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Abstract: Despite advances in breast cancer diagnosis and treatment, many patients still fail
therapy, resulting in disease progression, recurrence, and reduced overall survival. Historically,
much focus has been put on the intrinsic subtyping based in the presence (or absence) of classical
immunohistochemistry (IHC) markers such as estrogen receptor (ER), progesterone receptor (PR), and
human epidermal growth factor receptor-related protein (HER2). However, it is widely understood
that tumors are composed of heterogeneous populations of cells with a hierarchical organization
driven by cancer stem cells (CSCs). In breast tumors, this small population of cells displaying stem
cell properties is known as breast CSCs (BCSCs). This rare population exhibit a CD44+/CD24−/low

phenotype with high ALDH activity (ALDH+), and possesses higher tolerability to chemotherapy,
hormone therapy, and radiotherapy and is able to reproduce the bulk of the tumor after reduction of
cell populations sensitive to first-line therapy leading to disease relapse. In this review, we present
special attention to BCSCs with future directions in the establishment of a therapy targeting this
population. Drugs targeting the main BCSCs signaling pathways undergoing clinical trials are
also summarized.
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1. Introduction

Breast cancer (BC) is a prevalent human malignancy and a very common cause of cancer-related
death among women worldwide. Currently, it is considered a multifactorial disease that involves
an interaction between environmental, hormonal, and genetic influences, differences in lifestyle,
or nutritional exposures. Therefore, patients with BC could have a wide range of clinical, pathological,
and molecular characteristics [1].

BC has been classified in three categories according to clinical and histopathological characteristics
and on the expression of estrogen receptor (ER), progesterone receptor (PR), and human epidermal
growth factor receptor-related protein (HER2). The hormone-positive BC represents approximately
70% of BC patients and is characterized by the overexpression of ER and/or PR. Women with this
kind of BC have a better prognosis than other cancer types [2]. The second subgroup is the HER2+

characterized by the overexpression and/or amplification of the human epithermal growth factor
receptor 2 (HER2, also known as ErbB-2, ERBB2, or HER2/neu) [3,4]. It represents the 20% of BC
patients and it is associated with a more aggressive phenotype and bad prognosis [3]. Meanwhile,
the lack of expression of the aforementioned receptors give rise to the cancer known as Triple-Negative
BC (TNBC) subgroup. TNBC represents 15–20% of the patients and it is described with an aggressive
course and poor prognosis [5]. This histopathological classification is the most used but not the only
one. Currently, five phenotypically distinct subgroups that correlate with clinical outcome have been
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identified including ER+/Luminal (luminal A and B [6]), basal-like, Erb-B2+, normal like, and the
claudin-low based on the gene expression pattern has emerged [7,8]. This molecular classification is a
complementary information for the conventional classification in tailoring treatment and predicting
prognosis. These different BC subtypes and complexity within tumors remarks the heterogeneity of
BC. Tumor is a complex structure with different clones of cancer cells and other cell types such as
stromal, immune, or endothelial cells. Therefore, understanding this heterogeneity is necessary to be
able to developed targeted therapies.

For many years, it was considered that cancer was initiated due to an accumulation of genetic
alterations in normal somatic cells which provided a selective advantage that drove the transformation
of normal human cells into highly malignant derivatives [9]. However, during the last years the novel
Cancer Stem Cell (CSC) theory changed that idea [10].

2. Cancer Stem Cells

Stem cells are defined by three main properties: differentiation; self-renewal; and homeostatic
control [11], and are essential for the proper functioning of the body acting as a source to replenish
any tissue or organ cell throughout the life of a person with especial importance in the embryonic
development. However, the same qualities in tumor development pose a huge challenge for oncologists
and are a threat to the patients. Tumors are composed of heterogeneous population of cells among
which, cancer stem cells (CSCs), a minority subpopulation of undifferentiated cells capable of giving
rise to the differentiated cells that comprise the bulk of the tumor, are found. The CSC hypothesis
claims that tumors, as well as normal tissues, are formed from a group of cells called cancer stem cells
or “cancer-initiating cells” through asymmetric cell division, simultaneously maintaining the stem
population and generating multi-lineage differentiation [12]. Nevertheless, the origin of these CSCs is
still unclear and two models have been proposed. One model states that normal long-lived stem cells
become malignant through the accumulation of genetic alterations while others believe that mutations
may endow a lineage-committed cell with stem characteristics [13]. What seems to be increasingly clear
is that CSCs are involved in tumor recurrence, metastatization, and drug resistance. The isolation of
leukemic stem cells from acute myeloid leukemia was the first evidence supporting the hypothesis that
tumors are organized in a hierarchical way with tumorigenic properties as seen using in vivo mouse
models [14]. From that moment, CSCs have been isolated from a variety of cancer types, including
brain [15], ovarian [16], lung [17], prostate [18], and breast cancer [19]. These tumorigenic cancer
cells possess a specific profile of surface markers such as CD29, CD34+, CD38−, CD166, CD133+/−,
Lin, stem cell antigen 1 (Sca-1), epithelial cell adhesion molecule or (EpCAM) associated with stemness
and that may be used to isolate them by means of fluorescence activated cell sorting (FACS) or
other immunoselection procedures [20–22]. The use of all the described surface markers must be
done with caution since some can also be found in non-cancer stem cells [23,24]. Although we focus
on the use of these markers as pharmacological targets, it must be said that they may be useful in
prognosis, normally associated with more aggressiveness and invasiveness of the tumor. Subsequently
to isolation, sphere-forming assays in serum-free medium with a combination of supplemental factors
or serially transplantable in vivo tumors may be used to test stem characteristics of the selected
cells and propagate CSCs. Other three-dimensional systems such as hydrogels, matrices composed
by biological substances [25,26], or scaffolds, structures mostly made of biopolymeric material [27],
have emerged as new strategies to increase the percentage of cells with stem characteristics. These facts
have facilitated the study at molecular level of this rare population with the objective of identifying
differences between normal stem cells as well as key dysfunctions implicated in stemness. To this end,
three main CSC signaling pathways have been related to self-renewal and differentiation i.e., Notch,
Wnt/β-catenin and Hedgehog (Hh) pathways. Other important signaling pathways in CSCs are
the TNF-α/NF-κβ, transforming growth factor-β (TGF-β), receptor tyrosine kinase (RTK), and Janus
kinase/signal transducer and activator of transcription (JAK-STAT) pathways [28,29]. Moreover, it has
been demonstrated that the induction of epithelial-mesenchymal transition (EMT) resulted in cells with
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stem properties [30]. EMT is characterized by decreased E-cadherin expression in adherent junctions
and upregulation of mesenchymal proteins (vimentin, N-cadherin, and fibronectin), endowing
cancer cells with migratory, invasive, self-renewal, and drug resistance capabilities. Twist and Snail,
two transcription factors involved in the E- to N-cadherin and in the repression of E-cadherin,
respectively, are two of the most well-known EMT regulators. Other transcription factors involved in
EMT include Slug, Zeb1, and Zeb2 [28]. The introduction of the CSC concept not only changes the
idea of tumor initiation and maintenance but also sheds light on resistance mechanisms. Thus, this
population should also be targeted in order to avoid resistance and recurrence acquired by current
therapies, ideally leading to a complete response.

3. Breast Cancer Stem Cells (BCSCs)

It has been identified a small population of CSC within BC termed Breast Cancer Stem
Cells (BCSC). Although in recent years, BC treatment options have been increasing exponentially,
the treatment resistance and different side effects increased the necessity to find new therapy treatments
to overcome resistance in patients with this malignancy. BCSCs have been related to chemoresistance
and BC relapse. It has been described that BCSCs survive treatment and are the cause of tumor
relapse [31]. Therefore, a high proportion of BCSCs have been associated with poor outcome [32].
For this reason, many studies have focused on BCSCs analysis as well as on the identification of new
drugs capable of eradicating this population (Figure 1).
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Figure 1. Schematic representation of tumor cell heterogeneity in an aggressive breast cancer.
The primary tumor is formed of heterogeneous subpopulations of cells including breast cancer stem
cells (BCSCs). Usually, a first-line therapy is chosen based on the histological subtype, stage of the
tumor, presence of biomarkers, and other clinical data. If the first-line therapy does not target BCSCs,
the mass of the tumor will be reduced but BCSCs will remain (mostly) unaffected. BCSCs present in
the primary tumor can expand and give rise to a multi-drug resistant tumor (secondary breast tumor),
leading to progression and metastasis of the tumor.

BCSCs were initially discovered in 2003 by Al-Hajj et al. [33]. Using cells from primary breast
tumors and metastatic pleural effusions, they demonstrated that as few as a hundred cells expressing
the adhesion molecule CD44, the epithelial surface antigen (ESA), and did not express CD24 (a ligand
for P-selectin) or it was low-expressed (ESA+/CD44+/CD24−/low) were able to sustain growth when
injected into mammary fat pads of non-obese diabetic severe combined immunodeficient (NOD/SCID)
immunocompromised mice [33]. Conversely, even 100 times more of CD44−/CD24+ breast cancer cells
injected to NOD/SCID mice failed to form tumors [33]. The BCSC population is not restricted to tumors
or primary cells but also found in different established breast cancer cell lines, where isolated cells with
a CD44+/CD24−/ESA+ phenotype (more correlated with basal than luminal breast cancer cell lines
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types) were able to reconstitute the parental cell line [34,35]. Established cell lines might be then a good
cost-effective model to study BCSC characteristics and start developing drugs against this population.
BCSCs can also be separated from other cell populations within the bulk of the tumor using the
commercially available Aldefluor kit (Stem Cell Technologies, Inc.) based on aldehyde deshydrogenase
(ALDH) activity. It is worth mentioning that even though ALDH+ cells have also been identified as
tumor initiating cells, they partially overlap the isolated CD44+/CD24− population, indicating that
the phenotypically isolation of cells does not include all BCSCs [36]. Recent evidences suggest that
BCSCs may form part of two interconvert dynamic mesenchymal-epithelial transition (MET)-EMT
states that gives rise to more quiescent, mesenchymal-like BCSCs (CD44+/CD24−), localized at the
tumor’s invasive front and more proliferative epithelial-like BCSCs (ALDH+), found more centrally
within tumors [37]. This provides a logical explanation to the mismatch of phenotypically distinct
population of cells with stem characteristics. The cell surface adhesion molecule CD44, is the
hyaluronic acid (HA; also known as hyaluronan) receptor that mediates cell-cell and cell-extracellular
matrix interactions. This transmembrane glycoprotein counts with various isoforms as a result
of post-translational modifications such as N- and O-glycosylation and alternative splicing of the
primary transcript, ranging from the standard isoform (CD44S) with none of the variable exons
to all of the different isoforms containing exons v2–v10 (exon v1 is not expressed in humans) [36].
Eleonor Olsson and coworkers found a differential CD44 isoform pattern expression within several
molecular subtype breast cancer cell lines, interestingly varying when the same cell line was cultured
in adherent surface or in suspension as mammospheres, evidencing the importance of certain CD44v+

cell types in stemness [36]. Whereas, the small glycoprotein CD24, also known as heat stable antigen
(HAS) is involved in the negative regulation of chemokine receptor CXCR4, which is involved in
cellular adhesion, proliferation and metastasis. Although the CD44+/CD24−/low markers have been
widely used to identify breast cancer cells with stemness properties, there are controversies regarding
their tumorigenicity. The controversy of these two cell markers led to seek new and more reliable
stemness markers. Thus, CD133 or CD49f among others have been suggested. The transmembrane
glycoprotein CD133 or Prominin 1 has been identified in many tumors including colon [38,39], liver [40],
pancreas [41], or endometrium [42] among others. O’Brien et al. and Ricci et al. identified that CD133+

colon cancer cells had the ability to initiate tumor growth. In BC, although there are studies that
identify the CD133 as a good BCSC marker [43,44], its prognostic role has not been well defined
yet. The CD49f also known as integrin α6 (ITGA6) has been related to cell adhesion and signaling.
CD49f has been associated to poor prognosis and reduced survival in BC [45].

