Supplementary Figure Legends
Figure S1. Loss of ATG5 inhibits autophagy activation in TMED10-depleted cells. SH-SY5Y/GFP-LC3 cells were transiently transfected with TMED10 siRNA (siTMED10), with or without ATG5 siRNA. After 3 d, cells with autophagic punctate structures were counted using fluorescence microscopy. Knockdown of ATG5 was confirmed by western blotting. Data are presented as mean ± SEM (n = 3). 

Figure S2. Expression level of autophagy regulatory proteins in TMED10 knockdown cells. SH-SY5Y cells were transiently transfected with either negative scrambled siRNA (Sc) or TMED10 siRNA (siTMED10). After 3 days, the cells were harvested and assessed by western blotting with the indicated antibodies.

Figure S3. Protein expression with pBiFC plasmids. SH-SY5Y cells were transiently transfected with pTMED10/VN and pVCs (ATG and others). Then, the cells were analyzed by western blotting. Red asterisks indicate overexpressed protein.

Figure S4. Domain mapping for TMED10-ATG4B interaction site. (A) Schematic diagram of GFP-fused TMED10 and its mutants (lumen domain [LD, amino acid {a.a.} 1-185], transmembrane domain [TD, a.a. 186-208], cytosolic domain [CD, a.a. 209-218]). The numbers indicate amino acid residues of TMED10. (B) SH-SY5Y cells were transiently transfected with pEGFP- TMED10 (WT) and its deletion mutants (LD, LD-TD or TD-CD) with pHA-ATG4B. After 2 days, the cells lysates were analyzed by immunoprecipitation assay with anti-HA antibody (IP) and anti-GFP antibody (western blotting). (C) Schematic diagram of HA-tagged ATG4B and its mutants N-terminal deletion (∆N, a.a. 198-393) and C-terminal deletion (∆C, a.a. 1-197). The numbers indicate amino acid residues of ATG4B protein. (D) SH-SY5Y cells were transiently transfected with pHA-ATG4B WT and its deletion mutants (∆N and ∆C) with pEGFP- TMED10. After 2 days, the cells lysates were analyzed by immunoprecipitation assay with anti-GFP antibody (IP) and anti-HA antibody (western blotting).         

Figure S5. List of target from siRNA library screening. (A) List of putative autophagy regulators from siRNA library screen. (B) SH-SY5Y cells stably expressing GFP-LC3 (SY5Y/GFP-LC3) were transiently transfected with either a scrambled negative control siRNA (Sc) or siRNAs for putative autophagy regulators; TMED10, INPP5E, NDUFA13, or PHB2. After 3 days, the GFP-LC3 proteins in cells were imaged with confocal microscopy. Scale bar: 5 μm.
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