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Project Overview TR
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Project Name Slc12a6-T991 E&T1048E
Project type Cas9-KI(LSL)
Strain background C57BL/6JGpt
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Strategy =275
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This model uses CRISPR/Cas9 technology to edit the Sic/2a6 gene and the schematic diagram is as follow:
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* The mouse Sicl2a6 gene has 8 transcripts.

* This project produced Slc12a6-T991 E&T1048E point mutation on exon22&exon23 of the transcript of Slc/2a6-
201(ENSMUSTO00000028549.13). The 991th and 1048th amino acid will be mutated from T to E.

* In this project, Sic/2a6 gene will be modified by CRISPR/Cas9 technology. The brief process is as follows: CRISPR/Cas9
system and donor were injected into the fertilized eggs of C57BL/6JGpt mice for homologous recombination, and obtained
positive FO mice identified by PCR and sequencing analysis. The stable inheritable positive F1 mice model was obtained

by mating FO mice with C57BL/6JGpt mice.
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» According to the data of MGI,homozygotes for targeted null mutations exhibit locomotor deficits, progressive

neurodegeneration, slow progressive deafness and failure to breed.

» Transcript Slcl2a6-203 may not be affected.

» Mouse Slcl2a6 gene is located on Chr2. Please take the loci in consideration when breeding this mutation mice with other

gene modified strains, if the other gene is also on Chr2, it may be extremely hard to get double gene positive homozygotes.

» The scheme is designed according to the genetic information in the existing database. Due to the complex process of gene

transcription and translation, it cannot be predicted completely at the present technology level.
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Mutation Site %ﬁh"‘?rf

101601 CAACAATGTIG TGGITAACTC TTCCTICIGC CTACTTIGIG TGCIGICIGI CTGIGGCA
GTITGTITACAC ACCAATTGAG AAGGAAGACG GATGAAACAC ACGACAGACA GACACCGT
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101701 A AGACCTTGCT GAGTTCACCT GACCCTIGTIC
T TCIGGAACGA CTICAAGIGGA CIGGGACAAG
101801 TCTGAGGCTG AGGCCTGICA GTGATATAAA GACAGATACT TCCTCCTCCT GITICTITAGT TACTCCAGTA GAACCTACCG TCTTCAGAAC ATTTAAGCAT

]
Before mutation AGACTCCGAC TCCGGACAGT CACTATATTT CTGTCTATGA AGGAGGAGGA CAAAGAATCA ATGAGGTCAT CTTGGATGGC AGAAGTCTTG TAAATTCGTA
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CTCTTTTTCT TATCATTTTT ATTGACACAR ACTGRRAGAG GT
+ E D E E T E T Y @ E K ¥ H M T ¥ T K D K ¥ M A 8 R 8 Q@ K ¥ K 8 M E G

102001 Y
G.

2 E L?

101601 CAACAATGTG TGGTTAACTC TTCCTTCTGC CTACTTTGTG TGCIGICTGT CTGIGGCAG
GITGTTACAC ACCAATTGAG AAGGARAGACG GATGARACAC ACGACAGACA GACACCGTIC
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101701 A AGACCTTIGCT GAGITCACCT GACCCIGIIC
T TCIGGAACGA CTCAAGTIGGA CTGGGACAAG
101801 TCTIGAGGCTG AGGCCTGTCA GTGATATAAA GACAGATACT TCCTCCTCCT GTITICTTAGT TACTCCAGTA GAACCTACCG TCTTCAGAAC ATTTAAGCAT

AGACTCCGAC TCCGGACAGT CACTATATTT CTGICTATGR AGGAGGAGGA CAAAGAATCR ATGAGGICAT CTTGGATGGC AGAAGTICTTIG TAAATTICGTIA
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. 101901 GAGAAAAAGA ATAGTAAAAA TAACTGTGTT TGACTTTCTC CA
After mutation eI TG Manon Mamas m_
1 Gi
102101 AAGTGTGTGC ACTCTCAAGC TTATCCTATG ATACAGTATC CTAGACAGTG GTACATATGT GACTGCCTGA
TTCACACACG TGAGAGTTCG AATAGGATAC TATGTCATAG GATCTGTCAC CATGTATACA CTGACGGACT

The green region is exon22&exon23 of Slc12a6-201, and the yellow region represents the p. T991E&T1048E mutation site.
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CDS of exon22-25
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CDS of exon22-25

CACGACAGTGACATATCTGCCTATACATATGAGCGCACCCTGATGATGGAGCAGAGGTCCCAGATGCTTCGGCATATGCGGC
TGTCCAAAACAGAGCGAGACAGGGAGGCACAGCTGGTGAAAGATCGAAACTCAATGCTACGCTTGACCAGCATTGGCTCT
GATGAGGACGAAGAGACAGAAACGTACCAGGAGAAGGTGCACATGACTTGGACCAAGGATAAATACATGGCATCCCGGGG
GCAAAAGGTCAAGTCAATGGAAGGATTCCAGGACCTACTTAATATGCGTCCGGACCAGTCCAACGTGAGACGGATGCATAC
AGCAGTGAAGCTCAATGAAGTTATAGTCAACAAGTCTCATGAAGCAAAGCTGGTTTTGTTGAATATGCCAGGACCACCCCG
GAACCCTGAAGGTGATGAAAACTACATGGAATTTCTAGAAGTGCTCACTGAGGGATTAGAACGAGTCCTTCTTGTCCGGGG
TGGTGGCAGTGAGGTCATCACCATTTACTCATAA

