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Materials and Methods

ERa expression detected by immunofluorescent staining in breast cancer cells : Breast cancer cells
were grown in - RPMI-1640 medium with 10% fetal bovine serum (FBS), 100 U/mL penicillin, and 100
ug/mL streptomycin (all from Gibco BRL, Grand Island, NY, USA) for 72h, and then subjected to
immunofluorescent staining of ERaq. Briefly, the cells were fixed in 4% paraformaldehyde, treated with
0.01% Triton X-100 for 30 min, incubated with 5% bovine serum albumin in phosphate-buffere saline
(PBS) for 30 min and then incubated with the FRa antibody (1:200; Lab Vision, Fremont, CA, USA)
overnight at 4° C. The next day, cells were washed with PBS and incubated with Cy3-labeled goat
anti-rabbit secondary antibody (Sigma) at room temperature for 2 h and with 0.001% DAPI (4
" ,6-diamidino-2-phenylindole)/PBS for 15 min. The cells were submerged, resuspended in
glycerol/PBS, reviewed, and scored using an inverted fluorescence microscope (Leica, Wetzlar, Germany).

Images were recorded and merged using Adobe Photoshop CS software (Adobe Systems Inc., San Jose,
CA, USA).

ERa expression detected by Western Blot in breast cancer cells: Breast cancer cells were grown in
RPMI-1640 medium with 10% fetal bovine serum (FBS), 100 U/mL penicillin, and 100 pg/mL
streptomycin (all from Gibco BRL, Grand Island, NY, USA) for 72 h, following the protein extraction and
Western Blot for rabbit polyclonal antibodies ERa., B-actin as the control.

Reverse transcription (RT)-PCR analysis: MCF-7 and MCF-7/ADR cells were grown in RPMI-1640
medium with 10% fetal bovine serum (FBS), 100 U/mL penicillin, and 100 pg/mL streptomycin, and total
RNA was isolated using TRIzol reagent (Invitrogen) and treated with DNase I (Takara) to remove genomic
DNA. The first strand of complementary DNA (cDNA) was synthesized from 1 pg of total RNA using
reverse transcriptase kit (Takara) and oligo(dT)18 primer. Amplification of ERf cDNA was carried out in
a DNA thermal cycler at 94, 59, and 72 °C for 30 sec, 1 min, and 1 min, respectively, for 39 cycles using
50 pmol of each ERp primer. Oligonucleotide primers were chosen from homologous parts of the coding
region of the human ERP gene. The sense primer for human ERP  was
5>-TAGTGGTCCATCGCCAGTTAT-3’, and the antisense primer was
5’-GGGAGCACACTTCACCAT-3’. Amplification of the constitutive glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) cDNA was performed as an internal control for cDNA quantity and integrity,
using 10 pmol of each primer of GAPDH, for 28 cycles at 94, 55, and 72 °C for 30 sec, 1 min, and 1 min,
respectively. The primers of GADPH were: 5>~ ATCACCATCTTCCAGGAGCG-3’ for the sense primer
and 5’-CCTGCTTCACCACCTTCTTG-3" for the antisense primer. The PCR fragments were separated
using agarose gel electrophoresis and stained with ethidium bromide.



Results
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Supplemental Material, Figure 1. ERa status in MCF-7 and MCF-7/ADR cells was measured
by immunofluorescence and Western Blot.
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Supplemental Material, Figure 2. Detection of ERf expression by using RT-PCR in MCF-7
and MCF-7/ADR cells. Line 1 and 2, RNA from MCF-7/ADR cells; Line 3 and 4, RNA from
MCF-7 cells.



