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Supplemental Figure 1. Pyroptosis is activated in injured muscle.
(A) Representative images of HE staining and SDH staining in normal muscle and CTX-

injured muscle at day 4 (D4) post-injury.

(B) Infiltration of CD45* leukocytes into injured muscle at D4 post-injury was evaluated using
flow cytometry.

(C) Infiltration of CD11b* myeloid cells into injured muscle at D4 post-injury was evaluated
using flow cytometry.

(D) A representative histogram and mean fluorescence intensity (MFI) quantification of IL18
expression from CTX-injured muscle of mice collected from Day 4.

(E) Evaluation of mitochondrial respiratory function in injured muscle at D4 post-injury using
the O2K system. Glu/Pyr: glutamate/pyruvate; ADP: adenosine-5'-diphosphoric acid; CytC:
cytochrome C; Omy: oligomycin; FCCP: carbonyl cyanide-4 (trifluoromethoxy)
phenylhydrazone; Ama: antimycin A.

(F) Combined KEGG analysis showing upregulated and downregulated biological functions
in muscle tissue from CTX-injected mice compared to control mice.

(G) Association between immune system activation and inflammatory response with several



types of regulated cell death (RCD), including pyroptosis, necroptosis, apoptosis, and
autophagy.

Data are presented as mean + SEM. Unpaired Student's t-tests between WT and KO were
performed. *P<0.05, **P<0.01, ***P<0.001 KO vs WT.
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Supplemental Figure 2. Influence of GSDME deletion on exercise performance and
ATP contents.

(A) Genotyping of Gsdme*~ and Gsdme™" mice in agarose gel.

(B) Immunoblotting analysis confirmed the successful deletion of GSDME protein in skeletal
muscle of Gsdme™" mice.

(C) Exercise performance of WT and KO mice in a voluntary wheel running test at D14 post-
injury.

(D) Representative images and quantification of SDH staining.



(E) Representative images and quantification of MyHC type-lla and MyHC type-IIb fibers in
the injured muscle using tyramide signal amplification (TSA)-based multiplex
immunohistochemistry (dilution of anti-MyHC-type-lla and anti-MyHC-type-llb: 1:1,000).

(F) Metabolic profile analysis of injured skeletal muscle tissue using Seahorse technology.
OCR and ECAR curves are presented (upper panel).

(G) Representative images of perilipin-1 immunofluorescence staining and quantification of
lipid accumulation.

(H) Flow cytometry demonstrating the proportion of Pax7™ cells in CD45~ parenchymal cells
of skeletal muscle of WT and KO mice at DO and D4 post-injury.

(1) The mRNA levels of Pax7, Myf5 and Pax3 in mice skeletal muscle of WT and KO mice at
DO and D4 post-injury.

Data are presented as mean + SEM. Unpaired Student’s t-test between WT and KO were

performed. **P<0.01 KO vs WT. ns, no significance.
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significantly altered molecular events during muscle repair in KO mice.

(A-B) Enriched biological functions in the seven clusters of gene signatures during skeletal
muscle injury and repair processes in WT (A) and KO (B) mice. The Cluster 6 exhibits a

noticeable difference between WT and KO mice, whereas the other clusters remain similar

in both WT and KO mice.
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Supplemental Figure 4. Lipidomic study of injured skeletal muscle in WT and KO mice.
(A) Levels of PC (phosphatidylcholine) of short-chain fatty acids in skeletal muscles of WT
and KO mice.

(B) Levels of SHexCer (sulfur hexosylceramide hydroxy fatty acid) in skeletal muscles of
WT and KO mice.

(C) Levels of HC/NDS (hexosylceramide non-hydroxyfatty acid-dihydrosphingosine) in
skeletal muscles of WT and KO mice.

Data are presented as mean + SEM. Unpaired Student’s t-test between WT and KO were

performed. *P<0.05 KO vs WT. n=5 per group.
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Supplemental Figure 5. scRNA-seq reveals the influences of GSDME deletion on the
molecular status of different types of cells within injured muscle.

(A) Experimental design of scRNA-seq based on the 10x Genomics platform in the skeletal
muscle tissues dissected from the CTX-injured site from WT and KO mice (n=5 per group).
(B) Heatmap showing the global expression pattern of marker genes in each cluster.

