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Abstract: Tumor heterogeneity is a confusing finding in the assessment of neoplasms, 

potentially resulting in inaccurate diagnostic, prognostic and predictive tests. This tumor 

heterogeneity is not always a random and unpredictable phenomenon, whose knowledge 

helps designing better tests. The biologic reasons for this intratumoral heterogeneity would 

then be important to understand both the natural history of neoplasms and the selection of 

test samples for reliable analysis. The main factors contributing to intratumoral heterogeneity 

inducing gene abnormalities or modifying its expression include: the gradient ischemic 

level within neoplasms, the action of tumor microenvironment (bidirectional interaction 

between tumor cells and stroma), mechanisms of intercellular transference of genetic 

information (exosomes), and differential mechanisms of sequence-independent 

modifications of genetic material and proteins. The intratumoral heterogeneity is at the 

origin of tumor progression and it is also the byproduct of the selection process during 

progression. Any analysis of heterogeneity mechanisms must be integrated within the 

process of segregation of genetic changes in tumor cells during the clonal expansion and 

progression of neoplasms. The evaluation of these mechanisms must also consider the 

redundancy and pleiotropism of molecular pathways, for which appropriate surrogate 

markers would support the presence or not of heterogeneous genetics and the main 

mechanisms responsible. This knowledge would constitute a solid scientific background 

for future therapeutic planning. 
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1. Introduction 

Intratumor heterogeneity in human tumors is a widespread phenomenon of critical importance for 

tumor progression and the response to therapeutic intervention, and it is a key variable to understand 

tumor natural history and potential response to therapy. It is inherent to neoplasms from early stages 

and is also the byproduct of tumor progression as genetic abnormalities accumulate. It has normally 

been assumed that tumor progression is a linear process, with metastasis being a late event, but this 

model would not match well with the heterogeneity: the invasive capability can be acquired early and 

result in metastasis from early neoplasms that already show genetic and kinetic features of established 

malignancies, even for those of low nuclear grade. Human cancers frequently display substantial  

intra-tumor heterogeneity in virtually all-distinguishable phenotypic features, such as cellular 

morphology, gene expression, metabolism, motility, and proliferative, immunogenic, angiogenic, and 

metastatic potential [1–3].  

Any current general definition of neoplasm (“cellular disease characterized by abnormal growth 

regulatory mechanisms”) is descriptive and difficult to apply routinely; working definitions are 

required. Biologically, neoplasms develop through acquisition of capabilities that involve tumor cell 

aspects and modified microenvironment interactions, resulting in unrestricted growth due to a stepwise 

accumulation of cooperative genetic alterations that affect key molecular pathways. The correlation of 

these molecular aspects with morphological changes is essential for better understanding of essential 

concepts as early neoplasms/precancerous lesions, progression/blocked differentiation, and intratumor 

heterogeneity [4,5]. The acquired capabilities include self-maintained replication (cell cycle dysregulation), 

extended cell survival (cell cycle arrest, apoptosis dysregulation, and replicative lifespan), genetic 

instability (chromosomal and microsatellite), changes of chromatin, transcription and epigenetics, 

mobilization of cellular resources, and modified microenvironment interactions (tumor cells, stromal 

cells, extracellular, endothelium). The acquired capabilities defining neoplasms are the hallmarks of 

cancer, but they also comprise useful tools to improve diagnosis and prognosis, as well as potential 

therapeutic targets.  

The introduction of new markers has improved the diagnostic precision, but can potentially result in 

major changes in prevalence and uncertainties for particular lesions. The current WHO classifications 

of tumors incorporate new developments based in pathology and genetics, the leading criteria still 

being morphological: molecular findings complement the histological evaluation without replacing it. 

The acquired capabilities of neoplasms include tumor cell aspects (self-maintained replication, longer 

cell survival, genetic instability), and the interaction tumor cell-tissue microenvironment (induction of 

neoangiogenesis, invasion and metastasis) [6]. The development of clinically detectable tumors 

requires the accumulation of a number of cooperative genetic alterations, regardless of its order [7]; the 

evidence available suggest that 5–7 genetic alterations are required for clinically detectable tumors, 

correlating with morphological progression in some locations. These capabilities are not equally 

relevant at different stages during tumorigenesis, as highlighted by careful morphological evaluations 

(Figure 1).  
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Figure 1. Morphological evaluation of neoplasms and development of oncology. 

Histopathology, as the gold standard of tumor diagnosis, has set up the bases and criteria 

for the concept of early neoplasms (I showing encapsulated tumor of epithelial cells, A, 

with central area of edema, C, and a transitional zone, B; D represent the tumor capsule) 

and carcinomas in situ (II shows a breast lobular carcinoma in situ). Histopathology is 

contributing to a better understanding of the heterotypic cell biology (III to V reveal tumor 

cells, blood vessels, inflammatory/immune cells, and stroma; tumor cells and stroma are 

highlighted by direct immunofluorescence for E-cadherin, green, and integrin, red), the 

biologic progression/dedifferentiation that has been linked to hypoxic conditions and has 

been frequently reported in recurrent tumors (VI and VII shows well and poorly differentiated 

squamous cell carcinoma, respectively, in a recurrent neoplasm), and the intratumor 

heterogeneity and segregation of tumor cells in predominantly expansile internal compartments 

IX and X) and predominantly invasive peripheral compartments (XI and XII). The 

expression of hypoxia up-regulated genes is predominantly observed in the internal 

compartments (green immunofluorescence for HIF-1 in the example). 

 

2. Tumor Cell Segregation 

Intratumor heterogeneity comprises both tumor cells and heterotypic components 

(immune/inflammatory cells, mesenchymal cells, vascular structures, and extracellular matrix (ECM); 

Figure 2). Intratumor heterogeneity is assumed to occur randomly, but some factors like topography 
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control the segregation of tumor cells within neoplasms [8–10]. The topographic intratumor 

heterogeneity suggests a differential selection of tumor cells, but can also be expression of either 

selective clonal evolution or a simple passive byproduct of genetic instability [11]. The differential 

kinetic profile by topographic compartments has been related with lower cell turnover and apoptosis 

down-regulation in deep/peripheral compartments, resulting in accumulation of genetic alterations and 

segregation of tumor cells with differential genetic backgrounds as demonstrated in the adrenal gland, 

colon and bladder. This process has been linked with mismatch repair protein down-regulation and it is 

unlikely to be related with hypoxia, which is more pronounced in central compartments. However, the 

coexistence of genetic alterations supports a key role in tumorigenesis, the topographic heterogeneity 

resulting from the accumulation of genetic damage. This concept is central and supports multiple 

sampling to reliably assess the genetic abnormalities of neoplasms. Tumor development can be 

regarded as a process of cell selection. Indeed, large numbers of cell divisions are required for the 

emergence of full-blown malignancies and increased genetic instability, presenting plenty of 

opportunities for the emergence of multiple mutants. This genetic heterogeneity translates into 

phenotypic heterogeneity, and heritable phenotypes will in turn provide material for selection forces to 

work on. However, it is likely that a substantial fraction of phenotypic heterogeneity seen in tumors 

can arise from phenotypic plasticity and differentiation of cancer stem cells (CSC) and is therefore 

non-heritable. 

The heterotypic biology of neoplasms is an essential element to understand tumor growth. The 

underlying defect (clonal genetic alteration) may reside in stromal and not tumor cells, as reported in 

juvenile polyposis syndrome and ulcerative colitis hamartomatous polyps [12]. This finding suggests 

that, at least initially, the stromal cells are the neoplastic cells whose secreting factors drive the epithelial 

proliferation, and might thus eventually also be responsible for the induction of epithelial malignancy. 

This bystander role, mutations inducing stromal abnormalities that in turn induce epithelial neoplasia, 

has been called a landscaper effect: the microenvironment surrounding epithelial cells as a major 

determinant of the disturbed epithelial architecture, differentiation, and proliferation.  
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Figure 2. Heterotypic cell biology of tumors and microenvironment. Distinct cell types 

constitute most solid tumors for both tumor parenchyma and stroma that collectively 

enable tumor growth and progression. Cancer cells (CC) comprise clones with differential 

capabilities for kinetics (proliferating and arrested CC), invasiveness (invasive CC) and 

stemness features (cancer stem cells, CSC). Tumor stroma includes tumor associated 

mesenchymal cells and fibroblasts, tumor-promoting inflammatory cells, marrow-derived 

suppressor cells (MDSC) and the vascular component (endothelial cells and pericytes). The 

multiple stromal cell types create a succession of tumor microenvironments that change as 

tumors invade normal tissue and thereafter seed and colonize distant tissues. The 

abundance, histologic organization, and phenotypic characteristics of the stromal cell types, 

as well as of the extracellular matrix (ECM), evolve during progression, thereby enabling 

primary, invasive, and then metastatic growth. The assembly and collective contributions 

of the assorted cell types constituting the tumor microenvironment are orchestrated and 

maintained by reciprocal heterotypic signaling interactions, of which only a few are 

illustrated. The signaling depicted within the tumor microenvironment is not static but 

instead changes during tumor progression as a result of reciprocal signaling interactions 

between cancer cells and stromal cells that convey the increasingly aggressive phenotypes 

that underlie growth, dormancy, invasion, and metastatic dissemination. Importantly, the 

predisposition to spawn metastatic lesions can begin early, being influenced by the 

differentiation program of the normal cell-of-origin or by initiating oncogenic lesions. 

Cancer stem cells may be variably involved in some or all of the different stages of 

primary tumorigenesis and metastasis. 
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2.1. Clonal Origin and Expansions. Role in the Natural History of Neoplasms, Tumor Progression, 

and Intra-Tumor Clonal Diversity 

The existence of clonal heterogeneity has been documented for a variety of malignancies, but due to 

multiple technical challenges, the available data are mostly fragmentary, with the extent of clonal 

heterogeneity and the dependence of clonal heterogeneity on tumor type, subtype, and disease stage 

remaining mostly unexplored. It is useful to distinguish cellular genetic heterogeneity (differences at 

the level of single tumor cells) from clonal genetic heterogeneity (differences that have been amplified 

by clonal expansion) [13]. Focusing on clonal heterogeneity instead of cellular heterogeneity 

eliminates some of the “noise” of tumor evolution, as many of the variants detectable at the level of 

individual cells fail to clonally expand because of their occurrence in a cell that has lost stem cell 

properties, unfavorable effects on fitness, or simple stochastic reasons. However, “clonal heterogeneity” 

will not necessarily be completely “noise-free”, as clonal expansion does not necessarily prove the 

selective value of a mutation. 

Neoplasms are not static entities: they start from a genetically normal cell and conclude with 

billions of malignant cells that have accumulated large numbers of mutations during tumorigenesis, 

including the emergence of positively selected mutations (“drivers”) and the accumulation of neutral 

variation (“passengers”) [14,15]. Clonality is a key concept for our current understanding of tumor 

biology and comprises both clonal origin and expansions, which contribute to both tumor initiation and 

promotion [16–19]. Clonality tests cannot be interpreted in isolation; they will be meaningless without 

knowing the effect of a particular marker on cellular kinetics and the interrelationships of that marker 

with other genetic alterations that are present in a given neoplasm. This dynamic aspect is essential to 

get robust results and to avoid misinterpretations that might devalue the findings. As with many other 

issues in tumor biology, it cannot be based on single markers. A complementary approach that takes 

into consideration the technical limitations is essential to avoid the problems. Several markers have been 

used to assess tumor clonality [17,18,20], including X-chromosome inactivation, loss of heterozygosity 

(in particular targeting polymorphic regions of tumor suppressor genes), and mutation analysis.  

The value and information provided by clonality markers must be interpreted in the context of the 

natural history of neoplasms, the scientific methods for test analysis and the test limitations. Neoplastic 

cells reveal genetic alterations that explain the acquisition of autonomous growth (advantageous cell 

kinetics) and invasion capacity (local and distant), most of them acquired. This constellation of 

alterations is most likely related with multiple cooperative genetic abnormalities that explain the 

biologic and clinical progression [4,5]. In this scenario, we need to consider that the first genetic 

alteration has not to be necessarily the irreversible abnormality leading to a clinically detectable 

neoplasm, because genetic alterations can link to apoptosis or may be counterbalanced by other genetic 

changes resulting in no clinical growth. In inherited cancer syndromes, the first genetic alteration is 

known, but on its own does not explain clonal growth, the neoplastic lesion displaying additional 

alterations that correlate with the clinical presentation [17,18]. There are also genetic alterations such 

as fusion genes described in neoplasms and thought to be an initiating event, also present in 

inflammatory conditions. In these circumstances, the evaluation will depend on the agreed definition of 

a given neoplasm [21]. The common finding in all these scenarios is that knowing the first genetic 

event does not guarantee a clonal growth, unless the additional collaborative alterations support an 
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advantageous cell kinetic resulting in a neoplasm [8,9,19,22–25]. For these reasons a robust clonality 

test must consider evaluating multiple markers that together can support or refuse a common progenitor 

for the lesion. 

The scientific method to analyze clonality must take into account many unknown variables. 

Neoplasms progress through a multistep process in which they acquire genetic abnormalities, but the 

number of genetic alterations, and the sequence of these alterations, is not known [4,5]. It should also 

be noted that, from a perspective of selection operating in the evolution of tumors, stable, heritable 

changes in gene expression due to epigenetic alterations are indistinguishable from similar changes 

caused by alterations in DNA sequences. Silencing of gene expression by hypermethylation of 

promoter regions is frequently observed in cancers [26,27]; therefore, heritable epigenetic changes 

should be included in considerations of clonal evolution. In frequent neoplasms, we know the most 

frequent sequence of genetic abnormalities, but this is not going to be the necessary pathway for all 

neoplasms in a particular location. Considering all these “uncertainties”, the most sensible approach 

will be the statistical one by testing the so-called null hypothesis. In clonality analyses, the null 

hypothesis to test will be if the samples are different, in other words if they come from different 

progenitors. This hypothesis does not assure that the samples are identical or are derived from the same 

progenitor. The strength of the analysis will depend on the number of markers tested and the 

percentage of informative cases for each marker in a normal sample. The higher the values for these 

two parameters, the more reliable are the results obtained. Testing pathway-independent and dependent 

markers would be the most sensible approach for clonality assays, including those contributing to the 

acquired capabilities and processes already identified in neoplasms [4,5]. In that sense, clonality assays 

must fulfill as much as possible the general requirements for any ideal molecular marker [4,5]. Partial 

approaches are valid, but they will not provide the same strength. 

As with any other technique, clonality assays have limitations. The main limitations would be the 

heterotypic biology of solid tumors (tumor and nontumor cells coexisting in the neoplasm and the 

biologic heterogeneity as a byproduct of tumor progression) and the technical aspect to prevent  

artifacts [4,28,29]. The dynamic nature of neoplasms must be taken into account; there is a continuous 

selection process of tumor cells that contributes to biologic progression and results in segregation of 

genetic abnormalities by conditions or topography [10,23–25,30]. Detailed sampling protocols to 

consider predictable heterogeneity (such as the topographic heterogeneity) and protocols including 

quality controls for relevant steps during the tests are absolute requirements to have robust  

results [17,18,28].  

2.1.1. Early Neoplasms, Precancerous Lesions and Progression 

Different types of “precancerous” or “premalignant” lesions are often used inappropriately; in fact, 

many of those lesions “are not pre-anything”. Four types of lesions based on their fate can be 

considered: (I) those that progress to more advanced stages, including cancer; (II) those that continue 

to grow without qualitative change; (III) those persisting with no or minimal growth and no qualitative 

change; (IV) those that may regress. Alternative pathways of progression from intraepithelial 

neoplasms must be considered to understand tumor natural history. Tumor heterogeneity and fully 

established genetic and kinetic features of malignancy in intraepithelial neoplasms and topographic 
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compartments of invasive malignancies are key factors for this process. These two concepts are closely 

related with tumor initiation, have been developed for epithelial neoplasms and corroborate the concept 

of multistep tumorigenesis and accumulation of cooperative genetic abnormalities (“gatekeeper” and 

“caretaker” pathways) [7]. The paradigm is the concept of intraepithelial neoplasm/malignancy, being 

more difficult to extrapolate the concept to non-epithelial lesions. These lesions would be meaningful 

when they are present in structures with anatomical boundaries and the cells do not recirculate/migrate 

in physiologic conditions, regardless of the lesion size. Regarding anatomical considerations, it is the 

basement membrane, and not the tumor capsule, the limiting structure.  

Although some genetic alterations have been proposed as neoplasm-specific, the presence of a 

single genetic alteration cannot be considered diagnostic of malignancy even for early stages. These 

problems preclude establishing reliable diagnoses of follicular carcinomas in situ for encapsulated 

neoplasms carrying PAX8/PPAR fusion genes, or lymphomas in situ, even for lesions that initially 

carry molecular changes reported in malignancy. The opposite situation is equally important: 

Histologically confirmed intraepithelial lesions are considered precursors, but they can accumulate 

genetic alterations and show kinetic features of malignancies, as reported in MEN 2A [25,31].  

