
SUPPLEMENTAL FIGURE LEGENDS 

Supplemental Figure 1:  Scheduling of IR and ADT treatment does not alter cell survival.  (A, B) Cells 

were cultured in hormone proficient media for 24 hours then treated with 2 Gy IR, ADT, or a concurrent 

combination of ADT and 2 Gy IR.  After an additional 24 hours cells were treated with either ADT, 2 Gy, 

or mock according to schedule.  Cell number was determined on days 6 and 10 post-treatment and set 

relative to day 1 control.  (C) Schematic describing treatment schedules.  

Supplemental Figure 2:  DNA damage induces AR mediated gene transcription.  C4-2 cells were cultured 

in hormone proficient media for 24 hours then treated with 0, 2, 5, or 8 Gy IR. Relative expression of 

KLK3/PSA, TMPRSS2, and FKBP5 transcript levels were analyzed and normalized to GAPDH mRNA 

then set relative to untreated control at 24 hours post treatment.  *<0.05; **<0.01 p value. 

Supplemental Figure 3:  Exposure to IR promotes cell cycle arrest. C4-2 cells were cultured in hormone 

proficient media for 24 hours then treated with mock or 2 Gy IR. At 24 hours post IR, cells were pre-

treated with BrdU for 2 hours then fixed. Cells were incubated with BrdU antibody and propidium iodide 

and processed for FACS analysis. (A)  Dual parameter PI-BrdU flow cytometry traces and (B)  PI 

histogram analyses are shown for control samples and samples harvested post 2 Gy IR.   

Supplemental Figure 4:  AR activity regulates genes required for DNA damage repair.  (A) PCR array 

results.  Up indicates gene is induced in the presence of androgen.  Down indicates gene is reduced in 

the presence of androgen.  (B) C4-2 cells were cultured in hormone proficient, hormone deficient, or 

hormone deficient supplemented with 0.1nM DHT media for 24 hours then treated as indicated.  

Samples were harvested for ChIP-qPCR analysis and percent (input) occupancy of AR set relative to 

control at each time point is reported. 

Supplemental Figure 5: DNAPKcs knockdown is maintained.  C4-2 cells were transfected with a pool of 

siRNAs directed against the PRKDC transcript or control siRNA for 96 hours then treated with 2 Gy IR.  

Cells were harvested 5 days post treatment and DNAPK expression analyzed to ensure DNAPK 

knockdown was maintained.  Each lane represents one sample for each treatment condition.   

Supplemental Figure 6: ATM expression and activity is regulated by DNAPKcs knockdown and inhibition.  

(A) C4-2 cells were transfected with a pool of siRNAs directed against the PRKDC transcript or control 



siRNA for 96 hours then treated with 2 Gy IR. Cells were harvested at indicated time points and 

expression of ATM and phospho (Ser1981)- ATM analyzed.  (B) C4-2 cells were cultured in hormone 

proficient media for 24 hours, treated for 1 hour with 0.1 nM DHT, 1 nM DHT, or mock, then treated as 

indicated with 1 uM DNAPKcs inhbitor and 2 Gy IR.  Cells were harvested at indicated time points and 

expression of ATM (top panel) and phospho (Ser1981)- ATM (bottom panel) analyzed.    

Supplemental Figure 7:  Androgen deprivation sensitizes CRPC cells to IR. (A,B,C,D) Cells were seeded 

at low density and cultured in hormone proficient, hormone deficient, or hormone deficient supplemented 

with 0.1nM DHT media for 24 hours then treated with 1uM DNAPKcs inhibitor and escalating doses of 

IR. Cells were fixed 14 days post treatment and stained with crystal violet.  Colonies greater than 50 cells 

were counted and set relative to the plating efficiency of 0 Gy treated cells.  (E)  Same as (A-D), but cells 

were treated with 0.1 nM DHT or vehicle control 1 hour prior to DNAPKcs inhibitor and IR treatment.  

Legend applies to all graphs unless otherwise specified. 

Supplemental Figure 8: DNAPKcs is required for DNA repair in the presence of androgen. (A) C4-2 cells 

were cultured in hormone proficient media for 24 hours then treated. Cells were fixed at the indicated 

time points, stained with α-γH2AX antibody, and imaged by confocal microscopy. Foci were counted and 

plotted as average foci per cell set relative to control at each time point.  (B) C4-2 cells were transfected 

with a pool of siRNAs directed against the PRKDC transcript or control siRNA for 96 hours then treated 

with 0.1 nM DHT or mock 1 hour prior to 2 Gy IR treatment. Cells were fixed at the indicated time points, 

stained with α-γH2AX antibody, and imaged by confocal microscopy. Foci were counted and plotted as 

average foci per cell set relative to control at each time point.  (C)  Same as (A), but cells were stained 

with α-Rad51 antibody.  *<0.05; **<0.01 p value compared to all other treatment conditions. 

Supplemental Table 1: Primer sequences utilized throughout study. 

 


