Supplementary
Supplementary Figure 1. nGene, nUMI and percent of mitochondrial of distinct cell samples identified in the mice brain
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Supplementary Figure 1. 
A. nGene, nUMI and percent of mitochondrial of 40986 individual brain cells from 2 Ctr (n=14696 cells), 2 IS (n=12251 cells) and 2 PIS (n=14039 cells) mice brain. 

Supplementary Figure 2. Gating strategy to identify cell types by flow cytometry and percentage of cell per mouse identified by flow cytometry.
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Supplementary Figure 2. Gating strategy to identify cell types by flow cytometry and percentage of cell per mouse identified by ow cytometry.
A. Representative gating strategy of the main cell types identified by flow cytometry in the brain of control (Ctr), surgery, IS and PIS mice 3 days after dMCAO. 
B-J. Frequencies of Mac (Macrophages) (B), B (B cells) (C), Granulo (Granulocytes) (D), NK (Natural killer cells) (E), DC (dendritic cells) (F), and MG (Microglia) (J) of tissue-resident leukocytes Isolated out of the Brain from Ctr, surgery, IS and PIS mice 1, 3, 7, 14 days after dMCAO analyzed by Flow cytometry. (n = 4 per group, one-way ANOVA with Bonferroni multiple comparisons test or unpaired Student’s t test). 
Data are represented as mean ± SD. ** p ≤ 0.01.
Supplementary Figure 3. Surgery aggravates stroke outcome.
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Supplementary Figure 3. Surgery aggravates stroke outcome.
A. Coronal TTC sections revealed cerebral infarct volumes in PIS mice and IS mice 3 days following dMCAO, (n=5 per group (1 day, BF+IS vs IS: P>0.99), n=8 per group (3 days), one-way ANOVA with Bonferroni multiple comparisons test).
B. Quantification of TTC staining of consecutive coronal sections (1 mm apart) from indicated group 3 d after dMCAO in A. (n = 4-8 per group, one-way ANOVA with Bonferroni multiple comparisons test).
C. Representative images of EB extravasation in the brain of Ctr, IS and PIS mice 1 and 3 days after dMCAO. (1 day (upper diagram), BF+IS vs IS: P>0.99; 3 days (lower diagram). (n = 5-6 per group, one-way ANOVA with Bonferroni multiple comparisons test).
D. Quantification of EB extravasation in the brain of Ctr, IS and PIS mice 1 and 3 days after dMCAO in C. (n = 4-8 per group, one-way ANOVA with Bonferroni multiple comparisons test).
Data are represented as mean ± SD. * p ≤ 0.05, ** p ≤ 0.01.
Supplementary Figure 4. Surgery aggravates stroke neurological function.
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Supplementary Figure 4. Surgery aggravates stroke neurological function.
A-C. Sensorimotor dysfunction was significantly higher in PIS mice over the entire observation period as assessed by the Garcia score(A), grid walk (B), and adhesive removal test (C). (n=10‐12 per group, Two‐way repeated measures ANOVA resting was applied for differences between groups).
Data are represented as mean ± SD. *P ≤ 0.05, **P ≤ 0.01.
Supplementary Figure 5. Characteristics of immune cells subcluster in brain
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Supplementary Figure 5. Characteristics of immune cells subcluster in brain
A. The number of different leukocytes in (Supplementary Figure 3C) in different groups (Ctr, IS & PIS). (n=6, Two‐way repeated measures ANOVA resting was applied for differences between groups).
B. KEGG terms in Spp1+Mac subclusters. 
Data are represented as mean ± SD. ***P ≤ 0.001, ****P ≤ 0.0001.
Supplementary Figure 6. The expression of Spp1 in different immune cells in the brain.
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Supplementary Figure 6. The expression of Spp1 in different immune cells in the brain. (n=3‐5 per group, one-way ANOVA with Bonferroni multiple comparisons test).
Data are represented as mean ± SD. ns, no significant.
Supplementary Figure 7. Dot plot of selected marker genes characterizing the clusters shown in Fig3.A
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Supplementary Figure 7. Dot plot of selected marker genes characterizing the clusters shown in Fig3.A


Supplementary Figure 8. Semaglutide attenuates the neuroinflammation in PIS mice
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Supplementary Figure 8. Semaglutide attenuates the neuroinflammation in PIS mice
A. Representative confocal images of the iNOS and F4/80 in brain sections of indicated groups in female (down) mice. Scale bar, 50 µm. 
B. Representative confocal images of the iNOS and Iba-1 in brain sections of indicated groups in female (down) mice. Scale bar, 50 µm. 
C. Quantification of percentage of iNOS+ Mac (left) and iNOS+ MG (right) in brain sections of indicated groups in A. (n = 9 per group in male, n = 8-9 per group in female, unpaired Student’s t test). 
Data are represented as mean ± SD. ***P ≤ 0.001, ****P ≤ 0.0001.

image4.tiff
>

Neuro score

Neuro score

Forelimb foot

—e—Ctr

o 3 7

14 21

28 (d)

