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Exhaustive analyses

of mechanism of plant cell death using fluorobody
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I cloned and expressed genes encoding three factors (cyclophilin D, CycD;
voltage-dependent anion channel, VDAC; cytochrome c, Cytc), which are participated with plant cell death.
To prepare the monoclonal antibodies against these factors, | injected these recombinant proteins. As a
result, I could obtain the monoclonal antibodies, which highly specifically bind to each antigen. Next, I
constructed the gene encoding scFV against these factors, and succeeded in the expression of these genes

in E. coli.

CycD gene, which was cloned in this study, was found to be not involved in cell death, because the
recombinant CycD did not bind to cyclosporine A. Therefore, 1 attempt to clone the genes encoding the
CycD actually mediating cell death in plant and to prepare monoclonal antibody against this CycD. Now I
attempt to construct fluorobody genes by connecting scFV genes with green-fluorescent-protein gene, and
develop genetically engineered plant by introducing the fluorobody.
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Lanel: Molecular protein marker

Lane2: Total protein before IPTG induction

Lane3: Total protein at 4 hr after IPTG induction
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