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Molecular Formula: C,H, BrNOS, OH g_
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Molecular Weight: 400.31 v
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Target: Bcl-2 Family; MDM-2/p53; E1/E2/E3 Enzyme ©n
Pathway: Apoptosis; Metabolic Enzyme/Protease S \ Br °
Storage: Powder -20°C  3years 3
4°C  2years %
Insolvent -80°C  2years =
-20°C  1lyear
SOLVENT & SOLUBILITY
In Vitro DMSO : 100 mg/mL (249.81 mM; Need ultrasonic)
Mass
Solvent 1mg 5mg 10 mg
Concentration
Preparing 1mM 2.4981 mL 12.4903 mL 24.9806 mL
Stock Solutions
5mM 0.4996 mL 2.4981 mL 4.9961 mL
10 mM 0.2498 mL 1.2490 mL 2.4981 mL
Please refer to the solubility information to select the appropriate solvent.
In Vivo 1. Add each solvent one by one: 10% DMSO >> 40% PEG300 >> 5% Tween-80 >> 45% saline

Solubility: = 2.5 mg/mL (6.25 mM); Clear solution

2. Add each solvent one by one: 10% DMSO >> 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (6.25 mM); Clear solution

BIOLOGICAL ACTIVITY

BH3I-1 is a Bcl-2 family antagonist, which inhibits the binding of the Bak BH3 peptide to Bcl-xL with a Kj of 2.4+0.2 pM in FP

Description

1C50 & Target

In Vitro

assay. BH3I-1 has a Kq of 5.3 uM against the p53/MDM2 pair.

Bcl-2 Bcl-xL

p53/mDM2
5.3 uM (Kd)

Bak Bim

BH3I-1, while inhibiting its reported target Bcl-2/Bim and Bcl-xL/Bim, shows significant inhibition of both the p53/hDM2 and
p300/Hif-1a interactions. This surprising promiscuity, displays by a well studied compound leads to further interrogate the
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p53/hDM2 interaction utilizing a standard fluorescence polarization (FP) assay with purified protein. The results from the FP
assay validates the split-luciferase screen and demonstrates that BH3I-1 has a K4=5.3 uM against the p53/mDM2 pair, which

is comparable to its low micromolar potency reported for the BH3 family of receptors[2l. BH3I-1 inhibits interaction between
the BH3 domain and Bcl-xL. NMR analyses reveal that BH3I-1 targets the BH3-binding pocket of Bcl-xL with a K; of 7.8+0.9 uM
(3]

MCE has not independently confirmed the accuracy of these methods. They are for reference only.

PROTOCOL

Cell Assay [3 Jurkat cells overexpressing Bcl-xL, FL 5.12 and FL 5.12/Bcl-xL cells (5x10* cells per well) are seeded into white 96-well plates
and treated with various concentrations of the compounds (e.g., BH3I-1; 30 uM and 90 uM)for 48 h. For zZVAD-FMK protection
experiments, cells are preincubated with 100 uM zVAD-FMK for 1 h before the addition of chemicals. Cell viability is
determined with an MTS assay with a Victor plate reader. For Pl staining experiments, cells are grown in 24-well plates and
then incubated with 2 pg/mL PI. Cell death is determined by FACS analysis in a FACSCalibur machinel3!,

MCE has not independently confirmed the accuracy of these methods. They are for reference only.
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Caution: Product has not been fully validated for medical applications. For research use only.
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