(C) Feature plot in UMAP showing the specific expression of marker genes in different cell
types of injured skeletal muscle tissue.

(D) Summary of altered secreted factors for each listed pathway between WT and KO mice.
The inhibited or induced secreted factors in KO muscle compared with WT muscle can be
determined by the ratio of blue and red bars.

(E) Bubble plot showing the marker genes of the 7 sub-clusters of FAPs.

(F) Trajectory analysis of FAPs based on RNA Velocity and CytoTRACE pseudotime tools.
(G) Bubble plot showing the marker genes of the 4 sub-clusters of M.

(H) Trajectory analysis of M@ pseudotime order based on CytoTRACE and Monocle 2 tools.
(I) High expression of transcriptional factors, including Jun, Fos, Kif4, and Egr1 in the Mg
sub-cluster 1 (TRMs).

(J) UMAP and proportions of MuSC subclusters in injured skeletal muscle of WT and KO
mice

(K) Marker genes of MuSC subgroups shown in a Violin plot.

(L) GO enrichment analysis of major biological functions in MuSC subclusters.

(M) Further sub-clustering of endothelia into 4 groups.

(N) Bubble plot showing the marker genes of the 4 sub-clusters of endothelia.

(O) Proportions of the 4 sub-clusters of endothelia in skeletal muscle of WT and KO mice.
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Supplemental Figure 6. Generation of conditional Gsdme rescue mice and
scRNA/FACS analyses reveal cell-type specific expression with enrichment in CCR2*
macrophages

(A) Bubble plot showing the Gsdme expression of the Endothelia, M@, FAPs and MuSCs.
(B) Representative expression of Gsdme with corresponding mean fluorescence intensity

(MFI) quantification (right panel) in Endothelia, M@, FAPs and MuSCs.
9



(C) Schematic diagram showing the gene targeting strategy for generating a mouse strain
carrying a transcriptional Stop element flanked by loxP recombination sites (loxP-Stop-loxP,
LSL) upstream of the ATG start codon of the Gsdme gene. The gRNA1 and gRNAZ2 to the
mouse Gsdme gene, the donor vector containing the "part of 5'UTR-loxP-3*SV40-Poly A -
loxP-part of E2" cassette, and Cas9 mRNA were co-injected into fertilized mouse eggs to
generate targeted conditional knockin offspring (GsdmeStop/Stop). The sequences of
gRNA1 and gRNA2 are also shown. The Stop element before the ATG start codon is
expected to terminate the transcription of the Gsdme gene.

(D) The GsdmeStop/Stop mouse strain was crossed with Pdgfa-Cre or Lysm-Cre mouse to
produce GsdmeS©or/Sop; pagfa-Cre mouse (FAPs rescue of GSDME, referred as GsdmeS/s-
FR) or GsdmeSt©r/Stop:| ysm-Cre mouse (myeloid cell rescue of GSDME, referred as
Gsdme®S-MR). The Cre expression specific to FAPs or myeloid cells can delete the Stop
element to allow Gsdme re-transcription.

(E) gPCR analysis of GSDME mRNA levels in primary VSMCs and BMDMs from WT,
Gsdme™- (KO), GsdmeS'S(GsdmeSior'stior) - GsdmeSS-FR and GsdmeS'S-MR mice. GSDME
protein was rescued in FAPs or M@/Mo. FAPs were isolated from injured skeletal muscle
using MACS technology with the PDGFRa MicroBead Kit (Miltenyi Biotec 130-101-502).
BMDMs were isolated from bone marrow of mice using MACS technology with the CD11b
MicroBead Kit (Miltenyi Biotec 130-097-142).

(F) Immunoblotting analysis of GSDME protein levels in FAPs or M@/Mo from WT, Gsdme™
(KO), GsdmeStr'Stor - GsdmeSS-FR and GsdmeS'S-MR mice as in (E). Tubulin was used as
a loading control.

(G) Bubble plot showing the Gsdme, 1118 and /18 expression of the 4 sub-clusters of M.
(H) Experimental design of FACS of CD11b*CCR2* and CD11b*CCR2™ macrophages in the
skeletal muscle tissues dissected from the CTX-injured site from WT mice (n=6).

(I) Representative expression of Gsdme, 1118, and I/1b (left panel) with corresponding mean
fluorescence intensity (MFI) quantification (right panel) in FACS-sorted CD11b*CCR2" and
CD11b*CCR2™ macrophages.

