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AEFRN EFERT AMREHERERRIBRRIRE, ERAMREHERRN 983 MERE, HE

2 9830 MEPREAR, I NERES 10 4 gRNA BRI, 55 100 MIREIR(RE 100 148

FIEERFS). SRR YKO-LV004 B, EWRAEARSE, (X3RIE gRNA, [ Cas9 ERRZE

R8Ik E, FEEER.
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IhPGK promater
scaffold
US promoter| |
@ppTieTs | |
[HIW-1 W RRE '
5" LTR {truncated) |
[R5 prumnter [ [FLTR (AU3)
YKES|YD YKO-LV004-F: ATTTCTTGGGTAGTTTGCAGTTT
YKO-LV004-R: GACTCGGTGCCACTTTTTCA
PCR KFE%: 212 bp
IR |1 FBFH#ZEE NGS UERIRY PCR HERY 14, ¥ iEH ARSI
% NGS I,
=Rt BB EASZSEAREN, £ NFEIE, BEE>99%, 19—4%<10,
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EENERNSE=NRS RN, HERH 293T Al (FHEMERSER 293T, £S5

YC-A006) , 48 /\gdaER 72 /M RUEs,

—. FRRIig
1. BB R R

WAERBIRIEA, BT IETE-80°CikFa .

¥ 50 ng SEERRRIONZY 25 pL 346> 1019 cfu/ug RIFBAERZS, MIBERFEH(GENS

TR, BAREERIEIOAN 975 pL EHEAE, BROAFEBIERES, EEEEFIMA 1 mL
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SHEFERXRSY, §5 1 EREr Y. &8 LAERME=IR, g 4 S8, ETERK,
250 rpm, 37°CEEFTEEF 1 h,
2 H I LS SRR R

1) % 4 EREFYRSE—H, MHEL10 ul A 990 uL SRE7ERRE, B 20 UL KR
0 10 cm HEIESRIN, 37°CIE5% 14 h, WIMFHETZRHTITE, BEEELETRLL 40,000 XF
2.98 x 1076 METAEEF—SR(E, &/IVF 2.98 x 1076 NIFEELH,
* i EVESEETRLL 40,000 AF 4.96 x 1076, LUFIEE gRNA HIHS—IH,

2) FREREFYIEFPE] 4 #F 500mL LB+Amp HiRtEFFEH, 225rpm, 37°CHEFF 16h,
3 EANF=IIEE

1) EERIEER 50 mL BihET,

2) BUERELE Wt () #HITHRE.
4. [RRHZEY

RIEAIRIRFI BRI BIEEEH, #7F QIAGEN, MACHEREY-NAGEL £ \ENTHRSER
FAREGRRIE (20: QIAGEN B EndoFree Plasmid Mega Kit) ,
=. XFEEfGi%
1. X EEARRERER MOIHRER

IREAREEER MOI RERSZEE4RRE, 40 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (‘BREiCEER
30-50%) , BIMBERIRE 2 ™ML, B 48 /MIEIETRIVIKENMA Puro #170HEE, F=B4A
e (RERSHNE) £3RETIELILET. ERGHEREEN 30% (LEMMREELLFIA

30%) B9 MOI {EN FElbieSEInAIm S R

B3 MOI BEAH ATFRMARE | ARKEFREILA
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SCIG4A 1 0.3 2 N1 N1/M1
SCIG4E 2 0.5 2 N2 N2/M2
SCIG4A 3 1 2 N3 N3/M3
SCI64E 4 5 2 N4 N4/M4
SCI64A 5 10 = N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SCI64R 7 100 B2 N7 N7/M7
wim=HA 1 0.3 & M1 1
wissH4A 2 0.5 & M2 --
AFETEHH 3 1 S M3 --
@it H4E 4 5 B M4 --
Zim=H4HE 5 10 7 M5 -
LB HH 6 30 7 M6 -
Pl E = 100 = M7 _.
=RA 0 =] -- -

2. X RS BRI
O\ RSHIAER
HHEE = gRNAZE x gRNABEE /30% * gRNAEZE>500
mEE = HiEE x MOl

QIEHE F— I E RV EY 18R, HEREERS.

OFEFANEFRSRFRENAN, £ Puro AiffE, SRS K ASERAEFNIEEAE. SLRAEIMANE
HZSYI T EATGIE, THikEo s RECEe AT RAMEERA (EIGIRERDT 4.96 x
1076 4Hi3; SCIRAWENSERRIRAN, EAFRIMBHERT 1%1076) , HIT-RNFRE, £
IGYEFNXTERZE gRNA HHTXIELHT,
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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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