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MCF-7-LUC-EGFP HBaENLELIRIE, AMBEERIF 48h EEMER. Luciferase MCF-7 fApfaERIX
EK RS, 1ZAERIEINEE, BN ASERMITTERSES. TR R RS
N FRIRRERTRR, R TEAEIIRIESEE, MCF-7 i@ ISms i, A iET Luc &

RN &, MCF-7 4Rl RN —3& 69 TR A A iREBEIMETR o EET Y. Z4I8RE
T END U ELIR LRSS, BIE BRI fE R ER SN IN T — B2 HFBERZ Ak PEEREEM (domes) ;
ZAMEFRIA WNT7B EER; TNF-&alpha;ATLANE MCF-7 fEBRIALS; FlERERAIEREETH
EEREEHEERKRAFESER (IGFBP) 900,
SR MCF-7-LUC-EGFP 4 puro Z5ERES 1.0ug/ml, BFEIEFEIABBRM puro, WNEIRL
uro L9mHX/=
PUTO SR | pomemes o AiahedE, TXEHARE 0.5ug/mlIRES puro 4553,
EYReFR 1
SRR 1x10%cells/T25 IEFHEHE 1ML IFEE
ATCC; CRL-12584 ATCC; HTB-22 BCRC; 60436 BCRJ; 0162 DSMZ; ACC-115 ECACC;
(R
86012803
BEAEE 89%DMEM+10%FBS+1%PS+0.01mg/ml insulin
EIREM S 95%TS+5%"E R BE: 37°C
R FTIERFR, RENET
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HRpSH mes, 1 @ES
B SrRtE (T25 MGENER) / MR (BNFKEHER)
(R (RTFRIFSCIO R, HRaTfERTIE A Bt Ar 7= R
MARIEFRIEE
T25 #g
MESTHRSS, 75%EENSEIREE, 15 T25 IRET 37 EIEsfNE 2-4h, LUFaEmi
Wty :
BREE | MIEEESA 80%-90%, BTGNS
e | EREERIT: 2 6%, 122 (ERAR 14 T25 HfE 24 T25 fskE 24 6om I R
N T25#RE 2 4 10cm [
a. FAEIESH L, FIRSYS. T PBS MEkmIE 1-2 %,
b. 111 mL&HIR (0.25%Trypsin-0.02% EDTA) FHessifid, MRSIEFEMIE, 515
HIRBTF 37°CLEFAER 2-5 min GUEERTE) , AEEDME TNEEEEIER,
EREE | BERASY TEAECS, MESERES, R PSSR 2-3ml SR EsEEE bk,
BEATAEENTEELED, 1000 rpm By 5 min, Z55 K, 40 1-2 mL ERREER
9.
C. BEIBERIE 12 AIS TSRS 8 mL SR MhetEh, Bt
e | VEMARIEAE CEREAE) THEBRREREN, SRR SRS R
EEFE | sy aseiEsm,
2 FIEHIEE, MR R R R R, SEETE.
HEE
KSR | RIS, TTEME AR e
EREE | SRS ESmEEE
LD | —EmEEENERE) 10cm iR M T25 1A
BEE 1 ML AESRIFEET 3TCKATREERRE, 4 mLISAEEANS. 7
A 1000 rpm &EHTEL 3 min, FELER, I01-2 ML EFEFRS., REBHREHESRN
’ NS EREHERNEAN SRR (SEEIBERIA 6 cm M, AL 4 mL 555, 15
i) B RIER AR,
LSRR EIT S, REFEEEmN, SO TEES AR, Sk
TEET | TGRS SRR,
2 FIREEENEEEE, KEIFRE, BaEsS .
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MR TFIRE

HERECS | KIEHTR, REMETE

HREE FERERNSRIFR, THTHARAT. T 125 fRAf

a. WEEMMERMMEIZSER, BEANTEEOES, 1000 rpm £HTED 4 min, FEEEK, B
PBS i&iE—iE, FR PBS, #{T4HAEITEL.

HEAE b. RIEMEHEMALIEMEFTR, (FHEEE 5x106~1x107/mL, FRRS, 805FE
HZE ImMLARER, FRAFERFITR,

c. BWHEEEMN-80°CikFE, 24 h BRARGERT. iCRFAFEMELMETRZEL,

eI Al FFARENRRERNED—ENEMRATEE, FERE, RINEBTHSE

EEES

1AEEEFEBNSTEE, MEEIRBER. BHRERRS, EX.

2URIMBIEARTTE, WHIERINR, EX.

3EIRE 3 KA, RISHAE, £LE, BR.
i1
=<3

AERKEHAESE 2 /\fE, FKAFRERERS. 2 X5, BXSHERXEE £%Ls EX.

5. FIRAREEAVMIEERE 22 /\IFERTFHETINAFRENMIRET 2 Xfa, HILsHR, 2%LE, EX.

6.AREEMEIAE, BTEWEm 3 RRETHNREELNIRER, BamEREEXEEARED, &%
xfE, BR.

1EPRIEERAISE, REA.

' 2EFTERFAREAS T, REA.

3R MBS AR RRARRS T, REA.

AMBRETET, FIRHESTENTORESR 3 RmRSRy, Rk,
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5 RIS R AH TR SEMEHIEN, REk.
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