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Description

CCT241533 hydrochloride is a potent and selective CHK2 inhibitor with an ICsy of 3 nM and a K; of 1.16

nM.

IC59 & Target

Chk2 Chk1

3 M (ICso) 245 nM (ICso)

In Vitro

CCT241533 hydrochloride inhibits CHK2 with an ICs, of 3 nM and shows minimal cross reactivity against a
panel of kinases at 1 uM. X-ray crystallography confirms that CCT241533 binds to CHK2 in the ATP
pocket. CCT241533 blocks CHK2 activity in human tumor cell lines in response to DNA damage, as
demonstrated by inhibition of CHK2 autophosphorylation at S516, band-shift mobility changes and HDMX
degradation. CCT241533 does not potentiate the cytotoxicity of a selection of genotoxic agents in several
cell lines. However, CCT241533 significantly potentiates the cytotoxicity of two structurally distinct PARP
inhibitors. Clear induction of the pS516 CHK2 signal is seen with a PARP inhibitor alone and this activation
is abolished by CCT241533. The cytotoxicity of CCT241533 in HT-29, HelLa and MCF-7, measured as the
growth inhibitory ICs(Glso) by SRB assay, is 1.7, 2.2 and 5.1 uM, respectively!'l. CCT241533 hydrochloride
is a potent CHK2 inhibitor (IC5,=3 nM), with selectivity (63-fold) over CHK1(IC5=190 nM) and low hERG

inhibition (IC5,=22 M),

Solvent&Solubility

In Vitro:

DMSO : 2100 mg/mL (208.79 mM)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration
Preparing 1 mM 2.0879 mL 10.4397 mL 20.8794 mL
Stock Solutions 5 mM 0.4176 mL 2.0879 mL 4.1759 mL
10 mM 0.2088 mL 1.0440 mL 2.0879 mL
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In Vivo:
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1B K FFEIERER:  10% DMSO—40% PEG300 —5% Tween-80 — 45% saline

Solubility: = 2.5 mg/mL (5.22 mM); Clear solution
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[l BB AR I 50 L Tween-80, REIS); SAR4RERINMA 450 L AEFEAKERZE 1 mL.

2RI IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (5.22 mM); Clear solution

M7 EFFRAS 2 2.5 mg/mL (5.22 mM, TERTEERA) RIS AT

PL 4 mL TAER 1, B 100 pL 25.0 mg/mL {95 DMSO %0 n% 900 uL 20% ¥ SBE-B-CD £
HER AR, IREIA .

AT IR INEEFER: 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (5.22 mM); Clear solution

W7 FATHRAG 2 2.5 mg/mL (5.22 mM, MIRIREARGN) IOMERIETR, )7 SANE T80 e A 7 AR Y
PR

BL1mL TAER 6], B 100 pL 25.0 mg/mL ({74 DMSO f§&iiinE] 900 L Fkiheh, REe84.
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ERBS%:

Cell Assay

HT-29, HeLa and MCF-7 cells are exposed to a fixed concentration (Glsy) of CCT241533 in combination
with increasing concentrations of either PARP inhibitor or cytotoxic drug in a 96 hour SRB assay or 7-10
day colony forming assay. The ability of CCT241533 to enhance cell killing is expressed as a potentiation
index (Pl) which is the ratio of Gls, for the genotoxic or PARP inhibitor alone: Gls, for the genotoxic or
PARP inhibitor in combination with a CHK2 inhibitor. Thus PI>1 indicates potentiation and PI<1 indicates

protectionl'l.
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