Supplemental Table2-1 Statistical summary and analysis methods

N Nor
Fioure reported m. Homogeneity Statistic Statistic value alue Variance Post Post hoc é\i/[fiz;:a Lower Upper
lgure rep I v dist? of 1St (dn pvaiu source hoc test p 95% CI  95% CI
. nce
* Variances?”
Fig. 1A Zea-Longa score 10 10 ! No No Kruskal-Wallis test KW=35.75 <0.0001  Difference
A VS B Dunn’s  0.0026 -17
A VS C Dunn’s >0.9999  0.000
A VS D Dunn’s <0.0001 23
B VS C Dunn’s  0.0026 17
B VS D Dunn’s >0.9999 -6
C VS D Dunn’s <0.0001 -23
Fig. 1D TTC staining 6 6 6  Yes No one-way ANOVA F(3,20)=290.7 <0.0001  Difference
A VS B Tukey <0.0001 -1 -1.176 -0.8236
A VS C Tukey >0.9999  0.000 -0.1764  0.1764
A VS D Tukey <0.0001 -1.525 -1.701 -1.348
B VS C Tukey <0.0001 1 0.8236 1.176
-0.524
B VS D Tukey <0.0001 9 20.7012 -0.3485
C VS D Tukey <0.0001 -1.525 -1.701 -1.348
Fig. 2A Western F@3,12)= .
blot(GSDMD) 4 4 4  Yes Yes one-way ANOVA 178.6 <0.001  Difference
-0.628
A VS B Tukey  _( 0001 ) -0.7999 0.4564
A VS C Tukey 0.4649 -0.087  -0.2587  0.0847
A VS D Tukey <0.0001  -1.18 -1.352  -1.008
B Vs C Tukey  <0.0001 05412 03694  0.7129
-0.551
B VS D Tukey <0.0001 3 07235 -0.3801
C Vs D Tukey  <0.0001 -1.093  -1.265 -9212
E{ft' (QG’Z]\)V&%G_“N“) 3 3 3 Yes Yes one-way ANOVA F(3,8) =69 <0.001  Difference
-0.664
A VS B Tukey 0.0006 | 0.9764 0.3519
-0.027
A VS C Tukey 0.9918 2 -0.3395 0.2850
A VS D Tukey <0.0001  -1.198 -1.51 -0.8855
B VS C Tukey 0.0008 0.6369  0.3246 0.9491
-0.533
B VS D Tukey 0.0026 7 -0.8459 -0.2214
C VS D Tukey <0.0001  -1.171 -1.483 -0.8583
Fig. 2B _ .
qRT-PCR(GSDMD) 4 4  Yes Yes one-way ANOVA F(3,12)=592 <0.001 Difference
A VS B Tukey <0.0001 -1.221 -1.552 -0.8898



Fig. 2D
Immunofluorescence
staining (GSDMD)

Fig. 4A Western
blot(NLRP3)

Fig. 4A Western
blot(Pro-caspasel)

Fig. 4A Western
blot(Cleaved caspasel)
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-0.8
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-0.42
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-0.124
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-14.42
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-31.02
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-18.22
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-0.4152

-0.1606
-0.4970
0.1776
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-0.0774

-0.3241
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-0.0065
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0.3317

-0.0047
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-0.0312

-0.2154
0.1761
-0.0705

-0.1923

-0.3733

0.0335

-0.7752

0.4758
-0.3330



Fig. 4A Western
blot(IL-18)

Fig. 4A Western
blot( IL-1p)

Fig. 4B qRT-PCR NLPR3
mRNA

Fig. 4D
Immunofluorescence
staining(NLRP3)

Fig. 6A Western
blot( AGEs)
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-0.266
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-0.1583
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-0.5197

-0.4693
0.2546

-2.99
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-11.23
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-29.03
14.37
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-29.03

-0.6127



Fig. 6A Western

blot( RAGE) 44 44 Yes

Fig. 6B qRT-PCR RAGE
mRNA

Fig. 6D
Immunohistochemical 5 5 5 5 Yes
staining of RAGE 10D

Yes

Yes

one-way ANOVA

one-way ANOVA

one-way ANOVA

A
A
B
B
C

F(3,12)=2529  <0.001
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0.0012
<0.0001
0.0149

0.0001
<0.0001

0.0016

0.0337

<0.0001
0.3243

0.0186

0.0009

<0.0001
<0.0001
<0.0001
<0.0001
<0.0001
<0.0001

<0.0001

<0.0001
<0.0001

<0.0001

<0.0001
<0.0001

-0.535

-1.618
0.3558
-0.726

-1.082

-0.472

-0.302

-0.807

0.1696
-0.334

-0.504

-3.757
-1.128
-5.481
2.628
-1.725
-4.353

-0.144
0

-0.074

-0.206
0.0700
0

-0.062
-0.132

-0.8150
-1.897
0.07675

-1.005
-1.361

-0.7538

-0.5842

-1.089
-0.1117

-0.6162

-0.7858

-4.249
-1.621
-5.974
2.135
-2.218
-4.846

-0.1621
-0.0920
9
-0.2241

0.05191
-0.0800
9

-0.1501

-0.2569

-1.339
0.6349

-0.4473
-0.8032

-0.1912

-0.0215

-0.526
0.4509
-0.0535

-0.2232

-3.264
-0.6356
-4.989
3.121
-1.232
-3.86

-0.1259

0.0559
-0.1879
0.0880

-0.0439
-0.1139

Note: I. WT Sham, Il. WT MCAO, . Lepr”- Sham, IV. Lepr’" MCAO.

