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PF-562271 (Haoyuan Chemexpress Co., Ltd.) is dissolved in DMSO and stored, and then diluted with
appropriate media before use[2]. Ewing sarcoma cells are plated in 10-cm dishes, allowed to adhere for 24
hours, and then treated with PF-562271, PD0325901, or Dasatinib. ATP content is measured as a surrogate for
cellnumber using the CellTiter-Glo Luminescent Cell Viability Assay. Luminescence readings are obtained
using the FLUOstar Omega microplate reader. For experiments with small-molecule treatment, 1.25%103
Ewing sarcoma cells are seeded in each well and treated with a range of concentrations.|C50 values are
calculated from ATP measurements obtained after 3 days of treatment using log-transformed, normalized
datain GraphPad Prism 5.0. Cell lines are also treated with compound in 6-cm dishes, trypsinized, and
counted by light microscopy using trypan blue exclusion. For experiments using shRNA-transduced cells,
1.25x%103 cells are seeded per wellinto 384-well plates on day 3 posttransduction. ATP content is measured
on days 3, 6,and 8 posttransduction[2].

PF-562271 is an effective ATP-competitive, reversible inhibitor of FAK(IC50=1.5 nM) and Pyk2 kinase(IC50=13 nM).

Powder:-20°Cfor 3 years | In solvent:-80°C for 1 year
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