
[bookmark: _GoBack]Figure S4. Colocalization of PolyUb-FC with LAMP2 and the modification of interaction between PolyUb(K33)-FC and LC3 by bafilomycin A1 and ZRANB1 knockdown. (A) Colocalization of PolyUb-FC vectors and LAMP2. HEK 293T cells were cotransfected with PolyUb-FC vectors. After 20 h, cells were stained with anti-LAMP2 antibodies. Images were acquired using an FV10i confocal laser microscope. Scale bars: 10 μm. Data are representative of 2 independent experiments. (B) Quantification of the number of punctate structures positive for PolyUb(K33)-FC and LC3 per cell after treatment with bafilomycin A1. HEK 293T cells were transfected with the PolyUb(K33)-FC vector. After 18 h, cells were stimulated with bafilomycin A1. Twenty h after transfection, cells were stained with anti-LC3 antibodies and analyzed by immunofluorescence microscopy. In all, 30 cells from each indicated strain were analyzed. Data are representative of 2 independent experiments. *p < 0.05 in Student’s t-test. Error bars indicate standard deviations. (C) Quantification of the number of punctate structures positive for PolyUb(K33)-FC and LC3 per cell. HEK 293T cells were cotransfected with PolyUb(K33)-FC vector and siRNA for ZRANB1. After 20 h, cells were stained with anti-LC3 antibodies and analyzed by immunofluorescence microscopy. In all, 30 cells from each indicated strain were analyzed. Data are representative of 2 independent experiments. *p < 0.05 in Student’s t-test. Error bars indicate standard deviations. 
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