1.1.1.1.1 Immunoprecipitation of FLAG-tagged proteins  

The precipitation of FLAG-tagged FBX21 and deletion mutants was carried out with the FLAG Tagged Protein Immunoprecipitation Kit, clone M2, from Sigma. The proteins are retrieved with anti-FLAG M2 Affinity Gel, which is a monoclonal antibody covalently attached to an agarose resin. The FLAG-tagged protein can then be eluted from the resin by competition with FLAG-peptide. The kit contains IP lysis buffer, wash buffer, 3x FLAG peptide, anti-FLAG M2-Agarose Affinity Gel and amino-terminal FLAG-BAP fusion protein. Lysates of two transfected 15 cm dishes (90% confluent) of 293T cells treated with the proteasome inhibitor MG132 (2.2.6.7.2) and an amount of 40 µl resin were used per IP. All centrifugation steps of resin were performed at 8000 x g for 30 seconds at 4°C, whereon the sample was not touched for 2 min so the resin would settle in the tube before the supernatant was removed. Special narrow-end pipets tips for taking off supernatant from resin were prepared by partially closing the opening of regular plastic tips with tweezers. The wash buffer was pre-chilled before use.

Two control reactions were included: A positive control where FLAG-BAP fusion protein diluted in wash buffer was retrieved with FLAG resin and a negative control where beads were incubated with untransfected cell lysate. The resin was first washed twice with 0.5 ml 1x wash buffer, then once with 0.5 ml elution buffer to remove unbound antibody, and finally another three times with 0.5 ml 1x wash buffer. After the last wash step, it was resuspended in IP lysis buffer and added to the cell lysates. For the positive control, the resin was added to 1 ml of wash buffer containing 200 ng FLAG-BAP fusion protein. The samples were rotated at 4°C over night. After protein binding, the supernatant was kept as “depleted lysates” and the resin washed three times with 0.5 ml wash buffer. The proteins were eluted from the resin by incubation with 15 µg 3x FLAG peptide in 100 µl wash buffer for 30 min at 4°C with gentle shaking. The supernatant was removed and stored at    -20°C until further analysis by SDS-PAGE, silver staining, Western Blotting and mass spectrometry. 
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Figure 33:      
Silver stained SDS gel containing 10% of the FLAG-FBX21, FLAG-FBX21ΔF-box and FLAG-FBX21ΔYccV IPs. The three bait proteins as well as SKP1 are clearly visible on the gel.
