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Atgtctcggocggacgogetg

gacgagcagttgagggeccctggtgaggcagtttgga

cagcaagactggaagttettggecagtcactttect ccagcaatgeccagtaccggtgg

Guide #1 93 GCGGACGCGCTGCGAGGATCTGG
Guide #2 92 GTCTCGGCGGACGCGCTGCGAGG
Guide #3 89 GCCACCGGTACTGGCATTGCTGG
Guide #4 88 GGTTAAATGGACCCACGAGGAGG

- ostatni tri se prekryvajl ve dvou exonech

NGG(PAM on target DNA sequence)

5 CACCGNNNNNNNNNNNNNNNNNNNN ... 3
3 CNNNNNNNNNNNNNNNNNNNNCAAA - 5°
Oliga:

CACCG GCCACCGGTACTGGCATTGC
ARAAC GCAATGCCAGTACCGGTGGC C



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

Select No. Start Sequence{DNA) Region  GC%  Tuschl's pattern match® Rank’

] 1 639 GCCCATAAAGTCCTGGGTA ORF 5264 Ty
[ 2 640 CCCATAAAGTCCTGGGTAA ORF 47 37 T
] 3 694 GGACGGACAATGCTGTGAA ORF 5264 B i
[ 4 698 GGACAATGCTGTGAAGAAT ORF 42 1 T
] 5 1159  GGTGCGACCTGAGTAAATT ORF 47 37 o
] 6 1166  CCTGAGTAAATTTGACCTT ORF 36.85 BD oD
] 7 1318 GCCTTGATGGCCACACTAT ORF 52.64 T
m 8 1319 CCTTGATGGCCACACTATT ORF 47 37 Yo
] 9 1430 GCTCAAGCGACAGAAGAAA ORF 47 37 ey g
] 10 1495  CCTTCCTGGACTCTTGTAA ORF 47 37 T

MNavrienashRNA:

S-GATCCGGCCCATAAAGTCCTGG GTATTCAAGAGATACCCAGGACTTTATGGGCTTTTTTGGAAA-3'

S-AGCTTTTCCAAAAAAGCCCATAAAGTCCTGGGTATCTCTTGAATACCCAGGACTTTATGGGCCG-3'
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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

menomova DNA

cacctctcctectcttagaggecttectteteccctectecctecectetetettectttecttetecoceccececececttecec
ctcocecttecteccecteccococtooccectetecctggtectttectectecaaccaggtgacteccaaaccecacccacc
tctagtcocctecagtaattggctccageccaattttatttaaccaataattgtaaatecaaggaacaaggtttgeac
aacaaaagctggtaaactggagaagttagecattataatagcagtagacctaacctegaccaacccctgtecagtet
Jaaaaaccaaaaagaaaagacaccaatcaaataaaacaaaataagaaagcacccaggaaccggatctcacatgge
tgcctaaggtgettgtaccctgeccectgageteggggetcaaccagagttecaatettgtecccageattetttet
gttctagaaccgecacagaccagcaatgeccagtacecggtggectgagggttttgaatececgaccttgttaagggacce
atggaccaaagaggaagatcaaaaggtaagtgcectggctggcaaaggggecagecacacacagtgggecttgeagtgag
tctgagecatcectgtaccatceccaacaacttecagggacttgtgegtggatgtgtgttgtgtgagaggecagetttyg
tagttctgctggtcocecatagtcatgetatagecataagetgacctagggtactecteocaaacceccageecttectgagt
gccaggctgageggetacctegeccecatggattatecagacagetgtttgttgttggggtttgtttttegagata
gggtttctccatgtggecttggctggcctgaaactecacagaaatccacctgectetecatatteteocecteggecte
ccaagtgccaggaaccaccactatceccagtgaaactacccagettttaactggtaaccatgoctgecactagggcea
aggataggtaatgaatgggtggtcca
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