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A% CRISPR EiFREE-RIC, EREXEFRIBH

I sy
AN EERTYAL. BERXEENHR. 82 31,3244 gRNA, #8H 3,015 4

BR. XEXRA pMCB320 528, BUERAEMFRS, (VR gRNA, FEES—RIA Cas9
ERRIRAGER.
I BixER

FEEAFR | A CRISPR BfRE- AL, fEIEME
Fem5S | YKO-Libr-HO11
FmiFEE | 31,324 1 gRNA BFRELR (FARFFISHIE) |
XERIR RS,
Hx B mCherry EEF0 Puro BE, REMARETIRIERERIHI TS
FRAEZATRSEE, LREFS=RSEXRER.
* HEFERRFEMERSERARIE, 1S YK-LVP-05
8@ 3,015 MER, MEREIRIT 10 1 gRNA;
750 NEREFRXIAR gRNA;
750 ML LEER gRNA,
L1 [e——— —
(S . {RRE} {] EFtAPromoter >4 Purok =G = WPRE o
BES54 | pMCB320-F: CAGCACAAAAGGAAACTCACC
pMCB320-R: GCCTAATGGATCCTAGTACTCGAG
FrmtE | BDRRTASEARRA, 2 "NFRIE, BERE>99%, H¥—H4<10,
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I Fanf{EFieE
—. REa%E

BANXERASE=UREERENL, HEEZuH 293T Hif (FHEYIERESE 293T,
55 YC-A006) , 48 /Nitak 72 NIfEWE, ik4E/GRIEIER, EFHRMEE-80°CikiEH,
=, Ehi#ig
1. EERRSCEERHL

BY 25 ng STEERRAINNZI 25 uL #38ER>10° cfu/ug FIFBEERNEST, IRABFREL(ERIN
ST, BEEHREINA 975 uL SHEAE, BRYAERIEEES, mEREHM
A1 mL EREFERRES. B8 DREME—IR, HiHIE 2 EEEY, ETHERK, 250 rpm,
37T°CHRIETIEFR 2 h,
2. F BN FEEAIFECERITE

1) 15 4 EREFYIREE—RE, MFEL10 pL A 990 uL EHEFERRE. 20 uL
BRI 10 cm EEEAI, 32°CiS5% 14 h, WIMAHRETSHTIHE, BESEERLL
20,000 AF 1 x 10° UATHERT—H1824E, BVF 1 x 10° WFEEH.

2) FISEBEEFYIIEFE] 2 3R 500 mL LB+Amp H&IAEFES, 225rpm, 37°CiEs% 16
h,
3. B

1) BERIEEER 50 mL BOE,

2) BUOERELSE, XN (&) #HTRE,

4. [BRRIZEY
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SEFAERIRFIZ (20: QIAGEN Y EndoFree Plasmid Mega Kit)
=, XFEFiE
1. infect MOI &%

BN ERSHRBERARNEE, 1 MO0I=0.3, 0.5, 1, 5, 10, 30, 100 BRI
e (ARICEEN 30-50%) , 8MEERIRE 2 ML, B 48 NI E TERANZENA Puro
TR, FEAEME CRRIYSSHNAR) 2ERtTELELATH, SRR LGN
30%HY infect MOI {EAS i sEia AR S R (SXBFHY MOI=0.3 Chr 218 30%
MR SRR AYRSE) .

=] MOI BEATE witaMEE Pl =t carnd ]l
SCIO4H 1 0.3 2 N1 N1/M1
SCIR4H 2 0.5 2 N2 N2/M2
SCI84E 3 1 2 N3 N3/M3
SCIG4H 4 5 2 N4 N4/M4
SCI&4A 5 10 B2 N5 N5/M5
SEI64H 6 30 2 N6 N6/M6
SEI64E 7 100 2 N7 N7/M7
A 1 0.3 & M1 —
THESEE 2 0.5 & M2 —
Wi EE 3 1 B M3 S
wiETHE 4 5 B M4 S
Sl = A=) 10 B M5 —
TS 6 30 & M6 —
iEESEE 7 100 & M7 —
THA 0 = — e
2. MEfRE R
OIAMEFIREEE
=EEF
‘M E = gRRA ME;OiRNA WEE gRNA B >500
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me== MIEE x infect MOI

OFRR E—HEHRNAREY IBAR, FESEERS.

OEAN RSB, 2 Puro ZTHSAIES R/ISEIRAIXIARA. SLIeHMN
NBRIZSYIRITEA R, MiEEE 1.5 x 10" NMEIRIEFRBHT —RNFE, JISLIREF
XTERZH gRNA FH{TXIEL D,

I X ARSS

IRAEY) CRISPR MM ERFIEE A EFBRRNEIRE. NEEERERESR/NR
RIS e, BRILbZ S, TRFHAIRME CRISPR-KO, CRISPRa, CRISPRI = KEHIENEE
£ sgRNA Mg EImE%. Mg, 291itit. SBENFEIES TSRS,
EMRIHNHERERIEK!
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