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TTCCTGAAATTCAGGTGCTGCAGGCAGCCCTCAGCACAGAGAGCTGACAGGGAC
CCTGGGTCAGGGGTTCTGAGTTCCAGCTGCCACTATICTICTTCACCTTTGGTGTC
CTGTGCATGTGACATTTCGCCATGGGAAACAACTGTTACAACGTGGTGGTCATTG
TGCTGCTGCTAGTGGGCTGTGAGAAGGTGGGAGCCGTGCAGAACTCCTGTGATAA
CTGTCAGCCT

CCAGCATAGGTGGACAGCCGAAC

1 az 3 exon

Od ATG (pozice 132) po konec tretiho exonu je ta sekvence stejna ve vSech transkripcnich
variantach

Guide #1 89 GTTCGGCTGTCCACCTATGCTGG
Guide #2 79 AAACAACTGTTACAACGTGGTGG

Oliga:
mTnfrsf9 CRISPR A: CACCG GTTCGGCTGTCCACCTATGCTGG
mTnfrsf9 CRISPR B: AAAC CCAGCATAGGTGGACAGCCGAAC C



10 siRNA Sequences (Up to 10 top scoring siRNA sequences are reported, sorted by the Start position and ranked as 0o to ¥k to indicate
knockdown probability). Select the sequence to order and click "Continue”.

Select No. Start Sequence{DNA) Region GC%  Tuschl's pattern match® Rank®
] 1 203 GCAGAACTCCTGTGATAAC ORF 47 37 wried
[ 2 325 GAGTGTGTGCAGGCTATTT ORF 4737 BCD wo
] 3 333 GCAGGCTATTTCAGGTTCA ORF 47 37
[ 4 380 GGAGTGTGAGTGCATTGAA ORF 47 37
] 5 4384 CCTGTAGCTTGGGAACATT ORF 4737 BD
[ 6 679 CCTTGCAGGTCCTTACCTT ORF 52 64
] 7 725 GCTGGCCCTGATCTTCATT ORF 52 64
[ 8 728 GGCCCTGATCTTCATTACT ORF 47 37
] 9 749 CCTGTTCTCTGTGCTCAAA ORF 47 37
[l 10 828 GCTCAAGAGGAAGATGETT ORF 4737 BCD
BamH |

5 .. GATCCGCCTGTAGCTTIGGGAACATITTICAAGAGAAATGTTCCCAAGCTACAGGTTTTTTIGGAAA ... 3
Sense loop Antisense Termination signal

Hind llI
5 . AGCTTTTCCAAAAAACCTGTAGCTTGGGAACATTITCTCTTGAABMATGTTCCCAAGCTACAGGCG ... 3

BamH |

GATCCGCCTGTAGCTTIGGGAACATITTCAAGAGAAATGTTCCCAAGCTACAGG IMTGGAAL
GCGGACATCGAACCCTTGTAAAAGTTCTCTITACAAGGGTTCGATGTCCAAAALAACCT CaA
Hind IlI
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shRNA i gRNA

Spojeni oligonukleotidl

Stépeni vektord

Eluce fragmentt DNA z agarozového gelu

Ligace

Priprava kompetentnich bunék E. coli

Transformace E. coli ligani 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



Klonovdni pro sekvenaci

Genom DNA:

CATGTGTGCTGGGGTTACAGCATCCACTACCACTCCGGGTATCTGCACACTGGTT
CCTGTTTAGCAAGCATGCTATCAGTCAAGCAACAGCAGCAGCCAGAGGACAACT
CATCTGACTGAGACACTTITCGGAATCTCCTTTGCTAGTGTCCTGTGCATGTGACAT
TTCGCCATGGGAAACAACTGTTACAACGTGGTGGTCATTGTGCTGCTGCTAGTGG
GCTGTGAGAAGGTGGGAGCCGTGCAGAACTCCTGTGATAACTGTCAGCCTGGTAA
GTGCCAAAGTGACATGACTGTTGAAGACTCAGTTCAGTTAGCCTGGTGTCTTAGT
TAGGGTTCCGTTGCTGTGAAGAGACACCACGGCCAAGGCAGCTCTTATAAAGAAC
AGCATTTAATTGGGGCTGGCTTACAGGCTCAGAGG

AAACATGTGCAGTCCTAAAATGCCAGTCATTGTGATGCCAGGAGGACAGACAGA
ATATTTATTITGATATCCTCGAAAATGTCACAATGCTGAGAGAACTGGTCATTTGT
TGTCAGACACAAATGCCTGTGACAATTCTTGCAGGTACTITCTGCAGAAAATACA
ATCCAGTCTGCAAGAGCTGCCCTCCAAGTACCTTCTCCAGCATAGGTGGACAGCC
GAACTGTAACATCTGCAGAGTGTGTGCAGGTAGGTCAGTCTGTCTGTCTGTCTGT
CTGTCTGGAAAGGAGAGCTTGCTGTTGCCCAGGCTAGACTGGAACCTGTGACTCT
TGTTCCTCAGCCTCCCAAGTCTGGAGGTTTGCTTTAGAGGGGAGACATCTTCATCT
TTAAGACCATTGGGCAGAGTTAAGCTTITGATCCG
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