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Western Blotting Assay

(cell lysate) 2x sample buffer(4%
SDS,125mM  TrissHCl  pH6.8, 20% glycerol, 10% B-mercaptoethanol, 0.01%
bromophenol blue) 100°C 10% SDS-PAGE
60 NC
NC 5% PBST PBST
PBST PBST
*3 A PBST PBST

RT-PCR
RNA RT-PCR
(RNase free water, 5A 10x TagMan Buffer, 5.5mM 25mM MgCl5,, 300 uM
10mMdNTP, 0.05U/ul AmpliTag Gold DNA Polymerase, 0.25 U/l MultiScribe

Reverse Transcriptase, 0.4 U/ul RNase inhibitor), ABI PRISM 5700 Sequence
Detection System (TagMan) real-time quantitative PCR

50°C 2 uracil N-glycosylase  carryover contamination

95°C 10 uracil N-glycosylase DNA Polymerase,

95°C 15 DNA 60°C 1
5700 sequence detection system PCR
RNA
MTT
96 370C 5 CO;

100pL MTT  Img/mL
100 yL DM SO 30
ELISAreader 550 630 nm
-Trypan blue stain

37°C 5 CO;
50pL 50pL 0.2 trypan blue
100
Q) 500ml Dulbecco’s Modified Eagle’'s medium (DMEM)
100 mi -Penicillin G (100 units/ml)  Streptomycin (100 ug/ml)
4
2 20x20x20mm
PBS

1x1x1mm 5m DMEM



5 ml DMEM
DMEM
25T 37°C 5 CO;,
3-4 trypsin
(3) Enrichment of epithelial cells
10-20
trypsin 37°C 25 5 10
trypsin 25T
37°C 5 CO;
(4) Agar 25T trypsin
50mm 2 20 0.375
2 5
37°C 7 10
(5) Dilution cloning trypsin 96 37°C
48 24 12 6
24 invasive ductal
cacinoma
BC-1 BC-1
epithelial-like cytokeratin19
BC-1 Karotype
Polyploid diploid 100
BC-1 Karotyping BC-1 44-50 RT-PCR
ERa
ERB PR AR He2/Neu
BC-1 BC-1
Trypan blue 10nM E2
OHT
E2 OHT E2 OHT
DHEA
81N
81N 5 81N
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Preliminary results of recombinant steroid receptor

ERa ERpB PRa PRs AR
Recombinant Recombinant Expression Expression
_ CDNA product . . :
protein protein plasmid plasmid
Table 1
Table 2 Her2/neu BC-1
BC-1
ERa +
ERPB +
PRa +
AR +
Her2/neu +

RT-PCR



Urea

Fig.1 a ( EolR ER
ER 4.5, 6, 8, 9 M
>» ER P : S MProtein Me
Urea Protein
oM 8M 6M 4.5M Marker

P R




Fig. 3
A B C D E F



Fig. 4 BC-1 A BC-1
epithelial-like B cytokeratin 19
BC-1 cytokeratin19 BC-1 1 BC-1 24
Postive control MCF-7 T47D MDA-MB-435S
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E2: Estrodiol DHEA: Dehydroxyepiandrosterone

OHT: 4-OH-tamoxifen,



