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Full western blots for Figure 2 and Supplementary Figure 2. a) Protein cell lysate from C4-
2B cells trasnfected with NB1 and NB1205 was analyzed via western blotting. Anti-Caspase 3 
was first probed and detected at ~35kDa and its cleaved fragment at ~19kDa (upper blot). The 
blot was re-probed with anti-Alpha tubulin detected at ~55 kDa as a loading control (lower blot). 
b) Anti-Caspase 9 was first probed and detected at ~60 kDa (predicted is ~46 kDa) and its 
cleaved fragment at ~48kDa (predicted is ~37 kDa) (upper blot). The blot was re-probed with 
anti-Alpha tubulin detected at ~55 kDa as a loading control (lower blot). c) LNCaP and C4-2B 
cells were transfected with a scramble negative control and miR-1205 duplex. Anti-Caspase 3 
was probed and detected at ~35kDa and its cleaved fragment at ~19kDa. The blot was re-probed 
with anti-GAPDH detected at ~36 kDa as a loading control. d) LNCaP and C4-2B cells were 
transfected with a scramble negative control and miR-1205 duplex. Anti-Caspase 7 was probed 
and detected at ~34-35kDa and its cleaved fragment at ~20kDa. PARP and cleaved PARP was 
detected at 116kDa and 89kDDa, respectively. The blot was re-probed with anti-GAPDH 
detected at ~36 kDa as a loading control. All quantifications were performed using ImageJ 
analysis. 
 

  
 
 



 
Full western blots for Figure and Supplementary Figure 3. A) Cell lysates from LNCaP, C4-
2B and PC-3 cells were analyzed via western blotting. Anti-FRYL was probed and detected at 
~340 kDa in LNCaP, C4-2B and PC-3 cells. Anti-alpha tubulin was probed as a loading control 
and detected at ~55kDa. Bands were normalized to LNCaP. b) Full western blots using protein 
cell lysates from PC-3 cells transfected with NB1 and NB1205 and LNCaP cells transfected with 
a negative control oligonucleotide (NC) and miR-1205 inhibitor. Anti-FRYL was probed and 
detected at ~340 kDa in PC-3 cells transfected with NB1 and NB1205 and LNCaP cells 
transfected with a negative control (NC) and miR-1205 inhibitor. Anti-alpha tubulin was probed 
as a loading control and detected at ~55kDa. Bands were normalized to NB1 and NC. All 
quantifications were performed using ImageJ analysis. d) FRYL protein expression was assessed 
in RWPE-1 (normal prostate epithelial cells), LNCaP, C4-2B and PC-3 cells. Anti-FRYL was 
probed and detected at ~340 kDa via western blotting. Anti-GAPDH was probed as a loading 
control and detected at ~36kDa. Bands were normalized to RWPE-1. e) LNCaP cells transfected 
with NB1 and NB1205 expression and PC-3 cells transfected with a negative control 
oligonucleotide (NC) and miR-1205 inhibitor were analyzed for FRYL protein expression via 
western blotting. Anti-FRYL was probed and detected at ~340 kDa in LNCaP cells transfected 
with NB1 and NB1205 and PC-3 cells transfected with a negative control (NC) and miR-1205 
inhibitor. Anti-GAPDH was probed as a loading control and detected at ~36kDa. FRYL and 
GAPDH were normalized to NB1 and NC. All quantifications were performed using ImageJ 
analysis. 
 



 



 
 
Full blots for Figure and Supplemntary Figure 5. a) Anti-FRYL was probed and detected at 
~340 kDa in LNCaP cells transfected with a NB1 (scramble duplex) and NB1205 (miR-1205 
duplex). Anti-aurora A was probed and detected at ~48 kDa. Anti-GAPDH was used to re-probe 
the blot as a loading control (detected at 37 kDa). b) Anti-FRYL was probed and detected at 
~340 kDa in LNCaP cells transfected with NB1 and NB1205. Anti-NSE was probed and 
detected at ~47 kDa. Anti-GAPDH was used to re-probe the blot as a loading control (detected at 
37 kDa). c) Anti-FRYL was probed and detected at ~340 kDa in PC-3 cells transfected with an 
siRNA scramble (siSCR) and siRNA FRYL (siFRYL). Anti-NSE was probed and detected at 
~47 kDa (left blot). Anti-aurora A was probed and detected at ~48 kDa (right blot). Anti-
GAPDH was used to re-probe the blot as a loading control (detected at 37 kDa). d) Analysis of 
NED markers (chromogranin A and NSE) and FRYL expression in LNCaP cells after inducing 
NED by culturing androgen-sensitive LNCaP cells under androgen deprivation conditions. 
Quantifications were performed using ImageJ analysis normalized to LNCaP cells. (e) A 
negative control scramble oligonuceltide and miR-1205 mimic were transfected in PC-3 cells to 
assess induction of NED in androgen-sensitive cells. MiR-1205 overexpression led to a decrease 
in Aurora A protein expression. Quantifications were performed using ImageJ analysis 
normalized to Scramble. (f) NSE and Aurora A levels after siRNA-mediated silencing of FRYL 
in LNCaP cells. Quantifications were performed using ImageJ analysis normalized to siScramble 
(siSCR). (g) Induction of NED through NSE and AURKA (AurA) overexpression was observed 



when LNCaP cells were transfected with a miR-1205 inhibitor. Quantifications were performed 
using ImageJ analysis normalized to Negative Control. 


