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Table S1. HPLC Analysis of Target compounds

Column Condition ©®

Cmpd. 0-15 min 1595 min Retention time Purity result
50 16 % solvent B 16 % to 90 % 6.56 min 9709 ©
constant solvent B gradient
sh 16 % solvent B 16 % to 9070 10.60 min 5990 %
constant solvent B gradient
5 22 % solvent B 16 % to 90 70 275 min 2990 %
constant solvent B gradient
5d 16 % solvent B 16%t0907o 11.14 min 5990 %
constant solvent B gradient
5e 16 % solvent B 16 % to 90 % 571 min 96.5% ©
constant solvent B gradient
sf 12 % solvent B 12% to 90% 7 66 min 5990 %
constant solvent B gradient
2 lvent B 25 % t
sg - osolven > %1090 % 5.83 min 983 % @@
constant solvent B gradient
6a 12 % solvent B 12 % to 9070 710 min 5990 %
constant solvent B gradient
12 lvent B 12 % t
6b 7 solven %1090 % 12.22 min 98.0% ©
constant solvent B gradient
6o 20 % solvent B 20 % to 90 % 2.99 min 5990 %
constant solvent B gradient
6d 12 % solvent B 12 % to 9070 1271 min 5990 %
constant solvent B gradient
6e 12 % solvent B 12 % to 90 70 6.57 min 5990 %
constant solvent B gradient
of 10 % solvent B 10 % to 9070 6.83 min 5990 %
constant solvent B gradient
2 lvent B 20 % t
6g 0 osolven 0 %1090 % 8.79 min 97.7%
constant solvent B gradient

(a) solvent A, 0.4 % TFA in water; solvent B, 0.4 % TFA in acetonitrile; total flow rate: 0.5
mL/min; column: Kromasil®C18, 3.5um, 30 X 4.6 from Restek Corporation; detector: UV
absorption at 256 nm; (b) impurity (~2.8 %) at 9.41 min; (c) impurity (~3.5 %) at 6.83 min; (d)

impurities (~ 0.6 % and ~ 1.1 %) at 6.68 min and 15.73 min respectively; (e) impurities (~1.6 %
and ~0.4 %) at 10.04 min and 13.42 min respectively; (f) impurities (~1.1 % and ~1.2 %) at 7.20

min and 11.74 min respectively; (g) 5g is the key target compound in this paper.
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UV Absorption @ 256 nm (uV)
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SpinWorks 2.3: C-13a in methanol-d4 at 500 M

8 52 83 2
| N I/ |
i \\
ﬂ 1
= W o
38 2 9 Q2 2
S e o @ =
T T T T T T T T T T T T T T T T T T T T T T T T T T T T
PPM 8.0 76 72 68 6.4 6.0 56 5.2 48 44 4.0 36 32
file: C:\Documents and Setings\Owner\ Desktopinnr april 10\C-13a\1\fid - expt: <2g30> freq. of 0 ppm: 500.020000 MHz
ransiter freq.: 500.023088 M-z Pprocessed size: 32768 complex points.
time domain size: 65536 poits: LB: 1.000 GB:0.0000

wickh: 1083058 Hz = 20.660208 ppm = 0.157632 Helpt
number of scans: 16

SpinWorks 2.3: C-13a in methanol-d4 at 500 M

" 3 gy ggz e o o
g 3 g8 858 38 3
8 E: g siwE § 8
\ \ \ I

<
~

= Z

NHOH

PPM 160.0 150.0 140.0 130.0 120.0 110.0 100.0 90.0 80.0 70.0 60.0
: nd et <2gpg0> freq. of O ppr 125.720935 Mz

ransmiter freq.: 125.742702 Mz processed size: 32768 complex points.

