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Abstract

The global prevalence of breast cancer in women illustrates the importance of
identifying factors that contribute to disease onset and progression. Endogenous and
environmental agents that interact with estrogen receptor alpha (ERa) have been shown
to play a role in breast cancer etiology. Evidence from epidemiological studies and
animal models has suggested that cadmium, a heavy metal that can activate ERa.,
contributes to the development and progression of breast cancer. Additionally, our lab
previously showed that chronic cadmium exposure altered the expression of several ERa-
responsive genes and increased the malignancy of MCF7 breast cancer cells. Although
these studies support cadmium’s function as a hormone disrupter, the role of ERa in
cadmium-induced breast cancer progression remains unclear. In this study, we
modulated the expression of ERa in MCF7 cells after chronic cadmium exposure (Cd7
and Cd12) in order to understand its role in cadmium-induced gene expression, cell
growth, migration, and anchorage-independence. While all of the cancer phenotypes
analyzed were altered in MCF7, Cd7, and Cd12 cells after the permanent loss of ERa,
cell growth and migration ability were less affected in cadmium-adapted cells suggesting
chronic cadmium exposure reduces the dependency of MCF7 cells on ERa for these
characteristics. Furthermore, analysis showed the transcript levels of classical and non-
classical ERa-regulated genes were reduced in MCF7 cells after transient and permanent
modification of ERa expression, while the non-classical targets were not as affected in
Cd7 and Cd12 cells after ERa knockout indicating cadmium exposure may have altered
the regulation of these genes. Lastly, the effects of chronic cadmium exposure on

sensitivity to chemotherapeutic drugs were also investigated. We found that the
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cadmium-adapted cells were more resistant to taxane drugs than MCF7 cells, but showed
a similar response to anthracycline and antimetabolite drugs. Collectively, our findings
show that chronic cadmium exposure promotes breast cancer progression by increasing
the ability of breast cancer cells to adapt to the loss of ERa as well as highlight a

potential new role for chronic cadmium exposure in development of drug resistance.
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1. Chapter 1
1.1 Breast cancer

Breast cancer accounts for about 25% of all cancers diagnosed among women
worldwide (1, 2). In the United States, it is projected breast cancer cases in 2018 will
account for 30% of all cancer cases, thus making it the most prevalent female cancer (3).
The estimated lifetime risk of developing breast cancer for women in the US is about
12%, and current estimates predict that this year over 40,000 women will die from breast
cancer—about 14% of all cancer-related deaths among women in the US (3).

Breast cancers are classified into distinct subtypes based on the presence or
absence of specific molecular biomarkers, including estrogen receptor alpha (ERa),
progesterone receptor (PR), and human epidermal growth factor receptor 2 (HER2).
Over 70% of breast cancers are ERa-positive (ERo+), making it the most prevalent
subtype (3); and 50-60% of breast cancers also express PR, while 5-10% express ERa
only (4, 5). ERo+ tumors typically are less aggressive and have a favorable prognosis
with a 5-year survival rate of over 90% (6). Additionally, a population-based study found
that breast cancers expressing ERa and PR are more likely to be diagnosed at stage | or
I, whereas tumors at more advanced stages are less likely to be ERa+/PR+ (7). The
effects of estrogen, a hormone involved in mammary gland development, are mediated by
the estrogen receptor and have been shown to stimulate breast cancer cell growth (8).
Therapeutic agents targeting the receptor and/or the synthesis of estrogen have shown
success in treating ERa+/PR+ and ERa+/PR- breast cancers (5, 9). Selective ER
modulators (SERMSs) and selective ER down-regulators (SERDs) are drugs that

specifically target ERa and block estrogen binding (10), while aromatase inhibitors



reduce the overall levels of circulating estrogen by blocking its synthesis. Accordingly,
patients with metastatic breast cancer expressing ERa have been shown to respond well
to hormone therapy and have higher rates of survival than those lacking ERa (11).
Clearly, ERa is a useful biomarker for the treatment as well as diagnosis of breast cancer.

Unlike ERa, HER?2 is expressed in only 20-30% of all breast cancer cases (12).
HER2+ tumors are generally more invasive, have a worse prognosis, and are more likely
to recur and metastasize than ERo+/HER2- breast cancers (13-15). However, treatment
of this subtype has improved with the introduction of therapies targeted to HERZ2, like
trastuzamab—a monoclonal antibody that specifically binds to the extracellular domain
of HER2 to (a) inhibit HER2 receptor dimerization and downstream signaling and (b)
recruit immune cells to kill HER2+ tumor cells (16). A recent study carried out by Perez
and colleagues showed that HER2+ breast cancer patients treated with chemotherapy
alone had a 10 year survival rate of 75.2%, whereas patients treated with chemotherapy
plus trastuzamab had a 10 year survival rate of 84% and experienced a 37% increase in
overall survival (17).

Triple-negative breast cancers (TNBCs) do not express ERa, PR, or HER2, and
these tumors account for 10-20% of all breast cancer cases (12, 18, 19). Such tumors
tend to be the most aggressive and have the worst prognosis of all the breast cancer
subtypes (18-20). A study of TNBC patients found that 33% experienced distant
recurrence within 5 years of diagnosis compared to 20% in other breast cancer patients,
and the median time to death after recurrence was 9 months in TNBC patients and 20
months for non-TNBC patients (21). One-third of TNBCs are in either stage I11 or IV at

the time of diagnosis, and this subtype accounts for 15% of all invasive breast cancer (22,



23). Chemotherapy is the most common form of therapy used in TNBC treatment, as
targeted therapies are not currently available for these types of tumors.
1.2 Breast cancer risk factors

Environmental and biological risk factors are both thought to play important roles
in the development of breast cancer. Biological risk factors that can contribute to the
development of breast cancer include genetics, gender, race/ethnicity, and lifetime
exposure to estrogen—the steroidal hormone responsible for the development of the
mammary gland and other female characteristics (2, 24). As indicated earlier, given its
role in mammary gland development and cell growth, the deregulation of estrogen
signaling plays a central role in the development of hormone-dependent breast cancers.
Lifetime estrogen exposure is influenced by the age at onset of menstruation, age at first
pregnancy, age at which a woman enters menopause, and obesity (25, 26).
Environmental risk factors include diet, cigarette consumption, physical activity, and
environmental exposures to chemicals and heavy metals (2, 27). Furthermore, exposure
to environmental agents that have estrogen-like activity may compound with lifetime
exposure to estrogen and contribute to breast cancer (28). In addition to pharmaceutical
and plant sources of estrogens, studies have suggested some heavy metals possess
estrogenic activity and may contribute to breast cancer (29). These heavy metals are
collectively referred to as metalloestrogens and include nickel, selenium, mercury, and
cadmium, the latter of which is the best characterized of all the metalloestrogens (29-31).
1.3 Cadmium

Cadmium is found ubiquitously in the environment. It is present in the earth’s

crust at a concentration of 0.1-0.5 ppm and is a natural component of ocean water with



average levels as high as 110 ng/L in some coastal areas (32). Cadmium is primarily
released into the environment through the mining and refining of metals, the burning of
fossil fuels, and the disposal and incineration of waste. These activities can pollute the
soil and water and then enter the food supply by accumulating in plants and animals (33).
For non-smokers in the United States, dietary intake is the largest source of cadmium
exposure, with estimated daily intakes of 0.35 and 0.30 ug Cd/kg/day for men and
women, respectively (34-36). Shellfish, wheat, potatoes, and leafy vegetables are foods
that tend to be higher in cadmium content. Each cigarette contains roughly 1.7 ug Cd
and about 10% of this is inhaled when smoked. Accordingly, the cadmium burden of
cigarette consumers is greater than that of non-smokers, with mean blood cadmium levels
of 1.58 pg/L and 0.38 ug/L, respectively (37, 38). The body is only able to remove a
fraction of our daily cadmium intake, and consequently cadmium tends to bioaccumulate
in body tissues. As a result of such prolonged exposure, cadmium has a half-life in blood
of about 20-30 years (36, 39, 40). Cadmium has been recognized as a carcinogen by the
International Agency for Research on Cancer (IARC) and the U.S. Environmental
Protection Agency (EPA) (41). While the primary target organs for cadmium are the
kidney and lungs, other studies indicate that cadmium can also affect other tissues, like
the liver, prostate, and breast (42-46).
1.4 Epidemiological evidence connecting breast cancer and cadmium exposure
Several epidemiological studies link cadmium exposure and breast cancer. A
report by McElroy et al. measured urinary cadmium levels in 246 breast cancer patients
and 254 age-matched controls using inductively coupled plasma mass spectrometry.

They found that women with a higher cadmium burden had an increased risk of



developing breast cancer compared to women with lower cadmium levels (47). A similar
study from Japan using flameless atomic absorption spectrometry showed that urinary
cadmium levels positively correlated with breast cancer risk (48). Strumylaite et al.
compared cadmium concentrations in the tissue, blood, and urine of 57 breast cancer and
51 benign tumor patients. The researchers revealed significantly higher cadmium levels
in the tumor tissue and urine of breast cancer patients than those with benign tumors (49).
Interestingly, this study also reported that ERa-positive breast cancers had significantly
higher cadmium concentrations than ERa-negative cancers (49), which suggests that
cadmium might be a more critical factor in tumors expressing ERa. A recent study
showed that the cadmium content of breast cancers increased the risk of distant
metastasis within the first 5 years (50). Conversely, two cohort-based studies could not
conclude higher cadmium levels increased the risk of breast cancer mortality based on
urinary cadmium measurements (51, 52), but this may be attributed to the small sample
sizes of the studies (n<45) (53). There are also inconsistencies in epidemiological reports
focusing on dietary cadmium exposure. While one report found that dietary cadmium
exposure increased the breast cancer risk of post-menopausal women (54), another study
based on self-reported surveys of food consumption in over 150,000 post-menopausal
women showed no significant association between dietary cadmium exposure and
ovarian, endometrial, and breast cancer risk (55). A study of dietary cadmium intake and
the risk of hormone-defined breast cancer in 405 Japanese women found a significant
association for ERa+ tumors in postmenopausal women (56). Finally, although a meta-
analysis of previous studies on dietary cadmium exposure and breast cancer risk in post-

menopausal women concluded there was no statistically significant association, the



authors suggested interpretation of the data should be made cautiously due to the
difficulties in accurately determining cadmium intake from food consumption (57). All
these reports highlight the need of additional studies to better understand the relationship
between environmental cadmium exposure and breast cancer risk.
1.5 Animal and in vitro research on cadmium exposure and breast cancer

Research on the physiological and cellular effects of cadmium exposure have
provided more insights into its potential role in breast cancer. Two in vivo studies
demonstrated that ovariectomized rats subject to a single acute cadmium exposure
displayed increased uterine weight and higher density of epithelial cells in the mammary
gland, both of which are considered early events in breast cancer development (58, 59).
Johnson et al. also found that the effects of cadmium were blocked when the rats were
concurrently injected with a dose of the antiestrogen ICI-182,780, suggesting that ERa
may play an important role in mediating cadmium’s effects (58). Two in vitro studies
found that acute cadmium exposure upregulated the expression of ERa-regulated genes
and increased cell growth in ERa-positive MCF7 breast cancer cells (60, 61). Earlier
work from our lab has shown that cadmium promotes expression of cyclin D and c-
myc—two genes involved in cell proliferation—Dby potentiating the interaction between
ERa and the transcription factors c-fos and c-jun (62). Although these studies support
cadmium’s role as a metalloestrogen in breast cancer, most humans are exposed to
cadmium at low, chronic levels, not acute.

Despite difficulties to accurately mimic environmental cadmium exposure at
minute quantities over prolonged periods of time, some studies have managed to examine

the effects of chronic cadmium exposure. For example, Alonso-Gonzalez et al. showed



an increase in the uterine weight, ductal branching, and lobuloalveolar development in
ovariectomized mice after 7 weeks of low exposure to cadmium (63). Another report
demonstrated that prolonged exposure to cadmium malignantly transformed breast
epithelial cells in vitro, independent of ERa expression (64). Our lab has likewise
mimicked chronic cadmium exposure by exposing ERa-positive MCF7 breast cancer
cells to low levels of cadmium (100 nM CdCl,) for six months. We have found that the
cadmium-exposed MCF7 cells grow faster, have increased migration capabilities, and are
more invasive, indicating that chronic cadmium exposure promotes breast cancer
progression (65, 66). Our lab also demonstrated that low levels of cadmium promotes
expression of SDF1, a chemokine that promotes tumor growth and metastasis (67, 68) by
altering the interaction between ERa, c-jun, and c-fos, thus supporting cadmium’s
function as a metalloestrogen (65). Microarray analysis showed that the expression of
genes that impact many pathways—both ERa-dependent and -independent—was altered
in cadmium-exposed MCF7 cells (66). However, although chronic cadmium exposure
has been shown to increase the malignancy of breast cancer cells, the underlying
mechanisms that contribute to breast cancer development and progression are still not

fully understood.



