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Verification of gene-edited pig production method from Japan
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In order to apply the CISPR/Cas3 method to pig cells, we attempted knockout

(KO) of GGTAL and porcine endogenous retrovirus (PERV)-C.

Focusing on exon 9 of GGTAl, we prepared target plasmids and introduced them into pig fibroblast
cells. First, the expression of Gal-epitope was analyzed by FACS, and then nested PCR was performed.
Furthermore, the PCR products of each group were transformed into E. coli, and a large number of
colonies were checked by PCR, Sanger method . The results demonstrated a deletion of 294-754bp was
produced in GGTAl gene.

Next, we focused on PERV-C and attempted to KO it using just the same as the Cas3 method for GGTAL.
However, it was not possible to analyze the deletion of PERV-C in E.coli colonies, because of sit
number of PERV. However, in conclusion, we confirmed the effectiveness and feature of the
CRISPR/Cas3 method in xenotransplantation.

Xenotransplantation

CISPR/Cas3 Knockout GGTA1 PERV-C Xenotransplantation
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