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Abstract
Cancer stem cells (CSC) represent malignant cell subsets in hierarchically organized tumors, which
are selectively capable of tumor initiation and self-renewal and give rise to bulk populations of non-
tumorigenic cancer cell progeny through differentiation. Robust evidence for the existence of
prospectively identifiable CSC among cancer bulk populations has been generated using marker-
specific genetic lineage tracking of molecularly defined cancer subpopulations in competitive tumor
development models. Moreover, novel mechanisms and relationships have been discovered that link
CSC to cancer therapeutic resistance and clinical tumor progression. Importantly, proof-of-principle
for the potential therapeutic utility of the CSC concept has recently been provided by demonstrating
that selective killing of CSC through a prospective molecular marker can inhibit tumor growth.
Herein, we review these novel and translationally relevant research developments and discuss
potential strategies for CSC-targeted therapy in the context of resistance mechanisms and molecular
pathways preferentially operative in CSC.
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Introduction
Over the past several decades, accelerating scientific and technological advances have enabled
researchers to generate an abundance of knowledge in the realm of cancer biology. Numerous
genes, mutant alleles, proteins, and signaling networks involved in the initiation and
progression of cancer have been identified and many of the mechanisms conferring resistance
to therapy have been characterized. Despite these groundbreaking advances and remarkable
successes in the translation of this knowledge to the clinic, cancer remains a leading cause of
human death and suffering, often due to the limited efficacy of currently available treatment
modalities. The cancer stem cell (CSC) theory(1) has prompted some investigators to re-
examine more established views of tumor initiation, cancer progression, and therapeutic
resistance, with a view to develop novel CSC-directed therapeutics that might synergize with
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currently available treatments predominantly directed at cancer bulk populations, and that
might hence serve to improve clinical cancer therapy.

Here, we review the experimental evidence for the existence of CSC in human cancers and
discuss emerging novel links between CSC, neoplastic progression and cancer therapeutic
resistance. Moreover, we review recent research findings that have provided initial proof-of-
principle for the potential therapeutic utility of the CSC concept and discuss CSC-targeted
treatment strategies that might synergize with more conventional therapeutic approaches
directed at cancer bulk populations to effect tumor eradication.

Identification of cancer stem cells
Cancers, like physiologic tissues, are composed of morphologically and phenotypically
heterogeneous cell populations.(2,3) Cancer cells may also exhibit functional heterogeneity,
as evidenced by divergent in vitro clonogenic and proliferative capacities(4,5) and varying in
vivo tumorigenic potentials.(6–8) Ongoing genetic mutations in the context of monoclonality
of many cancers cannot fully explain this cellular heterogeneity. The CSC hypothesis of tumor
initiation and growth provides an additional explanation for functional differences associated
with cancer subpopulations.(1) It should be noted that the CSC model does not necessarily
contradict the stochastic theory of tumor development, which postulates that cancers arise and
expand through stochastic mutations and clonal selection processes.(9)

CSC, which are also referred to as tumor-initiating cells, are operationally defined by three
distinct properties: (i) a selective capacity to initiate tumors and drive neoplastic proliferation,
(ii) an ability to create endless copies of themselves through self-renewal, and (iii) the potential
to give rise to more mature non-stem cell cancer progeny through a process termed
differentiation(1,10) (Fig. 1). In order to experimentally verify the “stemness” of a given cancer
cell subset, researchers until recently had predominantly relied on xenotransplantation assays
in immunocompromised mice using human tumor biopsy-derived cancer subpopulations
sorted for the presence or absence of a particular candidate CSC marker or set of markers.
While established cancer cell lines may be useful for the validation of biological properties of
tumorigenic subpopulations, they are, on their own, unlike primary tumor material, not
sufficient for the identification of CSC. Using this experimental approach, tumorigenic
populations that were capable of transferring human disease into immunodeficient murine hosts
and that recapitulated the phenotype and morphology of the original patient tumors were
characterized in diverse human malignancies, including leukemias(11–16) (Table 1), tumors
of the breast,(17) central nervous system (CNS),(18) colon,(19–21) head and neck,(22) ovaries
(23) and pancreas,(24,25) melanomas,(26) hepatocellular carcinomas,(27) and Ewing’s
sarcomas(28) (Table 2).

