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Description
FIELD OF THE INVENTION

[0001] The invention relates to novel substituted azole dione compounds having anti-cancer activity and/or activity
against proliferating cells, and to methods of making and using these compounds, wherein the substituted azole dione
compounds abrogate the cell cycle G2 checkpoint and/or cause adaptation to cell cycle arrest. The invention includes
substituted azole dione compounds for use in methods to selectively suppress or kill cancer cells, with or without additional
anti-cancer treatment. The invention includes cell cycle G2-checkpoint-abrogating substituted azole dione compounds
provided herein for use in methods to selectively sensitize cancer cells to DNA damaging agents, DNA-damaging
treatments and/or other types of anti-cancer agents.

BACKGROUND

[0002] The cell cycle comprises S phase (DNA replication), M phase (mitosis), and two gap phases (G1 and G2
phases) between S and M phases. Checkpoints in the cell cycle ensure accurate progression through cell cycle stages,
and include monitoring DNA integrity, DNA replication, cell size, and the surrounding environment (Maller (1991) Curr.
Opin. Cell Biol., 3:26). Cell cycle checkpoints that monitor the state of genome include the G1 checkpoint prior to onset
of DNA replication and the G2 checkpoint prior to onset of mitosis. The G1 checkpoint allows detection and repair of
DNA damage before entering S phase, thereby providing a crucial protective function because, when damaged DNA is
replicated, it often gives rise to mutations (Hartwell (1992) Cell 71: 543). The G2 checkpoint allows detection and repair
of DNA damage before entering mitosis (M phase), thereby providing a crucial function because mitosis without DNA
repair may propagate the damage through DNA-damaged daughter cells, or mitosis may fail entirely. Progression through
G1 and G2 checkpoints without repairing extensive DNA damage usually results in cell death.

[0003] Inhibition of the cell cycle G2 checkpoint by peptides, peptidomimetics, and "small molecules" has been used
to selectively target cancer cells because most cancer cells are defective at one or both of the two major checkpoints
of the cell cycle that protect cells from the effects of DNA damage, such that inhibition of the G2 checkpoint allows DNA-
damaged cells to re-enter the cell cycle withoutrepairing the DNA damage. (Kawabe T. (2004) "G2 checkpoint abrogators
as anti-cancer drugs" Mol Cancer Ther 3: 513-519). Although the molecular mechanism of the cell cycle G2 checkpoint
was extensively studied, no single molecular target for the therapeutic G2 checkpoint abrogation was established in
earlier studies. A phenotype-based screening protocol has been developed to efficiently identify potential G2 checkpoint
inhibitors. (Suganuma M. & Kawabe T., EP Application No. 00964563; Sha et al. (2007) Mol Cancer Ther 6: 147-153),
where cell cycle phenotype-based screening of G2 checkpoint abrogating peptides identified CBP501 having a unique
mechanism of action at the cell cycle G2 checkpoint. (Sha et al. (2007) Mol Cancer Ther 6: 147-153).

[0004] WO 2006/086255 discloses compounds comprising substituted indolyl indazoles that inhibit CHK1 acitivity and
can be administered to treat cancer.

[0005] US 2004/0198727 discloses compositions and methods to inhibit the cell cycle G2 checkpoint, sensitize cells
to DNA-damaging agents and for the treatment of cancer.

SUMMARY OF THE INVENTION

[0006] The present invention provides compounds to treat cell proliferation disorders as defined in the claims. In
particular, the invention provides compounds including: tert-butyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-
methyl-2,5-dioxoazolin-3-yl) propanoate (interchangeably referred to as S001860, S01860, or S1860, i.e., S001860 =
S01860 = S1860); 1-{[6-chloro-3-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S00109 = S0109 =
S109); 3-(Butoxymethyl)-1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}- 4-methylazoline- 2,5-dione (S03518); 1-{[6-
Chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}- 4-methyl-3-[(3-methylbutoxy) methyl] azoline- 2,5-dione (S03405); 3-[(3,3-
Dimethylbutoxy) methyl]- 1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}- 4-methylazoline-2,5-dione (S03747); and
related compounds, wherein these compounds, when administered to cells or to a subject, have effects that may include
killing or suppressing undesirably proliferating cells associated with a cell proliferation disorder.

[0007] The present invention provides compounds that kill or suppress undesirably proliferating cells associated with
a cell proliferation disorder. The present invention provides compounds that abrogate the cell cycle G2 checkpoint and/or
cause adaptation to G2 cell cycle arrest. The present invention provides compounds that abrogate the cell cycle G2
checkpoint and/or cause adaptation to cell cycle arrest, leading to death or suppression of undesirably proliferating cells.
The present invention provides compounds that abrogate the cell cycle G2 checkpoint and/or cause adaptation to cell
cycle arrest, leading to death or suppression of DNA-damaged cells. The present invention provides compounds having
cytotoxic activity against cancer cells. The presentinvention provides compounds having cytotoxic activity against cancer
cells, including but not limited to DNA-damaged cancer cells. The present invention provides compounds having cytotoxic
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activity against cancer cells, including but not limited to cancer cells in G2 cell cycle arrest due to DNA damage. The
present invention provides compounds having cytotoxic activity against cancer cells, and little or no cytotoxic activity
against normal cells. The present invention provides compounds that can augment the cytotoxic effect of other anti-
canceragents and treatments, especially DNA-damaging anti-cancer agents and DNA-damaging anti-cancer treatments.
The presentinvention provides compounds that can sensitize cells to other anti-cancer agents and treatments, especially
DNA-damaging anti-cancer agents and DNA-damaging anti-cancer treatments. The presentinvention provides methods
of making and using the compounds disclosed herein. The present invention provides pharmaceutical compositions
containing compounds of the invention.

[0008] The presentinvention provides compounds for use in treating a cell proliferation disorder. The present invention
provides compounds for use in treating cancer, e.g., for treating undesirable cell proliferation associated with benign
and malignant tumor cells, leukemia cells, lymphoma cells, or multiple myeloma cells. The present invention provides
compounds for use in abrogating the cell cycle G2 checkpoint in undesirably proliferating cells such as cancer cells,
e.g., benign and malignant tumor cells, leukemia cells, lymphoma cells, or multiple myeloma cells. The presentinvention
provides compounds for use in causing adaptation to G2 cell cycle arrest in undesirably proliferating cells such as cancer
cells, e.g., benign and malignant tumor cells, leukemia cells, lymphoma cells, or multiple myeloma cells.

[0009] The present invention provides ex vivo or in vifro methods of killing or suppressing an undesirably profilerating
cell associated with a cell proliferation disorder by administering to the cell an effective amount of a compound of the
invention to abrogate the G2 checkpoint and/or cause adaptation to G2 cell cycle arrest. Compounds of the present
invention are provided for use in methods for treating a cell proliferation disorder by administering an effective amount
of a compound of the invention to a subject, methods for treating a cell proliferation disorder wherein the cell proliferation
disorder is cancer, including but not limited to lymphoma, myeloma, or leukemia and methods for treating cancer by
administering an effective amount of a compound and administering at least one additional anti-cancer treatment, e.g.,
a DNA-damaging agent or a DNA-damaging treatment.

[0010] The invention provides in vitro or ex vivo methods for killing or suppressing cells by contacting cells with a
compound of the invention or a pharmaceutical composition of the invention, in combination with a DNA-damaging agent
or treatment. The invention provides in vitro or ex vivo methods for selectively sensitizing cells to a DNA-damaging agent
and/or treatment, by contacting cells with a compound of the invention or a pharmaceutical composition of the invention,
in combination with the DNA-damaging agent or treatment. The invention provides in vitro or ex vivo methods for inducing
apoptosis, necrosis, and/or mitotic catastrophe in undesirably proliferating cells, comprising an administering a compound
of the invention or a pharmaceutical composition of the invention to the cells, in an amount sufficient to kill or suppress
the undesirably proliferating cells, with or without administering other treatments. Compounds of the invention are pro-
vided for use in methods for inducing apoptosis, necrosis, and/or mitotic catastrophe in undesirably proliferating cells in
a subject, comprising an administering a compound of the invention or a pharmaceutical composition of the invention
to the subject, in an amount sufficient to kill or suppress the undesirably proliferating cells, with or without administering
other treatments.

[0011] Phenotype-based screening was used to measure the ability of compounds of the invention to cause adaptation
to G2 cell cycle arrest in G2-arrested cells. Adaptation to G2 cell cycle arrest and re-entry into the cell cycle can result
in death of the previously G2-arrested cell, or suppression (inhibition) of further proliferation of the previously G2-arrested
cell. In a non-limiting embodiment, the ability to cause adaptation to G2 cell cycle arrest was measured by contacting
cells in which G2 arrest had been induced by irradiation (e.g., gamma (y) radiation or X-ray radiation), with compounds
of the invention at various concentrations and, for each compound at each concentration, determining the percentage
of cells that escaped G2 arrest and re-entered the cell cycle, by determining the percentage of cells in G1 phase. The
IC5q value for each compound was calculated as the dosage (usually in wM) that caused half-maximal increase of the
percentage of cells in G1 phase (the G1 increment) measured for that compound. Certain invention compounds were
initially identified by phenotype-based screening of small molecule libraries for activity against G2-arrested cells as
described above.

[0012] The invention provides compounds having the formula of Structure (ll):
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(1)

wherein R! and R? are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally sub-
stituted alkylthio, optionally substituted aryloxy, optionally substituted arylthio, where when X is not O, RT and R? can
also be part of a cyclic alkylene chain that form a fused ring structure, X is O, S, or NR3, when X is NR3, Ar is not phenyl,
aryl or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic aryl,
heterocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings, R3 is H, alkyl,
substituted alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to the Ar ring, A is N or
CH, B is CR® and R®, R7, R8, and R? are independently chosen from H, alkyl, substituted alkyl, halogen, optionally
substituted aryl, optionally substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano,
nitro, optionally substituted alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally
substituted arylthio, optionally substituted acyl, optionally substituted amino, carboxyl, optionally substituted alkoxycar-
bonyl, optionally substituted carbamoyl, wherein R® and R7, or R” and R8, or R® and R® can be part of a cyclic alkylene
group forming a fused ring structure or a salt of any of these compounds, further wherein the compound does not have
the following structure:

[0013] The invention provides compounds for use in methods for treating a cell proliferation disorder comprising
administering to a subject an effective amount of the compound, the compounds having the formula of Structure (I1):

R! R2
N RO_A %,
Ar/X Ar = \Bﬁ
= RO
R7

(1)

wherein R! and R? are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally sub-
stituted alkylthio, optionally substituted aryloxy, optionally substituted arylthio, where when X is not O, R? and R? can
also be part of a cyclic alkylene chain that form a fused ring structure, X is O, S, or NR3, when X is NR3, Ar is not phenyl,
aryl or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic aryl,
heterocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings, R3 is H, alkyl,
substituted alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to the Ar ring, A is N or
CH, B is CR8 or N and R, R7, R8, and R? are independently chosen from H, alkyl, substituted alkyl, halogen, optionally
substituted aryl, optionally substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano,
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nitro, optionally substituted alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally
substituted arylthio, optionally substituted acyl, optionally substituted amino, carboxyl, optionally substituted alkoxycar-
bonyl, optionally substituted carbamoyl, wherein R® and R7, or R” and R8, or R8 and R® can be part of a cyclic alkylene
group forming a fused ring structure or a salt of any of these compounds, further wherein the compound does not have
the following structure:

=
{m

|-

e N\ H
E =

FB

[0014] The invention provides methods for treating a cell proliferation disorder comprising administering an effective
amount of with a compound having the formula of Structure (ll) ex vivo, or in vitro.

[0015] The presentinvention provides compounds that abrogate the cell cycle G2 checkpoint and/or cause adaptation
to cell cycle G2 arrest, wherein these compounds when administered to cells or to a subject have effects that may include
killing or suppress the growth of undesirably proliferating cells, the compounds including:

tert-butyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-2,5- dioxoazolin-3-yl) propanoate (S01860);
Ethyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl) propanoate (S01861);
3,4-dimethyl-1-[(4,7,8-trichloro(2-quinolyl))amino]azoline-2,5-dione (S01078);
1-[(8-bromo-4-chloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01247);

tert-butyl  4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}  methyl)  piperazinecarboxylate
(S01589);

Methyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanoate (S01648);
3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-2,5-dioxoazolin-3-yl)-N-methoxy-N-methylpropana-
mide (801796);

1-{[7-bromo-4-({4-[(2-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-di-
one (S01879);

1-{[3-bromo-6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01981);
1-{[6-chloro-3-(trifluoromethyl)(2-pyridyl)]amino}-3,4-dimethylazoline-2,5-dione (S00109);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Imethylamino}-3,4-dimethylazoline-2,5- dione (S00170);
1-{[6-bromo-5-(trifluoromethyl)(2-pyridyl)Jmethylamino}-3,4-dimethylazoline-2,5- dione (S01007);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-3-(3-methylbutyl) azoline-2,5-dione (S01554);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-(methoxymethyl)-4-methylazoline-2,5-dione (S01599);
1-{[7,8-dichloro-4-(trifluoromethyl)(2-quinolyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01455);
3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]amino }-4-methyl-2,5-dioxoazolin- 3-yI)-N,N-diethylpropanamide
(S01711);

Diethyl 2-[(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)methyl]propane-1,3-dio-
ate (S01712);

N-(tert-butyl)-3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl- 2,5-dioxoazolin-3-yl)propanamide
(S01758);

1-{[7-bromo-4-({4-[(3-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-di-
one (S01925);

1-{[6-bromo-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S00994);
1-[(4,8-dichloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01005);
3,4-dimethyl-1-{[6-phenyl-5-(trifluoromethyl)(2-pyridyl)Jamino} azoline-2,5-dione (S01266);
1-{[6-chloro-5-(trifluoromethyl)(2-pylidyl)]Jamino}-3-(hydroxymethyl)-4-methylazoline-2,5-dione (S01470);
N-(3,4-dimethyl-2,5-dioxoazolinyl)-N-[6-chloro-5-(trifluoromethyl) (2-pyridyl)] acetamide (S01473);
1-{[7-bromo-4-({4-[(2-chlorophenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-dione
(501878);

3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-2,5-dioxoazolin- 3-yl)-N-methylpropanamide
(S01883);

1-[(8-chloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S00585);
3,4-dimethyl-1-[(3,4,5-trichlorophenyl)amino]azoline-2,5-dione (S00832);
3,4-dimethyl-1-{[4-(trifluoromethyl)(2-quinolyl)]Jamino}azoline-2,5-dione (S00873);
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1-[(7-bromo-4-chloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01311);
1-{[6-(3-chloro-4-fluorophenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01313);
3,4-dimethyl-1-{[6-(2-methylpropyl)-5-(trifluoromethyl)(2-pyridyl)Jamino} azoline- 2,5-dione (S01457);
1-{[6-chloro-4-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-d ione (S01737);

Methyl 3-(1-{[4-({4-[(tert-butyl)oxycarbonyl]piperazinyl}methyl)-7-bromo (2-quinolyl)] amino}-4-methyl-2,5-dioxoa-
zolin-3-yl)propanoate (S01865);

1-({4-[(4-{[4-(dimethylamino)phenyl]carbonyl}piperazinyl)methyl]-7-bromo (2-quinolyl)}amino)-3,4-dimethylazoline-
2,5-dione (S01880);

1-[(3-chloroisoquinolyl)amino]-3,4-dimethylazoline-2,5-dione (S01098);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]amino}-3-ethyl-4-methylazoline-2,5-dione (S01553);
1-{[4-chloro-6-phenyl-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline -2,5-dione (S01734);
N-[1-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo(4-quinolyl)} methyl) pyrrolidin-3-yl] (fert-butoxy)carboxa-
mide (801864);

1-{[7-bromo-4-({4-[(4-fluorophenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-dione
(S01877);

6-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-3-(trifluoromethyl)pyridine-2-carbonitrile (S01475);
2-{[6-chloro-5-(trifluoromethyl)-2-pyridyllamino}-4,5,6,7-tetrahydroisoindole-1,3-dione (S00186);
1-{[4-bromo-3-(trifluoromethyl)phenyl]Jamino}-3,4-dimethylazoline-2,5-dione (S00516);
1-[(4-chloronaphthyl)amino]-3,4-dimethylazoline-2,5-dione (S00738);
1-[(4-chloro-6-methyl(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S00935);
1-[(4-bromonaphthyl)amino]-3,4-dimethylazoline-2,5-dione (S00942);
1-{[7-bromo-4-(hydroxymethyl)(2-quinolyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01037);
{2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl} methylacetate (S01047);
1-{[8-chloro-4-(4-methoxyphenyl)(2-quinolyl)]Jamino}-3,4-dimethylazoline-2,5-dione(S01191);
1-[(4-chlorobenzo[h]quinolin-2-yl)amino]-3,4-dimethylazoline-2,5-dione (S01207);
1-[(7-bromo-4-{[4-benzylpiperazinylmethyl}(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01268);
1-{[6-(4-chlorophenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline- 2,5-dione (S01371);
3,4-dimethyl-1-{[6-(4-methylphenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino} azoline-2,5-dione (S01393);
1-{[6-(3-chlorophenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline- 2,5-dione (S01474);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jmethylamino}-3-(methoxymethyl)-4- methylazoline-2,5-dione (S01600);
Phenylmethyl4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl} methyl)piperazinecarboxylate
(S01683);

3,4-dimethyl-1-({6-[3-(trifluoromethyl)phenyl](2-pyridyl)}amino)azoline-2,5-dione (S01691);
1-[(7-bromo-4-{[4-(phenylcarbonyl)piperazinylmethyl}(2-quinolyl))aminol-3,4-dimethylazoline-2,5-dione (S01699);
3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-2,5-dioxoazolin- 3-yl)-N-methyl-N-phenylpropana-
mide (801759);

3,4-dimethyl-1-{[6-benzyl-5-(trifluoromethyl)(2-pyridyl)Jamino}azoline-2,5-dione (S01762);
1-{[4-({4-[(2,4-dimethylphenyl)carbonyl]piperazinyl}methyl)-7-bromo (2-quinolyl)] ammo}-3,4-dimethylazoline-2,5-
dione (S01800);

1-{[7-bromo-4-({4-[(4-methoxyphenyl)carbonyl]lpiperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-di-
one (S01801);
N-[6-chloro-5-(trifluoromethyl)(2-pyridyl)]-N-[4-(hydroxymethyl)-3-methyl-2,5-dioxoazolinyllacetamide (S01820);
1-[(7-bromo-4-{[4-(phenylsulfonyl)piperazinyl]methyl}(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01822);
1-[(4-chloro-8-methyl(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S00871);

tert-butyl 4-[({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl} methyl)amino] piperidinecarboxylate
(S01862);

tert-butyl 4-[4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}methyl)piperazinyl]pipelidinecarbox-
ylate (801928);

1-[(4-{[4-(3,3-dimethylbutanoyl)piperazinyllmethyl}-7-bromo(2-quinolyl)) amino] -3,4-dimethylazoline-2,5-dione

(S01929);
Methylethyl 3-(1-{[6-chloro-5-(trifluoromethyl) (2-pyridyl)] amino}-4-methyl- 2,5-dioxoazolin- 3-yl) propanoate
(S02022);
Methylpropyl 3-(1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}-4-methyl- 2,5-dioxoazolin- 3-yl) propanoate
(S02264);

tert-butyl 2-(1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}-4-methyl-2,5-dioxoazolin- 3-yl) acetate (S02225);
1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}-3-(ethoxymethyl)-4-methylazoline- 2,5-dione (S02366);

3-butyl- 1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}-4-methylazoline- 2,5-dione (S03448);

1-{[6-chloro- 5-(trifluoromethyl) (2-pyridyl)] amino}- 4-methyl-3-[2-(2-methyl (1,3-dioxolan-2-yl)) ethyl] azoline-2,5-
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dione (S03456);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]amino}-3-[(2-methoxyethoxy)methyl]-4-methylazoline-2,5-dione
(S03742);

1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-(3-hydroxyhexyl)-3-methylazoline-2,5-dione (S03552);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-(3-hydroxypentyl)-3-methylazoline-2,5-dione (S03745);
1-[6-chloro-5-(trifluoromethyl)(2-pyridyl)] amino}-4-methyl-3-[(3-methylbutoxy)methyl]azoline-2,5-dione (S03405);
3-(butoxymethyl)-1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methylazoline-2,5-dione (S03518);
3-[(3,3-dimethylbutoxy)methyl]-1-{[6-chloro-5-(trifluoromethy!) (2-pyridyl)Jamino}-4-methylazoline-2,5-dione
(S03747);

1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-(2-ethoxyethyl)-4-methylazoline-2,5-dione (S03960);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]lamino}-4-methyl-3-[(2-methylpropoxy)methyl]azoline-2,5-dione

(S03963);
3-[(2,2-dimethylpropoxy)methyl]-1-{[6-chloro-5-(trifluoromethyl) (2-pyridyl)Jamino}-4-methylazoline-2,5-dione
(503962);
4-[(1,3-dimethylbutoxy)methyl]-1-{[6-chloro-5-(trifluoromethy!) (2-pyridyl)Jamino}-3-methylazoline-2,5-dione
(S03964);

4-[(tert-butoxy)methyl]-1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-methylazoline-2,5-dione (S03873);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]amino}-4-methyl-3-[2-(2-methylpropoxy)ethyl]lazoline-2,5-dione
(S03955);

1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-3-[2-(3-methylbutoxy)ethyl]azoline-2,5-dione (S03956);
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-methyl-4-(2-propoxyethyl)azoline-2,5-dione (S04034);

or a salt of any of these compounds.

[0016] Additional embodiments of the invention have been synthesized and tested, and details are set forth in the
description below and in the examples, tables, and figures (drawings) presented herein. Other features, objects, and
advantages of the invention will be apparent from the description, examples, tables, drawings, and from the claims.

BRIEF DESCRIPTION OF THE DRAWINGS
[0017]

Figure 1 shows the percentage of cells in G1 phase after Jurkat cells pre-arrested at the G2 phase by X-ray irradiation
(10 Gy) are treated with compounds S00109 (unfilled diamonds) and S01860 (solid diamonds), at the indicated
dosages, for 24 hours.

Figure 2 shows the level of histone H3 phosphorylation (%) in Jurkat cells pre-arrested at the G2 phase by X-ray
irradiation (10 Gy) and treated with compound S00109 at 1 uM (unfilled squares) and 0.3 uM (solid circles) for
treatment times up to 24 hours.

Figure 3 is an image of an immunoblot showing levels of phosphorylated yH2AX after sequential treatment of Jurkat
cells with X-ray irradiation (total dose 10 Gy) and compound S00109 at 1 uM at and for the times indicated, where
phosphorylated yH2AX was detected using anti-phospho-histone H2AX and 10 minute exposure of the immunoblot,
from left to right: M shows labelled molecular weight standards; Lane 1 shows cells that received no irradiation and
no S00109 treatment (control cells); Lane 2 shows irradiated cells at 24 hours after irradiation and no S00109
treatment; Lane 3 shows irradiated cells at 48 hours after irradiation and no S00109 treatment; Lane 4 shows
irradiated cells after 0 hours of S00109 treatment (at 24 hours after irradiation); Lane 5 shows irradiated cells after
3 hours of S00109 treatment (at 27 hours after irradiation); Lane 6 shows irradiated cells after 9 hours of S00109
treatment (at 33 hours after irradiation); Lane 7 shows irradiated cells after 15 hours of S00109 treatment (at 39
hours after irradiation); Lane 8 shows irradiated cells after 21 hours of S00109 treatment (at 45 hours after irradiation);
Lane 9 shows irradiated cells after 24 hours of S00109 treatment (at 48 hours after irradiation).

Figure 4 shows colony counts (y-axis) after treatment of HCT 116 cells with compound S00109 at concentrations
from 0 to 4 u.M (x-axis) for cells treated with compound S00109 alone and no irradiation (0 Gy represented by unfilled
circles) and cells treated with compound S00109 in combination with X-ray irradiation (total dose 1 Gy, represented
by solid circles; total dose 3 Gy, represented by unfilled squares), where the decrease in colony counts is a measure
of cell growth suppression and/or cell death.

Figure 5 shows the percentage of cells in subG1 phase (y-axis) after in vitro treatment of ARH-77 with compound
S00109 at concentrations from 0 to 10 pg/ml (x-axis) as follows: ARH-77 cells treated with compound S00109 alone
at the concentrations indicated on the x-axis ("S1090nly" represented by solid diamonds, solid line); ARH-77 cells
treated with compound S00109 at the concentrations indicated on the x-axis, in combination with dexamethasone
at 2ng/ml ("Dex2ng/ml" represented by unfilled squares, short-dash line); ARH-77 cells treated with compound
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S00109 at the concentrations indicated on the x-axis, in combination with dexamethasone at 20ng/ml ("Dex20ng/ml"
represented by unfilled triangles, dot-dash line); and ARH-77 cells treated with compound S00109 at the concen-
trations indicated on the x-axis, in combination with dexamethasone at 200ng/ml ("Dex200ng/ml" represented by
unfilled circles, long-dash line); where subG1 phase indicates cell death.

Figure 6 showsa survival analysis for SCID mice intraperitoneally transplanted with 1.9 x 106ARH-77 cells, for up
to 80 days after transplantation (x-axis, days after transplantation; y-axis, % of mice surviving) for mice treated by
intraperitoneal injection on Day 1, Day 2, and Day 3 after transplantation as follows: control mice treated with vehicle
alone ("Control" dashed line); mice treated with 50 mg/kg compound S00109 ("S109" solid line); and mice treated
with 2 mg/kg dexamethasone ("Dexa" dot-dash line).

Figure 7 showsa survival analysis for SCID mice intraperitoneally transplanted with 0.8 x 106 ARH-77 cells, for up
to 85 days after transplantation (x-axis, days after transplantation; y-axis, % of mice surviving), for mice treated by
a single oral administration of compounds on Day 1 after transplantation as follows: control mice orally treated with
vehicle alone ("Control" solid line); mice orally treated with 750 mg/kg compound S00109 ("S109" dot line); and
mice orally treated with 750 mg/kg compound S001860 ("S1860" dash line).

Figure 8 shows a survival analysis for SCID mice intraperitoneally transplanted with 4.1 x 108 ARH-77 cells, for up
to 50 days after transplantation (x-axis, days after transplantation; y-axis, % of mice surviving), for mice treated by
once-daily oral administration of compounds on Day 1 and on Day 2 after transplantation as follows: control mice
orally treated once daily for two days with vehicle alone ("CONT" solid line); mice orally treated once daily for two
days with 250 mg/kg compound S003518 ("S3518" dot line); mice orally treated once daily for two days with 250
mg/kg compound S003405 ("S3405" dash line); and mice orally treated once daily for two days with 250 mg/kg
compound S003747 ("S3747" dot-dash line).

DETAILED DESCRIPTION OF THE INVENTION
Definitions

[0018] Unless defined otherwise, technical and scientific terms used herein have the meaning commonly understood
by a person skilled in the art to which this invention belongs. As used herein, the following terms have the meanings
ascribed to them unless specified otherwise.

[0019] The terms "DNA-damaging treatment" and "DNA-damaging agent" refer to any agent or treatment that directly
or indirectly damages DNA, including but not limited to, DNA-damaging drugs (agents), irradiation with DNA-damaging
levels of X, gamma (y), or UV radiation, various kinds of environmental shock, and the like. It is understood that a DNA-
damaging treatment or DNA-damaging agent may act directly on DNA, e.g., to disrupt DNA structure or interfere with
DNA synthesis, or may act indirectly on DNA by its effects on other cellular systems involved in DNA synthesis and
replication, e.g., to disrupt or inhibit the functions of microtubules or DNA topoisomerase. Specific examples of DNA-
damaging agents include but are not limited to alkylating agents, nitrosoureas, anti-metabolites, plant alkaloids, plant
extracts, radioisotopes, steroid hormones. Additional examples of DNA-damaging agents also include but are not limited
to agents known as "DNA-damaging drugs" or "anti-cancer drugs" or "anti-cancer agents" or "DNA-damaging anti-cancer
agents," e.g., 5-fluorouracil (5-FU), capecitabine, S-1 (Tegafur, 5-chloro-2,4-dihydroxypyridine and oxonic acid), 5-ethy-
nyluracil, arabinosyl cytosine (ara-C), 5-azacytidine (5-AC), 2’,2’-difluoro-2’-deoxycytidine (dFdC), purine antimetabolites
(mercaptopurine, azathiopurine, thioguanine), gemcitabine (Gemzar®), bortezomib (Velcade®) pentostatin, allopurinol,
2-fluoro-arabinosyl-adenine (2F-ara-A), hydroxyurea, sulfur mustard (bischloroetyhylsulfide), mechlorethamine, melpha-
lan, melpharan, vincristine, chlorambucil, cyclophosphamide, ifosfamide, thiotepa, AZQ, mitomycin C, dianhydrogalac-
titol, dibromoducitol, alkyl sulfonate (busulfan), nitrosoureas (BCNU, CCNU, 4-methyl CCNU or ACNU), procarbazine,
decarbazine, rebeccamycin, anthracyclins such as doxorubicin (adriamycin; ADR), daunorubibcin (Cerubicine), idaru-
bicin (Idamycin) and epirubicin (Ellence), anthracyclin analogues such as mitoxantrone, actinimycin D, non intercalating
topoisomerase inhibitors such as epipodophyllotoxins (etoposide=VP 16, teniposide=VM-26), podophylotoxin, bleomycin
(Bleo), pepleomycin, taxanes, compounds that form adducts with nucleic acid including platinum derivatives, e.g., cisplatin
(CDDP), trans analogue of cisplatin, carboplatin, iproplatin, tetraplatin and oxaliplatin, as well as camptothecin, topotecan,
irinotecan (CPT-11), and SN-38. Specific examples of DNA-damaging treatments include radiation e.g., ultraviolet (UV),
infrared (IR), X-ray, o~ (alpha), - (beta), or y-(gamma) radiation, as well as environmental shock, e.g., hyperthermia.
One of skill in the art can identify and use other DNA-damaging agents and treatments.

[0020] The term "compound of the invention" is intended to refer to a molecule having the structure and activity as
disclosed herein and defined in the claims. A compound of the invention can be isolated, pure, substantially pure, or
may be in a composition containing a mixture of other components. Purity of a composition containing a compound of
the invention can be determined, for example, using analytical chemistry techniques such as high performance liquid
chromatography (HPLC), or liquid chromatography-mass spectrometry (LC-MS) or gas chromatography-mass spec-
trometry (GS-MS), or other analytical techniques known to one of skill in the art. A composition as provided herein may



10

15

20

25

30

35

40

45

50

55

EP 2 152 692 B1

contain one or more compounds of the invention, in a mixture with suitable vehicles, carriers, excipients, inertingredients,
and the like. If desired, a composition as provided herein may contain additional active ingredients including DNA-
damaging agents and the like, as well as one or more compounds of the invention, in a mixture with suitable vehicles,
carriers, excipients, inert ingredients, and the like.

[0021] The terms "pharmaceutical composition" or "medicament" refer to a composition suitable for pharmaceutical
use in a subject, e.g., as a anti-cancer agent. The subject may be any animal wherein compounds of the invention
abrogate the cell cycle G2 checkpoint and/or cause adaptation to G2 arrest. In particular, the subject may be a mammal,
e.g., a horse, cow, dog, cat, or human. A pharmaceutical composition of the invention is a formulation that can comprise
apharmacologically effective amount of atleastone compound of the invention and a pharmaceutically acceptable carrier.
[0022] The terms "cell proliferation disorder" or "proliferative disorder” or "cell proliferative disorder" or "proliferative
condition" or "condition characterized by undesirable cell proliferation" or any grammatical equivalent thereof, are un-
derstood to refer any pathological or non-pathological physiological condition characterized by aberrant or undesirable
proliferation of at least one cell, including but not limited to conditions characterized by undesirable or unwanted or
aberrant cell proliferation, conditions characterized by undesirable or unwanted or aberrant cell survival, and conditions
characterized by deficient or aberrant apoptosis. The term "cell proliferation" and grammatical equivalents thereof, is
understood to encompass both an increase in the number of cells as a result of cell division, as well as an increase in
the total mass of cells as aresult of cell growth, e.g., by growth of daughter cells after mitosis. One non-limiting example
of a "cell proliferation disorder" or "proliferative disorder" or "proliferative condition" or "condition characterized by un-
desirable cell proliferation” is cancer, e.g., undesirable or unwanted or aberrant proliferation and survival of cancer cells
such as cells associated with lymphoma, myeloma, sarcoma, leukemia, or other neoplasticdisorders disclosed elsewhere
herein and known to one of skill in the art.

[0023] The terms "kill or suppress cells" or "killing or suppressing cells" or "kill or suppress undesirably proliferating
cells" or "kill or suppress target cells" or any grammatical equivalent thereof, are understood to refer to results of being
contacted with an effective amount of a compound of the invention. The terms "kill" or "killing" are understood to refer
to cell death resulting from the effects of a compound of the invention on a cell, in particular death of an undesirably
proliferating cell such as a cancer cell, where death may be due to apoptosis, mitotic catastrophe, necrosis, or another
cause, depending on the circumstances of the cell. The terms "suppress" or "suppressing" are understood to refer to
suppression of cell proliferation resulting from effects of a compound of the invention on a cell, where suppression may
be partial or complete. A compound of the invention may cause partial suppression of a cell, such that the cell may
cease dividing but continue to grow, or the cell may divide much more slowly, or the cell may grow much more slowly,
or a cancer cell may not progress from a pre-metastatic state to a metastatic state, efc. A compound of the invention
may cause complete suppression wherein a cell neither divides nor grows, in particular, wherein an undesirably prolif-
erating cell neither divides nor grows.

[0024] The terms "effective amount" or "sufficient amount" or any grammatical equivalent thereof, are understood to
refer to an amount of a compound of the invention sufficient to produce at least one desired effect. Effective amounts
are determined by any of a variety of measurements including but not limited to: cell death; decreased cell proliferation;
decreased numbers of cells; inhibition of cell growth; decreased cell size; decreased cell survival; decreased cell me-
tabolism; apoptosis; mitotic catastrophe; adaptation to cell cycle arrest (i.e., escape from cell cycle arrest, usually leading
to re-entry into the cell cycle); markers of cell damage or cytotoxicity; indirect indicators of cell damage or cytotoxicity
such as tumor shrinkage; improved survival of a subject; or disappearance of markers associated with undesirable,
unwanted, or aberrant cell proliferation. For example, where it is desired to inhibit undesirable proliferation of a particular
cell or cell type, an effective amount will be an amount that detectably decreases cell division, or decreases cell metab-
olism, or increases cell death, or decreases cell survival, of that cell or cell type. A desired effect may be a selective
effect, e.g., an "effective amount" is an amount that kills or suppresses target cells while having little or no cytotoxic
effect on non-target cells, or an amount that produces a desired therapeutic benefit in a subject having a cell proliferation
disorder, while having little or no adverse effect on the subject. The compounds of the invention are for use in methods
of treating a cell proliferation disorder by administering an effective amount of at least one compound of the invention,
where the effective amount of at least one compound can be administered in vitro or ex vivo to treat cells, or the compound
can be administered in vivo to a subject having a cell proliferation disorder.

[0025] The terms "cell cycle G2 checkpoint" or "G2 checkpoint" or any grammatical equivalent thereof, refer to the G2
checkpoint occurring at the end of G2 phase of the cell cycle. During the G2 "gap" phase between DNA synthesis (S
phase, DNA replication in preparation for mitosis) and mitosis (M phase, cell division to produce daughter cells), the cell
continues to grow and produce new proteins. The G2 checkpoint at the end of the G2 phase is a control checkpoint
where a number of factors are checked to ensure the cell is ready to enter mitosis (M phase). Functions of the G2
checkpoint includes detecting DNA damage. If the G2 checkpoint is passed, then entry into M phase is initiated. If the
G2 checkpoint detects DNA damage, the G2 checkpoint can generate a signal leading to "cell cycle arrest" or "G2 cell
cycle arrest" or G2 arrest," that restricts the onset of mitosis until DNA replication and repair are complete, thereby
preventing transmission of DNA damage to daughter cells. It is understood that, because DNA damage can trigger or
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activate the G2 checkpoint and certain G2 checkpoint-related cellular activities, the term "DNA damage-induced G2
checkpoint" and grammatical equivalents thereof, can also be used in certain contexts. It is further understood that the
DNA damage-induced G2 checkpoint can be induced or triggered by DNA-damaging agents or treatments.

[0026] The terms "abrogate the G2 checkpoint" or "abrogate the cell cycle G2 checkpoint" or "abrogation of the G2
checkpoint" or "G2 abrogation" or "G2 checkpoint abrogation" or "disrupt the G2 checkpoint” or "inhibit the G2 checkpoint"
or "suppress the G2 checkpoint" or any grammatical equivalent thereof, are intended to refer to the ability of compounds
of the invention to abrogate, disrupt, inhibit, repress, or suppress the G2 checkpoint. A cell in which the G2 checkpoint
is abrogated may have a complete absence of the activity of the G2 checkpoint (G2 checkpoint arrest, or complete G2
checkpoint abrogation). A cell in which the G2 checkpoint is abrogated may exhibit a decrease in the length of time the
cellis in the G2 checkpoint, e.g. a G2 checkpoint having a decrease in duration of minutes, hours, days, weeks or longer
under appropriate conditions. For example, a decrease in the length of G2 checkpoint time would mean that a cell which
is normally in G2 for a certain time, e.g., 4 hours, when contacted with an invention compound, is in G2 for less than 4
hours, e.g., 3.5, 3, 2.5, 2, 1 or fewer hours. Thus, "G2 checkpoint abrogation" refers to any amount of abrogation of the
G2 checkpoint. It is understood that the result of G2 checkpoint abrogation is that the cell will enter mitosis (M phase)
without DNA repair, which should have little or no deleterious effect on undamaged (normal) cells, and which should
result in severe adverse effects on DNA-damaged cells, often leading to cell death due to apoptosis, mitotic catastrophe,
Or necrosis.

[0027] "Cell cycle arrest” or "G2 cell cycle arrest" or "G2 arrest” "G2-M cell cycle arrest" or any grammatical equivalent
thereof, refers to a state wherein a cell does not exit G2 to enter mitosis (M phase) such that the cell is considered to
be ’arrested’ at the G2 phase. G2 cell cycle arrest is often observed in DNA-damaged cells such as many cancer cells.
G2 cell cycle arrest can result from any of a number of cellular activities, including but not limited to certain activities of
the G2 checkpoint. The DNA damage found in many cancer cells can trigger G2 cell cycle arrest. G2 cell cycle arrest
can be induced or enhanced by treating a cell with DNA-damaging agents such as adriamycin, doxorubicine, or bend-
amustine (an alkylating agent), or DNA-damaging treatments such as irradiation with a triggering dose of X, gamma (y),
or UV radiation (sometimes referred to as "radiation-induced G2 arrest").

