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Figure 1s. Map heat analysis of target compounds 12a-g over NCI 60 cell lines
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Figure 2s. Map heat analysis of target compounds 12h-n over NCI 60 cell lines.
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Table 1s : Percent growth over 60 cell lines for ethyl linker containing derivatives 12a-g.

Subpanel 12a 12b 12c 12d 12e 12f 12g
Leukemia
CCRF-CEM 96.04 93.45 102.97 100.92 57.64 102.48 69.49
HL-60(TB) 112.89 106.15 112.54 114.36 73.82 105.97 91.22
K-562 84.78 84.05 97.63 88.40 40.82 92.95 56.14
MOLT-4 93.72 90.46 102.61 95.86 45.17 93.29 55.29
RPMI-8226 84.93 73.62 99.40 79.75 44.94 94.04 52.51
SR 97.54 85.84 96.34 75.08 35.52 89.16 53.63
Non-Small
Cell Lung Cancer
A549/ATCC 103.72 91.26 102.78 | 100.15 55.43 94.62 82.36
EKVX 91.22 85.24 92.22 83.36 34.69 89.19 56.10
HOP-62 90.71 90.88 95.36 87.17 66.07 94.60 69.62
HOP-92 73.31 82.27 90.16 74.24 54.55 75.40 57.86
NCI-H226 84.57 77.55 91.12 76.53 62.71 80.60 58.69
NCI-H23 96.41 95.81 100.70 97.30 54.55 96.92 74.63
NCI-H322M 94.88 95.62 95.27 107.00 85.30 92.58 94.38
NCI-H460 102.66 96.29 102.89 | 100.58 57.80 106.11 79.00
NCI-H522 93.85 71.82 92.11 87.18 38.17 84.44 64.56
Colon Cancer
COLO 205 101.30 | 102.41 | 104.07 | 107.01 64.92 99.76 86.83
HCC-2998 105.81 | 104.40 | 101.21 | 103.48 80.46 99.72 93.09
HCT-116 94.63 83.58 94.61 99.76 40.08 97.98 64.09
HCT-15 97.00 100.06 96.64 95.73 60.72 93.72 80.22
HT29 101.92 94.36 102.72 97.17 68.00 100.15 90.15
KM12 99.99 73.43 97.07 85.44 58.72 93.20 77.40
SW-620 112.27 | 100.16 | 100.05 | 110.11 83.49 103.20 90.84
CNS-Cancer
SF-268 94.07 88.19 92.34 91.24 59.50 86.72 68.77
SF-295 97.28 93.57 96.65 96.48 44.68 96.98 75.49
SF-539 96.07 83.72 91.15 96.18 64.84 96.17 79.68
SNB-19 99.64 92.97 97.72 101.26 69.76 95.30 86.81
SNB-75 91.75 73.63 79.37 74.11 46.77 78.79 68.99
U251 103.34 99.55 101.61 98.60 42.41 102.85 85.15
Melanoma
LOX IMVI 95.05 93.25 93.49 99.07 57.44 91.67 75.18
MALME-3M 101.04 93.70 99.54 102.82 71.37 91.72 90.24
M14 --- ---
MDA-MB-435 109.49 97.74 100.22 | 108.45 64.37 96.62 84.11
SK-MEL-2 11498 | 101.47 | 108.54 | 107.85 67.76 105.98 87.74
SK-MEL-28 108.05 101.20 101.46 108.16 77.19 97.92 94.43
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SK-MEL-5 95.82 78.02 99.44 89.14 8.48 92.21 20.80
UACC-62 78.31 71.28 86.37 82.77 42.41 76.59 53.03
Ovarian Cancer
IGROV1 89.88 89.26 98.20 90.72 66.39 88.99 75.18
OVCAR-3 108.63 106.17 105.65 102.75 72.90 102.87 82.02
OVCAR-4 93.41 72.29 95.25 82.22 28.42 84.28 42.15
OVCAR-5 92.49 86.58 91.71 93.95 86.24 93.88 87.83
OVCAR-8 98.02 89.01 101.55 95.60 63.50 91.47 79.83
NCI/ADR-RES 104.47 102.88 97.81 97.63 55.91 98.74 75.74
SK-OV-3 101.19 102.17 111.56 99.94 62.23 97.45 79.46
Renal Cancer
786-0 102.76 102.21 98.98 102.91 69.65 92.97 85.41
A498 88.60 80.70 84.78 76.27 56.61 82.86 62.06
ACHN 94.21 88.29 96.40 93.63 60.80 97.14 72.98
CAKI-1 83.72 82.01 87.40 81.55 43.10 79.60 57.53
RXF 393 113.30 | 105.90 116.69 100.99 38.25 94.57 55.39
SN12C 85.07 89.69 96.64 91.48 72.54 88.51 79.03
TK-10 104.20 97.82 100.85 103.12 63.40 92.50 83.69
Uo-31 77.03 72.63 81.59 79.80 39.85 77.26 52.03
Prostate Cancer
PC-3 93.53 91.34 103.00 93.82 45.46 97.53 76.11
DU-145 109.21 91.55 103.71 99.93 71.82 99.91 89.27
Breast Cancer
MCF7 89.32 87.73 87.90 78.37 34.88 86.18 67.90
MDA-MB-
231/ATCC 87.62 81.83 90.55 88.16 63.96 92.06 62.50
HS 578T 93.50 85.50 88.06 85.69 42.89 84.13 64.25
BT-549 105.93 82.22 99.29 115.11 53.06 97.83 63.69
T-47D 75.44 64.38 97.07 59.10 22.34 82.35 27.62
MDA-MB-468 94.32 71.64 100.93 83.97 26.45 80.31 51.01
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Table 2s : Percent growth over 60 cell lines for propyl linker containing derivatives 12h-n.