Although the existence of intra-tumor phenotypic heterogeneity has been recognized from the early 

days of experimental cancer research, the relative contributions of heritable and non-heritable 

mechanisms are still not clear, and yet the nature of tumor heterogeneity can have profound implications 

both for tumor development and therapeutic outcomes. Tumor evolution has often been depicted as 

successions of initiations and promotions of mutated cells in clonal expansion rounds, where every 

new round is driven by the acquisition of additional kinetically-advantageous mutational events 

(selection process) [19]. This sequential process of stochastic acquisition of key mutations drives 

tumor progression, as a result of proliferation and increased genomic instability that produce 

progressive selection [9,10,30,32]. Only minority of random mutations are selectively advantageous, 

while a large fraction of mutations will be discarded by selection. Furthermore, many neutral or even 

mildly disadvantageous mutations can be retained in the population or even undergo some expansion 

due to genetic drift. Moreover, the long-term evolutionary success of mutations providing a positive 

selective advantage is not granted. As a consequence, some of the mutations that are selectively 

advantageous at certain stages of tumor progression and can trigger substantial clonal expansion may 

lead to evolutionary dead ends and, therefore, may not be present in a fully malignant tumor. The 

complexity of tumor evolution is further influenced by the ongoing alterations of tumor microenvironment 

associated with tumor progression,[33] which are likely to alter the selective pressures experienced by 

tumor cells. Therefore, at the microscopic level, tumor evolution is likely to be non-linear, and 

substantial genetic heterogeneity is expected in tumor cell populations [10,23,30,31,34].  

2.2. Cancer Stem Cells and Plasticity 

It is important to stress that the concepts of clonal evolution and CSCs are complementary rather 

than mutually exclusive. Tumor progression is contingent on acquiring specific heritable mutations in 

oncogenes, tumor suppressor genes and genome maintenance genes. These genetic alterations must 

target cells with the unique ability to both limitless self-renewal and multipotential differentiation to 

explain tumor growth and progression. As cells with these unique features, the so-called “CSCs”, 
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represent only a minor fraction of tumor cells, the majority of tumor cells are considered to be products 

of abnormal differentiation of CSCs, and, although some might be capable of limited proliferation, 

they represent evolutionary “dead ends.” From an evolutionary perspective, limitation of self-replicating 

capacity to a fraction of tumor cells means that the effective population size is restricted to this  

stem-like compartment, rather than encompassing a bulk of tumor cells. The implication is that 

phenotypic and genetic heterogeneity, associated with tumor stem cell differentiation, are irrelevant for 

tumor progression (as long as they do not affect the tumor stem cell subpopulation or lead to stem cell 

conversion), as selection can only work on the heritable phenotypes of CSCs (Figure 2). 

In recent years, evidence accumulated suggesting that a small tumor cell subpopulation in the 

primary tumor mass might be responsible for tumor initiation, growth, maintenance and spreading. 

These cells, termed CSCs or cancer initiating cells (CSC/CIC), represent a population with stem  

cell-like properties, in particular long-term survival, high self-renewal and seeding capacities [35]. 

While the cellular origin of CSC/CIC and the associated molecular pathways are still a matter of 

discussion, the existence of a small tumor cell subpopulation capable of initiating and maintaining 

tumor growth and initiating metastasis is being increasingly documented and accepted [36,37]. 

Furthermore, evidence indicates that CSC/CICs are more resistant to classical therapeutic approaches 

(i.e., chemotherapy and radiotherapy) compared to the bulk of the tumor cell mass. The mechanism  

of resistance remains largely elusive and might include the increased expression of multi-drug  

resistance-type of membrane transporters, a protective effect of the microenvironment or especial 

resistance to apoptosis. The existence of morphologically defined subsets of cancer cells, which are 

enriched with the ability to form tumors in xenograft models, has been demonstrated for many 

hematopoietic and solid malignancies. Initial evidence for the existence of CSC/CIC came from acute 

myeloid leukemia rare leukemic (stem) cells with a CD34+/CD38− phenotype, and subsequently 

demonstrated in solid tumors, but with different surface phenotype [38,39]. In all cases, CSC/CIC is 

distinguished from the “somatic” tumor cell population, by their capacity to efficiently generate new 

tumors when implanted at low number in mice. Conversely, “somatic” cancer cells are not able to 

initiate tumor growth, even in high number, in the same in vivo preclinical models. A major challenge 

to the CSC concept originates from the observation that its definition is based on experimental 

evidence (e.g., tumor initiation at limited dilution) that is highly subject to how the assay was 

performed. For example, in experimentally induced or spontaneous cancers, the majority of cancer 

cells are capable of initiating tumors in either syngenic or xenograft models [40], and thus can be 

considered CSCs. When most of the cells in a tumor are CSCs, singling them out becomes meaningless. 

It has also been noted that numerical considerations frequently reveal inconsistencies with data 

interpretation in experiments transplanting sorted cell populations [41]. In addition, comparisons of the 

genetic composition of breast cancer CD44+CD24− cells, which are presumed to be “CSCs”, versus 

CD44−CD24+ cells, which are considered to be “non-stem cells”, have revealed that in some cases 

these subpopulations are genetically divergent [42,43], which is inconsistent with a model of  

simple differentiation. 
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2.2.1. Phenotypic Plasticity 

Tumor cell plasticity explains the differential ability of specific subsets of tumor cells to initiate 

tumors in experimental models. This hypothesis proposes that the majority of tumor cells reveals stem 

cell features with varying degrees of “stemness”, where the “stemness” is influenced by microenvironmental 

cues and some stochastic cell-autonomous mechanisms [44]. Observation of substantial phenotypic 

and functional heterogeneity within normal stem/progenitor cell pools has led to organizational models 

of stem cell compartments that incorporate self-organization, flexibility, and plasticity of stem cell 

properties [45–47]. Importantly, mathematical models that involve plasticity of the stem cell 

phenotype provide a much better match to experimental data on stem cell dynamics than does the 

concept of rigid differentiation hierarchy [14,41,48]. Concepts of CSCs and phenotypic plasticity are 

not mutually exclusive. Even if the majority of tumor cells in some (or many) cancers are incapable of 

sustained proliferation and, therefore, can be described as non-stem cells, the stem cell compartment 

can still be phenotypically diverse and plastic. Regardless of the outcome of the CSC debate, it is 

likely that non-heritable mechanisms are responsible for a large fraction of intra-tumor heterogeneity 

of cellular phenotypes. 

Genotypes specify a range of phenotypic manifestations within a norm of reaction. This concept 

would explain the tumor cell ability of altering their phenotype in response to microenvironmental 

cues and, as a result of this tumor cell-microenvironment interaction, the tumor behavior and 

progression are shaped. However, the tumor microenvironment is not completely homogeneous: 

different regions of a tumor can have different densities of blood and lymphatic vasculature, different 

numbers and types of infiltrating normal cells, and different composition of ECM. Therefore, tumor 

cells within a given tumor are expected to experience a range of microenvironmental cues, which 

would translate into a range of phenotypic manifestations. In addition, cells can show heterogeneity of 

features even within apparently homogeneous environments. Such heterogeneity arises from noise in 

gene expression and existence of meta-stable configuration of intracellular networks, and it is a very 

basic feature of all living cells. Normal and cancer cell lines display substantial heterogeneity in timing 

of apoptotic response to TRAIL ligand. This heterogeneity does not depend on genetic or epigenetic 

mechanisms but is instead caused by apparently noise-driven differences in levels of protein 

expression [49]. Plasticity of tumor cell phenotype is not limited to apoptotic response. For example, 

genetically homogeneous tumor cell lines display morphological heterogeneity, as mixtures of 

immotile, rounded cells and motile, fibroblast-like ones can be found both in vitro and in vivo. In this 

case, the phenotypic differences result from different, mutually exclusive, and inter-convertible 

activation of Rac and Rho GTPases [50].  

2.3. Interactions of Distinct Tumor Clones. Clonal Evolution and Progression 

Two main mechanisms explain the impact of clonal heterogeneity on tumor evolution, modulating 

both progression and therapeutic escape: (a) Clonal diversity provides a more diverse genetic spectrum 

on which selection can take place; (b) The co-existence of genetically distinct clones within a tumor 

gives a network of biological interactions among distinct clones. As a consequence, the behavior of a 
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tumor composed of distinct clones might be different from that of a monoclonal tumor or the behavior 

of the sum of the individual clones [15,33]. 

2.3.1. Tumor Evolution as Byproduct of Clonal Heterogeneity 

Tumorigenesis is a dynamic selective process driven by genetic changes (mutations in broader 

terms) and abnormal gene expression [51]. In this context, higher genetic complexity is expected to 

provide more options for selection and a faster pace of evolution in heterogeneous neoplasms. As 

tumors grow, the cellular stress derived from replication results in mutations and expansion of  

sub-clones from the branching of the original precursor (monoclonal population). This selection results 

in an increased genetic complexity generated by branching from a tumor composed of multiple distinct 

clones. Thus, clonally heterogeneous tumors can generate a larger variety of genetic variants to be 

tested by selection, which provide a wider adaptive landscape, increasing the probability of clones 

reaching fitness for challenges from several microenvironments (Figure 2).  

The clonal composition of tumors can be especially important in determining responses to dramatic 

changes in the environment, such as changes induced by anti-cancer therapy. In this case, the  

pre-existence of resistant clones within a tumor can make the difference between tumor extinction 

(treatment success) and tumor evolutionary adaptation (treatment failure). A vivid illustration of the 

importance of clonal heterogeneity in therapeutic resistance can be found in malignancies such as 

chronic myelogenous leukemia [52], gastrointestinal stromal tumors (predominantly driven by different 

activating mutations in KIT) [53], tumors associated with inactivating mutations in BRCA1 and 

BRCA2 (deficient in homologous recombination-mediated DNA repair resulting in genomic instability 

and highly sensitive to platinum compounds and poly ADP ribose polymerase inhibitors) [54], just to 

give some examples. For many tumors with genetic mechanisms of resistance pre-existence of 

resistant cell types prior to treatment has yet to be demonstrated. Moreover, the generality of the 

mutational mechanisms of acquiring therapeutic resistance remains an open question [55]. Nonetheless, 

intra-tumor heterogeneity is likely to represent a strong challenge to therapeutic success, as larger 

genetic diversity within a tumor would be expected to increase the probability of the pre-existence of 

resistant cell types that could be selected by treatment and ultimately result in relapse of resistant 

tumors. Notably, in addition to the scenario of cancer therapy, selection of mutant variants rather than 

mutagenesis was proposed to be the key mechanism responsible for the carcinogenic action of a wide 

range of growth-limiting carcinogens [55–57].  

2.3.2. Biological Interactions among Distinct Tumor Clones 

Cancer morphologic and genetic heterogeneity is the expression of multistep tumorigenesis that 

leads to subclonal tumor cell populations with heritable traits (including primary, circulating and 

metastatic cells) and a microenvironment of ECM, fibroblasts, inflammatory cells and blood vessels. 

In addition, the differentiation hierarchy within tumors complicates the network, along with the 

importance of tumor microenvironment, as it is increasingly clear that understanding alterations within 

tumor cells is only part of the picture, and we need to understand interactions between tumors and  

their microenvironment to account for multiple aspects of tumor progression and therapeutic  

resilience [33,58,59]. A major implication is the co-existence of phenotypically distinct clonal 
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populations of tumor cells should inevitably lead to the formation of a network of biological 

interactions, which could be either direct or mediated by the tumor microenvironment. Some of the key 

interactions that are likely to exist between distinct tumor clones are summarized below  

(Figure 3) [60]. 

Figure 3. Interaction between tumor cell clones. This process includes competition, 

amensalism, commensalism, mutualism, parasitism and predation; the outcome is a higher 

level of complexity of tumor heterogeneity at the cellular level.  

 

Competition is likely to be the strongest and most important biological interaction between tumor 

cells and it is one of the mechanisms involved in the tumor response to irradiation [61]. Mechanisms to 

limit the competitive outgrowth of mutant cells include intrinsic tumor-suppressive mechanisms, 

wherein activation of strong oncogenes triggers activation of tumor-suppressive networks, resulting in 

senescence or death of mutated cells [62]; or oncogenic mutations that can trigger stronger 

proliferation without engaging intracellular tumor suppressors resulting in loss of stemness (extrinsic 

tumor suppressor mechanisms) [63]. Moreover, the spatial organization of normal tissues can limit the 

role of competition between genetically distinct cells even further, confining stem cells to small  

pools [64,65]. However, carcinogenic and growth-limiting conditions can substantially modify the 

fitness landscape, allowing for the competitive outgrowth of oncogenically mutated cells, thereby 

initiating malignant evolution [66,67]. Tumor progression is associated with further loss of  

tumor-suppressive mechanisms and disintegration of normal tissue morphology; thus, tumors start to 

resemble ecological systems rather than integrated tissues, and competition becomes the strongest 

biological interaction. The role of competition is further strengthened by the limited nature of 
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resources: while, under tissue culture conditions, tumor cells are capable of limitless exponential 

growth, clonal expansion within tumors is severely constrained by the limited availability of oxygen, 

nutrients, growth factors, and space (habitable niches). Limited resources intensify competitive 

interactions both within and between interacting species (cancer subclones). In large, spatially 

homogeneous populations, competitive interaction results in the fixation of a clone with the highest 

fitness value [60,64,65]. However, as discussed above, fixation can be inhibited by spatial organization, 

which limits competition to within clones. In addition, the existence of regions with different selective 

pressures can mediate the co-existence of clonally distinct populations. Finally, a stable co-existence of 

multiple clones is also possible when fitness is density-dependent [68].  

Amensalism is an interaction in which one interacting party is inhibited by the other without being 

affected itself. Under the competitive context, this interaction is also referred to as “interference 

competition”. As tumors grow under conditions of limited resources, amensalistic interactions can 

provide a competitive advantage to a clone that can inhibit other clones while being (at least relatively) 

resistant. An example of this type of interaction between genetically distinct human cells can be found 

in Bcr-Abl-driven leukemias [69]. The existence of this type of interaction has also been documented 

among distinct tumor clonal populations, both in cell culture and in vivo. The concept of amensalism 

can be extended to interactions between primary and metastatic tumors, as many human and experimental 

tumors can suppress metastatic outgrowth by inhibiting angiogenesis or inducing dormancy of single 

disseminated tumor cells through uncharacterized mechanisms [70]. Thus, amensalism can work as a 

weapon in competitive “warfare” between distinct clonal populations, which can lead to the stable  

co-existence of distinct clones in tumors.  

Antagonism is an interaction in which one interacting party can capture biomass from the other one. 

This interaction is widespread in natural ecosystems, and there are clear parallels between  

organism–tumor and host–parasite interactions. However, antagonism is unlikely to be relevant for the 

interactions between distinct tumor clones. 

Commensalism is a positive interaction in which one interacting party benefits the other without 

itself being affected. The tumor cell-stromal cell interaction in itself is a form of commensalism, 

because it has been demonstrated that these non-malignant cells support and even enable tumor  

growth [71]. An example of this type of interaction can be found in normal tissues: mammary 

epithelial cells from estrogen receptor null mice (ERα-/-) fail to grow and do not develop branching 

structures upon transplantation into cleared fat pads. However, when mixed with wild-type epithelial 

progenitors, ERα-/- cells do proliferate and contribute to different lineages and different parts of the 

mammary gland [72]. In addition, nearby cells can protect each other from a set of host defenses that 

neither could survive alone. Cooperation can evolve as by-product mutualism among genetically 

diverse tumor cells [71]. A recent publication from the Weinberg laboratory demonstrated the relevance 

of this interaction in a human xenograft model, where an “instigator” tumor cell line augmented the 

proliferation and metastasis of genetically distinct “indolent” tumors that were incapable of forming 

macroscopic outgrowths on their own [73,74]. In this case, the “instigation” was mediated by systemic 

effects, which could at least partially be attributed to the secretion of SPP1 (osteopontin) by the 

“instigator” cells [74].  

Although not experimentally validated, this interaction can account for the co-existence of clonal 

variants that differ in their angiogenic potential. If the fitness benefit of angiogenic factor production is 
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higher than the associated fitness cost, an angiogenic clone can undergo competitive expansion and 

reach stable equilibrium with non-angiogenic “free rider” clones. Interestingly, mathematical modeling 

shows that, under certain physiologic conditions, “free riders” capable of faster proliferation can  

out-compete the angiogenic clone, leading to the collapse of the tumor [68]. This prediction can 

potentially explain spontaneous regression of neuroblastomas accompanied by massive necrosis [75].  

Mutualism (cooperation) is a positive interaction in which both interacting parties can benefit from 

each other. Positive interactions between species have been widely documented in natural ecosystems. 

