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A7 2T CRISPR-Cas9 £ A Ji B, £} [7] — ¥ K ¥ 1F — 4% sgRNA 771,
I 58 B B A A i SR T AR BUAR RIS sgRNA RKIAEAM Cas9 Znhd
FEAIPAA % Cooell, IRFEE R e 61k 77 30, AT EZEH Cas9 AT sgRNA 183X &
H AR 58 s e il f5, T CRISPR-Cas9 HAR R AT DNA KX
FEWT R SR R, S4B AR IR D RE B AR o A7 i 1 EE A
#4 Puro HLMETFEARIC, PIIET Puromycin $T4E 2 i ik 15 214 R 510 BH 1441
Mo, RERE SRR 2 M LB A M e Rl s A RRUE I 2 R Rt B (Gene Knockout)
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N E =10"TU/mL
s 1mL%3

HEBEEE | U6-sgRNA-EF1a-SpCas9-PuroR

< RAIEFEA

R i RAFFA
sgRNA1-Cas9 =10'TU/mL; 1mL -80°C; 6 ™/
sgRNA2-Cas9 =10"TU/mL; 1mL -80C; 61/
sgRNA3—-Cas9 =10'TU/mL; 1mL -80°C; 6 4~/
18955 2 Bh 4477 (Polybrene) 10ug/ul; 100uL -20C; 121H
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L IR T UK, WRIFEWhZ )G, BrrmiEE LR, & AR K
i F B T -80°CUKFEIRAT, -80°CH] LARAZN-4F; 4°CHEfF 1-2 F; i KIALRAFE
525 JE iU E F-80°C.

(2) TN F IR FEAE AT [A)EE L 6 AN A, S CEE 3 e R R T .

(3) FE B30 P ok A5 A S 388 G S VR Rk, S 32 R R 4 B AR 7 TR

(@ MFHLEMBRRN, HROH RO BT 0K sl 4°CokAmi s, A
H AR 1 58 a1 7R S BE TE W PBS AT R IF SN
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(D AL 5 $(MOIT, multiplicity of infection), B -2ri& 95 Bk T B e 12
21T ) RS 2 5
(2) MOl IR LA QMRS SR 1 264, P40 Lo o) it
80% B/ DR FE R . MOI 42 —Na FE AN i A 2 LU SOIRZS A 5%
(3) TESEIGHT, UL R IE 6 6] RS9 235K 0 i A& 1) MO A .
(@) flTFsR5 BT /R ISP 2RO F i, A E 1 MOI 15T 75 T B M4
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(2) SEZIGHT T B 2 H B0 H Puromycin AR
(3) kP E R BRI ERN, BB RE, 41K

HThE.
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) WL BWRAR: E5EMNEFRIbER - EREREME, WET
37°C. 5%CO; M TR MEBE T . KT RZHNM R, W {RAE# SN B2 g
HIVC A LR E] 30%~40%; X T4 b A K228 nl 4 AN IG5 10 JR AR, m DAZERE
eI B

2 HInBRT (EPZEETERE) .

a. UKIRERAE 4°C UKFE W E DARMER T35, 1 & B0 15 BT

b. Z A E e e RS, SIS AN B o BVF AT, U BRI A E B B
BRI ARl S iR 7R e rh . BEIRRNINE R S T R

96 well 24 well 12 well 6 well T25 culture flask
EHEIEFRER 100 uL 500uL ImL 2mL 7mL
JRRYLE F) 4R 100 pL 300uL 500uL ImL 2.5-3.5mL

c. 1@t MOI 5 e A8 FH i 2R AR AR, BRI AT R R TVR S8 5 1
B, WHOEERER RS TEARF

d. Polybrene (AR LMENEEL) & —FhH HIBHE TR E4: @it b AT,
A] DA 20 s B UKL S A M 2% T el e . 2B PR M B B S AR, (HX
M AFAE—E FIFETE; Polybrene A& WAZ01), WIFF A, MR AS [F]H [E] A1
ANTFIR FE ) Polybrene X #EAN AR B4, & ML TAEWEEVE HE A 2~10pg/mL.

e. BIERANBIRA A, WEAPWT, N A RECE T 37°C. 5% COx K]
Bi A B AR, IE RS RN R, W R R IR R A K AT At

f. R ER TS, 440 S S i 1) 52 G 7 2L, R d U E T 37°C.
5% CO, BRI FEH AR BERE 7

g. REBrAMfEi: T 24~48 /N E, HIEFHERE, THPIAERTE
HAEL; 5 40 A TR B FE I, 48~T72 /NI JE N AH B BE () B A 2 2 AT In s o
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(D RYE sgRNA 45510, Wit ATy PCR 3354,

(2) FUPETRETE RS X HE 2 0 e R G 2 4 i AT 6 PRI 2
(3) BL[FZH DNA $#-EERE, HE4T PCR 471,

(O I PI5AIE S Sanger W k%

a. JEHH 1%/ 4 TR R F VK BIE PCR Y RBOR , 1 CRons R 4 Hh 3145
A HR/MTE IR 260 e A T Re = AR — 260, JBT1E% .

b. VIEIH 267 AR BE 2lidk PCR 47 857 s il e

c. B/ AR M AEYE BT AR XS Sanger 7 45 3T LU /A T
PLEE R F A AT P B 708 Cencyto-pml@enkilife.cn, SRAFIHITEHZMES)
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BB IEFERANNF= 5, ARREREA SBENEE RS BT RHER
AR ZEAE, FERMEIT W, FEXNEEFHEL:

HEEWF= R HEFMA N, HERRZHRERSRE R, BRI
B AR AT . FEERSMHAEEFBREMAE, FEUETFET
MEERE R BEFEIE, HENMBRIMBKR, RITKE RN, A
TSR R

XF [=ZF—] WEREE: =F—EERAKN=1 sgRNA+Cas9 87 F
H, BDF—/HE%S DNA HFEIENE
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