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AMINOTHIAZOLE COMPOUNDS AS PROTEIN KINASE INHIBITORS

BACKGROUND

Protein kinases are important in cellular signal pathways that regulate various cell
functions, including differentiation, proliferation, migration, and apoptosis. Deregulation of
protein kinases is implicated in cancer and a number of other diseases.

Tyrosine kinases, a subclass of protein kinases, regulate target protein function through
transfer of phosphate from ATP to the hydroxyl group of a target protein tyrosine. FMS-like
tyrosine kinase 3 (“FLT3”), vascular endothelial growth factor receptor (“VEGFR”), and
tyrosine-protein kinase Kit (“c-Kit”) are three tyrosine kinases that have been studied as
attractive therapeutic targets in cancer treatment.

Mutations of FLT3, a receptor tyrosine kinase, can lead to development of cancer, e.g.,
acute myeloid leukemia. See Pratz et al., Current Drug Targets, 2010, 11(7), 781-9.

By binding to VEGFR and activating it via transphosphorylation, vascular endothelial
growth factor, a signal protein, stimulates growth of new blood vessels. VEGFR has been
identified as the predominant regulator of tumor angiogenesis. See Hicklin et al., J Clin Oncol.,
2005, 23, 1011-1027.

c-Kit, also a receptor tyrosine kinase, is involved in intracellular signaling. The mutated
form of c¢-Kit plays a crucial role in occurrence of some cancers. Inhibition of c-Kit has proved
to be effective in treating gastrointestinal stromal tumor, acute myeloid leukemia, and melanoma.
See Babaei et al., Drug Des Devel Ther., 2016 10, 2443-2459.

Aminothiazoles compounds, extensively explored as potent tyrosine kinase inhibitors,
present several challenges as drug candidates. They possess poor kinase selectivity, often cause
animal death in toxicity studies, and generally lack adequate in vivo exposure to exert desirable
efficacy in pre-clinical or clinical studies.

There is a need to develop new aminothiazole compounds that specifically inhibit certain
tyrosine kinases, demonstrate desirable safety profiles, and exert sufficient in vivo efficacy in

treating target cancers.
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SUMMARY
The present invention is based on unexpected discoveries that certain aminothiazole
compounds effectively inhibit multiple tyrosine kinases, e.g., FLT3, VEGFR, and c-Kit.

In one aspect, this invention relates to aminothiazole compounds of Formula (I):

@,
in which R; is Cy¢alkyl or C;¢thioalkyl; X is O or NR,, in which R, is H or Cjgalkyl; Y is
CRuR or NRg, in which each of Ry, and R, independently, is H, halo, C;.¢ alkyl, C;¢ alkoxyl, or
amino, or Ry, together with R,, the carbon atom bonded to Ry, and the nitrogen atom bonded to
R,, is Cs.10 heterocycloalkyl, and R4 is H or Cyg alkyl, or Ry, together with R, and the nitrogen
atoms bonded to Rq and Ry, is Cs.1o heterocycloalkyl; R, is -CH,CHoR.. or NR{R,, in which R, is
H, halo, Ci¢ alkyl, or OR; and each of Ry and R,, independently, is Ci alkyl or Cs3 cycloalkyl,
Ry being H or Cy¢ alkyl, or Ry, together with Ry, the oxygen atom bonded to Ry, and the nitrogen
atom bonded to Ry, being Csj¢ heterocycloalkyl; and Rj is heteroaryl.

The term “alkyl” herein refers to a saturated, linear or branched hydrocarbon moiety,
such as -CHj or branched -C3H;. The term “cycloalkyl” refers to a non-aromatic, monocyclic,
bicyclic, tricyclic, or tetracyclic hydrocarbon moiety, such as cyclohexyl, cyclohexen-3-yl, or
adamantyl. The term “alkoxyl” refers to an —O-alkyl radical. Examples of alkoxyl include, but
are not limited to, methoxy, ethoxy, n-propoxy, isopropoxy, n-butoxy, iso-butoxy, sec-butoxy,
and tert-butoxy. The term “thioalkyl” refers to an —S-alkyl radical. Examples of thioalkyl
include, but are not limited to, methylthiol, ethylthiol, and benzylthiol. The term
“heterocycloalkyl” refers to a non-aromatic, monocyclic, bicyclic, tricyclic, or tetracyclic moiety
having one or more ring heteroatoms (e.g., N, O, or S). Examples of heterocycloalkyl include,
but are not limited to, 4-morpholinyl, 1-piperazinyl, 4-tetrahydropyranyl, and 4-pyranyl. The
term “heteroaryl” refers to a moiety having one or more aromatic rings that contain at least one
heteroatom (e.g., N, O, or S). Examples of heteroaryl moieties include furyl, furylene, fluorenyl,
pyrrolyl, thienyl, oxazolyl, imidazolyl, thiazolyl, pyridyl, pyrimidinyl, quinazolinyl, quinolyl,
isoquinolyl, and indolyl.
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Alkyl, thioalkyl, alkoxyl, cycloalkyl, heterocycloalkyl, and heteroaryl mentioned herein
include both substituted and unsubstituted moieties, unless specified otherwise. Possible
substituents on cycloalkyl, heterocycloalkyl, and heteroaryl include C;.jg alkyl, Cy. 19 alkenyl, C,.
10 alkynyl, Cs_59 cycloalkyl, Cs59 cycloalkenyl, C;5¢ heterocycloalkyl, C;_59 heterocycloalkenyl,
Ci.10 alkoxy, aryl, aryloxy, heteroaryl, heteroaryloxy, amino, C;_1o alkylamino, C;.20
dialkylamino, arylamino, diarylamino, hydroxyl, halogen, thio, C.io alkylthio, arylthio, Ci1o
alkylsulfonyl, arylsulfonyl, acylamino, aminoacyl, aminothioacyl, amidino, guanidine, ureido,
cyano, nitro, acyl, thioacyl, acyloxy, carboxyl, and carboxylic ester. On the other hand, possible
substituents on alkyl include all of the above-recited substituents except C;jo alkyl, Cy.10 alkenyl,
and C,.10 alkynyl. Cycloalkyl, heterocycloalkyl, aryl, and heteroaryl can also be fused with each
other.

The aminothiazole compounds described above include the compounds themselves, as
well as their salts, prodrugs, and solvates, if applicable. A salt, for example, can be formed
between an anion and a positively charged group (e.g., amino) on an aminothiazole compound.
Suitable anions include chloride, bromide, iodide, sulfate, nitrate, phosphate, citrate,
methanesulfonate, trifluoroacetate, acetate, malate, tosylate, tartrate, fumurate, glutamate,
glucuronate, lactate, glutarate, and maleate. Likewise, a salt can also be formed between a cation
and a negatively charged group (e.g., carboxylate) on an aminothiazole compound. Suitable
cations include sodium ion, potassium ion, magnesium ion, calcium ion, and an ammonium
cation such as tetramethylammonium ion. The aminothiazole compounds also include those
salts containing quaternary nitrogen atoms. Examples of prodrugs include esters and other
pharmaceutically acceptable derivatives, which, upon administering to a subject, are capable of
providing active aminothiazole compounds. A solvate refers to a complex formed between an
active aminothiazole compound and a pharmaceutically acceptable solvent. Examples of a
pharmaceutically acceptable solvent include water, ethanol, isopropanol, ethyl acetate, acetic
acid, and ethanolamine.

In another aspect, this invention relates to a method for inhibiting a tyrosine kinase, €.g.,
FLT3, VEGFR, and c-Kit. The method includes contacting the tyrosine kinase with an effective

amount of one or more of the above-described aminothiazole compounds.
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Also within the scope of this invention is a method for treating cancer associated with a
tyrosine kinase. The method includes administering to a subject in need thereof an effective
amount of one or more of the aminothiazole compounds of Formula (I) described above.

The tyrosine kinase associated to a cancer can be a wild type or mutant. Examples of the
tyrosine kinase include, but are not limited to, FLT3, FLT4, VEGFR, platelet-derived growth
factor receptor (PDGFR) A, PDGFR B, c-Kit, c-Src (SRC), tyrosine-protein kinase Lyn (LYN)
A, LYN B, rearranged during transfection tyrosine kinase (RET), lymphocyte-specific protein
tyrosine kinase, Gardner-Rasheed feline sarcoma viral oncogene homolog, discoidin domain
receptor 1, kinase insert domain receptor, B lymphocyte kinase, tyrosine-protein kinase Yes,
Abelson murine leukemia viral oncogene homolog 1 (ABL1), tyrosine-protein kinase Tek, RET
V804L, RET Y791F, FLT3 D835Y, PDGFR A V561D, or ABL1 T3151.

In an exemplary method, the aminothiazole compounds of Formula (I) are used for
treating cancer associated with FLT3, VEGFR, or c-Kit.

Examples of the cancer include acute myeloid leukemia, chloroma, chronic myelogenous
leukemia, acute lymphoblastic leukemia, chronic lymphocytic leukemia, Hodgkin’s disease, non-
Hodgkin’s lymphoma, B-cell lymphoma, multiple myeloma, Waldenstrom’s macroglobulinemia,
myelodysplastic syndrome, pancreatic cancer, bladder cancer, colorectal cancer, breast cancer,
male genital tract cancer, renal cancer, hepatocellular cancer, lung cancer, ovarian cancer,
cervical cancer, uterus cancer, gestational trophoblastic disease, gastric cancer, bile duct cancer,
gallbladder cancer, small intestine cancer, esophageal cancer, oropharyngeal cancer,
hypopharyngeal cancer, eye cancer, nerve cancer, head and neck cancer, melanoma,
plasmacytoma, endocrine gland neoplasm, neuroendocrine cancer, brain tumor, bone cancer, and
sarcoma (e.g., gastrointerstinal stromal tumor or GIST).

Further within the scope of this invention is a pharmaceutical composition containing one
or more of the above-described aminothiazole compounds of Formula (I). The pharmaceutical
composition can be used for treating cancer.

This invention also encompasses use of one or more of the above-described
aminothiazole compounds of Formula (I) for the manufacture of a medicament for treating
cancer.

The term “treating” or “treatment” refers to administering one or more of the

aminothiazole compounds to a subject, who has an above-described disease, i.e., cancer, a
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symptom of such a disease, or a predisposition toward such a disease, with the purpose to confer
a therapeutic effect, e.g., to cure, relieve, alter, affect, ameliorate, or prevent the above-described
disease, the symptom of it, or the predisposition toward it. “An effective amount” refers to the
amount of an active compound that is required to confer the therapeutic effect. Effective doses
will vary, as recognized by those skilled in the art, depending on the types of disease treated,
route of administration, excipient usage, and the possibility of co-usage with other therapeutic
treatment.

To practice the method of the present invention, a composition having one or more of the
above-described aminothiazole compounds can be administered parenterally, orally, nasally,
rectally, topically, or buccally. The term “parenteral” as used herein refers to subcutaneous,
intracutaneous, intravenous, intraperitoneal, intramuscular, intraarticular, intraarterial,
intrasynovial, intrasternal, intrathecal, intralesional, or intracranial injection, as well as any
suitable infusion technique.

A sterile injectable composition can be a solution or suspension in a non-toxic
parenterally acceptable diluent or solvent, such as a solution in 1,3-butanediol. Among the
acceptable vehicles and solvents that can be employed are mannitol, water, Ringer’s solution,
and isotonic sodium chloride solution. In addition, fixed oils are conventionally employed as a
solvent or suspending medium (e.g., synthetic mono- or di-glycerides). Fatty acid, such as oleic
acid and its glyceride derivatives are useful in the preparation of injectables, as are natural
pharmaceutically acceptable oils, such as olive oil and castor oil, especially in their
polyoxyethylated versions. These oil solutions or suspensions can also contain a long chain
alcohol diluent or dispersant, carboxymethyl cellulose, or similar dispersing agents. Other
commonly used surfactants such as Tweens and Spans or other similar emulsifying agents or
bioavailability enhancers which are commonly used in the manufacture of pharmaceutically
acceptable solid, liquid, or other dosage forms can also be used for the purpose of formulation.

A composition for oral administration can be any orally acceptable dosage form including
capsules, tablets, emulsions and aqueous suspensions, dispersions, and solutions. In the case of
tablets, commonly used carriers include lactose and corn starch. Lubricating agents, such as
magnesium stearate, are also typically added. For oral administration in a capsule form, useful
diluents include lactose and dried corn starch. When aqueous suspensions or emulsions are

administered orally, the active ingredient can be suspended or dissolved in an oily phase
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combined with emulsifying or suspending agents. If desired, certain sweetening, flavoring, or
coloring agents can be added.

A nasal aerosol or inhalation composition can be prepared according to techniques well
known in the art of pharmaceutical formulation. For example, such a composition can be
prepared as a solution in saline, employing benzyl alcohol or other suitable preservatives,
absorption promoters to enhance bioavailability, fluorocarbons, and/or other solubilizing or
dispersing agents known in the art.

A composition having one or more of the above-described aminothiazole compounds can
also be administered in the form of suppositories for rectal administration.

The carrier in the pharmaceutical composition must be “acceptable” in the sense that it is
compatible with the active ingredient of the composition (and preferably, capable of stabilizing
the active ingredient) and not deleterious to the subject to be treated. One or more solubilizing
agents can be utilized as pharmaceutical excipients for delivery of an active 1,5-diphenyl-penta-
1,4-dien-3-one compound. Examples of other carriers include colloidal silicon oxide,
magnesium stearate, cellulose, sodium lauryl sulfate, and D&C Yellow # 10.

The details of one or more embodiments of the invention are set forth in the description
below. Other features, objects, and advantages of the invention will be apparent from the

description and from the claims.

DETAILED DESCRIPTION

Disclosed in detail are aminothiazole compounds of Formula (I):

(D,
in which variables Ry, R», R3, X, and Y are defined in the SUMMARY section above.
Typically, compounds of Formula (I) have R3 being 5- or 6-membered heteroaryl
substituted with one or more (CH»),Z moieties independently, in whichnis O or 1 and Z is H,
halo, CN, OH, CF;, C,¢ alkyl, or C;¢ alkoxyl; or have R3 being 5- or 6-membered heteroaryl

fused with a phenyl ring substituted with one or more substituents independently selected from
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the group consisting of H, halo, CN, OH, CF3, C;, alkyl, and C.¢ alkoxyl. Exemplary
compounds have R3 being 6-membered heteroaryl substituted with one or more (CH3),Z moieties
independently, in which n is 0 or 1 and Z is H, halo, CN, OH, CF;, C,¢ alkyl, or C; alkoxyl.
Two examples of Rj are pyridyl and pyrimidyl.