Mathematical modeling suggests that mutualistic interactions can lead to the co-existence of distinct 

species even under competitive contexts [71,76]. It has been suggested that mutualistic interactions 

between distinct tumor clones can play an important role in tumor evolution by maintaining the 

survival and proliferation of tumor cells until one of the clones achieves a “full deck” of malignant 

mutations required for clonal dominance and full-blown malignancy [71,77]. To the best of our 

knowledge, however, such interactions between distinct clonal tumor populations have not been 

experimentally documented. 

Of note, most of the biological interactions are not mutually exclusive, and the net outcome for the 

interacting species will depend on the net sum of the different interactions (Figure 3). This net result 

can lead to both augmentation and retardation of overall tumor growth and progression. Elucidation of 

biological interactions between populations of tumor cells might be a very formidable task; however, it 

can deepen our understanding of tumor biology and uncover new therapeutic targets. 

3. Tumor Components 

Normal cells survive and grow within defined environmental niches and are subjected to 

microenvironmental control. Outside of their specific niche, the tissue environment is hostile to normal 

cells. Since they lack necessary cell autonomous survival signals, normal cells will not survive an 

inappropriate microenvironment [78]. Detachment-induced cell death (anoikis) has been proposed as 

the mechanism preventing normal cells from leaving their original environment and seeding at 

inappropriate locations [4]. In order to evade local tissue control and avoid anoikis during tumor 

development and progression, malignant cells start interacting with the surrounding ECM [79]. A 

bidirectional relationship is initiated between tumor cells and its surrounding stroma as a first step to 

invasive growth on metastatic spreading. Stromal changes sustaining tumor progression include 

modifications of the ECM composition, activation of fibroblasts, myoepithelial cells, and the 

recruitment of pericytes or smooth muscle cells and immune and inflammatory cells [80].  

3.1. Cellular Interactions and Microenvironment 

Human tumors arise from single cells that have accumulated the necessary number and types of 

heritable alterations. Each such cell leads to dysregulated growth and eventually the formation of a 

tumor. Despite their monoclonal origin, at the time of diagnosis most tumors show a striking amount 

of intratumor heterogeneity in all measurable phenotypes; the evolutionary dynamics of heterogeneity 

arising during exponential expansion of a tumor cell population, in which heritable alterations confer 

random fitness changes to cells [48]. Classical multistage modeling of tumorigenesis evolves through 

the processes of local proliferative lesions (tumor initiation and promotion or selection), and acquisition 
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of invasion-metastatic potential (tumor progression). Broadly speaking, tumor promotion consists of 

the selective (clonal) expansion of altered cells to form focal lesions [16,81]. Within this definition, the 

process of promotion is mainly a quantitative phenomenon (many cells arising from a single cell), 

while no qualitative changes are necessarily implied. However, these latter properties are lost during 

tumor progression, which is typically characterized by increasing levels of tumor cell heterogeneity. 

This implies that qualitative changes are now dominant [18,19], generating distinct cellular sub-clones 

with different phenotypes. Such a background represents the landscape for the full deployment of 

tumor progression. 

These two distinctive processes, the mainly quantitative process of tumor promotion and the 

intrinsically qualitative process of tumor progression, are driven by two distinct microenvironments: 

the tissue and the tumor microenvironments [56,57,82]. The tissue microenvironment specifically 

refers to the local environment surrounding altered cells during their selective clonal expansion to form 

focal proliferative lesions. Conversely, the tumor microenvironment describes the unique biological 

milieu that emerges inside focal proliferative lesions as a consequence of their altered growth  

pattern [56,57,82]. Such new biological niche is characterized by a tissue architecture which is not 

developmentally programmed and is bound to pose major challenges for cell survival, due to 

altered/inadequate supply of oxygen and nutrients. This in turn can lead to biochemical and metabolic 

alterations that can profoundly impact on the fate of the cell populations inside focal lesions [83].  

The available evidence is consistent with the hypothesis that focal lesions result from the clonal 

expansion of altered cells; if so, how does a focal lesion develop from those rare altered cells? 

Theoretically, at least two different (and not mutually exclusive) possibilities should be considered: 

(I) The altered/initiated cell is already endowed with some degree of inherent growth autonomy and 

starts to replicate unchecked, forming a focal lesion and then, after a number of further steps, a full 

blown cancer [84]. The analysis of several multistage models of cancer induction has led to the 

conclusion that initiation per se does not result in any significant growth of pre-neoplastic and/or 

neoplastic lesions, and the appearance of the latter is heavily dependent on the presence of a 

promoting/selective environment [85]. Furthermore, transplantation experiments have convincingly 

demonstrated that different types of altered cells do not display any evidence of growth autonomy 

when transferred in a normal tissue environment of young animals in vivo [67]. By analogy, altered, 

putative initiated cells can be found in the skin of several healthy human subjects, suggesting that their 

presence per se is not necessarily associated with selective clonal growth, and additional 

(promoting/selective) influences must be enforced when the latter does occur [86]. Also epidemiologic 

evidence on smoking and lung cancer suggests that clonal expansion of cells is much more relevant 

than early mutations [87].  

(II) The other possibility is that the single altered cell does not express any significant degree of 

growth autonomy and is still under the control of normal homeostatic mechanisms; if this is the case, 

its selective clonal growth must be linked to the dynamics of cell turnover typical of the tissue where it 

resides. Thus, specific alterations of these dynamics could translate into a promoting effect for any 

putative altered cells present in that tissue. It is self-apparent that, within this perspective, the tissue 

microenvironment surrounding rare initiated/altered cells is given a central role in their selective 

emergence as focal proliferative lesions. In this context the neoplastic development is a biologic 
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process that is not directly caused by the inciting agent acting on a passive target, but results from the 

interaction of living structures (cells, tissues and organs) with those agents [88,89].  

A direct link was established between growth inhibitory effects and the emergence of 

phenotypically resistant cell populations during carcinogenesis. Rare initiated cells could withstand 

certain types of growth suppression imposed on surrounding normal cells, thereby acquiring a 

proliferative advantage under appropriate “selective” conditions. Furthermore, the growth of such 

resistant cells to form focal proliferative lesions could be induced by physiological homeostatic stimuli, 

as it occurs during tissue regeneration and/or turnover, and these rare clones could emerge because the 

bulk of surrounding normal cells were unable to respond to those stimuli [90]. Incidentally, the work 

of Farber was the first to provide evidence that tumor promotion could be interpreted (and in fact 

defined) as a process of cell selection, thereby introducing a Darwinian perspective in the analysis of 

carcinogenesis [91]. Thus, early phases of cancer development, far from being exclusively cell-

autonomous, appeared to be heavily dependent on environmental influences and in fact could be 

interpreted as adaptive reactions to altered conditions in the surrounding tissue [88]. Specifically, if the 

growth potential of normal cells in a given tissue was severely impaired, this could translate into a 

driving force for any altered/initiated cells to expand and compensate for the (relative) impairment of 

their surrounding counterparts. As a consequence, cancer development is a process to be considered 

and analyzed at tissue/organ level, not just at single cell level, and a role for the tissue 

microenvironment in this process is clearly defined [12,88,92]. 

3.1.1. Promoting Potential of a Growth-Constrained Tissue Microenvironment 

As the large majority of carcinogens can both (I) exert growth-suppression in the target tissue, 

possibly as a consequence of the inflicted DNA-damage [93], and (II) induce rare altered/initiated cells 

with a resistant phenotype [94], a clear outcome of such combined effects includes the possibility of a 

selective expansion of the resistant cell population [91,93]. Given that random mutations are more 

likely to damage the function of the genome rather than to improve it [91], the same genotoxic agent 

can both initiate the carcinogenic process in a given tissue and exert a promoting/selective effect on 

rare initiated/altered cells by limiting the proliferative potential and/or impose other cytotoxic effects 

in the bulk of the surrounding cells in that tissue [95]. 

A direct testing of the hypothesis that a growth-constrained microenvironment can represent a 

powerful driving force during tumor promotion is provided by cell transplantation experiments. Under 

growth-constraint endogenous conditions, transplanted altered cells could selectively expand in the 

recipient liver, forming hepatocyte nodules and eventually progressing to hepatocellular carcinoma. 

Importantly, no nodular growth was observed when a similar preparation of hepatocytes was injected 

into normal, untreated recipients [67], suggesting that nodular cells had no inherent growth autonomy: 

the selective growth of altered cells in this system occurs under the influence of homeostatic mechanisms 

which are similar to, and possibly coincide with those controlling normal cell turnover [96]. 

One relevant situation to be considered in this context is aging. In fact, aging represents the major 

risk factor for neoplastic disease (albeit it is not an avoidable risk) [97]; moreover, it is characterized, if 

not defined, by a generalized decrease in the functional proficiency of several organs and tissues, 

including a decline in their proliferative potential [98]. It has been shown that the microenvironment of 
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the aged liver is able to support the growth of a transplanted epithelial cell line, while that of the young 

recipient is not [99], being able of stimulating the clonal expansion of transplanted normal  

hepatocytes [100]. This phenomenon does suggest that the liver microenvironment associated with 

aging is also clonogenic, and could therefore foster the emergence of altered cell populations. It 

appears reasonable to propose that such clonogenic potential might be linked, at least in part, to the 

growth-constrained environment associated with aging [100]. It is likely that a role in such  

age-associated clonogenic effect is also played by stromal fibroblasts. Senescent fibroblasts can in fact 

stimulate early growth of both grafted normal and tumor epithelial cells, suggesting that they can mediate, 

at least in part, the effect of aging on the parenchymal component of various tissues [101,102]. However, 

this effect can translate into selective growth of rare altered cells if the majority of surrounding 

counterparts are relatively impaired in their proliferative capacity, as it occurs during aging [103].  

From a more general standing point, chronic tissue injury and inflammation lead to both impaired 

function and an increased risk of neoplastic disease in the target organ [104,105]. It is reasonable to 

consider that a common factor in all these instances could be the progressive exhaustion of the 

functional and/or proliferative capacity of parenchymal cells, paving the way to the selection of rare 

variant cells with an altered phenotype [106]. Consistent with this interpretation is the finding of 

diffuse or focal parenchymal atrophy concomitant with proliferative lesions of putative clonal  

origin [107–111]. The “proliferative inflammatory atrophy” of the prostate has been recognized as a 

risk factor for prostate carcinogenesis and it is characterized by clusters of proliferating prostatic cells 

arising in areas of atrophic epithelium [108], suggesting their possible regenerative significance [109].  

In this context, defects in DNA repair pathways (a known cancer risk) result in increased 

probability of critical genetic alterations occurring in rare cells, and this will lead to the emergence of 

the neoplastic phenotype. However, such interpretation largely overlooks the consequences that the 

defective DNA repair might have on the bulk of the tissue, and their possible contribution to the 

increased carcinogenic risk that is seen in these conditions. Defects in DNA repair pathways can be 

associated with accumulation of widespread DNA damage [112]. It is reasonable to assume that such 

randomly inflicted damage will generally impair genome function [112], rather than improve it; in fact, 

accelerated aging has also been associated with altered DNA repair capacity [113]. Thus, the above 

considerations suggest that carcinogenesis related to defective DNA repair is also interpretable as the 

end result of at least two main biological components: (I) induction of rare altered cells; and 

(II) selection of such cells within a functionally impaired tissue environment. 

3.1.2. Molecular Analysis of Selectogenic Microenvironments 

Given that altered cells can be selected in a tissue microenvironment which is otherwise  

growth-inhibitory to surrounding counterparts, a relevant question pertains to the biochemical and 

molecular basis of such phenotypic resistance. Blagosklonny has proposed the existence of two broad 

types of resistance [55]: (I) Non-oncogenic resistance relates to changes in drug metabolism and/or 

uptake, such that the rare altered cell is able to withstand toxicity compared to the rest of the population 

in that tissue. Such phenotypic resistance would still translate in the clonal growth of that rare cell, but 

no increased risk of neoplastic disease would be implied [55]. (II) The oncogenic resistance is linked to 

the inability of the cell to sense or repair DNA damage and/or to activate effector mechanisms leading 
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to cell cycle arrest and/or cell death. As a result, the affected cell is susceptible to acquire a “mutator 

phenotype”, i.e., the tendency to undergo a cascade of further mutations [4,8,91,114]. 

The mutator phenotype has been linked with a defect in mismatch repair (MMR) genes, so that a 

cascade of mutations occurs in cancer-related genes. To justify the onset of a mutator phenotype in 

“sporadic cancers” (which are in fact the vast majority) we have to revisit some theories of 

carcinogenesis and their evidence base [10,32]. In sporadic cancers the origin of the mutator phenotype 

has been attributed to chance, or to mutagens that selectively affect specific genes similar to MMR 

genes, or to a combination of the two. However, MMR is clearly mutated only in a minority of cases: 

For example, colon cancers characterized by the presence of microsatellites (MIN) are a small minority 

compared to cancers characterized by chromosome instability (CIN), whose onset has not yet been 

attributed to the failure of any specific gene repair such as MMR [8,114]. To explain the most common 

type of lesions that are found in non-hereditary cancers, chromosome aberrations and CIN, we have to 

explain how the mutator phenotype originates. In addition, a key concept that has also emerged 

recently is that mutations, or instability, are irrelevant if there is not a microenvironmental change that 

selects the cells carrying such mutations. Therefore, we will first discuss some examples of such a 

“selectogenic” microenvironment. 

3.1.3. Stress and the Mutator Phenotype 

Cell replication is the main source of cellular stress. On one hand, continuous proliferation results in 

telomere attrition and reduced stability of chromosome ends, which activate the cycle of chromosomal 

fusion-bridge-breakage and higher incidence of translocations such as expression of chromosomal 

instability (CIN). On the other hand, nucleotide mismatches are introduced by DNA polymerase and 

will accumulate in DNA regions with repetitive sequences, such as microsatellites; this is the basic 

reason of microsatellite instability (MSI), a finding more frequently detected in tissues with higher 

proliferation. CIN and MSI have been described as two alternative pathways to cancer [4,8]. CIN is 

generally defined as the ability of a cell to gain and lose chromosomes and is a feature of many types 

of cancer. Conversely, microsatellite instability is related to a defect in the DNA mismatch repair 

machinery (MSI cancers).  

The net result of CIN is the deregulation of chromosome number (aneuploidy) and an enhanced rate 

of loss of heterozygosity, which is an important mechanism of inactivation of tumor suppressor genes. 

Cytogenetic studies of bladder, lung and colon tumors have shown that karyotype complexity, cell 

ploidy, and the number of structural changes found are closely associated with tumor grade and stage. 

It has been suggested that different environmental carcinogens can induce specific forms of genetic 

instability [115]. The available data demonstrate that exposure to specific carcinogens can indeed 

select for tumor cells with distinct forms of genetic instability and vice versa. These data offer 

potential clues to one of the remaining unsolved problems in cancer research, the relationship between 

environmental factors and the genetic abnormalities that effect tumorigenesis. 

3.1.4. Chronic Inflammation, Myeloid-Derived Cells in Tissue and Tumor Microenvironment 

Chronic inflammation promotes tumor onset and development through nonimmune and immune 

mechanisms. The nonimmune mechanisms include the following: (I) the production of reactive oxygen 
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species (ROS) such as peroxynitrites, which cause DNA mutations that contribute to genetic instability 

and the proliferation of malignant cells [116]; (II) the production of proangiogenic factors such as 

vascular endothelial growth factor (VEGF), which promote tumor neovascularization [117]; and 

(III) the production of matrix metalloproteases, which facilitate invasion and metastasis [118]. The 

predominant immune mechanism is the perturbation of myelopoiesis and hemopoiesis, which causes a 

deficiency in Ag-presenting dendritic cells (DC) and dysfunctional cell-mediated antitumor  

immunity [119]. A major culprit in this latter deficiency is the production of myeloid-derived 

suppressor cells (MDSC), an immature population of myeloid cells that is present in most cancer 

patients and mice with transplanted or spontaneous tumors. Because MDSC inhibit both innate and 

adaptive immunity, they are likely to subvert immune surveillance and prevent an individual’s immune 

system from eliminating newly transformed cells. In individuals with established cancer, they are 

likely to be a major factor in preventing the efficacy of immunotherapies, such as cancer vaccines, that 

require an immunocompetent host [120,121]. MDSC cause immune suppression in most cancer 

patients, where they are an impediment to all immunotherapies that require an active immune response 

by the host. They may also facilitate the transformation of premalignant cells and promote tumor 

growth and metastasis by suppressing innate and adaptive immune surveillance that would otherwise 

eliminate abnormal cells. The induction of MDSC by proinflammatory factors identifies the immune 

system as another contributing mechanism by which chronic inflammation contributes to the onset and 

progression of cancer.  

In the tumor microenvironment, tumor associated macrophages (TAMs) constitute the majority of 

tumor-infiltrating leukocytes. MDSC have been identified in most patients and experimental mice with 

tumors based on their ability to suppress T cell activation. The nuclear morphology and content of 

immunosuppressive substances have also been used to characterize mouse MDSC. Two distinctive 

TAM sub-populations have been defined. Classical, or M1, macrophages are characterized by the 

expression of high amounts of iNOS and tumor necrosis factor-α (TNF-α), whereas alternatively 

activated M2 macrophages typically produce ARG1 and IL-10 [122,123]. At the tumor site in  

wild-type mice, TAMs are predominantly M2-like macrophages, which are the cells primarily responsible 

for suppressing T cell-mediated antitumor responses and promoting tumor progression, metastasis, and 

angiogenesis [124-126]. M1 macrophages, in contrast, exhibit, a tumoricidal effect [127–129]. 

