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ABFR EEERT/NECEERRIBRRORE, R/NECERY 2865 NERE, HE5 22909 1
BEREUA, FHYENERSE 8 1 gRNABIREIK, 5B 50 MIREIAES 50 NMERIEERER
Hl). SPEESRFE YCS-LV004 B3R, EWEHHEMAERS, {N3RE gRNA, i Casd BEERES— 13
kL, FEEER.
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FrmiFlE 22909 NEFREUA (FAFTISHIE) |

XURRIRSE

K EH Puro BR|, REMAlEERIERERIAITIHIE;
R EEATRSE%, EREF=(URSEREL.

* EFERRAEESRSERANE, 85 YK-LVP-05

B[ 2865 MEE, F1MEREIRIT 8 1 gRNA;

50 N3JEE sgRNA (50 NMEEIERRAFS) .
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=ZRENS 'hPGK promoter
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(RSV promoten (3' LTR (AU3)
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SETES |4 YCS-LVOO4-F: ATTTCTTGGGTAGTTTGCAGTTT

YCS-LV004-R: GACTCGGTGCCACTTTTTCA

PCR FE%: 213 bp

EIRS|¥RT BFHCLEE NGS UERIRY PCR HERYIE, ¥ IBER R ERGECRENTT

1= NGS WU,

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

| =aemie

—. REa%

RENERNSE=(URsaEmn, TRt 293T Al (RHEDISRSELE 293T, KE:
YC-AQ006) , 48 /M\mdak 72 /MiSfEINE, WR4afRRIRI(EA, tEFRETE-80°CikiaH.
=. ERE
1. BBFE S e ik

& 50 ng MEERRALINZEY 25 pL BaiE=>1019 cfu/ug RBBEEREZEESH, MIEERERE(GENS
AT, BELREIA 975 uL EHEAE, BROAERIEEES, @EEEFIOA 1 mL
SHEAEFRRS, B8 1 ERErY). B8 DRRE=IR, HHE 4 EREFY), ETER,

250 rpm, 37°C&METEEFE1h,
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1) %4 EBEFYREE—R, MFEL10 pL B 990 uL E7E7AEmRE. I 20 ul mERR
110 cm RIS, 37°CiEFF 14 h, WIMAREZFHITITE, EREEERLL 40,000 XF
6.87 x 1076 NAJ4L F—L184F, H/INVT 6.87 x 106 MIFEEM.
*3E: EVETEEESRLL 40,000 AF 1.15 x 1077, LUFSIESZEE gRNA g9t9—14,

2) FREBFFHR 400 uL BHEEFINIRM, SHENRZY 20 MM, 37°CIRIET.
3PS

1) BERITEE 50 mL B,

2) BUERELSE WNEY (B) HITFRE,
4. RRAREY

RIEAIRINF R ABBIRENERL, #E7F QIAGEN, MACHEREY-NAGEL EATMNTRERER
FHREGRFIE (30: QIAGEN B9 EndoFree Plasmid Mega Kit)
=. XEEfsik
1.3 AR MOl R

ISERESEN MOI B EMIE, 81 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (4BREICEER
30-50%) , BMEEFRIRE 2 1ML, B 48 I\ FRAVKEMA Puro #1THi%, HF=AA
e (RERSHNE) SR LIELILET. EREGTHEREIEN 30% (LEMHREELLFIA
30%) HY MOI EAN EmisLie IS Rk,

A5 MOI BRLHE AFEHEE | AlERESE
SCEG4H 1 0.3 2 N1 N1/M1
SCIG4E 2 0.5 2 N2 N2/M2
SCIG4A 3 1 2 N3 N3/M3
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SCIG4H 4 5 2 N4 N4/M4
SCIG4H 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SM 7= 100 g N7 N7/M7
e = A= 0.3 FiS M1 --
b = = A 0.5 i M2 -
Zip=HH 3 1 7 M3 -
it HH 4 5 = M4 e
S| == ) 10 & M5 .
wim=H4HE 6 30 & M6 -
e == 100 & M7 --
=AA 0 B2 -- -
2. X iR RS T

OFAIEIRSHIAE

“MiEE = gRNA #& x gRNA BERE / 30% * gRNA BZ=E>500

mEE = fEE x MOI

QIR E—LIHEHRNAREYT 1BAKE, HESEERS.

OEFAN RSB, & Puro B, 1SHRSM/ISERAMARAE. SLRAIMAE
RIZSHIATIE TSI, Thitian pUIIRENSEIGHMRIRRAMEERE (EIIREAARDTF 1.15 x
1077 48, KA EERRIGMAE, BEAFRIZAREEXRT 21076) , BT -RNFE, XJE

SOAFNNTERLE gRNA #HITXIEL .

| ExraRrEs

IR CRISPR M ERFIAB A ERHBFREIRE. /NEEERE SR/
X, Bitbzsh, Rt CRISPR-KO, CRISPRa, CRISPRI = KEHIXENSIEER sgRNA XX
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