[0028] "Adaptation" or "adaptation to cell cycle arrest" or "adaptation to G2 cell cycle arrest" or "adaptation to G2
arrest” refers to lifting or abrogation of G2 cell cycle arrest, such that formerly arrested cells re-enter the cell cycle.
Adaptation to G2 cell cycle arrest likewise refers to escape from G2 cell cycle arrest. Compounds of the present invention
can cause adaptation to G2 cell cycle arrest in G2-arrested cells. In accordance with one aspect of the invention,
"adaptation” or "adaptation to cell cycle arrest” or "adaptation to G2 cell cycle arrest" or "adaptation to G2 arrest” can
refer to escape from a condition of G2 cell cycle arrest imposed by G2 checkpoint activation, in particular, G2 cell cycle
arrest imposed by activation of the DNA-damage-induced G2 checkpoint. It is understood that adaptation to G2 cell
cycle arrestresults in formerly G2-arrested cells re-entering the cell cycle withoutrepairing the DNA damage thattriggered
the G2 arrest. Adaptation to G2 cell cycle arrest, wherein DNA-damaged cells re-enter the cycle, often results in cell
death due to apoptosis, mitotic catastrophe, or necrosis. Because the mechanism that promotes the cell cycle G2 arrest
after DNA damage appears to be conserved among species from yeast to human, it is understood that compounds of
the present invention can cause adaptation to G2 cell cycle arrest in numerous species, in particular in all eukaryotic
species.

[0029] While the G2 checkpoint-abrogating activity of the compounds of the invention may be related to the ability to
cause adaptation to G2 cell cycle arrest, it is also understood that compounds of the invention may cause adaptation to
G2 cell cycle arrest by other mechanisms unrelated to abrogation of the G2 checkpoint. Thus, depending on the particular
circumstances and without wishing to be limited by this definition, abrogation of the G2 checkpoint can refer, at least in
part, to abrogating the ability of a cell to arrest the cell cycle at the G2 checkpoint, leading to adaptation to G2 cell cycle
arrest. In particular, abrogation of the DNA damage-induced G2 checkpoint by compounds of the invention, under
conditions that would normally trigger G2 cell cycle arrest, can include abrogation of a G2-checkpoint-generated signal
involved in triggering G2 cell cycle arrest.

[0030] The term "apoptosis” refers to programmed cell death, and associated changes in cell physiology, including
nucleic acid fragmentation, caspase activation, chromosome condensation, efc., as is understood in the art.

[0031] The term "mitotic catastrophe" refers to cell death resulting from one or more errors in the mitotic process.
[0032] The term "necrosis" refers to cell death, often resulting from damage or accident, often characterized by cell
swelling, chromatin digestion, disruption of plasma membrane and organelle membranes, DNA hydrolysis, vacuolation
of the endoplasmic reticulum, organelle breakdown, and cell lysis.

[0033] The term "subject" is understood to refer to animals, typically mammalian animals, such as primates (humans,
apes, gibbons, chimpanzees, orangutans, macaques), domestic animals (dogs and cats), farm animals (horses, cattle,
goats, sheep, pigs) and experimental animals (mouse, rat, rabbit, guinea pig). Subjects include animal disease models
(e.g., tumor-prone mice, tumor-bearing mice, or mice receiving xenograft tumors).

[0034] As used herein, the singular forms "a," "an," "the," and "is" include plural referents unless the context clearly
indicates otherwise. Thus, for example, reference to "a compound" includes a plurality of compounds and reference to
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"a residue" or "an amino acid" includes reference to one or more residues and amino acids.
Chemical terminology

[0035] "Alkyl" refers to an aliphatic hydrocarbon group. An alkyl group may be optionally substituted. "Substituted
alkyl" refers to an alkyl group that is substituted by one or more substituents such as halogen (Cl, Br, F, 1), C3 to C7
cycloalkyl, optionally substituted aryl, optionally substituted heteroaryl, C1 to C6 alkoxy, optionally substituted aryloxy,
hydroxy, optionally substituted amino, optionally substituted cyclic amino, nitro, thio, cyano, oxo, C1 to C7 acyl, C1 to
C7 acyloxy, carboxy, C1 to C6 alkoxycarbonyl, optionally substituted carbamoyl, optionally substituted cyclic aminocar-
bonyl, B-mercapto, C1 to C4 alkylthio, C1 to C4 alkylsulfinyl, or C1 to C4 alkylsulfonyl groups. Substituted alkyl groups
may have one, two, three, four, five, or more substituents, and multiply substituted alkyl groups may be substituted with
the same or with different substituents. The alkyl moiety, whether substituted or unsubstituted, may be branched, straight
chain, or cyclic. Typical alkyl groups include, but are in no way limited to, methyl, ethyl, propyl, isopropyl, butyl, isobutyl,
tertiary butyl, pentyl, hexyl, ethenyl, propenyl, butenyl, cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, and the like.
[0036] "Alkoxy" refers to an OR group, wherein R is an alkyl or substituted alkyl. Preferred alkoxy groups are "C1 to
C6 alkoxy" such as methoxy, ethoxy, n-propoxy, isopropoxy, n-butoxy, t-butoxy, and like groups.

[0037] Theterm "alkylthio" refers to sulfide groups such as methylthio, ethylthio, n-propylthio, isopropylthio, n-butylthio,
t-butylthio, and like groups. The term "alkylsulfoxide" indicates sulfoxide groups such as methylsulfoxide, ethylsulfoxide,
n-propylsulfoxide, isopropylsulfoxide, n-butylsulfoxide, sec-butylsulfoxide, and the like. The term "alkylsulfonyl" encom-
passes groups such as methylsulfonyl, ethylsulfonyl, n-propylsulfonyl, isopropylsulfonyl, n-butylsulfonyl, t-butylsulfonyl,
and the like.

[0038] "Acyl" refers to includes alkyl, heteroalkyl, alkenyl, heteroalkenyl, alkynyl, heteroalkynyl, aryl, or heteroaryl
groups coupled to an additional group via a carbonyl group, e.g., -C(O)-alkyl, or -C(O)-aryl. Preferred acyl groups are
C1 to C7 acyl such as formyl, acetyl, propionyl, butyryl, pentanoyl, pivaloyl, hexanoyl, heptanoyl, benzoyl, and the like.
[0039] The term "amide" refers to a group with the formula C(O)NHR or NHC(O)R, where R is optionally substituted
and is selected from the group consisting of alkyl, cycloalkyl, aryl, heteroaryl (bonded through a ring carbon) and heter-
oalicyclic (bonded through a ring carbon). Any amine, hydroxy, or carboxyl side chain on the compounds of the present
invention can be amidified.

[0040] "Aryl" or "aromatic" refers to a group with at least one ring structure having a conjugated pi electron system,
i.e., having the characteristics of aromaticity in terms of electron distribution through the ring system. An aryl may be
optionally substituted. Typically, the ring systems contain 5-12 ring atoms in each ring. An aryl group may be monocyclic
or a fused-ring polycyclic aryl. An aryl group may be a carbocyclic aryl wherein all ring atoms are carbon, e.g., phenyl.
An aryl group may be a heteroaryl or heterocyclic aryl containing at least one ring heteroatom such as oxygen, sulfur
and/or nitrogen. Heterocyclic aryl groups may be monocyclic or polycyclic. Examples of heteroaryl groups include male-
imidyl, imidazolyl, indolyl, pyrrolidinyl, pyridinyl, pyrimidinyl, pyrazinyl, pyridazinyl, pyrrolyl, furanyl, oxazolyl, dioxazolyl,
isoxazolyl, phthalimidyl, thiazolyl, and the like. Aryl groups can be fused to other aryl groups or to non-aryl (non-aromatic)
groups.

[0041] As examples of the substituents of said "optionally substituted amino" and "optionally substituted carbamoyl,"
there may be mentioned phenyl, substituted phenyl, C1 to C6 alkyl, C1 to C6 substituted alkyl, C2 to C7 alkenyl, C2 to
C7 substituted alkenyl, C2 to C7 alkynyl, C2 to C7 substituted alkynyl, C7 to C12 phenylalkyl, C7 to C12 substituted
phenylalkyl, heteroaryl, C1 to C6 alkyl, C1 to C6 substituted alkyl, C1 to C7 acyl, C1 to C7 alkoxycarbonyl, optionally
substituted carbamoyl, C1 to C4 alkylsulfonyl, and the like. The "optionally substituted amino" and "optionally substituted
carbamoy!" are may be mono-substituted or di-substituted, with the same or with different substituents.

[0042] "Alkoxycarbonyl" refers to an "alkoxy" group attached to a carbonyl group.

[0043] "Cycloalkyl" refers to a monocyclic or polycyclic radical which contains only carbon and hydrogen, and may be
saturated, partially unsaturated, or fully unsaturated. A cycloalkylgroup may be optionally substituted. Preferred cycloalkyl
groups include groups having from three to twelve ring atoms, more preferably from 5 to 10 ring atoms.

[0044] "Cyclic amino" as in "optionally substituted cyclic amino," refers to cyclic groups containing at least one ring
nitrogen including piperazino, morpholino, piperidino, pyrrolidino, and the like.

[0045] Examples of "cyclic aminocarbonyl" as in "optionally substituted cyclic aminocarbonyl," include piperazinocar-
bonyl, morpholinocarbonyl, piperidinocarbonyl, pyrrolidinocarbonyl, and the like.

[0046] Substituents of "optionally substituted alkoxy," "optionally substituted alkylthio," "optionally substituted aryl,"
"optionally substituted aryloxy," "optionally substituted arylthio," "optionally substituted acyl," "optionally substituted het-
eroaryl," "optionally substituted alkylthio," "optionally substituted alkylsulfinyl" "optionally substituted alkylsulfonyl," "op-
tionally substituted alkoxycarbonyl," "optionally substituted cyclic amino," and "optionally substituted cyclic aminocarb-
onyl" are defined in the same manner as substituents of "substituted alkyl."

[0047] "Halogen" refers to fluorine, chlorine, bromine, or iodine atoms. One or more halogens can be present in a
compound, where the halogens can be the same or different.
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[0048] Embodiments of compounds of the present invention may possess one or more chiral centers and each center
may exist in the R or S configuration, such that the present invention includes all diastereomeric, enantiomeric, and
epimeric forms as well as the appropriate mixtures thereof. Embodiments of the present invention may exist as geometric
isomers, such that the present invention includes all cis, trans, syn, anti, entgegen (E), and zusammen (Z) isomers, as
well as the appropriate mixtures thereof.

[0049] Compounds of the present invention can exist in unsolvated as well as solvated forms with pharmaceutically
acceptable solvents such as water, ethanol, and the like. In general, the solvated forms are considered equivalent to
the unsolvated forms for the purposes of the present invention.

[0050] Any saltasdisclosed herein can include salts with inorganic bases, salts with organic bases, salts with inorganic
acids, salts with organic acids, and salts with basic or acidic amino acids.

[0051] Unless otherwise indicated, when a substituent is deemed to be "optionally substituted," it is meant that the
substituent is a group that may be substituted with one or more group(s) as recited herein or as known to one of skill in
the art.

[0052] Descriptions of compounds of the invention are in accordance with principles of chemical bonding known to
those skilled in the art. Accordingly, where a group may be substituted by one or more of a number of substituents, such
substitutions are selected so as to comply with principles of chemical bonding and to give compounds which are not
inherently unstable, and/or would be known to one of ordinary skill in the art as likely to be unstable, under ambient
conditions such as agqueous, neutral, physiological conditions.

[0053] It is understood that compounds of the invention can be described by one of skill in the art using different
terminology than the terms used here, without affecting the accuracy of the description. Compounds, structures, sub-
stituents, groups, and the like can be described using any of: IUPAC nomenclature; chemical name’ "trivial" or "common"
name; trade name; CAS registry number; SMILES notation; or other descriptors. For example, compounds of the invention
described herein as "substituted azole diones" or "substituted azoline diones" could alternately be described as "sub-
stituted maleimides" or "substituted 2,5-pyrrolediones” or "substituted pyrroles" in combination with other descriptors,
preferably according to standardized chemical terminology, to provide a complete description of one or more invention
compounds.

Substituted azole dione compounds

[0054] The invention provides substituted azole (azoline) dione compounds for use in methods to kill or suppress
DNA-damaged cells, or to treat cell proliferation disorders characterized by undesirable or unwanted cell proliferation,
where compounds of the invention can be described by the formula of Structure (l1):

(1)

[0055] Wherein

Structure (ll) contains an azoline dione heterocycle;

R' and R? are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally substituted
alkylthio, optionally substituted aryloxy, optionally substituted arylthio, where when X is not O, R! and R? can also be
part of a cyclic alkylene chain that form a fused ring structure, X is O, S, or NR3, when X is NR3, Ar is not phenyl, aryl
or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic aryl, hete-
rocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings, R3is H, alkyl, substituted
alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to the Ar ring;

Ais N or CH;

B is CR8;

R6 R7 R8 and R%areindependently chosen from H, alkyl, substituted alkyl, halogen, optionally substituted aryl, optionally
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substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano, nitro, optionally substituted
alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally substituted arylthio, optionally
substituted acyl, optionally substituted amino, carboxyl, optionally substituted alkoxycarbonyl, optionally substituted
carbamoyl, wherein two adjacent substitutions (R and R7, R” and R8, R8 and R?) can be part of a cyclic alkylene group
that form a fused ring structure; or a salt thereof, further wherein the compound does not have the following structure:

Dl
&
Me- N\ EH
w%;
Fﬁ

[0056] Also described are compounds having Structure (lll):

o)\?o
R °4§\N:7Y/

X
R11

(TIT)

[0057] Wherein

Structure (lll) contains an azoline dione heterocycle;

R', R2 and X are defined as above;

Yis O, S, or NR12;

R10 and R are independently chosen from H, alkyl, substituted alkyl, halogen, optionally substituted aryl, optionally
substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano, nitro, optionally substituted
alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally substituted arylthio, optionally
substituted acyl, optionally substituted amino, carboxyl, optionally substituted alkoxycarbonyl, optionally substituted
carbamoyl, etc; R10 and R could also be an alkylene group that form a "fused” ring with the heterocycle structure;
R12is H, alkyl, substituted alkyl, aryl, acyl, or sulfonyl groups; or a salt thereof.

[0058] In certain non-limiting embodiments of compounds having Structure (I1), X is NR3, Ais N, and B is CR® and
compounds are provided having Structure (IV), wherein R1, R2, R3, R6, R7, R8, and R are defined above:

R! R2
NS
R _N N\
= | RS
RENY RO
R7
(IV)

[0059] In certain non-limiting embodiments of compounds having Structure (II), X is NR3, Ais N, B is CR8; R8 and R®
form a fused and substituted benzene ring, providing compounds having Structure (V), wherein R1, R2, R3, Ré and R7
are defined above; R13, R4, R15, and R'6 are defined as for R® - R® above:
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R! R2
R16 O%O
15
R 2 | N\RS
R4 N R
R13 R7
(V)

[0060] Also described are compounds having Structure (I1) where, X is CR4R®, A'is N or CH, and B is CR8, providing
compounds having Structure (VI), wherein R1, R2, R4, R®, R®, R7, R8, and R? are defined above:

(VD)

[0061] Also described are compounds having Structure (ll1), X is NR3, and Y is S; R10 and R form a fused substituted
benzene ring, providing compounds having Structure (VII), wherein R1, R2, and R3 are defined above; R17, R18, R19,
and R20 are defined as for R6 - R!! above:

(VIT)

[0062] In certain non-limiting embodiments of compounds having Structure (I1), X is NR3, Ais N or CH, and B is CRS8,;
R® and R” form a fused and substituted benzene ring, providing compounds having Structure (VIII), wherein R, R2, R3,
R8 and R? are defined above; R21, R22, R23, and R24 are defined as for R® - R® above:
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a substituted benzene ring, providing compounds having Structure (IX), wherein R', R2, R3, Ré, R7 and R8 are defined
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X
| Rel
R24 R22
R23
( VIII )

above; R2% R26 R27 R28 and R?9 are defined as for R® - RY above:

[0064] Also described herein are compounds having Structure (Il1), X is NR3, and Y is S; R10 is a substituted benzene
ring, providing compounds having Structure (X), wherein R1, R2, R3 and R'" are defined above; R30, R31 R32 R33 and

R34 are defined as for R® - R1" above:

[0065] Also described herein are compounds having Structure (I1), X is NR3, A'is N or CH, and B is N, providing
compounds having Structure (IV), wherein R1, R2, R3, R8 R7, and R are defined above:

RSZ

(IX)

R2 R
R33 R34 oéqSQO
Ny ~NR?
vy
R31  R%R!
(X)
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R7
(XT)

[0066] Representative compoundsareshownin Tables1,2,and 3 herein. Itisgenerally understood thatthe compounds
disclosed in Tables 1, 2, and 3 are for the purpose of illustration only, and by no means restrict the scope of the invention.

Representative synthesis schemes

[0067] Representative schemes for synthesis of compounds of the invention having any of Structures (1) to (XI) are
presented below. The representative schemes presented here do not restrict the scope of the invention in any way. It
is understood that one of skill in the art can adapt methods presented herein, and/or different methods known in the art,
to synthesize additional compounds within the scope of the present invention, including analogs having different sub-
stitutions or substitution patterns. It is further understood that, although certain substitutions have been observed to
produce structures with higher activity than other structures, the present invention provides compounds with all substi-
tutions having all levels of activity.

[0068] In Method 1 (Scheme 1), an anhydride (1) is reacted with a substituted hydrazine (2) or a benzylamine (3) to
form the compounds having the general structure shown as (4) below, :

Scheme 1
R R2
1 2 9 —
R R R /A X\NHQ
O NG 0 R? R RO A X
R7 /l
x
1 2. X = NH: A = N or CH R R
R’ 4

3.X=CH,;A=NorCH

The reaction can be carried out in common organic solvents such as THF, chloroform, DMF, acetic acid, efc., at tem-
peratures ranging from ambient to elevated, for times ranging from several hours to afew days. Usually, no other additives
are needed. The required anhydrides and hydrazines/benzylamines are either purchased from commercial sources, or
synthesized according to procedures known in the literature. In cases where the starting materials are unknown in the
literature, synthetic methods are developed, as illustrated by certain syntheses described in the Examples.

[0069] By way of example, in Method 2 (Scheme 2), an imide (5) is reacted with a benzylalcohol (6) under typical
Mitsunobu conditions to form compounds having the general structure shown as (7) below:
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Scheme 2
R R2
1 2 9 A —
R R R~ | OH OILO
—
IL * RN R® \
OZ NG SO R A
R7 - |
x
5 6. A =N or CH R® R®
R’ 7

Typical Mitsunobu conditions include the use of a phosphine (triphenylphosphine, tributyiphosphine etc.), and an azo
compound (diethyl azo-dicarboxalate, diisopropyl azo-dicarboxylate, etc.). The reaction can be carried out with an added
base, usually triethylamine, or without an added base, in solvents such as THF, at ambient or elevated temperature for
several hours. The required imides and benzylalcohols are either purchased from commercial sources, or synthesized
according to procedures known in the literature. In cases where the starting materials are unknown in the literature,
synthetic methods are developed, as illustrated by certain syntheses described in the Examples.

[0070] By way of example, in Method 3 (Scheme 3), an imide (5) is reacted with a benzylbromide (8) under typical
nucleophilic replacement reaction condition to form the compounds having the general structure shown as (9) below:

Scheme 3
R R2
1 2> 9 A —
R R R N n
Th,t N L Ty
o o R R R _A
NH
R7 “ |
.
5 8.A=NorCH R® R°
R7 9

The typical reaction condition is: refluxing in a suitable solvent (acetone, DMF, efc.) in the presence of an added base
(potassium carbonate, cesium carbonate, etc.) for several hours to a few days. The required imides and benzylbromides
are either purchased from commercial sources, or synthesized according to procedures known in the literature. In cases
where the starting materials are unknown in the literature, synthetic methods are developed, as illustrated by certain
syntheses described in the Examples.

[0071] In Method 4 (Scheme 4), an aryl boronic acid (10) is reacted with an N-hydroxyimide (11) under Cu(l) mediated
coupling condition to form compounds having the general structure shown as (12) below:

Scheme 4
OH R R
R_A__B R F =
s L e Y
+
RB X R6 O | 0 Rg /A (I)
R’ OH |
R RS
10 A=N or CH 1 R 12

The typical reaction condition is: stirring at room temperature in suitable solvents (DCE, THF, DMF, etc.) in the presence
of an added base (pyridine, triethylamine, efc.), with added Cu(l) species such as CuCl, for several hours to overnight.
The required aryl boronic acids and N-hydroxyimides are either purchased from commercial sources, or synthesized
according to procedures known in the literature. In cases where the starting materials are unknown in the literature,
synthetic methods are developed, as illustrated by certain syntheses described in the Examples.
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[0072] Syntheses of particular embodiments are disclosed in the Examples. Representative synthesized compounds
presented as embodiments in Tables 1 and 2 are presented solely for illustration and by no means restricts the scope
of the invention disclosed herein.

Biological activities of compounds of the invention

[0073] The present invention provides compounds to treat cell proliferation disorders. The present invention provides
compounds that can be used to kill or suppress undesirably proliferating cells. The present invention provides compounds
that can be used to treat cell proliferation disorders by selectively killing or suppressing undesirably proliferating cells.
The present invention provides compounds that can be used to treat cell proliferation disorders by selectively killing or
suppressing undesirably proliferating cells that have accumulated DNA damage ("DNA-damaged cells"). In mixed pop-
ulations of normal cells and undesirably proliferating cells, compounds of the invention can be used to selectively kill or
suppress undesirably proliferating cells while having little or no cytotoxic effect on the normal cells. In mixed populations
of normal cells and undesirably proliferating DNA-damaged cells, compounds of the invention can be used to selectively
kill or suppress undesirably proliferating DNA-damaged cells while having little or no cytotoxic effect on the normal cells.
In particular, compounds of the invention can be used to selectively kill cancer cells or suppress proliferation of cancer
cells, while having little or no cytotoxic effect on "normal” non-cancerous cells. The present invention provides compounds
for use in methods for selectively targeting DNA-damaged cells. The present invention provides compounds for use in
methods for selectively targeting cells with an impaired G1 cell cycle checkpoint. The present invention provides com-
pounds for use in methods for selectively targeting cancer cells.

[0074] Conventional treatments for cell proliferation disorders often include DNA-damaging agents and treatments as
described elsewhere herein. These conventional treatments, often used as anti-cancer treatments, have been selected
to kill rapidly cycling (proliferating) cells in hopes of killing the undesirably proliferating cells characteristic of the prolif-
eration disorder. Examples of such conventional treatments include, but are not limited to, cytotoxic agents and/or
irradiation with a, B, vy, X- and/or UV radiation. However, conventional treatments often cause patients to suffer adverse
effects on normal cells that are also proliferating, e.g., diarrhea due to damage to intestinal epithelial cells, hair loss due
to damage to hair follicle cells, and anemia due to damage to blood cell progenitors, all of which are among the most
rapidly proliferating cells in the normal body. These adverse effects often hamper treatments. Thus, medicines that
specifically target undesirably proliferating cells such as cancer cells, without harming normal cells, have been long
awaited in the clinic.

[0075] While the invention is not limited by any particular mechanism of action, and without wishing to be limited by
this theory, compounds of the invention may kill or suppress undesirably proliferating cells by abrogating the G2 checkpoint
in proliferating cells, and/or by causing adaptation to G2 cell cycle arrest in G2-arrested cells. Thus, the invention provides
compounds for use in methods for killing or suppressing undesirably proliferating cells by contacting the cells with at
least one compound of the invention in an amount sufficient to abrogate G2 cell cycle checkpoint and/or cause adaptation
to G2 cell cycle arrest.

[0076] Without wishing to be limited by this theory, abrogation of the G2 checkpoint in DNA-damaged cells would
cause the DNA-damaged cells to progress through the cell cycle with without repairing the DNA damage. Likewise,
adaptation to G2 cell cycle arrest in DNA-damaged cells would cause the formerly-arrested DNA-damaged cells to enter
mitosis without repairing the DNA damage. It is generally understood that normal cells rely on the G1 checkpoint as the
main checkpoint for detecting DNA damage or defects during the cell cycle, and do not appear to use the G2 checkpoint
as much for detecting DNA damage or defects, whereas cells having an impaired or defective G1 checkpoint, e.g., most
cancer cells, have to depend on the G2 checkpoint to detect DNA damage or defects, and to initiate repair before the
cell enters mitosis. Thus, abrogation of the G2 checkpoint in cells with an impaired G1 checkpoint would cause the cells
to progress through the cell cycle with without repairing any accumulated DNA damage. Likewise, adaptation to G2 cell
cycle arrest in cells with an impaired G1 checkpoint would cause the formerly-arrested cells to enter mitosis without
repairing any accumulated DNA damage. The term "DNA damage" is understood to encompass DNA damage unrelated
to the G1 checkpoint, as well as DNA damage resulting from an impaired G1 checkpoint, such that cells with an impaired
G1 checkpoint can be considered "DNA-damaged cells." In all the situations described above, progressing through the
cell cycle without repairing DNA damage is expected to result in suppression or death of the DNA-damaged cells.
[0077] While the invention is not limited to a particular mechanism of action, it has been observed that compounds of
the invention can abrogate the G2 checkpoint in proliferating cells, and can cause adaptation to G2 cell cycle arrest.
Abrogation of the G2 checkpoint in proliferating DNA-damaged cells allow the DNA-damaged cell to progress through
G2 and enter mitosis without sufficient repair of DNA damage. Adaptation to G2 arrest of DNA-damaged cells, resulting
in re-entry of the formerly arrested DNA-damaged cells into the cell cycle, allows the DNA-damaged cell to enter mitosis
without sufficient repair of DNA damage. It is further understood that if a DNA-damaged cell progresses further into the
cell cycle with a impaired G1 checkpoint and enters S phase, additional damage, defects, and errors are expected. In
all the situations described above, the accumulation of damage could result in apoptosis, mitotic catastrophe, necrosis,
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or cell suppression. Because most cancer cells have DNA damage and/or an impaired (defective) G1 checkpoint,
compounds of the invention can be used to kill or suppress cancer cells because abrogation of the G2 checkpoint or
adaptation to G2 arrest will have cytotoxic effects on the cancer cells, e.g., death or suppression of the cancer cells.
[0078] For normal cells without DNA damage, it is expected that abrogation of the cell cycle G2 checkpoint by com-
pounds of the invention will have little or no cytotoxic effect. Furthermore, as normal cells without DNA damage are not
likely to be in G2 arrest, it is expected that the ability of compounds of the invention to cause adaptation to G2 arrest
will have little or no cytotoxic effect. Thus, in a population of cells that includes undesirably proliferating DNA-damaged
cells and normal cells, compounds of the invention can be used to selectively kill or suppress DNA-damaged cells, while
having little or no cytotoxic effect on normal cells. In a population of cells including undesirably proliferating cancer cells
and normal cells, compounds of the invention can be used to selectively kill or suppress the cancer cells, while having
little or no cytotoxic effect on normal cells.

Use of compounds of the invention to treat cells

[0079] Any cell whose proliferation is undesired can be treated in vitro, ex vivo or in vivo with compounds of the
invention. Candidate cells can be identified by contacting a test cell with an invention compound alone, or in combination
with a DNA-damaging treatment or other anti-cancer treatment, and determining if the contacted cell exhibits decreased
proliferation, increased cell death, or adaptation to cell cycle arrest. Candidate cells can be identified on the basis of
features including but not limited to, DNA damage, aberrant growth or proliferation (in vivo or in vitro) cellular morphology,
or expression of cancer markers. A clinical diagnosis of a proliferative disorder such as cancer can be relied upon as
evidence of cells to be treated in vitro, ex vivo, or in vivo with compounds of the invention.

[0080] Cells can be treated in vitro with compounds of the invention. Cells can be removed from a subject, treated ex
vivo using compounds of the invention, and, by way of example, returned to the subject. Compounds of the invention
are for use in methods in which cells can be treated in vivo, where compounds of the invention may be administered
systemically to a subject, e.g. orally or intravenously, or by a targeted administration method, e.g., injection into a tumor
site, intraperitoneal injection, or by associating compounds of the invention with delivery devices such as ligands, anti-
bodies, molecular cages, or liposomes capable of targeting at least one cell to be treated.

Compounds of the invention for use in methods to treat subjects

[0081] Subjects appropriate for treatment using compounds of the invention include subjects currently undergoing
treatment for a cell proliferation disorder, or candidates for treatment for a cell proliferation disorder, e.g., subjects
currently undergoing, or designated as candidates for, anti-cancer treatment. Subjects appropriate for treatment include
those having a cell proliferation disorder, e.g., a diagnosis of cancer. Candidate subjects include subjects at risk of
developing a cell proliferation disorder. The compounds of the invention are therefore applicable for use in methods to
treat a subject who is at risk of developing a cell proliferation disorder but who has not yet exhibited overt symptoms of
the disorder and/or who has not yet received a diagnosis of a cell proliferation disorder.

Compounds of the invention for use in methods to treat cell proliferation disorders.

[0082] Cell proliferation disorders amenable to treatment using compositions provided herein include pathological
conditions (diseases), both benignh and neoplastic, and non-pathological physiological conditions, characterized by ab-
normal or undesirable cell numbers, cell growth or cell survival. Pathological disorders or conditions may constitute a
disease state, in particular all types of cancer, including cancerous growths, oncogenic processes, metastases, metastatic
cells and tissues, and malignantly transformed cells, tissues, or organs. Cell proliferation disorders can be non-pathologic,
including some types of fibrotic tissue growth (e.g., during wound repair resulting in scarring), certain blood vessel
proliferative disorders, and certain benign hyperplasias. The present disclosure provides sufficient guidance and exem-
plary embodiments to enable one of skill in the art to identify cell proliferation disorders suitable for treatment using
compositions and methods provided herein, and to develop protocols for such treatment.

[0083] Cells comprising the proliferative disorder may be aggregated in a cell mass or may be dispersed. The term
"solid tumor" refers to hyperplasias, neoplasias or metastases that typically aggregate together and form a mass. Par-
ticular examples include visceral tumors such as gastric or colon cancer, hepatomas, venal carcinomas, lung and brain
tumors/cancers. A "liquid tumor" generally refers to neoplasias of the haematopoetic system, such as lymphomas,
myelomas and leukemias, or neoplasias that are diffuse in nature, as they do not typically form a solid mass. Particular
examples of leukemias include acute and chronic lymphoblastic, myeloblastic and multiple myeloma.

[0084] Such disorders include neoplasms or cancers, which can affect virtually any cell or tissue type, e.g., carcinoma,
sarcoma, melanoma, metastatic disorders or haematopoietic neoplastic disorders. A metastatic tumor can arise from a
multitude of primary tumor types, including but not limited to breast, lung, thyroid, head and neck, brain, lymphoid,
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gastrointestinal (mouth, esophagus, stomach, small intestine, colon, rectum), genito-urinary tract (uterus, ovary, cervix,
bladder, testicle, penis, prostate), kidney, pancreas, liver, bone, muscle, skin, efc.

[0085] Carcinomas refer to malignancies of epithelial or endocrine tissue, and include respiratory system carcinomas,
gastrointestinal system carcinomas, genitourinary system carcinomas, testicular carcinomas, breast carcinomas, pros-
tatic carcinomas, endocrine system carcinomas, and melanomas. Exemplary carcinomas include those forming from
the cervix, lung, prostate, breast, head and neck, colon, liver and ovary. The term also includes carcinosarcomas, e.g.,
which include malignant tumors composed of carcinomatous and sarcomatous tissues. Adenocarcinoma includes a
carcinoma of a glandular tissue, or in which the tumor forms a gland like structure.

[0086] Sarcomas refer to malignant tumors of mesenchymal cell origin. Exemplary sarcomas include for example,
lymphosarcoma, liposarcoma, osteosarcoma, and fibrosarcoma.

[0087] As used herein, the term "haematopoietic proliferative disorder" means a disease involving hyperplastic/neo-
plastic cells of haematopoietic origan, e.g., arising from myeloid, lymphoid or erythroid lineages, or precursor cells thereof.
Typically, the diseases arise from poorly differentiated acute leukemias, e.g., erythroblastic leukemia and acute meg-
akaryoblastic leukemia. Additional exemplary myeloid disorders include, but are notlimited to, acute promyeloid leukemia
(APML), acute myelogenous leukemia (AML) and chronic myelogenous leukemia (CML); lymphoid malignancies include,
but are not limited to, acute lymphoblastic leukemia (ALL), which includes B-lineage ALL and T-lineage ALL, chronic
lymphocytic leukemia (CLL), prolymphocytic leukemia (PLL), hairy cell leukemia (HLL) and Waldenstrom’s macroglob-
ulinemia (WM). Additional malignant lymphomas include, but are not limited to, non-Hodgkin lymphoma and variants
thereof, peripheral T cell ymphomas, adult T cell leukemia/lymphoma (ATL), cutaneous T-cell ymphoma (CTCL), large
granular lymphocytic leukemia (LGF), Hodgkin’s disease and Reed-Sternberg disease.

[0088] The invention provides compositions for use in methods for treating cell proliferation disorders using compounds
of the invention. The invention provides compositions for use in methods for treating cancer using compounds of the
invention. The invention provides compositions for use in methods for killing or suppressing cancer cells using compounds
of the invention. The invention provides compounds of the invention, for use in methods for treating cell proliferation
disorders in vivo, in vitro, and ex vivo. The invention provides compounds of the invention, for use in methods of treating
cancer in vivo, in vitro, and ex vivo. The invention provides pharmaceutical compounds of the invention, for use in
methods of killing or suppressing cancer cells in vivo, in vitro, and ex vivo. The invention provides pharmaceutical
compositions (medicaments) containing compounds on the invention, for all uses described herein, including but not
limited to, treating cell proliferation disorders, killing or suppressing cancer cells, and treating cancer.

[0089] The invention provides compositions for use in methods that include at least one compound of the invention
in combination with at least one additional active ingredient. The invention provides pharmaceutical compositions (med-
icaments) including at least one compound of the invention in combination with at least one additional active ingredient,
for use in methods of treating cell proliferation disorders. In particular, the invention provides compositions for use in
methods that include compounds of the invention in combination with at least one anti-cancer treatment. The term "anti-
cancer treatment" for use in combination with compounds of the invention includes any anti-cancer, anti-proliferative,
DNA-damaging, or anti-tumor treatment as disclosed herein, including the "DNA-damaging treatments" and "DNA-
damaging agents" recited above, or any such treatment known in the art. For example, an anti-cancer (anti-cell prolif-
erative, anti-tumor) treatment may comprise radiation treatment or surgical resection, optionally in combination with drug
treatment. The treatment may comprise administration of a chemical substance, such as a radioisotope, an anti-cancer
drug such as a chemotherapeutic agent, or genetic therapy, such as an anti-oncogene (e.g., Rb, DCC, p53, efc.), a
dominant negative oncogene or an antisense to an oncogene. The compounds of the invention are for use in methods
wherein the compounds can be administered prior to, contemporaneously with or following other treatment protocols.
For example, the compounds of the invention are for use in methods wherein a candidate subject for anti-cell proliferative
therapy (e.g., radiation therapy, chemotherapy, gene therapy, surgical resection, efc.) can be administered an invention
compound prior to initiating the anti-cell proliferative therapy. Thus, compounds of the invention for use in prophylactic
treatment methods are provided.

[0090] As demonstrated in exemplary embodiments described in the Examples and discussed below, compounds of
the invention can be used alone or in combination, in vivo, ex vivo, and in vitro, in methods to treat cell proliferation
disorders. As demonstrated in exemplary embodiments described in the Examples and discussed below, compound
compounds of the invention can be used alone or in combination, in vivo, ex vivo, and in vitro, in methods to treat cancer.
As demonstrated in exemplary embodiments described in the Examples and discussed below, compound compounds
of the invention can be used alone or in combination, in vivo and in vitro, in methods to kill or suppress cancer cells.

Effects of compounds of the invention
[0091] Typically an "effective amount” or "sufficient amount" of a compound of the invention is administered, where

that is an amount (concentration, dose, level) sufficient to produce a desired effect. Effective amounts are determined
by any of avariety of measurements including: celldeath (e.g., increase in percentage of cellsin subG1 phase), decreased
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cell proliferation, decreased numbers of cells, decreased cell mass, increased apoptosis, decreased survival, or adap-
tation to cell cycle arrest (escape from cell cycle arrest). For example, where it is desired to inhibit cell proliferation, an
effective amount will be an amount that detectably decreases cell proliferation, or increases cell death, or decreases
cell survival. The amount can therefore be sufficient to reduce target cell numbers, stabilize target cell numbers or inhibit
increases in target cell numbers. An effective amount can be an amount sufficient to increase survival time of a subject
having a cell proliferation disorder.

[0092] For example, where the disorder comprises a solid tumor, an effective amount of a compound of the invention
could reduce tumor size, stabilize tumor size, or increase the survival time of a subject having the tumor. As shown in
the exemplary embodimentin Example 4, five (5) representative compounds of the invention showed selective cytotoxicity
in vivo against cancer cells, and no detectable cytotoxicity in vivo against normal cells, as illustrated by dramatic increases
in tumor host survival.

[0093] Where the disorder comprises a "liquid tumor" an effective amount of a compound of the invention could reduce
numbers of tumor cells, stabilize the number of tumor cells, inhibit further increases in the number of tumor cell, or cause
cell-cycle-arrested cancer cells to re-enter the cell cycle (adaptation to cell cycle arrest). In addition, effective amounts
of compounds of the invention could prevent or inhibit progression of the proliferative disorder, e.g., reduce, inhibit, or
prevent metastasis.

[0094] An effective amount of a compound of the invention may be an amount that produces a desired effect without
producing an unacceptable or undesirable effect. An effective amount of a compound of the invention may be an amount
that kills or suppresses target cells (e.g., cancer cells) while having little or no cytotoxic effect on non-target cells (e.g.,
normal cells), or an amount that produces a desired therapeutic benefit in a subject having a cell proliferation disorder,
while having little or no adverse effect on the subject. Further, an effective amount of a compound of the invention may
be an amount that, in combination another treatment, produces a desired effect without producing an unacceptable
undesirable effect. As shown in exemplary embodiments in Example 7 and illustrated in Tables 4-11 below, compound
S00109 has little or no cytotoxic effect on normal cells at concentrations can kill or suppress cancer cells. Further as
shown in exemplary embodiments in Example 7 and illustrated in Tables 4-11 below, compound S00109 can be used
in combination with another anti-cancer treatment to kill or suppress cancer cells, at a concentration of S00109 that has
little or no cytotoxic effect on normal cells.