Subpanel 12h 12i 12j 12k 12| 12m 12n
Leukemia
CCRF-CEM 88.06 49.05 91.68 82.97 51.91 91.38 70.87
HL-60(TB) 103.91 90.93 107.79 99.78 88.98 110.13 | 101.05
K-562 79.55 37.18 79.17 73.55 33.90 78.84 67.62
MOLT-4 77.22 33.16 82.28 64.91 38.42 77.01 67.04
RPMI-8226 74.26 57.75 77.95 71.08 55.65 78.61 69.69
SR 80.03 36.82 81.45 70.79 57.99 77.57 75.38
Non-Small
Cell Lung Cancer
A549/ATCC 97.60 88.76 98.98 95.00 79.03 105.62 86.28
EKVX 88.88 61.18 91.04 81.48 58.10 84.42 75.09
HOP-62 96.87 82.72 101.27 | 106.86 77.31 94.85 87.09
HOP-92 84.78 87.91 94.63 79.35 56.05 75.78 80.25
NCI-H226 81.00 64.08 83.15 80.23 57.62 73.24 77.83
NCI-H23 91.78 70.37 97.13 92.80 82.49 91.87 91.28
NCI-H322M 109.00 99.49 104.29 | 102.68 89.91 103.58 | 103.09
NCI-H460 96.92 79.74 99.81 94.28 79.34 97.26 89.78
NCI-H522 82.70 68.48 82.85 75.53 66.91 81.12 69.98
Colon Cancer
COLO 205 101.58 85.98 109.53 | 108.12 78.15 108.02 96.44
HCC-2998 106.99 | 101.61 | 107.72 | 111.93 84.77 110.54 | 112.12
HCT-116 90.34 58.74 94.09 90.27 65.62 89.90 75.93
HCT-15 88.01 82.79 93.09 83.21 53.81 92.30 81.82
HT29 101.35 92.78 103.76 | 102.98 54.62 99.65 96.35
KM12 71.05 48.89 92.00 68.35 51.71 84.14 79.77
SW-620 107.02 96.22 109.97 | 106.09 99.55 103.53 | 106.07
CNS-Cancer
SF-268 91.65 86.29 98.16 91.15 66.50 91.56 86.80
SF-295 92.52 70.60 97.78 86.50 69.77 90.48 81.21
SF-539 89.39 86.21 91.91 85.21 74.49 83.89 87.89
SNB-19 102.61 92.59 104.34 98.60 83.40 100.20 94.18
SNB-75 89.74 82.47 91.68 86.13 65.16 88.25 87.22
U251 98.23 93.81 100.44 96.63 73.24 94.46 90.80
Melanoma
LOX IMVI 91.67 73.96 106.81 94.57 72.31 93.42 85.60
MALME-3M 108.04 86.14 103.48 103.93 93.97 107.43 98.38
M14 ---- -
MDA-MB-435 95.45 64.60 95.52 92.62 72.11 98.74 93.44
SK-MEL-2 108.06 85.79 107.85 | 104.58 90.97 102.77 97.77
SK-MEL-28 105.29 97.89 108.17 102.23 103.40 105.97 103.48
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SK-MEL-5 60.20 2.63 76.22 53.55 29.94 70.07 58.77
UACC-62 84.97 61.64 81.50 77.32 64.07 76.28 62.04
Ovarian Cancer
IGROV1 107.03 91.83 113.55 100.84 74.32 91.45 98.12
OVCAR-3 106.06 86.71 107.13 103.88 81.22 105.16 96.81
OVCAR-4 74.54 44.16 83.02 72.06 52.99 77.41 66.70
OVCAR-5 99.08 98.59 105.12 96.97 87.18 99.62 96.26
OVCAR-8 84.04 62.47 90.84 82.52 59.98 93.70 82.48
NCI/ADR-RES 86.15 64.29 98.20 88.94 55.80 104.95 81.06
SK-OV-3 105.26 85.15 116.51 109.27 80.27 96.21 92.51
Renal Cancer
786-0 98.81 97.67 102.56 91.74 77.21 95.93 91.18
A498 78.36 70.55 72.97 77.20 55.33 81.92 72.14
ACHN 95.68 81.15 94.14 90.38 79.00 88.24 87.13
CAKI-1 87.44 70.98 94.49 84.50 51.38 68.84 60.51
RXF 393 109.91 162.73 123.79 110.60 43.81 80.63 105.26
SN12C 94.31 89.05 91.70 89.16 80.46 92.41 85.91
TK-10 103.41 91.94 104.35 97.80 81.52 103.37 95.71
Uo-31 75.30 59.28 87.20 74.26 54.43 67.17 60.73
Prostate Cancer
PC-3 89.19 69.28 92.47 84.69 58.99 89.71 66.68
DU-145 99.24 87.19 100.10 96.50 83.52 100.29 94.49
Breast Cancer
MCF7 87.73 63.70 89.04 86.67 65.52 85.07 83.44
MDA-MB-
231/ATCC 92.40 74.42 89.36 83.63 68.70 84.11 83.09
HS 578T 93.67 82.38 105.05 89.95 58.63 84.77 78.28
BT-549 96.55 34.91 90.08 80.80 62.86 92.92 88.17
T-47D 45.80 25.46 65.26 45.29 16.78 66.31 44.68
MDA-MB-468 68.82 50.23 93.79 70.73 52.69 77.17 76.17
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One Dose Mean Graph

