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Cells are treated with KU-0063794 for 24, 48, and 72 hours, and the medium is changed every 24 hours with
freshly dissolved KU-0063794. For the measurement of cell growth, cells are washed once with PBS, and
fixed in 4% (v/v) paraformaldehyde in PBS for 15 minutes. After washing once with water, the cells are
stained with 0.1% Crystal Violet in 10% ethanol for 20 minutes and washed three times with water. Crystal
Violet is extracted from cells with 0.5 mL of 10% (v/v) ethanoic (acetic) acid for 20 minutes. The eluate is then
diluted 1:10 in water and absorbance at 590 nm is quantified. For the assessment of cell cycle distribution,
cells are harvested by trypsinization, washed once in PBS, and re-suspended in ice-cold aq. 70% (v/v) ethanol.
Cells are washed twice in PBS plus 1% (w/v) BSA and stained for 20 minutes in PBS plus 0.1% (v/v) Triton X-
100 containing 50 g/mL propidium iodide and 50 g/mL RNase A. The DNA content of cells is determined using
a FACSCalibur flow cytometer and CellQuest software. Red fluorescence (585 nm)is acquired on a linear scale,
and pulse width analysis is used to exclude doublets. Cell-cycle distribution is determined using FlowJ]o
software.(Only for Reference)

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