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Supplemental figure legends  
 

Sup Figure 1. Effects of knocking down eIF2α on protein translation in LNCaP-Pro5 cells. 
A. LNCaP-Pro5 cells were transfected with a siRNA construct specific for eIF2α or a non-
targeted control siRNA as described in Materials and Methods. Protein synthesis was measured 
by [L-4,5-

3H]Leucine incorporation and the incorporation of [L-4,5-
3H]Leucine in the non-targeted 

control group was arbitrarily set at 1. Columns, mean (n=3); bars, S.E. B. Transfected cells were 
incubated with 100nM bortezomib, 100nM NPI-0052 or 5μM thapsigargin for 8h and protein 
synthesis was measured by [L-4,5-

3H]Leucine incorporation. Columns, mean (n=3); bars, S.E. C. 
Levels of eIF2α were determined to confirm the silencing efficiency and actin served as a loading 
control. 
 
Sup Figure 2. Comparison of basal protein synthesis in four genitourinary cancer cell lines. 
LNCaP-Pro5, PC3, DU145 and 253JB-V cells were plated in 6-well plates at 1x106 cells/well. 
Protein synthesis was measured by [L-4,5-

3H]Leucine incorporation. The incorporation in [L-4,5-
3H]Leucine of LNCaP-Pro5 cells was arbitrarily set at 1. Columns, mean (n=3); bars, S.E. 
 
Sup Figure 3. Effects of knocking down proteasome active subunit(s) on HIF-1α protein 
expression and protein translation in LNCaP-Pro5 cells. A. LNCaP-Pro5 cells were 
transfected with a siRNA construct specific for proteasome subunit β5 or a non-targeted control 
siRNA for 36h. Non-targeted control siRNA transfected cells were incubated with 100nM 
bortezomib, 100nM NPI-0052 under hypoxic conditions for 12h. Levels of HIF-1α, p21WAF1 and 
proteasome subunit β5 were examined by immunoblotting and actin served as a loading control. 
B. The same experiments were performed in LNCaP-Pro5 cells as in Sup Fig. 3A and protein 
synthesis was measured by [L-4,5-

3H]Leucine incorporation. The incorporation of [L-4,5-
3H]Leucine 

in the untreated group was arbitrarily set at 1. Columns, mean (n=3); bars, S.E. C. LNCaP-Pro5 
cells were transfected with siRNA constructs specific for proteasome subunits β1, β2 and β5 or a 
non-targeted control siRNA for 36h. Cells transfected with non-targeted control siRNA were 
incubated with 100nM bortezomib, 100nM NPI-0052 for 12h under hypoxic conditions and cells 
depleted proteasome subunits β1, β2, and β5 were also incubated for 12h under hypoxic 
conditions without treatment. Levels of HIF-1α, proteasome subunit β1, β2, β5 and p21WAF1 were 
examined by immunoblotting and actin served as a loading control. D. The same experiments 
were performed in LNCaP Pro5 cells as in Sup Fig. 3C and protein synthesis was measured by [L-

4,5-
3H]Leucine incorporation. The incorporation of [L-4,5-

3H]Leucine in the untreated group was 
arbitrarily set at 1. Columns, mean (n=3); bars, S.E.  
 
 
 
 
 
 
 


