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Establishment of XYi-method for generation of multiple genes knock-in mice
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For producing multiple genes knock-in mouse, we tried to establish novel ES cell
line and mouse strain carrying suicide and reporter genes on their Y chromosome.
First, we construct gene targeting vector including drug inducible suicide cassette (SRa-promoter and
iCaspase3E gene) and fluorescence reporter cassette (EFl-promoter and EGFP gene). Because Knock-in into Y

chromosome happen with very low frequency, we designed two CRISPR-nickase site in each 5° and
3" homology arm region. These two CRISPR target DNA fragments were inserted in the px335 which carried

U6-gRNA cassette and CBh-Cas9 D10A cassette. Then, these 3 vectors (one targeting vector and two CRISPR
expression vectors) were electroplated into C57BL/6J mouse ES cells. We obtained one ES clone in which
drug inducible suicide and reporter gene were expressed. The KI allele was confirmed by not only PCR but

also Southern blotting.
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