NSC: D-828556/1 Conc: 1.00E-5 Molar Test Date: Mar 15, 2021

Experiment ID: 21030582 Report Date: May 06, 2021

Panel/Cell Line Growth Percent

Mean Growth Percent - Growth Percent

Leukemia
CCRF-CEM 06.04
HL-80(TB) 112.89 —
K-562 8478 f—
MOLT4 03.72 o
RPMI-8226 8403 f—
SR 97.54
Non-Small Cell Lung Cancer
AS540/ATCC 103.72 -
EKVX 21.22 -
HOP-82 00.71 -
HOP-82 73.31 —
NCI-H226 8457 f—
NCI-H23 06.41
NCI-H322M 9488
NCI-H480 102.66 -
NCI-H522 9385 o
Colon Cancer
COLO 205 101.30 -
HCC-2008 105.81 -
HCT-118 9463
HCT-15 97.00
HT20 101.02 -
KM12 2099 o
SW-820 11227 —
CNS Cancer
SF-268 24.07 I
SF-205 97.28
SF-53@ 98.07
SNB-19 00.64 b
SNB-75 01.75 |
U251 103.34 -
Melanoma
LOX IMVI 95.05
MALME-3M 101.04 "
MDA-MB435 100.49 —
SK-MEL-2 11408 .
SK-MEL-28 108.05 e
SK-MEL-5 05.82
UACC-257 107.31 b
UACC-82 78.31 —
Ovarian Cancer
IGROV1 80.88 -
OVCAR-3 108.63 —
OVCAR-4 23.41 .
OVCAR-5 9240 o
OVCAR-8 08.02
NCUVADR-RES 104.47 =
SK-0v-2 101.18 -
Renal Cancer
786-0 10276 N
A408 88.60 -
ACHEN 2421 I
CAKI-1 83.72 |
RXF 303 11330 Ly
SN12C 85.07 |
TK-10 104.20 Ly
uo-31 77.03 [r—
Prostate Cancer
PC-3 9353 o
DU-145 100.21 b
Breast Cancer
MCF7 80.32
MDA-MB-231/ATCC 87.62
HS 578T 93.50
BT-540 105.93
T47D 7544
MDA-MB-468 94.32
Mean 06.48
Delta 2317 —
Range 4167 I
150 100 50 0 -50 -100 -150
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Panel/Cell Line

