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Map4k5 Cas9-KO Strategy
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Project Overview @

Project Name Map4k5
Project type Cas9-KO
Strain background C57BL/6JGpt
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Conditional Knockout strategy @ a

This model will use CRISPR/Cas9 technology to edit the Map4k5 gene. The schematic diagram is as follows:
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Technical routes
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> The Map4k5 gene has 5 transcripts. According to the structure of Map4k5 gene, exon3-exon8 of Map4k5-203
(ENSMUSTO00000110570.7) transcript 1s recommended as the knockout region.The region contains 376bp coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify Map4k5 gene. The brief process is as follows: CRISPR/Cas9
system transcribed in vitro.Cas9 and gRNA were microinjected into the fertilized eggs of C57BL/6JGpt mice.Fertilized eggs w

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
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Notice
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> According to the existing MGI data,Mice homozygous for a null allele are viable and phenotypically normal but show
impaired canonical and noncanonical Wnt signaling in progenitor B lymphocytes. Mice homozygous for a gene trap exhibit

hypoalgesia, increased serum IgG1 and an increased percentage of peripheral blood CD4+ cells.

> Transcript Map4k5-208 IncRNA may not be affected.

> The Map4k5 gene is located on the Chrl2. 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 the gene knockout on gene transcription, RNA splicing and protein translation cannot be predicted at the

existing technology level.
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Map4kS mitogen-activated protein kinase kinase kinase kinase 5 [ Mus musculus (house mouse) ]

Gene |D: 399510, updated on 10-Oct-2019

-~ Summary 2012

Official Symbol Map4k5 provided by MGI
Official Full Name mitogen-activated protein kinase kinase kinase kinase 5 provided by MGI
Primary source MGI:MGI: 1925503
See related Ensembl:ENSMUSGO0000034761
Gene type protein coding
RefSeq status VALIDATED
Organism Mus musculus
Lineage Eukaryota; Metazoa; Chaordata; Craniata; Vertebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha;
Muroidea; Muridae; Murinae; Mus; Mus
Also known as KHS; GCKR; MAPKKKKS5; 4432415E19Rik
Expression Ubiquitous expression in limb E14.5 (RPKM 9.4), bladder adult (RPKM 8.2) and 28 other tissues See more
Orthologs human all

Chromosome 12 - NC_000078.6

[ 69745167 p [eo9ss14l p
Lociioi2o402 Hup4kS o4 GnB316 - LOC11S485012
Calkil1 Gl G030 Atll
Hir6E1 493140 3G20R1K Gl 56
493051 2B01Ri K Sanl

SIHhEEAFLEDRBEBNABELAT GemPharmatech Co., Ltd. 400-9660890



Transcript information (Ensembl) RIS
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The gene has 10 transcripts,all transcripts are shown below:

Name Transcript ID bp  Protein Translation ID Biotype CCDS  UniProt Flags

Map4k5-203 ENSMUSTO00000110570.7 4498 847aa | ENSMUSP00000106199 1 | Protein coding . QEBPM2g | | TSL:5 GENCODE basic APPRIS ALT1
Map4k5-201 ENSMUST00000049239.7 | 4452 | 847aa | ENSMUSP00000047812.7 || Protein coding - E9PX30&' = TSL:1  GENCODE basic APPRIS P5
Map4k5-210 ENSMUST00000171211.7 | 4334 780aa  ENSMUSP00000126006.1 | Protein coding | % | E9QIT3& TSL:2 GENCODE basic
Map4k5-202 ENSMUST00000110567 7 | 4250  828aa  ENSMUSP000001061961 | Protein coding | = | Q8BPM2 & TSL:5 GENCODE basic
Map4k5-205 ENSMUST00000126584 .1 | 4249 No protein = | Retained intron = 7 =k g

Map4k5-206 ENSMUST00000133688.7 1885 No protein - | Retained intron: - | - TS

Map4k5-204 ENSMUST00000124715.7 | 1373  No protein . | Retained intron . H 152

Map4k5-207 ENSMUST00000147451.1 | 874 | No protein s | Retained intron . = TSL:3

Map4k5-209 ENSMUST00000153712.7 4343  No protein - | IncRNA | . | 5 TSL:D

Map4k5-208 ENSMUST00000153550.1 | 463 | No protein - | IncRNA ; & 5l

The strategy is based on the design of Map4k5-203 transcript, The transcription is shown below

< Map4ks-203
protein coding

-l Reverse strand 89.45 kb |
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Regulatory Build

Regulation Legend

Gene Legend
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Protein domain FREMR
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ENSMUSP00000106...
MobiDB lite - = — —
Low complexity (Seg)
Superfamily Protein kinase-like domain superfamily
SMART Protein kinase domain Citron homology (CNH) domain
Pfam Protein kinase domain Citron homology (CNH) domain
PROSITE profiles Protein kinase domain Citron homology (CNH) domain
PROSITE patterns Protein kinase, ATP binding site
PIRSF Mitogen-activated protein (MAP) kinase kinase kinase kinase
PANTHER PTHR24361:SF324

PTHR24361
Gene3D 1.10.510.10
CDbD Cd06646
All sequence SNPs/j... Sequence variants (dbSNP and all other sources)

g / I I [ [ [ [ Il ] [ I

Variant Legend

I stop gained Il frameshift variant

missense variant B splice region variant

I synonymous variant

Scale bar 0 80 160 240 320 400 480 560 640 720 847
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Mouse phenotype description(MGI ) XI5
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Phenotype Overview 0
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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,Mice homozygous for a knock-out allele exhibit decreased response of heart to stress

following transverse aortic constriction.
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If you have any questions, you are welcome to inquire.
Tel: 400-9660890
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