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M4 FR: MCF-7-FLUC-EGFP, A L% 40 Mu—FLUC-EGFP
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R %t:: 89%DMEM+10%FBS+1%PS+0.01mg/ml insulin
AR A 95% TR +5% ks iRE: 37C
BRI 12 &£ 1:3, 8 2-3 1K

FEAEEA: MR, AT
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R 20N RS, PSR AT 48h J5 R SR

VE: Z40H puro ZIHWREA 1.0ug/ml, BEFFITEFE A 0.5ug/ml puro 4EHF
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1) 9. K546 | mL RS RIVEFEERE 37 CRIBHIRGER A%, N
4 mL IR A 7E 1000 rpm 254 N &0 3 min, FE BB, h01-2mL
B IR IR R AT ARG T A BN & & B85 R A 1 I P B R i R (kg
BB 6 cm ML, JIAZ) 4 mL 35953, B8 a0. 8 - KRB
I A

2) MR AR B T IR 80%-90%, BV AT FEATAEAEE 7R .
a. A EE, HAEE. B8 1700 PBS JHR4IH 1-2 K.

b B0 1 mL WAL (0.25%Trypsin-0.53mM EDTA) T3, WAL= iE
Fra 4, KRialE T 37 CRFRM L 1-3 min (ARG E), Ra
TR TSR T B O, A4 R B, IR EERE S, &
LR R IR N 2-3ml SE 4B R L& AL, BEIT A RN HE B OE F,
1000 rpm 50> 5 min, % E3EWR, *M01-2 mL B 7R FWR A .

o YN R 1:2 LBl 4r BB & 8 mL RiFR IR L sl b, B TH: %
IR

3) YMEGRAF: (A KORE RPN, ATt 4akfr. i T25 Houfl;

as VRN M M A 5 22, BANTCHE B 0E H, 1000 rpm 2644 K &0 4 min,
# FVEW, F PBSVEWE—, F/ PBS, #HATZHM A

b. RIENMEE NN TC LTSGR ATIR, A% 5%100~1%x107/mL, #47R
L), BESHRAFEHRAT ImL U0, R R IRAE S T hR it

e BHEAFETN-80°CUKFE, 24 h Ja# NI BVEREAE . 10 FIGAAE AL E DME T IR
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1. B0 fG 1 S MR A 2 B e i, B Rle DA IRl VEREDLS,
A RIS A e B A FRATTHE &

2. AFANBE AR A, TR E R, WA P RIREE . M
TG TR 155, FORAMRE TR SR — 20 A BT RREAA M
PR PR L, SRR HAT A

3. FH 75% kS R dn O R T, SR T OB OIR A . RIS K H R, 34y
MR H TR AR A N B ZURE R AE TR e s R IEH ISR . R IF4M
REE, 75% B EEMEY 125 B T 37°CEAE 2-4h.

4. T A R 26 PR RO TR T ARG 7%

5. @B BRI AT 3 R LRGN A, DR AR, T
A R EAEAC . T R, AR UK & AR E TR O, 18
S RIBATC AR, F AR A RS DL, DUERATRIEARN G R B 0] 15 B 2 1]
FRSEER

6.1 Z AN BERHIEE ] -

8. WHE: 12/ERBmE 14 T25 #ifEs 2 N 125 HEFE 24 6em L. AR 1A
T25 #ifE 2 4 10cm IIL.



