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Abstract

Estrogen receptor o (ERa) is @ marker predictive for response of breast cancers to endocrine therapy. About 30% of breast
cancers, however, are hormone- independent because of lack of ERa expression. New strategies are needed for re-
expression of ERa and sensitization of ER-negative breast cancer cells to selective ER modulators. The present report shows
that arsenic trioxide induces reactivated ERa, providing a target for therapy with ER antagonists. Exposure of ER-negative
breast cancer cells to arsenic trioxide leads to re-expression of ERx mRNA and functional ERa protein in in vitro and in vivo.
Luciferase reporter gene assays and 3-(4,5-dimethylthiazol-2-yl)- 5-(3-carboxymethoxyphenyl)- 2-(4-sulfophenyl)- 2H-
tetrazolium (MTS) assays show that, upon exposure to arsenic trioxide, formerly unresponsive, ER-negative MDA-MB-231
breast cancer cells become responsive to ER antagonists, 4-hydroxytamoxifen and ICl 182,780. Furthermore, methylation-
specific PCR and bisulfite-sequencing PCR assays show that arsenic trioxide induces partial demethylation of the ERa
promoter. A methyl donor, S-adenosylmethionine (SAM), reduces the degree of arsenic trioxide-induced re-expression of
ERa and demethylation. Moreover, Western blot and ChIP assays show that arsenic trioxide represses expression of DNMT1
and DNMT3a along with partial dissociation of DNMT1 from the ERa promoter. Thus, arsenic trioxide exhibits a previously
undefined function which induces re-expression ERa in ER-negative breast cancer cells through demethylation of the ERa
promoter. These findings could provide important information regarding the application of therapeutic agents targeting
epigenetic changes in breast cancers and potential implication of arsenic trioxide as a new drug for the treatment of ER-
negative human breast cancer.
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Introduction To date, the molecular mechanisms underlying the loss of ERs
in breast cancer are poorly understood. Deletions, insertions,
rearrangements, or polymorphisms of ER genes are infrequent
and are not generally associated with loss of ER [4]. It has been
shown that breast cancer, similar to other types of cancer, is also a
disease that is driven by epigenetic alterations, which do not affect
the primary DNA sequence [5,6]. Epigenetic alterations include
DNA methylation, histone modifications and so on. In human
breast carcinomas, an abnormal methylation pattern could
account for transcriptional inactivation of the ER gene and
subsequent hormone resistance. Loss of ER is premodinantly a
result of hypermethylation of CpG islands, cytosine-guanine-rich
areas that are located in the 5" regulatory regions of the ER gene
[2,7,8]. Theoretically, if the elimination of ERa expression is a
consequence of hypermethylation of these islands, this effect could
3] be reversed by a DNA demethylating agent. Other epigenetic

Breast cancer is the most common tumor in women, and it is the
cause of considerable morbidity and mortality. The tumor
expression of estrogen receptors (ERs) is a marker for prognosis
and is predictive of response to endocrine therapy [1]. Approx-
imately two-thirds of breast cancers express ER gene and
synthesize ER protein. These tumors tend to be more differen-
tiated and are often responsive to hormonal therapies. One-third
of breast cancers, however, lack ER. Loss of ER expression is
generally associated with poor histological differentiation, high
growth fractions, and inferior clinical outcomes [2]. These cancers,
which are apparently estrogen-independent, rarely respond to
hormonal therapies. In addition, some breast cancers that are
initially ER-positive lose ER expression during tumor progression
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events, such as deacetylation and methylation of histones, are also
involved in the complex mechanisms that regulate promoter
transcription. Demethylating agents and histone deacetylase
(HDAC) inhibitors, which are candidates for new cancer
therapeutics, can produce a synergistic reactivation to restore
ERa protein expression in ER-negative breast cancer cells [3].

Arsenic trioxide, which has been used clinically as an anti-tumor
agent, induces demethylation and apoptosis [9], while little is
known regarding the mechanism of its anti-tumor effect.
Intracellular arsenic metabolism and DNA methylation require
S-adenosylmethionine (SAM) as a methyl donor, and the
consumption of methyl groups in arsenic biotransformation
presumably results in a deficiency of methyl donors, reducing
DNA methylation [10]. Thus, arsenic trioxide possibly induces
demethylation and re-expression of certain genes. To date,
however, whether arsenic trioxide can re-express ERo in ER-
negative breast cancer cells has not been investigated. In the
present study, ER-negative human breast cancer cells were
exposed to arsenic trioxide to test the hypothesis that ERo
promoter hypermethylation could be reversed, leading to
reactivation of the ERa gene. We thought that data from our
study could provide important information regarding the potential
implication of arsenic trioxide as a new drug for treatment of ER—
negative human breast cancer.

Materials and Methods

Chemicals, reagents, and supplies

Arsenic trioxide, B-estradiol (Ey), 4-hydroxytamoxifen (OH-
T),ICI 182,780 (ICI) and 5-aza-2'-deoxycytidine (AZA) were
purchased from Sigma Chemical Co. (St. Louis, MO, USA). SAM
was from New England BioLabs. TRIzol reagent, L.-15 medium,
Dulbecco’s modified Eagle’s medium (DMEM), and trypsin were
from Gibco/Invitrogen (Carlsbad, CA, USA). DNeasy Blood &
Tissue kits were obtained from QIAGEN (Alameda, CA, USA).
CpGenome DNA modification kits and Magna ChIP™ G One-
Day Chromatin Immunoprecipitation Kits were purchased from
Millipore (Billerica, MA, USA). Fetal bovine serum (FBS) was
obtained from PAA Laboratories (Pasching, Austria) and charcoal-
stripped FBS (CS-I'BS) from Biological Industries (Kibbutz Beit
Haemek, Israel).