Body Proprioception Forelimb Walking Limb Symmetry IFSWQEW
4 4 - PIS
S o g .
= g, g
e e 2
3 1 3 1
z z
ol o7+
0 3 5 7 14 21 28(d) 0 3 5 7 14 21 28 (d) 0 3 5 7 14 21 28 (d)
Lateral Turning Climbing Total Neurological Assessment
4
15 _
153 g 3 2 B
Je 8 =%]** 8
a —3 2]
£+ o 2 o 10
g =
z 1 2
z
—T T T 7T 0 +r—T—T—T—T7T—77 Q+Tr—T—T—T—T—T1
0 3 5 7 14 21 28(d) 0 3 5 7 14 21 28 (d) 0 3 5 7 14 21 28 (d)
- Ctr N Ctr
15 —#- Surgery C - 80 ™ N Surgery
——|S B’ = . s
. —*PIs 2 60 - PIS
X 10 2
g N 8 40
3 L
8 5 Jwx © 20
E
=





image5.tif
Number of cells

600+

400+

200+

« Mac

# Neutrophils
# Mix cells

# NKT cells
« B cells

» DCs

Hkkk

e

Spp1 ¥ Mac
Oxidative phssgho&/lation

HuntlngtorYdlse é
n

Pathw: sofnei,lrode enerat
hemica enesis
iabetic car om% Fr)1 ﬁ1¥

Non- alcoé'ﬁ)hc fattlyTlver sease

agoso
Protein processing in ER|

-log(Coul
- -Iog(P value
388

v§|||' HIIIIIIII

ov|




image6.tiff
0aQ ,1dds
JO Jequinu |18D

ns

2 9 9 o 9o o
S ® © ¥ «

s|1#2 | 80D 4 1dds
jo Jaquinu |8

o 9 o o o
® © ¥ «

100

slIeo 1 ,¥a0 ,1ddg
Jo Jaquinu |90

=)
e}

200
150
100

sajfoojnueln _ Lddg
1o Jaquinu |99

ns

s||eo g ,1dds
1o Jaquinu |99




image7.tiff
MG7

MG6

MG5

MG4

MG3

MG2

MG1

MGO

Percent
Expressed
© 50
* 60
® 70
® 30
® 90
@100

Average
Expression




image8.tif
PIS
Veh

Sema

female

C

iINOS'F4/80™ Mac (%)

DAPI INOS

female

*
*
*
*

Veh Sema
PIS

F4/80

iINOS ' Iba-1" MG (%)

Merge DAPI INOS Iba-1 Merge

PIS
Veh

Sema

female

female

60
40
20

*k%*

_VehSema

PIS




image1.tif
nFeature_RNA

oSt oS82 S\ ot ox?

80000

60000

40000

20000

nCount_RNA percent.mt

o8t o2 s\ 82 o ot P8t o8 \s\s2 ot o




image2.tiff
SSC-A

o
Granulo (%) B cell (%) Mac (%) Ly6G

NK cell (%)

DCs (%)

MG (%)

= % -
[T %)
P o =) 2 o
50K ES -
FSC-A FSC-H SSC-H
) )
1 Granulocytes MG
‘: @ -] #
w 2 S
5 © 8 ol
! o
w0’ ot w0t
CD45
1 Day after IS 7 Days after IS 14 Days after IS
=)
s 3 s
0 » 0
2 IR 3
20 S . S
15 . . g 15 < ‘E“ 15
10 0 10
ST P :
o 0
XS o ;9
sy (Qd\ Q¥ ot 6\6 & o Qq,ox &
% & &
1 Dayatteris 3 Days after IS 7 Days after IS 14 Days after IS
15 1.5° 1.5
10 g 10 % 10 g 10
3 . 3 3
05 M 05 m 05 @ 05
L]
0 M&—ﬁ 0 HD—&l o 0
S HEE & SO @ S $HOP
B & &
1 Day after IS 153 Days after IS L 7Davs after IS 14 Days after IS
s
@ L] Py _
£ R *
10 e 10 S 10 é 10 ]
2 E 2
4
5 @_M_&_% . ﬁ v r‘] e ﬁ m
. e BN Nl i
& HO & ¢ $HE & HO© ¢ $HE®
& & & &
1 Day after IS 3 Days after IS 7 Days after IS 14 Days after IS
3 R 3 3 3
—_ .
2 g g - . g -
= 8 =
3 ¢ g
1 1 [ x 1
£ i z * £
0 L
0 0 T T 0 o
& $HE S HO @ & HO P & HOE
& & & &
1 Day after IS 3 Days after IS 7 Days after IS 14 Days after IS
15 15 15 15
10 § 10 § 10- § 10
@ . e Y
. g . [ﬁﬁ g . F.El g . [?Hﬁ
0 [ T o M h o I%l m
& HOE ¢ SO S HO @ o SO
& & &° &
1 Day after IS 7 Days after IS 14 Days after IS
3 70 R 0
s e L w .
50 . [ N T w01 %
40 . ~ =~ wd|e
» 0 Q % € w o
20 + 204(® 20
o 1 10
0 0 [
IS PIS IS PIS IS PIS




image3.tif
1d

K @ QP o8 © ¥

e
do@

“e®
- el
XX
200

O\S \% Q\6

o © QP

Infarct volume (mm3)

Evans Blue (mg/g tissue)

{@Ctr mIS APIS |
30
20 .
0
1d %
30 ——
e
o [
0
3d
‘e Ctr mIS APIS!
(x107)
15
10
5
0
1d
R
30 .
20
10
0
3d





