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Figure S1. (A) Representative Propidium iodide staining performed in A172 cells determined at IC20
(2.7 pM) and IC50 8.0 uM); (B) SubG1 percentage in US7MG, 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 uM),
necrostatin-1 (necroptosis inhibitor, 50 pM) and ferrostatin-1 (ferroptosis inhibitor, 5 uM). 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.
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U87MG subcutaneous xenografts

A Statistical analysis of Tumor weight Statistical analysis of TTP
Tumor weight statistics statistics
(mg) £SD (days] +SD
1091 = 399 9.60 + 2.46
25 mg/Kg 880 + 302 P=0.1989 (NS) 25 mg/Kg 9.00+2.71 P=0.6103 (NS)

50 mg/Kg 13.40 £1.90 P < 0,001 vs CTRL.

50 mg/Kg 684 + 231 P=0.0120 vs CTRL P= 0.005 vs 25 mg

P= 0.1204 (NS) vs 25 mg
100 mg/Kg 16.20 +2.39 P<0.0001 vs CTRL
P< 0.0001 vs 25 mg
P= 0.0096 vs 50 mg.

100 mg/Kg 412 +110 P<0.0001 vs CTRL
P=10.0002 vs 25 mg
P=10.0035 vs 50 mg

Hazard ratio analysis

comparison Hazard ratio Cl195% LogRank test
statistics

CTRLvs 25 mg/Kg 0.8735 0.36 to 2.10 P =0.6909 (NS)
CTRL vs 50 mg/Kg 2.7320 1.02 to 7.35 P =0.0030
CTRL vs 100 mg/Kg 3.9338 1.32 t0 11.70 P < 0.0001

25 mg vs 50 mg/Kg 29228 1.067 to 7.99 P=0.0017

25 mg vs 100 mg/Kg 4.0545 1.35t012.18 P<0.0001

50 mg vs 100 mg/Kg 2.2365 0.91 to 6.24 P=0.0088

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.
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CTRL vs 25 mg/Kg 21548 0.84 t05.53 P = 0.0205
CTRL vs 50 mg/Kg 36237 125t010.51  P=0.0003
CTRL vs 100 mg/Kg 52604 165t016.78 P <0.0001
25 mg vs 50 mg/Kg 22600  0.87 to 5.85 P=0.0123
25 mg vs 100 mg/Kg 50346  1.60t015.83  P<0.0001
50 mg vs 100 mg/Kg 50412  160t015.86  P<0.0001

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.

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

(E) Percentage of mice in progression plotted for time (Kaplan—



A To8G B c < .
— Tumor weight | statistics § 2%
1200 {mg) £ SD < 24 |
- [ g 27
R ST = CTRL 833+ 174 2 aof -
:’ -+ S ——
£ s0r Eﬂ 25 mg/Kg 705 + 151 P = 0.0968 (NS) § 12 B E
= & oL
= 5 m
: soF - 50 mg/Kg 565 + 74 P =0.0003 vs CTRL E ur -
E P=0.0175vs 25 mg = q2r
=] 9 ——
L - ——
= 400 100 mg/Kg 35276 P<0.0001 vs CTRL g 0 N
B E ] L L |
S0k ) ‘ X S = ot 25MG  S0MG  100MG
ol 25MG 0MG  100MG P<0.0001 vs 50 mg RES.520 ’
RES-529 (mg/Kg/day) -529 (me/Kg/day)
D E _ wmoFf ;
2 L J—
g i i
§ or i ;
™™ g - i
(days) £5D s ok .
5 1 __CTRL
CTRL 12.80+3.16 3 i 1 o5 mgiKg
£ ool v R
25 mg/Kg 14.402.80 P = 0.2457 (NS) vs g L H mgiRg
CTRL & L :
50 me/Kg 16.80 + 1.93 P = 0.0031 vs CTRL g 8
P =0.0385 vs 25 mg F g 0 - . ) ) )
(S 5 0 15 20 25 30
100 mg/Kg ~ 21.20+2.35 P<0.0001 vs CTRL
P<0.0001 vs 25 mg comparison Hazard Cl195% statistics
P =0.0002 vs 50 mg ratio
CTRL vs 25 mg/Kg 14033  058t03.41 P =0.3043 (NS)
CTRL vs 50 mg/Kg 24863  0.94106.55 P =0.0083
CTRL vs 100 mg/Kg 45365 145t014.18 P <0.0001
25 mg vs 50 mg/Kg 18812  0.75t04.72 P-0.0483
25 mg vs 100 mg/Kg 41111 136101241  P<0.0001
50 mg vs 100 mg/Kg 33478  1.18t09.48 P = 0.0002

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.

