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< FEEmETT

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) .

e FRER
FEERH SRR 4k sgRNA+Cas9 1897 7%

Y =1 RC0242
N E =10"TU/mL
k% 1mL

HEBEEE  U6-sgRNA-EF1a-SpCas9-PuroR

< RAIEFA

2R S PRIEFAT
sgRNAT-CAS9 >10"TU/mL; 1mL -80°C;6 ™ H
S e 25 B YL 3 ~920°C - "
975 23 B 4L ik 771 10ug/ul; 50uL 20°C; 127 H
(Polybrene)

+ BRETRERREER

(O FE ARy B S BRI 3 ORI, R R R
BEATIE T ERAT

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

(3) HRAFAIH T3 AR R SLIR I A 20 5 S e, ISR B, B RIE T

(W BRAERTEINE N OERAE, RERE SRR, EZEH] 75%KE 4
EZIv R

(5) FMil MMk, MO8, BIRIR, HRBEN 84 HHIRIEG S
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AR, R AR R R Y T AR, WAt BT S IR KA A

(&) Jree CIKEUR AR S NI, 3§ R B K e sl AL 20 15
gy

@ W& B ROE S BRI AT SRR Bk, SZERF 10% A AR T B e £ 1
Borst, WRJERIRETRKM Y.

® KIWHHGTHHERETE, HFHEENT.

~ BRBHEFESER

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

(3) FEJp B P o N B S SRR, SR VR i 2 PR # E

(@ M BB RN, RO E T K 4°COKFRIL S,
H IR0 ) 56 15 IR Ak B8 TR 1 PBS #EAT R SR A

< MOI %A
(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
HEE X MOI
& RER AL (TU/mL)

EmEsAInE (nl) =

< Puromycin ¥uidiiRA

(1) Puromycin BeEREREE: 3-5 KEEDE 100%5FEEF A= 4 40 il (1) S A 259
WIE .
(2) SEZIGHT 7 EAf 2 H 40 Puromycin fAE TR
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(3) T HTA R IR AR IR LI, SO AN SRR P R, 20 B A

HThE.

< REESAERRERE

) 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
B AR 100 puL 500pL ImL 2mL 7mL
R GL f4AAR 100 puL 300uL 500pL ImL 25-3.5mL

c. JEIE MOI T 5L e 8 Y 15 B U R, U AT SRR TR SI ¥R ) 1R 97
HL, WG ERR AR R IR A AT .

d. Polybrene (RIKZMfkEE) & FH MIMHE TREY: @iy,
R LA A e 5 UL 5 20 B T PR o o 5 0 v PR B e R, (B
MR EAFAE—EMREEE; Polybrene AJSEZNY, AIFEAEA, REIIGA [F I [R) AN
AR LR Polybrene X #EARMI I REME,  H A TARIK BV By 2~10pg/mL.

e. BERMMAFIRA 4%, AR, N VR 4ICE T 37°C. 5% CO: 1)
BRI R IR B, TR R SRR, R R O SRR A R A T AL

f. IR SRS, 490 SR i (0 58 e i R 3k, e & T 37°C.
5% CO2 MR FRAHH ARELRE T o

g KEEAMBrERE T 24~48 /N JE, H MBI WRARTE, P R ik
MR S A R L BRI G 48~T2 /NN JE I N A R B R BT A 2R AT 0 s O
.

#ZVE: BYATHME ARSI R A BB REBORE MR K, i PL95 2 fRAE
FENNRA 3 2 BT I 4E LA T R IR AR RORES
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(D RYE sgRNA 45410, Wit ATy PCR 3514,

(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 ]
PLEC R A HEAT R 04T Cencyto-pm]@enkilife.cn, SRAFEEHFERERS) -

< Bf: =oRERYA
AR, T

BEEERNEN ™, AREEREATENEERS . TR MHER
HBBEIZELE, FREMEUTHHN, FEXEREHHED:

HREBWG=R BREBEMA N, FERGEE SR B R, BB
TR E AT, HEERESMER TR BEEM HE, 50 BEEERt
RLFBREIE R BRI, HREMBATERR, BATKEE—RRIBN, HEA
AR R

BRBWERXREEE, BOREET/ERA, IS !
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