
SUPPLEMENTAL FIGURE LEGENDS 

Fig. 1: Hsp27 knockdown reduces cell invasion through matrigel. LN-sh-Hsp27 and LN-sh-

Ctr  (5 × 104 cells) were applied on the upper compartment of a Boyden Chamber with 500 μL of 

serum-free medium, and the lower compartment was filled 20% FBS. After 24 hours of 

incubation, noninvaded cells on the upper surface of the filter were removed carefully with a 

cotton swab, and cells were fixed with 100% methanol for 2 minutes. Invading cells on the lower 

side of the filter were stained with 0.5% crystal violet for 5 minutes, and eluted the dye with 

Sorensen's and optical density (OD) was measurement at 595 nm. 

Fig. 2: Hsp27 targeting siRNA has similar effects on EMT as stable Hsp27 knockdown. 

LNCaP cells were transiently transfected using Hsp27 targeting siRNA (si-Hsp27) or scrambled 

control siRNA (si-Ctr) and knockdown of Hsp27 and lowered expression of EMT markers were 

confirmed at the protein (A) and mRNA levels (B) by Western Blotting and quantitative PCR. 

Equal protein loading was confirmed by β-actin expression and Hsp27 mRNA expression was 

normalized to that of GAPDH. 

Fig. 3: Hsp27 knockdown reduces cell invasion and MMP activity. LNCaP cells were 

transiently transfected using Hsp27 targeting siRNA (si-Hsp27) or scrambled control siRNA (si-

Ctr). A) Cells were applied on the upper compartment of a Boyden Chamber with 500 μL of 

serum-free medium, and the lower compartment was filled 20% FBS. After 24 hours of 

incubation, noninvaded cells on the upper surface of the filter were removed carefully with a 

cotton swab, and cells were fixed with 100% methanol for 2 minutes. Invading cells on the lower 

side of the filter were stained with 0.5% crystal violet for 5 minutes, and eluted the dye with 

Sorensen's and optical density (OD) was measurement at 595 nm. B) MMP-9 activity was 

assessed after incubation of cells treated with scramble (control) or Hsp27 siRNA for 24 hours in 

serum free media by gelatin zymography.  

Fig. 4: Hsp27 knockdown decreases cell migration in PC-3M cells. PC-3M were transfected 

with 10nM of Hsp27 siRNA or control siRNA, 48 post transfection, scratch wounds were made 

in confluent cell monolayers using a pipette tip. Cell migration was recorded in 6 different 

microscopic fields. The percentage of wound healing was calculated by the equation; (percent 



wound healing) = average of ([gap area: 0 h]-[gap area: 24 h])/[gap area: 0 h]). Left panel shows 

the percentage of wound closure, right panel shows a representative image. 

Table 1: Effect of OGX-427 on circulating tumor cells. Metastatic CRPC patients were treated 

with 400-1000 mg OGX-427 and CTC counts (per 7.5 ml blood) were evaluated at baseline and 

after at least one treatment with OGX-427 (n=17) .  

 


