mMTACSTD?Z2

all guides

scored by inverse likelihood of offtarget binding

Guide #1
Guide #2
Guide #3
Guide #4
Guide #5
Guide #6
Guide #7
Guide #8
Guide #9
Guide #10

score
93
93
92
89
89
88
88
87
87
85

sequence
GTGAGCCCATTGCCCGACAT

CGACATTGG C
GATGGC

CTTTTGCA

GACATTGGCAGAC

CT

CAGACCGTCATCTTGTTGGET
GTCGCAGACCGTCATCTTGT
CGACACARATGGCCCAGGCG

ATGACGGTCTGCGACACARAD

TGG
TGG
CGG
GGG
TGG
GGG
TGG
GGG
GGG
TGG

guide #1  quality score: 93

guide sequence: GTGAGCCCATTGCCCGACA

on-target locus: chré:-67485640

T TGG

number of offtarget sites: 60 (9 are in genes)

sequence

GAGTGCCCAATGCCTGACATCAG

TTGATGCCATTGCCCGGCATGAG

GTGAGCACCATGCCCGACTTCAG

score
0.4
0.4
0.3
0.3
0.3
0.2
0.2
0.2

mismatches

4dMMs [2:4:10:15]
dMMs [1:5:6:17]
AMMs [5:8:11:17
17

]
AMMs [2:10:11:17]
dMMs [3:7:11:20]
4MMs [3:7:11:17]
aMMs [2 13:17]
4AMMs 1:19]

show all exonic

UCSC gene

NM 001017525

NM 008813

NM 025734

NGG (PAM on target DN A sequence)
5 CACCGNNNNNNNNNNNNNNNNNNNN ...

3 CNNNNNNNNNNNNNNNNNNNNCAAA

CACCG GTGAGCCCATTGCCCGACAT
AAAC ATGTCGGGCAATGGGCTCAC C

34
5{

chrl0:+85121540
chrll:-2509952

chrl1%:+28302330

chré:-



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

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

1 186 GCTCAGAGCAACTGTACAT ORF 47 37 Wy

2 253 TCTGCCAATGTCGGGCAAT ORF 5264 i

3 267 GCAATGGGCTCACAGGTAT ORF h2. 64 AT
4 295 GCTCCACGCTAACTTCCAA ORF L2.64 i

5 631 GGCTCTTCCAAGAACGCTA ORF h2.64 W

B 668 CCTATCCGCGGTACACTAT ORF 52 64 R
7 689 GGAGCCCACCATTCAGATA ORF 264 B v

8 762 GCCGCCTACTACTTCGAAA ORF h2 64 R

g9 871 TCTACTACCTGGACGAGAA ORF 4737 B L ety

10 997 GGAGGAAGTCGGGLCAAATA ORF 5264 i

57...GATCCGGCAATGGGCTCACAGGTATTITCAAGAGAATACCTGTGAGCCCATTGCTTTTTTGGAAA...3’
sense loop antisense terminal

5T AGCTTTTCCAAAAAAGCAATGGGCTCACAGGTATTCTCTTGAAATACCTGTGAGCCCATTGCCG. . .3’

BamH 1

GATCCGGCAATGGGCTCACAGGTATTTCAAGAGAATACCTGTGAGCCCATTGCTTTTTTGGAAA
GCCGTTACCCGAGTGTCCATAAAGTTCTICTTATGGACACTCGGGTAACGAAAAAACCTTTTCGA

Hind I



(1} Sgrol Sp=l [352)
[84,323) Pwul Snalll [w50)
114,175) Fspl

Maotl (1535)

BoVCT (LB01]

Alel [1954)
(12,581} DatZi7Fl

(12,321} Fsal
112,155 Sgril
[42,081] HMauBI
(11.5906]) AwrIl

Pacl (2558)
AcclST (2652)
Epnl [H506)

BatBI (3467)
lentiCRISPRY2

14,873 bp
[E0,BEE] Pmel

BapDl - Clal (385%)

Swal [4250)
EcoRI [4820]
Mhel [4826]
Bmtl (4830]
Mgel (5088}
o484) BEtELL
) Raeti | Jbal (505)
{5400] BaiWl '
(9%52) PAFT - THh111T

(927 BamMI
FLAG

EcaltV [a564)

cPET

psi+ RRE | Ue  Z2kbfiller EFSE  SpCasi FLAG P2A Purp WFPRE

. |
lentiCRISPRv2

ol
ﬂ*—.‘."l:'.'ﬂ I 8 h‘.:ﬁﬁnl

BamH |
Asp718 |
Kpn |
Hind 1l

pRNA-U6.1/Neo

(5078 bp)

up,ﬁmoaN



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
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