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Figure S1. Chemical profiles of Bufo bufo and Rhinella marina crude extracts. UHPLC-UV/MS analyses
of: (a) Methanolic crude extract of Rhinella marina venom — 1: dehydrobufotenin ([M+H]*= 203.2 m/z);
2: suberoyl arginine ([M+H]*=331.2 m/z); 3: marinobufagin-3-pimeloyl-arginine ((M+H]*= 699.7 m/z);
4: telocinobufagin ([M+H]*= 403.4 m/z); 5: telocinobufotoxin ([M+H]*=715.7 m/z); 6: marinobufotoxin
([M+H]*= 713.7 m/z); 7: marinobufagenin ([M+H]*= 401.4 m/z); 8 : bufalin ([M+H]*= 387.4 m/z); 9:
bufalitoxin ([M+H]*= 699.7 m/z); 10: resibufotoxin ([M+H]*= 697.7 m/z); 11: resibufogenin ([M+H]*=
385.3 m/z). (b) Methanolic crude extract of Bufo bufo venom — 1: dehydrobufotenin ([M+H]*= 203.2
m/z); 2: suberoyl arginine ([M+H]* = 331.2 m/z); 3: arenobufagenin ([M+H]* = 417.4 m/z); 4:
gamabufotalin-3-pelargonate-arginine ([M+H]* = 729.7 m/z); 5: unknown identity; 6: bufalin-3-
sebacate-arginine ([M+H]*= 727.6 m/z); 7: telocinobufagin ([M+H]*= 403.4 m/z); 8: telocinobufotoxin
([M+H]*=715.7 m/z); 9: bufotalin ([M+H]*= 445.4 m/z); 10: marinobufagenin ([M+H]*=401.4 m/z); 11:
3-oxo-resibufogenin ([M+H]*=757.7 m/z); 12: bufalin ((M+H]*= 387.3 m/z); 13: resibufogenin ([M+H]*
=385.3 m/z).

Table S1. Percentage of cell viability for each tested concentration and for each crude extract or
fraction in HBL cells.

HBL 0.001 ug/mL 0.01 pug/mL 0.1 ug/mL 1 pug/mL 10 ug/mL
Bufo bufo 95.02+5.95* 74.09 525 * 3492+1.70*  11.84+0.89** 757+0.32**
Rhinella marina  91.89 +4.05 * 87.72+6.93* 35.95+8.29 % 1212 +0.67 **  5.81 +(0.32 ***
Fraction 1 99.41 +4.55 90.76 £1.92**  4229+411** 17.62+3.16** 11.25+1.67**
Fraction 2 99.58 +3.33 * 99.14+2.76 * 91.33£4.69**  31.04+2.91** 14.08 +3.12**
Fraction 3 99.73 +1.96 95.85 +3.66 * 96.51 +3.64 * 88.85+1.69 ***  5.27 +3.07 ***
Fraction F/ 99.42 + 3.52 99.15 £2.39 99.18 +2.19 99.31 £2.96 91.08 +4.76 *
Internal Mix 95.90 £3.76 *** 3853 £2.68 ** 1628 +5.70**  13.97+574***  13.97 +3.75***

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p <0.05, ** p < 0.01, *** p < 0.001.



Table S2. Percentage of cell viability for each tested concentration and for each bufadienolide alone
or in combination with bufalin in HBL cells.

HBL 000001 uM____ 0.0001 pM 0.001 M 0.01 uM 0.1 uM 1uM 10 uM
11142, 13735573 1076 5.
MBG 9992631  9961+552  99.99:435  9937+340  o1E290 13732573 1076589
RBG 9997:712  9891x567 9571666  oorEOo43  2805:333 18902467 1978467
} 8532+186 4605510  2615+749  1967+560  1412:846  1126+576 1187509
Bufalln NN Ex e R R Er Er
BG 90891265  9951e5yy  OLBAT606 B4 1720:427 14663573 1377473
Bufali 96 9. 837, 10+6.
wlalint o iagye 3496016 1183:740  1010+604 / /
MBG KKK NN NN
Bufalin + 9068+283  8675t228  3670:563 734363 399182
RBG NN R HNH Ex R / /
Bufalin + 92324431  4917+827  1629:936  7.01£396  476+182 / /
TBG % Rt Rz b b

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t

tests and is presented as follows: * p < 0.05, ** p <0.01, ** p <0.001.