It is important to recognize that CSC identification efforts that rely exclusively on
tumorigenicity assays of sorted, untracked cancer cell subpopulations may have important
potential limitations with respect to their ability to demonstrate hierarchical tumor
organization. For example, conversion of marker phenotype among cancer subpopulations, as
has been reported for the candidate CSC marker CD133,(29) could preclude unequivocal
demonstration of hierarchical CSC-driven tumor organization in such studies. Furthermore,
potential interactions between CSC and tumor bulk populations that may be operative in
naturally occurring cancers(26) may not be taken into account in CSC investigations that rely
exclusively on tumorigenicity assays of sorted, untracked cancer cell subpopulations.
Therefore, marker-specific genetic lineage tracking of cancer subpopulations in competitive
tumor development models enhances cell sorting-based xenotransplantation assays and can
serve to confirm the existence of tumor hierarchies driven by molecularly defined CSC.(26)
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In human acute myeloid leukemia (AML), tracking of unsegregated tumor cells in human to
mouse xenotrans-plantation assays revealed heterogeneity of this malignancy with regard to
CSC characteristics, but did not identify molecularly defined CSC.(30) In contrast, genetic
lineage tracking of marker-sorted cancer subpopulations allowed the identification of
molecularly defined CSC at the apex of hierarchically organized tumors in human malignant
melanoma(26) and facilitated detection of cancer subpopulations of enhanced tumorigenicity
in human breast and brain cancer cell lines.(31) In human melanomas, CSC responsible for
tumor initiation and growth can be prospectively isolated based on expression of ABCB5
(ATP-binding cassette, subfamily B, member 5),(26) a mediator of cancer chemoresistance.
(32–34) Previous studies had also suggested CD20 and CD133 as potential markers for CSC
in melanoma, but serial xenotransplantation of prospectively isolated subpopulations was not
performed in these experiments.(35,36)

In order to further examine and confirm the enhanced capacity of ABCB5+ CSC for
tumorigenic growth, self-renewal, and differentiation,(26) genetic lineage tracking was
performed in human to mouse xenotransplantation experiments using genetically encoded
DsRed (red fluorescent protein) and EYFP (enhanced yellow–green fluorescent protein)
fluorescent labeling of CSC and melanoma bulk populations, respectively.(26)
Xenotransplantation of ABCB5+/DsRed+ melanoma subsets and ABCB5−/EYFP+ tumor bulk
components reconstituted at naturally occurring ratios of ~1:10 resulted in significantly
increased relative frequencies of DsRed+ cells of ABCB5+ origin in tumor xenografts up to a
frequency of ~50% at the experimental endpoint of 6 weeks.(26) These finding established
enhanced tumorigenicity of ABCB5+ melanoma subpopulations versus ABCB5− melanoma
bulk populations in a competitive tumor development model.

When ABCB5+ cancer cells were re-isolated from the induced experimental tumors,
fluorescent cells were of red-fluorescent phenotype of ABCB5+ origin, demonstrating self-
renewal capacity of this cell subset.(26) EYFP+ cells were not found at significant levels among
ABCB5+ isolates.(26) Thus, ABCB5+ tumor cells arose only from ABCB5+ inocula, and
ABCB5− cells gave rise, at lower levels, exclusively to ABCB5− progeny. Fluorescent
ABCB5− tumor cell isolates exhibited both DsRed and EYFP positivity, demonstrating that
ABCB5+ cells also possess the capacity to differentiate into ABCB5− populations. These
findings demonstrated through the use of genetic lineage tracking the existence of a tumor
hierarchy, in which tumorigenic ABCB5+ melanoma cells, enriched for CSC, posses the
exclusive capacity to self-renew and give rise to more differentiated, ABCB5− tumor progeny.
(26) Moreover, the results showed that CSC may drive more differentiated and on their own
non-tumorigenic cancer bulk populations to also contribute to a growing tumor mass, because
EYFP+ cells of ABCB5− origin proliferated, albeit less efficiently, in the presence of
ABCB5+/DsRed+ melanoma cells during the 6 weeks observation period.(26)

The existence of proliferating cancer bulk subsets in experimental tumors is consistent with
clinical findings in human patients, where proliferating cancer bulk populations are susceptible
to cell killing through cell-cycle-specific therapeutic agents. Further in vivo genetic lineage
tracking experiments in human breast and brain cancer models utilized cell lines engineered
to stably express the ZsGreen protein fused to the carboxyl-terminal degron of ornithine
decarboxylase, which results in a fluorescent fusion protein that accumulates in cells with
reduced proteasome activity.(31) These studies established CSC characteristics for cancer
subpopulations characterized by low proteasome activity.(31) In addition, genetic lineage
tracking was utilized to define self-renewal and differentiation capacity of murine Cd133+ or
Lgr5+ (leucine-rich repeat-containing G protein-coupled receptor 5) cells of origin for colon
cancer in inducible Cre knock-in mouse models.(37,38) These lineage tracking studies showed
that long-lived intestinal stem cells are susceptible to cancer-causing mutations,(37,38)
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indicating that physiologic stem cells might represent the cell of origin for malignant
transformation in colon cancer.

It should be noted, however, that the commonly accepted definition of CSC(1) does not
necessarily imply a specific relationship of CSC to physiological stem cells. Indeed, findings
in other cancers show that committed progenitors, and even terminally differentiated cell types,
can represent the cellular source of malignant transformation.(39–42) In summary, genetic
lineage tracking experiments have identified molecularly defined cancer subpopulations in
human malignancies that exhibit enhanced tumorigenicity, self-renewal, and differentiation
capacity, and as a result have provided robust evidence for the existence of CSC in human
cancers. Moreover, genetic lineage tracking has proven to be a useful technique to dissect
further potential relationships of CSC to normal stem cells in physiological tissues.

