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The cells are serum starved for 20 hours prior to stimulation with sorbitol at a final concentration of 0.4 M for
20 minutes at 37 &deg;C. BIX02189 is added 1.5 hours prior to the addition of sorbitol. The cells are
harvested and lysed in 50 &mu;L RIPA buffer containing Halt protease and phosphate inhibitors at 4 &deg;C
for 5-10 minutes. The lysates are centrifu%ed for 10 minutes at 14,000 rpm and 50 &mu;L lysate is added to
50 &mu;l 2&times; sample buffer and boiled for 4 minutes at 95 &deg;C. Twenty microliters sample is run on
SDS&ndash;PAGE 10% ris-gl¥cine els and transferred to nitrocellulose. Western blotting is done with
appropriate antibodies. (Only for Reference)

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