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AR EFERT/NEIRECEREFRFE, $r/EEERR 950 MER, X85
11,047 NEbREAR, $HRIENERER 10 1 gRNA BFREUA, 58 1,500 PRIfRERES 750
REEIFEREFSIF 750 MNEEREARBIBRIEXIREIKR), ERA pMCB320 B28, W
RRGE, {XERA gRNA, 1 Cas9 BEERAER— AL, FEEER.
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FrmiFlE 11047 NEbREAR (FAFRFISHIE) |

SURRIRSE;

R LB mcherry,Puro EE, BERMIEETTRIERERHITIHIE;
FRRETERATRSEE, LEFE={HRSaERA.
*EEERRHEYERSaEINE, ]S YK-LVP-05

8@ 950 NEE, S81MERIRIH 101 gRNA;

1500 N8R sgRNA (750 NMEEIFREERFS, 750 MERZEMRFS) .
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BEREE

scaffold

SORMA,
mUBE promoter] |
CPPTICTS) '

£ES pMCB320-F: CAGCACAAAAGGAAACTCACC
pPMCB320-R: GCCTAATGGATCCTAGTACTCGAG
PCR RE&: 226 bp

RS 4T AL EE NGS URFRIRY PCR HERYIE, ¥ 1BER A EREEEEET

1= NGS WU,

i RIFETASEAREAL, 2" NNFRGIE, BERE>99%, 9—4<10,

| =aemie

—, RSaE

BANERNSE=RSEREmN, e 293T Ml (FRHEWIERSEL 293T, KE:
YC-A006) , 48 /M\Edak 72 M\fEIE, iR4EIREDAERA, EFRIEE-80°CikiEaH.
=. ERE
1. FB5E S e ok

& 50 ng SCEEFRAIINZY 25 L BEAba8EE> 1019 cfu/ug RIEBEEREZ AR, MR IBEE(EIN S
AT, BELREIA 975 uL EHEAE, BRIAERIEEES, @EEEFIOA 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
3.31 x 1076 METMEET—H#E, BT 3.31 x 1076 MIFEEM.
3 EVERSEERLL 40,000 AF 5.52 x 1076, LUFIESZE gRNA f9Ig—14,

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 EA TG, THikEo s RECE AT RAMEERA (EIGIREARDT 5.52 x
1076 4Hi3; SCIRAWENSERRIRGAN, EAFRIMBHELRT 241076) , 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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