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We developed a novel method, CTRL-Mutagenesis, to induce random and diverse
mutations within target genomic regions. By combining various combinations of sgRNA expression
cassettes and various on-target mutations, we randomly and simultaneously introduced diverse
mutations into target genomic regions and constructed a random mutant ES cell clone library
consisting of 87 clones. CTRL-Mutagenesis, which can randomly introduce not only Indel mutations but

also deletions into a 70 kb target genomic region, is expected to contribute to the functional
analysis of non-coding genomic regions, which has not been achieved by conventional random
mutagenesis methods.
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Construction of random mESC mutant library revealing polygenic miRNAs that regulate spermatogenesis.
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