Table S3. Percentage of cell viability for each tested concentration and for each crude extract or
fraction in HBL-R cells.

HBL-R 0.001 uM 0.01 uM 0.1 uM 1uM 10 uM

Bufo bufo 98.03 +4.87* 66.57 +4.76** 2961 +1.22**  18.69+098** 16.18+0.91***
Rhinella marina 99.79 + 3.06 66.57 +3.78 38.22 +2.07 ** 18.21 £0.66 ***  14.66 + (.52 ***
Fraction 1 99.74 +£2.79 * 99.76 + 2.66* 34.06 +2.87**  11.63+2.67**  6.20+1.80 ***
Fraction 2 99.16 +1.63 99.94 +2.40 85.38 +4.60 ***  26.15+5.80***  7.48 +540 ***
Fraction 3 99.73 +1.96 95.85 + 3.66 96.51 + 3.64 88.58 +1.69 5.27 +3.07 ***

Fraction F/ 99.05 £2.79 99.27 +2.66 99.73 +2.87 99.06 +2.67 98.67 +1.80
Internal Mix 82.80 +2.68 ***  37.00 +8.07 *** 2348 +4.97**  16.11+597** 1114 +3.46***

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t

tests and is presented as follows: * p <0.05, ** p < 0.01, *** p < 0.001.

Table S4. Percentage of cell viability for each tested concentration and for each bufadienolide alone

or in combination with bufalin in HBL-R cells.

HBL-R __ 0.00001uM ___ 0.0001 uM 0.001 uM 0.01 uM 0.1 uM 1uM 10 uM
MBG 9941:317  9947:480  9379x705  C0U7EERgonsgpee 198919 17762779
73.86+3.1 180+7.7 59491
RBG 9950263 99524922  9788:458% 0031 gpgp g 5w S180X773 30592919
. 6341+169  3428+291  2367:446 1808622 . 1293:799  1085+7.84
Bufahn 4k Hk k% *k% 12.82+3.89* *k *k%
5364+411 2845540 19901046  1841:789 1669840
TBG 99634420  9542+4.74
Bufalin+  67.61£972  6690+724  4147£972 1733951
MBG b N g Ead 9.72 + 5.35 o / /
Bufalin+ 8228313 79484246 3872453 1268655
RBG b KN EE e 6.79 + 3.69 o / /
Bufalin + 37424300 12054588
IBe | 9355694  9237:325 o - 751 +3.80 *** / /

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t

tests and is presented as follows: * p < 0.05, ** p < 0.001.

Table S5. Percentage of cell viability for each tested concentration and for each crude extract or

fraction in MMO074 cells.
MMO074 0.001 uM 0.01 uM 0.1 uM 1uM 10 uM
Bufo bufo 98.79 +3.74 96.16 +4.88 40.51 +2.10 ** 25.97 +1.36 ** 23.64 +1.21 **
Rhinella marina 97.12+6.71 95.06 +5.30 4549 +3.26 ** 24.28 +1.85 ** 21.11 +1.69 **
Fraction 1 99.56 +4.47 93.16 £3.19* 44,63 +4.61** 18.18+6.03***  13.58 +£3.22 ***
Fraction 2 9227 +4.62**  91.92+4.18**  90.59 +4.22*** 2844 +486** 16.41 +3.96 ***
Fraction 3 96.76 +4.77 * 94.98 +3.82* 93.31 £2.22***  81.59 +5.14 *** 6.32 £2.72 ***




Fraction F/

94.90 +£2.24 **

91.98 +3.95 **

90.60 + 3.40 ***

86.48 +3.26 ***

83.87 +3.60 ***

Internal Mix

93.81 £9.75

57.10 + 8.49 ***

35.08 + 6.99 ***

33.67 +8.01 ***

31.62 + 8.64 ***

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p < 0.05, ** p <0.01, ** p < 0.001.

Table S6. Percentage of cell viability for each tested concentration and for each bufadienolide alone
or in combination with bufalin in MM074 cells.

