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Supplemental Fig. 1. Effect of PI3K/Akt inhibition on Akt, GSK-3 and NF-κB expression in 

human RCC tumors grown in nude mice. Shown here are representative microphotographs of 

the TMA immunostained with the various antibodies described in Fig. 1A, B and C, 

respectively. Scale bars, 100 μm in a and c;  25 μm in b and d.  

Supplemental Fig. 2. Effect of BAY 11-7085 on RCC cell growth in vitro. A, Effects of 

BAY 11-7085 at various concentrations on cell density in 786-0 cells (left panel) and Caki-1 

cells (right panel). Results are shown as mean ± s.e.m., n = 5 (upper left panel), n = 6 (upper 

right panel); **, P < 0.01 from no inhibitor. B, Effects of BAY 11-7085 at various 

concentrations on cell viability in 786-0 cells (left panel) and Caki-1 cells (right panel). 

Results are shown as mean ± s.e.m., n = 8; *, P < 0.05; **, P < 0.01 from no inhibitor.  

Supplemental Fig. 3. Effect of sulfasalazine on RCC cell growth in vitro. A, Effects of 

sulfasalazine at various concentrations on cell density in 786-0 cells (left panel) and Caki-1 

cells (right panel). Results are shown as mean ± s.e.m., n = 4; *, P < 0.05; **, P < 0.01 from 

no inhibitor. B, Effects of sulfasalazine at various concentrations on cell viability in 786-0 

cells (left panel) and Caki-1 cells (right panel). Results are shown as mean ± s.e.m., n = 5; 

**, P < 0.01 from no inhibitor.  

Supplemental Fig. 4. Effect of sulfasalazine on RCC cell death in vitro. A, Effects of the 

treatment of 786-0 cells and Caki-1 cells with 0.2 mM sulfasalazine (Sulfasalazine) for 24 h 

(open bars) or 48 h (gray bars) on cell death, as measured by TUNEL staining. Results are 

shown as mean ± s.e.m., n = 5-6; **, P < 0.01 from Ctl with no inhibitor (Ctl, black bars). 

Photographs show a representative TUNEL staining in 786-0 cells treated in control (Ctl) or 

treated with 0.2 mM sulfasalzine (Sulfasalazine) for 24 h. Scale bar, 20 μm. B, FACS analysis 

of 786-0 and Caki-1 cells treated with 0.2 mM sulfasalazine (Sulfasalazine) for 24 h (open 

bars) or 48 h (gray bars) in the presence or absence of the pan caspase inhibitor B-D-FMK at 

40 μM (dark grey bars). Results are shown as mean ± s.e.m., n = 4-5 (786-0 cells) and n = 4-

8 (Caki-1 cells); **, P < 0.01 from Ctl with no inhibitor (Ctl, black bars). #, P < 0.01 from 
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NF-κB inhibitor. C, DNA fragmentation assay of 786-0 cells treated with either inhibitor or in 

control according to the labels shown in the Figure. M: molecular weight marker; Ctl: control; 

BAY: BAY 11-7085 and SUL: sulfasalazine. 

Supplemental Fig. 5. Specificity towards NF-κB of the inhibitors. Western blot of 786-0 (left 

gels) or Caki-1 (right gels) cell lysates incubated with antibodies against NF-κB p65, 

phospho-NF-κB p65 (S536) and β-actin in cells treated with 0.2 mM sulfasalzine for the 

indicated period of time. Shown are representative radiographs of at least three independent 

experiments. 

Supplemental Fig. 6. Patient TMA. A, General view of one of the paraffin bloc composing 

the TMA (a). More precise view of some samples of the TMA on a slide (b). View of one 

cylindric piece of tissue on the slide (c) and histological view of one piece of tissue (d). Scale 

bar: 1mm in b; 140 μm in c; 35 μm in d. Slides were stained with haematoxylin-eosin. B, 

Views of tissues stained in control (without primary antibody) (left photographies) or stained 

with an antibody against phospho-NF-κB p65 (S276) (right photographies) on a patient TMA 

slide. Scale bar: 140 μm in a and b; 35 μm in c and d. Shown in A and B are representative 

photographies. C, Activated NF-κB staining to patient survival curve. Low staining: staining 

intensity 0 and 1+; High staining: staining intensity: 2+ and 3+.  

 


