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Project Overview TR

GemPharmatech

H11-CAG-LSL-mutant Capn2-

Project Name 3*flag-P2A-CFP

Project type cas9-ki(H11)

Strain background CS7BL/6JGpt
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This model will use CRISPR/Cas9 technology to edit. The schematic diagram is as follows:

Donor and CRISPR/Cas9 System CAG promoter,
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Technical routes aac

a tec

> 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!!! is used to enhance the translation of Capn’?.

> 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 genel?l.

> 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 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.
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» 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.

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

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

» 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.

» The H11 localization is located on the Chrl1. 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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CFKP, linker sequences aal
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CFP(720bp)

ATGGTGAGCAAGGGCGAGGAGCTGTTCACCGGGGTGGTGCCCATCCTGGTCGAGCTGGACGGCGACGTAAACGGCCACAGGTTCAGCGTGTCCGGCGA
GGGCGAGGGCGATGCCACCTACGGCAAGCTGACCCTGAAGTTCATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCTCGTGACCACCCTGA
CCTGGGGCGTGCAGTGCTTCAGCCGCTACCCCGACCACATGAAGCAGCACGACTTCTTCAAGTCCGCCATGCCCGAAGGCTACGTCCAGGAGCGTACC
ATCTTCTTCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACACCCTGGTGAACCGCATCGAGCTGAAGGGCATCGACTT
CAAGGAGGACGGCAACATCCTGGGGCACAAGCTGGAGTACAACTACATCAGCCACAACGTCTATATCACCGCCGACAAGCAGAAGAACGGCATCAAGG
CCCACTTCAAGATCCGCCACAACATCGAGGACGGCAGCGTGCAGCTCGCCGACCACTACCAGCAGAACACCCCCATCGGCGACGGCCCCGTGCTGCTG
CCCGACAACCACTACCTGAGCACCCAGTCCGCCCTGAGCAAAGACCCCAACGAGAAGCGCGATCACATGGTCCTGCTGGAGTTCGTGACCGCCGCCGG
GATCACTCTCGGCATGGACGAGCTGTACAAGTAA

L
llnker (Zlbp) gacc-;la;cic;Lg?chL?LL\CEcag : tg ctecta g gg ate ggg tg cta gallccatg:;

ctggaa:agagaaccgagacaaagag:cazg cgaga t tccta ggg g tg tgttt tggta
-5 5

TGCTCTAGAGGATCCCGOGGCT M et b b i s e

3xFLAG

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

IHEZEHREVRF D ERAE GemPharmatech Co., Ltd. 025-5864 1534



Gene information(NCBI)
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Capn2 calpain 2 [ Mus musculus (house mouse) ] 4, Download Datasets
Gene ID; 12334, updated on 23-Jun-2021
“ Summary A2

Official 3ymbol
Official Full Name
Primary source
See related

Gene type
RefSeq status
Organism
Lineage

Also known as
Expression
Orthologs

Capn2 provided by MGI

calpain 2 provided by MGI

MGIMGI.88264

EnsembllENSMUSG00000026509

protein coding

VALIDATED

Mus musculus

Eukaryota; Metazoa; Chordata; Craniata; Vertebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha; Muroidea; Muridae;
Murinae; Mus; Mus

Ca; Cap; m-c; Capa2; CALPS0; Capa-2; Al326419; m-calpin; m-calpain

Ubiguitous expression in bladder adult (RPKM 35.3), subcutaneous fat pad adult (RPKM 29.4) and 27 other tissues See more
human all

Chromosome 1 - NC_000067.7

[ 152219310 p [ 182392046 b
5706 Cupnd 4 6081
Trp53bp2 Bm37885 GmB197
Gndb248
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Transcript information(Ensembl) FERISR

GemPharmatech

The gene has 5 transcript, the transcript is shown below:

Name Transcript ID bp Protein Biotype CCDSs UniProt Match 4 Flags
Capn2-201  ENSMUSTO00000068505.10 | 3225  700aa | Protein coding  CCDS35813#° 008529 GENCODE basic APPRISP1 TsL:1
Capn2-203  ENSMUST00000192483.2 | 3017 | No protein | | Retained intron - - TSL:1
Capn2-202 ENSMUSTO000001922306 @ 2366 No protein || Retained intron - = TSL:1
Capn2-205 ENSMUSTO00000194961.2 @ 728 @ No protein | | Retained intron - - TSL:1
Capn2-204 ENSMUST000001949406 | 580 | No protein | | Retained intron - - 1513

The mutant Capn?2 sequence designed in this strategy was provided by the customer, the detailed sequence were shown below:
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Mutant Capn2 CDS (2103 nt)

