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For assessment of cell proliferation and viability in human cell lines, exponentially growing cells are plated,
in triplicate, in 96-well plates in a ?nal volume of 150 mL. Cells are incubated in the presence of 3 &mu;M
(proliferation curve), or increasing concentrations (IC50 determination) of EPZ004777 up to 50 &mu;M. Viable
cellnumber is determined every 3&ndash; 4 days for up to 18 days using the Guava Viacount assay and
analyzed on a Guava EasyCyte Plus instrument according to the manufacturer&rsquo;s protocol. On days of
cell counts, growth mediaand EPZ004777 are replaced and cells split back to a density of 5&times; 104
cells/well. Total cell number is expressed as split-adjusted viable cells per well. For each cell line, IC50 values
are determined from concentration-dependence curves at each time point using Graphpad Prism software.
Experiments to determine 1C50 values continues until IC50 values stabilized (day 18 for THP-1 cells, day 14
for all other cell lines). For assessment of the effect of EPZ004777 treatment on transformed murine
hematopoietic progenitors, cells from two independent transductions for each virus are plated in 24-well
plates at a density of 0.5&ndash; 1&times; 105 cell/wellin 1 mlmediain 24-well plates and exposed to
lncreasing concentrations of EPZ004777 ug to 30 mM. Cells are counted and replated at equal cell numbers in
fresh media with fresh compound every 3&ndash; 4 days. For MTT assays, cells from serial replatings are
harvested on da¥ 10 and plated, in triplicate at 2&times; 104 cells/wellin 100 ml media with the appropriate
concentration of EPZ004777.Cells are incubated for 2.5 da¥s,the exposed to 10 mlL MTT reagent for 3 hr, and
lysed over)night in 100 mL MTT- solubilization buffer (both from Cell Proliferation Kit | [MTT]). (Only for
eference

EPZ004777 is a potent, selective DOT1L inhibitor with IC50 of 0.4 nM.

Powder:-20°Cfor 3 years | In solvent:-80°C for 2 years

For technical support and original validation data for this product please contact This product is exclusively available under
T:027-87531629 E: Proteintech-CN@ptglab.com W: ptgcn.com Proteintech Group brand and is not available

to purchase from any other manufacturer.
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