[0095] Effective amounts of compounds of the invention can objectively or subjectively reduce or decrease the severity
or frequency of symptoms associated with the disorder or condition. For example, an effective amount of an invention
compound could reduce pain, nausea or other discomfort, or increase appetite or subjective well-being.

[0096] Effective amounts of compounds of the invention could reduce the amount (e.g., dosage) or frequency of
treatment with another protocol. For example, a cancer patient treated with an invention compound may require less
anti-cancer DNA-damaging agent or treatmentin order to achieve the desired level of inhibition of cancer cell proliferation,
i.e., a desired level of killing or suppression of proliferating cancer cells.

[0097] Methods described herein that lead to an improvement in the subject’s condition or a therapeutic benefit that
may be permanent, may extend over a longer period of time, e.g., months or years, or may be relatively short in duration,
e.g., the improvement may last several hours, days or weeks. An effective amount need not achieve a complete ablation
of any or all symptoms of the condition or disorder. An amount effective to provide one or more beneficial effects, as
described herein or known in the art, is referred to as an "improvement" of the subject’s condition or "therapeutic benefit"
to the subject.

[0098] An effective amount of an invention compound can be determined based upon animal studies or optionally in
human clinical trials. The skilled artisan will appreciate the various factors that may influence the dosage and timing
required to treat a particular subject including, for example, the general health, age, or gender of the subject, the severity
or stage of the disorder or condition, previous treatments, susceptibility to undesirable side effects, clinical outcome
desired and the presence of other disorders or conditions. Such factors may influence the dosage and timing required
to provide an amount sufficient for therapeutic benefit. The dosage regimen also takes into consideration the pharma-
cokinetics, i.e., the pharmaceutical composition’s rate of absorption, bioavailability, metabolism, and clearance. In ad-
dition, doses or treatment protocols may be specifically tailored to the subject or modified based on pharmacogenomic
data.

Adaptation to DNA-damage-induced G2 cell cycle arrest

[0099] While the invention is not limited to a particular mechanism of action, it has been determined that compounds
of the invention can cause adaptation to G2 cell cycle arrest. Thus, the invention provides composition and methods for
abrogating or escaping from the G2 cell cycle arrest, in particular G2 cell cycle arrest triggered by DNA damage. In DNA-
damaged cells, the functions of the DNA-damage-induced G2 checkpoint are understood to include recognition of DNA
damage and generation of a signal that produces cell cycle-arrest, such that the DNA-damaged cells are arrested in G2
phase until repair is completed. Compounds of the invention can cause cells in G2 cell cycle arrest to re-enter the cell
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cycle, possibly by abrogating the DNA-damage-induced G2 checkpoint in the G2-arrested cells. As demonstrated in
embodiments presented in the examples, tables and figures of the present disclosure, compounds of the invention can
induce cells in G2 cell cycle arrest (i.e., cells having pre-existing DNA damage) to re-enter the cell cycle, proceeding
through the G2 and M phases and entering G1 (DNA doubling) phases with unrepaired DNA damage, leading to cell
death or cell suppression, usually by mitotic catastrophe or apoptosis.

[0100] In an exemplary embodiment described in Example 1 and shown in Figure 1, Jurkat cells (a human T-cell
lymphoma-derived cell line) were "pre-arrested" atthe G2 phase by X-ray irradiation and treated with S00109 or S01860
at various dosages. Adaptation to G2 cell cycle arrest was determined by measuring the percentage of cells in G1 phase,
where cells in G1 were identified by having 2N DNA. In these embodiments, cells exposed to S00109 or S01860 showed
a dose-dependent increase in the percentage of cells in G1 phase (the "G1 increment"), These results indicated that
exposure to S00109 or S01860 at concentrations from 0.019 uM to 0.625 uM caused G2-arrested cells to re-enter the
cell cycle and proceed through the M phase and enter the G1 phase. In contrast, only a few percent of cells in the
population of untreated G2-arrested cells (i.e., no S00109 or S01860 exposure) entered G1 phase.

[0101] Additional non-limiting exemplary embodiments of adaptation to G2 cell cycle arrest by compounds of the
invention, are presented in Examples 5 and 6, and illustrated in Tables 1, 2 and 3, setting forth the structures and I1C5
values (the concentration causing half-maximal G1 increment) for approximately 144 compounds of the invention. The
extensive data provided in Tables 1, 2 and 3 permitted structure-activity determinations.

[0102] Other measurements of cell cycle activity can also be relied upon to demonstrate the ability of the compounds
of the invention to abrogate the G2 cell cycle and/or cause adaptation to DNA-damage-induced cell cycle arrest. In an
exemplary embodiment described in Example 1 and illustrated in Figure 2, histone H3 phosphorylation was measured,
where increased phosphorylation of histone H3 indicated adaptation to (escape from) DNA-damage-induced cell cycle
arrest. G2 cell cycle arrest was induced in Jurkat cells by DNA damage, i.e., by delivering a 10 Gy dose of X rays to
produce "pre-arrested” cells. Pre-arrested cells were exposed to compound S00109 (also called $109) at 0.3 pM or 1
wM, and significant increases in histone H3 phosphorylation were observed over a 24-hour treatment period. Without
wishing to be limited by this theory, compounds of the invention presumably caused adaptation to (escape from) DNA-
damage-induced cell cycle arrest by abrogating the DNA-damage-induced G2 checkpoint.

Compounds on the invention have cytotoxic effects on cancer cells

[0103] Compounds of the invention can have a cytotoxic effect on cancer cells, without any additional treatment. Thus,
the invention provides compositions, including for use in methods for killing or suppressing cancer cells without any
additional treatment. In an exemplary embodiment described in Example 2 and shown in Figure 4, exposure of human
cancer cells to S00109 alone has a dose-dependent cytotoxic effect on the cancer cells as measured by a colony
formation assay (Figure 4, "0 Gy" unfilled circles, solid line, indicating no radiation treatment).

[0104] In non-limiting exemplary embodiments described in Example 4 and shown in Figures 6, 7, and 8, compounds
of the invention are provided that have a cytotoxic effect on cancer cells, without any additional anti-cancer treatment,
and without cytotoxic effects on normal cells. In the exemplary embodiments in Figure 4, mice received xenografts of
human myeloma cells by intraperitoneal transplantation, and the effects of compounds of the invention on survival rates
were measured. As described in Example 4 and shown in Figures 6, 7, and 8, treatment with S00109, S01860, S03518,
S03405 or S03747 alone was sufficient to prolong the survival of mice with xenografts of human myeloma cells, indicating
that S00109, S01860, S03518, S03405 or S03747 had cytotoxic effects on the transplanted cancer cells in the xenograft.
As shown in the embodiment in Figure 6, treatment with S00109 (by intraperitoneal injection) had a much greater
therapeutic effect on survival than the "standard" dexamethasone treatment, or no treatment at all. As shown in Figures
7 and 8, oral administration of various representative compounds of the invention produced dramatic increases in survival
rates, where some treatments had 100% survival rates at the end of the experiment. These results demonstrate that
compounds of the invention, as illustrated by the five (5) distinct representative compounds tested in Example 4, can
have selective cytotoxicity against cancer cells, and no detectable cytotoxicity against normal cells (i.e., the normal cells
of the mouse tumor graft host). These in vivo results demonstrate that compounds of the invention, as illustrated by the
five (5) distinct representative compounds tested in Example 4, can have selective cytotoxicity in vivo against cancer
cells, and no detectable cytotoxicity in vivo against normal cells. These results demonstrate that compounds of the
invention, as illustrated by the five (5) distinct representative compounds ofthe presentinvention administered by different
routes in Example 4, are suitable for use in methods wherein the compounds can be administered to a subject in an
effective amount to treat a proliferative disorder in a subject.

Compounds of the invention can sensitize cells to anti-cancer treatments

[0105] Compounds of the invention can increase, or exacerbate, the cytotoxic effects of other treatments. Thus, the
invention provides compositions for use in methods for sensitizing cells to anti-cancer treatments, in particular for sen-
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sitizing cells to DNA-damaging agents and treatments. In exemplary embodiments described in Example 2 and shown
in Figure 4, when human cancer cells that have been "pre-arrested" in G2 by X-ray irradiation are also exposed to
S00109, the combination treatment has a higher cytotoxic effect on the cells as measured by a colony formation assay.
In Figure 4, the sensitizing effect of compounds of the invention is best illustrated for cells that received a dose of 1 Gy
("1 Gy" solid circles, dashed line) and treatment with various doses of S00109, where S00109 showed a dose-dependent
additive effect on cytotoxicity. In an exemplary embodiment described in Example 3 and shown in Figure 5, combination
treatments of S00109 and dexamethasone have much greater cytotoxicity than either treatment alone, as measured by
the percentage of cells in subG1 phase, i.e., the percentage of dead cells.

[0106] In an exemplary embodiment described in Example 2 and shown in Figure 3, expression of phosphorylated v-
H2AX was measured as an indicator of cytotoxicity. Cells treated with X-ray-irradiation alone showed increased expres-
sion of phosphorylated y-H2AX over a 48-hour period. The sensitizing or "additive’ effect of compounds of the invention
can be seen in cells treated with X-ray-irradiation followed by exposure to 1 .M S00109 (indicated as "S-109 +" in figure
legend) resulted in significantly higher levels of phosphorylated y-H2AX expression over the same 48 hour period,
indicating significantly higher levels of cytotoxicity due to administration of S00109.

Compounds of the invention have selective cytotoxicity toward cancer cells

[0107] In accordance with yet another aspect of the invention, compounds of the invention can selectively kill or
suppress target cells, in particular cancer cells, to the with little or no cytotoxic effect on normal (non-target) cells. Most
conventional anti-cancer agents target proliferating cells irrespective of whether they are cancer cells or normal cells,
with the result that most conventional anti-cancer medicines give rise to side effects such as nausea, diarrhea, or hair
loss. In contrast, compounds of the invention selectively target cells having conditions such as an impaired G1 checkpoint,
G2 cell cycle arrest, or other types of DNA damage, selectively killing or suppressing the target cells while having little
or no cytotoxic effect on normal cells.

[0108] Non-limiting exemplary embodiments of the selectivity of compounds of invention are described in Example 7
and shown in Tables 4 to 11, where compounds of the invention were not cytotoxic for normal cells at concentrations
atwhich compounds of the invention had severe cytotoxic effects on cancer cells and DNA-damaged cells (e.g., irradiated
cells). Thus, the invention provides compounds for use in methods for selectively targeting DNA-damaged cells such
as cancer cells, with little or no cytotoxic effect on normal (undamaged) cells, by contacting the cells with at least one
compound of the invention in an amount sufficient to abrogate the G2 checkpoint. The invention provides pharmaceutical
compositions containing at least one compound of the invention, suitable for use in methods for selectively targeting
DNA-damaged cells such as cancer cells, with little or no cytotoxic effect on normal (undamaged) cells.

Use of compounds of the invention for screening

[0109] Compounds of the invention can be used in cell cycle phenotype-based screening protocols, e.g., as disclosed
by Sha et al. ((2007) Mol Cancer Ther, 6: 147-153) to identify candidate compounds that may interact with the G2
checkpoint and/or with other processes involved in adaptation to G2 cell cycle arrest. Compounds of the invention can
be used in screening protocols to identify candidate compounds for therapeutic G2 checkpoint abrogation and/or ther-
apeutic adaption to G2 arrest. This screening protocol can be used to identify compounds having desired biological
activity. Compounds thus identified can be further evaluated for selective cytotoxic activity against cancer cells. Com-
pounds can be evaluated in combination treatments with conventional anti-cancer agents such as dexamethasone.
[0110] The following examples are offered to illustrate, but not to limit the claimed invention.

EXAMPLES
Example 1: Effects of test compounds S$S00109 and S01860 on Jurkat cells arrested at G2 phase.

[0111] Jurkat cells (a human T cell ymphoma-derived cell line) were arrested at the G2 phase by X-ray irradiation at
10 Gy, and cultured for 24 hours in 10% fetal calf serum (FCS)/RPMI1640 at 37°C with 5% COy/air. (FCS was from
Equitech-Bio, Kerrville, TX, and RPMI1640 was from Sigma-Aldrich, St. Louis, MO.) Test compounds were added to
the medium at the indicated doses, and the cells were cultured under the conditions described above, for an additional
24 hours before harvesting.

[0112] Harvested cells were stained with Krishan’s buffer (0.1% sodium citrate, 50 wg/ml propidium iodide, 20 png/ml
RNase A, 0.5% Nonidet P-40) and analyzed by flow cytometry (BD Biosciences, Franklin Lakes, NJ) to identify the cell
stage of each cell in the sample. Cells in G1 phase were identified by having doubled (2N) DNA content. Figure 1 shows
the percentage of cells in G1 phase after treatment with each compound at the indicated dosages.

[0113] The IC5 value for each compound was calculated as the dosage showing half maximal activity to induce the
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increase of the percentage of cells in G1 phase (the G1 increment). IC; values were used to measure the activity of
compounds and to determine structure-activity relationships.

[0114] As shown in Figure 1, populations of pre-arrested Jurkat cells treated with compound S00109 or S01860 for
24 hours showed a significantincrease inthe number of G1 cells, indicating the cells were able to enter the cell cycle again.

Histone H3 phosphorylation

[0115] Increased numbers of cells in G1 phase ("G1 cells" detected by 2N DNA) after X-ray treatment indicated that
the G2 checkpoint had been abrogated and/or cells had adapted to (escaped from) the G2 cell cycle arrest imposed by
activation of the G2 checkpoint by the X-ray treatment (i.e., activation of the DNA-damage-induced G2 checkpoint by
the X-ray treatment). The level of histone H3 phosphorylation was measured in pre-arrested cells treated with test
compounds, to confirm that pre-arrested cells had re-entered the cell cycle and passed through M phase before pro-
ceeding to G1 phase. Increased phosphorylation of histone H3 indicated adaptation to (escape from) damage-induced
cell cycle arrest or G2/M checkpoint abrogation.

[0116] Jurkat cells were irradiated with 10 Gy X-rays and cultured 24 hour in 10% FCS-RPMI. Test compound S00109
was added to the culture medium at 0.3 or 1 wM and cells were cultured with test compound for treatment times from 0
to 24 hours. The cells were fixed with cold ethanol, treated with 0.1% saponin/PBS, stained with anti-phospho-histone
H3 (Ser10) (Upstate Biotechnology, Uppsala, Sweden) and analyzed with flow cytometry (BD Biosciences). In Figure
2, the X-axis indicates treatment time, i.e., time after S00109 addition, and the Y-axis indicates the ratio (%) of cells that
were phospho-histone-H3-positive. The level of histone H3 phosphorylation (%) after sequential treatment of Jurkat cells
with X-ray irradiation (10 Gy) and compound S00109 at 1 wM (unfilled squares) and 0.3 pM (solid circles) increased
with increasing treatment time up to 24 hours.

Example 2: Cytotoxicity of S00109 alone or in combination with radiation
Phosphorylated histone H2AX expression

[0117] Expression of phosphorylated histone H2AX (YH2AX phosphorylated on Ser139) was measured as an indicator
of cytotoxicity, in particular, DNA-damaged-related cytotoxicity. Jurkat cells were irradiated with 10 Gy X-rays and cultured
24 hour in 10% FCS-RPMI as described above. Then, S00109 was added to the culture medium at 1 .M for the treatment
times up to 24 hours. The cells were lysed in a buffer (100 mM NaCl, 10 mM Tris-HCI (pH 8.0), 1 mM DTT, 0.2% NP-
40, 10 mM NaF, 10 mM NagVO,, 500 nM okadaic acid, and proteinase inhibitors). Aliquots of the lysate (30u.g protein)
were electrophoresed on a 15% SDS page gel and transferred to a membrane for Western blot analysis. Anti-phospho-
histone H2AX (Ser 139) Ab (Cell Signaling Technology, Beverly, MA) was used to detecty-H2AX on the blotted membrane.
As shown in Figure 3, levels of yH2AX increased treatment time with S00109, indicating that S00109 caused DNA, in
addition to DNA damage caused by the irradiation.

Colony formation analysis

[0118] The cytotoxic activity of S00109 was further confirmed by colony formation analysis using HCT-116 cells, a
human colon cancer cell line, where a decrease in colony counts is a measure of cell growth suppression and/or cell
death. HCT-116 human colon cancer cells were cultured in McCoy’s 5A (Invitrogen, Carlsbad, CA) with 10% FCS,
5%CO,/air at 37°C. The cells were seeded at 300 cells per 6 well plate in triplicate, irradiated with X rays as shown in
the figure legend, and cultured for 24 hours, then treated with S00109 at the indicated dosages and cultured for 8 days.
On day 8, colonies were fixed and stained with crystal violet (Sigma-Aldrich), and the number of colonies was counted.
Figure 4 shows the effect on S00109 dose (x-axis) on colony numbers (y-axis) counted on day 8.

[0119] Cells that received no radiation ("0 Gy" open circles, solid line in legend of Figure 4) were cultured under the
same conditions as the irradiated cells, and were treated with S00109 to show the effects of S00109 alone. Thus, as
shown in Figure 4, S00109 alone suppressed colony formation by HCT-116 cells in a dose-dependent manner, indicating
that SO00109 alone can suppress the growth of cancer cells and/or kill cancer cells at sufficiently high dosage.

[0120] The "normal” colony count for untreated control cells is shown by value for 0 Gy and 0 uM S00109.

[0121] Cells that received a radiation dose of 1 Gy (filled circles, dotted line) showed an inhibition of colony formation
due to radiation alone. Cells that received a radiation dose of 1 and were exposed to S00109 showed further inhibition
of colony formation, indicating that S00109 can augment the cytotoxicity of the radiation treatment. Under these conditions
of radiation and . S00109 treatment, a strong dose-dependent additive effect of S00109 was seen.

[0122] Cells that received a radiation dose of 3 Gy ("3 Gy" open square, solid line) shown strong inhibition of colony
formation due to radiation alone. S00109 appears to have a detectable additional inhibitory effect at the highest con-
centration (4 M), again indicating that S00109 can augment the cytotoxicity of radiation treatment.
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Example 3: Cytotoxicity of S00109 alone and in combination with dexamethasone.

[0123] Cytotoxicity of S00109 alone and in combination with dexamethasone was measured by identifying the number
of cells in subG1 phase after treatment, where subG1 phase indicates cell death, such that he number of cells in subG1
phase after treatment indicates cell killing by the treatment. A human multiple-myeloma-derived cell line, ARH-77, was
cultured in the presence or absence of S00109, with or without dexamethasone, for 24 hour in 10% fetal calf serum
(FCS)/RPMI1640 at 37 °C with 5% CO,/air using materials and conditions described above. Harvested cells were stained
with Krishan’s buffer (0.1% sodium citrate, 50 pg/ml propidium iodide, 20 ng/ml RNase A, 0.5% Nonidet P-40) and
analyzed with flow cytometry (BD Biosciences, Franklin Lakes, NJ).

[0124] Fig. 5 shows the percentage of ARH-77 cells in subG1 phase (y-axis) after treatment with S00109 (x-axis)
alone or in combination with dexamethasone. The 'normal’ percentage of subG1 cells in a population of untreated control
cells is shown by the value for S00109 alone (filled diamonds, solid line, "S109 only" in figure legend) at 0 ug/ml S00109.
S00109 treatment alone, at concentrations up to 10 wg/ml, caused cell death in a dose-dependent manner. Dexameth-
asone treatment alone at 2 ng/ml (open squares, dotted line), 20 ng/ml (open triangles, dot/dash line) and 200 ng/m
open circles, dashed line) without S00109 showed slightly increased levels of subG1 cells, i.e., slightly increased cyto-
toxicity, compared to the control. However, treatment with S00109 in combination with dexamethasone resulted in a
dramatic increase in the levels of subG1 cells. The combination effect showed a strong dependence on the S00109
concentration, demonstrating a dose-dependent effect of S00109. The combination of S00109 and dexamethasone
resulted in a level of cell death that was significantly higher than the level seen with either compound alone. Thus,
S00109 augmented the cytotoxicity of dexamethasone.

Example 4: Effects of representative compounds of the invention, alone and in combination, on survival of mice
with xenografts of ARH-77 cells

[0125] Mice with xenografts of ARH-77 (a human multiple-myeloma-derived cell line) were treated with S00109,
S01860, S03518, S03405 or S03747 or with dexamethasone, a recognized "standard" treatment, and their survival was
measured and compared with survival of vehicle-treated (control) mice with xenografts. The ability of a treatment to
prolong survival was considered to be an indicator of the cytotoxicity of the treatment towards the grafted cancer cells,
without significant adverse activity on normal (mouse) cells in vivo.

[0126] Male severe combined immune deficiency (SCID) mice at 8 weeks old were transplanted intraperitoneally with
1.9 108 (Fig. 6), 0.8 108 (Fig. 7), 4.1x 108 (Fig. 8), cells/animal of ARH-77 cells (n = 10).

[0127] Animals were housed in accordance with guidelines from the Association for the Assessment and Accreditation
of Laboratory Animal Care International, and the protocols were approved by institutional animal care committee of
CanBas Co. Ltd.

[0128] For the experiment shown in Figure 6, mice received 1.9 108 ARH-77 cells by intraperitoneal transplantation.
Mice treated with S00109 ("S109") received an intraperitoneal injection of 50mg/kg S00109. Mice treated with dexam-
ethasone ("Dexa") received an intraperitoneal injection of 2mg/kg dexamethasone. Vehicle treated control animals
received intraperitoneal vehicle injection. Each injection was performed on day 1, day 2 and day 3 after transplantation
of ARH-77 cells. Survival (y-axis, % of mice surviving) was measured for up to 80 days after transplantation (x-axis) for
control mice treated with vehicle alone ("Control" dashed line); mice treated with 50 mg/kg compound S00109 ("S109"
solid line); and mice treated with 2 mg/kg dexamethasone ("Dexa" dot-dash line). Mice treated with S00109 had a
significantly longer duration of survival than untreated control mice. Although mice treated with dexamethasone had a
longer survival duration than untreated control mice, the therapeutic effect of dexamethasone was much smaller than
the therapeutic effect of S00109.

[0129] For the experiment shown in Figure 7, mice received 0.8 X108 ARH-77 cells by intraperitioneal transplantation.
Mice were treated by a single oral administration of compounds on Day 1 after transplantation as follows: control mice
orally treated with vehicle alone ("Control" solid line); mice orally treated with 750 mg/kg compound S00109 ("S109" dot
line); and mice orally treated with 750 mg/kg compound S01860 ("S1860" dash line). Although mice treated with S00109
initially showed slightly lower survival than the control mice, after about 64 days, mice treated with S00109 showed
significantly higher survival than control mice, with almost 70% survival at 85 days, compared with only about 20% of
the control mice surviving at 85 days. Mice treated with S01860 showed dramatically higher survival rates than control
mice or mice treated with S00109, where the first decrease in survival was not seen until 70 days after transplantation,
and almost 90% of the S01860-treated mice survived at 85 days.

[0130] For the experiment shown in Figure 8, mice received 4.1 x 106 ARH-77 cells by intraperitoneal transplantation.
Mice were treated by once-daily oral administration of compounds on Day 1 and once-daily oral administration of com-
pounds on Day 2 after transplantation as follows: control mice orally treated once daily for two days with vehicle alone
("CONT" solid line); mice orally treated once daily for two days with 250 mg/kg compound S003518 ("S3518" dot line);
mice orally treated once daily for two days with 250 mg/kg compound S003405 ("S3405" dash line); and mice orally
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treated once daily for two days with 250 mg/kg compound S003747 ("S3747" dot-dash line). Mice treated with S03518,
S03405 or S03747 all showed dramatically higher survival rates than control mice. Control mice showed decreased
survival beginning at about 29 days after transplantation, and only about 30% survival at 50 days after transplantation.
In contrast, mice treated with S03518, S03405 or S03747 showed very little decrease in survival, and still had extremely
high survival rates of between 80-100% by 50 days after transplantation.

[0131] These results demonstrated that S00109, S01860, S03518, S03405 or S03747, administered intraperitoneally
or orally, had selective cytotoxicity in vivo against cancer cells (ARH 77 cells of the xenograft tumor) while having no
detectable cytotoxicity against normal cells (the mouse graft host). These results demonstrated that five different com-
pounds of the present invention were administered to a subject in an effective amount to treat a proliferative disorder in
a subject.

Example 5: Ability of representative compounds to cause adaptation to G2 cell cycle arrest and induce G2-
arrested cells to re-enter the cell cycle

[0132] Representative compounds were synthesized according to methods provided herein. The structure and other
properties of each compound was determined by 1H NMR spectroscopy for each synthesized compound.

[0133] Pre-arrested Jurkat cells were prepared as described in Example 1. Briefly, Jurkat cells were subjected to X-
ray irradiation at a dose of 10 Gy, and cultured for 24 hours in 10% fetal calf serum (FCS)/RPMI1640 at 37°C with 5%
COy/air, after which time cells were exposed to various concentrations of test compounds, and cultured under the
conditions described above for an additional 24 hours before hamesting. Harvested cells were stained with Krishan’s
buffer (0.1% sodium citrate, 50 n.g/ml propidium iodide, 20 ng/ml RNase A, 0.5% Nonidet P-40) and analyzed by flow
cytometry (BD Biosciences, Franklin Lakes, NJ) to identify the cell stage of each cell in the sample. Cells in G1 phase
were identified by having doubled (2N) DNA content.

[0134] The IC4, value for each compound was calculated as the dosage (concentration in uM) that caused half-
maximal increase of the percentage of cells in G1 phase (the G1 increment) measured for that test compound. Table 1
below presents the structure, mass, 1H NMR values, and IC50 values for representative compounds.

Table 1. Representative Compounds and IC50 values

SCID Structure (rl::lli) 1H NMR icf/lc;
'8
o)
NH
1 | soooss Z N 3005 | (CDC13,400 MHz)5:6.89 (s, 1H), 6.55 (s, 1H), 5
N o Vi (M+1) 6.52 (s, 1H), 2.44 (s, 3H), 2.07 (s, 6H)
CFy
(6]
_N_NH sg6.4 | (CDCI3,300MH2)5:8.37 (s, 1H), 7.70-7.60 (dd,
2 | s00073 [ ™ ) (M+'1) J=1.8,8.7 Hz, 1H), 6.96 (s, 1H), 6.60 (d, J=84 | 25
CRT o Hz, 1H), 2.05 (s, 6H)
o)
s | so00084 z | ™ ) 314.4 | (CDC13,400MHz)5:6.79 (s, 1H), 6.51 (s, 1H), 5
Y o (M+1) 3.42 (s, 3H), 2.41 (s, 3H), 2.06 (s, 6H)
CFy
(6]
NH (CDC13, 300 MHz) &: 8.37-8.39 (m, 1H),
4 | S00200 2y ) 7.64-7.67 (m, 1H), 7.26 (s, 1H), 6.61-6.64 (d, J= 5
RIS 8.6 Hz, 1H), 2.41 (m, 4H), 1.80-1.84 (m, 4H)
[¢]
5 | so00100 CR AN ANH 3180 | (CDC13,300 MHz)8:7.70 (d, J=8.7 Hz, 1H), | (.,
\I / (M-1) | 7.10(s, 1H), 6.45 (d, J= 8.7 Hz, 1H), 2.07 (s, 6H) |
F3C (e]
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(continued)

MS IC50
SCID Structure 1H NMR
(mle) (nM)
| O
C N . -
6 | s00170 2 | NN (CDC13,_300 MH2) 8:7.70 (d, J= 8.4 Hz, TH), | o,
\ / 6.40 (d, J=8.7 Hz, 1H), 3.44 (s, 3H), 2.08 (s, 6H)
CFR; 0
O
c NH (CDCI3, 300 MHz) 8: 7.70 (d, J= 8.7 Hz, 1H),
7 | s00186 z N 6.45 (d, J= 8.7 Hz, 1H), 2.50-2.30 (m, 4H), 0.63
| /
RS o 1.90-1.75 (m, 4H)
N NH 7 (CDCI3, 300 MHz) §: 7.79 (d, J=8.4 Hz, 1H),
8 | s00257 “ ) 7.65-7.62 (m, 2H), 7.53-7.48 (m, 3H), 7.14 (s, 10
CEY o 1H), 6.56 (d, J=8.4 Hz, 1H), 2.31 (s, 3H)
o (CDCI3, 300 MHz) 8: 8.85-8.75 (br, 1H),
o | s00333 Ch NH 304.2 7.95-7.85 (d, J=8.4 Hz, 1H), 7.24 (s, 1H), 15
g | / (M-1) | 6.20-6.15(m, 1H), 2.28 (s, 3H). HPLC-MS (m/e):
ol A o 304.2 (M-1).
o) (CDCI3, 300 MHz) 8: 7.80-7.70 (dd, J=0.6, 7.8
N - =
10 | soo108 CRN Hy ) 319.7 | Hz, 1H), 6.95-6.85 (dd, J =0.6, 7.8 Hz, 1H), 6.82 20
| (M+1) | (s, 1H), 2.07 (s, 6H). HPLC-MS (m/e): 318.0 (M-
\ CF30 1, negative mode)
O —
o NH 314, | (CDCI3,300MH2)8:7.63(d,J=8.4 Hz, 1H),6.62
s, 1H), 6. ,J=8.4 Hz, 1H), 3.61(s, 3H), 2.
11 | S00451 | ) (M-1) (s, 1H), 6.26 (d, J=8.4 Hz, 1H), 3.61(s, 3H), 2.05 60
EXS 5 (s, BH). HPLC-MS (m/e): 314.2 (M-1)
(CDCI3, 300 MHz) 8: 8.30 (d, J=16.6Hz, 1H),
o 7.75-7.65 (m, 1H), 7.60-7.50 (m, 2H), 7.50-7.30
NG NH 3824 | (M 3H),6.80-6.60 (br, 1H), 6.60-6.45(dd, J=8.0,
12 | S00145 f\j S (M+'1) 18.4Hz, 1H), 3.70 (d, J=5.6 Hz, 0.5H), 3.20-2.95 30
CFs o (t, J=18.4, 46.4 Hz, 1H), 2.95-2.90 (t, J=5.6, 7.6
Mixture of isomers Hz, 0.5H), 1.72(s, 1.5H), 1.55-1.45 (d, J=7.2 Hz,
1.5H). HPLC-MS (m/e): 382.1 (M++1)
o)
N (CDC13, 300 MHz)8:8.79(s, 1H), 7.85-7.89(dd,
13 | s00110 Z | ) J=2.2,8.3 Hz, 1H), 7.33-7.36 (d, J=8.0 Hz, 1H), 60
EXS S 4.87 (s, 2H), 2.01 (s, 6H)
(@]
N. _NH 268.2 (CDC13, 300 MHz) 8: 7.91 (d, J=8.4 Hz, 1H),
14 | S00362 @ 1 ) ey | 769762 (m, 2H), 7.58-7.85 (m, 1H), 7.34-7.29 5
Z (m, 1H), 6.79 (d, J=8.7 Hz, 1H), 2.08 (s, 6H)
N NH 2 30215 | (CDC13,300 MHz) §:7.88 (d, J= 8.7 Hz, 1H),
15 | S00622 NN ' 7.62(m, 2H),7.51(d, J=2.4 Hz, 1H), 6.84 (d, J= 5
. P / (M+1)
O

9 Hz, 1H), 5.38 (m, 1H), 2.09 (s, 6H)
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(continued)

Hz, 1H), 6.32 (s, 1H), 2.06 (s, 6H), 1.20 (s, 9H)

SCID Structure (r'\n/lli) 1H NMR iifﬂc;
cl 0 (CDCI3, 300MHz) 5: 7.90 (d, J=6.9 Hz, 1H),
6 | soosss Ny -NH 302.13 | 7.64-7.66(dd, J=0.8,5.4 Hz, 1H), 7.53-7.56 (dd, | .
P / (M+1) | J=0.8, 6.3 Hz, 1H), 7.19-7.23 (dd, J=5.7, 6 Hz, |
o 1H), 6.86 (d, J=6.6 Hz, 1H), 2.10 (s, 6H)
-
»—NH
7 | soon0s g \° (CDCI3, 300 MHz) 5: 7.51- 765 (m, 2H), 7.29- |
5 7.35 (m, 1H), 7.12 - 7.17 (m, 1H), 2.07(s, 6H)
Z
N O . =
/@ -~ b9z | (CDCI3, 300 MHz) 5:7.50 (dd, J= 4.8, 9.0 Hz,
18 | 00454 | J N rery | T 728(m 1K), 7.05(1d, J=2.1,90,177Hz, | 4
o 1H), 2.02 (s, 6H)
N
/@: Sne P 3075 | (CDCI3,300MH2)5:7 53(d, J=1.2Hz, 1H), 7.48
19 | s00590 | ¢ g ey | (@ 9763 Hz, 1H),7.30 (d, =15 Hz, 1H), 2.07 5
oo~ (s, 6H)
Cl
N\>_NH o (CDCI3, 300 MHz) 8: 2.02 (s, 6H), 7.07 (d, J=12
20 | S00756 g Hz, 1H),7.32 (d, J=6.9 Hz, 1H),7.46(d, J=6.9 Hz, | 1.25
1H)
o 7
\H o (CDCI3, 300 MHz) 8:7.05-6.95 (d, J=7.8 Hz, 1H),
N 6.90-6.80 (dd, J=2.1, 7.8 Hz, 1H), 6.50-6.45 (d,
21| S00319 S Vi J=2.1 Hz, 1H), 5.77 (s, 1H), 2.25 (s, 3H), 2.04 (s, | °
cl 6H)
0
NH, bo74 | (CDCI3,300MH2)5:7.18 (d,J=8.1Hz, 1H),7.10
22 | s00512 / iy | (@977 8HZ 1H),6.70(s, 1H), 5.87(5,1H),2.35 | 5
o) ) (s, 3H), 2.07 (s, 6H)
CF3
Br o)
NH, (CDCI3, 300 MHz) & 7.60 (dd, J=0.3, 6.3 Hz,
23 | s00623 y 1H), 7.04-7.07 (m, 1H), 6.75 (d, J=1.8 Hz, 1H), | 10
o 6.44 (s, 1H), 2.08 (s, 6H)
CFy
Br o)
NH s500 | (CDCI3,300 MH2)5:7.36 (d, J=8.4 Hz, 1H),
24 | S00649 / (res) | 685:6:82(dd, 024,84 Hz, 1), 654 (d,J=24 | 10
o
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(continued)

SCID Structure (r'\n/lli) 1H NMR iifﬂc;
o)
F, N (CDCI3, 300 MHz) §: 7.34 (t, J=8.1 Hz, 1H), 7.20
25 | S00305 U | ) (d, J=8.1 Hz, 1H), 6.95 (s, 1H), 6.90 (dd, J=2.4, 5
o 8.1 Hz, 1H), 6.02 (s, 1H), 2.06 (s, 6H)
NH 2 (CDCI3, 300 MHz) §: 7.52-7.37 (m, 6H), 7.39 (d,
N 292.9 | J=7.2Hz 1H),6.83-6.80 (dd, J=2.1, 6.6 Hz, 2H),
26 | S00515 O 5 { (M+1) | 5.98(s, 1H),2.05 (s, 6H). HPLC-MS (m/e): 292.9 20
O (M+1).
(0]
Fs NH, (CDCI3, 300 MHz) 8:7.30 (m, 1H), 7.26 (d, J=9.3
27 | s00406 £\©/ ')f%-m Hz, 1H), 7.01(s, 1H), 6.94 (d, J=8.1Hz, 1H),6.16 | 80
s, 1H
o T\ ( )
@]
NH (CDCI3, 300 MHz) 8: 6.91 (s, 1H), 6.87 (d, J=7.8
28 | S00294 | ) Hz, 1H), 6.44 (d, J=7.8 Hz, 1H), 5.75 (s, 1H), 2.30 5
o (s, 3H), 2.23 (s, 3H), 2.03 (s, 6H)
4
o (CDCI3, 300 MHz) 8: 7.60 (s, 1H), 7.40 (d, J=8.4
29 | S00499 NH, Hz, 1H), 7.34 (s, 1H), 6.61(d, J=8.4 Hz, 1H), 3.88 5
/ (s, 2H), 2.03 (s, 6H), 1.59(s, 3H)
F3C o)
Cl o)
N (CDCI3, 300 MHz) §: 2.05 (s, 6H), 6.50 (s,
30 | S00699 1 ) 1H),6.62 (d, J=8.7 Hz, 1H), 7.36 (d, J=8.4, 1H), 10
F, o 7.59 (s, 1H)
Br
N 2 (CDCI3, 300 MHz) §: 7.75 (d, J=1.2 Hz, 1H),
31 | S00624 Y ) 7.39-7.42 (m, 1H), 6.59 (d, J=8.7 Hz, 1H), 6.50 10
FuC 5 (s, 1H), 2.06 (s, 6H)
0 (CDCI3,300 MHz) §:7.16-7.11 (t, J=8.1 Hz, 1H),
32 | s00627 NH 271.1 6.95 (d, J=7.8 Hz, 1H), 6.84-6.82 (t, J=7.8 Hz, 5
/ (M-1) | 1H), 6.45(d, J=8.1Hz, 1H), 5.90 (s, 1H), 2.04 (s,
o 6H), 1.27 (s, 9H)
0 (CDC13, 300 MHz) 8: 6.95 (d, J=8.4 Hz, 1H),
33 | so04s2 NH 245.0 | 6.56(d, J=2.4 Hz, 1H), 6.52-6.48 (dd, J=2.4, 7.8 10
/ (M+1) | Hz, 1H), 5.81 (s, 1H), 2.18 (s, 3H), 2.15 (s, 3H),
o 2.03 (s, 6H)
O
(CDC13, 300 MHz) 8: 7.12 (d, J=8.1 Hz, 1H),
34 | S00697 6.99 (d, J=2.4 Hz, 1H), 6.79 (d, J=8.4 Hz, 1H), 2.5

5.93 (s, 1H), 2.37 (s, 3H), 2.05 (s, 6H)
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(continued)

