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Female CD-1 nude mice (weighing 25-28 g) were administered oral doses of 5, 15, 50, and 100 mg/kg (free
base equivalent) of vismodegib hydrochloride salt in 0.5% methylcellulose/0.2% Tween 80 (MCT). Blood
samples (~1 mL)were collected up to 24 hours postdose via cardiac puncture (terminal collection) into
tubes containin% potassium ethylenediaminetetraacetic acid (K2EDTA) anticoagulant. Inmediately on the
collection, the blood was mixed with K2EDTA and stored on ice. Within 30 minutes, blood samples were
centrifuged at approximately 1000 to 1500 x g for 5 minutes at 4°C, and plasma was harvested. The plasma
samples were stored at ?80°C until analysis. Concentrations of vismodegib were determined by LC/MS/MS as
described previously [4].

MDCKII cells were IElated into 24-well plates at adensity of 3 x 10”5 cells per well and were allowed to attach.
The medium was then changed to that containing different drugs (50 » MVP, 50 u Mindomethacin,or 20 1 M
Vismodegib) in DMSO or DMSO alone as control, and nonfluorescent calcein-AM was added to afinal
concentration of 1.0 u Mand incubated at 37°Cfor 2 hours. Cells were then washed twice with Ca2+, Mg2+-
containing Hank's balanced salt solution buffer and lysed by shaking in 0.01% Triton X-100 in PBS buffer for 1
hour at room temperature or overnight at 4°C. The lysate was then transferred into 96-well plates, and the
fluorescence signal caused by the cell-derived calcein was quantified spectrophotometrically with a
SpectraMax M5 Multi-Detection Reader using an excitation wavelength of 495 nm and an emission
wavelength of 515 nm. All manipulations were performed in the dark. All readings are expressed as mean +
SEM normalized to the control[2].

Powder:-20°Cfor 3 years | In solvent:-80°C for 1 year | Shipping with blue ice.
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