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(57) Abstract: Provided are a genome alteration method and a genome alteration kit that enable alteration of two or more
alleles efficiently and that enable alteration of a relatively large region. This genome alteration method is for altering
two or more alleles in a chromosomal genome, the method comprising: (a) a step for introducing, to cells including said
chromosome, (i) a genome alteration system including a sequence-specific nucleic acid cleaving molecule that targets
a target region of the chromosome genome or a polynucleotide encoding said sequence-specific nucleic acid cleaving
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molecule, and (ii) two or more types of selection marker donor DNA strands having mutually different selection marker
genes (the number of types of the selection marker donor DNA strands is equal to or more than the number of alleles to be
subjected to genome alteration); and (b) a step for selecting the cells on the basis of all the selection marker genes included
in said two or more types of selection marker donor DNA strands.
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