[bookmark: _GoBack]Figure S1. Cloroquine inhibits ATP D-R-induced mitophagy in HK-2 cells. In the presence or absence of cloroquine (50 nM), HK-2 cells were incubated in RKRB buffer containing 20 µm CCCP for 3~6 h to induce ATP depletion, followed by recovery in normal cell culture medium for another 2 h (ATP repletion). Whole cell lysates were collected for immunoblot analysis of LC3B-I/II, SQSTM1, TIMM23, TOMM20 and ACTB (loading control). 

Figure S2. Inhibition of PINK1 or PRKN expression by siRNA in HK-2 cells. HK-2 cells were transfected with control siRNA (Ctrl siRNA), PINK1 siRNA and PRKN siRNA. At 48 h after transfection, the whole cell lysates were collected for immunoblot analysis of PINK1, PARK2 and ACTB. 

Figure S3. Inhibition of PINK1 or PRKN reduces mitophagosome formation following ATP D-P. HK-2 cells were first transfected with PINK1 siRNA, PRKN siRNA, or control siRNA (Ctrl siRNA), and 24 h later these cells were transfected with a plasmid encoding GFP-LC3B. After another 24 h, the cells were subjected to 6 h of ATP depletion followed by 2 h of ATP repletion. Finally, the cells were fixed and subsequently stained with anti-TOMM20 antibody and the corresponding red fluorescence-labeled secondary antibody and DAPI (blue) for confocal microscopy analysis. Scale bar: 25 μm.

Figure S4. Silencing of PINK1 inhibits ATP D-R-induced PARK2 accumulation on mitochondria. HK-2 cells were first transfected with PINK1 siRNA or control siRNA (Ctrl siRNA), and 24 h later these cells were transfected with a plasmid encoding GFP-PARK2. After another 24 h, the cells were subjected to 6 h of ATP depletion followed by 2 h of ATP repletion. Finally, the cells were fixed and subsequently stained with anti-TOMM20 antibody and the corresponding red fluorescence-labeled secondary antibody and DAPI (blue) for confocal microscopy analysis. Scale bar: 25 μm.

Figure S5. Inhibition of PINK1 or PRKN expression shows no effect on HK-2 cell death. HK-2 cells were transfected with control siRNA (Ctrl-siRNA), PINK1-siRNA and PRKN -siRNA, respectively. At 48 hours after transfection, cells were stained with DAPI to label nuclear, and nuclear morphology was analyzed by confocal microscopy. 

Figure S6. Expression of PINK1 and PARK2 in mouse kidney. Immunoblot analysis of PINK1 and PARK2 in kidney cortex from wild-type (WT), pink1 knockout (KO), and park2 KO mice. 

Figure S7. Pink1 and/or Park2 deficiency show no effect on serum creatinine post sham operation. pink1 KO, park2 KO, pink1 park2 double-KO (dKO) and their wild-type littermates (male, 8- to 10-weeks old) were subjected to sham operation. At 48 h after the operation, serum was collected for creatinine analysis. 

Figure S8. Pink1 and/or Park2 deficiency promotes acute tubular necrosis after renal I-R. pink1 KO, park2 KO, pink1 park2 double-KO (dKO) and their wild-type littermates (male, 8- to 10-weeks old) were subjected to sham operation (Sham). At 48 h after operation, kidneys were collected and processed for histological examinations of tubular necrosis. Briefly, paraffin sections were stained with hematoxylin and eosin reagent by standard protocols. The severity of acute tubular necrosis was quantified by counting the percentage of tubules in the corticomedullary junction that displayed cell necrosis as follows: 0 = none, 1 = ≤10%; 2 = 11–25%; 3 = 26–45%; 4 = 46–75%; and 5 = >76%. Error bars: SEM, n=3. *p<0.05; **p<0.01; ***p<0.001; ns, not significant. 

Figure S9. ATP depletion-repletion induces mitochondrial ROS production in HK-2 cells. HK-2 cells were incubated in RKRB buffer containing 20 µm CCCP for 6 h to induce ATP depletion followed by recovery in normal cell culture medium for another 2 h (ATP repletion) and then stained with mitoSOX to detect ROS levels. Images were collected by confocal microscopy. Scale bar: 25 μm.


