[image: ] Fig. S1 CHMP4C Deficiency Impedes Tissue Repairment Post-ischemia. a Genotyping of global CHMP4C knockout (KO) mice. Lanes 1,2,5 are CHMP4C-/- homozygous mice, Lanes 3,4,6,7 are CHMP4C+/- heterozygote mice, Lane 8 is CHMP4C+/+ homozygous mice. b Quantitative analysis of CHMP4C mRNA levels in aortic tissues from CHMP4C+/+ and CHMP4C-/- mice (n=6 and significance was determined by unpaired 2-tailed t test). c,d Representative immunofluorescence images and quantitative analysis of arteriole density on day 14 after HLI. Immunofluorescence was performed using antibodies against alpha smooth muscle Actin (α-SMA, red) .Blue, Nucleus. scale bar,100 μm. n=5. e,f Representative images and quantification analysis of fibrosis rates . Haematoxylin and eosin (HE) and Masson staining of gastrocnemius from WT and KO mice were performed on day 14 after HLI. scale bar, 100μm. n=5. Data are presented as mean ± SEM. Significant differences are presented as *(p < 0.05), **(p < 0.01) and determined by One-way ANOVA unless specified
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Fig. S2 CHMP4C Deficiency Has No Effect on ECs Apoptosis. a HUVECs were transfected with si-CHMP4C or si-Control for 48h and then cultured under either normoxic (21% O2 and 5% CO2) or hypoxic (1% O2, 94% N2, and 5% CO2) conditions. At the indicated time points, cell viability was evaluated by CCK8 assay. b,c Representative Western blot images and quantification analysis of the apoptosis related protein expressions in the absence of CHMP4C after 24-hour exposure to hypoxia. Western blots were performed to determine the expressions of cleaved-caspace9, caspace9, cleaved-caspace3, caspace3, Bcl-2, Bax in HUVECs after the si-Control or si- CHMP4C transfection under hypoxic(1% O2, 94% N2, and 5% CO2,24h) conditions (n=3) . Data shown in the graphs represent mean ±SEM. Significance was determined by unpaired 2-tailed t test. *(p < 0.05), **(p < 0.01)
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Fig. S3 CHMP4C Deficiency Represses Wnt/β-Catenin Signaling. a Representative immunofluorescence staining and quantification of fluorescence intensity of β-catenin in HUVECs after the si-Control or si-CHMP4C transfection under normoxic or hypoxic conditions. Immunofluorescence was performed using antibodies against β-catenin (red) and nucleus was stained by DAPI (blue). scale bar, 100μm. (n=3).b Representative Western blot images and quantification analysis of β-catenin expression in ischemic hindlimb tissue from KO or WT mice on day 14 after HLI(n=6). c,d Quantitative analysis of β-catenin and GSK3β mRNA levels in HUVECs after the si-Control or si-CHMP4C transfection under normoxic or hypoxic conditions (n=3). Data shown in the graphs represent mean ±SEM. Significant differences determined by One-way ANOVA. *(p < 0.05), **(p < 0.01)
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Fig. S4 Verification of the Efficiency of siRNA or Plasmids Transfection. a Representative Western blot and quantitative analysis of PP2Ac expression. HUVECs were transfected with si-PP2Ac or si-Control for 72h. Western blots were performed using antibodies against PP2Ac.n=3. b Representative Western blot and quantitative analysis of FLAG expression. HEK293T cells were transfected with Flag-tagged CHMP4C plasmids for 72h. Western blots were performed using antibodies against FLAG. n=3. c,d HEK293T cells were transfected with si-CHMP4C or si-Control. The efficiency of small interfering RNAs (siRNA) -mediated knockdown of CHMP4C was assessed by both quantitative RT-PCR and Western blots after 48-72h transfection. n=3. Data shown in the graphs represent mean ±SEM. Significant differences are presented as *(p < 0.05), **(p < 0.01) and determined by unpaired 2-tailed t test


Supplemental Tables
Table S1. Antibodies
	Antibody specificity 
	Manufacture
	Species
	Dilution

