










  

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 

 

 

Supplemental figure 4: Validation of siRNA targets:  (A) Colon38 cells were transfected in 
vitro with 2 sequences of siRNA against HIF-1a or a non-binding control (siCon), and HIF-1a 
protein was measured by ELISA.  Both sequences against HIF-1a resulted in over a 4-fold 
reduction of the target protein.  The first sequence [siHIF(1)] was used in all subsequent 
experiments.  (B-E) In addition to HIF-1a, siRNA was also directed against HIF-2a and HIF-1b 
in Colon38 cells cultured in normoxic or hypoxic (0.5% O2 for 3 hrs) conditions.  Quantitative 
PCR was utilized to assess mRNA levels of (B) HIF-1a, (C) HIF-2a, (D) HIF-1b, and (E) PHD3 
following knock-down of each gene.  Each siRNA sequence specifically knocked down the target 
mRNA with no off-target effects both in normoxic and hypoxic conditions.  Increases in the mRNA 
of HIF-1 subunits is not expected since hypoxic accumulation of HIF-1 is predominately 
dependent on protein stabilization rather than transcription.  PHD3 is induced by hypoxia and 
therefore was included as a measure of the biological activity of HIF-1, which was reduced after 
treatment with siHIF1a and siHIF1b (the binding partner to the HIF subunits).  PHD3 is not 
induced by HIF-2a in Colon38 tumor cells.        
 


