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HI1I1-CAG-LSL-1lf3-EGFP-polyA
Cas9-KI Strategy
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Project Overview @

Project Name 1if3
Project type Cas9-KI (H11)
Strain background CS57BL/6J
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Overview of the Targeting Strategy BRI
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This model will use CRISPR/Cas9 technology to edit the /lf3 gene. The schematic diagram is as follows:
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Technical routes ERERESR

> Transcript [If3(NM_010561.3) is selected for presentation of the recommended strategy.

> [If3(NM_010561.3) gene has 20 exons, with the ATG start codon in exon 2 and TAA stop codon in exon20.

> We make H11-CAG-LSL-I1f3-P2A-EGFP-polyA knockin mice via CRISPR/Cas9 system. Cas9 mRNA, sgRNA
will be co-injected into zygotes. sgRNAdirect Cas9 endonuclease cleavage at H11 locus and create a
DSB(double-strand break). Such breaks will be repaired, and result in CAG-LSL-11{3-P2A-EGFP-polyA

inserted in H11 locus.

> The pups will be genotyped by PCR, followed by southern blotting and sequence analysis.
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Notice &2
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> This strategy selects the mouse I1f3 (NM_010561.3) transcript for production, please confirm with the customer.

> After mating with Cre tool mice, the I1f3 and EGFP genes can be expressed in specific tissues or cells.

> Since the CAG-LSL-I1f3-P2A-EGFP-polyA fragment is large (about 7.3 kb), the offspring mice need to be subjected to
southern blotting.

>The two genes linked by P2A are identical in transcription and translation, but are split into two separate proteins that functior

as P2 A-translated polypeptides.
> Homozygous mice that knocked out the I1f3 gene all died within 12 hours of birth, and the phenotype was unknown after

overexpression.

>The HI11 locus is located on the mouse chromosome 11#. If this gene 1s knocked into the mouse and matched with other

mouse strains, try to avoid the two target genes on the same chromosome. Otherwise, the double gene will not be positive and

knocked into homozygous. Mouse offspring.
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lIf3 interleukin enhancer binding factor 3 [ Mus musculus (house mouse) ]
Gene |D: 16201, updated on 18-Apr-2019

~ Summary

>
3

Official Symbol |If3 provided by MGI
Official Full Name interleukin enhancer binding factor 3 provided oy MGI
Primary source MGLMGII1339973
See related | SMUSG00000032178
Gene type
RefSeq status REVIEWED
Organism Mus musculus
Lineage FEukaryota; Metazoa; Chordata; Craniata; Vertebrata; Euteleostomi; Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha;
Muroidea; Mundae; Murinae; Mus; Mus
Also known as NF90; NFAR; MBII-26; MPHOSPH4
Summary The protein encoded by this gene contains two double-stranded RMA binding domains and functions in the post-transcriptional regulation of gene
expression. It is a component of an RNA-protein complex that may be involved in mediating the export of messenger RMAs. Alternative splicing
results in multiple transcript variants encoding distinct isoforms. These isoforms are grouped into two categories, MFAR-1 or NFAR-2, based on
variation at the C4erminus. [provided by RefSeq, Mar 2013]
Expression Ubiguitous expression in CNS E11.5 (RPKM 26.3), CMNS E14 (RPKM 23.6) and 28 other tissues See more
Orthologs human all
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The gene has 16 transcripts,all transcripts are shown below:

Show/hide columns (1 hidden)

Hame Transcript ID bp  Protein | Biotype | Ccpbs UniProt _ Flags

13202 | ENSMUST00000115414 2 | 3606 | 703aa CCDS40553& Q45VKE & TSL:1 GENCODE basic APPRISALTZ
113-201 | ENSMUSTO0000067646 11 3549 | §98aa | CCDS405526 | Q71K & . TSL:1 GENCODE basic APPRIS P4
I3-213 | ENSMUST00000216892 1 | 3684 | T16aa . - . Q45VKEER Mlﬂ?‘ TSL:1  GENCODE basic
113-203 | ENSMUST00000213518 1 | 3513 | 908aa - | ADAILISTEA® | TSL:1  GENCODE basic
113204 | ENSMUST00000213603.1 | 3430 | 911aa - . Q971X4% . TSL:5 GENCODE basic