Considerable variability has been observed in the course of CSC identification efforts with
regard to estimated frequencies of CSC in human cancers. While CSC phenotype and function
are independent of relative frequency in human malignancies,(1,43) it is nevertheless important
to define the factors responsible for this variability, because such studies may help to identify
additional CSC-specific functions. Such factors may relate, e.g., to immune and
microenvironmental interactions.(10,44,45)

With regard to immunity, estimated CSC frequencies may vary with the immune status of
tumor xenotransplantation recipients.(11,26,46,47) For example, in studies on human AML,
a minimum of 2 × 105 CD34+CD38− patient-derived tumor cells were required to initiate
leukemias in severe combined immunodeficient (SCID) mice(46) compared to a 40-fold
reduced number of AML cells (5 × 103) of equal phenotype in more severely
immunocompromised non-obese diabetic (NOD)/SCID mouse recipients.(11) In addition,
while CD34+CD38− AML-cells could be serially passaged to form secondary neoplasms in
NOD/SCID mice,(11) they failed to do so in SCID hosts,(46) indicating that CSC phenotype
and function are largely dependent on recipient immune status in this malignancy.(48)
Moreover, recent evidence indicates that the CD34+CD38+ fraction of certain AML may also
contain cells capable of initiating leukemias, a function that may potentially be masked in more
immunocompetent hosts through inhibitory effects of anti-CD38 antibodies used for leukemia
cell isolation.(49)

Host immune status may also be a variable that might influence estimated CSC frequencies in
human melanomas, as indicated by a study that examined cell numbers required for tumor
formation in first-passage xenotransplantation experiments.(47) While estimated CSC
frequencies in xenotransplantation models involving NOD/SCID murine recipients are low
(~1 in 106 human melanoma cells when tumorigenicity is assessed 8 weeks post-tumor cell
inoculation(26,47)), a higher frequency of cells capable of initiating experimental tumors is
detected when utilizing more severely immunocompromised, interleukin-2 receptor gamma
chain null (IL-2Rγ−/−) NOD/SCID xenograft recipients.(47) Based on calculations from the
data provided, the findings by Quintana et al. revealed 18-fold enrichment of patient-derived
tumorigenic cells from ~1 in 105 in NOD/SCID mice to 1 in 5.5 × 103 in IL-2Rγ−/− NOD/SCID
recipients, when tumorigenicity was assessed 32 weeks following tumor xenotransplantation
in those hosts that had not received matrigel injections.(47)

While the study did not directly address CSC functions such as self-renewal and differentiation
capacity in serial xenotransplantation experiments, the results support the view that under
conditions of relatively intact immunity, such as in human patients or lesser
immunocompromised experimental hosts, only CSC might possess the phenotypic and
functional characteristics to evade host immunosurveillance and initiate tumor growth. In
contrast, tumor host environments characterized by absent antitumor immunity might permit
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tumor bulk populations, which do not normally initiate tumors and may not possess CSC-
specific self-renewal and differentiation capacity to also cause experimental tumor growth.
This view is consistent with findings of increased cancer incidence in immunocompromised
human patients and experimental animals.(50) Furthermore, it is supported by clinical findings
regarding circulating melanoma cells, which indicate that malignant cells detected in the
peripheral blood of human melanoma patients frequently do not initiate tumors.(51)

The possibility of immunoevasive properties of CSC,(45,52,53) potentially resembling
immunomodulatory functions of physiologic stem cells,(54,55) has important implications for
the experimental design of studies aimed at characterizing clinically relevant CSC populations.
These considerations are particularly relevant to cancers known to induce strong immunogenic
responses in patients in which they arise, such as human malignant melanoma,(56) and indicate
that experimental model systems that allow CSC/host immunity interactions to occur in a
fashion more closely resembling the clinical patient scenario might be better suited for the
identification and study of CSC than those employing more profoundly immunocompromised
xenograft hosts that deviate further from the translational relevance of host tissues.

Additional microenvironmental, non-immune host factors might also influence CSC-driven
tumorigenicity.(44) For example, Galli et al. found that intracranial orthotopic inoculation of
stem-like glioblastoma cells consistently induced neoplastic growth, while significantly
reduced rates of tumor formation were observed when cells were injected subcutaneously.
(57) In a separate study, CD133+Nestin+ brain CSC were found to reside within a perivascular
niche, where they interacted closely with endothelial cells,(58) and increasing the number of
co-grafted endothelial cells in orthotopic human brain tumor xenografts led to expansion of
the self-renewing CSC fraction and accelerated cancer initiation and growth.(58) CSC might
also reciprocally modulate the surrounding niche through secretion of paracrine factors or
direct cell–cell contact. For example, brain CSC were shown to promote tumor angiogenesis
and, as a consequence, tumor xenograft growth through secretion of vascular endothelial
growth factor (VEGF).(59) In addition, co-administration of tumor growth-promoting factors
that may normally be produced by cancer cells, such as the extracellular matrix component
laminin, can enable tumor cells, which in the absence of laminin do not initiate tumors, to also
contribute to experimental tumor formation.(47) Thus, important interactions of CSC with the
tumor host microenvironment exist, which are relevant to and should be considered for the
design of effective and clinically relevant assays for CSC identification and targeting.