Rabbit polyclonal antibodies against ERa, B-actin, and
GAPDH were obtained from NeoMarkers (Fremont, CA, USA),
and the mouse monoclonal antibodies against DNMT1,DNMT3a
and DNMT3b was obtained from Abnova (Taipei, Taiwan). Anti-
rabbit and anti-mouse peroxidase-conjugated antibodies were
obtained from Upstate Biotechnology (Charlottesville, VA, USA).
Sheep polyclonal antibodies against MBD2 were obtained from
Millipore (Billerica, MA, USA). The pEASY-T3 Cloning Kit was
from Beijing TransGen Biotech Co. (Bejjing, China). Enhanced
chemiluminescence detection reagents were obtained from
Amersham Biosciences (Piscataway, NJ, USA). The tetrazolium
compound, 3-(4,5-dimethylthiazol-2-yl)-5— (3-carboxymethoxy-
phenyl)-2-(4-sulfophenyl)-2H-tetrazolium (MTS) and lysis buffer
were obtained from Promega Biotech Co. (Beijing, China). The
Sofast™ transfection reagent was purchased from Sunma Co.
(Xiamen, China). Methyl Primer Express software was purchased
from Applied Biosystems (Foster City, CA, USA).

Plasmids

The luciferase reporter plasmid pERE-TATA-Luct+ and rat
ERa expression vector rERa/pCI were provided by Dr. M.
Takeyoshi (Chemicals Assessment Center, Chemicals Evaluation
and Research Institute, Oita, Japan). The plasmids were

@ PLoS ONE | www.plosone.org

Arsenic Induces Re-Expression of ERa

constructed as previously described [11]. The plasmid phRL-tk
containing the Renilla luciferase gene (used as an internal control
for transfection efficiency and cytotoxicity of test chemicals) and
the Dual-Luciferase Reporter Assay System Kit were purchased
from Promega (Madison, WI, USA).

Cell culture and treatments

Human breast cancer cells, MDA-MB-231, Hs578T and MCF-
7, were obtained from American Type Culture Collection
(Rockville, MD, USA), and were maintained according to ATCC’s
recommendation. MDA-MB-231 cells were maintained in L-15
medium; MCF-7 and Hs578T cells were routinely maintained in
DMEM. Both media were supplemented with 100 IU/mL
penicillin, 100 mg/mL streptomycin, and 10% FBS. MCF-7 and
Hs 578T cells were incubated at 37°C in 5% COo; MDA-MB-231
cells were grown in the absence of COs. Cells were seeded at a
density of 2x10° per 100-mm tissue culture dish in phenol red-
free DMEM supplemented with 10% CS-FBS (estrogen-free), and
the medium was changed every other day for 6 days. After 24 hr,
the estrogen-free medium was changed to estrogen-free medium
containing 1, 2, or 4 pmol/L of arsenic trioxide or 200 pmol/L of
SAM for 6 days. Cells untreated or pretreated with arsenic
trioxide/SAM were exposed to Ey (100 nmol/L for 24 hr), OHT
(10 pmol/L for 24 hr), ICI (2 pmol/L for 24 hr), or to the vehicle
in fresh estrogen-free medium for indicated time periods. The
media, with or without added compounds, were renewed every
second day. For cell proliferation assays, reverse transcription
polymerase chain reactions (RT-PCR), and reporter gene analysis,
cells were switched to phenol red-free MEM (without E)
supplemented with 5% CS-FBS at least 5 days before exposure
Ey, OHT, or ICI. The experiments were repeated twice, and each
cell line was tested in triplicate.

Cell growth assay

MDA-MB-231 cells were plated at a density of 4x10° cells/well
into 96-well plates and cultured with phenol red-free MEM
supplemented with 5% CS-FBS. After 24 hr, the medium was
replaced, and the cells were exposed to arsenic trioxide for 6 days.
Cells untreated or pretreated with arsenic trioxide were exposed to
Eo, OHT, ICIL, or vehicle in fresh estrogen-free medium for
indicated time periods. At appropriate times, MTS was added to
cach well, and the plates were further incubated for 4 hr at 37°C.
The absorbance at 490 nm was measured with a Multiscan MCC
340 microplate reader (Titertek, Huntsville, AL, USA). All
measurements were performed in triplicate. Data points repre-
sented the means of the values for the four wells. Cellular
proliferation was expressed as the mean numbers of cells £ SEM.

Nude mice xenograft model

Female nude mice (6 weeks old; BALB/cA-nu (nu/nu)) were
purchased from Shanghai Laboratory Animal Center (SLAC,
Shanghai, China) and maintained in pathogen-free conditions.
The use and care of animals in this study is approved by the
Institutional Animal Care and Use Committee of Nanjing Medical
University (Approval 1D 20100234). MDA-MB-231 cells (1 x10’
cells) were injected into both flanks of each nude mouse, and
tumors were allowed to grow for 6 weeks. Ten mice were
randomly divided into 2 groups. For arsenic trioxide-treated
group, 2 mg/kg.bw arsenic trioxide (The dose was selected based
on the commonly used clinical dose of 10 mg/d which was
converted to the dose in nude mice) was administered ip. in
100 pl of sterile saline every other day. For control group, the
nude mice were treated with the same volume of PBS. Mice were
sacrificed after 4 weeks of treatments. Tumors were removed from
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the mice, immediately frozen on dry ice and stored in liquid
nitrogen. Tumors were also fixed with 10% formalin solution for
immunohistochemical staining.

RNA isolation and RT-PCR

Cells were grown in 6-cm plastic dishes (1x10° cells/dish in
5 mL of estrogen-free medium). At 24 hr after plating, the test
compounds were added. Total cellular RNA was extracted by use
of the TRIzol reagent (Invitrogen, Carlsbad, CA, USA) and
quantified by UV absorption. From each sample, 1 pg was
reverse-transcribed by M-MLV first-stand amplification of ERa,
pS2 and GREBI (estrogen-responsive genes), and the constitu-
tively expressed housekeeping gene, GAPDH. Primers for ERa
were 5'-CCACCAACCAGTGCACCATT-3" (forward) and 5'-
GTCTTTCCG TATCCCACCTTTC-3" (reverse). Primers for
pS2 and GREBI and the PCR conditions have been described
previously [12]. The PCR products were resolved by 2% agarose
gel electrophoresis and detected by UV transillumination after
staining with ethidium bromide.