A group of the above-described novel aminothiazole compounds are compounds of

Formula (II):

D,
in which R; is Cy¢alkyl.

In one subset, compounds of Formula (II) have X being O, Y being NRy, and R, being —
CH,CH2Re, in which R. is ORp, Ry, together with Ry, the oxygen atom bonded to Ry, and the
nitrogen atom bonded to Ry, being Cs.1p heterocycloalkyl. Compounds of this subset can have R3
being 5- or 6-membered heteroaryl substituted with one or more (CH,),Z moieties
independently, in which n is 0 or 1 and Z is H, halo, CN, OH, CF;, C, alkyl, or C; alkoxyl; or
is 5- or 6-membered heteroaryl fused with a phenyl ring substituted with one or more
substituents independently selected from H, halo, CN, OH, CF3, C alkyl, and C;_¢ alkoxyl. For
example, R3 can be pyridyl or pyrimidyl. Exemplary compounds include, but are not limited to,

the following compounds:

N:( N:(
HN \ N HN \ /N
S’\< 4 SN
N O —\
% ANV (j/‘\/ AR

O N/
NI _ —" and | N?

In another subset, compounds of Formula (II) have X being NR, and Y being CRyR. or
NRg, in which R,, together with Ry, the nitrogen atom bonded to R,, and the carbon atom bonded
to Ry, is C5.19 heterocycloalkyl; R. is H, halo, C;¢alkyl, Ci¢ alkoxyl, or amino; and Ry, together
with R, and the nitrogen atoms bonded to R, and Ry, is C5_j¢ heterocycloalkyl.
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Of note, these compounds can have X being NR,, Y being CRyR., and R being NR¢R,, in
which R,, together with Ry, the nitrogen atom bonded to R,, and the carbon atom bonded to Ry, is
Cs.10 heterocycloalkyl; R. is H, halo, C;¢ alkyl, Ci alkoxyl, or amino; and each of Ry and Ry is
Ciesalkyl. They typically have Rz being 5- or 6-membered heteroaryl substituted with one or
more (CH»),Z moieties independently, in which n is 0 or 1 and Z is H, halo, CN, OH, CF;, C;¢
alkyl, or Cy_¢ alkoxyl; or is 5- or 6-membered heteroaryl fused with a phenyl ring substituted
with one or more substituents independently selected from H, halo, CN, OH, CF3, C;¢ alkyl, and
C1¢ alkoxyl. Rj can be pyridyl or pyrimidyl. Exemplary compounds include, but are not limited

to, the following compounds:

N= N:(
HNMN

~

S
N N N N
NS Q W Q
~
N~ N

N— and
/

On the other hand, the compounds in this subset can have X being NR,, Y being NRy,
and R, being -CH,CH;R,, in which R, together with Ry and the nitrogen atoms bonded to R,
and Ry, is Cs.10 heterocycloalkyl; and R, is H, halo, or ORy, Ry, being H or C; galkyl. In general,
these compounds have R3 being 5- or 6-membered heteroaryl substituted with one or more
(CH»)nZ moieties independently, in which n is 0 or 1 and Z is H, halo, CN, OH, CF3, C, alkyl,
or Cy¢ alkoxyl; or is 5- or 6-membered heteroaryl fused with a phenyl ring substituted with one
or more substituents independently selected from H, halo, CN, OH, CF3, C,¢ alkyl, and C;¢4
alkoxyl. For instance, R3 is pyridyl or pyrimidyl. Exemplary compounds include, but are not

limited to, the following compounds:



WO 2018/231910
9
N= HN N_N
HN \ /N N\ /

HN— N HN—y N
/
S’\< ST
N N N N
vy O Q
| N | N
N AN N \_\
F
N=
N—
N— N . HN4§\_/<N
S N \ \\N N
SN N~ _>
® - L -
~N N N/ AN
AN .

PCT/US2018/037221

N=
HN— N
ST
N N
Y
Nz N
OH
N=
HN— N

Another group of the novel aminothiazole compounds set forth above are compounds of

Formula (III):
R4

N={

HN N\ /
s~ M
N ’\——Y\

R
R3

(IID),
in which R; is Cy¢alkyl.

An exemplary compound of formula (III) is
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N
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Listed below are exemplary compounds of this invention, each assigned a compound

number.

= N
N~ N — N~ \
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1 2 3 OH
N=
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Also within this invention is a pharmaceutical composition containing one or more of the
aminothiazole compounds of Formula (I) for treating cancer.

Further covered by this invention is a method for treating cancer, the method including
administering to a subject in need thereof an effective amount of a compound of Formula (I).

Synthetic chemistry transformations and protecting group methodologies (protection and
de-protection) used for synthesizing the compounds of Formula (I) are well known in the art.
See, for example, R. Larock, Comprehensive Organic Transformations (2“0l Ed., VCH Publishers
1999); P. G. M. Wuts and T. W. Greene, Greene’s Protective Groups in Organic Synthesis (4"
Ed., John Wiley and Sons 2007); L. Fieser and M. Fieser, Fieser and Fieser’s Reagents for
Organic Synthesis (John Wiley and Sons 1994); L. Paquette, ed., Encyclopedia of Reagents for
Organic Synthesis (2" ed., John Wiley and Sons 2009); and G. J. Yu et al., J. Med. Chem. 2008,
51, 6044-6054.

The compounds of Formula (I) thus prepared can be initially screened using biochemical
assays, e.g., the kinase assays described in EXAMPLES 2-4 below, or cellular assays, e.g., the
in vitro anticancer activity assay described in EXAMPLE 5 below, for their potency in inhibiting
tyrosine kinases or inhibiting the growth of cancer cells expressing certain tyrosine kinases.
They can be subsequently evaluated using in vivo assays, €.g., a xenograft animal model assay,

for their activity in suppressing tumor growth in a mammal. The selected compounds can be
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further tested to verify their efficacy in treating cancer. For example, a compound can be
administered to an animal (e.g., a mouse) having cancer and its therapeutic effect is then
assessed. Based on the results, appropriate dosage ranges and administration routes can be
investigated and determined.

Without further elaboration, it is believed that one skilled in the art can, based on the
above description, utilize the present invention to its fullest extent. The following specific
examples are, therefore, to be construed as merely illustrative, and not limitative of the
remainder of the disclosure in any way whatsoever. All publications cited herein are
incorporated by reference in their entirety.

Shown in EXAMPLE 1 below are the synthesis and characterization of 13 exemplary
compounds of Formula (I). The analytical data for the compounds thus prepared are also set
forth in EXAMPLE 1 and the procedures for testing these compounds are described in
EXAMPLES 2-5 that follow.

All chemicals and solvents were purchased from commercial suppliers and used as
received. All reactions were carried out under an atmosphere of dry nitrogen. Reactions were
monitored by TLC using Merck 60 F254 silica gel glass backed plates (5 x 10 cm); and zones
were detected visually under ultraviolet irradiation (254 nm) or by spraying with
phosphomolybdic acid reagent (Aldrich) followed by heating at 80°C. All flash column
chromatography was performed with Merck Kieselgel 60, No. 9385, 230-400 mesh ASTM silica
gel as the stationary phase. Proton ("H) nuclear magnetic resonance spectra were measured on a
Varian Mercury-300 or Varian Mercury-400 spectrometer. Chemical shifts were recorded in
parts per million (ppm) on the delta (J) scale relative to the resonance of the solvent peak. The
following abbreviations were used to describe coupling: s = singlet; d = doublet; t = triplet; q =
quartet; quin = quintet; br = broad; and m = multiplet. LCMS data were measured on an Agilent
MSD-1100 ESI-MS/MS, Agilent 1200 series LC/MSD VL, and Waters Acquity UPLC-ESI-
MS/MS system.

EXAMPLE 1: Synthesis of Compounds 1-13

Compounds 1-13 were prepared according to the synthetic route shown in Scheme 1
below. Among the listed reagents, TEA is triethylamine, KOAc is potassium acetate, Pd(PPhs), is
tetrakis(triphenylphosphine)palladium(0), DMAc is N,N-dimethylacetamide, CsF is cesium
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fluoride, HCl is hydrochloric acid, NaHCO3 is sodium bicarbonate, NaH is sodium hydride,
NMP is 1-methyl-2-pyrrolidinone, KOH potassium hydroxide, and DMSO is dimethyl sulfoxide.

S, S 2 o
Py -$ Py S
(e D o e ="
N —_— NH
N Q N H PyCl |N’>_H lN/>_ 2
cl
. )j\é . X
N7 A
10
WN\ oSN e NJ\|N
N\)}( @Sﬁ Cl)\/kCI

o] D

>~ s
)\N . NN | )—NH,
- L W G o
R
N JlEs/>_N = " Py*EN/>—NH 1 7
N H 2 Hel R = 2° amines or E NN 4-Pyridin-3-yl-thiazol-

R = 4-(2-hydroxyethyl)-morphaline o PPN o goyzlgr;gegms No.
Compounds 1-
13
Scheme 1. Reagents and conditions: (a) TEA, CH,Cl,, 0 °C to 1t; (b) KOAc, Pd(PPh;),, DMACc,
150 °C (KOAc is replaced by CsF for Py= pyridin-2-yl); (¢) 12N HCI, H,O, reflux;
(d) NaHCOs;, H,0, rt; (¢) NaH, NMP, 0 °C; (f) DMSO, RH, 100 °C or diglyme, KOH,

160 °C for RH = 4-(2-hydroxyethyl)-morpholine; and (g) 6N HCI, 0 °C.

Step 1. Synthesis of 2,2-dimethyl-N-thiazol-2-yl-propionamide B

To a mixture of 2-aminothiazole A (300 mmol) and triethylamine (330 mmol) in
anhydrous CH,Cl, (250 mL) at 0 °C was added trimethylacetyl chloride (310 mmol) and the
mixture was stirred at room temperature under an argon atmosphere for 1 h. The mixture was
washed with 6 N HCI (60 mL) and the organic layer was separated, dried over magnesium
sulfate (MgS0O,), and concentrated under reduced pressure. The residue was purified by
chromatography on silica gel (20% EtOAc/hexane) to give the titled product B as an off-white
solid (72%). "H NMR (300 MHz, DMSO-d6): & 11.75 (s, 1H), 7.46 (d, J = 6.0 Hz, 1H), 7.17 (d,
J=6.0Hz, 1H), 1.22 (s, 9H); MS (ES") m/z calcd. for CgH»N,OS: 184.07; found: 185.1
(M+H").
Step I1. Synthesis of Compound C (Py= pyridin-3-yl, pyridin-4-yl, and pyrimidin-5-yl)

A mixture of 2,2-dimethyl-N-thiazol-2-yl-propionamide B (30 mmol), chloropyridine
(30 mmol), potassium acetate (120 mmol) and tetrakis(triphenylphosphine)palladium(0)
(1.5 mmol) in N,N-dimethylacetamide (60 mL) was heated at 150 °C under an argon atmosphere
for 24 h. Most of solvent was removed by distillation (120 °C/160 mm Hg) and the residue was



WO 2018/231910 PCT/US2018/037221

14

washed with water (250 mL). The precipitate was collected by filtration, redissolved in 10%
CH3;0H/CH,Cl, (200 mL) and filtered through a pad of Celite. The filtrate was concentrated
under reduced pressure and purified by chromatography on silica gel (1% MeOH/CH,Cl,) to
give the desired product as an off-white solid (40-85%).

Step I1. Synthesis of Compound C (Py= pyridin-2-yl)

A mixture of 2,2-dimethyl-N-thiazol-2-yl-propionamide B (10 mmol), chloropyridine (10
mmol), cesium fluoride (20 mmol) and tetrakis(triphenylphosphine)palladium(0) (0.5 mmol) in
dimethyl sulfoxide (20 mL) was heated at 160 °C under an argon atmosphere for 16 h. The
resultant mixture was partitioned with 0.5N HCI (150 mL) and CH»Cl, (150 mL). The organic
layer was separated, dried over MgSOy, concentrated under reduced pressure and purified by
chromatography on silica gel (3% acetone /CH,Cl,) to give the desired product as a pale brown
solid (20%)

Only one of C was selected to show its NMR spectrum and Mass.

=
N o

N S
%Nk
N H

2,2-Dimethyl-N-(5-pyridin-4-yl-thiazol-2-yl)-propionamide. 'H NMR (400 MHz,
CDCl3): 8 9.28 (bs, 1H), 8.61 (dd, J=4.8, 1.6 Hz, 2H), 7.84 (s, 1H), 7.42 (dd, J = 4.8, 1.6 Hz,
2H), 1.38 (s, 9H); MS (ES™) m/z calcd. for C13H;5sN30S: 261.09; found: 262.1 (M+H™).

Step Il1. Synthesis of Compound D

A mixture of C (5 mmol ) and 12 N HCI (5 mL) in water (5 mL) was heated to reflux for
2 h. Most of solvent was removed under reduced pressure and the residue was diluted with
CH30H (15 mL). Most of solvent was removed by distillation and the residue was dried in vacuo
to give D hydrochloride as a pale brown solid.

To a stirred suspension of the above solid in water (30 mL) at room temperature was
adjusted to pH = 7 with sodium bicarbonate and the mixture was stirred at 50 °C for 2 h. The
precipitate was collected by filtration and dried in vacuo to give the desired product D as a pale
brown solid (85-90%).

Only one of D was selected to show its NMR spectrum and Mass.
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]
NN
| S% NH,
N
5-Pyridin-4-yl-thiazol-2-ylamine. 'H NMR (300 MHz, DMSO-d6): 8 8.41 (dd, J=4.8,
1.5 Hz, 2H), 7.73 (s, 1H), 7.48 (s, 2H), 7.35 (dd, J = 4.8, 1.5 Hz, 2H); MS (ES™) m/z calcd. for
CsH7N3S: 177.04; found: 178.1 (M+H™).

Step IV. Synthesis of Compound E

To a mixture of D or commercially available 4-pyridin-3-yl-thiazol-2-ylamine (4 mmol)
and 4,6-dichloro-2-methylpyrimidine (8 mmol) in 1-methyl-2-pyrrolidinone (20 mL) at 0 °C was
added sodium hydride (60% in oil, 10 mmol) and the mixture was stirred at 0 °C under an argon
atmosphere for 1 h. The reaction was quenched with water (100 mL) at 0 °C and was adjusted to
pH =2 with 6 N HCI. The slurry was adjusted to pH =7 with sodium bicarbonate and the
precipitate was collected by filtration, washed with water (50 mL) and dried in vacuo. The
residue was purified by chromatography on silica gel (20% EtOAc/CH,Cl,, then 5% to 10%
MeOH/CH»Cl, gradient) to give the desired product E as a brown solid (45-60%).