Monocytic MDSCs and TAMs share several characteristics, such as expression of the monocyte and 

macrophage markers F4/80 and CD115, as well as inducible expression of iNOS and ARG1 [123,124,130]. 

Accumulating evidence suggests that, upon entering tumor tissues, MDSCs may differentiate into 

TAMs, leading to elevated IL-10 production, inhibition of T cell responses, and promotion of 

angiogenesis [131]. However, the mechanism behind regulation of MDSC differentiation remains 

unclear [123,131,132].  

Macrophages within the tumor microenvironment facilitate angiogenesis and extracellular-matrix 

breakdown and remodeling and promote tumor cell motility. There is a direct communication between 

macrophages and tumor cells that lead to invasion and egress of tumor cells into the blood vessels 

(intravasation). Thus, macrophages are at the center of the invasion microenvironment [133]. Mononuclear 

phagocytes are recruited in large numbers as primary monocytes from the circulation to diseased 

tissues, where they accumulate within ischemic/hypoxic sites terminally differentiating into inflammatory 

and tumor-associated macrophages or myeloid DCs. The cytokine MIF is over-expressed in tumors 
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and is associated with tumor proliferation, angiogenesis and metastasis. Hypoxia, a hallmark feature  

of tumors, increases MIF expression from tumor cells. Inhibition of transcription and translation 

significantly decreased MIF production, suggesting that hypoxia-induced secretion of MIF is via an 

alternative pathway [134]. Hypoxia-mediated changes in mononuclear phagocyte gene expression and 

functional properties under different pathologic situations demonstrate that oxygen availability is a 

critical regulator of their functional behavior. Experimental evidence demonstrating that hypoxia 

modulates in primary monocytes the expression of a selected cluster of chemokine genes with a 

characteristic dichotomy resulting in the up-regulation of those active on neutrophils and the inhibition 

of those predominantly active on monocytes, macrophages, T lymphocytes, NK cells, basophils  

and/or DCs is reported. A negative regulatory role of hypoxia on monocyte migration is exerted 

through several alternative or complementary mechanisms and results in monocyte “trapping” within 

ischemic/hypoxic sites of diseased tissues. Data relative to the ability of hypoxia to differentially 

regulate in immature DCs (iDCs) the expression profile of genes coding for chemokines and 

chemokine receptors, the former being down-regulated and the latter up-regulated, thus promoting the 

switch from a proinflammatory to a migratory phenotype of iDCs by, respectively, reducing their capacity 

to recruit other inflammatory leukocytes and increasing their sensitivity to chemoattractants [135]. A 

partial overlap exists among mononuclear phagocytes at various differentiation stages in the expression 

of a cluster of hypoxia-responsive genes coding for regulators of angiogenesis, proinflammatory 

cytokines/receptors, and inflammatory mediators and implicated in tissue neo-vascularization and cell 

activation. Transcription pathways underlying hypoxia-regulated gene expression in monocytic lineage 

cells support a major role for the hypoxia-inducible factor-1 (HIF-1)/hypoxia responsive element 

(HRE) pathway in monocyte extravasation and migration to hypoxic sites and in the activation of 

monocyte/macrophage proinflammatory and immunoregulatory responses by hypoxia both in vitro and 

in vivo. Recent experimental evidence suggesting the requirement of additional transcription factors, 

such as nuclear factor-kappaB (NF-kappaB), Ets-1, CCAAT/enhancer binding protein-alpha/beta 

(C/EBPalpha/beta), activator-protein-1 (AP-1), and early growth response-1 (Egr-1), for hypoxic 

regulation of gene transcription in primary human monocytes and differentiated macrophages and 

indicative of the existence of both a positive and a negative O(2)-driven HIF-1-dependent feedback 

regulatory mechanism of hypoxia transcriptional response in primary monocytes [135]. 

Whether tumor-induced MDSC are normal cells halted in the intermediate stages of differentiation 

or whether they have diverged from the normal myeloid differentiation pathway and accumulated 

mutations is unclear. Direct comparisons of in vitro suppressive activity of splenic Gr1+CD11b+ cells 

from tumor-free mice vs tumor-bearing mice are not consistent. MDSC that are mononuclear are 

considered “monocytic” and typically are CD11b+Ly6G+/−Ly6Chigh, whereas those with multilobed 

nuclei are “granulocytic/neutrophil-like” and have a CD11b+Ly6G+Ly6Clow phenotype [136,137]. 

MDSC also vary in their content of immunosuppressive substances, with different populations 

containing arginase [138,139], inducible NO synthase [140], and/or additional ROS [138,140]. In 

cancer patients MDSC are typically CD11b+CD33+CD34+CD14−HLA-DR− and can vary in their 

expression of CD15 and other markers [136,137]. The variation in MDSC phenotype is consistent with 

the concept that MDSC are a diverse family of cells that are in various intermediate stages of myeloid 

cell differentiation. MDSC are driven by tumor-secreted factors, and different tumors secrete different 

combinations of molecules. Therefore, MDSC phenotype will depend on the specific combination of 
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factors within the tumor host. Because the myeloid population contains many different cell types and 

myeloid cell differentiation is a continuum of processes, MDSC may display diverse phenotypic 

markers that reflect the spectrum of immature to mature myeloid cells. This heterogeneity suggests that 

there may be no unique marker or combination of phenotypic markers that precisely defines MDSC, 

and that suppressive activity is the ultimate defining characteristic. It is also likely that as this 

population of cells is further studied additional subpopulations and markers will be identified.  

MDSC accumulation and activation are driven by multiple factors, many of which are identified 

with chronic inflammation. Early studies demonstrated that the inflammation-associated molecules 

VEGF and GM-CSF were associated with the accumulation of MDSC [141], suggesting that inflammation 

might facilitate immune suppression [142]. However, it was not until the proinflammatory cytokines 

IL-1β [143] and IL-6 [144] and the bioactive lipid PGE2 [139] were shown to induce MDSC that the 

significance of the association with inflammation was appreciated. These later studies suggested that 

another mechanism by which inflammation promotes tumor progression is through the induction of 

MDSC that block immune surveillance and antitumor immunity, thereby removing barriers that could 

eliminate premalignant and malignant cells. MDSC are induced and/or activated by multiple 

proinflammatory mediators. MDSC accumulate in the blood, bone marrow, lymph nodes, and at tumor 

sites in response to proinflammatory molecules produced by tumor cells or by host cells in the tumor 

microenvironment. These factors include PGE2, IL-1β, IL-6, VEGF, S100A8/A9 proteins, and the 

complement component C5a. 

The heterogeneity of MDSC also complicates finding a single strategy for eliminating the cells. 

Pathologically distinct tumors produce different arrays and quantities of proinflammatory factors that 

induce MDSC. As a result, there is phenotypic heterogeneity between MDSC induced by histologically 

distinct tumors. There is also phenotypic heterogeneity within the MDSC population induced within a 

single individual. This heterogeneity may require identifying and then specifically targeting the 

relevant proinflammatory mediator(s) for individual patients or for the specific type of tumor.  

3.1.5. From Tissue Microenvironment to Tumor Microenvironment 

A widely held view posits, almost axiomatically, that clonal amplification of altered cells fuels 

carcinogenic process by increasing the likelihood that further genetic changes will occur in those 

dividing cells, towards the acquisition of a fully malignant phenotype [145]. Thus, according to this 

view, tumor promotion consists essentially, if not exclusively, in the clonal amplification of altered 

cells, which is per se sufficient to increase the risk for additional genetic hits, thereby fostering cancer 

development. While such interpretation might be theoretically appealing, it is pertinent to point out 

that early focal lesions resulting from tumor promotion (i.e., polyps, papillomas, nodules) are generally 

not associated with the emergence of cellular sub-clones, as the hypothesis above would predict.  

It is also worth reiterating that promotion entails a mainly quantitative phenomenon of selective 

amplification and appears to be driven in many cases by physiological mechanisms involved in normal 

tissue turnover and/or reaction to injury [146]. In this context, the term focal lesion refers to a discrete 

collection of cells displaying a growth pattern and/or histological appearance, which are sufficiently 

distinct from that of the surrounding tissue resulting from the selective expansion of initiated/altered 

cells. According to this view, the focal nature of early lesions represents the critical end point of tumor 
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promotion in that it forms the basis for the establishment of a new biological niche, with a fundamentally 

altered tissue architecture, which is generally referred to as the tumor microenvironment [82,147]. The 

emergence of the tumor microenvironment from the clonal growth of altered cells represents indeed 

the quantum change brought about by the tumor promotion phase in the natural history of cancer 

development. While the crucial role of the tumor microenvironment in controlling tumor progression 

and metastasis is now widely accepted, the formation of a specialized environment supporting CSC/CIC 

survival and growth (the CSC niche), its anatomical organization and the cellular and molecular 

mediators of these effects, are still under investigation [148]. The recent identification of human normal 

brain cells with self-renewal potential (reported as neural stem cells), that populate the subventricular 

zone, have contributed to the characterization of their niche and to the subsequent identification and 

characterization of brain tumor CSC/CIC and their niche. Brain tumor CSC/CIC are localized in a 

vascular niche that is supposed to provide factors promoting their self-renewal [149,150]. Perturbation 

of this niche, results in a compromised ability CSC/CIC to promote tumor growth within the  

brain [151,152]. These observations demonstrate the relevance of the vascular niche to tumor 

pathophysiology, and suggest the possibility to target the niche itself, and associated molecular events, 

to impinge on CSCs for therapeutic purposes [153,154].  

Many signaling cascades controlling cell growth and proliferation are deregulated in cancers, 

resulting in excessive activation of downstream pathways, by signaling pathways that are not 

functional under nonpathologic conditions, and by alterations in gene expression patterns [4]. These 

situations may involve newly formed interactions between microenvironmental factors and tumor cells 

and between different microenvironmental factors [58,155–158]. These interactions constitute a fertile 

ground for the establishment of circular chains of tumor progression, enhancing events described as 

self-perpetuating cycles. Chemokine-driven self-perpetuating cycles operate in the progression of 

breast carcinomas in mice and humans. Monocyte chemoattractants CCL5 and CCL2 secreted by 

breast tumor cells may induce monocyte infiltration to the microenvironment of breast tumors. The 

resulting tumor-associated macrophages may secrete TNFα, which induces or up-regulates the 

secretion of several promalignancy factors from the tumor cells such as matrix metalloproteinases. 

TNFα also further up-regulates the secretion of CCL5 and CCL2, which drive the merry-go-round for 

another cycle [159]. It is not unlikely that similar cycles operate also in other types of cancer. A recent 

study indicated that a vicious cycle involving the CXCR3-CXCL10 axis and IFNγ operates in 

colorectal carcinoma progression [160]. CXCL10 secreted from CXCR3-expressing colorectal carcinoma 

cells promotes, by an autocrine mechanism, some progression-promoting functions in these tumor cells. 

CXCL10, at the same time, attracts CXCR3-expressing Th1 cells to the tumor site. The infiltrating Th1 

cells secrete IFNγ, which, in addition to its immune functions, promotes the release of CXCL10 from 

IFNγ receptor-expressing colorectal carcinoma cells while up-regulating CXCR3 expression. This 

further promotes the capacity of the colorectal carcinoma cells to respond to CXCL10-mediated 

promalignancy functions. Self-perpetuating cycles involve multiple participants, each of which may 

serve as target for specific adjuvant treatment of metastasis. However, cancer cells are endowed with 

the capacity to bypass regulatory roadblocks or pathways by variety of mechanisms [161,162]. Every 

self-perpetuating cycle described above (and most others) involves numerous cellular interactions. 

Because the blocking of each interaction may be subject to a bypass strategy, we need to use multiple 

therapy modalities targeting most, if not all, components of such self-perpetuating cycles. A series of 
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biochemical and metabolic changes are typically associated with the tumor microenvironment, being 

attributable, at least in part, to the altered blood and nutrient supply [83]. These changes can both 

induce and select for cell variants within the original focal cell population, setting the stage for the 

emergence and evolution of cell clones which represent the biological hallmarks of tumor progression 

[83,147,163–165]. Consistent with this interpretation, the analysis of multistage models of 

carcinogenesis has clearly documented that the long phase of tumor progression, leading from discrete 

focal lesions to the overt neoplastic phenotype, is a self-perpetuating process and does not depend on 

external manipulation, as it is the case for tumor promotion [146]. Thus, the unique microenvironment 

inside focal lesions, with its associated biochemical and metabolic alterations [83,147,165], appears to 

be sufficient to drive tumor progression. 

3.2. Heterogeneity, Microenvironment and Metastasis 

An understanding of cancer heterogeneity is incomplete without an analysis of metastatic tumors 

and disseminated tumor cells. Cancer is a systemic disease: malignant tumors shed large numbers of 

cells into the blood and lymph vessels, some of them developing in distant sites into metastases. 

Moreover, distant metastasis is responsible for the majority of cancer-related deaths, and, therefore, 

understanding the underlying biological mechanisms of it is of primary importance. The 

invasion/metastasis capability is closely related with cell motility and requires the cytoskeleton as a 

key component, which is also essential during mitoses. As malignancy criteria are mainly related with 

the phenotype of actively proliferating cells, it not surprising that metastatic deposits genetically match 

well differentiated areas of primary neoplasms, and that invasive areas (periphery of solid organ 

neoplasms and deep compartment of luminal organ tumors) show lower cellular turnover and higher 

incidence of genetic abnormalities [8,9,22,23,32]. These factors need attention when planning the 

evaluation of intratumoral heterogeneity and would include: detailed specification of sampling 

(intratumoral location, number of samples), combined evaluation of kinetic and genetic features to 

assess selective process, analysis of pathways at several steps to avoid confounding factors (redundancy 

and pleiotropism) [4,19,166]. These biological foundations will enable a better therapeutic design, 

using the heterogeneity to improve patient’s management.  

There are two main models to explain the intratumoral heterogeneity: random process that would 

result in a patternless distribution or selective process that may be topographically linked and result in 

identifiable compartments including intraepithelial components. The malignancy-associated genetic 

instability can result in independent evolution in different tumor areas, regardless of the location 

(intraepithelial or invasive). Some so-called precancerous lesions show the genetic and kinetic features 

of established malignancies (clonal proliferation with accumulation of cooperative genetic abnormalities, 

and advantageous proliferation/apoptosis dysbalance) [19,25,31,167,168], questioning the 

appropriateness of the name. High-grade lesions are the most reliably diagnosed intraepithelial 

malignancies and progress through multiple morphological and molecular steps, which can and most 

likely include the acquisition of invasion/metastasis capability. As the order of these changes are not 

pre-established, they can be present well before the morphological evidence of malignancy [169], 

which reflect intratumoral heterogeneity and explain the presence of metastasis in cytologically  
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low-grade lesions (multiple parallel pathways) that not necessarily progress through high-grade stage 

(linear pathways).  

The connection between early neoplasm stages and metastasis is tumor heterogeneity and 

progression. Progression refers to the acquired capability of cell growth in surrounding or distant 

tissues, reflecting the acquisition of invasive capacities for intraepithelial lesions and metastatic 

capacities for invasive neoplasms. This capability reflects the interaction between tumor cells and the 

microenvironment. It would not be surprising to find similar control for the tumor cell capabilities in 

both steps (stromal invasion and metastasis) [4]. This progression would be related to the accumulation 

of genetic abnormalities and selective segregation of tumor cells with invasive capabilities, which are 

frequently topographically distributed [9,22,23,170]. Clinicopathological studies have demonstrated 

lymph node metastases associated with histologically intraepithelial malignancies (i.e., breast,  

skin) [171,172]. Several intraepithelial foci showed more alterations than matched invasive foci, 

suggesting a more extensive genetic evolution for the former and supporting multifocality and 

independent clonal evolution of these coexistent carcinomas. The accumulation of genetic abnormalities 

in intraepithelial carcinomas is consistent with an advanced molecular stage and progression, along 

with topographic genetic heterogeneity [23,25,30,31,34,167]. Cancer cells are able to survive and 

proliferate only at specific secondary sites where there is an ideal environment that releases molecular 

mediators suitable for that type of cancer cells, still represents a main conceptual model of metastasis 

in modern cancer research [3,173–175]. Metastasis formation itself is a multi-step process that requires 

tumor cells to escape from the primary site, intravasate into the hematic or lymphatic circulation, 

migrate and extravasate into secondary organs [173,176]. Recent work has shed new light on the 

genetic, molecular and cellular basis of metastasis [177–179]. CSC/CIC might represent the unique 

sub-population of cells with the potential to successfully form metastasis in a distant organ [180,181]. 

