Supplementary Figure legends
Figure S1. Effects of spautin-1 treatment on the phosphorylation of MTOR substrates and expression of mitochondrial biogenesis genes. Overexpression of constitutively active (CA) RHEBS16H in Rb1cc1F/+ BPK cells increases mitochondrial mass. (A) Immunoblots showing levels of phospho-RPS6KB, RPS6KB, phospho-EIF4EBP1, EIF4EBP1 and ACTB in BPK cells treated with vehicle or 10 μM spautin-1 for 48 h. (B) Bar charts showing relative gene expression levels of Ppargc1a, Ppargc1b, Tfam, Esrra, Polg1, Polg2 and Ssbp1 normalized to expression levels of Actb in BPK cells treated with vehicle or 10 μM spautin-1 for 48 h. (C) Immunoblots showing levels of phospho-RPS6KB (T389), RPS6KB and ACTB in control Rb1cc1F/+ BPK primary tumor cells or cells transduced with CA RHEB. (D) Histogram showing distribution of Rb1cc1F/+ BPK primary tumor control cells or cells transduced with CA RHEB, stained with MitoTracker Deep Red FM and analyzed by flow cytometry. Bar charts showing the quantification of mean fluorescence intensities for MitoTracker Deep Red FM staining (n=4 each). Statistical significance was determined by two-tailed t-test, * denotes p≤0.05.
[bookmark: _GoBack]Figure S2. Effects of Metformin treatment on rb1cc1F/F BPK primary cells in vivo and combination therapy on tumorsphere formation in Rb1cc1F/+ BPK primary cells. (A) Tumor growth curves of rb1cc1F/F BPK primary cells transplanted into Nude mice and treated daily with vehicle or 100 mg/kg metformin. (n=7 tumors each). Statistical significance for growth curves was determined via ANCOVA. ** denotes p ≤0.01. (B) Quantification of sphere-forming efficiency with Rb1cc1F/+ BPK primary cells treated with vehicle, 2.5 mM metformin, 2.5 μM spautin-1, or 2.5 mM metformin + 2.5 μM spautin-1 for a week under non-adherent culture conditions (n=10, for each treatment group). Statistical significance was determined by two-tailed t-test, *** denotes p≤0.001.