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

(E) Percentage of mice in progression plotted for time (Kaplan—




U87MG orthotopic intra-brain xenografts

A Statistical comparison on DFS

Ww

DSF-Hazard ratio analysis

m“

CTRL 24.00+8,43 CTRL vs 25 mg/Kg 0.8145 034t01.97 P = 0.5320 (NS)
2Smg/kg  24.50+3,60 P = 0.8655 (NS) CTRL vs 50 mg/Kg 15723 0.64 to 3.86 P = 0.1820 (NS)
S0mg/Kg  30.00 £7,45  P=0.0691 (NS)vs CTRL CTRL vs 100 mg/Kg 25933 0.98 t0 6.90 P = 0.0070
P=0.0510 (NS) vs 25 mg 25 mg vs 50 mg/Kg 1.9435 0.77 to 4.90 P=0.0339
100 mg/Kg  40.00 14,53  P=0.0075 vs CTRL B
P= 0.0043 vs 25 mg 25 mg vs 100 mg/Kg 2.4909 0.94 to 6.57 P =0.0045
P =0.0687 (NS) vs 50 mg 50 mg vs 100 mg/Kg 1.9957 0.79to 5.05 P=0.0512 (NS)

C

Statistical comparison on OS

m“

D

0S-Hazard ratio analysis

N T T

CTRL vs 25 mg/Kg 0.6454 0.26 to 1.58 P = 0.2597 (NS)
CTRL 48.40 +17,64
CTRL vs 50 mg/Kg 2.1054 0.82 t0 5.38 P = 0.0613 (NS)
25mg/Kg  50.40 + 9,33 P = 0.7636 (NS)
CTRL vs 100 mg/Kg 3.0696 1.11 to 8.50 P =0.0036
50mg/Kg  61.10 +13,30  P=0.1230 (NS) vs CTRL
P=0.0339 vs 25 mg 25 mg vs 50 mg/Kg 24423 0.93 to 6.41 P=0.0212
100 mg/Kg  86.00 £28,65  P=0.0036 vs CTRL 25 mg vs 100 mg/Kg 3.3853 1.19 to 9.62 P = 0.0008
P=0.0012 vs 25 mg
P =0.0227 vs 50 mg 50 mg vs 100 mg/Kg 2.4881 0.94 to 6.56 P=0.0140

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

A Statistical analysis of Tumor weight U87MG subcutaneous xenografts

Tumor statistics

weight
(mg) £SD

CTRL 7561 164 - -
C Hazard ratio analysis
RES-529 570+123 P-0.0101
5 comparison Hazard Cl95% statistics
Bevacizumab 480 +150 P -0.0012 vs CTRL v
P =0.0037 vs RES
RES + Beva 179423 P<0.0001vs CTRL CTRLvs RES-529 2.4781 0.97 t0 6,85 P - 0.0050
P <0.0001 vs RES
P =0.0002 vs Beva CTRLvs 2.0727 0.88105,88 P=0.0116
e Bevacizumab
sunitinib 378t 116 P<0.0001vs CTRL
P =0.0021 vs RES CTRL vs RES + Beva 4.8086 1.45to 14,05 P <0.0001
RES + Suni 160 72 P<0.0001vs CTRL
P < 0.0001vs RES RES vs Beva 0.6080 0.25t01,50 P=0.1162 [NS)
P<0.00001 vs Suni
RES vs RES + Beva 3.6119 1.25t0 10,46 P=0.0001
B Statistical analysis of TTP Beva vs RES + Beva 4.2303 1.40t0 12,93 P<0.0001
TIP CTRL vs Sunitinib 2.2952 0.88t05,95 P=-0.0155
(days) # SD
Suni vs RES 0.8062 0.33t01,94 P =0.5222(NS)
CTRL 12.20+2.39
CTRL vs RES + Suni 4.5086 1.45t0 14,05 P<0.0001
RES-529 15.40+2.12 P=0.0054
Suni vs Suni + RES 3.1058 1.12t08,62 P=0.0010
Bevacizumab 14.90+0.88 P =0.0036vs CTRL
P=0.4992 (NS} vs RES RES vs RES + Suni 3.4412 1.20t09,83 P<0.0001
RES + Beva 22604353 P<0.0001 vs CTRL
P<0.0001 vs RES Suni + RES vs Beva + 1.1780 0.49t02,84 P - 0.5867(NS)
P<0.0001 vs Beva RES
Sunitinib 15.60+3.24 P =0.0156vs CTRL

P = 0.8720 (NS) vs RES
P=0.0575 (NS vs
Beva

RES + Suni 21.6043.50 P < 0.0001vs CTRL
P < 0.0001 vs Suni
P <0.0001vs RES
P =0.5331(NS) vs Res
+Beva

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.
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P<0.0001vs RES £
RES vs Suni + RES 33881 142013.55 P<0.0001
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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.



