Figure S1. Autophagy induction by 3-AWA. (A) Representative fluorescence microscopy images show PC-3 and DU 145 cells that were treated with 0.50 µM, 0.75 µM and 1 µM of 3-AWA, 50 µM CQ (positive control), 0.75 µM 3-AWA plus 5 mM 3-MA (negative control) and vehicle DMSO for 12 h to detect AVO by acridine orange dye. Original magnification 20×, scale bar = 50 µm. (B) Quantification of autophagic-positive cells by fluorescence microscopy was determined by 3 independent experiments. Three random fields representing 100 cells were counted. (C) Representative fluorescence microscopy images depicting PC-3 cells that were treated with 0.50 µM and 0.75 µM of 3-AWA for 0 h, 3 h, 6 h and 12 h to detect AVOs by acridine orange dye. Original magnification 20×, scale bar = 50 µm. (D) Representative fluorescence microscopy images of PC-3 cells, treated with the indicated concentrations of 3-AWA for 12 h and stained with acridine orange and DAPI. Original magnification 20×, scale bar = 50 µm. (E) PC-3 cells were treated in presence or absence of 3-MA for 3 h (pretreatment) followed by treatment with different concentrations of 3-AWA for 24 h to analyze apoptosis by DAPI. The data represent the mean value of ± SE of 3 independent experiments, **P<0.01.
Figure S2. EGFP-LC3B and DS-Red-BECN1 delay apoptosis induction by high 3-AWA concentrations and subtoxic doses of 3-AWA sustain autophagy. (A) DU 145 cells were transiently transfected with EGFP-LC3B following treatment with 1.0 µM 3-AWA for different time points (12 h, 24 h) and apoptosis was measured by flow cytometry. Representative dot plots of flow cytometry analysis of cells at 12 h and 24 h post-treatment. The number in each top and bottom right quadrant represents the percentage of apoptotic cells positive for ANXA5. The data represent the mean value ± SE from 3 independent experiments, *** P< 0.001. (B) DU145 cells, transiently overexpressing EGFP-LC3B and DS-Red-BECN1, were treated with 3-AWA for 12 h and 24 h, and then subjected to western blot analysis with the indicated antibodies. (C) PC-3 and DU 145 cells were treated with the indicated concentrations of 3-AWA/ DMSO and rapamycin as positive control, then subjected to western blot analysis probed with LC3B-I/II, PAWR and ACTB antibodies.
Figure S3. 3-AWA promotes ROS generation in prostate cells. (A) CaP cells were treated with the indicated concentrations of 3-AWA 12 h. The cells were then stained with LysoTracker Green. Fluorescence images were obtained from a Floid cell imaging station with 20x (scale bar = 100 μm). (B) PC-3 and DU 145 cells were treated with 3-AWA in a dose-dependent manner in presence and absence of NAC, and DMSO as a vehicle. The fluorescence intensity of DCF cells was quantified by microplate reader, in 3 independent experiments. (C) Whole cell lysates prepared from the indicated concentration of 3-AWA treated PC-3 cells, with or without NAC, were immunoblotted and probed with LC3B-I/II, PARP1 along with loading control ACTB. (D) PC-3 cells were exposed to 3-AWA (indicated concentration) in the presence or absence of NAC and ROS generation was quantified by DCFDA uptake. Data represents the mean value of ± SE of 3 independent experiments, **P<0.01, *** P< 0.001.
Figure S4. Chronic exposure of 3-AWA to CaP cells and 3-AWA induces autophagy in normal prostate epithelial (BPH-1) cells. (A) Whole cell lysates prepared from PC-3 cells treated with 3AWA (subtoxic doses) for 12, 24 and 48 h, WC lysates were immunoblotted and probed with LC3B-I/-II, PARP1 along with loading control ACTB. (B) Microphotography shows AVO (upper panel) due to acridine orange staining of BPH-1 cells, treated with different concentrations of 3-AWA, and DAPI staining (lower panel) of similarly treated BPH-1 cells to identify the apoptotic nuclei. (C) Whole cell lysates prepared from the treated BPH-1cells (above), were immunoblotted and probed for LC3B, PARP1 and cleaved fragments of PARP1 along with loading control ACTB. The data represents the mean value ± SE of 3 independent experiments. 
Figure S5. Higher concentrations of 3-AWA promote PARP 1 cleavage in presence of myrAKT1 and PAWR regulates BECN1 and MAP1LC3B at other than transcriptional level. (A) PC-3 cells were transiently transfected with myrAKT1 followed by treatment with 3.0 µM 3-AWA for 12 h to determine the expressions of AKT, PARP1, cleaved PARP1, and PAWR by immunoblot analysis. (B) Expression of BECN1 and MAP1LC3B in human prostate cancer PC-3 cells, transfected with GFP and GFP-PAWR was measured by real-time PCR. Standard deviation from 3 independent experiments is shown.

