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Storage:

Biological Description

Description

Targets(I1C50)

In vitro

In vivo

Cell Research

1380288-87-8
C30H42N803 ™S

no data available o

Powder: -20°C for 3 years | In solvent: -80°C for 1 year

Pinometostat (EPZ-5676) is a potent DOT1L histone methyltransferase inhibitor (Ki=80
pM). Pinometostat has antitumor activity and can be used in experiments to study a
variety of leukemia treatments.

Histone Methyltransferase

METHODS: MLL-r and non-MLL-r AML cells were treated with Pinometostat (0.1-10 pM)
for 4-16 days and cell proliferation was detected by flow cytometry.

RESULTS: The MV4-11, MOLM-13 and NOMO-1 cell lines carrying MLL-AF4 or MLL-AF9
fusions showed a dramatic decrease in cell numbers after 8 days of treatment, with 1C50
values below 1 pM. In contrast, the proliferation of U-937 or HL-60 cells, which are all
lacking in MLL-r, was not affected by Pinometostat. Surprisingly, DOTI1L inhibition had
no effect on MLL-AF9-positive THP-1 cells, whereas it significantly reduced the
proliferation of the non-MLL-r OCI-AML3 cell line. [1]

METHODS: Human leukemia cells MV4-11 were treated with Pinometostat (0.06-1000
nM) for 4 days and target protein expression levels were detected by Western Blot.
RESULTS: A concentration-dependent decrease in overall cellular methylated H3K79
levels was observed in MV4-11 expressing MLL-AF4 at increasing concentrations of
Pinometostat. [2]

METHODS: To detect anti-tumor activity in vivo, Pinometostat (50 mg/kg, 2% DMS0+30%
PEG 300+5% Tween80+63% PBS) was injected intraperitoneally into NSG mice bearing
MDA-MB-468 tumors every two days and administered six times.

RESULTS: Pinometostat significantly reduced tumor volume and primary tumor
metastasis within 10 weeks. [3]

EPZ-5676 is dissolved in DMSO. To analyse inhibition of histone methylation in MV4-11
cells following EPZ-5676 treatment, extracted histones (400 ng) are fractionated on a
10-20% Tris HCl gels with Tris-Glycine SDS running buffer under denaturing conditions
and transferred to nitrocellulose filters. Filters are cut into strips and incubated for 1
hour in blocking buffer at room temperature (RT) and then incubated overnight at 4°Cin
blocking buffer. Filters are washed 3 times for 5 minutes with wash buffer (Phosphate
buffered saline (PBS) including 0.01% Tween 20 (PBST)) and incubated with infrared
tagged secondary antibody at RT for 1 hour. Filters are washed in PBST and reprobed for
1 hour at RT with the appropriate total histone antibody control (mouse anti-histone H3
(1:20,000), CST 3638, or mouse anti-histone H4 (1:10,000), CST 2935). Filters are washed
again in PBST and incubated with infrared tagged secondary antibody (IRDye 800Cw
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donkey-anti-mouse IgG (1:20,000), Li-Cor 926-32212) at RT for 1 hour. After a finalish in
PBST, filters are scanned using the Odyssey infared imager (Li-cor). To analyse inhibition
of H3K79 methylation in peripheral blood mononuclear cells (PBMCs) from rats dosed
with EPZ-5676, 20 yL of PBMC whole cell lysate is fractionated on denaturing gels and
analysed by immunoblotting with antibodies to H3K79me2 or total H3. Signal intensities
specific for the H3K79me2 antibody and total histone H3 control antibody are quantified
using Odyssey software. The H3K79me2 signal intensity is normalized by dividing it by
the total histone H3 control signal intensity in the same lane.

Solubility Information

Solubility

Preparing Stock Solutions

TmM
5mM
10 mM
50 mM

Ethanol: 85 mg/mL (151.05 mM),Sonication is recommended.
DMSO0: 60 mg/mL (106.63 mM),Sonication is recommended.
(< 1 mg/mlrefers to the product slightly soluble or insoluble)

1mg 5mg 10mg
1.77717 mL 8.8856 mL 17.7711 mL
0.3554 mL 1.7771 mL 3.5542 mL
0.1777 mL 0.8886 mL 1.7771 mL
0.0355 mL 0.1777 mL 0.3554 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.
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