A

Statistical comparison on DFS

treatment statistics
CTRL 50.40 £ 17.64
RES-529 B9.50 £2420 P =0.0008
Bevacirumab 7020121 62 P =0.0043vs CTRL
P =0.3288 (N5) vs RES
RES + Beva 15270154 28 P<20.0001 vs CTRL
P=0.0035vs RES
P =0.0009vs Bava
Sunitinib 10340t 29.19 P=0.0002 vs CTRL
P =0.2615 [M5) vs RES
RES + Sumi 162 60+ 38.94 P<0.0001vs CTRL
P =0.0003 vs RES
P =0.0012 vs suni
P = 0.6450 [N5) vs RES
+ Beva
Statistical comparison on
Overall survival (OS)
Treatment
CTRL 65.44 +1E.54
RES-529 123,25+ 27.03 P < (L0001
Bevadzumab 103.00 1 24.01 P = 0.,0011 vs CTRL
P = 0.0942[M5] vs
RES
RES + Beva 200,70 1 39.67 P <0.0001 wvs CTRL
P = L0017 vs RES
P = 0.0011 vs Bava
Sunitinibx 174,82 46.44 P=0.0001 vs CTRL
P = L0071 vs RES
RES + Suni 215.55+33.33 P < 0.0001 vs CTRL

P < 0.0001vs RES
P = 0.0371 vs suni
P = L3783 [N5) vs
RES + Beva

CTRL vs RE5-529

CTRL vs
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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.



Statistical comparison on DFS B DSF-Hazard ratio analysis

comparison Hazard statistics
treatment DFS (days) | statistics ratio
CTRLvS RES-529 2.2604 08710 5.85 P = 0.0137
CTRL 27.00% 632
CTRL vs bevacizumak 18819 0.75t0 4.73 P = 0.0663(N5)
RES-529 2400%21.06 P =0.0250
CTRLvs RES + Beva 43093 15410 15.06 P<0.0001
Bevacizumak 3250 $5.89 P = 0.0594 |NS) vs CTRL
P = 0.1136 |N5) vs RES Bava vs RES 1.1724 06910 4.25 P =10.1234 [N5]
RES + Beva 09.50 % 80.53 P = 0.0109vs CTRL
P 0.0893vs AES RES vs RES + Beva 2.3746 0.9010 6.28 P = 0.0267
P =0.0172vs B2va
Beva vs RES + Beva 47407 15210 1478 P<0.0001
sunitinit 56.50%12.48 P=0.0005 vSCTRL
P =0.1237 NS} vs RES CTRL vs Suntinib 2.0709 135t01235  Pen.0001
RES + Suni B100%33.15 P = 00006 v CTRL
P = 0.0080vs RES Sunitinib vs RES 0.7146 0.291t01.74 P=0.3413
P = 0.0422 vs suni
P =0.5103 {N5] vs RES + Bava CTRL vs RES + Suni 43860 1.42t013.54 P<0.0001
RES ws RES + Sunitinib 22673 0.98 1o 6.97 P =0.0089
Sumi vs RES + 5uni 2.2389 09010 6.15 P=0.0180
RES + Suni vs RES + 1.1726 04610 2.96 P =0.7125 [N5)
bava
Statistical comparison on D DSF-Hazard ratio analysis
Overall survival (0S)
comparison Hazard statistics
e ratio
treatment 05 (days) statistics
CTRLVS RES-529 30322 1.25t0 10.14 P = D.00E5
0.a0
C ST CTRLvE bevaczumab 2 6068 1.111t0 7.65 P = 0.0084
% + -
(T I ERE =il CTRL vs RES + Beva 58765 197t017.967  P<0.0001
Bevacizumab 7920 2162 P = 0.0043 v5 CTRL Beva vs RES 17279 0.70t0 4329 P=0.1681
P = 0.3238 (M5) vs RES [Ms)
RES + Beva 152 705428 P<0.0001 vs CTEL RES ws RES + Bava 4.0153 1.36t011.89 P = 0.0003
P = 0.0035 vs RES
F=0.0009 vs Beva Beva vs RES + Bava 50260 15810 15.98 P<0.0001
Sunitinib 103.40+ 2919  P=0.0002 vs CTRL
P = 0.2615 (NS) vs RES CTRL vs Suntinib 45556 1.46t0 1425 P<0.0001
RES + Suni 162.60235.94  P<0.0001vs CTRL sunitinit vs RES 0.7146 0.29t01.74 P=03413
P = 0.DD03 vs RES
P = 0UD012 vs sumi .
P = 0.6450 (NS) vs RES + CTRLvs RES + Suni 48791 1.54t0 16.11 P<0.0001
Beva
RES s RES + 48314 151t 15.45
——— P<0.0001
Suni vs RES + Suni 3.5680 1.24t0 10.30 P = 0.0009
RES + suni vs RES + 08312 0.37t0 237 P=DATEE
beva [M5)

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.