7.02-7.07 (dd, J=2.1, 8.7 Hz, 1H), 6.98 (s, 1H),

SCID Structure (r'\n/lli) 1H NMR iifﬂc;
o)
Fs NH (CDCI3, 300 MHz) §: 7.33 (m, 1H), 7.04 (m, 1H),
35 | S00405 jg/ / 6.82 (m, 1H), 6.01 (s, 1H), 2.05 (s, 6H) 25
C o}
o)
F, NH (CDC13, 300 MHz) §: 7.50 (d, J=9.0 Hz, 1H),
36 | S00516 C:Q/ N ) 7.05(d, J=3.0 Hz, 1H), 6.76-6.72 (dd, J=2.7,8.4 | 1.25
Br o Hz, 1H), 6.10 (s, 1H), 2.05 (s, 6H)
o)
NH 573 | (CDC13,300 MH2) 8:7.24 (s, TH), 7.21 (s, 1H),
37 | s00479 y (M+1) 6.70 (s, 1H), 6.67 (s, 1H), 5.87 (s, 1H), 2.03 (s, | 2.5
o) 6H), 1.25 (s, 9H)
o)
C NH
N (CDC13, 300 MHz) §: 6.90 (s, 1H), 6.59 (s, 2H),
38 | S00456 \Q/O)f%— 6.05 (s, 1H), 2.05 (s, 6H) 25
cl
| O
c Ny
N 296.9 | (CDC13,300MHz)5:6.86-6.85 (t, J=1.5Hz, 1H),
39 | S00587 \Q/O)Qi (M-1) | 6.55(d, J=1.2 Hz, 2H), 3.24 (s, 3H), 2.03 (s, 6H) 25
Cl
(@]
F NH
20 | s00a74 ° \ ) (CDC13, 300 MHz) 8:7.42 (s, 1H), 7.11(s, 2H), | , .
5 6.24 (s, 1H), 2.08 (s, 6H) '
CFy
(@)
\ (CDC13,300 MHz) 8:7.96-7.99 (t, J=4.5, 5.1 Hz,
N 267.5 1H), 7.82-7.85 (m, 1H), 7.46-.752 (m, 3H)
HN™ ) ) ) ) )
41 | S00475 ) (M+1) | 7.27-7.32 (t, J=7.8, 8.1 Hz, 1H), 6.62 (d, J=7.8 3.75
OO Hz, 1H), 6.57 (s, 1H), 2.07 (s, 6H)
O
N ) (CDC13, 300 MHz) §: 8.24-8.27 (dd, J=0.6, 8.1
H -
Hz, 1H), 7.97-8.00 (d, J=8.4 Hz, 1H), 7.52-7.64
42 | S00738 © (m, 2H),7.35-7.38(d, J=8.4 Hz, 1H), 6.60 (s, 1H), 0.63
OO 6.54-6.56 (d, J=8.4 Hz, 1H), 2.07 (s, 6H)
cl
0 (CDC13, 300 MHz) §: 7.73 (d, J=8.7 Hz, 1H),
NH = 5
23 | s00651 j{%ﬁ 7.63 (d, J=8.1 Hz, 1H), 7.28-7.42 (m, 2H), 10

O

6.07 (s, 1H), 2.07 (s, 6H)
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(continued)

MS IC50
SCID Structure (mle) 1H NMR (M)
(@]
NH a6 | (CDC13,300MHz)8: 7.13 (d, J=8.4 Hz, 1H),
44 | S00698 ) (M+'1) 6.73 (s, 1H), 6.46 (d, J=7.8 Hz, 1H), 5.82 (s, 1H), 5
o 2.03 (s, 6H), 1.63 (s, 4H), 1.20-1.24 (m, 12H)
ozgi( (CDC13, 300 MHz) §:9.96 (s, 1H), 6.84 (d, J=7.5
45 | S00663 N"Ng Hz, 1H), 6.33(d, J=8.1Hz, 1H), 3.80(m, 2H),3.09 | 40
N (m, 2H), 2.25 (s, 3H), 2.02 (s, 6H)
Y
o=2:\( (CDC13, 300 MHz) §: 7.42 (d, J=0.9 Hz, 1H),
46 | S00662 NN 7.04 (d, J=8.4 Hz, 1H), 6.95 (d, J=14.7 Hz, 2H), | 60
/©:N) 6.56 (d, J=4.2 Hz, 1H), 2.43 (s, 3H), 2.12 (s, 6H)
O
F. .
N (CDC13, 300 MHz) §: 7.51-7.56 (m, 1H),
47 | Soo41z U\ / 7.14-7.21 (m, 2H), 4.66 (s, 2H), 2.00 (s, 6H) 10
Fsc O
(@]
c (CDC13, 300 MHz) §: 7.60 (d, J=8.1 Hz, 1H),
48 | s00513 IJAN ) 7.46 (s, 1H), 7.30 (d, J=8.1 Hz, 1H), 4.64 (s, 2H), | 5
F,C o 1.98 (s, 6H)
(@]
Fa (CDC13, 300 MHz) §: 7.65 (s, 1H), 7.45 (d, J=3
49 | S00201 jg/\ / Hz, 2H), 4.64 (s, 2H), 1.97 (s, 6H) 10
c o]
(@]
(CDC13, 300 MHz) §: 7.50 (d, J=8.1 Hz, 2H),
50 | S00088 C/OA / 7.40 (d, J=8.7 Hz, 2H), 4.69 (s, 2H), 1.97 (s, 6H) 10
Fs o)
Cl
P (CDCI3, 300 MHz) 8: 7.63 (s, 1H), 7.44-7.46 (d,
51 | S00408 N ) J=8.0 Hz, 1H), 7.26-7.27 (d, J=6.2 Hz, 2H), 4.82 | 10
FiC 5 (s, 2H), 2.01 (s, 6H)
(@]
N (CDC13, 300 MHz) §:7.43 (m, 2H), 7.30 (m, 2H),
52 | S0043 /©)\ / 5,25 (m, 1H), 1.92 (s, 6H), 1.77 (d, J=5.4 Hz, 3H) | 0
Br fe)
o)
o 9300 | (CDC13,300 MH2) 5:7.09 (d, J=8.4 Hz, 2H),
53 | S00628 /©/ ) (M_1') 7.00(d, J=9. 0Hz, 2H), 2.30 (s, 3H), 2.02 (s, 6H). | 60
5 HPLC-MS (m/e): 230.0 (M-1).
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(continued)

MS IC50
SCID Structure 1H NMR
(m/e) (uM)
o
N 3241 | (CDC13,300 MHz)5: 7.60 (d, J=8.1 Hz, 2H),
54 | S00409 O/\ /| ey 7.48 (d, J=8.4 Hz, 2H), 4.78 (s, 2H) 20
CF3 (@)
cl
7 | sg95 | (CDC13,300MHz) 5: 766 (d, J=8.1 Hz, 2H),
55 | S00410 NN > | 7.44(d, J=8.1Hz, 2H), 4.67 (s, 2H), 4.16 (s, 3H), | 10
/ (M+1)
FsC o 1.98 (s, 3H)

Example 6: Ability of representative compounds to cause adaptation to G2 cell cycle arrest and induce G2-
arrested cells to re-enter the cell cycle

[0135] Representative compounds were synthesized according to methods provided herein. The structure and other
physicochemical properties of each compound was determined by 1H NMR spectroscopy for each synthesized com-
pound.

[0136] Pre-arrested Jurkat cells were prepared as described in Example 1. Briefly, Jurkat cells were subjected to X-
ray irradiation at a dose of 10 Gy, and cultured for 24 hours in 10% fetal calf serum (FCS)/RPMI1640 at 37°C with 5%
COy/air, after which time cells were exposed to various concentrations of test compounds, and cultured under the
conditions described above for an additional 24 hours before harvesting. Harvested cells were stained with Krishan’s
buffer (0.1% sodium citrate, 50 pug/ml propidium iodide, 20 ng/ml RNase A, 0.5% Nonidet P-40) and analyzed by flow
cytometry (BD Biosciences, Franklin Lakes, NJ) to identify the cell stage of each cell in the sample. Cells in G1 phase
were identified by having doubled (2N) DNA content.

[0137] The ICg, value for each compound was calculated as the dosage (concentration in uM) that caused half-
maximal increase of the percentage of cells in G1 phase (the G1 increment) measured for that test compound. Table 2
below presents structures, IUPAC name, molecular formula, ID number ("SCID"), mass, 1H NMR values, and IC5g values
for representative compounds. Table 3 presents structures, IUPAC name, molecular formula, ID number ("SCID"), mass,
1H NMR values, and IC5q values for further representative compounds.
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Example7: Effects of S00109 alone, and S00109 in combination with additional anti-cancer treatments, on normal
cells and on cancer cells

[0138] The effects of S00109 alone, and S00109 in combination with well-known anti-cancer treatments, was deter-
mined for normal human dermal fibroblasts (NHDF), and human umbilical endothelial cells (HUVEC), and for MIAPaCa2
cells (pancreatic cancer-derived cell line), HCT116 cells (colon cancer-derived cell line), IM9 cells (multiple myeloma-
derived cell line), ARH-77 cells (multiple myeloma-derived cell line), RPMI-8226 cells (multiple myeloma-derived cell
line) and NCI-H929 cells (multiple myeloma-derived cell line).

[0139] Cells were treated as described in Tables 4-11, then harvested, stained with propidium iodide to allow meas-
urement of DNA content, and analyzed by flow cytometry to determine the cell cycle stage of each cell present in each
population following treatment. Thus, a "phenotype" or "predominant phenotype" or "cell cycle pattern" is determined
on the basis of the percentage of cell in various cell cycle stages (G1, S, G2, M, subG1 (dead), and so on). Tables 4-11
report the predominant cell cycle pattern, or the most relevant change in the cell cycle pattern, corresponding to each
treatment combination. For example, the result for one treatment combination may be reported as an increase in the
number of cells in G2 phase after exposure to a certain S00109 concentration, compared with the predominant phenotype
resulting from exposure to a lower S00109 concentration, for the same anti-cancer treatment. Similar, the result for a
anti-cancer treatment, in the absence of S00109 treatment, may be reported as an increase in the number of cells in S
phase, compared with the corresponding control (no anti-cancer treatment, no S00109, same culture conditions).
[0140] Normal human cells and human cancer cells were exposed to S00109 (abbreviated S109 in Tables 4-11) at
various concentrations from no S00109, up to 100 .M S00109, as shown in the header for each column.

[0141] Normal human cells and human cancer cells were exposed to a variety of anti-cancer treatments including X-
ray radiation, and the anti-cancer agents ("anti-cancer drugs") methotrexate, CPT-11 (irinotecan, Camptosar®), 5-FU
(5-fluorouracil), CDDP (cisplatin), adriamycin, Gemzar® (gemcitabine), taxol, Velcade® (bortezomib), vincristine, dex-
amethasone, and melpharan. Treatments included simultaneous treatment with the anti-cancer agent and the indicated
dose of S00109, as well as staggered treatment combinations, were cells were treated first with an anti-cancer treatment
and then with the indicated dose of S00109. A key to the treatments as described in the legend for each row in Tables
4-11 is presented below.

[0142] Control experiments included experiments in which cells were treated with S109 at the indicated dose, and no
additional treatment, indicated as "alone" in Tables 4-11, where "S109 at the indicated dose" includes no S00109, or
S00109 at various concentrations up to 100 uM, as indicated in each column heading. Control experiments included
experiments designed to test the effects of 24 hr and 48 culture times, as well as the effects of additional steps such as
a change of culture media at 3 hours, or the addition of S00109 in a later step.

Key to Treatments in Tables 4-11

Cells were cultured 24 hrs without any additional anti-cancer treatment, in culture media with
alone 24hr the indicated dose of S109, where "the indicated dose of $S109" includes "No S109" control
treatments

Cells were irradiated with X-rays for a total dose of 10Gy at the beginning of the experiment
(requiring about 5-10 min), and cultured in the presence of the indicated dose of $109, for
24 hrs

X-ray 10Gy 24hr
simul.stim.

Cells were irradiated with X-rays for a total dose of 10Gy (about 5-10 min) and cultured in
X-ray 10Gy pre irrad. | culture media alone for 24 hrs, then at 24 hrs after the irradiation, the indicated dose of S109
was added to culture media and cells were cultured for an additional 24 hrs

MTX 0.4 24hr Cells were cultured in media containing 0.4.g/ml methotrexate and the indicated dose of

S109 for 24hrs

MTX 2 24hr Cells were cultured in media containing 2p.g/ml methotrexate and the indicated dose of S109
for 24hrs

MTX 10 24hr Cells were cultured in media containing 10.g/ml methotrexate and the indicated dose of S109

for 24hrs

Cells were cultured for 3 hrs in media containing S109 at the indicated dose, then at 3 hrs,

alone Shr 24hr the culture media was replaced with fresh media without S109, and cells were cultured in the

culture

fresh media for an additional 24 hrs
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(continued)

Key to Treatments in Tables 4-11

Cells were cultured for 3 hrs in media containing 50p.g/ml CPT-11 (irinotecan, Camptosar®)
and the indicated dose of S109, then at 3 hrs, the culture media was replaced with fresh

CPT-1150 media without CPT-11 or S109, and cells were cultured in the fresh media for an additional
24 hrs
Cells were cultured for 3 hrs in media containing 20p.g/ml 5-FU (5-fluorouracil) and the
5-FU 20 indicated dose of S109, then at 3 hrs, the culture media was replaced with fresh media without

5-FU or S109, and cells were cultured in the fresh media for an additional 24 hrs

alone 3hr 48hr
culture

Cells were cultured for 3 hrs in media containing the indicated dose of $S109, then at 3 hrs,
the culture media was replaced with fresh medium without S109, and cells were cultured in
the fresh media for an additional 48hrs

CDDP 3

Cells were cultured for 3 hrs in media containing 3p.g/ml CDDP (cisplatin) and the indicated
dose of S109, then at 3 hrs, the culture media was replaced with fresh media without CDDP
or S109, and cells were cultured for an additional 48hrs

CDDP 10

Cells were cultured for 3 hrs in media containing 10p.g/ml CDDP and the indicated dose of
S109, that at 3 hrs, the culture media was replaced with fresh media without CDDP or S109,
and cells were cultured for an additional 48hrs

ADR 1

Cells were cultured for 3 hrs in media containing 1 ng/ml adriamycin and the indicated dose
of S109, then at 3 hrs, the culture media was replaced with fresh media without adriamycin
or S109, and cells were cultured for an additional 48hrs

Gemzar 0.016

Cells were cultured for 3 hrs in media containing 0.016.g/ml Gemzar® (Gemcitabine) and
the indicated dose of $S109, then at 3 hrs, the culture+ media was replaced with fresh media
without Gemzar® or S109, and cells were cultured for an additional 48hrs

Gemzar 0.08

Cells were cultured for 3 hrs in media containing 0.08.g/ml Gemzar® and the indicated dose
of S109, then at 3 hrs, the culture media was replace with fresh media with Gemzar® or S109,
and cells were cultured for and additional 48hrs

Gemzar 0.4

Cells were cultured for 3 hrs in media containing 0.04.g/ml Gemzar® and the indicated dose
of 8109, then at 3 hrs, the culture media was replaced with fresh media without Gemzar® or
S$109, and cells were cultured for an additional 48hrs

Gemzar 2

Cells were cultured for 3 hrs in media containing 0.2p..g/ml Gemzar® and the indicated dose
of 8109, then at 3 hrs, the culture media was replaced with fresh media without Gemzar® or
S$109, and cells were cultured for an additional 48hrs

Gemzar 10

Cells were cultured for 3 hrs in media containing 10pn.g/ml of Gemzar® and the indicated dose
of S109, then at 3 hrs, the culture media was replace with fresh media without Gemzar® or
S$109, and cells were cultured for an additional 48hrs

Gemzar 50

Cells were cultured for 3 hrs in media containing 50.g/ml of Gemzar® and the indicated dose
of S109, then at 3 hrs, the culture media was replace with fresh media without Gemzar® or
S$109, and cells were cultured for an additional 48hrs

Taxol 0.0032

Cells were cultured for 3 hrs in media containing 0.0032.g/ml Taxol and the indicated dose
of S109, then at 3 hrs, the culture media was replaced with fresh media without Taxol or
S$109, and cells were cultured for an additional 48hrs

Taxol 0.016

Cells were cultured for 3 hrs in media containing 0.016.g/ml Taxol and the indicated dose
of S109, then at 3 hrs, the culture media was replaced with fresh media without Taxol or
S$109, and cells were cultured for an additional 48hrs

Taxol 0.08

Cells were cultured for 3 hrs in media containing 0.08.g/ml Taxol and the indicated dose of
S109, then at 3 hrs, the culture media was replaced with fresh media without Taxol or S109,
and cells were cultured for an additional 48hrs
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(continued)

Key to Treatments in Tables 4-11

Cells were cultured for 3 hrs in media containing 0.4p.g/ml Taxol and the indicated dose of

Taxol 0.4 S109, then at 3 hrs, the culture media was replaced with fresh media without Taxol or S109,
and cells were cultured for an additional 48hrs
Cells were cultured for 3 hrs in media containing 2p.g/ml Taxol and the indicated dose of
Taxol 2 S109, then at 3 hrs, the culture media was replaced with fresh media without Taxol or S109,
and cells were cultured for an additional 48hrs
Cells were cultured for 3 hrs in media containing 10pug/ml Taxol and the indicated dose of
Taxol 10 S109, then at 3 hrs, the culture media was replaced with fresh media without Taxol or S109,
and cells were cultured for an additional 48hrs
2dhr Cells were cultured for 24 hrs with no additional anti-cancer treatment (same as "alone, 24
hr' above)
Cells were cultured for 24hrs in media containing 3pug/ml Velcade® (bortezomib) and S109
Velcade 3 o
at the indicated dose
Cells were cultured for 24hrs in media containing 6p.g/ml Velcade® (bortezomib) and S109
Velcade 6 o
at the indicated dose
. Cells were cultured for 24hrs in media containing 2ug/ml Vincristine and S109 at the indicated
Vincristine 2

dose

Vincristine 20

Cellswere cultured for 24hrsin media containing 20pg/ml Vincristine and S109 atthe indicated
dose

Dexamethasone 2

Cells were cultured for 24hrs in media containing 2pu.g/ml Dexamethasone and S109 at the
indicated dose

Dexamethasone 20

Cellswere cultured for 24hrsin media containing 20p.g/ml Vincristine and S109 atthe indicated
dose

Dexamethasone 200

Cells were cultured for 24hrs in media containing 200p.g/ml Vincristine and S109 at the
indicated dose

Sim24hr ADRO.1

Cells were cultured for 24hrs in the presence of 0.1ug/ml adriamycin and the indicated dose
of S109 (i.e., simultaneously)

Sim24hr ADRO.5

Cells were cultured for 24hrs in the presence of 0.5ug/ml adriamycin and the indicated dose
of S109 (i.e., simultaneously)

Sim24hr Melph 1

Cells were cultured for 24hrs in the presence of 1ug/ml melpharan and the indicated dose of
S109 (i.e., simultaneously)

Sim24hr Melph 4

Cells were cultured for 24hrs in the presence of 4pug/ml melpharan and the indicated dose of
S109 (i.e., simultaneously)

48hr

Cells were cultured for 48 hrs without any additional anti-cancer treatment and in the presence
of the indicated dose of S109

Sim48hr ADRO.1

Cells were cultured for 48hrs in the presence of 0.1.g/ml adriamycin and the indicated dose
of $109 (i.e., simultaneously)

Sim48hr ADRO.5

Cells were cultured for 48hrs in the presence of 0.5u.g/ml adriamycin and the indicated dose
of S109 (i.e., simultaneously)

Sim48hr Melph 1

Cells were cultured for 48hrs in the presence of 1pg/ml melpharan and the indicated dose of
S109 (i.e., simultaneously)

Sim48hr Melph 4

Cells were cultured for 48hrs in the presence of 1pug/ml melpharan and the indicated dose of
S109 (i.e., simultaneously)

Add at 24 hr

Cells were cultured for 24 hrs in media alone, then at 24 hrs, the indicated dose of S109 was
added to the culture media and the cells were cultured for an additional 24hrs
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(continued)

Key to Treatments in Tables 4-11

Pre ADRO.1 Add
24hr

Cells were cultured for 24 hrs in media containing 0.1p.g/ml adriamycin, then at 24 hrs, the
indicated dose of S109 was added to the adriamycin-containing media and cells were cultured
in the presence of adriamycin and S109 for an additional 24 hrs

Pre ADRO0.5 Add
24hr

Cells were cultured for 24 hrs in media containing 0.5pn.g/ml adriamycin, then at 24 hrs, the
indicated dose of S109 was added to the adriamycin-containing media and cells were cultured
in the presence of adriamycin and S109 for an additional 24 hrs

Pre Mel 1 Add 24hr

Cells were cultured for 24 hrs in media containing 1..g/ml melpharan, then at 24 hrs, the
indicated dose of S109 was added to the melpharan-containing media and cells were cultured
in the presence of melpharan and S109 for an additional 24 hrs

Pre Mel 4 Add 24hr

Cells were cultured for 24 hrs in media containing 4..g/ml melpharan, then at 24 hrs, the
indicated dose of S109 was added to the melpharan-containing media and cells were cultured
in the presence of melpharan and S109 for an additional 24 hrs

Add at 48 hr

Cells were cultured in media alone for 48 hrs, then at 48 hrs, the indicated dose of S109 was
added and cells were cultured for an additional 24 hrs

Pre ADRO.1 Add
48hr

Cells were cultured in media containing 0.1u.g/ml adriamycin for 48 hrs, then at 48 hrs, the
indicated dose of S109 was added and cells were cultured in the presence of adriamycin and
S$109 for an additional 24 hrs

Pre ADRO0.5 Add
48hr

Cells were cultured in media containing 0.5.g/ml adriamycin for 48 hrs, then at 48 hrs, the
indicated dose of S109 was added and cells were cultured in the presence of adriamycin and
S$109 for an additional 24 hrs

Pre Mel 1 Add 48hr

Cells were cultured in media containing 1.g/ml melpharan for 48 hrs, then at 48 hrs, the
indicated dose of S109 was added and cells were cultured in the presence of melpharan and
S109 for an additional 24 hrs

Pre Mel 4 Add 48hr

Cells were cultured in media containing 4p.g/ml melpharan for 48 hrs, then at 48 hrs, the
indicated dose of S109 was added and cells were cultured in the presence of melpharan and
S$109 for an additional 24 hrs

In Tables 4-11, results were reported as follows.

Key to Results in Tables 4-11

horizontal arrow —

The cell cycle pattern (phenotype) seen after this treatment is the same as the pattern seen
for control (non-treated) cells under corresponding conditions, OR the pattern for this
S00109 dose is the same as the pattern seen at the next lower dose of S00109

slightly G27 or slight
G271

The percentage of cells in the G2 phase (the G2 cell population) is slightly increased, by
about 5-10%

slightly dead or slight
dead?

The percentage of cells in the subG1 cell population (where subG1 is the phenotype of a
dead cell) is slightly increased, i.e., about a 5-10% increase in the subG1 population

G2t The percentage of cells in G2cell population is increased (10%-20%)
When the results of cell sorting by flow cytometry are plotted, the shape of the peak
Dull G1 representing the G1 cell population has become "dull" (more rounded, more diffusely
distributed, usually with longer tails) compared with a "sharp" peak seen in other cell
populations
S delay The percentage of cells in S phase (the S phase population) has increased
. o 510 . :
G271 Death? The G2 cell population is increased by about 10%-20%, and the subG1 population (i.e.,

dead cells) is also increased
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(continued)

Key to Results in Tables 4-11
The cellcycle pattern observed for this treatment combination was the same as the untreated
Freezing or Freezing? | control (no anti-cancer treatment and no S00109, same culture conditions) even though
these cells were subjected to the specified treatment combination.
Dull G1 G24 The shape of the peak representing the G1 cell population has become "dull" (see above)
and the percentage of cells in G2 phase (the "G2 cell population") is decreased
G2l The G2 cell population is decreased
G2 The G2 cell population is slightly increased
S/IG2 The percentage of cells in S/G2 phase (the "S/G2 cell population”) is slightly increased
siG2T The percentage of cells in S/G2 phase (the "S/G2 cell population") is significantly increased
Death The subG1 cell population (dead cells) is increased
NON or Cvele The cell cycle pattern for this cell population is the same as the pattern of the corresponding
y non-treated control cells, despite the fact that this cell population was treated as indicated.
When the results of cell sorting by flow cytometry are plotted, the shapes of all the peaks
Dull corresponding to cells in different cell cycle phases is "dull" (rounded, diffusely distributed,
not "sharp")
Results

[0143] Theresults show that S00109 had more severe cytotoxic effects on cancer cells and little or no cytotoxic effects
on normal cells Alternately expressed, the results show that most cancer cells are more sensitive to S00109 and than
are most normal cells These results are in agreement with the results of the ARH-77 xenograft tumor transplant exper-
iments of Example 4, where treatment of xenograft tumor-bearing mice with S00109, S01860, S03518, S03405 or
S03747 resulted in dramatic increases in the survival rates of the tumor-bearing mice, indicating that S00109, S01860,
S03518, S03405 or S03747 has specifically killed or suppressed the ARH-77 (multiple myeloma) cells in the xenograft
tumors without having cytotoxic effects on the normal cells or organs of the mouse host.

A. Normal barman dermal fibroblasts (NHDF)

[0144] Normal human dermal fibroblasts (NHDF) were treated as described in the first cell of each row of Table 4,
and exposed to no S00109 (Column 2) or SO0109 at the concentrations listed in Columns 3-9. The predominant phenotype
for each treatment combination is described in the corresponding cell.

Table 4. Phenotype of normal human dermal fibroblast cells (NHDF) treated with S00109 alone, or in
combination with anti-cancer treatments

NHDE 0.0064 0.032 0.16 0.8 uM 20 uM 100uM
Treatment | N°S109 | kM pM pM s10g | AwMS109 $109 $109
$109 $109 S$109
- - - slightly slightly slightly Slightly
alone 24hr G21 G2t G2t dead
X-ray 10Gy G2t - - - - - - -
24hr simul.stim.
X-ray. 10Gy pre Got - - - - - - -
irrad.
slightly slightly slightly slightly
MTX 0.4 24hrs dull G1 - - - G2t G2t G2t G2t
slightly slightly slightly slightly
MTX 2 24hrs dull G1 - - - G2t cot 2t G2t
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(continued)

S LR R B I e IV T s
$109 $109 $109
MTX 10 24hrs | dull G1 | — BN BN Zizggt'y Z\'E’?t'y Z\"zggt'y 25’?”3'
alone 3hr 24hr Slightly
culture - - - - - - dead
CPT-11 50 Sdelay | — - - - - - -
5-FU 20 %“g?t - - - - - - -
alone 3hr 48hr G2TDea |G271 G2
culture - - - - th 1 Death T | TDeath T
CDDP 3 SG“g;t - - - c2t c2t ?éeath T 1(‘3|:2>eath T
CDDP 10 G227 - — - G2{ Freezing Freezing Freezing
ADR 1 G217 - - - - - - -
Gemzar 0.016 Déllziﬂ - - - — Freezing Freezing G2t
Gemzar 0.08 G2l - - - - - - G27
Gemzar 0.4 SIG2 - - - - - - G2
Gemzar 2 siG2T | » - - - - - -
Gemzar 10 sig2t | —» - - - - - -
Gemzar 50 sig2t | —» - - - - - -
Taxol 0.0032 Death | — - - - - Mt MT
Taxol 0.016 Death | — - - - - Mt MT
Taxol 0.08 Death | — - - - - mMT MT
Taxol 0.4 Death - - - - Freezing Freezing
Taxol 2 Death - - - — Freezing Freezing
Taxol 10 Death - - - — Freezing Freezing

B. Normal human umbilical endothelial cells (HUVEC)

[0145] Normal human umbilical endothelial cells (HUVEC) were treated as described in the first cell of each row of
Table 5, and exposed to no S00109 (Column 2) or S00109 at the concentrations listed in Columns 3-9. The predominant
phenotype for each treatment combination is described in the corresponding cell.

Table 5. Phenotype of normal human umbilical endothelial cells (HUVEC) treated with S00109 alone or in
combination with anti-cancer treatments

0.0064 | 0.032 | 0.16
N 0.8 uM 20 pM 100uM
HUVEC Treatment | ¢ 189 wM wM wM S 1:9 4 M S109 S 1'(’)‘9 S 1:)"9
8109 | S109 | S109
slightly slightly slightly Slightly
alone 24hr - - - G2t G2t G2t dead
X-ray 1OG¥ 24hrs G2t N N 5 N N N N
simul.stim.
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(continued)

0.0064 | 0.032 0.16
HUVEC Treatment s';lgg wM wM wM 0‘381‘;3" 4 uM S109 230 1’(’)‘2" 122(’;9“"
8109 $109 $109
X-ray 10G
ray 1y pre G27 - - - - - - -
irrad.
Slightl
MTX 0.4 24hrs | s/iG2t | = > | cycle? | Cycle? | Cycle? Cycle? d'ga dy
Slightl
MTX 2 24hrs sic2t | - N - | cycle? | cycle? Cycle? d'ga dy
MTX 10 24hrs siG27 - - - - - - -
alone 3hr 24hr
- - - - - - -
culture
CPT-11 50 Sdelay - - - - - - -
Slight
5-FU 20 G2t - - - - - - -
alone 3hr 48hr
- - - - - - -
culture
Slight
CDDP 3 9 N N - N G2t G2t G2t
G2T
CDDP 10 G271 - - - - - Freezing? Freezing?
Death
ADR 1 G2t - - - - - - Death
Gemzar 0.016 Death - - — - Freezing ? Freezing? Freezing?
0.0064 | 0.032 0.16
HUVEC Treatment s';lgg M wM M 0‘381‘(’)‘3" 4 pM S109 230 1’(’)‘2" 122(’)"9“"
S$109 S$109 $109
Gemzar 0.08 Death - - — - - Freezing? Freezing?
Gemzar 0.4 Death - - - - - Freezing? Freezing?
Gemzar 2 Death - - - - - Freezing? Freezing?
Gemzar 10 Death - - - - - Freezing? Freezing?
Gemzar 50 Death - - — - - Freezing? Freezing?
Taxol 0.0032 Death - - - - - - -
Taxol 0.016 Death - - - - - - -
Taxol 0.08 Death - - — - - - Freezing?
Taxol 0.4 Death - - — - - Freezing? Freezing?
Taxol 2 Death - - - - - Freezing? Freezing?
M . .
Taxol 10 - - — - - Freezing? Freezing?
arrest

C. Human pancreatic cancer-derived cell line MIAPaCaZ2
[0146] Cells of the human pancreatic cancer-derived cell line MIAPaCa2 were treated as described in the first cell of

each row of Table 6, and exposed to no S00109 (Column 2) or S00109 at the concentrations listed in Columns 3-7. The
predominant phenotype for each treatment combination is described in the corresponding cell.
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Table 6. Phenotype of human pancreatic cancer cell line (MIAPaCaz2) treated with S00109 alone or in
combination with anti-cancer treatments

MIAPaCa2 Treatment | No S109 0'(’3312:);M 0.;$0|;M 0.8 .M S109 | 4 M S109 2301*52"
alone 24hr NON NON NON SG24 SG2l SG24
X::jli’t'l jfhr NON NON NON sG2l sG2) sG2l
X'r:i’r'nl?it’i' nf.‘”" G21 > > > g1t e2l | e1t G2l
X-ray 2Gy pre irrad. G2t - ey X SG2{ SG2J SG2{
X-ray 10Gy pre irrad. G2t - G117 G1T G2¢ G1T G2{ G1T G2¢
MTX 0.12 24hr sG2y - - - - -
MTX 0.6 24hr SG2y - - - - -
MTX 3 24hr sG2l - - - - -
alone 3hr 24hr culture NON NON NON NON NON sG2l
CPT-11 50 G2t - - - - G1T G2J
5-FU 20 SG2y - - - - -
alone 3hr 48hr culture NON NON NON NON NON NON
CDDP 3 SG“g,?t - - - - -
CDDP 10 G27 - - - - G2y
ADR 1 sG2t > > - - G2} ?eath
Gemzar 2 sG2y - - - - SG2J
Gemzar 10 G - - - - sG2l
Gemzar 50 Dull - Dead - - sG2l
Taxol 0.4 Death - - - G2T G2T
Taxol 2 Death - - - - G271
Taxol 10 Death - - Gg27t G271 G227t

D. Barman colon cancer-derived cell line HCT116

[0147]

Cells of the human colon cancer-derived cell line HCT116 were treated as described in the first cell of each

row of Table 7, and exposed to no S00109 (Column 2) or SO00109 at the concentrations listed in Columns 3-8. The
predominant phenotype for each treatment combination is described in the corresponding cell.

Table 7. Phenotype of human colon cancer cell line (HCT116) treated with S00109 alone or in combination
with anti-cancer treatments

HCT116 0.032uM | 016 M | 0.8 puM 20 pM 100 M
Treatment No $109 $109 $109 $109 4 pMS109 $109 $109
alone 24hr NON NON NON sl G21 G21 ?eath ND

X-ray 2Gy 24hr NON NON NON sl G2t G21Death
simul.stim. T
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(continued)

HCT116 0.032uM | 0.16 uM 0.8 uM 20 pM 100 M
Treatment No $109 $109 $109 $109 4 pM $109 $109 $109
X-ray 10Gy 24h
ray Tesy 2anr G27 - - - - -
simul.stim.
X-ray 2Gy pre NON NON NON Deatht G2TDeath | G2TDeath
irrad. T T
X-ray. 10Gy pre G2t N N N Death Death
irrad.
MTX 0.12 24hr G2{ - - - - -
MTX 0.6 24hr G2l N - - - -
MTX 3 24hr G2l N - - — —
alone Shr 24hr NON NON NON G271 G271 sl
culture
CPT-11 50 G2T - - - G1 G171
5-FU 20 NON NON NON NON NON NON
alone hr 48hr NON NON NON NON NON NON
culture
Slight
CDDP 3 G21 - - - - -
CDDP 10 G2t N N - - Death
G2 Death G2
ADR 1 G2T Death? N Death?
Gemzar 2 Deatf G2 - — - - Death
Death
Gemzar 10 G2l — — — Death Death
Death
Gemzar 50 G2l — — — Death Death
Taxol 0.4 Death DeathT M{DeathT | Ml DeathT
Taxol 2 Death M{DeathT | M{DeathT | M{Death T
Taxol 10 Death M{DeathT | M{Death T

E. Human muiltiple myeloma-derived cell line IM9

[0148] Cells of human multiple myeloma-derived cell line IM9 were treated as described in the first cell of each row
of Table 8, and exposed to no S00109 (Column 2, Table 8A) or S00109 at the concentrations listed in Columns 3-7 of
Table 8A and Columns 2-7 of Table 8B. The predominant phenotype for each treatment combination is described in the

corresponding cell.

Table 8. Phenotype of human multiple myeloma cell line (IM9) treated with S00109 alone or in combination with
anti-cancer treatments

[0149]
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Table 8A. Results for no $00109, and 0.02 to 0.3125u.M S00109

No 0.02 pM 0.039 LM 0.078 pM 0.156 wM 0.3125 pM
IM9 Treatment $109 $109 $109 $109 $109 $109
G2TD
X-ray 10G irrad.
ray y pre irra eath - - - - -
24hr s/G2 s/G2d s/G2) S/ GZLTDeath
Velcade 3 N - N N - G1Ts!
Velcade 6 - s/G2{ SIG24 sIG2d SIG24 s/IG2d
Vincristine 2 - - G17T G17Tsd G178 G1Tsl
Vincristine 20 Dgith G171 G171 G171 G171 G11
Dexamethasone 2 — — — — - S/GZ#Death
Dexamethasone 20 N N N G17T G1Ts! S!Death T
Dexamethasone 200 - - - - G178 Sl Death T
Sim24hr ADRO. 1 G21 citsic2l | c1tsical | ¥ GzJ’TDeath S/ GzJ’TDeath
Sim24hr ADRO.5 G27D GitsiG2l | citsigal | S/G24Death | S/G2lDeath
eath T T
Sim24hr Melph 1 s/G21 citsiczl | c1tsical | ¥ GZLTDeath S/ GZLTDeath
Sim24hr Melph 4 s/G21 citsic2l | eitsical | ¥ GZLTDeath S/ GZLTDeath
48hr - N DeathT Death?
Sim48hr ADRO. 1 G27D Gitsic2l | citsical | S/G24Death | S/G2lDeath
eath T T
. G21D
Sim48hr ADRO.5 oath G11s/G2{ G11s/G2{ G17s/G24 G1Ts/G2d
Sim48hr Melph 1 N G2t G2TDeath? | G2tDeath? | & GzJ’TDeath
Sim4shr Melph 4 G2TD S/G2! Death | S/G2!Death | S/G2!Death | S/G2!Death
eath T T T T
Add at 24 hr - - G117 G117
Pre ADRO.1 Add 24hr G27D — — - -
eath
Pre ADRO.5 Add 24hr | Death N G2l G2l >
Pre Mel 1 Add 24hr - - G2T G2T G271
Pre Mel 4 Add 24hr | 210 > > N §/G2{ Death
eath T
Pre S109 Add 24hr | G2TD
ADRO.1 eath - - - -
Pre 109 Add 24hr | _
ADRO.5 - - - -
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(continued)

No 0.02 pM 0.039 pM 0.078 uM 0.156 uM 0.3125 uM
IM9 Treatment $109 $109 $109 $109 $109 $109
Pre S109 Add 24hr Mel
1 - - - - -
Pre S109 Add 24hr Mel
4 - - - - -
Table 8B. Results for 0.625 to 20 uM S00109
0.625 pM 1.25 uM 2.5 pM
IM9 Treatment S109 $109 5109 5wM S109 | 10 uM S109 | 20 pM S109
X-ray 10Gy preirrad. - - - — - -
24hr S/ GiJ’TDeat slDeath? | siDeath? | S!Death? sl Death? slDeath?
G1TS!Deat | G17TS!Deat Gt G17S!{Deat | G11S!Death | G11S{Deat
Velcade 3 18! Death
hT hT N hT T h T
Velcade 6 Sl Death? Sl DeathT | S!DeathT | S{Death? S DeathT Sl DeathT
Vincristine 2 Sl DeathT Sl DeathT | S!{DeathT | S!DeathT Sl DeathT Sl DeathT
Vincristine 20 DeathT Death? DeathT DeathT DeathT DeathT
Dexamethasone 2 S/G2{Deat | S/G2{Dea | S/G2{De | S/G2lDeat | S/G2{Death | S/G2!Death
hT thT ath? hT 1) )
Dexamethasone 20 Sl DeathT Sl DeathT | S!DeathT | S{DeathT Sl Death T Sl DeathT
Dexamzeotgasme SlDeath? | S!Death? | SlDeath? | S!Death? sl Death? s!Death?
. S/G2! Deat S/G2! Dea S/G2{De | S/G2!{Deat | S/G2!Death | S/G2!Death
Sim24hr ADRO.1 h 1 th? ath? ht 0 0
) SIG2 S/G2! Dea S/G2iDe | S/G2l{Deat | S/G2!Death SIG2
Sim24hr ADRO.5 ! Death 1 th? at h? ht 0 I Death?
Sim24hr Meloh 1 S/IG2 S/G2{Dea | S/G2lDe | S/G2!Deat | S/G2 ! Death SIG2
P ! Death 1 th? ath? ht 0 I Death?
Sim24hr Melph S/G2{ Deat /G2l Dea S/G2{De | S/G2!Deat s/G2L Death S/G2{ Death
h at hT T
4 T thT hT )
48hr DeathT DeathT DeathT DeathT Death® Death®
. S/G2! Deat S/G2! Dea S/G2{De | S/G2!{Deat | S/G2!{Death | S/G2!Death
Sim48hr ADRO.1 hT th? ath? ht 0 !
Sim48hr ADRO.5 G17s/G2{ G118/G24 Gﬂ\f/ G2 G118/G24 G118/G24 S/ GZLTDeath
Sima8hr Meloh 1 S/G2{Deat | S/G2{Dea | S/G2{De | S/G2lDeat | S/G2{Death | S/G2!Death
P h 1 th? at h? ht 0 0
Simashr Melph 4 S/G2{Deat | S/G2{Dea | S/G2{De | S/G2lDeat | S/G2{Death | S/G2!Death
P h 1 thT at h? ht 0 0
Add at 24 hr G17T non non non G'Ii?ﬁ%FDea G'Ii?:;\Dea
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(continued)

0.625 pM 1.25 pM 2.5uM
IM9 Treatment $109 $109 $109 5 uM S109 10 uM S109 | 20 pM S109
Pre ADRO.1 Add
© - - - - - G2{
24hr
Pre ADRO0.5 Add
re - - - DeathT DeathT Death®
24hr
Pre Mel 1 Add 24hr | G2TDeath® - - - - -
Pre Mel 4 Add 24hr - - - - - -
Pre S109 Add 24hr IR R R N . .
ADRO.1
Pre S109 Add 24hr IR R R N . .
ADRO.5
Pre S109 Add 24hr
- - - - - -
Mel 1
Pre S109 Add 24hr
- - - - - Death
Mel 4

F. Human multiple myeloma-derived cell line ARH-77

[0150] Cells of human multiple myeloma-derived cell line ARH-77 were treated as described in the first cell of each
row of Table 9, and exposed to no S00109 (Table 9A, Column 2) or S00109 at the concentrations listed in Columns
3-7 of Table 9A and 2-7 of Table 9B. The predominant phenotype for each treatment combination is described in the
corresponding cell.

