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P4 #R: L-Phenylalanine, 4-[bis(2-chloroethyl)oxidoaMino]-,
(Hydrochloride) (1:2)
FEfR4: PX-478
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Description

PX-478 is an antitumor inhibitor of hypoxia-inducible factor-1a (HIF-1a).

IC5¢ & Target

HIF-1a[1]

In Vitro

PC3 and DU 145 cells express HIF-1a protein are treated with PX-478 for 20 hr under normoxia. PC3 cells
are more sensitive to PX-478 as compared with DU 145 cells. Densitometric analysis shows that the IC50
for HIF-1a inhibition for PC3 cells under normoxic condition is 20-25 uM, whereas the IC50 for HIF-1a
inhibition for the DU 145 cells is 40-50 uM. PC3 and DU 145 cells are treated with different concentrations
of PX-478 (10, 20, 30, 40, 50, and 60 uM) for 18-20 hr under normoxia or hypoxia. Under normoxia, PC3
cells are more sensitive to PX-478 than DU 145 cells. IC50 for clonogenic survival (n=3) is 17 uM for PC3
cells and 35 pM for DU 145 cells. When cells are treated with the drug under hypoxic condition for 18 hr,
the IC50 is 16 uM for PC3 cells and 22 pM for DU 145 cells. Thus DU 145 cells are more sensitive to

PX-478 under hypoxic condition[1].

In Vivo

PX-478 is administered to mice with congenital HO (Nfatc1-Cre/caACVR1"7) every other day starting from
birth for 2 wk. Treated mice have significantly less ectopic bone at the ankle joints compared with mutant

mice treated with vehicle (6.8 mm? vs. 2.2 mm3, P<0.01)2.

Solvent&Solubility

In Vitro:
DMSO : 100 mg/mL (253.73 mM; Need ultrasonic)
H,O : 2 35 mg/mL (88.81 mM)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration
Preparing 1 mM 2.5373 mL 12.6865 mL 25.3730 mL
Stock Solutions 5 mM 0.5075 mL 2.5373 mL 5.0746 mL
10 mM 0.2537 mL 1.2686 mL 2.5373 mL
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Cell Assay

To determine the effect of PX-478 in combination with radiation, cells are treated with PX-478 for 24
hr under normoxic condition, irradiated and plated after 1 hr. Colonies are stained with crystal violet
after 12 days and the colonies of >50 cells are counted. For combination treatments, net survival is

calculated by correcting the toxicity of PX-478 alone. Enhancement factor (EF) is calculated by
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dividing the dose of radiation required to reduce plating efficiency to 10% when cells are treated with
radiation alone by the dose of radiation required to reduce plating efficiency to 10% when cells are

treated with PX-478 and radiation[1].

Animal Administration

Mice[2]

Burn/tenotomy or hybrid HO mice are administered PX-478 (100 mg/kg) or Rapamycin (5 mg/kg) in
PBS solution via intraperitoneal injection. Mice receive injections every other day for the duration of
the study. Nfatc1-Cre/caACVR1fl/wt mice are administered PX-478 (100 mg/kg) every other day for

a total of 2 wk.
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