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'gRNA scaffold
HIV-1 ¢ Ué promoter

5' LTR (truncated) hPGK promoter cPPT/CTS
RSV promoter gp41 peptide 3' LTR (AU3)
d M [ RRE e { B > D) WPRE [ e

E£ESH | pLX-sgRNA-F: GCCGGCTCGAGTGTACAAAA

pLX-sgRNA-R: AGCGCTAGCTAATGCCAACTT

g | BRRTASEARRAL, 2 "RNFSIE, BEE>99%, H9—4<10.
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1. EBRR S RHL

BY 50 ng STEERRAINNZI 25 uL #038ER>10° cfu/ug FIFBEERNEST, IRABFREL(ERIN
ST, BEEREINA 975 uL SHEFE, BOHEBRIIERES, MEEEPM
A 1 mL EREFERRES. B8 DREMEF—IR, HHIE 2 EEEFY, ETHERK, 250 rpm,
37°CEHTER 2 h,
2. YIS T RIS

1) 152 EREFIREHE—RE, MFEL10 pL A 990 uL EHEFERRE. 20 uL
FIGRTE 10 om SHEES SR, 32°CHESE 14 h, WIMPHBETSETIHE, BESHERIL
20,000 AF 1 x 10° NIET4REETT—S124E, &NF 1 x 10° WFTEH,

2) FIREBEEFHISBIERNE] 2 #5 500 mL LB+Amp SEiAtSFES, 37°CHES: 14 h,
3. BALFHIER

1) BERICEE 50 mL BOES,

2) BUOERELSE, XN (&) #HTRE,
4. [FRHREEN

RIEAIRAFI SR BIEEURR, #7= QIAGEN, MACHEREY-NAGEL EAFEN
SEFAEERNRRIA (W0: QIAGEN Ay EndoFree Plasmid Mega Kit)
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1. infect MOI $&Z%

B ERSHERARRIEEE, 1 MOI=0.3, 0.5, 1, 5, 10, 30, 100 BLBRIH
2 (4BREICEE 30-50%) , B MBEFRIRE 2 1ML, Bk 48 /N\fEiE FRANRENA Puro
TR, FEAAME CRESYRSHVMR) SMLTEIEAR. IRAREEEHLHN
30%HY infect MOI {EM BRI SEIRAURE RS (SCRARY MOI=0.3 SChr 218 30%
MRS R AR S E) .

A3 MOI R HinaHEE AisEEattyl
SEIR4A 1 03 B N1 N1/M1
SCIG4H 2 0.5 2 N2 N2/M2
SCI04A 3 1 2 N3 N3/M3
LR 4 5 = N4 N4/M4
SCIR4E 5 10 g N5 N5/M5
SCIS4E 6 30 B N6 N6/M6
SCIR4E 7 100 B N7 N7/M7
BiFEEE 1 03 = M1 —
BFESEAE 2 0.5 = M2 —
#iFa [ 3 1 = M3 _
SiFEEA 4 5 = M4 _
ZiHESEE 5 10 = M5 —
BiFESEE 6 30 & M6 —
HiESEE 7 100 & M7 —

=H4HE 0 = — —

2. N PEiRES RIS
OFAHEIFESHEE
===

imiEE = gRRA ME;OiRNA WEE gRNA B >500

REE= {EE x infect MOI

OB E—HITHEHRNAREY IBAR, FESEERS.
OERANERESRSRBERME, 2 Puro Z3THSAIES R/ISEIRAIXIARAE. SLIG4HN
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ANERZSYIRITEARLE, HREE 2.6 x 10° MAREERAR T —ANF, JIsLIREM

XTERZH gRNA FH{TXIEL D,
I X ARSS

TRAEY) CRISPR MM ERFIEE A EFBRRNEIRE. NEEERESR/NR
RIS e, BRILbZ A, TRFHAIRME CRISPR-KO, CRISPRa, CRISPRI = KEHIENEE
£ sgRNA Mg EImE%. Mg, 201itit. SBENFEIES TSRS,
EMRI SRR ERIEXK!
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