20ug of the lysates were probed with K82, S391 and S529 antibodies. Endogenous K82 was immunoprecipitated from 1mg of lysates with 4ug of Bleed2 antibody for 3hrs at 4oC (shaking platform) and with 10l of Protein G-sepharose beads for 2hrs (inverting platform). The immunoprecipitates were washed 1 time with 1ml of CHAPS-LB w/o beta-mercaptoethanol. The buffer was aspirated till 50l using an empty tube with 50l of water inside as a reference. 30 l of 5X SDS-PAGE sample buffer were added to the beads. The samples were heated at 95oC for 5min. (Total sample volume now = ~80l – 10l of beads). 20 l of the IP (~30%) of the IP were loaded to probe for S391 and S529 and 7 l (~10%) of the IP was loaded to probe for total K82.