Leukemia
CCRF-CEM 9345
HL-80(TB) 106.15
K-562 84.05
MOLT4 0046
RPMI-8226 73.62
SR 85.84
Non-Small Cell Lung Cancer
AS40/ATCC 91.26
EKVX 8524
HOP-62 90.88
HOP-22 8227
NCI-H226 77.55
NCI-H23 08581
NCI-H322Mm 095.62
NCI-H460 96.29
NCI-H522 71.82
Colon Cancer
COLO 205 102.41
HCC-2008 104.40
HCT-116 83.58
HCT-15 100.06
HT20 9436
KM12 7343
SW-620 100.16
CNS Cancer
SF-268 88.19
SF-205 9357
SF-539 83.72
SNB-19 0297
SNB-75 7363
U251 2055
Melanoma
LOX IMVI 9325
MALME-3M 93.70
MDA-MB435 a7.74
SK-MEL-2 10147
SK-MEL-28 101.20
SK-MEL-5 78.02
UACC-257 91.58
UACC-82 7128
Ovarian Cancer
IGROV1 80.26
OVCAR-3 108.17
OVCAR-4 7220
OVCAR-5 86.58
OVCAR-8 80.01
NCUVADR-RES 102.88
SK-0V-3 102.17
Renal Cancer
786-0 102.21
A408 80.70
ACHN 88.29
CAKI-1 82.01
RXF 303 105.90
SN12C 80.69
TK-10 97.82
uo-31 7263
Prostate Cancer
PC-3 91.34
DU-145 91.55
Breast Cancer
MCF7 87.73
MDA-MB-231/ATCC 81.83
HS 578T 85.50
BT-549 8222
T47D 64.38
MDA-MB-468 71.64
Mean 80.19
Delta 2481
Range 4179

Growth Percent

Mean Growth Percent - Growth Percent

150

100 50 0 -50
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PansliCsll Line Growth Percent Mean Growth Parcent - Growth Percent
Leukemia
CCRF-CEM 0287 -
HL-S0TE) 11254 —
K582 STE3
MOLT~ 10281 -
%340
E=T
Nom-Smail Cell Lung Cancer
ASISATCC m7e L
EXVX 222 o

2 5 ’

2 018 -
NCH-226 81.12 -
NCH-23 100.70 L
NCHHI22M 527 ]
W25 o2 -
NCHE22 SR -

Colon Cancer
< 10407 C
gs W2 [
HCT-118 3251 3
HCT-12 %5e
] m72 L
K12 707
SW-S20 10005 [
CNS Cancer
5F-288 023 |
SF-238 e
5F-333 EEE
SNE-13 o2
SNE-TE 7337 pr—
u2s1 10161 o
Meianoma
LOX V1 3343 B
MAME-3M B
MDA-ME~435 10022
SK-MEL-2 10834 |
SK-AEL-23 10145 i
SKAEL-S e
UACC-25T 103.12 -l
UACC-S2 8837 o
Owartan Cancer
IGROV1 %8
OVCAS-3 05 -
OVCAS-< ss2 o
OVCAR-= 317 =
OVCAR-2 10138 L
NCU, 373
SK-OV-3 1158 —
Reral Cancer
7860 s8.3€
Az Ba7E o
ACHN 96.40
CAR-1 8740 -
RXF 333 19688 -
SN12C 654
T™™-10 1003
uo-31 g8 |
Prostate Cancer
PC-3 10300 -
DU-14s Wm E
Breast Cancer
7 8730
MDA-ME-231VATCC 0=
WS STET 8805
BT-543 s82e
T47D s7o7
MDAME-353 10033
Mean s7s8
Deita 1821 —
Rarge ko v —
150 100 0 -100 -150
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Panel/Cell Line

Leukemia
CCRF-CEM
HL-80(TB)
K-562
MOLT4
RPMI-8226
SR

Non-Small Cell Lung Cancer
AS40/ATCC
EKVX
HOP-82
HOP-22
NCI-H226
NCI-H23
NCI-H322M
NCI-H460
NCI-H522

