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Adcyaplrl Cas9-CKO Strategy
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Project Overview @ G

Project Name Adcyaplrl
Project type Cas9-CKO
Strain background CS57BL/6J
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Conditional Knockout strategy @ 2

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

Donar and CRISPR/Cas9 System
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Technical routes
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> The Adcyaplrl gene has 8 transcripts. According to the structure of Adcyaplrl gene, exon3-exon6b of Adcyaplri-202
(ENSMUST00000070756.11) transcript is recommended as the knockout region.The region contains 277bp coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify Adcyaplrl gene. The brief process is as follows:sgRNA was
transcribed 1n vitro, donor vector was constructed.Cas9, sgRNA and Donor were microinjected into the fertilized eggs of
C57BL/6J 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/6J mice.

> The flox mice was 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,Homozygotes for targeted mutations affect contextual fear
conditioning, elevated locomotor activity, anxiety-like behavior, susceptibility to endotoxic shock, circadian responses to

a photic stimulus, and glucose tolerance. Some alleles affect female fertility.

> The Adcyaplrl gene is located on the Chr6. 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)
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Adcyap1r1 adenylate cyclase activating polypeptide 1 receptor 1 [Mus musculus (house mouse)]

Gene |ID: 11517, updated on 31-Jan-2019

« Summary

Official Symbol
Official Full Name
Primary source
See related

Gene type
RefSeq status
Organism
Lineage

Also known as
Expression
Orthologs

B4R ERAT

Adecyapir! provided by MGI

adenylate cyclase activating polypeptide 1 receptor 1 provided byMG1

MGEMGE108445

EnsembllENSMUSG00000029778

protein coding

WALIDATED

Mus musculus

Eukaryota; Metazoa; Chordata; Craniata; Verebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha;
Murocidea; Muridae; Murinae; Mus; Mus

29000241M10Rik, AlB46580, PACT, PACIR, PACAPI1-R

Biased expressicon in frontal lobe adult (RPKM 14.0), CNS E18 (RPKM 9.5) and 14 other tissuesSee more
human all
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Transcript information (Ensembl) SRS
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The gene has 8 transcripts,all transcripts are shown below:

Name Transcript ID bp  Protein Bliotype CcCDs UniProt Flags

Adcyaplir1-202 | ENSMUSTOO000D7OY/56.11 | 6107 | 46Baa | Protein coding | CCDS20166 | QENXJY T5L1 GENCODE basic APPRIS ALT2

Adcyapir1-201 ENSMUSTODDDOO70736.11 | 3695 | 496aa | Protein coding | CCDS20167 | P7/0205 T5L1 GENCODE basic APPRIS P4

Adcyapir1-203 ENSMUSTO0000165786.1 1745 485aa | Protein coding - ESCQS68 = TSL:5 GENCODE basic AFFRIS ALT2
Adcyapir1-206 ENSMUSTO0000167234.7 | 1575 | 524aa | Protein coding - ESPVEE | TSL5 GENCODE basic APPRIS ALT2
Adcyapir1-204 ENSMUSTODD00165857.7 1491 496aa | Protein coding - ESQ4EB3 TSL5 GENCODE basic APPRIS ALT2
Adcyapir1-208 ENSMUSTO0000172084.7 | 1344 | 447aa | Protein coding - ESQ3EE = TSL:5 GENCODE basic AFFRIS ALT2
Adcyapiri1-205 ENSMUSTODO0O0166962.7 830 146aa  Protein coding - ESQALD CDs 3'incomplete TSLS
Adcyapir1-207 ENSMUSTODDDO167484 1 540 3aa Protein coding - - CDS 3" incomplete TSL:2

The strategy is based on the design of Adcyaplri-202 transcript, The transcription is shown below

I 49,42 kb Forviard stramnd e

Adcyaplrl-202 =
protein coding
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enomic location distribution

L
)|

JI\C
GemPharmatech
I 69.47 kb Forwiard strand e
55.46Mb 55.48Mb 55.50Mb
Genes 1
; Adcyapirl-201 =
(Comprehensive set... i S
———F—

Adcyaplrl-202 =

protein coding

[ ———— =

Adecyaplrl-205 =

protein coding

e

Adcyapirl-207 =
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Regulation Legend
i CTCF
Enhancer
Open Chromatin
Bl Fromoter
I Promoter Flank
! Transcription Factor Binding Site

Maotif Feature Legend
I Verified experimentally
Mot verified

Gene Legend
Protein Coding
 merged Ensembl/Havana
B Ensembl protein coding
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Protein domain
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ENSMUSPOOOOOD0GE...
Transmembrane heli...

Low complexity (Seq)
Conserved Domains

Cleavage site (Sign...

Superfamily domains GPCR Emin 2, extrace uEr mrmune receptor domain superfamily

S5FE1321

SMART domains GPCR, family 2, extrecellular hormone recepior gomain

Prints domain GPCR, tamily 2, pituitary adenylate cyclase activating Fm.u_ptide type 1 receptor

GPCR, family 2, secretin- iEe
Pfam domain. GPCR, ?ami v 2, Extmcellular hermene receptor domain

GPCR, ?amilﬁ,' 2 5ecretir‘.-|iEE

PROSITE profiles

GPCR, tamily 2, extmcellular hormene receptor domain
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Wariant Legend
missense variant
e splice region variant
| synonymous variant
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Mouse phenotype description(MGI ) £ RXIDE
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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,Homozygotes for targeted mutations affect contextual fear conditioning, elevated

locomotor activity, anxiety-like behavior, susceptibility to endotoxic shock, circadian responses to a photic stimulus,

and glucose tolerance. Some alleles affect female fertility.
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If you have any questions, you are welcome to inquire.
Tel: 025-5864 1534
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GemPharmatech Co.,Ltd




