Table S1. Cytotoxic properties of MM129, MM130, and MM131 presented as ICs. Mean values and 95%
confidence intervals (parentheses) are given in uM [1].

Cell type MM129 MM130 MM131
PBMCs 1.11 (0.98-1.26) 0.77 (0.71-0.84) 0.62 (0.52-0.72)
Hs27 1.15 (0.95-1.37) 0.81 (0.64-0.99) 0.62 (0.43-0.82)
HeLa 0.9 (0.73-1.06) 0.59 (0.51-0.67) 0.41 (0.28-0.54)
HCT 116 0.6 (0.58-0.62) 0.44 (0.43-0.45) 0.39 (0.37-0.41)
PC-3 0.36 (0.32-0.4) 0.22 (0.18-0.28) 0.17 (0.16-0.17)
BxPC-3 0.26 (0.2-0.32) 0.17 (0.13-0.21) 0.13 (0.11-0.15)

1. Flow Cytometry Assessment of Annexin V Binding

Figures S1-S12 show the exemplary flow cytometry (Annexin V-FITC/PI assay) dot-plots for
depicting apoptotic and necrotic changes in examined cancer cell lines (Hela, HCT 116, PC-3, and BxPC-
3) exposed to MM129, MM130, and MM131 in concentrations of %2 ICso, ICso, and 2xICso for 24-h, 48-h,
and 72-h. Q1 (upper left quadrant) — necrotic cells (Annexin V-, PI+); Q2 (upper right quadrant) — late
apoptotic cells (Annexin V+, PI+); Q3 (lower right quadrant) — early apoptotic cells (Annexin V+, PI-);
Q4 (lower left quadrant) - live cells (Annexin V-, PI-).
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Figure S1. Hela cells after 24-h of exposure to MM-compounds.
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Figure S2. Hela cells after 48-h of exposure to MM-compounds.
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Figure S3. Hela cells after 72-h of exposure to MM-compounds.
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Figure S4. HCT 116 cells after 24-h of exposure to MM-compounds.
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Figure S5. HCT 116 cells after 48-h of exposure to MM-compounds.
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Figure S6. HCT 116 cells after 72-h of exposure to MM-compounds.
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Figure S7. PC-3 cells after 24-h of exposure to MM-compounds.
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Figure S8. PC-3 cells after 48-h of exposure to MM-compounds.
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Figure S9. PC-3 cells after 72-h of exposure to MM-compounds.
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Figure S10. BxPC-3 cells after 24-h of exposure to MM-compounds.



Countrol

40 a2
3073 520
PR
- 3
S
[/
]
ﬁ ||]3 -
" 3
¢
o
E 2
8 e
o' 404
EEN]
LALL | LALLI | LALLI | Ty T
10! 10° 10} ot 10f
Comp-FITC-A
MM129 0.5xIC50 MM129 IC50 MM129 2xIC50
W4 a2 L Q2 Y e
Jo82 131 3096 151 31m 251
a e T nto 1wt
(= [’ o
] ki 4
= 3 - 3] = 3
1: 10 3 'OTI i) ’1., Ali)
© i E o
£, g g
8 w0 8 e 8 e
L [} 1 104
' g ' =04 m
EE 3mrs Jsra
Ll | L | THf iy T ey T T Frmf o T T
1 2 3 4 5
L 1o 1o 0 10 10! 10° 10° find 10° '
Comp-FITC-A Comp-FITC-A Comp-FITC-A
MM130 0.5xIC50 MMI130 2xIC50
s ot Q2 5| Q2 4 a2
" Fom 144 " Fo8a 171 3128 231
< 1w0* < 10t <€ w3
w @0 “
o o o
3
EI: 10?3 E 10?3 ﬁ 1o
g 8 g
g, g g,
8 1w 8 ' 5w
1404 I o4 T4
10 10 10
ERCA 3730 ELN .
Ty Ty Treng THmy T Ty T T Ty T ¥ au |
10’ 10 10? 10 10 10! ' 10 i0? ot 10’
Comp-FITC-A Comp-FITC-A Comp-FITC-A
MM131 0.5x1C50 MMI31 IC50 MM131 2xIC50
s e a2 5 _|on e 5_|on a2
L P 107 " Fom2 134 " Foes 04
PR 3 'y "3
3 3 z 3 z 3
& [ ®
o @ &
s 3 . H 3 = 3
5w Lo &
S E & g
g RN g,
S e 8 ' 8 '
' g9 w594 ! g
3842 3777 36338
Ty rrin o - — T Ty Ty Y T Ty ; Ty temng 3 Al K L | -
10’ 10’ 10? w0* 10° o' 10’ 10 0* 1o 10 10’ 10 10 10
Comp-FITC-A Comp-FITC-A Comp-FITC-A

