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Structural determination of a multidomain protein consists of inter-domain flexible linkers and weak
intramolecular interactions is an interesting issue but it is often technically difficult. Protein kinase C alpha (PKCa),
a multidomain protein, locates at cytoplasm in an auto-inhibited state by inter domain interactions. When PKCa. is
activated by second messengers, Ca>* and diacylglycerol (DAG), PKCo adopts a large conformation change and localizes at
plasma membrane, and thus phosphorylates cognate substrates. As a first step of obtaining structural information of full
length PKCa., we have prepared each domain. Especially, we have succeeded in preparation of C1A domain using E.
coli expression system. We also investigated the DAG binding site of C1A domain. We plan to reconstitute full
length PKCa by ligation reaction, and will also discuss usage of PRE derived from spin labeling to obtain
long-range distance information.




