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SU9516 is a potent CDK2 inhibitor, with an ICsy of 22 nM, and also shows inhibitory effects on CDK1 and

Description
CDK4, with ICsgs of 40, 200 nM, respectively.
ICSO & Target CDK2 CDK1 CDK4 PDGFr

22 nM (ICso) 40 nM (ICso) 200 nM (ICs;) | 18000 nM (ICs0)
SU9516 shows slight activities against PKC, p38, PDGFr and EGFR, with IC50 of >10, >10, 18, and >100
uM. SU9516 (5 uM) decreases cdk2-specific Phosphorylation of pRB and inhibits cell cycle progression in
RKO cells. SU9516 (5 pM) also induces apoptosis in RKO and SW480 Cells[1]. SU9516 (5 uM) results in

In Vitro enhanced pRb/E2F complex formation in HT-29 cells. SU9516 enhances presence of E2F species in

multiprotein complexes[2]. SU9516 (5 pM) rapidly induces cytochrome crelease, Bax mitochondrial
translocation, and apoptosis in association with pronounced down-regulation of the antiapoptotic protein
Mcl-1. SU9516 causes down-regulation of Mcl-1 mRNA levels in human leukemia cells. Furthermore,

SU9516 treatment results in a marked increase in reactive oxygen species production[3].

Solvent&Solubility

In Vitro:
DMSO : 2 100 mg/mL (414.51 mM)
H,0 : < 0.1 mg/mL (insoluble)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 4.1451 mL 20.7254 mL 41.4508 mL
Stock Solutions 5mM 0.8290 mL 4.1451 mL 8.2902 mL
10 mM 0.4145 mL 2.0725 mL 4.1451 mL
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1AB KT INEEFAR): - 10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: = 3.25 mg/mL (13.47 mM); Clear solution

M7 R FIRAS 2 3.25 mg/mL (13.47 mM, YR R EN) AOVETE AR .

L1 mL AWML, B 100 pL 32.5 mg/mL [ DMSO i iinE] 400 uL PEG300 1, JR& 5%
Al BB AR I 50 L Tween-80, REI5); SAJRLREEIMA 450 L AL EAKERZE 1 mL.
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235K P IR IR 10% DMSO  —~90% corn oil

Solubility: = 3.25 mg/mL (13.47 mM); Clear solution

W7 FATERAG 2 3.25 mg/mL (13.47 mM, YRIEEAR ) PR, M5 A T sei ML A A LR
S8 .

L1 mL TAER 6], B 100 pL 32.5 mg/mL [93#5% DMSO f§ &% 900 L Fkieh, REe#4.
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Cell Assay

RKO cells and SW480 cells are seeded in replicates (n = 6) in 96-well plates at 1x10* cells/well and
allowed to attach overnight. SU9516 is added in concentrations from 0.05 uM to 50.00 uM for 24 h, the
cells are then washed twice with PBS, and cells are replenished with complete media. The cells are fixed at
0, 4, and 7 days post-drug removal and assayed for protein levels using a modified SRB cytotoxicity assay.
The cells are fixed in 10% trichloroacetic acid for 1 h, washed in distilled H,O, and stained in 0.4%
SRB/acetic acid for 30 min. The cells are then washed in 0.1% acetic acid, solubilized in 10 mM Tris (pH 9),
and analyzed on a Bio-Rad 360 microplate reader at 595 nm. All experiments are repeated at least three

times. [1]

Kinase Assay

Kinase assays are performed in 96-well polypropylene plates. Each reaction contains 2 ug of histone H1 at
a final concentration of 10 pM [-33P]JATP (0.2 pCi/well), 10 mM MgCl,,1mM DTT, 0.01% Triton X-100, and
10% glycerol in a 40 pL volume. The reaction is initiated with the addition of 20 L enzyme (6 ng cdk2/well
resulting in a final concentration of 1.6 nM), which is previously diluted 1:50-1:200 in the same buffer, and
allowed to proceed for 1 h at room temperature. Reaction is stopped by the addition of 0.01 mL 10%
phosphoric acid, and 25 uL of reaction mixture is transferred to P30 phosphocellulose filter mat paper. The
filter mat is washed three times with 1.0% phosphoric acid, air dried, and then counted for radioactivity in a

liquid scintillation counter. [1]
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