~
g}

A
=

>l
)
:-:m

GemP

ATGGCGGGCATCGCGATAAAGCTGGCCAAGGACCGCGAAGCGGCCGAGGGGCTGGGGTCGCATGAGAGAGCCATCAAGTACCTCAACCAGGACTACGAGACGCTGCGGAACGAGTGCCTGGAGGCCGGGGCGCTCTTCCAGGATCCTTCCTTC
CCCGCCCTGCCGTCATCCTTGGGCTATAAGGAGTTGGGGCCCTACTCCAGCAAAACTCGGGGCATCGAATGGAAGCGGCCCACGGAGATCTGCGCTGACCCCCAGTTCATTATTGGAGGAGCCACCCGCACAGACATCTGCCAAGGAGCCCTG
GGGGACTGCTGGCTGCTGGCTGCCATCGCCTCCCTCACCTTGAATGAGGAAATCCTGGCTCGGGTTGTGCCTCCAGATCAGAGCTTCCAGGAAAACTATGCAGGCATCTTCCACTTCCAGTTCTGGCAATATGGCGAGTGGGTGGAGGTGGTG
GTGGACGACAGGCTGCCCACTAAGGACGGGGAGCTGCTCTTTGTGCATTCAGCTGAAGGGAGTGAGTTCTGGAGTGCCCTTCTGGAGAAAGCCTATGCCAAGATCAATGGGTGCTATGAAGCACTCTCAGGGGGTGCCACCACGGAAGGCTTT
GAAGACTTCACAGGAGGCATTGCTGAGTGGTATGAGCTGAGGAAGCCTCCTCCCAACTTGTTCAAGATCATCCAGAAGGCTTTGGAGAAAGGTTCTCTGCTTGGCTGCTCTATCGATATCACCAGCGCTGCAGATTCTGAGGCCGTTACGTAC
CAGAAGTTGGTGAAAGGACATGCGTACTCTGTCACCGGAGCCGAGGAGGTTGAAAGTTCAGGAAGCCTGCAGAAATTGATCCGCATCAGGAATCCCTGGGGACAAGTAGAGTGGACCGGGAAGTGGAATGACAATTGCCCCAGCTGGAACACG
GTTGACCCAGAAGTAAGGGCAAATCTAACCGAACGGCAGGAGGACGGAGAATTCTGGATGTCCTTCAGTGACTTCCTGAGACACTACTCTCGCCTGGAGATCTGCAACCTGACCCCGGACACCCTCACCTGTGACTCCTATAAGAAGTGGAAA

CTCACCAAGATGGATGGGAACTGGAGGCGAGGCGCCGCCGCAGGGGGCTGCAGGAATTACCCAAATACCTTCTGGATGAACCCTCAGTACCTAATTAAGCTGGAGGAAGAAGACGAAGATGAGGAGGATGGGGAGAGAGGCTGTACCTTCCT
GGTGGGTCTCATCCAGAAGCACCGGCGACGGCAGAGGAAGATGGGCGAGGACATGCACACCATTGGCTTCGGCATCTATGAGGTTCCAGAGGAGCTAACAGGGCAGACCAACATCCACCTCGGCAAAAACTTTTTCCTCACAACCCGAGCCAG
GGAGCGGTCAGATACCTTCATTAACCTCCGCGAGGTCCTCAACCGCTTCAAGCTGCCCCCGGGAGAGTATGTCCTCGTTCCCTCCACCTTCGAACCCCACAAGGATGGCGATTTCTGCATCCGAGTCTTCTCGGAGAAGAAGGCTGACTACCA
AGCTGTTGATGACGAGATCGAGGCCAACATTGAAGAGATTGACGCCAATGAGGAGGACATTGACGATGGATTCCGAAGGCTCTTTGTTCAGCTGGCTGGAGAGGATGCAGAGATCTCTGCCTTTGAGCTGCAGACCATCTTAAGAAGAGTTCT
AGCCAAACGCCAAGACATCAAGTCAGACGGCTTCAGCATCGAGACCTGTAAGATCATGGTGGACATGCTGGATGAAGATGGGAGTGGCAAGCTTGGCCTGAAGGAGTTCTACATCCTCTGGACGAAGATTCAGAAATACCAAAAAATCTACCG
GGAAATCGATGTGGACAGGTCTGGAACCATGAATTCCTACGAGATGCGGAAAGCACTGGAAGAAGCAGGTTTCAAGCTGCCCTGTCAACTTCATCAAGTCATCGTTGCCCGGTTTGCAGACGACGAGCTAATCATCGACTTTGACAATTTTGT
GCGGTGTTTGGTCCGTCTGGAAACGCTATTCAAGATATTCAAGCAGCTAGACCCTGAGAACACTGGAACGATACAGCTCAACCTTGCTTCGTGGCTGAGTTTTTCAGTACTCTGA
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Protein domains for ENSMUSP00000068895.9

ENSMUSPOOO0006S.. .
Low complexity (Seg)
Coiled-coils (Mcaoils)

Superfamily Fapain-like cysteine peptidase supertamily Calpain an_:,resugun'rt, Emainﬁ!supergmi; Er T dormiasy pair

SMART

Peptidase C2, calpain, catalytic domain Peptidase C2, calpain, domain II1

i (e prem———y
Prints Peptaase C2, calpain Emll‘f
Pfam Peptﬁsfe C2, calpain, cata EH: EDI'I"EIII‘I Pept'ﬂase C2, calpain, large suEun'rI:r ﬁmain I EF- jomain

PROSITE profiles Pept'aa se C2, calpain, cataE'tic ;umain. EF-hand domain

PROSITE patterns ﬂt-:—ir-e peptidase, cysteine active site EF-Hand 1, calcium-binding
PANTHER PTHR101B3
L'a||:air-2
Gene3D 3.90.70.10 2,60.120.380 1.10.238.10
ChD

Peptidase C2, calpain, catalytic domain Calpain subdomain II1 CAPMNZ, penta-EF hand, calcium bkinding moti

All sequence SNPs/i... ISequence varnants (dbSMP and all other sc:un:esi
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Variant Legend
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Additional cycles and costs bl

Additional itmes cycle (month)

Mutant Capn2 CDS 1 3155

AR EFEAREYRE RN ERAS GemPharmatech Co., Ltd. 025-5864 1534



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