time domain size: 65536 points LB: 1.000 GB:0.0000

wicth: 30030.03 Hz = 236.821256 ppm = 0458222 Hz/pt
number of scans: 1691

S7




SpinWorks 2.3: C-13b in DMF-d7 at 500 M
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SpinWorks 2.3: C-13c in MeOD at 500 M
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SpinWorks 2.3: C-13d in DMF-d7 at 500 M
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SpinWorks 2.3: C-13e in DMF-d7 at 500 M
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SpinWorks 2.3: C-13g in DMF-d7 at 500 M
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SpinWorks 2.3: C-13g in DMC-d7 at 500 M
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SpinWorks 23: G-17ain DMF-d7 a1 500 M
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SpinWorks 2.3: C-17b in DMF-d7 at 500 M
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SpinWorks 23: G-17c in DMF-d7 at 500 M
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SpinWorks 2.3: C-17d in DMF-d7 at 500 M
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SpinWorks 23: C-16e in DMF-d7 a1 500 M
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SpinWorks 23: G-17f in DMF-d7 at 500 M
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SpinWorks 2.3: C-17q in DMF-d7 at 500 M
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SpinWorks 2.3: C-6 CD3CN at 500M
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SpinWorks 2.3: C-15in CDCI3 on 500 M
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SpinWorks 2.3: C-3in C6D6 at rt on 500 M
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SpinWorks 2.3: C-16g in DMF-d7 at 500 M
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Average inhibition values of a 10-uM-HDACi-treatment of the NIH cancer cell lines

SAHA 5b Se 5t Sg 6e 6g
Lung 0% 5%  53%  68% 1%
Colon 0% 51% 8% 8%  25%
Breast 3% 0% 8% 1% 8 %
Ovarian 4% 48 % 65 % 74 % 1% NSI* NSI®
Leukemia 0% 7% 104%  84% 6%
Renal 23%  46%  65% 0%  20%
Melanoma  -18%  33%  60%  69%  -43%
Prostate 6 % 36 % 66 % 84 % -9 %
CNS 5% 8%  67%  89%  -18%
Total 7% L% 0%  78%  -12%  101%  103%

(a) The data listed were the average percentage by which the 10 uM-HDACi-treatment inhibited the growth of cancer cell lines. Without the
HDAC: treatment, after a 48 hour incubation, the cell number corresponds to 100%. The cell number at the initial moment corresponds to 0%.

(b) A negative percentage indicates that the HDACi at 10 uM decreases the cell number in comparison to the number seen at the initial moment.

(c) NSI means no significant inhibition of cell growth (> 95 %).
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The following graphs present the inhibition values for 10-uM-HDACi-treatments of
the NIH cancer cell lines. The average inhibition values presented above was derived
from these graphs.

Developmental Therapeutics Program | nsc: 746454/1 | Cone: 1.00E-5 Molar Test Date: Oct 22, 2007
One Dose Mean Graph Experiment ID: 07100538 Report Date: Nov 15, 2007
Panel/Cell Line Growth Percent Mean Growth Percent - Growth Percent
Non-Small Cell Lung Cancer
A548/ATCC 54.19 —_—
EKVX 44.65 L
HOP-62 13.32 —
HOP-92 -9.64
NCI-H226 76.50 —
NCI-H23 68.41 —
NCI-H322M 66.00 —
NCI-H480 62.50 —
NCI-H522 27.71 [—
Colon Cancer
COLO 205 53.93 —
HCC-2998 69.23 —
HCT-116 5.49 [—
HCT-15 75.78 —
HT29 56.91 —
KM12 67.85 —
SW-620 31.15 -
Breast Cancer
BT-549 78.03 —
HS 578T 2347 —
MCF7 63.71 —
MDA-MB-231/ATCC 60.30 —
MDA-MB-435 21.86 f—
MDA-MB-468 55.98 —
NCI/ADR-RES -13.67
T-47D 32.79 -
Ovarian Cancer
IGROV1 44.58 L
OVCAR-3 61.31 —
QOVCAR-4 7745 —
OVCAR-5 23.51 f—
OVCAR-8 26.49 f—
SK-OV-3 57.03 —
Leukemia
CCRF-CEM 7.44
HL-60(TB) -10.71
K-562 30.54 f—
MOLT-4 3.77 [
RPMI-8226 1.76 —
Renal Cancer
786-0 26.28 —
A498 5243 L
ACHN 29.29 f—
CAKI-1 52.91 -—
SN12C 64.78 —
TK-10 57.74 —
Uo-31 37.36 -
Melanoma
LOX IMVI 44.92 L
M14 44.69 L
MALME-3M 15.95 —
SK-MEL-2 45.82 L
SK-MEL-28 42.60
SK-MEL-5 3553 -
UACC-257 19.47 [—
UACC-62 18.15 —
Prostate Cancer
DU-145 35.50 -
PC-3 37.18 -
CNS Cancer
SF-268 57.19 —
SF-295 51.78 —
SF-539 72.77 —
SNB-19 90.01 —
SNB-75 35.06 -
U251 40.67
Mean 41.68
Delta 55.35
Range 103.68
Sb 150 100 50 0 -50 -100 -150
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Developmental Therapeutics Program