Western blot analyses

The cells were washed twice with ice-cold PBS, scraped into
0.2 mL of buffer [20 mM HEPES (pH 6.8), 5 mM EDTA,
10 mM EGTA, 5 mM NaF, 0.1 pg/mL okadaic acid, 1 mM
dithiothreitol, 0.4 M KCI, 0.4% Triton X-100, 10% glycerol,
5 pg/mL leupeptin, 50 pg/mL of phenylmethanesulphonylfluor-
ide, I mM benzamidine, 5 mg/mL aprotinin and 1 mM sodium
orthovanadate], and incubated on ice for 30 min, followed by
centrifugation at 12,000 rpm for 15 min. The supernatant was
stored at —70°C.. Protein concentrations were measured with the
BCA Protein Assay (Pierce, Rockford, IL, USA). Afterwards,
proteins were diluted to equal concentrations, boiled for 5 min,
and separated by 7%—-12% sodium dodecyl sulfate—polyacryl-
amide gel electrophoresis. Proteins were transferred to nitrocellu-
lose membranes, which were probed with ERo and DNMT1
antibodies overnight at 4°C. Membranes were incubated with
horseradish peroxidase-conjugated secondary antibodies for 1 hr
at room temperature to enhance chemiluminescence (Amersham
Biosciences, Piscataway, NJ, USA) before exposure to film.
GAPDH or B-actin was used to normalize for protein loading.
All experiments were performed at least twice; similar results were
obtained.

Transfection and luciferase reporter gene assays

MDA-MB-231 cells were placed in 24-well microplates at a
density of 5.0x10% cells/well in the phenol-red-frec MEM
containing 5% CS-FBS. Following 24 hr of incubation, the cells
were exposed to arsenic trioxide for 6 days, then transfected with
0.5 pg of pERE-TATA-Luc+t, 0.2 pg of rERa/pClI, and 0.1 pg of
phRL-tk, with 5 pg of Sofast'™ transfection reagent per well.
After incubation for 12 hr, the transfection medium was replaced.
After being exposed to the test chemicals for 24 hr, the cells were
harvested. Following three rinses with PBS (pH 7.4), the cells were
lysed with 1x passive lysis buffer. The cell lysates were analyzed
immediately with a 96-well plate luminometer. The amounts of
luciferase and Renilla luciferase were measured with the Dual-
Luciferase Reporter Assay System Kit following the manufactur-
er’s instructions. The value of luciferase activity for each lysate was
normalized to the Renilla luciferase activity. The relative
transcriptional activity was converted into fold induction above
the vehicle control value (n-fold).

@ PLoS ONE | www.plosone.org

Arsenic Induces Re-Expression of ERa

Bisulfite sequencing PCR (BSP)

Genomic DNA was isolated by use of a DNeasy Blood & Tissue
kit. Isolated DNA was subjected to modification by use of a
CpGenome DNA modification kit according to the manufacturer’s
recommendations and amplified via PCR with primers for the
ERa promoter region. From the bisulfite-modified DNA, the ERa
promoter was amplified by PCR under conditions described
previously [12]. ERS primers were 5 -TGTTTGGAGT-
GATGTTTAAGTT-3" and 5'- CAATAAAACCATCCCAAA-
TACT-3'". PCR products were gel purified and cloned using the
pEASY-T3 Cloning Kit (Beijing TransGen Biotech Co., Ltd.).
Ten random clones were sequenced by the Invitrogen Company.

Methylation-specific PCR (MSP) analysis

The ER gene promoter was amplified from bisulfite-modified
DNA by two rounds of PCR using nested primers specific to the
bisulfite-modified sequence of the CpG island of the ER gene. The
first-round PCR involved BSP primers; the second-round primers
specifically recognized the unmethylated or methylated promoter
sequences after bisulfite conversion. ER unmethylated primers
were 5'-TTTTGGGATTGTATTTGTTTTTGTTG-3" and 5'-
AAACAAAATACAAACCATATCCCCA-3’; ER  methylated
primers were 5'-TTTTGGGATTGTATTTGTTTTCGTC-3'
and 5'-AACAAAATACAAACCGTATCCCCG-3'. Both rounds
of PCR were performed under the same conditions, with 2 pL of a
50-fold dilution of the first-round PCR product serving as the
template for the second-round MSP. Amplification was performed
under the conditions described above. PCR products were
subjected to electrophoresis on 2% agarose gels.

Chromatin immunoprecipitation assay

Chromatin immunoprecipitation (ChIP) assay was performed
using the Magna ChIP Assay Kit(Millipore) according to the
manufacturer’s instructions. DNA cross-linking was performed by
adding 1% formaldehyde into cell cultures at room temperature
for 10 min, and glycine was then added (0.125 M final
concentration) for 5 min to stop the cross-linking reaction. Cells
were lysed with a lysis buffer with protease inhibitors and sonicated
to shear genomic DNA to lengths between 200 and 800 bp. One-
tenth of the cell lysate was used for input control and the rest was
used for immunoprecipitation using antibodies against DNMT1.
After collecting immunoprecipitates using protein G agarose
columns, protein-DNA complexes were eluted and heated at 62
to reverse the cross-linking. After digestion with proteinase K,
DNA fragments were purified by spin columns and analyzed by
PCR. The ER promoter was analyzed using the 5'-primer 5'-
AGTTGTGCCTGGAGTGATG-3" and the 3'-primer 5'-GCA-
GAAGGCTCAGAAACC-3'. Initially, PCR was performed with
different numbers of cycles or dilutions of input DNA to determine
the linear range of the amplification; all results shown fall within
this range. After 30 cycles of amplification, PCR products were
run on 2% agarose gel and analyzed by ethidium bromide
staining. All ChIP assays were performed at least twice with similar
results.

