
Supplementary Figures 

 

Figure S1. (A) Representative Propidium iodide staining performed in A172 cells determined at IC20 

(2.7 μM) and IC50 8.0 μM); (B) SubG1 percentage in U87MG, U251, A172 and T98G: comparison 

between untreated cells and cells treated with RES529 at relative IC20 and IC50 values. (C) A further 

analysis revealed the accumulation in G1 cell cycle phase: in this panel is present the representative 

cell cycle distribution observed in A172 cells. (D) Caspase 3 activation after RES529 administration 

was increased in all treated cell lines. (E) Effects of z-VAD-fmk (pan-caspase inhibitor, 10 μM), 

necrostatin-1 (necroptosis inhibitor, 50 μM) and ferrostatin-1 (ferroptosis inhibitor, 5 μM). For each 

assay, n = 5 (five replicate well/dishes). Data were presented as mean ± standard deviation (SD). We 

use the symbol * to indicate the p < 0.05 for statistical comparisons.  



 

 

Figure S2. Statistical comparisons for charts showed in Figure 2. (A) tumor weight analyzed at the 

end of treatments with 25 mg, 50 mg and 100 mg/Kg/days. (B) statistical analysis for TTP data. (C) 

statistical analyses of hazard ratios.   



 

 

Figure S3. In Vivo experiments: RES529 inhibition of tumor growth of A172 cells subcutaneously 

injected in female nu/nu mice (xenograft model). 5 mice per group with two tumors each were 

considered (A) tumor weight analyzed at the end of treatments with 25 mg, 50 mg and 100 

mg/Kg/days. (B) statistical analyses for tumor weight. (C) Time To Progression (TTP, days). (D) 

statistical analysis for TTP data.  (E) Percentage of mice in progression plotted for time (Kaplan–

Meyer curves). (F) statistical analyses of hazard ratios.  



 

 

Figure S4 In Vivo experiments: RES529 inhibition of tumor growth of T98G cells subcutaneously 

injected in female nu/nu mice (xenograft model). 5 mice per group with two tumors each were 

considered. (A) tumor weight analyzed at the end of treatments with 25 mg, 50 mg and 100 

mg/Kg/days. (B) statistical analyses for tumor weight. (C) Time To Progression (TTP, days). (D) 

statistical analysis for TTP data.  (E) Percentage of mice in progression plotted for time (Kaplan–

Meyer curves). (F) statistical analyses of hazard ratios.  



 

 

Figure S5. Statistical comparisons for charts showed in Figure 3. (A) Disease-free survival values. (B) 

statistical analyses of hazard ratios. (C) Overall Survival values and (D) calculation of Hazard ratios. 

 

Figure S6. Anti-angiogenetic effects of RES529. (A) vasculo-mimetic assay performed on patient 

derived Glioma stem like cell culture (GSCs-5) analyzed in presence of VEGF 10 ng/mL plus RES529 

0.5 and 5.0 μM and/or bevacizumab 10 mg/mL. (B) migration and invasion assays evaluated in A172 

cells and showing at the left exemplificative pictures of migrated cells and at right numeric evaluation 

of migrated and invaded cell per microscopic field. For each assay, n = 5 (five replicates). Data were 



 

presented as mean ± standard deviation (SD). Statistics: (B); * p < 0.05 vs CTRL and # p < 0.05 RES 5.0 

M vs. bevacizumab Experiments in this Figure were repeated three times, and each time the similar 

results were obtained. 

 

Figure S7. Statistical comparisons for charts showed in Figure 5. (A) tumor weight analyzed at the 

end of treatments with 50 mg mg/Kg/days RES-529 alone or without Bevacizumab or sunitinib as 

indicated in Figure 5A (B) statistical analysis for TTP data. (C) statistical analyses of hazard ratios.   



 

 

Figure S8. In Vivo experiments: RES529 modified tumor growth of A172 cells subcutaneously injected 

in female nu/nu mice (xenograft model). Each group is represented by 5 mice with two tumors in the 

flank. Animals were tested with 50 mg mg/Kg/days RES-529 alone or without Bevacizumab or 

sunitinib as indicated in Figure 5A: (A) tumor weight analyzed at the end of treatments. (B) statistical 

analyses of tumor weight. (C) Time To Progression (TTP, days). (D) Statistical analyses on TTP. (E) 

Percentage of mice in progression plotted for time (Kaplan–Meyer curves). (F) statistical analyses of 

hazard ratios. (F) statistical analyses and HR determinations.  



 

 

Figure S9. Statistical comparisons for charts showed in Figure 7 (U87MG). Animals were tested with 

100 mg mg/Kg/days RES-529 alone or without Bevacizumab or sunitinib as indicated in Figure 7A. 

(A) Disease-free survival values. (B) statistical analyses of hazard ratios for DFS. (C) Overall Survival 

values and (D) calculation of Hazard ratios.  



 

 

Figure S10. Statistical comparisons for charts showed in Figure 8 (GSCs-5). Animals were tested with 

100 mg mg/Kg/days RES-529 alone or without Bevacizumab or sunitinib as indicated in Figure 5A. 

(A) Disease-free survival values. (B) statistical analyses of hazard ratios for DFS. (C) Overall Survival 

and (D) calculation of Hazard ratios.  

 