Data were presented as mean + SEM. ANOVA analysis followed by Tukey hoc-test was
performed. *P<0.05, **P<0.01, KO vs WT. ns, no significance.
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Supplemental Figure 7. Blocking monocyte recruitment to muscle impairs the
GSDME-IL18 axis and prevents effective regeneration.

(A) Experimental design for the C-C chemokine receptors type 2 antagonist cenicriviroc
treatment study. WT mice were administered daily with either the CVC or vehicle for 14 days.
Mice were sacrificed at day 14, and the spleen were collected for flow cytometry.

(B) Splenocytes isolated from WT mice were treated with either the CVC or vehicle. Flow
cytometry was used to determine the percentage of CCR2* cells within CD45" CD11b"* cells
in the spleen.

(C) Schematic of the experimental design for CVC treatment. WT mice received CTX
injections to induce muscle injury, followed by daily administration of either CVC or vehicle
for 14 days. On day 14 post-CTX injection, mice were sacrificed, and muscle and blood
samples were collected for flow cytometry.

(D) Representative flow cytometry plots and quantification showing the proportion of CCR2*
cells among monocytes isolated from the skeletal muscle of CTX-injured mice treated with
vehicle or CVC.

(E) Representative flow cytometry plots and quantification showing the proportion of CCR2*

cells among monocytes isolated from the blood of CTX-injured mice treated with vehicle or

11



CVC.

(F) Representative flow cytometry plots showing Gsdme and 1118 expression, with
corresponding mean fluorescence intensity (MFI) quantification (right panel) in CTX-injured
mice treated with vehicle or CVC.

(G) Quantification of IL-18 levels in skeletal muscle by ELISA in CTX-injured mice treated
with vehicle or CVC.

(H) Flow cytometric analysis showing the proportion of Lyve1™ macrophages in CTX-injured
mice treated with vehicle or CVC.

(I) Exercise performance of CTX-injured mice treated with vehicle or CVC, assessed by
voluntary wheel running at day 14 post-injury.

Data are presented as mean + SEM. Unpaired Student’s t-test was performed between
vehicle- and CVC-treated groups in CTX-injured mice. **P<0.01, ***P<0.001. ns, no

significance.
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Supplemental Figure 8. Flow cytometry analysis of intramuscular immune cell
reprogramming
(A) High-dimensional analysis of multiplexed flow cytometry using an unbiased UMAP
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algorithm to identify subpopulation clustering in intramuscular CD45" cells gated with
antibodies (F4/80-APCA700, CD64-BV786, CD11b-FITC, CD11c-PercpCy5.5, Ly6C-PE,
LYVE1-PECy7 and CCR2-BV650). The multiplexed flow cytometry results were
concatenated, transformed, and plotted in 2D UMAP plots using R software.

(B) Gating strategy for identifying distinct immune cell subsets in the injured muscle tissues
of mice.

(C) Experimental design for the CTX-induced muscle injury model in WT and GSDME-KO
mice.

(D) Flow cytometric analysis showing the proportion of Lyve1*™ macrophages.

Data are presented as mean + SEM. Unpaired Student's t-tests between WT and KO were
performed. **P<0.01, KO vs WT.
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Supplemental Figure 9. KLF4 and JUN co-regulate tissue-resident macrophages
identity and modulate muscle repair.

(A) Gastrocnemius muscle weight to body weight ratio in CTX-injured mice treated with
neutralizing antibodies against IL-18, IL-13, or normal 1gG.

(B) Maximum speed and running distance in exercise performance of CTX-injured mice
treated with neutralizing antibodies against IL-18, IL-1[3, or normal IgG.

(C) Representative HE staining and quantitative CSA analysis of injured muscle with
CTX+IgG, CTX+anti-IL1B, and CTX+anti-IL-18.

(D) Representative SDH staining and quantification in the same treatment groups.

(E) Representative immunofluorescence of MyHC type lla and type llb fibers and
quantitative analysis of their ratio in injured muscle under the indicated treatments.

