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Development of new comprehensive gene-silencing technology by using artificial
chimeric repressor in plant

Mitsuda, Nobutaka
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To determine which region is most effective to suppress expression of target gene
by chimeric repressor, repeated GAL4 binding sequence was inserted into LUC gene. However, it was found
that LUC activity becomes much reduced even without any effector in that case. We therefore decided to
employ CRISPR-Cas9 system for our purpose. We prepared vector that expresses gRNA and mutated CAS9 (D10A
H840A) fused with SRDX which doesn’ t digest DNA. As a test experiment, we designed several gRNAs for the
reporter construct 35S:GAL4UASx5:TATA:LUC, however, we didn’ t see any repression of the reporter when we
expressed these gRNAs and mutated CAS9 fused with SRDX together at least in the level of transient assay.
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