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Project Overview

Project Name H11-CAG-LSL-mutant Capn2-
3*flag-P2A-CFP

Project type cas9-ki(H11)

Strain background C57BL/6JGpt
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Knockin strategy
This model will use CRISPR/Cas9 technology to edit. The schematic diagram is as follows:
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Technical routes
➣ According to the customer's requirements and gene information, the mutant Capn2 sequences designed in this strategy was 

provided by the customer, with a 2103 nt CDS of length and coding of 700aa. CFP and Mutant Capn2 CDS with 3xflag were 

expressed by the promoter CAG, Kozak[1] is used to enhance the translation of Capn2.

➣ Before breeding with Cre mice in this model, the expression of intrested gene was turned off. After breeding with Cre mice, 

the Stop element would be deleted to turn on the expression.

➣ H11, located on mouse chromosome 11, is a safe site for foreign gene insertion. The foreign gene integrated into this site 

can be expressed stably and efficiently without destroying the function of endogenous gene[2].

➣ In this project we use CRISPR/Cas9 technology to modify H11 localization. The brief process is as follows: CRISPR/Cas9 

system and donor vector were microinjected into the fertilized eggs of C57BL/6JGpt mice.Fertilized eggs were transplanted to 

obtain positive F0 mice which were confirmed by PCR and sequencing. A stable F1 generation mouse model was obtained by 

mating positive F0 generation mice with C57BL/6JGpt mice.



江苏集萃药康生物科技股份有限公司 GemPharmatech Co., Ltd. 025-5864 1534

Notice
Ø The expression of CFP and Mutant Capn2 gene were turned off before breeding with Cre mice. After breeding with Cre 

mice, both genes could be expressed in specific tissues or cells.

Ø Please confirm the CDS sequence of Capn2 gene, and the CDS needs to be synthesized.

Ø Please confirm the the sequence of linker between Mutant Capn2 and 3xFlag referred to Addgene sequence.

Ø Mutant Capn2-3xFlag and CFP were connected with P2A, and they will be translated together, but can be divided into two 

independent proteins (non-fusion proteins) , and the protein in front of P2A will retain the peptides translated by 2A.

Ø The H11 localization is located on the Chr11. 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.

Ø 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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CFP、linker sequences

ATGGTGAGCAAGGGCGAGGAGCTGTTCACCGGGGTGGTGCCCATCCTGGTCGAGCTGGACGGCGACGTAAACGGCCACAGGTTCAGCGTGTCCGGCGA
GGGCGAGGGCGATGCCACCTACGGCAAGCTGACCCTGAAGTTCATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCTCGTGACCACCCTGA
CCTGGGGCGTGCAGTGCTTCAGCCGCTACCCCGACCACATGAAGCAGCACGACTTCTTCAAGTCCGCCATGCCCGAAGGCTACGTCCAGGAGCGTACC
ATCTTCTTCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACACCCTGGTGAACCGCATCGAGCTGAAGGGCATCGACTT
CAAGGAGGACGGCAACATCCTGGGGCACAAGCTGGAGTACAACTACATCAGCCACAACGTCTATATCACCGCCGACAAGCAGAAGAACGGCATCAAGG
CCCACTTCAAGATCCGCCACAACATCGAGGACGGCAGCGTGCAGCTCGCCGACCACTACCAGCAGAACACCCCCATCGGCGACGGCCCCGTGCTGCTG
CCCGACAACCACTACCTGAGCACCCAGTCCGCCCTGAGCAAAGACCCCAACGAGAAGCGCGATCACATGGTCCTGCTGGAGTTCGTGACCGCCGCCGG
GATCACTCTCGGCATGGACGAGCTGTACAAGTAA

CFP(720bp)

linker（21bp)

This sequence designed in this strategy refers to addgene Plasmid #60942.
https://www.addgene.org/60942/

TGCTCTAGAGGATCCCGGGCT
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Gene information(NCBI)
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Transcript information(Ensembl)
The gene has 5 transcript, the transcript is shown below: 

The mutant Capn2 sequence designed in this strategy was provided by the customer, the detailed sequence were shown below:



