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Establishment of a precise deletion mutagenesis method using CRISPR/Cpfl to
enable gene therapy
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The objective of this study was to establish a precise deletion mutagenesis
method by using CRISPR-Casl2a (Cpfl) to cleave two locations on a same chromosome. By amplicon
sequencing to double cuts with Casl2a, | found that the percentage of precise deletions tended to be

higher when the two guide RNAs were arranged to join inside a fragment to be deleted. Furthermore,
in order to more easily and quantitatively detect the deletions, | established a digital PCR-based
analysis system and succeeded in quantitatively detecting the deletions in hHPRT1 and dystrophin
genes.
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