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Hela-Cas9-528 #liif ; IZERIZRIASEREMA

HMEEPET
YRR Hela-Cas9-528 #fiffy ; SERIAR A S0 M
gkl SDREY
ZRRERIAS 1x10°cells/T25 4R
gy Hela-Cas9-528 4
MERR A
RHLKR FE
FRIHRHIE EiE
ST BEME
R MRS
BRI R4t
EREM SHE: =5, 95%; &R, 5%iRE: 37°C
(I ZAwWalrs 1: 2&E1: 6, BA2XR
= xE RPMI 1640, 90%; FBS, 10%
EEM 90%5EL1EFE +10%DMSO, KA
ZME R AISRERRNATE Hela fEFaESRX Cas9-Flag-Neo, £
HRERE | 400ug/miG418 THEiEEEIRIEA e, 22 Western Blotting IGiFiZ 5k AKX Cas9 &
B, TJE#EH Crispr SfAAGRERRFZE DNA,
REHH PIBEE (R BR B A E)
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B {URTRIFHEIER, FMEATRME
ESELE

Q1 | WEIERE, FRERSRKR , WRFR, BRRARRSEH]

QR 2 | BAEEEMBETHRANARERRS, ZENOBEHIE 125 B TF 37°CEFHL 2-3h

QME 3 | FET25 AP HEARE, Hleml KASMTHREERE

QIR 4 | INRMIEEIX 80%-90%IE R BHITHIBENR, EHAERE eml AR AN TLERE

QhIE 5 | REERXE, BREAREESR, ERASRAEMSTR, BRESHNIEEKR

HRRIR(E

RBE8 '/mLARSRNAFER 37°0KBPREERFEER, MA 4mLEBEREREHS., &

1000RPM £ETE L 4 08y, FELER, 40 1-2mLBZRERFERS ., AESHEHAKE
=Py}

S

BRIMABABPIEATR (FRARIBRMA 10cm M4, AL 8mlEARE, BEFEIR).

F_RBBRANERREZE,

MEMPABTEL 80%-90%, BNAlHITEMRISS:

1. FXEARLE, BASY. 2570 PBS AMEHE 1-2 &%,

2. il TmL3E4R (0.25%Trypsin-0.53mM EDTA) Fig##ith, BT 37°CEABEDHEK 1-2
HREER | A, AREENETNRAMELER, EARKBATEHEE, DEZLERESE, B

ML T IESRREMDEBFELILHE K.

3. & 6-8mU/MRAMINIEARE, BRITHFRE, 7 1000RPM RETEL 4 08, FELHE

&, #Mn1-2mL BERERA,
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4. BABMBIRIZ 1: 2 HASBFNE smlBEAENHMMPHERP.

FARERRSREFN, ETHRARE. TH 125 RA%:

1. FEEAEEE, PBSEE—BEMA TmlEEE, ABRTEREG, A 1ml SILEHNE

FELIEHW, oIEER MR IR 4.

2. 4min1000rpm BLvE# EE. M1 TmIIMBEESMAMR, RIFABELEMAMBER DMSO,
ok e
BRRES, DMSO ZREX 10%, ARBERMET 1x106/ml, FXRFERT Tml HRE

R, ERRFEMIFIRIR,

3. BAGEETRERBERD, MA-80 EXE, 2 MVNNUEERARSEREE, CREE

EMNEMUETRER,

1. KEIEREEENBZARAEERY, BRAREEERR. EREUAR, B LRIARK

EIEREFRIEANEKR.

2. (FHEFNRMAMRIREE, TRAEREXER, NARES. AEARE. BLH. AEA

BEFE, HBRABEAFRE—E. EATEARGEA—ENSHARLADE, REHS

FBfTEIE,

3. A 75%ERBRAERAER, EMETURAKRRS, AchHDEGERARST D ENE

RS | BRCE, SARETIEFRENHEER 4~6 /NN BERENER, LNSHMBMIGE, 540

RNAEMEEAENERENEARESN, MRELAREFNIEE, HRARBOFRH

EBEIRAEBRIEES, NRRECERERABITEN, BRTRARNMNERMNEKR, R

WANEHRINNEBREFTE—IR.

4. HERRVET, FRERANNEREEL, B o~smL ESFARERER, FHARL

BE 80%EAKIEEE,

5. BEFRAERKGNERERTARESR, EFRANSRNERETRESR, SRER
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B —EHANEFR BEENEARERES, BARZXNENEARFE,

1|2

1) BWEFREARER 3 XERIVKARRA, ERERKS, ETALIRKEDBER.

2) MRABASHDHARE, TEMIFRXARSEAARENER, BREMZMNER, SHNAR

HEAER, WERMNOEARARRROITEEB)=EHER,

3) ELREMEFPEABIARSREPESMEE, TTLARKRIT R ERRSBIE 4008-723-722, FAIREH

BT LBPHRE.

HMIFEL

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

2. WRIMREARTTES, HILSHNR, EX.

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

4. BEASRIMIEERE 2 /e, TINAERENARED 2 X5, BASHERAITE,
ZteLfa, BA.

5. BRAREAAREE 22 NFFBERFHSTNFMFARRERED 2 XiE, HIER,
iZteLfa, BR.

6. MHEEMEE, BEKEIm 3 RRLSHRIBEHELNIRER, AEnEREIEEE
MRE, f%EE, BR.

MPAFER

1. BEPEEERARSE, FEXR.

2. BEFFEERERRMBRRERT, FEXR.
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3. A FHREFA RN ARRSAF, FEX.

4. HINEAEF, KIRMHESUEINESA 3 RAVARIRSRA, TEXR.
5. HEIEFRNEHEHEHESEAERENTRN, FEL.

6. WEIMRAMDRSZRARTERIRIEREBAT 3 XA, FEXK.

ELBE(ELB)EVHEBRLATDREMEYMABREEHER
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