2. Chapter 2. The effects of chronic cadmium exposure on estrogen receptor gene
regulation and cancer phenotypes
2.1 Introduction

ERa and ERp, another estrogen target, belong to a superfamily of nuclear
hormone receptors that have a highly conserved structure (69, 70). Estrogen binds to the
ligand-binding domain (LBD) to initiate ligand-dependent transcriptional activation
within the activation function-2 domain (AF-2). The binding of estrogen also induces a
conformational change leading to dimerization and translocation into the nucleus. Once
inside the nucleus, this conformational change allows for its interaction with other
transcriptional cofactors (71, 72). The conserved DNA-binding domain (DBD) contains
two zinc fingers which bind to a specific palindromic sequence—b5 -
GGTCANNnTGACC-3"—called an estrogen response element (ERE) (73). Unlike the
DBD and LBD, the NH,-terminal is highly variable in sequence among the nuclear
receptors and contains the activation function-1 domain (AF-1), which is responsible for
ligand-independent activation of the receptor (74). While AF-1 and AF-2 have distinct
functions, both are crucial for the transcriptional activity of ER and often work
synergistically to induce a more robust transcriptional response (75).

ERs regulate gene expression and cellular processes through both genomic and
non-genomic actions (Figure 1). The genomic effects of ER signaling occur through both
classical and non-classical mechanisms. In the classical mechanism, ligand binding
activates ER causing homodimerization and translocation into the nucleus where it binds
directly to DNA to modulate expression of target genes (73). Classical ER-regulated

genes contain an ERE site upstream of the transcription start site that facilitates DNA



binding and the recruitment of co-regulators by ER (76). Non-classical mechanisms are
not dependent on a full-length ERE (77). In this form of gene regulation, ER forms
heterodimers with other transcription factors to recognize half-ERE sites within promoter
regions. Alternatively, ER can be recruited by other transcription factors as a co-
regulator to alter gene expression independent of an ERE (78, 79). Transcription factors
that associate with ERa, such as Sp-1, AP-1, and the NFkB families of transcription
factors, are involved in regulating many cellular processes (80-84). ERs can also be
activated through post-translational modifications in the AF-1 region independent of
estrogen (74). Conversely, ERs can impact gene regulation without directly binding to
nuclear DNA. Such non-genomic actions of estrogen can be mediated by cross-talking of
cytosolic ER with other signaling pathways (85, 86) or through the membrane receptor
known as GPR30, which activates signaling cascades to elicit a physiological response
(87, 88).

Estrogen binds to the ER to regulate multiple physiological processes, including
growth and development of the mammary gland (89). Lifetime exposure to endogenous
estrogens is a key risk factor for breast cancer (25, 90), and exogenous agents with
estrogenic activity have also been implicated in breast cancer. The heavy metal cadmium
is an environmental pollutant that is known to have estrogenic activity (29).
Epidemiological studies have found that cadmium levels positively correlate with breast
cancer risk and tumor malignancy (47, 49). To better understand the estrogenic activity
of cadmium on breast cancer, multiple studies have attempted to delineate the molecular
interactions between cadmium and ERa. Stoica et al. measured the ability of cadmium to

bind and activate both wild-type and mutant forms of ERa transfected into COS-1 cells.



A) Genomic Actions B) Non-genomic Actions

ER | ER I—*
Classical ER signaling
GPR30 | —> Q
- Physiological

Gene
@

Regulation 7 signaling Response
TF I—’

Proteins
Non-classical ERa signaling

Figure 1. Genomic and non-genomic actions of estrogen signaling. A) Genomic actions
of ERa occur in the nucleus through classic and non-classical mechanisms. In classical ERa
signaling, the receptor homodimerizes and binds directly to DNA at an estrogen-specific

site. In non-classical ERa signaling, the receptor interacts with other transcription factors to
regulate gene expression. B) The non-genomics actions of estrogen can be mediated by the
membrane receptor GPR30 and ER crosstalking with other proteins in the cytosol.
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This study revealed that cadmium activated ERa at concentrations as low as 10! M and
also blocked estradiol binding in a noncompetitive manner indicating that cadmium
interacts with ERa in the LBD (91). Another study carried out by Nesatyy and
colleagues used chemical modification of ERa to identify potential cadmium interaction
sites and found that cysteine residues within the LBD of the receptor have a strong
affinity for cadmium (92). However, cys-381 and cys-447, two amino acids implicated
as cadmium interaction sites previously (91), were not consistent with the cysteine
residues identified by Nesatyy et al. (92). Due to chemical similarities between Zn®* and
Cd?*, the zinc fingers of the DBD are another potential interaction site between cadmium
and ERa. Accordingly, Predki and colleagues investigated the ability of several metals to
replace zinc in the zinc fingers of hormone receptors and its effect on DNA binding in
vitro. These studies demonstrated that even though ERa and glucocorticoid receptor
(GR) were able to bind DNA even after cadmium displacement of zinc in the zinc fingers
of the DBD, cadmium substitution slightly increased the DNA binding affinity of ERa
(93, 94). While it is unclear how cadmium modulates the activity of ERa, these
mechanisms may have implications relevant to breast cancer development.

Multiple studies, including those from our lab, have demonstrated that cadmium
mimics estrogen and induces expression of ERa target genes under conditions of acute
exposure to high concentrations (>1 uM) of cadmium (31, 60-62, 91, 95). In addition to
acute studies, our lab has also evaluated the impacts of chronic, low-level exposure to
cadmium on breast cancer and showed that prolonged exposure to cadmium even at low
levels (107 M) increases the malignancy of MCF?7 cells (65). Furthermore, after

prolonged exposure to cadmium, the gene expression profile of these cells was altered
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(66). Despite evidence that cadmium has estrogenic activity and may activate ERo upon
acute exposure, less is known about the effects of chronic cadmium exposure on breast
cancer and whether the estrogenic activity at low exposure levels is necessary for disease
progression.

The goal of this project is to determine the role of ERa in chronic cadmium-
induced gene expression and breast cancer progression. To achieve this, we modulated
ERa expression in MCF7 breast cancer cells chronically exposed to cadmium and
examined the effects on gene expression and phenotypic characteristics. Our results
demonstrate that although ERa plays an important role in cadmium-mediated gene
expression alterations and malignant phenotypes, chronic exposure to cadmium also
increases the ability of MCF7 cells to adapt to the loss of ERa and aid in cell survival.
2.2 Materials and Methods
Materials
MCF7 cells were obtained from American Type Culture Collection (ATCC Manassas,
VA). Cadmium chloride (Acros Organics, Geel, Belgium) was dissolved in autoclaved
H,0 and sterile-filtered to make a 1M solution. Stock solution of 1CI1-182, 780 (Tocris
Bioscience, Bristol, UK) was prepared at a concentration of 10° M in DMSO according
to manufacturer’s protocol.

Cell culture
MCF7 cells were maintained in Dulbecco’s Modified Eagle Medium (DMEM) (Life
Technologies, Carlsbad, CA) supplemented with 10% fetal bovine serum (FBS)

(Hyclone, Logan, UT) and 1% penicillin and streptomycin (P/S) (Life Technologies).
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Cadmium-adapted cell lines, MCF7-Cd7 and -Cd12, were generated as described
previously (65, 66) and maintained in DMEM with 10% FBS, 1% P/S, and 107 M CdCl,.
Identifying differentially expressed (DE) genes

Total RNA was collected from cells treated with 107 M of the antiestrogen 1C1-182,780
or vehicle using Trizol Reagent (Life Technologies) and columns from the Direct-zol
RNA MiniPrep kit (Zymo Research Corporation, Irvine, CA) according to the
manufacturer’s protocol. Triplicate samples were sent to the bioinformatics core at the
University of Minnesota Genomics Center. After passing quality check, mRNA was
isolated from the total RNA via oligo-dT purification. This was followed by random-
primed reverse-transcription, second-strand cDNA synthesis, and creation of a strand-
specific library from the resulting dsDNA. The 50 bp paired-end reads were sequenced
on a HiSeq 2500 (Illumina, Hayward, CA) at a depth of 22,000 reads. EdgeR (96) was
used to determine DE genes and the resulting list of genes was ranked by false discovery
rate (FDR) ranging from 107 to 10°°. Different subsets of data were compared using Perl
scripts (www.perl.org). Cluster 3.0 (97, 98) was used to organize data sets by DE genes,
and heatmaps highlighting top 500 genes were created using

http://jtreeview.sourceforge.net/.

RNA interference

Approximately 1x10° cells were seeded into 6-well plates and transfected the following
day with ERa siRNA (Santa Cruz Biotechnology, Santa Cruz, CA) using siRNA
transfection reagents (Santa Cruz Biotechnology). A scrambled siRNA (Santa Cruz
Biotechnology) was used as a control. The following day, the medium was replaced with

DMEM containing 10% FBS and 1% P/S. Cells were harvested 24 and 48 hours later for
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gene and protein expression analysis using reverse transcriptase PCR (QRT-PCR) and
western blot, respectively.

Antiestrogen treatment

Approximately 2x10° cells were seeded into 6-well plates and treated with a final
concentration of 107 M 1CI-182,780 or mock-treated with DMSO (Sigma Aldrich, St.
Louis, MO). Cells were harvested 24 and 48 hours later for gene and protein expression
analysis using gRT-PCR and western blot, respectively.

Western blot analysis

Cells were lysed in 1% sodium dodecyl sulfate (SDS)-HEPES buffer (0.05 M HEPES,
1% Triton, 0.002 M EDTA, 1% Deoxycholate, 0.002 M EGTA, 0.15M NaCl, and 0.01 M
NaF) plus protease inhibitor cocktail (Thermo Fisher, Waltham, MA) for 15 minutes at
4°C. The cell lysate was then centrifuged at 20,000 x g for 15 minutes at 4°C. The total
protein concentration was determined using the Bio-Rad Dc Protein Assay kit (Bio-Rad,
Inc., Hercules, CA). Proteins were separated using SDS-polyacrylamide gel
electrophoresis and transferred to polyvinylidene fluoride (PVDF) membranes (Millipore,
Hayward, CA). The membranes were blocked with 5% milk-Tris-buffered saline with
Tween (TBST) for one hour before protein expression was monitored using the following
specific antibodies at dilutions ranging from 1:500 to 1:1000: ERa Ab-12 (6F11)
(Neomarkers, Fremont, CA), Cathepsin D (C-5; Santa Cruz), SDF1 (Cell Signaling
Technology), c-myc (D84C12; Cell Signaling Technology), Cyclin D (A-12; Santa
Cruz), and Actin [AC-15] (Sigma). HRP-goat anti-mouse and -rabbit secondary

antibodies (Invitrogen, Carlsbad, CA) were used at a concentration of 1:2000, and Clarity
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Western ECL Substrate (Bio-Rad) was used for detection. Images were captured and
analyzed using the iBright CL1000 imager (Invitrogen).

Reverse Transcription Polymerase Chain Reaction (QRT-PCR)

Total RNA was isolated from cells using Trizol reagent (Life Technologies) and columns
from the Direct-zol RNA MiniPrep kit (Zymo Research Corporation, Irvine, CA)
according to the manufacturer’s protocol. One microgram of total RNA was converted to
cDNA using the High Capacity RNA-to-cDNA kit (Applied Biosystems, Inc., Foster
City, CA). Gene expression was quantified using gene specific primers and Fast SYBR
Green master mix (Applied Biosystems). The reaction was cycled 40 times with an
annealing temperature of 60°C. All gene-specific primers were synthesized by Integrated

DNA Technologies, Inc. (IDT, San Diego, CA).

Table 1. gRT-PCR Primer Sequences (5’ =2 3')
C-myck CTCCACACATCAGCACAACT
C-mycCg GTTTCCGCAACAAGTCCTCT
cyclin D1 AATGTGTGCAGAAGGAGGTC
cyclin D1g GAGGGCGGATTGGAAATGAA
CTSDr CTCTGTCCTACCTGAATGT
CTSDgr GACAGCTTGTAGCCTTTG
SDF1¢ GTCAGCCTGAGCTACAGATGC
SDF1g CACTTTAGCTTCGGGTCAATG
pS2¢ GCGCCCTGGTCCTGGTGTCCA
pS2g GAAAACCACAATTCTGTCTTTC
Acting GAGAAAATCTGGCACCACACC
Acting ATACCCCTCGTCGATGGGCAC

Luciferase Reporter Assay

The ERE-Luc reporter plasmid contained an insert with three tandem ERE sequence

repeats upstream of the TATA promoter and the sequence encoding a functional

luciferase on a pGL-3 plasmid. An empty pGL-3 vector was used as a control.

Approximately 2.5 x 10* cells were seeded in 24-well plates and allowed to grow
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overnight. The following day, transfection with ERE-Luc or empty pGL3 plasmids along
with the pRL-SV40 Renilla luciferase plasmid (Promega) was accomplished using
Lipofectamine 2000 (Invitrogen) according to the manufacturer’s protocol. Five hours
after transfection, the medium was changed to DMEM containing 10% FBS and 1% P/S,
and cells were harvested 24 hours later. 1CI-182,780 was added at a final concentration
of 100 nM. Assays were performed in triplicate and analyzed using the DualGlo Dual
Luciferase Assay system (Promega, Madison, WI).

