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BV2-CAS9 HfsE st AP
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FRKRE | YC-C035-Cas9-H

MpEEFR | BV2-CAS9

MRS

R, MEEEARNE

SIE | TBXDE, Hygro

EASEEH)

1:3~1:5

EHEARZ | 90% DMEM+10%FBS

IR ISR, =R A RSERRIBERERIN

INFRIKE | 50%DMEM+40%FBS+10%DMS | FZ5iRE | H=150.0 pg/ml
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1) RT-QPCR
Sample Name Target Name Ct Mean ACT
BV2-CAS9 Cas9 17.86396217
5.21719265
BV2-CAS9 B-actin 12.64676952
BV2 Cas9 36.51061630
23.55360031
BV2 B-actin 12.95701599
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£ EEITE BV2-CASO fafe Btk £, HB45EEM Kras ZEEAY gRNA &Hz, #5fi 48h fFEX pool ZHREAATI
FlgE, desiErmtAERERNE, BrEURRTRETIEIMSHEREHEHE, 70 Casd %8
EBRINZRIA.

J caso wssmIRHRAORER

1) ZARIREIRERIX Cas9 Bele, (XTI ogRNA, RIRISCHIERERIFR, MoAes gRNA LA
DNA, NIRJSEIREREEIN/RSEE.,

2) ¥R gRNA FJLARBRAIB AT LAR S RRRIERIMERAT sgRNA, 38755 LUEREE#E (20:
BERNZE. HBERE) [ BALUSEAREE (W0 8REE) .

3) ARAERIMKEIEFATRESERDERERERENZE, FHBREBOBEERRE Casd A%
A, E, SENEREAOR (10 4CLIR) RUMgHITSEI, BEREE.
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1) FFER: MRETFKcENAFER, BEIRBMAENREEFERES (24H)E-80°CiK
fBRTF, BERHTHRSET.

2) YRR WNRE T25 fRiEMMEIEk, WEIRA 75%0EREXT 125 It REmE TiHS, ZfBME
5%CO2, 37°CRIMIEIEFFEFFE 2h, FEEILMBMRERME TURMBNLEE SR
iCEE, 72507 100X #1 40X F&iH 2 MARMEFHARIARICR. WRLCSELE 80%LAL
RMERERE, AJLUHTEREE, TRARCSEREIL 80% LA LABEN, FielniEsr
B, Enittceinas. (EREREAETEEREARERAE., )

TR RS, EHRESCURARMESTY, BAREARRKR. FRFIR. HAMrARERITIKERE
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K5e. FMFERERE. BRSRERR, BSOHREE, FTUE 24h RSFAECR (B1E: 400-688-
9033; https://www.ubigene.com)
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1) BETIE: BELIEFRE STCRAEIT 30 D5, BEEFFNMENRETIUE, #75
F-80°CiE, MBEDIIERREES;

2) ERSENARERN 6-7 mL 5=2IEFRE 15 mL BOE;

3) B -80CIEIHHEI BT TkE, SHITHRAE, XREBNTIIRE, BilE
FETAEE T 3T°CKATIERS (18 AFEERIET) , BHE 1 HHEE=Ee
RL;

4) ERSEN, FEEERERATENENS, MRERT. BREERESEIER SR
EEERESITNELIEIORT, B EET, 1100 rpm EEEL 4 S H N,

5) EBEARVOIRE LS, SRR 1 mL e AR E RN e, Bt
BERA 4 mL SEREE5R0 T25 cm? 55 (30 6cm (M) =, S_EMIERR. SHa.
ROR, BB 37°C. 5% CO2 MR s fEAtEs.

IR BOBEEESE T75 cm?#REL 10cm B,
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1) EMMARKE 80%-90% L SERIEMER. TEFENIEEARBNEFREIZERRKRII, A 1x
PBS (T25 cm?EFHRRINL 2~3mL, T75 cm®1E#HR40 4~5 mL) YERMEIE 1~2%, L&k
PRIRRIEFRFAIE (IE2BREBRYDHIETF) |

2) MNBEMNARREREEAR, BRSENR 1, RRREIRFAERBEEIESMHE, SSFm

NEBFEHEE 1~2 21 (FARMELIEN, TESERKESE) | FERMER THREIASED
PTHRTRAGE, RERNMmGEAMRNEAEMERER, ZARIEHL,
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3) IO 2 (BERERIRRIS S BARRE LRI, HRITAREUR, (EFrafietlEixeE; (5.
WIS ERR, REFTERBERAREFELESE. ) |

4) FB10 mL BREERAERSE®REI— 50 mL BEOEH, E—iReMpEnT I SHIEE—IE,
IS RFEE PBS BIEFAIREAGRRMIEIE TR, —&I08 50mL BOHEH, ELEEF, #F
FRiC;

5) 1100 rpm FEED 4 0%, BOE, FIHEFAELS, N2mlL =2EAEE8ME;

6) MHREIRIB—EMEMLLANENR, ENRIRIR 1. 3 #HTER, SMIBEMRARIKHET NG
B, EERER=IRERKH, ESgEIMERELH.

£ 1 AERBIEFIMNREBFRIIR

SEFADRNE FRESIATR
6 FLHR 0.5 mL
T25 1 mL
T75 2-3 mL
T175 3-4 mL

TR ATHER Cas BEERAENRE, BEERRTFEIE.

| Eillobse

1) ZAREARTSE, EEFEREEFARENARMHTECERARSR, IMABFEEIR
RI. FrERAERRI—SZ 50 mLEOEH.

2) ARREVFIREISS, B 20 uL #1T4EITHEY;

3) 1100 rom ZEED 4 o0, BOE, FIAEFEELS, B1~2 mL AGUerIAFERERA
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8, BERIMNFEREEEZEES 1x10%1x10" NMAKE/mL,

4) BHRRERE 1 mU/EFIDEREFFET, IBEEST, HFENRRMGTERETR. ARi
X, $E. KFHEE,

5) BHREFENET 4’ CIUSHEFFREY, HEAFERDN 15 oz WEREFFERMEREK
BKFEN;

6) IRjE, FAFAREBERIENRT.
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