' ' \ICA M 1 See lcam1 intercellular adhesion molecule 1 in the Gene database

icam1 reference sequences Transcript (1) Protein (1)

atggcttcaacccgtgeccaagecccacgctacctetgectectggeoccctggtcaccgttgtgatcececectg

agctcgagagtggacccaactgg

cgtttccggagagtgtggagectgagacctetgecagectggcageaa

score sequence
Guide #1 BE BGCTCGRAGAGTGGACCCRRC TGG
Guide #2 85 CAGGGATCACRRCGETGRACC AGG
Guide #3 g2 CTGETCACCOGTTOTGATCCS  TGG

Oliga:
mlIcaml CRISPR A: CACCG AGCTCGAGAGTGGACCCAAC
mlcaml CRISPR B: AAAC GTTGGGTCCACTCTCGAGCT C



10 siRNA Sequences (Up to 10 top scoring siRMA sequences are reported, sorted by the Start position and ranked as #rfrinl 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’

] 1 165  CCTGGTGATGCTCAGGTAT ORF 52 64 Pk
& 2 405  GCTACCATCACCGTGTATT ORF 47.37 Fririink
] 3 689  GCTGGCATTGTTCTCTAAT ORF 421 ook
H 4 725  CCTCCGGACTTTCGATCTT ORF 5264 Fririink
] 5 1009 GGACCTTAACAGTCTACAA ORF 421 B oAk
& 6 1075 GGAGCCAAGTAACTGTGAA ORF 47.37 Froiink
£l 7 1236 GCGGGAAAGTTCCTGTTTA ORF 47.37 oAk
H 8 1478 CCATGCCTTTAGCTCCCAT ORF 5264 Froiink
£l 9 1605 GCAGCCTCTTATGTTTATA ORF 36.85 oAk
H 10 1627 GCCAGAGAAAGATCAGGAT ORF 47.37 Froiink

BamH ]

3 GATCCGCCTGGTGATGCTCAGGTATTTCAAGAGAATACCTGAGCATCACCAGGTTITTITTGGAAA ¥°

3 AGCTTITTCCAAAAAACCTGGTCATGCTCAGGTATTCTCTTIGAAATACCTGAGCATCACCAGGCG 3°
Hind I

BamH 1
GATCCGCCTGGTGATGCTCAGGTATITCAAGAGAATACCTGAGCATCACCAGGTTTITIT GGAAA
GCGGACCACTACGAGTCCATAAAGTTCTCTTATGGACTCGTAGTGGTCCAAAAAACCTTTITCGA
Hind 1T
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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

ctocctgecatggggtgcagaattectgectggectggaggetgtgaggecagecacctggeocctgaagtcacagggata
accaaacttcecctctecatctectceccecececcteecttgttgttccagggectggtgatgectcaggtatecatecatec
cagagaagccttcoctgeoococcagggtgggtccgtgocaggtgaactgttecttectecatgraaggaggacctecagect
gggcttggagactcagtggctgaaagatgagectegagagtggacccaactggaagetgtttgagetgagegagat
cggggaggacagcagtceccocgetgtgetttgagaactgtggecacegtgecagtegtecegettecgetaccatcacegt
gtattgtgagtggcagggccagggecctgggagcagggagactcactgggecacatgacageccttgaaaagteccac
agtcacttagagatctctttaaacatc
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