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c-Kit:1.7 nM|PDGFR B :1.6 nM|VEGFR2/KDR: 0.2 nM|VEGFR1/FLT1:0.1 nM|VEGFR2/Flk1:0.18 nM|VEGFR3: 0.1-0.3 nM
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AG-013736,areceptor kinase inhibitor of VEGFRs and, at higher doses, PDGFRs (IC50 = 0.1 nmol/L for VEGFR-1,
0.2 nmol/L for VEGFR-2, 0.1-0.3 nmol/L for VEGFR-3, and 1.6 nmol/L for PDGFR B ; ref. 18), was provided by
Pfizer Global Research and given once daily by gavage in a volume of 0.13 mL. Control animals received 0.5%
carboxymethylcellulose drug carrier. Irradiations were done on nonanesthetized mice using a 137Cs source
operatingat 2.4 Cély/min. Mice were confined to I_plasticjigs with tumor-bearing legs extended through an
opening in the side, allowing local irradiations. Fractionated doses were given in five daily 2 Gy fractions per
week (omitting weekends). For combination treatments, radiotherapy was delivered first,and AG-013736
was given within ~4 h. Mice were sacrificed, and tumors were excised and then quick frozen (using liquid
nitrogen) following 1, 2, or 3 weeks of treatment [3].

Endothelial or tumor cells were starved for 18 h in the presence of either 1% FBS (HUVEC) or 0.1% FBS (tumor
cells). Axitinib was added and cells were incubated for 45 min at 37°Cin the presence of 1 mmol/L Na3VO4.
The appropriate growth factor was added to the cells, and after 5 min, cells were rinsed with cold PBS and
lysedin the lysis buffer and a protease inhibitor cocktail. The lysates were incubated with
immunoprecipitation antibodies for the intended proteins overnight at 4°C. Antibody complexes were
conjugated to protein A beads and supernatants were separated by SDS-PAGE. The Super Signal West Dura kit
was used to detect the chemiluminescent signal [1].
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