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MDCK(NBL-2)-CAS9 ‘A= FHiRBEH

| =auseEs
RS | YC-C005-Cas9-H
MpERFR | MDCK(NBL-2)-CAS9 MRS | LR, MAEEARRE
SIE | TBXDE, Hygro ERELH | 1:3~1:4
EFAEEK | 89%MEM+10%FBS+1% NEAA
TR BRIRAARINNU, ZF A ASERRIES RN
INFRIKE | 50%MEM+40%FBS+10%DMSO | #Z5KE | H=40.0pg/ml
BT | IZARiEHRTERIS, £920-30min.
| =masirsz
1) RT-QPCR
Sample Name Target Name Ct Mean ACT
MDCK(NBL-2)-CAS9 Cas9 16.84214592
-7.95971298
MDCK(NBL-2)-CAS9 B-actin 24.80185890
MDCK(NBL-2) Cas9 35.10499191
10.72085190
MDCK(NBL-2) B-actin 24.38414001
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i¥: LE7E MDCK(NBL-2)-CAS9 fattAfark b, B4EE0ME L1CAM EERY gRNA [FFI, Z50% 48h [FEY pool
MRINAONFIEE, desinntAEERINUE, BBV RRTRETEIMSSEREREHE,
1788 Cas9 EREERLINZRIA,

J caso tasemmRaO R

1) ZHERERERIA CasO 4B, NFHEZ gRNA, BIAJSCIIERERESRR, ik gRNA FIH4R
DNA, MarsCIEREBEIN/RRET,

2) HZ gRNA aTLARFRRIE A LAR & AAVEARIMERAY sgRNA, By AnTLUSRERE (U0:
fefiiE. BBEEXR) |, tEaTLUGiRiRE (. BRER) .

3) HRAREFIMKEIEFTRESERIDERERARENRE, FHPRERDBEERMEE Casd BIFE
A, Eit, NERERAOR (10 KLAR) RIBIEITEIR, BEREE.

| Bl

1) AR MRETFKEHENAFER, BEIRBMAENREEFSRES (24H)E-80°CiK
iR, ERHTARSED.

2) YRR WNERE T25 fRiEMMEIE, WEIEA 75%80EREXT 125 hREmE TiHS, ZfBE
5%C0O2, 37°CRIMIEIEFFHERFE 2h, FHFERBHARMERMER FNRMERGE BN
iCAE, 72507 100X #1 40X F&iH 2 MARMEFHARIARICR. WRLCSELE] 80%LAL
RIEREE, ATLAHTENRE, NRARICSEREIEA 80% LA LABEN, FialRiEs
B, Enittceiias. (EREREAE R ARERAE., )
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IR WEIERE, RHRESNRMERES=, BFREDSRR. EREFNSR. FMAEERITIXEE
K5, MFEmEhE. HRERERR, BSwHERERE, FHFUs 24h BEF(EKR (FBiE: 400-688-
9033; https://www.ubigene.com) ,

) Emss

1) HEBIIE: BetEFmRE 37°COKBIRITA 30 2, BEEFFNMABNEEFTEL, %%
E-80°CiktE, MEHOHILIAREAIER,

2) EEFENAREIRE 6-7 mL TLFFEE 15 mL HOES,;

3) BLEIM-80°CHERHERTE T KR, SHIRREM, XREBNTAIRE, Bl
FIBFRAEFIN 37°CRATRERS (E8: AFERTET) |, HHE 1 HHEEARS
RL;

4) HESFEA, AEERKEBHAFEINERS, FHHlRT. ARERKSSITERIHNARER
IR AR FNRSEF RS, EEEF, 1100 rpm FREL 4 S e

5) BEERIVOIRF LB, BREBKRESRE 1 mL FitfceiErnESmnERaEss, Bk
BELEE 4 mL TLEFRT25 cm? 1EF8A (& 6cm WMD) , 5 H4RERR. S5,
R, & 37°C. 5% CO2 1B NEEEFERIER.

R EZEESHE T75 cm?HREL 10cm AL,

) mmmiss

1) B E 80%-90% A IS, EiBea NSRRI AR EEERET, B 1x
PBS (T25 cm? BESiRANL) 2~3mL, T75 cm? BEife 4~5 mL) SeRamis 1~2 3%, L3
RIS (S EEMBONEET) |

2) DOINERARTRRIBRESA R, BIASEM%R 1, BRI IHEREETERIARE, BiEmmn
NEBFENES 1~2 70tF (GERELIBN, TESERFESHIE) |, SERMER TUREIAED
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PHRTRAGE, RERNMmGEAMRNEAEMERER, ZARIEHL,
3) IO 2 (EERERIRRISS S BARRE LRI, HRITAREUR, (EFrafietlEixe; (5.
RN EEERR, REFERBERAREFELESE. ) |

4) FB10 mL BREERAERSE®RE—% 50 mL BOEH, E—iREMpEnT I SHIKEE—IEE,
IS RFEE PBS BIEFAMMEAGRRMAIEIE TR, —&I08 50mL BOHEH, ELEEF, #F
FRic;

5) 1100 rpm FEEL 4 o, BOE, FIHEFAELS, N2mlL =2EAEE8ME,;

6) MREIZRR—ERIERLLBIEN, ENRIRIR 1: 3 #HTIER, EMIBERRRIHIIEINERLL
B, EERER=ZIRERKH, AESgEIMERELH.

£ 1 ARERBIEFIMNREBFRIIR

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

TR ATHER Cas BEERAENRE, BERFEIER.

| Eillobse

1) ZAREARTSE, EEFEREEFAFRENARMHTECERARSR, MABFEEIR
RI. FrERAERRI—SZ 50 mLEOEH.

2) FABREVETIRGIYS, B 20 uL #HT4AMETHL;
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3) 1100 rpm E=EE L 4 28, BUOE, FIAEFEELS, B 1~2 mL £GueiFEFRESH
2, BEEINAFRAZEEZER 1x10°%-1x107 N HH/mL,

4) BHERRE 1 mU/EFIDEEFFER, BEST, e iRRlaFaEaiR. @
R, HE. HFHE;

5) BAFEMET 4CGULNEREERET T, HAEFFERN 15 DM ZNEEFRFESMEBET
IRIKFEA

6) I%ja, FRFAREEERAENRT.
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