11£3-208 | ENSMUST00000214758 1 | 3177 | 911aa = Q971¥4 7

11£3-214 | ENSMUST00000217348.1 | 1125 177aa e ADAILISQRTE
1£3-210 | ENSMUST00000214852.1 | 698 168aa = ADATL1SSUGE
11£3-207 | ENSMUST00000214474 1 | 397 I7aa - ADA11SQ69E
11£3-211 | ENSMUST00000215169.1 | 2118 1262z IMonsense mediated decay. 2 | AOA1LISU19®
1£3-216 | ENSMUST00000217498.1 | 900 214az I Monsense mediated decay. - | ADA1L1ST48&
11£3-209 | ENSMUST00000214621.1 | 443 742z INonsense mediated decay. . | AOA1L1SR62®

11f3-206 | ENSMUST00000214217 1 | 4679 | No protein || Retained intron > . =

113215 | ENSMUST00000217476 1 | 3813 | No protein | | Retained intron . = -

11£3-205 | ENSMUST00000214200 1 | 871 | No protein | | Retained intron e -

11£3-212 | ENSMUST00000215438 1 | 415 | No protein | | Retained intron = =

The strategy is based on the design of 1lf3-201 transcript,The transcription is shown below

} 3745 kb Forviard strand
IIf3-201 >
protein coding
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I 57.49 kb Forward strand me—
21.36Mb 21.37Mb 21.38Mb 21.39Mb 21.4be 21.41Mb
Genes — —i 4+ i ||
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protein coding nonsense I
= — kv e ik ==
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— — it ] 5@
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== — ==t M=o
1If3-213 > Qtrt1-202
protein coding nonsense |
— — ¥4+t )
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protein coding nonsense |
li== — =Rl =1 | i el e il I 1 i
1If3-210 > Iif3-211 > Qtrt1-211
protein coding nonsense mediated decay processed
== == | i ]
1If3-207 > 1If3-214 > Qtrt1-203
protein coding protein coding retained in
I = ——tFl= ==tk bl Bk
1If3-204 > Qtrt1-205
protein coding retained in
S —— ) g o i 0 e (i | [ @ ] | | B
1If3-208 > Qtrt1-201
protein coding protein coc
| [ — 1@l
I1If3-215 > 1If3-212 >
retained intron retained intron
= i ‘
1If3-209 >
nonsense mediated decay
= ===l
Iif3-216 >
nonsense mediated decay
Contigs
A [ MM~
Genes
: < Gm36198-201 < Gm16853-201
(Comprehensive set... antisense antisense
Regulatory Build | | I i e | [ |
I = [
21.36Mb 21.37Mb 21.38Mb 21.39Mb 21.40Mb 21.41Mb
—=mf Reverse strand 57.49 kb {
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Protein domain EXISER
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EMSMUSPOOOOO0GS.. .
MohiDB lite

Low complexity (Seq)
Conserved Domains

hmmpanther. Interlzukin enhancer-b g tactor

Superfamily domains =5 —
SMART domains. D:F:'r"uar— g-stranded RMA-binding domain
Pfam_ domain. B T — B e strarded RNAGind e damn
Gene3l