MMO074__ 0.00001 uM___ 0.0001 uM 0.001 uM 0.01 uM 0.1 uM 1uM 10 uM
MBG  9636+435  9543+429 9744173  9554x208* oo =124 2717x434 25062576
RBG  9934+671 9568412  9883+455  9495:377+ o015 34002439 30.74:+3.66

. 5588+575 3805374  3043+499  2719+380  2598+7.86 28112733

Bufalln 9557 * 497 * N N AN AN AN Ex

4047 779+6. 564, 784+201
TBG 9823936 9967789 9968670+  Ciord73 3779x668 - 3636:459 3784220

Bufalin . 7454+708 31072691 2185600

L MBG 9264%928% 90164827 / /

Bufalin 4420+414  2142:562 17564312

e 0475307 89634871 / /

Bufalin 5938437 4641778 3617930  2044%387 16534335

+ TBG b b b HAH N / /

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p < 0.05, *** p <0.001.

Table S7. Percentage of cell viability for each tested concentration and for each crude extract or
fraction in MMO074-R cells.

MMO074-R 0.001 pM 0.01 uM 0.1 uM 1uM 10 uM
Bufo bufo 98.15+4.74 71.56 +3.65 64.06+£2.76** 5653 +1.10**  52.31+1.68**
Rhinella marina  99.54 +4.06 96.57 +4.95 6751+2.79*  5816+1.89**  54.77+2.06**
Fraction 1 93.53+3.86* 81.03+£4.01** 34.01+3.97** 16.73+4.87** 11.86+3.94**
Fraction 2 99.86 +1.08 99.91+2.12 83.48 £2.56 ***  36.72+2.79**  22.31 £2.26***
Fraction 3 99.55+3.71 96.15+425%  9480+2.63**  71.80+4.11** 513 +245**
Fraction F’ 99.95 +5.10 98.37 +5.16 94.25+6.74* 9256 +6.76*  77.44 +7.58 ***
Internal Mix 99.54+8.03  56.73£3.00 ***  36.90 +4.09 ***  30.18 +5.46 ***  30.39 + 3.83 ***

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p <0.05, ** p <0.01, *** p < 0.001.

Table S8. Percentage of cell viability for each tested concentration and for each bufadienolide alone
or in combination with bufalin in MM074-R cells.

MMO74-R____ 0.00001 M ___ 0.0001 M 0.001 uM 0.01 uM 0.1 uM 1uM 10 uM
MBG 9954+621 99551037 99.13:847* 9575x675 /2336 26012299 248213
RBG 9207652  9954:429 9691225 9266246t o0=830  3715£409  4248+478

. 8355:195 45944327 36934460 29112274 6580274  2632+311 2618572
Bufalln HokN E EE RN e e KAk
7885+541 4277493 30024340  2787+486  2685+347
TBG 9972+543  99.88+477

Bufalin + 1981815  2076+607 1731575
. 97.32+545%  89.59+7.31% / /

Bufalin + 6184545 43524339 32024956
. 99.94+7.97  99.05+5.05 / /

Bufalin + 6223£956  4593+409 3811270  3234%455
TBG 99'77 + 6'82 g g Ead E / /

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p < 0.05, ** p < 0.001.



Table S9. Percentage of cell viability for each tested concentration and for each crude extract or

fraction in MM161 cells.

MM161 0.001 pM 0.01 uM 0.1 uM 1uM 10 uM

Bufo bufo 99.07 +3.99 98.01 +2.90 6098 £2.51*  38.11+4.31*  29.14+1.99**
Rhinella marina  92.71+3.18 96.57 +4.65 63.45+2.85*  33.88+1.62**  26.89+2.27*
Fraction 1 95.66 +2.39 * 96.47 +3.54 70.91+4.37** 3023 £5.02**  15.00 +5.39 ***
Fraction 2 99.25 +4.29 99.49 +3.51 94.60 +3.42 54.11+547** 1871 +4.62 ***
Fraction 3 99.65 +4.91 96.79+341%  9526+4.31** 8520+6.72**  6.18+2.74***
Fraction F’ 99.24 +3.04 99.62 +1.55 97.60+158*  96.69 £ 1.12**  91.16 +2.93 ***
Internal Mix 99.13+541  67.42+3.73** 3393 +4.92**  20.86+5.87*** 11.92+2.59***

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p < 0.05, ** p <0.01, ** p <0.001.