Figure S11. BxPC-3 cells after 48-h of exposure to MM-compounds.
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Figure S12. BxPC-3 cells after 72-h of exposure to MM-compounds.
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2. Cell cycle analysis
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Figure S13. Representative dot-plots presenting the cell cycle distribution of HeLa, HCT 116, PC-3 and BxPC-3 cell
lines after their 24-h incubation with MM129, MM130, and MM131 in the concentration of ICso.



Table S2. Comparison of anticancer activity of MM129, MM130, and MM131 in the concentration of ICso toward
HeLa, HCT 116, PC-3, and BxPC-3 cancer cells following 24-h and/or 48-h treatment. Significant differences (p <
0.05) compared with control (bold and *). MM compound that exhibited the highest activity (significant differences

p <0.05) among investigated sulfonamides in the given assay is blue color-coded.

Method Exposure

. Cell line Control MM129 MM130 MM131
time
Hela 6.7+0.7 174 +1.7* 173+2.6* 155+1.4*
ot HCT 116 6.9+26 14.4+2.7* 16.8+6.3 * 143+3.3*
PC-3 9+28 9+34 59+22 62+27
Annexin V BxPC-3 13.8+1.8 171+1.2 18.1+3.2 185+1.3
binding ! Hela 71+1.38 40+0.82 * 20.6 £1.7 * 15.9 £ 0.66 *
48-h HCT116 10.4+23 61+1.1*% 573 +3* 50.2+1*
PC-3 6.7+1.6 233+9* 14.3+0.8 144 +1
BxPC-3 12+3.4 19.4+£3.3* 24.8+4.4* 21.2+19*
HelLa 85.5+7.6 87.6+2.2 87.5+0.9
ol HCT 116 83.6+28* 88.6 +3.5 85.4+1.8
PC-3 91.7 +8.5 91.2+6.7 921+1.4
MitoTracker
Red BxPC-3 90.5+3.1 87.3+3.7 89.8+7
HeLa 86.5+5.3 88+1.3 86.9+6.9
CMXRos 2
48-n HCT 116 80.2+79* 82.8+5.2* 85.3+2.3
PC-3 80.2+10.8 86.6 +2.1 83.2+3.5
BxPC-3 84.5+8.1 87.4+1.6 85.4+8.7
Hela 1.3+0.6 32+6.1* 23.3+25* 13.3+1.5*
AO/EB dual S-h HCT 116 23+2.1 23.3+55%* 14.3+45* 21+7.2%
staining ! PC-3 6+2 87+15 11.7+1.5 7+3
BxPC-3 3+£2 16.3 +3.5* 13+26* 14.7 +2.3 *
HelLa 1 subGl1; | GO/G1 — —
Cell cycle 3 24, HCT116 1S; | G2/M 1S; | G2/M 1S; | G2/M; | GO/G1
PC-3 1 subGl; | S; 1 subGl; | S; 1 GO/G171 subGl; | S; 1 G0/G1
BxPC-3 1 GO/G1; | G2/M 1 GO/G1; | G2/M 1+ G0/G1; | G2/M

1 Percentage of apoptotic cells shown as the mean + SD.
2 Changes in A¥m presented as a mean * SD relative to the control group normalized to 100%.
3 A significant (p<0.05) increase (1) or decrease (] ) in the percentage of cells in a particular cell cycle phase.
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