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FATEZATRSEE, CREF=—(URSEERLR.
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STES ) YCS-LV0O05-F: ATTTCTTGGGTAGTTTGCAGTTT

YCS-LV005-R: GACTCGGTGCCACTTTTTCA
PCR KFE%: 213 bp
EIRS |¥raT FBFCLE NGS MUFFRIRY PCR RERY I8, ¥ BEM FEREEERDTT

% NGS N,

7Rt BIRBTASEARRA, 2”RNFRIE, B=E>99%, 9—H<10,
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RENERNSE=(URsaEm, Tt 293T Al (RHEDISRSELE 293T, KE:
YC-A006) , 48 /I\adak 72 /NEtfEUE, WR4EFERIEIEA, EERMETE-80°CikiEH .,
=. [RRHI8
1. B4 FE R

£ 50 ng SCERRRIONZ 25 uL #4382 1079 cfu/ug MEBHERSZSH, MR (EINS
oA TEESE, BRI 975 uL EiERE, BIARBIEIERES, REEEFIA 1T mL
SHEFERXRSY, §5 1 EREr Y. &8 LAEME=IR, HHiE 4 S8, ETERK,

250 rpm, 37°CEEFTEEF 1 h,
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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
2.95 x 1076 MR 4 F—L184F, H/IVF 2.95 x 106 MIFEEM.
*E: BNEEHETLL 40,000 XF 4.92 x 1076, LURIENZE gRNA f95—14,

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

1) BERKER 50 mL BOE,

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

RIEAIRINF R ABBIRENERL, #E7F QIAGEN, MACHEREY-NAGEL EATMNTRERER
FHREGRFIE (30: QIAGEN B9 EndoFree Plasmid Mega Kit)
=, XFETFiE
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

YHREE = gRNA &2 x gRNA B=E /30% * gRNA Bz >500

mEE = fHigE x MOl

QR E—ITE RS 1BAE, FTEEEERS.

OfFFANEREREEMIE, & Hygro &THfE, 1S4i8o A /9SCieBAIXTRRAE, SCIeENNAN
BRI TIENTRIE, ke pHRICEIREMMREMRERA (BIIRERDTF 4.92 x
1076 48, SLEWIEEMRIFMAE, EAFRIAREAELRT 11076) , 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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