Only one of E was selected to show its NMR spectrum and Mass.

v oy
| N™
S — Cl
| )—NH
N
(6-Chloro-2-methyl-pyrimidin-4-yl)-(5-pyridin-4-yl-thiazol-2-yl)-amine. 'H NMR
(300 MHz, DMSO-d6): 6 12.15 (s, 1H), 8.53 (dd, /= 4.5, 1.5 Hz, 2H), 8.18 (s, 1H), 7.59 (dd, J =

4.5, 1.5 Hz, 2H), 6.90 (s, 1H), 2.59 (s, 3H); MS (ES") m/z calcd. for C13H;oCIN5S: 303.03;
found: 304.1 (M+H™).

S

Step V. Synthesis of Compounds 1-4 and 7-13

A mixture of Compound E (2 mmol) and 1-ethylpiperazine (8 mmol) in dimethyl
sulfoxide (2 mL) was heated at 100 °C for 1 h. After cooling to room temperature, the mixture
was diluted with water (50 mL). The precipitate was collected by filtration, washed with water

(10 mL) and dried in vacuo. The residue was purified by chromatography on aluminium oxide
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(0.5% to 1.5% MeOH/CH:Cl, gradient) to give freebase of each Compounds 1-4 and 7-13 as an
off-white solid.

To a stirred 6 N HC1 (10 mL) at 0 °C was added the above solid and the solution was
filtered through a 0.45 pm PVDF membrane. To the stirred filtrate was added acetone (40 mL)
dropwise over the course of 1 h and was stirred for an additional 1 h at 0 °C. The precipitate was
collected by filtration, washed with acetone (15 mL) and dried in vacuo to give the HCI salt of
each Compounds 1-4 and 7-13 as a yellow solid (90-95%).

[6-(4-Ethyl-piperazin-1-yl)-2-methyl-pyrimidin-4-yl]-(5-pyridin-4-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 1). '"H NMR (400 MHz, DMSO-d6): 4 11.55 (bs, 1H),
8.72 (d, J=5.6 Hz, 2H), 8.61 (s, 1H), 8.14 (d, J = 5.2 Hz, 2H), 6.27 (s, 1H), 4.35 (d, /= 13.2 Hz,
2H), 3.55 (d, J =12.0 Hz, 2H), 3.45 (t, /= 13.0 Hz, 2H), 3.13 (t, J=5.8 Hz, 2H), 3.02 (q, J =
10.0 Hz, 2H), 2.50 (s, 3H), 1.28 (t, J = 6.8 Hz, 3H); MS (ES") m/z calcd. for C1oHx»N-S: 381.17;
found: 382.2 (M+H™).

{6-[4-(2-Fluoro-ethyl)-piperazin-1-yl]-2-methyl-pyrimidin-4-yl}-(5-pyridin-4-yl-
thiazol-2-yl)-amine hydrochloride salt (Compound 2). "H NMR (300 MHz, DMSO-d6): &
11.89 (bs, 1H), 8.73 (d, J = 6.3 Hz, 2H), 8.62 (s, 1H), 8.15 (d, J = 5.7 Hz, 2H), 6.26 (s, 1H), 4.95
(d, J=47.4 Hz, 2H), 4.38 (s, 2H, overlapping with water peak), 3.70-3.35 (m, 6H), 3.18 (bs,
2H), 2.50 (s, 3H); MS (ES™) m/z calcd. for C;9H»FN5S: 399.16; found: 400.1 (M+H™).

2-{4-[2-Methyl-6-(5-pyridin-4-yl-thiazol-2-ylamino)-pyrimidin-4-yl]-piperazin-1-yl}-
ethanol hydrochloride salt (Compound 3). 'H NMR (400 MHz, DMSO-d6): & 11.03 (s, 1H),
8.73 (d, J=7.2 Hz, 2H), 8.63 (s, 1H), 8.15 (d, J =7.2 Hz, 2H), 6.26 (s, 1H), 4.34 (d, / = 12.4 Hz,
2H), 3.82 (t, J=5.2 Hz, 2H), 3.62 (d, J = 12.0 Hz, 2H), 3.43 (t, / = 12.4 Hz, 2H), 3.30-3.09 (m,
4H), 2.49 (s, 3H); MS (ES™) m/z calcd. for C19H»3N;0S: 397.17; found: 398.1 (M+H™).

[6-(4-Dimethylamino-piperidin-1-yl)-2-methyl-pyrimidin-4-yl]-(5-pyridin-4-yl-
thiazol-2-yl)-amine hydrochloride salt (Compound 4). '"H NMR (300 MHz, DMSO-d6): &
11.07 (s, 1H), 8.73 (d, J = 6.9 Hz, 2H), 8.62 (s, 1H), 8.15 (d, J = 6.9 Hz, 2H), 6.25 (s, 1H), 4.43
(d, J=12.9 Hz, 2H), 3.44 (quin, J = 5.2 Hz, 1H), 2.94 (t, /= 12.5 Hz, 2H), 2.69 (d, J=4.5 Hz,
6H), 2.49 (s, 3H), 2.15 (d, J = 10.5 Hz, 2H), 1.60 (q, J = 11.0 Hz, 2H); MS (ES*) m/z calcd. for
CaoHasN5S: 395.19; found: 396.1 (M+H™).

[6-(4-Ethyl-piperazin-1-yl)-2-methyl-pyrimidin-4-yl]-(5-pyridin-3-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 7). 'H NMR (400 MHz, DMSO-d6): & 11.23 (bs, 1H),
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9.15 (s, 1H), 8.68 (d, J/ =5.2 Hz, 1H), 8.60 (d, J = 8.0 Hz, 1H), 8.19 (s, IH), 7.93 (t, J = 6.2 Hz,
1H), 6.21 (s, 1H), 4.35 (d, J = 14.4 Hz, 2H), 3.55 (d, J = 11.6 Hz, 2H), 3.40 (t, / = 13.2 Hz, 2H),
3.13 (t, J = 5.8 Hz, 2H), 3.01 (q, J = 6.9 Hz, 2H), 2.50 (s, 3H), 1.28 (t, J = 6.6 Hz, 3H); MS (ES™)
m/z calcd. for CoH»3N-S: 381.17; found: 382.2 (M+H™).
{6-[4-(2-Fluoro-ethyl)-piperazin-1-yl]-2-methyl-pyrimidin-4-yl}-(5-pyridin-3-yl-
thiazol-2-yl)-amine hydrochloride salt (Compound 8). '"H NMR (400 MHz, DMSO-d6): &
11.80 (bs, 1H), 9.16 (s, 1H), 8.68 (d, J =5.6 Hz, 1H), 8.62 (d, J = 8.0 Hz, 1H), 8.20 (s, 1H), 7.95
(t, J=6.8 Hz, 1H), 6.22 (s, 1H), 4.98 (d, J =46.8 Hz, 2H), 4.34 (bs, 2H), 3.70-3.35 (m, 6H), 3.16
(bs, 2H), 2.49 (s, 3H); MS (ES™) m/z calcd. for CoH»FN-S: 399.16; found: 400.1 (M+H™).
2-{4-[2-Methyl-6-(5-pyridin-3-yl-thiazol-2-ylamino)-pyrimidin-4-yl]-piperazin-1-yl}-
ethanol hydrochloride salt (Compound 9). 'H NMR (400 MHz, DMSO-d6): 6 11.02 (bs, 1H),
9.18 (s, 1H), 8.69 (s, 1H), 8.64 (d, J =7.6 Hz, 1H), 8.22 (s, 1H), 7.96 (d, J = 5.2 Hz, 1H), 6.25 (s,
1H), 4.33 (d, J = 11.2 Hz, 2H), 3.80 (s, 1H), 3.60 (d, J = 11.6 Hz, 2H), 3.19 (s, 2H), 3.13 (s, 2H),
2.48 (s, 3H); MS (ES") m/z calcd. for C19H»N;08S: 397.17; found: 398.1 (M+H").
[6-(4-Dimethylamino-piperidin-1-yl)-2-methyl-pyrimidin-4-yl]-(5-pyridin-3-yl-
thiazol-2-yl)-amine hydrochloride salt (Compound 10). "H NMR (400 MHz, DMSO-d6): &
11.27 (bs, 1H), 9.18 (s, 1H), 8.69 (d, J = 5.2 Hz, 1H), 8.64 (d, J = 8.0 Hz, 1H), 8.23 (s, 1H), 7.97
(t, J=6.8 Hz, 1H), 6.36 (bs, 1H), 4.42 (d, J = 8.8 Hz, 2H), 3.43 (bs, 1H), 2.99 (t, /= 12.4 Hz,
2H), 2.68 (s, 3H), 2.67 (s, 3H), 2.55 (s, 3H), 2.17 (d, J = 10.8 Hz, 2H), 1.64 (q, / = 9.2 Hz, 2H);
MS (ES*) m/z caled. for CooHpsN5S: 395.19; found: 396.2 (M+H™).
[6-(4-Ethyl-piperazin-1-yl)-2-methyl-pyrimidin-4-yl]-(5-pyridin-2-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 11). 'H NMR (300 MHz, DMSO-d6): & 11.34 (s, 1H),
8.54 (d, J=4.8 Hz, 1H), 8.32 (s, 1H), 8.01-7.96 (m, 2H), 7.40-7.34 (m, 1H), 6.31 (s, 1H), 4.37
(d, J=13.2 Hz, 2H), 3.62-3.38 (m, 4H), 3.20-2.90 (m, 4H), 2.47 (s, 3H), 1.26 (t, J = 7.4 Hz, 3H);
MS (ES*) m/z calcd. for C9H»N5S: 381.17; found: 382.2 (M+H™).
[6-(4-Ethyl-piperazin-1-yl)-2-methyl-pyrimidin-4-yl]-(5-pyrimidin-5-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 12). 'H NMR (400 MHz, DMSO-d6): & 11.35 (bs, 1H),
9.20-9.03 (m, 3H), 8.09 (s, 1H), 6.28 (s, 1H), 4.40 (s, 2H), 3.56 (d, J = 12.4 Hz, 2H), 3.44 (d, J =
7.4 Hz, 2H), 3.13 (bs, 2H), 3.02 (d, J = 8.0 Hz, 2H), 1.28 (bs, 3H); MS (ES") m/z calcd. for
C13sH2,NsS: 382.17; found: 383.3 (M+H™).
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[6-(4-Ethyl-piperazin-1-yl)-2-methyl-pyrimidin-4-yl]-(4-pyridin-3-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 13). 'H NMR (400 MHz, DMSO-d6): & 11.80 (bs, 1H),
11.54 (bs, 1H), 9.28 (s, 1H), 8.94 (d, J = 8.4 Hz, 1H), 8.84 (d, J = 5.2 Hz, 1H), 8.15-8.07 (m,
2H), 6.31 (bs, 2H), 4.35 (d, /= 14.0 Hz, 2H), 3.55 (d, J = 12.0 Hz, 2H), 3.45 (t, J = 13.0 Hz,
2H), 3.15-3.07 (m, 2H), 3.00 (q, J = 10.0 Hz, 2H), 2.49 (s, 3H), 1.27 (t, J = 7.4 Hz, 3H); MS
(ES™) m/z calcd. for C19H»N-S: 381.17; found: 382.1 (M+H™).

Step V. Synthesis of Compounds 5 and 6
To a mixture of Compound E (1 mmol) and 4-(2-hydroxyethyl)-morpholine (4 mmol) in
diglyme (1 mL) at 100 °C was added potassium hydroxide (10 mmol) and the mixture was
stirred at 160 °C under an argon atmosphere for 10 min. The reaction was quenched with water
(20 mL) at 0 °C and was adjusted to pH = 2 with 6 N HCI. The slurry was adjusted to pH =7
with sodium bicarbonate and the precipitate was collected by filtration, washed with water
(10 mL) and dried in vacuo. The residue was purified by chromatography on aluminium oxide
(0.5% to 1.5% MeOH/CH:Cl, gradient) to give freebase of Compound 6 as an off-white solid.
To a suspension of the above solid in MeOH (10 mL) at 0 °C was added 6 N HCI (1 mL)
with stirring. Most of solvent was removed under reduced pressure and the residue was treated
with EtOH (10 mL). The precipitate was collected by filtration, washed with acetone (10 mL)
and dried in vacuo to give the HCl salt of each compounds 5-6 as a yellow solid (45-50%).
[2-Methyl-6-(2-morpholin-4-yl-ethoxy)-pyrimidin-4-yl]-(5-pyridin-4-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 5). 'H NMR (400 MHz, DMSO-d6): 5 11.61 (s, 1H),
8.74 (d, J=5.2 Hz, 2H), 8.64 (s, 1H), 8.17 (d, J = 5.2 Hz, 2H), 6.37 (s, 1H), 4.72 (s, 2H), 4.00-
3.80 (m, 4H), 3.64-3.42 (m, 4H), 3.16 (bs, 2H), 2.59 (s, 3H); MS (ES") m/z calcd. for
C19H2»Ng0,S: 398.15; found: 399.2 (M+H™).
[2-Methyl-6-(2-morpholin-4-yl-ethoxy)-pyrimidin-4-yl]-(5-pyridin-3-yl-thiazol-2-yl)-
amine hydrochloride salt (Compound 6). 'H NMR (400 MHz, DMSO-d6): 8 11.51 (bs, 1H),
9.20 (s, 1H), 8.71 (d, J = 5.6 Hz, 1H), 8.66 (d, J = 8.4 Hz, 1H), 8.24 (s, 1H), 7.98 (dd, J = 8.0,
5.6 Hz, 1H), 6.35 (s, 1H), 4.72 (t, J/ = 4.8 Hz, 2H), 3.96 (d, J = 10.8 Hz, 2H), 3.85 (t, / = 12.0 Hz,
2H), 3.55 (bs, 2H), 3.47 (d, J = 12.4 Hz, 2H), 3.19 (bs, 2H), 2.59 (s, 3H); MS (ES™) m/z calcd.
for C19H2NgO,S: 398.15; found: 399.1 (M+H™).
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EXAMPLE 2: Inhibiting FLT3 activity

A study was carried out as follows to test certain compounds prepared according to
EXAMPLE 1 in inhibiting FLT3 activity.

