|

s
St

Q)
—t
M y=
(&)
=

@ E
GemPha

Phf8 Cas9-CKO Strategy

Designer: Longyun Hu
Reviewer: Yun Li

Design Date: 2020-2-18
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Project Overview @

Project Name Phf8
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 P4f8 gene. The schematic diagram is as follows:
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Technical routes
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> The Phf8 gene has 11 transcripts. According to the structure of Pif8 gene, exon3-exon8 of Phf8-211
(ENSMUSTO00000168501.7) transcript is recommended as the knockout region.The region contains 848bp coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify PAif8 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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> The Phf8 gene is located on the ChrX. 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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Phf8 PHD finger protein 8 [Mus musculus (house mouse)]

Gene |ID: 320595, updated on 17-Mar-2019

+ Summary

Official Symbol
Official Full Name
Primary source
See related

Gene type
RefSeq status
Organism
Lineage

Also known as
Expression
Orthologs

Phf8 provided by MG

PHD finger protein 8 provided byMG1

MGEMGEZ24445341

EnsemblENSMUSG00000041225

protein coding

VALIDATED

Mus musculus

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

9830141C09RIkK, mKIAATIN

Ubiguitous expression in genital fat pad adult (RPKM 7.8), thymus adult (RPKM 4.9) and 28 other tissuesSee more
human all
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Transcript information (Ensembl) RIS
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The gene has 11 transcripts,all transcripts are shown below:

Name Transcript ID bp Protein Biotype ccDs UniProt Flags
Phf8-211 | ENSMUSTOO000168501.7 | 6359 | 1023aa CCD553223 QB0TJ7 T5L:5 GENCODE basic APPRIS ALT 2
Phf8-201 | ENSMUSTO0000046950.12 | 5728 | 1023aa CCD853223 QBOTJY TS5L:5 GENCODE basic APPRIS ALT2

Phfg8-203 | ENSMUSTODOO00112662.8 | 3732 795aa CCDS30470 | A2ABV3 QBOT JY TSL5 GENCODE basic APPRIS P3

Phf8-202  ENSMUSTOOO00046962.10 | 3105 795aa CCDS30470 | A2ABVI QBOTJY TS5L1 GENCODE basic APPRIS P3

Ph18-206 | ENSMUST00000112670.7 | 3484  820aa - Z4YLB4 TSL:1 GENCODE basic APPRIS ALT2
Ph18-204 | ENSMUST00000112666.7 |2556 | 464aa : QB80T J7 TSL:1 GENCODE basic APPRIS ALT2
Phi8-205 | ENSMUST00000112668.8 |2291 | 602aa : A2ABV1 TSL:1 GENCODE basic APPRIS ALT2
Ph18-208 | ENSMUST000001486222 | 573 | 151aa - A2ABUS CDS 3' incomplete TSL:3
Ph18-210 | ENSMUST00000151941.1 | 516 | 124aa - F7BTQS CDS &' incomplete TSL:3
Ph18-207 = ENSMUSTO000001363181 | 3191 | No protein | Retained intron - - TSL:1

Phi8-208 | ENSMUST000001417151 | 572 | No protein - - TSL3

The strategy 1s based on the design of Phf8-211 transcript, The transcription is shown below
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Genomic location distribution EERXI5 R

k 133.19 l_f.-b Forvard strand
151.52Mb 151.54Mb 151.56Mb 151.58Mb 151.60Mb 151.62Mb 151.64Mb
fraes Phfg-211
2 - =
(Comprehensive set... Brdie r eodirg
Phf-203 >
protein coding
H— iR 1y
Phfg-204 = Phf8-207 =
protein coding retained intron
4 i
Phf8-206 =
pratein coding
¥t —————————4
Phf3-202 >
protein coding
B — ke = i— %
PhfE-201 >
protein coding
b %Y
Phfg-205 >
protein coding
f————ra——il . L
Phf8-209 > Phfa-208 >
protein coding retained intron
[ s |
Phf3-210 >
protein coding
Contias ALEG2922.10 > ALB40642.7 >
____________ :
Genes
(Comprehensive set... IO mEtIE
Requlatory Build. ‘. i !
i
151.52Mb 151.34Mb 151.56Mb 151.58Mb 151.60ME 151.62Mb 151.64Mb
—mg Reverse strand 133.19 kb |

Gene Legend
Protein Coding
B Ensembl protein coding

Noen-Protein Coding
I RNA gene
I processed transcript

Regulation Legend
1 CTCF
I Promoter
I Promoter Flank
0 Transcription Factor Binding Site

T2 400-9660890



[ ) [ ) [ el
y
Protein domain XX R
GemPharmatech
ENSMUSPOOOOO127...
SIFTS import. S
MobiDB lite e e
Low complexity (Seq)
Superfamily. SSF51197
ZFinc ﬁng-&rr F¥WE/PHD-type
[t
SMART :u—’r’ gr. PHD-type JImiC domain
Pfam. Zinc %r'_gnatrr PHD-finger ImcC al}main Jumongi, @ ical domain
PROSITE profiles Zinc 1|r'g=~_r. PHD-finger ImiC domain
PROSITE patterns. Zint finger PHD-type, conserved site
E_-l_i‘.'_[]ﬁ_:}__[?__ :__c.,\l__'f-_g-rh_;.;cf.;_ _-.;.--_.-5-_' ‘_-'a':—:: B -..-""ﬂ::
coD. T
All sequence SNPs/i Seguence vanants (dbSNP and all other sources)
_______ mEE |- | 1 l 1 J 'l
Variant Legend
missense variant
| synonymaous variant
Scale bar 0 100 200 300 400 500 600 700 800 300 1023

HhEEAFLEYRERBRNBERAT GemPharmatech Co. Ltd. 400-9660890



Mouse phenotype description(MGI ) £ RXTSR
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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/).

SIHhEEAFLEDRSEBNABELAT GemPharmatech Co., Ltd. 400-9660890



g
>
=)

If you have any questions, you are welcome to inquire.
Tel: 400-9660890
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