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Description

WYE-132 (WYE-125132) is a highly potent, ATP-competitive, and specific mTOR kinase inhibitor (ICs: 0.19+0.07

nM; >5,000-fold selective versus PI3Ks). WYE-132 (WYE-125132) inhibits mMTORC1 and mTORC2.

IC5¢ & Target

mTORC1 mTORC2 mTOR PI3Ka PI3Kd hSMG1

0.19nM (ICs50) | 1.179 uM (IC50) | 2.38 uM (IC50) | 1.25 uM (IC50)

In Vitro

WYE-132 (WYE-125132) potently inhibits recombinant mTOR via an ATP-competitive mechanism.
WYE-132 is a potent antiproliferative agent against a panel of cancer cell lines with IC50 values generally
in the nanomolar range. In the typical 3-day dose-response studies, WYE-132 exhibits a more profound
antiproliferative activity than CCI-779 in MDA361 and other cells, as shown by the sharper inhibition at
doses up to 10 uM. Fluorescence-activated cell sorting (FACS) analysis of inhibitor-treated (1 uM, 24
hours) MDA468, PC3MM2, U87MG, A549, and HCT116 cells indicates that WYE-132 elicits a more
profound increase in G1-phase and a reduction in S-phase cells than CCI-779. The WYE-132-induced cell
death is evident at 10 and 30 nM (6.2% and 13%, respectively) and is dose dependent, reaching 47% at 1

M and 59% at 3 uM[1].

In Vivo

A single i.v. administration of 50 mg/kg WYE-132 (WYE-125132) into tumor-bearing mice leads to
suppression of P-S6K(T389) and P-AKT(S473) for at least 8 hours in PC3MM2, MDA361, HCT116, and
HT29 tumors, whereas the steady-state level of P-AKT(T308) is not significantly reduced, indicating that
the antitumor efficacy of WYE-132 under such dosing regimens reflects the suppression of mTOR rather
than PI3K. Oral administration of WYE-132 causes dose-dependent tumor growth delay in the
PI3K/mTOR- and HER2-hyperactive MDA361 tumors with significant antitumor activity at 5 mg/kg, which
correlates with a suppression P-S6 and P-AKT(S473) but not P-AKT(T308). An optimal dose of 50 mg/kg
WYE-132 induces a substantial regression of large MDA361 tumors. WYE-132 also causes a potent and

substantial tumor growth delay in the PTEN-null U87MG glioma[1].

Solvent&Solubility

In Vitro:

DMSO : 25 mg/mL (48.11 mM; Need ultrasonic)

Solvent Mass
1mg 5mg 10 mg
Concentration
Preparing 1mM 1.9246 mL 9.6228 mL 19.2456 mL
Stock Solutions 5 mM 0.3849 mL 1.9246 mL 3.8491 mL
10 mM 0.1925 mL 0.9623 mL 1.9246 mL

AR T TR AN [V ) b R VA P A B A3 E ( T FUMC B R 4 T — ELIC RO, TS 0RAE, IR
SRR R R

fik % T A7 75 SRR -80°C, 6 months; -20°C, 1 month. -80°C 77N, 7L 6 4> H PffiH, -20°C
TEAEI, WEAE 1 A A N .

In Vivo:

T AR 1 1 S B0 S AN £ 2 7 O RIS NI IR T R UL NIRRT RIS St IR In Vitro J7 sUC 1V 75 1) it
W, AR U B 7 -

—— NPRIESEIR A R AT SENE, VT IO AT T DARE A7 250, & A 0RAF s R SRgR o AR, 2t
B, BRI DU AT RoR 1010 20 BOR AR I AR S S 28 b iR B B e BC i A v s
BAUTHE B g,  mT RLads i BoRn sk 7 i O S i




VBT R INERER:  10% DMSO—~40% PEG300 —5% Tween-80 — 45% saline

Solubility: = 2.5 mg/mL (4.81 mM); Clear solutio
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SERS%.
Cell lines of MDA-MB-361, MDA-MB-231, MDA-MB-468, BT549, LNCap, A549, H1975, H157,
H460, US7MG, A498, 786-O, HCT116, MG63, Rat1, HEK293, HeLa and PC3MM2 are used.
Cell Assay MDA361 cells are treated for 3 d with CCI-779 and WYE-132 (0.1 nM, 1 nM, 10 nM,100 nM, 1000

nM 10uM and 100pM). Cell growth assays and ICsy determination are performed. For
immunoblotting, cultured cells are treated as indicated. Total cell lysates are prepared using

NuPAGE lithium dodecyl sulfate sample buffer and immunoblotted with various antibodies[1].

Mice[1]
For mTOR biomarker studies, various tumors (400 mm?) grown s.c. in female nude mice are dosed
by a single i.v. or oral injection with vehicle or WYE-125132 formulated in 5% ethanol, 2% Tween

80, and 5% polyethylene glycol-400. Tumor lysates are prepared and immunoblotted. For efficacy

Animal Administration | studies, nude mice bearing U87MG, MDA361, H1975, A549, A498, or 786-O tumors are staged and

randomized into treatment groups (n=10). Mice are dosed orally with vehicle or WYE-125132
following qd x5 cycle regimen (5 d on, 2 d off) for up to four cycles. Temsirolimus/CCI-779 is
formulated as WYE-132 and dosed i.v. once weekly. Bevacizumab is formulated in PBS and dosed

i.p. via its clinical regimen (200 pg/mouse; once weekly). Tumor growth is monitored and analyzed.
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