Immunohistochemistry

Immunohistochemical staining was performed on formalin-
fixed, paraffin-embedded tumor samples. Sections mounted on
silanized slides were dewaxed in xylene, dehydrated in ethanol,
boiled in 0.01 M citrate buffer (pH 6.0) for 20 min in a microwave
oven and then incubated with 3% hydrogen peroxide for 5 min.
After washing with PBS, sections were incubated in 10% normal
BSA for 5 min, followed by overnight incubation with rabbit anti-
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human ERa polyclonal antibody (1:500), followed by anti-rabbit
horseradish peroxidase—conjugated secondary antibody at room
temperature for 30 minutes. The sections were then counter-
stained with hematoxylin, dehydrated, cleared, and mounted.

Statistical analyses

The data were recorded as means * SD. Statistical comparisons
between control and treated groups were performed using either
Student’s t test or single-factor ANOVA model. p<0.05 was
considered to indicate a statistically significant difference.

Results

Arsenic trioxide induced re-expression of ERo mRNA and
protein in ER-negative human breast cancer cells

MDA-MB-231 and Hs578T cells were used as a model of ER-
negative breast cancers. These human cells are particularly
suitable for preclinical studies because they are highly aggressive
[13]. MCF-7 cells served as a positive control. RT-PCR and
western blotting analysis revealed abundant ERa mRNA and
protein in MCF-7 cells but none in MDA-MB-231 (Fig. 1A) and
Hs578T cells (Fig. 1B). Exposure of MDA-MB-231 and Hs578T
cells to arsenic trioxide for 6 days induced re-expression of ERo
mRNA and protein. The methyl donor, SAM, reduced arsenic
trioxide-induced up-regulation of ERa mRNA and protein
expression. Furthermore, we also observed the re-expression of
ERa protein in MDA-MB-231 cells (Fig. 1C) and Hs578T cells
(Fig. 1B) treated with a known demethylating agent 5-aza-dC
alone. These data are consistent with the concept that demeth-
ylation of the ERa promoter is linked to arsenic trioxide-mediated
ERa re-expression.

Arsenic trioxide induced restoration of ERa function in

ER-negative human breast cancer cells

Estrogen exerts its effects by binding to ER, which functions as
transcription factor controlling cell proliferation and differentia-
tion [14,15]. As determined by MTS assays, proliferation of ER-
positive MCF-7 cells was stimulated by exposure to E2 and
inhibited by exposure to OHT or ICI. On the other hand, none of
these treatments affected the proliferation of the ER-negative
MDA-MB-231 cells (Fig. 2A). After exposure of the cells to
2 pmol/L of arsenic trioxide, the response of MDA-MB-231 cells
to E2, OHT and ICI was restored, although the degree of growth
stimulation/inhibition was less than that of MCF-7 cells.

To evaluate further the transcriptional activity of re-expressed
ERa in ER-negative cells, the plasmid pERE-TATA-Luc+ and the
rat ERa expression vector rERa/pCI were transiently co-
transfected into ER-negative MDA-MB-231 cells as positive
controls. The plasmid phRL-tk was used as internal control for
transfection efficiency and cytotoxicity. As shown in Fig. 2B, E2
induced a 2.5-fold enhancement in luciferase activity in MDA-
MB-231 cells transfected with pERE-TATA-Luc+ and rERa/pCI
and exposed to 100 nM Es for 24 hr (significantly different from
control, P<<0.05). The ER antagonist ICI reduced Eg-induced
luciferase expression. ER-negative cells transfected only with
pERE-TATA-Luct+ and exposed to Ey or ICI showed no
significant alterations. ER-negative cells exposed to 2 pmol/L of
arsenic trioxide were likewise responsive to the stimulatory effect of
E2; the effect of arsenic trioxide on ERo-regulated transactivation
was also inhibited by ICI. These results are consistent with the
observation that arsenic trioxide pretreatment of ER-negative cells
restored ERo mRINA and functional ERa protein.

To establish that the re-expressed ERo in MDA-MB-231 and
Hs578T cells is a functionally active transcription factor that
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controls the expression of ER-responsive genes, the capacity of
ligand-bound ER, through interaction with estrogen-response
elements (EREs) in the DNA sequence, to activate expression of
the estrogen responsive genes, pS2 and GREBI was determined.
In E2 exposed ER-positive MCF-7 cells, the ER-responsive genes
were expressed, whereas MDA-MB-231 (Fig. 2C) and Hs578T
(Fig. 2D) cells only showed low levels of expression of these genes.
Re-expression of ERa induced by arsenic trioxide in ER-negative
cells was associated with increased expression levels of the ER-
responsive genes, pS2 and GREBI, in the presence of Es, and
their expression was inhibited by SAM, OHT or ICI (Fig. 2C and
2D). As expected, the expression of pS2 and GREBI were
upregulated following exposure of demethylating agent 5-aza-dC
in ER-negative cells (Fig. 2D).

Arsenic trioxide induced functional re-expression of ERa
in in vivo

Following the illustration of arsenic trioxide-induced functional
re-expression of ERal in i vitro, we further examined whether
arsenic trioxide induces functional re-expression of ERa in an
animal model. MDA-MB-231 cells were mixed with Matrigel and
mnjected into the flank of nude mice. Arsenic trioxide (2 mg/kg.bw)
was administered 1.p. in 100 pl of sterile saline for 4 weeks. We
observed that treatment of MDA-MB-231 tumors to arsenic
trioxide resulted in significant re-expression of ERoec mRNA and
protein (p=0.0093) in four out of five mice, as measured by RT-
PCR and Western blot analyses (Fig. 3A and 3B). Re-expression of
ERa protein by arsenic trioxide treatment was further demon-
strated by immunohistochemical staining (Fig. 3C). Expression of
the ER-responsive genes, pS2 and GREB1 were also induced by
arsenic trioxide in ER-negative tumors (4/5) (Fig. 3A). These
vivo results further confirm our @ witro findings. Taken together,
these data show that arsenic trioxide significantly induces
functional re-expression of ERa in an  viwo model.

