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Supplementary figure legends
Figure S1. Glycine 204 and 208 in the BNIP3L transmembrane domain are important for BNIP3L dimerization. (A) Western blot analysis of BNIP3L dimers. GFP-BNIP3L WT or GFP-BNIP3LG204A mutants overexpressed in HEK293 cells were purified using GFP-Trap agarose beads (Chromotek, gta-100) and boiled for the indicated time. (B) HEK293 lysates overexpressing different GFP-BNIP3 or GFP-BNIP3L mutants were analyzed by WB.
Figure S2. Dimerization increases BNIP3L activity as a mitophagy receptor. GST pull-down experiments of GST-LC3 (LC3A and LC3B) and GABARAP (GABARAPL1 and GABARAPL2) were performed against GFP-BNIP3L WT, GFP-BNIP3L∆LIR, GFP-BNIP3LG202A, and GFP-BNIP3LG204A mutants. TCL corresponds to the total cell lysate.

Figure S3. Phosphorylation at the C-terminal BNIP3L disrupts its dimerization. Western blot analysis of HEK293 overexpressing GFP-BNIP3L WT, GFP-BNIP3LG202A, GFP-BNIP3LG204A, GFP-BNIP3LS212A, GFP-BNIP3LS212E, GFP-BNIP3LS212Stop, GFP-BNIP3LT213A, GFP-BNIP3LT213E, GFP-BNIP3LS215A, GFP-BNIP3LS215E, GFP-BNIP3LS217A, GFP-BNIP3LS217E, GFP-BNIP3LT218A, GFP-BNIP3LT218E, GFP-BNIP3LY219A, GFP-BNIP3LY219E, GFP-BNIP3L∆TM, GFP-BNIP3L∆C terminus mutants or pEGFP-C1 empty vector.

Figure S4. Expression of GFP-BNIP3L mutants in BNIP3L knockdown background. Western blot analysis of HEK293 lysates used for flow cytometry detection of mitochondrial removal in the BNIP3L knockdown cells. Overexpression of GFP-BNIP3L mutants in the siBNIP3L or siCtrl cells (BNIP3L silencing is shown in Fig. 5B) was confirmed using GFP antibody. ACTB was used as a loading control of total cell lysates.
