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We evaluated whether a synergistic effect on homologous recombination
efficiency could be obtained by combining the cell cycle-dependent activation of CRISPR using
Anti-CRISPR with the cell cycle-dependent regulation of Cas9 expression itself. The results showed
that cell cycle-dependent expression of Cas9 itself improved homologous recombination efficiency
compared to normal Cas9, but off-target effects occurred at a higher frequency. On the other hand,
the combination with the activation system using Anti-CRISPR further improved the homologous
recombination efficiency and reduced the off-target effects.
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