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Project Overview @

Project Name Grmo6
Project type Cas9-KO
Strain background C57BL/6JGpt
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Knockout strategy %
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This model will use CRISPR/Cas9 technology to edit the Grm6 gene. The schematic diagram is as follows:

eee c—-q -0 see
widypestile /[T T - b
7 4 70
ATG
7 70
Qi{ Cas9/sgRNA Uncoding region . Coding region

SIHhEEAFLEDRSEBNABRELAT GemPharmatech Co., Ltd. 400-9660890



|

1o
S

i

()
M
=,
=2
=5
o

Technical routes

> The Grm6 gene has 4 transcripts. According to the structure of Grm6 gene, exond of Grm6-201
(ENSMUST00000000631.7) transcript 1s recommended as the knockout region.The region contains 155bp coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify Grm6 gene. The brief process is as follows:
CRISPR/Cas9 system 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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> According to the existing MGI data,Homozygous null mice show loss of ON responses without significant
alteration of OFF responses in visual transmission or changes in visual behavioral responses. ENU-induced mutant
mice have an ERG that lacks the rod b-wave and scotopic threshold response, while the cone ERG 1is of large

amplitude.

> The Grm6 gene is located on the Chrl 1. 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 the gene knockout on gene transcription, RNA splicing and protein translation cannot be predicted at the

existing technology level.
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Gene information (NCBI)
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Grm6 glutamate receptor, metabotropic 6 [Mus musculus (house mouse)]

Gene |ID: 108072, updated on 26-Feb-2019

+ Summary

Official Symbol
Official Full Name
Primary source
See related

Gene type
RefSeq status
Organism
Lineage

Also known as
Expression
Orthologs

GrmB6 provided by MG

glutamate receptor, metabotropic 6 provided by MGI
MGEMGE1351343

EnsemblENSMUSG00000000617

protein coding

VALIDATED

Mus musculus

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

BC021919, Gm3, Gprelf, mGIURE, nergi, nob2, nob3, nob4d
Low expression observed in reference datasetSee more
human all
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Transcript information (Ensembl) e
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The gene has 4 transcripts,all transcripts are shown below:

Name
Grme6-204
Grme6-201
Grme6-202
Grm6-203

Transcript 1D
ENSMUSTO0D00171427.7

ENSMUSTO0000000631.7

ENSMUSTO0000126890.1

ENSMUSTOODOD156880.7

bp
4330
4291
3305
1463

Protein
B71aa
Bilaa

Mo protein

Mo protein

Bliotype

FProtein coding

FProtein coding

Processed transcript

Processed transcript

CCDs
CCDS548785

UniProt Flags
QENCHS TSL:5 GENCODE basic APPRIS P1

CCD548785

Q5NCHI T5L:5 GENCODE basic APPRIS P1

- T5L5
- ISl

The strategy is based on the design of Grm6-201 transcript,The transcription is shown below

15.19 kb

Forward stramnd p
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Grmo-201 =
protein coding
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Genomic location distribution RXI5 R

GemPharmatech
I 35.52 kb Forviard strand pe—
(= — o m— m— m— mm— m— m— m— mm— m— m— — m— m—— m— m— =
50.85Mb 50.86Mb 50.87Mb
(enes Grme-204
: - =
(Comprehensive set... protein coding
r—1
Grm6-203 >
processed transcript
| e W S Sl R | o i |
GmG-201 =
protein coding
==l fae]
Gm6-202 >
processed transcript
Contias.
Gceo"es B t -::{IprB?QQUB = Gm12660-201 Iszpafs
(Comprehensive.set... prctein coding antisense processt
-4 [-.------
< Zfp879-201 < Zfp454-20
protein coding protein codin
ol [-------
< ZfpB79-202 < Zfp454-20
protein coding protein codin
[-------
< Zfp454-20
protein codin
‘M I 00 I N
il
50.85Mb 50.86Mb 50.87Mb
-l Reverse strand 35.52 kb |
Regulation Legend
Il CTCF
Open Chromatin
B Promoter

I Promoter Flank

Motif Feature Legend
H Verified experimentally
e Not verified

Gene Legend
Protein Coding
B Ensembl protein coding

Noen-Protein Coding
B processed transcript

400-8660890



e

Protein domain SR

$<E%D

ENSMUSPOOOOOOOO...
Transmembrane heli... —  E— — - . -
L]

Periplasmic binding protein-like T
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GPCR, family 3

=
GPCR, family 3, metabotropic glutamate receptor 6

o
GPCR, tamily 3, metabotrepic glutamate receptor

Pfam. Receptor. ligand binding region GPRCR, ?ami‘,I . nine cysteines domain
—
GPCR tamily 3, C-terminal
PROSITE profiles GPCR family 3, C-terminal
PROSITE patterns GPCR,, famil ronserved site SPCR., family 3, conserved site BPCR, family 3, conserved
PANTHER.

Sequence variants (doSNP andlall other sc-un:els)

Variant Legend
[0 synonymous variant

Scale bar o 8O 160 240 320 400 480 560 £40 720 B71
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Mouse phenotype description(MGI ) XI5
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Phenotype Overview ﬂ

& &
- @ % WP
LT a2 s { éﬂn &
R g AP U ")
o & P N a2 @ @) 4o P
£ &P : F P o & @ SRS n S 49 o
S o 8 TG EE SEP | L ST

Y

e 3® 2t R o? O W Lo @ X F S @t
B S G AR %ﬂ&}oﬁ@i@ﬁﬁ%&
' : i O Sl

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,Homozygous null mice show loss of ON responses without significant alteration of OFF
responses in visual transmission or changes in visual behavioral responses. ENU-induced mutant mice have an ERG that

lacks the rod b-wave and scotopic threshold response, while the cone ERG is of large amplitude.
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If you have any questions, you are welcome to inquire.
Tel: 400-9660890
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