One Dose Mean Graph

NSC: 746455/ 1

Conc: 1.00E-5 Molar

Test Date: Oct 22, 2007

Experiment ID: 07100538

Report Date: Nov 15, 2007

Panel/Cell Line Growth Percent Mean Growth Percent - Growth Percent
Non-Small Cell Lung Cancer
AB49/ATCC 54.08 f—
EKVX 54.61 —
HOP-62 30.05 [E—
HOP-92 4477 [—
NCI-H226 89.36 —
NCI-H23 69.15
NCI-H322M 41.32 [E—
NCI-H460 62.51 -
NCI-H522 31.11 [—
Colon Cancer
COLO 205 104.61 E—
HCC-2998 71.13 L
HCT-116 30.67 [—
HCT-15 116.77
HT29 60.05 -
KM12 77.97 -
SW-620 81.85 _—
Breast Cancer
BT-549 72.13 b
HS 578T 211.32
MCF7 77.80 -
MDA-MB-231/ATCC 96.87 —
MDA-MB-435 23.30 [—
MDA-MB-468 64.59 -
NCI/ADR-RES 14.85
64.70 -
Ovarian Cancer
IGROV1 64.19 -
OVCAR-3 57.74 —
QVCAR-4 77.78 L
OVCAR-5 64.96 -
OVCAR-8 4514 —
SK-OV-3 81.89 —
Leukemia
CCRF-CEM 48.59 —
HL-80(TB) 258.41
K-562 72.30 a
MOLT-4 83.02 —
RPMI-8228 55.64 —
Renal Cancer
786-0 39.93 [—
A498 101.53 —
ACHN 82.47 —_—
CAKI-1 63.93 -
SN12C 86.20 —
TK-10 46.74 —
Uo-31 45.30 [—
Melanoma
LOX IMVI 88.28 —
M14 49.52 f—
MALME-3M 6.42 ——
SK-MEL-2 61.66 -
SK-MEL-28 82.17 —_—
SK-MEL-5 92.91 —
UACC-257 43.93 [—
UACC-62 51.22 —
Prostate Cancer
DU-145 75.19 -
PC-3 57.75 f—
CNS Cancer
SF-268 71.87 L
SF-295 15.26
SF-539 86.36 —
SNB-19 101.20 —
SNB-75 53.92 f—
U251 76.00 -
Mean 69.57
Delta 63.15
Range 251
150 100 50 0 -50 -100 -150