Table 9. Phenotype of human multiple myeloma cell line (ARH-77) treated with S00109 alone or in combination
with anti-cancer treatments.
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[0151]
Table 9A. Results for no $S00109, and 0.02 to 0.3125uM S00109
ARH-77 No 0.02 LM 0.039 uM 0.078 pM 0.156 pM 0.3125 pM
Treatment $109 $109 $109 $109 $109 $109
X-ray 10Gy pre G2TDe
. - - - - -
irrad. ath
24hr G1TG2d G1TG2y G1TG2l DeathT G2
Velcade 3 > N BN G1tG2l G1tG2l S/ GZJ’TDeath
Velcade 6 Death - - - - DeathTG2!
Vincristine 2 Death G17T G17T G17T G17 G17T
Vincristine 20 D,\T%th G17 G17 G17T G17 DeathT
Dexamethasone?2 | Death - N - DeathTG2 | DeathT G2
D th
exam;o asone 1 peath > Death?G2! | Death?G2! | Death?G2! | Death?G2l
Dexa";%tgaso”e Death > Death?G2! | Death?G2l | Death?c2! | Death?G2l
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(continued)

ARH-77 No 0.02 LM 0.039 uM 0.078 pM 0.156 LM 0.3125 pM
Treatment $109 $109 $109 $109 $109 $109
Sim24hr ADRO.1 | G271 G1tsiG2l G1tsiG2l S/ Gtzr#Dea S/ GNTDeath
Sim24hr ADRO5 | G21De G1tsiG2l G1tsiG2l S/G2lDea | /G2l Death

ath thT T
Sim24hr Melph 1 | s/G21 > G1TsIG2) S/ GtzhiTDea S/ GZJ’TDeath
Sim24hr Melph 4 | s/G21 N G11s/G2 S/ GtzhiTDea S/ GZLTDeath
48hr . . S/G2{Dea S/G2{ Death
thT )
Sim4shr ADRO.1 | G271 N siG2lDeath | G;#Dea S/ G2J}Death
. G2TDe
Sim48hr ADRO0.5 ath G118/G24 G17s/G2{ G17s/G2! G118/G24
Simashr Melph 1 . . S/G2! Dea S/G2! Death
thT T
. G271 De S/G2! Death S/G2! Death S/G2lDea S/G2! Death
Sim48hr Melph 4 ath 2 2 tht 4
Add at 24 hr — — — - -
Pre ADR0.1 Add | G2TDe
24hr ath - - - -
Pre ADRO.5 Add GiIhDe N N G2l N
24hr
Pre Mel 1 Add N N G217 G217 G2TDeath?
24hr
Pre Mel 4 Add G2TDe
odhr ath G271 Death? - - -
Add at 48 hr — — — - -
Pre ADR0.1 Add | G2TDe R N . .
48hr ath
Pre ADRO.5Add | G2TDe R N . N
48hr ath
Pre Mel 1 Add N 5 N N N
48hr
Pre Mel 4 Add G2TDe R N N N
48hr ath
Table 9B. Results for 0.625 to 20 M S00109
ARH-77 0.625 uM 1.25 uM
Treatment $109 S109 25uMS109 | 5uM S109 | 10 pM S109 | 20 LM S109
X-ray. 10Gy pre - — — — Death Death
irrad.
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(continued)

ARH-77

0.625 pM

1.25 uM

Treatment S109 $109 25uMS109 | 5pMS109 | 10 LM S109 | 20 LM S109
24hr DeathTG2! | DeathTG2! | DeathTG2{ DeathTG2) | DeathTG2 ! | DeathTG2{
Velcade 3 S/G2{Death | S/G2{Dea | S/G2l{Death | S/G2!Death | S/G2!Dea | S/G2!Death
T thT ) ) th? )
Velcade 6 DeathTG2) | DeathTG2! | DeathTG2! | DeathTG2! | DeathTG2{ | DeathTG2!
Vincristine 2 G17T G17T G117 G17T G17T G17T
Vincristine 20 DeathT DeathT DeathT DeathT DeathT DeathT
Dexamezthasone Death?G2) | Death?G2l | Death?G2! | Death?G2l | Death?G2! | DeathtG2l
Dexam;éhasone Death?G2! | Death?G2! | Death?G2l | Death?G2l | DeathtG2! | Deatht G2l
Dexarg%tgasone Death?G2! | Death?G2! | Death?G2l | Death?G2l | Death?G2{ | Death? G2l
. S/G2{Death | S/G2{Dea | S/G2l{Death | S/G2!Death | S/G2!Dea | S/G2!Death
Sim24hr ADRO.1 1 th1 1 1 th1 4
, S/G2{ Death S/G2! Dea S/G2!Death | S/G2{ Death S/G2! Dea S/G2! Death
Sim24hr ADRO.5 1 th1 N f th? 1
Sim24hr Meloh 1 S/G2{ Death S/IG2! Dea S/G2!Death | S/G2{Death S/G2! Dea S/G2! Death
P 0 th? 0 0 th? 0
Sim24hr Meloh 4 S/G2{ Death S/G2! Dea S/G2{Death | S/G2!Death S/G2! Dea S/G2! Death
P 0 th? 0 0 th? 0
48hr S/G2{Death | S/G2{Dea | S/G2l{Death | S/G2!Death | S/G2!Dea | S/G2!Death
T thT T ) thT T
Sim48hr ADRO.1 S/G2{Death | S/G2{Dea | S/G2l{Death | S/G2!Death | S/G2!Dea | S/G2!Death
T thT T ) thT T
Sim48hr ADR0.5 | G1T8/G2! G1Ts/G2 | G1Ts/G2! G1Ts/G2! G1Ts/G2 | SleLTDeath
Simdshr Meloh 1 S/G2{Death | S/G2{Dea | S/G2l{Death | S/G2!Death | S/G2!Dea | S/G2!Death
P 0 th? 0 0 th? 0
Simashr Meloh 4 S/G2{Death | S/G2{Dea | S/G2l{Death | S/G2!Death | S/G2!Dea | S/G2!Death
P 0 th? 0 0 th? 0
Add at 24 hr - N G2TDeathT | G2TDeathT | G2TDeath T | G2TDeath?
Pre ADRO.1 Add - G1lDeath T - - - -
24hr
Pre ADRO.5 Add
24hr - - - - - -
Pre Mel 1 Add
24hr - - - - - -
Pre Mel 4 Add
24hr — - - — — -
Add at 48 hr — — — — - —
Pre ADRO.1 Add
- - - - - -

48hr
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(continued)

ARH-77 0.625 pM 1.25 uM
Treatment $109 S109 2.5 uM S109 5 nM S109 10 nM S109 20 .M S109
Pre ADRO0.5 Add

48hr - - - - - -

Pre Mel 1 Add - - - - DeathT DeathT
48hrs

Pre Mel 4 Add — — DeathT — — —
48hr

G. Human multiple myeloma-derived cell line RPMI-8226

[0152] Cells from human multiple myeloma-derived cell line RPMI-8226 were treated as described in the first cell of
each row of Table 10, and exposed to no S00109 (Column 2, Table 10A) or S00109 at the concentrations listed in
Columns 3-7 of Column 10A and Columns 2-7 of Column 10B. The predominant phenotype for each treatment combi-
nation is described in the corresponding cell.

Table 10. Phenotype of human multiple myeloma cell line (RPMI-8226) treated with S00109 alone or in combi-
nation with anti-cancer treatments

[0153]
Table 10A. Results for no $00109, and 0.02 to 0.3125,M S00109
RPMI-8226 No S109 0.02 pM 0.039 pM 0.078 pM 0.156 M 0.3125 pM
Treatment S$109 S109 S109 S$109 S$109
X-ray. 10Gy pre G2TDeath - - R - -
irrad.
24hr - G2l G1tG2l G1tGc2l
Sim24hr ADRO. 1 - - - G2l G2}
Sim24hr Melph 1 S arrest - - - G1Ts/G2!
Sim24hr Melph 4 S arrest - - - G117
48hr = G1tsic2l Desig‘fj T GNTDeath
Velcade 3 Death Death Death Death Death Death
Velcade 6 Death Death Death Death Death Death
Vincristine 2 Death Death Death Death Death Death
Vincristine 20 Death Death Death Death Death Death
Dexamethasone 2 Death® Death? S/Gchill\Dea S/G2¢TDeath
Dexam;:)hasone S/GchiTDea a1t Gt a1t a1t
Dexamethasone Death S/G2lDeath | S/G2lDeat | S/G2lDea | S/G2lDeath
200 T hT th? T
Sim48hr ADRO.1 G2t - - - G1Ts/G2!
Sim48hr Melph 1 - - - - —
Sim48hr Melph 4 G271 - - G1Ts/G2 4 G1Ts/G2)
Add at 48 hr - - - -
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(continued)

RPMI-8226 No $109 0.02 pM 0.039 pM 0.078 pM 0.156 M 0.3125 uM
Treatment $109 $109 $109 $109 $109
Pre ADRO.1 Add
48hr G2T - - - -
Pre Mel1 Add 48hr — — - - —
Pre Mel 4 Add G2T - - - -
48hr
Table 10B. Results for 0.625 to 20 nM S00109
RPMI-8226 0.625 LM 1.25 uM 2.5 M
Treatment $109 $109 $109 SpMS109 | 10 pMS109 | 20 pM S109
X_
ray. 10Gy pre N N N 5 N N
irrad.
24hr G1TG2d G162l G162l G1TG2d DeathTG2 | DeathTG2!
Sim24hr ADRO.1 G2y G2y G2y G2y DeathTG2 | | DeathTG2!
. G118/G2
Sim24hr Melph 1 G17s/G2) G17s/G2) ! G17s/IG2) G17s/G2) G17s/G2)
Sim24hr Melph 4 G117 G17T G117 G171 G117 G117
48hr S/G2! Death S/G2! Dea s/G2lDe | S/G2!lDea S/G2! Dea S/G2! Death
T thT athT thT thT T
Velcade 3 Death Death Death Death Death Death
Velcade 6 Death Death Death Death Death Death
Vincristine 2 Death Death Death Death Death Death
Vincristine 20 Death Death Death Death Death Death
Dexamethasone 2 S/G2{ Death S/G2{Dea | S/G2{De | S/G2{Dea S/G2{ Dea S/G2{ Death
T thT ath® thT thT T
Dexam;gmsone G171 G171 G1E?eat G1TDeath T | G1TDeath T | G11Death?
Dexamethasone S/G2{ Death S/G2{Dea | S/G2lDe | S/G2{Dea S/IG2{ Dea S/G2{ Death
200 T thT athT thT thT )
. G118/G2
Sim48hr ADRO.1 G17s/G24 G17s/G24 ! G17s/G2! G17s/G24 G1Ts/G2d
Sim48hr Melph 1 - - Death Death Death Death
. G11S/IG2
Sim48hr Melph 4 G1ts/G2l G1ts/G2l . G11s/G2) | DeathTG2! | DeathTG2 !
Add at 48 hr — — — - - —
Pre ADRO.1 Add . . . . . .
48hr
Pre Mel 1 Add 48hr — — — - - —
Pre Mel 4 Add 48hr — - — — - —

H. Human myeloma-derived cell line NCI-H929

[0154]
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Table 11, and exposed to no S00109 (Column 2, Table 11A) or S00109 at the concentrations listed in Columns 3-7 of
Table 11A and Columns 2-7 of Table 11B. The predominant phenotype for each treatment combination is described in

the corresponding cell

Table 11. Phenotype of human multiple myeloma cell line (NCI-H929) treated with S00109 alone or in combination
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with anti-cancer treatments.

[0155]
Table 11A. Results for no S00109, and 0.02 to 0.3125 p.M S00109
NCI-H929 No S109 0.02 pM 0.039 uM 0.078 uM 0.156 uM 0.3125 pM
Treatment $109 $109 $109 $109 $109
* rayir:;)c?y i G2ST“§:;th - - - - -
24hr - - - -
Sim24hr ADRO.1 G271 - - G1T8/G2! G1Ts/G2)
Sim24hr ADRO.5 sG2t - - - -
Sim24hr Melph
0.25 - - - - -
Sim24hr Melph 1 - - - - -
Sim24hr Melph 4 sG2? - G17s/IG24 G17s/G2) G17s/G2d
48hr - - Death Death
Sim48hr ADRO.1 G271 - - - SIG2)
Sim48hr ADRO.5 Death - - - —
Sim4£(3)r‘12r5MeIph - - - - Death
Sim48hr Melph 1 - - - — Death
Sim48hr Melph 4 G227 - - - Death
Add at 48 hr - — — —
Pre ADRO.1 Add Death G21 . . . S/G2{ Death
48hr )
Pre ADRO.5 Add
48hr Death - - — —
Pre Me10.25 Add
48hr - - - - -
Pre Mel 1 Add
48hr - - - - -
Pre I\ﬂleh‘: Add sG2? — - - -
Table 11B. Results for Results for 0.625 to 20 p.M S00109
NCI-H929 Treatment | 0.625 pM S109 | 1.25 M $109 | 2.5 uM S109 | 5 pM S109 | 10 uM S109 | 20 pM S109
X-ray 10Gy preirrad. | DeathTG2! | DeathTG2 | | DeathTG2! | DeathTG2 | | DeathTG2 ! | DeathTG2J
24hr — - - Death Death Death
Sim24hr ADRO.1 G1Ts/G2) G1Ts/G2l | G1Ts/G2) | G1TsiG2l | G1Ts/G2) | G1Ts/G2!
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(continued)

NCI-H929 Treatment | 0.625 .M S$109 | 1.25 .M $109 | 2.5 WM S109| 5 M S109 | 10 M S109 | 20 M S109
Sim24hr ADRO.5 - - - - - -
Sim24hr Melph 0.25 - - Death Death Death Death
Sim24hr Melph 1 — - - - Death Death
Sim24hr Melph 4 G1Ts/G2! G1Ts/G2! Death Death Death Death
48hr Death Death Death Death Death Death
Sim48hr ADRO.1 siG2l DeathTG2 | | DeathTG2! | DeathTG2 | | DeathTG2 | | DeathT G2}
Sim48hr ADRO.5 - - - - - -
Sim48hr Melph 0.25 Death Death Death Death Death Death
Sim48hr Melph 1 Death Death Death Death Death Death
Sim48hr Melph 4 Death Death Death Death Death Death
Add at 48 hr Death Death Death Death Death Death
Pre ADRO.1 Add 48hr - - - - - -
Pre ADR0.5 Add 48hr - - - - - Death
Pre Mel0.25 Add 48hr Death Death Death Death Death Death
Pre Mel 1 Add 48hr Death Death Death Death Death Death
Pre Mel 4 Add 48hr - - - - Death Death

Example 8: Synthesis of Representative Compounds

[0156] The following examples are intended to serve as illustrations, and all compounds of this invention could be
synthesized using methods similar to those described in these examples.

General Procedure for the Synthesis of substituted 2-pyridylhydrzines

[0157]
NH,
z ° Hydrazine hydrate‘ Z | NH
N EtOH ) N
CFRs CF;
13 14

[0158] The general procedure for the synthesis of substituted 2-pyridylhydrazines is represented here in the synthesis
of 4-(trifluoromethyl)-6-methyl-2-pyridylhydrazine (14). One equivalent of 2-chloro-4-(trifluoromethyl)-6-methylpyridine
(13) and 1.5 equivalent of hydrazine hydrate were mixed in ethanol. The solution turned yellow after being stirred for
several minutes. The reaction mixture was refluxed until TLC analysis showed no starting material left. The solvent was
then removed under vacuum, and the resulting slurry was extracted with ether three times. The combined ether solution
was dried over anhydrous MgSO, and evaporated to afford the crude product, which was then re-crystallized from
ethanol to give compound 14.

Synthesis of S00069

[0159]
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NH, —
[l\]H O Oléo

\| + | o —0)— NH

]
CFR; o) Y
CFs
14 15 S00069

[0160] The anhydride 15 (1 eq.) was added to a solution of the hydrazine 14 (1.0mmol) in chloroform and stirred under
reflux for 4 hr. The reaction was determined to be completed by TLC (petroleum ether : ethyl acetate = 3:1). The solvent
was evaporated and the residue was purified by flash chromatography (petroleum ether : ethyl acetate = 2 : 1) to give
the product.

Synthesis of S00084

[0161]

U

[0162] To a solution of S00069 (35mg, 0.117mmol) in THF (6mL) at 0 °C was added NaH (60% in mineral oil, 8mg,
0.12mmol). The mixture was stirred for 30min, and then Mel (20mg) was added. The reaction mixture was stirred for 2h
at room temperature, and then poured into the saturated aqueous NH,CI. This was extracted with CHCI3. The organic
layer was dried over anhydrous Na,SO,. The solvent was removed and the residue was purified by preparative TLC
(5:1 petroleum ether/diethyl ether) to afford S00084 (3mg).

oi—éo 072#0
NH NaH, Mel
_—
CF3

S00069 S00084

Synthesis of S00109

[0163]
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o

P Cl L C P Cl
| UHP, TFAA N'_Cl POCI; |
Fs > - x | T T RS
FsC 8
16 17 18

Hygrazine hydrate

N N
A
X FsC
19

20

o
o
15
o)
02?%0
CUI‘\IH
]
e $S00109

Step1: Synthesis of 2-Chloro-5-trifluoromethyl-pyridine-N-oxide (17):

[0164] 2-Chloro-5-trifluoromethyl-pyridine (16, 10mmol) was dissolved in CH,Cl, (20mL) and UHP (Urea-hydrogen
peroxide addition compound, 21mmol) was added. The mixture was cooled to 0 °C, trifluoroacetic anhydride (20mmol)
was then slowly added to the reaction mixture. It was allowed to warm to room temperature and stirred until the reaction
was completed judged by TLC. The reaction was quenched with aqueous Na,SOj,, stirred for 4h, washed with saturated
aqueous NaHCOg, and dried over anhydrous MgSO,. Column chromatography afforded 1.8g of compound 17 as oil.

Step 2: Synthesis of 2,6-Dichloro-5-trifluoromethyl-pyridine (18):

[0165] 2-Chloro-5-trifluoromethyl-pyridine-N-oxide (17, 4mmol) was dissolved in freshly distilled POCl5 (4.5mL). The
reaction mixture was heated to 80 °C for 17h. After cooling to room temperature, the solvent was removed under reduced
pressure. Ice was added, and the mixture was allowed to stand for 4h. The mixture was partition between CH,Cl, (50mL)
and saturated aqueous NaHCO3. Column chromatography afforded compound 18 as yellow oil (yield: 50%).

Step 3: Synthesis of 6-Chloro-5-trifluoromethyl-2-pyridylhydrazine (19):

[0166] To the solution of 2,6-Dichloro-5-trifluoromethyl-pyridine (18, 2g, 9.26mmol) in ethanol (30mL) was added
hydrazine hydrate (2.9g, 46mmol). The reaction mixture was stirred for 4h at room temperature, then concentrated to
remove the solvent, and added ethyl acetate, washed with water. The organic layer was dried over anhydrous Na,SO,.
Column chromatography (Silica, petroleum ether/ethyl acetate = 4/1~3/1) afforded compound 19 as white solid (yield:
56%) and another isomer 20 (yield: 18%).

Step 4: Synthesis of S00109:
[0167] 2,3-Dimethylmaleic anhydride (15, 0.126g, 1.0mmol) was added to a solution of 6-chloro-5-trifluoromethy|-2-
pyridylhydrazine (19, 0.211g, 1.0mmol) in 5ml of chloroform and the mixture was refluxed for 4 hours. The solvent was

removed and the residue was purified by flash chromatography (5:1 to 2:1 petroleum ether/ethyl acetate) to give S00109
(0.21 g).
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Synthesis of S00170

[0168]

| NaH, Mel |
(¢} P | NH - C P | N\
R0 RO
S00109 S00170

[0169] Compound S00109 (40mg, 0.125mmol) and NaH (60 % in mineral oil, 7mg, 0.188mmol) were suspended in
2ml of anhydrous THF and the mixture was stirred at 0 °C for 30min. Methyl iodide (21mg, 0.150mmol) was added slowly
to the solution at the same temperature and the mixture was then warmed to 25~30 °C and stirred for overnight. The
solvent was evaporated, and acetic acid was added to make the solution at pH=4. This was extracted with chloroform
three times, and the combined organic phase was washed with 1N HCI, and then saturated aqueous NaHCOg. It was
then dried over anhydrous Na,SO,4. The solvent was removed and the residue was purified by preparative TLC (4:1
petroleum ether/diethyl ether) to give compound $00170 (4.2mg).

Synthesis of S00585

Cl Cl Cl e}
N _NH
N Cl N\ NI-_|NH2 X N
> —_— /
Z F Va o

21 22 S00585

[0170]

[0171] Compound 21 was converted to Compound 22 using a procedure similar to that described in Example 1.
Compound 22 was converted to Compound S00585 using a procedure similar to that described in Example 2.

General Procedure for the Synthesis of substituted phenylhydrazines

[0172]

NH,

%i:I::j/NHz NaNOz, HCI' snCly, HCI Fs NH
_— . >
B Br
23

24

[0173] The general procedure for the synthesis of substituted phenylhydrazines is represented here in the synthesis
of 3-(trifluoromethyl)-4-bromophenylhydrazine (24). The corresponding benzylamine 23 (0.08mol) was added to conc.
HCI (40mL). The mixture was cooled to -5 °C by ice and salt with stirring. Then sodium nitrite (5.52g, 0.08mol) dissolved
in water (20mL) was added. Stirring was continued for 1h, and stannous chloride (30g) in conc. HCI (30mL) was added
slowly over a period of two hours, while keeping the temperature below 0 °C. The mixture was stirred for another hour
after the addition and filtered. The filtered solid was treated with dilute aqueous sodium hydroxide and the then extracted
with ether. The ether layer was washed with water, dried over anhydrous Na,SO,. The solvent was removed and the
residue was crystallized from hexane to give the Compound 24.

Synthesis of S00516

[0174]
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NH, o)
Fs NH Fs NH
B
B B o)
24 S00516

[0175] Compound S00516 was synthesized from the corresponding hydrazine 24 using a procedure similar to that
described in Example 2.

Synthesis of S00756

[0176]

Cl

cl
N
N ©:\>-NH o
N—NH :
@Eg’ 0, N

O Z

25 S00756

[0177] Compound 25 was synthesized according to literature procedure (Eur. J. Med. Chem. Chim. Ther. 1997, 32(5),
397-408). It was converted to Compound $00756 using a method similar to that described in Example 2.

Synthesis of S00513

[0178]
—
I&O
_NBs, BFO_ >
/
FsC Fs KoCOs F3C o)
26 27 500513

Step 1: 3-Chloro-4-trifluoromethylbenzylbromide 27:

[0179] A mixture of 2-chloro-4-methyl-1-trifluoromethylbenzene 26 (0.20g, 1mmol), N-bromosuccinimide (0.17g,
1mmol) and benzoyl peroxide (7.4mg, 0.03mmol) in carbon tetrachloride (2mL) was heated to reflux for 2 hours. Another
portion of benzoyl peroxide (20mg, 0.08mmol) was added. The mixture was heated to reflux for another 0.5 hours. The
reaction mixture was further stirred at room temperature for 16 hours. The solid was removed by filtration. The solvent
was removed underreduced pressure. The crude product was purified by flash chromatography on silica, using petroleum
ether as eluent, to give 0.22g (80%) of Compound 27.

Step 2: Compound S00513

[0180] To a solution of 3,4-dimethylmaleimide 28 (43mg, 0.34mmol) in 1.3mL of acetone was added anhydrous po-
tassium carbonate (50mg, 0.37mmol) and Compound 27 (100mg, 0.37mmol). The reaction mixture was stirred at room
temperature overnight. Water was added and the mixture was extracted with ethyl acetate. The organic extract was
washed with brine, dried (Na,SO,), and concentrated under reduced pressure. The crude product was purified by
chromatography onsilica, using petroleum ether/ethylacetate (10:1) as eluent, to give 70mg (60%) of Compound S00513.
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Synthesis of $00628

[0181]

O
OH

Ou O~
B(OH), N CuCl, Pyridine N )
+ O >
[ ] =~ FsC
FS

4A Molecular sieves o
29 30 500628

[0182] Into a solution of 1-hydroxy-3,4-dimethylazoline-2,5-dione 30 (56mg, 0.39mmol, 1 equiv) in 1,2-dichloroethane
(2.5mL), CuCl (39mg, 0.39mmol, 1 equiv), freshly activated 4 A molecular sieves (~100 mg), and 4-trifluoromethylphe-
nylboronic acid 29 (150 mg, 0.78mmol, 2 equiv) were added, followed by pyridine (34mg, 0.43mmol, 1.1 equiv). The
resulting light brown suspension was stirred for 16h. The reaction mixture was filtered. Chromatography of the filtrate
(petroleum ether/ethyl acetate = 7: 1) afforded Compound S$00628 as a white solid (65 mg, 59%).

Example 9: Synthetic procedures

[0183] All compounds listed in Tables 1, 2, and 3 were synthesized using methods identical to or similar to those
described in the examples below.

General procedure for the synthesis from halide-substituted pyridine analogs to target compounds

[0184]
Scheme 1
(@]
| © o
X NHyNH,.H,0 Y NR\
R@/ - R /
(@]

[0185] Starting material dissolved in ethanol and hydrazine hydrate(10.0eq) was added to form a mixture, the mixture
was stirred at 50-60°C(oil temperature) for several hours (completion was checked by TLC), the solvent was evaporated,
water was added and the resulting mixture was extracted with ethyl acetate, dried and concentrated to form a crude
preparation that was used without further purification for the next step. The crude preparation was dissolved in chloroform
(or toluene, acetic acid, or another suitable solvent), anhydride was added (1.0eq), the mixture was heated at 50-60°C
(oil temperature) for several hours (completion checked by TLC), the solvent was evaporated, and the preparation was
purified by Prep-TLC to provide the desired compound.

Cl
ol O N\ cl
@(J P g
F
A Z >l
Cl
[0186] The starting materials were commercially available, so the synthetic route of compounds S$00585, S01098,
$01207 was similar to general procedure.

Compound S00109

[0187]
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Scheme 2
o
N.__Cl ; c cl
z N*__Cl 7
CJ/\J/ UHP, TFAA a POCI3 | Hygrazine hydrate
F FaC
s FaC S ’ ]
1 2
0
| o 2
C N
i VNSO Ok N Ne :I:é ad
g e —on ) 1Y
FaC FC7 Fs o
3 4 S00109

Intermediate 1

[0188] 2-Chloro-5-trifluoromethyl-pyridine (10mmol) was dissolved in CH,Cl, (20mL) and UHP (Urea-hydrogen per-
oxide addition compound, 21mmol) was added. The mixture was cooled to 0 °C, trifluoroacetic anhydride (20mmol) was
then slowly added to the reaction mixture. It was allowed to warm to room temperature and stirred until the reaction was

completed monitored by TLC. The reaction was quenched with aqueous Na,S,03, stirred for 4h, washed with saturated
aqueous NaHCO3, and dried over anhydrous MgSO,. Column chromatography afforded 1.8g of compound 1 as oil.

Intermediate 2

[0189] 1 (4mmol) was dissolved in freshly distilled POCI5 (4.5mL). The reaction mixture was heated to 80 °C for 17h.
After cooling to room temperature, the solvent was removed under reduced pressure. Ice was added, and the mixture
was allowed to stand for 4h. The mixture was partition between CH,Cl, (50mL) and saturated aqueous NaHCO3. Column
chromatography afforded compound 2 as yellow oil (yield: 50%).

Intermediate 4

[0190] To the solution of 2 (2g, 9.26mmol) in ethanol (30mL) was added hydrazine hydrate (2.9g, 46mmol). The
reaction mixture was stirred for 4h at room temperature, then concentrated to remove the solvent, and added ethyl
acetate, washed with water. The organic layer was dried over anhydrous Na,SO,. Column chromatography (Silica,
petroleum ether/ethyl acetate = 4/1~3/1) afforded compound 4 as white solid (yield: 56%) and another isomer 3 (yield:
18%).

Compound S$00109

[0191] The synthetic procedure was similar to general procedure.

Compound S00186

[0192] The starting material (anhydride) was commercial available, so the synthetic route of compounds S00186 was
similar to general procedure (anhydride react with intermediate 4).

Compound S$00994

[0193]
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Scheme 3
o
, Br _N. .Cl NH _N__Cl Bre___N<__NH
N*_Cl POBr v . 2 + NP NH,
Z 3 | Hygrazine hydrate | |
| —_— = A A
. A Fa Fa Fs
3
1 5 3 6
O
o 7
Br /N NHN
FaC o)

S00994

Intermediate 5 1 (4mmol) was dissolved in freshly distilled POBr3 (4.5mL). The reaction mixture was heated to 80 °C
for 17h. After cooling to room temperature, the solvent was removed under reduced pressure. Ice was added, and the
mixture was allowed to stand for 4h. The mixture was partitioned between CH,Cl, (50mL) and saturated aqueous
NaHCO,. Column chromatography afforded compound 5 as yellow oil (yield: 50%).

Intermediate 6

[0194] Hydrazine hydrate was added to the solution of 5 in ethanol. The reaction mixture was stirred for 4h at room
temperature, then concentrated to remove the solvent, ethyl acetate was added, and the mixture was washed with water.
The organic layer was dried over anhydrous Na,SO,. Column chromatography (Silica, petroleum ether/ethyl acetate =
4/1~3/1) afforded compound 6 as a white solid.

Compound S00994

[0195] The synthetic procedure was similar to general procedure.

Compound S01860

[0196]
Scheme 4
Oy-0 o ~_O0~ 0 o} o
O NBS,BPO O NaH, diethyl malonate 0 18% HCI
= [ i —— o) \/o — *> HO
CCly = o | o
Br ° b}
7 8 o 9
C P | NHNHZ
F. e o
1) oxalyl chloride, DMF( cat.) /‘\ 0 O F F 4 CN~ N\N o
° | o INGFN ! {
2) t-butanol, pyridine o [}
by F
10 S01860

Intermediate 7

[0197] A solution of starting material (5.0g, 0.040mol), NBS (10.6g, 0.059mol), BPO(296mg) in 300ml CCl, was stirred
under reflux for 5 hrs. The reaction mixture was then cooled to room temperature, and another portion of BPO (296mg)
was added, and the reaction was stirred under reflux for another 5 hrs. The reaction mixtures was then held at room
temperature overnight. Then it was filtered and the residue was washed by CCl, for three (3) times, and the combined
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organic layer was washed by water and brine, then dried and concentrated and purified by column chromatography
(PE:EA=4:1) to give crude productthat was then was purified by distillation. The second fraction obtained at 128°C~135°C
(3mmHg) was intermediate 7.

Intermediate 8

[0198] To the slurry of sodium hydride (60mg, 1.5mmol) in benzene (5mL), diethylmalonate (320mg, 2.0mmol) was
added dropwise at room temperature. The reaction mixture was stirred for 5 min, then a solution of 7 (210mg, 1.0 mmol)
in benzene (5mL) was added. The mixture was stirred at room temperature for another 8 h. Then the mixture was
acidified with diluted HCI and extracted with EtOAc(2x15mL). The combined organic layers were washed with water,
brine and dried over anhydrous Na,SO,. Concentration of the organic layers in vacuo followed by silica gel column
chromatographic purification of the residue (petroleum ether : EtOAc = 4:1) furnished the product as a thick oil. Yield
was 200mg,(74.0%).

Intermediate 9

[0199] A solution of 8(80mg, 0.3mmol) in diluted hydrochloride (2mL, 18%) was refluxed with stirring for 12 h. The
reaction mixture was cooled to room temperature, and saturated by adding solid sodium chloride. The filtered aqueous
layer was extracted with EtOAc, dried over anhydrous Na,SO, and concentrated to furnish pure acid. Yield was 50mg
(90.6%).

Intermediate 10

[0200] To a stirred solution of 9(0.46g, 2.5mmol) and two drops of DMF in DCM(10ml) was added oxalyl chloride(0.48g,
3.75mmol) dropwise. The mixture stirred at room temperature (oil temperature 20-30°C) for two hours, then the solvent
was evaporated. The residue and tert-butanol (0.22g, 3mmol) were dissolved in 10ml of DCM, pyridine(0.3g, 3.75mmol)
was added to this solution dropwise at room temperature. The resulting mixture stirred at room temperature. for an hour.
Added sat. NH,Cl to quench the reaction, adjusted pH to 2 with 1N HCI and extracted with ethyl acetate, the combined
organic layer dried over Na,SO,, filtered and evaporated. The residue purified by flash chromatography to give 10 as
white solid (0.42g, 70%).

Compound S01860

[0201] Intermediates 10(119mg, 0.45mmol)and 4(25mg, 0.49mmol) were added to 5ml of DCM and refluxed overnight,
then the solvent was evaporated and the residue purified by Prep-TLC to give the product.(Yield =150mg, 77%)

Compound S01861

[0202]
Scheme 5
o) o)
i 3 cl NH cl No ANPLNGZN o
HO C N @ o | /
| O + F N F. § / F. X
o OH o o\
o F F F
9 4 1

$01861
Intermediate 11

[0203] 9(1.0g,5.43mmol)and4(1.15g, 5.43mmol)dissolved in 20ml of chloroform and refluxed for 48h, then evaporated
the solvent and the residue recrystallized to give 11 (1.4g, 68.2%).

Compound S01861
[0204] Intermediate 11(15mg, 0.04mmol), EDCI (45mg, 0.24mmol), Et;N (1 drop) and ethanol (1mL) was stirred at

room temperature for about 3 h.. Then the solvent was removed under vacuum. The product was separated by Prep-
TLC. Yield was 12mg (76.7%).
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Compounds S01648, S01796, S01711, S01758, S01883, and S01759

[0205] The synthetic route of compounds S01648, S01796, S01711, S01758, S01883, and S01759 was similar to
S01861, i.e., intermediate 11 coupled to different chemicals).

Compound S01589

[0206]
Scheme 6
o [o}
NaOAc
o+ POC13
B NH
g 4 HOAc NH Yo soc12 Br NH o
NH
N
MeOH Br NT >a
17
Boc
Boc N
Q)
N\) o]
(BOC)ZO HyN—-NH, .H,0 [¢] to]uene
= " . A + /
MeOH EtOH B NS 2 0
T
19 o

S01589

Intermediate 12

[0207] The mixture of starting material (6.Sg, 28.7mmol), malonic acid (3.3g, 31.7mmol), HOAc (60ml), NaOAc (2.95g,
36mmol) were stirred at RT. After 6-7hrs, NaOAc (2.95g, 36mmol) was added additional, then refluxed overnight. After
cooling, the mixture was filtered and the filtrate was washed with water and ethyl acetate, then dried under reduced
pressure. 5g thin brown solid was collected (yield =65.4%).

Intermediate 13

[0208] Four (4) ml of SOCI, was added dropwise to a suspension of compound 12 and EtOH, in an ice bath, and the
mixture was stirred for 30min at room temperature, then refluxed for 6hrs. After cooling, the mixture was filtered and
washed with chilled EtOH, and dried in vacuo to obtain 5.25g pale grey powder (yield=95%)

Intermediate 14

[0209] A mixture of compound 13 and POCI; (15ml) was stirred at room temperature for 15 min, then refluxed for 2hrs.
The mixture was concentrated in vacuo. The residue was quenched with cooled water and extracted with ethyl acetate,
washed with saturated NaHCO4 and brine, dried over MgSO4, concentrated and 4.68g thin brown solid was collected.
Intermediate 15

[0210] To a solution of THF and MeOH, compound 14(4.68g, 14.9mmol) and LiCl was added with ice-salt bath, NaBH,
was added by portions. After addition, the reaction mixture was stirred atroom temperature, checked by TLC, concentrated
in vacuo, and dilute HCI was added slowly to the residue over an ice bath until the mixture reached pH7. The mixture

was then extracted with ethyl acetate and washed with saturated NaHCO3, NH,CI, NaCl solutions (in sequence), dried
over MgSOy, concentrated, and 4.15g thin brown solid was collected.

Intermediate 16

[0211] Compound 15(4.159) was dissolved in SOCI, and refluxed overnight. The solvent was evaporated, water was
added to the residue, the mixture was extracted with ethyl acetate, the combined organic layer was dried over anhydrous
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Na,SO,, the solvent was evaporated, and 4.0g compound 16 was collected.
Intermediate 17
[0212] Compound 16(200mg, 0.69mmol) was dissolved in dioxane, and anhydrous piperazine (177mg, 2.05mmol)
was added, and the mixture was stirred overnight. The mixture was filtered, the filtrate was concentrated in vacuo, and
250mg crude product was collected.
Intermediate 18
[0213] A solution of di-fert-butyl dicarbonate (0.246g, 1.13mmol) in MeOH was added dropwise to compound 17 (0.35g,
1.03mmol) in MeOH at room temperature. The reaction mixture was stirred overnight at room temperature. The solvent
was evaporated, the residue was extracted in the usual manner as described above, and the extract was purified by
chromatography column(EA:PE=1:10). The product was obtained as a white solid.

