Knock-out cell-line H|Z} (CRISPR/Cas9)
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» Materials
«  Opti-MEM
* lipofectamine 2000
* (Cas9/ single guide(sg) DNA

» Process

Step 1: Cell transfection

24-well plate 2t2t9| well®f HYHSIIXL S cell@ seeding (2.5 ~ 5 x 10* cells/well)
CHE ' 7|, cell confluency 50%7F & &gt

Opt| -MEM 25ul0] lipofectamine 2000 2.5ul 20{& (1)

Opti-MEM 25ul0| Cas9 500ng (DNA)TH &&= (Cas9)at Opti-MEM 25ul0| Cas9 500ng

(DNA)Zt sgDNA 500ngS 9+& T(Cas9+sg), O|EA 27 #o2 2tz =H| (2

(M2 2E mixStA (total 50ul) 5 min &=

Mix®t 42 24 well plate seeding®t MZ0| HE LE dropping (Y 50ul)

Step 2 : GFP confirmation

CHS'E, media change (MZ0f| 2} transfectionOf 2|8t damage & 7hs)

3252 media change 80| culture® HE2D|Z22 H&=Ql (Cas90| GFP taggingE)
Wello| U= cellE HAM 96-well plated 0.3 cells/100ul seeding (X|CHZE 1 wellof| 1742]
N=Z7F 20 = UZEI)_96-well plate 4 ~ 571 seeding

Step 3 : Positive cell selection

o

96-well plate0 seeding El well 0| single cell0] S0{Zt wellZt FEA|ZH (
XILtH single cello] S0{ZF well2 FE517|7F O{H{REE seeding & 2~3
of =olER)

HAISHE single cellO] 07t well@] MZ7} Xt2tA confluencyZt 70 ~ 80% ZIRAS [,
trypsin 60 ul @101 MZZF CF HO{X|H 140 pyl mediaE E@HF (well E total 200 pl)
Total 200 ulIE 60 ul (30%) 2 140 pl (70%)2 2 LHHAM ZtZt CHE 24-well plateZ2 &
4 (4HHX|= mediaZ2 XHRIA welld 500 plO| £[=F g

0|2 cultureSto] 70%2| cellE seeding ot wellO] A Ct XM genomic DNA gt

Z=Z3t Genomic DNAO| CHEE deep sequencings S0l (ZCHA] BHAHE 9|2|) knock out
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of st
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Zl MZBF selection

Sequencing 7|7t&¢t, 30% seeding B MZEZF 24 wellof 7t= XEH Zb well2] M
25T-Flask2 ZtZt 74N R X| (sequencing0| E& 1F~2F JE AQEFOZ 0|3 H
1243t subculture E8R)

Deep sequencing A3t FH22 LI2 MZDE 0|20 SAAAHAM X!

Clone-25

GTGTTGCCCCCTTCATCTTTGT-CATTGGACCTG WT
GTGTTGCCCCCTTCATCTTTGT ——————— gCCTG 7bp del/lbp ins 37%
GTGTTGCCCCCTTCATCTTTGTECATTGGACCTG 1bp ins 33%
GTGTTGCCCCCTTCATCTTT——-—-——-- TGGACCTG S5bp del 30%

Sequencing Z1} Of|A|



