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Nfkb2 Cas9-CKO Strategy
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Project Overview @ = =RIE

Project Name Nfkb2
Project type Cas9-CKO
Strain background C57BL/6JGpt
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Conditional Knockout strategy FREXESR

This model will use CRISPR/Cas9 technology to edit the Nfkb2 gene. The schematic diagram is as follows:
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Technical routes FREXR

> The Nfkb2 gene has 8 transcripts. According to the structure of Nfkb2 gene, exon2-exon5 of Nfkb2-202
(ENSMUST00000111881.3) transcript is recommended as the knockout region.The region contains 374bp of coding sequence.

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

> In this project we use CRISPR/Cas9 technology to modify Nfkb2 gene. The brief process is as follows:sgRNA was
transcribed in vitro, donor vector was constructed.Cas9, sgRNA 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 was knocked out after mating with mice expressing Cre recombinase, resulting in the loss of function of the

target gene in specific tissues and cell types.
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Notice = 51n
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> According to the existing MGI data,Homozygotes for targeted null mutations exhibit gastric hyperplasia, enlarged lymph
nodes, enhanced cytokine production by activated T cells, absence of Peyer's patches, increased susceptibility to
Leishmania major, and early postnatal mortality.

> Intron 1-2 (258 bp) & Intron 5-6 (270 bp) are small, and insertion of loxp at both ends may affect normal splicing of the gene.

> The Nfkb2 gene is located on the Chr19. 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) £ == 7n
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Nfkb2 nuclear factor of kappa light polypeptide gene enhancer in B cells 2, p49/p100 [ Mus musculus (house
mouse) ]

Gene |D: 18034, updated on 30-Jul-2015

~ Summary

e
L]

Official Symbol Nfkb2 provided by MGI
Official Full Name nuclear factor of kappa light polypeptide gene enhancer in B cells 2, pd9/p100 provided by MGI
Primary source MGEMGI1039500
See related [Enserbl ENSIUSEI000007575%
Gene type protein coding
RefSeq status “ALIDATED
Organism Mus musculus
Lineage Eukaryota; Metazoa; Chordata; Craniata; Vertebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia;
Myomorpha; Murcidea; Muridae; Murinae; Mus; Mus
Also known as Iyt p43; p52; po0B; p4%/p100; NF-kappaB2
Expression Broad expression in spleen adult (RPKM 67.0), mammary gland adult (RPKM 33.7) and 15 other tissues See more
Orthologs human all
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Transcript information (Ensembl) FRERE5 R
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The gene has 8 transcripts,all transcripts are shown below:

Name Transcript ID bp Protein Biotype CCDs UniProt Flags

Nfkb2-202 ENSMUST00000111881.3 3141 89%aa | Protein coding CCDS29674 % | QIUG25 & QOWTKSE | | TSL:1  GENCODE basic = APPRIS P2
Nfkb2-204 | ENSMUSTO0000236591.1 | 3132 | 89%aa || Protein coding CCDS29874 6 Q3UG25 GENCODE basic APPRIS P2
Nfkb2-201 | ENSMUST00000073116.12 | 2979 | 89%aa || Protein coding CCDS29874 % | Q3UG25 8 QOWTKS & | | TSL:1 | GENCODE basic | APPRIS P2
Nfkb2-206 | ENSMUSTO0000237330.1 | 3846 1 878aa || Protein coding - - GENCODE basic AFPPRIS ALT2

Nfkb2-208 ENSMUSTOO0DD237791.1 | 2636 776aa || Nonsense mediated decay - - -
Nfkb2-207 ENSMUSTO0000237761.1 2837 | No protein | | Retained intron - - -
Nfkb2-205 ENSMUSTD0000236820.1 | 2827 | No protein | | Retained intron - - -
Nfkb2-203 | ENSMUST00000235868.1 | 384 | No protein || IncRNA - - -

The strategy is based on the design of Nfkb2-202 transcript, The transcription is shown below
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Genomic location distribution
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Protein domain

GemPharmatech
ENSMUSP0O0000107...
SIFTS import
MobIDB lite _— =S T’ - __

Low complexity (Seg)

Colled-coils (Ncolls)
Superfamily

SMART

Prints
Pfam

PROSITE profiles

PROSITE patterns
PANTHER

Gene3D

All sequence SNPs/i...

Variant Legend

Scale bar

pS3-like transcription factor, DNA-binding
Immunoglobulln E-set

IPT domain

Ankyrin repeat-contalning domain superfamily

. cem——n c— e
Ankyrin repeat

Death-like aomaln superfamil

Death domain

Mappa-sloorsal T myrin repeat o
Rel homology dimerisation domain momammg domain m
Rel homology domain (RHD), DNA-binding domain
Rel homology domain (RHD ), DNA-binding domain ﬁmn repeat
Ankyrin repeat-containing domain
Rel homolegy domain, consarved site
NF-kappa-8/Darsal
PTHR24169:5F21
Immunogiobulin-like fold Ankyrin repeat-contalning domain superfamily 1.10.533.10
kel homology domain (RHD), DNA-binding domain superfamily
07934 NFkappaB I¥T domain ANKynn repeat-containing domain 008798
Sequence variants (dbSNP and all other sources)
| I Ny | | IR I I [ | | | | [ |
missense variant B synonymous variant
0 80 160 240 320 400 480 560 540 720 800 899’

o3
L

HEEYREARAT

GemPharmatech Co., Ltd.

025-5826 5929



GemPharmatech

Mouse phenotype description(MGl ) SRR

@
> & ‘\6\0 \‘0066 $ Q &
<
S SR F ¥
O 87 & S PN E L N & & 7
X e e O oa® O L 26 @ B 237 ) %G1 B
F o D N AT T N S VDS S e o O
< . VR g S S N F M & o
s S O @ F e’ QS 2 O oA L PSS @
P O o TG FFP LSO PSS N
& ‘0’5\ \6\0\\&®§\\0 & ) S o“i\ 'zi‘Q £ F 2;03) ‘0‘} e}\p oc@ \>°"(} R O (\?}\ © é.?\k ¥ & N
O\ P & & P L E P \0\"\@‘\@ FFETEREFE@F P F

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,Homozygotes for targeted null mutations exhibit gastric hyperplasia, enlarged lymph
nodes, enhanced cytokine production by activated T cells, absence of Peyer's patches, increased susceptibility to

Leishmania major, and early postnatal mortality.
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If you have any questions, you are welcome to inquire.
Tel: 025-5864 1534
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