Compound S$01589

[0214] The synthetic procedure from intermediate 18 to compound S01589 was similar to general procedure described
herein.

Compounds S01037 and S01047

[0215]
Scheme 7
0] (o]
Hi :QO HO. \O(
N NH2NH2.H20 5 moj:é~ AcOH mowi
B N al B N NH ( B N NA {
15 S01037 $01047

Compound S$01037
[0216] The synthetic procedure from intermediate 15 to compound $01037 is similar to general procedure.
Compound $01047

[0217] Starting material 0.145g, 0.54mmol) was dissolved in 5ml of acetic acid and the mixture was heated with
refluxing for 1h, then evaporated and purified by Prep-TLC(petroleum ether: ethyl acetate=1:1) to give the product.

Compound S01879

[0218]

Scheme 8

e (" NH TEA
\)

N B N _NH {
N. 8 [/ N
TFA N P /
N _— _ o 4 Ho K,C03,EDCL o
CH,Cl,  Br N NH 4 - -
Br N/ N ) —~0 /w
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[0 N
MeCN
NI
& N
/ o
o o _d
S01589 20 $01879
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Intermediate 20

[0219] Starting material (50mg,0.09mmol) was dissolved in 5ml of CH,Cl, and TFA (5ml) was added dropwise to the
stirred mixture over an ice bath. The resulting mixture was stirred for 1h at room temperature and checked by TLC. The
solvent was evaporated to give the product as yellow solid which was used without further purification.(40mg).

Compound S$01879

[0220] Compound 20 was dissolved in MeCN, and K,CO3(3eq) was added, after which the mixture was stirred for
about 30min, and benzoic acid(1eq) and EDCI(2eq) was added and the mixture was stirred overnight, then concentrated
and worked up in the usual manner described above. The final preparation was purified by Prep plate TLC and product
was obtained as a thin yellow solid.

Compounds $01925, S01878, S01877, S01699, S01800, S01801, S01822, S01880, S01683, S01928, S01929

[0221] The synthetic route of compounds §01925, S01878, S01877, S01699, S01800, S01801, S01822, S01880,
$01683, S01928, S01929 was similar to $S01879 (intermediate 20 coupled with different chemicals).

Compound S01981

[0222]
Scheme 9
O
NBS BPO NN
i /
T om T F N
Br o
F
S00109 S01981

[0223] Starting material (100mg, 0.314mmol) was dissolved in CCly, NBS (112mg, 0.629mmol) and BPO (1.5mg,
0.0062mmol) were added, and the mixture was refluxed for about 4hrs. The reaction mixture was quenched with water,
extracted with ethyl acetate, the organic layer washed with brine, dried over MgSO, and concentrated in vacuo, then
purified by prep plate to obtain product.

Compound S00170

[0224]
Scheme 10
(@]
NaH Mel
/
THF r.t.
S00109 S00170

[0225] NaH (8mg, 0.12mmol) was added dropwise to a solution of hydrazine (35mg, 0.117mmol) in THF (6mL), at
0°C. The mixture was stirred for 30min, then added Mel (20mg). The reaction mixture was stirred for 2h at room tem-
perature, then poured into the Sat. NH,Cl aq.; extracted with CHCI3. The organic layer was dried over Na2S04, then
chromatography (PE/AE, 5/1) to obtain the product (3mg).
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Compounds S01007, S01473
[0226] The synthetic route of compounds $01007, S01473 was similar to S00170.

Compound S01470

[0227]
Scheme 11
C /Nl NHNH2
F \
°NYO_,  4NKOH Oy 0 Fl a
~ —_— o) -
L j;t CHCI3
Br OH reflux

7 21

S01470

Intermediate 21

[0228] Compound 2(1g, 4.9mmol) was added to an ice cold solution of 4N ag. KOH (5ml), and the mixture was stirred
at room temperature for 5 hrs. The mixture was slowly acidified with 6N H,SO, (5ml),then saturated with solid NaCl and
stirred at room temperature for 30 min. The aqueous layer was extracted with ethyl acetate and the organic layer was
washed with brine and dried. The organic layer was concentrated in vacuo and the concentrate was applied to silica gel
(PE:EA=1:1) to furnish 355mg of product.

Compound S01470

[0229] The synthetic procedure was similar to general procedure.

Compounds S01599 and S$01600

[0230]

Scheme 12

Mel, KOH
—_—

—0

S01470 $S01599 \ S01600
[0231] Starting material (80mg, 0.24mmol), Mel (40uL, 0.64mmol), and KOH (30mg, 0.54mmol) in DMSO (5mL) was
stirred at room temperature for 1h, then diluted with EtOAc, washed with water, brine, dried over anhydrous Na,SO,.
The solvent was removed in vacuum and the residue was purified by Prep-TLC to obtain the two target compounds.

Compound S01712

[0232]
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Scheme 13
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[0233] The synthetic procedure was similar to general procedure.

Compound S01266

[0234]
Scheme 14
O 0
c NH B
QB HOOH N NH
i .
N o Pd(PPha)s KeCOs Py NS A~
F
S00109 S01266

[0235] Pd(PPhj3), (16mg) was added to a mixture of starting material 50mg, 0.14mmol), benzeneboronic acid(19mg,
0.15mmol), potassium carbonate(59mg, 0.43mmol) in 10ml of toluene under a nitrogen atmosphere. The resulting
mixture was refluxed for 16h, after which the solvent was evaporated and the residue purified by preparative TLC to
give 4mg of product.

Compounds S01313, S01457, S01691, S01371, S01393, S01474

[0236] The synthetic route of compounds $01313, S01457, S01691, S01371, S01393, S01474 was similar to $01266.
Compound S01737

[0237]
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Scheme 15
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Intermediate 22

[0238] The pyridine (500mg, 3.4mmol) was dissolved in CH,Cl, and UHP (700mg, 7.4mmol) was added, which was
cooled to 0°C, TFAA (1.43g, 6.8mmol) was then slowly added to the reaction mixture. After TLC indicated starting
material was consumed, work up as usual manner to afford 420mg of target compound.

Intermediate 23

[0239] Compound 22(420mg, 2.57mmol) was dissolved in POCI; (3ml), then heated at 90°C overnight. The reaction
mixture was quenched to water carefully, extracted by CH,Cl,, washed with brine and dried over MgSQOy,, concentrated
in vacuo. Purified by chromatography column (CH,Cl,:PE=1:3) then obtained 300mg target compound.

Intermediate 24

[0240] The reaction and work-up procedure was same as for intermediate 22, and 170mg target compound was
obtained.

Intermediate 25

[0241] The reaction and work-up procedure was same as for intermediate 23, and 120mg target compound was
obtained.

Compound S01737
[0242] The synthetic procedure from intermediate 25 to target compound was similar to the general procedure.
Compound S01865

[0243]
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Scheme 16
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19 9 27 S01865

Intermediate 27

[0244] Two starting materials were dissolved in CHCI, and refluxed overnight, then concentrated and purified by
chromatography column (EA:PE=1:1). The product was obtained as a light yellow solid.

Compound S$01865

[0245] Compound 27 was dissolved in anhydrous MeOH, EDCI| was added, then stirred overnight. Concentrated in
vacuo, work up as usual manner and purified by Prep-TLC to obtain the final product as light yellow solid.

Compounds S01734 and S01688

[0246]
Scheme 17
o)
O, UHPTRAA ) PoPPR): L rog _N_C UHP,TFAA
| Z 3 | —_—
NS DCM Nazcos(aq A ) N DCM
F TqueneOH T reflux L

28 O/ 29 30

/(il ¢l POCl; NoHsOH NNy, /N| cl
/N reflux EtOH F \l + E N
F F HN.
Cl N
31 32 He
33
oo o
v Oy %
F. \ + F
Toluen F 0 F HN‘
Cl
o
S01734 501688

Intermediate 28
[0247] To a solution of starting material (9.26g, .05mol), UHP(9.99,0.105mol) was added. With ice-bath, TFAA

(219,0.100mol) was added dropwise. After addition, the reaction was maintained atroom temperature. for 4 hrs. Neutralize
the reaction with Na,COj (aqg.).and the mixture was extracted with DCM for 3 times. The organic layer was collected,
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dried and concentrated and purified by flash chromatography (PE:EA=3:1) to give the pure product 8.1g.
Intermediate 29

[0248] A solution of compound 28(0.8g, 4.07mmol) and in 2ml Na,CO5(aq. 2N) and 3ml toluene was stirred under an
atmosphere of N, and at room temperature. Then Pd(PPhj,), was added. The mixture was stirred under reflux at an
atmosphere of N, for 3 hrs. Then the solvent was removed under vacuum. The residue was treated with water and
extracted with EA, and the organic phase was collected, dried and concentrated to be purified by recrystallization to
give.0.75g of pale yellow powder.

Intermediate 31

[0249] A solution of compound 29 (0.75g, 3.15mmol) in 5m| POCI; and the mixture was stirred under reflux for 5 hrs.
Then the reaction mixture was poured into ice and the aqueous layer was extracted with ethyl acetate for 3 times. Then
the organic phase was collected, washed with Na,CO5 aqueous solution and then dried, concentrated and to be purified
by column chromatography to afford 800mg intermediate 30, which was dissolved in 5ml DCM and UHP, followed by
TFAA was added to the above mixture under ice-bath. Then the reaction mixture was stirred at room temperature.
overnight. Then neutralized the reaction mixture by Na,CO5 aqueous solution and the aqueous phase was extracted
by DCM for 3 times. The organic phase was collected, dried, concentrated and purified by column chromatography
(PE:EA=5:1) to give 350mg of pure compound 31.

Intermediate 32

[0250] A solution of compound 31(350mg, 1.28mmol) in 5ml POCI, was stirred under reflux for 4 hrs. Then the mixture
was poured into ice water and extracted with ethyl acetate. The organic layer was washed with Na,CO4 aqueous solution
and dried, concentrated and purified to give 180mg pure compound 32.

Compounds S01734 and S01688

[0251] The synthetic procedure from intermediate 32 to target compounds was similar to the general procedure.

Compound S01864

[0252]

Scheme 18

¥l ~
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S01864

Intermediate 34

[0253] Starting material and intermediate 15 were dissolved in acetonitrile and stirred at room temperature overnight,
then filtered and the solvent was evaporated. The residue was purified by preparative TLC to afford the product.

Compound S01864
[0254] The synthetic procedure from intermediate 34 to target compound is similar to general procedure.
Compounds S01268 and S01862

[0255] The synthetic route for compounds S01268 and S01862 was similar to that for compound S01864
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Compound S01475

[0256]
Scheme 19
O
| L° 0
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F F F
1 35 501475

Intermediate 35

[0257] Trimethylsilyl cyanide (7.44g, 75mmol, 10ml) was added to a stirred solution of intermediate 35 (5.92g, 30mmol)
and TEA (4.55g, 45mmol, 6.3ml) in 25m| of acetonitrile at room temperature. The mixture was then heated to 110°C (oil
bath temperature) for 12h, cooled down to room temperature, and the solvent was evaporated. DCM and saturate
NaHCO3; (aq.) were added and the layers were separated. The organic layer was dried over anhydrous Na,SO, and
evaporated. The residue was washed with ether and filtered, then evaporated to give the crude product as a black oil
that was then purified by flash chromatography to give the product as a yellow oil. Yield was 4.4g (71%).

Compound S$01475
[0258] The synthetic procedure from intermediate 35 to Compound S01475 was similar to the general procedure.

Compound S01762

[0259]
Scheme 20
CN N ?
CR N NaH, N_ conc. HCI NN, UHP, TFAA 2
| ————— ) |/ |
PN Fe N\ N~ NS
F
F F F F
37 38
36
0
:Eio o
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- Fe A FAN Vi
o
F F
39 501762

Intermediate 36

[0260] Sodium hydride (0.264g, 6.6mmol, 60%) was added to a stirred solution of benzyl cyanide (0.645g, 5.5mmol)
in 10ml of DMF at room temperature. Starting material (1.0g, 5.5mmol) was added to the mixture after 30min and the
resulting mixture was stirred at room temperature for 2h. Brine was added to quench the reaction and the mixture was
extracted with ethyl acetate. The combined organic layer was dried over anhydrous sodium sulfate and evaporated. The
residue was purified by flash chromatography (eluted with petroleum ether:ethyl acetate=8:1 to 5:1) to give 0.475g of
product (yield = 33%).
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Intermediate 37

[0261] Intermediate 36(0.15g, 0.57mmol) mixed with 5ml of concentrated HCl and refluxed overnight. Then the mixture
cooled to room temperature, 15ml of water was added, the pH was adjusted to 8-9 with sodium carbonate, and the
mixture was extracted with ethyl acetate (10ml). The combined organic layer was dried over anhydrous sodium sulfate
and evaporated to give 0.14g grams of product (yield = 100%), which was used without further purification for the next step.

Intermediate 38

[0262] Intermediate 37(0.14g, 0.57mmol) was dissolved in 5ml of DCM, then UHP(0.17g, 1.77mmol) was added and
after that, TFAA(0.36g, 1.71mmol, 0.24ml) was added dropwise with ice-bath cooling. The mixture was then warmed to
room temperature and stirred overnight at the same temperature. Five (5) ml of water was added and the mixture was
neutralized with sodium carbonate to pH 8-9 and then extracted with DCM. The combined organic layer was dried over
anhydrous sodium sulfate and evaporated to give 0.14g of the crude product (yield = 95%), which was used without
further purification for next step.

Intermediate 39

[0263] Intermediate 38(0.14g, 0.55mmol) was dissolved in 5ml of POCI; and the mixture was heated to 80-90°C for
2h. The mixture was then cooled to room temperature, poured into ice-water, and extracted with ethyl acetate. The
combined organic layer was washed with sat.NaHCO3, dried over Na,SO, and evaporated. The residue was purified
by preparative TLC to afford 0.13g of product (yield = 87%).

Compound $01762

[0264] The synthetic procedure from intermediate 39 to compound $01762 was similar to the general procedure.

Compound S01820

[0265]
Scheme 21
O
Y o
EtsN Ch AN Ny
DCM,(ACKO A\ | 7
F © OH
S01470 S01820

[0266] A solution of $01470 in 3mlI DCM was stirred at room temperature and Et;N was added. Then Ac,0 was added
under ice-bath. The reaction mixture was warmed to room temperature and stirred overnight. The reaction was then
quenched and worked-up in the usual manner as described above. The residue was purified by prep-TLC (PE:EA=3:1)
to furnish pure compound S01820.

Compound S00935

[0267]
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Scheme 22
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Intermediate 40

[0268] Starting material(9.08g, 84.4mmol) was added to 19.2ml of diethyl malonate, the mixture was heated to 150°C(oil
bath temperature) for 6h, evaporated, filtered and washed with ethyl acetate to give 3.7g of white solid, it was intermediate
41(check it by LC-MS), the filtrate was evaporated, the residue cooled to afford second batch solid, washed with a
solution of Petroleum ether: Ethyl acetate equal to 5:1, check it by LC-MS, it was intermediate 40(5.42g).

Intermediate 42

[0269] To astirred solution of intermediate 40(5.42g, 24.5mmol) in THF, 60ml of 2N LiOH was added and the resulting
mixture was stirred at room temperature for 3h. The solvent was evaporated, the residue washed with ethyl acetate,
filtered, and the cake was added to 10ml of concentrated HCI and stirred for 30min, then the cake was filtered and dried
to give 3.1g of product.

Intermediate 43

[0270] Intermediate 42(3.1g, 16mmol) was added to 20ml of PPA and the mixture was heated to 150°C for 4h. The
reaction mixture was poured into ice-water with stirring, then filtered, and the cake was washed with water and dried to
give 2.92g of product.

Intermediate 44

[0271] Intermediate 43(0.47g, 2.7mmol) was added to 10ml of POCI,, and the mixture was heated with refluxing for
5h. The resulting mixture was cooled to room temperature and poured into ice-water, then extracted with ethyl acetate.
The combined organic layer was dried over Na,SO,, and evaporated to give the crude product (0.45g) which was used
without further purification.

Compound S$00935

[0272] From intermediate 43 to compound S00935, the synthetic procedure was similar to the general procedure.

Compounds S00871, S01005, S01078, S01247, and S01311

[0273] The synthetic route of compounds S00871, S01005, S01078, S01247, and S01311 is similar to compound
S$00935.
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Compound S00516
[0274]

Scheme 23
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Intermediate 45

[0275] Starting material (0.08mol) was added to conc. HCI (40mL). The mixture was cooled to -5 °C by ice and salt
with stirring. Then sodium nitrite (5.52g, 0.08mol) dissolved in water (20mL) was added. Stirring was continued for 1h,
and stannous chloride (30g) in conc. HCI (30mL) was added slowly over a period of two hours, while keeping the
temperature below 0 °C. The mixture was stirred for another hour after the addition and filtered. The filtered solid was
treated with dilute aqueous sodium hydroxide and the then extracted with ether. The ether layer was washed with water,
dried over anhydrous Na,SO,. The solvent was removed and the residue was crystallized from hexane to give the
Compound 45.

Compound S$00516

[0276] The synthetic procedure is similar to general procedure.

NH, NH,
T a0 aC
C
cl Cl Br

Compounds S00738, S00832, S00942

[0277] The starting materials are commercially available, so the synthetic route of compounds S00738, S00832,
S$00942 was similar to S00516.

Compound S$01191

[0278]
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Scheme 24
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Intermediate 46

[0279] A mixture of 2-amino-3-chlorobenzoic acid (500 mg, 2.91 mmol) and acetic anhydride (1.2 mL) was heated
with refluxing for 1 hour, and excess acetic anhydride was removed under vacuum. The residue was cooled and treated
with diethyl ether to give a bulk precipitate, which was filtered off, washed with cold ether and dried to give 550 mg of
the desired product as a pale yellow solid (yield = 97%).

Intermediate 47

[0280] Into a three-necked flask, which had been oven dried and flushed with N,, was added a small amount of I, to
a mixture of magnesium (59 mg, 2.47 mmol) in 0.5 mL of dry THF. When the reaction mixture became colorless, a
solution of 4-bromoanisole (440 mg, 2.35 mmol) in 1.5 mL of dry THF was added to the mixture. The reaction mixture
was stirred at room temperature until Mg was eliminated.

[0281] The Grignard reagent from 4-bromoanisole in 2 mL of THF was treated with compound 46 (460 mg, 2.35 mmol)
in 4.5 mL dry toluene at 0° C for 1 hour and at 30° C for an additional 1 hour. The solution was carefully acidified with
dilute sulphuric acid, and washed with aqueous NaHCO4 and water. The organic layer was dried over anhydrous Na,SO,4
and evaporated to give an oil. The residue was purified by silica gel chromatography (petroleum ether/ ethyl acetate =
4:1) to give 450 mg of the desired product as pale brown solid (yield = 63%).

Intermediate 48

[0282] A mixture of compound 47 (400 mg, 1.32 mmol), NaH (60% in oil, 316 mg, 13.20 mmol) in 1 mL of DMSO was
heated at 60-70°C overnight. The reaction mixture was poured into ice-water and extracted with ethyl acetate, then
washed with water and brine. The organic layer was dried over anhydrous Na,SO, and evaporated to dryness. The
residue was recrystallized from ethanol to give 80 mg of the desired compound 48 as a brown solid (yield = 21%).
Compound S01191

[0283] The synthetic procedure from intermediate 48 to target compound was similar to the general procedure.

Compound S01553

[0284]
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Scheme 25
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Intermediate 50

[0285] A solution of ethyl 2-(dimethoxyphosphoryl)butanonate (1.0 g, 4.0 mmol) in 1,2-dimethoxyethane (5 mL) was
added to a stirred slurry of sodium hydride in 1,2-dimethoxyethane(10 mL). When evolution of hydrogen ceased, ethyl
pyruvate (480mg, 4.1mmol) in 1,2-dimethoxyethane (5 mL) was added to solution. The mixture was stirred at 50°C
overnight. Then the solution was diluted with EtOAc (100 mL), washed with water and brine, and dried over anhydrous
Na,S0O,. The solvent was removed in vacuo, and the residue was purified by chromatography to give the product. Yield
was 710 mg (87.2%)

Intermediate 51

[0286] A solution of diethyl 2-ethyl-3-methylmaleate (75 mg, 0.35 mmol) in ethanol (0.8 mL) was added dropwise to
aqueous NaOH (2M, 0.4mL) dropwise. The mixture was stirred at room temperature for 30 min, then diluted with water
(10 mL) and washed with ether (5 mL). The aqueous layer was acidified with 5% aqg. HCI, then extracted with EtOAc.
The organic layer was washed with brine and dried over anhydrous Na,SO,. The solvent was removed in vacuo, and
the residue was purified by chromatography on a silica gel column. Yield was 41 mg (83.7%)

Compound S$01553

[0287] The synthetic procedure from intermediate 51 to compound $01553 was similar to the general procedure.

Compound S01554

[0288]

Scheme 26

Y Q@— Yﬁ@ Yﬁ@

S01554

Intermediate 52

[0289] A mixture of citraconimide (200 mg, 1.0 mmol) and PPh3 (320 mg, 1.2 mmol) in glacial AcOH (7mL) was stirred
at room temperature for 1 hour. Isovaleraldehyde (160 p.l, 1.5 mmol), was added and the reaction mixture was refluxed
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with stirring for 24 hours. HOAc was distilled off in vacuo, the residue was dissolved in EtOAc (30mL), and the organic
layer was washed with H,O, brine and dried over anhydrous NaSO,. The solvent was removed in vacuo and the residue
was purified by chromatography on a silica gel column. Yield: (90 mg, 35.0%)

Intermediate 53

[0290] To a stirred solution of 52 (90 mg) in THF (2 mL) was added Et;N (0.4 mL). The reaction mixture was refluxed
for 48 hours, and then was concentrated in vacuo. The residue was dissolved in EtOAc and the organic layer washed
with water, brine and dried over anhydrous Na,SO,. The solvent was removed in vacuo and the residue was purified
by chromatography on a silica gel column. Yield: (85 mg, 94.4%).

Intermediate 54

[0291] To the solution of 53 (50 mg, 0.19 mmol) in THF (0.3 mL) and MeOH (0.6 mL) was added aq. KOH (1mL, 30%)
and the reaction mixture was refluxed for 12 hours with stirring. Then the reaction mixture was concentrated in vacuo,
the obtained residue was acidified with dilute aq. HCI and extracted with EtOAc (20 mL). The organic layer was washed
with water, brine and dried over anhydrous Na,SO,. The solvent was removed in vacuo and the residue was purified
by chromatography on a silica gel column. Yield: (26 mg, 81.3%).

Compound S01554
[0292] The synthetic procedure from intermediate 54 to compound $01554 was similar to the general procedure.

Compound S00873

[0293]
Scheme 27
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Intermediate 55

[0294] To a solution of the ester (5.46 mmol) and triethylamine(101 g, 10.86 mmol) in toluene (5 mL) was added a
solution of aniline (6.52mmol) in toluene (2 mL) at room temperature. The reaction mixture was refluxed until the reaction
was complete. After workup, compound 56 was obtained, which was pure enough to be used in the next step.

Intermediate 57

[0295] The mixture of 55 and POCI; (6 mL) was refluxed for 5 h, and then poured into the ice water. The ether extract
was washed with brine and dried over anhydrous Na,SO4 and then concentrated to afford the compound 56, which
was directly used in next step.

[0296] The mixture of 56 and hydrazine hydrate in 5 mL of ethanol was refluxed for several hours until the starting
material disappeared. After workup, compound 57 was obtained.
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Compound S00873

[0297] The synthetic procedure from intermediate 57 to compound S00873 was similar to the general procedure.

Compound S01455

[0298] The synthetic route of compound S01455 is similar to compound S00873.

Claims

1.

2. The compound of Claim 1, wherein one of R' and R2 is methyl, and the other of R and R2 is alkyl or alkyl substituted
with alkoxy, hydroxy, carboxy, alkoxycarbonyl, optionally substituted carbamoyl, or optionally substituted cyclic

A compound having the formula of

R'" R?
OI<A\O
N RY_AL K,
Ar/X Ar = \lr
R7

Structure (1I)

wherein

R' and R? are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally sub-
stituted alkylthio, optionally substituted aryloxy, or optionally substituted arylthio, where when X is not O, R!

and R2 can also be part of a cyclic alkylene chain that form a fused ring structure;
Xis O, S, or NR3.
when X is NR3 Ar is not phenyl;

Aryl or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic

aryl, heterocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings;

R3is H, alkyl, substituted alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to

the Arring;
Ais N or CH;
B is CRS; and

Ré, R7, R8, and R? are independently chosen from H, alkyl, substituted alkyl, halogen, optionally substituted
aryl, optionally substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano, nitro,
optionally substituted alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally
substituted arylthio, optionally substituted acyl, optionally substituted amino, carboxyl, optionally substituted
alkoxycarbonyl, optionally substituted carbamoyl, wherein R and R7, or R and R8, or R and R? can be part of

a cyclic alkylene group forming a fused ring structure;

or a salt thereof;
further wherein the compound does not have the following structure:

M}Q
Oy

g
5«”@2
-

aminocarbonyl.
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The compound of Claim 1, wherein both R and R2 is part of a cyclic alkylene chain that form a fused ring structure.
The compound of Claim 1, wherein X is NR3, wherein R3 is H, alkyl or acyl.

The compound of Claim 1, wherein R8, R7, R8and R are independently chosen from H, alkyl, halogen, trifluoromethyl,
optionally substituted phenyl, alkoxy, cyano, or alkyl substituted with phenyl, optionally substituted amino, optionally
substituted cyclic amino, or acyloxy.

The compound of Claim 1, wherein two adjacent substitutions R6 and R7, or R8 and R9 form a fused and substituted
benzene ring.

The compound of Claim 1, wherein the compound is selected from the group consisting of

tert-butyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl) propanoate
(501860);

ethyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl -2,5-dioxoazolin-3-yl) propanoate (S01861),
3,4-dimethyl-1-[(4,7,8-trichloro(2-quinolyl))amino]azoline-2,5-dione (S01078),
1-[(8-bromo-4-chloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01247),

tert-butyl  4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl} methyl) piperazinecarboxylate
(S01589),

methyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanoate
(501648),
3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridylJamino}-4-methyl-2,5-dioxoazolin-3-yl)-N-methoxy-N-methylpro-
panamide (S01796),

1-{[7-bromo-4-({4-[(2-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-
2,5-dione (S01879),

1-{[3-bromo-6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01981),
1-{[6-chloro-3-(trifluoromethyl)(2-pyridyl)]Jamino}-3,4-dimethylazoline- 2,5-dione (S00109),
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jmethylamino}-3,4-dimethylazoline-2,5- dione (S00170),
1-{[6-bromo-5-(trifluoromethyl)(2-pyridyl)Jmethylamino}-3,4-dimethylazoline-2,5- dione (S01007),
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-3-(3-methylbutyl) azoline-2,5-dione (S01554),
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-(methoxymethyl)-4-methylazoline-2,5-dione (S01599),
1-{[7,8-dichloro-4-(trifluoromethyl)(2-quinolyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01455),
3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl-2,5-dioxoazolin-  3-yl)-N,N-diethylpropanamide
(S01711),

diethyl 2-[(1-{{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)methyl]propane-
1,3-dioate (S01712),

N-(tert-butyl)-3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}- 4-methyl- 2,5-dioxoazolin-3-yl)propanamide
(501758),

1-{[7-bromo-4-({4-[(3-methoxyphenyl)carbonyl]piperazinyl}methyl)  (2-quinolyl)Jamino}-3,4-dimethylazoline-
2,5-dione (S01925),

1-{[6-bromo-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S00994),
1-[(4,8-dichloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01005),
3,4-dimethyl-1-{[6-pheny|-5-(trifluoromethyl)(2-pyridyl)Jamino}azoline-2,5-dione (S01266),
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-3-(hydroxymethyl)-4-methylazoline-2,5-dione (S01470),
N-(3,4-dimethyl-2,5-dioxoazolinyl)-N-[6-chloro-5-(trifluoromethyl) (2-pyridyl)Jacetamide (S01473),
1-{[7-bromo-4-({4-[(2-chlorophenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-
dione (S01878),

3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methyl- 2 ,5-dioxoazolin-  3-yl)-N-methylpropanamide
(S01883),

1-[(8-chloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S00585),
3,4-dimethyl-1-[(3,4,5-trichlorophenyl)amino]azoline-2,5-dione (S00832),
3,4-dimethyl-1-{[4-(trifluoromethyl)(2-quinolyl)Jamino}azoline-2,5-dione (S00873),
1-[(7-bromo-4-chloro(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01311),
1-{[6-(3-chloro-4-fluorophenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01313),
3,4-dimethyl-1-{[6-(2-methylpropyl)-5-(trifluoromethyl)(2-pyridyl)amino} azoline- 2,5-dione (S01457),
1-{[6-chloro-4-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01737),

Methyl 3-(1-{[4-({4-[(tert-butyl)oxycarbonyl]piperazinyl}methyl)-7-bromo (2-quinolyl)Jamino}-4-methyl-2,5-diox-
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oazolin-3-yl)propanoate (S01865),

1-({4-[(4-{[4-(dimethylamino)phenyl]carbonyl}piperazinyl)methyl]-7-bromo  (2-quinolyl)}amino)-3,4-dimethyla-
zoline-2,5-dione (S01880),

1-[(3-chloroisoquinolyl)amino]-3,4-dimethylazoline-2,5-dione (S01098),
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-3-ethyl-4-methylazoline-2,5-dione (S01553),
1-{[4-chloro-6-phenyl-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline -2,5-dione (S01734),
N-[1-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo(4-quinolyl)} methyl) pyrrolidin-3-yl] (tert-butoxy)car-
boxamide (S01864),

1-{[7-bromo-4-({4-[(4-fluorophenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-2,5-
dione (S01877),

6-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-3-(trifluoromethyl)pyridine- 2-carbonitrile (S01475),
2-{[6-chloro-5-(trifluoromethyl)-2-pyridyllJamino}-4,5,6,7-tetrahydroisoindole-1,3-dione (S00186),
1-{[4-bromo-3-(trifluoromethyl)phenylJamino}-3,4-dimethylazoline-2,5-dione (S00516),
1-[(4-chloronaphthyl)amino]-3,4-dimethylazoline-2,5-dione (S00738),
1-[(4-chloro-6-methyl(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S00935),
1-[(4-bromonaphthyl)amino]-3,4-dimethylazoline-2,5-dione (S00942),
1-{[7-bromo-4-(hydroxymethyl)(2-quinolyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01037),
{2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}methyl acetate (S01047),
1-{[8-chloro-4-(4-methoxyphenyl)(2-quinolyl)Jamino}-3,4-dimethylazoline-2,5-dione (S01121),
1-[(4-chlorobenzo[h]quinolin-2-yl)amino]-3,4-dimethylazoline-2,5-dione (S01207),
1-[(7-bromo-4-{[4-benzylpiperazinyllmethyl}(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S01268),
1-{[6-(4-chlorophenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino}-3,4-dimethylazoline- 2,5-dione (S01371),
3,4-dimethyl-1-{[6-(4-methylphenyl)-5-(trifluoromethyl)(2-pyridyl)Jamino} azoline- 2,5-dione (S01393),
1-{[6-(3-chlorophenyl)-5-(trifluoromethyl)(2-pyridyl)lamino}-3,4-dimethylazoline- 2,5-dione (S01474),
1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jmethylamino}-3-(methoxymethyl)-4-methylazoline-2,5-dione
(S01600),

phenylmethyl4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl} methyl)piperazinecarboxylate
(S01683),

3,4-dimethyl-1-({6-[3-(trifluoromethyl)phenyl](2-pyridyl)}amino)azoline-2,5-dione (S01691),
1-[(7-bromo-4-{[4-(phenylcarbonyl)piperazinyl]methyl}(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione
(501699),

3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]amino}-4-methyl-2,5-dioxoazolin- 3-yl)-N-methyl-N-phenylpropan-
amide (S01759),

3,4-dimethyl-1-{[6-benzyl-5-(trifluoromethyl)(2-pyridyl)]Jamino}azoline-2,5-dione (S01762),
1-{[4-({4-[(2,4-dimethylphenyl)carbonyl]piperazinyl}methyl)-7-bromo (2-quinolyl)] amino}-3,4-dimethylazoline-
2,5-dione (S01800),

1-{[7-bromo-4-({4-[(4-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)] amino}-3,4-dimethylazoline-
2,5-dione (S01801),
N-[6-chloro-5-(trifluoromethyl)(2-pyridyl)]-N-[4-(hydroxymethyl)-3-methyl-2,5-dioxoazolinylJacetamide
(501820),
1-[(7-bromo-4-{[4-(phenylsulfonyl)piperazinyl]methyl}(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione
(S01822),

1-[(4-chloro-8-methyl(2-quinolyl))amino]-3,4-dimethylazoline-2,5-dione (S00871),

tert-butyl 4-[({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}methyl)amino] piperidinecarboxy-
late (S01862),

tert-butyl 4-[4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl} methyl)piperazinyl]piperidine-
carboxylate (S01928),

1-[(4-{[4-(3,3-dimethylbutanoyl)piperazinyllmethyl}-7-bromo (2-quinolyl))amino] -3,4-dimethylazoline-2,5-dione

(501929),
Methylethyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanoate
(S02022)
Methylpropyl 3-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanoate
(502264)

tert-Butyl 2-(1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)acetate (S02225)
1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-(ethoxymethyl)-4-methylazoline-2,5-dione (S02366)
3-Butyl-1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methylazoline-2,5-dione (S03448)
1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-3-[2-(2-methyl(1,3-dioxolan-2-yl))ethyl]azoline-2,5-
dione (S03456)
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1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-[(2-methoxyethoxy)methyl]-4-methylazoline-2,5-dione
(S03742)

1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-(3-hydroxyhexyl)-3-methylazoline-2,5-dione (803552)
1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-(3-hydroxypentyl)-3-methylazoline-2,5-dione (S03745)

1-{ [6-Chloro-5-(trifluoromethyl)(2-pyridyl)] amino} -4-methyl-3-[(3-methylbutoxy)methyl]lazoline-2,5-dione
(503405)

3-(Butoxymethyl)-1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]Jamino}-4-methylazoline-2,5-dione (S03518)
3-[(3,3-Dimethylbutoxyjmethyl]-1-{[6-chloro-5-(trifluoromethyl)  (2-pyridyl)Jamino}-4-methylazoline-2,5-dione
(503747)

1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-3-(2-ethoxyethyl)-4-methylazoline-2,5-dione (S03960)
1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-3-[(2-methylpropoxy)methyllazoline-2,5-dione

(S03963)
3-[(2,2-Dimethylpropoxy)methyl]-1-{[6-chloro-5-(trifluoromethyl) (2-pyridyl)]Jamino}-4-methylazoline-2,5-dione
(503962)
4-[(1,3-Dimethylbutoxy)methyl]-1-{[6-chloro-5-(trifluoromethyl) (2-pyridyl)] amino}-3-methylazoline-2,5-dione
(503964)

4-[(tert-Butoxy)methyl]-1-{[6-chloro-5-(trifluoromethyl)(2-pyridyl)]amino}-3-methylazoline-2,5-dione (S03873)
1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-3-[2-(2-methylpropoxy)ethyllazoline-2,5-dione
(S03955)
1-{[6-Chloro-5-(trifluoromethyl)(2-pyridyl)Jamino}-4-methyl-3-[2-(3-methylbutoxy)ethyl]lazoline-2,5-dione
(S03956)

1-{[6-Chloro-5-(trifluoromethyl)(2-pyridylJamino}-3-methyl-4-(2-propoxyethyl)azoline-2,5-dione (S04034);

and salts thereof.

A pharmaceutical composition comprising the compound of any of the preceding claims in combination with a
pharmaceutically acceptable excipient.

Use of a compound having the formula of

Structure (1I)

wherein

R' and R2 are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally sub-
stituted alkylthio, optionally substituted aryloxy, or optionally substituted arylthio, where when X is not O, R1
and R2 can also be part of a cyclic alkylene chain that form a fused ring structure;

Xis O, S, or NR3;

when X is NR3 Ar is not phenyl;

Aryl or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic
aryl, heterocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings;

R3 is H, alkyl, substituted alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to
the Arring;

Ais Nor CH;

B is CR8 or N; and

Ré, R7, R8, and R? are independently chosen from H, alkyl, substituted alkyl, halogen, optionally substituted
aryl, optionally substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano, nitro,
optionally substituted alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally
substituted arylthio, optionally substituted acyl, optionally substituted amino, carboxyl, optionally substituted
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alkoxycarbonyl, optionally substituted carbamoyl, wherein R€ and R7, or R and R8, or R and R9 can be part of
a cyclic alkylene group forming a fused ring structure;

or a salt thereof;
further wherein the compound does not have the following structure:

for the manufacture of a medicament for treating a cell proliferation disorder.
10. The use according to claim 9 wherein the compound is as defined in any one of claims 1 to 7.

11. A compound having the formula of
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Structure (1I)

wherein

R1 and R2 are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally sub-
stituted alkylthio, optionally substituted aryloxy, or optionally substituted arylthio, where when X is not O, R1
and R? can also be part of a cyclic alkylene chain that form a fused ring structure;

Xis O, S, or NR3;

when X is NR3 Ar is not phenyl;

Aryl or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic
aryl, heterocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings;

R3is H, alkyl, substituted alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to
the Arring;

Ais Nor CH;

Bis CR8 or N; and

R6, R7, R8, and R9 are independently chosen from H, alkyl, substituted alkyl, halogen, optionally substituted
aryl, optionally substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano, nitro,
optionally substituted alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally
substituted arylthio, optionally substituted acyl, optionally substituted

amino, carboxyl, optionally substituted alkoxycarbonyl, optionally substituted carbamoyl, wherein R and R7, or
R7 and R8, or R and R? can be part of a cyclic alkylene group forming a fused ring structure;

or a salt thereof;
further wherein the compound does not have the following structure:

93



EP 2 152 692 B1

By

3

Q
s
o

f:{\;/i

for use in treating a cell proliferation disorder.
12. The compound for use of claim 11 wherein the compound is as defined in any one of claims 1 to 7.
13. Aninvitroorexvivo method of killing or suppressing an undesirably proliferating cell associated with a cell proliferation

disorder comprising administering to the cell in an amount effective to abrogate the G2 checkpoint and/or cause
adaption to G2 cell cycle arrest, a compound having the formula of
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Structure (II)

wherein

R and R2 are independently chosen from alkyl, substituted alkyl, optionally substituted alkoxy, optionally sub-
stituted alkylthio, optionally substituted aryloxy, or optionally substituted arylthio, where when X is not O, R!
and R2 can also be part of a cyclic alkylene chain that form a fused ring structure;

Xis O, S, or NR3;

when X is NR3 Ar is not phenyl;

Aryl or substituted aryl in the optionally substituted aryloxy or optionally substituted arylthio includes carbocyclic
aryl, heterocyclic aryl, monocyclic aryl, polycyclic aryl, and aryl fused with non-aryl (non-aromatic) rings;

R3is H, alkyl, substituted alkyl, optionally substituted acyl, or as part of a ring structure that connects the N to
the Arring;

Ais Nor CH;

B is CR8 or N; and

Ré R7, R8 and R? are independently chosen from H, alkyl, substituted alkyl, halogen, optionally substituted
aryl, optionally substituted heteroaryl, optionally substituted alkoxy, optionally substituted aryloxy, cyano, nitro,
optionally substituted alkylthio, optionally substituted alkylsulfinyl, optionally substituted alkylsulfonyl, optionally
substituted arylthio, optionally substituted acyl, optionally substituted amino, carboxyl, optionally substituted
alkoxycarbonyl, optionally substituted carbamoyl, wherein R® and R7, or R7 and R8, or R8 and R® can be part
of a cyclic alkylene group forming a fused ring structure;

or a salt thereof;
further wherein the compound does not have the following structure:

By @
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14. The method of claim 13 wherein the compound is as defined in any one of claims 1 to 7.

