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Mus musculus myeloblastosis oncogene (Myb), transcript variant 2, mRNA
3,420 bp linear mRNA

Accession: MM_010843.3 Gl 110556653
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Mus musculus myeloblastosis oncogene (Myb), transcript variant 1, mRNA

3,777 bp linear mRNA
Accession: MM_001198914.1 Gl 312032463
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343 [/ fw BGARBRTATGETCCGRAAGCGT TGE q7 54 35 71 0-0-0-1-43
Cloning / PCR primers 0-0-0-0-0
44 off-targets
334 /rev |GCAARTAACAGACCAACGCTT CGG 94 55 a1 63 0-0-0-4-42
Enzymes: Bmel8l Hpy188l PspPl 0-0-0-0-1
Cloning / PCR primers
46 off-targets
82/ fw TGTGTGACCATGACTACGAT GG& a1 69 48 77 0-0-0-5-66
Enzymes: Xcmi, ApeKl, Fsp4Hi 0-0-0-0-0
Cloning / PCR primers
71 off-targets
211/ rev CACTGCACATCIGICCGGEIT GGG a1 43 79 72 0-0-2-5-56
Enzymes: Mspl. BsaWl 0-0-0-0-0
Cloning / PCR primers !
63 off-targets
234 [ rev GCACTTICTIGCCACCGGIGT TGG g1 45 54 a7 0-0-1-3-89 3intre
Enzymes: AsiGl BsaWil, Cfriol, SgrAl 0-0-0-0-0 A:interger :
Cloning / PCR primers cirren
93 off-targets

T1 out of 65

<Previous Next>
Seguence: AGARATATGGTCCGAAGCGTTGE

Efficacy score by CRISPRater: [ SINONIN

Oligo pair with 5' extension fwd: CACCgAGARATATEGETCCGARGCET rey: ARRCRACGCTTCGGACCATATTTCTC
Oligo pair with 5' substitution fivd: CACCgGARATATGETCCGRAAGCGET  rev: ARRCRACGCTTCGGACCATATTTCC

T3 ocut of 65

=Previous Next>

Sequence: GCAATAACAGACCARCGCTTCGE

Efficacy score by CRISPRater: 0.62 MEDIUM

Oligo pair fiwd: CACCGCAATAACAGACCARCGCETT rev: ARRCAAGCGTTGGTCTEGTTATTGE




Name Primer Sequence

guideRNA334rvU6senseMLM3636 ACACCgcaataacagaccaacgcttc

guideRNA334rvU6antisenseMLM3636 RARARACaagcgttggtcoctgttattges

PCR to amplify the on-target site

Use these primers to amplify a genomic fragment around the on-target site:
OntargetGuideRna334rvieft TTGCCCAAGTCTTACCGTCC  Tm 59.964

OntargetGuideRna334rvRight ACAGGAAGTAAAGGGCTGGC Tm 59.962

Genome fragment with validation primers (underlined) and guide sequence (yellow)
Maximum amplicon length: 400 bp - for »= 250bp paired reads ~  Primer Tm: 60 deg. ~

Genomic sequence chr10:20872412-20872435 including primers, genomic forward strand:
TTGCCCARGTCTTACCGTCCGGGCAGCAGCTTTGCGATCTCTGCCCATCTGTTCCCCAGACGCTTGTETGCCTGGTARAT
GATTCTGTCCTCCTCTTCTGTCCAGGAGGTTTTCTTAACTTCTGGATTCARATGGTTETGCCACCTCTCCCGACACTECT
TTCCAATTCTCCCTTTTAAGTGCTTGGCAATAACAGACCAACGCTTCGGACCATATTTCTGGACARAGCTCTATGACCTTC
AGATGAACAGAAARRTAATCTGTGTTTTAATGTTACGGARAGAGTCAGCGTCATCAAGCCTCAATGTTACARGATCTTCA
GATCTTGARATAATCTGCTTTCATCCACTGRACATGCAGGAGCCASCCCTTTACTTCCTGET

TTGCCCAAGTCTTACCGTCCGEGCAGCAGCTTTGCGATCTCTGCCCATCTGTTCCCCAGACGCTTGTGTSCCTGETARAT
GATTCTGTCCTCCTCTTCTGTCCAGGAGGTTTTCTTAACTTCTGGATTCARATGGTTGTGCCACCTCTCCCGRCACTGCT
TTCCAATTCTCCCTTTTARGTGCTTGGCAATAACAGACCAACGCTTCGGACCATATTTCTEGACAAGCTCTATGACCTTC
AGATGARCAGAARAATAATCTGTGTTTTAATGTTACGGARAGAGTCAGCGTCATCARGCCTCAATGTTACRAGATCTTCA
GATCTTGAARTARTCTGCTTTCATCCACTGGACATGCAGGAGCCAGCCCTTTACTTCCTGT

Sequence length: 380
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Target sequence(DHA)

1 559 GGAGAGGTGGCACAACCATTT ORF 5238 o
2 793 GGACTGATAATGCTATCAAGA ORF 38.1 o
3 1104 GCCATCCAGAGACACTATAAC ORF 4762 b e
4 1504 GCTTAGATGCACCTACCTTAC ORF 4762 o
5 1542 GETCACAAACTGACACCATGT ORF 4762 o
[ 1671 GCCCTTGCAGCTCAAGAAATT ORF 4782 by g g
7 1844 GGAGTCGCCAACTGAGAAATC ORF 5239 e
8 1866 GEAAACTTCTTCTGCTCAAAL ORF 42 86 o
8 2085 GGAAGACAGAGGACCAGATGA ORF 5238 o
10 2134 GGAAATACGTGAACGCGTTCT ORF 4762 o
BamH. |

L GATCCGA AT T A GAT T TR ACCATCAC TACGAATAGTCATEGGTCACACATCTCAATGTTITITGGAAA 37

3 GCETAACTCTACACCACTGGTACTGATGCTTATCAGTACCAGTGTGTAGA GTTACAAAAAACCTITICGA 57

Hind 1l
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shRNA i gRNA

Spojeni oligonukleotid

Stépeni vektord

Eluce fragmenti DNA z agarozového gelu

Ligace

Priprava kompetentnich bunék E. coli

Transformace E. coli liga€ni smési

Expanze klont E. coli

Izolace plazmidové DNA

Ovéreni zaclenéni oligonukleotidu do vektoru (PCR, sekvenace)

Transfekce eukaryotickych bunék



shRNA

SDS elektroforéza proteint a imunobloting

gRNA

Selekce rezistentnich bunék

Klonovdni rezistentnich bunék metodou limitniho Fedéni a expanze klon
SDS elektroforéza proteint a imunobloting

Izolace genomové DNA

PCR a klonovani do sekvenacniho vektoru

Sekvenace + analyza vyznamu mutaci