Arsenic trioxide-induced demethylation of ER promoter
CpG island

Since demethylation of ERo promoter could induce the
expression of ERa, it was still not clear whether that the re-
expression of ERa induced by arsenic trioxide is also mediated
through demethylation of the ERo promoter. This possibility was
examined, for bisulfite-treated DNA from breast cancer cells, by
nested methylation-specific PCR (n-MSP), the most sensitive
method for determining methylated states. A region of 2000 bp of
the ERa promoter and 500 bp downstream of the annotated
transcription start site (T'SS) was analyzed by Methyl Primer
Express software to design MSP primers. This region was also
analyzed by the online program, MethPrimer (www.urogene.org/
methprimer), to design bisulfite sequencing PCR (BSP) primers.
The primers for BSP and MSP covered the same region, 500 bp
downstream of the annotated TSS, a region of high CpG density
and partial overlap (Fig. 4A).

n-MSP was performed by two rounds of PCR as described in
Materials and Methods. DNA bands in lanes labeled with U
indicate MSP products amplified with primers recognizing the
unmethylated promoter sequence (Fig. 4B). DNA bands in lanes
labeled with M represent amplified MSP products with methyl-
ation-specific primers. DNA from untreated MDA-MB-231 cells
yielded a PCR product only with methylation-specific primers,
whereas DNA from MCF-7 cells yielded a PCR product only with
unmethylation-specific primers. Exposure of cells to increasing
concentrations of arsenic trioxide led to decreasing levels of the
PCR product corresponding to methylated CpG islands. SAM
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(200 pmol/L) restored the methylated state of CpG islands in the
ERa promoter.

To corroborate this conclusion, bisulfite genome sequencing
PCR (BSP) was performed to measure methylation status. The
status of individual CpG sites was determined by comparison with
the sequence from known ERo gene sequences. With bisulfite
modification, originally unmethylated CG changes to TG,
whereas methylated CG does not change. As shown in Fig. 5A,
in MCF-7 cells there are mostly TGs, but CGs are predominant in
MDA-MB-231 cells. This is consistent with the MSP results and
indicates that the ERo promoter is mostly unmethylated in MCF-
7 cells but mostly methylated in MDA-MB-231 cells. After cellular
exposure to 2 pmol/L of arsenic trioxide, most CGs changed to
TGs. This indicates that, in MDA-MB-231 cells, the ERa
promoter is demethylated. In the presence of SAM, some of the
TGs changed into CGs.

The region sequenced contains 28 CpG dinucleotides, indicated
by circles. CpG islands of MCF-7 were completely unmethylated.
In contrast, the ER-negative MDA-MB-231 cells were hyper-
methylated. In MDA-MB-231 cells, there was partial demethyl-
ation of CpG islands after exposure to 2 pmol/L arsenic trioxide.
The combination of arsenic trioxide and SAM partially restored
the methylation status of MDA-MB-231 cells. The values and
statistical differences are expressed in following figure (Fig. 5B).
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The results confirmed that arsenic trioxide-induced demethylation
of the ERa promoter is random, not site-specific.

Arsenic trioxide altered expression of DNMTs and MBD2

proteins in MDA-MB-231 cells

In ER-negative MDA-MB-231 cells, the methylated ER
promoter is associated with DNMTs and methyl-binding proteins.
We investigated whether treatment with arsenic trioxide alters the
level of DNMTs and MBD2 protein expression. As showed in
Fig. 6A-C, the expression levels of DNMT1 and DNMT3a
protein in MDA-MB-231 cells was higher than in MCF-7 cells,
meanwhile we found that exposure of MDA-MB-231 cells to
arsenic trioxide for 6 days reduced DNMT1 and DNMT3a and
increased MBD2 protein levels; cotreatment with SAM resulted in
an opposite effect, and with increased concentration of exposure to
arsenic, there was more down-expression of DNMTI1 and
DNMT3a and up-expresion of MBD2 protein. The level of
DNMT3b protein was unaltered after arsenic trioxide and/or
SAM treatments.

Arsenic trioxide altered the association of DNMT1 with
ERa promoter in MDA-MB-231 cells

We next determined the effects of arsenic trioxide on the
association of DNMT'1 with the ERo promoter using ChIP assays
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with similar results.
doi:10.1371/journal.pone.0035957.g002

with specific DNMT1 antibody. ChIP assays revealed that
DNMT1 protein is associated with the silenced ERa promoter
in MDA-MB-231 breast cancer cells, whereas the active ERo
promoter in MCF-7 cells shows little association of DNMT1
protein (Figure. 6D). Treatment of MDA-MB-231 cells with
arsenic trioxide alone leads to a significant reduction in DNMT1
occupancy of the ERat promoter, and this was antagonized by co-
treatment with SAM. Thus, reduction of DNMT1 protein
expression along with partial dissociation of DNMT1 from the
ERa promoter may be responsible for the ERa reactivation in
cells exposed to arsenic trioxide.

Discussion

Estrogen and its receptor are involved in the development and
function of the mammary gland. Since the effects of endocrine
therapy are primarily mediated through ERa, its expression is a
predictor of response to treatment with selective estrogen receptor
modulators (SERMs). Lack of ERa expression is the dominant
mechanism for de novo resistance to 4-hydroxytamoxifen
[16,17,18,19]. In addition, some breast cancers that are initially
ER-positive lose ERot expression during tumor progression and
attain hormone unresponsiveness [3]. ER-negative tumors are

@ PLoS ONE | www.plosone.org

more aggressive and are associated with poor histological
differentiation and a higher growth fraction. New strategies for
reactivation ERo and sensitization of ER-negative tumors to
endocrine treatment are required. The mechanism for silencing
ERa in the ER-negative MDA-MB-231 cells is not clear. Although
mechanisms for the lack of ERa expression in breast cancer have
been investigated [20]; hypermethylation of the ERa promoter
represents the first identified mechanism. The present study
provides evidence that exposure of ER-negative breast cancer cells
to arsenic trioxide leads to re-expression of ERoc mRNA and the
ERa protein. Nevertheless, the level of expression is lower than in
MCF-7 cells, which are ER-positive, indicating that there could be
other mechanisms involved in silencing of ERo.. Other epigenetic
events, such as deacetylation and methylation of histones, are
involved in the regulation of promoter transcription. Exposure to
inhibitors of HDACGs, including trichostatin A and vorinostat, lead
to re-expression of ERal in ER-negative cells such as MDA-MB-
231 [21].