Mutant CDS of exon22-25

CACGACAGTGACATATCTGCCTATACATATGAGCGCGAGCTGATGATGGAGCAGAGGTCCCAGATGCTTCGGCATATGCGGC
TGTCCAAAACAGAGCGAGACAGGGAGGCACAGCTGGTGAAAGATCGAAACTCAATGCTACGCTTGACCAGCATTGGCTCT
GATGAGGACGAAGAGACAGAAACGTACCAGGAGAAGGTGCACATGGAGTGGACCAAGGATAAATACATGGCATCCCGGG
GGCAAAAGGTCAAGTCAATGGAAGGATTCCAGGACCTACTTAATATGCGTCCGGACCAGTCCAACGTGAGACGGATGCATA
CAGCAGTGAAGCTCAATGAAGTTATAGTCAACAAGTCTCATGAAGCAAAGCTGGTTTTGTTGAATATGCCAGGACCACCCC
GGAACCCTGAAGGTGATGAAAACTACATGGAATTTCTAGAAGTGCTCACTGAGGGATTAGAACGAGTCCTTCTTGTCCGGG
GTGGTGGCAGTGAGGTCATCACCATTTACTCATAA

TI991E&T1048E mutation sites in blue
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Gene name and location (NCBI) TR

Slc12a6 solute carrier family 12, member 6 [ Mus musculus (house mouse) ]
Gene |D: 107723, updated on 25-5ep-2020

-~ Summary

»
. ]

Official Symbol Slc12a6 provided by MGI
Official Full Name solute carrier family 12, member & provided by MGI
Primary source MGIMGI21358960
See related Ensembl ENSMUSG00000027130 Ensembl ENSMUSGO0000096764
Gene type protein coding
RefSeq status VALIDATED
Organism Mus musculus
Lineage Eukaryota, Metazoa, Chordata; Craniata; Vertebrata: Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha; Muroidea; Muridag;
Murinae; Mus; Mus
Also known as ga KCC3; gaxp; 9530023119Rik

Expression Ubiguitous expression in bladder adult (RPKM 21.4), thymus adult (RPKM 18.0) and 28 cther tissues See more
Orthologs human all

Chromosome 2 - NC_000068.8
[112078233 p [112302507

Nutad G390 8 Kutnbll Eme?
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Transcript information (Ensembl) aaiat Bl

The gene has 8 transcripts, and all transcripts are shown below:

Name Transcript ID bp Protein Biotype CCDs UniProt Match Flags
Slc12a6-201 ENSMUST00000028549.13 6105 1150aa | Protein coding CCDS16551%  Q924N4f TSL1 GENCODE basic APPRIS P4
Slc12a6-202  ENSMUST00000053666.7 6060  1099aa | | Protein coding CCDS16552%  Q924N4¢F TSL1 GENCODE basic APPRIS ALT1
Slc12a6-204 ENSMUST000001109918 4556 1128aa | Protein coding - Q3VONS & TSL1 GENCODE basic
SIc12a6-203 ENSMUST00000110987.8 3722 | 946aa || Protein coding - A2ACJOE | TSL1  GENCODE basic
Slc12a6-208 | ENSMUSTO0000156470.1 | 766 | No protein IF'rocessed transcript - - ] b B
Slc12a6-206 ENSMUST000001338401 652  No protein | Processed transcript | ; | - | TSL3
Slc12a6-205 ENSMUST00000132752.1 600 No protein | Processed transcript | " | : | TSL3
SIc12a6-207 ENSMUST00000137896 1 4464 No protein | Retained intron . . TSL 2

The strategy is based on the design of Slc12a6-201 transcript, the transcription is shown below:
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Genomic location distribution
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Mouse phenotype description(MGI1 ) SRS R
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URL link is as follows:
http://www.informatics.jax.org/marker/MGI:2135960
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Click cells to view annotations.

Homozygotes for targeted null mutations exhibit locomotor deficits, progressive neurodegeneration, slow
progressive deafness and failure to breed.
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Description of additional cycles SRS R
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mSilcl2a6 CDS exon22-25

0.5 month 779
order
Mutant mSicl2a6 CDS 0.5 month
exon22-25 order ' 779

The cycle of mSIci12a6 CDS exon22-25 order and Mutant mSIc12a6 CDS exon22-25 order will not be
included in the contract cycle.
If the customer can provide CDS, the cost and cycle of this part can be canceled.

SREMRIS N ERAE) GemPharmatech Co., Ltd. 400-966 0890



If you have any questions, please feel free to contact us.
Tel: 400-966 0890
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