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Nt5c2 Cas9-CKO Strategy
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Project Overview @

Project Name Nt5c2
Project type Cas9-CKO
Strain background C57BL/6JGpt
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Conditional Knockout strategy

This model will use CRISPR/Cas9 technology to edit the Nt5c2 gene. The schematic diagram is as follows:
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Technical routes
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> The Nt5c2 gene has 15 transcripts. According to the structure of Nt5c2 gene, exon3 of Nt5c2-203
(ENSMUSTO00000172239.2) transcript is recommended as the knockout region.The region contains 74bp coding sequence.

Knock out the region will result in disruption of protein function.

> In this project we use CRISPR/Cas9 technology to modify Nt5c2 gene. The brief process 1s as follows:CRISPR/Cas9
system and Donor were microinjected into the fertilized eggs of C57BL/6JGpt mice.Fertilized eggs were transplanted to obtain
positive FO mice which were confirmed by PCR and sequencing. A stable F1 generation mouse model was obtained by mating

positive FO generation mice with C57BL/6JGpt mice.

> The flox mice will be knocked out after mating with mice expressing Cre recombinase, resulting in the loss of function of the

target gene 1n specific tissues and cell types.
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> According to the existing MGI data,bone marrow cells with a nucleotide substitution allele used in a
transplantation experiment following tamoxifen-induction produce notchl-induced tumors that are resistant to
6-mercaptopurine chemotherapy.

> Transcript Nt5¢2-205,Nt5¢2-202,Nt5¢2-209,Nt5¢2-212,Nt5c2-215 may not be affected.

> The Nt5c2 gene is located on the Chr19. If the knockout mice are crossed with other mice strains to obtain double gene
positive homozygous mouse offspring, please avoid the two genes on the same chromosome.

> This Strategy is designed based on genetic information in existing databases.Due to the complexity of biological processes,
all risk of loxp insertion on gene transcription, RNA splicing and protein translation cannot be predicted at existing

technological level.
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Gene information (NCBI) EREH

Nt5c2 5'-nucleotidase, cytosolic Il [Mus musculus (house mouse)]

Gene |ID: 76952, updated on 13-Mar-2020
+ Summary EYE]

Official Symbol MNiSc2 provided by MGI
Official Full Name 5'-nuclectidase, cytosolic |l provided byMG1
Primary source MGIMGI217E563
See related EnsemblENSMUSG00000025041
Gene type protein coding
RefSeq status VALIDATED
Organism Mus musculus
Lineage Eukarycta; Metazoa; Chordata;, Craniata; Venebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha;
Murocidea; Muridae; Murinae; Mus; Mus
Also known as 2010002[123Rik, Cnll, Gm9751, Gmp, NtSb, Pnts, cM-II
Expression Ubiguitous expression in whole brain E14.5 (RPKM 17.2), CNS E14 (RFKM 14.7) and 28 other tissuesSee more
Orthologs human all
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Transcript information (Ensembl) SRR
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The gene has 15 transcripts,all transcripts are shown below:

MName Transcript ID bp | Protein Biotype ccDs UniProt Flags

Nt5¢2-205 | ENSMUST000002352341 | 7353 | 5B85aa CCDS50461 | ADA4S4BEX3 GENCODE basic

Nt5¢2-202 | ENSMUSTO00D0168536.8 | 3728 CCD529883 G3viL4 TS5L:1 GENCODE basic APPRIS is a system to annotate alternatively spliced transcripts based on a range of computational methods to identify the most functionally imporant transcript(s) of a gene. APPRIS P1

Nt5¢2-209 | ENSMUSTO0000236501.1 | 3183 Protein coding CCDS529883 Q3v1iL4 GEMCODE basic APPRIS Is a system to annotate alternatively spliced transcripts based on a range of computational methods to identify the most functionally important transcript(s) of a gene. APFRIS P1
N15¢2-203 | ENSMUSTO000001722392 | 3148 Protein coding CCDS550462 ESQSM1 TSL:5 GENCODE basic
Nt5c2-210 | ENSMUST00000236727.1 | 2920 Pro ing - ADA494BBP6

N15¢2-212 | ENSMUSTOD0002369241 | 449 Frotein coding ] ADA494BBMT CDS 3' incomplete
Ni5¢2-215 | ENSMUSTO000023841061 | 362 59aa Protein coding - ADAAS4BBKS CDS 3' incomplete
Nt5c2-211 | ENSMUSTO00000236783.1 | 325 | B7aa Protein coding - ADA494BBIB CDS 3' incomplete
N15¢2-201 | ENSMUSTO00000086961.14 1 3939 | 251aa Monsense mediated decay 5 G3X9J6 TSLS
N15¢2-207 | ENSMUST 000002355961 | 2788 52aa MNonsense mediated decay - ADAA94BAL4

N15¢2-213 | ENSMUSTO00002376351 | 606 G2aa Nonsense mediated decay + ADA494BAL4

N15c2-208 | ENSMUSTO000002359261 | 599 78aa MNonsense mediated decay - ADA494BANZ

Nt5c¢2-204 | ENSMUST00000174731 2 | 1404 | No protein script - - TSLS
Nt5¢2-206 | ENSMUSTO0000235286.1 | 1779 | No protein Retained intron ] <

Nt5¢2-214 | ENSMUSTO0000237658.1 | 635 | No protein Retained intron + &

The strategy is based on the design of Nt5c2-203 transcript,The transcription is shown below

= Nt5e2-203
protein coding

- Reverse strand 127.33 kb |
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Genomic location distribution RXI5 R
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Protein domain L

ENSMUSFOOOOO0130...
MobiDB lite

------------------ HAD-supertamily hydrolase, subtamily IG, 3 -nuclectidase

Superfamily. HAD-like superfami

Pfam. HAD-supertamily hydrolase, subtamily G, 5 -nuclectidase

Sequence vanants (dbSNP and all other sources)

Variant Legend
missense variant
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| synonymous variant
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Mouse phenotype description(MGI ) RIS

Phenotype Overview
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Phenotypes affected by the gene are marked in blue.Data quoted from MGI database(http.//www.informatics.jax.org/).

According to the existing MGI data,Bone marrow cells with a nucleotide substitution allele used in a transplantation

experiment following tamoxifen-induction produce NOTCH1-induced tumors that are resistant to 6-mercaptopurine

chemotherapy.
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If you have any questions, you are welcome to inquire.
Tel: 400-9660890

FRERLA RN F2

GemPharmatech Co.,Ltd