Derivation of CRISPR/Cas-9-edited cell lines

Approximately 1x10° cells were seeded into 6-well plates and transfected with ERa.
double nickase plasmids (Santa Cruz Biotechnology). To select for successfully
transfected cells, 2.5 ug/mL puromycin (Santa Cruz Biotechnology) was added to the
media for three days. Single cell clones were isolated by serial dilution in 96-well plate,
and wells with only a single cell were expanded into clonal cell lines. Cell lines were
initially screened for ERa protein expression by western blot analysis using an ERa.-
specific antibody (Ab-12, Neomarkers). Clones that did not express ERa at the protein
level were candidates for DNA sequencing verification performed by Genewiz, Inc.
(South Planfield, NJ). Sequence reads of ~800bp spanning the target region in the first
exon of ESR1 were aligned using MacVector software (MacVector, Inc., Version 12.7.0
(214), Apex, NC) to identify frameshift mutations.

Cell Growth Assay

Approximately 50,000 cells were plated in 6-well plates. The next day, cells were
counted in triplicate using a hemacytometer (Thermo Fisher), and total cell number was

counted 2, 3, and 4 days later after the initial cell count. The doubling times were
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determined using the exponential growth equation in Graphpad Prism v7.02 software
(GraphPad Software, Inc., San Diego, CA).

Scratch Wound Assay

Cells were allowed to grow to approximately 80-90% confluence in 6-well plates before
being scratched with a P200 pipette tip. The wound was imaged on the same day (day 0)
and again after 4 days of growth (day 4). To quantify the migration capability of the
cells, the surface area of the wound at day 0 and 4 was calculated using ImageJ software
(NIH, Bethesda, MD). The percent of the wound that was healed was calculated using
this equation:

% wound repaired = [1-(wound surface area day 4/wound surface area day 0)] x 100

Soft Agar Colony Formation Assay

Twenty-four well plates were coated with 1 mL 1% agar in supplemented DMEM with
20% FBS and 2% P/S, and this constituted the bottom later of the well. Once solidified,
approximately 500 cells were mixed with 0.5 mL 0.6% agar DMEM containing 10% FBS
and 1% P/S and poured on top of the bottom layer and incubated at 37°C and 5% CO..
Fresh media was added to the top layer every 2-3 days. After two weeks, live colonies
were stained using MTT (3-(4, 5-dimethylthiazolyl-2)-2, 5-diphenyltetrazolium bromide;
Invitrogen) and imaged using the ChemiDoc Imaging system (Bio-Rad). Colonies of 100
cells or greater were counted.

Statistical Analysis

To determine statistical significance, all data were analyzed using an unpaired, two-tailed

T test in Graphpad Prism.

17



2.3 Results

While our lab previously demonstrated that breast cancer cells chronically
exposed to cadmium had altered gene expression profiles in comparison to parental
cells—including estrogen-responsive and breast cancer-associated genes (66)—the role
of ERa in mediating these changes is unclear. To determine if chronic cadmium
exposure alters gene expression through ERa-dependent mechanisms, MCF7 cells and
cadmium-adapted cells (Cd7 and Cd12) were treated with the antiestrogen ICI-182,780
(ICI) to downregulate ERa, and a non-biased global gene expression analysis was
conducted using RNA sequencing (RNA-seq) (University of Minnesota Genomics
Center, Minneapolis, MN). Figure 2A shows the hierarchical clustering of the top 500
differentially expressed (DE) genes (FDR < 107°), demonstrating that the reduction of
ERa alters expression of many genes in both MCF7 and the cadmium-adapted cell lines,
including many of the ERa-regulated genes, such as GREB1, PR, SDF1, MYC, IGF1R,
CTSD, NRIP1, and PRSS23 (65, 66, 91, 99). Moreover, under normal conditions (in the
absence of ICI) these genes appear to be upregulated in the cadmium-adapted cells
compared to the MCF7 cells, suggesting that chronic cadmium exposure alters expression
of these ERa-regulated genes (Figure 1A). In total, the RNA-seq analysis identified
3,706, 4,721, and 4,628 DE genes in MCF7, Cd7, and Cd12, respectively, when treated
with ICI compared to mock treated cells. Of the DE genes, 2,477 are shared by all three
cell lines, while 251, 981, and 1,314 were unique to MCF7, Cd7, and Cd12, respectively
(Figure 2B). Inall, 67.3% and 59.5% of the DE genes in Cd7 and Cd12 cells,
respectively, were shared with MCF7 cells suggesting that ERa continues to play an

important role in gene expression after prolonged cadmium exposure.
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Figure 2. The effects of chronic cadmium exposure on ERa-responsive gene expression. (A) MCF7,
Cd7, and Cd12 cells were treated with either the antiestrogen ICI-182,780 or vehicle in triplicate for 24 hours.
Total RNA was collected and RNA-seq was performed by the University of Minnesota Genomics Center. The
top 500 differentially expressed genes (FDR<10) after ERa knockdown were hierarchically clustered. The
Venn diagrams represent the (B) total, (C) ERE, and (D) ERR genes that were differentially altered to the same
extent in MCF7, Cd7, and Cd12 cells after antiestrogen treatment.
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To better understand how chronic cadmium exposure affects ERa-regulated
genes, we compared how the classical ERa (ERE) genes and ERa-responsive (ERR)
genes (100, 101) were altered after antiestrogen treatment in the MCF7 and cadmium-
adapted cells. The results in figure 2C show that there were 180 total ERE genes that
were altered by ERa modulation. Of those, 138 ERE genes (76.7%) were changed in the
same direction (either up- or down-regulated) in MCF7, Cd7, and Cd12 cells (Figure 2C).
As for the ERR genes, 428 (53.6%) of the 799 genes were altered in the same direction
for all three cell lines (Figure 1D). There were only 17 ERR genes that were only
differentially expressed in MCF7 after ICI treatment, while 89 and 98 ERR DE genes
were unique to Cd7 and Cd12, respectively (Figure 2D). These findings show that while
a majority of ERE genes responded in the same manner to decrease levels of ERa, more
variability existed within the ERR genes, suggesting that chronic cadmium exposure may
have expanded the function of ERa.

To confirm the RNA-seq data, ERa expression was down-regulated by either
RNA interference (RNAI) or ICI for 24 and 48 hours, and cells were collected for protein
and gene expression analyses. Consistent with the RNA-seq analysis, the expression of
the ERa target genes SDF1, CTSD, c-myc, and cyclin D1 were decreased in all three cell
lines at both the protein (Figure 3A) and transcription levels when ERa function was
impaired (p<0.05; Figure 3B). To assess the ability of ERa function to mediate the
transactivation of an ERE promoter, we transfected an ERE-luciferase reporter plasmid
into MCF7, Cd7, and Cd12 cells and measured the transcriptional output. Once again,
ERa expression was modulated by treating cells with and without ICI. Results in figure

3C show that transactivation decreased 58-, 47-, and 112-fold in MCF7, Cd7, and Cd12
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Figure 3. ERa function remains intact after prolonged exposure to cadmium. (A) MCF7, Cd7,
and Cd12 cells were transfected with si-ERa (ERi) or si-control (Ci) or treated with 100 nM ICI-
182,780 (ICI) or vehicle (-) and collected after 24 and 48 hours for protein expression analysis using
western blot with actin as the loading control. Results represent three independent experiments. (B)
RNA was collected after 24 hours for gene expression analysis using qRT-PCR (* = p<0.05; ** =
p<0.01; *** = p<0.001). Results represent three independent experiments with quadruplicate
samples. (C) The ability of ERa to mediate ERE transactivation in MCF7, Cd7, and Cd12 cells was
measured using a luciferase reporter assay. Cells were transfected with either ERE-Luc plasmids or
empty vector (pGL-3) and treated with ICI or vehicle control for 24 hours. Results represent three
independent experiments with triplicate samples (** = p<0.01; ns = not significant).
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cells, respectively, after a decrease in ERa levels (p<0.01) suggesting that the loss of ERa
activity had a similar effect on MCF7 and Cd7 cells, but appears to have a slightly greater
effect on Cd12 cells. As expected, cells transfected with a control, empty pGL-3 plasmid
exhibited little to no activity in the absence or presence of ICI. Collectively, these
findings demonstrate that the loss of ERa results in significant reduction of ERE
transcriptional activity and alteration of estrogen responsive gene expression in the
cadmium-adapted cells.

Since ERa function remains intact after chronic cadmium exposure, we
questioned whether ERa is responsible for the cadmium-induced malignant phenotypes
(65). To test this, we developed a stable system of ERa loss using the CRISPR/Cas9
gene editing system to permanently knockout ERa expression. In brief, two short-guide
CRISPR RNA oligonucleotides were used to specifically target adjacent sequences in
exon 1 of the ESR1 gene (Figure 4A). Upon recognition of these target sequences, the
mutant Cas9 enzyme nicks both strands of DNA to induce a double strand break with
minimal off-target effects (102). Correction of this break by non-homologous end
joining often introduces insertions or deletions of nucleotides, which may lead to
permanent loss of gene function. DNA sequencing and protein expression analysis of the
MCF7, Cd7, and Cd12 CRISPR-edited clones revealed that 8 contained mutations that
resulted in a lack of ERa protein expression (Figure 4B-C), and these clones were
selected for further characterization. Clones that still expressed ERa of either the same or
different molecular weight were not used for further experimentation.

To confirm that ERa function is absent in the CRISPR-edited clones, ERa

transactivation was measured in clones transfected with ERE-Luc reporter plasmids and
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Figure 4. Generation of ERa-KO clones using the CRISPR/Cas9 gene-editing system. (A) Two CRISPR
short guide RNA (sgRNA) oligos directed Cas9-mediated DNA cleavage at a specific site in exon 1 of the
ESR1 gene. (B) DNA sequence alignment of a region that flanks the CRISPR target sequence showing the
presence of insertion or deletion mutations (shown in red ) in single cell-derived clones after transfection with
plasmids containing sgRNA oligos and Cas9 enzyme. (C) The presence or absence of ERa in control or
CRISPR-transfected clones was verified using western blot analysis with actin used as the loading control. (D)
Presence or absence of ERa function in CRISPR-edited clones was confirmed using ERE-Luc reporter assay
to monitor ERa transactivation. Cells were transfected with ERE-Luc plasmids and then treated with ICI
(ERE-Luc + ICI or the vehicle control (ERE-Luc) for 24 hours (* = p<0.05; ** = p<0.01).
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then treated with ICI for 24 hours. Figure 4D shows the MCF7, Cd7, and Cd12 control
cell lines that express ERa exhibited 94-, 46-, and 55-fold increase in ERE activity,
respectively, compared to cells treated with ICI (p<0.01), confirming ERa activity. On
the other hand, the transcriptional activity of the ERE-Luc promoter was significantly
reduced in all AERa clones relative to the unedited parental controls (p<0.01). Although
several clones exhibited above background levels of ERE transactivation activity in
comparison to their ICI-treated counterparts (2- to 6-fold difference; p<0.05), this activity
was 40- to 92-fold lower than the wildtype ERa activity in unedited parental cells (Figure
4D). To verify ERa was not significantly expressed in these clones, protein expression
analysis was repeated and again showed no ERa expression (data not shown), suggesting
that other nuclear hormone receptors and/or estrogen-related receptors (ERp) that are also
sensitive to ICI may be activating the promoter. These data provide further evidence that
each of the CRISPR/Cas9-edited clones lost wildtype ERa function.

To investigate how the complete loss of ERa affects the phenotypes of MCF7 and
cadmium-adapted cells, we measured the doubling times for all the clones lacking ERa
(AERa) compared to control cells by determining the total cell number after 0, 48, 72,
and 96 hours. For statistical analysis, all three MCF7-AERa clones (C10, C22, and C24)
served as biological replicates, while the three Cd7-AERa (C7, C9, and C11) and two
Cd12-AERa (C16 and 17) clones were biological replicates of cadmium-adapted, ERa
knock-out cells. The average doubling time of the MCF7-AERa group was about 37
hours, which was significantly longer than the 24 hour doubling time of normal MCF7
cells (p<0.0001). The average doubling time for the Cd-AERa clones was 28.2 hours

compared to 21.4 hours for the cadmium-adapted group (p<0.0001; Figure 5A).
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Figure 5. Characterization of MCF7, Cd7, and Cd12 cells after ERa knockout. (A) Approximately 5x10* cells were seeded in
6-well plates, and total cell number was counted 24, 48, 72, and 96 hours later to calculate the population doubling time of each cell
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ability for each control and clone was quantified by comparing the surface area of scratch wounds at day 0 and day 4. The data
represent the mean of three independent experiments of triplicate samples (** = p<0.01; **** = p<0.0001). (C) Representative
images of MCF7, MCF7-AERa (ERa knockout), Cd, Cd-AERa cells at day 0 and 4 after being scratched with the wound outlined in
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Consistent with previous data (65), results in figure 5A show that the cadmium-adapted
cells grew faster than the MCF7 (24 vs 21.4 hours; p<0.05). Interestingly, despite the
loss of ERa, Cd-AERa clones retained a significant growth advantage over the MCF7-
AERa cells (28.2 vs 37 hours; p<0.0001) (Figure 5A).

