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We used the CRISPR-Cas9 to generate mice in which a 3x FLAG tag was knocked
in at the 3" end of the Evil locus. The mice were used to perform CUT&RUN-seq to comprehensively
search for downstream targets of Evil. First, CUT&RUN-seq was performed on Lineage-c-kit+Sca-1+
fraction expressing Evil to comprehensively explore downstream targets of EVI1 in a normal
hematopoiesis.

In addition, we retrovirally transfected the bone marrow cells with genes that cause AML with high
expression of EVI1. Secondary transplantation of these cells produced a mouse model of AML with high
expression of EVI1, and genome-wide binding of EVI1 was analyzed with anti-FLAG antibody. The
results were compared using GSEA and other methods. As a result, we obtained several target genes of
Evil, specifically up-regulated in Evil+AML. These genes include EGFL7 and PHACTR1, assumed to be
involved in proliferation signaling. When these genes were silenced in Evil-expressing AML cells,
the proliferation was suppressed.
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