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Genome editing, to modify target DNA seguences at specific locations, has
been explosively spreading to many species by the development of the CRISPR/Cas9 system. Because
programmable nucleases are usually integrated into the genome in plant species, crossing is
indispensable to obtain transgene-free null segregant lines. However, removal of transgenes requires
over 10 years in coniferous tree species, and genome editing via transgenic techniques is not
practical for tree species. In this study, we established a genome editing method without using
transgenic techniques in Cryotomeria japonica. We tried to use a novel cell penetrating peptide,
polyhistidine peptides, to introduce CRISPR/Cas9 ribonucleoproteins into embryogenic tissues derived
from C. japonica. We succeeded in introducing various proteins into the cells. Also, we succeeded
in introducing CRISPR/Cas9 ribonucleoproteins in the cells, and confirmed the deletion of bases in

the target region due to targeted mutagenesis.
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