	Primary antibodies for Western blot

	Anti-Cyclin D1
	CST
	Rabbit
	1:1000

	Anti- CDK4
	Abcam
	Rabbit
	1:2000

	Anti-Cyclin A2
	Abcam
	Rabbit
	1:2000

	Anti-CDK6
	CST
	Mouse
	1:2000

	Anti-VEGF 
	Santa Cruz
	Mouse
	1:500

	Anti-Hif-1a
	Proteintech
	Mouse
	1:2000

	Anti-CHMP4C
	Thermo
	Mouse
	1:500

	Anti-CHMP4C
	Abcam
	Mouse 
	[bookmark: OLE_LINK1]1:500

	Anti-Wnt3a
	Proteintech
	Rabbit
	1:500

	Anti-β-Catenin
	CST
	Rabbit
	1:1000

	Anti-Phospho-β-Cateninser33
	Proteintech
	Rabbit
	1:5000

	Anti-GSK3β
	Abcam
	Rabbit
	1:5000

	Anti-Phospho-GSK3βSer9 
	Proteintech
	Mouse
	1:1000

	Anti-Caspase 3
	CST
	Rabbit
	1:1000

	Anti-Caspase 9
	Abcam
	Rabbit
	1:2000

	Anti-Bcl2
	Abcam
	Rabbit
	1:1000

	Anti-Bax
	Proteintech
	Rabbit
	1:5000

	Anti-DYKDDDDK Tag
	CST
	Mouse
	1:1000

	Anti-PP2Ac
	Proteintech
	Rabbit
	1:500

	Anti-β-tubulin
	Proteintech
	Mouse
	 1:20000

	Histone H3 
	Abcam
	Rabbit
	1:500

	Secondary antibodies for Western blot

	Anti-Rabbit IgG
	Biotechwel
	Goat
	1:5000

	Anti-Mouse IgG
	Biotechwel
	Goat
	1:5000

	Primary Antibodies for Immunofluorescence

	Anti-CD31
	Abcam
	Mouse
	1:500

	Anti-α-SMA
	Abcam
	Rabbit 
	1:500

	Anti-CHMP4C
	Thermo
	Mouse
	1:100

	Anti-CHMP4C
	Abcam
	Mouse 
	1:100

	Anti-β-Catenin
	CST
	Rabbit
	1:100

	Anti-Rab7
	CST
	Rabbit
	1:100

	Secondary antibodies for Immunofluorescence

	Anti-mouse IgG (Alexa Fluor 594)
	CST
	Goat
	1:500

	Anti-mouse IgG (Alexa Fluor 488)
	CST
	Goat
	1:500

	Anti-rabbit IgG (Alexa Fluor 594)
	CST
	Goat
	1:500

	Anti-rabbit IgG (Alexa Fluor 488)
	CST
	Goat
	1:500





Table S2. Primers for Real-time PCR Analysis 
	Gene
	Species
	Sequence 5'-3'

	CHMP4C
	Human
	F
	TGCGAATGACGTGTATCCCT

	
	
	R
	TCACGCAGTTCCCTAAGTGG

	CHMP4C
	Mouse
	F
	TTCATGACAACATGGACCTCA

	
	
	R
	GAGGACGGCACATTTGGAAG

	β-Catenin
	Human
	F
	AAAGCGGCTGTTAGTCACTGG

	
	
	R
	CGAGTCATTGCATACTGTCCAT

	GSK3β
	Human
	F
	GGCAGCATGAAAGTTAGCAGA

	
	
	R
	GGCGACCAGTTCTCCTGAATC

	CyclinD1
	Human
	F
	GCTGCGAAGTGGAAACCATC

	
	
	R
	CCTCCTTCTGCACACATTTGAA

	MYC
	Human
	F
	GGCTCCTGGCAAAAGGTCA

	
	
	R
	CTGCGTAGTTGTGCTGATGT

	MYCN
	Human
	F
	ACCCGGACGAAGATGACTTCT

	
	
	R
	CAGCTCGTTCTCAAGCAGCAT

	JUN
	Human
	F
	TCCAAGTGCCGAAAAAGGAAG

	
	
	R
	CGAGTTCTGAGCTTTCAAGGT

	GADPH
	Mouse
	F
	GGTTGTCTCCTGCGACTTCA

	
	
	R
	GGTGGTCCAGGGTTTCTTACTC

	GADPH
	Human
	F
	GGAGCGAGATCCCTCCAAAAT

	
	
	R
	GGCTGTTGTCATACTTCTCATGG 



Table S3. Primers for genotyping of CHMP4C-/- mice
	Genotypes
	Sequence 5'-3'

	CHMP4C
	F
	ATGTTTTGGTATGCCTGTTTTATT

	
	R
	CTGCCCTCCTGGAAGATGCTA



Table S4. List of the Sequences of siRNAs 
	Gene Symbol
	Species
	Sequence

	Si-CHMP4C
	Human
	CCAUUGAGUUCCAGAGAGATT

	
	
	UCUCUCUGGAACUCAAUGGTT

	Si-CHMP4C
(HEK293T)
	Human
	CUCACUCAGAUUGAUGGCACATT

	
	
	UGUGCCAUCAAUCUGAGUGAGTT

	Si-PP2Ac
	Human
	GGAUAGCAGCAAACAAUCAUUTT

	
	
	AAUGAUUGUUUGCUGCUAUCCTT
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