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The biological significance of the ubiquitin (Ub)-proteasome system is clarified in a variety of cellular
processes. We have previously developed the MS-based proteomic technology combined with a multi-step
immunoaffinity purification tag, called MEF tag, to identify functional signaling complexes in large scale
from complex cell extracts. Here we use this procedure and newly designed Ub molecules to effectively
identify ubiquitination sites of signaling proteins. Biochemical and biological studies demonstrate that the
Ub derivative carrying a His tag located between positions 72 and 73 most effectively binds substrate
proteins. In vivo ubiquitination assay suggests that the major ubiquitination site of Trim32 is the Lys
residue in the coiled-coil domain. Furthermore, we find that this ubiquitination is regulated by
cAMP-dependent phosphorylation and subsequent binding with 14-3-3 adaptor proteins. The present
findings constitute the first evidence about the regulatory mechanism of TRIM family proteins (manuscript
in preparation).