15. The use of claim 9 or 10, compound for use of claim 11 or 12 or method of claim 13 or 14, wherein the cell proliferation

disorder is cancer or
further comprising administering at least one additional anti-cancer treatment.

Patentanspriiche

1.

Verbindung mit der Formel

| R? A
X
B~ RE
R7
Struktur (I1)

wobei

R' und R2? unabhéngig ausgewahlt sind aus Alkyl, substituiertem Alkyl, gegebenenfalls substituiertem Alkoxy,
gegebenenfalls substituiertem Alkylthio, gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substitu-
iertem Arylthio, wobei R! und R2 ebenfalls Teil einer cyclischen Alkylen-Kette sein kénnen, die eine fusionierte
Ring-Struktur bildet, wenn X kein O ist;

X O, S oder NR3 ist;

Ar kein Phenyl ist, wenn X NR3 ist;

Aryl oder substituiertes Aryl in dem gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substituiertem
Arylthio carbocylisches Aryl, heterocyclisches Aryl, monocyclisches Aryl, polycyclisches Aryl und Aryl, das mit
nicht-Aryl (nicht aromatischen) -Ringen fusioniert ist, umfasst;

R3 H, Alkyl, substituiertes Alkyl, gegebenenfalls substituiertes Acyl ist oder Teil einer Ring-Struktur, die das N
an den Ar-Ring verbindet, ist;

A N oder CH ist;

B CR8 ist; und

R6, R7, R8 und R® unabhingig ausgewahlt sind aus H, Alkyl, substituiertem Alkyl, Halogen, gegebenenfalls
substituiertem Aryl, gegebenenfalls substituiertem Heteroaryl, gegebenenfalls substituiertem Alkoxy, gegebe-
nenfalls substituiertem Aryloxy, Cyano, Nitro, gegebenenfalls substituiertem Alkylthio, gegebenenfalls substi-
tuiertem Alkylsulfinyl, gegebenenfalls substituiertem Alkylsulfonyl, gegebenenfalls substituiertem Arylthio, ge-
gebenenfalls substituiertem Acyl, gegebenenfalls substituiertem Amino, Carboxyl, gegebenenfalls substituier-
tem Alkoxycarbonyl, gegebenenfalls substituiertem Carbamoyl, wobei R6 und R7, oder R7 und R8, oder R8 und
RO Teil einer cyclischen Alkylen-Gruppe sein kénnen, die eine fusionierte Ring-Struktur bildet;

oder einem Salz davon;
ferner, wobei die Verbindung nicht die folgende Struktur aufweist:
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Verbindung nach Anspruch 1, wobei eine von R und R2 Methyl ist und die andere von R1 und R2 Alkyl oder Alkyl,
das mit Alkoxy, Hydroxy, Carboxy, Alkoxycarbonyl, gegebenenfalls substituiertem Carbamoyl oder gegebenenfalls
substituiertem cyclischen Aminocarbonyl substituiert ist, ist.

Verbindung nach Anspruch 1, wobei sowohl R' als auch R? Teil einer cyclischen Alkylen-Gruppe sind, die eine
fusionierte Ring-Struktur bildet.

Verbindung nach Anspruch 1, wobei X NR3 ist, wobei R3 H, Alkyl oder Acyl ist.

Verbindung nach Anspruch 1, wobei R6, R7, R® und R® unabhangig ausgewahlt sind aus H, Alkyl, Halogen, Triflu-
ormethyl, gegebenenfalls substituiertem Phenyl, Alkoxy, Cyano oder Alkyl, das mit Phenyl, gegebenenfalls substi-
tuiertem Amino, gegebenenfalls substituiertem cyclischen Amino oder Acyloxy substituiert ist.

Verbindung nach Anspruch 1, wobei zwei benachbarte Substitutionen R® und R”, oder R8 und R® einen fusionierten
und substituierten Benzolring bilden.

Verbindung nach Anspruch 1, wobei die Verbindung ausgewabhlt ist aus der Gruppe bestehend aus:

tert-Butyl 3-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl) propanoat (S01860);
Ethyl 3-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl) propanoat (S01861),
3,4-Dimethyl-1-[(4,7,8-trichlor(2-quinolyl))amino]azolin-2,5-dion (S01078),
1-[(8-Brom-4-chlor(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S01247),

tert-Butyl 4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-brom-4-quinolyl} methyl)piperazincarboxylat
(501589),

Methyl 3-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)]Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanoat (S01648),
3-(1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)-N-methoxy-N-methylpropa-
namid (S01796),

1-{[7-Brom-4-({4-[(2-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)]Jamino}-3,4-dimethylazolin-2,5-
dion (S01879),

1-{[3-Brom-6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-3,4-dimethylazolin-2,5-dion (S01981),
1-{[6-Chlor-3-(trifluormethyl)(2-pyridyl)]Jamino}-3,4-dimethylazolin-2,5-dion (S00109),
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]methylamino}-3,4-dimethylazolin-2,5-dion (S00170),
1-{[6-Brom-5-(trifluormethyl)(2-pyridyl)Jmethylamino}-3,4-dimethylazolin-2,5-dion (S01007),
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-3-(3-methylbutyl)azolin-2,5-dion (S01554),
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]Jamino}-3-(methoxymethyl)-4-methylazolin-2,5-dion (S01599),
1-{[7,8-Dichlor-4-(trifluormethyl)(2-quinolyl)Jamino}-3,4-dimethylazolin-2,5-dion (S01455),
3-(1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)-N,N-diethylpropanamid
(801711),

Diethyl 2-[(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)methyl]propan-1,3-dio-
at (S01712),
N-(tert-Butyl)-3-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanamid
(S01758),

1-{[7-Brom-4-({4-[(3-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)]Jamino}-3,4-dimethylazolin-2,5-
dion (S01925),

1-{[6-Brom-5-(trifluormethyl)(2-pyridyl)]Jamino}-3,4-dimethylazolin-2,5-dion (S00994),
1-[(4,8-Dichlor(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S01005),
3,4-Dimethyl-1-{[6-pheny|-5-(trifluormethyl)(2-pyridyl)Jamino}azolin-2,5-dion (S01266),
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-3-(hydroxymethyl)-4-methylazolin-2,5-dion (S01470),
N-(3,4-Dimethyl-2,5-dioxoazolinyl)-N-[6-chlor-5-(trifluormethyl) (2-pyridyl)]acetamid (S01473),
1-{[7-Brom-4-({4-[(2-chlorphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)]Jamino}-3,4-dimethylazolin-2,5-dion
(S01878),
3-(1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]Jamino}-4-methyl-2,5-dioxoazolin-3-yl)-N-methylpropanamid
(501883),

1-[(8-Chlor(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S00585),
3,4-Dimethyl-1-[(3,4,5-trichlorphenyl)amino]azolin-2,5-dion (S00832),
3,4-Dimethyl-1-{[4-(trifluormethyl)(2-quinolyl)]Jamino}azolin-2,5-dion (S00873),
1-[(7-Brom-4-chlor(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S01311),
1-{[6-(3-Chlor-4-fluorphenyl)-5-(trifluormethyl)(2-pyridyl)]Jamino}-(3,4-dimethylazolin-2,5-dion (S01313),
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3,4-Dimethyl-1-{[6-(2-methylpropyl)-5-(trifluormethyl)(2-pyridyl)Jamino} azolin-2,5-dion (S01457),
1-{[6-Chlor-4-(trifluormethyl)(2-pyridyl)Jamino}-3,4-dimethylazolin-2,5-dion (S01737),

Methyl  3-(1-{[4-({4-[(tert-butyl)oxycarbonyl]piperazinyl}methyl)-7-brom(2-quinolyl)]Jamino}-4-methyl-2,5-dio-
xoazolin-3-yl)propanoat (S01865),
1-({4-[(4-{[4-(Dimethylamino)phenyl]carbonyl}piperazinyl)methyl]-7-brom(2-quinolyl)}amino)-3,4-dimethylazo-
lin-2,5-dion (S01880),

1-[(3-Chlorisoquinolyl)amino]-3,4-dimethylazolin-2,5-dion (S01098),
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-3-ethyl-4-methylazolin-2,5-dion (S01553),
1-{[4-Chlor-6-phenyl-5-(trifluormethyl)(2-pyridyl)]Jamino}-3,4-dimethylazolin-2,5-dion (S01734),
N-[1-({2-[(3,4-Dimethyl-2,5-dioxoazolinyl)amino]-7-brom(4-quinolyl)} methyl)pyrrolidin-3-yl] (tert-butoxy)carbo-
xamid (S01864),

1-{[7-Brom-4-({4-[(4-fluorphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)Jamino}-3,4-dimethylazolin-2,5-dion
(S01877),

6-[(3,4-Dimethyl-2,5-dioxoazolinyl)amino]-3-(trifluormethyl)pyridin-2-carbonitril (S01475),
2-{[6-Chlor-5-(trifluormethyl)-2-pyridylJamino}-4,5,6,7-tetrahydroisoindol-1,3-dion (S00186),
1-{[4-Brom-3-(trifluormethyl)phenylJamino}-3,4-dimethylazolin-2,5-dion (S00516),
1-[(4-Chlornaphthyl)amino]-3,4-dimethylazolin-2,5-dion (S00738),
1-[(4-Chlor-6-methyl(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S00935),
1-[(4-Bromnaphthyl)amino]-3,4-dimethylazolin-2,5-dion (S00942),
1-{[7-Brom-4-(hydroxymethyl)(2-quinolyl)]Jamino}-3,4-dimethylazolin-2,5-dion (S01037),
{2-[(3,4-Dimethyl-2,5-dioxoazolinyl)amino]-7-brom-4-quinolyl}methyl acetat (S01047),
1-{[8-Chlor-4-(4-methoxyphenyl)(2-quinolyl)]Jamino}-3,4-dimethylazolin-2,5-dion(S01191),
1-[(4-Chlorbenzo[h]quinolin-2-yl)amino]-3,4-dimethylazolin-2,5-dion (S01207),
1-[(7-Brom-4-{[4-benzylpiperazinyllmethyl}(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S01268),
1-{[6-(4-Chlorphenyl)-5-(trifluormethyl)(2-pyridyl)Jamino}-3,4-dimethylazolin-2,5-dion (S01371),
3,4-Dimethyl-1-{[6-(4-methylphenyl)-5-(trifluormethyl)(2-pyridyl)]Jamino} azolin-2,5-dion (S01393),
1-{[6-(3-Chlorphenyl)-5-(trifluormethyl)(2-pyridyl)]-amino}-3,4-dimethylazolin-2,5-dion (S01474),
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]methylamino}-3-(methoxymethyl)-4-methylazolin-2,5-dion (S01600),
Phenylmethyl 4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-brom-4-quinolyl} methyl)piperazincarboxylat
(501683),

3,4-Dimethyl-1-({6-[3-(trifluormethyl) phenyl](2-pyridyl)}amino) azolin-2,5-dion (S01691),
1-[(7-Brom-4-{[4-(phenylcarbonyl)piperazinylJmethyl}(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion
(501699),
3-(1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)-N-methyl-N-phenylpropana-
mid (S01759),

3,4-Dimethyl-1-{[6-benzyl-5-(trifluormethyl)(2-pyridyl)Jamino}azolin-2,5-dion (801762),
1-{[4-({4-[(2,4-Dimethylphenyl)carbonyl]piperazinyl}methyl)-7-brom (2-quinolyl)Jamino}-3,4-dimethylazolin-
2,5-dion (S01800),

1-{[7-Brom-4-({4-[(4-methoxyphenyl)carbonyl]piperazinyl}methyl) (2-quinolyl)lamino}-3,4-dimethylazolin-2,5-
dion (S01801),
N-[6-Chlor-5-(trifluormethyl)(2-pyridyl)]-N-[4-(hydroxymethyl)-3-methyl-2,5-dioxoazolinyl]acetamid (S01820),
1-[(7-Brom-4-{[4-(phenylsulfonyl)piperazinyllmethyl}(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S01822),
1-[(4-Chlor-8-methyl(2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion (S00871),

tert-Butyl 4-[({2-[(3,4-dimethyl-2,5-dioxoazolinyl)Jamino]-7-brom-4-quinolyl} methyl)amino]piperidincarboxylat
(501862),

tert-Butyl 4-[4-({2-[(3,4-dimethyl-2,5-dioxoazolinyl)amino]-7-brom-4-quinolyl} methyl)piperazinyl]piperidincarb-
oxylat (801928),

1-[(4-{[4-(3,3-Dimethylbutanoyl)piperazinyllmethyl}-7-brom (2-quinolyl))amino]-3,4-dimethylazolin-2,5-dion
(501929),

Methylethyl 3-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)]amino}-4-methyl-2,5-dioxoazolin-3-yl)propanoat
(S02022)

Methylpropyl 3-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)propanoat
(502264)

tert-Butyl 2-(1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-2,5-dioxoazolin-3-yl)acetat (502225)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]Jamino}-3-(ethoxymethyl)-4-methylazolin-2,5-dion (S02366)
3-Butyl-1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methylazolin-2,5-dion (S03448)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]Jamino}-4-methyl-3-[2-(2-methyl(1,3-dioxolan-2-yl))ethyl]azolin-2,5-di-
on (S03456)
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1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)]Jamino}-3-[(2-methoxyethoxy)methyl]-4-methylazolin-2,5-dion (S03742)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-(3-hydroxyhexyl)-3-methylazolin-2,5-dion (S03552)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-(3-hydroxypentyl)-3-methylazolin-2,5-dion (S03745)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-3-[(3-methylbutoxy)methyl]azolin-2,5-dion (S03405)
3-(Butoxymethyl)-1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methylazolin-2,5-dion (S03518)
3-[(3,3-Dimethylbutoxy)methyl]-1-{[6-chlor-5-(trifluormethyl) (2-pyridyl)Jamino}-4-methylazolin-2,5-dion
(503747)

1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-3-(2-ethoxyethyl)-4-methylazolin-2,5-dion (S03960)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-3-[(2-methylpropoxy)methyl]azolin-2,5-dion (S03963)

3-[(2,2-Dimethylpropoxy)methyl]-1-{[6-chlor-5-(trifluormethyl) (2-pyridyl)Jamino}-4-methylazolin-2,5-dion
(S03962)
4-[(1,3-Dimethylbutoxy)methyl]-1-{[6-chlor-5-(trifluormethyl) (2-pyridyl)Jamino}-3-methylazolin-2,5-dion
(S03964)

4-[(tert-Butoxy)methyl]-1-{[6-chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-3-methylazolin-2,5-dion (S03873)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-3-[2-(2-methylpropoxy)ethyl]azolin-2,5-dion (S03955)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-4-methyl-3-[2-(3-methylbutoxy)ethyl]azolin-2,5-dion (S03956)
1-{[6-Chlor-5-(trifluormethyl)(2-pyridyl)Jamino}-3-methyl-4-(2-propoxyethyl)azolin-2,5-dion (S04034);

und Salzen davon.

Pharmazeutische Zusammensetzung, umfassend die Verbindung nach einem der vorhergehenden Anspriiche in
Kombination mit einem pharmazeutisch annehmbaren Hilfsstoff.

Verwendung einer Verbindung mit der Formel

Struktur (I1)

wobei

R' und R? unabhéngig ausgewahlt sind aus Alkyl, substituiertem Alkyl, gegebenenfalls substituiertem Alkoxy,
gegebenenfalls substituiertem Alkylthio, gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substitu-
iertem Arylthio, wobei R! und R? ebenfalls Teil einer cyclischen Alkylen-Kette sein kénnen, die eine fusionierte
Ring-Struktur bildet, wenn X kein O ist;

X O, S oder NR3 ist;

Ar kein Phenyl ist, wenn X NR3 ist;

Aryl oder substituiertes Aryl in dem gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substituiertem
Arylthio carbocylisches Aryl, heterocyclisches Aryl, monocyclisches Aryl, polycyclisches Aryl und Aryl, das mit
nicht-Aryl (nicht aromatischen) -Ringen fusioniert ist, umfasst;

R3 H, Alkyl, substituiertes Alkyl, gegebenenfalls substituiertes Acyl ist oder Teil einer Ring-Struktur, die das N
an den Ar-Ring verbindet, ist;

A N oder CH ist;

B CR8 oder N ist; und

R6 R7, R8 und RY unabhingig ausgewahlt sind aus H, Alkyl, substituiertem Alkyl, Halogen, gegebenenfalls
substituiertem Aryl, gegebenenfalls substituiertem Heteroaryl, gegebenenfalls substituiertem Alkoxy, gegebe-
nenfalls substituiertem Aryloxy, Cyano, Nitro, gegebenenfalls substituiertem Alkylthio, gegebenenfalls substi-
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tuiertem Alkylsulfinyl, gegebenenfalls substituiertem Alkylsulfonyl, gegebenenfalls substituiertem Arylthio, ge-
gebenenfalls substituiertem Acyl, gegebenenfalls substituiertem Amino, Carboxyl, gegebenenfalls substituier-
tem Alkoxycarbonyl, gegebenenfalls substituiertem Carbamoyl, wobei R und R7, oder R” und R8, oder R und
RO Teil einer cyclischen Alkylen-Gruppe sein kénnen, die eine fusionierte Ring-Struktur bildet;

oder einem Salz davon;
ferner, wobei die Verbindung nicht die folgende Struktur aufweist:

bei der Herstellung eines Arzneimittels zur Behandlung einer Zellproliferativen Stérung.
10. Verwendung nach Anspruch 9, wobei die Verbindung wie in einem der Anspriiche 1 bis 7 definiert ist.

11. Verbindung mit der Formel

Struktur (I1)

wobei

R1 und R2? unabh#ngig ausgewahlt sind aus Alkyl, substituiertem Alkyl, gegebenenfalls substituiertem Alkoxy,
gegebenenfalls substituiertem Alkylthio, gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substitu-
iertem Arylthio, wobei R1 und R2 ebenfalls Teil einer cyclischen Alkylen-Kette sein kdnnen, die eine fusionierte
Ring-Struktur bildet, wenn X kein O ist;

X O, S oder NR3 ist;

Ar kein Phenyl ist, wenn X NR3 ist;

Aryl oder substituiertes Aryl in dem gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substituiertem
Arylthio carbocylisches Aryl, heterocyclisches Aryl, monocyclisches Aryl, polycyclisches Aryl und Aryl, das mit
nicht-Aryl (nicht aromatischen) -Ringen fusioniert ist, umfasst;

R3 H, Alkyl, substituiertes Alkyl, gegebenenfalls substituiertes Acyl ist oder Teil einer Ring-Struktur, die das N
an den Ar-Ring verbindet, ist;

A N oder CH ist;

B CR8 oder N ist; und

R6, R7, R8 und R® unabhangig ausgewihlt sind aus H, Alkyl, substituiertem Alkyl, Halogen, gegebenenfalls
substituiertem Aryl, gegebenenfalls substituiertem Heteroaryl, gegebenenfalls substituiertem Alkoxy, gegebe-
nenfalls substituiertem Aryloxy, Cyano, Nitro, gegebenenfalls substituiertem Alkylthio, gegebenenfalls substi-
tuiertem Alkylsulfinyl, gegebenenfalls substituiertem Alkylsulfonyl, gegebenenfalls substituiertem Arylthio, ge-
gebenenfalls substituiertem Acyl, gegebenenfalls substituiertem Amino, Carboxyl, gegebenenfalls substituier-
tem Alkoxycarbonyl, gegebenenfalls substituiertem Carbamoyl, wobei R6 und R7, oder R7 und R8, oder R8 und
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R9 Teil einer cyclischen Alkylen-Gruppe sein kénnen, die eine fusionierte Ring-Struktur bildet;

oder einem Salz davon;
ferner, wobei die Verbindung nicht die folgende Struktur aufweist:

k,
zur Verwendung in der Behandlung einer Zell-proliferativen Stoérung.
12. Verbindung zur Verwendung nach Anspruch 11, wobeidie Verbindung wie in einem der Anspriiche 1 bis 7 definiert ist.
13. In-vitro- oder ex-vivo-Verfahren zum Téten oder Unterdriicken einer unerwiinscht proliferierenden Zelle, die mit
einer Zell-proliferierenden Stérung assoziiert ist, umfassend Verabreichen einer Zelle in einer Menge, die wirksam

ist den G2-Checkpoint auszuschalten und/oder Anpassung an den G2-Zellzyklus-Stillstand zu verursachen, eine
Verbindung mit der Formel
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Struktur (I1)

wobei

R und R2? unabh#ngig ausgewahlt sind aus Alkyl, substituiertem Alkyl, gegebenenfalls substituiertem Alkoxy,
gegebenenfalls substituiertem Alkylthio, gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substitu-
iertem Arylthio, wobei RT und R2 ebenfalls Teil einer cyclischen Alkylen-Kette sein kdnnen, die eine fusionierte
Ring-Struktur bildet, wenn X kein O ist;

X O, S oder NR3 ist;

Ar kein Phenyl ist, wenn X NR3 ist;

Aryl oder substituiertes Aryl in dem gegebenenfalls substituiertem Aryloxy oder gegebenenfalls substituiertem
Arylthio carbocylisches Aryl, heterocyclisches Aryl, monocyclisches Aryl, polycyclisches Aryl und Aryl, das mit
nicht-Aryl (nicht aromatischen) -Ringen fusioniert ist, umfasst;

R3 H, Alkyl, substituiertes Alkyl, gegebenenfalls substituiertes Acyl ist oder Teil einer Ring-Struktur, die das N
an den Ar-Ring verbindet, ist;

A N oder CH ist;

B CR8 oder N ist; und

R8, R7, R8 und R® unabhingig ausgewahlt sind aus H, Alkyl, substituiertem Alkyl, Halogen, gegebenenfalls
substituiertem Aryl, gegebenenfalls substituiertem Heteroaryl, gegebenenfalls substituiertem Alkoxy, gegebe-
nenfalls substituiertem Aryloxy, Cyano, Nitro, gegebenenfalls substituiertem Alkylthio, gegebenenfalls substi-
tuiertem Alkylsulfinyl, gegebenenfalls substituiertem Alkylsulfonyl, gegebenenfalls substituiertem Arylthio, ge-
gebenenfalls substituiertem Acyl, gegebenenfalls substituiertem Amino, Carboxyl, gegebenenfalls substituier-
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tem Alkoxycarbonyl, gegebenenfalls substituiertem Carbamoyl, wobei R und R7, oder R” und R8, oder R und
RO Teil einer cyclischen Alkylen-Gruppe sein kdnnen, die eine fusionierte Ring-Struktur bildet;

oder einem Salz davon;
ferner, wobei die Verbindung nicht die folgende Struktur aufweist:

14. Verfahren nach Anspruch 13, wobei die Verbindung wie in einem der Anspriiche 1 bis 7 definiert ist.

15. Verwendung nach Anspruch 9 oder 10, Verbindung zur Verwendung nach Anspruch 11 oder 12 oder Verfahren

nach Anspruch 13 oder 14, wobei die Zell-proliferierende Stérung Krebs ist oder
ferner umfassend Verabreichen von mindestens einer zusatzlichen Anti-Krebs-Behandlung.

Revendications

1.

Composé répondant a la formule

Structure (II)

dans laquelle :

R1 et R2 sont choisis indépendamment entre des groupes alkyle, alkyle substitué, alkoxy facultativement subs-
titué, alkylthio facultativement substitué, aryloxy facultativement substitué, ou arylthio facultativement substitué,
ou, lorsque X ne représente pas 0, R! et R2 peuvent également faire partie d’une chaine alkyléne cyclique qui
forme une structure a noyau condensé ;

X représente 0, S ou un groupe NR3 ;

lorsque X représente un groupe NR3, Ar ne représente pas un groupe phényle ;

le groupe aryle ou aryle substitué dans le groupe aryloxy facultativement substitué ou groupe arylthio faculta-
tivement substitué comprend un groupe aryle carbocyclique, un groupe aryle hétérocyclique, un groupe aryle
monocyclique, un groupe aryle polycyclique, et un groupe aryle condensé avec des noyaux non aryliques (non
aromatiques) ;

R3représente H, un groupe alkyle, alkyle substitué, acyle facultativement substitué, ou fait partie d’'une structure
cyclique qui connecte 'atome de N au noyau Ar ;

A représente N ou un groupe CH ;

B représente un groupe CR8 ; et

R6, R7, R8 et RY sont choisis indépendamment entre H, des groupes alkyle, alkyle substitué, halogéno, aryle
facultativement substitué, hétéroaryle facultativement substitué, alkoxy facultativement substitué, aryloxy fa-
cultativement substitué, cyano, nitro, alkylthio facultativement substitué, alkylsulfinyle facultativement substitué,
alkylsulfonyle facultativement substitué, arylthio facultativement substitué, acyle facultativement substitué, ami-
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no facultativement substitué, carboxyle, alkoxycarbonyle facultativement substitué, carbamoyle facultativement
substitué, ou Ré et R7, ou R7 et R8, ou bien R8 et R? peuvent faire partie d’un groupe alkyléne cyclique formant
une structure a noyau condensé ;

ou un de ses sels ;
en outre, le composé n’ayant pas la structure suivante

Composé suivant la revendication 1, dans lequel un de R et R? représente un groupe méthyle et I'autre de R1 et
R2 représente un groupe alkyle ou alkyle substitué avec un substituant alkoxy, hydroxy, carboxy, alkoxycarbonyle,
carbamoyle facultativement substitué ou aminocarbonyle cyclique facultativement substitué.

Composé suivant la revendication 1, dans lequel un de R et R? font I'un et I'autre partie d’'une chaine alkyléne
cyclique formant une structure a noyau condensé.

Composé suivant la revendication 1, dans lequel X représente un groupe NR3, dans lequel R3 représente H, un
groupe alkyle ou acyle.

Composé suivant la revendication 1, dans lequel R8, R7, R8 et RY sont choisis indépendamment entre H, les groupes
alkyle, halogéno, trifluorométhyle, phényle facultativement substitué, alkoxy, cyano, ou alkyle substitué avec un
substituant phényle, amino facultativement substitué, amino cyclique facultativement substitué, et acyloxy.

Composé suivant la revendication 1, dans lequel deux substituants adjacents R® et R7, ou R8 et RY, forment un
noyau benzénique condensé et substitué.

Composé suivant la revendication 1, le composé étant choisi dans le groupe consistant en :

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)propanoate de tertiobu-
tyle (S01860) ;

le  3-(1-{[6-clhoro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)propanoate  d’éthyle
(50186) ;

la 3,4-diméthyl-1-[(4,7,8-trichloro(2-quinolyl))amino]-azoline-2,5-dione (S01078),

la 1-[(8-bromo-4-chloro(2-quinolyl)amino]-3,4-diméthylazoline-2,5-dione (S01247),

le 4-({2-[(3,4-diméthyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}méthyl)pipérazinecarboxylate de tertiobu-
tyle (S01589),

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)propanoate de méthyle
(S01648)

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)-N-méthoxy-N-méthyl-
propanamide (S01796),

la 1-{[7-bromo-4-({4-[(2-méthoxyphényl)carbonyl}]-pipérazinyl}méthyl)(2-quinolyl)]Jamino}-3,4-diméthylazoline-
2, 5-dione (S01879)

la 1-{[3-bromo-6-chloro-5-(trifluorométhyl) (2-pyridyl)]-amino}-3,4-diméthylazoline-2,5-dione (S01981),

la 1-{[6-chloro-3-(trifluorométhyl)(2-pyridyl)Jamino}-3,4-diméthylazoline-2,5-dione (S00109),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]méthyl-amino}-3,4-diméthylazoline-2,5-dione (S00170)

la 1-{[6-bromo-5-(trifluorométhyl)(2-pyridyl)Jméthyl-amino}-3,4-diméthylazoline-2,5-dione (S01007),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-méthyl-3-(3-méthylbutyl)azoline-2,5-dione (S01554),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]Jamino}-3-(méthoxyméthyl)-4-méthylazoline-2,5-dione (S01599),

la 1-{[7,8-dichloro-4-(trifluorométhyl)(2-quinolyl)]-amino}-3,4-diméthylazoline-2,5-dione (S01455),

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]- amino}-4-méthyl-2, 5-dioxoazoline-3-yl)-N,N-diéthylpropanami-
de (S01711),

le  2-[(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)méthyllpropane-1,3-
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dioate de diéthyle (S01712),

le N-(tertiobutyl)-3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-méthyl-2,5-dioxoazoline-3-yl)-propana-
mide (801758),

la 1-{[7-bromo-4-({4-[(3-méthoxyphényl)carbonyl]-pipérazinyl}méthyl)(2-quinolyl)]Jamino}-3,4-diméthylazoline-
2,5-dione (S01925)

la 1-{[6-bromo-5-(trifluorométhyl)(2-pyridyl)Jamino}-3,4-diméthylazoline-2,5-dione (S00994),

la 1-[(4,8-dichloro(2-quinolyl))amino]-3,4-diméthylazoline-2,5-dione (S01005),

la 3,4-diméthyl-1-{[6-phényl-5-(trifluorométhyl)(2-pyridyl)Jamino}azoline-2,5-dione (S01266),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-3-(hydroxyméthyl)-4-méthylazoline-2,5-dione (S01470),

le N-(3,4-diméthyl-2,5-dioxoazolinyl)-N-[6-chloro-5-(trifluorométhyl)(2-pyridyl)]acétamide (S01473),

la  1-{[7-bromo-4-({4-[(2-chlorophényl)carbonyl]-pipérazinyl}méthyl)(2-quinolyl)]Jamino}-3,4-diméthylazoline-
2,5-dione (S01878),

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)-N-méthylpropanamide
(501883),

la 1-[(8-chloro(2-quinolyl))amino]-3,4-diméthylazoline-2,5-dione (S00585),

la 3,4-diméthyl-1-[(3,4-5-trifluorophényl)amino]-azoline-2,5-dione (S00832),

la 3,4-diméthyl-1-{[4-(trifluorométhyl)(2-quinolyl)]-amino}azoline-2,5-dione (S00873),

la 1-[(7-bromo-4-chloro(2-quinolyl))amino]-3,4-diméthyl-azoline-2,5-dione (S01311),

la 1-{[6-(3-chloro-4-fluorophényl)-5-(trifluorométhyl)-(2-pyridyl)]Jamino}-3,4-diméthylazoline-2,5-dione
(S01313),

la 3,4-diméthyl-1-{[6-(2-méthylpropyl)-5-(trifluorométhy!)(2-pyridyl)Jamino}-azoline-2,5-dione (S01457),

la 1-{[6-chloro-4-(trifluorométhyl)(2-pyridyl)Jamino}-3,4-diméthylazoline-2,5-dione (S01737),

le 3-(1-{[4-({4-[(tertiobutyl)oxycarbonyl]pipérazinyl}-méthyl)-7-bromo-(2-quinolyl)Jamino}-4-méthyl-2,5-dioxo-
azoline-3-yl)propanoate de méthyle (S01865),

la 1-({4-[(4-{[4-(diméthylamino)phényl]carbonyl}-pipérazinyl)méthyl]-7-bromo-(2-quinolyl)}amino)-3,4-diméthy-
lazoline-2,5-dione (S01880),

la 1-[(3-chloroisoquinolyl)amino]-3,4-diméthylazoline-2,5-dione (S01098),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-3-éthyl-4-méthylazoline-2,5-dione (S01553),

la 1-{[4-chloro-6-phényl-5-(trifluorométhyl) (2-pyridyl)]-amino}-3,4-diméthylazoline-2,5-dione (S01734),

le N-[1-({2-[(3,4-diméthyl-2,5-dioxoazolinyl)amino]-7-bromo(4-quinolyl)}méthyl)pyrrolidine-3-yl](tertiobu-
toxy)-carboxamide (S01864),

la 1-{[7-bromo-4-({4-[(4-fluorophényl)carbonyl]-pipérazinyl}méthyl)(2-quinolyl)]Jamino}-3,4-diméthylazoline-
2,5-dione (S01877),

le 6-[(3,4-diméthyl-2,5-dioxoazolinyl)amino]-3-(trifluorométhyl)pyridine-2-carbonitrile (S01475),

la 2-{[6-chloro-5-(trifluorométhyl)-2-pyridyllamino}-4,5,6,7-tétrahydroisoindole-1,3-dione (S00186),

la 1-{[4-bromo-3-(trifluorométhyl)phényllamino}-3,4-diméthylazoline-2,5-dione (S00516),

la 1-[(4-chloronaphtyl)amino]-3,4-diméthylazoline-2,5-dione (S00738),

la 1-[(4-chloro-6-méthyl(2-quinolyl))amino]-3,4-diméthylazoline-2,5-dione (S00935),

la 1-[(4-bromonaphtyl)amino]-3,4-diméthylazoline-2,5-dione (S00942),

la 1-{[7-bromo-4-(hydroxyméthyl)(2-quinolyl)]amino}-3,4-diméthylazoline-2,5-dione (S01037),

lacétate de {2-[(3,4-diméthyl-2,5-dioxoazolinyl)-amino]-7-bromo-4-quinolyl}méthyle (S01047),

la 1-{[8-chloro-4-(4-méthoxyphényl)(2-quinolyl)]-amino}-3,4-diméthylazoline-2,5-dione (S01191),

la 1-[(4-chlorobenzolh]quinoline-2-yl)amino]-3,4-diméthylazoline-2,5-dione (S01207),

la 1-[(7-bromo-4-{[4-benzylpipérazinyl]méthyl}(2-quinolyl))amino]-3,4-diméthylazoline-2,5-dione (S01268),

la 1-{[6-(4-chlorophényl)-5-(trifluorométhyl)(2-pyridyl)Jamino}-3,4-diméthylazoline-2,5-dione (S01371),

la 3,4-diméthyl-1-{[6-(4-méthylphényl)-5-(trifluorométhyl)(2-pyridyl)Jamino}-azoline-2,5-dione (S01393),

la 1-{[6-(3-chlorophényl)-5-(trifluorométhyl)(2-pyridyl)Jamino}-3,4-diméthylazoline-2,5-dione (S01474),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]méthyl-amino}-3-(méthoxyméthyl)-4-méthylazoline-2,5-dione
(S01600),

le 4-({2-[(3,4-diméthyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}méthyl)pipérazinecarboxylate de phényl-
méthyle (S01683),

la 3,4-diméthyl-1-(6-[3-(trifluorométhyl)phényl](2-pyridyl)}amino)azoline-2,5-dione (S01691),

la 1-[(7-bromo-4-{[4-(phénylcarbonyl)pipérazinyl]-méthyl}(2-quinolyl))amino]-3,4-diméthylazoline-2,5-dione
(501699),

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)-N-méthyl-N-phényl-
propanamide (S01759),

la 3,4-diméthyl-1-{[6-benzyl-5-(trifluorométhyl)(2-pyridyl)Jamino}azoline-2,5-dione (S01762),

la  1-{[4-({4-[(2,4-diméthylphényl)carbonyl]-pipérazinyl}méthyl)-7-bromo(2-quinolyl)]amino}-3,4-diméthylazoli-
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ne-2,5-dione (S01800),

la 1-{[7-bromo-4-({4-[(4-méthoxyphényl)carbonyl]-pipérazinyl}méthyl)(2-quinolyl)]Jamino}-3,4-diméthylazoline-
2,5-dione (S01801),

le N-[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-N-[4-(hydroxyméthyl)-3-méthyl-2,5-dioxoazolinylJacétamide
(S01820),

la 1-[(7-bromo-4-{[4-(phénylsulfonyl)pipérazinyl]-méthyl}(2-quinolyl))amino]-3,4-dim éthylazoline-2,5-dione
(501822),

la 1-[(4-chloro-8-méthyl(2-quinolyl)amino]-3,4-diméthylazoline-2,5-dione (S00871),

le 4-[({2-[(3,4-diméthyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}méthyl)amino]pipéridinecarboxylate de
tertiobutyle (S01862),

la 4-[4-({2-[(3,4-diméthyl-2,5-dioxoazolinyl)amino]-7-bromo-4-quinolyl}méthyl)pipérazinyl]pipéridinecarboxyla-
te de tertiobutyle (S01928),

la  1-[(4-{[4-(3,3-diméthylbutanoyl)pipérazinyl]-méthyl}-7-bromo-(2-quinolyl))amino]-3,4-diméthylazoline-2,5-
dione (S01929),

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)propanoate de méthylé-
thyle (5§02022),

le 3-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)propanoate de méthyl-
propyle (S02264),

le 2-(1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]-amino}-4-méthyl-2,5-dioxoazoline-3-yl)acétate de tertiobutyle
(S02225),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-3-(éthoxyméthyl)-4-méthylazoline-2,5-dione (S02366),

la 3-butyl-1-{[6-chloro-5-(trifluorométhyl) (2-pyridyl)]-amino}-4-méthylazoline-2,5-dione (S03448),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-méthyl-3-[2-(2-méthyl(1,3-dioxolane-2-yl))éthyl]azoline-
2, 5-dione (S03456),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)lamino}-3- [(2-méthoxyéthoxy)méthyl]-4-méthylazoline-2,5-dione
(S03742),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-(3-hydroxyhexyl)-3-méthylazoline-2,5-dione (S03552),
la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-(3-hydroxypentyl)-3-méthylazoline-2,5-dione (S03745),
la  1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-méthyl-3-  [(3-méthylbutoxy)méthyl]azoline-2,5-dione
(503405),

la 3-(butoxyméthyl)-1-{[6-chloro-5-(trifluorométhyl)-(2-pyridyl)Jamino}-4-méthylazoline-2,5-dione (S03518),

la 3-[(3,3-diméthylbutoxy)méthyl]-1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]amino}-4-méthylazoline-2,5-dione
(503747),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-3-(2-éthoxyéthyl)-4-méthylazoline-2,5-dione (S03960),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]Jamino}-4-méthyl-3-[(2-méthylpropoxy)méthyllazoline-2,5-dione
(S03963),

la 3-[(2,2-diméthylpropoxy)méthyl]-1-{[6-chloro-5-(triflucrométhyl)-(2-pyridyl)Jamino}-4-méthylazoline-2,5-dio-
ne (503962),

la 4-[(1,3-diméthylbutoxy)méthyl]-1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]amino}-3-méthylazoline-2,5-dione
(503964),

la 4-[(tertio-butoxy)méthyl]-1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]amino}-3-méthylazoline-2,5-dione
(S03873),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)]Jamino}-4-méthyl-3-[2-(2-méthylpropoxy)éthyl]azoline-2,5-dione
(S03955),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-4-méthyl-3-[2-(3-méthylbutoxy)éthyl]azoline-2,5-dione
(503956),

la 1-{[6-chloro-5-(trifluorométhyl)(2-pyridyl)Jamino}-3-méthyl-4-(2-propoxyéthyl)azoline-2,5-dione (S04034) ;

et ses sels.

