Summary of ACE2-KO mice (nbio388)

An entire coding sequence of the Ace2 gene on X chromosome in C57BL/6NCr mice was removed by CRISPR/Cas9 system using
TAKE method [1] with Cas9 proteins (Integrated DNA Technologies (IDT)) and two guide RNAs (gRNAs, IDT) targeting 5°- and 3°-
UTRs of the gene. Positions of guide RNAs, primers, and the removed sequence are shown in Figure 2.

1. Whole-genome sequence of Ace2 gene

The whole mouse Ace2 gene sequence can be retrieved from Ensembl database (https://www.ensembl.org).

2. Guide RNA sequences
¢ Ace2-gRNA-5UTR-#1: TGGATGGGATCTTGGCGCAC /GGG (1903 - 1922)
¢ Ace2-gRNA-3UTR-#1: TTGGCTTCGGTGTGGCATCT /GGG (49195 - 49214)

(PAM sequences are shown after slashes.)

3. Genotyping PCR
a. Primers
U Ace2ko-S1811: TTTTCTTCTCTTCTCAGTGCCC
U Ace2ko-R2049: GACAGGTCTTCAGCTTCCTGAT
U Ace2ko-S49135: GGGTGATATGGTTGGGTAACTG
U Ace2ko-R49423: GGTCTCTACCTGATGTCTGGCT
b.  For detecting wild alleles:
i For detecting the presence of unmodified 5-UTR
Detect 239 bp bands by PCRs with primers Ace2ko-S1811 and Ace2ko-R2049.
ii.  For detecting the presence of unmodified 3'-UTR
Detect 289 bp bands by PCRs with primers Ace2ko-S49135 and Ace2ko-R49423.
c. For detecting targeted alleles
Detect ~320 bp bands by PCRs with primers Ace2ko-S1811 and Ace2ko-R49423.

Figure 1: PCR examples
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1, 4: detecting targeted alleles; 2, 5, detecting unmodified 5-UTR;
3, 6: detecting unmodified 3'-UTR
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Figure 2.

Choromosomal map and guide-RNA targets of Ace2 gene
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