Colon Cancer
COLO 205
HCC-2008
HCT-116
HCT-15
HT29
KM12
SW-620

CNS Cancer
SF-268
SF-205
SF-530
SNB-18
SNB-75
U251

Melanoma
LOX IMVI
MALME-3M
MDA-MB435
SK-MEL-2
SK-MEL-28
SK-MEL-5
UACC-257
UACC-82

Ovarian Cancer
IGROV1
OVCAR-3
OVCAR-4
OVCAR-5
OVCAR-8
NCUADR-RES
SK-0OV-3

Renal Cancer
786-0
A408
ACHN
CAKI-1
RXF 303
SN12C
TK-10
uo-31

Prostate Cancer
PC-
DU-145

Breast Cancer

MCF7
MDA-MB-231/ATCC
HS 578T

BT-540

T47D

MDA-MB-468
Mean
Delta
Range

Growth Percent

Mean Growth Percent - Growth Percent

57.64
73.82
40.82
45.17
4404
35.52

5543
3469
66.07
54.02
62.71
5455
85.30
57.80
3817

64.02
8046
40.08
60.72
68.00
58.72
8340

:

=
—|=

150

100

13s

50 0

-50
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PansliCell Line Growth Percent Mean Growth Parcent - Growth Percent
Lese—ia
CCRF-CEM 10248 -
HL-0(TB) w0s3T (=
KS62 0=
MOLT~ 3%
o
SR 2315 d
Norn-Smail Cedl Lung Cancer
ASISATCC 482
8313 .
2 80
o= 7540 p—
NCH-226 8050 —
NCH-23 %2 L
NCH-322M s238
NCH-450 06.11 —
NCHHE22 8244
Colon Cancer
COLO 205 ) -
HCC-2998 a2 -
HCT-116 ST F
HCT-15 372
K728 10015 -
K2 $320
SW-E20 10320 -
CNS Cancer
5F-268 8672 |
SE-295 Ex N
5F-233 %97 N
SNE-13 530
SNE-TE 78.7% —
u2s1 o2 -
Meianoma
LOX V1 157
MALME-3M 172
MDA-ME-335 %652 )
SK-MEL-2 1053 o
SKAEL-28 T2 |
SKAEL-S 9221
257 335
7858 |
Owartan Cancer
IGROV 8859 o
OVCAR-3 10287 -
OVCAR-S 8a2e
OVCAS-S s338
OVCAR-8 9147
NCU. 874 -
SK-OV-3 s E
Reral
7860 297
Az 2 |
ACHN i
CAx-1 B
RXF 333
SN12C d
™10
uo-31 |
Prostate Cancer
PC-3 s753 B
DU-145 333 =
MCFT 8618
MDA-ME-231/ATCC 205
HS 57 8213
BT-543 s733
T47D 823
8031
Mean 285
Deta 172 —
Rarge N ——
150 100 S0 0 -50 -100 -150
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PansliCall Line Growth Percent Mean Growth Parcent - Growth Percent
Leukemia
CCRF-CEM €343
HL-S0(TB) 2 —
K S5.14 pr—
MOLT~ < p—
2.51 p—
SR 5383 p—
Non-Smal Cail Lung Cancer
ATCC 8235 -
/X $6.10 p—
2 g352 d
2 sTEs j—
NCH-228 sass p—
NCH-23 7453 L
NCHHI22M 5238 —
NCR250 7300 -
NCHS22 8435 -
Colon Cancer
COLO 205 86.83 —
HCC s30s —
HCT-118 5408 -
HCT-15 22 -
Q.15 —
KM12 7740 -
SW-520 034 —
CNS Cancer
5F-268 €877 J
SE-295 7548 b
SF-533 7388 -
SNE-13 8531 —
SNE-TE 6858
u2s1 8515 —
LOX V1 75.18 L
MAE-3M 024 -
MDA-ME-435 8411 o
SK-MEL-2 87.74 o
SK-MEL-28 S843 ]
SK-MEL-S 2080
UACC-257 8413 |
Owarian Cancer
1GROV1 7518 L
OVCAS-3 20 o
OVCAR-S 4218 pre—
OVCAR-S 8783 —
OVCAR-8 a3 -
NCU. 75.74 o
SK-0V-3 7345 -
Reral Cancer
7860 8541 —t
Az 2 o
ACHN 2%
CAR-1 73 -
RXF 333 s538 |
SN12C 7303 -
T™-10 8353 -
Uo-31 203 al
Prostaee Cancer
PC-3 76.11 of
DU-145 8327 |
Breast Cancer
7 750
MOA-ME-231/ATCC [>E:]
HE 57 [
BT-543 £35%
T47D zZe2
5101
Mean 7128
Deta s048 P
Rarge T3s3 I
150 100 S0 0 -50
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Mean Growth Parcent - Growth Percent

