1. gRNAs targeting Tns3 ATG (5’) with efficiently cutting and Indel generation

Mus musculus sequence found at chr11:8549019-8549117

Found 12 possible guide sequences in input (98 bp). Click on a PAM NGG match to show its guide sequence.
Shown below are the PAM site and the nucleotide at position -3 5' of it.
Colors green, and red indicate high, medium and low specificity of the PAM's guide sequence in the genome.
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gRNA #1
GGACACTGCGATGATACGCT RECOGNIZED SEQUENCE 2 (PAM on the - strand)
AGCGTATCATCGCAGTGTCC forward sequence corresponding (+ strand) 55% GC
gRNA #2
TACGCTCGGTGACATACGTA RECOGNIZED SEQUENCE 1 (PAM on the - strand)
TACGTATGTCACCGAGCGTA forward sequence corresponding (+ strand) 50% GC

gRNA #1 (25+25pb)

Forward 5°-3”  CACCGGACACTGCGATGATACGCT
Reverse 37-5’ CCTGTGACGCTACTATGCGACAAA
Reverse 5°-3”  AAACAGCGTATCATCGCAGTGTCC

gRNA #2 (25+25pb)

Forward 5°-3”  CACCGTACGCTCGGTGACATACGTA
Reverse 37-5’ CATGCGAGCCACTGTATGCATCAAA
Reverse 5°-3”  AAACTACGTATGTCACCGAGCGTAC




Genomic sequence and gRNA for Tns3

gacaggcgaggtggccttcagctcagtctacatgcagatcctttgggtggctgctgttcccagetttctccgaagecct
cattaggtgagtgttcatcctttttcttgttatccttttcttgacctcctcttcctecccttgcagGACCGTGGTTCTGA
GTCCAGCCATGGAGGACAGCCACGAACTGGACCT ACEIATCICACCEACEEIA T CATCGCAGTGTCCTTCCCTGCCAG
TTGTTCAGAGGAGTCCTACTTGCACAGCCTGCAGGAAGTCACACGCATGCTCAAGTGTAAGCATGGAGACAACTACCTG
gtgagtggggatgatagccacggtgtggtggatgggctggaggcaggagtccctcagaggactcgtgtgagggccaggg
gtgtccctgtgccttgcttgcttacacctgaggaatggtttgggggcctggaatctgactcatgagtctaggggccatg
tcctctacccttctattgttagetttgectgttgttgtgtcacgggectgtgacagttgactgtaggggtggectgetgect

New Primers for PCR
4] PAM In reverse strand
CCCTxxxX gRNA#1

2. gRNAs targeting Tns3 TGA (3’) with efficiently cutting and Indel generation

Tns3 last part of the cDNA region containing the stop codon.

4301 CCCTGAGTAT GACCTTGGTT CAAGAACCTC CTCCAGTGTC TACAGTGGTA
4351 CACTTCAAGG TGTCAGCCCA GGGCATCACC CTGACTGACA ATCAGAGAAA
4401 GCTCTTCTTC CGGAGGCATT ACCCGGTCAG CAGTGTGATT TTCTGTGCTT
4451 TGGATCCACA AGACAGGAAG TGGATCAAAG ATGGCCCTTC TTCTAAAGTC
4501 TTTGGATTTG TGGCCCGGAA ACAGGGCAGT GCTACAGACA ACGTATGCCA
4551 CCTGTTTGCA GAGCATGACC CCGAGCAACC TGCCAGTGCC ATTGTCAACT
4601 TTGTGTCAAA GGTCATGATT GGCTCCCCTA AGAAGATCTG Agcccttcct
4651 agccaaacct gccagatgcc tcatagggcc ctcaacatgg cagtggggtg
4701 aggcagggcc cccattcgta ccagattgac aatcttcaca ttccagactc
4751 aacaagagga gaagaatatg acaactcttc aaaccaagaa caaacaatgt
4801 caccactgac tggccttaaa gaagctgctc ttccgacaca cctatatagt
4851 caggcgcatt ttgagtggat ggatcttggc ccgggaaatg cctcatcagg
4901 gccccaagga caagggctgt acaaggaggg agcatggaag acaaggctgt

Query sequence for CRISPOR:
TTGTGTCAAAGGTCATGATTGGCTCCCCTAAGAAGATCTGAgcccttcctagccaaacctgccagatgcctcatagggccctcaacatggcagtggggtga