Additionally, BCSCs have also been seen to be TGF-β responsive and expressing the HER2
oncoprotein [34,46,47]. In contrast to differentiated cells that undergo anoikis, BCSCs have the ability
to proliferate in suspension, being successfully propagated in vitro as nonadherent mammospheres
through the mammosphere-forming efficiency (MSFE) assay [48,49]. Related to this, self-renewal
ability is indirectly assessed by the ability of mammospheres to be serially passaged at a clonal
density [48]. TGF-β1 exposure induces an EMT in non-tumorigenic, immortalized human mammary
epithelial cell line (HMLEs), increasing by more than 40 times the mammosphere capacity of these
cells. The same study proved the importance of the transcription factors Twist and Snail by ectopic
expression of one of these two in HMLEs cells leading to significant increase in the number of
mammospheres formed [30]. Recently, the JAK/STAT3 pathway has been identified to be important
in BCSCs, the blockade of which leads to self-renewal inhibition and expression of lipid metabolic
genes [50]. Analogously to other cancer type’s stem cells and in normal stem cells, in BCSCs the
embryonic-related pathways Wnt/β-catenin, Hh and Notch, are dysregulated and play an important
role in tumor resistance, recurrence and metastasis [51]. Wnt/β-catenin pathway has been involved in
stemness and differentiation in various cancer cells. It has been described that BCSCs present a higher
activity of Wnt pathway. Hh pathway has been associated with tumorigenesis and with maintenance of
self-renewal in BCSCs [52,53]. Finally, Notch pathway is involved in cell fate regulation of the mammary
gland [54] and has a critical role in BCSCs promoting chemoresistance and radioresistance [55]
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(Figure 2). These pathways in BC tumors are often altered by signals from tumor microenvironment or
“niche” [56]. Analogously to stem cells and other CSCs, BCSCs interact via growth factors and cytokine
networks with cells inside the tumor microenvironment, i.e., mesenchymal stem cells, tissue-associated
fibroblasts, endothelial cells, adipocytes, and immune cells [57]. The intracellular communication
within tumor microenvironment is through small vesicles called exosomes. These contain mRNAs,
proteins, and non-coding RNAs (ncRNAs) that control gene expression of BCSCs.

Recently, ncRNAs have been associated with BCSCs, mainly microRNAs (miRNAs) and long
non-coding RNAs (lncRNAs). Different miRNAs such as miR-155 [58], miR-140, or miR-22 [59] have
been specifically associated with the regulation of BCSCs properties, thus being useful as potential
biomarkers and interesting targets to design a BCSC-directed therapy. Moreover, miR-200, miR-7,
miR-10, and let-7 are different anticancer miRNAs related to drug resistance in stem cells [59,60].
Regarding lncRNAs, HOTAIR, ROR, and 00617 have been described to be involved in BCSCs by
regulating EMT signaling pathways [61–63].

Therefore, the different BCSC properties identified are crucial for the development of new
therapeutic targets for BC patients who progress to first-line treatment.Molecules 2018, 23, x FOR PEER REVIEW  6 of 16 
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4. BCSCs and Drug-Resistance

Standard therapies act on rapidly dividing cells and are in general effective in reducing the size
of primary tumors, however complete tumor eradication is not always achieved due in part, by the
presence of BCSCs. Although highly proliferative, BCSCs as well as their normal counterpart, remain
most of the time in a quiescent state also known as dormancy (G0 phase of the cell cycle) that may be
protecting them from chemotherapy and/or radiation damage [64]. Related to this, treatment with
chemotherapy has been seen to increase the percentage of tumorigenic CD44+/CD24−/low cells [31].
In addition, BCSCs express high levels of ATP-binding cassette (ABC) transporters, such as MDR1
(ABCB1) and the latest drug efflux pump discovered, BCRP (ABCG2) [65,66]. These cells known as
“side population or SP” due to the ability of excluding dyes such as Hoechst 33342 or Rhodamine,
are also capable of pumping out chemotherapeutic agents and represent 0.2–5.0% of the total cell
population [67]. Interestingly, the SP phenotype is more commonly found in luminal subtype of BC
compared to other subtypes [68]. Another stem cell indicator described is the ALDH enzyme which
is important in stem cell differentiation via retinoic acid [69]. ALDH is related to resistance since
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it is able to metabolically inactivate chemotherapeutic agents such as cyclophosphamide [70]. It is
worth mentioning that high ALDH activity might be due to the presence of different ALDH isoforms,
however depending on the tumor type a specific isozyme will have a more relevant contribution [69].
For example, the ALDH isoform ALDH1 is a marker of normal and malignant mammary stem cells and
ALDH1-positive tumors have proven to be more aggressive probably due to stem properties [47]. There
is some evidence that ALDH1 depends on the signaling pathway PI3K/Akt of the HER2 receptor [71].

The relative resistance to radiation and cytotoxic agents of BCSCs may also be based in a more
efficient mechanism of DNA damage response (DDR) which leads to a decrease in apoptosis compared
to other mammary cell types [72] and the activation of DNA damage checkpoints genes. BCSCs
expressing CD44+/CD24- also have the capacity to reduce intracellular reactive oxygen species
(ROS) levels induced in ionizing radiation, by overexpression of radical scavenger, by increasing the
reduced glutathione synthesis though the Sx(-) antiporter system and by enhanced NADH and FADH2
products generated from metabolism alteration [50,73,74]. Additionally, BCSCs are predominantly
located in hypoxic areas, which confers more radiotherapy and chemotherapy resistance. Hypoxia
may increase the BCSC population through hypoxia-inducible factors (HIF-1α and HIF-2α) that
promote cell dedifferentiation by upregulation of embryonic stem cell markers [75]. HIF expression
and transcriptional activity induced after treatment with chemotherapy (paclitaxel or gemcitabine) in
different human BC cell lines led to BCSC population enrichment through interleukin-6 (IL-6) and IL-8
signaling and MDR1 overexpression [76]. Antiangiogenic therapy (sunitinib and bevacizumab) also
increased the proportion of BCSCs mediated through HIF-1α by the activation of the Wnt pathway
via Akt/β-catenin signaling [77]. Other CSC intrinsic resistance mechanisms include the activation of
PI3K/Akt signaling via phosphatase and tensin homolog (PTEN) driving cell cycle arrest [78], signaling
activation of Wnt/β-catenin, Hh and Notch [79,80] and constitutive activation of NF-κB [81]. Recently,
a study showed that cells resistant to trastuzumab expressed increased levels of Notch-1 which represses
PTEN and leads to hyperactivation of ERK1/2 signaling [82] (for a summary see Figure 2).

5. Drugs Targeting (B)CSCs

The higher resistance of BCSCs to standard therapies in comparison with other cells of the tumor
bulk highlights the need for new therapies targeting the stem population. All the aforementioned
BCSCs properties, markers and mechanisms of resistance may be potential targets to designing a
more efficient therapy to use alone or in combination with current used therapies, for the treatment of
patients diagnosed with BC.

The quiescent state of BCSCs might be altered by targeting the cyclin-dependent kinase inhibitors
p57KIP2, p27KIP1, and p18INK4c as seen in hematopoietic (HCSs) [64,83] and chronic myeloid
leukemia [84] stem cells. The authors proved the importance of these proteins in quiescence and
self-renewal activity using knock-in mouse models. Fbxw7 (F-box protein), one of the four subunits of
the SCF-type ubiquitin ligase complex, may be a potential target as it has been shown to be implicated
in quiescence maintenance by reducing the levels of c-Myc, a transcriptional factor related to the
transcriptional modulation of genes involved in cell cycle and proliferation functions. Fbxw7 ablation
sensitize non-dividing leukemia-initiating cells to imatinib [85], therefore the stimulation of CSCs to
re-enter the cell cycle may increase the effect of current therapies. Gasca et al. found that silencing
Fbxw7 in TNBC (MDA-MB-468) endow this cell line with paclitaxel resistance and fbxw7 expression
in cells resistant to the chemotherapeutic drug resensitized them [86]. Quiescence of HCSs might also
be disrupted by overexpression of BCRA1 as seen in transgenic mice [87].

Sulfasalazine, an antirheumatic drug that inhibits the activity of the xCT protein, which forms the
cysteine-glutamate transporter, reduced CD44v+ cells and GSH levels in tumor cells of patients with
advanced gastric cancer [88], thus providing a rationale for therapy success improvement by increasing
radiation sensitivity of CSCs, what in turn reduces the ability to compensate for ROS effects. The Ataxia
Telangiectasia Mutated (ATM) gene constitutes the DNA damage surveillance/repair system.
After radiation, CD44+/CD24− BCSCs isolated from established breast cancer cell lines and primary
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culture of patient breast cancer cells presented high ATM signaling activity, and treatment with an ATM
inhibitor resensitized these cells to radiation [89]. Thus, decreasing the radiation resistance of BCSCs by
targeting the ATM signaling may prevent relapse after conventional first-line therapy. The stimulation
of HIF-1α induced in hypoxia conditions that promotes BCSC development may be targeted by HIF-1α
inhibitors such as ganetespib (a second-generation HSP90 inhibitor) [90] overcoming chemoresistance,
both in vitro and in vivo [76]. In addition to HIF-1α inhibitors, other hypoxia-related strategies like
the inhibition of the AlkB homolog 5 (ALKBH5) expression that depends on the hypoxia-inducible
factors HIF-1α and HIF-2α, resulted in significant down-expression of NANOG, a pluripotency factor
important in maintenance and specification of CSCs [91]. Other strategies involve the ALDH activity,
which may also be targeted in combination with current therapy to increase better outcome of patients
with BC. Alysha K. and Alison L. demonstrated that the inhibition of ALDH activity by means of
all-trans retinoic acid (ATRA) or the specific ALDH inhibitor diethylaminobenzaldehyde (DEAB)
increases the effect of chemotherapy (doxorubicin/paclitaxel) and radiotherapy on TNBC cells [92].