GST-FLT3-KDY' containing the FLT3 kinase catalytic domain (residues Y567-S993)
was expressed in S9 insect cells transfected the baculovirus containing pBac-PAKS8-GST-FLT3-
KD plasmid. An FLT3"" Kinase-Glo assay was carried out in 96-well plates at 30 °C for 4 hrs
to test compound in a final volume of 50 pl including the following components: 75 ng GST-
FLT3-KD"" proteins, 25 mM HEPES, pH 7.4, 4 mM MnCl,, 10 mM MgCl,, 2 mM DTT, 0.02%
Triton X-100, 0.1 mg/ml bovine serum albumin, 25 uM Her2 peptide substrate, 0.5 mM NazVOy,
and 1 uM ATP. Following incubation, 50 pl Kinase-Glo Plus Reagent (Promega, Madison, W1,
USA) was added to each well and the mixture was incubated at 25 °C for 20 min. A 70-uL
aliquot of each reaction mixture was transferred to a black microtiter plate and the luminescence
was measured on Wallac Vector 1420 multilabel counter (PerkinElmer, Shelton, CT, USA).

Multiple compounds were tested. Unexpectedly, Compounds 1-11 showed ICsq (the

concentration of an inhibitor where the response is reduced by half) values lower than 100 nM.

EXAMPLE 3: Inhibiting VEGFR2 activity

A study was carried out as follows to test certain compounds prepared according to
EXAMPLE 1 in inhibiting VEGFR?2 activity. Note that VEGFR?2 is one of the three main
subtypes of VEGFR.

The recombinant GST-VEGFR?2 (residues V789-V1356) containing kinase domain was
expressed in S{9 insect cells. The kinase assay was carried out in 96-well plates with tested
compound in a final volume of 50 pl reaction at 30°C for 120 minutes with following
components: 25 mM HEPES pH 7.4, 10 mM MgCl,, 4 mM MnCl,, 0.5 mM Na3V0O4, 2 mM
DTT, 0.02% Triton X100, 0.01% BSA, 1 uM ATP, 2 uM polyGlu4:Tyr peptide, 50~100 ng
recombinant VEGFR2. Following incubation, 50 pu Kinase-Glo Plus Reagent (Promega,
Madison, WI, USA) was added to each well and the mixture was incubated at 25 °C for 20 min.
A 70-uL aliquot of each reaction mixture was transferred to a black microtiter plate and the

luminescence was measured on Wallac Vector 1420 multilabel counter (PerkinElmer, Shelton,

CT, USA).
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Multiple compounds were tested in the VEGFR2 assay. Compounds 1, 9 and 10

unexpectedly showed ICso values lower than 30 nM.

EXAMPLE 4: Inhibiting c-Kit activity

A study was carried out as follows to test certain compounds prepared according to
EXAMPLE 1 in inhibiting c-Kit activity.

The N-terminal His-tagged human c-KIT (residues T544-V976) recombinant proteins,
expressed in Sf9 baculovirus-insect cell expression systems, were purified for c-KIT ADP
Kinase-Glo assay. A c-Kit-ADP Kinase-Glo assay was carried out in 96-well plates at 30 °C for
150 mins with a final volume of 10 pl, including 40 mM Tris pH 7.4, 20 mM MgCl,, 2 mM
MnCl,, 2 mM DTT, 0.01% BSA, 20 uM ATP, 20 uM poly(Glu,Tyr) 4:1 peptide, 0.1 mM
Na3VOy, 250 ng of recombinant c-Kit proteins, and a tested compound at the indicated
concentration. The reactions were stopped by the addition of 5 ul ADP-Glo™ Reagent
(Promega, Madison, WI, USA) at 25 °C with 40 min incubation, followed by 10 ul of kinase
detection reagent for a further 30 min. Finally, a 30 pl aliquot of each reaction mixture was
transferred to a black microtiter plate and the luminescence was measured on Wallac Vector
1420 multilabel counter (Perkin-Elmer, Shelton, CT, USA).

Multiple compounds were tested. Unexpectedly, Compounds 1-7 and 11-12 showed ICsg

values lower than 100 nM.

EXAMPLE 5: In vitro anticancer activity

A study was carried out as follows to evaluate in vitro anticancer activity of certain
compounds prepared according to EXAMPLE 1 using cell lines and MTS cell viability assays
(MTS represents 3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-
2H-tetrazolium).

Leukemia cell lines MOLM-13, MV4:11, and Kasumin-1 were purchased from American
Type Culture Collection (ATCC, Manassas, VA, USA). The human gastrointestinal stromal
tumor GIST-T1 cell line was purchased from Cosmo Bio Co., LTD (Tokyo, Japan). All
leukemia cell lines were maintained in RPMI 1640 medium supplemented with 10% fetal bovine

serum (FBS), 10 U/ml penicillin, and 10 g/ml streptomycin at 37°C and 5% CO,. The cell line
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GIST-T1 was cultured in DMEM medium supplemented with 10% FBS, 0.01% nonessential
amino acids, 10 U/ml penicillin, and 10 g/ml streptomycin.

GIST882, GIST48 and GIST430 cells were all cultured in incubators maintained at 37 °C
and 5% CO,. GIST882 was cultured in RPMI-1640 supplemented with 20% fetal bovine serum
(FBS). GIST48 was cultured with F10 supplemented with 20% FBS, 0.5% Mito, serum extender
(BD Bioscience, 355006) and 1% pituitary extract bovine (BD Bioscience 354123). GIST430
was cultured in IMDM supplemented with 20% FBS. GIST882, GIST430 and GIST48 cells
were provided by Dr. Jonathan A. Fletcher (Harvard Medical School, US).

MOLM-13, MV4:11, and Kasumin-1 MTS assays

Cells were seeded in 96-well culture plates at a density of 110" cells/100 ul/well in
triplicates and were treated for 72 hours with an indicated concentration of test compound
ranging from 1 nM to 10 uM. Colorimetric CellTiter 96® Aqueous One Solution Cell
Proliferation assay (MTS assay; Promega, Madison, W1, USA) was used to determine the
cytotoxicity. The optical density at 492 nm was measured using a microplate photometer
(Victor2; Perkin-Elmer, Waltham, MA, USA). ICsy values were determined by MTS assay when
cells were treated with test compound for 72 hours and calculated with GraphPad Prism 6. Each

experiment was in triplicate.

GIST-T1 MTS assay

GIST-T1 cells were seeded in 96-well culture plates at a density of 8000 cells/100 pl/well
in triplicates and were treated for 72 hours with an indicated concentration of test compound
ranging from 1 nM to 10 uM. Colorimetric CellTiter 96® Aqueous One Solution Cell
Proliferation assay (MTS assay; Promega, Madison, W1, USA) was used to determine the
cytotoxicity. The optical density at 492 nm was measured using a microplate photometer
(Victor2; Perkin-Elmer, Waltham, MA, USA). ICsy values were determined by MTS assay when
cells were treated with test compound for 72 hours and calculated with GraphPad Prism 6. Each

experiment was in triplicate.

GISTS82, GIST4S, and GIST430 MTS assays
GIST cells (4 X 10%) were treated with different dosage of compounds. The treated
GISTS8S82 cells were incubated for 144 hours and GIST48 and GIST430 cells were incubated for

120 hours at 37°C in 5% CO,. Cell proliferation was determined by incubating the cells with
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methylene blue (Clontech, CA, US) for 1 hour. The absorbance was measured at 450 nm using
SpectraMax M5 microplate reader (Molecular Devices, US).
The Glsg (the concentration for 50% of maximal inhibition of cell proliferation) values of

certain compounds of Formula (I) are shown in the table below:

GISO (HM)
Compound

MOLM-13 MV4:11  Kasumi-1  GIST-T1 GIST430 GIST48 GIST882

1 10 13 11 11 3.8 19 5.0
7 62 34 266 53 60 820 20
12 211 132 349 119 ND ND ND

ND, not determined.

OTHER EMBODIMENTS

All of the features disclosed in this specification may be combined in any combination.
Each feature disclosed in this specification may be replaced by an alternative feature serving the
same, equivalent, or similar purpose. Thus, unless expressly stated otherwise, each feature
disclosed is only an example of a generic series of equivalent or similar features.

From the above description, one skilled in the art can easily ascertain the essential
characteristics of the present invention, and without departing from the spirit and scope thereof,
can make various changes and modifications of the invention to adapt it to various usages and

conditions. Thus, other embodiments are also within the scope of the following claims.
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WHAT IS CLAIMED IS:

1. A compound of formula (I) below or a pharmaceutically acceptable salt thereof:

R4
N=<
HN Y
L\Q/N /\——Y\
Ra Rz
D,

wherein

R, is Cigalkyl or Cy4 thioalkyl;

X is O or NR,, in which R, is H or C; ¢ alkyl;

Y is CRpR. or NRy, in which each of Ry, and R, independently, is H, halo, C¢ alkyl,

C 1 alkoxyl, or amino, or Ry, together with R,, the carbon atom bonded to Ry, and the nitrogen
atom bonded to R,, is C5_jp heterocycloalkyl; and R4 is H or C;¢ alkyl, or Ry, together with R,
and the nitrogen atoms bonded to R4 and R,, is Cs 1o heterocycloalkyl;

R» is -CH>CH;R. or NR¢R,, in which Rc is H, halo, Ci alkyl, or ORy, and each of R¢
and R,, independently, is Ci¢ alkyl or C35 cycloalkyl, Ry, being H or Cy¢ alkyl, or Ry, together
with Ry, the oxygen atom bonded to Ry, and the nitrogen atom bonded to Ry, being Cs 19
heterocycloalkyl; and

Rj is heteroaryl.

2. The compound or salt of claim 1, wherein the compound is of formula (II):

in which R; is Cy¢alkyl.
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3. The compound or salt of claim 2, wherein X is O, Y is NRg4, and R, is -CH>CH;3R,, in
which R, is ORy, Ry, together with Ry, the oxygen atom bonded to Ry, and the nitrogen atom
bonded to Ry, being C5_jp heterocycloalkyl.

4. The compound or salt of claim 2, wherein X is NR, and Y is CRpR. or NRy, in which
R,, together with Ry, the nitrogen atom bonded to R,, and the carbon atom bonded to Ry, is Cs.1o
heterocycloalkyl; R. is H, halo, C;¢ alkyl, C;_¢ alkoxyl, or amino; and Ry, together with R, and

the nitrogen atoms bonded to R, and Ry, is Cs_j¢ heterocycloalkyl.

5. The compound or salt of claim 4, wherein X is NR,, Y is CRypR., and R is NR{R,, in
which R,, together with Ry, the nitrogen atom bonded to R,, and the carbon atom bonded to Ry, is
Cs.10 heterocycloalkyl; R. is H, halo, C;¢ alkyl, Ci alkoxyl, or amino; and each of Ry and Ry is
Cialkyl.

6. The compound or salt of claim 4, wherein X is NR,, Y is NRy, and R; is -CH,CH;R.,
in which R,, together with R4 and the nitrogen atoms bonded to R, and Ry, is Cs_19
heterocycloalkyl; and R. is H, halo, or ORy, Ry, being H or C¢ alkyl.

7. The compound or salt of claim 1, wherein Rj is 5- or 6-membered heteroaryl
substituted with one or more (CH,),Z moieties independently, in whichnis O or 1 and Z is H,
halo, CN, OH, CF;, C;¢ alkyl, or Ci.¢ alkoxyl; or is 5- or 6-membered heteroaryl fused with a
phenyl ring substituted with one or more substituents independently selected from the group

consisting of H, halo, CN, OH, CF3, C; alkyl, and C¢ alkoxyl.
8. The compound or salt of claim 7, wherein R3 is 6-membered heteroaryl substituted
with one or more (CH>),Z moieties independently, in which n is 0 or 1 and Z is H, halo, CN, OH,

CF3, C1_6 alkyl, or C1_6 alkoxyl.

9. The compound or salt of claim 8, wherein R3 is pyridyl or pyrimidyl.
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10. The compound or salt of claim 3, wherein R3 is 5- or 6-membered heteroaryl
substituted with one or more (CH»),Z moieties independently, in whichnis O or 1 and Z is H,
halo, CN, OH, CF;, C, alkyl, or C; alkoxyl; or is 5- or 6-membered heteroaryl fused with a

phenyl ring substituted with one or more substituents independently selected from the group

consisting of H, halo, CN, OH, CF3, C¢ alkyl, and C.¢ alkoxyl.
11. The compound or salt of claim 10, wherein R3 is pyridyl or pyrimidyl.

12. The compound or salt of claim 11, wherein the compound is

AL 2
N <N

O / \
N / or > —
N :

13. The compound or salt of claim 5, wherein R3 is 5- or 6-membered heteroaryl
substituted with one or more (CH»),Z moieties independently, in whichnis O or 1 and Z is H,
halo, CN, OH, CF;, C;¢ alkyl, or C;¢ alkoxyl; or is 5- or 6-membered heteroaryl fused with a

phenyl ring substituted with one or more substituents independently selected from the group

consisting of H, halo, CN, OH, CF3, C; alkyl, and C¢ alkoxyl.
14. The compound or salt of claim 13, wherein R3 is pyridyl or pyrimidyl.

15. The compound or salt of claim 14, wherein the compound is

N:( N=(
HNMN HNMN
SR SR

o Qo7 g
N N— or N" N—
/

/
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16. The compound or salt of claim 6, wherein R3 is 5- or 6-membered heteroaryl

substituted with one or more (CH»),Z moieties independently, in whichnis O or 1 and Z is H,

halo, CN, OH, CF;, C, alkyl, or C; alkoxyl; or is 5- or 6-membered heteroaryl fused with a

phenyl ring substituted with one or more substituents independently selected from the group

consisting of H, halo, CN, OH, CF3, C¢ alkyl, and C.¢ alkoxyl.

17. The compound or salt of claim 16, wherein R3 is pyridyl or pyrimidyl.

18. The compound or salt of claim 17, wherein the compound is one of the following

compounds:
N:(
HN—\ N
ST
N N
Yy L
N~
N=
HN— N
s,
YL
P
N
N:(
HN4<\_/<N
S
N N

Nz |
OH
N=
HN— N
S\
N N
Y
| N/ N\_\
OH



WO 2018/231910 PCT/US2018/037221

27

19. The compound or salt of claim 1, wherein the compound is one of the following compounds:

o = =
S o O o Q

|

N N "N N N
D oY D C
> N > N N
N _ N \_\ \_\OH
F
N= N N= Y HN4<\\1:/<N
N Y N N X ‘>
N _> N Q_ N
| Q\ (g N 7 N
N N N \
& N N =~ N
N:( N=—
HN— N HNAQ\_<N
/ /
Y s~
Q) N "N N
® 0 ® 0
N~ N N7 N
/ /
N N=
HN— N AN N
SN N o)
0 /\
N <~ JANENARN S = _\—N\_/O
N __/ =
F N

20. The compound or salt of claim 1, wherein the compound is of formula (III):
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R4
N=
N

R3

R

(III),
in which R; is Cy¢alkyl.