Arsenic trioxide is effective in treating acute promyelocytic
leukemia, and its therapeutic effects on solid tumors are being
evaluated [9]. Arsenic trioxide could suppress cancers of the liver,
prostate, and esophagus through demethylation or, for example,
by induction of apoptosis. Zhang et al recently showed that arsenic
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trioxide induces re-expression of ER in MDA-MB-435s and also
inhibits tumour growth in mice [22]. However, there is evidence
that MDA-MB-435 cell line is not actually from a breast cancer
lineage, but in fact are derived from a melanoma cell line, M14
[23]. Zhang’s paper used MDA-MB-435s cell line, which is a
derivative of the parent MDA-MB-435 cell line, and therefore is
also a melanoma lineage. Thus, the possible use of arsenic trioxide
for the treatment of ER-negative breast cancer has not previously
been reported.

Arsenic trioxide, as an endocrine-disrupting chemical, act as
hormone mimetic and as either agonist or competitive antagonist
dependent on the level of endogenous estrogens. It is now
generally accepted that ER protein is targeted for rapid
degradation via the ubiquitin- proteasome pathway in response
to E2 in breast cancer cells. Stoica et al demonstrate that arsenic
trioxide mimics the effects of E2 in the ERa-positive human breast
cancer cell line MCF-7 [24]. Chow et al also found that arsenic
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trioxide could down-regulate ERae mRINA and protein levels [25].
Different from Stoica’s study, Chow et al found that arsenic
trioxide abolished transcriptional induction of the estrogen
responsive gene pS2 mediated by E2. Arsenic trioxide exhibits
anti-estrogenicity on MCF-7 cells. The different results of Stoica
and Chow are likely a result of one or more differences in
experimental culture medium. Arsenic trioxide can act as an
agonist for ER [24], activating it in the absence of hormone(phe-
nol red-free IMEM supplemented with 5% charcoal stripped calf
serum). However, arsenic trioxide can act as an antagonist for ER
[25], inhibiting it in the presence of hormone (RPMI 1640
medium supplemented with 10% dextran-coated charcoal-
stripped FBS). It is well established that phenol red in culture
medium is estrogenic. In our study, the medium we used was
similar to that of Stoica’s study (phenol red-free DMEM
supplemented with 10% CS-FBS), which was estrogen-free. In
this medium, arsenic trioxide induced the re-expression of ERo
through demethylating, it also can act as an agonist for ER,
activating ER via a mechanism similar to Stoica’s study(ERo
protein degradation). Combining the effects of demethylation and
estrogenicity, arsenic trioxide induces a weak expression of ER
protein in ER-negative breast cancer cells.

ERa, a predictor of prognosis and response to endocrine
therapy, functions in development of normal breast tissue. It has
also been linked to mammary carcinogenesis, breast tumor
progression, and outcomes for breast cancer patients [26]. To
date, the molecular mechanisms underlying the loss of ERa in
breast cancer have been poorly understood. Hypermethylation of
the CpG island in the ERa promoter is known to be responsible
for silencing of ERa expression in ER-negative breast tumors [19].
In the present report, the state of CpG islands in ER-positive
breast cancer cells and ER-negative breast cancer cells was
examined by two methods, MSP and BSP. Our results
demonstrate that the CpG islands of MCF-7 were completely
unmethylated in contrast with the ER-negative MDA-MB-231
cells, which were hypermethylated, and our results demonstrate
that exposure of MDA-MB-231 cells to arsenic trioxide alone leads
to a significant reduction in the extent of CpG dinucleotide
methylation in comparison with untreated MDA-MB-231 cells.
This suggests that arsenic trioxide induces demethylation of the
ERa promoter. This compound induces apoptosis and has
growth-suppressive effects as a treatment for acute promyelocytic
leukemia and solid tumors [27,28,29,30]. But its effects on
demethylation are still few [31,32,33]. Our results confirm that
arsenic could act as a demethylation agent, and demethylation of
ERa promoter induced by arsenic trioxide is not site-specific.

Arsenic trioxide reactivates functional ERa and also induces
demethylation of the ERa promoter. Thus, we hypothesize that
arsenic trioxide reactivates ERat through demethylation of the
ERa promoter, which is silent due to hypermethylation. Since
both the metabolism of arsenic and DNA methylation require
SAM as a methyl donor [34,35], the consumption of methyl
groups in arsenic biotransformation presumably results in a
deficiency of methyl donors, reducing DNA methylation [10].
This hypothesis was evaluated by treatment of cells with the
combination of arsenic trioxide and SAM. If arsenic trioxide-
induced DNA demethylation is a consequence of lack of a methyl
donor, the effect should be reversed by SAM, as observed in this
study. The results of BSP and MSP analysis support a direct
association between ERo silencing and the hypermethylation
status of the ER promoter. Additionally, SAM reverses ERa
demethylation and the ERa re-expression induced by arsenic
trioxide. These results confirm our hypothesis that the reactivation
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of silent ERo in ER-negative breast cancer cells is due to
demethylation of the ERa promoter by arsenic trioxide.
Arsenic methylation requires SAM as a cofactor and, as yet,

DNA methylation. Expression of the DNMT gene has been
definitively linked to methylation status [36,37]. Arsenic trioxide,
an inhibitor of sulthydryl enzymes, inhibits the activity of

largely uncharacterized methyltransferases (MeTases), including
DNA MeTases (DNMTs), a group of enzymes responsible for