Metastasis formation, however, is a rather inefficient process, mostly due to the need for a cancer cell 

to find a proper microenvironment for initiating tumor growth in a secondary organ. It has been 

proposed that in order to form metastases, primary tumors might produce factors that induce the 

formation of a suitable and appropriate environment in the organ where metastasis will be seeded. This 

has lead to the concept of the premetastatic niche, whereby a special, permissive microenvironment in 

secondary target organs is induced over distance by the primary tumor [182,183]. In this sense, there is 

a striking parallel between CSC/CIC maintenance and expansion in the primary tumor and formation 

of metastases in a distant organ. Both events require a particular niche or microenvironment and might 

share many cues promoting self-renewal ability, migration and invasion, resistance to apoptosis, and 

increased resistance to cytotoxic drugs. The first in vivo experimental evidence that metastatic seeding 

requires the formation of a niche was the discovery that VEGFR-1+ BMDC colonize target organs to 

form tumor-specific premetastatic sites, before the arrival of the metastatic tumor cells themselves [184]. In 

these sites BMDC express several hematopoietic markers, such as CD34, CD116, c-kit, Sca-1, as well 

as integrins (e.g., α4β1), chemokines and chemokine receptors (e.g., CXCL12/CXCR4), promoting 

either their homing to the target tissue or recruitment and attachment of tumor metastatic cells, or both. 

What is known about the clonal relationship between tumor cells in primary tumors and metastatic 

sites? According to a traditional model of tumor development, tissue constraints constitute a major 

evolutionary bottle-neck in cancer evolution; thus, the acquisition of metastatic ability is considered to 

be the final step in tumor development, contingent on the acquisition of all of the other hallmarks of 
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cancer [4–6]. This model implies that metastatic tumors should be genetically similar to the bulk of 

primary tumor cells. 

Many studies that compared the genetic composition of primary tumors and secondary metastatic 

sites have found very close clonal relationships between the two in the majority of cases [185–187]. 

Similarly, analysis of gene expression profiles revealed very similar patterns between primary tumors 

and metastatic sites, a scenario highly unlikely for genetically divergent clones [188–190]. Another 

prediction from the linear model of tumor progression is that different metastases should display close 

clonal relationships among each other. Indeed, this prediction is supported by a recent study that 

compared the genetic composition of anatomically distinct metastatic lesions in 29 prostate cancer 

patients using SNP arrays and CGH [191]. In all cases, different metastatic lesions within the same 

patients demonstrated close clonal relationships, signifying monoclonal origin [191]. This demonstration 

of monoclonality of metastatic cancers is especially interesting given that primary prostate cancers are 

frequently multi-focal [192], and show substantial intra-tumor genetic heterogeneity [192,193].  

While the evidence of the close genetic relationship between primary and metastatic tumors is 

compelling, some cases display dramatic divergence, challenging the model where acquisition of 

metastasis is considered to be the last step of tumor progression. Radically different patterns of allelic 

losses, indicative of a high degree of genetic divergence, have been reported between primary tumors 

and lymph node metastases in prostate cancers [186], and between primary tumors and asynchronous 

metastases in breast cancers [187]. Highly divergent clonal evolution was also evident in a subset of 

cases in CGH studies of primary tumors versus lymph node metastases in breast cancers and of 

primary tumors versus metastatic tumors in renal cell carcinomas [185]. A recent report, comparing 

sequences of primary tumors and metastases in lobular breast cancers, revealed multiple mutations 

present only in metastases and several other mutations with increased frequency in metastatic  

sites [194]. Some of these genetic changes result in higher incidence of apoptosis of tumor cells of 

dormant metastases (more than three fold higher) [195]. These data show that metastases remain 

dormant when tumor cell proliferation is balanced by an equivalent rate of cell death and suggest that 

angiogenesis inhibitors control metastatic growth by indirectly increasing apoptosis in tumor cells. 

Important clues about the clonal evolution of tumors and the relationship between primary tumors 

and metastatic sites can be gained by the analysis of disseminated tumor cells. Because peripheral 

blood, bone marrow, and lymph nodes normally do not contain cells of epithelial origin, cells that have 

disseminated from primary tumors can be detected by the use of epithelial-specific markers, 

cytokeratins and epithelial cell adhesion molecule (EpCAM) [196–200]. Unexpected findings were 

reported by Klein and co-authors, who employed a PCR-based whole-genome amplification technique 

for the analysis of single disseminated tumor cells [201]. The authors demonstrated that disseminated 

tumor cells could be detected both in the bone marrow of patients and in mouse models of cancer at 

very early, pre-invasive stages of breast cancer development [169]. More support for the early 

dissemination of cancer cells came from CGH analysis of disseminated tumor cells from patients 

without overt metastases. These cells contained surprisingly few chromosomal aberrations [202], while 

higher-resolution LOH analysis did confirm the neoplastic origin of these cells and pointed to early 

events in tumor progression [203]. Interesting results were obtained for esophageal cancers, one of the 

most aggressive human carcinomas, where removal of primary tumors does not improve the chances of 

patient survival [204], suggesting the importance of relatively early metastatic spread. Lymph node 
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and bone marrow metastases showed substantial divergence from primary tumors and among each 

other, suggesting parallel evolution shaped by microenvironment-specific selection forces. Interestingly, 

HER2 amplification in disseminated tumor cells was found to signify poor prognosis, whereas HER2 

amplification in primary tumors had no prognostic value, further underlying the significance of 

divergent evolution between primary tumors and metastatic sites [205]. It should be noted, however, 

that since this analysis, based on the amplification of single-cell genomes, is associated with many 

technical caveats, critical interpretation of the data is highly warranted. 

The obvious caveat of the studies of disseminated tumor cells is that the potential of any given 

disseminated single tumor cell to initiate a metastatic tumor is unknown. The mere fact that tumor cells 

survive at distant sites tells little about their ability to initiate a secondary tumor. Indeed, even normal 

epithelial cells were capable of extended survival in heterotopic sites in an animal model [206], and 

fetal cells are known to survive decades in women following pregnancy [207]. Also, most carcinomas 

display pronounced chromosomal instability, and, therefore, many disseminated cells might be a 

manifestation of “cell-to-cell heterogeneity”, i.e., they are products of genomic instability without any 

substantial chance of clonal expansion. Testing the relevance of these disseminated cells to secondary 

metastasis formation is not trivial. The most compelling evidence comes from a mouse model of breast 

cancer where the growth of lung metastases paralleled that of the primary site from early points of 

tumor progression, and excision of mammary glands when primary tumors were still at the in situ 

stages did not prevent or delay the development of metastases [169]. Tumor cells that disseminated 

from early-stage tumors into the bone marrow were capable of lethal proliferation upon transplantation 

into lethally irradiated mouse recipients [169]. While these findings are compelling, their relevance to 

human cancer is not clear, especially considering that the genetic heterogeneity of disseminated cancer 

cells in mouse tumors appears to be less pronounced than that in human tumors. 

Another group demonstrated that bone marrow aspirates from carcinoma patients contain 

disseminated tumor cells that are capable of proliferation in cell culture and that the extent of this 

proliferation is inversely correlated with patient survival [208]. CGH analysis of disseminated tumor 

cells from breast cancer patients confirmed their high divergence from primary tumors [209]. This 

study demonstrated substantially higher numbers of genomic abnormalities in disseminated tumor cells 

compared to the studies of Klein et al., despite similar staging of the tumors analyzed, suggesting that 

the ability of disseminated cells to form metastases is contingent on the acquisition of a large number 

of genetic alterations. Additional evidence for parallel clonal evolution comes from the detection of 

metastatic tumors with unknown primary origin, which constitute a significant fraction of clinical 

cases [210]. In addition, analysis of the growth kinetics of primary and metastatic tumors is 

inconsistent with metastatic spread being a late event [211].  

Clearly, more studies are required to clarify the clonal relationship between primary and metastatic 

tumor cell populations, as this relationship could not only illuminate the evolutionary history of cancer 

development, but also create a more solid ground for therapeutic decision making. Currently, the 

majority of therapeutic decisions are being made based on the analysis of primary tumor specimens. 

Yet, this approach could only be justified in cases where the genetic compositions of primary and 

metastatic tumors are similar, especially when making decisions about emerging therapeutic approaches 

that target specific genetic changes. In addition, elucidating the issue of early versus late origin of 

metastasis-initiating cells is important for determining the usefulness of therapeutic approaches that 
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target tumor cell invasion. The question of clonal heterogeneity within metastases remains unexplored, 

and, notably, clonal heterogeneity within primary tumors has limited direct therapeutic relevance, as in 

most cases primary tumors can be successfully removed by surgery, but this is most often not the case 

for metastatic outgrowths. Therefore, elimination of metastatic clones has to rely on adjuvant therapies, 

and it is likely that the success of these therapies will depend on the extent of the heterogeneity of 

these tumor cell populations. 

4. Mechanisms Involved in Intra-Tumor Heterogeneity and Progression 

Any type of cancer progresses through a relatively narrow evolutionary trajectory [212], “jackpot” 

mutations, which endow mutant clones with the ability to achieve selective sweeps, are likely to be 

very rare [4,16,18,19]. Most of the spontaneous mutations that occur are neutral or deleterious, and, 

while grossly disadvantageous mutations will be discarded, neutral or near-neutral mutations can 

undergo expansions due to genetic drift and can sometimes reach fixation in small tumors [60]. Tumor 

initiation and progression are dependent on rare, stochastic mutational events, and the chances of any 

given individual getting diagnosed with a particular cancer within a limited timeframe are relatively 

low, suggesting that cancers have to be clonal in origin, i.e., they are likely to arise from a common 

progenitor. This consideration, supported by substantial experimental evidence, has led to a wide 

acceptance of the clonal origin of cancers [213,214], although there might be some rare exceptions in 

cases of hereditary cancers [215]. Rare mutations confer competitive advantage through cellular 

selection, resulting in clonal dominance. Even though most cancers start from a single mutated cell, 

mechanisms that constrain clonal evolution in populations of normal progenitor cells are no longer 

fully functional in tumors, allowing for an ongoing evolutionary process in populations of tumor  

cells [216]. Multiple rounds of proliferation, often counter-balanced by cell death, are required to 

produce macroscopic tumors, and genomic instability, observed in most cancers, is expected to 

constantly produce new mutations, which serve as raw material on which tumor evolution can work.  

Moreover, spatial constraints that exist within a tumor can slow down the achievement of clonal 

dominance by substantially inhibiting competition among different tumor cell clones [9,10,22,23,34,166,217]. 

The importance of spatial constraints for the emergence and maintenance of clonal heterogeneity is 

supported by experimental observations in colon cancer as well as in silico modeling [218]. In addition 

to providing barriers to competition, spatial intra-tumor heterogeneity can support the co-existence of 

genetically distinct clones by affecting selective pressures. Most tumors represent at least partially 

structured habitats where individual cells within a tumor are experiencing differences in interactions 

with ECM, physical contact with other cells (both tumor and non-tumor), and gradients of oxygen, 

nutritional and growth factors, and metabolites. Therefore, tumor cells within different parts of tumors 

could be expected to experience different selective pressures, leading to the selection of different sets 

of mutations. 

Mathematical modeling suggests that, even in the absence of substantial spatial heterogeneity, 

evolving pre-malignant tumors are likely to be characterized by quasi-steady states with the co-existence 

of multiple populations with different “strategies”. However, a clone that evolves toward invasive 

cancer will be capable of invading and destroying pre-malignant populations [219,220].  
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4.1. Hypoxia: Intratumor Variability and Influence on Metastasis 

Hypoxia or oxygen deficiency is a salient feature of locally advanced solid tumors resulting from an 

imbalance between oxygen (O2) supply and consumption. Major causative factors of tumor hypoxia 

are abnormal structure and function of the microvessels supplying the tumor, increased diffusion 

distances between the nutritive blood vessels and the tumor cells, and reduced O2 transport capacity of 

the blood due to the presence of disease- or treatment-related anemia. Heterogeneities in tumor blood 

flow are associated with cyclic changes in pO2 or cyclic hypoxia. A major difference from O2 

diffusion-limited or chronic hypoxia is that the tumor vasculature itself may be directly influenced by 

the fluctuating hypoxic environment, and the reoxygenation phases complicate the usual hypoxia-induced 

phenotypic pattern. Hypoxia induces a number of genes responsible for increased invasion, 

aggressiveness, and metastasis of tumors, including genes related with ECM interactions, migration, 

and proliferation [221]. Within a given tumor, there was an inverse correlation between regions of 

proliferation (Ki-67) and regions of hypoxia. The relationships between hypoxia and other biologic 

endpoints are complex, but, within a given tumor’s spatial relationships, they are in accord with known 

physiologic principles. Necrosis, proliferation, and blood vessel distribution cannot predict the level  

or presence of hypoxia in an individual tumor [222]. The exposure of endothelial cells to cycles of 

hypoxia/reoxygenation led to accumulation of HIF-1alpha during the hypoxic periods and the 

phosphorylation of protein kinase B (Akt), extracellular regulated kinase (ERK) and endothelial nitric 

oxide synthase (eNOS) during the reoxygenation phases. Cyclic hypoxia, as reported in many tumor 

types, as a unique biological challenge for endothelial cells that promotes their survival in a  

HIF-1alpha-dependent manner through phenotypic alterations occurring during the reoxygenation 

periods [223].  

Histopathological examination of solid tumors frequently reveals pronounced tumor cell 

heterogeneity, often demonstrating substantial diversity within a given tumor. The molecular 

mechanisms underlying the phenotypic heterogeneity are very complex with genetic, epigenetic and 

environmental components, such as shortage in oxygen. Hypoxic tumors appear to be poorly 

differentiated. Increasing evidence suggests that hypoxia has the potential to inhibit tumor cell 

differentiation, thus playing a direct role in the maintenance of CSCs, also blocks differentiation of 

mesenchymal stem/progenitor cells, a potential source of tumor-associated stromal cells. It is  

therefore likely that hypoxia may have a profound impact on the evolution of the tumor stromal 

microenvironment, facilitating tumor progression. Hypoxia may help create a microenvironment 

enriched in poorly differentiated tumor cells and undifferentiated stromal cells. Such an undifferentiated 

hypoxic microenvironment may provide essential cellular interactions and environmental signals for 

the preferential maintenance of CSCs [224]. Hypoxia greatly influences cellular phenotypes by altering 

the expression of specific genes, makes the tumors more aggressive (Figure 1), and is an important 

contributor to intra- and inter-tumor cell diversity as revealed by the pronounced but non-uniform 

expression of hypoxia-driven genes in solid tumors [225]. Hypoxic tumor cells lose their differentiated 

gene expression patterns and develop stem cell-like, immature or dedifferentiated phenotypes. 

Hypoxia-induced dedifferentiation will not only contribute to tumor heterogeneity but could also be 

one mechanism behind increased aggressiveness of hypoxic tumors. A state of hypoxia is a universal 

characteristic of the microenvironment of solid tumors. Growing evidence indicates that hypoxia plays 



Int. J. Mol. Sci. 2012, 13 1980 

 

 

a critical and fundamental role in metastasis formation [226]. Hypoxia drives tumor progression by 

influencing both the tumor cells as well as the tumor microenvironment (Figure 4). It increases 

genomic instability and heterogeneity in tumor cells and selects resistant tumor variants. It also alters 

the expression of several genes, among them hypoxia-inducible factor 1, a transcription factor that 

regulates a large variety of key genes controlling cell survival, migration, and angiogenesis to name 

just a few [227,228]. Hypoxia and hypoxia-inducible factor 1 mediate progression-promoting or 

progression-restraining effects on tumor cells and on the microenvironment. These activities involve, 

on the one hand, regulation of genes that drive tumor progression [227,228], and, on the other hand, 

the induction of genes that may cause the opposite effect. (e.g., cell death). By surviving and propagating 

under hypoxia, resistant tumor cells further aggravate the state of tumor hypoxia. This, in turn, increases 

genomic instability and further stabilizes and activates hypoxia-inducible factor 1. This vicious cycle 

drives alterations of gene expression patterns in tumor cells and thereby enhances tumor progression.  

Figure 4. Differential gene regulation in neoplasms. This process is related with 

extracellular suppressive mechanisms and RNA delivering through exosomes, hypoxic 

microenvironment, and epigenetics (methylation and histone modifications). 

