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Video 

Supplementary Fig S1. Myogenic differentiation of C2C12 cells, related to Fig 1. (A) 

C2C12 cells were induced in normal or myogenic differentiation medium (MD) for 7 

days. The cytomorphology of C2C12 cells was observed using an inverted microscope. 

Scale bar, 50 μm.  (B) C2C12 cells were induced to undergo myogenic differentiation in 

MD for 7 days, and the expression levels of MyoG and MyoD in C2C12 cells were 

examined by qRT-PCR and western blotting. (C) A video showing the contraction of the 

myotube formed by C2C12 cells. Data are the mean ± s.d. of triplicate samples from a 

representative experiment. *P < 0.05, **P < 0.01. One-way analysis of variance 

(ANOVA). 
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Supplementary Fig S2. Myogenic differentiation of C2C12 cells, related to Fig 2. 

(A and B) C2C12 cells were cultured under normoxic or hypoxic conditions for 1 hour 

and 24 hours respectively, and the expression of the histone deacetylase family 

(HDAC1-11) was examined by qRT-PCR. Data are the mean ± s.d. of triplicate 

samples from a representative experiment. *P < 0.05, **P < 0.01. One-way analysis of 

variance (ANOVA).  
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Supplementary Fig S3. The expression of hypoxia-inducible factors in C2C12 cells 

under hypoxia, related to Fig 2. The expression levels of HIF1α and HIF2α in C2C12 

cells at different time points after exposure to hypoxic stimuli were examined by 

western blotting. 
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Supplementary Fig S4. The effect of HDAC inhibitors on the regulation of HDAC9 

expression, related to Fig 2-6. (A, B) HDAC9 expression was examined by qRT-PCR 

and western blotting (B). Data are the mean ± s.d. of triplicate samples from a 

representative experiment. *P < 0.05, **P < 0.01. One-way analysis of variance 

(ANOVA). 
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Supplementary Fig S5. The efficiency of lentivirus transduction, related to Fig 3, 4. 

(A and B) The efficiency of lentiviral vector on knockdown or overexpressing HDAC9 

was confirmed by qRT-PCR and western blotting analysis. The data are presented as 

means ± s.d. of each independent experiment performed in triplicate. *P < 0.05, **P < 

0.01. Unpaired two-tailed Student’s t-test.  
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Supplementary Fig S6. The expression of Atg5 and Atg12 in C2C12 cells is not 

affected by hypoxia, related to Fig 4. (A, B) The expression levels of Atg 5 and Atg 12 

in C2C12 cells were examined by qRT-PCR (A) and western blotting (B) after culturing 

under a normoxic or hypoxic microenvironment for 72 hours. Data are the mean ± s.d. 

of triplicate samples from a representative experiment. NS, not significant, P > 0.05. 

One-way analysis of variance (ANOVA). 
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Supplementary Fig S7. The efficiency of lentivirus transduction, related to Fig 5, 6. 

(A and B) The efficiency of lentiviral vector on knockdown or overexpressing Beclin1 

was confirmed by qRT-PCR and western blotting analysis. The data are presented as 

means ± s.d. of each independent experiment performed in triplicate. *P < 0.05, **P < 

0.01. Unpaired two-tailed Student’s t-test.  
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Supplementary Fig S8. Rapamycin activates autophagy in C2C12 cells. (A and B) 

C2C12 cells were treated with rapamycin for 72 hours, and autophagy-related gene 

expression and p62 accumulation in C2C12 cells was examined by qRT-PCR (A) and 

western blotting (B). Data are the mean ± s.d. of triplicate samples from a 

representative experiment. *P < 0.05, **P < 0.01. One-way analysis of variance 

(ANOVA). 
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Supplementary Fig S9. Wnt3α activates the canonical Wnt pathway and promotes 

the myogenic differentiation of C2C12 cells. (A) The expression levels of p-GSK3β 

and ac-β-catenin in C2C12 cells were examined by western blotting after treatment with 

Wnt3αt for 72 hours. (B) The expression levels of downstream genes of the canonical 

Wnt pathway were examined by qRT-PCR after treatment with Wnt3α for 72 hours. (C) 

The expression levels of MyoG and MyoD were examined by western blotting after 

culturing in MD medium with or without Wnt3a under hypoxia. Data are the mean ± 

s.d. of triplicate samples from a representative experiment. *P < 0.05, **P < 0.01. One-

way analysis of variance (ANOVA). 
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Supplementary Figure S10. The transfection efficiency of β-catenin. (A) The 

expression of β-catenin in C2C2 cells was examined at the mRNA level by qRT-PCR 

after transfection of β-catenin siRNA for 48 hours. (B) Total and activate-β-catenin 

expression in C2C12 cells were examined at the protein level by western blotting after 

transfection of β-catenin siRNA for 48 hours. Data are the mean ± s.d. of triplicate 

samples from a representative experiment. *P < 0.05, **P < 0.01. Unpaired two-tailed 

Student’s t-test. 
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