Cancer stem cell-mediated resistance to conventional tumor therapies
The effectiveness of cancer therapy as a strategy to cure metastatic or disseminated malignant
disease is frequently impaired by either intrinsic or acquired tumor resistance to cytotoxic
agents or ionizing radiation.(60) Cellular mechanisms of therapeutic resistance include
increased DNA damage recognition and repair, alterations of cell cycle checkpoints,
impairment of tumor apoptotic pathways, and reduced accumulation of cytotoxic
chemotherapeutic agents through enhanced energy-dependent drug efflux.(60) As a corollary
to observations of a drug-resistant phenotype of physiological stem cells,(61,62) it had been
hypothesized that CSC might also represent a subpopulation within cancers, i.e., characterized
by increased resistance to chemo- and radiotherapy.(63,64) Evidence for a preferential
resistance of CSC to conventional cancer therapies (Fig. 2A) has recently been generated.

In hematological malignancies, leukemic stem cell (LSC) phenotype-expressing
subpopulations were found to over-express several ABC drug efflux transporters implicated
in drug resistance mechanisms.(65) In addition, LSC exhibited significantly higher
daunorubicin and mitoxantrone efflux than tumor bulk components.(66) Moreover, Costello
et al. demonstrated that both malignant and physiologic CD34+CD38− hematopoietic cells
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exhibit reduced in vitro sensitivity to daunorubicin.(52) The preferential chemoresistance was
hereby associated with increased transcript levels of multi-drug resistance-associated proteins
and reduced Fas-induced apoptosis following drug exposure.(52) In chronic myeloid leukemia
(CML), resistance to the ABL tyrosine kinase inhibitor imatinib was linked to the failure of
the chemotherapeutic agent to deplete the LSC compartment, particularly in CML patients in
blast crisis.(39,67,68) Similarly, primary CD34+ CML cells also proved resistant to apoptosis
induction by dasatinib(69) and nilotinib,(70) two alternative ABL tyrosine kinase inhibitors
designed to circumvent imatinib resistance.(71) Furthermore, the dual SRC/ABL kinase
inhibitor SKI-606 also failed to eradicate the CD34+ CML compartment in vitro.(72)

LSC isolated from human AML showed increased quiescence in vitro as indicated by a G0/
G1 arrest of the cell cycle,(73,74) suggesting resistance to therapies targeted at proliferating
cancer cells. Quiescence of human LSC was also demonstrated in human CML cell lines and
primary patient material in vitro.(75) Moreover, resistance of LSC to cell cycle-dependent
cytotoxic therapy was also shown in vivo in human AML to IL-2Rγ−/− NOD/SCID
xenotransplantation experiments.(15) Specifically, cytosine arabinoside (Ara-C) treatment of
human AML-bearing mice revealed that LSC had homed to the osteoblast niche within the
bone marrow, protected from Ara-C-induced apoptosis.(15) Residual CD34+CD38− leukemic
blasts were capable of stably engrafting secondary recipients, indicating that self-renewing
LSC represent the Ara-C-resistant fraction in AML.(15) Insights into the mechanisms of CSC
cell cycle arrest have been generated in model organisms.(76,77) During oncogene-induced
acute myeloid leukemogenesis, a p21Cip1/Waf1-dependent cellular response is activated in
LSC, which leads to reversible cell cycle arrest and DNA repair.(77) This mechanism prevents
excessive DNA damage accumulation and functional exhaustion of hyper-proliferating LSC.
(77) Furthermore, in a mouse model of CML, maintenance of LSC quiescence and resistance
was functionally associated with the promyelocytic leukemia protein (PML) tumor suppressor
gene.(76)

Evidence for CSC-associated resistance mechanisms has also been generated in solid tumors.
For example, in human glioblastoma xenografts, the fraction of CD133+ CSC was found
enriched after ionizing radiation.(78) The radioresistance of brain CSC was mechanistically
linked to the preferential activation of the DNA damage repair pathway and to significantly
reduced rates of apoptosis through the involvement of DNA checkpoint kinases.(78) In a
separate study, cultured CD133+ glioblastoma cells exhibited lower rates of apoptosis in
response to chemotherapeutic agents compared to their CD133− counterparts.(79)

Furthermore, in breast cancer, two independent studies found significantly increased levels of
CD44+CD24−/low CSC phenotype-expressing cancer cells in tumor biopsies from patients who
had received conventional chemotherapy compared to those evaluated prior to therapy.(80,
81) Li et al. found that the frequency of CD44+CD24−/low tumor cells following therapeutic
intervention correlated with the ability of treated breast cancer cells to form mammospheres
and to initiate tumors in immunocompromised mice.(80) In a separate study, breast cancer cell
line-derived spheroids enriched for CD44+CD24−/low subsets exhibited increased in vitro
resistance to ionizing radiation as well as reduced levels of reactive oxygen species (ROS) and
DNA double strand breaks after radiation exposure compared to adherent monolayer cultures.
(82) Increased radiation resistance of stem-like cells in the human MCF-7 breast cancer cell
line and murine mammary epithelium was subsequently also demonstrated by Woodward et
al.(83) Consistent with these findings, mammary repopulating units as well as CSC phenotype-
expressing murine and human patient-derived breast cancer cells displayed reduced levels of
ROS and increased expression of free radical scavenging systems compared to tumor bulk
components in a subsequent study by Diehn et al.(84)
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In pancreatic cancer, CD133+tumor-initiating cells showed increased resistance to the
chemotherapeutic agent gemcitabine compared to CD133− pancreatic cancer cells.(24) In
colorectal cancer tumor xenografts, cells of CD44+ESA+ CSC phenotype were enriched
following administration of chemotherapeutic agents involving cyclophosphamide or
irrinotecan.(85) Moreover, the capacity to initiate tumors in xenotransplantation assays was
preserved in the resistant colon cancer cell subset.(85)

