SUPPLEMENTAL FIGURES

Figure S1. Autophagosome formation immediately after differentiation. Differentiating C2C12s were pretreated with either BAF or vehicle and analyzed for autophagosome formation. (A) Cells were immunostained for MAP1LC3A (green) and with Hoechst 33342 nuclear stain (blue) and examined for the presence of MAP1LC3A+ puncta via fluorescence microscopy. All images were collected under identical illumination and exposure parameters. GM, growth medium. Scale bars: 20 µm.

Figure S2. 3-MA blocks differentiation. C2C12 cells were pretreated with 3-MA and were subsequently differentiated. (A) Phase contrast microscopy of differentiating C2C12s treated with 3-MA. Scale bars: 100 µm. (B) Western blot analysis of whole cell lysates. GM, growth medium.

Figure S3. Fission and fusion proteins in mitochondrial fractions of BAF-treated cells. Mitochondria were isolated from BAF-treated cells to assess recruitment of DNM1L and OPA1. (A) C2C12s were treated with either 100 nM BAF or vehicle for 2 h prior to differentiation. Mitochondrial fractions were then isolated and analyzed for DNM1L and OPA1 via western blot. (B) Quantification of western blots in (A) normalized to ARHGDIA. (C) Ponceau S stain of membrane used in (A). GM, growth medium.

Figure S4. Ponceau S stain of mitochondrial protein isolated from differentiating C2C12s. Ponceau S stain of membrane used in mitochondria western blots in Figures 7 and 9. GM, growth medium.

Figure S5. Autophagy inhibitors do not induce increased cell death during differentiation. Differentiating C2C12s were treated with autophagy inhibitors and examined for markers of cell death. (A) Western blot analysis of whole cell lysates from siAtg5, BAF, or siSqstm1-treated cells. (B) Trypan stain of BAF-treated cells. GM, growth medium. 
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