CCRF- a7 o
HL-80(TB) 978 L
K562 735 —
MOLT-S 5431 o
Ti08 p—
SR e p—
Non-Smail Cedl Lung Cancer
ASISAT! S500 L
EXVX 81.48
HOP-62 106.55 —
HOP-32 7335 -
NCH-226 8023 -
NCH-23 S2.80 L
NCH-22M 10268 —
NCH=350 28 -
NCHHE22 7553 —
Colon Cancer
COLO 205 108.12 —
HCC-29%8 1193 —
HCT-118 027
HCT-15 8321 -
HT29 10258 =
KMz 6835 f—
SW-520 106.08 —
CNS Cancer
SF-268 S1.15
SF-295 86.50
8F-533 8521 B
SNE-15 5850 e
SNB-TS 86.13
U2s1 9663 =y
Meianoma
LOX v 9457 -
MALME-3M 10353 =S
MDA-MB-435 N2 g
SK-MEL-2 Rl -
SK-MEL-28 1023 =
SK-MEL-S 5355 [—
100.12 -
w2 =
Owartan Cancer
IGROV1 10054 =
OVCAR-3 10358 L
OVCAS-& 7205 [r—
OVCAR-S 96.97 -
OVCAR-8 Qs =
NCU. 8854
SK-OV-3 10827 —
Reral
7860 974
ALz 720 =
ACHN s0.38
CAKI-1 820 |
RXF 333 11050 e
SN12C 8318
T™-10 9780 -
uo-31 T4 =1
Prostate Cancer
PC-3 8Les d
DU-145 %650 N
Cancer
MCF7 8667
MDA-MB-231/ATCC 8353
HS STET 8s.ss
BT-543 8050
T47D 452%
73
Mean 8854
Deta 432 I—
Rarge 6554 ———
150 100 0 -50 -100 -150
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Panel/Cell Line Growth Percent Mean Growth Percent - Growth Percent
Leukemia
CCRF-CEM 70.87
HL-80(TB) 101.05
K-562 67.62
MOLT4 67.04
RPMI-8226 60.60
SR 75.38
Non-Small Cell Lung Cancer
AS40/ATCC 86.28
EKVX 75.00
HOP-62 87.08
HOP-92 80.25
NCI-H226 77.83
NCI-H23 2128
NCI-H322M 103.09
NCI-H460 8078
NCI-H522 60.08
Colon Cancer
COLO 205 06.44
HCC-2008 112.12
HCT-116 7503
HCT-15 81.82
HT28 98.35
KM12 7977
SW-620 108.07
CNS Cancer
SF-268 86.80
SF-205 81.21
SF-538 87.80
SNB-18 8418
SNB-75 87.22
u2s51 20.80
Melanoma
LOX IMVI 85.60
MALME-3M 98.38
MDA-MB435 9344
SK-MEL-2 e7.77
SK-MEL-28 103.48
SK-MEL-5 58.77
UACC-257 a7.78
UACC-82 62.04
Ovarian Cancer
IGROV1 88.12
OVCAR-3 06.81
OVCAR-4 66.70 p—
OVCAR-5 96.26 —
OVCAR-8 8248
NCUVADR-RES 81.06 o
SK-0V-3 02.51 -
Renal Cancer
7868-0 01.18 -
A408 72.14 [
ACHN 87.13 L
CAKI-1 60.51 o
RXF 303 105.26 —
SN12C 85.91
TK-10 05.71 -—
UOo-31 80.73 o
Prostate Cancer
PC-3 66.68 =
DU-145 8440 —
Breast Cancer
MCF7 8344
MDA-MB-231/ATCC 83.00
HS 5787 78.28
BT-540 88.17
T47D 4468
MDA-MB-488 76.17
Mean 84.30
Delta 30.82 —
Range 67.44 T
150 100 50 0 -50
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Pansl/Call Line Growth Parcant Meaan Growth Percent - Growth Percent
S138
HL-S0(TB) 19013 o
KS82 7854 —
MOLT~ ;M p—
RPW-3226 51 p—
SR wer p—
Nor-Smail Cail Lung Cancer
ASLSIATCC 10882 —
EXVX 8842 -
>3 S48 L
ROS-32 7578 p—
NCH-226 7324 p—
NCH=23 a7
NCH-322M 10358 —
NCH=3580 ST28 -
NCH=E22 81.12 =
Colon Cancer
COLO 205 10802 —
HCC-2 19054 L
HCT-1168 8920
HCT-15 230
2 9es [
KM12 8214 -
SW-a20 10353 L
CNS Cancer
SF-268 Mss
SF-295 SQ4s
SF-£33 83588 -
SNB-1% 10020 -
SNB-TS 8s2x
u2s1 Se4s l
Meianoma
LOX V1 S342
MALME-3M 10743 o
MDA-ME-~33S S874 -
SK-MEL-2 °m7 -
SK-MEL-28 10857 -
SK-MEL-S 7007 [
UACC-257 100.31 o
U TR |
Owartan Cancer
1GROVY S14s
OVCAR-3 10518 L
OVCAR-S TTA p—
OVCAR-S 982 L
OVCAR-8 S3.70 L
NCUADR-RES 1o L
SK-OV-3 %/ -
Reral Cancer
7860 ss93 “
Azl 8192
ACHN 8824
CAR-1 6834 —
RXF 333 8063 I—
SN12C 241
TH-10 10337 —
uo-31 e7.17 ]
Prostate Cancer
PC-3 gam
DU-145 1002= =
Cancer
MCFT 8sov
MDA-MB-231/ATCC Ba 11
BT-543 252
T47D 8631
717
Mean 052
Deta 242 p—
Rarge a3 —