(F) Restricted expression of Kif4 and Jun in the Mg sub-cluster 1 and their co-expression.
(G) Venn plot showing the 33 KLF4 target genes and 68 JUN target genes in M@-1 (TRMSs).
Among them, 25 genes, including several well-known marker genes of TRMs such as Lyve1,
Folr2, and Cd163, are target genes for both KLF4 and JUN.

(H) Expression pattern of nine genes (Txnip, ler2, Fcna, Cbx4, Fos, Egr1, KIf2, Irf1, and
C4b), which are target genes of both KLF4 and JUN in the UMAP plot.

(I) Proportions of Mg positive for KIf4 or Jun in total M@ were determined by flow cytometry.
In-direct flow cytometry of KIf4 or Jun was performed in the CD11b* M¢ isolated from injured

muscle tissue using MACS technology.
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Supplemental Figure 10. GSDME-IL18 pyroptosis pathway is impaired in aged human
and murine muscle.

(A) Study design for analyzing the role of GSDME in skeletal muscle samples obtained
during rectus abdominal surgery from two age groups: young adults aged 30-45 years
(n=12) and elderly individuals aged 70-79 years (n=8).

(B) Comparison of transcriptome profiles of gasdermin family members (GSDMB, GSDMC,
GSDMD, and GSDME) between young and old individuals.

(C) Comparison of transcriptome profiles of gasdermin family members (GSDMB, GSDMC,
GSDMD, and GSDME) between 8-week-old young and 24-month-old mice.

(D) Western blotting analysis of the cleaved N-terminal of GSDME and cleaved IL-18 in
injured skeletal muscle of 8-week-old young and 24-month-old mice at Day 4 post-injury.
Arrows indicate the cleaved GSDME and IL18 (active form)

Data are presented as mean + SEM. Unpaired Student's t-tests between WT and KO were
performed. *P<0.05, **P<0.01, KO vs WT. ns, no significance.
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Supplemental Table 2. Key Reagents

REAGENT

SOURCE

IDENTIFIER

Antibodies

Rabbit monoclonal
anti-Gsdme

Abcam

CAT#ab215191, RRID: AB_2737000

Rabbit monoclonal
anti-KlIf4

Abcam

CAT#ab215036, RRID:AB_2933978

Rabbit monoclonal
anti-c-Jun

Abcam

CAT#ab40766, RRID:AB_731602

Rabbit monoclonal
anti- PDGFR
alpha

Abcam

Cat#ab203491, RRID:AB_2892065

Mouse
monoclonal anti-
Caspase3

Proteintech

CAT#66470-2-1g, RRID: AB_2876892

Mouse
monoclonal anti-
IL-18

Proteintech

CAT#60070-1-1g, RRID:AB_2280158

Mouse
monoclonal anti-
Tubulin

Proteintech

CAT#66031-1-1g, RRID:AB_11042766

Mouse
monoclonal anti-
Lamin B

Proteintech

Cat#12987-1-AP, RRID:AB_2136290

Mouse monoclona

. Santa Cruz Cat#sc-81648, RRID:AB_2159836
anti-Pax-7
Rabbit monoclonal | Cell Signaling Cat#9349, RRID:AB_10829911
anti-Perilipin-1 Technology -
Mouse
monoclonal
anti- Myosin DSHB Cat#SC-71, RRID:AB_2147165
Heavy Chain Type
A
Mouse DSHB Cat#BF-F3, RRID:AB_2266724

monoclonal




anti- Myosin
Heavy Chain Type
1B

Rabbit normal 1gG
(for ChIP-gPCR)

Proteintech

Cat#B900620, RRID:AB_2883054

Mouse normal IgG
(for ChIP-gPCR)

Proteintech

Cat#30000-0-AP, RRID:AB_2819035

Mouse
Monoclonal anti-
LYVE1 (for ChIP-

gPCR)

Thermo-Fisher

Cat#14-0443-82, RRID:AB_1633414

Rabbit Polyclonal
anti-CD163 (for
ChIP-gPCR)

