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Proteomics analysis towards elucidation of the mechanism of action of the antitumor fusicoccin
derivatives using tandem tagged 14-3-3 protein (' Academic Assembly, Institute of Agriculture,
Shinshu Univ.) ORyoma Masuda,' Shota Igaue,' Isao Kii,' Junko Ohkanda'

Fusicoccin (FC) is a diterpene glucoside produced by plant pathogenic fungi. While FC is
inactive, its semisynthetic derivative ISIR-042 exhibits significant cytotoxicity under hypoxic
condition. The mechanism of action is thought to be based on the stabilization of binding of
14-3-3 and phosphoprotein(s), however, the details remain unknown. In this study, we
performed immunoprecipitation of tandemly tagged 14-3-3¢, in which Flag and Strep-Tag 11
tags were consecutively introduced at the N-terminus, followed by proteomics analysis. As a
result, 1,117 proteins were identified as the 14-3-3C-binding proteins in HEK293 cells, and
among then was the 150 kDa "Protein X" containing the consensus motifs suitable for the
formation of ternary complex with ISIR-042. The details of biological evaluation as well as a
hypothetical model of the mode of action will be discussed.
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Fusicoccin A (FC-A) ISIR-042

Fig. Chemical structures of FC and ISIR-042.
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