
Legends to supplementary figures 

Supplementary figure 1: A: TSP1-siRNA does not induce a non-sequence specific 

activation of the immune system. Naive mice (5 per group) received a single IP injection 

of PBS (black bars), poly(I:C) 4mg/kg (grey bars) or TSP-siRNA, 4mg/kg (white bars) 

and the mRNA levels of the indicated Toll Like Receptors (TLR) and cytokines were 

measured 5 hours later in spleen homogenates. Values were normalized to cyclophilin A 

mRNA levels and are expressed in arbitrary units, value in the PBS group set to 1. 

Poly(I:C), a ligand of TLR3, was used as a positive control. At a dose 30 fold higher than 

that used in the in vivo experiment shown in Fig. 1C and Fig S1B, TSP1-siRNA failed to 

activate the indicated genes. In tumors collected at the end of the experiment shown in 

figure 1C, mRNA levels of the above measured TLR and cytokines genes were not 

different between the PBS, cont-siRNA and TSP1-siRNA treated groups (not shown). B: 

Mice bearing exponentially growing PC3 tumors were treated daily with i.p. injections of 

Control- (black squares), or TSP1-siRNA (grey circles). siRNAs were diluted (120µg/kg) in 

PBS. Tumor volume is expressed in cm3 (mean ± SEM, 6 mice per group). Tumor 

volumes in TSP1-siRNA treated mice are significantly different from cont-siRNA treated 

group (two way ANOVA followed by a Bonferroni test: p <0.01 on day 13, <0.001 on day 

14). C: TSP1 mRNA level, normalized to cyclophilin A, in PC3 tumors collected at the end 

of the experiment depicted in B. D: Blood vessels in C4-2 tumors collected at the end of 

the experiment depicted in Fig 1C were detected by Collagen-IV immunolabelling. E: CD-

31 positive blood vessels in PC3 tumors collected at the end of the experiment shown in 

B were quantified in hot spots of vascularization. F: VEGF, GLUT1 and CA-IX mRNA 

relative levels, normalized to cyclophilin A, in PC3 tumors collected at the end of the 

experiment depicted in B. 

 

Supplementary figure 2: A: TSP1 mRNA level in C4-2 cells 48h after transfection with 

two different siRNAs targeting the TSP1 mRNA. Results (arbitrary unit), normalized to 

cyclophilin A mRNA level; mean ± SEM of 3 independent experiments.  B: TSP1 

immunodetection in C4-2 cells 48h after transfection with TSP1a- or TSP1b-siRNA. DAPI 

was used to counterstain nuclei. C: Metabolic activity (WST1 detection kit, Roche 

Diagnostics, Meylan France) of C4-2 cells after transfection of TSP1a- or TSP1b-siRNA. D: 

Enzymatic activity of caspases 3 and 7 were measured using the Apo-One assay 

(Promega, Charbonnières, France) 48h after transfection of C4-2 cells with the TSP1a- or 

TSP1b-siRNA. Results are not statistically different between control or TSP1-siRNA 

transfected cells. E: TSP1 expression, measured by western blotting, in cellular 

homogenates and in the conditioned medium of JT8 cells grown for 2 days in the 

presence (dox+) or absence (dox-) of doxycycline. JT8 cells are fibrosarcoma cells stably 

transfected with a tet-repressible plasmid coding for TSP1 26. F: Western blot detection of 



CD36 in C4-2 and PC3 cells 48 hours after transfection with a control (cont) or CD36-

siRNA.  

Supplementary figure 3: A: Cytosolic calcium concentration in PC3 cells maintained for 

5 minutes in calcium-free medium 48h after transfection with control- or TSP1-siRNA B 

and C: C4-2 cells were treated for 2h by thapsigargin 1µM or vehicle. TSP1 expression in 

cells was visualized by indirect immunofluorescence (B) and TSP1 release in the medium 

analyzed by western blotting (C). D: Cytosolic calcium concentrations in basal condition 

(grey bars) or after thapsigargin-induced store depletion (black bars) recorded in PC3 

cells transfected 2 days earlier with control-siRNA or TRV3-siRNA. E: TSP1 and TRPV3 

expression in C4-2 48h after transfection of a TRPV3a siRNA. TRPV3 antibodies were 

from Santa-Cruz (Heidelberg, Germany). F: Western blot detection of TSP1 in C4-2 cells 

transfected with TRPV3 siRNA or TSP1 siRNA 48h after transfection. G: C4-2 cells were 

transfected with the indicated siRNAs and their proliferation measured using a metabolic 

assay (mean ± SEM, n=3, representative of 3 separate experiments). H: Western blot 

detection of TSP1 in the culture medium of cells transfected with cont- or TSP1-siRNA in 

the experiment shown in Figure 3H. 

Supplementary figure 4: A and B: Mice bearing exponentially growing C4-2 (A) or PC3 

tumors (B) were treated daily with i.p. injections of Control- (black squares), or TRPV3-

siRNA (grey circles). siRNAs were diluted (120µg/kg) in PBS. Tumor volume is expressed 

in cm3 (mean ± SEM, 6 mice per group). Tumor volumes in TRPV3-siRNA treated mice 

are significantly different from cont-siRNA treated group (two way ANOVA followed by a 

Bonferroni test; C4-2 tumors: p<0.05 on days 22, 23, 24, <0.01 on day 25; PC3 tumors: 

p<0.05 on days 13 and 14) C: TRPV3 mRNA level normalized to cyclophilin A mRNA level 

in C4-2 and PC3 tumors collected at the end of experiments shown in A and B 

respectively. D: TSP1 mRNA level normalized to cyclophilin A mRNA level in C4-2 and 

PC3 tumors collected at the end of experiments shown in A and B respectively. 

Supplementary figure 5: A: PC3 cells were transfected with control- or TRPV3-siRNA. 

Two days later, half of the cells were maintained in normoxia while COCl2 300µM was 

added to sister plates to mimic hypoxia. Cytosolic calcium concentrations in basal 

condition (grey bars) or after thapsigargin-induced store depletion (black bars) were 

recorded 24 hours later (48h after transfection). B: Hypoxia/normoxia ratio of TSP1 

mRNA level, normalized to cyclophilin A mRNA level in PC3 cells as a function of time in 

hypoxia.  C: TSP1 secreted in PC3 culture medium after 2 hours of incubation in control 

medium or medium supplemented with 1µM thapsigargin (Thg) or 300 µM CoCl2. 

 


