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FEamE

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
M, BENE SRR 2 AR ALY AI N 58 B R FE I 2 PRl R (Gene Knockout) .

* FRiER

FEERH AR =2k sgRNA+Cas9 1275 5

Y =1 RC0243
N E =10"TU/mL
k% 1mL*3

HEBEEE  U6-sgRNA-EF1a-SpCas9-PuroR

< RAIEFA

R i RAFFA
sgRNA1-Cas9 =10'TU/mL; 1mL -80°C;6 MMH
sgRNA2—Cas9 =10"TU/mL; 1mL -80°C;6 M1
sgRNA3—-Cas9 =10'TU/mL; 1mL -80°C;6 MMH
7% 2 B 455 (Polybrene) 10ug/ul,; 100uL -20C; 121H

+ BRETRERREER

(O FEFRA RV EH R RIS, BRI, R LR R
BEATIETERAT

(2) M5 35 FRAH O S0 FHE 75 /E A ) 22 AR (BL-2 ) W BR A, 4 i P 3
AR GRS R, EUORHIXBL AT A

(3) HRAFAGIH T3 A R SLIR I A2 5 S B e, ISR B, B RIE T

(0 BRI TG NOARAE, A SSRIERDRRERIN VLB H 75% 0 45
EE IV R
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(&) FMILMmAERIMk, BOE, BRI, HRBEN 84 HHIRIEG S
—RCEE, JRE R NR Y T RS, Ra AT R IR KA AP

(&) JeE IR AR S NI, 1 KB &K st i 20 15
gy

(D) IE IR B Sk s A M 85 R AR R Bk, SRV 10% BRI R4 e 1
B b, SRR R ETB KL

®) KIWLHGTHHERETE, HFHEENT.

<+ BRBiEESER

L IR T UK, W2 )E, HremiEEL R, & AR K
i F B T -80°CUKFERAT, -80°CH] LARAZN-4F; 4°ChEfT 1-2 F; i KIALRAFE
525 JE iU E F-80°C .

(2) I H IR FEAE AT [A)EE L 6 AN A, EEUCEE 3 e R R T .

(3) FE7 B350 P ok A5 A B 38 G I VR Rl S 2 R R 4 B AR 7 TR 1

(O M BB RN, RN E T K 4°CrKFRI LSS,
H AR 1 58 e 15 7R S BE TE W PBS AT R IF SN

< MOI i%Ff
(D 545 $(MOIT, multiplicity of infection), R -2ri& 9% Bk T B e 12
T PR RO
(2) MOl [IEFEF LA QMRS SZ R 0 264, P40 i be ) it
80% B/ DIHFE R . MOI 42 —Na FEl AN i b 2 L SOIRZS A 5%
(3) FESEHGHT, EEUAE R IE OG0 IS0 33K I i A& 1) MO A .
(@) flTFsR5 BT /R ISP 2RO F i, A E 1 MOI TH 5T 75 T B A
HEE X MOI
& EER AL (TU/mL)

EmEsAInE (nl) =

< Puromycin $Hif4ikAA

(1) Puromycin FAEFEIRE: 3-5 KAEHE 100% 4 FEEF A= B0 i 1) B AR 25 4)
WL
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(2) SEZIGHT T B 2 H B0 H Puromycin fAE iR
(3) kP E R BRI ERN, WA BE M RE, 415K

HThE.

< REESAERRERE

) WL BWRAR: E5ENEFRIbER - ERERIEME, WET
37°C. 5%CO; M FRFE T MEBE 7 . KT RZHNM R, W {RAE# SN B2 g
HIVC A FE L E] 30%~40%; X T4 A K228 a4 AN IG5 10 JR AR, mf DAERE
eI B,

2 BInBRT (EPZEEFERE) .

a. UKIRERAE 4°C UKFE NS E DARMER 550, 1E & B 05 15 TR

b. Z A EE e e RS, SIS AN B o BVF A, U BRI A IE B B
BRI ARl S iR 7R e rh . BEFRRNINE R S T R

96 well 24 well 12 well 6 well T25 culture flask
TER R AR 100 pL 500pL 1mL 2mL 7mL
RGBT ) AR 100 pL 300uL 500pL 1mL 25-3.5mL

c. JEt MOI 56 52 £ F FR SRR, B A2 WA T 1R S138 R 5 190
I, WHUEER R AR TEA ST

d. Polybrene (RZZLMmMEER) &M HIBHE FREY: @il e,
AT DA R4 /575 B 00K 5 40 0 2% T A4 iR . B IR SR R SR, (BN
P AFAE— E BIFE T Polybrene A& WAZ0H, WIg (A, 2l AN [5] B 8] A1
ANTEIR 1) Polybrene Xt #4251, 3 ML LAF WK BV A 2~10pg/mL.

e. BAWAIEIRAESLY, RAWEE, IV WE g E T 37°C. 5% CO, 1)
R B IR, TR RN E, B B IR R R K YA .

f. RS, Ui o e e e R IR, MUl E T 37°C.
5% CO, B FRAA P ks BE 77

g. RESMPAERE 'S 24~48 /NG, HFEERHERZE, TR R
SN HBA 0 7 B TR 48~72 /NI S I N N BE PR AR AT 0 R 7
k.

&VvE: BRYLETH MRS RN B & R R IR K, BT AE B RE
TEINISR B B 4 B AL T R A KRS .
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* RWEBRITTR

(D 45 sgRNA g5 &5, Wit AIT I PCR 5354

(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)

< Mf: FRERA
AR, A

BB EEFERIIN M, ARREREEBENEERS. R MR
HBBEIZELE, FREUTHHN, FEXNEEHHED:

HREBWG=R BREBEMA N, FERGEE SR B R, BB
TR E AT . HEERESMER TR BEEM HE, S50 BEEERt
R BREIE R BRI, HREMBATERR, BATKEE—RRIRBN, HEA
AR R

BRBWERXREEE, BOREET/ERA, IS
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