Salinomycin, an ionophore antibiotic isolated from Streptomyces albus used by veterinarians,
has proven to selectively kill BCSCs in different histological types of breast cancer, by changing the
expression of genes involved in metastasis-free survival, overall survival, tumorosphere formation
ability, and EMT differentiation [55,93,94]. The combination of salinomycin targeting stem cells
with current chemotherapeutic drugs i.e., doxorubicin or paclitaxel directed to cancer cells, common
anti-HER2 targeted therapies (monoclonal antibody trastuzumab and the small molecule lapatinib),
as well as a histone deacetylase inhibitor have synergistically inhibited tumor growth [93,95,96].
Enhanced cellular uptake and selectivity towards BCSCs of salinomycin has been achieved by using
nanoparticles coated with HA, the primary CD44 binding molecule [94]. From fact, the function of CD44
expression as a hyaluronan receptor has been used to specifically direct drugs alone or encapsulated
against the cancer stem population. A recent study showed that the used of hyaluronan-conjugated
liposomes encapsulating the anticancer agent gemcitabine not only increased the inhibitory capacity
of gemcitabine against BCSCs but also reduced the systemic toxicity of the drug alone on normal
tissue, a fact to consider in the development of anticancer drugs [97]. Other strategies involving the
CD44 are the inhibition of HA and its receptor by using small HA oligosaccharides that compete with
endogenous HA polymer [98] or antibodies that block the HA-binding site of CD44 [99].

Dysregulated Wnt, Hh, and Notch signaling pathways have also been studied to establish
pharmacological targets of BCSCs. Different dietary polyphenol compounds have been shown to
directly or indirectly act on self-renewal and survival pathways of CSCs. Among them, sulforaphane
from cruciferous vegetables [100,101], epigallocatechin-3-gallate, the most abundant catechin in green
tea [102,103], resveratrol from red grapes, peanut, and blueberries [104,105], curcumin found in
spices [106], and piperine from black and long peppers [106] have proven efficacy in targeting BCSCs.
Interestingly, neither curcumin nor piperine affected differentiated cells while their effect to BCSCs
was seen at relatively low concentrations, making both of them good candidates to be explored in
combination with therapies targeting non-cancer stem cells.

6. Drugs Targeting Wnt, Notch and Hh in Clinical Trials for Patients with BC

The CSC concept implies the development of new drugs targeting both CSCs and the bulk of
the tumor or the combination of current therapies with CSC-targeted ones. Here we present the
anti-BCSCs drugs developed targeting Wnt, Notch, and Hh pathways that have reached clinical trials
for breast cancer patients (Figure 3).
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0752 (Table 1) from Merck in combination with docetaxel has reached phase I/II clinical trials for 
metastatic breast cancer. Undergoing serial patients’ biopsies showed a decrease in cell population 
with CD44+/CD24− phenotype, ALDH+ activity and a reduction in MSFE, leading to the first evidence 
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clinical trials are RO4929097 in combination with paclitaxel and carboplatin in patients with stage 
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Notch counts with four transmembrane receptors (Notch1-4) that interact with five ligands
(DLL1, 3, 4, Jagged1, 2). Due to this heterogeneity and the wide spectrum of possibilities, the most
clinically evolved approach is the inhibition of Notch signaling using γ-secretase inhibitors (GSIs).
Notch receptors are cleaved by γ-secretase, releasing the Notch intracellular domains (NCID) and
subsequently activating Notch signaling. NCID is then translocated to the nucleus where it induces
gene transcription by interacting with other co-factors. The experimental γ-secretase inhibitor MK-0752
(Table 1) from Merck in combination with docetaxel has reached phase I/II clinical trials for metastatic
breast cancer. Undergoing serial patients’ biopsies showed a decrease in cell population with
CD44+/CD24− phenotype, ALDH+ activity and a reduction in MSFE, leading to the first evidence
of the benefits of BCSC-targeted therapy thought the inhibition of Notch pathway in combination
with systemic cytotoxic therapy [107]. Other GSIs for the treatment of breast cancer that have reached
clinical trials are RO4929097 in combination with paclitaxel and carboplatin in patients with stage
II/III TNBC (ClinicalTrials.gov Identifier: NCT01238133), PF-03084014, and LY450139 (semagacestat),
the first GSI to enter phase III clinical trials for the treatment of Alzheimer’s Disease. CB-103 is a
protein-protein interaction inhibitor targeting Notch signaling that is currently in phase I/II clinical
trials for advanced or metastatic breast cancer (Table 1).

BCSCs also show enhanced activation of Wnt pathway compared to the bulk of the
tumor [108]. Wnt ligand may stimulate the canonical (Wnt/β-catenin dependent pathway) or two
β-catenin-independent pathways, the Planar Cell Polarity (Wnt/JNK) pathway and the Wnt/Ca2+

pathway [109]. In the canonical pathway, the extra-cellular Wnt binds the heterodimer receptor form
by the seven-pass transmembrane Frizzled (FZD) and the single-pass low-density lipoprotein LRP 5 or
6 which activates the complex made of Axin, Adenomatous polyposis coli (APC), and the glycogen
synthase kinase 3β (GSK3β). Subsequently, the β-catenin is translocated to the nucleus where it
binds to the TCF/LEF transcription factors and modulates the expression of Wnt-responsive genes.
In the non-canonical pathway, the Wnt signal is mediated through FZD and/or ROR1/ROR2/RYK
co-receptors, activating the JNK or Ca2+ signaling cascades [109]. Many studies have focused on
different targets of the Wnt pathway such as PORCN, RSPO3, WNT2B, FZD5, FZD10, ROR1, tankyrase,
and β-catenin, from which six drugs have been developed and reached clinical trials [110]. Among
them, four molecules are or have been tested for the treatment of breast cancers, thus targeting BCSCs.
Two monoclonal antibodies, vantictumab (OMP-18R5) and cirmtuzumab (UC-961), an anti-Frizzled
and anti-ROR1, respectively, are studied in combination with paclitaxel for metastatic breast cancer
(Table 1). There is now a clinical trial recruiting patients with breast cancer to find the recommended
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dose of LGK-974 (WNT974), an inhibitor of the endogenous Wnt palmitoleoylase PORCN, required for
the palmitoylation of Wnt ligands, a necessary step in the processing of Wnt ligand secretion, alone and
in combination with immunotherapy (an anti-PD-1). LGK-974 has proven efficacy in different cancer
models both in vitro and in vivo [111]. Finally, two clinical trials have been started using Foxy-5,
a formylated six amino acid peptide fragment that mimics the effects of Wnt5a, a non-canonical
member of the Wnt family, which plays an important role in organ development, tissue orientation,
cell polarity, and migration, thus, acting as an anti-metastatic cancer drug.

The Hh pathway has also been explored in studies in vitro and in vivo. The Hh ligands (Sonic or
Shh, Indian or Ihh, and Desert or Dhh) inhibit Hh pathway after binding to Patched 1 or 2, which in
turns interacts with Smoothened that releases GLI1-3. Sims-Mourtada and co-workers co-treated
breast cancer cells with Hh inhibitors and docetaxel and found a decrease in the CD44+/CD24− BCSC
population and mammosphere formation that was on the contrary increased when treating with
docetaxel alone [112]. They relate the activation of Hh signaling with over expression of MDR1 and
ABCG2 in BCSCs providing evidence for the inhibition of this pathway to avoid resistance to first-line
therapy. Despite the existence of these pre-clinical promising results, only two Hh inhibitors have
made their way to clinical trials for the treatment of breast cancer, both in combination with other
drugs (Table 1).

Table 1. Inhibitors of BCSCs signaling pathways in clinical trials.

Signaling
Pathway Drug Phase Status Combined with: Type of Breast

Cancer
ClinicalTrials.Gov

Identifier

Notch

MK-0752

Pilot unknown Tamoxifen or Letrozole Early stage BC NCT00756717

I/II completed Docetaxel Advanced or
Metastatic NCT00645333

I completed NA Metastatic or
locally Advanced NCT00106145

RO4929097
(RG-4733)

I completed Letrozole ER+, HER2−,
PR+, stage II/IIIA NCT01208441

I completed Paclitaxel and
Carboplatin Stage II/III TNBC NCT01238133

I completed Vismodegib * Metastatic TNBC NCT01071564

I completed Exemestane Advanced or
Metastatic NCT01149356

II completed NA
Advanced,

Metastatic, or
Recurrent TNBC

NCT01151449

I completed Capecitabine Refractory NCT01158274

I completed Cediranib Maleate Advanced NCT01131234

PF-03084014
(Nirogacestat)

I completed Docetaxel Advanced NCT01876251

II withdrawn NA Chemoresistant
TNBC NCT02338531

II completed NA Advanced NCT02299635

LY3039478
(crenigacestat) I recruiting

Taladegib, Abemacinib,
Cisplatin, Gemcitabine,
Carboplatin, LY3023414

Advanced or
metastatic NCT02784795

CB-103 I/II recruiting NA Advanced or
metastatic NCT03422679

Hedgehog

GDC-0449
(vismodegib) II recruiting Paclitaxel, Epirubicin,

Cyclophosphamide TN NCT02694224

LDE225
(sonidegib)

I unknown Docetaxel Advanced NCT02027376

II withdrawn NA Stage III ER-,
HER2- NCT01757327

I completed BKM120 Metastatic NCT01576666
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Table 1. Cont.

Signaling
Pathway Drug Phase Status Combined with: Type of Breast

Cancer
ClinicalTrials.Gov

Identifier

Wnt

LGK-974
(WNT974) I recruiting PDR001 (anti-PD-1) TN NCT01351103

Foxy-5 I completed NA Metastatic NCT02020291

I recruiting NA Metastatic NCT02655952

OMP-18R5
(ventictumab) I completed Paclitaxel Metastatic NCT01973309

UC-961
(Cirmtuzumab) I not yet

recruiting Paclitaxel HER2 negative
metastatic NCT02776917

* Inhibitor of Hedgehog pathway. TN: Triple negative; a breast cancer subtype HER2-, ER- (estrogen receptor) and
PR- (progesterone receptor). NA: not applicable.