 

Hypoxia promotes each step of the metastatic cascade, including the promotion of angiogenesis and 

lymphangiogenesis, the induction of changes in vascular integrity and permeability (that facilitate 

tumor cell intravasation and extravasation), as well as cell proliferation [4]. Most of these mechanisms 

are regulated by HIF-induced VEGF action, which become connected with the coexpression through 
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pVHL and might enable tumor progression and metastatic dissemination by autocrine receptor 

stimulation [229]. Hypoxia greatly influences cellular phenotypes by altering the expression of specific 

genes, makes the tumors more aggressive, and is an important contributor to intra- and inter-tumor cell 

diversity as revealed by the pronounced but non-uniform expression of hypoxia-driven genes in solid 

tumors [225]. Intratumoral hypoxia is an independent indicator of poor patient outcome and increasing 

evidence supports a role for hypoxia in the development of metastatic disease [225]. Studies suggest 

that the acquisition of the metastatic phenotype is not simply the result of dysregulated signal 

transduction pathways, but instead is achieved through a stepwise selection process driven by  

hypoxia [230–232]. Through upregulation of urokinase-type plasminogen activator receptor (uPAR) 

expression [233], hypoxia enhances proteolytic activity at the invasive front and alters the interactions 

between integrins and components of the ECM, thereby enabling cellular invasion through the 

basement membrane and the underlying stroma [229,234,235]. Cell motility is increased through 

hypoxia-induced hepatocyte growth factor (HGF)-MET receptor signaling, resulting in cell migration 

towards the blood or lymphatic microcirculation. Hypoxia-induced vascular endothelial growth factor 

(VEGF) activity also plays a critical role in the dynamic tumor-stromal interactions required for  

the subsequent stages of metastasis [236]. HIF1-induced VEGF promotes angiogenesis and 

lymphangiogenesis, providing the necessary routes for dissemination, induces changes in vascular 

integrity and permeability that promote both intravasation and extravasation, and is essential for cell 

proliferation in metastatic lesions. 

The important steps that enable metastasis are reversible, and therefore cannot be explained solely 

by irreversible genetic alterations, indicating the existence of a dynamic component to human tumor 

progression, in particular a regulatory role for the tumor microenvironment [178]. Hypoxic tumor cells 

lose their differentiated gene expression patterns and develop stem cell-like, immature or 

dedifferentiated phenotypes [102]. Hypoxia-induced dedifferentiation will not only contribute to tumor 

heterogeneity but could also be one mechanism behind increased aggressiveness of hypoxic tumors. 

The loss of epithelial characteristics (i.e., lack of intercellular adhesion molecules) results in 

breakdown of epithelial-cell homeostasis, correlates with the acquisition of a migratory and stem  

cell phenotype that leads to progression, and it is regulated by CXCR4-CXCL12 [237]. The epithelial 

to mesenchymal transition is considered to be a crucial event in malignancy [238]. Tumors are 

morphological and functionally heterogeneous and segregate tumor cell with different capabilities: 

individual tumor shows distinct sub-areas of proliferation and cell-cycle arrest, differentiation, cell 

adhesion and dissemination, some of them determined by topography [4,8–10,16,22,23,32,81,217,239]. 

Supporting this concept, topographic analysis of HIF1 and stem cell markers in follicular thyroid 

neoplasms has shown direct correlation. Hypoxia facilitates disruption of tissue integrity through 

repression of E-cadherin expression, with concomitant gain of N-cadherin expression, which allows 

cells to escape anoikis [4]. Neoplastic transformation evolves over a period of time involving the 

phenotypic progression of tumor cells along with the interaction of the initiated cell with its 

microenvironment. Tumor cell dissemination is the prerequisite of metastases and is correlated with 

loss of epithelial differentiation and the acquisition of a migratory phenotype through a stepwise, 

irreversible accumulation of genetic alterations [177,180,238]. The molecular mechanisms led by 

hypoxia explain the general phenotype associated with progression (metastatic capability): spindle-shaped 

cellularity, necrosis and stem cell phenotype. CXCR4-CXCL12 and hypoxia play a central role on the 



Int. J. Mol. Sci. 2012, 13 1982 

 

 

metastatic process (stromal interaction and digestion, angiogenesis), maintaining stem cell features in 

the tumor cells. Metastasis is considered the final step in malignancy that results from selected aspects 

of the complex tumor-progression process. However, this capability can be acquired early during the 

natural history of neoplasms and has a complex molecular regulation, for which the interaction tumor 

cell-stroma is essential. The chemokine axis CXCR4-CXCL12 has demonstrated a central role in this 

mechanism [240,241], involving both endothelial cells interactions and expression of 

metalloproteinases [229,233,242]. The central role of hypoxia in tumor progression-metastasis would 

also explain the general phenotype associated with progression (metastatic capability): spindle-shaped 

cellularity, necrosis and stem cell phenotype. CXCR4-CXCL12 and hypoxia play a central role on the 

metastatic process (stromal interaction and digestion, angiogenesis), maintaining stem cell features in 

the tumor cells. Among the chemokines involved in tumor metastasis, the CXCL12 (also known as 

SDF-1 or stromal-derived factor)/CXCR4 axis plays a critical role in stem cell migration. Activation of 

CXCR4 induces motility, chemotactic response, adhesion, secretion of MMPs and release of angiogenic 

factors, such as VEGF-A. Interestingly this premetastatic niche, like the normal niche, is characterized 

by the presence of specific ECM proteins, such as fibronectin, a ligand for α4β1 expressed on VEGFR-1+ 

cells. Thus, it appears that in order to survive at distant sites, disseminating tumor cells need to recreate 

a supportive microenvironment similar to the one formed in the primary tumor. One efficient way to 

do it is by directing BMDC or immune/inflammatory cells to these distant sites of future metastasis [243]. 

The chemoattractant proteins S100A8 and S100A9 were the first factors shown to instruct the 

formation of the premetastatic niche [183,244]. Additional studies are needed to further elucidate the 

biological mechanisms involved in the formation of this premetastatic niche, in particular regarding the 

identification of the molecular mechanism responsible for the development of clinically relevant 

metastases from the initial seeds.  

4.2. Regulation of Gene Expression: Exosomes and Epigenetics 

The phenotypic heterogeneity in neoplasms is mainly related with differential gene expression. 

Gene expression analysis is becoming a useful tool for a better definition of neoplasms at diagnostic, 

prognostic and predictive levels. The identification of predictive markers of these features will help 

classifying neoplasms and stratifying patients for a better management. However, the nature and 

biological meaning of these gene expression markers is not always clear: origin of the tested RNA, 

mechanism of RNA transference, utility for subclassification of neoplastic lesions. 

Gene expression analysis is becoming a useful tool for a better definition of neoplasms at diagnostic, 

prognostic and predictive levels [245–249]. Tumor hypoxia induces changes in the proteome and 

genome of neoplastic cells that enable the cells to overcome nutritive deprivation or to escape their 

hostile environment. The selection and clonal expansion of these favorably altered cells further 

aggravate tumor hypoxia and support a self-perpetuating circle of increasing hypoxia and malignant 

progression while concurrently promoting the development of more treatment-resistant disease [250]. 

The Met tyrosine kinase, a high affinity receptor for hepatocyte growth factor (HGF), plays a crucial 

role in controlling invasive growth and is often overexpressed in cancer. Hypoxia activates MET 

protooncogene transcription, amplifies HGF (hepatocyte growth factor) signaling, and synergizes with 

HGF in inducing invasion; the proinvasive effects of hypoxia are mimicked by Met overexpression 
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(Figures 2 and 4). Hypoxic tumor areas overexpress Met and the inhibition of Met expression prevents 

hypoxia-induced invasive growth. These data show that hypoxia promotes tumor invasion by 

sensitizing cells to HGF stimulation, providing a molecular basis to explain Met overexpression in 

cancer [251]. There is also a link between a specific group of microRNAs and hypoxia, a key feature 

of the neoplastic microenvironment: A significant proportion of the hypoxia-regulated microRNAs 

(HRMs) are also overexpressed in human cancers, suggesting a role in tumorigenesis, affecting 

important processes such as apoptosis, proliferation and angiogenesis. Several HRMs exhibit induction 

in response to HIF activation [252].  

The gene expression signature also reflects the metastatic potential in both cell lines and tumor 

samples [253–257]. Some general conclusions have been drawn in this respect. First, the expression 

profile of low metastatic subline is distinct from that of the high metastatic subline. Metastases of the 

low metastatic subline closely resembled the profile of the low metastatic primary tumor, and did not 

“switch over” to the high metastatic gene expression profile. Thus, heterogeneity exists in this cell 

line/tumor, but may not be apparent as the signature reflects the majority of the tumor cells. The low 

metastatic subline is capable of spawning metastases, albeit at a lower rate, and its gene expression 

profile is therefore of significant interest. Second, the gene expression profile of the sublines as in vitro 

cultures is very distinct from the same sublines as primary tumors. While the primary tumors are a 

mixture of tumor cells, stromal cells, endothelial cells, etc, the contribution of these cells to the 

observed gene expression profiles should be minimal. Thus, the differences are thought to reflect 

changes in the tumor cells in response to the in vivo microenvironment. Third, comparable numbers of 

genes were “turned on” and “turned off” in the more highly metastatic tissues. We think about 

metastasis as the acquisition of traits, but the data remind us to pay equal attention to the loss of 

growth and differentiation-controlling genes. Many of the differentially expressed genes fall into the 

category of “usual suspects” for metastasis. These include the overexpression of osteopontin and ECM 

genes in the more metastatic tissues, and the loss of thrombospondin 1 and members of the Nm23 

family [247]. Eight metastasis-suppressor genes that reduce the metastatic propensity of a cancer cell 

line in vivo without affecting its tumorigenicity have been identified. These affect important  

signal-transduction pathways, including mitogen-activated protein kinases, RHO, RAC and  

G-protein-coupled and tyrosine-kinase receptors [255]. Other genes are unexpected and, if validated 

functionally, could shed new light on the mechanisms of metastasis. 

Cancer cells communicate with the environment through delivery of surface proteins, release of 

soluble factors (growth factors and cytokines), and sophisticated nanovehicles (exosomes) for 

establishment of invasive tumor growth. A central question in molecular studies is to determine the 

cellular origin of the target mRNA. Two biological aspects are essential for this process: how the 

tumor mRNA gets there and the functionality of this mRNA. This is most relevant in locations where 

the tumor cells are scanty and the expression profile support higher tumor cell load [258]. Most of the 

cases of malignant melanomas do not show enough number of superficial tumor cells to explain the 

positive findings in superficial samples [259]. In this context, the RNA cannot be directly provided by 

the tumor cells but by keratinocytes through a transfer process similar to what happens with melanin. 

Membrane vesicles derived from both tumor and host cells have recently been recognized as new 

candidates with important roles in the promotion of tumor growth and metastasis [260]. The transfer of 

membrane components between donor and acceptor cells has been described “trogocytosis” (from 
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Greek “trogo”, meaning “gnaw” or “bite”). Two forms of membrane transfer (trogocytosis) have been 

described: via nanotubes or via membrane vesicles [261]. The biogenesis of membrane vesicles 

essentially distinguishes exosomes from shedding microvesicles and apoptotic blebs (Figures 2 and 4). 

Microvesicles (exosomes) containing mRNA and miRNA can be taken up by normal host cells, such 

as keratinocytes or endothelial cells, and translated by recipient cells [262]. Exosomes are specialized 

membranous nano-sized vesicles derived from endocytic compartments that are released by many cell 

types; they are formed by the inward budding of multivesicular bodies (MVBs) and are released from 

the cell into the microenvironment following the fusion of MVBs with the plasma membrane [263]. 

Intercellulars communication occurs in part through constitutive exocytosis, regulated exocytosis, or 

release of intraluminal vesicles, and is modulated by small Rab GTPases, the master regulators of 

vesicle traffic. Rab GTPases are implicated in regulated exocytosis and have showed a unique role for 

Rab27B in invasive tumor growth. Emerging evidence indicates that various exocytic routes are 

implemented by cancer cells to relay crucial information for fostering growth, migration, and matrix 

degradation [264]. Tumor-derived microvesicles therefore serve as a means of delivering genetic 

information and proteins to recipient cells in the tumor environment, and the subset of tumor 

suppressive microvesicles are key elements of tumor-related suppression mechanisms by accumulations 

of adenosine-producing regulatory T-cells in the tumor microenvironment and expression of toll-like 

receptors on the tumor cell surface [265]. It has been suggested that microvesicles shed by certain 

tumor cells hold functional messenger RNA (mRNA) that may promote tumor progression. Purified 

exosomes contain functional microRNAs (miRNAs) and small RNA, but detected little mRNA. 

Exosomes are specialized in carrying small RNA including the class 22–25 nucleotide regulatory 

miRNAs. Both the evidence provided from studies on exosomes and the lack of the expected 

phenotypic changes in keratinocytes from the expression of putative melanoma markers in the study 

support a transfer of predominant short RNA rather than functional mRNA [259,262]. The discovery 

of extracellular miRNAs (including miR-21), existing either freely or in exosomes in the systemic 

circulation, has led to the possibility that such molecules may serve as biomarkers for ongoing patient 

monitoring [266]. There is increasing evidence that miRNAs have potential not only to facilitate the 

determination of diagnosis and prognosis and the prediction of response to treatment, but also to act as 

therapeutic targets and replacement therapies [267,268]. The biological heterogeneity in neoplasm and 

precancerous lesions would potentially make more difficult these assessments [34,269,270]. We only 

have to consider that deep tumor compartments provide more accurate prognostic information in 

melanomas and dermal compartments rather than the junctional compartments better define dysplastic 

melanocytic lesions.  

The biologic heterogeneity of intraepithelial and invasive malignancies is well known at the 

morphologic, kinetic and genetic levels (Figure 1), an issue that has not been addressed in this 

paratumoral gene expression analysis and should warrant future studies. The gene expression markers 

should be evaluated in the appropriate biological context. Gene expression profiles are determined by a 

gene regulatory network comprising regulatory core of genes represented most prominently by 

transcription factors and miRNAs, which influence the expression of other genes, and a periphery of 

effector genes that are regulated but not regulating [271,272]. Most studies do not differentiate 

between these two essential groups, which can be also useful in selecting surrogate markers for a given 

condition [4,271]. There is a general concept to keep in mind for gene expression analyses: the amount 
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of information is overwhelming and the number of variables included in the studies significantly 

outnumbers the cases. In this scenario, the significant variables can be the result of a statistical 

selection rather than the expression of a biologically significant process for a particular neoplasm. 

Supporting this aspect, significant variables frequently include genes of the general metabolic 

activation associated with the neoplastic transformation [4,5], rather than tissue- or differentiation-specific 

gene variables. 

Epigenetic dysregulation is central to cancer development and progression (Figure 4) [273]. The 

best-known epigenetic marker is DNA methylation. This dysregulation includes hypomethylation 

leading to oncogene activation and chromosomal instability, hypermethylation and tumor suppressor 

gene silencing, and chromatin modification acting directly, and cooperatively with methylation 

changes, to modify gene expression [274]. The initial finding of global hypomethylation of DNA in 

human tumors was soon followed by the identification of hypermethylated tumor-suppressor genes, 

and then, more recently, the discovery of inactivation of microRNA (miRNA) genes by DNA 

methylation. (I) DNA methylation occurs in a complex chromatin network and is influenced by the 

modifications in histone structure that are commonly disrupted in cancer cells [273]. Three mechanisms 

have been proposed to explain the contribution of DNA hypomethylation to the development of a 

cancer cell: generation of chromosomal instability, reactivation of transposable elements, and loss of 

imprinting. Undermethylation of DNA can favor mitotic recombination, leading to deletions and 

translocations [275,276], and it can also promote chromosomal rearrangements. This mechanism was 

seen in experiments in which the depletion of DNA methylation by the disruption of DNMTs caused 

aneuploidy [277]. Hypomethylation of DNA in malignant cells can reactivate intragenomic endoparasitic 

DNA, such as L1 (long interspersed nuclear elements), and Alu (recombinogenic sequence) repeats 

[278]. These undermethylated transposons can be transcribed or translocated to other genomic regions, 

thereby further disrupting the genome. (II) Hypermethylation of the CpG-island promoter can affect 

genes involved in the cell cycle, DNA repair, the metabolism of carcinogens, cell-to-cell interaction, 

apoptosis, and angiogenesis, all of which are involved in the development of cancer [279]. 

Hypermethylation occurs at different stages in the development of cancer and in different cellular 

networks, and it interacts with genetic lesions. Such interactions can be seen when hypermethylation 

inactivates the CpG island of the promoter of the DNA-repair genes hMLH1, BRCA1, MGMT  

(O6-methylguanine–DNA methyltransferase), and the gene associated with Werner’s syndrome (WRN) 

[280-282]. In each case, silencing of the DNA-repair gene blocks the repair of genetic mistakes, 

thereby opening the way to neoplastic transformation of the cell. (III) Hypermethylation of the CpG 

islands in the promoter regions of tumor-suppressor genes in cancer cells is associated with a particular 

combination of histone markers: deacetylation of histones H3 and H4, loss of H3K4 trimethylation, 

and gain of H3K9 methylation and H3K27 trimethylation [27,283]. The presence of the hypo-acetylated 

and hypermethylated histones H3 and H4 silences certain genes with tumor-suppressor–like properties, 

such as p21WAF1, despite the absence of hypermethylation of the CpG island. In human tumors 

generally, modifications of histone H4 entail a loss of monoacetylated and trimethylated forms [284]. 

