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Description

ETP-46464 is an effective mTOR and ATR inhibitor with IC5s of 0.6 and 14 nM, respectively.

IC5¢ & Target

mTOR ATR ATM DNA-PK PI3Ka

06nM(ICsx) | 14nM(ICx) | 545nM (ICs) 36nM (ICx) | 170nM(ICs)

In Vitro

ETP-46464 (ATRI) also inhibits DNA-PK, PI3Ka and ATM with IC50s of 36 nM, 170 nM and 545 nM,
respectively[1]. Platinum-sensitive and -resistant ovarian, endometrial and cervical cancer cell lines are
treated with varying levels of Cisplatin (0-50 pyM) with or without the ETP-46464 (5.0 uM) and/or the
KU55933 (10.0 uM) for 72 h. Single-agent dose response analyses of ETP-46464 and KU55933 in a
subset of cell lines reveal a wide LD50 range of 10.048.7 and 38.3+7.6 uM respectively. Co-treatment
doses are chosen based on these studies and previously published evidence of phospho-Chk1 (Ser345)
and phospho-ATM (Ser1981) inhibition following ionizing radiation exposure and dose response treatments
with ETP-46464 and KU55933. Treatment with ETP-46464 significantly increases the response of Cisplatin
in all cell lines tested, resulting in 52-89% enhancement in activity and are synergistic. The combined
inhibition of ATR and ATM enhances the response of Cisplatin to a level equivalent to that observed using
ETP-46464 alone. These effects are independent of p53 status, and are observed in all gynecologic (GYN)
cancer cells tested. Treatment with ETP-46464, but not KU55933, not only sensitizes these GYN cancer

cell lines to Cisplatin, but also enhances the response of Carboplatin[2].

Solvent&Solubility

In Vitro:
DMSO : 5 mg/mL (10.63 mM; Need ultrasonic)

H,0 : < 0.1 mg/mL (insoluble)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.1253 mL 10.6265 mL 21.2531 mL
Stock Solutions 5mM 0.4251 mL 2.1253 mL 4.2506 mL
10 mM 0.2125 mL 1.0627 mL 2.1253 mL
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Cell Assay

Cells are trypsinized with 0.25% Trypsin-EDTA and counted with 0.4% Trypan Blue using an
automated cell counter and plated in 96-well plates at 5000 cells per well for KLE, HEC1B and HELA
and 10,000 cells per well for OVCAR3, A2780, A2780-CP20 and SIHA. After cells attach and reach
approximately 60% confluency (24-48 h post seeding), media is removed and replaced with fresh
media containing Cisplatin (0, 0.78, 1.56, 3.13, 6.25, 12.5, 25 or 50 uM) or Carboplatin (0, 1.56,
3.13, 6.25, 12.5, 25, 50 or 100 pM) in 0.15% DMSO, 5 uyM ETP-46464, 10 yM KU55933, or a
combination of 5 yM ETP-46464 and 10 uM KU55933 and incubated for 72 h. Final concentrations
of ETP-46464 and KU55933 utilized are based on prior evidence indicating inhibition of ATR and
ATM signaling, respectively. Single-agent dose response analyses of ETP-46464 and KU55933 in a
subset of cell lines revealed a wide LD50 range (10.0+8.7 and 38.3+7.6 uM, respectively). Similarly,
cells are treated with fresh media containing Cisplatin (0, 0.78, 1.56, 3.13, 6.25, 12.5, 25 or 50 uM)
in 0.08% DMSO and 5 yM VE-821. Cell viability is assessed using the MTS CellTiter 96 Aqueous
One Solution Cell Proliferation Assay. After a 2 h incubation at 37°C, absorbance is measured at
490 nm using a microplate spectrophotometer. Three biological replicates are performed for each
cell line where each inhibitor(s)/Cisplatin concentration is assayed in triplicate for each

experiment[2].

Kinase Assay

Compounds (e.g., ETP-46464) and control inhibitors are delivered directly to cell media (100 pL per
well) with a multi-well pipette at a final concentration of 10 uM. Media content is homogenized by
carefully vortexing plates at 500 rpm. Prior to 4-hydroxy-tamoxifen (4-OHT) addition, Compounds
(e.g., ETP-46464 ) are incubated at 37°C for 15 minutes. Next, to induce ATR activity, 4-OHT is
added to all wells and incubated for 60 minutes at 37°C. Finally, cells are fixed with
paraformaldehyde and processed for IF. Every compound (e.g., ETP-46464) is analyzed at least in

three independent experiments[1].
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