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10975 PEGERAR, FHIEPEREST 5 4 gRNA BIEEUK, 58 250 PMIREIRES 250 MER
FFEEFF). EERA pCRISPRia-v2 B2R, EXURAIRSE, (XZRIE gRNA, BUEREIAMERIM—1
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HIV-1 W \ N
EE5 11 pCRISPRia-v2-F: CAGCACAAAAGGAAACTCACC

pCRISPRia-v2-R: GCCTAATGGATCCTAGTACTCGAG

PCR FE%: 220 bp

% NGS N,

RS |4IET FBFHCZEE NGS IR PCR HERYIE, ¥ IBERI A EREELEEET

7Rt RIRBTASEARRA, 2"RNFRIIE, B=E>90%, 9—H<10,
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RENERNSE=ARSERERAL, HERE 293T Mg (RHEWEHRSE 293T, 5S:

YC-A006) , 48 /M\Adgy 72 /\ISfEUWE, R4EREIRI(ER, EEHENERE-80°CIkFER,

—. Ehiig
1. FBEE S TR

% 50 ng SXEEFRAIINZ 25 uL #&4baER 2109 cfu/ug HIFESE

RS, ARREREE(GENS

A TEREE, FREEEERIGIIA 975 uL EHiEFE, BIAEBAEEES, WEEETIIAN 1 mL

SHEFERXRS, H11E 1 SRk, B8 DINEE

HHG 4 BT, ETER,
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250 rpm, 37°CEMETEEFRE1h,
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1) 54 EBEFYREE—R, MFEL10 pL B 990 uL E757AEmRE. I 20 ul BmERR
510 cm EIEFRI, 37°CiEFE 14 h, SWMAPREZEFHITITE, SEEEESRLL 40,000 XF
3.29 x 1076 MJeT s NF—2184F, &/IVF 3.29 x 1076 MFEM,

*E: BNEEHERLL 40,000 XF 5.49 x 1076, LURIUESIZE gRNA A9 —14,

2) RISEREFYEFIZ] 4 3R 500mL LB+Amp fikiEssEF, 225rpm, 37°CHEF 16h,
3 BRAX TS

1) BERIEER 50 mL BOER,

2) BUERELS WY (B) #HITIRE,

4. JRRAZEY

RIBEAIRIAFIERIRBEBIREE L, #7F QIAGEN, MACHEREY-NAGEL SEATIMERSER
FHREGRFIE (f0: QIAGEN B9 EndoFree Plasmid Mega Kit)
=, XFETFE
1. X EHERER MOl IR

IRERESEN MOI BEREMIE, 11 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (BEECAERN
30-50%) , BIMBEFIRE 2 ML, BER 48 /N\HER TRINRENA Puro #H{706iE, F=HE
e (REYRSHE) SRt TIFLIELAT, ERATHEREIERN 30% (LM ELLEIA

30%) B9 MOI {ES FElbieSEInAIm S R

A MOI BELE WitEHEEE | AiEEREE
SCIG4H 1 0.3 2 N1 N1/M1
SCUG4H 2 0.5 2 N2 N2/M2
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SCI64A 3 1 2 N3 N3/M3
SCIS4H 4 5 2 N4 N4/M4
SCIG4H 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SCIG4R 7 100 2 N7 N7/M7
AFETEHE 1 0.3 & M1 --
@i H4A 2 0.5 7 M2 -
@it H4AE 3 1 ) M3 --
Wit H4AE 4 5 & M4 --
AFETEHHE S 10 & M5 --
Zip=HH 6 30 7 M6 -
b == 100 7 M7 -
=H4A 0 2 - i,
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OFAIEFRSHIAE
“HfiEE = gRNAEE x gRNABEE /30% * gRNA EZ=E>500
mEE = fiEE x MO

QR L— B KRR ET IBAE, FESEERS.

OfERNERSRERIAIE, & Puro Alka, KRS MASIRBIXIRAE. SLIRENNE
RIZSHIATIE TSI, Thitian pUIIRENSEIGHMIRRAMEERE (EIIREARDTF 5.49 x
1076 4, SLWEWINEERRISAMIE, EAFRIZREELRT 2*1076) , HIT—RNFGE, XJE
IG/BFOXIERLE gRNA FITIIEE DT

| ExrarEs

IR CRISPR M ERFIAB A ERHBFREIRE. /NEEERESR/ AR
N, BRICZSh, IRHIARHL CRISPR-KO, CRISPRa, CRISPRi = XEHNENSEE sgRNA XX
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