21. A pharmaceutical composition comprising a pharmaceutically acceptable carrier and

a compound or salt of claim 1.

22. A method of inhibiting a tyrosine kinase, comprising contacting the tyrosine kinase

with an effective amount of a compound or salt of claim 1.

23. A method of treating cancer associated with a tyrosine kinase, the method
comprising administering to a subject in need thereof an effective amount of a compound or salt

of claim 1.

24. The method of claim 23, wherein the tyrosine kinase is FMS-like tyrosine kinase 3
(FLT3), EMS-like tyrosine kinase 4, vascular endothelial growth factor receptor (VEGFR),
colony stimulating factor 1 receptor (CSF1R), platelet-derived growth factor receptor (PDGFR)
A, PDGFR B, tyrosine-protein kinase Kit (c-KIT), c-Src (SRC), tyrosine-protein kinase Lyn
(LYN) A, LYN B, rearranged during transfection tyrosine kinase (RET), lymphocyte-specific
protein tyrosine kinase, Gardner-Rasheed feline sarcoma viral oncogene homolog, discoidin
domain receptor 1, kinase insert domain receptor, B lymphocyte kinase, tyrosine-protein kinase
Yes, Abelson murine leukemia viral oncogene homolog 1 (ABL1), tyrosine receptor kinase
TRKA, TRKB, TRKC, ZAK/MLTK, IRAK4, RET V804L, RET Y791F, FLT3 D835Y,
PDGFR A V561D, or ABL1 T3151.

25. The method of claim 24, wherein the tyrosine kinase is FLT3, VEGFR, or c-KIT.
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26. The method of claim 25, wherein the cancer is acute myeloid leukemia, chloroma,
chronic myelogenous leukemia, acute lymphoblastic leukemia, chronic lymphocytic leukemia,
Hodgkin’s disease, non-Hodgkin’s lymphoma, B-cell lymphoma, multiple myeloma,
Waldenstrom’s macroglobulinemia, myelodysplastic syndrome, pancreatic cancer, bladder
cancer, colorectal cancer, breast cancer, male genital tract cancer, renal cancer, hepatocellular
cancer, lung cancer, ovarian cancer, cervical cancer, uterus cancer, gestational trophoblastic
disease, gastric cancer, bile duct cancer, gallbladder cancer, small intestine cancer, esophageal
cancer, oropharyngeal cancer, hypopharyngeal cancer, eye cancer, nerve cancer, head and neck
cancer, melanoma, plasmacytoma, endocrine gland neoplasm, neuroendocrine cancer, brain

tumor, bone cancer, or sarcoma.
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“VEGFR”) FI& Z iR 25 1 I EFKi t (tyrosine—protein kinase Kit, “c—Kit”) fe{ENEREIS
57 51 NE B BT RE AR T BT FT 1) = P 2 R U

[0003]  FLT3h— P52 A i S BRI , e A8 v DL BUsRE Y & J , 9] M Rl 4 Al 1 1
% (acute myeloid leukemia) .Z WL.PratzZ$ A\ ,Current Drug Targets,2010,11(7),781-
9,

[0004]  ifn & P B2 AR KR o — RS 5 E A, il 45 & B VEGFR M2 iy 8% B IR 1
(transphosphorylation) J& A I P B AR K BRI, SRR I (1) 2B K . VEGFREL 9 A A
Jifr e I A (angiogenesis) M EE TR F. 2 MHicklin® A ,J Clin Oncol.,2005,
23,1011-1027,

[0005]  c—KittHjE — sz ihme iR W, HZ 5PN 1E 514 (intracellular
signaling) .c—Ki t B RAZTE FAE — Lol i & A B 21 OCE A FH o R S il e K1 t AT A
B REIT B A i (gastrointestinal stromal tumor) . 24 6 2 I (3 I 5 AN 2 (0 &
8 . 2 W BabaeiZs A\ ,Drug Des Devel Ther.,2016 10,2443-2459.,

[0006]  1E A R I S IR P B 4 1) 57, CL 8 X S SR E ML S AT T2 AR R, HAE
JNG G I AFAE S T PR EATTE A 2 B R B 14, AR B 7 h &% s sh e, 3
HIE w8 = o8 7 A Im R T B R T R ¥ A & D1 R % ) iR 25 (in vivo
exposure) o

[0007] 5 7% B AW S LAY A W, FL AR e M A )R o T R e, R I L
()22 2, 3 BAETRYT B AR e A 44 2 % 1 4R Y DK

AARNE

[0008] A BRI T AR B R B - R 8 R IR ML S WA S ) 22 B  FR P
BIHAFLT3 . VEGFR Fllc—Ki t .

[0009]  FE—/NJHH, AR R (1) )& EMEMAL 59
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[0010] SL‘/;N Ny
Rs

{D>
[0011]  HHRINCi-eft e BLC1-e B AT I s XHOBINRS , o Ra AHELC1-6 ) 3 5 Y A CRuREX,
NRa» He R AR5 H A7 9H 547 26 Croe )t 32  Cr-e it S 2L B B Ry S Ra B BRI
T SR PN 2 BRI BUR T — A2 A Ca- 1024 IR e 55 , FF HRAHERC 66 55 , B8 Ra S Ra A4
FRa AR R T2 A Ca-10 44 FRBEFE s Ro A~ CH2CH2Re BUNR Ry, F R WH 11 36 Cre e 2R 5K
ORn, £ HRe FIR 5 H AL C1-6f7t 3 BL Ca-s A it 3 , Rn AHERCr-e bt 3 , B RuS5Ra B £ Ry
1) AR - AN BIRa) BUR A2 N Ca-10 42 b 3t s  HRa N 2 75 9k .
[0012] A I AR TE “We 287 S T W AT 1 B B SO R R 4 (moiety) , 1 Wi-CHaEk S B
(1) —CaH7 o ARAE “IRIEIE” A2 45 HE 5 IR I B3R O R0A 3R E VU IR IR 3 0 i & A 2
Jfi—-3-F & NIEE (adamantyl) « ARG “Pesa L 2 8-0-ke Bk 3L ] o e A 1 SL ) B FRH A
PR RS AR IENERE . A IR T & 7T EE TR BT A RE
“DRACEIE” JE F5—S—br SR AL ] o it AR 258 (1) S 45 A0 5 A AN PR T I« & T I R o 1
(benzylthiol) o R “ZRIFLEHE" 298 HA —ANEZ NIRRT (BIAAN.0BLS) (1) HET5 R (1)
FUIR CUFS L =3 L BPY BRI R 43 o 2% B e Ak S A FE H AN R T4 - ng bk A (4 -
morpholinyl) \1-WRMEEJE (1-piperazinyl) 4-PUE ML 3E (4—tetrahydropyranyl) Fl4-hit
2L (4-pyranyl) « Rif “R75 5 2R A SH 20— 2REF (BN, 08LS) 1] — k2
A5 TR B 43 o A 05 B350 40 (1) SS9 AL FE R L (Fury 1) MEBKIE5E (furylene) (2 2
(fluorenyl) A& IE (pyrrolyl) JMENM; JE (thienyl) JHEMEIL (oxazolyl) | K ME I
(imidazolyl) WEMEEL (thiazolyl) HEREIE (pyridyl) JWEREIE (pyrimidinyl) - W mEmk 3L
(quinazolinyl) FEMLIEL (quinolyl)  FHEMRIE (isoquinolyl) FIMgIERE (indolyl) »
[0013]  BRAE A UL, A SCHE S b dt IR AR e 3 L e S8 2 VIR e e PR e i A 2 05 B4
Fi 28 B AR 22 AR 38 43 PR 35 o PR be 25 L 2 B e 25 FH 05 3t 1 mT e ) AR 0 35 Ca-10
J5e 32 Co-10M 22 \ Co-108R 3 L Ca-20 P e 25« Ca—20 i 325 | Cr-20 A P2 225  Crn0 4 A M5 225 L Cr- 108 4R
Fe TR RS AT A I VR CroofE A I Croo BRI T R Y
R R K & VAR (thio) \Ci-okEfi s (alkylthio)  F5 A2 (arylthio) Ci-1ok 2 fik
ML (alkylsulfonyl) 75 JEME LR (arylsulfonyl) (BE & (acylamino) & k&
(aminoacyl) & IEMACHEZE (aminothioacyl) Bk (amidino) K (guanidine) iR 3%
(ureido) & JE AL BRI (B MEIE (thioacyl) JEEA JE (acyloxy)  #&2 J5 F¥R B2 g
(carboxylic ester) o 73—7J7 i, bt dE b n] REHIHUAIE ELAERRCro1obE 5\ Co- 10075 ZEFNCa- 1051
FECLAMO I R BUAREE (e L R IR e i L 05 FE AN R 0 Bt m] DA b A 5 o
[0014]  4niRIE A, Bl E FEME L S FE S A &, DL A e AT £h BT 24 g R4k
Yo alan, v LAAERH B 5 2 AR A S by IR B 2R ] (g 38) Z [RJE Rt - A 1d i
AT RV AR CHRR RN AT ERR (citrate) . H R R
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(methanesulfonate) . =% L FRIR (trifluorocacetate) - L FRAR 3ERILIR (malate) IR
TEIRAR (tosylate) AR (tartrate) IEFHRIZIR (Fumurate) A E LR (glutamate) .
& BEE TR AR (glucuronate) ALIRIR (lactate) R ZRIR (glutarate) Ml E KRR
(maleate) o [FIAEHN , 10 A] DLFE BH B - FHZ ZEME ML A0 S 1 S 1 2 ] (W R AR) 2 [8] T
JREE AT ) B B R A N B BB T VERES T E BS R B i DY Y R T
FEWEME AL S WAL S A 2= U5 10 AR L L H 24 1 S B AR IR SR A 24 AT AR,
TE it 22 52 503 I B W L7 MR S SR M AL 5 ) o VR R ) A2 18 AT PR = SR kAL & )
2 SR 2 (R U B A - 25 R IR S B B FE K S GBE S R ARE GIR LR LR A O T
¥ o

[0015]  #E 75— J7 i, A K BHPE Je— Tl il s 2 B Pl (f9 anFLT3 \VEGFR Al c-Kit) ]
J718 LT IEAFE M IS R IR 5 A A B — Fhel 2 M E IR S LAl & 4k

[0016] ¥ T 5 T BRI A D% 1) o i 1 VL AE AR i B VS BBl N o % V4 1) A 7 2
(1) 5217 it A A ) — APl 2 i i 0 (D) i 2 Al 540

[0017] 59 AH O 1) I 2 R VB mT LA A B A TR B R A o 1 2 R VB I 1) < 497 0, 4 A AN R
FFLT3.FLT4.VEGFR. IM/MMRATAEA KK T%K (platelet—derived growth factor
receptor,PDGFR) A.PDGFR B.c-Kit.c—Src (SRC) . & ’E 85 H B Lyn (tyrosine—protein
kinase Lyn,LYN)A.LYN B.7E# 4u 1 6] & HF 1) % R R 4 8% (rearranged during
transfection tyrosine kinase,RET) JbRE2 40 f0 4 =244 25 A g & BRI (1ymphocyte—
specific protein tyrosine kinase) 182047 A 155 IR 88 0 5 200 2L R [R] YR )
(Gardner—Rasheed feline sarcoma viral oncogene homolog) - %k IR &5 f4 4k 57 440 1
(discoidin domain receptor 1) il N5tk s2 4k (kinase insert domain
receptor) B EE A EF (B lymphocyte kinase) \BS AR H i Yes (tyrosine—
protein kinase Yes) .ZHIARMN LA MHEHEFIUEZRFEIEY 1 (Abelson murine
leukemia viral oncogene homolog 1,ABL1) \EXZ R & H I BETek (tyrosine—protein
kinase Tek) \RET V804L.RET Y791F.FLT3 D835Y.PDGFR A V561DEKABL1 T3151,

[0018]  FE—/NnfIvE s kA, 20 (D M EME AL & ¥ F T-96 97 SFLT3.VEGFRE c—Ki t AH
KIJEIE o

[0019]  Jed A () SE B AL G S EBE AT AL 1 I (acute myeloid leukemia) . &% 4§
(chloroma) 124 & #&M: A I (chronic myelogenous leukemia) At PEbkEE BELH BT E
M3 (acute lymphoblastic leukemia) .84 WREL 40 M 14 A ML (chronic lymphocytic
leukemia) £ 77 4% (Hodgkin’ s disease) \AEE @F &M EJ8 (non—Hodgkin' s lymphoma) «
B L JF (B-cell lymphoma) 2 &P H i (multiple myeloma) . FL/R & HikpiE E Bk
HFHIMAE Waldenstrom s macroglobulinemia) < H #EIE A T 425 1F (myelodysplastic
syndrome) . i JE (pancreatic cancer)  JEBIE (bladder cancer) .45 H %)%
(colorectal cancer) ¥ (breast cancer) . B4 EE R (male genital tract
cancer) ' & (renal cancer)  AT4HfiEJE (hepatocellular cancer) fififiE (lung cancer) .
YN &g (ovarian cancer) < B #iJE (cervical cancer) . T BJE (uterus cancer) UEUREFE
ZH 1597 (gestational trophoblastic disease) . ¥ (gastric cancer) JHE R (bile
duct cancer) .IHEEJE (gallbladder cancer) ./M#¥E (small intestine cancer) . & &
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(esophageal cancer) . [1WEJE (oropharyngeal cancer) . FWEJE (hypopharyngeal
cancer) IR J#E (eye cancer) fHZ 9 (nerve cancer) «3k3JE (head and neck cancer) .
& (melanoma) KA (plasmacytoma) « N 73 WA R 987 (endocrine gland
neoplasm)  ff£8 N 23 WhJE (neuroendocrine cancer) ik (brain tumor) ‘& J& (bone
cancer) MAJH (sarcoma) (41 f7lE] FiJd (gastrointestinal stromal tumorB{GIST)) .
[0020] & —FhEl 2 Fh B IR (1) 1 3L ME AL & W11 25 W) 20 & ) B8 A BH 1) S
W X2 ST UL T i6 97 HE -

[0021] AR BHIEAFE—FhEl 2 M ik X (D) B2 SRS P T 2 6 T R E R 25
1) I

[0022]  RiBE VG977 (treatingBtreatment) &5l — FhEk 2 Fha SEMEME AL & Wit FH 2252
WA %2 RE BA Bk sm (AR B AR5 m R R BB A 2 I 1
i), H B2 25 T 96 BSUR B W0y # G2 A o038 L 52 s BB iR 9  FORE IR B )
BHR]  ARAE “BRE” TR T8 IT BRI & S AL S & o AU R N 7
B R B, A 8GR SR AR IR 1E T 500 0 2R 2 it P & 42 VR 70 BV DA K 5 A e 7 1 v
J7 SRS A ) T RE 141 AR AL

[0023] Dy [ SEtiA R BHI 7%, B —Mpel 2 Fh Bk s B S H ST LU B
S R A BB R e i o A SO RS I ORAE “fi B AN AR T B i
R LN OGN BN TN IR0 Er PN S B A 0 S oA B PN YR B S DA AT AR B
PIHEFE R .

