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Mutations of several lysine residues in the splicing factor SF3b1 gene have been found in various cancer
cells. The purpose of this study is to reveal a role of the lysine residues in pre-mRNA splicing and show
effects of mutations of the lysine residues in a series of the splicing process using NMR analysis.

First, we tried to construct the expression system of the SF3b1 protein from human using the E. coli
system. The synthetic DNA encoding the SF3b1 fragments were cloned into various expression vectors,
and E. coli strain BL21 (DE3) cells were transformed with each of the recombinant plasmid vectors. No
fractions of soluble SF3bl protein were obtained for any vectors. Besides, we used the E. coli-based
cell-free protein synthesis system, and however, rarely observed any expression of the SF3b1 protein. At
present, we are trying to use a different E. coli strain and to optimize growth temperature of the strain for
soluble SF3b1 protein.

In addition, we are trying to investigate interactions among the proteins involved in branch point
recognition, including the SF3bl protein, using NMR methods. We have found a candidate for a
protein-protein interaction partner. In the near feature, we plan to determine a complex structure of the

candidate.