Proteintech

Cat#16646-1-AP, RRID:AB_2756528

Rat monoclonal

anti-CD16/32 BioLegend CAT#101320, RRID:AB_1574975
(TruStain FcX™)
AlexaFluor(R)700 BioLegend CAT#123130, RRID:AB_2293450
anti-mouse F4/80
Brilliant Violet
605™ anti-mouse BioLegend CAT#103155, RRID:AB_ 2650656
CD45
F'Tcggt;';'gouse BioLegend CAT#564454, RRID:AB_312788
PerCP/Cyanined.5 | g o end CAT#117328, RRID: AB_2129641
anti-mouse CD11c
APC anti-mouse .
o3 BioLegend CAT#100235, RRID:AB_2561455
APC ?:rg';rgouse BioLegend CAT#152409, RRID: AB_2629838
APC ZE’TOUSG BioLegend CAT#108709, RRID:AB_313396
PE alr_‘;'é”gouse BioLegend CAT#128007, RRID:AB_1186133
PE anti-mouse .
ey BioLegend CAT#102407, RRID: AB_312902
Brilliant Violet
421™ anti-mouse BioLegend Cat#127628, RRID:AB_2562567
Ly6G
Brilliant Violet
421™ anti-mouse BioLegend Cat# 135923, RRID: AB_2814036
CD140a Antibody
APCIFire™ 750
anti-mouse I-A/I-E BioLegend Cat#107652, RRID:AB_2616729

(MHC 11)




Brilliant Violet
650™ anti-mouse
CD192 (CCR2)

BioLegend

Cat#150613, RRID:AB_2721553

BUV496 Anti-
Mouse CD86

BD Biosciences

Cat#750437, RRID:AB_2874600

BV786 anti-mouse
CD64

BD Biosciences

Cat# 569507, RRID:AB_3685116

Brilliant Ultra
Violet™ 661 anti-
mouse CD163

Thermo Fisher
Scientific

Cat# 376-1631-82, RRID:AB_3074044

LYVE1
Monoclonal
Antibody (ALY7)
PE-Cyanine7

eBioscience

Cat#25-0443-82, RRID:AB_2802237

Rat IgG1 kappa

Isotype Control

(eBRG1), PE-
Cyanine7

eBioscience

Cat#25-4301-82, RRID:AB_470198

Goat Polyclonal
IRDye 800CW
Goat anti-mouse
IgG antibody

LI-COR
Biosciences

CAT#926-32210, RRID:AB_621842

Goat Polyclonal
IRDye 800CW

Goat anti-rabbit
IgG antibody

LI-COR
Biosciences

CAT#925-32211, RRID:AB_2651127

Goat Polyclonal

Alexa Fluor 488-

conjugated anti-
rabbit 1IgG

Thermo Fisher
Scientific

CAT#A-11034, RRID:AB_2576217

Goat Polyclonal
Alexa Fluor 568-
conjugated anti-rat
IgG

Thermo Fisher
Scientific

CAT#A-11077, RRID:AB_2534121

Goat Polyclonal

Alexa Fluor 568-

conjugated anti-
mouse IgG

Thermo Fisher
Scientific

CAT#A-21134, RRID:AB_2535773

InVivoMAb anti-
mouse/rat IL-13
(neutralizing
antibody)

Bioxcell

CAT#BE0246, RRID:AB_2687727

InVivoMAb anti-
mouse IL-18
(neutralizing

antibody)

Bioxcell

CAT#BE0237, RRID:AB_2687719



https://rrid.site/data/record/nif-0000-07730-1/AB_2802237/resolver?q=25-0443-82&l=25-0443-82&i=rrid:ab_2802237-2737693
https://rrid.site/data/record/nif-0000-07730-1/AB_2802237/resolver?q=25-0443-82&l=25-0443-82&i=rrid:ab_2802237-2737693