TCATGATTGGCTCCCCT sequence also present in chrl2:100150650-100150682> avoid to use it in the gRNA
1. Guide sequence: GGCCCTATGAGGCATCTGGC AGG
2. Guide sequence: TATGAGGCATCTGGCAGGTT TGG

3. Guide sequence: AGG > more efficiently cutting gRNA
TTTGTGTCAAAGGTCATGATTGGCTCCCCTAAGAAGATCEGAgCcct aacc iSRRI PRINe C tcaacatggcagtggggtgaggeag

ggcccccattcgtaccagattgacaatcttcacattccagactcaacaagaggagaagaatatgacaactcttcaaaccaagaacaaacaatgtcaccactgactgg
ccttaaagaagctgctcttccgacacacctatatagtcaggcgcattttgagtggatggatcttggcccgggaaatgecctcatcagggccccaaggacaagggetgt
acaaggagggagcatggaagacaaggctgt



Mus musculus (mm10) sequence found at chr11:84344
Found 16 possible guide sequences in input (100 bp). Click cn a PAM NGG match 1o show i1s guide sequence.
Shown below are the PAM site amd the expecied cleavage posibon located -3bp 5 of the PAM sile

Colors green, and red indicate high, medium and low specificity of the PAM's guide sequence in the genome,
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Predicted guide sequences for PAMs

Ranked by default fram highest 1o lowest specificity score (Hsu etal, Nat Biot 2013) as on hipedcr

Please cile the source when you use a score: Fusy, Char, Xu, Doench, Wang, Moreno-Maleos, Housden, G, G0, -ol-Frame
Our recommendation: Use Fusi for mammals, Moreno-Mateas for Zebrafish. Click on a column title to rank by its score,
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3.Guide sequence: TCTGGCAGGTTTGGCTAGGA AGG > best gRNA cutting efficiency
validation Primers

guideRnad4revLeft AGCCTTGTCTTCCATGCTCC Tm 60.035

guideRnad4revRight TGCTTGGCACATCGTAACCT Tm 59.964

Genome fragment with validation primers and guide sequence

Genomic sequence chr11:8434468-8434491 including primers, forward strand:

AGCCTTGTCTTCCATGCTCC CTCCTTGTACAGCCCTTGTCCTTGGGGCCCTGATGAGGCATTTCCCGGGCCAAGATCCATCCACTCAAAATGCGCCTGACTAT
ATAGGTGTGTCGGAAGAGCAGCTTCTTTAAGGCCAGTCAGTGGTGACATTGTTTGTTCTTGGTTTGAAGAGTTGTCATATTCTTCTCCTCTTGTTGAGTCTG
GAATGTGAAGATTGTCAATCTGGTACGAATGGGGGCCCTGCCTCACCCCACTGCCATGTTGAGGGCCCTATGAGGCATCTGGCAGGTTTGGCTAGGAAGG
GCTCAGATCTTCTTAGGGGAGCCAATCATGACCTTTGACACAAAGTTGACAATGGCACTGGCAGGTTGCTCGGGGTCATGCTCTGCAAACAGGTGGCATAC
GTTGTCTGTAGCACTGCCCTGTTTCCGGGCCACAAATCCAAAGACTCTGCAAGAGACAAGTCTAGTCAGAGGAGCCAGTACCGTGTGCAGCAAGCACCAT
GCATGCATGCAGGCTTTCTCTTCCTCATGATAGCAACCTGGGAACAGTACAGACTGCCCCTGC AGGTTACGATGTGCCAAGCA

Sequence length: 588

Method: Primer3.2 with default settings, target length 500-700 bp

Expression of guide RNA
Summary of all primers explained below

guideRnad4revT7sense TAGGTCTGGCAGGTTTGGCTAGGA
guideRnad4revT7antisense AAACTCCTAGCCAAACCTGCCAGA
guideRNA44revT7PromSense TAATACGACTCACTATAGGTCTGGCAGGTTTGGCTAGGAGTTTTAGAGCTAGAAATAGCAAG

guideRNAallT7PromAntisens AAAAGCACCGACTCGGTGCCACTTTTTCAAGTTGATAACGGACTAGCCTTATTTTAACTTGCTATTTCTAGCTCTAAA
e AC

guideRNA44revU6sense ACACCGTCTGGCAGGTTTGGCTAGGAG

guideRNA44revU6antisense  AAAACTCCTAGCCAAACCTGCCAGACG
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