To understand if depletion of ERa affects the ability of cadmium-adapted cells to
migrate, we used a scratch wound assay. In brief, cells were grown to 80-90%
confluence, a scratch wound was inflicted to the monolayer, and the ability of the cells to
repair the wound was monitored over 4 days. The surface area of the wound was
calculated using ImageJ software at day 0 and day 4, and the results in figure 5B and C
show that both the wounds in the MCF7 and cadmium-adapted cells were almost fully
healed by day 4, while this ability was reduced in Cd-AERa and even more significantly
impaired in MCF7-AERa. More specifically, the MCF7 cells had a wound healing
capacity of 70.4% compared to 36.2% for the MCF7-AERa cells (p<0.0001), while Cd-
adapted cells had a wound healing capacity of 72.6% compared to 54% for the Cd-AERa
cells (p<0.0001; Figure 5B-C). Although the slight increase in the migration potential of
the cadmium-adapted cells relative to MCF7 cells was not significant, the wound healing
capacity of the Cd-AERa clones was significantly greater than that of the MCF7-AERa
clones (p<0.01; Figure 5B). As with cell growth, ERa is important for wound healing,
though in the absence of ERa the cadmium-adapted cells still exhibit a greater migration
potential.

Given the differences observed in both growth and migration between MCF7-
AERa and Cd-AERa clones, we assessed tumorigenic potential using a colony formation

assay in soft agar. For each clone, approximately five hundred cells were seeded in soft
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agar, and colonies of approximately one hundred cells were counted after two weeks.
Results in figure 5D and E show an average number of 19 colonies formed by MCF7
cells which decreased to an average of 2.5 colonies in the MCF7-AERa clones
(p<0.0001), while the Cd cells formed an average of 27 colonies in soft agar compared to
4.3 colonies formed by the Cd-AERa clones (p<0.0001). The Cd-adapted cells formed
significantly more colonies than the MCF7 cells (p<0.01), which confirms previous
findings (65) that prolonged cadmium exposure enhances the malignant characteristics of
breast cancer cells. While the different number of colonies between Cd-AERa and
MCF7-AERa cells was not statistically significant, it was trending towards significance
with a p-value of 0.064 (Figure 5D). These findings confirm that chronic cadmium
exposure increases tumorigenic potential of breast cancer cells. Collectively, the
phenotypic analyses—growth, migration, and anchorage independency—demonstrate the
importance of ERa for these cancer characteristics. However, despite the loss of ERa,
the cadmium-adapted cells retained a growth and migration advantage over MCF7 cells,
suggesting that chronic cadmium exposure enables breast cancer cells to better adapt to
the loss of ERa.

Since our phenotypic assays highlighted significant differences in the
characteristics of the cadmium-adapted cells upon permanent loss of ERa, we decided to
further investigate how permanent loss of ERa in Cd-adapted cells affected the
expression of ERa-regulated genes. Specifically, we analyzed the transcriptional
expression of three classical (CTSD, pS2, and SDF1) and two non-classical (c-myc and
cyclin D1) ERa-regulated genes using reverse transcriptase PCR (qRT-PCR). Results in

figure 6A reveal that mRNA levels of CTSD, pS2, and SDF1 were significantly reduced
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Figure 6. The effect of ERa knockout on expression of classical and non-classical ERa
genes. (A) Gene expression of the classical ERa genes, CTSD, pS2, and SDF1, and the non-
classical genes, c-myc and cyclin D1, were measured using qRT-PCR. Results represent the
average of three independent experiments of quadruplicate samples (* = p<0.05; ** = p<0.01;
**¥ = p<0.001; **** = p<0.0001).
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in all AERa (MCF7, Cd7, and Cd12) clones (p<0.0001; Figure 5A)—consistent with the
transient ERa depletion (Figure 3). Curiously, although the results also show that the
gene expression of c-myc and cyclin D1 were significantly downregulated in the MCF7-
AERa cells (p<0.01), there was no significant difference in the expression observed with
either gene in the Cd7-AERa cells (Figure 6A), which was not quite consistent with
results in figure 3B. For the Cd12-AERa cells, c-myc expression was also not
significantly altered, though a decrease in cyclin D1 expression was seen but not as
significant compared to the decrease seen in MCF7-AERa cells (p<0.05 vs. p<0.01)
(Figure 6A). Similar to earlier experiments, these findings demonstrate that ERa,
whether transient (Figure 3) or permanent (Figure 6A) loss, is critical for the expression
of classical ERa genes in all three cells lines; however, the cadmium-adapted cells appear
to have an increased ability to continue expressing non-classical ERa genes after
permanent loss ERa, whereas this was not observed under transient reduction of ERa.
2.4 Discussion

As stated previously, epidemiological reports have found a link between cadmium
and breast cancer risk and malignancy (47, 49, 50). Animal models have also shown
cadmium promotes early signs of cancer development in the mammary gland and uterus
(58, 59, 63). Although multiple in vitro studies have shown that acute levels of cadmium
can mimic the effects of estrogen and activate ERa to alter expression of target genes
(60-62, 65), whether or not ERa is activated in response to the relatively low,
environmental levels of cadmium is unclear. Since our lab previously demonstrated that
chronic cadmium exposure is associated with a distinct gene expression “‘signature”—

which includes differences in estrogen responsive genes—we further investigated the
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role of ERa in mediating cadmium-induced gene expression and breast cancer
progression. Results from this study extend our earlier observations that chronic
cadmium exposure alters expression of ERa-regulated genes, including PRSS23, CTSD,
c-myc, and SDF1 (66), and upon transient reduction of ERa by antiestrogen treatment,
the expression of these genes was decreased (Figure 2A and B). Additionally, over half
of all the DE genes in response to ICI were shared in the three cell lines suggesting ERa
plays a critical role in gene regulation even after prolonged exposure to cadmium (Figure
2B).

While it is expected that ERa modulation would affect the expression of estrogen
responsive genes (99), a larger number of genes were impacted by the decrease in ERa
levels mediated by ICI in the cadmium-adapted cells. The RNA-seq results also revealed
that there was more variability in how ERR genes were impacted in the cadmium-adapted
cells in response to the reduction in ERa levels with only 53.6% of the ERR genes altered
in the same direction in all three cell lines as compared to 76.7% of ERE genes (Figure
2C-D). Notably, Cd7 and Cd12 had 89 and 98 ERR genes, respectively, that were
differentially expressed after ICI treatment and not shared by any other cell line
compared to only 17 in parental MCF7 cells. We speculate that prolonged cadmium
exposure may have deregulated ERa and expanded its function. Since cadmium has been
shown to displace other divalent metals, like zinc and calcium—Dboth of which are
involved in ERa function—cadmium could bind to ERa and affect its transcriptional
capabilities (93, 103). Furthermore, difference in ERa function were also observed in
Cd7 and Cd12 (Figure 3), which is expected since these cell lines were derived from

single cells from a pooled population of MCF7 cells chronically exposed to cadmium.
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Future experiments to examine ERa transactivation in the pooled population of cadmium-
adapted MCF7 cells and/or additional Cd lines would provide more insight into whether
this difference is unique to Cd7 and Cd12. Given the gene expression alterations in the
cadmium-adapted MCF7 cells, future studies to determine if global ERa promoter
occupancy in breast cancer cells is altered by chronic cadmium exposure would be
interesting.

Of course, it is possible that these differences in gene expression are not
dependent on direct interactions between cadmium and ERa. Since ERR genes are co-
regulated by other transcription factors (i.e. AP-1, Sp-1) in partnership with ERa (78, 79),
alterations in the expression or activity of these transcriptions factors in the cadmium-
adapted cells could explain the differential response of ERR genes to ERa depletion.
Hart and colleagues reported that during cadmium adaption in lung epithelial cells, the
DNA binding activities of AP-1, EGR-1, and NFkB were increased, whereas the binding
activity of Sp-1 was reduced (104). Cadmium is also known to induce oxidative stress,
which can alter the expression of stress response genes, such as metallothioneins, heat
shock proteins, glutathione, and various transcription factors (105, 106). Similar to our
lab’s results with chronic cadmium exposure (65), Mahalingaiah et al. found that chronic
oxidative stress upregulated pro-metastatic genes and increased the tumorigenicity of
breast cancer cells (107). Thus, overall gene expression in the cadmium-adapted cells
might respond differently to antiestrogen treatment because their ability to react to stress
has been enhanced by chronic cadmium-induced oxidative stress.

In addition to the molecular changes, phenotypic differences in how MCF7 and

Cd-adapted cells respond to the loss of ERa were also observed. Consistent with past
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results, this study confirmed that the cadmium-adapted MCF7 cells grew faster than
parental MCF7 cells (Figure 5A). However, this study showed only minute differences
in migration between MCF7 and cadmium-exposed MCF7 which were not significant as
we had shown previously (65). This discrepancy may be explained by the fact that the
prior study was performed on a pooled population of MCF7 cells after chronic cadmium
exposure, and migration was examined after three days of growth; whereas clonal, single-
cell derived lines were analyzed in this study and migration was assessed after a 4-day
period.

To further examine the impact of ERa loss on the malignant characteristics of
both MCF7 and Cd-adapted cell lines, a colony formation assay was used. After weeks
of growing in soft agar, Cd-adapted cells displayed a higher frequency of colony
formation in comparison to MCF7 cells (Figure 5D-E). Our results further establish that
Cd-adapted cells possess a greater tumorigenic potential with an increased ability to grow
in an anchorage-independent manner. While the loss of ERa negatively impacted the
tumorigenic potential of both MCF7 and Cd-adapted cells, the impact was slightly less on
the Cd-adapted cells. Our results confirmed and extended the observation—made by our
lab and others—that low levels of cadmium over prolonged periods of time induces
cancer progression (43, 44, 65, 108, 109). We speculate that chronic cadmium exposure
may also increase the ability of breast cancer cells to better adapt to stresses like ERa
loss. While more in-depth molecular and biochemical studies are necessary to uncover
the mechanistic underpinnings, initial gene expression analysis demonstrate that the
levels of the non-classical ERa-regulated genes, c-myc and cyclin D1, were less affected

by deletion of ERa in the cadmium-adapted cells in comparison to MCF7 cells (Figure
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6). Interestingly, c-myc and cyclin D1 expression were downregulated in MCF7, Cd7,
and Cd12 cells after transient modulation of ERa expression using either ICI or RNAi
(Figure 3A-B). This difference may be attributed to either the lack of a complete loss of
ERa under the transient condition or the fact that transient reduction of the receptor does
not allow for the cells to adapt to the change, unlike the permanent knockout of ERa
using CRISPR/Cas9.

Although our findings establish that ERa remains critical for the maintenance of
cadmium-induced malignant phenotypes in MCF7 cells, the cadmium-adapted breast
cancer cells seem to have developed an additional mechanism by which they can partially
circumvent the loss of ERa and continue to thrive. Confirmation of this hypothesis is
found in a study by Benbrahim-Tallaa et al., in which the authors concluded that the
estrogenic effects of cadmium were not necessary for carcinogenesis after prolonged
cadmium exposure malignantly transformed MCF10A cells, an immortalized normal
breast epithelial cell line that does not express ERa (64). In line with previous
observations (110-113), our study does not dispute that cadmium induces changes
independent of ERa, but also offers support that when present, ERa plays a critical role
in cancer progression. Further investigation of how chronic cadmium exposure may
change and expand the function of ERa could potentially identify additional mechanisms
by which cadmium functions as a metalloestrogen. Our findings that chronic cadmium
exposure stimulates the expression of estrogen-responsive genes and increases the
malignancy of breast cancer cells demonstrate that cadmium likely promotes breast
cancer progression through both estrogen-dependent and -independent pathways. In

conclusion, this study shows that chronic cadmium exposure reduced their dependency
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on ERa and increased the adaptability of breast cancer cells, which could have important
implications regarding the use of antiestrogen therapy against ERo+ breast cancers with

higher levels of cadmium.
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3. Chapter 3
3.1 Introduction

Chronic cadmium exposure has been shown to transform normal breast epithelial
cells and enhance the progression of malignant tumors (44, 106, 108, 109, 114, 115).
Abshire et al. demonstrated that when transformed rat myoblast cells were repeatedly
exposed to cadmium and then inoculated into immunodeficient mice, the resultant tumors
were more malignant and invasive compared to unexposed controls (108). Another study
showed that human fibrosarcoma cells chronically exposed to cadmium displayed more
aggressive behavior by readily invading reconstituted basement membranes (109). In
rats, repeated cadmium exposure at low doses resulted in more malignant and metastatic
tumors than rats treated with higher, acute dosages of cadmium (44). Cadmium exposure
has also been found to alter host-tumor interactions (115) and promote epithelial-to-
mesenchymal transition (EMT) (113), both of which may increase the invasiveness of
tumors, often observed after prolonged cadmium exposure. Additionally, our lab has
shown that breast cancer cells chronically exposed to cadmium for over six months have
higher growth rates, increased migratory ability, and enhanced invasiveness (65). These
findings not only suggest that cadmium can promote tumor progression, but that human
cadmium exposure may have important implications regarding cancer malignancy and
treatment.

Cadmium exposure may alter the effectiveness of certain anticancer drugs (116,
117). For example, Asara et al. demonstrated that treatment of normal MCF7 cells with
5-fluouracil (5-FU), an inhibitor of DNA synthesis and common breast cancer

chemotherapeutic, induced morphological signs of cytotoxicity, including swollen
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mitochondria, cell nuclei degeneration, and pore-like formations in the cell membrane
(116). However, when these cells were treated with an acute dose of cadmium (5 pM) in
addition to 5-FU, these morphological changes were no longer observed, suggesting that
cadmium may alter the response of MCF7 to 5-FU-treatment (116). In a follow-up study,
this group found that cadmium-exposed MCF7 cells had higher levels of bcl2 and lower
expression levels of p53, bax, and caspase-8 and -9 in response to 5-FU treatment, while
the reversed effect was observed in MCF7 cells treated with 5-FU but not exposed to
cadmium (117).