7. Conclusions

Increasing evidence indicates the existence of tumor initiating or cancer stem cells within tumors
responsible in part of drug resistance and current treatment failure and recurrence. Significant advances
have been made in the identification, isolation, and characterization of BCSCs and in consequence
in the development of new compounds targeting this small cell population. All of the presented
targets here might be of use for the development of a BCSC-directed therapy, however we believe
a combination of the pharmacological targets would be desirable since BCSC resistant clones may
appear because of the selection pressure derived from monotherapy. In like manner, the plasticity
of BCSCs to shift between stem-like and non-stem-like states implies that the targeted therapy must
not be restricted to this small population, but rather to a combination treatment also addressing more
differentiated progenitors and the bulk tumor cell population.

Author Contributions: S.P., T.P., and S.R.-M. wrote the manuscript. S.R.-M. and T.P. conceived the structure of
the review, revised and edited the manuscript.

Funding: S.P. acknowledges University of Girona and La Caixa Foundation for the pre-doctoral grant. The authors
thank University of Girona (MPCUdG2016/036) and the Catalonian Government (2017SGR00385) for the support.
This work was partially supported by Spanish grants from Fundación Ramón Areces and Instituto de Salud Carlos
III (ISCIII) (PI11/00692 and PI14/00329), Funcació Oncolliga and RadikalSwim (OncoSwim) and La Marató de
TV3 (20131530).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Sørlie, T.; Tibshirani, R.; Parker, J.; Hastie, T.; Marron, J.S.; Nobel, A.; Deng, S.; Johnsen, H.; Pesich, R.;
Geisler, S.; et al. Repeated observation of breast tumor subtypes in independent gene expression data sets.
Proc. Natl. Acad. Sci. USA 2003, 100, 8418–8423. [CrossRef] [PubMed]

2. Carey, L.A.; Perou, C.M.; Livasy, C.A.; Dressler, L.G.; Cowan, D.; Conway, K.; Karaca, G.; Troester, M.A.;
Tse, C.K.; Edmiston, S.; et al. Race, Breast Cancer Subtypes, and Survival in the Carolina Breast Cancer Study.
JAMA 2006, 295, 2492. [CrossRef] [PubMed]

3. Slamon, D.J.; Clark, G.M.; Wong, S.G.; Levin, W.J.; Ullrich, A.; McGuire, W.L. Human breast cancer:
Correlation of relapse and survival with amplification of the HER-2/neu oncogene. Science 1987, 235,
177–182. [CrossRef] [PubMed]

4. Slamon, D.J.; Godolphin, W.; Jones, L.A.; Holt, J.A.; Wong, S.G.; Keith, D.E.; Levin, W.J.; Stuart, S.G.; Udove, J.;
Ullrich, A. Studies of the HER-2/neu proto-oncogene in human breast and ovarian cancer. Science 1989, 244,
707–712. [CrossRef] [PubMed]

5. Bauer, K.R.; Brown, M.; Cress, R.D.; Parise, C.A.; Caggiano, V. Descriptive analysis of estrogen receptor
(ER)-negative, progesterone receptor (PR)-negative, and HER2-negative invasive breast cancer, the so-called
triple-negative phenotype. Cancer 2007, 109, 1721–1728. [CrossRef] [PubMed]

6. Sørlie, T.; Perou, C.M.; Tibshirani, R.; Aas, T.; Geisler, S.; Johnsen, H.; Hastie, T.; Eisen, M.B.; van de Rijn, M.;
Jeffrey, S.S.; et al. Gene expression patterns of breast carcinomas distinguish tumor subclasses with clinical
implications. Proc. Natl. Acad. Sci. USA 2001, 98, 10869–10874. [CrossRef] [PubMed]

http://dx.doi.org/10.1073/pnas.0932692100
http://www.ncbi.nlm.nih.gov/pubmed/12829800
http://dx.doi.org/10.1001/jama.295.21.2492
http://www.ncbi.nlm.nih.gov/pubmed/16757721
http://dx.doi.org/10.1126/science.3798106
http://www.ncbi.nlm.nih.gov/pubmed/3798106
http://dx.doi.org/10.1126/science.2470152
http://www.ncbi.nlm.nih.gov/pubmed/2470152
http://dx.doi.org/10.1002/cncr.22618
http://www.ncbi.nlm.nih.gov/pubmed/17387718
http://dx.doi.org/10.1073/pnas.191367098
http://www.ncbi.nlm.nih.gov/pubmed/11553815


Molecules 2018, 23, 2193 11 of 16

7. Perou, C.M.; Sørlie, T.; Eisen, M.B.; van de Rijn, M.; Jeffrey, S.S.; Rees, C.A.; Pollack, J.R.; Ross, D.T.;
Johnsen, H.; Akslen, L.A.; et al. Molecular portraits of human breast tumours. Nature 2000, 406, 747–752.
[CrossRef] [PubMed]

8. Prat, A.; Parker, J.S.; Karginova, O.; Fan, C.; Livasy, C.; Herschkowitz, J.I.; He, X.; Perou, C.M. Phenotypic
and molecular characterization of the claudin-low intrinsic subtype of breast cancer. Breast Cancer Res. 2010,
12. [CrossRef] [PubMed]

9. Grandér, D. How do mutated oncogenes and tumor suppressor genes cause cancer? Med. Oncol. 1998, 15,
20–26. [CrossRef] [PubMed]

10. Sin, W.C.; Lim, C.L. Breast cancer stem cells—From origins to targeted therapy. Stem Cell Investig. 2017, 4,
96–96. [CrossRef] [PubMed]

11. Dalerba, P.; Cho, R.W.; Clarke, M.F. Cancer Stem Cells: Models and Concepts. Annu. Rev. Med. 2007, 58,
267–284. [CrossRef] [PubMed]

12. Lawson, J.C.; Blatch, G.L.; Edkins, A.L. Cancer stem cells in breast cancer and metastasis. Breast Cancer Res. Treat.
2009, 118, 241–254. [CrossRef] [PubMed]

13. Dick, J.E. Looking ahead in cancer stem cell research. Nat. Biotechnol. 2009, 27, 44–46. [CrossRef] [PubMed]
14. Lapidot, T.; Sirard, C.; Vormoor, J.; Murdoch, B.; Hoang, T.; Caceres-Cortes, J.; Minden, M.; Paterson, B.;

Caligiuri, M.A.; Dick, J.E. A cell initiating human acute myeloid leukaemia after transplantation into SCID
mice. Nature 1994, 367, 645–648. [CrossRef] [PubMed]

15. Singh, S.K.; Clarke, I.D.; Terasaki, M.; Bonn, V.E.; Hawkins, C.; Squire, J.; Dirks, P.B. Identification of a cancer
stem cell in human brain tumors. Cancer Res. 2003, 63, 5821–5828. [PubMed]

16. Zhang, S.; Balch, C.; Chan, M.W.; Lai, H.-C.; Matei, D.; Schilder, J.M.; Yan, P.S.; Huang, T.H.-M.; Nephew, K.P.
Identification and characterization of ovarian cancer-initiating cells from primary human tumors. Cancer Res.
2008, 68, 4311–4320. [CrossRef] [PubMed]

17. Eramo, A.; Lotti, F.; Sette, G.; Pilozzi, E.; Biffoni, M.; Di Virgilio, A.; Conticello, C.; Ruco, L.; Peschle, C.; De
Maria, R. Identification and expansion of the tumorigenic lung cancer stem cell population. Cell Death Differ.
2008, 15, 504–514. [CrossRef] [PubMed]

18. Wang, X.; Kruithof-de Julio, M.; Economides, K.D.; Walker, D.; Yu, H.; Halili, M.V.; Hu, Y.-P.; Price, S.M.;
Abate-Shen, C.; Shen, M.M. A luminal epithelial stem cell that is a cell of origin for prostate cancer. Nature
2009, 461, 495–500. [CrossRef] [PubMed]

19. Marsden, C.G.; Wright, M.J.; Pochampally, R.; Rowan, B.G. Breast Tumor-Initiating Cells Isolated from
Patient Core Biopsies for Study of Hormone Action. In Methods in Molecular Biology; Humana Press: Totowa,
NJ, USA, 2009; Volume 590, pp. 363–375. [CrossRef]

20. Xia, P. Surface Markers of Cancer Stem Cells in Solid Tumors. Curr. Stem Cell Res. Ther. 2014, 9, 102–111.
[CrossRef] [PubMed]

21. Klonisch, T.; Wiechec, E.; Hombach-Klonisch, S.; Ande, S.R.; Wesselborg, S.; Schulze-Osthoff, K.; Los, M.
Cancer stem cell markers in common cancers-therapeutic implications. Trends Mol. Med. 2008, 14, 450–460.
[CrossRef] [PubMed]

22. Han, S.W.; Pil, G.H.; Doo, H.C.; Kim, D.W.; Im, S.A.; Young, T.K.; Kim, T.Y.; Dae, S.H.; Bang, Y.J.; Noe, K.K.
Epidermal growth factor receptor (EGFR) downstream molecules as response predictive markers for gefitinib
(Iressa, ZD1839) in chemotherapy-resistant non-small cell lung cancer. Int. J. Cancer 2005, 113, 109–115.
[CrossRef] [PubMed]

23. Karsten, U.; Goletz, S. What makes cancer stem cell markers different? Springerplus 2013, 2, 301. [CrossRef]
[PubMed]

24. Reya, T.; Morrison, S.J.; Clarke, M.F.; Weissman, I.L. Stem cells, cancer, and cancer stem cells. Nature 2001,
414, 105–111. [CrossRef] [PubMed]

25. Gerecht, S.; Burdick, J.A.; Ferreira, L.S.; Townsend, S.A.; Langer, R.; Vunjak-Novakovic, G. Hyaluronic acid
hydrogel for controlled self-renewal and differentiation of human embryonic stem cells. Proc. Natl. Acad. Sci. USA
2007, 104, 11298–11303. [CrossRef] [PubMed]

26. Sheridan, C.; Kishimoto, H.; Fuchs, R.K.; Mehrotra, S.; Bhat-Nakshatri, P.; Turner, C.H.; Goulet, R.; Badve, S.;
Nakshatri, H. CD44+/CD24-Breast cancer cells exhibit enhanced invase properties: An early step necessary
for metastasis. Breast Cancer Res. 2006, 8, 1–13. [CrossRef] [PubMed]