[0024] T m 3 S 4 A 4] DA AR TG BRI 15 A1 AT 432 52 10 R 751 B30 771 Hh 10 9 3 i
TR BIAnFEL, 3—T E A BV VR o R T DASE FH I AT 452 52 B B4R RV 551 8 H B I K AR
IR Ringer’ s solution) MEEEFALENE I BLAN , AHE R (Fixed oils) JEH H
VRV 77 B A T (8 40 R 1) B B8O0UH Y )« i o R Gy R A L H v B AT A= ml F T
SRPFRT )5 R AR 24 FH YR A BN < EE RV SRR A AN T SR & A4k (polyoxyethylated)
T, AT FH T3 S 551 P 1) 5 o 3 AL Yl 9 V7R A R A T DA 5 A K e e s e 771 20 ) R
L 2 o 22 SR ABLR 70 B3GR . o 7 BC I B Y, i ] LA FH A i P AR 2 T 3 1 741 497
25 (Tweens) FE] LK (Spans) BEHAD AL FLAK 7 BA= PR B 2 165 5 77, Hoad o AT
2% 25 A VAR B AR A Y

[0025]  FH-F 11 it AT 2 G 400 ] DL AT 1 R v 3252 () R A, o9 i L 741) S LI DA L
IR BV 0 B VA o 76 AR DL T 5 8 FH R 388 A A0 350 L0 0 T oK i o 38 5 R
TR 7R ] i B BR Bk o X AR BRI X 11 ARt Y, w0 R ) i 8 7 0 5 LR AR e oK
VERT o 24 11 i it FH 7K P 28 V57 W B L RN, ¥ PR Al 20 T DA B 7 BV il A 5 LA 7] B 7R
B A o anE 75 2, AT DA 0B L E AR R R R ECE R

[0026] W AR 485 24 4y i 571) 0 38 2 0 BT B R ) 5 S T AR5 77 BN TRV ZH 6P 3l 2R
i PP i At 53 P 77 J5 701 164 5 AR 0 R0 FH RE BRI WS 3 591 S Bk Ak 5 ) (F luorocarbon)
1/ BYCAR AT L T JHL A 8 3 7 43 R, IR AR A S 0T LA 2% R 7K R R

[0027]  E A —Fhul 2 i bk S SR A & 0 1) 20 )t e] DA UL 1 it FH 1 A 751
=it FH

[0028]  ZjWMpel & W BRI AR )7 R R b, S H SR R A

10
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2 G Bk M R R @ 123G LR r) » I HW RRIG T I 32 R8T . — Fhal 2 R i 5 v]
PLREZ3IIE ), RIS ETE TERIL, 5- R B -1, 4- M- 3- Bt & 4 o FL A 244 1) 51
LA IR AR — S A VIR IR IR R VAT 4E 3R T b R ER M AD&C B 1510 (D&C Yellow#10) o
[0029] 71 [ ) 4 i R 1 AR BH B — AN B AN St 7 S8 B AT o AR IR ) FL AR RE
TiE~ BRI AR 1 150 B 1 RIS R B R 50K 2 2 1T & LI

[0030] & EHVER

[0031]  PEAMATF T (1) MRS A :

SN
[0032] X

(D>

[0033] A AR &R Ro R XFIYUNFE 3k K BH N 2535840 v s LI

[0034] @, (D MALEY B A IR ML AT — DB A (CHe) oZ358 5 AR 15—k 6-
o2 AL, Hodin g0k, I HZJ9H. 5 25 L CNLOH. CF3. CreXi 3 BECr e 8035 s 80 2 (D 14k
HEWEA MR S — A8 2 AN BRI BRI IR A 105-86- 0 4205 2 , BTk HUA Q5
37 3% B H 2 CNWOH L CF3 C1o6 5t 3 ANC -6 e S8 L 21 A 4 o 75 B PE AL A 0 LA I Rs R il
SEHEAE — N B AN (CH2) nZ36 73 BB 60 2 75 45, Hon g0k 1, 3F HZ9H. 1< 2 .CN . OH.
CF3Cr-et 2 BY C1-6 47t 28 22 o Ra ) T > SIZ 451 Ay b g 25 sl e e 2

[0035]  —4H Fikgr g kM b &4 a0 (1D AL &4 :

R4

N=X

HN\ 4
[0036] /S,;\<N S W
Rs )

Rz

(I1),

[0037]  H.ARANCI-ekt k.,

[0038]  7E— T4, 3R (D) LA BA HIXH0, Y ANRa , FE HR2A-CHoCHaRe , EHR.
ORn» R 5 R B2 R 1 050 T R R332 B SR TR Caro B8P o % AR I AL A5
A LA FL A Rs » FE AT s — AN AS (CHa) nZ38 43 BRAR 1 5- 56 76 2 95 3 , Hofn g0k 1,
FH HZ9H. %1 3 \CNLOH. CF3. C1-6 )5t 5 B C1-e bt S8 JE 5 B Ra 9 54— Bl 2 A BRI BULAR
IR 5—E6— 70 A T 3 , TR AR ST 3% T H L 1 25 AN OH L CFs Coos i BE FIC -6 6%
S A0, Ry T LI OH I R R B O G PEA S TR T LA R A A

11
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N=
HN ::/(N S*:N N\ N
S
[0039] - x\N O_\_N/_\o A N o\_N/—\O
| _/ | o /
N f1 N ‘
[0040]  7£ 55— A4, N (ID KA EA FIXNNR., I HYACRRBINRG, R0 5 Ri
42 BRI BUR 7 A BEEE BRI B S5 T~ — 2 Ca-10 At 2 s R AH X KR L Cr-6 i 28 Cr-o bt
AFE R L ; HF HRa SR AEERE BIR AR BUR T N Ca- 104 IR i i
[0041]  fHARE MR, X LAY 0] LLEA FIXHNRL, YACRRe , H HR2ANR R, , HH 1R 5
R 422 21 Ra 1) U5 1 FI B 12 BIRo R B SR 1 — A2 9 Ca-10 8 A e 2 s Re W H 7 25\ Cr-6 it 2 . Ci-6
Pt AL B I ;s IF HRe AR 7% H NC -6kt 28 o EATTIE B B A IR ML Hb g — Nk 2 4 (CHo)
nZER S BRI 5-Ek6- 70 24 95 3, Hdbno0Ek 1, I HLZ WH. 5 & \CNLOH.CF3. Ci-6J¢ 3 5 Ci-6 it
A BUE RN S — AN B N RS U R IR AR A 1 5806 -0 4 05 & , BT i B
SEHI%E FH H X2 W CNLOHL CFa Ci-6t 28 FHC -6t 8285 o Ra T LA 2 ML g 22 g g 22 T 9 PR AL A
PIFEAEAIR T LA M &4 -

HN \ /N
[0042] S"&NMN T\ N
oY Q o Q
N —
7 N— N N
/

A /

[0043]  B— 4T, % TFEF ST LA FIXINR., Y ANRG, 3 HR2-CHoCHaR. , F
Ra5Ra A 122 2R AR 1) U 1 — A2 A Ca-10 42 F 35 s I HRNH 567 25 BORn , RN HERC 16t
Bkl XA YA IR ST A — AN B AN (CH2) nZ38 50 B 5-86- 0 4 0% 2
Hrn A0sk1, 3 HZAH. X 2 \CNLOH. CF3. C1-6 5t 2= 5L C -t S8 A s BLE R N 54— N 2 A
HUARIE B R IR & 1 5-BR6 - T0 4% 75 2% , Bk B 7 bk F H 7 28 LCN L OH CF3. C1-6
Jt FE FNC et 58I o 51 1, R A i L w2k R B AL B D AR EASTR T DL R &4

12
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[0044]

[0045]

[0046]

[0047]

[0048]

[0049]

7/16 T
N:ﬂ{ N=ﬂ{
- s:i; HN— N S‘z? \ N
ST $ \N N N N
| IS N {*Lw Nl NS &7\? N[ = &7}
N N \__\h \“\DH

it
1
h_
§§
\EH

R1
N={
AN\
s~ ”
N _-\\~*YL
R2
Rs
(I11),

HARANC 6kt .

=4
&

N

HN\

S*ﬁ
BRI (11D [ a1 b

4 1

T@ﬂﬁmmﬁﬁ%mTﬁ%MW@#A%A%“M—A%A%ﬁﬁO

13
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S N N
7% = (N:> F = (:r} ke = (:b}
Nz NL_ N S,
1 2 F 3 OH

AN N N\ s r
SAERS > MO oY NG
4 h 5 o 6
=
S\\\N 3 s \N \ N N N‘>
[0050] N ) ~ &3 [ & 4
| N | N N R
N 7 — N 8 ¥—¥ 9 OH
N= N—
HN— N N:*( A=
SH\NMN s’i{NM: LN Qw
= <N =
| y q_ | \N &"} mN/ N\_
/ .
10 1 12
v
HN N
s
M “&3
/1 NL
N
13 ’
[0051]  FHF¥RI7 e 1) & A —Fhe 2 Fhal (D 12 ZEWE AL & P 254 S AR K
A 1 Y0 B Y o
[0052] A WHIE IR 55 — PR IT SERE ) v, Z 7 AR ) A T B 2R i A RE
X (D L ED.
[0053]  HHF& st (D WAL &R A A R AL R 3P 5L T 7 v (BR3P R 22 84 A4

AR . 2 ILBIUNR . Larock , Comprehensive Organic Transformations (582Jx, VCH
Publishers 1999) ;P.G.M.WutsHIT.W.Greene,Greene’ s Protective Groups in Organic
Synthesis (884K, John Wiley and Sons 2007) ;L.FieserfiiM.Fieser,Fieser and
Fieser’ s Reagents for Organic Synthesis (John Wiley and Sons 1994) ;L.Paquette
% ,Encyclopedia of Reagents for Organic Synthesis (382Jix, John Wiley and Sons

14
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2009) ; L J%G.J.YuZE N, J.Med. Chem.2008,51 ,6044-6054 .

[0054]  fuigk il % (1) 3K (D) BIA6A 90T LUAS FHAE AR 8 (B an L SE e 451 24 o 15 IR 1) S
D7) BN e () 2 DA T S it 451 5 HH 4 3 140 4R A0 0 e vl P 0 ) Sk 02 i e e AT AE 0 o)
V% 2, TR T 0 o) 28125 A e S 2 I T 1) e AT B 1 A2 K R0 0 77 B i mT AR Pk P DU s
(5l an S Fh AL A Sh B 80 I 5 ) SRV BAT TEE N FL3h P i) e AR K& v o mT DLk — 28
DA BT I B 4B ) LA SSIE B AT TR VA 7 e R w1 T2k 46l , v LUK Ak 4 it FH 22 28 e
SERI S (I NEL) S SR JE PR BT ROR  FE T 45 5, mT DABIF 70 AN 2 3 24 ) 7] 83 LA
Jite I A%

[0055] AN EHE— UL, AAE A SIS AR N 51 0] LAJE T DA b3 e RS B2 R FH A R
BH o BRI, DA R L A SIC Ttk 5] 2 408 A R AN AS e i B PRI, T AN AT A 7 2CBIR i AR A () e
R AT H| WA W R 5 5] AR 455 T k.

[0056] DL N sejtafil1on T 13t i X (D 4t &0 & AR AE « B I 1) 45 14k & )
Sy M ECHE AR B AR S E ) L, 5 HRIX e b A R FE PP AE DR St 51 2-5 b ik

(00571 Jr 5 A 2 it A R MR b A3t B B D 32, I HL AR JR AR FH o B A e B AE 1 80U
AN AT I FMerck 60F2541E IRPEFS TR (5x 10cm) [ TLCHE I [ 7 5 3 HAE 5 414
HESFE T (254nm) B8 1 55 74 i AR FR 77 (Aldrich) BEE E80°C I ndkke H ARAS I X 458 o Fr
Pk EHT 8 FiMerck Kieselgel 60,No.9385,230-400 H ASTMAE: IR 1E 9l & MHHEAT - 5t 1
('H) ¥Rk fEVarian Mercury—3008%Varian Mercury—4005¢i2{y B & . AH* T4
PG JE PR, ES R EULEEE 2 )1 (ppm) skt 220088 . UL R 485 TRt i & s =
B, d=WEIE, t=—=8EI&,q=JHEI&,;quin=FLEIE ; br="55; DL am= £ T . LCMSE &
fFAgilent MSD-1100EST-MS/MS.Agilent 1200 & AILC/MSD VLFIWaters Acquity UPLC—
EST-MS/MS &4t & .

[0058]  SLjitafoill : A& 113/ & Bk

[0059] AR #E LA NI L/ & g 26 il & A & W0 1 - 13 AE B F1 k) R, TEA N = &
[ ,KOAc N TR, Pd (PPhs) 4 9 VY (2R MB%) £ (0) , DMAC N, N- H B 2, [t iz , CsFo N AL
i, HC1 9 ER R , NaHCO3 9Bl BR L8N  NaH R S A6 Y, NMP 21— FH 2 -2 -Iie i e i, KOH R &L SR AL
A1, HDMSOA — H IEAK .

S P T e i e
-0, ° .
[0060] .!.'/j* C:)( LJ\/'L

S,
N}“N fa @G a .ijihf
) = -
o o ey L
H 2 HCI R = 28k % (22 amines), 2 E Jvfli‘c 4-MERE-3- g rg.

R = 4-(2-3 7. 1)1 34 2-151#(CAS No.
{413 = cl U 302352791

[0061]  JFAZL.RFNFIZAE: (a) TEA,CH2C12,0°C &%= ; (b) KOAc,Pd (PPhs) 4,DMAc, 150°C
Gt FPy=nrg-2-3L, FHCsFEARKOAc) ; (¢) 12N HC1,H20, [Al34 ; (d) NaHCOs,H20, =& ; (e)
NaH,NMP,0°C ; (f) DMSO,RH,100°C, 8¢ — HEZ — FH ik ,KOH, 160°C (X FRH=4- Q- F 2. %L) -1

15
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Wk s LA % (g) 6N HC1,0°C.