江苏集萃药康生物科技股份有限公司 GemPharmatech Co., Ltd. 025-5864 1534

ATGGCGGGCATCGCGATAAAGCTGGCCAAGGACCGCGAAGCGGCCGAGGGGCTGGGGTCGCATGAGAGAGCCATCAAGTACCTCAACCAGGACTACGAGACGCTGCGGAACGAGTGCCTGGAGGCCGGGGCGCTCTTCCAGGATCCTTCCTTC
CCCGCCCTGCCGTCATCCTTGGGCTATAAGGAGTTGGGGCCCTACTCCAGCAAAACTCGGGGCATCGAATGGAAGCGGCCCACGGAGATCTGCGCTGACCCCCAGTTCATTATTGGAGGAGCCACCCGCACAGACATCTGCCAAGGAGCCCTG
GGGGACTGCTGGCTGCTGGCTGCCATCGCCTCCCTCACCTTGAATGAGGAAATCCTGGCTCGGGTTGTGCCTCCAGATCAGAGCTTCCAGGAAAACTATGCAGGCATCTTCCACTTCCAGTTCTGGCAATATGGCGAGTGGGTGGAGGTGGTG
GTGGACGACAGGCTGCCCACTAAGGACGGGGAGCTGCTCTTTGTGCATTCAGCTGAAGGGAGTGAGTTCTGGAGTGCCCTTCTGGAGAAAGCCTATGCCAAGATCAATGGGTGCTATGAAGCACTCTCAGGGGGTGCCACCACGGAAGGCTTT
GAAGACTTCACAGGAGGCATTGCTGAGTGGTATGAGCTGAGGAAGCCTCCTCCCAACTTGTTCAAGATCATCCAGAAGGCTTTGGAGAAAGGTTCTCTGCTTGGCTGCTCTATCGATATCACCAGCGCTGCAGATTCTGAGGCCGTTACGTAC
CAGAAGTTGGTGAAAGGACATGCGTACTCTGTCACCGGAGCCGAGGAGGTTGAAAGTTCAGGAAGCCTGCAGAAATTGATCCGCATCAGGAATCCCTGGGGACAAGTAGAGTGGACCGGGAAGTGGAATGACAATTGCCCCAGCTGGAACACG
GTTGACCCAGAAGTAAGGGCAAATCTAACCGAACGGCAGGAGGACGGAGAATTCTGGATGTCCTTCAGTGACTTCCTGAGACACTACTCTCGCCTGGAGATCTGCAACCTGACCCCGGACACCCTCACCTGTGACTCCTATAAGAAGTGGAAA

CTCACCAAGATGGATGGGAACTGGAGGCGAGGCGCCGCCGCAGGGGGCTGCAGGAATTACCCAAATACCTTCTGGATGAACCCTCAGTACCTAATTAAGCTGGAGGAAGAAGACGAAGATGAGGAGGATGGGGAGAGAGGCTGTACCTTCCT
GGTGGGTCTCATCCAGAAGCACCGGCGACGGCAGAGGAAGATGGGCGAGGACATGCACACCATTGGCTTCGGCATCTATGAGGTTCCAGAGGAGCTAACAGGGCAGACCAACATCCACCTCGGCAAAAACTTTTTCCTCACAACCCGAGCCAG
GGAGCGGTCAGATACCTTCATTAACCTCCGCGAGGTCCTCAACCGCTTCAAGCTGCCCCCGGGAGAGTATGTCCTCGTTCCCTCCACCTTCGAACCCCACAAGGATGGCGATTTCTGCATCCGAGTCTTCTCGGAGAAGAAGGCTGACTACCA
AGCTGTTGATGACGAGATCGAGGCCAACATTGAAGAGATTGACGCCAATGAGGAGGACATTGACGATGGATTCCGAAGGCTCTTTGTTCAGCTGGCTGGAGAGGATGCAGAGATCTCTGCCTTTGAGCTGCAGACCATCTTAAGAAGAGTTCT
AGCCAAACGCCAAGACATCAAGTCAGACGGCTTCAGCATCGAGACCTGTAAGATCATGGTGGACATGCTGGATGAAGATGGGAGTGGCAAGCTTGGCCTGAAGGAGTTCTACATCCTCTGGACGAAGATTCAGAAATACCAAAAAATCTACCG
GGAAATCGATGTGGACAGGTCTGGAACCATGAATTCCTACGAGATGCGGAAAGCACTGGAAGAAGCAGGTTTCAAGCTGCCCTGTCAACTTCATCAAGTCATCGTTGCCCGGTTTGCAGACGACGAGCTAATCATCGACTTTGACAATTTTGT
GCGGTGTTTGGTCCGTCTGGAAACGCTATTCAAGATATTCAAGCAGCTAGACCCTGAGAACACTGGAACGATACAGCTCAACCTTGCTTCGTGGCTGAGTTTTTCAGTACTCTGA

Mutant Capn2 CDS（2103 nt）
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Protein domain
Protein domains for ENSMUSP00000068895.9
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Additional cycles and costs

Additional itmes cycle（month） cost（¥）

Mutant Capn2 CDS 1 3155



If you have any questions, you are welcome to inquire.
Tel: 025-5864 1534