150 100 S0 0 -50
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PansliCell Line Growth Parcent Mean Growth Parcent - Growth Percent
CCRF 8374 -
HL-S0(TB) 10847 —
KS62 2 —
MOLT~4 8014 -
RPAS-3226 72T )
SR TS p—
Non-Small Cail Lung Cancer
ATCC 100.7% “
EXVX 230
2 oy
2 g7s7 -
NCH-228 g230 -
NCH-23 $6.50 l
NCH-I22M 12397 -
NCH280 %838 -
NCHHE22 T3 j—
Colon Cancer
COLO 205 722 L
HCC-2 1725 —
HCT-116 S407
HCT-15 5032 .
KT8 172 —
K2 86.3€ -
SW-S20 10008 L
CNS Cancer
5F-268 96.50
SE-295 250
5F-233 080 |
SNE-13 00.11 =
SNS-TS €33 p—
u2s1 sTo7 i
Meianoma
LOX V1 3413
WALME-3M 0623 o
MDA-ME-435 255
SK-MEL-2 10333 -
SKAMEL-23 101.45 N
SK-MEL-S 7211 o
UACC-257 10332 “
UACC-S2 7850 o
Owartan Cancer
IGROV1 10852 —
OVCAS-3 1I0ss —
OVCAR-< 2810 |
OVCAR-S s824 L
OVCAR-8 8503
NCU. 357
SK-OV-3 05 -
Reral Cancer
7850 10708 b
Az 8022 =
ACHN 5450
CAR-1 8128 =
RXF 333 1251 —
SN12C 285
™10 10502 o
uo-31 ESa
Prostate Cancer
PC3 83 |
DU-145 05 =
Breast Cancer
7 $333
MDA-ME-231/ATCC 20
HS 571 g350
BT-543 )
T47D S654
eSS
Mean 5340
Deita 3875 P
Rarge 6733 —
150 100 S0 0 -100 -150
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NCI standard procedure for 60 cell lines assay

The human tumor cell lines of the cancer screening panel are grown in RPMI 1640 medium
containing 5% fetal bovine serum and 2 mM L-glutamine. For a typical screening experiment,
cells are inoculated into 96 well microtiter plates in 100 pL at plating densities ranging from
5,000 to 40,000 cells/well depending on the doubling time of individual cell lines. After cell
inoculation, the microtiter plates are incubated at 37° C, 5 % COz, 95 % air and 100 % relative
humidity for 24 h prior to addition of experimental drugs.

After 24 h, two plates of each cell line are fixed in situ with TCA, to represent a measurement of
the cell population for each cell line at the time of drug addition (Tz). Experimental drugs are
solubilized in dimethyl sulfoxide at 400-fold the desired final maximum test concentration (10
uM) and stored frozen prior to use. At the time of drug addition, an aliquot of frozen concentrate
is thawed and diluted to twice the desired final maximum test concentration with complete
medium containing 50 pg/ml gentamicin. Additional four, 10-fold or 2 log serial dilutions are
made to provide a total of five drug concentrations plus control. Aliquots of 100 ul of these
different drug dilutions are added to the appropriate microtiter wells already containing 100 pl of
medium, resulting in the required final drug concentrations.