In human malignant melanoma, where CSC can be prospectively isolated based on their
expression of the ABCB5 drug efflux transporter,(26) the ABCB5+ cell subset was shown to
possess increased resistance to the chemotherapeutic agent doxorubicin as a result of
diminished drug accumulation.(32) Doxorubicin resistance could be reversed through
monoclonal antibody-mediated inhibition of ABCB5-dependent cellular drug efflux, resulting
in preferential chemosensitization of the more resistant CSC subset.(32) In addition, ABCB5
gene silencing through small interfering RNA treatment significantly increased the sensitivity
of human melanoma cells to doxorubicin(33) and to 5-fluorouracil and camptothecin.(34)
Furthermore, ABCB5 gene expression levels across a panel of human cancer cell lines used
by the National Cancer Institute (NCI) for drug screening correlated significantly with
chemoresistance to 45 out of 119 anticancer agents.(32)

The recent observation by Lehne et al. that development of drug resistance in a CML cell line
results in ABCB5 gene amplification and mRNA overexpression and in the induction of stem
cell genes raises the possibility that ABCB5 may serve similar chemoresistance functions in
this malignancy, with potentially important implications should similar mechanisms be
operative in drug-resistant clinical leukemias.(86,87) Since ABCB5+ CSC frequency also
correlated significantly with clinical melanoma progression,(26) the ABCB5 marker identified
a novel, direct link between CSC, cancer therapeutic resistance, and clinical neoplastic
progression in a human malignancy.

In aggregate, several studies have provided experimental evidence for increased resistance of
CSC to conventional cancer therapies directed at bulk populations of tumor cells (Fig. 2A).
These findings underscore the need to dissect further the molecular pathways and mechanisms
responsible for CSC-specific therapy resistance. Furthermore, they highlight the therapeutic
promise of CSC-directed treatment strategies, which could facilitate eradication of tumors
currently resistant to systemic therapy and thus potentially result in patient cures.

Cancer stem cell-directed targeting strategies
Cancer treatments that target CSC through specific markers or signaling pathways critically
involved in CSC function could potentially increase the efficacy of current forms of therapy,
by reducing the risk of relapse and dissemination (Fig. 2B), if CSC are indeed the major culprits
of tumor initiation and progression in human patients. Several factors should be taken into
account when designing CSC-directed treatment strategies: (i) given the similarities between
CSC and physiologic stem cells,(37,38,88) CSC-targeted therapeutic agents could exert
adverse effects on the renewal and maintenance of physiologic tissues due to potential toxic
effects on a tumor host’s normal stem cell compartment. Therefore, preferred CSC targets
would comprise those molecules or pathways that are preferentially induced or operative in
malignant as opposed to physiological stem cells. (ii) CSC can represent heterogeneous cell
populations that might differ in resistance profiles and might therefore not be efficiently
targeted by a single therapeutic agent. (iii) CSC, like tumor bulk populations, might develop
resistance to CSC-directed therapies. Furthermore, therapeutic efficacy will often depend also
on the significant reduction of tumor bulk populations that may cause excessive tumor burden.
Therefore, combination therapies that involve both CSC-directed agents as well as tumor bulk-
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targeted regimens would be predicted to prove most effective in improving clinical treatment
responses and patient outcomes.

When examining the therapeutic efficacy of CSC-targeting strategies, it is important to
recognize that such therapies might not necessarily reduce tumor burden in the short term.
Longer observation intervals, and combination regimens, might be required to evaluate and
discern the optimal therapeutic effects of CSC targeting. Therefore, in preclinical systems and
ultimately in the clinic, experimental endpoints should include the status of CSC phenotype
and function in addition to reduction of tumor burden. Several approaches might prove useful
in enhancing responsiveness to systemic therapy in light of the CSC concept: (i) CSC ablation
using antitumor agents, including monoclonal antibodies,(26,27) small molecules,(89–93)
engineered oncolytic viruses,(94,95) or activated immune cells;(96) (ii) blockade of CSC
function;(31,58,59,97,98) (iii) reversal of CSC resistance;(32,78,84,98–102) and (iv) CSC-
directed differentiation therapy.(81,103–105)

