
Methods for supplemental figures 
 
Chemicals 
EXEL-7592 and EXEL-1075 were synthesized and purified in the Medicinal 

Chemistry Department at Exelixis, Inc.  A 10 mM stock solution was prepared in 

DMSO and diluted in optimal assay buffers or culture medium. 

 
Cell culture 
Cell lines B16F10 cells purchased from the American Type Culture Collection 

(ATCC, Rockville, MD) were maintained and propagated as monolayer cultures 

in Dulbecco’s modified Eagle medium (DMEM, Mediatech, Hendon, VA)  

containing L-glutamine supplemented with 10% heat-inactivated fetal bovine  

serum (FBS, Hyclone, Logan, UT), 100 U/mL penicillin G, 100 µg/mL. Human 

umbilical vein endothelial cells (HUVEC) and primary normal human dermal 

fibroblasts (NHDF) were obtained from Clonetics (Walkersville, MD) and were 

propagated according to the manufacturer’s instructions 
 
Kinase Inhibition Assays  

  Kinase activity and compound inhibition were investigated using a 

Luciferase Coupled Chemiluminescence Assay. The ATP concentrations for 

each assay were proximal to the Km for each respective kinase. The kinase  

assay buffer contains 20 mM Tris-HCl (pH 7.5), 10 mM MgCl2, 3 mM MnCl2, 1  

mM DTT and 0.01% Triton X-100. Dose-response experiments were performed 

using ten different inhibitor concentrations in 384-well microtiter plates. 

Luciferase-Coupled Chemiluminescence Assays were conducted in 384-

well white, medium binding microtiter plates  (Greiner).  In a first step, the 

enzyme and compound were combined and reactions were initiated by addition 

of ATP and peptide substrate (poly(Glu, Tyr) 4:1) in a  final volume of 20 µL, and 

incubated at room temperature for 1-4 h.  Following the kinase reaction, a 20 µL 

aliquot of Kinase Glo (Promega, Madison, WI) was added and the luminescence 
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signal was measured using a Victor plate reader  (Perkin Elmer). Total ATP 

consumption was limited to 50%. 

 

Chemotaxis/migration Assay 
  B16F10 mouse melanoma cells or human umbilical venous endothelial cells 

(HUVEC) (2x105) were seeded onto a 0.5 micron membrane in the upper 

chamber of a 96-well transwell plate (Millipore) in DMEM/0.1% FBS  containing a 

serial dilution of EXEL-7592 or EXEL-1075 compound.  DMEM/0.1% FBS 

containing VEGF (50 ng/ml, R&D systems), or HGF  (50 ng/mL, R&D Systems), 

in the presence of EXEL-7592 or EXEL-1075 was added to the lower chamber.  

Following incubation for 24 h, the media were removed and the cells washed 

once with PBS.  Accutase (ISC BioExpress, Kaysville, UT) was  added to the 

lower chamber and the plate incubated for 30 min in order to detach  the cells 

present on the under side of the membrane.  Following incubation, the entire 

volume of Accutase containing the detached cells was transferred to a V  bottom 

96-well plate and centrifuged for 5 min.  The Accutase enzyme solution was 

removed and the cells resuspended in Hanks buffered salt solution (HBSS). 

Fluorescence emission was measured at 480 nm using an excitation wavelength 

of 520 nm and images were taken with a fluorescent microscope.   

 

Calculation of IC50nM values 
IC50 values were calculated by non-linear regression analysis using the four 

parameter equation:   Y = min + (max - min) / (1 + ([I] / IC50) N)  where Y is the 

observed signal, [I] is the inhibitor concentration, min is the  background signal in 

the absence of enzyme (0% enzyme activity), max is the  signal in the absence 

of inhibitor (100% enzyme activity), IC50 is the inhibitor concentration required 

for 50% enzyme inhibition and N represents the emprirical Hill slope as a 

measure of cooperativity. 

 

 