Following drug addition, the plates are incubated for an additional 48 h at 37°C, 5 % COz2, 95 %
air, and 100 % relative humidity. For adherent cells, the assay is terminated by the addition of
cold TCA. Cells are fixed in situ by the gentle addition of 50 pl of cold 50 % (w/v) TCA (final
concentration, 10 % TCA) and incubated for 60 minutes at 4°C. The supernatant is discarded,
and the plates are washed five times with tap water and air dried. Sulforhodamine B (SRB)
solution (100 pl) at 0.4 % (w/v) in 1 % acetic acid is added to each well, and plates are incubated
for 10 minutes at room temperature. After staining, unbound dye is removed by washing five
times with 1 % acetic acid and the plates are air dried. Bound stain is subsequently solubilized
with 10 mM trizma base, and the absorbance is read on an automated plate reader at a
wavelength of 515 nm. For suspension cells, the methodology is the same except that the assay is
terminated by fixing settled cells at the bottom of the wells by gently adding 50 pl of 80 % TCA
(final concentration, 16 % TCA). Using the seven absorbance measurements [time zero, (Tz),
control growth, (C), and test growth in the presence of drug at the five concentration levels (Ti)],
the percentage growth is calculated at each of the drug concentrations levels. Percentage growth
inhibition is calculated as:

[(Ti-Tz)/(C-Tz)] x 100 for concentrations for which Ti>/=Tz
[(Ti-Tz)/Tz] x 100 for concentrations for which Ti<Tz.

Three dose response parameters are calculated for each experimental agent. Growth inhibition of
50 % (GI50) is calculated from [(Ti-Tz)/(C-Tz)] x 100 = 50, which is the drug concentration
resulting in a 50% reduction in the net protein increase (as measured by SRB staining) in control
cells during the drug incubation. The drug concentration resulting in total growth inhibition
(TGI) is calculated from Ti = Tz. The LC50 (concentration of drug resulting in a 50% reduction
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in the measured protein at the end of the drug treatment as compared to that at the beginning)
indicating a net loss of cells following treatment is calculated from [(Ti-Tz)/Tz] x 100 = -50.
Values are calculated for each of these three parameters if the level of activity is reached;
however, if the effect is not reached or is exceeded, the value for that parameter is expressed as
greater or less than the maximum or minimum concentration tested.

Evaluation of the Antiproliferative Activity Against A375 and SK-MEL-5

A375 and SK-MEL-5 cells were purchased from American Type Culture Collection (ATCC,
Rockville, MD, USA) and maintained in Dulbecco’s modified eagle medium (DMEM, Welgene,
Daegu, Republic of Korea) supplemented with 10% fetal bovine serum (FBS, Welgene, Daegu,
Republic of Korea) and 1% penicillin/streptomycin (Welgene, Daegu, Republic of Korea) in a
humidified atmosphere with 5% CO2 at 37 °C. Both cells were taken from culture substrate with
0.05% trypsin-0.02% EDTA and plated at a density of 5 x 103 cells/well in 96 well plates and
then incubated at 37 °C for 24 h in a humidified atmosphere with 5% COz prior to treatment with
various concentrations (3-fold serial dilution, 12 points) of the tested compounds. The cells were
incubated for 48 h after treatment with the test compounds. The cell viability was assessed by the
conventional 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) reduction
assay. MTT assays were carried out with CellTiter 96® (Promega) according to the
manufacturer’s instructions. The absorbance at 590 nm was recorded using EnVision 2103
(Perkin Elmer; Boston, MA, USA). The ICso values were calculated using GraphPad Prism 4.0

software.
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Enzyme assay

Reaction Biology Corp. Kinase HotSpotTM service

http://www.reactionbiology.com was used for screening of compounds ICso

Profiler Express for ICso measurement. Assay protocol: In a final reaction volume
of 25 uL, kinase (5—-10 mU) is incubated with 25 mM Tris pH 7.5, 0.02 mM
EGTA, 0.66 mg/mL myelin basic protein, 10 mM magnesium acetate and [y33P-
ATP] (specific activity approx. 500 cpm/pmol, concentration as required). The
reaction is initiated by the addition of the Mg-ATP mix. After incubation for 40
min at room temperature, the reaction is stopped by the addition of 5 uLL of a 3%
phosphoric acid solution. 10 puL of the reaction is then spotted onto a P30 filtermat,
and washed three times for 5 min in 75 mM phosphoric acid and once in methanol

prior to drying and scintillation counting.
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