Several studies have recently examined the potential therapeutic utility of the CSC concept. In
human malignant melanoma, killing of CSC through their prospective identifier, ABCB5,
could halt experimental tumor initiation and growth in vivo.(26) The tumor-inhibitory effects
were shown to be mediated by immune effector populations induced to recognize and kill
ABCB5+ CSC, as determined in antibody-dependent cell-mediated cytotoxicity (ADCC)
assays in vitro and by histological analysis of ABCB5 monoclonal antibody-treated human
melanoma xenografts in vivo.(26) These findings provided initial proof-of-principle that
targeted ablation of CSC through a prospective marker can inhibit tumorigenesis and cancer
growth, thereby validating for the first time the potential therapeutic utility of the CSC concept.
(26) Also in melanoma, short hairpin RNA (shRNA) treatment directed at CD133, a marker
preferentially coexpressed with ABCB5 in physiological skin progenitors(106) and a subset
of melanomas,(32) was found to reduce melanoma cell clonogenicity and motility in vitro and
melanoma metastatic potential in experimental model systems in vivo.(93)

Additional approaches to eliminate CSC might ultimately utilize oncolytic viruses or
engineered immune cells. For example, Eriksson et al. used oncolytic adenoviruses to kill
CD44+CD24−/low breast carcinoma cells.(94) Viral infection of CSC phenotype-expressing
cancer cells could prevent the formation of tumor xenografts in immunodeficient mice in these
studies, but adenoviral oncolytic effects were not tested on unsegregated populations or CSC-
depleted subsets.(94) Therefore, it remained unclear whether selective CSC elimination or
general antitumor effects were responsible for the observed inhibition of tumorigenicity.
Similar caveats apply to a study that reported oncolytic virus-mediated killing of CD133+

glioblastoma cells.(95) In another approach, Mine et al. examined the antitumor effects of ex
vivo primed T cells directed at immunogenic peptides present on breast CSC for cell killing.
(96) This strategy proved useful in eliminating CD44+CD24−/low MCF7 breast cancer cells in
vitro.(96) However, the immune cells in this study were not directed at CSC-specific markers
and the effects were not examined in vivo or using clinical tumor specimens.

Further preclinical in vivo evidence for the potential therapeutic utility of CSC-targeting
strategies was provided in hepatocellular carcinoma.(27) Using a human liver cancer to nude
mouse xenotransplantation model, Yang et al. characterized a subpopulation of CD90+ CSC
that coexpressed CD44 and exhibited an increased capacity to initiate experimental tumors in
comparison to CD90− human liver cancer cells. Systemic administration of a human CD44
antibody at the time of subcutaneous tumor cell inoculation of CD90+ carcinoma cells
significantly inhibited tumor initiation and growth compared to no treatment.(27) Anti-CD44
antibody-induced apoptosis was implicated as the mechanism of inhibited tumor xenograft
formation, based on flow-cytometric quantification of cell death among CD90+ tumor cell
fractions in response to antibody treatment in vitro.(27) Whether murine immune effector
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responses were also responsible for inhibited in vivo tumor growth was not examined in this
study. While the results by Yang et al. provide further evidence for the potential therapeutic
utility of CSC targeting, it is important to note that CD44 was not always found differentially
expressed in CD90+ versus CD90− hepatocellular carcinoma cells in this study,(27) leaving
uncertain its role as a CSC-specific target in this malignancy.

In human gliomas, CD133+ CSC were found to express up to 42-fold higher levels of the neural
cell adhesion molecule L1 cell adhesion molecule (L1CAM) compared to CD133− tumor bulk
populations,(89) and targeting of L1CAM using lentivirus-mediated shRNA interference
significantly decreased the ability of CD133+ glioblastoma subpopulations to form
neurospheres compared to shRNA controls. Moreover, L1CAM shRNA treatment induced
apoptosis in CD133+ glioblastoma cells but had no significant effect on apoptosis in
CD133− tumor populations in vitro.(89) Knockdown of L1CAM expression in CD133+ glioma
cells before xenotransplantation to immunocompromised mice significantly decreased their in
vivo tumorigenic capacity and resulted in increased survival of murine recipients. In order to
determine the effect of L1CAM targeting on established tumors, immunocompromised mice
were intracranially injected 5 days post-CD133+ glioma cell inoculation with lentiviral
preparations expressing L1CAM shRNA. This treatment regimen significantly suppressed
tumor growth and prolonged the lifespan of tumor-bearing mice compared to recipients of
control shRNA,(89) indicating that targeting L1CAM may be useful as a CSC-directed therapy.

A recent report by Vlashi et al. further highlights the potential promise of targeting molecular
mechanisms preferentially operative in CSC.(31) Human glioma and breast cancer cell lines
with CSC characteristics were found to exhibit reduced 26S proteasome activity compared to
tumor bulk components and selective targeting of this cell subset via a proteasome-dependent
thymidine kinase suicide gene resulted in experimental tumor regression,(31) indicating that
differences in proteasome activity might also serve as potential targets for CSC-directed cancer
therapy. Additional studies have targeted CSC in preclinical model systems, but mostly through
targets that were less specifically expressed by these critical subpopulations. Therefore,
inhibition of cancer cell proliferation or tumor growth in these studies cannot always be
attributed with certainty to specific inhibitory effects on CSC.