27. Rabionet, M.; Yeste, M.; Puig, T.; Ciurana, J. Electrospinning PCL scaffolds manufacture for three-dimensional
breast cancer cell culture. Polymers 2017, 9, 1–15. [CrossRef]

http://dx.doi.org/10.1038/35021093
http://www.ncbi.nlm.nih.gov/pubmed/10963602
http://dx.doi.org/10.1186/bcr2635
http://www.ncbi.nlm.nih.gov/pubmed/20813035
http://dx.doi.org/10.1007/BF02787340
http://www.ncbi.nlm.nih.gov/pubmed/9643526
http://dx.doi.org/10.21037/sci.2017.11.03
http://www.ncbi.nlm.nih.gov/pubmed/29270422
http://dx.doi.org/10.1146/annurev.med.58.062105.204854
http://www.ncbi.nlm.nih.gov/pubmed/17002552
http://dx.doi.org/10.1007/s10549-009-0524-9
http://www.ncbi.nlm.nih.gov/pubmed/19731012
http://dx.doi.org/10.1038/nbt0109-44
http://www.ncbi.nlm.nih.gov/pubmed/19131997
http://dx.doi.org/10.1038/367645a0
http://www.ncbi.nlm.nih.gov/pubmed/7509044
http://www.ncbi.nlm.nih.gov/pubmed/14522905
http://dx.doi.org/10.1158/0008-5472.CAN-08-0364
http://www.ncbi.nlm.nih.gov/pubmed/18519691
http://dx.doi.org/10.1038/sj.cdd.4402283
http://www.ncbi.nlm.nih.gov/pubmed/18049477
http://dx.doi.org/10.1038/nature08361
http://www.ncbi.nlm.nih.gov/pubmed/19741607
http://dx.doi.org/10.1007/978-1-60327-378-7
http://dx.doi.org/10.2174/1574888X09666131217003709
http://www.ncbi.nlm.nih.gov/pubmed/24359139
http://dx.doi.org/10.1016/j.molmed.2008.08.003
http://www.ncbi.nlm.nih.gov/pubmed/18775674
http://dx.doi.org/10.1002/ijc.20550
http://www.ncbi.nlm.nih.gov/pubmed/15386420
http://dx.doi.org/10.1186/2193-1801-2-301
http://www.ncbi.nlm.nih.gov/pubmed/23888272
http://dx.doi.org/10.1038/35102167
http://www.ncbi.nlm.nih.gov/pubmed/11689955
http://dx.doi.org/10.1073/pnas.0703723104
http://www.ncbi.nlm.nih.gov/pubmed/17581871
http://dx.doi.org/10.1186/bcr1610
http://www.ncbi.nlm.nih.gov/pubmed/17062128
http://dx.doi.org/10.3390/polym9080328


Molecules 2018, 23, 2193 12 of 16

28. Kotiyal, S.; Bhattacharya, S. Biochemical and Biophysical Research Communications Breast cancer stem cells,
EMT and therapeutic targets. Biochem. Biophys. Res. Commun. 2014, 453, 112–116. [CrossRef] [PubMed]

29. Chung, S.S.; Giehl, N.; Wu, Y.; Vadgama, J.V. STAT3 activation in HER2-overexpressing breast cancer
promotes epithelial-mesenchymal transition and cancer stem cell traits. Int. J. Oncol. 2014, 44, 403–411.
[CrossRef] [PubMed]

30. Mani, S.A.; Guo, W.; Liao, M.-J.; Eaton, E.N.; Ayyanan, A.; Zhou, A.Y.; Brooks, M.; Reinhard, F.; Zhang, C.C.;
Shipitsin, M.; et al. The Epithelial-Mesenchymal Transition Generates Cells with Properties of Stem Cells.
Cell 2008, 133, 704–715. [CrossRef] [PubMed]

31. Li, X.; Lewis, M.T.; Huang, J.; Gutierrez, C.; Osborne, C.K.; Wu, M.F.; Hilsenbeck, S.G.; Pavlick, A.; Zhang, X.;
Chamness, G.C.; et al. Intrinsic resistance of tumorigenic breast cancer cells to chemotherapy. J. Natl. Cancer Inst.
2008, 100, 672–679. [CrossRef] [PubMed]

32. Zhou, L.; Jiang, Y.; Yan, T.; Di, G.; Shen, Z.; Shao, Z.; Lu, J. The prognostic role of cancer stem cells in breast
cancer: a meta-analysis of published literatures. Breast Cancer Res. Treat. 2010, 122, 795–801. [CrossRef]
[PubMed]

33. Al-hajj, M.; Wicha, M.S.; Benito-hernandez, A.; Morrison, S.J.; Clarke, M.F. Prospective identification of
tumorigenic breast cancer cells. Proc. Natl. Acad. Sci. USA 2003. [CrossRef] [PubMed]

34. Charafe-jauffret, E.; Ginestier, C.; Iovino, F.; Wicinski, J.; Cervera, N.; Finetti, P.; Hur, M.; Diebel, M.E.;
Monville, F.; Brown, M.; et al. Breast cancer cell lines contain funtional cancer stem cells with metastatic
capacity and distinct molecular signature. Cancer Res. 2009, 69, 1302–1313. [CrossRef] [PubMed]

35. Fillmore, C.M.; Kuperwasser, C. Human breast cancer cell lines contain stem-like cells that self-renew,
give rise to phenotypically diverse progeny and survive chemotherapy. Breast Cancer Res. 2008, 10, 1–13.
[CrossRef] [PubMed]

36. Olsson, E.; Honeth, G.; Bendahl, P.O.; Saal, L.H.; Gruvberger-Saal, S.; Ringnér, M.; Vallon-Christersson, J.;
Jönsson, G.; Holm, K.; Lövgren, K.; et al. CD44 isoforms are heterogeneously expressed in breast cancer and
correlate with tumor subtypes and cancer stem cell markers. BMC Cancer 2011, 11, 418. [CrossRef] [PubMed]

37. Liu, S.; Cong, Y.; Wang, D.; Sun, Y.; Deng, L.; Liu, Y.; Martin-trevino, R.; Shang, L.; Mcdermott, S.P.;
Landis, M.D.; et al. Stem Cell Reports. Stem Cell Rep. 2014, 2, 78–91. [CrossRef] [PubMed]

38. Schneider, M.; Huber, J.; Hadaschik, B.; Siegers, G.M.; Fiebig, H.-H.; Schüler, J. Characterization of colon
cancer cells: A functional approach characterizing CD133 as a potential stem cell marker. BMC Cancer 2012,
12, 96. [CrossRef] [PubMed]

39. Yang, Z.-L.; Zheng, Q.; Yan, J.; Pan, Y.; Wang, Z.-G. Upregulated CD133 expression in tumorigenesis of colon
cancer cells. World J. Gastroenterol. 2011, 17, 932. [CrossRef] [PubMed]

40. Ma, S. Biology and clinical implications of CD133+ liver cancer stem cells. Exp. Cell Res. 2013, 319, 126–132.
[CrossRef] [PubMed]

41. Hermann, P.C.; Huber, S.L.; Herrler, T.; Aicher, A.; Ellwart, J.W.; Guba, M.; Bruns, C.J.; Heeschen, C. Distinct
Populations of Cancer Stem Cells Determine Tumor Growth and Metastatic Activity in Human Pancreatic
Cancer. Cell Stem Cell 2007, 1, 313–323. [CrossRef] [PubMed]

42. Rutella, S.; Bonanno, G.; Procoli, A.; Mariotti, A.; Corallo, M.; Prisco, M.G.; Eramo, A.; Napoletano, C.;
Gallo, D.; Perillo, A.; et al. Cells with Characteristics of Cancer Stem/Progenitor Cells Express the CD133
Antigen in Human Endometrial Tumors. Clin. Cancer Res. 2009, 15, 4299–4311. [CrossRef] [PubMed]

43. Xia, P. CD133 mRNA may be a suitable prognostic marker for human breast cancer. Stem Cell Investig. 2017,
4, 87. [CrossRef] [PubMed]

44. Tume, L.; Paco, K.; Ubidia-Incio, R.; Moya, J. CD133 in breast cancer cells and in breast cancer stem cells as
another target for immunotherapy. Gac. Mex. Oncol. 2016, 15, 22–30. [CrossRef]

45. Friedrichs, K.; Ruiz, P.; Franke, F.; Gille, I.; Terpe, H.J.; Imhof, B.A. High expression level of alpha 6 integrin
in human breast carcinoma is correlated with reduced survival. Cancer Res. 1995, 55, 901–906. [PubMed]

46. Tan, A.R.; Alexe, G.; Reiss, M. Transforming growth factor-β signaling: emerging stem cell target in metastatic
breast cancer? Breast Cancer Res. Treat. 2009, 115, 453–495. [CrossRef] [PubMed]

47. Ginestier, C.; Hur, M.H.; Charafe-Jauffret, E.; Monville, F.; Dutcher, J.; Brown, M.; Jacquemier, J.; Viens, P.;
Kleer, C.G.; Liu, S.; et al. ALDH1 Is a Marker of Normal and Malignant Human Mammary Stem Cells and a
Predictor of Poor Clinical Outcome. Cell Stem Cell 2007, 1, 555–567. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.bbrc.2014.09.069
http://www.ncbi.nlm.nih.gov/pubmed/25261721
http://dx.doi.org/10.3892/ijo.2013.2195
http://www.ncbi.nlm.nih.gov/pubmed/24297508
http://dx.doi.org/10.1016/j.cell.2008.03.027
http://www.ncbi.nlm.nih.gov/pubmed/18485877
http://dx.doi.org/10.1093/jnci/djn123
http://www.ncbi.nlm.nih.gov/pubmed/18445819
http://dx.doi.org/10.1007/s10549-010-0999-4
http://www.ncbi.nlm.nih.gov/pubmed/20571867
http://dx.doi.org/10.1073/pnas.0530291100
http://www.ncbi.nlm.nih.gov/pubmed/12629218
http://dx.doi.org/10.1158/0008-5472.CAN-08-2741
http://www.ncbi.nlm.nih.gov/pubmed/19190339
http://dx.doi.org/10.1186/bcr1982
http://www.ncbi.nlm.nih.gov/pubmed/18366788
http://dx.doi.org/10.1186/1471-2407-11-418
http://www.ncbi.nlm.nih.gov/pubmed/21957977
http://dx.doi.org/10.1016/j.stemcr.2013.11.009
http://www.ncbi.nlm.nih.gov/pubmed/24511467
http://dx.doi.org/10.1186/1471-2407-12-96
http://www.ncbi.nlm.nih.gov/pubmed/22433494
http://dx.doi.org/10.3748/wjg.v17.i7.932
http://www.ncbi.nlm.nih.gov/pubmed/21412503
http://dx.doi.org/10.1016/j.yexcr.2012.09.007
http://www.ncbi.nlm.nih.gov/pubmed/22999864
http://dx.doi.org/10.1016/j.stem.2007.06.002
http://www.ncbi.nlm.nih.gov/pubmed/18371365
http://dx.doi.org/10.1158/1078-0432.CCR-08-1883
http://www.ncbi.nlm.nih.gov/pubmed/19509143
http://dx.doi.org/10.21037/sci.2017.10.03
http://www.ncbi.nlm.nih.gov/pubmed/29270413
http://dx.doi.org/10.1016/j.gamo.2016.01.003
http://www.ncbi.nlm.nih.gov/pubmed/7850807
http://dx.doi.org/10.1007/s10549-008-0184-1
http://www.ncbi.nlm.nih.gov/pubmed/18841463
http://dx.doi.org/10.1016/j.stem.2007.08.014
http://www.ncbi.nlm.nih.gov/pubmed/18371393