Chemicals, Peptides, and Recombinant Proteins

BSA Roche 03117405001
Palmitic acid Sigma-Aldrich P9767
Protease InhbItOr | gigma-Aldrich P8340
cocktail
Sirius Red Sigma-Aldrich 365548
Succinate
Dehydrogenase Sigma-Aldrich MAK197
Assay Kit
Glutamic acid Sigma-Aldrich G626
Malic acid/Malate Sigma-Aldrich M1000
Pyruvic acid Sigma-Aldrich P2256
Succinate Sigma-Aldrich S2378
ADP Sigma-Aldrich 117105
CCCP Sigma-Aldrich C2759
Antimycin A Sigma-Aldrich A8674
Oligomycin Sigma-Aldrich 04876
Rotenone Sigma-Aldrich R8875
Digitonin Sigma-Aldrich D5628
TMPPD Sigma-Aldrich T3134
Sodium L- Sigma-Aldrich A7631
ascorbate
Methanol Sigma-Aldrich 67-56-1
Acetonitrile Sigma-Aldrich 75-05-8
MTBE Sigma-Aldrich 1634-04-4
Ammonium Sigma-Aldrich 540-69-2
formate
Dichloromethane Sigma-Aldrich 75-0902
Isopropanol Sigma-Aldrich 67-63-0
MiR05-Kit Oroboros 60101-01
Cardiotoxin Latoxan L8102-1MG
Kenpaullone MedChemExpress HY-12302
T-5224 MedChemExpress HY-12270
Protein A/G Santa Cruz
PLUS-Agarose Biotechnology s¢-2003
DEPC-treated Thermo E|§her 4387937
water Scientific
: Thermo Fisher
DiO dye Scientific V22886
DAPI Thermo Fisher D1306
Scientific




Normal goat

Thermo Fisher

serum Scientific 31872
Paraformaldehyde Thermo E|§her 23-305-510
Scientific
Fetal bovine Thermo f|§her 10099141
serum scientific
Pen|C|II|n-. Thermo f|§her 15070063
Streptomycin scientific
Pre-stained Thermo fisher
Protein Marker scientific 26616
Propidium lodide | 5y pioc siences 556463
Solution
RIPA buffer Beyotime P0013B
Prestained Protein GeneTex GTX50875
Marker
Collagenase IV Worthington LS004186
DL1000 DNA Takara Bio 3591A
ladder
DL10000 DNA Takara Bio 3584A
ladder
RNAiso Extract Takara Bio 9109
Reagent
Recombinant
Human IL-18 R&D system 9124-I1L
Protein
Cenicriviroc Biorbyt orb402001
Critical Commercial Assays
CD11b ':Qi'tcmBead Miltenyi Biotec 130-097-142,
PDGFRa . _
MicroBead Kit Miltenyi Biotec 130-101-502
Seahorse XF
Real-Time ATP Agilent 103592-100
Rate Assay Kit
PrimeScript™ RT- .
PCR Kit Takara Bio RRO14A
Vectastain Elite Vector
ABC-HRP Kit , PK-6102
Laboratories
(Mouse)
Nuclear and
Cytoplasmic Beyotime
Protein Extraction Biotechnology P0028
Kit
BCA protein assay Beyotime
kit Biotechnology PoOT1




AxyPrep DNA
GelExtraction Kit

Axygen

L #AP-GX-250
Biosciences

Deposited data

RNA-seq on
muscle from WT
and Gsdme-KO

mice injected CTX

This paper GSE271087

Single cell RNA-
seq on muscle
from WT and

Gsdme-KO mice
injected CTX

This paper GSE270614

Lipidomics on
muscle from WT
and Gsdme-KO

mice injected CTX

This paper MTBLS10509

Experimental Models: Organisms/Strains

Shanghai Sino-
Mouse: C57BL/6J | British SIPPR/BK N/A
Lab Animal Ltd.
Mof;:é,,ﬁﬁ;;ﬁgf 2 L‘;‘;‘:fo”ry JAX stock 004781
Mouse: C57BL/6- Jackson
Tg(Pdgfra- Laboratory JAX stock 013148
cre)1Clc/J
Shanghai
Biomodel
Mouse: Gsdme- | Organism Science N/A
KO & Technology
Development Co.,
Ltd.
Mouse: Cyagen
Gsdmestop/stop Bioscience Inc. KICMAS1T90710LY2

Oligonucleotides

gPCR
Primers for mouse | o on Biotech CGGGTCTGTCACGGAGCA
Gsdma Forward
Primers for mouse | o on Biotech CAGCCCTTGGGGATGGTTA
Gsdma Reverse




Primers for mouse
Gsdmc Forward

Sangon Biotech

TTGTCAAGGTTGGAGGCAGTG

Primers for mouse
Gsdmc Reverse

Sangon Biotech

AGTTCAGCCAGTAGCCGTGTT

Primers for mouse

Gsdmd Forward Sangon Biotech CTTTATGCTTGAAGGGTGA
Primers for mouse | o1 Biotech TGCTGCCGCTTACCTCC
Gsdmd Rorward
Primers for mouse | o on Biotech GCAACGGAGGATGGGACG
Gsdme Forward
Primers for mouse | o on Biotech GGGCAGGTAACACCGCAAA
Gsdme Rorward
Primers for mouse | o on Biotech CAGGCTCCGAGATGAAC
II-18 Forward
Primers for mouse | o o1 Biotech TGCTTGTGAGGTGCTGA
II-18 Reverse
Primers for mouse | o on Biotech TTATTGACAACACGCTTTAC
11-18 Forward
Primers for mouse | o o1 Biotech TCTGATTCCAGGTCTCC
11-18 Reverse