These changes appear early and accumulate during the development of the tumor [284]. (IV) Short,  

22-nucleotide, non-coding RNAs that regulate gene expression by sequence-specific base pairing in 

the 3’ untranslated regions of the target mRNA are called miRNAs. The result is mRNA degradation 

or inhibition of translation [285]. DNA hypermethylation in the miRNA 5’ regulatory region is a 
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mechanism that can account for the down-regulation of miRNA in tumors [286]. In colon-cancer cells 

with disrupted DNMTs, hypermethylation of the CpG island does not occur in miRNAs [286]. The 

methylation silencing of miR-124a also causes activation of the cyclin D–kinase 6 oncogene (CDK6), 

and it is a common epigenetic lesion in tumors [286].  

5. Clinical Implications 

5.1. Diagnosis: Sampling and Genetic Targets 

The application of the so-called hallmarks of cancer in oncological pathology leads to consideration 

of the molecular test requirements (Molecular Test Score System) for reliable implementation; these 

requirements should cover biological effects, molecular pathway, biological validation, and technical 

validation [4]. Sensible application of molecular markers in tumor pathology always needs solid 

morphological support.  

Additionally, any new test should be validated against the accepted standard (specificity/sensitivity), 

demonstrate improvements of patient’s management, and should provide a biologic meaning for its 

application. These requirements could be considered as implementation phases: The first requirement 

is normally met on the initial design, the second requirement would be expected in any successful 

implementation, while the third is more difficult to prove. Any new definition should be biologically 

meaningful and would incorporate core elements in tumor biology (in particular genetic and kinetic 

correlates). Examples include the PAX8/PPAR fusion gene described in follicular thyroid carcinomas 

and adenomas, or RET/PTC fusion genes reported in papillary thyroid carcinomas and Hashimoto’s 

thyroiditis. Apart from the lack of general interest, the scarcity of definitive publications on clonal 

heterogeneity can be attributed to the substantial technical challenges faced by researchers who want to 

study genetic heterogeneity in human cancers. Several approaches have been used to study genetic 

heterogeneity, which need to address the issue of inadequate sampling and technical caveats arising 

from the frequent necessity to analyze limited amounts of starting material. It is useful to divide the 

approaches to study clonal heterogeneity into focused and genome-wide methods. 

5.1.1. Sampling Issues 

One of the obvious challenges of studying clonal heterogeneity in human malignancies is the issue 

of sampling. One aspect of this problem is the availability of representative biopsies. Core biopsies, 

obtained for diagnostic purposes, sample only small regions of tumors, and, therefore, are not likely to 

be informative about the clonal composition of each tumor as a whole. Thus, adequate analysis of 

intra-tumor clonal heterogeneity often relies on access to post-surgical samples from different regions 

of tumors [9–11,22,23,30,217]. 

Sample size is another important issue [17,18,28]. When a tumor specimen is too large, most 

methods will only provide an average picture, usually reflecting the dominant clone. Thus, potential 

heterogeneity would be missed: while large numbers of cells pooled will quench the “noise”, signal 

from minor subpopulations will be lost. The exception is deep sequencing of whole genomes, which 

allows for the detection of mutant alleles present in a small fraction of tumor cells [194]. On the other 

end of the spectrum, many of the analyses suitable for the characterization of clonal heterogeneity can 



Int. J. Mol. Sci. 2012, 13 1987 

 

 

be performed with starting material of just single cells [201]. Focusing on single cells, however, brings 

about the problem of dealing with cell-to-cell variability, where some of the distinguishable variants 

have no chances of clonal expansion and thus constitute evolutionary “dead ends”. This problem of 

biological noise can potentially be dealt with by analyzing larger numbers of individual cells, but 

scaling up the analysis will inevitably drive up the cost and labor required, making these studies 

impractical. Moreover, single-cell analysis suffers from increased vulnerability to technical caveats 

related to the necessity to amplify single genomes prior to the analysis (discussed below). 

Therefore, with respect to sample size, there is a need to balance signal-to-noise ratios. Many 

studies achieve this balance by focusing on relatively small regions of tumors, ideally representing 

morphologically distinct units that are isolated by microdissection. The validity of this approach is 

supported by the observation of the clustering of populations that differ in gene expression [287], as 

well as genetic composition [218]. However, sampling small regions of tumors can still miss relatively 

small patches of genetically distinct cells, unless large numbers of samples are taken from the 

individual tumors [17,18,28]. In addition, if genetically distinct clones are intermixed within small 

anatomically distinct units, such heterogeneity will be missed due to pooling of cells. 

Another approach to sampling is based on the analysis of phenotypically distinct subpopulations 

after singling them out by FACS, by immunobead separation or by morphological appearance and 

microdissection. For example, analysis of the genomic composition of CD44+CD24− and CD44−CD24+ 

breast carcinoma cells has revealed the existence of unexpected clonal divergence between the two 

populations in some tumor samples [288]. Obviously, this approach can be valid only for the cases 

when phenotypic differences can be related to differences in genetic composition, and genetic 

heterogeneity within the populations will be missed. 

5.1.2. Focused Approaches 

In focused approaches, analysis is limited to a particular genetic locus or a set of loci. The 

advantage of focused approaches is that they allow for the analysis of specific genes that have been 

implicated as drivers of tumor progression. Current knowledge of cancer genetics permits focusing on 

genetic lesions specific for types and subtypes of a particular cancer. The obvious disadvantage of 

these methods is that limiting analysis to a few loci will miss other potentially important differences 

and will likely underestimate the extent and patterns of clonal heterogeneity. 

Most of the published reports on intra-tumor clonal heterogeneity have relied on the detection of 

allelic imbalances. Most commonly, this analysis is performed on microdissected tumor samples to 

ensure lack of contamination by normal cells and to provide adequate sample sizes. The DNA is then 

isolated from the captured cells, and PCR is performed using primers against microsatellite markers 

specific to regions that have previously been characterized as being frequently altered in the particular 

type or subtype of cancer under study. Comparison to controls, germline samples from the same 

patients, allows for the detection of alleles that have been lost somatically. Although obtaining data is 

relatively simple, straightforward interpretation is obscured by multiple technical caveats, such as 

frequently poor correlation between chromosomal deletion/amplification and under/overrepresentation 

of relevant microsatellite markers [289]. Therefore, data obtained by analysis of allelic imbalances 

often requires confirmation by independent techniques. 
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Studies of clonal heterogeneity may rely on the detection of amplification of specific chromosomal 

regions by fluorescent in situ hybridization (FISH) or immuno-FISH (FISH coupled with 

immunofluorescence) analysis [42,288]. In FISH analysis, fluorescently labeled BAC (bacterial 

artificial chromosome) probes against regions amplified in the particular cancer type, as well as control 

probes for centromeric regions, are hybridized to cancer cells or tissue sections. Combination with 

immunofluorescence provides the advantage of focusing on specific subtypes of tumor cells. FISH 

analysis is less vulnerable to artifacts than are other approaches, such as analysis of allelic imbalances; 

thus, it can be the approach of choice for the validation of differences initially detected by other means. 

Disadvantages include its labor-intensiveness, as large numbers of cells need to be analyzed in order to 

generate statistically meaningful data. Also, although potentially suitable for the analysis of 

chromosomal deletions, detection of amplified regions is more practical. 

Clonal heterogeneity can be assessed by sequencing specific genes known to be frequently mutated 

in a particular cancer [218,290]. This analysis usually involves microdissection and PCR amplification 

of the samples. The major advantage of sequencing is that it allows for focusing on specific “driver” 

genes; thus, any heterogeneity will most likely be of functional importance. Intensive studies in the 

field of cancer genetics, and recent sequencing of cancer genomes and allowed the identification of 

cancer-type-specific subsets of genes that “drive” cancer progression [288,291,292]. Therefore, it 

should be feasible to analyze samples for sets of genes causally implicated in a given cancer. Also, 

instead of the detection of specific nucleotide changes, bisulfite sequencing of specific alleles can be 

used to detect heritable methylation changes either in promoters of “driver” genes or in a larger set of 

“passenger” sites, which can be used as markers to trace clonal expansion patterns [293].  

Lymphoid malignancies sometimes present another unique opportunity for focused clonality 

analysis. Early steps of development of B and T cells involve step-wise rearrangements of 

immunoglobulin (Ig) and T-cell receptor (TCR) genes, respectively. Germline loci for Ig and TCR 

genes contain multiple alternative gene segments, encoding for gene domains, that are randomly 

chosen for rearrangements to generate thousands to millions (depending on the gene) potential mature 

rearranged products distinguishable by PCR. While, in most cases, a given leukemia or lymphoma 

arises from a cell with completed rearrangement, and, thus, all of the cells in the malignancy start with 

an identical rearrangement, the immunogene loci often undergo further rearrangements through 

recombination or somatic hypermutation, providing a pattern that can be used to analyze evolutionary 

relationships among distinct clones [294,295]. Combining PCR and deep sequencing appears to be an 

especially promising way to analyze this, as it allows for the detection of rare subclones without  

a priori knowledge of the products of rearrangements [155,296]. One potential drawback is that the 

subclonal changes might have no effect on fitness, i.e., they are evolutionarily neutral. However, the 

approach is still useful given that it allows for establishing evolutionary relationships between primary 

disease and relapses [297,298], and permits tracing the evolutionary history of leukemias.  

5.1.3. Genome-Wide Approaches 

Instead of focusing on particular loci, whole genomes can also be analyzed in clonal heterogeneity 

studies. An obvious advantage of these approaches is that their success is not contingent on a priori 

knowledge; therefore, potentially important differences, missed by focused approaches can be detected. 
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The major disadvantages of these methods are that the functional impact of detected differences is 

often unclear and that the clonal differences might be evolutionarily neutral. In addition, many 

genome-wide approaches suffer from limited resolution. 

Karyotypic analysis based on chromosomal banding was frequently used in early reports on clonal 

heterogeneity [299,300]. In this technique, tumor cells are subjected to short-term culture followed by 

fixation and staining, which reveals a pattern of chromosomal banding in metaphase chromosomes. 

This method allows for the detection of large chromosomal abnormalities, but it has several pitfalls. 

Karyotypic analysis requires culturing the cells, which may lead to preferential outgrowth of selected 

tumor cell subpopulations, changing the representation of the original tumor. It is also labor-intensive 

and has low resolution. 

More recent publications usually rely on comparative genomic hybridization (CGH) to detect 

chromosomal aberrations. DNA from tumor and normal cells is differentially labeled with fluorescent 

probes and, in the classical form of the assay, hybridized to normal metaphase chromosomes. 

Fluorescent signal is then analyzed using specialized software, revealing regions of chromosomal 

losses and gains. CGH is one of the most widely used techniques in studies of intra-tumor clonal 

heterogeneity. It provides unbiased coverage of the whole genome. However, hybridization to 

metaphase chromosomes gives limited resolution, as small regions of deletion and amplification can be 

missed. Instead of metaphase chromosomes, differentially labeled DNA can be hybridized to genomic 

arrays, allowing for the detection of smaller-scale allelic imbalances up to the single-nucleotide level 

using single nuclear polymorphism (SNP) arrays [288]. Notably, analysis of chromosomal imbalances 

can be performed on the level of specific chromosomes (using chromosomal arrays) rather than on a 

whole-genome scale. Finally, clonal heterogeneity can potentially be detected by the analysis of DNA 

content, where tumor cells are stained with DNA-labeling dye and subjected to flow cytometric 

analysis (FACS). This approach reveals ploidy status and the distribution of cells in different phases of 

the cell cycle, and, in cases of large differences, allows for the detection of populations with distinct 

aneuploidy based on their shift from normal ploidy peaks [13,301-303]. The advantages of this method 

are that sampling issues are not much of a problem (discussed below) and that it is capable of resolving 

even highly intermixed subpopulations. However, its resolution is limited to the detection of clones 

that differ substantially in DNA content. Therefore, the method provides limited molecular insights 

unless distinct subpopulations are sorted and subsequently analyzed with more sensitive methods. 

5.1.4. Issues of Quantity and Quality 

Many methods of tumor heterogeneity analysis rely on microdissection of small, anatomically 

distinct sections of tumors from frozen or archived tissues. Microdissection allows for focusing the 

analysis on small, morphologically homogeneous populations and avoids contamination with  

non-malignant cells. However, the technique leads to increased DNA damage and thus reduced quality. 

The issue of DNA quality is especially pronounced in the analysis of archived formalin-fixed paraffin 

embedded tissues. Clonality remains as one of the most important hallmarks of neoplasms, but its 

analysis require careful test designs. The core of comprehensive clonality assays would include a 

complementary approach comprising the evaluation of structural abnormalities of key oncogenes and 

tumor suppressor genes (mutations, allelic imbalance) that control essential acquired capabilities in 
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neoplasms. Pathway independent tests based on X-chromosome inactivation and the evaluation of 

epigenetic alterations such as methylation levels have a more restrictive application in female and 

specific tumor types with high imprinting levels, respectively. This approach would resolve the patch 

size problem that is frequently associated with clonal expansions, which can be highlighted in single 

marker analyses. 

Due to the low amount of starting material, many tumor heterogeneity analysis methods, especially 

those involving whole-genome analysis, rely on prior amplification of whole genomes. Several 

efficient methods for whole-genome amplification, relying either on PCR-based or isothermal DNA 

amplification, have been developed over the last decades. However, whole-genome amplification 

produces only a representation, not a replica, of the genome, so, inevitably, representation bias is 

introduced. This bias might be more pronounced in PCR-based techniques due to different efficiencies 

of amplification of fragments of different sizes and nucleotide composition. However, even isothermal, 

linear amplification techniques have been shown to suffer from substantial representation bias [304]. 

The issue of representation bias is most pronounced when the starting material is small (<10 cells) [18,28], 

culminating at the single-cell level. To some extent, bias issues can be reduced by using identically 

manipulated control samples. However, acquiring robust data often requires confirmation by 

independent methods, such as FISH analyses. 

5.2. Therapeutic Response 

It is possible that measurements of clonal heterogeneity can be useful irrespective of their utility in 

routine diagnostics. Substantial clonal heterogeneity between primary and metastatic tumors can pose a 

barrier to targeted therapy. Since biopsies of metastases are frequently unavailable, it would be worth 

investigating if the clonal heterogeneity of primary tumors is indicative of clonal divergence in 

metastatic outgrowths. The index of clonal diversity is a strong predictor for malignant progression in 

Barrett’s esophagus [13]; thus, it can be used for guiding treatment decisions. Although experimental 

evidence is still lacking, it is likely that Barrett’s esophagus is not a biological oddity and that clonality 

measurements will turn out to be of predictive value for malignant progression in other cancers as well. 

However, sampling multiple regions from the same tumor is impractical for most cancer types, and it 

is not yet clear if obtaining accurate clonality measurements can be achieved using current routine 

diagnostic methods. Also, though multiple biopsies from a single tumor might be impractical, the 

degree of cellular and molecular heterogeneity within a relatively small sample might also turn out to 

be of predictive value. 

Biological interactions between tumor clones could have a dramatic impact on tumor evolution, 

both in natural progression and in evolution in response to selection forces created by therapeutic 

interventions. This suggestion is supported by experimental studies in mice that have demonstrated 

that the growth of tumors resulting from transplanting mixtures of clones cannot be predicted from the 

behavior of tumors developed from individual clones [305]. Similarly, experimental tumors composed 

of multiple clones display different sensitivity to cytotoxic drugs compared to monoclonal tumors, as 

clonal interactions can either potentiate or inhibit therapeutic efficacy. Therefore, clonal heterogeneity 

adds an additional level of complexity to our understanding of the biology of tumor development and 

poses challenges for the development of successful therapies. As the field of cancer treatment is 
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moving toward the development of targeted therapeutic approaches, the question of whether the 

expression of a therapeutic target in a biopsy is representative of the whole corresponding tumor 

becomes of primary importance [306]. For example, clonal heterogeneity involving different 

mutational statuses was documented for KRAS [301], tyrosine kinase growth factor receptors such as 

EGFR [307,308], and TP53 [13,309] genes, for which targeted therapy is currently being developed. 

Heterogeneous expression of the therapeutic target does not necessarily mean that the tumor will not 

be responsive to the treatment, especially if the targets are responsible for the “common good”. For 

example, targeting an angiogenic clone can also eliminate non-angiogenic “free rider” clones, which 

are dependent on the secretion of angiogenic factors. Still, clonal heterogeneity needs to be accounted 

for in the development of targeted therapy approaches, considering that high genetic heterogeneity of 

tumors means high probability of pre-existent clones that are resistant to therapeutic intervention and 

can be selected for by therapy, resulting in therapy failure. 

On the other hand, clonal heterogeneity can potentially be exploited for therapeutic benefit.  

Maley et al. proposed two such strategies of anti-cancer therapy. First, boosting the selective advantage 

of benign clones can be used to drive malignant clones to extinction. Second, the selective advantage 

of clones sensitive to a particular therapy can be boosted, allowing them to achieve clonal dominance, 

and then treatment can be applied. In silico modeling confirmed that these strategies can be much more 

efficient compared to standard cytotoxic therapies [310]. Unfortunately, these strategies are not yet 

feasible, as we lack the knowledge of how to single out or boost benign or chemosensitive clones. 