All sequence SNPs/] Sequence varants (dbSNP and all other sources) o ) ) . ) ) ) )
| | || | | | | | I [ |
Wariant Legend
missense variant I synonymous variant
Scale bar o BO 160 240 320 400 480 560 B4 720 BOD BSE
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CDS of mouse 113 (2736bp , NM_010561.3) R
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ATGGCATTGTATCATCATCACTTCATCACAAGAAGAAGAAGGCGTCCCATGAGAATTTTTGTGAATGATGATCGCCACGTGATGGCAAAGCATTCTTCAGTGTACCCAACAC
AAGAGGAGCTGGAGGCTGTACAGAACATGGTGTCCCATACTGAGCGGGCCCTGAAGGCTGTCTCTGACTGGATTGATGAGCAGGAGAAAGGCAACAGCGAGCTCTCTGA
GGCAGAAAATATGGACACACCCCCAGACGATGAGAGCAAAGAAGGGGCTGGGGAACAGAAGGCGGAACACATGACTAGGACCCTGAGGGGCGTGATGCGGGTCGGCCT
GGTAGCCAAGGGTCTTCTGCTCAAGGGGGACTTGGATCTGGAGCTGGTTCTGCTCTGTAAGGAGAAGCCCACAACCGCCCTTCTGGACAAGGTGGCTGACAACCTGGCC
ATCCAGCTCACTACTGTAACAGAAGACAAGTATGAAATACTCCAGTCTGTGGATGATGCTGCGATTGTGATAAAAAACACAAAAGAGCCCCCCTTGTCCTTGACCATCCAT
CTGACCTCCCCTGTTGTCAGAGAAGAAATGGAGAAAGTATTAGCTGGAGAAACGCTATCAGTCAACGATCCCCCGGACGTTCTGGACAGGCAGAAATGCCTTGCTGCCTT
GGCGTCCCTCCGACACGCCAAGTGGTTCCAGGCCAGAGCCAATGGACTGAAGTCATGTGTCATTGTCATCCGTGTCCTAAGGGACTTGTGTACCCGAGTGCCCACCTGGG
GTCCCCTCAGAGGATGGCCTCTGGAGCTGCTGTGTGAGAAGTCCATCGGCACTGCCAATAGGCCAATGGGTGCTGGTGAAGCCCTGCGGAGAGTGCTGGAGTGCCTGGC
ATCCGGCATCGTAATGCCAGATGGTTCTGGCATTTATGACCCTTGTGAAAAAGAAGCCACTGATGCTATTGGGCATCTAGACAGACAGCAACGGGAAGATATCACACAGAG
TGCGCAGCATGCTCTGCGGCTTGCTGCCTTTGGTCAACTCCATAAAGTACTGGGAATGGACCCCCTGCCTTCCAAAATGCCCAAGAAACCAAAGAACGAGAACCCGGTGG
ACTACACTGTTCAAATTCCTCCCAGCACCACCTATGCTATCACACCCATGAAACGCCCTATGGAAGAGGATGGGGAGGAGAAGTCTCCCAGCAAGAAGAAAAAGAAGATC
CAGAAGAAAGAGGAGAAGGCTGATCCTCCTCAAGCTATGAATGCCCTGATGAGGTTAAATCAGCTGAAGCCAGGGCTGCAGTACAAGCTGATCTCCCAGACAGGCCCTG
TTCATGCTCCCATCTTCACCATGTCTGTGGAGGTAGACGGCAGTAACTTCGAGGCCTCGGGGCCATCTAAAAAGACTGCCAAGCTTCATGTAGCTGTGAAGGTGTTACAGG
ACATGGGCTTGCCAACAGGCGCTGAAGGCAGAGACTCCAGCAAGGGGGAAGACTCCGCTGAGGAGTCAGATGGGAAGCCAGCAATAGTGGCCCCACCCCCTGTGGTGG
AAGCTGTCTCCAACCCCAGTTCTGTCTTCCCTTCAGATGCCACTACTGAGCAGGGACCGATTTTGACTAAGCATGGCAAGAACCCTGTTATGGAGCTTAATGAGAAGAGAC
GTGGCCTCAAATATGAGCTCATTTCTGAGACGGGGGGCAGCCACGACAAAAGGTTTGTTATGGAGGTTGAGGTGGACGGACAGAAGTTTCAAGGTGCTGGTTCAAACAA
AAAGGTGGCAAAGGCTTATGCTGCACTTGCCGCATTAGAAAAACTTTTCCCTGATACCCCTCTTGCTCTTGAAGCCAACAAAAAGAAAAGGACCCCAGTACCTGTCCGAG
GTGGACCCAAATTTGCTGCCAAGCCACACAACCCTGGTTTTGGCATGGGAGGCCCCATGCATAATGAAGTGCCGCCACCTCCTAACATCCGAGGTCGGGGCCGAGGAGGT
AACATCCGAGGGCGAGGACGGGGGCGAGGATTTGGTGGCGCCAACCATGGAGGAGGCTACATGAATGCTGGTGCTGGATATGGAAGCTATGGGTACAGCAGCAATTCGG
