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MR E2EEHBGERIEIRERIBH

I ~miEn
A ERARRNER N EFERT/NRERANGMRFIIERTGE, 25 100,000 2148

EENEFRAMEINEFIEIRRENER, 58 A BRNFXE, FXEHYEMEES 31

gRNA BibREAR, A BN B )EGEEHYEMERERE 6 T gRNA BFREUR, Al BX
FERI IR ZEEA S L FEERIREA. SCERA LentiCRISPRv2 B28, 2 allin one HfRR%,
B gRNA #] Cas9 ERZER A LR, FIERIREER.

1 BER

FFmERR | NEeERERRRERE

[ e <}
ARIQ

YKO-Libr-M0O1A, YKO-Libr-M001B

|
di

FemiFE | 130,209 4N gRNA BRRELAR (RS ISHIE)
BRRIRERS, IHIHE Cas9 IRtEikRN o] B M Emisk;
HlF A Puro ER|, RS RIERERIHITIHIE;

FRIERATHRSE%E, LRE=—ARSEERS.
" EEERRHEIERBREANA, 55 YK-LVP-05

AE 67,405 1 gRNA BFRE(K;
#E@ 20,611 NERE, 8MEREIRIT 3 4 gRNA;
2@ 1,175 D miRNA, 81 miRNA &1t 4 4 gRNA;

1,000 MEEFRXIER sSQRNA,

BEE | 62,804 gRNA BipREA;

#E@ 20,611 NERE, 8MEREIRIT 3 4 gRNA;
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1,000 MEREFRXIER sgRNA,

cPPT

psi+ RRE| U6 sgRNA EFS  SpCas9 FLAG P2A Puro WPRE
: \ !.[ / ;I' H
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EES|W LentiCRISPRv2-F: ATTTCTTGGGTAGTTTGCAGTTT

LentiCRISPRv2-R: GACTCGGTGCCACTTTTTCA

RIS | BIRRETRSEXRERA, f”RNFRIE, BEE>99%, H—14<10,

I P amfEFiReE
—. BFEa%

RENERNSE=(RS RN, it 293T Mg (FHEYIERSE% 293T,
£535: YC-A006) , 48 /\Bdak, 72 /N\ISfEUNES, iR4a/SRIRI(EA, R ERE-80°Cikia.,
—. [ERIg
1. EBRRSFEfRAL

EX 100 ng SCEERRAINNZY 25 pL 35> 10° cfu/ug HURBEERISS ST, 1RAREIL(GE
IS EUHTEREE, BEEREIA 975 L EXERE, BOFHEBRIIERED, HIERET
BN 1 mLEREFEBRRS. B8 EIARMEF=IR, HHI1E 4 EBEY), ETER, 250
rpom, 37°CE&METEEFR1h,

2. F BN FEEANEIERITE

1) % 4 EREFYIRGE—RE, MFE10 pL B 990 uL SEhiEFERRE. 20 uL

BERST 10 cm MREEFRI, 32°CHE5 14 h, MMAPWEFEHTIHE, SEEHETRI
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40,000 XF 6 x 10° MET4k&e F—E10E, /T 6 x 10° NIFEEH,

* E: BINERESETRIL 40,000 ATF 2 x 107, LURIESIEE gRNA fIH—N,

2) FREBHEFYIZ 400 ul BHEEFIRTG, SHANRZY 20 NI, 32°CHEF 14 h,
3. B

1) #=mAnA 500 ul LB iZ55E, ERAAIJEITER, KBERIEEE 50 mL EHOES.

2) BEE LA DR,

3) BUERELE, XN (&) #HTRE,
4. [FRHEEN

RIEAIRAFI SR BIEEURR, #7= QIAGEN, MACHEREY-NAGEL A EEN
SEFAERRFIA (20: QIAGEN B EndoFree Plasmid Mega Kit)
=, XFEFiE
1. infect MOI &%

BN ERESHRBERARNEE, W MO0I=0.3, 0.5, 1, 5, 10, 30, 100 BRI

I8 CHBECEE N 30-50%) , BMEEEERIRE 2 ML, B 48 /ISR TERANZEA Puro
HHTIHIR, FFAEAE CRESYRSIAR) 2R TELLT. EERARETELHI
30%HY infect MOI fEAN EEmIELia IS RS (SCHHRY MOI=0.3 CfR E24E 30%

MRS R AR S E) .

4HE| MOI BEATE witaMEE iR EELa
LG4 1 0.3 2 N1 N1/M1
SCIR4H 2 0.5 2 N2 N2/M2
SCI&4A 3 1 2 N3 N3/M3
LA 4 5 = N4 N4/M4
SCIG4R 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SEI64E 7 100 2 N7 N7/M7
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B SHEN 0.3 ) M1 —_—
7 H4H 2 0.5 ) M2 —_—
B SHERE 1 = M3 —_—
#je A4 4 5 ) M4  —
B SHER 10 ) M5 —_—
Bl SHENE 30 ) M6 —_—
BT SHEY 100 B M7 -

THHE 0 2 S -

2. MRS

OFIABIBFRSHIAR

gRNA #8 x gRNA BEE

MR-

REE= {ME&E x infect MOI

QIR E— PR AREY IBAR, HESEERS

30%

QfEFNEERERERBERIMR, 2 Puro

NBRZHITEDE, TSE 5 x 10" MAKEREE R

ARZH gRNA HATRIEE DT,

I X MRS

* gRNA BEZE>500

o

IS ArE o B LG BFIXI R, LIGBN

TR, XISCIRBMXS

TRFHEY CRISPR M ERYIAE A ERHR AR E. NEEERESR/NER

RIBRPRI . BRUCZAL, IRFHIEIRHL CRISPR-KO, CRISPRa, CRISPRi = KEHNENSE

£ sgRNA Mg EImE . AR, 29Mitk. SBENFEIESTEF—uhUKRSS,

ZMRZH L NRERERAEK!
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