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Project Overview TR
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Project Name Clec4f-iCre
Project type Cas9-KI
Strain background C57BL/6JGpt
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Knockin strategy

This model will use CRISPR/Cas9 technology to edit the Clec4f gene. The schematic diagram is as follows:
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Technical routes EERXIEER
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» The Clec4f gene has 2 transcripts.According to the structure of Clec4f gene, Clec4f-201(ENSMUST00000014686.2) is

selected for presentation of the recommended strategy.

» Clec4f-201 gene has 7 exons, with the ATG start codon in exonl and TAG stop codon in exon?7.

» We make Clec4f-IRES-iCre knockin mice via CRISPR/Cas9 system. Cas9 mRNA, sgRNA and donor will be co-

injected into zygotes. sgRNA direct Cas9 endonuclease cleavage near stop coding of Clec4f gene, and create a
DSB(double-strand break). Such breaks will be repaired, and result in IRES-iCre after stop coding of Clec4f gene by

homologous recombination. The pups will be genotyped by PCR, followed by sequence analysis.
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» According to the existing MGI data, mice homozygous for a knock-out allele exhibit impaired [FN-gamma secretion from
Kupffer cells stimulated with alpha-GalCer.

» The Clec4f gene is located on the Chr6. If the knockin 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 gene transcription and

translation processes, all risks cannot be predicted under existing information.
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Gene information (NCBI) E= X 7T
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Clec4f C-type lectin domain family 4, member f [ Mus musculus (house mouse) ]
Gene |D: 51811, updated on 12-Aug-2019

~ Summary

e
]

Official Symbol Clecdf provided by MGI
Official Full Name C-type lectin domain family 4, member f provided by MGI
Primary source MGLEMGI: 1555834
See related EnsemblENSMUSGO0000014542
Gene type protein coding
RefSeq status PROVISIONAL
Organism Mus musculus
Lineage Eukaryota; Metazoa; Chordata; Craniata; Vertebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia;
Myomorpha; Muroidea; Muridae; Murinag; Mus; Mus
Also known as Kclr; D18063; Clecsf13; KUCR_MOUSE
Expression Biased expression in liver E15 (RPKM 25.8), liver adult (RPKM 17.1) and 2 other tissues See more
Orthologs human all

Chromosome 6 - NC_000072.6
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Transcript information (Ensembl) st Bl

The gene has 2 transcripts, and all transcripts are shown below :

Name Transcript ID bp | Protein Biotype CCDS UniProt Flags
Clec4f-201 | ENSMUSTO0000014686.2 | 2471 | 548aa | Protein coding  CCDS20281% AOADR4IZZ5 | T5L:1 GENCODE basic APPRIS P1
T35

Clecdf-202 | ENSMUST00000137647 2| 608 | No protein | | IncRNA . . TSLA

The strategy 1s based on the design of Clec4f-201 transcript,The transcription is shown below
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Genomic location distribution FREREDIR

I 31.65 kb Forward strand e
| 83.64Mb | 83.65Mb | B3.66Mb |
Corltlgs = ACDSDEe49.4 = ACDS0E3T.6
Genes 48— _ e 151
: < Clectf-201
(Comprehensive set... ArclkeiF coding
-f4-f -
< Clecdf-202
[McRMNA
Regulatery Build, i
- B3.64Mb ' B3.65Mb ' B3.66Mb
—al Reverse strand 31.65 kb |
Gene Legend
Protein Coding MNon-Protein Coding
m merged Ensembl/Havana I RMNA gene

Regulation Legend
P Promoter Flank

BRI FR/AS GemPharmatech Co., Ltd. 025-5826 5929




Protein domain
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Sequence varants (dbSNP and all other sources)
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Mouse phenotype description(MGI1 ) EETELT R
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Phenotype Overview §
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Click cells to view annotations.

Phenotypes affected by the gene are marked in blue.Data quoted from MGI
database(http://www.informatics.jax.org/marker/MGI:1859834) .

Mice homozygous for a knock-out allele exhibit impaired IFN-gamma secretion from Kupffer cells stimulated
with alpha-GalCer.
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Coding Sequence of Codon-Optimized iCre Gene ape BlE

ATGGTGCCCAAGAAGAAGAGGAAAGTCTCCAACCTGCTGACTGTGCACCAAAACCTGCCTGCCCTCCCTGTGG
ATGCCACCTCTGATGAAGTCAGGAAGAACCTGATGGACATGTTCAGGGACAGGCAGGCCTTCTCTGAACACAC
CTGGAAGATGCTCCTGTCTGTGTGCAGATCCTGGGCTGCCTGGTGCAAGCTGAACAACAGGAAATGGTTCCCTG
CTGAACCTGAGGATGTGAGGGACTACCTCCTGTACCTGCAAGCCAGAGGCCTGGCTGTGAAGACCATCCAACA
GCACCTGGGCCAGCTCAACATGCTGCACAGGAGATCTGGCCTGCCTCGCCCTTCTGACTCCAATGCTGTGTCCC
TGGTGATGAGGAGAATCAGAAAGGAGAATGTGGATGCTGGGGAGAGAGCCAAGCAGGCCCTGGCCTTTGAAC
GCACTGACTTTGACCAAGTCAGATCCCTGATGGAGAACTCTGACAGATGCCAGGACATCAGGAACCTGGCCTTC
CTGGGCATTGCCTACAACACCCTGCTGCGCATTGCCGAAATTGCCAGAATCAGAGTGAAGGACATCTCCCGCAC
CGATGGTGGGAGAATGCTGATCCACATTGGCAGGACCAAGACCCTGGTGTCCACAGCTGGTGTGGAGAAGGCC
CTGTCCCTGGGGGTTACCAAGCTGGTGGAGAGATGGATCTCTGTGTCTGGTGTGGCTGATGACCCCAACAACTA
CCTGTTCTGCCGGGTCAGAAAGAATGGTGTGGCTGCCCCTTCTGCCACCTCCCAACTGTCCACCCGGGCCCTGG
AAGGGATCTTTGAGGCCACCCACCGCCTGATCTATGGTGCCAAGGATGACTCTGGGCAGAGATACCTGGCCTGG
TCTGGCCACTCTGCCAGAGTGGGTGCTGCCAGGGACATGGCCAGGGCTGGTGTGTCCATCCCTGAAATCATGCA
GGCTGGTGGCTGGACCAATGTGAACATTGTGATGAACTACATCAGAAACCTGGACTCTGAGACTGGGGCCATGG
TGAGGCTGCTCGAGGATGGGGACTGA
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