[0062] BRI .2, 2 F JE-N-IgE M- 2B — PR ik B IR & %,

[0063]  7EO°C [ 2~ FEMEMEA (300mmo]) A1 = Z. 1% (330mmo1) 7E F5 7K CH2C12 (250mL) H VR
PRI =R OBEA (310mmol) , H HAR A WIAE & TR M AEEIRIEFE LN R
A WHEN HC1 (60mL) ¥edk, F- B B A HLE , FBERE: MgS04) T4, 3 HAEWUE 4 - 7%
FWiE R EREM 4tk (20%Et0Ac/ T k) » LU BIAR =B, 2o K A & 4k
(72%) .'H NMR (300MHz ,DMS0-d6) :611.75 (s, 1H) ,7.46 (d,J=6.0Hz,1H) ,7.17(d,J=
6.0Hz,1H) ,1.22 (s,9H) ;MS (ES") m/z CsHiaN20STH5 48 : 184.07 ; SEE : 185. 1 (M+H") .

[0064]  JDIRIT. LA WICHI A R (Py = ML i —3—2 L ML g —4 -3 s g —5-J%)

[0065]  #$2,2- " HJE-N-MEME -2 - -PIEE % B (30mmo1) & MEAE (30mmol) « 2 FR
(120mmol) FIPY (= ZFE L) 48 (0) (1.5mmol) £EN,N-—F K 2, k% (60mL) F (VR & WE RS
AR AELS0°C N4/ Nt o i85 72848 (120°C/160mm  Hg) SR KB E 75, I H A 5% 44 H
7K (250mL) ik o I8 i R U B UTTE , A iR T CH30H/CH2C 12 (200mL) 1, - HLid i ik g £
(Celite) Bid yE K PEMRAEPRE Nk 4, JF Had i wE R b1y )ZHralifk (1 %MeOH/CHaCl2) 5 PA
RN 1), Ho K B Atk (40-85%) .

[0066]  JLHRTT.ALAWICHI A K (Py =t ie —2-3)

[0067]  #$2,2- " HIJE-N-WEME -2 - L - P L B (10mmo1) & MEAE (10mmol) « & Ak 4
(20mmo1) FNPU (=2 HE ) 4 (0) (0.5mmol) 75— FF EAK. (20mL) H (IR &M TER SR F1E
160°C i 16/t . FEASRE -S4 F0. 5N HC1 (150mL) FICH2C12 (150mL) 43 L 4B HLE S B,
MgSO4TF# , TEJRE N iR 4E , 3 Hd i wE AR b 1y E A 2lih (3% TN R /CH2Cl2) , LTS B BT 75 7=
Y, FORIRER L E A (20%) o

[0068]  {IEFECH B — Ko Y HNMR A 1 AT

N/
@]

|
[0069] A S
| %N)%
N H

[0070] 2,2 HI E-N- (5-ntkiE —4—FE-MEmk—2-25) — Pk A% . 'H NMR (400MHz ,CDC13) :69.28
(bs,1H) ,8.61(dd,J=4.8,1.6Hz,2H) ,7.84 (s,1H) ,7.42(dd,J=4.8,1.6Hz,2H) ,1.38 (s,
9H) ;MS (ES)m/z CiaHisNaOSTHEAE :261.09; SLMME : 262. 1 (HH) &

[0071]  BERITI . AbSWIDI A K

[0072]  #C (Bmmol) A112N HC1 (5mL) £E/K (5mL) H7 VR & W0 N & [RIIfIA 27N o ZE R R
FEBR R 3 ¥ 77, I HL FHCH;0H (15mL) W 5k R4 » 1l ik 28 TR b R 40 71, F oK kR
YIE B N T, DL RIDER R &6 , HoN kA o [ 44

[0073]  FE=iE N4 EIREMAAE/K (30mL) H I 4 F = VT Bk BR S N A 4 22 pH =7, IF H.
FHREMAES0 CHEFE2 /NN o i 1 JE U SR UL , FF HAE 23 F T8, LS 2B 7% 724D, H
TR AR ELE A (85-90%) -

[0074] X a&FEDH I — AN Ko H HNMRO'G 3% A1 BT
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N -
[0075] X

s
| )—NH;
N

[0076]  5-mifmE—4-Jk-PgEme—2-JLf% . "H NMR (300MHz , DMSO-d6) :68.41 (dd,J=4.8,1.5Hz,
2H) ,7.73 (s, 1H) ,7.48 (s, 2H) ,7.35(dd,J=4.8,1.5Hz, 2H) ;MS (ES") m/z CsHrNaSTH 5 AH -
177.04; SEPME 1781 (HH) o

[0077]  SLERIV. AL SRR &

[0078]  7E0°C [a) Dl T 65 ¥ 4 - AL BE -3 - FE - e -2 L 1 (4mmo1) A4, 6 — 5 —2— HI R g
(8mmo1) 7£1—H FE—-2-Mt g Ll (20mL) H VRS P In NS AL 8 (FEHH 160 % , 10mmol)
I HOB R A SRR FAEO CHEE LN  7E0°C 7K (100mL) 2 2K 2 B, 3 HUKf Jse Bz H
6N HCL IR % % pH =2 K¢ SR BB S A A8 S pH =7, F FLIE R I e SR , H/K (50mL)
Pelk, F HAE R A N T R Yl i iR B EH 44k (20%Et0Ac/CH2Cl2, 2R J5 /25 %
£ 10%MeOH/CHoCl28 1) » LA BB a6 78 , HOWER A H 4 (45-60%6) o

(00791 DUEFFEA ) — AR H HNVR G 1 A5

N7 >\N

ooso] kI o N}E}\C,

| )—NH

N

[0081]  (6-&—2- F FL—mEngE—4-3L) — (5-MEng—4-JE-mEme—2-3L) —f% . 'H NMR (300MHz,
DMS0-d6) :612.15 (s, 1H) ,8.53 (dd,J=4.5,1.5Hz,2H) ,8.18 (s, 1H) ,7.59 (dd,J=4.5,
1.5Hz,2H) ,6.90 (s, 1H) ,2.59 (s, 3H) sMS (ES") m/zC13H10CINsSTHHAE : 303. 03 5 SEME : 304 1
M+H") ©
[0082]  JLIRV ALEW1-4FNT-130 5 K
[0083] K4k & WIE (2mmol) Fl1-Z, FENRIEE (Smmol) £E — FF WP A (2mL) H VR & #04E100°C N
N AEAH B EIR G SRS K (50mL) 78 ik i e £ e, FiZK (10mL) Begk
FHHAE T T T R AR @ A B ET4iih (0.5% 21.5%MeOH/CH2CL2B6 )
PLAS AL S 14 N7 133 B0, FL oK 3 o] 44
[0084]  FEOCFi 6N HCT (10mL) HH i bk [ 44 , 3 HoKG v i 0 . 45um PVDF
Y& o TR L/ () I H 1) 45 R ) 80 R 3 NN A B (40mL) , ¢ HAEO CHEFE 74/ o 18
ik e AR e . TN ER (15mL) B3k, HF HAE 525 F T, DU 218 MUE 9 1-4F17- 1311
R Eh , Hou a4 (90-95%) »
[0085]  [6- (4- 2 FE-WRMRE—1-J%) —2—F - g —4 -k ] - (5-Nk g —4-FL-meme-2—5k) —fie 2h
iR 4h . 'H NMR (400MHz ,DMS0-d6) :611.55 (bs, 1H) ,8.72(d,J=5.6Hz,2H) ,8.61 (s, 1H) ,8.14
(d,J=5.2Hz,2H) ,6.27 (s, 1H) ,4.35(d,J=13.2Hz,2H) ,3.55(d,J=12.0Hz,2H) ,3.45 (t,]
=13.0Hz,2H) ,3.13 (t,J=5.8Hz,2H) ,3.02(q,J=10.0Hz,2H) ,2.50(s,3H) ,1.28(t,]J=
6.8Hz,3H) sMS (ES) m/z CioHaaN7STHARAE : 381 . 175 SLIE - 382. 2 (M+H) &
[0086]  {6-[4- (2-%f— L. 3%) —WRME 1L ] -2 FH - g —4-F& ) — (5-Mh g —4 -k g -2~
) - i (h-&42) - 'H NMR (300MHz , DMSO-d6) : 611.89 (bs, 1H) ,8.73(d,J=6.3Hz,
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2H) ,8.62(s,1H) ,8.15(d,J=5.7Hz,2H) ,6.26 (s, 1H) ,4.95(d,J=47.4Hz,2H) ,4.38 (s, 2H,
HKIg#ES) ,3.70-3.35 (m,6H) ,3.18 (bs,2H) ,2.50 (s, 3H) sMS (ES) m/z CigHaoFN7STH AR
399.16; SLIE : 400. 1 (HH) &

[0087] 2-{4-[2-FH 3&—6— (5-MtmE—4—FL-ngemp—o—FL G L) - ng—4-JL | -RE- -1} -2
ik (th-&43) .'H NMR (400MHz ,DMSO-d6) : 611.03 (s, 1H) ,8.73(d,J=7.2Hz,2H) ,8.63
(s,1H) ,8.15(d,J=7.2Hz,2H) ,6.26 (s,1H) ,4.34(d,J=12.4Hz,2H) ,3.82 (t,J=5.2Hz,
2H) ,3.62(d,J=12.0Hz,2H) ,3.43 (t,J=12.4Hz,2H) ,3.30-3.09 (m,4H) ,2.49 (s, 3H) ;MS
(ES)m/z CigHosN7OSTHHHAE : 397 .17 ; S{E : 398. 1 (M) o

[0088]  [6- (4- — FH LG FL-WRIE—1-3&) —2-FF JE—ms g —4-3L ] — (5 mg—4—JE - me—2o—
) i (k544) .'H NMR (300MHz , DMS0-d6) : 611.07 (s, 1H) ,8.73 (d,J:6.9Hz,
2H) ,8.62(s,1H) ,8.15(d,J=6.9Hz,2H) ,6.25 (s, 1H) ,4.43 (d,J=12.9Hz,2H) ,3.44 (quin,
J=5.2Hz,1H) ,2.94 (t,J=12.5Hz,2H) ,2.69(d,J=4.5Hz,6H) ,2.49 (s,3H) ,2.15(d,J=
10.5Hz,2H) ,1.60(q,J=11.0Hz,2H) ;MS (ES?) m/z CooHosN7Sit 5 4E : 395.19; SLIM{E : 396. 1
M+H") ©

[0089]  [6- (4 FE-WRMRE-1-J%) —2—F - g —4 -k ] - (5-Nk g -3 - JL-mEme -2 5k) —fi 2h
M (tb&47) 'H NMR (400MHz ,DMSO-d6) :611.23 (bs,1H) ,9.15(s,1H) ,8.68(d,J=
5.2Hz,1H) ,8.60(d,J=8.0Hz,1H) ,8.19 (s,1H) ,7.93 (t,J=6.2Hz,1H) ,6.21 (s, 1H) ,4.35
(d,J=14.4Hz,2H) ,3.55(d,J=11.6Hz,2H) ,3.40 (t,J=13.2Hz,2H) ,3.13(t,]J=5.8Hz,
2H) ,3.01(q,J=6.9Hz,2H) ,2.50 (s, 3H) ,1.28 (t,J=6.6Hz,3H) ;MS (ES) m/z Ci9HasN7Si} 5
B :381. 17 SLME : 382.2 (M+H) ©

[0090]  {6-[4- (2-9— & H&) —WRWE—1-FL ] -2 FH k- g —4—JL | — (5—Nk g -3 i —Mgg k-2
) - B R (& 48) o 'H NMR (400MHz , DMSO-d6) :811.80 (bs, 1H) ,9.16 (s, IH) ,8.68(d,
J=5.6Hz,1H) ,8.62(d,J=8.0Hz,1H) ,8.20(s,1H) ,7.95(t,]=6.8Hz,1H) ,6.22 (s, 1H) ,
4.98(d,J=46.8Hz,2H) ,4.34 (bs,2H) ,3.70-3.35 (m,6H) ,3.16 (bs,2H) ,2.49 (s, 3H) ;MS (ES
m/z CioHaoFN7STHAE : 399. 16 ; SEAE : 400. 1 (M+H") .

[0091] 2 {4-[2-H 36— (5Nt hE—3—FE-MEme— 2L JE) —ME g 43 | IR -1 3L} -2
RS (b&479) .'H NMR (400MHz ,DMSO-d6) :811.02 (bs, 1H) ,9.18(s,1H) ,8.69 (s, 1H) ,
8.64(d,J=7.6Hz,1H) ,8.22(s,1H) ,7.96 (d,J=5.2Hz,1H) ,6.25(s,1H) ,4.33(d,J=
11.2Hz,2H) ,3.80 (s, 1H) ,3.60(d,J=11.6Hz,2H) ,3.19(s,2H) ,3.13(s,2H) ,2.48 (s, 3H) ;
MS (ES)m/z CigHaaN7OSTHERAR : 397 . 17 5 SZIMHE - 398. 1 (M+HT) o

[0092]  [6- (4- = HI SRR BE-WRWE -1 —J%) —2— FH Jk—mis g —4 - J ] — (5-Mb mg -3 Jk - k-2
B - e it (b &4710) o'H NMR (400MHz , DMS0-d6) :611.27 (bs,1H) ,9.18 (s,1H> ,8.69
(d,J=5.2Hz,1H) ,8.64 (d,J=8.0Hz, 1H) ,8.23 (s, 1H) ,7.97 (t,J=6.8Hz, 1H) ,6.36 (bs,
1H) ,4.42(d,J=8.8Hz,2H) ,3.43 (bs,1H) ,2.99 (t,J=12.4Hz,2H) ,2.68 (s, 3H) ,2.67 (s,
3H) ,2.55(s,3H) ,2.17(d,J=10.8Hz,2H) ,1.64 (q,J=9.2Hz,2H) ;MS (ES) m/z C20H2sN7Sit
SHAH :395.19; SR : 396. 2 (M+HT) &

[0093]  [6- (42 Fe-NRHa—1-3L) —2— B e g —4-FL ] - (5-NH g -2k —ngeme—o—3:) — e 2k
ik (k& 4711) o'H NMR (300MHz , DMSO-d6) :611.34 (s, 1H) ,8.54 (d,J=4.8Hz,1H) ,8.32
(s,1H) ,8.01-7.96 (m,2H) ,7.40-7.34 (m,1H) ,6.31 (s,1H) ,4.37(d,J=13.2Hz,2H) ,3.62-
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3.38(m,4H) ,3.20-2.90 (m,4H) ,2.47 (s,3H) ,1.26 (t,J="7.4Hz,3H) ;MS (ES") m/z Ci9H2sN7S
TFEAE:381.17; SEIME : 382. 2 (M+H) »

[0094]  [6- (4-ZFE-WRMRE-1-J%) —2— F Jh - g —4 -k ] — (5-M g -5 JL - e -2 5k) —fie 2h
FRE ((k&412) .'H NMR (400MHz ,DMS0-d6) :611.35 (bs, 1H) ,9.20-9.03 (m, 3H) ,8.09 (s,
1H) ,6.28 (s, 1H) ,4.40(s,2H) ,3.56 (d,J=12.4Hz,2H) ,3.44 (d,J=7.4Hz,2H) ,3.13 (bs,
2H) ,3.02(d,J=8.0Hz,2H) ,1.28 (bs,3H) ;MS (ES") m/z CisH2oNsSTHEAH : 382. 17 ; LA
383.3 (M+H") »

[0095]  [6- (4 FE-WRMRE—1-J%) —2— F Jh— s g —4 -k ] — (4-Nik g -3 - JL M me -2 5k) —fi 2h
FRE: (b &413) .'H NMR (400MHz , DMS0-d6) :811.80 (bs, 1H) ,11.54 (bs, 1H) ,9.28 (s, 1H) ,
8.94(d,J=8.4Hz,1H) ,8.84 (d,J=5.2Hz,1H) ,8.15-8.07 (m, 2H) ,6.31 (bs,2H) ,4.35(d,J
=14.0Hz,2H) ,3.55(d,J=12.0Hz,2H) ,3.45 (t,J=13.0Hz,2H) ,3.15-3.07 (m, 2H) ,3.00
(q,J=10.0Hz,2H) ,2.49(s,3H) ,1.27(t,J=7.4Hz,3H) ;MS (ES") m/z C1oHasN7STtH 1H :
381.17;SEMA :382. 1 (M+HH) .