Molecules 2018, 23, 2193 13 of 16

48. Dontu, G.; Abdallah, W.M.; Foley, J.M.; Jackson, K.W.; Clarke, M.F.; Kawamura, M.J.; Wicha, M.S. In vitro
propagation and transcriptional profiling of human mammary stem / progenitor cells. Genes Dev. 2003, 17,
1253–1270. [CrossRef] [PubMed]

49. Ponti, D.; Costa, A.; Zaffaroni, N.; Pratesi, G.; Petrangolini, G.; Coradini, D.; Pilotti, S.; Pierotti, M.A.;
Daidone, M.G. Isolation and In vitro Propagation of Tumorigenic Breast Cancer Cells with Stem/Progenitor
Cell Properties. Cancer Res. 2005, 65, 5506–5511. [CrossRef] [PubMed]

50. Wang, T.; Fahrmann, J.F.; Lee, H.; Li, Y.J.; Tripathi, S.C.; Yue, C.; Zhang, C.; Lifshitz, V.; Song, J.; Yuan, Y.;
et al. JAK/STAT3-Regulated Fatty Acid β-Oxidation Is Critical for Breast Cancer Stem Cell Self-Renewal
and Chemoresistance. Cell Metab. 2017, 27, 136–150. [CrossRef] [PubMed]

51. Pires, B.R.; DE Amorim, Í.S.; Souza, L.D.; Rodrigues, J.A.; Mencalha, A.L. Targeting Cellular Signaling
Pathways in Breast Cancer Stem Cells and its Implication for Cancer Treatment. Anticancer Res. 2016, 36,
5681–5692. [CrossRef] [PubMed]

52. Cochrane, C.R.; Szczepny, A.; Watkins, D.N.; Cain, J.E. Hedgehog Signaling in the Maintenance of Cancer
Stem Cells. Cancers 2015, 7, 1554–1585. [CrossRef] [PubMed]

53. Wicking, C.; McGlinn, E. The role of hedgehog signalling in tumorigenesis. Cancer Lett. 2001, 173, 1–7.
[CrossRef]

54. Dontu, G.; Jackson, K.W.; McNicholas, E.; Kawamura, M.J.; Abdallah, W.M.; Wicha, M.S. Role of Notch
signaling in cell-fate determination of human mammary stem/progenitor cells. Breast Cancer Res. 2004, 6,
R605. [CrossRef] [PubMed]

55. Gupta, P.B.; Onder, T.T.; Jiang, G.; Tao, K.; Kuperwasser, C.; Weinberg, R.A.; Lander, E.S. Identification of
Selective Inhibitors of Cancer Stem Cells by High-Throughput Screening. Cell 2009, 138, 645–659. [CrossRef]
[PubMed]

56. Ma, X.-J.; Dahiya, S.; Richardson, E.; Erlander, M.; Sgroi, D.C. Gene expression profiling of the tumor
microenvironment during breast cancer progression. Breast Cancer Res. 2009, 11, R7. [CrossRef] [PubMed]

57. Korkaya, H.; Liu, S.; Wicha, M.S. Review series Breast cancer stem cells, cytokine networks, and the tumor
microenvironment. J. Clin. Investig. 2011, 121, 3804–3809. [CrossRef] [PubMed]

58. Santos, J.C.; Lima, N.D.S.; Sarian, L.O.; Matheu, A.; Ribeiro, M.L.; Derchain, S.F.M. Exosome-mediated breast
cancer chemoresistance via miR-155 transfer. Sci. Rep. 2018, 8, 1–11. [CrossRef] [PubMed]

59. Zhang, Y.; Xu, B.; Zhang, X.-P. Effects of miRNAs on functions of breast cancer stem cells and treatment of
breast cancer. Onco. Targets. Ther. 2018, 11, 4263–4270. [CrossRef] [PubMed]

60. Tekiner, T.A.; Basaga, H. Role of microRNA deregulation in breast cancer cell chemoresistance and stemness.
Curr. Med. Chem. 2013, 20, 3358–3369. [CrossRef] [PubMed]

61. Pádua Alves, C.; Fonseca, A.S.; Muys, B.R.; de Barros E Lima Bueno, R.; Bürger, M.C.;
de Souza, J.E.; Valente, V.; Zago, M.A.; Silva, W.A. Brief Report: The lincRNA Hotair Is Required for
Epithelial-to-Mesenchymal Transition and Stemness Maintenance of Cancer Cell Lines. Stem Cells 2013, 31,
2827–2832. [CrossRef] [PubMed]

62. Hou, P.; Zhao, Y.; Li, Z.; Yao, R.; Ma, M.; Gao, Y.; Zhao, L.; Zhang, Y.; Huang, B.; Lu, J. LincRNA-ROR
induces epithelial-to-mesenchymal transition and contributes to breast cancer tumorigenesis and metastasis.
Cell Death Dis. 2014, 5, e1287. [CrossRef] [PubMed]

63. Li, H.; Zhu, L.; Xu, L.; Qin, K.; Liu, C.; Yu, Y.; Su, D.; Wu, K.; Sheng, Y. Long noncoding RNA linc00617
exhibits oncogenic activity in breast cancer. Mol. Carcinog. 2017, 56, 3–17. [CrossRef] [PubMed]

64. Zou, P.; Yoshihara, H.; Hosokawa, K.; Tai, I.; Shinmyozu, K.; Tsukahara, F.; Maru, Y.; Nakayama, K.;
Nakayama, K.I.; Suda, T. p57Kip2 and p27Kip1 Cooperate to Maintain Hematopoietic Stem Cell Quiescence
through Interactions with Hsc70. Cell Stem Cell 2011, 9, 247–261. [CrossRef] [PubMed]

65. Staud, F.; Pavek, P. Breast cancer resistance protein (BCRP/ABCG2). Int. J. Biochem. Cell Biol. 2005, 37,
720–725. [CrossRef] [PubMed]

66. Dean, M. ABC transporters, drug resistance, and cancer stem cells. J. Mammary Gland Biol. Neoplasia 2009, 14,
3–9. [CrossRef] [PubMed]

67. Goodell, M.A.; Brose, K.; Paradis, G.; Conner, A.S.; Mulligan, R.C. Isolation and functional properties of
murine hematopoietic stem cells that are replicating in vivo. J. Exp. Med. 1996, 183, 1797–1806. [CrossRef]
[PubMed]

http://dx.doi.org/10.1101/gad.1061803
http://www.ncbi.nlm.nih.gov/pubmed/12756227
http://dx.doi.org/10.1158/0008-5472.CAN-05-0626
http://www.ncbi.nlm.nih.gov/pubmed/15994920
http://dx.doi.org/10.1016/j.cmet.2017.11.001
http://www.ncbi.nlm.nih.gov/pubmed/29249690
http://dx.doi.org/10.21873/anticanres.11151
http://www.ncbi.nlm.nih.gov/pubmed/27793889
http://dx.doi.org/10.3390/cancers7030851
http://www.ncbi.nlm.nih.gov/pubmed/26270676
http://dx.doi.org/10.1016/S0304-3835(01)00676-0
http://dx.doi.org/10.1186/bcr920
http://www.ncbi.nlm.nih.gov/pubmed/15535842
http://dx.doi.org/10.1016/j.cell.2009.06.034
http://www.ncbi.nlm.nih.gov/pubmed/19682730
http://dx.doi.org/10.1186/bcr2222
http://www.ncbi.nlm.nih.gov/pubmed/19187537
http://dx.doi.org/10.1172/JCI57099
http://www.ncbi.nlm.nih.gov/pubmed/21965337
http://dx.doi.org/10.1038/s41598-018-19339-5
http://www.ncbi.nlm.nih.gov/pubmed/29339789
http://dx.doi.org/10.2147/OTT.S165156
http://www.ncbi.nlm.nih.gov/pubmed/30100733
http://dx.doi.org/10.2174/09298673113209990003
http://www.ncbi.nlm.nih.gov/pubmed/23651304
http://dx.doi.org/10.1002/stem.1547
http://www.ncbi.nlm.nih.gov/pubmed/24022994
http://dx.doi.org/10.1038/cddis.2014.249
http://www.ncbi.nlm.nih.gov/pubmed/24922071
http://dx.doi.org/10.1002/mc.22338
http://www.ncbi.nlm.nih.gov/pubmed/26207516
http://dx.doi.org/10.1016/j.stem.2011.07.003
http://www.ncbi.nlm.nih.gov/pubmed/21885020
http://dx.doi.org/10.1016/j.biocel.2004.11.004
http://www.ncbi.nlm.nih.gov/pubmed/15694832
http://dx.doi.org/10.1007/s10911-009-9109-9
http://www.ncbi.nlm.nih.gov/pubmed/19224345
http://dx.doi.org/10.1084/jem.183.4.1797
http://www.ncbi.nlm.nih.gov/pubmed/8666936


Molecules 2018, 23, 2193 14 of 16

68. Ithimakin, S.; Day, K.C.; Malik, F.; Zen, Q.; Dawsey, S.J.; Bersano-Begey, T.F.; Quraishi, A.A.; Ignatoski, K.W.;
Daignault, S.; Davis, A.; et al. HER2 Drives Luminal Breast Cancer Stem Cells in the Absence of HER2
Amplification: Implications for Efficacy of Adjuvant Trastuzumab. Cancer Res. 2013, 73, 1635–1646.
[CrossRef] [PubMed]

69. Marcato, P.; Dean, C.A.; Giacomantonio, C.A.; Lee, P.W.K. Aldehyde dehydrogenase: Its role as a cancer
stem cell marker comes down to the specific isoform. Cell Cycle 2011, 10, 1378–1384. [CrossRef] [PubMed]

70. Mirkes, P.E.; Ellison, A.; Little, S.A. Role of aldehyde dehydrogenase (ALDH) in the detoxication of
cyclophosphamide (CP) in rat embryos. Adv. Exp. Med. Biol. 1991, 284, 85–95. [PubMed]

71. Korkaya, H.; Paulson, A.; Iovino, F.; Wicha, M.S. HER2 regulates the mammary stem/progenitor cell
population driving tumorigenesis and invasion. Oncogene 2008, 27, 6120–6130. [CrossRef] [PubMed]