Se

S43




Developmental Therapeutics Program

One Dose Mean Graph

NSC: 746456/ 1

Conc: 1.00E-5 Molar

Test Date: Oct 22, 2007

Panel/Cell Line Growth Percent
Non-Small Cell Lung Cancer
AB49/ATCC 91.24
EKVX 70.51
HOP-62 43.11
HOP-92 57.75
NCI-H226 94.12
NCI-H23 82.78
NCI-H322M 41.83
NCI-H460 86.06
NCI-H522 40.98
Colon Cancer
COLO 205 117.37
HCC-2998 83.49
HCT-116 55.28
HCT-15 105.10
HT29 51.92
KM12 75.98
SW-620 91.46
Breast Cancer
BT-549 83.61
HS 578T 84.17
MCF7 95.83
MDA-MB-231/ATCC 104.37
MDA-MB-435 63.44
MDA-MB-468 64.22
NCI/ADR-RES 13.38
T-47D 56.58
Ovarian Cancer
IGROV1 86.42
OVCAR-3 56.78
OVCAR-4 88.69
OVCAR-5 78.95
OVCAR-8 51.86
SK-0OV-3 79.51
Leukemia
CCRF-CEM 57.14
HL-60(TB) 152.55
K-562 85.99
MOLT-4 62.19
RPMI-8226 64.16
Renal Cancer
786-0 69.46
A498 105.22
ACHN 112,75
CAKI-1 81.65
SN12C 89.00
TK-10 100.59
Uo-31 74.00
Melanoma
LOX IMVI 95.37
M14 60.02
MALME-3M 21.41
SK-MEL-2 51.11
SK-MEL-28 93.38
SK-MEL-5 104.08
UACC-257 54.40
UACC-62 70.75
Prostate Cancer
DU-145 87.75
PC-3 79.73
CNS Cancer
SF-268 66.85
SF-295 81.32
SF-539 106.99
SNB-19 104.59
SNB-75 88.49
U251 86.64
Mean 77.66
Delta 64.28
Range 139.17
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Developmental Therapeutics Program | nsc: 746457/1 | Cone: 1.00E-5 Molar Test Date: Oct 22, 2007

One Dose Mean Graph Experiment ID: 07100538 Report Date: Nov 15, 2007
Panel/Cell Line Growth Percent Mean Growth Percent - Growth Percent
Non-Small Cell Lung Cancer

AB49/ATCC -8.94 a
EKVX 23.74 —
HOP-62 -31.70 (—
HOP-92 -41.96
NCI-H226 23.69 —
NCI-H23 2142 —
NCI-H322M 9.59 —
NCI-H460 7.36 —
NCI-H522 8.32 —
Colon Cancer
COLO 205 -75.70
HCC-2998 -1.33 -
HCT-116 -69.05 ——
HCT-15 9.70 —
HT29 12.02 —
KM12 8.61 —
SW-620 -61.50 [
Breast Cancer
BT-549 43.31
HS 578T 25.98 —
MCF7 13.57 —
MDA-MB-231/ATCC 20.86 —
MDA-MB-435 -21.31 o
MDA-MB-468 45.75
NCI/ADR-RES -14.15 m
T-47D -11.87
Ovarian Cancer
IGROV1 -13.75
OVCAR-3 -16.17 .
QVCAR-4 55.74
OVCAR-5 143 —_—
OVCAR-8 1.24 —
SK-OV-3 -25.04 —
Leukemia
CCRF-CEM 9.16 —
HL-60(TB) -5.68 -
K-562 -10.87
MOLT-4 -7.12 L
RPMI-8226 -13.94
Renal Cancer
786-0 -36.11 [—
ACHN -51.23 —
CAKI-1 7.42 —
SN12C 24.98 —
TK-10 -8.37 o
Uo-31 0.73
Melanoma
LOX IMVI -72.56
M14 1.63 —
MALME-3M -28.71 f—
SK-MEL-2 -51.69 [E—
SK-MEL-28 -14.96 .
SK-MEL-5 -78.99 ——
UACC-257 -32.09 —
UACC-62 -71.24 [
Prostate Cancer
DU-145 -28.21 —
PC-3 11.04 —
CNS Cancer
SF-268 -0.08 —
SF-295 -55.50 [—
SF-539 5.16 —
SNB-19 -12.39
SNB-75 46.71 T
U251 -89.91
Mean -12.02
Delta 77.89
Range 145.65
0 -50 -100 -150

Sg 150 100 50
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Developmental Therapeutics Program