DNMT3a and DNMT3b, both of which contain cysteine
sulfhydryl groups [38,39]. It may function by inhibiting de novo
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methylation. Alternatively, with continuous exposure to a
methylation substrate such as arsenic, cells could produce greater
quantities of S-adenosylhomocysteine (SAH), the byproduct of
methylation with SAM as the methyl donor. SAH is a competitive
mhibitor of DNA methyltransferases activity [40,41]. In the
current study, expression of the DNMTs protein was measured.
The results are similar to those of reports that arsenic trioxide
inhibits DNMT1 protein in human liver and colon cancer cells
[42,43], we found that arsenic trioxide also inhibits DNMT3a
protein in ER-negative breast cancer cells. These results confirm
that arsenic trioxide metabolism consumes the methyl donor,
SAM, and inhibits DNMTs. Thus, factors involving arsenic
metabolism contribute to the level of DNA methylation in arsenic-
induced demethylation of the ERa promoter. In addition, ChIP
assays validated that DNMT'1 was associated with ERa promoter
in MDA-MB-231 but not MCF-7 cells, treatment of MDA-MB-
231 cells with arsenic trioxide alone leads to a significant reduction
in DNMT1 occupancy of the ERo promoter, the partial
dissociation of DNMT1 from ERa promoter was benefit for

@ PLoS ONE | www.plosone.org

reactivation of silented ERa promoter. It was also antagonistic by
cotreatment with SAM. Thus, arsenic trioxide inhibition of total
DNMT1 protein along with partial dissociation of DNMT1 from
the ERo promoter facilitates ERo. promoter demethylation and
reactivation.

In summary, our results identify a mechanism for ERa
reactivation by arsenic trioxide, which, through competition with
SAM for methylation of DNA and inhibition of DNMT1 protein
along with partial dissociation of DNMT1 from the ERo
promoter, causes demethylation of the ERo promoter in ER-
negative breast cancer cells. Furthermore, restoration of ERo
expression by arsenic trioxide is sufficient to induce anti-estrogen
responses in ER-negative breast cancer cells and animal model. A
better understanding of the regulatory mechanisms governing ER
gene silencing will contribute to the design of combined therapies
and to innovative strategies for drug delivery.

April 2012 | Volume 7 | Issue 4 | 35957



Acknowledgments

We thank Drs. Ruiwen Zhang, Donald L. Hill, and Hui Wang for their

help in preparation of the manuscript.

References

1.

Giacinti L, Claudio PP, Lopez M, Giordano A (2006) Epigenetic information
and estrogen receptor alpha expression in breast cancer. Oncologist 11: 1-8.
McGuire WL (1978) Hormone receptors: their role in predicting prognosis and
response to endocrine therapy. Semin Oncol 5: 428-433.

Yang X, Phillips DL, Ferguson AT, Nelson WG, Herman JG, et al. (2001)
Synergistic activation of functional estrogen receptor (ER)-alpha by DNA
methyltransferase and histone deacetylase inhibition in human ER-alpha-
negative breast cancer cells. Cancer Res 61: 7025-7029.

Lapidus RG, Nass SJ, Davidson NE (1998) The loss of estrogen and
progesterone receptor gene expression in human breast cancer. ] Mammary
Gland Biol Neoplasia 3: 85-94.

Widschwendter M, Jones PA (2002) DNA methylation and breast carcinogen-
esis. Oncogene 21: 5462-5482.

Polyak K (2007) Breast cancer: origins and evolution. J Clin Invest 117:
3155-3163.

Lapidus RG, Nass SJ, Butash KA, Parl FF, Weitzman SA, et al. (1998) Mapping
of ER gene CpG island methylation-specific polymerase chain reaction. Cancer
Res 58: 2515-2519.

Bird AP (1986) CpG-rich islands and the function of DNA methylation. Nature
321: 209-213.

Davison K, Mann KK, Miller WH, Jr. (2002) Arsenic trioxide: mechanisms of
action. Semin Hematol 39: 3-7.

Mass MJ, Wang L (1997) Arsenic alters cytosine methylation patterns of the
promoter of the tumor suppressor gene p53 in human lung cells: a model for a
mechanism of carcinogenesis. Mutat Res 386: 263-277.

Takeyoshi M, Yamasaki K, Sawaki M, Nakai M, Noda S, et al. (2002) The
efficacy of endocrine disruptor screening tests in detecting anti-estrogenic effects
downstream of receptor-ligand interactions. Toxicol Lett 126: 91-98.

Liu H, Du J, Hu C, Qi H, Wang X, et al. (2010) Delayed activation of
extracellular-signal-regulated kinase 1/2 is involved in genistein- and equol-
induced cell proliferation and estrogen-receptor-alpha-mediated transcription in
MCF-7 breast cancer cells. ] Nutr Biochem 21: 390-396.

Price JE, Polyzos A, Zhang RD, Daniels LM (1990) Tumorigenicity and
metastasis of human breast carcinoma cell lines in nude mice. Cancer Res 50:
717-721.

Klinge CM (2001) Estrogen receptor interaction with estrogen response
elements. Nucleic Acids Res 29: 2905-2919.

Sharma D, Saxena NK, Davidson NE, Vertino PM (2006) Restoration of
tamoxifen sensitivity in estrogen receptor-negative breast cancer cells: tamox-
ifen-bound reactivated ER recruits distinctive corepressor complexes. Cancer
Res 66: 6370-6378.

Platet N, Cathiard AM, Gleizes M, Garcia M (2004) Estrogens and their
receptors in breast cancer progression: a dual role in cancer proliferation and
invasion. Crit Rev Oncol Hematol 51: 55-67.

. Johnston SR, Dowsett M, Smith IE (1992) Towards a molecular basis for

tamoxifen resistance in breast cancer. Ann Oncol 3: 503-511.

Roodi N, Bailey LR, Kao WY, Verrier CS, Yee CJ, et al. (1995) Estrogen
receptor gene analysis in estrogen receptor-positive and receptor-negative
primary breast cancer. J Natl Cancer Inst 87: 446-451.

Ottaviano YL, Issa JP, Parl FF, Smith HS, Baylin SB, et al. (1994) Methylation
of the estrogen receptor gene CpG island marks loss of estrogen receptor
expression in human breast cancer cells. Cancer Res 54: 2552-2555.

Billam M, Witt AE, Davidson NE (2009) The silent estrogen receptor: Can we
make it speak? Cancer Biol Ther 8.