Composition pharmaceutique comprenant le composé de 'une quelconque des revendications précédentes en
association avec un excipient pharmaceutiquement acceptable.

Utilisation d’'un composé répondant a la formule
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Structure (II)

dans laquelle :

R1 et R? sont choisis indépendamment entre des groupes alkyle, alkyle substitué, alkoxy facultativement subs-
titué, alkylthio facultativement substitué, aryloxy facultativement substitué et arylthio facultativement substitué,
ou, lorsque X ne représente pas 0, R! et R2 peuvent également faire partie d’une chaine alkyléne cyclique
formant une structure a noyau condensé ;

X représente 0, S ou un groupe NR3 ;

lorsque X représente un groupe NR3, Ar ne représente pas un groupe phényle ;

le groupe aryle ou aryle substitué dans le groupe aryloxy facultativement substitué ou groupe arylthio faculta-
tivement substitué comprend un groupe aryle carbocyclique, un groupe aryle hétérocyclique, un groupe aryle
monocyclique, un groupe aryle polycyclique, et un groupe aryle condensé avec des noyaux non aryliques (non
aromatiques) ;

R3représente H, un groupe alkyle, alkyle substitué, acyle facultativement substitué, ou fait partie d’une structure
cyclique qui connecte I'atome de N au noyau Ar ;

A représente N ou un groupe CH ;

B représente un groupe CR8 ou N ; et

RE R7, R8 et RY sont choisis indépendamment entre H, des groupes alkyle, alkyle substitué, halogéno, aryle
facultativement substitué, hétéroaryle facultativement substitué, alkoxy facultativement substitué, aryloxy fa-
cultativement substitué, cyano, nitro, alkylthio facultativement substitué, alkylsulfinyle facultativement substitué,
alkylsulfonyle facultativement substitué, arylthio facultativement substitué, acyle facultativement substitué, ami-
no facultativement substitué, carboxyle, alkoxycarbonyle facultativement substitué, carbamoyle facultativement
substitué, ot R et R7, ou R7 et R8, ou bien R® et RY peuvent faire partie d’un groupe alkyléne cyclique formant
une structure a noyau condensé ;

oud’un de ses sels ;
en outre, le composé n’ayant pas la structure suivante

pour la production d’un médicament pour le traitement d’un trouble de prolifération cellulaire.

10. Utilisation suivant la revendication 9, dans laquelle le composé est tel que défini dans 'une quelconque des reven-
dications 1a 7.

11. Composé répondant a la formule
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13.
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Structure (II)
dans laquelle :

R1 et R? sont choisis indépendamment entre des groupes alkyle, alkyle substitué, alkoxy facultativement subs-
titué, alkylthio facultativement substitué, aryloxy facultativement substitué et arylthio facultativement substitué,
ou, lorsque X ne représente pas 0, R et R2 peuvent également faire partie d’'une chaine alkyléne cyclique qui
forment une structure a noyau condensé ;

X représente 0, S ou un groupe NR3 ;

lorsque X représente un groupe NR3, Ar ne représente pas un groupe phényle ;

le groupe aryle ou aryle substitué dans le groupe aryloxy facultativement substitué ou arylthio facultativement
substitué comprend un groupe aryle carbocyclique, un groupe aryle hétérocyclique, un groupe aryle monocy-
clique, un groupe aryle polycyclique, et un groupe aryle condensé avec des noyaux non aryliques (non
aromatiques) ;

R3représente H, un groupe alkyle, alkyle substitué, acyle facultativement substitué, ou fait partie d’une structure
cyclique qui connecte I'atome de N au noyau Ar ;

A représente N ou un groupe CH ;

B représente un groupe CR8 ou N ; et

R8, R7, R8 et RY sont choisis indépendamment entre H, des groupes alkyle, alkyle substitué, halogéno, aryle
facultativement substitué, hétéroaryle facultativement substitué, alkoxy facultativement substitué, aryloxy fa-
cultativement substitué, cyano, nitro, alkylthio facultativement substitué, alkylsulfinyle facultativement substitué,
alkylsulfonyle facultativement substitué, arylthio facultativement substitué, acyle facultativement substitué, ami-
no facultativement substitué, carboxyle, alkoxycarbonyle facultativement substitué, carbamoyle facultativement
substitué, ot R et R7, ou R7 et R8, ou bien R® et RY peuvent faire partie d’un groupe alkyléne cyclique formant
une structure a noyau condensé ;

ou un de ses sels ;
en outre, le composé n’ayant pas la structure suivante

pour une utilisation dans un trouble de prolifération cellulaire.

Composé pour une utilisation suivant la revendication 11, le composé étant tel que défini dans 'une quelconque
des revendications 1a 7.

Procédé in vivo ou ex vivo pour tuer ou supprimer une cellule proliférant de maniére indésirable associée a un
trouble de prolifération cellulaire comprenant 'administration a la cellule en une quantité efficace pour I'abrogation
du point de contrdle G2 et/ou provoquer I'adaptation a l'arrét au cycle cellulaire G2, d’un composé répondant a la
formule
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14.

15.
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Structure (II)

dans laquelle :

R1 et R? sont choisis indépendamment entre des groupes alkyle, alkyle substitué, alkoxy facultativement subs-
titué, alkylthio facultativement substitué, aryloxy facultativement substitué et arylthio facultativement substitué,
ou, lorsque X ne représente pas 0, R et R2 peuvent également faire partie d’'une chaine alkyléne cyclique qui
forme une structure a noyau condensé ;

X représente 0, S ou un groupe NR3 ;

lorsque X représente un groupe NR3, Ar ne représente pas un groupe phényle ;

le groupe aryle ou aryle substitué dans le groupe aryloxy facultativement substitué ou arylthio facultativement
substitué comprend un groupe aryle carbocyclique, un groupe aryle hétérocyclique, un groupe aryle monocy-
clique, un groupe aryle polycyclique, et un groupe aryle condensé avec des noyaux non aryliques (non
aromatiques) ;

R3représente H, un groupe alkyle, alkyle substitué, acyle facultativement substitué, ou fait partie d’une structure
cyclique qui connecte I'atome de N au noyau Ar ;

A représente N ou un groupe CH ;

B représente un groupe CR8 ou N ; et

R8, R7, R8 et RY sont choisis indépendamment entre H, des groupes alkyle, alkyle substitué, halogéno, aryle
facultativement substitué, hétéroaryle facultativement substitué, alkoxy facultativement substitué, aryloxy fa-
cultativement substitué, cyano, nitro, alkylthio facultativement substitué, alkylsulfinyle facultativement substitué,
alkylsulfonyle facultativement substitué, arylthio facultativement substitué, acyle facultativement substitué, ami-
no facultativement substitué, carboxyle, alkoxycarbonyle facultativement substitué, carbamoyle facultativement
substitué, ot R et R7, ou R7 et R8, ou bien R® et RY peuvent faire partie d’un groupe alkyléne cyclique formant
une structure a noyau condensé ;

oud’un de ses sels ;
en outre, le composé n’ayant pas la structure suivante

Procédé suivant la revendication 13, dans lequel le composé est tel que défini dans 'une quelconque des revendi-
cations1a7.

Utilisation suivant la revendication @ ou 10, composé pour une utilisation suivant la revendication 11 ou 12 ou
procédé suivant la revendication 13 ou 14, le trouble de prolifération cellulaire étant un cancer, ou comprenant en
outre 'administration d’au moins un traitement anticancéreux supplémentaire.

107



EP 2 152 692 B1

G1 (Direct)

30
N ///:
/ i -0 500109
Azo / § '
)
c
o
215 4
5
Q
R —— -
/ ------ & —e— 501860
5
0 . \
0 0.019 0.039 0.078 0.156 0.312 0.625
Compounds (uM)
FIGURE 1

108




Raio of phospho histone H3(%

25

15

—_

EP 2 152 692 B1

S109 phospho- histone H3

‘ —&— 03y M

s -wMm

1 1 L It L L

6 9 12 15 18 21 24
Time (hr)

FIGURE 2

109



EP 2 152 692 B1

\O+e\
Nt
R+o

St

. R m——

y-H2AX (Ser 139) : expoSe 10 min

FIGURE 3

110



EP 2 152 692 B1

HCT116 Colony assay

200

180
160

'"—o—OGy

@ 1 Gy
—D— 3Gv

0.032 0.16 08
S00109 (HM)

FIGURE 4

111




EP 2 152 692 B1

——e—— 5109 Only
SubG1 -=--0---Dex2ng/m
— - & - = Dex20ng/m
— —0~— — Dex200ng/mi

80.00
P R
70.00 /f! 0
g’ o-- ,-0--O
60.00 A - A
X / "
= 50.00 4 o
o / .
o"/A.'
40.00 . d
30.00
20.00 ——— e
0 004 016 063 25 10
pg/ml
FIGURE 5

112




Survivalratio
100 7

EP 2 152 692 B1

Kapl an- Ml er Survival Qurve

}
90 i
0] T
70 1 b
60 7 !
50 T
40 VT
30 1 . '—i
20 7 X I
10. @ @ @ B B D S D D P T . GiPe Wt W
o T T T T T T T T T T 1
25 30 35 40 45 50 55 60 65 70 75
Days after innocul ation of ARH77
" - "Control — 5109 — - -Dexa
FIGURE 6

113



EP 2 152 692 B1

Kapl an- Mbi er survival curve

% Sur vuval
100

90‘5
of
70 1
60 |
50
40 1

30 7

20 7

10

35 40 45 50 55 60 65 70 75 80 85
Survi ved days

Control ° T °S109 T T 51860

FIGURE 7

114



EP 2 152 692 B1

% Sur vi val Kap! an- Mei er survi val curve

100 T Tt s T T s T s T T

80
80
70 7
60
50 ]
40 7
30
20 7
10 ]

0 ‘ * 1 t . t —t i
25 30 35 40 45 50
Survivel days after the start of treatment

= CONT - T T 83518 == T 83405 = T 83747

FIGURE 8

115




EP 2 152 692 B1

REFERENCES CITED IN THE DESCRIPTION

This list of references cited by the applicant is for the reader’s convenience only. It does not form part of the European
patent document. Even though great care has been taken in compiling the references, errors or omissions cannot be

excluded and the EPO disclaims all liability in this regard.

Patent documents cited in the description

«  EP 00964563 A [0003]
« WO 2006086255 A [0004]

Non-patent literature cited in the description

e MALLER. Curr. Opin. Cell Biol., 1991, vol. 3, 26
[0002]

e  HARTWELL. Cell, 1992, vol. 71, 543 [0002]

¢ KAWABE T. G2 checkpoint abrogators as anti-can-
cer drugs. Mol Cancer Ther, 2004, vol. 3, 513-519
[0003]

116

US 20040198727 A [0005]

SHA et al. Mol Cancer Ther, 2007, vol. 6, 147-153
[0003] [0109]

Eur. J. Med. Chem. Chim. Ther., 1997, vol. 32 (5),
397-408 [0177]



TIS40V/KEE EP2152682
Rakellengs shtivitdst vegviletek

SZARADALMIIGENYPONTOK

1. {11} dltaloos képletl) vegyitly

{an

amelyben

RY s R jelentése egymastol Riggetlenal slkilosopent, helyettesitett alkilosoport, adott esetben her
Tvettesitent alkoxt-csoport, adott ssethen helyetiesttett alkilticeosoport, adott esethen helyettesiiatt
srdoxi-csoport, vagy adott ssstben helvutiesitett ariltio-cyoport, amelyben X jelentése nem lehet
oxigénatom, R' & R egy ciklikus alkilén linonak is a részét képerheti, amely egy fuziondlt gylint-
searkezetet képer,

X jelentése oxigdnatom, kénatom vagy NR -csoport;

amelyben X jelentése NR® Ar jelentése nem lehet fontlosoport;

az adott esetben helyetiesitett andoxisesoportban vagy ax adott esstben belyettesitelt wiltio-
csopuortban ax anfosoport vagy ¢ helyettesitont arlesoport lehet karboeiklusos artlcsoport, heterogik-
lusos arilesoport, monociklusos arilesoport, policiklusos arllosoport ¢ nenvani] (nem-aromas) gyii-
ritkhie kapesolddo arfosoport;

R ielentése hidvogdnatom vagy alkilesopon, helvettesitent alkllcsoport, adott esetben helyottesiatt
acilesoport, vagy egy gyliciszorkeset rédsze Iehet, anely 8 nitrogénatomet a2 aromas gylriihde kap-
caolia;

A jelentdse nitrogénaom vagy CH-csaport;

B jelontése CR -csoport; é

RO s w’ jelentése egymastd! figgetienitt lehet hidrogénatom, alkilosoport, helvettesitent altkils
psoport, halogénaton, adoit esetben helyettesiten arilosopont, adott esetben helvetiesitett heteroaril

csoport, adott esethen helyettesitelt alkoxi-csoport, sdott esetben helyettesitett artfoxi-csopeort, cian-



gsoport, nitrocsoport, adoit osetben helyettesitert slkibio-csoport, adotl esetben helyettesitett
atkilssulfinib-csoport, adoft cxetben helyoitestiett alkilszntfonil-csopurt, adott esetben helyettesitett
ariltio~csoport, adott esethen helvettesitet actlesoport, adott esetben helysttesitatt aminoosoport,
karboxt-csoport, adott esetben helyettesitett alkoxikarbonib-csoport, adott esethen helyettestiott
karbamoil-ceoport, amelybn R és B vagy 8 & R®, vagy R ¢ 17 epy ciklikus alkilén-csopon részét
kepezheti, amely sgy fuzionalt gylirliszerkezetet képes;

vagy vzek s0jg

tovablsd, ahol 8 vepyitletnok nem 22 aldbbi seerkerete van

2. Az 1 igéaypont szerinti vegylet, amelyben ne RY ¢ B kaxtl ax epyik jelontose
metilosoport, s a2z R' s RY kozid & masik jelentése alkilesoport, vagy alkoxicsoporttal, hidvoxie
esoporttal, karboxi-csoporttal,  alkoxikarbondi-csoporttal, adott esetben helyetiesiteit karbamil
csoportial vagy adoft esethen helyetinsitest ciklikus aminokatbonib-esoporttal helyetiesitett alkileso-
it

3 Az 1. ipénypont sesrint vegyilet, amelvben mind ax RY, mind az R? epy fuziondl gyi-
riiszerkesetet képead oiklikuy alkilénddne egy résee

4. Az 1. igénypont szerinti vegyitlet, amelyben X jelentése NR-caoport, amelvben R
jelontdse hidvogdnatom, alkilesopont vagy acliosopost.

S Azl igdnypont sserini vegyilet, amelvben R®, R, Y 85 B jelentése sgymanial Rige
getlentl hidrogénxtom, halogénatom, trifloormetib-csoport, adott esetben helvetiesitett fenilesapont,
alkpxiscsopont, cincseport, vagy fenllosoportial, adott ssstben helyetiesltelt aminoesaponital, adoit
eaethen helyvettesitett cikdikus aminoosoportial helyettesitett alkilesoport, vagy sciloxi-csoport.

8. Az L wenypont szeril wogvilet, amelvben a2 két sgymisssl  seomseédos
smubsatitnens, 3z R és ax R, vagy az R ée 2 R egy fuzionalt és helyettesitett bensolgyiindt képes

7. Ax 1. igaypont szerinti vepyilet, amelyben & vegyiiletst az alabbl csopontbil vi-
lasetjok
feroshitil 3-(L-{{S-Rlor-S-{triflucrmed D pridil lamino Sametil S-dioxoazoline3-11)  propanod
{80188y,

il {146k S-(triffoormeti 2-pividil Harino 4-metil-2, S-dioxogeolin-3-1) PEOPRNOdt
{(SUI8a),



2

3, 4-dimetib- 1{{4, 7, -tk or(2-hmoliDJamino fazolin2, S<dion (801078),
L4 8-bramed «k.%ér{Z«kim)Eii}}amiﬁ{)}»-3 A-dimetilazolin-3, S-dion (801347},

fero-butit 4.0 { 2-[{3 4-dimetih-2, S-dioxoszolinilamino - T-trdmed-kinolil} metil) piperazinkarboxilat
fSG?SSQ},
metd 31 {{6-klor-S-{trifluonmatil(2-pindilamine b -bmenl-2, S-dioxoweolin3-Hpropanndt (SO1648},
3 1-{{o-Kidr-S-(rilluarmetil )} Z-piriditjamine F-doamet il 2, Sedioxoasalin 3~ Nemstogi-Nemet ipro-
pananyd (301796},

~§ { T-brémed-{ {4-[(Z-metoxifeniDharhoniiipiperasinl metil) (2-Minolil}amino i-3,4-dimetilazolin-
2,5-dion {SO1879),
P {3-bronp-Sefeldr-S{iriflucrmesti i 2 pmidiliamine -3 d-dimetilarolin-2, S-dion (S8R},
603 -{riBuormetiD -pirtdil famine 1 -3 4-dimetiiasolin?, S-dion (800109,
L {G-klor-S-(tiflnormet i Lpividi Imetitarsine }-3 dedimetilazolin-, S-dion (8001704,
{~{ {-brdra-S-riflucrmetil 2-pridil ) jmetilaming 13 4-diraetilaznline?, S-dion (801007,
I-{{E-Ror- S {ritluormetil{2-piridihlamine -d~metile 3-{ 3ametitbutilazolin:2, S-dion {S0155:4),

{{eddde- S (irifluonmetil 2-piridil amino -3 metodmetil-d-metilazoling, Sdion (801 809,

{17, 8-dikdord-(rrifluormetiDO-kinoliD amine -3 4-dimetilarohin-2, S-dion (S8 1455),
I~ {{o-Kdr-S-(rifluormeti ) 2-piridiD amine -d-metih- 2, S-dioxoszolin 3-1D)-N N-dietilpropis-
amid (801711,
digtit 2L {{aklor-S(uithuormetil {2 piridil Hamino J-demetih-2, Sedioxoazolin-3 - pmetil lpropans
1.3-dodt (801712,
Noftere-butily3-{ 1 - {{o-hlor-S-(rifluormetiZ-picidi Hansivo p-4-metil-2, 3-dioxeszolin: 3-ilipropan-
amid {SO1738),
B -bramed={ {4-[( 3 smetoxifeniliarbonilipiperazint paetily (2-kinclilfaming 13 d-dimetilazolin:
2. 5-dion (RO1R25Y,
1{ [brome S-rifluormetil i 2-piridi aming 13, 4-dimetilazolin 2, S-dion (S00R94Y,
14 B-dik I 2-kinoliamine -3 4-dimetilazntin-2, S-dion {01003},
3, d-dimetib - {{o-fontl-S(tifluormet K 2-piridilamine azolina2, S<dion (801268},
RS S(rifluormetiD(Z-piridil amino |- 3-(hidroximetil}-d-meitlazolin-2, Sdion (801470},
N3 Aedinetil-2, S-dioxcazolinil-N Bkl S {rifluormetiD (CrpiridiD Jacetamid (R01473),
L{ [T bromed-{ {4-J{2-kldrfenilkarbonil jpiperasintl tmeti  2-kinolil laming 33 d-dimetitazolin 2 §-
dion (SO1878),

Fo{ I-{[O-kbor-S-(trifluormeti }2-pinidif Jamine j-4-metil- 2, 5-dipxoazolin. 3--Nometilpropinamid
(S01883),

LR 2-kinoliamino 3 4-dimetilazalin?, S-dion {S00585),



3 Aedimetil- 13 4, SiklbrfeniDamino Jazolin 2, S~dion (800832),
3 A-dimeti - {{4-Cillvonmed D Kinolil Hamine ) azoline2, S-dion (800873 ),
‘i,»[ﬁ{?&:r{f&t‘fﬁw‘%«k‘}éi‘{ 2kinoliaming}-3 d-dimetilarolin-®, S-dion (K013 11},
-4 [6-(3-Kldr-d-fluorfenil - S{irifluormeti2-pinidilylamine } -3 4-dimetilazolin 2 S-dion (801313},

3 A-dimetil- 1 {[6-(2-metitpropil-3-{rifhoormetil2-piridiDamino | azolined, S-dion (8014573,
E-{{o-kidr-d-{trifluormeti -picidilaming } -3 A-dimetilazolin 3 3-dion (301737},
Metil 31 {{4-( $-[(tero-butilioxikarbontllpiperaginil imetil-7-bram - (2-knohiDamine L-d-metil-
2, S-diovoazolin-3-iproptonat (801868),

L (e[ {a(dimetilaminoYfent] Trarboni fpiperazini pmetit - T-brém (3-kinolil} amino)-3 4-dime-
tilawolin-2, S-dion (801880},

{3 -kidrizokinaliDaming -3, 4-dimetilazolin, S-dicn ($01098),
L akidn-S{nifluormettl i -piridilY amine } -3 -etil-d-metilazolin.2 S-divn (801353},
L= { {4-KlorSferb S Grriflucrmetil} Zpindilljamine |3 d-dimetilazoling, S-dion (8017343,
No{ 1 { 23 d-dimetih2 S-divxcaznliniDamine - 7-bedmid-kinolil) ) metiDpirrelidine3-il J{terc.
butoxiikarboxamid (SO1Ra4),
T branv-d-({4-{(4-Buorfonil karbonillpiperazinil metily (2okinclily] amino}-3 4-dimetilazolin-
T 5-dion (8018773,
6-{{3 A-dimetil- 2, S-dioxomzalinillamino ] 3-{trifluormet ilipicidin-2-karbonitril (§01475),

{[{s»kim S-{iriftuormetily-2-piriditansine 1-4.5,6, T-tetrahidroizoindol 1 3-dion (800188},

«f [-brdm-3-Grifluormett enitaming -3 4-dimetilazolin2, S<dion {8005%18),

I-f{4-Kloraphtih anino 3, 4-dimstilazolin2, S-dion (ROGT3R),

Lf{4-Klor-Sametil{ 2 kinodiloine -3 d-dimetilarolin-d, S-dion {RO0W3 8},
P{{4-bromumBiliamine -3 d-dimetilazolina? S-dion (800942,
Lo [F-brooed-(hidroxumetili S-kinolill amino }-3 4-dimetilazolin-2, S~dion (801037),
§ -3 ddimetih2, SedioxoazolinilDaming 7 bréme-4-kinold beti] acetdt (501047,
L {IRklord-{dmetoxtfentii 2-k inolil Jaming 13, 4-dimetlazolin-2, S-dion {301 181},
L {d-korbensolhkinolin-T-ilamine -3 4-dimetilazolin-2, S-dion (801207,
L -brdna-4-{ [-bensiipipernainilimetil {2 kinolil Damine 13, 4-dinetilazolin-2, S-dion {80 1268),
L-{{6-{d-kidrfenil}-S-{irifluormetil 2pisidilamine 13 Sedimetilazelin2, S-dion (801371
3 A-dimetih 1-{ {S-{dometitfenil S QrifluormetiQ-pidd il Jamine ) azolin 2, S-dion (801393},
e [O-(3-dorteniD-S-tmifluorasetity 2-pividilamine § -3, 4-dimetilazolind, S-dion (801474},

E-{ {o-kldr-S(rifluormetiD(2-piridiimetilamine -3 rostoxinetil p-4-metilazolin:2, S-dion (SO100%,
fenitmetild-({ 23 4-dimetil-2, S-dioxpazclinilamino |- T-bedim-d-kinolil f roetilpiperavinkarboxilat

(801683,



3 4-dimetil- 1 6-13-(ttilluormetil enil K 2-pividily aminaszolin- 2, S~dion (801691},
(T bromed-{ {4 fasiikarbonilpiperazinilmetit - Kol D amine -3 A-dinvetilazolin-2, S-dion
(S01699),

A {{6-kidrS-{irifluormetii 2-plodil yamion }-4-metil-2, S-dioxoazolin -1 -Nemeti-N-fenilpro-
pénamid (8017893,
3 4-dinseti-1-{{6-benzil-3-(rifluormetil ) 2piridil flamine fazolin 2, 5-dion (801762},
({412 A-dimetilfeaiDiarboniifpipergzinil betil - T-brdm {2-kinolil)] amioo (-3, 4-dimetiazo-
2, S«dion (8018003,
[T brdmed-{ A d-metoifenilDkarbonitipiperazint proetil} (2-kinclil}] annino}3 4-dimetilazolin.
2.5-dion (501801,

Nefa-kloe-S-rifluormetit Q-pirtdily-MN-[4-(hidroximetil -3 -metil-2, S-dioxogzoliniljacetamid
(8018203,

{{7-bréme4-{{4-(fenilszulfoniDpiperaziniljmetil {-kinolilDamine -3 4 -dimstilazolin:2,5-dion
(R01822),

Fof{d-kidr-Sunetii{2-kinolilamino -3, 4-dimetilazolin2, S-dion (SD0&TF1),

fero-butil  [{{2-1(3 dodimetil2, S-dioxoasolinilamine W brdmedokinoli Y metilhamine]  piperidin
karboxilat (RIB62Y,

tero-butil 4-{4-(12-{(3,4-ditmei -2, S-dloxoazoliniDaming - T-broned-kinoll | metil ipiperazinillpipe-
ridintkarboxilat (JO1RA8),

B(-{{4-(3 3-dimetitbutanoiljpiperaziniljmetil 3> T-bedm (2-kinolil pamine -3 d-dimetilazclin? S
dion (RG1928),

Metidetll  3(1o{{6-kl0e-3 OrifluormetiD{Z-piridilaming fdumetib-2 S-dioxoazolin 3«il}propanoiat
{S620233,

Metilproptl 3-{ - {{o-kidrS-{trifluommstil S-piridil Y lamine {~duapetil2, S-dioxonzolin-3- propanoi
(502264,

tero-Putit 2 L {H6-k0e-S-{nflpormetil  -pioidil lamino f-d-metil- 2, S-dioxorzoline 3ihacetit
(S07228),

Ff fo-Kide-S-(triflucrmetil2-piridi Jansino -3~  stoximetiD-d-metifazolin-2, S-dion (802366,
3-ButibI-{{akddr-3-(rifluormetili 2pindiDlamine 4-metilazoline? S-dion (803448),
1-{{o-Kigr-S-{ifluormeti) -piridil) Janinoe} ~4-metth-3-{ 3 2-metil( 1, 3-diprolan-3-ietilazolin.
2, S-ion (SU3458),
F-{{e-Kior- S {ifluornseti H 2piridil s mino b3 [{ Zomutoxietoxt imetilf-d-metilazolin2 S-dion
(803742,

t{6-KideS{trifluormetilH 2-pirtdil Jaminn S4-(3-hidroxthexil - 3-metilazoline 2, 5-dion (803552



&

1 {[6-KlorS-{rifluormetil} 2-piridit} jamiso 43 hidroxipentil }3-metilazolin2 S-dion {803 745),
{1 6-Klar-S-(riffuormeti {2-pirtdil Jamine p-4-metil-3-{ (G-metitbatoxtimetit fazolin-2, S-divn
(8034038},
3o Butoxtmetil- 1= {{o-klor-3{trifluormetiD(2-piridi) Jaminge -4-metilazolin-2, S-tion (8035183,
33, 3-Dunnetitbutoxiimetit ] Lo {{6-kior-S-{iriflunrmenli(2-piridil}aming ~d-metilazolin 2, S-di,on
(803747,
-{{ K- S<(mnfluormetilD(-pirkdily jamino (32 -stoxietilD-dametilazoline 2, S-dicn (S03260),
L {{o-Klde-S<{uifluormetil -pickdiD Jarion }-d-metih-3-[{ 2-metilpropoxiimetitiazolin-2, S-dion
{S03963),
3-{(2.2-Dimetilpropesipmetill- 1 {o-kidrS{urifluormetil} (2-pirkdiljjamine }-4-metilazelina S-dion
(S0R982Y,
A-[(1,3-Dimetilbutoxipmetit |- 1- {{6-klor-S-{ritlnormetil i 2-piridil Jamine -3 -metilazolin-2, S dien
{S03964),
d-{ere-Butoxmetil - { {6kl S(iriflnormeni 2-piridil Hamino - 3-metilazohin-2 S-dion
(SO3R73),
Ko 5-(rifluormetil(R-piridih jansine §~4-metb- 3L 2 Z-metifproponDetil fazolin 2, S-dion
{R03955),
L{fo-Klor-S~uriflnormetil N 2-piridil flaming F-4ometth- 3+ 2-(3ometitbuioxetitiazelin 2, 3 -dion
{S03936),
P {&Kior-S-{iriftuormetiD2-piridil laming 3ol 2oproposietilDasadin-2, Sdion {804034);
valamint szek 361

& Gybgydszatl késsitmeny, amely az sléed igénypontok barmelvike szerinti vegyiiletst
tartalimazes egy gyogyaszatilay elfogadhaid segédanyaggal kombingla

28 {11} altalinos képletd vepyiilet hasenslals

Rﬁ RR
N
=

{1
amelyben
y P A ‘ : ¢ N : ; . % . g e T
RY s R jelentése egymastol Riguetienid alkilesoport, helvettesitett alkdlosoport, adoit esetben he-

tyettesitett alkoxd-csoport, adott esetben helyettesitett sikiltio-csoport, adott esetben helyettesttett



ariloxi-csoport, vagy adoit esetben helyettesitett artitio~csoport, amelyben X jelentése nem lehet
oxigénaton, R és R egy ciklikus alkilén lanenak is a résaét keépezheti, amely sgy fuzionalt gylieh-
szerkesetst képes;

X jelentése oxigénatom, kénatom vagy NR -csopost;

amelyben X jelentése NR Ar jelentése nem lehet fontlosoport;

ax adott esetben helyottesitent ariloxi-csoportban vagy a2 adott esetben helvettesitett ariltio-
eseportban ax avlosoport vagy & helvettesiiett arilesoport lebet karbocikiusos arilesoport, heterocik-
luses grilesoport, moneatklusos arilesopont, policiklusos artlesopont és ner-aril (nem-aromés} pyil-
ritkhoz kapesolads grilosopart;

R jelentése hidrogénstom vagy alkilesaport, helyestesitert alkilosoport, adott esetben helyettesiteit
csolia;

A jelontése nitrogénatom vagy CHecsoport,

1 jelentése CR asoport vagy nitrogsnatore; &5

RE R, BT éx R jelentese epymastdl figgetlent! lehst hidrogénaton, wkilosoport, helyettestied alkil
caoport, halogénatom, adott esethen helyettesitett srilosopont, adott esethen helvettesitett heteroaril-
caoport, adoft esetben helvettesitont alkoxi-osoport, adott esetben helyeitesitent ariloxd-csoport, cidn-
csoport, mitrocsoport, adett esetben  helyettesitert alkiltio-caoport, adott esetben  helyattesitest
atkilsaulfinib-csoport, adott esetben helyettesiteit alkilssulfonil-csopart, adott esetben helvettesitett
arilio-csoport, adott esetben helyettesitett acllesoport, adolt osetben helyettesitett aminousoport,
karboxi-csoport, adott esetben helyettesitert atkoxikarbonil-csoport, adott esetben helvettesitent
karbamoil-csoport, amelyben R és B vagy R 85 Y, vagy R s R® sgy ciklikus atkilén-csoport részét
kepeabiort, amely egy fusiondlt gyliriszerkerstet képey;

vagy evek sdia

tovibiba, ahol a vegyiiletnek mem az aldbbi sserkezete van

eRy sejtexzaporodést rendellonseség kezelésére alkalmas gydgyszer eléallithsara,
10, A9 igéaypont szerinti vegyilet slkalmazdss, abol g vegytletet az 1-7. igdaypontok
barmelyike sserint hatdrozank neg.

1L (1) atalanos képleti vegyitlet hasenalata



{In

vhen

axnel
R és R jelentéee epyminio] figgetlentl alkilosoport, helyetiesitetl alkilosoport, adott esetben e~
tvettesitott alkoxi-csoport, adott esetbon helyettesitett glkiltiv~esoport, adont esetben helvettositett
artloxi-csopott, vagy adott csetbon helyettesitett ariltioscsopony, amelyben X jelenidse nem lehet
oxigénatom, R’ 85 R egy ciklikus alkilén lncnak s a részét kepezheti, amely egy fuxiondlt gyl
szerkexetet képes;

X jelentése oxigénatom, kénatom vagy NI -csoport;

amelyben X jolentése NR -ban nem lehet fenilesaport;

ax adott ssetben helyotiesitet! aviloxi-esoportban vagy sz adott csetben helyettesitent adlo-

csaportban &z anilesoport vagy a helyettesitett artlesopont lehet karbociklusos aritesoport, heterocik-

acilesoport, vagy epy gytirliszerkezet vésee lehet, amely 8 nitrogéngtomot 82 sromds pylinkhos kap-
gsolia;

A jelensése nitrogénatom vagy CHecsoport;

B jelentéss CR -ceoport vagy nitrogénstons; és

RE R, RY és R jelemtése epymastd! figeetieni] lehet hidrogdnatom, alkilesoport, helyettesitett alkil-
csoport, halogdoatom, adoit esetben helvettesitett arilosopant, adott esetben helyettesitett heteroail-
csoport, sdott esetben belvettesitett alkoxi-csoport, sdott esetben helyettesitert sriloxi-csoport, cidn-
csoport, nittecsoport, adott esetben  helvettesitett alkiltio-csoport, adott esetben belvetesitett
alkissulBaibcsoport, adott esetben helyettestiott alkilsaulfonil-csoport, adott ssetben helvsttesitens
ariltiocsoport, adott ceethen helyetiesitett acilosoport, adott esetben helyettesitelt aminocsopott,
karboxi-csoport, adoit essthen  helvettesitelt alkoxibarbonibcsoport, adott esetben  helyettesitelt
karbameil-csoport, amelyben R és RY vagy R és B, vagy R és RY ey ciklikus alkilén-csoport tészét
biépeshet], amely egy fuziondl gviiriseerkesetet képez:

vagy ezek sdia



9

tovabb, shol & vogyiletnek nem az alabbi sperkezste vam

W“‘C:f 0

v {
\_,é";rg\’:‘{,?.r"‘ QH
®
83
&r,

sejtszaporodast rendellenceségben torténd atkalmasdsra.

120 ALY igéoypont szeciatl vegyitlet alhalmazdss, abol a vegyliletet sz 17, fpénypontok
barmelyike szedint hatdrozzuk meg.
13, Egy &y vitro vagy ox vivo shirds egy nem kivant szaporodd seft elpuseiitasars vagy
slivomasars, amely egy sejtssaporaddst rendsllenessdghoz kapesoladik, azsal jellemesve, bogy 8

seftnek hatdsos mennyissgst adunk be hogy hatdlvon kivil helyezziik 8 G2 ellendraddd poutot,

és/vagy adaptacint ckormmk & G2 seiteiklius ledlldsahor epy (1) altaldnos keépletth vegyidetbdd

(N
amelyvben
R8s R jelontdse epymastdl figastlenitl alkilosoport, helyettesitett alkilosoport, adott essetben he
yettesitett alkoxi-csoport, adott esetben helvettesitett glkilio-osopart, adott ssetben helyettesitett
arifoxi-osaport, vagy adott esetben helvettesiiett anliio-csoport, amelyben X jelentése nem Iohay
oxigenatom, R & RY egy ciklikus alkilén lnenak is a résedt képeeheti, amely egy fuziondlt gyl
szerkezetet képey;
X jelentése oxigénatom, kénatom vagy NR -csaport;
amelyben X jelentése NR® Ar jelontése nem Jebet fentlosopont:
az adott esetben helvettestett artloxi-csoportban vagy sz adoti seetben helvettesitett ariltio-
csoportban az artlesoport vagy  helyettesitett artlosoport lehet karbooiklusos arilesoport, heteroctk-
hasos artdosaport, monocikluses artioseport, policikhusos arifosoport 88 nemearil {nenearomgs) gyl

ritkhis kaposolddd arilesoporn;



i

R jelentése hidropénatom vagy alkilosoport, helvetiositett alkilesopori, adoit eseiben helyettesitett
actlosoport, vagy egy pvirisrerheset része lebet, amely g nitrogénatomet az sromés gyliethés kap-
Ssolia;

A jelentéss aitmgéxmmm Vagy {“Lﬁi%i'wcmg;a\)rt;.

_R_"_q RorY e @0 §e§s3nté$s:: izgwmé&iéﬁ ﬁ‘zggéﬁemﬂ lehet hidrogénatom, alkilesoport, helyettesitoy atkils
esoport, halogénatom, adott ssetben helyettesitett arilosoport, adott esetben helvettesitett heteroaril
esoport, adott esetben helyettestiett alkosi-osoport, adott ssetben helyvettositett ariloxi-csoport, cidne
csopart, nitrossopart, adolt esetben helyettesitett  alkiltiowcsoport, adott esetben  helyetiesitett
atkil ezuifzmiarcmpm t, adott ssetben belveitesiiett 'xi&s‘iwu§§bmiwcw;}om adott esethen helyettesitait
ka;rbcsx&»cmpor‘t, adott esstben heEyeﬁz@siie&t zfiikex;ikaﬁmxﬁi~i_:§@;§0ri:,, a‘dg‘tt gsetben helyettesiett
karbamoil-csoport, amelyben R és B vagy R és RS, vagy R és R ey ciklikus alkilén-csoport résest
képezheti, amely egy fuziondlt gviirfisserkezetet képey;

vagy exek sGia

tovabbg, shol a vegyiletnek nem ax slabbt sserkesste van:

?%%

é§r
Mo A 13 duypont szevintt vegyiilet, ahol a vegyiletet az 1.7 igényponiok bérmuedyike
szegint hatdrosaunk meg
18, AW vagy 10 igénypont szerimti atkalmands, & 11 vagy 12 igénvpont szerintl vegyii-
tet, vagy a 13, vagy 14 igdoypont seerinti elidrds slkalmasisa, shol a sejiszaporodasi vendellenesség

~..

rak, vagy tartalmazze miy legalibdh még egy rakellenes késedtmeny beaddsét.
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