One Dose Mean Graph

NSC: 746458 /1

Conc: 1.00E-5 Molar

Test Date: Oct 22, 2007

Experiment ID: 07100538

Report Date: Nov 15, 2007

Mean Growth Percent - Growth Percent

Panel/Cell Line Growth Percent
Non-Small Cell Lung Cancer
AS549/ATCC 102.74
EKVX 108.39
HOP-62 118.03
HOP-92 69.28
NCI-H226 87.62
NCI-H23 109.64
NCI-H322M 95.93
NCI-H460 120.24
NCI-H522 99,22
Colon Cancer
COLO 205 122.84
HCC-2998 106.84
HCT-116 97.29
HCT-15 107.60
HT29 115.39
KM12 108.48
SW-620 94.82
Breast Cancer
BT-549 108.25
HS 578T 90.01
MCF7 112.37
MDA-MB-231/ATCC 100.87
MDA-MB-435 105.96
MDA-MB-468 110.33
NCI/ADR-RES 91.27
102.42
Ovarian Cancer
IGROV1 100.50
OVCAR-3 145.83
QVCAR-4 111.53
QVCAR-5 84.12
OVCAR-8 96.16
SK-OV-3 109.33
Leukemia
CCRF-CEM 92.14
HL-60(TB) 136.00
K-562 85.09
MOLT-4 110.29
RPMI-8226 79.85
Renal Cancer
786-0 104.85
A498 67.63
ACHN 99.25
CAKI-1 105.00
SN12C 97.73
TK-10 118.02
uo-31 84.68
Melanoma
LOX IMVI 92.42
M14 94.08
MALME-3M 106.78
SK-MEL-2 -26.79
SK-MEL-28 98.05
SK-MEL-5 111.24
UACC-257 112.15
UACC-62 93.26
Prostate Cancer
DU-145 134.64
PC-3 82.12
CNS Cancer
SF-268 103.96
SF-295 126.38
SF-539 118.27
SNB-19 95.87
SNB-75 116.94
U251 96.87
Mean 101.21
Delta 128.00
Range 172.62
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Developmental Therapeutics Program | nsc: 746459/1 | Conc: 1.00E-5 Molar Test Date: Oct 22, 2007

One Dose Mean Graph Experiment ID: 07100S38 Report Date: Nov 15, 2007
Panel/Cell Line Growth Percent Mean Growth Percent - Growth Percent
Non-Small Cell Lung Cancer

AB49/ATCC 107.06 L
EKVX 89.90 —
HOP-62 92.37
NCI-H226 91.14 —
NCI-H23 103.77
NCI-H322M 109.07 -
NCI-H460 131.21 M—
NCI-H522 92.48 —
Colon Cancer
COLO 205 132.85
HCC-2998 105.31 L
HCT-116 100.22 m
HCT-15 98.80 -
HT29 104.26
KM12 104.40
SW-620 98.39 -
Breast Cancer
BT-549 106.79 L
HS 578T 95.55 -=
MCF7 122.24 —
MDA-MB-231/ATCC 96.13 -
MDA-MB-435 103.49
MDA-MB-468 104.72
NCI/ADR-RES 106.72 L]
T-47D 97.75 -
Ovarian Cancer
IGROV1 89.43 —
OVCAR-3 97.06 -
OVCAR-4 94.29 -
OVCAR-5 103.52
OVCAR-8 105.75 L
SK-OV-3 106.85 L
Leukemia
CCRF-CEM 61.01 —
HL-60(TB) 94.51 =
K-562 118.97 —
MOLT-4 79.57 —
RPMI-8226 94.47 -
Renal Cancer
786-0 131.72 —
A498 95.24 -
ACHN 100.51 n
CAKI-1 94.97 -
SN12C 95.31 -
TK-10 129.51 —
UQ-31 72.71 —
Melanoma
LOX IMVI 90.24 —
M14 106.42 L
MALME-3M 109.57 -
SK-MEL-2 95.69 -
SK-MEL-28 103.74
SK-MEL-5 147.93 —
UACC-257 124.79 —
UACC-62 102.36
Prostate Cancer
DU-145 165.80
PC-3 77.60 —
CNS Cancer
SF-268 92.75 —
SF-295 107.78 L
SF-539 134.85 —
SNB-19 94.92 o
SNB-75 79.81 —
U251 90.14 —
Mean 103.23
Delta 42.22 [—
Range 104.79

150 100 50 0 -50 -100 -150
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