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Hela-Cas9-527 IS EFRANA EEMAR

BEPMER
MERR Hela-Cas9-527 I3 EFRERIA ETEHE
iiahn FBEREYD
IR 1x10°cells/T25 FEF:HR
ZAE R R AR SRR A TE Hela AigfaERI% Cas9-Flag-Neo, &
ZmREfE 400ug/mlG418 THEEERIRERTIE, 42 Western Blotting 3iFiZ5epERTLAZ
X Cas9 EH, ATE#EF Crispr BIATREERE DNA,
MREZEST Hela-Cas9-527 #hjg
MERIR A
BAEIR 1=
FRIRHFHLE B
MBS FERYmRERE
RS S =5, 95% ; |, S%iRE - 37°C
(SIS 1:2&1: 6, BA2XR
BHFEHE RPMI 1640, 90% ; FBS, 10%
HEEG 90%5eeIEFE+10%DMSO, REER
TG bRt
RN REBIEH (IR IERAI B ALIE)
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HASEE (PRTFRHALIGER, MERTHERR
ESRLE

Q1| WRIERRE, BRERSRR « RFER, BHRRASGTEI]

QbR 2 | BSERMER MEAMRERNTS, XEHOEAFE 725 RET 37°CiEFRL 2-3h

Q18 3 | HFET25 RPAUEFRE, M0 6ml AL TR EEARE

Qb1 4 | ANRBIEE A 80%-90% B RATHITAIRIES, EAEARR oml ALNTRITEEAFE

QS5 | ERERXE, BREARESISR, EARISREEHNSR, BRIESENBUSERE

FHRISE

BaE 1ML SRR 37 CATTEERRR, A 4mL BRERAS,
7£ 1000RPM RAEFEID 4 580, BELER, M0 1-2mLIBRERERS. AREHE
S
BRSNS (SSMIBERIIN 10cm M, AIAL 8ml 5k,

BARER). BRERAOERRTE.

MRMAZEX 80%-90%, BIaTH{TERIER:

1. FXIBF LS, BAST5. 5B PBS @k 1-2 X,

2. 0 1mlEiiR (0.25%Trypsin-0.53mM EDTA) FiZsiath, BF 37°GEFHEHH
MREN | K 1-2 58, AEESHEE TURARBNER, SERAESITEF NS, LERSEER

f5e, BVl TEFRENDEEFEEINSX.

3. 1% 6-8ml/fRAMINEFARE, BIRITAEWE, £ 1000RPM £HTED 4 9, FEEL

ER, M0 1-2mL EFERERA.
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4. BHRSRE 1: 2 AIDRIFYE 8ml IBFFEAIFTMFEE T,

MEAE

FHRERRSRIFE, ATHERAE. TE 125 fipk:

1. FXEFER, PBSIEA—EEIA Tml (&Es, MRETRGEE, A Tml SMMEHN

EFELRINHN, IERMIKHEmRITEL.

2. 4 min1000rpm BOEE HiE, 1N 1ml IDEES4, RIRMEEEINAILSH
DMSO, #i2B4S, DMSO &iRER 10%, MEZEAET 1x106/ml, B3205FER

7 1Iml AEER, TRAFEMTFITR,

3. BAFEETEREERYT, MA-80 EiKE, 2 NMNSLUSENKRERF. ITRF

FEMEIUMETRZE.

pES=E AN

1. AR ESNRARAES <Y, BAREREERR. FRFIR, 58 LLAN

SKRETBRAIFIFRAIERER,

2. (FAREMBRERT, THRERBXER, WARFE. FAEFE. Stkhl Fr
THRRTFE, HRAREAFE—H. EETEAFREA—EMSEEREIRM, =

EREFBTEE,

3. B 75%EfREaAmehiE, AR TURERNE. RizhRElEmpas
MREERGE, BARETIEFAEARREES 4~6 /T BEUENIER. ISR,
B, RARNAERESAOHERENEMARTED, NRIELARENIER, Bi5HE
BB LR AERANNEESS, MRRBERERAREE], B R

HANRR, ERARENAEBEREFTE—IX.

4. FFEMIBNLEER, BISMIRIMRREAEEIH, B8 6~8mL 4EFARIER S, SR

iCEE 80%AIIEFEEN.

5. IBEFPAERFHIEFERTERES, EFRRNSRIEFETRESH, M
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TT TR EE: = /

BT LI—E IR ERIEAERS, EAREIMENIEARFY.

HMIPFPEL

1. Az EBNSMEE, AEEX. MBRR. BHRR-ERRE, EX.

2. WRIMREARTTES, MHILSHNR, EX.

3. WEIMEE 3 KA, RISHRER, B%LfE, EX.

4. BREASRIMIEERE 2 /e, TIKAERENARED 2 X5, BASHERAITE,
iZteLfa, BR.

5. BRAREAAREFE 22 NFFBERFHSTNFMFAERERED 2 Xia, HIER,
iZtexfa, BR.

6. MHEIEMIEE, BEREIm 3 RRLHRIBEHELNIRER, AEMEBEREIEETE

MIEN, E2EE, BEX.

HPAFER

1. BEPEREERARSE, FER.

2. BEFFEEFRREMNEAE, FEXR.

3. A EFRREARRRBNARIREARF, FER.

4. HPRINEAYF, KRIBHESSEMIESRR 3 RAVARIRESRA, FEX.
5. MR EHEAMESEARHINEEN, FEXR,

6. WRIMIE AR SERARDBAIRNENERAT 3 XA, FEX.
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Flliep

BRI SEEEY), RERN, BinR 8FE, RHBREIIMRS, KF
P&, mI\SELR, EBIRSCIS, sISEl, RIESLIS, o FEVIFN, MRS, RIT
ErrmRE, FrefiEr R, TERE. XRIME, ARTAREHTER

DAY= e
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