In AML, administration of an anti-human CD44 antibody significantly delayed malignant
growth and prolonged survival of human leukemia-engrafted mice.(97) Mechanistically, CD44
antibody treatment was shown to inhibit the interaction of CD44-expressing leukemia cells
with their niche and as a consequence migration and engraftment of these cells to the bone
marrow and spleen of immunodeficient mice.(97) In addition, antibody treatment was shown
to induce differentiation to more mature cancer cell progeny that was unable to establish robust
leukemia upon xenotrans-plantation.(97) These data indicated a potential role of the
microenvironment in regulating CSC function, with important implications for the
development of CSC-directed treatment strategies.(44) In brain cancer, Calabrese et al.
demonstrated that depletion of vascular endothelial cells, shown capable of enhancing in
vivo self-renewal capacity of CD133+ brain CSC, using inhibitors of ERBB2 (erythroblastic
leukemia viral homolog 2, also known as human epidermal growth factor receptor 2) or VEGF
signaling, caused a reduction in CSC numbers and significantly inhibited in vivo tumor
xenograft growth.(58) In an additional study, anti-VEGF neutralizing monoclonal antibody
treatment was also found to suppress the growth of CD133+ human glioma cell-derived
xenografts.(59)

A further CSC-directed therapeutic strategy might be the targeting of signals that regulate CSC
resistance to chemo- or radiotherapy. Bao et al. generated experimental support for the potential
promise of such approaches in human gliomas, where CSC subpopulations could be sensitized
to ionizing radiation via pharmacological inhibition of DNA checkpoint kinases.(78) Similarly,
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in breast cancers, pharmacological depletion of ROS scavengers decreased CSC clonogenicity
and resulted in radiosensitization.(84) Chemoresistance reversal in CSC populations may be
achieved through specific blockade of ABC transporters, as shown in human melanoma.(32)
The potential therapeutic utility of CSC-chemosensitizing agents is further supported by recent
findings in colon cancer;(101) Todaro et al. demonstrated that treatment of CD133+ colon
cancer cells with a neutralizing antibody to IL-4 prior to treatment with agents such as 5-
fluorouracil and oxiplatin resulted in increased apoptosis of CSC through selective sensitization
in vitro and in vivo.(101) Furthermore, CSC sensitization to immunotherapy might improve
cancer therapy, because CSC, for example in melanoma, can possess an immunoevasive
phenotype.(45)

The effects of various small molecules on CSC have been examined in AML(91,92,107) and
breast cancer.(90) For example, inhibitors of nuclear factor kappa B (NF-κB) induced apoptosis
in CD34+CD38− leukemic cells in vitro and inhibited tumor growth in experimental animal
models in vivo, while sparing the physiologic hematopoietic stem cell compartment.(91)
Similarly, in additional studies conducted by the same group, in vitro treatment of AML and
CML cultures with MG-132 and TDZD-8, respectively, induced programmed cell death in
CD34+CD38− leukemia cells.(91,92) Stem-like cancer cells have also been targeted through
modulation of the phosphoinositide 3-kinase/phosphatase and tensin homolog (PI3K/PTEN)
pathway in a mouse model of leukemia(108) as well as in prostate cancer cultures maintained
under sphere-forming conditions.(109)

In breast cancer patients, treatment with the HER2 pathway inhibitor lapatinib resulted in a
decrease in the relative frequency of CD44+CD24−/low cells after 12 weeks of treatment
whereas conventional chemotherapy increased the percentage of CSC phenotype-expressing
cells.(80) In a separate study, treatment of human patient-derived breast cancer cells with DPPE
resulted in apoptosis among the CD44+CD24−/low CSC subset.(90) Eradication of tumorigenic
cells was facilitated by concurrent treatment with doxorubicin,(90) pointing to a potential
promise of combination therapy.

A number of combinatorial approaches have been shown to sensitize the chemorefractory LSC
compartment(52,67–70,72) in AML and CML to chemotherapeutic drugs in vitro.(98–100,
102) Specifically, pharmacologic inhibition of essential autophagy genes,(99) the CXCR4
pathway,(102) farnesyltransferase,(100) or of the hedgehog signaling network(98) increased
the in vitro sensitivity of quiescent leukemic cells to the apoptogenic effects of tyrosine kinase
inhibitors, including imatinib, dasatinib, or nilotinib. Characterization of gene expression
profiles of CSC compared to physiological stem cells(110–112) may also serve to identify
additional small molecules that selectively target CSC. However, further studies, including
additional in vivo validation strategies, are needed in this regard. Ultimately, a more refined
characterization of signaling networks specifically operative in CSC, especially vis-à-vis
cancer bulk populations, may lead to effective CSC-targeted therapies.

Differentiation therapy represents an additional promising approach to target CSC.
Differentiation strategies might induce quiescent CSC to differentiate into more mature tumor
cell types, either through activation of distinct signaling pathways,(105) through altering gene
expression profiles using micro-RNAs (miRNAs),(81) or through epigenetic therapy.(103) For
example, Piccirillo et al. used BMP signaling to induce differentiation of CSC in human brain
cancer models.(105) Specifically, administration of BMP4 either in vitro to glioblastoma
cultures or in vivo to human brain cancer-bearing mice induced differentiation of glioblastomas
and significantly reduced CD133+ cell frequency.(105) Moreover, mice implanted with tumor
cells that had been transiently exposed to BMP4 survived significantly longer and showed
smaller tumor lesions compared to recipients of untreated glioblastoma cells.(105)
Interestingly, the BMP4 receptor BMPR1A is preferentially expressed on ABCB5+ CSC in
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human melanomas,(26) suggesting that a similar strategy could also be promising in this
malignancy. In a separate study, administration of Notch pathway inhibitors resulted in
depletion of medulloblastoma stem-like cells.(104)

