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Ptfla Cas9-CKO Strategy

Designer: Yanhua Shen
Reviewer: Xueting Zhang
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Project Overview @

Project Name Ptfla
Project type Cas9-CKO
Strain background C57BL/6JGpt
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Conditional Knockout strategy

This model will use CRISPR/Cas9 technology to edit the Ptfla gene. The schematic diagram is as follows:

Donor and CRISPR/Cas9 System
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Technical routes
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> The Ptfla gene has 1 transcript. According to the structure of Ptfla gene, exonl-2 of Ptfla-201
(ENSMUSTO00000028068.2) transcript is recommended as the knockout region.The region contains all of coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify Ptfla 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.

AEEYRERNAEAT GemPharmatech Co., Ltd. 400-9660890



Notice
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> According to the existing MGI data, Nullizygous mice show neonatal death, exocrine pancreas and cerebellum agenesis,
hypoglycemia and relocation of endocrine cells to the spleen. Knock-in mutations can lead to neonatal death, absent

pancreas, altered GABAergic neuronal fate and retinal dysplasia due to misspecified retinal precursors..

>The flox region coincides with Ptflaos-201 and the gene will be deleted.

>The Ptfla gene is located on the Chr2. 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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Gene information (NCBI) —Eyal
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Ptf1a pancreas specific transcription factor, 1a [ Mus musculus (house mouse) ]
Gene 10: 19213, updated on 22-Oct-2019
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~| Summary

Official Symbol Ptf1a provided by MGI
Official Full Name pancreas specific transcription factor, 1a provided by MG
Primary source MGEMGI:1328312
See related EnsemblENSMUSGO0000026735
Gene type protein coding
RefSeq status “VALIDATED
Organism Mus musculus
Lineage Eukaryota; Metazoa; Chordata; Craniata; Vertebrata; Eutelecstomi: Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia;
Myomorpha; Muroidea; Muridae; Murinae; Mus; Mus
Also known as PTF1pd3; bHLHaZ9; PTF1-pd&
Expression Biased expression in small intestine adult (RPKM &8.1), stomach adult (RPKM 4.1} and 4 other tissues See more
Orthologs human all
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Transcript information (Ensembl) RIS
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The gene has 1 transcript,all transcripts are shown below:

Name Transcript ID bp  Protein Biotype CCDSs UniProt Flags
Ptfla-201 ENSMUSTO0000028068.2 1508 | 32433 | Protein coding | CCDS51571 51 | ADATAT# Q90X98¢ | TSL'4 GENCODE basic APPRIS P1

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

1.84 kb Forward strand p

Ptfliz-201 =
protein coding
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Genomic location distribution
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Genes

Regulation Legend

Gene Legend

! 21.84 kb Forward strand —
19,437,500 19,440,000 19,442,500 19,445,000 19,447,500 19,450,000 19,452,500 19,455,000 19,457
[ I T |
Ptfia-201 > 1810010K12Rik-201 >
protein coding IncRMA
Bl
1810010K12Rik-202 =
[mcRMA
AL92BE06.14 >
s e —
= Ptflacs-201
[ncRMA
19,437,500 19,440,000 19,442,500 19,445,000 19,447,500 19,450,000 19,452,500 19,455,000 19,457
-l Feverse strand 71.84 kb |

Open Chromatin

Protein Coding
P merged Ensembl/Havana

Mon-Protein Coding
I RMNA gene

SIHhEEAFLEDRBEBNABELAT

GemPharmatech Co., Ltd.

400-8660890



Protein domain RXIE R

GemPharmatech
EMNSMUSPOOOOO02E...
MobiDB lite. —
Low complexity (Seq)
Superfamily. Helix- Ep-; i Dm—ginzing grnain superfamily
=i et hil b
SMART. Myc-type, basic helix-loop-heliz (BHLH) domain
Ffam. Myc-type, Esic mix-u-up-neix [BHLH) domain
PROSITE profiles Myc-type, ic helix-loop-helix { BHLH)} domain
PANTHER. PTHRZ
C _i'- 2 E

Gene3D. e o e e g e e e
coD. Mye-type; Basic ne - Bop nee | BHLF -
All sequernce SNPs/] Seguence vanants (dbSNP and all other sources)

| | || | |
Wariant Legend

missense variant @ splice region variant
0 synonymous variant

Scale bar 0 40 BO 120 160 200 240 280 324

S AR/ T) GemPharmatech Co., Ltd. 400-8660890



GemPharmatech

Mouse phenotype description(MGI ) XI5

“";éhé(\ éﬁ-* =
.3 L g
& "*'3'& ﬁ*ﬁa ef@ e x'Er‘P ‘{:-& & L
':5' W & o a0 o L Oy
P @ &€ S F T N P RN S
S o @ q,é‘?p _‘1'2‘:} i .z,‘li’& e & %.:5& ﬂ"? H:bﬁ_'r L ..;..‘bﬁ o 4 3 =
£ % P & St P& S % e a@ﬁe‘ﬂ S8 F &S @
B R N S g N O S R N
o & P G FIFFFT P R T FITEFTTEETE gL

Click cells to view annotations.

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, Nullizygous mice show neonatal death, exocrine pancreas and cerebellum
agenesis, hypoglycemia and relocation of endocrine cells to the spleen. Knock-in mutations can lead to neonatal

death, absent pancreas, altered GABAergic neuronal fate and retinal dysplasia due to misspecified retinal precursors.
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If you have any questions, you are welcome to inquire.
Tel: 400-9660890
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