CCACAGCAGGCTACAGTCAGTTCTACAGCAATGGAGGGCATTCTGGGAATGCCGGTGGTGGAGGCAGCGGGGGAGGTGGTGGCTCATCCAGCTACAGCTCCTACTACCA
AGGAGACAGCTACAACTCACCAGTACCCCCGAAGCATGCTGGGAAGAAGCCGCTGCATGGGGGCCAGCAGAAAGCCTCCTACAGCTCGGGCTACCAGTCCCACCAGGG
CCAGCAGCAACCTTACAACCAGAGCCAGTACAGCAGCTACGGCACGCCACAGGGCAAGCAGAAAGGCTATGGCCATGGGCAGGGCAGCTACTCCTCCTACTCCAACTCT
TACAACTCCCCAGGTGGTGGTGGGGGCTCTGACTACAGCTACGACAGCAAATTCAACTACAGTGGGAGTGGAGGCCGGAGTGGAGGCAACAGCTATGGCTCCAGCGGGT
CATCGTCCTACAACACAGGCTCACATGGAGGCTATGGCACAGGCTCCGGAGGCAGCTCTTCATACCAAGGCAAACAAGGAGGCTACTCATCACAGTCAAACTACAGCTCA
CCTGGGTCCAGCCAGAGCTACAGTGGTCCTGCCAGCTCCTACCAGTCCTCACAGGGTGGCTACAGTCGGAACACAGAGCACAGCATGAACTACCAGTACAGATAA
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Protein of mouse 1113 (911aa)
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MALYHHHFITRRRRRPMRIFVNDDRHVMAKHSSVYPTQEELEAVQNMVSHTERALKAVSDWIDEQEKGNSELSE
AENMDTPPDDESKEGAGEQKAEHMTRTLRGVMRVGLVAKGLLLKGDLDLELVLLCKEKPTTALLDKVADNLAIQ
LTTVTEDKYEILQSVDDAAIVIKNTKEPPLSLTIHLTSPVVREEMEKVLAGETLSVNDPPDVLDRQKCLAALASLRH
AKWFQARANGLKSCVIVIRVLRDLCTRVPTWGPLRGWPLELLCEKSIGTANRPMGAGEALRRVLECLASGIVMPD
GSGIYDPCEKEATDAIGHLDRQQREDITQSAQHALRLAAFGQLHKVLGMDPLPSKMPKKPKNENPVDYTVQIPPS
TTYAITPMKRPMEEDGEEKSPSKKKKKIQKKEEKADPPQAMNALMRLNQLKPGLQYKLISQTGPVHAPIFTMSVE
VDGSNFEASGPSKKTAKLHVAVKVLQDMGLPTGAEGRDSSKGEDSAEESDGKPAIVAPPPVVEAVSNPSSVFPSDA
TTEQGPILTKHGKNPVMELNEKRRGLKYELISETGGSHDKRFVMEVEVDGQKFQGAGSNKKVAKAYAALAALEK
LFPDTPLALEANKKKRTPVPVRGGPKFAAKPHNPGFGMGGPMHNEVPPPPNIRGRGRGGNIRGRGRGRGFGGAN
HGGGYMNAGAGYGSYGYSSNSATAGY SQFYSNGGHSGNAGGGGSGGGGGSSSYSSYYQGDSYNSPVPPKHAGK
KPLHGGQQKASYSSGYQSHQGQQQPYNQSQYSSYGTPQGKQKGYGHGQGSYSSYSNSYNSPGGGGGSDYSYDS
KFNYSGSGGRSGGNSYGSSGSSSYNTGSHGGYGTGSGGSSSYQGKQGGYSSQSNYSSPGSSQSYSGPASSYQSSQG
GYSRNTEHSMNYQYR
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Mouse phenotype description(MGI1 ) BRI R
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Phenotype Overview )
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Chclk: 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,Mice homozygous for a knock-out allele are born small and weak, show tachypnea
and multi-organ apoptosis, and die neonatally due to neuromuscular respiratory failure. The diaphragm and other skeletal

muscles show disorganization and paucity of myofibers,myocyte degeneration and elevated apoptosis.
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If you have any questions, you are welcome to inquire.
Tel: 025-5864 1534
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