Primers for mouse
Pax7 Forward

Sangon Biotech

GTTCGGGAAGAAAGAGGACGAC

Primers for mouse
Pax7 Reverse

Sangon Biotech

GGTTCTGATTCCACATCTGAGCC

Primers for mouse
Pax3 Forward

Sangon Biotech

GCGTCTCTAAGATCCTGTGCAG

Primers for mouse
Pax3 Reverse

Sangon Biotech

GATTTCCCAGCTAAACATGCCCG

Primers for mouse
Myf5 Forward

Sangon Biotech

GGTGGAGAACTATTACAGCCTGC

Primers for mouse
Myf5 Reverse

Sangon Biotech

ACAGTAGATGCTGTCAAAGCTGC

Primers for mouse
Gapdh Forward

Sangon Biotech

CCCATCACCATCTTCCAGGAG

Primers for mouse
Gapdh Reverse

Sangon Biotech

TTCACCACCTTCTTCTTGATGTCAT

Chip(Jun)

Primers for mouse

Cd163 Forward Sangon Biotech ACGGCTGGAGCATGAATGAA
Primers for mouse ,

Cu163 Roveree | S@ngon Biotech TCTTCCTAAGCATCGGTGGC
Primers for mouse | o1 Biotech GCCAACGAGGCCTGTAAGAT

Lyve1 Forward
Primers for mouse | o on Biotech GGAGTTAACCCAGGTGTCGG

Lyve1 Reverse

Chip(Kif4)




Primers for mouse
Cd163 Forward

Sangon Biotech

AGCTTTGGAATGGGTGGACA

Primers for mouse
Cd163 Reverse

Sangon Biotech

GGAGCGTTAGTGACAGCAGA

Primers for mouse
Lyve1 Forward

Sangon Biotech

CCGGAGGGATCTGCACAATG

Primers for mouse
Lyve1 Reverse

Sangon Biotech

TCTGTTGCGGGTGTTTGAGT

Software and Algorithms

GraphPad Prism GraphPad )
version 8 software https://www.graphpad.com/
FlowdJo v.10 BD Biosciences https://www.flowjo.com/
FlowAi-2.3.2 BD Biosciences https://www.flowjo.com/exchange/
UMAP-4.1.1 BD Biosciences https://www.flowjo.com/exchange/
National Institutes o - .
ImageJ of Health https://imagej.nih.gov/ij/
FV10-ASW . ,
Viewer software Olympus https://www.olympus-lifescience.com.cn
HALO Indica Labs https://indicalab.com/halo
ProteoWizard ProteoWizard https://proteowizard.sourceforge.io/
software
R-3.6.0 R Core Team https://www.r-project.org/
Seurat-4.3.0 R package https://satijalab.org/seurat/
Mfuzz-2.64.0 R package DOI: 10.18129/B9.bioc.Mfuzz
CellChat-1.6.1 R package https://github.com/sqjin/CellChat
Monocle-2.26.0 R package https://cole-trapnell-lab.github.io/monocle-
release/
QuSAGE-2.38.0 R package DOI: 10.18129/B9.bioc.qusage

Python-3.8.10

Python Core

https://www.python.org/

Developers
Scanpy-1.9.3 Python package https://scanpy.readthedocs.io/en/stable/
Scipy-1.10.1 Python package https://scipy.org/

pySCENIC-0.12.1

Python package

https://github.com/aertslab/pySCENIC

scVelo-0.2.5

Python package

https://scvelo.readthedocs.io/en/stable/#

Cellpose -3.0

Python package

https://github.com/MouseLand/cellpose



https://www.graphpad.com/
https://imagej.nih.gov/ij/
https://www.olympus-lifescience.com.cn/
https://doi.org/doi:10.18129/B9.bioc.qusage
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