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BML-277

Chemical Properties

CAS No. :
Formula:

Molecular Weight:

Storage:

Biological Description

Description

Targets(1C50)

In vitro

Kinase Assay

Cell Research

516480-79-8

363.8

C20H14CIN302 E
Powder: -20°C for 3 years | In solvent: -80°C for 1 year °—©—<\N©)\ '

Actual storage temperature shall be subject to the COA.

BML-277 (C 3742) is a selective checkpoint kinase 2 (Chk2) inhibitor.

Apoptosis,Chk

BML-277 is an ATP-competitive inhibitor of Chk2 that dose dependently protects human
CD4+ and CD8+ T-cells from apoptosis due to ionizing radiation. BML-277 efficiently
rescues both T-cell populations from radiation-induced apoptosis in a dose-dependent
manner with an observed EC50 of 3?7.6 pM. The concentration of BML-277 required for
radioprotection is consistent with the biochemical measurement of chk2 inhibition.
Providing theKm of ATP for Chk2 is determined to be 99 pyM and the Ki for BML-277 is 37
nM, and assuming that the intracellular ATP concentration is 10 mM, a 5 uyM
concentration of BML-277 would be expected to produce 42% inhibition of intracellular
chk2[1].

Activity of inhibitors of chk2 is determined by incubating inhibitory compounds with
recombinant full-length chk2:? 5 nM recombinant human Chk2, 50 mM HEPES (pH 7.4),
100 mM NacCl, 10 mM MgCl2, 25 uM synthetic peptide substrate (biotin-
SGLYRSPSMPENLNRPR, 1 uM ATP, 50 pCi/mL [y-33P] ATP, and a protease inhibitor
mixture. The reaction mixtures are incubated at 37°C for 3 h, and the peptide substrate is
captured on streptavidin conjugated to agarose beads. The agarose beads are washed
repeatedly with a 0.1% solution of Tween-20 in phosphate-buffered saline, pH 7.4.
Enzyme activity at different BML-277 concentrations (6.25, 12.5, 25, 50, 100, and 200 nM)
is determined by measuring the amount of radioactive phosphate bound to the
substrate peptide by scintillation counting. In kinetic experiments ATP concentration is
varied while the ratio between unlabeled and [y-33P] labeled ATP is kept constant.
Reactions are stopped at different time points by addition of 50 mM cold ATP and
samples are kept on ice during further processing[1].

BML-277 is dissolved in DMSO and stored, and then diluted with appropriate medium
before use[1]. To determine the radioprotective effect of Chk2 inhibitors, purified T-cells
are incubated at 100?000 cells per well in BML-277 (102.5 nM, 1 pM, 100.5 yM, 10 uM,
and 101.5 pM) or vehicle (DMSQO) at varying concentrations in 96-well stripwells for 1 h.
Cells are then exposed to a dose of 0 or 10 Gy gamma irradiation from a 137Cs source at
a dose rate of 3.65 Gy/min and then returned to the incubator for a further 24 h. Cells
are stained with Annexin V-FITC and propidium iodide, according to the manufacturers
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protocol. Apoptotic and surviving cells are quantitated with a FACSCalibur FACS
machine. Data are reported as percent recovery-or the number of survivors from
treatment groups minus the number of cells surviving in the irradiated control group
divided by the number of surviving cells in the untreated control groups[1].

Solubility Information

Solubility

In vivo Formulation

Preparing Stock Solutions

TmM
5mM
10 mM
50 mM

DMSO0: 122.5 mg/mL (336.72 mM),Sonication is recommended.
(< 1 mg/ml refers to the product slightly soluble or insoluble)

10% DMS0+90% Corn oil: <10 mg/mL (27.49 mM),Lower concentrations may be soluble,
but exact solubility limit is unknown.

10% DMS0+90% Saline: < 10 mg/mL (27.49 mM),Lower concentrations may be soluble,
but exact solubility limit is unknown.

10% DMS0+90% (20% SBE-B-CD in Saline): < 10 mg/mL (27.49 mM),Lower
concentrations may be soluble, but exact solubility limit is unknown.

10% DMS0O+40% PEG300+5% Tween 80+45% Saline: <10 mg/mL (27.49 mM),Lower

concentrations may be soluble, but exact solubility limit is unknown.

Please add the solvents sequentially, clarifying the solution as much as possible before adding the next one.
Dissolve by heating and/or sonication if necessary. Working solution is recommended to be prepared and
used immediately. The formulation provided above is for reference purposes only. In vivo formulations may
vary and should be modified based on specific experimental conditions.

1mg 5mg 10mg
2.7488 mL 13.7438 mL 27.4876 mL
0.5498 mL 2.7488 mL 5.4975 mL
0.2749 mL 1.3744 mL 2.7488 mL
0.055 mL 0.2749 mL 0.5498 mL

Please select the appropriate solvent to prepare the stock solution, according to the solubility of the product in
different solvents. Please use it as soon as possible.

Note: The dilution table applies only to solid products. For liquid products, please calculate the stock solution based
on the stated concentration and/or density.

Reference

Arienti KL, et al. Checkpoint kinase inhibitors: SAR and radioprotective properties of a series of 2-
arylbenzimidazoles. ] Med Chem. 2005 Mar 24;48(6):1873-85.

Liang J, Niu Z, Zhang B, et al. p53-dependent elimination of aneuploid mitotic offspring by entosis. Cell Death &
Differentiation. 2020: 1-15

Liang J, Niu Z, Zhang B, et al Liang J, Niu Z, Zhang B, et al. p53-dependent elimination of aneuploid mitotic
offspring by entosis. Cell Death & Differentiation. 2020: 1-15.

Liang J, Niu Z, Yu X, et al. Counteracting Genome Instability by p53-dependent Mintosis[]]. bioRxiv. 2020.
Liang J, Niu Z, Zhang B, et al. Liang J, Niu Z, Zhang B, et al. p53-dependent elimination of aneuploid mitotic
offspring by entosis[]]. Cell Death & Differentiation. 2020: 1-15.

Page 2 of 3

www.targetmol.com



A DRUG SCREENING EXPERT

Inhibitor - Natural Compounds - Compound Libraries - Recombinant Proteins
This product is for Research Use Only- Not for Human or Veterinary or Therapeutic Use

Tel:781-999-4286 E_mail:info@targetmol.com  Address:34 Washington Street,Wellesley Hills,MA 02481

Page 3 of 3 www.targetmol.com



