Figure S1. The role of MFN1 in glycolysis, mitochondrial respiration, and mitochondrial morphology to energy stress. (A and B) WT or mfn1-/- MEFs were seeded in XFe96 Cell Culture Microplates (12000 cells/ 80 µl per well), then allowed to grow overnight in a cell culture incubator. In the meantime, Seahorse XFe96 Sensor Cartridges were hydrated and placed in a non-CO2 37 °C incubator overnight. Cells were washed twice with appropriate assay medium, either XF Cell Mito Stress Test Assay Medium (XF Base Medium supplemented with 5.5 mM glucose, 1.0 mM pyruvate, 2 mM L-glutamine, pH adjusted to 7.4 at 37 °C, and filtered with a 0.2 µm filter) or XF Glycolysis Stress Test Assay Medium (XF Base Medium supplemented with 2 mM L-glutamine, pH adjusted to 7.4 at 37 °C, and filtered with a 0.2 µm filter). After the cells and Seahorse machine were prepared, the Seahorse Cell Mito Stress Test and Glycolysis Stress Test Assays were performed to test mitochondrial respiration capacity and glycolysis capacity, respectively. Data are from three independent experiments (mean S.D.). *** p < 0.001; NS, Not significant. (C) WT or mfn1-/- MEFs were harvested and examined by WB analysis with antibodies against MFN1, MFN2 and GAPDH antibodies. (D) WT or mfn1-/- MEFs were fixed and subjected to IF analysis to detect the mitochondria (anti-TOMM20 antibody, red; anti-CYCS/cytochrome C antibody, green). Scale bar: 10 μm. (E) Quantification of (D). The ratio of cells that contain fragmented mitochondria in total cells were quantified. At least 100 cells were counted for each treatment. *** p < 0.001.
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