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724 %R: OTSSP167 (hydrochloride)
=54 : OTSSP167 hydrochloride
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Description OTSSP167 (hydrochloride) is a highly potent MELK inhibitor with I1Cs; value of 0.41 nM.
IC5¢ & Target IC50: 0.41 nM (MELK)

OTSSP167 inhibits the growth of A549 (lung), T47D (breast), DU4475 (breast), 22Rv1 (prostate) and

In Vitro HT1197 (bladder) cancer cells with ICs, values of 6.7, 4.3, 2.3, 6.0 and 97 nM, respectivelyl'l. OTSSP167
can abrogate the mitotic checkpoint, disrupt MCC and MCC-APC/C interaction in MCF7 cells. OTSSP167
causes GFP-MELK localization to cell cortex in prometaphase cells?. OTSSP167 is a MELK selective
inhibitor, exhibits a strong in vitro activity, conferring an 1Csy of 0.41 nME&l.
OTSSP167 (20 mg/kg, i.v.) results in tumor growth inhibition (TGI) of 73% in xenograft mouse model;

In Vivo OTSSP167 (1, 5, and 10 mg/kg, p.o.) reveals TGl of 51, 91, and 108%, respectively. OTSSP167 (20

mg/kg, p.o.) shows no tumor growth suppressive effect on PC-14 xenografts('l.

Solvent&Solubility

In Vitro:
DMSO : 2 5.6 mg/mL (10.69 mM)
H,0 : 2 mg/mL (3.82 mM; Need ultrasonic and warming)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 1.9088 mL 9.5442 mL 19.0883 mL
Stock Solutions 5mM 0.3818 mL 1.9088 mL 3.8177 mL
10 mM 0.1909 mL 0.9544 mL 1.9088 mL
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VISR I IR ]: 10% DMSO—~40% PEG300 —5% Tween-80 — 45% saline

Solubility: = 3 mg/mL (5.73 mM); Clear solution

M7 RFFRAS 2 3 mg/mL (5.73 mM, LRI REN) AV TE .

PL 1 mL AR, HC 100 L 30.0 mg/mL 7% DMSO fifi & n3 400 uL PEG300 v, R&H5%

Al BB AR I 50 L Tween-80, REIS); SARLkERIMA 450 L ALFEAKERZE 1 mL.

245 KT AR IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 3 mg/mL (5.73 mM); Clear solution
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M7 RTFRAS 2 3 mg/mL (5.73 mM, YRR REN) AOVETE .
BL1mL TAEIEL, B 100 pL 30.0 mg/mL ({35 DMSO fif#NE 900 L 20% [ SBE-B-CD ZE
HEAOKI T, RIS .

AT IR INEEFRE R 10% DMSO  —~90% corn oil

Solubility: 3 mg/mL (5.73 mM); Suspended solution; Need ultrasonic

W7 EATHRAS 3 mg/mL (5.73 mM)¥ 508, Bl nT T IR A

PL 1 mL TAERAH], B 100 uL 30.0 mg/mL (3% DMSO & nE| 900 uL ki, AL,
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ERSE:
In vitro cell viability is measured by the colorimetric assay using Cell Counting Kit-8. Cells are plated
in 100 pL in 96-well plates at a density that generates continual linear growth (A549, 1x103 cells;
Cell Assay T47D, 3x103 cells; DU4475, 4x108 cells; 22Rv1, 6x10° cells; and HT1197, 2x103 cells, in 100 pL

per well). The cells are allowed to adhere overnight before exposure to OTSSP167 for 72 hours at
37°C. Plates are read using a spectrophotometer at a wavelength of 450 nm. All assays are carried

out in triplicate. [1]

MDA-MB-231 cells are injected into the mammary fat pads of NOD.CB17-Prkdcs°“/J mice. A549,
MIAPaCa-2 and PC-14 cells (1x10° cells) are injected subcutaneously in the left flank of female
BALB/cSLC-nu/nu mice. DU145 cells are injected subcutaneously in the left flank of male
BALB/cSLC-nu/nu mice. When MDA-MB-231, A549, DU145, MIAPaCa-2, and PC-14 xenografts

has reached an average volume of 100, 210, 110, 250, and 250 mm?3, respectively, animals are

Animal Administration | randomized into groups of 6 mice (except for PC-14, for which groups of 3 mice are used). For oral

administration, OTSSP167 and other compounds are prepared in a vehicle of 0.5% methylcellulose
and given by oral garbage at the indicated dose and schedule. For intravenous administration,
compounds are formulated in 5% glucose and injected into the tail vein. An administration volume of
10 mL per kg of body weight is used for both administration routes. Tumor volumes are determined

every other day using a caliper. [1]

Kinase Assay

For in vitro kinase assay, MELK recombinant protein (0.4 ug) is mixed with 5 pug of each substrate in
20 L of kinase buffer containing 30 mM Tris-HCI (pH), 10 mM DTT, 40 mM NaF, 10 mM MgCl,, 0.1
mM EGTA with 50 uM cold-ATP and 10 Ci of [y-32PJATP for 30 min at 30°C. The reaction Is

terminated by addition of SDS sample buffer and boiled for 5 min prior to SDS-PAGE. The gel is
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dried and autoradiographed with intensifying screens at room temperature. OTSSP167 (final

concentration of 10 nM) is dissolved in DMSO and added to kinase buffer before the incubation. [1]
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