A Blood Flow B Hanging Wire Cc Clinical Score
*

150 180 5 .
- - 000 — o000 *0
-@- Veh J
L)
=125+ - L4 . 4=] 00000  —0000000-
[$] n
.g 100 - IL-33 = 120 °
a by ° o 3= 0000  eeeee
i) * 5
X 75+ 3 ) ) )
W - eoo .
0 snd 2 -
Q 50 © 60 .
25 1= —commn— .
0 T T T T T T T T T T 0= () e ) e e
0 10 20 30 40 50 60 70 80 90 Veh IL-4 Veh IL-4
Minutes
D Cortical Infarct Volume E Subcortical Infarct Volume F Hemispheric Swelling
40=- * 60= 100=
IAI [ ] A
o A
® o 80—
- 30 e — o L A,A — A
€ ° £ 40— ) € A
E E *e . E 60+
A
g A £ 2 by
3 Th 3 oo 2 ‘07 Ax
> . > 20— n > N
0e® A
| Aa 20=-
AAA ® A‘A
'I‘ A— 0 AA 0 A
IL-4 IL-33 Veh IL-4 IL-33 Veh IL-4 IL-33

Supplemental Figure 1. Regional cerebral blood flow, infarct volumes and functional outcome. (A) Regional
cerebral blood flow during 1 h middle cerebral artery occlusion and 30 min reperfusion, (B) hanging wire latency to fall
(C) clinical score, (D) cortical and (E) subcortical infarct volumes, and (F) hemispheric swelling at 24 h after stroke.
Data are presented as mean+SEM for (A, B, and D-F) and as median scores for (C). *P<0.05 compared with vehicle;
Student’s unpaired t-test for (B), Mann-Whitney test for (C), and one-way ANOVA with Bonferroni post hoc for (D-F).
Blood flow: n=18-30; hanging wire: n=15-29; clinical score: n=17-34; infarct volumes: n=12-15. Veh, Vehicle.
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Supplemental Figure 2. Representative flow cytometry panels of leukocytes in the brain after stroke. Gating
strategies for (A) monocytes, (B) T cells, (C) NK and NKT cells and (D) CD4*CD8* NKT cells at 24 h after stroke in
mice treated with vehicle (Veh) or IL-33.
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Supplemental Figure 3. Representative images of microglia and macrophages in the brain after
stroke using immunohistochemistry. (A) Immunohistochemical staining of CD68+ cells in the
ipsilateral hemisphere of sham-operated mice, or stroke-operated mice treated with vehicle or IL-33. (B)
Double immunohistochemical staining of F4/80 and 3-nitrotryosine (3-NT) in the ischemic hemisphere of
mice treated with vehicle or IL-33 at 24 h after stroke. Veh, Vehicle. Scale bar = 50 um.

54



>

Spleen weight (mg) /
body weight (g)

Spleen Weight

% *
. H *
A —
=l %

w)

1.5x106

1x10°

5x10°%

Cells per spleen

Veh IL-33 Veh IL-33

Sham Stroke
NK cells

mr
T .
1 ]

A

H

2.5x10°
2x10°
1.5x10°

1x10°

Cells per spleen

5x10°%

Veh 1L-33 Veh IL-33

Sham Stroke

Monocytes

*
—
A

: +
AA . -l—A

0

Veh IL-33 Veh IL-33

Sham Stroke

B Total Leukocytes C CD4* T cells
8x10™ —_—— 4x10°-
A
& 6x10 " & 3x10 o N
a A a
(2] (2]
8_ 4x10 AA 8_2X108" _L - :
o ® AA P . A_‘_
S 2x10 3 8 1x10°- o
) dE o [
0 Veh IL-33 Veh IL-33 0 Veh IL-33 Veh IL-33
Sham Stroke Sham Stroke
E NKT cells F Macrophages
2.5x10% 3x1064
A *
—
T 2x10°4 & N
(0] (]
a a 2x10°
 1.5x10° * o s
2 . 2 :
o 1x10° T 1T D 106 N
g . T . T 8 1x106 N
5x10% ° A L g v +
R A v N i B 2
0 (X A O [ 2 m A
Veh IL-33 Veh IL-33 Veh IL-33 Veh IL-33
Sham Stroke Sham Stroke

Supplemental Figure 4. Leukocytes in the spleen after stroke.
Normalised spleen weight is shown in (A). Flow cytometric quantification
of (B) total leukocytes, (C) CD4* T cells, (D) NK cells, (E) NKT cells, (F)
macrophages, and (G) monocytes in the spleen at 24 h after stroke. Data
are presented as mean+SEM. *P<0.05; One-way ANOVA with Bonferroni
post hoc test. Spleen weight: n=7-25; total leukocytes: n=11-19; subsets:
n=3-8. Veh, Vehicle.

55



>

Cells per ml of blood

w}

Cells per ml of blood

4x106+

3x10°

2x10°

1x106+

Total Leukocytes

P=0.28
P=0.06
.
L] A
. .
.3; ‘-:-‘ ®ee :

kgl ":':A‘ Ah,
: #

3x10%

2x10%

1x10%

Veh [IL-33 Veh 1L-33

Sham Stroke

CD4*CD25* T cells

. T .
FlE B

L]
Veh IL-33 Veh 1L-33

Sham Stroke

B Monocytes
1.5x105
e)
o
2 A
5 1x10°%+
E
o ° A
o
4
% 5x10 . : %
O A
0 ool |s 2 . AAA
Veh IL-33 Veh IL-33
Sham Stroke
E NK cells
1.5x105
3 F
e £ °
‘5 1x10°%4 A .
E . s 4,
o T T
@ sx10+ [*® T
@ [ )
O e® A,
0-=Veh L33 Ven IL33
Sham Stroke

(@]

Cells per ml of blood

Cells per ml of blood

1.5x105

1x105

5x10%~

CD4* T cells
[ ]
L ]
¥
-A-F- A
* —:— T A
—_
Al

A

8x10%

6x10%

4x10%

2x10%~

Veh [L-33 Veh 1L-33

Sham

E

Stroke

NKT cells

A

hE =0

Veh |L-

33 Veh 1L-33

Sham

Stroke

Supplemental Figure 5. Leukocytes in the circulation after stroke. Flow cytometric quantification of (A) total
leukocytes, (B) monocytes, (C) CD4* T cells, (D) CD4*CD25* T cells (E) NK cells and (F) NKT cells per ml of
blood at 24 h after stroke. Data are presented as mean+SEM. One-way ANOVA with Bonferroni post hoc test.
Total leukocytes: n=11-19; subsets: n=3-8. Veh, Vehicle.
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Supplemental Figure 6. Functional outcome and infarct volume in T-bet” mice. (A) Clinical
score and (B) total infarct volume at 24 h after stroke. Data are presented with median scores in
(A) and as mean+SEM in (B). *P<0.05; Mann-Whitney test for (A) and Student’s unpaired t-test

for (B). Clinical score: n=11-18; infarct volume: n=5-10. Veh, Vehicle.
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Supplemental Figure 7. Infarct volume, post-stroke infection and functional outcome in
mice with 45 min of MCA occlusion. (A) Total infarct volume, (B) bacterial load in lung, (C)
hanging wire latency to fall, and (D) clinical score at 24 h after stroke. Data are presented as
mean+SEM for (A-C) and as median scores in (D). Student’'s unpaired t-test for (A-C) and
Mann-Whitney test for (D); n=7-8. Veh, Vehicle; IL-33 (Low), Low dose IL-33.
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