72. Chang, C.H.; Zhang, M.; Rajapakshe, K.; Coarfa, C.; Edwards, D.; Huang, S.; Rosen, J.M. Mammary Stem
Cells and Tumor-Initiating Cells Are More Resistant to Apoptosis and Exhibit Increased DNA Repair Activity
in Response to DNA Damage. Stem Cell Rep. 2015, 5, 378–391. [CrossRef] [PubMed]

73. Ishimoto, T.; Nagano, O.; Yae, T.; Tamada, M.; Motohara, T.; Oshima, H.; Oshima, M.; Ikeda, T.; Asaba, R.;
Yagi, H.; et al. CD44 Variant Regulates Redox Status in Cancer Cells by Stabilizing the xCT Subunit of System
xc− and Thereby Promotes Tumor Growth. Cancer Cell 2011, 19, 387–400. [CrossRef] [PubMed]

74. Phillips, T.M.; McBride, W.H.; Pajonk, F. The Response of CD24−/low/CD44+ Breast Cancer–Initiating Cells
to Radiation. JNCI J. Natl. Cancer Inst. 2006, 98, 1777–1785. [CrossRef] [PubMed]

75. Mathieu, J.; Zhang, Z.; Zhou, W.; Wang, A.J.; Heddleston, J.M.; Pinna, C.M.A.; Hubaud, A.; Stadler, B.;
Choi, M.; Bar, M.; et al. HIF induces human embryonic stem cell markers in cancer cells. Cancer Res. 2011, 71,
4640–4652. [CrossRef] [PubMed]

76. Samanta, D.; Gilkes, D.M.; Chaturvedi, P.; Xiang, L.; Semenza, G.L. Hypoxia-inducible factors are required
for chemotherapy resistance of breast cancer stem cells. Proc. Natl. Acad. Sci. USA 2014, 111, E5429–E5438.
[CrossRef] [PubMed]

77. Conley, S.J.; Gheordunescu, E.; Kakarala, P.; Newman, B.; Korkaya, H.; Heath, A.N.; Clouthier, S.G.;
Wicha, M.S. Antiangiogenic agents increase breast cancer stem cells via the generation of tumor hypoxia.
Proc. Natl. Acad. Sci. USA 2012, 109, 2784–2789. [CrossRef] [PubMed]

78. Hambardzumyan, D.; Becher, O.J.; Rosenblum, M.K.; Pandolfi, P.P.; Manova-Todorova, K.; Holland, E.C.
PI3K pathway regulates survival of cancer stem cells residing in the perivascular niche following radiation
in medulloblastoma in vivo. Genes Dev. 2008, 22, 436–448. [CrossRef] [PubMed]

79. Takebe, N.; Harris, P.J.; Warren, R.Q.; Ivy, S.P. Targeting cancer stem cells by inhibiting Wnt, Notch,
and Hedgehog pathways. Nat. Rev. Clin. Oncol. 2011, 8, 97–106. [CrossRef] [PubMed]

80. Teng, Y.; Wang, X.; Wang, Y.; Ma, D. Wnt/β-catenin signaling regulates cancer stem cells in lung cancer A549
cells. Biochem. Biophys. Res. Commun. 2010, 392, 373–379. [CrossRef] [PubMed]

81. Zhou, J.; Zhang, H.; Gu, P.; Bai, J.; Margolick, J.B.; Zhang, Y. NF-κB pathway inhibitors preferentially inhibit
breast cancer stem-like cells. Breast Cancer Res. Treat. 2008, 111, 419–427. [CrossRef] [PubMed]

82. Baker, A.; Wyatt, D.; Bocchetta, M.; Li, J.; Filipovic, A.; Green, A.; Peiffer, D.S.; Fuqua, S.; Miele, L.; Albain, K.S.;
et al. Notch-1-PTEN-ERK1/2 signaling axis promotes HER2+ breast cancer cell proliferation and stem cell
survival. Oncogene 2018. [CrossRef] [PubMed]

83. Matsumoto, A.; Takeishi, S.; Kanie, T.; Susaki, E.; Onoyama, I.; Tateishi, Y.; Nakayama, K.; Nakayama, K.I.
p57 is required for quiescence and maintenance of adult hematopoietic stem cells. Cell Stem Cell 2011, 9,
262–271. [CrossRef] [PubMed]

84. Moreno-Lorenzana, D.; Avilés-Vazquez, S.; Sandoval Esquivel, M.A.; Alvarado-Moreno, A.;
Ortiz-Navarrete, V.; Torres-Martínez, H.; Ayala-Sánchez, M.; Mayani, H.; Chavez-Gonzalez, A. CDKIs
p18INK4c and p57Kip2 are involved in quiescence of CML leukemic stem cells after treatment with TKI.
Cell Cycle 2016, 15, 1276–1287. [CrossRef] [PubMed]

85. Takeishi, S.; Matsumoto, A.; Onoyama, I.; Naka, K.; Hirao, A.; Nakayama, K.I. Ablation of Fbxw7 eliminates
leukemia-initiating cells by preventing quiescence. Cancer Cell 2013, 23, 347–361. [CrossRef] [PubMed]

86. Gasca, J.; Flores, M.L.; Giráldez, S.; Ruiz-Borrego, M.; Tortolero, M.; Romero, F.; Japón, M.A.; Sáez, C. Loss of
FBXW7 and accumulation of MCL1 and PLK1 promote paclitaxel resistance in breast cancer. Oncotarget 2016,
7, 52751–52765. [CrossRef] [PubMed]

87. Bai, L.; Shi, G.; Zhang, X.; Dong, W.; Zhang, L. Transgenic expression of BRCA1 disturbs hematopoietic stem
and progenitor cells quiescence and function. Exp. Cell Res. 2013, 319, 2739–2746. [CrossRef] [PubMed]

http://dx.doi.org/10.1158/0008-5472.CAN-12-3349
http://www.ncbi.nlm.nih.gov/pubmed/23442322
http://dx.doi.org/10.4161/cc.10.9.15486
http://www.ncbi.nlm.nih.gov/pubmed/21552008
http://www.ncbi.nlm.nih.gov/pubmed/2053494
http://dx.doi.org/10.1038/onc.2008.207
http://www.ncbi.nlm.nih.gov/pubmed/18591932
http://dx.doi.org/10.1016/j.stemcr.2015.07.009
http://www.ncbi.nlm.nih.gov/pubmed/26300228
http://dx.doi.org/10.1016/j.ccr.2011.01.038
http://www.ncbi.nlm.nih.gov/pubmed/21397861
http://dx.doi.org/10.1093/jnci/djj495
http://www.ncbi.nlm.nih.gov/pubmed/17179479
http://dx.doi.org/10.1158/0008-5472.CAN-10-3320
http://www.ncbi.nlm.nih.gov/pubmed/21712410
http://dx.doi.org/10.1073/pnas.1421438111
http://www.ncbi.nlm.nih.gov/pubmed/25453096
http://dx.doi.org/10.1073/pnas.1018866109
http://www.ncbi.nlm.nih.gov/pubmed/22308314
http://dx.doi.org/10.1101/gad.1627008
http://www.ncbi.nlm.nih.gov/pubmed/18281460
http://dx.doi.org/10.1038/nrclinonc.2010.196
http://www.ncbi.nlm.nih.gov/pubmed/21151206
http://dx.doi.org/10.1016/j.bbrc.2010.01.028
http://www.ncbi.nlm.nih.gov/pubmed/20074550
http://dx.doi.org/10.1007/s10549-007-9798-y
http://www.ncbi.nlm.nih.gov/pubmed/17965935
http://dx.doi.org/10.1038/s41388-018-0251-y
http://www.ncbi.nlm.nih.gov/pubmed/29743588
http://dx.doi.org/10.1016/j.stem.2011.06.014
http://www.ncbi.nlm.nih.gov/pubmed/21885021
http://dx.doi.org/10.1080/15384101.2016.1160976
http://www.ncbi.nlm.nih.gov/pubmed/26985855
http://dx.doi.org/10.1016/j.ccr.2013.01.026
http://www.ncbi.nlm.nih.gov/pubmed/23518349
http://dx.doi.org/10.18632/oncotarget.10481
http://www.ncbi.nlm.nih.gov/pubmed/27409838
http://dx.doi.org/10.1016/j.yexcr.2013.06.014
http://www.ncbi.nlm.nih.gov/pubmed/23850973


Molecules 2018, 23, 2193 15 of 16

88. Shitara, K.; Doi, T.; Nagano, O.; Imamura, C.K.; Ozeki, T.; Ishii, Y.; Tsuchihashi, K.; Takahashi, S.;
Nakajima, T.E.; Hironaka, S.; et al. Dose-escalation study for the targeting of CD44v+ cancer stem cells
by sulfasalazine in patients with advanced gastric cancer (EPOC1205). Gastric Cancer 2017, 20, 341–349.
[CrossRef] [PubMed]

89. Yin, H.; Glass, J. The Phenotypic Radiation Resistance of CD44+/CD24−or low Breast Cancer Cells Is Mediated
through the Enhanced Activation of ATM Signaling. PLoS ONE 2011, 6, e24080. [CrossRef] [PubMed]

90. Xiang, L.; Gilkes, D.M.; Chaturvedi, P.; Luo, W.; Hu, H.; Takano, N.; Liang, H.; Semenza, G.L. Ganetespib
blocks HIF-1 activity and inhibits tumor growth, vascularization, stem cell maintenance, invasion, and
metastasis in orthotopic mouse models of triple-negative breast cancer. J. Mol. Med. 2014, 92, 151–164.
[CrossRef] [PubMed]

91. Zhang, C.; Samanta, D.; Lu, H.; Bullen, J.W.; Zhang, H.; Chen, I.; He, X.; Semenza, G.L. Hypoxia induces
the breast cancer stem cell phenotype by HIF-dependent and ALKBH5-mediated m6A-demethylation of
NANOG mRNA. Proc. Natl. Acad. Sci. USA 2016, 113, E2047–E2056. [CrossRef] [PubMed]

92. Croker, A.K.; Allan, A.L. Inhibition of aldehyde dehydrogenase (ALDH) activity reduces chemotherapy and
radiation resistance of stem-like ALDHhiCD44+ human breast cancer cells. Breast Cancer Res. Treat. 2012,
133, 75–87. [CrossRef] [PubMed]

93. Kai, M.; Kanaya, N.; Wu, S.V.; Mendez, C.; Nguyen, D.; Luu, T.; Chen, S. Targeting breast cancer stem cells in
triple-negative breast cancer using a combination of LBH589 and salinomycin. Breast Cancer Res. Treat. 2015,
151, 281–294. [CrossRef] [PubMed]

