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Description BIX-01294 is an inhibitor of G9a Histone Methyltransferase with an ICso of 1.9 pM.
IC50 & Target IC50: 1.9 yM (G9a Histone Methyltransferase)
BIX-01294 (4.1 pM) treatment of G9anull ES cells results in a further reduction in H3K9me2 levels.
BIX-01294 reduces H3K9me2 at several G9a target genes|[1].
In Vitro BIX-01294 (5 uM) reduces levels of global H3K9 methylation in pronuclear- and 2-cell-stage embryos.

Embryos transiently exposed to BIX-01294 have a reduced ability to establish pregnancy[2].
BIX-01294 (1 pg/mL) causes reduction in the BrdU incorporation of fetal PASMCs. BIX-01294 treatment

decreases the PASMCs migration induced by PDGF[3].

Solvent&Solubility

In Vitro:
DMSO : 2 110 mg/mL (224.20 mM)
H,0 : < 0.1 mg/mL (insoluble)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.0382 mL 10.1908 mL 20.3815 mL
Stock Solutions 5 mM 0.4076 mL 2.0382 mL 4.0763 mL
10 mM 0.2038 mL 1.0191 mL 2.0382 mL
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1B P I IEAER:  10% DMSO—~40% PEG300 —5% Tween-80 — 45% saline

Solubility: = 2.75 mg/mL (5.60 mM); Clear solution
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Solubility: 2 2.75 mg/mL (5.60 mM); Clear solution
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AT IR INEEFRER: 10% DMSO  —~90% corn oil

Solubility: = 2.75 mg/mL (5.60 mM); Clear solution
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Cell Assay

Briefly, fetal PASMCs are plated in 96-well plates and starved for 24 h at 0.1% serum containing medium.
PDGF-BB is added for 24 h at the indicated concentrations in the presence or absence of BIX-01294. BrdU
label solution is added to each well 18 h prior to analysis. Denaturing solution is added to each well for 30
min at room temperature after removing the contents of wells. Then, anti-BrdU antibody is added to each
well and incubated for 1 h and peroxidase goat anti-mouse 1gG HRP conjugate is added in the well for 30
min at room temperature. The absorbance is read at 450-540 nm on a Glomax Multiple Detection System.

3]

Kinase Assay

Test compounds are diluted to 12 pg/mL in 50 mM Tris-HCI pH 8.5 containing 4% DMSO and 10 pL is
dispensed into the wells. Blank and control wells receive only compound buffer. GST-G9a at 10 ug/mL and
SAM at 40 uM are diluted in 50 mM Tris HCI pH 8.5/10 mM DTT and added in a volume of 20 pL. Blank
wells receive Tris/DTT buffer only. The reactions are initiated by the addition of 800 nM H3(1-20)-cysbiotin
substrate in 50 mM Tris pH 8.5 in a volume of 10 pL, and incubated at room temperature for 60 minutes.
The plates are washed 3 times with 100 pL of ish Buffer (50 mM Tris pH 7.4, 150 mM NaCl, 0.05% Tween
20, 0.2% BSA). Next, 50 pL of luoroimmunoassay (FI) Buffer (50 mM Tris HCI pH 7.8, 150 mM NaCl,
0.05% Tween 40, 25 uM DTPA, 0.2% BSA, 0.05% BGG) containing 5 ng a-2X-di-meth H3-K9 and 5 ng
goat anti-rabbit Eu chelate is added to all wells of the plate, and the platei s incubated for an additional hour
at room temperature. The plates are washed 3 times with 100 L of ish Buffer, and 50 pL of Enhancement
Solution is added to each well. Time resolved fluorescence is measured after 45 minutes on a Viewlux
Microplate Imager imaging for 15 seconds with a 354 us window, 400 ps delay, excitation at 360 nm, and

emission at 618 nm. [1]
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