Although these findings indicate that acute cadmium exposure may inhibit the
cytotoxic effects of 5-FU, the effect of prolonged exposure to cadmium at low
environmental levels on the efficacy of certain chemotherapeutic drugs is not known. In
this chapter, we investigate the effects of chronic cadmium exposure on the sensitivity of
breast cancer cells to different classes of anti-cancer drugs, including antimetabolites,
anthracyclines, and taxanes. Our results suggest that breast cancer cells chronically
exposed to cadmium display a decreased response to the taxane drugs while exhibiting
little to no difference in response to doxorubicin and gemcitabine.

3.2 Materials & Methods

Materials

Cells were obtained or derived as described previously in Chapter 1. The following
anticancer drugs were obtained: cabazitaxel (Selleck Chemicals, Houston, TX),
docetaxel (Tocris, Bristol, UK), doxorubicin (Tocris), gemcitabine (Tocris), and 5-
fluouracil (Tocris). Drug stocks were diluted to 10? M or 10 M in either ethanol or

DMSO according to manufacturer’s protocol.
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Drug Response Assay

Approximately 1,000 cells were seeded in 96-well plates and treated the following day
with different concentrations of compounds: docetaxel (107-10™ M), cabazitaxel (10
10 M), doxorubicin (10°-10° M), and gemcitabine (10°-10™° M) for 48 hours. Cell
growth was measured indirectly using tetrazolium MTT (3-(4, 5-dimethylthiazolyl-2)-2,
5-diphenyltetrazolium bromide) (Invitrogen) or [3-(4,5-dimethylthiazol-2-yl)-5-(3-
carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium [MTS] (Promega). Glso
values (concentrations that inhibited 50% of cell growth) were plotted on a non-linear
regression of log-transformed data using GraphPad Prism v.7.02 (GraphPad Software,
Inc, La Jolla, CA) and expressed as mean + SE.

Western Blot Analysis

Approximately 2 x 10° cells were seeded in 6-well plates and treated the following day
with varying concentrations of docetaxel or cabazitaxel for 24 hours. Cells were lysed
and samples processed as described previously in Chapter 1. Protein expression was
determined by incubation of the membrane with the following specific antibodies at
dilutions ranging from 1:500 to 1:1000—PARP (Cell Signaling Technology), p53 (Ab-6)
(Calbiochem, San Diego, CA), p21(12D1; Cell Signaling Technology), alpha-tubulin
(11H10; Cell Signaling Technology), and beta-tubulin (T4026; Sigma Aldrich). HRP-
goat anti-mouse and -rabbit secondary antibodies (Invitrogen) were used at a
concentration of 1:2000 and Clarity Western ECL Substrate (Biorad) was used for
detection. Images were captured and analyzed using the iBright CL1000 imager

(Invitrogen).
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Annexin V Apoptosis Assay
Cell death was measured using the Real Time-Glo™ Annexin \VV Apoptosis assay
(Promega) according to the manufacturer’s protocol. Briefly, approximately 2,500 cells
were plated in 96-well plates, and the following day triplicate samples were treated with
concentrations of cabazitaxel ranging from 107 to 10" M. The assay reagents were
added to each well immediately following drug treatment and incubated at 37°C.
Luminescent readings were measured 36 and 48 hours later using the Fluorstar Omega
plate reader (BMG Labtech, Ortenberg, Germany). Half maximal effective concentration
(ECs0) was determined with Graphpad Prism using a non-linear regression curve fit
algorithm.
Immunofluorescence
Approximately 1.5 x 10° cells were plated onto sterilized coverslips placed in 6-well
plates and treated the following day with cabazitaxel, gemcitabine, or vehicle control for
20 hours. Cells were fixed with acetone then permeabilized with 0.05% Saponin/PBS
and blocked with a 10% FBS/PBS solution. Anti-beta tubulin antibody (Sigma) was used
at a 1:300 dilution and was incubated for 1.5 hours. Alexa Fluor 488 secondary antibody
(Invitrogen) was used at a 1:200 dilution and was incubated for 1.5 hours. Slides were
mounted with Prolong Gold antifade reagent with DAPI (Invitrogen) and imaged using a
fluorescent microscope (Leica Microsystems, Inc., Deerfield, IL).
3.3 Results

To understand the effects of chronic cadmium exposure on drug sensitivity, a
panel of chemotherapies typically used in the treatment of breast cancer was selected.

This panel included microtubule-stabilizing agents, cabazitaxel and docetaxel (taxanes),
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the anthracycline doxorubicin, and antimetabolites gemcitabine and 5-fluorouracil. To
assess the potency of these drugs, we performed growth assays on control MCF7 and two
cadmium-adapted MCF7 clones (Cd7 and Cd12) to determine the drugs’ Glsg, or the drug
concentration required to inhibit cell growth rate by 50%. The Glsg values for
doxorubicin were 429 nM, 282 nM, and 369 nM for MCF7, Cd7, and Cd12, respectively
(p>0.05), and for gemcitabine were 24.7 nM, 17.1 nM, and 19.4 nM, respectively
(p>0.05) (Fig. 7A). The Glsg’s for 5-fluorouracil could not be determined because the
values were apparently above the highest concentration of the drug tested (10 M) for all
three cell lines. These results indicate no significant differences in how the three cell
lines responded to doxorubicin and gemcitabine. On the other hand, control MCF7 cells
and the cadmium-adapted cells showed significant differences in their responses to the
taxanes. More specifically, the Glsy values for cabazitaxel were 3.31 nM, 9.94 nM
(p<0.001), and 9.98 nM (p<0.001) for MCF7, Cd7, and Cd12, respectively, and 3.86 nM,
11.4 nM (p<0.0001), and 12.27 nM (p<0.0001) for docetaxel, respectively (Fig. 7A-B).
These findings indicate that chronic cadmium exposure alters the cells’ ability to respond
to taxanes and may promote resistance.

Since docetaxel and cabazitaxel are cytotoxic drugs that induce cell cycle arrest
and apoptosis, we analyzed the expression of proteins involved in these pathways to
evaluate if the cadmium-adapted cells are more resistant to taxane-induced apoptosis.
Results in figure 8A-B show the protein expression of poly(ADP-ribose) polymerase-1
(PARP1), p53, and p21—which are signals of either apoptosis or cell cycle arrest—in
MCF7, Cd7, and Cd12 cells 24 hours after treatment with increasing concentrations of

docetaxel and cabazitaxel (Fig. 8A-B). There were significantly higher levels of cleaved
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Potency of different classes of chemotherapeutic drugs
Glgo in nM (Mean + SEM)

Drug Class MCF7 Cd7 Cd12
Cabazitaxel Taxane 3.31+£0.71 9.94 + 0.66 9.98 £ 1.39
Docetaxel Taxane 3.86 = 1.57 11.4 £ 3.52 12.27 £2.53

Doxorubicin Anthracycline 4.29x102 + 1.05x10? 2.82x10% + 0.69 x102  3.69x102 + 0.64x10?

Gemcitabine Antimetabolite 24775 171 +£63 194 +6.8
5-Fluouracil Antimetabolite > 1x10° > 1x10% > 1x10°
Cabazitaxel Docetaxel
15+ 20-
154
107 s
E &
P o 104
2 s}
O 54 (]
5-
0- 0-
MCF7 cd7 Cd12 MCF7 Cd7 Cd12

Figure 7. Chronic cadmium exposure increases resistance to taxane drugs.
Approximately 1,000 MCF7, Cd7, or Cd12 cells were seeded onto 96-well
plates and treated with varying concentrations of cabazitaxel, docetaxel,
doxorubicin, gemcitabine, and 5-fluorouracil for 48 hours. (A) Cell growth
after treatment was measured indirectly using MTT and compared to the mock
treated control to determine the Gl value for each drug. Each drug
concentration and the control were done in replicates of six, and the data are
representative of three independent experiments. (B) Bar graphs comparing the
Gl values for the taxane drugs (*** = p<0.001; **** = p<0.0001).
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Figure 8. Chronic cadmium exposure promotes resistance to taxane-induced apoptosis. Approximately
2x10° cells were seeded in 6-well plates and treated with varying concentrations of docetaxel (A) and
cabazitaxel (B) for 24 hours before being collected for protein expression analysis using western blot and actin
was used as a loading control. (C) Protein expression data for both drugs was quantified using iBright Image
software, and the relative fold changes for both drugs were averaged together for each concentration and are
representative of at least 4 independent experiments. Apoptosis was measured using a luciferase-tagged
recombinant protein to detect annexin V binding after treatment with cabazitaxel (* = p<0.05; ** = p<0.01; ***
=p<0.001). (D) Luminescent readings were collected at 36 and 48 hours. ECj, values represent three
independent experiments; n=3.
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PARP1, a marker for apoptosis, in MCF7 cells treated with 1 nM of either drug compared
to Cd7 (p<0.05) and Cd12 cells (p<0.001) (Fig. 8A-C). Significant levels of PARP1
cleavage did not occur in the cadmium-exposed clones Cd7 and Cd12 until the cells were
treated with 5 nM and 10 nM, respectively, of the drugs (Fig. 8A-C). Additionally, in
MCEF7 control cells, protein expression of p53 and p21, both of which are involved in cell
cycle arrest, increased by an average of 3.3- and 2.7-fold, respectively, in response to 1
nM of the taxane drugs. These increases were significantly higher than the 1.3- and 0.6-
fold change for Cd7, and the 1.4- and 1.6-fold change for Cd12 cells in p53 and p21
expression, respectively, after treatment with either docetaxel or cabazitaxel (Fig. 8A-C).
Consistent with the growth analysis, these results indicate that a higher concentration of
taxanes is necessary to promote the expression of proteins necessary to induce apoptosis
and cell cycle arrest in MCF7 cells chronically exposed to cadmium in comparison to
unexposed MCF7 cells.

As cells undergo apoptosis, the phospholipid phosphatidylserine (PS) translocates
from the inner to the outer leaflet of the cell membrane, and this can be detected in real-
time using a luciferase-tagged annexin V recombinant protein. We analyzed the levels of
annexin V binding in order to provide a more quantitative measurement of apoptosis. To
assess the effects of the taxane cabazitaxel in promoting apoptosis in cadmium-adapted
cells, real-time exposure of PS on the outer leaflet of the cell membrane was observed 36
and 48 hours after treatment (Figure 8D). Since both cabazitaxel and docetaxel were
found to have similar effects on Cd7 and Cd12 cells and are known to have a similar
mechanism of action on breast cancer cells (118), we chose to focus on just cabazitaxel.

MCF7, Cd7, and Cd12 cells were treated with various concentrations (0.01 nM to 1 uM)
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of cabazitaxel, and the amount of PS translocation was detected by measuring
luminescence at 36 and 48 hours. Figure 8D shows an overall higher luminescent value
for MCF7 and a significant increase in PS translocation and annexin V binding at 1 nM
cabazitaxel after 36 hours, while an increase was not observed until 48 hours in
cadmium-adapted cells (Figure 8D). These data suggest that a larger number of MCF7
cells undergo apoptosis in response to cabazitaxel treatment compared to Cd7 and Cd12.
To determine the cells’ sensitivity to taxane-induced apoptosis, the concentration
required to induce 50% of PS and annexin V binding—or the half maximal effective
concentration (ECsp)—was calculated based on the results shown in Figure 8D. After 48
hours of cabazitaxel treatment, the ECs, values were 0.27+£0.1 nM, 1.02+0.08 nM
(p<0.01), and 0.90+0.07 nM (p<0.05) for MCF7, Cd7, and Cd12 cells, respectively
(Figure 8D). Collectively, these results support our growth and protein expression results
and demonstrate that chronic cadmium exposure promotes resistance to cabazitaxel and
necessitates a higher concentration to induce apoptosis.