[0096]  JBURV . 4LE W5 FI6I) G RY

[0097]  #£100°C[F 4k &4JE (Immol) Fl4- (2-F% £ KE) —MEh ik (4mmo1) £E — T ¥ — W ¥ (1mL)
HERE PR INANEE LS (10mmol) , F HRHE A W7 E AR FAEL60 CHiHE 107 8 K
JRVAEOC 7K (20mL) H 2K, 3 HLR6N HC1 %% %= pH=2 . A B R S 0 kL R 48 22 pH =7,
I Had i i I R UTiE , F7K (10mL) eIt AR B2 T B ik Rt A b L2
Mratifh (0.5% % 1.5%MeOH/CH2C1286 ) , LAAS 24k & 4061 Ui B il , oK 1 Fu bl 4 .

[0098]  7EO°CAEFEEE T [h) b ik [ 4 7EMeOH (10mL) 9 (1) B3 Fh M 6N HC1 (1mL) « 78 k&
TR KIS IR, 3 E AR A FHE tOH (10mL) A3 o 3 i < e s SE 0T , PR R (10mL) 3%
Ot BRS04, AR MU A Y5-610 Eh iR &, FON B A 14k (45-50%) -

[0099]  [2-HH J—6- (2-NEmk—4—FE- 2 S HE) - g —4 -2 ] - (5-ME g —4—Jk-mgg -2 ) iz
thiz2h (b &45) . 'H NMR (400MHz ,DMS0-d6) :811.61 (s, 1H) ,8.74(d,J=5.2Hz,2H) ,8.64
(s,1H) ,8.17(d,J=5.2Hz,2H) ,6.37 (s, 1H) ,4.72 (s,2H) ,4.00-3.80 (m,4H) ,3.64-3.42 (m,
411) ,3.16 (bs,2H) ,2.59 (s, 3H) ;MS (ES?) m/z Ci9H2oNe02S 15 AH : 398. 15 ; SZI{E : 399. 2 (M+H
9.

[0100]  [2-HH Jk—6- (2-NEMk—4—FE- 2 S HE) - g —4 -2 ] - (5-ME g —3—Jk—mae k-2 ) — iz
R (kb &46) .'H NMR (400MHz , DMS0-d6) :811.51 (bs, 1H) ,9.20 (s, 1H) ,8.71(d,J=
5.6Hz,1H) ,8.66 (d,]=8.4Hz,1H) ,8.24 (s, 1H) ,7.98 (dd,J=8.0,5.6Hz,1H) ,6.35 (s, 1H) ,
4.72(t,J=4.8Hz,2H) ,3.96 (d,]=10.8Hz,2H) ,3.85 (t,J=12.0Hz,2H) ,3.55 (bs,2H) ,
3.47(d,J=12.4Hz,2H) ,3.19 (bs,2H) ,2.59 (s, 3H) ;:MS (ES") m/z Ci9H22Ne02S11 B 1H -
398.15; SLE :399. 1 (M+H) .

[0101] St f51)2 - JHIFLT 3V 14

[0102] 4™~ EAT B 95 DA AE A I FLT 337 4 77 1 X AR 468 S it 451 1 11 % 1) o e 46 & P 47 )
o

[0103] K5 & A5 FLT 33 1 4k 45 Mk (B 3£ Y567-5993) HIGST-FLT3-KD" " fEE YL T &4
pBac—PAKS8-GST-FLT3-KD 5 F FF IR I 75 1 ST EL s 4 i vp 654 o FLT3 B —G 1ol 5E 7£ 96
LR H AE30°C R FEAT 4/ DL AL & 4, B AR R 950ul, (5 DL R 4145 : 75ng GST-
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FLT3-KD"'85 4 .25mM HEPES,pH 7.4.4mM MnCla.10mM MgCl2.2mM DTT.0.02%Triton X-
100.0. Img/m1 4= i H & H L 25uM Her2/IKJEA) 0. 5mM NasVOoF11uM ATP IR & 5, [ &L
IS0 EF—Glo Plusikif (Promega,Madison,WI,USA) , 3F HoEHE & W7E25 CIR E 20
B KA X NIR G T0-nLE AR 2 B O E R e tikh, I HAEWallac
Vector 1420Ztricit#ias (PerkinElmer,Shelton,CT,USA) b il& % ).

[0104] MK T 2 Rk &4. H T =Rk, A& 40111 57 HAK T 100nME TCso0 (e 37 sk 2> —
2 B 0 1) 70 ) R ) AL o

[0105] S {43 « ¥ VEGFR2 Y 14

[0106] L1 AT A 5 LA AE S VEGFR 235 14 5 T %o AR 405 I ik 451 1 i) 46 11 4 A 0 gk A 7 )
R iV A VEGFR2 Y VECFRIF) = Fh F HL Al > —,

[0107] &4 Wil 45 M) B ZHGST-VEGFR2 (3% 3£ V789-V1356) (ESTIR 4l il vh 215 . I
g I 52 75 B A MRAL S P 96 FLAR FR ZE30 C HEAT 1200 8 , e & ARRU 5001 [ b, B AR
2H4y :25mM HEPES pH 7.4.10mM MgClz.4mM MnCl2.0.5mM Na3V04.2mM DTT.0.02%Triton
X100.0.01%BSA.1uM ATP.2uM%G1lu4: Tyrfik.50~100ng 2 VEGFR2 . I & )5 , [ &L
IIANS0R1 ¥ EF-Glo Plusi#l] (Promega,Madison,WI,USA) , 3 IR &1 25 CIR & 2047
Bl BN SO NR A T0-uL A i PR 2 & A s i e b, 3 HAEWallac Vector
14202 F5i01 1208 (PerkinElmer, Shelton,CT,USA) b ill& 5.

[0108]  FEVEGFR2ME H MK T 2 P &9 G W1 910 H P = Rk 2 7 HH A T-30nM
[ 1Cs0fH.

[0109]  SEjitafsl4 - ¥ dlc—Kitig

[0110] 4 R b A7 A 7 LA AE S ] o —K 1 3 12 77 TR X AR 4 S it A7) 1 0] 8 1) 4 2 A6 & b A7l
o

[0111] AL 7ESTOFP IR B - B AN R IX R A H RIAFIN-KuHi s— AR 1L AN Fe—KIT
(7R HET544-V976) A EH , LA Tc—KIT ADPIAEE-GLodlE . c—Ki t—ADPIAE—G 1ol E 7E96
FUR T AE30°C FHEAT 1507041, e & ARFR 91001, 615 40mM Tris pH 7.4.20mM MgClz.2mM
MnCl2<2mM DTT.0.01%BSA.20uM ATP.20uMZE (Glu,Tyr) 4:1/k.0.1mM NasVO4.250ngH B 2H
c—Ki t 25 A AIHE & W B B AL &4 . E25°C , ZE40 73 Bl iR B A5 L T, 38 iIn A5l ADP-
Glo™k 7 (Promega,Madison,WI,USA) Z& 1k [ o7 , SR J5 N 10n 1 f SRS A 3R & 534130
I3 B B RN MR S ) 3001 55 40 R R A2 A8 BE AR E R, I HoAEWal lac
Vector1420Z#n1c 1248 (Perkin—Elmer,Shelton,CT,USA) &% ).

[0112]  JK T Z AL &4 P2k, A EP1-TFI11-12 B8 AR T 100nMf#) TCsofH -
[0113]  SEjitif51)5 A4 A ML ee v 1t

[0114] U N BEAT A 7T LA 40 M 22 FOMT S M A7-37% I 2 (MTSAR R 3— (4, 5 F Fmge -2
HE) -5- (3-FREEFF A LA EL) —2- (4T IR JE) —2H- DU M $4) VU HE 48 S i 9] 1 ol 4% PRV SE A&
VIR S TE

[0115] {5 IfiL 9% 40 e ZAMOLM—13 \MV4: 11 Ffl1Kasumin—118 [ 35 B 45 20 55 75 4 45 5 o o0
(American Type Culture Collection) (ATCC,Manassas,VA,USA) - ANZKHE 18] JFiJREGIST-
T140M &4 H Cosmo Bio Co.,LTD (Tokyo, HA) 7E37°CHI5%COz |, K A H M40 R
WIRAEATTAHLI0% G4 MmE (FBS) . 10U/mlE % & (penicillin) M10g/ml 555 &
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(streptomycin) FJRPMI1640%55 7RI . 4 ffd RGIST-T1/E4M 72 A 10%FBS.0.01 % dE N 75 &
FEWR . 10U/ml 5 8 2 M10g/ml 5% 55 2 O DMEMES 77 3 b 8% 9%

[0116]  GIST882.GIST48FIGIST4304MH i ¥4 7E4EHF £E37 C M5 % CO (K 35 F 4 v 35 95 o
GIST8827E £ 78 4520 % IA2F IfLi7 (FBS) [IRPMI-1640H 1% 7% . GISTASTE ¥ 78 45 20 % IA 2F IfiL i
(FBS) .0.5%Mito.MiEM 787 (serum extender) (BD Bioscience,355006) 1% 2 A4
(¥ (BD Bioscience354123) HIF109H 1% 3% . GIST4307E % 78 A 20 % FBS ) IMDM A 5% 7% .
GIST882.GIST430MIGIST484 i Jonathan A.Fletcheri# 1+ (Wl ZE 2% B% (Harvard
Medical School) ,US) #2ft,

[0117]  MOLM-13.MV4:11FfIKasumin—1IMTS|E

[0118]  “Kr &g A1 X 10" 4/ 100u] /LI % FE — X = Moz A e 96 FL S 72 AR v, F HL
FHYE L N InM & 10uM §5 2 ¥R B M A0 & P Ab B 7 2 /8 o Bl (7 Ce 11 Ti ter 96®
Aqueous One SolutionZH g 4%E M E MTSHE ; Promega,Madison,WI,USA) F-F %€ 4 i
T AE FHFLBOE T (Victor2;Perkin-Elmer,Waltham,MA, USA) W& £E492nmAk (1) ' 25
BE 420 B A AL S AR R T 2 /NS B 38 S MTS I 52 A 5 TCs0fE - L% FGraphPad Prism
AT I E LI EE =K.

[0119]  GIST-T1 MTSIll5E

[0120]  GIST-T1ZHMI L8000 ZH AL /10011 /FLAY 25 FE — X = i R E 96 FLIE Tt

I H A JEFE D 1M A 10uM $i8 18 W B2 B DA A D AL BR T 2/Ni) o B B35 1) Ce 11T ter 96®
Aqueous One SolutiondH i #E%5E I 5E MTSI % ; Promega ,Madison,WI,USA) F Tl & 40 i
B FHFLIROGEE 1T (Victor2;Perkin—Elmer,Waltham,MA,USA) JUl & 7E492nmAb i) 5 %5
B 420 B A R AL S AR TR T 2 /NS B 38 S MTS I 52 i 5 TCs0fE L% FGraphPad Prism
AT I E AL EE =K.

[0121]  GIST882.GIST48FIGIST430 MTSIlI5E

[0122]  CKEGISTYHAE (4X 10" HAFFIERIAL A YIAE  AE3T CHES % COoH , K Ab FE AL )
GIST8S24H My % 77144 /Nt , I HGISTASFNGISTA304H 352 5% 120 /N o 38 i 41w 5 Y. FY
¥ (Clontech,CA,US) i & 1/ >k I 52 40 B 14 58 - fF F Spec traMax M5l FL R 52 40 2%
(Molecular Devices,US) ZE450nmAb &1 Y6 .

[0123] e = (D) 1 GG 50 (4 355 1 B R HM 1l 1¥150 %6 Ak ()3 BE) (L B T F 3K

- Glso (nM)
MOLM-13 MV4:11 Kasumi-1 GIST-T1 GIST430 GIST48 GIST882
[0124] 1 10 13 11 11 3.8 19 5.0
7 62 34 266 53 60 820 20
12 211 132 349 119 ND ND ND

[0125]  ND: Rl

[0126]  HAthsLjE 5 &

[0127] AU B 15 A FF I BT A REAE T BADMEA 21 A 7 SN & o AR U B P A FF I 5 AN REAE TT
DA A AR S SR E B & AR - Rk, B IR DL Ah 5 XA i Fe 8, BT A T
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[R5 N RFHE A — 2R B S A B BLRFALE PR S 461

[0128]  F34b, ARG AT IR HA , AU AN T BENS 7 5 M e A< e W IR BE AR AL, HLAEAS
i 185 A 5 W FR) R A S B R 1R D0 5 AR U AR N DA RE M08 5o AR i W A L 5% A X A2 1
LIS L35 o7 45 il P g B i 0 o TR, At S 7 S B A2 LR BURIZESR P I v v
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