R R K E
EERH: BRUCERRR, BEHREWD, IS, NaCl, NaOH (i@ pH), &F58%, £58
B, FARBNFIE
IX28: SIEKER, 42°CIERKAHR, , ERER (37°C,225rpm), THEIEF R, iHE 1.5ml
BUOE, B5ek, TERES
SEIGER:
1. LB IEF=EA0FCH:
£950 ml EEFKFIOIN:  BRUEBRR 10g EBEEHERW 59 NaCl 10g
NABEEAEAM.A 5mol/LNaOH i pH E 7.0 BEBEF/KESE 1LIE 15psi &
[ETEESKE 20min.
BESERE
LB EAIEFFEREMR
(1) .BeHl: 100mILB ZHFENA 1.59 IR
(2) ERNMA: BEXEG, BRMLRY LB EREFEES 55°CRKEH, 53
FrERERER 55°CHY (FaIfiR) MARTIAER (LIREJI 50ug/ml), LIGREY
BEEEMARIN, AROES,
(3) AR : —f 10ml &) 1 MRF, BEFEENEFLNE, F =T, ELINFER 10-15
o,
(4) 7 BEORER, FEBKRT 4°CHFE, —NERER,
2. M-70°CikfEEX 200l BZSHER, =R MERRKR, MFREZAIEKL,
3. NAAETHI DNABER (SEAEE 50ng, RIRANEE 10pl), BEES, Kk ERE 30

PHE.



4. A2°CKiBHRTE 455/90s, HiniauRETIKLiSA 3-5 o,
5. EEFMA 1ml LB iEIAEFRE (3 Amp), BEfE 37°CR%IES 1 /\d, EHAEIK
SIERERRTS, HARARNRBATAERIEERER (Ampr ),
6. B LAERESRE 100ul #HTFE Amp BIFIEFR £, EEAEMES/NGT, FE
Be eI ARERIUEREIERFRIL, 37°CEF: 16-24 )\,
E AP ER
JFRBAE 1: LURIATRIITERGEKE DNA Bk, HEBES EEHEE., ATFEEE
M TFESIMER LB iR LGS B EE B,
JFRBAE 2: LABRMATRIITTENGEKIAE DNA Bk, BiatiRiTREX Sul ERisfmTA
BUERN LB FiR Lk, WRIEEBER TR XERE.
KRR 1
1. M LB YR EPEEGETEICAIEBRNERS, #/ T 3-5ml LB iR EFREH, 37°CTR%
157 12 /N\ITEA, EENHERKER. BZESREL 1: 100-1: 50 AILLAFHER
F 100ml LB ifhktEssiiad, 37°CiRSLESR 2-3 /\IFZE OD600 =0.5 24,
2. N EREFRETKF 10min, ZEEBIIEXEN 50ml BOEFBTKEHE
5min
3. F4°CEily, 2700rmp, 10min, F.LiE, WEME
4. FRRIAYHREEN
TEFE AT R AN ST BN RALA T RIS TR
5. RAERE (TRASHEERAEEIX)
RIS MR
7H



MEEER. BRI, IJAE. MBR/FFR (W) . FCS (h4MmiE) . PBS (Bf
MREZTAR) . FREE/EDTA BILKR. ®Hid5 (Lipofectamine TM2000)
I EEHm:
MEEELRRE : $2m0 24 h, 7£ 500 pL TX T EEFE R#ER 0.5-2x 105 Nk,
HRMNABMEEN 80 -90% . (i WRNESARBUTEES, BRME
HREK. )
Il . WFESMERER, BTERNGXES:
(1) B8 50 uL Opti-MEM F&%E 0.8 ug &4 DNA, 28R 3 -5 KBS, =ET
5#E 5 min,
(2) BRREFERSESEF, F 50 uL Opti-MEM #%8 2.0 uL Lipofectamine
TM2000, 3BE&IIK 3 - 5 XiBS, EiRT&E 5 min,
(3) BAERAKFIRN DNA BRR, BERIR 3-5 RRBY, EET#HE 20

min, T ¥BREEGYW—BEI, NIMBEIIINEFRIH TR,

(4) BREEWMAE 24 FLAEIRTS, 100 uL/Fl, BIEREABRRESIYS.
(5) BMIEIRET 37°C. 5% CO2 IEFxMEPIEFHR 6 hich, TR, 8BS 10%
MBS EIEF R, 7£37°C, 5%CO. EESEhak s 24h ££A,
SRR MRRRTRE (SFHREAH ARERGIER)

M 37°C, 5%CO, FEHEFTIHIEFAI, FEASERAFEFE, F PBS /it
2im, BRERESH, R 1/2 B94RKEZE) 100 mm 1BFM4, AIAE 500 pg/ml G418 A9

MEERE, § 2-3 XERRFImEEFE, SRNRMRAETIER. JIERMRE


http://baike.baidu.com/view/72787.htm

FTEHLE, RAFIAS G418 FUSFEEF. BRWERMARERRS. EHIEIAE 60%
ICEXRIBAS 500 pg/ml G418 RIIEFAERIE—R, SRR 90%LL LGRS
IR EEARPREER (BRE 10-12 XEA). LUEERE 4-5 XBAA 500 pg/ml
G418 RUlEFAEFIL. HERERAEREARARIAZI—EHEETTLIKER M (L95e0

& 15 REA). LISHREREFFRIIING G418 iRERF—F,