Given that the mechanism of taxanes involves binding to microtubules to prevent
their disassembly, we evaluated the expression of alpha- and beta-tubulin, the monomer
components of microtubules, to understand how cadmium may alter the sensitivity to
taxanes (Fig. 9A). After 24 hours of cabazitaxel treatment, no significant alterations in
the expression levels of alpha- or beta-tubulin proteins were observed in MCF7, Cd7, or
Cd12 cells (Figure 9A). Since there was no significant difference in the expression of a-
and B-tubulin, we questioned whether the organization of B-tubulin was altered by
chronic cadmium exposure to promote the taxane-resistant phenotype. The microtubule

network of MCF7, Cd7, and Cd12 cells was visualized by immunofluorescent (IF)
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Figure 9. Microtubules of cadmium-adapted cells are less affected by cabazitaxel
treatment. (A) Protein expression of a- and B-tubulin in MCF7 and cadmium-adapted MCF7
cells after 24 hours of cabazitaxel treatment. Results represent three independent experiments.
(B) MCF7, Cd7, and Cd12 cells were treated with 1 nM cabazitaxel, 100 nM gemcitabine, or
vehicle for 20 hours before being fixed with 100% acetone and stained with a -tubulin specific
antibody. DAPI (4’,6-diamidino-2-phenylindole) was used to stain total nuclei. Fixed cells
were imaged at 63X magnification using a confocal fluorescent microscope and the experiment
was repeated a total of three times (B-tubulin: green; DAPI: blue). Scale bar represents 25 pm.
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staining of B-tubulin (Fig. 9B). Cells were treated with 1 nM cabazitaxel, 100 nM
gemcitabine, or the vehicle control for 20 hours before being chemically fixed and
stained with B-tubulin-specific antibodies. During taxane-induced cell death, free tubulin
becomes overpolymerized to form shorter, highly bundled microtubules in a sheet-like
pattern (119). The IF images revealed that under normal conditions all three cell lines
had an expansive network of microtubules that branched throughout the cell body, but
after treatment with 1 nM cabazitaxel, the microtubule network of the MCF7 cells was
largely reduced compared to untreated cells, and B-tubulin was concentrated around the
nuclear periphery (Figure 9B). The effect on the microtubules was not as striking in the
Cd7 and Cd12 cells treated with 1 nM cabazitaxel. Instead, the microtubules of the
cadmium-adapted cells were well-distributed throughout the cell body similar to their
controls and did not shrink or localize around the nucleus to the same extent observed in
MCFT7 cells (Figure 9B). Gemcitabine was used as a control since it has the same growth
inhibitory effects on all three cell lines and is known to block cancer growth via a
mechanism independent of microtubules. Results show a similar increase in cell size for
the MCF7 and cadmium-exposed cells in response to gemcitabine, but no differences in
the distribution and branching of microtubules were observed, as expected (Figure 9B).
These results indicate that the differential effects observed in MCF7 versus Cd7 and
Cd12 with cabazitaxel were specific and not associated with cytotoxicity or inhibition of
cell growth. These findings suggest that the microtubules of the Cd7 and Cd12 cells were
less impacted by cabazitaxel treatment and that chronic cadmium exposure enables the

cells to be less sensitive to the microtubule-stabilizing effects of the taxane drugs.
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3.4 Discussion

Animal and cell culture models have shown that prolonged cadmium exposure
can promote cancer progression (44, 49, 58, 64, 65), and acute exposure can inhibit the
activity of the anticancer drug 5-FU (116, 117). In this study, we investigated the effects
of chronic cadmium exposure on the sensitivity of breast cancer cells to different
chemotherapeutic drugs, including antimetabolites, anthracyclines, and taxanes. Our
results indicate that breast cancer cells chronically exposed to cadmium displayed a
decreased response to the taxane drugs, while exhibiting little to no difference in their
response to doxorubicin and gemcitabine (Figure 7). Although cadmium is recognized as
a carcinogen and associated with occupational cancer risk (106, 120, 121), its role in the
development and progression of breast cancer is still not fully understood, and
epidemiological associations between cadmium and breast cancer have been inconsistent
(47,52, 55, 57). This current study demonstrates a potentially new role for chronic
cadmium exposure in promoting resistance to anticancer drugs and further highlights the
possible risks of prolonged environmental cadmium exposure in breast cancer.

In contrast to the cytotoxicity caused by antimetabolites and anthracyclines
through the inhibition of DNA and RNA synthesis, taxane cytotoxicity is mediated by the
drug binding to microtubules and preventing their disassembly (118, 122). Results in
figure 9A show no differences in the protein levels of either a- or B-tubulin, suggesting
that the mechanism of cadmium induced-taxane resistance is unlikely due to changes in
the expression of the microtubule subunits. Consistent with our findings, a previous
study by Ledda and colleagues demonstrated that cadmium exposure does not affect the

overall levels of a- and B-tubulin but rather induced tubulin posttranslational
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modifications (123). While this was not explored in our study, increased levels of
tyrosinated a-tubulin and differential expression of B-tubulin subtypes were found in
paclitaxel-resistant MCF7 cells (124), suggesting that the effect of chronic cadmium
exposure on posttranslational modifications should be evaluated further. We also
visualized B-tubulin localization before and after cabazitaxel treatment using IF (Figure
9B), and although no significant structural differences were observed between MCF7 and
cadmium-exposed cells in the absence of drugs, the microtubules of the untreated MCF7
cells were localized to the nuclear periphery, and the extensive branching throughout the
cytoplasm was decreased after cabazitaxel treatment (Figure 9B). This effect was not as
dramatic in the Cd7 or Cd12 cells, which suggests that chronic cadmium exposure may
decrease the sensitivity of microtubules to the stabilizing effect of cabazitaxel.

While our study shows that the response of microtubules to taxane treatment is
altered in cadmium-adapted cells, the mechanism of how cadmium mediates this effect is
unclear. O’Brien et al. demonstrated that calcium accelerates the rate of GTP hydrolysis
within the microtubule cap to destabilize growing microtubule ends without modulating
free tubulin levels (125). Interestingly, cadmium is known to behave similarly as other
divalent metals, like zinc, iron, and calcium (126), and multiple studies have shown that
cadmium destabilizes microtubules at concentrations of 10 uM and above (127).
However, these high levels are toxic to cells, causing alterations in cell morphology and
reduced cell fitness (128). An in vivo report found the microtubules of kidney cells were
highly irregular and diminished after repeated exposure to cadmium (129). Thus, higher
than normal intracellular cadmium caused by prolonged, chronic exposure may promote

microtubule disassembly by mimicking calcium, which could counteract the microtubule
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stabilizing effect of taxanes thus making breast cancer cells less sensitive to these drugs.
Lung cancer cells resistant to paclitaxel, another common taxane drug, had increased
microtubule dynamicity at rates 57-167% greater than paclitaxel-sensitive lung cancer
cells, suggesting that microtubule dynamics play a role in taxane-resistance (130).

Cadmium-transformed cells display diminished apoptosis (110, 131), and thus the
ability to suppress apoptosis is thought to be important in cadmium carcinogenesis (132,
133). While Cd7 and Cd12 less were less susceptible to taxane-induced cell cycle arrest
and apoptosis than control MCF7 cells (Figure 8), other studies indicate that apoptosis
resistance does not appear to be critical to cadmium-induced drug resistance, as the
cadmium-adapted cells are still sensitive to the apoptosis-inducing drugs doxorubicin and
gemcitabine (134-136).

Cadmium exposure and chemotherapy are both known to induce oxidative stress
(137-140), and chronic levels of oxidative stress have been shown to increase the
tumorigenic potential of breast cancer cells (107). Similarly, chronic cadmium exposure
may also promote breast cancer progression by persistently inducing sub-lethal levels of
oxidative stress, which may enable cells to adapt and tolerate other forms of stress, such
as anticancer drugs. Additionally, increased expression of metallothioneins, which are
metal-binding proteins upregulated in response to cadmium exposure (66, 141), has been
associated with resistance to certain drugs. We, too, have previously shown that chronic
cadmium exposure does increase expression of metallothioneins (66). Kelley et al. found
that overexpression of metallothionein-I11A conferred resistance to several antineoplastic
agents, but not 5-FU and vincristine (142). Since vincristine has a similar mechanism to

taxanes in that it targets the microtubules of the mitotic spindle to block cell division, this
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suggests that higher metallothionein levels may not play a prominent role in the
resistance to taxanes.

Contrary to our findings, Asara et al. demonstrated that cadmium exposure can
protect against the cytotoxic effects of 5-FU (116). However, this study used a cadmium
concentration 50-fold higher than the concentration we used, and unlike chronic
exposure, acute doses do not allow for the cells to adapt to cadmium. The study by Asara
and colleagues also did not evaluate differences in the growth rate of MCF7 cells treated
with 5-FU plus cadmium versus 5-FU alone. Since we were unable to determine the Glsg
values for 5-FU in MCF7 and the cadmium-adapted cells (see Fig. 7A), further
investigation of the effects of cadmium on 5-FU response is definitely warranted.

In summary, the results of this study show for the first time that chronic cadmium
exposure increases resistance to taxane drugs. Specifically, cadmium-adapted cells are
less sensitive to taxane-induced apoptosis, cell cycle arrest, and microtubule stabilization.
Although the exact mechanism is still not clear, we speculate that higher intracellular
cadmium levels might decrease taxane potency by promoting microtubule disassembly to
counteract the stabilizing effects of the drug. However, it is likely that other pathways
are also involved, as chronic cadmium exposure causes MCF7 cells to become more
adaptable to stress (Chapter 1). Regardless of the mechanism, our findings do indicate
that breast cancer cells with a higher cadmium burden may be less responsive to taxanes,
and therefore these drugs may not be effective in treating ERa+ breast cancers that no
longer respond to hormone therapy. Patient cadmium levels can be measured through
blood, urine, hair, and tissue samples and have been shown to correlate with breast cancer

risk, tumor malignancy, and metastasis frequency, all which demonstrates cadmium’s
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potential as a biomarker in cancer (47, 49, 50). Fortunately, though chronic cadmium
exposure decreases the sensitivity of breast cancer cells to microtubule stabilizing agents
like taxanes, it appears to have little effect on the efficacy of drugs that target and block
DNA replication or RNA synthesis, indicating these might be better therapeutic options
for hormone-refractory breast cancer. Considering that taxanes are frequently prescribed
to breast cancer patients, the consequences of chronic cadmium exposure on taxane
resistance may have implications in predicting treatment success and the appropriate

selection of chemotherapeutic regimens in the future.

50



References

1. Stewart B, Wild CP. World cancer report 2014. Health. 2017.

2. Torre LA, Islami F, Siegel RL, Ward EM, Jemal A. Global Cancer in Women: Burden
and Trends. Cancer Epidemiol Biomarkers Prev. 2017 Apr;26(4):444-57.

3. American Cancer Society. Cancer Facts & Figures 2018. 2018.

4. Arpino G, Weiss H, Lee AV, Schiff R, De Placido S, Osborne CK, et al. Estrogen
receptor positive, progesterone receptor negative breast cancer: association with growth
factor receptor expression and tamoxifen resistance. J Natl Cancer Inst.
2005;97(17):1254-61.

5. Cui X, Schiff R, Arpino G, Osborne CK, Lee AV. Biology of progesterone receptor
loss in breast cancer and its implications for endocrine therapy. Journal of clinical
oncology. 2005;23(30):7721-35.

6. Carey LA, Cheang MCU, Perou CM. Genomics, prognosis, and therapeutic
interventions. In: Diseases of the Breast: Fifth Edition. Wolters Kluwer Health Adis
(ESP); 2014.

7. Parise CA, Caggiano V. Breast cancer survival defined by the ER/PR/HER2 subtypes
and a surrogate classification according to tumor grade and immunohistochemical
biomarkers. Journal of cancer epidemiology. 2014;2014.

8. Yager JD, Davidson NE. Estrogen carcinogenesis in breast cancer. N Engl J Med.
2006;354(3):270-82.

9. Hormone Therapy for Breast Cancer [Internet].; 2016 []. Available from:
http://www.cancer.org/cancer/breastcancer/detailedquide/breast-cancer-treating-
hormone-therapy.

10. Kuiper GG, Carlsson BO, Grandien K, Enmark E, Haggblad J, Nilsson S, et al.
Comparison of the ligand binding specificity and transcript tissue distribution of estrogen
receptors a and B. Endocrinology. 1997;138(3):863-70.

11. Ali S, Coombes RC. Estrogen receptor alpha in human breast cancer: occurrence and
significance. J Mammary Gland Biol Neoplasia. 2000;5(3):271-81.

12. Howlader N, Altekruse SF, Li CI, Chen VW, Clarke CA, Ries LA, etal. US
incidence of breast cancer subtypes defined by joint hormone receptor and HER2 status.
JNCI: Journal of the National Cancer Institute. 2014;106(5).

51


http://www.cancer.org/cancer/breastcancer/detailedguide/breast-cancer-treating-hormone-therapy
http://www.cancer.org/cancer/breastcancer/detailedguide/breast-cancer-treating-hormone-therapy

13. Rubin I, Yarden Y. The basic biology of HER2. Annals of oncology.
2001;12(suppl_1):S8.

14. Tovey SM, Brown S, Doughty JC, Mallon EA, Cooke TG, Edwards J. Poor survival
outcomes in HER2-positive breast cancer patients with low-grade, node-negative
tumours. Br J Cancer. 2009;100(5):680.

15. Slamon DJ, Leyland-Jones B, Shak S, Fuchs H, Paton V, Bajamonde A, et al. Use of
chemotherapy plus a monoclonal antibody against HER2 for metastatic breast cancer that
overexpresses HER2. N Engl J Med. 2001;344(11):783-92.

16. Sliwkowski MX, Lofgren JA, Lewis GD, Hotaling TE, Fendly BM, Fox JA.
Nonclinical studies addressing the mechanism of action of trastuzumab (Herceptin).
Seminars in oncology; ; 1999.

17. Perez EA, Romond EH, Suman VJ, Jeong J, Sledge G, Geyer Jr CE, et al.
Trastuzumab plus adjuvant chemotherapy for human epidermal growth factor receptor
positive breast cancer: planned joint analysis of overall survival from NSABP B-31 and
NCCTG N9831. Journal of clinical oncology. 2014;32(33):3744.

