'-
diaminobenzidine method. Alexa488 or Alexa555 antibody was used
as the secondary antibody for anti-MMP-9 and PECAM-1. Vascular
density was evaluated using anti-PECAM-1 antibody as described
previously.??

Briefly, the number of PECAM-1-positive vascular structures in
the anterior cerebral artery area (border of cerebral ischemia;
approximately 0.5 mm from the border of infarction), MCA area
(stroke area), and contralateral cortex at the exact center of the
forebrain section was counted by investigators who were not
informed regarding the experimental protocol and identity of sam-
ples under study (3 random fields in each section were scored and the
area of each field was 0.12 mm?). Sections stained with antilectin
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Figure 2. Administration of cilostazol reduced the risk of cerebral hemorrhage after tPA treatment. A, Mice fed a cilostazol-containing
diet for 7 days before ischemia showed significantly reduced risk of cerebral hemorrhage after 90 and 120 minutes ischemia with tPA
injection compared with mice fed a normal diet. B-C, The distribution of each hemorrhagic severity is shown in B. Quantitative analysis
revealed reduced severity of cerebral hemorrhage in mice fed cilostazol after 90 and 120 minutes of ischemia with tPA injection com-
pared with mice fed a normal diet (C). *P<0.05 vs normal diet control (A, C). N=8, in each group. tPA indicates tissue-type plasmino-

gen activator.

were counterstained with Mayer hematoxylin solution (Wako,
Osaka, Japan).

Gelatin Zymography

The level of MMP-9 in the ischemic brain was evaluated by gelatin
zymography, as described previously.?* Briefly, at 24 hours after
reperfusion with injection of tPA, brain tissue from the ipsilateral
ischemic and contralateral nonischemic hemispheres was removed
and homogenized in lysis buffer (CelLytic MT; Sigma). After
centrifugation at 500 g for 10 minutes, supernatant was collected and
protein concentrations were measured by the Bradford assay (Bio-
Rad). Protein samples (35 pg/uL) were mixed with 2X zymogram
sample buffer (TEFCO, Tokyo, Japan) and loaded onto 10%
Zymogram-PAGE mini (TEFCO). After electrophoresis, the gel was
stained with Coomassie blue R-250 according to the manufacturer’s
protocol (ZYMOGRAM buffer kit; TEFCO). Gel images were
captured using a digital camera (Olympus, Tokyo, Japan) with
reversed brightness, and the intensity of each band was quantified
with National Institutes of Health Image.

Data Analysis

Statistical comparisons among groups were determined using the
Kruskal-Wallis test to compare with controls. Data are expressed as
mean+SE.

Results

Administration of tPA Increases the Risk of
Cerebral Hemorrhage After Transient Ischemia

To confirm the increased risk of cerebral hemorrhage after
administration of tPA, transient ischemia was induced and
tPA or PBS was injected just before reperfusion. The inci-
dence and degree of hemorrhagic infarction were evaluated at
24 hours after reperfusion. As shown in Figure 1A, the

incidence of hemorrhagic infarction was significantly in-
creased with tPA injection after 90, 120, and 180 minutes of
transient ischemia, although no significant increase was
observed after 240 minutes ischemia. To investigate the
severity of hemorrhagic infarction, degrees of hemorrhage
were scored according to 5 subtypes, as described previ-
ously.?8-2° In our experimental groups, no mice showed PH-2
(Grade 4). Representative photographs of hemorrhage sub-
types are shown in Figure 1B. It is notable that none of the
mice that received PBS before reperfusion showed parenchy-
mal hematoma (Grade =2) after 90, 120, and 180 minutes
transient ischemia (Figure 1C). In contrast, mice receiving
tPA showed PH even after 90 minutes ischemia. In both
treatment groups, more than half of the mice showed PH after
240 minutes ischemia. Quantitative analysis revealed a sig-
nificant increase in hemorrhagic score in mice treated with
tPA at 90, 120, and 180 minutes after transient ischemia
compared with PBS-treated groups (Figure 1D). The volume
of infarcted tissue at 24 hours, consequent to 90 minutes
ischemia to induce stroke, was evaluated. There was no
significant difference in percent stroke volume between
treatment with tPA and PBS (13.8%*1.1% and
13.7%+0.8%, respectively; P=0.96).

