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Cell viability is assessed by calcein/proFidium iodide uptake. Calcein AMis taken up and cleaved by esterases
present within living cells, yielding yellowish-green fluorescence, whereas Pl is only taken up by dead cells,
which become orange-red fluorescent. In brief, N2A cells are cultured for 2 days in vitro and then treated
with 50 &mu;M LY-294002 in the presence of AR-A014418 or vehicle (DMSO) for 24 h. Subsequently, N2A cells
are incubated for 30 min with 2 &mu;M Pl and 1 &mu;M calcein-AM. The cultures are then rinsed three times
with Hanks' buffered saline solution containing 2 mM CaCl2, and the cells are visualized by fluorescence
microscopy using a Zeiss Axiovert 135 microscope. Three fields (selected at random) are analyzed per well
(&sim;300 cells/field) in at least three different experiments. Cell death is expressed as percentage of PI-
positive cells from the total number of cells. In every experiment, specific cell death is obtained after
subtracting the number of dead cells present in vehicle-treated cultures. (Only for Reference)

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