18. Foulkes WD, Smith IE, Reis-Filho JS. Triple-negative breast cancer. N Engl J Med.
2010;363(20):1938-48.

19. Gluz O, Liedtke C, Gottschalk N, Pusztai L, Nitz U, Harbeck N. Triple-negative
breast cancer—current status and future directions. Annals of Oncology.
2009;20(12):1913-27.

20. Cheang MC, Voduc D, Bajdik C, Leung S, McKinney S, Chia SK, et al. Basal-like
breast cancer defined by five biomarkers has superior prognostic value than triple-
negative phenotype. Clinical cancer research. 2008;14(5):1368-76.

21. Dent R, Trudeau M, Pritchard KI, Hanna WM, Kahn HK, Sawka CA, et al. Triple-
negative breast cancer: clinical features and patterns of recurrence. Clinical cancer
research. 2007;13(15):4429-34.

22. Prasad S, Efird JT, James SE, Walker PR, Zagar TM, Biswas T. Failure patterns and
survival outcomes in triple negative breast cancer (TNBC): a 15 year comparison of 448
non-Hispanic black and white women. SpringerPlus. 2016;5(1):756.

23. Lin NU, Vanderplas A, Hughes ME, Theriault RL, Edge SB, Wong Y, et al.
Clinicopathologic features, patterns of recurrence, and survival among women with
triple=negative breast cancer in the National Comprehensive Cancer Network. Cancer.
2012;118(22):5463-72.

52



24. American Cancer Society. Cancer Facts & Figures 2017. Atlanta: American Cancer
Society; 2017.

25. Bernstein L, Ross RK. Endogenous hormones and breast cancer risk. Epidemiol Rev.
1993;15(1):48-65.

26. Bernstein L. Epidemiology of endocrine-related risk factors for breast cancer. J
Mammary Gland Biol Neoplasia. 2002;7(1):3-15.

27. Ban KA, Godellas CV. Epidemiology of breast cancer. Surg Oncol Clin N Am.
2014;23(3):409-22.

28. Chlebowski RT, Kuller LH, Prentice RL, Stefanick ML, Manson JE, Gass M, et al.
Breast cancer after use of estrogen plus progestin in postmenopausal women. N Engl J
Med. 2009;360(6):573-87.

29. Darbre PD. Metalloestrogens: an emerging class of inorganic xenoestrogens with
potential to add to the oestrogenic burden of the human breast. Journal of Applied
Toxicology. 2006;26(3):191-7.

30. Silva N, Peiris John R, Wickremasinghe R, Senanayake H, Sathiakumar N. Cadmium
a metalloestrogen: are we convinced? Journal of Applied Toxicology. 2012;32(5):318-32.

31. Aquino NB, Sevigny MB, Sabangan J, Louie MC. The role of cadmium and nickel in
estrogen receptor signaling and breast cancer: metalloestrogens or not? Journal of
Environmental Science and Health, Part C. 2012;30(3):189-224.

32. World Health Organization. The International Programme on Chemical Safety. .
1995.

33. Faroon O, Ashizawa A, Wright S, Tucker P, Jenkins K, Ingerman L, et al.
Toxicological profile for cadmium. . 2012.

34. Andersen O, Nielsen JB, Nordberg GF. Nutritional interactions in intestinal cadmium
uptake-possibilities for risk reduction. Biometals. 2004;17(5):543-7.

35. Lauwerys RR, Bernard AM, Roels HA, Buchet J. Cadmium: exposure markers as
predictors of nephrotoxic effects. Clin Chem. 1994;40(7):1391-4.

36. ul Islam E, Yang X, He Z, Mahmood Q. Assessing potential dietary toxicity of heavy
metals in selected vegetables and food crops. Journal of Zhejiang University Science B.
2007;8(1):1-13.

37. Ellis KJ, Vartsky D, Zanzi I, Cohn SH, Yasumura S. Cadmium: in vivo measurement
in smokers and nonsmokers. Science. 1979;205(4403):323-5.

53



38. Satarug S, Moore MR. Adverse health effects of chronic exposure to low-level
cadmium in foodstuffs and cigarette smoke. Environ Health Perspect.
2004;112(10):1099.

39. Satarug S, Garrett SH, Sens MA, Sens DA. Cadmium, environmental exposure, and
health outcomes. Ciencia & saude coletiva. 2011;16(5):2587-602.

40. Dillon HK, Ho MH. Biological monitoring of exposure to chemicals. . 1990.

41. Vainio H, Heseltine E, Partensky C, Wilbourn J. Meeting of the IARC working group
on beryllium, cadmium, mercury and exposures in the glass manufacturing industry.
Scand J Work Environ Health. 1993:360-3.

42. Huff J, Lunn RM, Waalkes MP, Tomatis L, Infante PF. Cadmium-induced cancers in
animals and in humans. International journal of occupational and environmental health.
2007;13(2):202-12.

43. Achanzar WE, Diwan BA, Liu J, Quader ST, Webber MM, Waalkes MP. Cadmium-
induced malignant transformation of human prostate epithelial cells. Cancer Res. 2001
Jan 15;61(2):455-8.

44. Waalkes MP, Rehm S, Cherian MG. Repeated cadmium exposures enhance the
malignant progression of ensuing tumors in rats. Toxicological Sciences. 2000;54(1):110-
20.

45. Waalkes MP, Anver MR, Diwan BA. Chronic toxic and carcinogenic effects of oral
cadmium in the Noble (NBL/Cr) rat: induction of neoplastic and proliferative lesions of
the adrenal, kidney, prostate, and testes. Journal of Toxicology and Environmental Health
Part A. 1999;58(4):199-214.

46. Hu J, Mao Y, White K, Canadian Cancer Registries Epidemiology Research Group.
Renal cell carcinoma and occupational exposure to chemicals in Canada. Occupational
Medicine. 2002;52(3):157-64.

47. McElroy JA, Shafer MM, Trentham-Dietz A, Hampton JM, Newcomb PA. Cadmium
exposure and breast cancer risk. J Natl Cancer Inst. 2006 Jun 21;98(12):869-73.

48. Nagata C, Nagao Y, Nakamura K, Wada K, Tamai Y, Tsuji M, et al. Cadmium
exposure and the risk of breast cancer in Japanese women. Breast Cancer Res Treat.
2013;138(1):235-9.

49. Strumylaite L, Bogusevicius A, Abdrachmanovas O, Baranauskiene D, Kregzdyte R,
Pranys D, et al. Cadmium concentration in biological media of breast cancer patients.
Breast Cancer Res Treat. 2011;125(2):511-7.

54



50. He Y, Peng L, Huang Y, Liu C, Zheng S, Wu K. Blood cadmium levels associated
with short distant metastasis-free survival time in invasive breast cancer. Environmental
Science and Pollution Research. 2017;24(36):28055-64.

51. Garcia-Esquinas E, Pollan M, Tellez-Plaza M, Francesconi KA, Goessler W, Guallar
E, et al. Cadmium exposure and cancer mortality in a prospective cohort: the strong heart
study. Environ Health Perspect. 2014;122(4):363.

52. Adams SV, Newcomb PA, White E. Dietary cadmium and risk of invasive
postmenopausal breast cancer in the VITAL cohort. Cancer Causes & Control.
2012;23(6):845-54.

53. Larsson SC, Orsini N, Wolk A. Urinary cadmium concentration and risk of breast
cancer: a systematic review and dose-response meta-analysis. Am J Epidemiol.
2015;182(5):375-80.

54. Julin B, Wolk A, Bergkvist L, Bottai M, Akesson A. Dietary cadmium exposure and
risk of postmenopausal breast cancer: a population-based prospective cohort study.
Cancer Res. 2012;72(6):1459-66.

55. Adams SV, Quraishi SM, Shafer MM, Passarelli MN, Freney EP, Chlebowski RT, et
al. Dietary cadmium exposure and risk of breast, endometrial, and ovarian cancer in the
Women Health Initiative. Environ Health Perspect. 2014;122(6):594.

56. Itoh H, Iwasaki M, Sawada N, Takachi R, Kasuga Y, Yokoyama S, et al. Dietary
cadmium intake and breast cancer risk in Japanese women: a case—control study. Int J
Hyg Environ Health. 2014;217(1):70-7.

57. Van Maele-Fabry G, Lombaert N, Lison D. Dietary exposure to cadmium and risk of
breast cancer in postmenopausal women: A systematic review and meta-analysis.
Environ Int. 2016;86:1-13.

58. Johnson MD, Kenney N, Stoica A, Hilakivi-Clarke L, Singh B, Chepko G, et al.
Cadmium mimics the in vivo effects of estrogen in the uterus and mammary gland. Nat
Med. 2003;9(8):1081-4.

59. Hofer N, Diel P, Wittsiepe J, Wilhelm M, Degen GH. Dose-and route-dependent
hormonal activity of the metalloestrogen cadmium in the rat uterus. Toxicol Lett.
2009;191(2-3):123-31.

60. Garcia-Morales P, Saceda M, Kenney N, Kim N, Salomon DS, Gottardis MM, et al.
Effect of cadmium on estrogen receptor levels and estrogen-induced responses in human
breast cancer cells. J Biol Chem. 1994 Jun 17;269(24):16896-901.

55



61. Martin MB, Reiter R, Pham T, Avellanet YR, Camara J, Lahm M, et al. Estrogen-like
activity of metals in MCF-7 breast cancer cells. Endocrinology. 2003;144(6):2425-36.

62. Siewit CL, Gengler B, Vegas E, Puckett R, Louie MC. Cadmium promotes breast
cancer cell proliferation by potentiating the interaction between ERI+ and c-Jun.
Molecular Endocrinology. 2010;24(5):981-92.

63. Alonso-=Gonzalez C, Gonzalez A, Mazarrasa O, Gaezmes A, Sanchez-=Mateos S,
Martaneza-Campa C, et al. Melatonin prevents the estrogenic effects of suba€=chronic
administration of cadmium on mice mammary glands and uterus. J Pineal Res.
2007;42(4):403-10.

64. Benbrahim-Tallaa L, Tokar EJ, Diwan BA, Dill AL, Coppin J, Waalkes MP.
Cadmium malignantly transforms normal human breast epithelial cells into a basal-like
phenotype. Environ Health Perspect. 2009:1847-52.

65. Ponce E, Aquino NB, Louie MC. Chronic cadmium exposure stimulates SDF-1
expression in an ERa dependent manner. PloS one. 2013;8(8):€72639.

66. Lubovac-Pilav Z, Borras DM, Ponce E, Louie MC. Using expression profiling to
understand the effects of chronic cadmium exposure on MCF-7 breast cancer cells. PloS
one. 2013;8(12):e84646.

67. Vicari AP, Caux C. Chemokines in cancer. Cytokine Growth Factor Rev.
2002;13(2):143-54.

68. Kryczek I, Wei S, Keller E, Liu R, Zou W. Stroma-derived factor (SDF-1/CXCL12)
and human tumor pathogenesis. American Journal of Physiology-Cell Physiology.
2007;292(3):C995.

69. Evans RM. The steroid and thyroid hormone receptor superfamily. Science.
1988;240(4854):889-95.

70. Mangelsdorf DJ, Thummel C, Beato M, Herrlich P, Schiitz G, Umesono K, et al. The
nuclear receptor superfamily: the second decade. Cell. 1995;83(6):835-9.

71. Huang P, Chandra V, Rastinejad F. Structural overview of the nuclear receptor
superfamily: insights into physiology and therapeutics. Annu Rev Physiol. 2010;72:247-
72.

72. Matthews J, Gustafsson J. Estrogen signaling: a subtle balance between ERa and
ERp. Molecular interventions. 2003;3(5):281.

73. Gruber CJ, Gruber DM, Gruber IM, Wieser F, Huber JC. Anatomy of the estrogen
response element. Trends in endocrinology & metabolism. 2004;15(2):73-8.

56



74. Berry M, Metzger D, Chambon P. Role of the two activating domains of the
oestrogen receptor in the cell-type and promoter-context dependent agonistic activity of
the anti-oestrogen 4-hydroxytamoxifen. EMBO J. 1990;9(9):2811-8.

75. Sommer S, Fuqua SA. Estrogen receptor and breast cancer. Seminars in cancer
biology; Elsevier; 2001.

76. Huang H, Norris JD, McDonnell DP. Identification of a negative regulatory surface
within estrogen receptor a provides evidence in support of a role for corepressors in
regulating cellular responses to agonists and antagonists. Molecular Endocrinology.
2002;16(8):1778-92.

77. DeNardo DG, Kim H, Hilsenbeck S, Cuba V, Tsimelzon A, Brown PH. Global gene
expression analysis of estrogen receptor transcription factor cross talk in breast cancer:
identification of estrogen-induced/activator protein-1-dependent genes. Molecular
Endocrinology. 2005;19(2):362-78.

78. Kushner PJ, Agard DA, Greene GL, Scanlan TS, Shiau AK, Uht RM, et al. Estrogen
receptor pathways to AP-1. J Steroid Biochem Mol Biol. 2000;74(5):311-7.

79. Safe S. Transcriptional activation of genes by 17p3-estradiol through estrogen
receptor-Spl interactions. . 2001.

80. Karin M, Liu Z, Zandi E. AP-1 function and regulation. Curr Opin Cell Biol.
1997;9(2):240-6.

81. Wisdom R. AP-1: one switch for many signals. Exp Cell Res. 1999;253(1):180-5.

82. Dolcet X, Llobet D, Pallares J, Matias-Guiu X. NF-kB in development and
progression of human cancer. Virchows archiv. 2005;446(5):475-82.