Supplemental Table2-2 Statistical summary and analysis methods

* Shapiro-Wilk test of normality. “Levene Statistic test of homogeneity of variances.



N Nor Uppe
Fieure r rted m. Homogeneity of Statisti Statistic value vaplu Variance i?)sct Post dli\gf?:':n ]"905":/“ r
gure reporte I i I dist? Variances?” stic (df) source hocp ° 95%
. e test ce Cl P
Fig. SA Zea-Longa score 100 10 10  No No Kr““f‘;twalhs KW=12.567 0.201 Difference
N >
A VS Dunn’s = 9999 125
A VS Dunn’s 6012 1025
B VS Dunn’s  0.0037 11.5
Fig. 5C Western _ <0.0 .
blot(Pro-caspasel) 4 4 4 Yes Yes one-way ANOVA F(2,9)=188.4 01 Difference
20.033  0.205
A VS Tukey 1656 0.0857 4 0
<
A VS Tukey 00001 07568 06376 0%
< 0.790
B VS Tukey 00001 06710 05518 2
Fig. 5C Western blot(Cleaved 33 3 Yes Yes one-way ANOVA  F(2,6)=554 90 Difference
caspasel) 01
20122 0.071
A VS Tukey 47133 -0.0254 2 3
< 0.993
A VS Tukey 00001 078063 07995 1
<
B VS Tukey 0001 06710 08249 010
Fig. 5C Western blot(IL-18) 4 4 4 Yes Yes one-way ANOVA  F(2,9)=27.7 <(())1'0 Difference
0271 0324
A VS Tukey 9675 0.02615 7 0
0.998
A VS Tukey 00003 07003  0.4025 1
0.972
B VS Tukey 00004 06742 03764 0
Fig. 5C Western blot(IL-1 8 ) 3 3 3 Yes Yes one-way ANOVA  F(2,6)=22.17 <(())1'0 Difference
20.193  0.260
A VS Tukey (8954 0.03344 7 5
0.669
A VS Tukey 00024 04426 02155 7
0.636
B VS Tukey 00036 04091 01820 2
Fig. 5C Western blot(GSDMD) 3 3 3 Yes Yes one-way ANOVA  F(2,6)=230.2 <(())1'0 Difference
20.0772  -0310  0.156
A VS Tukey ) 5043 1 5 1
<
A VS Tuk 1.606
WY 00001 1373 1139



1.
B VS € Tukey 5001 1.45 1217 1683

Fig. 5C Western blot(GSDMD-N) 3 3 3 Yes Yes one-way ANOVA  F (2, 6) =28.27 <(§) 1'0 Difference

A VS B Tukey -0.0353  -0.263  0.193

0.8855 4 8 1
0.694
A VS € Tukey (0019 04663 02378 7
0.730

B VS € Tukey 5013 05016 02731 1

Note: 1. Lepr”MCAO, 1. DMSO+ Lepr”” MCAO, III. MCC950+ Lepr”- MCAO. * Shapiro-Wilk test of normality. *Levene Statistic test of homogeneity of variances.

Supplemental Table2-3 Statistical summary and analysis methods

N Lowe

. e . Mean Upper
. Norm. Homogeneity .. Statistic value D Variance Post Post hoc . r o
Figure reported I o0 1 dist?* of Variances?* Statistic (df) value source hoc test P differen 95% 95%
ce CI CI
Fig. 7A Zea-Longa score 10 10 10 No No Kr““:‘;twalhs KW=13.596 0’201 Difference
N >
A VS B Dunn’s 0.9999 0.000
A VS C Dunn’s 0.0042 114
B VS C Dunn’s 0.0042 114
. one-way _ <0.00 .
Fig. 7C Western blot(NLRP3) 4 4 4 Yes Yes ANOVA F(2,9)=153.7 1 Difference
A VS B Tukey 0.2417  -0.05374 _0';39 0'332
< 0.352  0.524
K .
AVS CTukey 0001 0.4384 4 4
< 0.406  0.578
B VS € Tukey 0001 04921 1 1
Fig. 7C Western one-way _ <0.00 .
blot(Pro-caspase]) 4 4 4 Yes Yes ANOVA F(2,9)=2249 1 Difference
A VS B Tukey 0.9194  0.01097 '0‘867 0'%89
< 0.440  0.596
A VS € Tukey 0001 0.5188 8 9
0.429  0.585

B VS C Tukey < 0.5079 ] 9



Fig. 7C Western blot(Cleaved
caspasel)

Fig. 7C Western blot(IL-1 8 )

Fig. 7D Western blot(IL-18)

Fig. 7D Western blot(GSDMD)

Fig. 7D Western
blot(GSDMD-N)

Fig. 8B Immunofluorescence
staining(NLRP3)
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AVS CTher oS0 g o s

BVS C Ty ol gsn an e
;iagi.n?:;(lglgll)u&(gl)uorescence 5 5 5 Yes Yes Z?\?&)V:?/{ 52(%152) <(())10 0 Difference

A VS B Tukey 01959 004965 371 O

AVS COTker gl s e o

BVS C T o osio e S

Note: 1. Lepr’"MCAO, II.

Lepr MCAO+DMSO, Il Lepr” MCAO+FPS-ZMI.

* Shapiro-Wilk test of normality.

“Levene Statistic test of homogeneity of variances.