94. Muntimadugu, E.; Kumar, R.; Saladi, S.; Rafeeqi, T.A.; Khan, W. CD44 targeted chemotherapy for
co-eradication of breast cancer stem cells and cancer cells using polymeric nanoparticles of salinomycin and
paclitaxel. Colloids Surfaces B: Biointerfaces 2016, 143, 532–546. [CrossRef] [PubMed]

95. Gong, C.; Yao, H.; Liu, Q.; Chen, J.; Shi, J.; Su, F.; Song, E.; Gong, C.; Yao, H.; Liu, Q.; et al. Markers of
Tumor-Initiating Cells Predict Chemoresistance in Breast Cancer. PLoS ONE 2010, 5, e15630. [CrossRef]
[PubMed]

96. Oak, P.S.; Kopp, F.; Thakur, C.; Ellwart, J.W.; Rapp, U.R.; Ullrich, A.; Wagner, E.; Knyazev, P.;
Roidl, A. Combinatorial treatment of mammospheres with trastuzumab and salinomycin efficiently targets
HER2-positive cancer cells and cancer stem cells. Int. J. Cancer 2012, 131, 2808–2819. [CrossRef] [PubMed]

97. Han, N.-K.; Shin, D.H.; Kim, J.S.; Weon, K.Y.; Jang, C.-Y.; Kim, J.-S. Hyaluronan-conjugated liposomes
encapsulating gemcitabine for breast cancer stem cells. Int. J. Nanomed. 2016, 11, 1413–1425. [CrossRef]
[PubMed]

98. Ghatak, S.; Misra, S.; Toole, B.P. Hyaluronan oligosaccharides inhibit anchorage-independent growth of
tumor cells by suppressing the phosphoinositide 3-kinase/Akt cell survival pathway. J. Biol. Chem. 2002,
277, 38013–38020. [CrossRef] [PubMed]

99. Misra, S.; Heldin, P.; Hascall, V.C.; Karamanos, N.K.; Skandalis, S.S.; Markwald, R.R.; Ghatak, S.
Hyaluronan-CD44 interactions as potential targets for cancer therapy. FEBS J. 2011, 278, 1429–1443.
[CrossRef] [PubMed]

100. Li, Y.; Zhang, T.; Korkaya, H.; Liu, S.; Lee, H.F.; Newman, B.; Yu, Y.; Clouthier, S.G.; Schwartz, S.J.; Wicha, M.S.;
et al. Sulforaphane, a Dietary Component of Broccoli/Broccoli Sprouts, Inhibits Breast Cancer Stem Cells.
Clin. Cancer Res. 2010, 16, 2580–2590. [CrossRef] [PubMed]

101. Sun, L.; Burnett, J.; Gasparyan, M.; Xu, F.; Jiang, H.; Lin, C.-C.; Myers, I.; Korkaya, H.; Liu, Y.; Connarn, J.;
et al. Novel cancer stem cell targets during epithelial to mesenchymal transition in PTEN-deficient
trastuzumab-resistant breast cancer. Oncotarget 2016, 7, 51408. [CrossRef] [PubMed]

102. Guo, S.; Lu, J.; Subramanian, A.; Sonenshein, G.E. Microarray-assisted pathway analysis identifies
mitogen-activated protein kinase signaling as a mediator of resistance to the green tea polyphenol
epigallocatechin 3-gallate in HER-2/neu-overexpressing breast cancer cells. Cancer Res. 2006, 66, 5322–5329.
[CrossRef] [PubMed]

103. Kim, J.; Zhang, X.; Rieger-Christ, K.M.; Summerhayes, I.C.; Wazer, D.E.; Paulson, K.E.; Yee, A.S. Suppression
of Wnt Signaling by the Green Tea Compound (–)-Epigallocatechin 3-Gallate (EGCG) in Invasive Breast
Cancer Cells. J. Biol. Chem. 2006, 281, 10865–10875. [CrossRef] [PubMed]

104. Fu, Y.; Chang, H.; Peng, X.; Bai, Q.; Yi, L.; Zhou, Y.; Zhu, J.; Mi, M. Resveratrol Inhibits Breast Cancer
Stem-Like Cells and Induces Autophagy via Suppressing Wnt/β-Catenin Signaling Pathway. PLoS ONE
2014, 9, e102535. [CrossRef] [PubMed]

http://dx.doi.org/10.1007/s10120-016-0610-8
http://www.ncbi.nlm.nih.gov/pubmed/27055559
http://dx.doi.org/10.1371/journal.pone.0024080
http://www.ncbi.nlm.nih.gov/pubmed/21935375
http://dx.doi.org/10.1007/s00109-013-1102-5
http://www.ncbi.nlm.nih.gov/pubmed/24248265
http://dx.doi.org/10.1073/pnas.1602883113
http://www.ncbi.nlm.nih.gov/pubmed/27001847
http://dx.doi.org/10.1007/s10549-011-1692-y
http://www.ncbi.nlm.nih.gov/pubmed/21818590
http://dx.doi.org/10.1007/s10549-015-3376-5
http://www.ncbi.nlm.nih.gov/pubmed/25904215
http://dx.doi.org/10.1016/j.colsurfb.2016.03.075
http://www.ncbi.nlm.nih.gov/pubmed/27045981
http://dx.doi.org/10.1371/journal.pone.0015630
http://www.ncbi.nlm.nih.gov/pubmed/21187973
http://dx.doi.org/10.1002/ijc.27595
http://www.ncbi.nlm.nih.gov/pubmed/22511343
http://dx.doi.org/10.2147/IJN.S95850
http://www.ncbi.nlm.nih.gov/pubmed/27103799
http://dx.doi.org/10.1074/jbc.M202404200
http://www.ncbi.nlm.nih.gov/pubmed/12145277
http://dx.doi.org/10.1111/j.1742-4658.2011.08071.x
http://www.ncbi.nlm.nih.gov/pubmed/21362138
http://dx.doi.org/10.1158/1078-0432.CCR-09-2937
http://www.ncbi.nlm.nih.gov/pubmed/20388854
http://dx.doi.org/10.18632/oncotarget.9839
http://www.ncbi.nlm.nih.gov/pubmed/27285982
http://dx.doi.org/10.1158/0008-5472.CAN-05-4287
http://www.ncbi.nlm.nih.gov/pubmed/16707458
http://dx.doi.org/10.1074/jbc.M513378200
http://www.ncbi.nlm.nih.gov/pubmed/16495219
http://dx.doi.org/10.1371/journal.pone.0102535
http://www.ncbi.nlm.nih.gov/pubmed/25068516


Molecules 2018, 23, 2193 16 of 16

105. Pandey, P.R.; Okuda, H.; Watabe, M.; Pai, S.K.; Liu, W.; Kobayashi, A.; Xing, F.; Fukuda, K.; Hirota, S.;
Sugai, T.; et al. Resveratrol suppresses growth of cancer stem-like cells by inhibiting fatty acid synthase.
Breast Cancer Res. Treat. 2011, 130, 387–398. [CrossRef] [PubMed]

106. Kakarala, M.; Brenner, D.E.; Korkaya, H.; Cheng, C.; Tazi, K.; Ginestier, C.; Liu, S.; Dontu, G.; Wicha, M.S. Targeting
breast stem cells with the cancer preventive compounds curcumin and piperine. Breast Cancer Res. Treat. 2010, 122,
777–785. [CrossRef] [PubMed]

107. Tanei, T.; Choi, D.S.; Rodriguez, A.A.; Liang, D.H.; Dobrolecki, L.; Ghosh, M.; Landis, M.D.; Chang, J.C.
Antitumor activity of Cetuximab in combination with Ixabepilone on triple negative breast cancer stem cells.
Breast Cancer Res. 2016, 18, 6. [CrossRef] [PubMed]

108. Jang, G.-B.; Hong, I.-S.; Kim, R.-J.; Lee, S.-Y.; Park, S.-J.; Lee, E.-S.; Park, J.H.; Yun, C.-H.; Chung, J.-U.;
Lee, K.-J.; et al. Wnt/β-Catenin Small-Molecule Inhibitor CWP232228 Preferentially Inhibits the Growth of
Breast Cancer Stem-like Cells. Cancer Res. 2015, 75, 1691–1702. [CrossRef] [PubMed]

109. Komiya, Y.; Habas, R. Wnt signal transduction pathways. Organogenesis. 2008, 4, 68–75. [CrossRef] [PubMed]
110. Katoh, M.; Katoh, M. Molecular genetics and targeted therapy of WNT-related human diseases (Review).

Int. J. Mol. Med. 2017, 40, 587–606. [CrossRef] [PubMed]
111. Liu, J.; Pan, S.; Hsieh, M.H.; Ng, N.; Sun, F.; Wang, T.; Kasibhatla, S.; Schuller, A.G.; Li, A.G.; Cheng, D.; et al.

Targeting Wnt-driven cancer through the inhibition of Porcupine by LGK974. Proc. Natl. Acad. Sci. USA
2013, 110, 20224–20229. [CrossRef] [PubMed]

112. Sims-Mourtada, J.; Opdenaker, L.M.; Davis, J.; Arnold, K.M.; Flynn, D. Taxane-induced hedgehog signaling
is linked to expansion of breast cancer stem-like populations after chemotherapy. Mol. Carcinog. 2015, 54,
1480–1493. [CrossRef] [PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1007/s10549-010-1300-6
http://www.ncbi.nlm.nih.gov/pubmed/21188630
http://dx.doi.org/10.1007/s10549-009-0612-x
http://www.ncbi.nlm.nih.gov/pubmed/19898931
http://dx.doi.org/10.1186/s13058-015-0662-4
http://www.ncbi.nlm.nih.gov/pubmed/26757880
http://dx.doi.org/10.1158/0008-5472.CAN-14-2041
http://www.ncbi.nlm.nih.gov/pubmed/25660951
http://dx.doi.org/10.4161/org.4.2.5851
http://www.ncbi.nlm.nih.gov/pubmed/19279717
http://dx.doi.org/10.3892/ijmm.2017.3071
http://www.ncbi.nlm.nih.gov/pubmed/28731148
http://dx.doi.org/10.1073/pnas.1314239110
http://www.ncbi.nlm.nih.gov/pubmed/24277854
http://dx.doi.org/10.1002/mc.22225
http://www.ncbi.nlm.nih.gov/pubmed/25263583
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Cancer Stem Cells 
	Breast Cancer Stem Cells (BCSCs) 
	BCSCs and Drug-Resistance 
	Drugs Targeting (B)CSCs 
	Drugs Targeting Wnt, Notch and Hh in Clinical Trials for Patients with BC 
	Conclusions 
	References

