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RKO-CAS9 #Hpt{sE FBisiBpH
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FEREE | YC-C002-Cas9-H

MMIEZFR | RKO-CAS9 MRS | ERZEE NHEERRE

I | BRDE, Hygro &Rl | 1:4~1:6
BEFAR | 90%DMEM+10%FBS
RIERIAZR | 50%DMEM+40% FZGRE | H=500.0 pg/ml
FBS+10%DMSO
KR EE
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1) RT-QPCR
Sample Name Target Name Ct Mean ACT
RKO-CAS9 Cas9 21.27658653
3.43598557
RKO-CAS9 B-actin 17.84060097
RKO Cas9 35.33678818
17.99855232
RKO B-actin 17.33823586
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WFEE, TeEEMrRAEERINMNE, BREMRBTRETIEIMSHEREAENEE, HihA Cas %
EREBRRINFRIX,

§ caso ssmmikmo R

1) ZHERERERIA CasO 4B, NFHZ gRNA, BIAJsSCIIERERESRR, ik gRNA FIH4AR
DNA, MarsCIERERIN/RRET,

2) A gRNA oT LR BRRI AT AR S BRIk RIMESRAY sgRNA, FEERSARTLUSEERBE (40:
BERfNEL. EBBEEE) |, RfLUSERREE (W 8%EE) .

3) ARAERIMKEIEFATRESER D ERERERENE, FHBREBOBEERRE Casd A%
A, E, SENEREAOR (10 4CLAR) RUMgHITSEI, BEREE.
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1) FFER: MRETFKcHEINAFER, BEIRBMAENREEFEREE (24H)E-80°CiK
fBiRE, ERHTHARSED.

2) JEHHRE: GNRE T25 fRiEMMRE, WEIRF 75%00iEENT 125 fINREHITIRS, BT
5%CO2, 37°CRMIEIEFEFFE 2h, FERILMBMRERME TURMBNLEE SR
iCEE, 72507 100X #1 40X F&iH 2 MARMEFHARIARICR. WRLCSEILE] 80%LAL
RMERERE, AJLUHTEREE, TRARICSEREIL 80% LA LABEN, FielniEsr
B, EieeiBsasE, (ERAREAERIERARERMNE. )

TR WRIERE, EHRESCURARMESTY, BAREARR. FRFIR. HMrARERITIKEE

K55, FMrEmENE. BRERERR, B5URREE, FHTUWE 24h RS5FAER (B1E: 400-688-
9033; https://www.ubigene.com) ,
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1) HRTIE: BaaBmia 37°CKARIN 30 9%, MEB R FINERMNEZTEY, %%
F|-80°CikiE, MEHDIMIERREIEL;

2) TEFENARERE 6-7 mL B2EFKE 15 mL BEOEH;

3) BEM-80°CIKEEEERMET TIKE, SXifEHER, EREBNTIXIIRE, BlUE
FEFFAESZFIN 37°CKATRERD (R KAFERHIEF) | FHE 1 oHEG=<E
BY;

4) mEFEN, AESRKEHAFEINEES, HHERT. BRERRESEIERINMEEERR
HRERNESIFNRSEFRRD, SLEEF, 1100 rpm ZEE0 4 DU EEMRS ;

5) BEER/INOIRE LS, BREEKRSERE 1 mL FtfseiEanE M EnmesER, Bit
BEES 4 mL T2EFRI0 125 cm? 1575 (E0& 6cm BIM) &, 5 LHMAIEEFIR. S5,
IR, BE 37°C. 5% CO2 (i EEEFHEIEH,

IR BOBEEESE T75 cm?#REL 10cm B9,

| Ll

1) BHMEIKE 80%-90% CAEMAENR. EREAMIEEAMENE S REERERIL, A 1x
PBS (T25 cm?EZFHHRIARINA 2~3mL, T75 cm?IEZFHHRL 4~5 mL) SR 1~2 0%, LIE
BEAMEFRIIE (MESEPREOIHET) |

2) MNERARNBESER, BASEHE 1, RERETHERIT SR, BIE7EN
NEFHFEIE 1~2 5% (SMERLIEY, TESERFEE) | AERME TNEREAL
SITRANE, BRRAEEL T A RMINES, AR,

3) MO 2 (SBESARRIE SIEE RS I, FHRVGTHIEOR, (ERTamIStImE:; (e
WIS EERR, REFAASERRT LIRSS, ) |

4) 10 mL BREEBMAEERE—Z 50 mLBOES, E—HRNEEIUSHKEE—E,
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WIE R FEE PBS BIEFREALRAIEIE TR, —&EINE 50mL BOER, BELET, T
FRic;

5) 1100 rom ZEE O 4 2%, BUE, IAEFFLE, 12ml seiBAEE554E;

6) MREIZRR—ERIERILLBIE, ENRIRIR 1: 3 #HTIER, EMBERRRIHIIEINERLL
B, EMEER=IRERKH, AESgEIMERELH.

£ 1 AERBIEFIMNREBFRIIR

EFRYIRING BREBIATR
6 FLAR 0.5 mL
T25 T mL
T75 2-3mL
T175 3-4mL

TR ATHER Cas BEERAENRE, BERIFEIER.

| Eilobse

1) IRMIRERINTGE, ER2ENEEFRENMERETHCERMEER, IAEFRERIER
N, FrERAEREI— 50 mLEBELOE

2) ABREVETRGYS, B 20 pL #HTMeIHEL

3) 1100 rpm FBEL 4 98, BOGE, FIASEFEELS, B 1~2 mL 4GRS ERERH
i, FEEIINFEREEEZES 1x10%-1x107 N/ mL,

4) BERSKRE 1 mU/EHIDREFRFED, REET, HMrEMERMGTFERSMR. @i
X, HE. KMFEE;
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5) BRGERET A CONSNREFMERAT, FERFERN 15 S SRR ERE
SRR

6) IRjE, FAFAREBERIENRT.
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