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A7 2T CRISPR-Cas9 £ A Ji B, £} [7] — ¥ K ¥ 1 F— 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) .
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W &R O T UKz, YR G, 7 R TR, T R
i3 B T-80°CURFEIRAT, -80°CH] LLIRAFH-4F; 4°CHliAT 1-2 F; Wil K IRAT 17
7324 AL T-80°C

(2) ISR EE A AEIT AR 6 AN H B TIN5 200
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(@ M BB RN, RO E T K 4°COKFRIL S,
H IR0 ) 56 15 IR Ak B8 TR 1 PBS #EAT R SR A
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(D Y5 $(MOI, multiplicity of infection), R -2r3& 95 Bk T B L5 12
21 L ) R 2 5
(2) MOl [k LAZ%: MRARESAZ 5 m 554~ B4 i L ] et
80% B/ DIHFE . MOI 52— [l AN i A 2 L SOIRZS A 5%
(3) FESEIGHT, U SR IE DG 1 0] IS0 33K I 1% A& 1) MO {H .
(@) fhTF I B/ FISE B0 FH &, R E 1 MOIL TH 5T 75 o 2R A4
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(1) Puromycin BeEREREE: 3-5 KEEDE 100%5FEEF A= 4 40 il (1) S A 259
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) WL BWRAR: E5EMNEFRIbER - ERERIEME, WET
37°C. 5%CO; M FRFE T MEBEL 7 . X T RZHANM R, W {RAE % SN B2 g
HIVC A FE LB 30%~40%; X T4 A K228 nl 4 AN IG5 10 JR AR, mf DAERE
eI B,

2 BInBRT (EYZEEFERE) .

a. UKIRENAE 4°C UKFE N SCE DARMER 55, 1 & 5058 15 BT

b. Z A e e RS RS, SIS AN B o BVF AT, U BRI A IE B R
BAEKI ANpEeRh S R 7R e rh . BEIRRNINE R S5 T R

96 well 24 well 12 well 6 well T25 culture flask
IEE SRR 100 pL 500pL ImL 2mL 7mL
JRRYLE iR AR 100 pL 300uL 500uL 1mL 2.5-3.5mL

c. i MOI TH5L#f 8 FH AR ERUAR, BRI SR T VR S W A i B
B, WG BRI B R R A AT .

d. Polybrene (RIRLJEML#h) /& —Fhi IR TR &4 i thorT s,
A DUA R e i 75 B0RE 55 40 M R T AR e i . B 3 R 1R s e S AR, (BX
UM ARAE—E NEE1E: Polybrene AR WA, AnFs iR, SAS [ 5 [a] A1
ANFEARFE ) Polybrene XTEEAHIEEME, WM TAEW LG 2~10pug/mL.

e. BERANTEFAEA, WAWEE, I TIRFHMAMILECE T 37°C. 5% CO2 1)
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f. AR SIS, 254 ST 4 e ) e e B TR A, Rl E T 37°C,
5% COy M FRAA TP AR LR I .
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(2) PUIEImIE TG, %o HE 2 4 M R0 S 2H 240 PR idh AT R DR ZH AR
(3) HE[H4 DNA #HUERUE, H#E4T PCR 71,

(@) F =4 5AIE Y Sanger M 7 HE 4%

a. I8 1% 45 B IR BRI HL Pk S UE PCR PR HE 28R, B DRGSR 4 iR A5
A HR/MTE IR 260 gt A T Re = AR — 260, JB T 1E% .

b. VIEIH 27 AR BE 24k PCR 47 857 s il e

c. BRI RIHE A BT AR Sanger M 7 45 AT LEX o0 A ]
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