Table S10. Percentage of cell viability for each tested concentration and for each bufadienolide alone
or in combination with bufalin in MM161 cells.

MM161 ___ 0.0000LuM __ 0.0001uM ____ 0.001puM 0.01 uM 0.1 uM 1uM 10 uM
MBG 9933562  9820+509 9985736 9933208  Coo1x643  2572:643 1506484
RBG 9920£538  9920:584  9599:374* 9567363+ Cocox48l 3383691 2508587

Bufalin 09812397 S05eapee HIABET  2BI=AT0 0572567 159:600 132238
TBG 9988250 98694109 9312:&150%  o13E614 29352695 - 2120£941 2023957

Blll\flaéicl‘;l FOBAIEAR oL 75212566 £230:544 30012999 / /
Bué;lg\ * osmousy  DOLEASS  R2:878 B:4R 19252712 ) )
Bu;;lén Y gsorerar T 052296 2072314 1892:762 / /

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p <0.05, ** p < 0.01, *** p < 0.001.

Table S11. Percentage of cell viability for each tested concentration and for each crude extract or
fraction in MM161-R cells.

MM161-R 0.001 uM 0.01 uM 0.1 uM 1uM 10 uM
Bufo bufo 84.05+3.19**  63.64+7.39* 37.05+7.65** 3299 +7.44**  19.55+3,05**
Rhinella marina  96.85+538  8833+4.81*  5548+209*% 4240+2.61** 32.13+3.42**
Fraction 1 97.02+391  8450£2.90** 3379 +445** 15974590  11.40+4.38**
Fraction 2 91.16+4.66*  8728+7.00** 7852+679** 2764820 17412687
Fraction 3 99.97+549  99.78+556*  97.74+544  6264+4.14%*  10.88+542 %
Fraction F’ 99.31 £ 6.70 99.01 +5.64 99.73 +4.27 98.99 546  77.24+599 %
Internal Mix 96.39+237* 5799 +476** 3462+468** 2581892 16,01+7.97

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p < 0.05, ** p < 0.01, *** p < 0.001.

Table S12. Percentage of cell viability for each tested concentration and for each bufadienolide alone
or in combination with bufalin in MM161-R cells.

0.00001

MM161-R uM 0.0001 puM  0.001 uM 0.01 uM 0.1 uM 1uM 10 uM
MBG 96.62 + 97.43 + 89.76 + 3.63 90.35 + 49.22 +5.27 25.08 + 17.28 +
7.43 2.45 * 3.43* o 6.40 *** 6.38 ***

97.64 + 9492 + 88.15 + 50.49 + 8.87 3745 + 30.83 +

RBG 2.48 4.75 9642+ 6.66 3.74 ** o 8.56 *** 8.56 ***
Bufalin 9332+ 64.62 + 39.01 £7.55 27.06 + 18.06 + 6.26 14.96 + 13.98 +
3.34 2.59 *** o 6.40 ** e 8.25 *** 7.42 %%

TBG 99.30 + 95.05 + 88.11 +2.14 42.78 + 25.56 + 19.69 = 17.98 +
4.13 5.31 ok 3.31 *** 10.08 *** 6.12 *** 7.34 ***




Bufalin +

92.17 +

95.65 +

61.45 +

32.56 +

22.82+7.31

MBG 4.74 10.56 10.15 *** 3.65 *** o / /
Bufalin + 92.46 + 86.55 + 60.18 +3.71 26.46 + 13.70+8.03

RBG 2.67 2.88 * o 6.06 *** o / /
Bufalin + 96.98 + 76.26 + 48.05+4.91 2343 + 14.45+5.77

TBG 2.89 6.39 *** o 4.91 *** o / /

Data are presented as mean + standard deviation. Statistical significance is resulting from Student t
tests and is presented as follows: * p < 0.05, ** p < 0.01, *** p < 0.001.



