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PLX-4720

Chemical Properties

CAS No. : 918505-84-7
Formula: C17H14CIF2N303S

Molecular Weight: 413.83

Storage:

Powder: -20°C for 3 years | In solvent: -80°C for 1 year
Actual storage temperature shall be subject to the COA.

HaC

Biological Description

Description
Targets(1C50)

In vitro

In vivo

Kinase Assay

PLX-4720 is a potent and selective B-Raf (V600E) inhibitor designed to block the ATP-
binding site of oncogenic B-Raf with IC50 of 13 nM.

Raf

METHODS: 1205Lu and C8161 cells were treated with PLX4720 (0.1, 1, 10 uM, 24 hours)
and stained with Annexin V/FITC and propidium iodide (PI) to analyze cell apoptosis.
RESULTS PLX4720 induced cell cycle arrest and apoptosis in 1205Lu cells in a
concentration-dependent manner. [1]

METHODS: After 8505c, TPC-1 and NT cells were treated with PLX4720 (1uM or 10uM) for
72 hours, bromodeoxyuridine (BrdU, 10uM) was added for 1 hour, followed by cell cycle
analysis, BrdU assay and apoptosis assay.

RESULTS Treatment of 8505c¢ cells with T pM PLX4720 resulted in a >90% reduction in
phosphorylated ERK-1/ERK-2 protein levels after 1 hour; there was no significant
difference in cell proliferation even after 72 hours, whereas treatment of 8505c cells with
10 uM PLX4720 Cells reduced phosphorylated ERK-1/ERK-2 BrdU uptake for 1 hour or 72
hours; in TPC-1 cells, treatment with 1 pM PLX4720 for 1 hour resulted in increased
phosphorylated ERK-1/ERK-2 protein levels ( About 80%); PLX4720 phosphorylated ERK-
1/ERK-2 decreased by about 45% after treatment with 10 yM for 1 hour; both 1 yM and
10 M PLX4720 caused lower cell proliferation; only 10 uM PLX4720 decreased after 72
hours of treatment The migration of TPC-1 cells was inhibited; NT cells treated with 10
UM PLX4720 showed significantly reduced cell proliferation. [3]

METHODS: Nude mice bearing BRAF COLO205 cells (BRAFV600E series mutation) were
treated with PLX4720 (5, 20, 1000 mg/kg, once daily, orally) and tumor growth in the
mice was observed.

RESULTS The lower dose of 5 mg/kg PLX4720 had very limited effect on tumor growth;
20 mg/kg PLX4720 treatment of tumor-bearing mice resulted in a substantial block in
tumor growth; PLX4720 treatment was well tolerated, and increasing the PLX4720 dose
to 1,000 mg/kg resulted in increased plasma levels (up to 600 pM) without any evidence
of adverse reactions. [1]

In vitro Raf kinase activities: The in vitro kinase activities of wild type Raf and mutants
are determined by measuring phosphorylation of biotinylated-MEK protein using
Perkin-Elmer's AlphaScreen Technology. For each enzyme (0.1 ng), 20-puL reactions are
carried out in 20 mM Hepes (pH 7.0), 10 mM MgCl2, 1 mM DTT, 0.01% Tween-20, 100 nM
biotin-

Page 1 of 3

www.targetmol.com



A DRUG SCREENING EXPERT

Kinase Assay

Cell Research

Animal Research

MEK protein, various ATP concentrations, and increasing concentrations of PLX-4720 at
room temperature. Reactions are stopped at 2, 5, 8, 10, 20, and 30 minutes with 5 pL of
a solution containing 20 mM Hepes (pH 7.0), 200 mM NaCl, 80 mM EDTA, and 0.3% BSA.
The stop solution also includes phospho-MEK Antibody, Streptavidin-coated Donor
beads and Protein A Acceptor beads. The antibody and beads are preincubated in stop
solution in the dark at room temperature for 30 minutes. The final dilution of antibody is
1/2,000, and the final concentration of each bead is 10 pg/mL. The assay plates are
incubated at room temperature for one hour then are read on a PerkinElmer AlphaQuest
reader [1].

Cells are treated with various concentrations PLX-4720 for 24, 48, and 72 hours. Cell
proliferation is measured by using the CellTiter-Glo Luminescent Cell Viability Assay or
MTT assay. For cell cycle analysis, supernatant and cells are collected, pelleted, and
fixed with 70% ethanol. Before staining with propidium iodide (10 ug/mL), cells are
incubated for 1 hour at 37 °Cin 0.5 mg/mL RNase | to rid samples of residual RNA
contamination. Samples are then analyzed by using the EPICS XL apparatus. For the
assessment of apoptosis, media and cells are harvested and pelleted before staining
with annexin-FITC and propidium iodide. Samples are subsequently analyzed by using
the EPICS XL apparatus [1].

Female athymic mice (NCr nu/nu) were implanted s.c. on day 0 with 30-60 mg COLO205
tumor fragments. Treatments began on day 11, when the mean estimated tumor mass
was 104 mg (range, 95-113 mg). All animals were dosed with vehicle (5% DMSO, 1%
methylcellulose) or PLX4720 suspended in vehicle by gavage daily for 14 consecutive
days. Tumor burden (mg) was estimated from caliper measurements [1].

Solubility Information

Solubility

In vivo Formulation

Ethanol: < 1 mg/mL (insoluble or slightly soluble),

DMSO: 247 mg/mL (596.86 mM),Sonication is recommended.
H20: <1 mg/mL (insoluble or slightly soluble),

(< 1 mg/mlrefers to the product slightly soluble or insoluble)

10% DMS0+40% PEG300+5% Tween 80+45% Saline: 5 mg/mL (12.08 mM),Sonication is

recommended.

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.
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Preparing Stock Solutions

1mg 5mg 10mg
TmM 2.4165 mL 12.0823 mL 24.1645 mL
5mM 0.4833 mL 2.4165 mL 4.8329 mL
10 mM 0.2476 mL 1.2082 mL 2.4165 mL
50 mM 0.0483 mL 0.2476 mL 0.4833 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.
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