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DESC:	Using CRISPR, 11 bp were deleted within exon 22 of Slc12a2. In addition, with the addition of an A>C mutation in the codon that encodes Isoleucine (ATA > ATC), a ClaI site appears. Out of 20 pups produced and genotyped, one was identified with the 11 bp deletion in one allele and a non-end joining mutation in the other allele. The mouse was a functional knockout. The alleles were separated by crossing with C57BL/6J male and the NKCC1-DFX line was backcrossed for >7 generations in C57BL6/J.

WILD-TYPE GENOMIC FRAGMENT:	

001..027	Forward primer: AAGCTCCTTCAGACTTAAGATGGAAGC
150..272	exon 2 (123 bp)
Translation: “SKGPIVPLNVADQKLLEASTQFQKKQGKNTIDVWWLFDDG”
246..268	GGAAGAATACTATAGATGTC TGG	gRNA (positive strand)
395..421	Reverse primer: ACCTACAGCTCTCATGGTGATTCTTAC

1.	AAGCTCCTTC AGACTTAAGA TGGAAGCCAT ATACAGCTAT CTGCATATCA GTATCTGAAT
61.	TTACAAATGC TATGAAATTC TAGGAATATG GTGAAAAGAG ATTTCACATT TACTTCCCTT
121.	ATGTCATAAT TTTTTGCTTA ATTCTTCAGA ATCCAAAGGC CCTATTGTGC CTTTAAATGT
181.	AGCTGACCAA AAGCTTCTTG AAGCTAGCAC ACAGTTTCAG AAAAAACAAG GGAAGAATAC
241.	TATAGATGTC TGGTGGCTTT TTGATGATGG AGGTAAGGCC ATTAATGTAT TTATTTTATA
301.	AAGAATTACT GAAAATGTAA GAATAGTGCT AAGAAATGGC ATGCTTTCTT CCTGTGTTTA
361.	CCCCGTTCAG GTCTCACTAG CATCCTCAAA CAGGGTAAGA ATCACCATGA GAGCTGTAGG
421.	T  

MUTANT GENOMIC FRAGMENT:	

001..027	Forward primer: AAGCTCCTTCAGACTTAAGATGGAAGC
150..261	exon 2 (112 bp)
Translation: “SKGPIVPLNVADQKLLEASTQFQKKQGKNTIDF*”
[bookmark: _GoBack]124..286	163 base repair oligonucleotide (forward strand)
242..247	ClaI site introduced
397..420	Reverse primer: ACCTACAGCTCTCATGGTGATTCTTAC


1.	AAGCTCCTTC AGACTTAAGA TGGAAGCCAT ATACAGCTAT CTGCATATCA GTATCTGAAT
61.	TTACAAATGC TATGAAATTC TAGGAATATG GTGAAAAGAG ATTTCACATT TACTTCCCTT
121.	ATGTCATAAT TTTTTGCTTA ATTCTTCAGA ATCCAAAGGC CCTATTGTGC CTTTAAATGT
181.	AGCTGACCAA AAGCTTCTTG AAGCTAGCAC ACAGTTTCAG AAAAAACAAG GGAAGAATAC
241.	TATCGATTTT TGATGATGGA GGTAAGGCCA TTAATGTATT TATTTTATAA AGAATTACTG
301.	AAAATGTAAG AATAGTGCTA AGAAATGGCA TGCTTTCTTC CTGTGTTTAC CCCGTTCAGG
361.	TCTCACTAGC ATCCTCAAAC AGGGTAAGAA TCACCATGAG AGCTGTAGGT  

[image: ]





image1.tiff
break site

/ PAM

GGG AAG AAT ACT ATA GAN GTC|TGG T
CCC TTC TTA TGA TAT CTA\CAG ACC A
G K N T I

11 bp deleted

Clal \(

AAG AAT ACT‘ATC GAT| TTT TGA TGA

TTC TTA TGA |[TAG CTA|AAA ACT ACT
K N T I D F X X

/ bases

120 bases 40 bases