miRNAs represent an additional class of molecules that could sensitize CSC to conventional
anticancer therapies through differentiation.(81) This is indicated by findings in breast cancer,
where differentiation of CD44+CD24−/low cells was induced through enforced expression of
let-7 miRNA.(81) Finally, epigenetic therapy could also potentially be employed to induce
CSC to differentiate and thus to render these aggressive cells more susceptible to conventional
cytotoxic treatment.(103) This possibility is supported by clinical findings in patients with
locally advanced breast cancer who were treated with the demethylating agent hydralazine and
the histone deacetylase inhibitor magnesium valproate prior to doxorubicin and
cyclophosphamide therapy, with a trend toward improved clinical outcome compared to
doxorubicin and cyclophosphamide therapy alone.(103) The CSC marker and doxorubicin
chemoresistance mediator ABCB5(26,32,106) were significantly downregulated following
differentiation therapy in these studies,(103) raising the possibility that loss of more primitive
and doxorubicin-resistant ABCB5-expressing cancer cells through differentiation might have
contributed to the observed results.

In summary, several approaches can be envisioned to therapeutically target CSC to render
tumor therapy more effective. Importantly, proof-of-principle has been established for the
potential therapeutic utility of the CSC concept, and an increasing number of studies suggest
that current cancer therapy could be enhanced through CSC eradication, blockade of CSC
functions, reversal of CSC resistance, or induction of CSC differentiation. Therefore, it is likely
that more effective cancer therapies will ultimately emerge as a result of addition of CSC-
targeted strategies to more conventional treatments directed at tumor bulk populations.

Conclusions
Robust evidence has been generated for the existence of molecularly defined CSC in human
cancer through in vivo genetic lineage tracking in experimental model systems. Furthermore,
critical links between CSC, tumor progression, and therapy resistance have emerged that
underscore the need for novel therapeutic strategies that target these aggressive cancer
subpopulations. Multiple lines of investigation indicate that several approaches might prove
useful in enhancing clinical responses to systemic therapy through CSC targeting, including
CSC ablation through monoclonal antibodies, blockade of CSC functions, reversal of CSC-
associated resistance mechanisms, or induction of CSC differentiation through epigenetic
differentiation therapy. Therefore, combination therapies targeting CSC and tumor bulk
populations are most likely to lead to optimized cancer treatments and to further reduce cancer
morbidity and mortality in human patients.
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Figure 1.
The cardinal features of CSC. CSC are characterized by three defining properties: (1) enhanced
capacity for proliferation and tumorigenic growth, (2) long-term self-renewal ability, and (3)
potential to give rise to more differentiated tumor bulk populations devoid of CSC
characteristics. These cardinal CSC features can be attributed to molecularly defined cancer
subpopulations using in vivo genetic lineage tracking in competitive tumor development
models.
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Figure 2.
Conventional therapies versus CSC-targeted therapeutic strategies. A: conventional tumor
therapies may initially shrink cancers by killing mainly tumor bulk populations with limited
self-renewal and proliferative potential. Resistant CSC may remain viable after treatment and
ultimately reestablish tumor growth, leading to relapse and neoplastic progression. B: In
contrast, novel CSC-targeted approaches strip the tumor of its capacity to generate cancer cell
progeny, which inhibits tumor growth and might ultimately result in tumor degeneration.
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Table 1

Cell surface phenotype of CSC identified in hematological malignancies

Tumor type Cell surface markers Reference

AML a CD34+CD38− Lapidot et al.(46)

CD34+CD38− Bonnet and Dick(11)

CD34+CD38− Ishikawa et al.(15)

B-ALL CD34+CD10−/CD34+CD19− Cox et al.(13)

CD34+CD38−CD19+ Castor et al.(12)

Multiple Myeloma a CD34−CD138− Matsui et al.(16)

T-ALL CD34+CD4−/CD34+CD7− Cox et al.(14)

ALL, acute lymphoblastic leukemia; AML, acute myeloid leukemia.

a
Serial xenotransplantation into secondary mouse recipients unsuccessful or not performed.
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Table 2

Cell surface phenotype of CSC identified in solid tumors

Tumor type Cell surface marker(s) Reference

Breast CD44+CD24−/low Lineage−ESA+ Al-Hajj et al.(17)

CNS CD133+ Singh et al.(18)

Colon CD133+ O’Brien et al.(20)

CD133+ Ricci-Vitiani et al.(21)

ESAhighCD44+ Lineage− (CD166+) Dalerba et al.(19)

Ewing’s CD133+ Suva et al.(28)

Head and neck CD44+Lineage− Prince et al.(22)

Melanoma ABCB5+ Schatton et al.(26)

Liver CD90+CD45− (CD44+) Yang et al.(27)

Ovarian CD44+CD117+ Zhang et al.(23)

Pancreas CD44+CD24+ESA+ Li et al.(25)

CD133+ Hermann et al.(24)
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