Development of a CRISPR-cas12a Gene Editing System to Mutate GFP
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With the high GC content of avGFP, we first performed the in
vitro reaction using a CRISPR/cas9 system due to the
presence of cas9 PAM sites located near the chromophore
sequence. While the total number of successfully modified

allowing for more readily located cas12a PAM sites. The
MEGFP plasmid has a cas9 PAM site near Y66 but the

. o - A specific Cas12a PAM site for fGFP had to be constructed via
site directed mutagenesis [SDM]. As a result of the SDM, a
plasmid sequence verification protocol was also developed
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