. Yang X, Ferguson AT, Nass SJ, Phillips DL, Butash KA, et al. (2000)

Transcriptional activation of estrogen receptor alpha in human breast cancer
cells by histone deacetylase inhibition. Cancer Res 60: 6890-6894.
Zhang W, Wang L, Fan Q, Wu X, Wang F, et al. (2011) Arsenic trioxide re-
sensitizes ERalpha-negative breast cancer cells to endocrine therapy by restoring
ERalpha expression in vitro and in vivo. Oncol Rep 26: 621-628.

@ PLoS ONE | www.plosone.org

10

Arsenic Induces Re-Expression of ERa

Author Contributions

Conceived and designed the experiments: ZL XW. Performed the
experiments: JD NZ HL FJ. Analyzed the data: ZL. NZ CH. Contributed
reagents/materials/analysis tools: HQ YW. Wrote the paper: ZL JD CZ.

23.

24.

27.

28.

29.

30.

31.

32.

36.

37.

38.

39.

40.

41.

42.

Rae JM, Creighton CJ, Meck JM, Haddad BR, Johnson MD (2007) MDA-MB-
435 cells are derived from M 14 melanoma cells — a loss for breast cancer, but a
boon for melanoma research. Breast Cancer Res Treat 104: 13-19.

Stoica A, Pentecost E, Martin MB (2000) Effects of arsenite on estrogen
receptor-alpha expression and activity in MCF-7 breast cancer cells.
Endocrinology 141: 3595-3602.

Chow SK, Chan JY, Fung KP (2004) Suppression of cell proliferation and
regulation of estrogen receptor alpha signaling pathway by arsenic trioxide on
human breast cancer MCF-7 cells. J Endocrinol 182: 325-337.

Fishman J, Osborne MP, Telang NT (1995) The role of estrogen in mammary
carcinogenesis. Ann N'Y Acad Sci 768: 91-100.

Chen GQ, Shi XG, Tang W, Xiong SM, Zhu J, et al. (1997) Use of arsenic
trioxide (As203) in the treatment of acute promyelocytic leukemia (APL): 1.
As203 exerts dose-dependent dual effects on APL cells. Blood 89: 3345-3353.
Cai X, Shen YL, Zhu Q, Jia PM, Yu Y, et al. (2000) Arsenic trioxide-induced
apoptosis and differentiation are associated respectively with mitochondrial
transmembrane potential collapse and retinoic acid signaling pathways in acute
promyelocytic leukemia. Leukemia 14: 262-270.

Zhang P, Wang S, Hu L, Qiu F, Yang H, et al. (2000) [Seven years’ summary
report on the treatment of acute promyelocytic leukemia with arsenic trioxide —
an analysis of 242 cases]. Zhonghua Xue Ye Xue Za Zhi 21: 67-70.

Kito M, Matsumoto K, Wada N, Sera K, Futatsugawa S, et al. (2003) Antitumor
effect of arsenic trioxide in murine xenograft model. Cancer Sci 94: 1010-1014.
LiJQ, Li Y, Shi YJ, Wu SL (2004) [Re-expression of p16 gene in myeloma cell
line U266 by arsenic trioxide]. Ai Zheng 23: 626-630.

Wang MM, Dou HJ, Zou LF, Zhu Q, Ren ZH, et al. (2008) [Correlation of cell
cycle alteration to SOCS-1 gene demethylation induced by arsenic trioxide in
myeloma cell lines]. Ai Zheng 27: 1150-1154.

. Yang L, Luo JM, Wen SP, Liu XJ, Du XY, et al. (2009) Effect of As203 on

demethylation of SHP-1 gene in human lymphoma cell line T2. Chin J Cancer
28: 209-213.

. Vahter M (2002) Mechanisms of arsenic biotransformation. Toxicology 181

182: 211-217.

Gonzalez-Fraile MI, Garcia-Sanz R, Mateos MV, Balanzategui A, Gonzalez M,
et al. (2002) Methylenetetrahydrofolate reductase genotype does not play a role
in multiple myeloma pathogenesis. Br J Haematol 117: 890-892.

Compere SJ, Palmiter RD (1981) DNA methylation controls the inducibility of
the mouse metallothionein-I gene lymphoid cells. Cell 25: 233-240.

Waalkes MP, Miller MS, Wilson MJ, Bare RM, McDowell AE (1988) Increased
metallothionein gene expression in 5-aza-2'-deoxycytidine-induced resistance to
cadmium cytotoxicity. Chem Biol Interact 66: 189-204.

Hu 'Y, Su L, Snow ET (1998) Arsenic toxicity is enzyme specific and its affects on
ligation are not caused by the direct inhibition of DNA repair enzymes. Mutat
Res 408: 203-218.

Tong H, Lin M (2002) [Arsenic trioxide induced pl5INK4B gene expression in
myelodysplastic syndrome cell line MUTZ-1]. Zhonghua Xue Ye Xue Za Zhi
23: 638-641.

Crooks PA, Tribe MJ, Pinney R] (1984) Inhibition of bacterial DNA cytosine-5-
methyltransferase by S-adenosyl-L-homocysteine and some related compounds.
J Pharm Pharmacol 36: 85-89.

Bechthold A, Floss HG (1994) Overexpression of the thiostrepton-resistance
gene from Streptomyces azureus in Escherichia coli and characterization of
recognition sites of the 23S rRNA A1067 2'-methyltransferase in the guanosine
triphosphatase center of 23S ribosomal RNA. Eur J Biochem 224: 431-437.
Li Q, Bartlett DL, Gorry MC, O’Malley ME, Guo ZS (2009) Three epigenetic
drugs up-regulate homeobox gene Rhox5 in cancer cells through overlapping
and distinct molecular mechanisms. Mol Pharmacol 76: 1072-1081.

Cui X, Wakai T, Shirai Y, Yokoyama N, Hatakeyama K, et al. (2006) Arsenic
trioxide inhibits DNA methyltransferase and restores methylation-silenced genes
in human liver cancer cells. Hum Pathol 37: 298-311.

April 2012 | Volume 7 | Issue 4 | 35957



