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MKN-45-Cas9-526 #ifd ; IREFRIZA SIEMHAM

HMEEPET
YRR MKN-45-Cas9-526 #liif ; RERIAMNABEME
gkl SDREY
ZRRERIAS 1x10°cells/T25 4R
YRS MKN-45-Cas9-526 4fE
MERR A
RHLKR B
FRIHRHIE B
ST BEME
YRRERIS =
EREM SHE: =5, 95% ; @ik, 5%iRE: 37°C
(SAwalrs 1: 2E1: 6, §A2K
= xE RPMI 1640, 90% ; FBS, 10%
RFEM 90%5eEtEFE +10%DMSO, KEEE
Z4RRE 2 RIS S R A T MKN45 HiEiaEZRIX Cas9-Flag-Neo, 2
HHREMEIY | 400ug/miG418 THEESRIMNERTIRE, 4 Western Blotting IiFZeMERTLAZRIA Cas9 &
H, FTE#EA Crispr BAGREEREE DNA,
REHH PIBEE (R B R B A E)
HEEE (RFRIALIOER, AMEATHbRR
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EEELE

QIR | KEIERE, BRERESKER , URRER, BHRHBHRKAEAN

Qb1 2 | BAEEMETHABEERRS, XEHORAE 125 MET 37°0U5%L 2-3h

QME 3 | FET25 P HEARE, Hleml KA THREERE

QIR 4 | NRMIEEEIX 80%-90%IE R BHHITHIBENR, EHLERE 6ml AR AN T2ERE

QhIE 5 | EREERXE, BREAREESR, ERASRAEMSTR, BRESHENIEEKR

HRRIR(E

BE8 '/mLARSRNAFER 37°0KBPREERFEER, MA 4mLEBEREREHS. &

1000RPM £ETEL 4 08P, FELEBR, +MI 1-2mLIBXRERFRE, AEEREAKE

R BMABFREPERIR (FEABERMA 10cm Mo, MAL 8mlEHFE, BEHRIR),
E_RBBHRSHREZE,
RS IA 80%-90%, BIENBIFEISF:
1. FREFLE, AASTS. EBFH PBS HEKME 1-2 X,
2. i 1mUE#R (0.25%Trypsin-0.53mM EDTA) FiEF#F#ith, BT 37°CE FREPHEWL
12028, RAEEEMETNEARBELER, SHRABATEFEE, MEZEERES,
il e

BRULTEAR MENDEEARELRIEHEK,

3. & 6-8mU/MRAMNIEHRE, BRITAIFIRE, £ 1000RPM RETEL 4 0fh, AELEFE

&, M 1-2mL EERERS,

4. BAERBRE 1: 2 WHSEFNS 8ml BEARBENFHFMPHERD .
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FARERRSREN, T#ETHARAEE. THE 125 RA%:

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

FELIEHW, oIER MR IR 4.

2. 4min1000rpm B0 EHE BiE, N TmlMEEEME, RIBMEESMALEFR DMSO,
iliyared
212R5), DMSO £3RE N 10%, ARZERNMETF 1x106/ml, B AFELRTFT ImLARE

R, ERRFEMIFIRIR,

3. AGEETRRFEERD, MA-80 Bk, 2 MANUERARSEMRT. ILRAT

EMNEMUETRZE,

1. REIAREEENBZARAEERY, BRAREEERR. EREFUAR, B LRIARK

EIERERIEANEKR.

2. FHEFNRMAMIREE, TRAEMEXER, NARES. MAEARE. BLH . AEA
BEAFE, BRABEAFRE—X. EATEARGEA-ENSRARLEADE, REHS

FBfTEIE,

3. A 75%EREBEAMRMAERE, EMRETURARRS. AehREWGERARSTOEMNE
B, REME FEAERFEER 4~6 /N BRENE, KNSHAMHISIVE, A
EEEI
NAEMEEHENERENEAMESN, MREIAEEFNEE, BRARBOZRH
BIEAEBRRNEER, MRARSERETARTEN, BRTRAIRNMNRMNEKR, ER

WNEHRINNEBRETE—IX.

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

BE 80%EAKIEEE,

5. BEFRAERKGNERERTARESR, ERRNSRNERETRESR, SRER

B —EAMNER BEENEARERES, BARZXNENEAFY,
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MEREEE

1) BNEFPREARER 3 XERUKARR A, EREMKS, EFTAQIRKEEBERR.

2) MRARAECHPHIEE, TENISRALSEAARRENER, BREMBPNEKR, SHNHEHL

HEAKER, UERMNNRAARRIREHEEBER,

3) ELREMEFPEABIARSREPESMEE, TLAREKRIT R ERRSBIE 4008-723-722, FAIRER

BT LBPHRE.

MIFEL

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

2. WRIMREARTTES, HILSHNR, EX.

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

4. BREASRIMIEERE 2 /e, TIKAERENARED 2 Xfe, BASHERAITE,
ZteLfa, BR.

5. BRAREAAREE 22 NFFHERFHSTNFMFAERERED 2 XiE, HIER,
ZteLfa, BR.

6. MHEEMIEE, BEKEIm 3 RRLSHRIEHELNIRER, AEMEBEREIEETE
MRES, f%EE, BR.

HAFER

1. BEFPEREERARSE, FEXR.

2. BEFFERERRMBRRERE, FEXR.

3. A EFRREARRRBARIREAF, FER.
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4. HINEAEF, KIRMESUEINESA 3 RAVARIRSRA, TEXR.
5. HEIEFRNEHEHESEERHNTERN, FEL.
6. WEIMRAMDRSERARTBERIRIEREBAT 3 XA, FEXK.

ELE(EB)EVHEBRLATREMEOMABEREEHER
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