Cilostazol Reduced the Risk of tPA-Induced
Cerebral Hemorrhage

To evaluate the risk of cilostazol on tPA-induced cerebral
hemorrhage, mice were fed cilostazol for 7 days and transient
ischemia was induced followed by injection of tPA. Contrary
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revealed no significant difference in the severity of cerebral hemorrhage between mice fed aspirin and the normal diet (C). N=8, in each

group. tPA indicates tissue-type plasminogen activator.

to our initial expectation, the incidence of cerebral hemor-
rhage was significantly reduced on administration of cilosta-
zol in mice after 90 and 120 minutes of transient ischemia,
although no significant difference was observed after 180 and
240 minutes (Figure 2A). Figure 2B shows the distribution of
severity in each group. It is notable that all of the mice fed
cilostazol before injection of tPA showed no or mild hemor-
rhage (score 0 or 1) after 90 or 120 minutes ischemia.
Quantitative analysis using the hemorrhagic score revealed a
significant reduction of severity in mice pretreated with
cilostazol at 90 and 120 minutes after transient ischemia
compared with the nontreated group (Figure 2C). However,
no statistical difference in the severity was observed between
groups after 180 or 240 minutes of transient ischemia.

Aspirin Did Not Reduce the Risk of tPA-Induced
Cerebral Hemorrhage

Aspirin is known to increase the risk of cerebral hemor-
rhage.>*3 To investigate its effect on tPA-induced cerebral
hemorrhage, mice were treated with aspirin for 1 week and
transient ischemia was induced (90 minutes). The results
displayed no significant reduction or increase in the incidence
of cerebral hemorrhage on treatment with aspirin compared
with normal controls (Figure 3A). Analysis of severity using
the hemorrhagic score also revealed no significant change
between the aspirin-treated and normal diet groups (Figure
3B-C). Although the incidence of hemorrhage was dependent
on the time to reperfusion, these results indicate that aspirin
has a nonsignificant effect on reduction of tPA-induced

cerebral hemorrhage after 90 minutes of transient ischemia,
whereas cilostazol had significant protective effects.

Cilostazol Prevented the Degradation of
Cerebrovasculature After Transient Ischemia and
Administration of tPA

To investigate mechanisms underlying the protective effect of
cilostazol pretreatment on cerebral hemorrhage, morpholog-
ical changes in cerebromicrovasculature were investigated at
24 hours after induction of transient ischemia (90 minutes).
Immunohistological analysis revealed a decrease in PECAM-
1-positive microvasculature at the border of cerebral ischemia
after transient ischemia with tPA injection compared with the
contralateral cortex (Figure 4A, contralateral; Figure 4B;
ipsilateral). In contrast, pretreatment with cilostazol pre-
vented the reduction in PECAM-1-positive microvasculature
(Figure 4C). These impressions were confirmed by quantita-
tive analysis of PECAM-1-positive vascular density (Figure
4D). PECAM-1 is known to be important for survival,
migration, and functional organization of endothelial cells,3!
and our data indicate a beneficial effect of cilostazol on the
preservation of these endothelial functions at the border of the
stroke. In contrast, pretreatment with aspirin had no effect on
the preservation of microvasculature (Figure 4E~F).

Next, we investigated possible degradation of cerebrovas-
culature in the stroke area with antilectin antibody, a marker
of vascular morphology.?” At 24 hours after transient ische-
mia (90 minutes) with tPA injection, a marked dissociation of
microvasculature was observed in the ischemic brain in mice
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