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ABPR EEERT AR RS NTmE, LRARESRY 507 MERE, HEE 5070 1MEbRE
R, SRIENERES 10 1 gRNABIRER, 58 100 PRIFREA(E S 100 MEEIFERERFS).

MR pLX-sgRNA &28, EXEREIRARST, {NRIX gRNA, [ Cas9 EEZER—PEIA

L, FEHEFERA.
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8@ 507 NERE, SMEERIT 101 gRNA;
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HIV-L W, |
5'LTR {truncated)
IBﬂprDtherll
L L ] Hb
EE5 4 pLX-sgRNA-F: ATTTCTTGGGTAGTTTGCAGTTT

pLX-sgRNA-R: GACTCGGTGCCACTTTTTCA
PCR KFE%: 213 bp

RS |4ET B EE NGS UFRIRY PCR HERYIE, ¥ IBERI A EREEUEED AT

1= NGS WU,

7Rt RIRBTRASEARRA, 2"NFRIE, B=E>99%, 9—H<10,

| =aemie

—, Re5aE
RENERNSE=(URSaEmn, Tt 293T Al (RHEDISRSELE 293T, KE:
YC-A006) , 48 /I8 72 /NEI/EIE, R4E/SRIRI(ER, EEEMEE-80°CikigH.
=. EEHE
1. FB5E S e ok

¥ 50 ng SEERRRIONZY 25 pL 340> 1019 cfu/ug RIFBAERZES, MIBERFEH(GENS
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#ogtiTERs,, BTSN 975 uL EAERE, ROHEBIERSS, WERSEFMA 1 mL
SHEFRERRRS, 151 88y, B8 LIMRMEIR, HEIE 4 SBETY), BTRRK,
250 rpm, 37°CEMEFTEEF 1 h,
2 BN SR AR R

1) 5 4 EBEFREE—, MFEL10 pL A 990 L SEHEFAERRE. B 20 uL KRR
510 cm SHEEESRIL, 37°CHE5% 14 h, MWIMPAIESSHITIHE, BEEHERLL 40,000 XF
1.55 x 1076 MIaJ4rsr F—2E484F, &/F 1.55 x 1076 NIFEM.
*E: ENEREEETRLL 40,000 AF 2.58 x 1076, LUFIESE gRNA H99—MH,

2) FIREREF=YpEFPE] 4 R 500mL LB+Amp HiRtEFEH, 225rpm, 37°CHEFF 16h,
3 EANFHIIEE

1) EERMEER 50 mL BihEh,

2) BUEFELS, Wi (8) #TRE.
4. [RRIHZEY

RIEARAX &R EBIREERL, #7F QIAGEN, MACHEREY-NAGEL S TINEREER
FHREGRFIE (30: QIAGEN B9 EndoFree Plasmid Mega Kit)
=. X%
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IRERREEER MOI BRI, %01 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (‘AMEiCEER
30-50%) , BIMMBEFTIRE 2 ML, B 48 /MIIEIETRIVKEMA Puro #1706E, F=B4A
4HRE (CREYRSHVMIE) £ IELAT. ERATHERERME 30% (tEHIEEELLEI

30%) B MOI 1B EElmideSCIn AU B .
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A5 MOI BEATE AFEHEE | AltEEEE
SCIG4H 1 0.3 2 N1 N1/M1
SCIG4E 2 0.5 2 N2 N2/M2
SCIG4H 3 1 g N3 N3/M3
SCI64E 4 5 2 N4 N4/M4
SCI64A 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SCIG4R 7 100 2 N7 N7/M7

A EHE 1 0.3 & M1 --
wimT=HA 2 0.5 & M2 -
sz H4E 3 1 Py M3 -
Sl == 5 Py M4 -
S i = FA= ) 10 Py M5 -
wim=HHE 6 30 & M6 -
Pl E == 100 = M7 _.

=H4HE 0 2 - .

2. X ETR S R

O AR SHIAER
“HfEE = gRNAZE x gRNA BEE /30% * gRNA BE=E>500
WEE = HiEE x MOl
QRIR E—SIEHRNAREYT 1SR, HERRERS.
OEFANEFRSRRENAN, 2 Bsd &5tfE, KBRS MATRAEIIERAE, TIEMNBR
AYITIERD L, keSS BIRBECINAFXRAMBERSE (BEIGIRERDTF 2.58 x 1016
AR, SCRAEWENEIRIRMNE, ERFAAREREART 1*1076) , HT_KNUFRE, XEWRAH

FOxSHBZE gRNA TS DHT.
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IR CRISPR MESTERTIIAE AL ERHBRREIRE. /NE2ERE R/ TR
N, RRibzoh, JEHIEIRA CRISPR-KO, CRISPRa, CRISPRI ZKEHISENDIEE sgRNA X
FrrgEElmestix. Mg, i, SEENFMNERESTE TR, SMIHAIUH
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