RIS

GemPharmatech

Prin3 Cas9-CKO Strategy

Designer: Xueting Zhang




|

3
e
St

(@p)]
Q)
—t
M
(&)
=

Project Overview @

Project Name Prtn3
Project type Cas9-CKO
Strain background C57BL/6JGpt
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Conditional Knockout strategy @ 2=

This model will use CRISPR/Cas9 technology to edit the Prtn3 gene. The schematic diagram is as follows:
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Technical routes
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> The Prtn3 gene has 6 transcripts. According to the structure of Prtn3 gene, exon2-exon4 of Prtn3-201
(ENSMUST00000006679.14) transcript is recommended as the knockout region. The region contains 539bp coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify Prtn3 gene. The brief process is 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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Notice
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> According to the existing MGI data,Mice homozygous for a knock-out allele exhibit delayed neutrophil

death and increased neutrophil accumulation at sites of inflammation in a murine model of peritonitis.

> The floxed region is near to the N-terminal of Plppr3 and Elane and Cfd and Gm 19810 gene,this strategy may influence the

regulatory function of the N-terminal of these gene.

> The Prtn3 gene is located on the Chr10. 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 1s 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

Prtn3 proteinase 3 [Mus musculus (house mouse)]

Gene |1D: 19152, updated on 31-Jan-2019
+ Summary ESIES

Official Symbol Prn3 provided by MGI
Official Full Name proteinase 3 provided byMGI
Primary source MGIEMGIE93580
See related EnsemblEMNSMUSGO0000057TT29
Gene type protein coding
RefSeq status PROVISIONAL
Organism Mus musculus
Lineage Eukaryota, Metazoa, Chordata;, Craniata; Verebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha;
Muroidea; Muridae; Murinag; Mus; Mus
Also known as PR3 mFPR3
Expression Biased expression in liver E18 (RPKM 80.8), liver E14.5 (RPKM 70.6) and 3 other tissuesSee more
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Transcript information (Ensembl) e
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The gene has 6 transcripts,all transcripts are shown below:

Name Transcript ID bp Protein Biotype CCDs UniProt Flags
Prtn3-201 | ENSMUSTO00000006679.14 | 1025 | Z254aa Protein coding CCDS23993 | ADAOR4IZYE | TSL1 GENCODE basic APPRIS P1
Prin3-205 | ENSMUSTOO0001662011 423 126aa Protein coding - FEZKO1 CDS 5' incomplete TSL:3
Prtn3-202  ENSMUSTOOO000163188.7 843 | No protein | Processed franscript 2 # TSL5
Prtn3-204 | ENSMUSTO00001658982 1 786  No protein Retained intron - - TSLA
Prtn3-203  ENSMUSTOODO001641341 629 | No protein Retained intron - 2 TsL:2
Prtn3-208 | ENSMUSTOOOO001714891 446 Mo protein Retained intron 5 A TSsL:2

The strategy is based on the design of Prtn3-201 transcript, The transcription is shown below

I 3.56 kb Forviard stramnd e

Prtn3-201 =
protein coding
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Regulation Legend

Motif Feature Legend

Gene Legend

28.70 kb Forward strand
75.87Mb 79.88Mb 75.83Mb
u] f=====u = i I
Pthp1-206 > Prtn3-202 > Elane-201 >
protein coding processed transcoript protein coding
L o ~ o
Prtn3-201 > Gm19810-201 >
pratein coding processed pseudoge
o0 g L1 1]
Prtn3-204 > cfd-201 »
retained intron protein coc
0 g 1 1]
Prtn3-203 > Cfd-202 >
retained intron protein coo
Lo |
Prtn3-205 >
protein coding
|
Prtn3-206 >
retained intron

- 8l
< Plppr3-207

'ntan coding

- 1]
< Plppr3-201

protein coding
—mr—————
< Plppr3-206

retained intron

— e ey 1]
< Plppr3-202

retained intron

oo

< Plppr3-210

retained intron
a1
< Plppr3-209

protein coding
w1
< Plppr3-204

protein coding

< Plppr3-203
processed transcript

< Plppr3-208

protein coding
1
< Plppr3-205
protein coding

W= 11| In | |
B

79.87Mb 79.88Mb
—=iReverse strand 28.70 kb

79.89Mb

CTCF

Open Chromatin

Promoter

Promoter Flank

Transcription Factor Binding Site

1naca

Verified experimentally
Not verified

Protein Coding
B merged Ensembl/Havana
B Ensembl protein coding

Mon-Protein Coding
M processed transcript
B pseudogene

ST EZEZS B

EHMRERNABRAT

GemPharmatech Co., Ltd.

400-8660890



[ ) [ ) g
Protein domain RRL5 R
GemPharmatech
EMSMUSPOOOOOO00G.. .
Low complexity (Seq).
Conserved Domains.
Cleavage site (Sian..._
hmmpanther PTHR 24257
PTHR2425715F15
Superfamily domains Peptidase 51, PA clan
SMART domains, Serine proteases, trypsin domain
Prints domain ey g e —
Pfam domain, Serine proteases, trypsin domain
PROSITE profiles Serine proteases, trypsin !-:-mair'
EE:Q.EHE.EﬂLtﬁ.ED:E. E.--;_ ntesses. trvpsin Bmik. kistigine active site Serine proteases, trypsin /&1
All sequence SNPs/i... Seguence vanants (dbSMNP and all other sources) |1 i
Variant Legend
missense variant
I synonymous variant
Scale bar 0 40 B0 120 160 200 254

B B PR\ T GemPharmatech Co., Ltd. 400-8660890



Mouse phenotype description(MGI ) RIS

GemPharmatech

Phenotype Overview ﬂ
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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 delayed neutrophil death and

increased neutrophil accumulation at sites of inflammation in a murine model of peritonitis.
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If you have any questions, you are welcome to inquire.
Tel: 400-9660890
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