SUPPLEMENTARY MATERIAL

MATERIALS AND METHODS

MTT assay

Cytotoxicity was determined by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
(MTT) assay as described previously (Guan et al., 2016; Jiang et al., 2017). Briefly, C2C12
myotubes were grown in 6-well plates. After treatment with different concentration of icariin for
24 h, the medium was replaced by 1 mL of fresh DMEM (without phenol red). MTT solution
(0.5 mg/mL, pH7.5) was added to cells in each well for 4 h at 37°C. The MTT-containing
medium was then aspirated and 1 mL DMSO was added to each well to dissolve the resulting
formazan. The plate was covered with tinfoil and agitated on an orbital shaker for 20 minutes.
Absorbance at 570 nm was read in an ELISA plate reader (Biotek, Winooski, VT, USA).
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FIGURE LEGENDS

FIGURE S1. Impacts of icariin on cell viabilities of C2C12 myotubes. C2C12 myotubes were
starved serum for 4 h and then treated with 25 pmol/L, 50 umol/L, 100 umol/L, or 200 pmol/L
icariin (ICA) for another 24 h. Cell viability was evaluated by the MTT assay method. N = 4.

$ p> 0.05 vs. control group.
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