83. Safe S, Abdelrahim M. Sp transcription factor family and its role in cancer. Eur J
Cancer. 2005;41(16):2438-48.

84. Lania L, Majello B, de Luca P. Transcriptional regulation by the Sp family proteins.
Int J Biochem Cell Biol. 1997;29(12):1313-23.

85. Osborne CK, Shou J, Massarweh S, Schiff R. Crosstalk between estrogen receptor
and growth factor receptor pathways as a cause for endocrine therapy resistance in breast
cancer. Clinical cancer research. 2005;11(2):870s.

86. Arpino G, Wiechmann L, Osborne CK, Schiff R. Crosstalk between the estrogen
receptor and the HER tyrosine kinase receptor family: molecular mechanism and clinical
implications for endocrine therapy resistance. Endocr Rev. 2008;29(2):217-33.

57



87. Pedram A, Razandi M, Aitkenhead M, Hughes CC, Levin ER. Integration of the non-
genomic and genomic actions of estrogen membrane-initiated signaling by steroid to
transcription and cell biology. J Biol Chem. 2002;277(52):50768-75.

88. Louie MC, Sevigny MB. Steroid hormone receptors as prognostic markers in breast
cancer. American journal of cancer research. 2017;7(8):1617.

89. Muramatsu M, Inoue S. Estrogen receptors: how do they control reproductive and
nonreproductive functions? Biochem Biophys Res Commun. 2000;270(1):1-10.

90. Travis RC, Key TJ. Oestrogen exposure and breast cancer risk. Breast Cancer
Research. 2003;5(5):239.

91. Stoica A, Katzenellenbogen BS, Martin MB. Activation of estrogen receptor-o by the
heavy metal cadmium. Molecular Endocrinology. 2000;14(4):545-53.

92. Nesatyy VJ, Rutishauser BV, Eggen RI, Suter MJ. Identification of the estrogen
receptor Cd-binding sites by chemical modification. Analyst. 2005;130(7):1087-97.

93. Predki PF, Sarkar B. Effect of replacement of" zinc finger" zinc on estrogen receptor
DNA interactions. J Biol Chem. 1992;267(9):5842-6.

94. Predki PF, Sarkar B. Metal replacement in "zinc finger" and its effect on DNA
binding. Environ Health Perspect. 1994 Sep;102 Suppl 3:195-8.

95. Brama M, Gnessi L, Basciani S, Cerulli N, Politi L, Spera G, et al. Cadmium induces
mitogenic signaling in breast cancer cell by an ERI+-dependent mechanism. Mol Cell
Endocrinol. 2007;264(1-2):102-8.

96. Robinson MD, McCarthy DJ, Smyth GK. edgeR: a Bioconductor package for
differential expression analysis of digital gene expression data. Bioinformatics.
2010;26(1):139-40.

97. Eisen MB, Spellman PT, Brown PO, Botstein D. Cluster analysis and display of
genome-wide expression patterns. Proceedings of the National Academy of Sciences.
1998;95(25):14863-8.

98. de Hoon MJ, Imoto S, Nolan J, Miyano S. Open source clustering software.
Bioinformatics. 2004;20(9):1453-4.

99. Lykkesfeldt AE, Madsen MW, Briand P. Altered expression of estrogen-regulated
genes in a tamoxifen-resistant and 1CI 164,384 and ICI 182,780 sensitive human breast
cancer cell line, MCF-7/TAMR-1. Cancer Res. 1994;54(6):1587-95.

58



100. Heldring N, Isaacs GD, Diehl AG, Sun M, Cheung E, Ranish JA, et al. Multiple
sequence-specific DNA-binding proteins mediate estrogen receptor signaling through a
tethering pathway. Molecular endocrinology. 2011;25(4):564-74.

101. Lin C, Strém A, Vega VB, Kong SL, Yeo AL, Thomsen JS, et al. Discovery of
estrogen receptor o target genes and response elements in breast tumor cells. Genome
Biol. 2004;5(9):R66.

102. Shen B, Zhang W, Zhang J, Zhou J, Wang J, Chen L, et al. Efficient genome
modification by CRISPR-Cas9 nickase with minimal off-target effects. Nature methods.
2014;11(4):399.

103. Byrne C, Divekar SD, Storchan GB, Parodi DA, Martin MB. Metals and breast
cancer. J Mammary Gland Biol Neoplasia. 2013;18(1):63-73.

104. Hart BA, Potts RJ, Watkin RD. Cadmium adaptation in the lung—a double-edged
sword? Toxicology. 2001;160(1-3):65-70.

105. Waisberg M, Joseph P, Hale B, Beyersmann D. Molecular and cellular mechanisms
of cadmium carcinogenesis. Toxicology. 2003;192(2-3):95-117.

106. Waalkes MP. Cadmium carcinogenesis in review. J Inorg Biochem. 2000;79(1—
4):241-4.

107. Mahalingaiah PKS, Singh KP. Chronic oxidative stress increases growth and
tumorigenic potential of MCF-7 breast cancer cells. PloS one. 2014;9(1):e87371.

108. Abshire MK, Devor DE, Diwan BA, Shaughnessy Jr JD, Waalkes MP. In vitro
exposure to cadmium in rat L6 myoblasts can result in both enhancement and suppression
of malignant progression in vivo. . 1996.

109. Haga A, Nagase H, Kito H, Sato T. Invasive properties of cadmium-resistant human
fibrosarcoma HT-1080 cells. Cancer Biochem Biophys. 1997;15(4):275-84.

110. Achanzar WE, Webber MM, Waalkes MP. Altered apoptotic gene expression and
acquired apoptotic resistance in cadmium-transformed human prostate epithelial cells.
Prostate. 2002;52(3):236-44.

111. Smith JB, Dwyer SD, Smith L. Cadmium evokes inositol polyphosphate formation
and calcium mobilization. Evidence for a cell surface receptor that cadmium stimulates
and zinc antagonizes. J Biol Chem. 1989 May 5;264(13):7115-8.

112. Jin P, Ringertz NR. Cadmium induces transcription of proto-oncogenes c-jun and c-
myc in rat L6 myoblasts. J Biol Chem. 1990 Aug 25;265(24):14061-4.

59



113. Chakraborty PK, Scharner B, Jurasovic J, Messner B, Bernhard D, Th@wvenod F.
Chronic cadmium exposure induces transcriptional activation of the Wnt pathway and
upregulation of epithelial-to-mesenchymal transition markers in mouse kidney. Toxicol
Lett. 2010;198(1):69-76.

114. Huff J, Lunn RM, Waalkes MP, Tomatis L, Infante PF. Cadmium-induced cancers
in animals and in humans. International journal of occupational and environmental
health. 2007;13(2):202-12.

115. Haga A, Nagase H, Kito H, Sato T. Enhanced invasiveness of tumour cells after host
exposure to heavy metals. Eur J Cancer. 1996;32(13):2342-7.

116. Asara Y, Marchal JA, Bandiera P, Mazzarello V, Delogu LG, Sotgiu MA, et al.
Cadmium influences the 5-Fluorouracil cytotoxic effects on breast cancer cells. European
journal of histochemistry: EJH. 2012;56(1).

117. Asara Y, Marchal JA, Carrasco E, Boulaiz H, Solinas G, Bandiera P, et al. Cadmium
modifies the cell cycle and apoptotic profiles of human breast cancer cells treated with 5-
fluorouracil. International journal of molecular sciences. 2013;14(8):16600-16.

118. Cheetham P, Petrylak DP. Tubulin-targeted agents including docetaxel and
cabazitaxel. The Cancer Journal. 2013;19(1):59-65.

119. Stanton RA, Gernert KM, Nettles JH, Aneja R. Drugs that target dynamic
microtubules: a new molecular perspective. Med Res Rev. 2011;31(3):443-81.

120. Stayner L, Smith R, Thun M, Schnorr T, Lemen R. A dose-response analysis and
quantitative assessment of lung cancer risk and occupational cadmium exposure. Ann
Epidemiol. 1992;2(3):177-94.

121. Elinder CG, Kjellstrom T, Hogstedt C, Andersson K, Spang G. Cancer mortality of
cadmium workers. Occup Environ Med. 1985;42(10):651-5.

122. Azarenko O, Smiyun G, Mah J, Wilson L, Jordan MA. Antiproliferative mechanism
of action of the novel taxane cabazitaxel as compared with the parent compound
docetaxel in MCF7 breast cancer cells. Molecular cancer therapeutics. 2014:molcanther.
0265.2014.

123. Ledda FD, Ramoino P, Ravera S, Perino E, Bianchini P, Diaspro A, et al. Tubulin
posttranslational modifications induced by cadmium in the sponge Clathrina clathrus.
Aquatic toxicology. 2013;140:98-105.

60



124. Banerjee A. Increased levels of tyrosinated a-, BIII-, and BIV-tubulin isotypes in
paclitaxel-resistant MCF-7 breast cancer cells. Biochem Biophys Res Commun.
2002;293(1):598-601.

125. O'Brien ET, Salmon ED, Erickson HP. How calcium causes microtubule
depolymerization. Cell Motil Cytoskeleton. 1997;36(2):125-35.

126. Martelli A, Rousselet E, Dycke C, Bouron A, Moulis J. Cadmium toxicity in animal
cells by interference with essential metals. Biochimie. 2006;88(11):1807-14.

127. Perrino BA, Chou I. Role of calmodulin in cadmium-induced microtubule
disassembly. Cell Biol Int Rep. 1986;10(7):565-73.

128. Pribyl P, CepAjk V, Zachleder V. Cytoskeletal alterations in interphase cells of the
green alga Spirogyra decimina in response to heavy metals exposure: I. The effect of
cadmium. Protoplasma. 2005;226(3-4):231-40.

129. Saboli¢ I, Herak-Kramberger CM, Brown D. Subchronic cadmium treatment affects
the abundance and arrangement of cytoskeletal proteins in rat renal proximal tubule cells.
Toxicology. 2001;165(2-3):205-16.

130. Goncalves A, Braguer D, Kamath K, Martello L, Briand C, Horwitz S, et al.
Resistance to Taxol in lung cancer cells associated with increased microtubule dynamics.
Proceedings of the National Academy of Sciences. 2001;98(20):11737-42.

131. Eneman JD, Potts RJ, Osier M, Shukla GS, Lee CH, Chiu JF, et al. Suppressed
oxidant-induced apoptosis in cadmium adapted alveolar epithelial cells and its potential
involvement in cadmium carcinogenesis. Toxicology. 2000;147(3):215-28.

132. Waalkes MP. Cadmium carcinogenesis. Mutation Research/Fundamental and
Molecular Mechanisms of Mutagenesis. 2003;533(1):107-20.

133. Son Y, Pratheeshkumar P, Roy RV, Hitron JA, Wang L, Zhang Z, et al. Nrf2/p62
signaling in apoptosis resistance and its role in cadmium-induced carcinogenesis. J Biol
Chem. 2014;289(41):28660-75.

134. Hansen RK, Parra I, Lemieux P, Oesterreich S, Hilsenbeck SG, Fuqua SA. Hsp27
overexpression inhibits doxorubicin-induced apoptosis in human breast cancer cells.
Breast Cancer Res Treat. 1999;56(2):185-94.

135. Huang P, Plunkett W. Fludarabine-and gemcitabine-induced apoptosis:
incorporation of analogs into DNA is a critical event. Cancer Chemother Pharmacol.
1995;36(3):181-8.

61



136. Nita ME, Nagawa H, Tominaga O, Tsuno N, Fujii S, Sasaki S, et al. 5-Fluorouracil
induces apoptosis in human colon cancer cell lines with modulation of Bcl-2 family
proteins. Br J Cancer. 1998;78(8):986.

137. Conklin KA. Chemotherapy-associated oxidative stress: impact on
chemotherapeutic effectiveness. Integrative cancer therapies. 2004;3(4):294-300.

138. Gilliam LA, St. Clair DK. Chemotherapy-induced weakness and fatigue in skeletal
muscle: the role of oxidative stress. Antioxidants & redox signaling. 2011;15(9):2543-63.

139. Shaikh ZA, Vu TT, Zaman K. Oxidative stress as a mechanism of chronic cadmium-
induced hepatotoxicity and renal toxicity and protection by antioxidants. Toxicol Appl
Pharmacol. 1999;154(3):256-63.

140. Liu J, Qu W, Kadiiska MB. Role of oxidative stress in cadmium toxicity and
carcinogenesis. Toxicol Appl Pharmacol. 2009;238(3):209-14.

141. Andrews GK. Regulation of metallothionein gene expression by oxidative stress and
metal ions. Biochem Pharmacol. 2000;59(1):95-104.

142. Kelley SL, Basu A, Teicher BA, Hacker MP, Hamer DH, Lazo JS. Overexpression
of metallothionein confers resistance to anticancer drugs. Science. 1988;241(4874):1813-
5.

62



	Chronic cadmium exposure alters ERα dependency and drug sensitivity of breast cancer cells
	Recommended Citation

	tmp.1533188491.pdf.ex3II