Gatenby and co-authors have recently proposed another strategy, termed adaptive therapy, which both 

accounts for the heterogeneity of tumor cells and takes advantage of it [219]. The conventional 

approach of adjuvant therapy is to hit tumors with the highest tolerated dose of cytotoxic drugs in a 

hope to kill the largest possible numbers of tumor cells, thereby decreasing the probability of the 

emergence of resistant mutants. However, this strategy would be expected to fail if resistant clones 

already exist before the treatment starts. Indeed, despite initial therapeutic responsiveness, treatment 

almost inevitably ends with the outgrowth of resistant tumors. Instead of completely eradicating 

tumors (which is not practically achievable in most cases), adaptive therapy aims to keep tumor size at 

bay by adjusting drug dose and timing of drug administration based on tumor response. This strategy 

prevents resistant variants from reaching fixation by maintaining the dominance of therapy-sensitive 

variants. Importantly, the feasibility of adaptive therapy is not contingent on knowledge of the exact 

mechanisms of the resistance, though the applicability of this idea has yet to be confirmed. 

Elimination of MDSC is a priority for cancer patients who are candidates for active immunotherapy. 

Likewise, limiting the accumulation and retention of MDSC during chronic inflammation may reduce 

the risk of developing cancers. The proinflammatory mediators that induce MDSC are particularly 

attractive targets for limiting this suppressor cell population, although there are several unknowns that 

make it difficult to decide which mediators to target. For example, it is not known whether the various 

proinflammatory factors induce MDSC through independent or overlapping pathways. If the pathways 

are independent, then it will be necessary to block individual pathways. In contrast, if the pathways 

merge, then a single drug aimed at a common molecule may be effective. Future studies may identify 

additional proinflammatory mediators or factors that independently or coordinately regulate the 

accumulation of MDSC. Regardless of the complexity of MDSC induction, reduction of this inhibitory 
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population is essential, and a comprehensive understanding of the proinflammatory mediators that 

regulate MDSC will provide valuable information for future drug design.  

6. Conclusions and Future Directions 

The question of whether tumors are genetically homogeneous or rather consist of a number of 

genetically distinct clones is not of mere intellectual curiosity. Co-existence of distinct clones within a 

tumor can have profound clinical implications for disease progression, diagnosis, and therapeutic 

responses. Recently the intratumoral heterogeneity has been the subject of attention regarding response 

to therapy, concluding that a better result would be obtained by targeting several pathways [307,311]. 

This practical aspect is essential for a more effective personalized therapy, but there are biological 

aspects that would be worth considering. The neoplastic transformation evolves over a period of time, 

involving the phenotypic progression of tumor cells along with the interaction of the initiated cell with 

its microenvironment. The elucidation of the steps of cancer progression relates to the acquisition of 

invasive capability in intraepithelial lesions and metastatic potential in invasive malignancies and is of 

utmost importance in the differential diagnosis of neoplasms and in the establishment of more 

efficacious therapeutic regimens. This functional characterization of the particular stage of tumor will 

certainly allow for better diagnosis, staging, prognostication and treatment of cancers.  

Large amounts of evidence support the close clonal relationship of primary tumors and metastatic 

outgrowths. However, there is also strong evidence that suggests that metastatic spread can be an early 

event during tumor progression; thus, primary and metastatic tumors might become quite distinct 

genetically as they evolve. Some of the observed discrepancies might stem from technical issues, but it 

is plausible that the development of spontaneous human tumors is not confined to a single scenario. It 

is also possible that while many tumor cells are capable of early dissemination, only tumor cells that 

have acquired large numbers of oncogenic mutations are capable of initiating secondary tumors at 

metastatic sites. 

6.1. Future Directions 

Despite the substantial clinical significance of the issue of clonal heterogeneity, the subject remains 

very poorly explored. Therefore, a more systemic approach is needed to characterize the extent of 

clonal heterogeneity of different types and subtypes of cancers through different stages of tumor 

development, including disseminated tumor cells and metastases. Whether clonal heterogeneity 

changes in response to chemotherapy needs to be determined as well. Comprehensive characterization 

of tumor clonality is contingent on the development of approaches that can combine a focus on 

“driver” lesions with large-scale analysis. Advances in our understanding of the genetic composition of 

cancers make these analyses potentially feasible; however, methodology allowing for robust and  

cost-efficient analyses of small tumor samples is still lacking. 

Accounting for the biological interactions among distinct clonal populations within tumors might 

pose the biggest challenge. The co-existence of multiple clones within a tumor leads to a complex 

network of interactions both among the clones and between the clones and the tumor microenvironment. 

Thus, tumors are likely to behave as complex systems and should be treated as such, especially given 

that more simplistic views of tumors as homogeneous entities appear to provide satisfactory results 
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only in model systems where the complexity of experimental tumors is low. While deciphering the full 

extent of the interactions occurring within tumors may be an impossible task, we might be able to 

identify critical links and use this knowledge to control or eliminate tumors. The knowledge from the 

fields of evolutionary biology and ecology provides key insights for improving the clinical 

management of cancer patients. 

Conflict of Interest 

The author declares no conflict of interest. I apologize to all authors whose publication I may  

have omitted. 

References 

1. Fidler, I.J.; Hart, I.R. Biological diversity in metastatic neoplasms: Origins and implications. 

Science 1982, 217, 998–1003. 

2. Heppner, G.H.; Miller, F.R. The cellular basis of tumor progression. Int. Rev. Cytol. 1998, 177, 

1–56. 

3. Talmadge, J.E.; Wolman, S.R.; Fidler, I.J. Evidence for the clonal origin of spontaneous 

metastases. Science 1982, 217, 361–363. 

4. Diaz-Cano, S.J. General morphological and biological features of neoplasms: Integration of 

molecular findings. Histopathology 2008, 53, 1–19. 

5. Hanahan, D.; Weinberg, R.A. Hallmarks of cancer: The next generation. Cell 2011, 144, 646–674. 

6. Hanahan, D.; Weinberg, R.A. The hallmarks of cancer. Cell 2000, 100, 57–70. 

7. Kinzler, K.W.; Vogelstein, B. Lessons from hereditary colorectal cancer. Cell 1996, 87, 159–170. 

8. Blanes, A.; Diaz-Cano, S.J. Complementary analysis of microsatellite tumor profile and 

mismatch repair defects in colorectal carcinomas. World J. Gastroenterol. 2006, 12, 5932–5940. 

9. Blanes, A.; Diaz-Cano, S.J. DNA and kinetic heterogeneity during the clonal evolution of 

adrenocortical proliferative lesions. Hum. Pathol. 2006, 37, 1295–1303. 

10. Blanes, A.; Sanchez-Carrillo, J.J.; Diaz-Cano, S.J. Topographic molecular profile of 

pheochromocytomas: Role of somatic down-regulation of mismatch repair. J. Clin. Endocrinol. 

Metab. 2006, 91, 1150–1158. 

11. Pozo, L.; Sanchez-Carrillo, J.J.; Martinez, A.; Blanes, A.; Diaz-Cano, S.J. Differential kinetic 

features by tumour topography in cutaneous small-cell neuroendocrine (Merkel cell) carcinomas. 

J. Eur. Acad. Dermatol. Venereol. 2007, 21, 1220–1228. 

12. Kinzler, K.W.; Vogelstein, B. Landscaping the cancer terrain. Science 1998, 280, 1036–1037. 

13. Maley, C.C.; Galipeau, P.C.; Finley, J.C.; Wongsurawat, V.J.; Li, X.; Sanchez, C.A.;  

Paulson, T.G.; Blount, P.L.; Risques, R.A.; Rabinovitch, P.S.; et al. Genetic clonal diversity 

predicts progression to esophageal adenocarcinoma. Nat. Genet. 2006, 38, 468–473. 

14. Iwasa, Y.; Michor, F. Evolutionary dynamics of intratumor heterogeneity. PLoS One 2011, 6, 

doi:10.1371/journal.pone.0017866. 

15. Parmigiani, G.; Boca, S.; Lin, J.; Kinzler, K.W.; Velculescu, V.; Vogelstein, B. Design and 

analysis issues in genome-wide somatic mutation studies of cancer. Genomics 2009, 93, 17–21. 



Int. J. Mol. Sci. 2012, 13 1994 

 

 

16. Diaz-Cano, S.J. Clonality studies in the analysis of adrenal medullary proliferations: Application 

principles and limitations. Endocr. Pathol. 1998, 9, 301–316. 

17. Diaz-Cano, S.J. Designing a molecular analysis of clonality in tumours. J. Pathol. 2000, 191, 

343–344. 

18. Diaz-Cano, S.J.; Blanes, A.; Wolfe, H.J. PCR techniques for clonality assays. Diagn. Mol. Pathol. 

2001, 10, 24–33. 

19. Pozo-Garcia, L.; Diaz-Cano, S.J. Clonal origin and expansions in neoplasms: Biologic and 

technical aspects must be considered together. Am. J. Pathol. 2003, 162, 353–354 

20. Leedham, S.J.; Wright, N.A. Human tumour clonality assessment—Flawed but necessary.  

J. Pathol. 2008, 215, 351–354. 

21. Arif, S.; Blanes, A.; Diaz-Cano, S.J. Hashimoto’s thyroiditis shares features with early papillary 

thyroid carcinoma. Histopathology 2002, 41, 357–362. 

22. Blanes, A.; Rubio, J.; Martinez, A.; Wolfe, H.J.; Diaz-Cano, S.J. Kinetic profiles by topographic 

compartments in muscle-invasive transitional cell carcinomas of the bladder: Role of TP53 and 

NF1 genes. Am. J. Clin. Pathol. 2002, 118, 93–100. 

23. Diaz-Cano, S.J.; Blanes, A.; Rubio, J.; Matilla, A.; Wolfe, H.J. Molecular evolution and 

intratumor heterogeneity by topographic compartments in muscle-invasive transitional cell 

carcinoma of the urinary bladder. Lab. Invest. 2000, 80, 279–289. 

24. Diaz-Cano, S.J.; de Miguel, M.; Blanes, A.; Tashjian, R.; Galera, H.; Wolfe, H.J. Clonality as 

expression of distinctive cell kinetics patterns in nodular hyperplasias and adenomas of the 

adrenal cortex. Am. J. Pathol. 2000, 156, 311–319. 

25. Diaz-Cano, S.J.; de Miguel, M.; Blanes, A.; Tashjian, R.; Galera, H.; Wolfe, H.J. Clonal patterns 

in phaeochromocytomas and MEN-2A adrenal medullary hyperplasias: Histological and kinetic 

correlates. J. Pathol. 2000, 192, 221–228. 

26. Jones, P.A. DNA methylation and cancer. Cancer Res. 1986, 46, 461–466. 

27. Jones, P.A.; Baylin, S.B. The epigenomics of cancer. Cell 2007, 128, 683–692. 

28. Diaz-Cano, S.J. Are PCR artifacts in microdissected samples preventable? Hum. Pathol. 2001, 

32, 1415–1416. 

29. Diaz-Cano, S.J.; de Miguel, M.; Blanes, A.; Galera, H.; Wolfe, H.J. Contribution of the 

microvessel network to the clonal and kinetic profiles of adrenal cortical proliferative lesions. 

Hum. Pathol. 2001, 32, 1232–1239. 

30. Blanes, A.; Rubio, J.; Sanchez-Carrillo, J.J.; Diaz-Cano, S.J. Coexistent intraurothelial carcinoma 

and muscle-invasive urothelial carcinoma of the bladder: Clonality and somatic down-regulation 

of DNA mismatch repair. Hum. Pathol. 2009, 40, 988–997. 

31. Diaz-Cano, S.J.; de Miguel, M.; Blanes, A.; Tashjian, R.; Wolfe, H.J. Germline RET 634 

mutation positive MEN 2A-related C-cell hyperplasias have genetic features consistent with 

intraepithelial neoplasia. J. Clin. Endocrinol. Metab. 2001, 86, 3948–3957. 

32. Rubio, J.; Blanes, A.; Sanchez-Carrillo, J.J.; Diaz-Cano, S.J. Microsatellite abnormalities and 

somatic down-regulation of mismatch repair characterize nodular-trabecular muscle-invasive 

urothelial carcinoma of the bladder. Histopathology 2007, 51, 458–467. 

33. Polyak, K.; Haviv, I.; Campbell, I.G. Co-evolution of tumor cells and their microenvironment. 

Trends Genet. 2009, 25, 30–38. 



Int. J. Mol. Sci. 2012, 13 1995 

 

 

34. Husain, E.A.; Mein, C.; Pozo, L.; Blanes, A.; Diaz-Cano, S.J. Heterogeneous topographic 

profiles of kinetic and cell cycle regulator microsatellites in atypical (dysplastic) melanocytic 

nevi. Mod. Pathol. 2011, 24, 471–486. 

35. Visvader, J.E.; Lindeman, G.J. Cancer stem cells in solid tumours: Accumulating evidence and 

unresolved questions. Nat. Rev. Cancer 2008, 8, 755–768. 

36. Rossi, D.J.; Jamieson, C.H.; Weissman, I.L. Stems cells and the pathways to aging and cancer. 

Cell 2008, 132, 681–696. 

37. Tan, B.T.; Park, C.Y.; Ailles, L.E.; Weissman, I.L. The cancer stem cell hypothesis: A work in 

progress. Lab. Invest. 2006, 86, 1203–1207. 

38. Ailles, L.E.; Weissman, I.L. Cancer stem cells in solid tumors. Curr. Opin. Biotechnol. 2007, 18, 

460–466. 

39. Cho, R.W.; Clarke, M.F. Recent advances in cancer stem cells. Curr. Opin. Genet. Dev. 2008, 18, 

48–53. 

40. Kelly, P.N.; Dakic, A.; Adams, J.M.; Nutt, S.L.; Strasser, A. Tumor growth need not be driven 

by rare cancer stem cells. Science 2007, 317, 337. 

41. Kern, S.E.; Shibata, D. The fuzzy math of solid tumor stem cells: A perspective. Cancer Res. 

2007, 67, 8985–8988. 

42. Park, S.Y.; Gonen, M.; Kim, H.J.; Michor, F.; Polyak, K. Cellular and genetic diversity in the 

progression of in situ human breast carcinomas to an invasive phenotype. J. Clin. Invest. 2010, 

120, 636–644. 

43. Marotta, L.L.; Almendro, V.; Marusyk, A.; Shipitsin, M.; Schemme, J.; Walker, S.R.; 

Bloushtain-Qimron, N.; Kim, J.J.; Choudhury, S.A.; Maruyama, R.; et al. The JAK2/STAT3 

signaling pathway is required for growth of CD44CD24 stem cell-like breast cancer cells in 

human tumors. J. Clin. Invest. 2011, 121, 2723–2735. 

44. Hill, R.P. Identifying cancer stem cells in solid tumors: Case not proven. Cancer Res. 2006, 66, 

1891–1895. 

45. Burkert, J.; Wright, N.A.; Alison, M.R. Stem cells and cancer: An intimate relationship. J. Pathol. 

2006, 209, 287–297. 

46. Garcia, S.B.; Park, H.S.; Novelli, M.; Wright, N.A. Field cancerization, clonality, and epithelial 

stem cells: The spread of mutated clones in epithelial sheets. J. Pathol. 1999, 187, 61–81. 

47. Poulsom, R.; Alison, M.R.; Forbes, S.J.; Wright, N.A. Adult stem cell plasticity. J. Pathol. 2002, 

197, 441–456. 

48. Durrett, R.; Foo, J.; Leder, K.; Mayberry, J.; Michor, F. Intratumor heterogeneity in evolutionary 

models of tumor progression. Genetics 2011, 188, 461–477. 

49. Spencer, S.L.; Gaudet, S.; Albeck, J.G.; Burke, J.M.; Sorger, P.K. Non-genetic origins of  

cell-to-cell variability in TRAIL-induced apoptosis. Nature 2009, 459, 428–432. 

50. Sanz-Moreno, V.; Gadea, G.; Ahn, J.; Paterson, H.; Marra, P.; Pinner, S.; Sahai, E.; Marshall, C.J. 

Rac activation and inactivation control plasticity of tumor cell movement. Cell 2008, 135,  

510–523. 

51. Nowell, P.C. The clonal evolution of tumor cell populations. Science 1976, 194, 23–28. 

52. Shah, N.P.; Nicoll, J.M.; Nagar, B.; Gorre, M.E.; Paquette, R.L.; Kuriyan, J.; Sawyers, C.L. 

Multiple BCR-ABL kinase domain mutations confer polyclonal resistance to the tyrosine kinase 



Int. J. Mol. Sci. 2012, 13 1996 

 

 

inhibitor imatinib (STI571) in chronic phase and blast crisis chronic myeloid leukemia. Cancer 

Cell 2002, 2, 117–125. 

53. Corless, C.L.; Heinrich, M.C. Molecular pathobiology of gastrointestinal stromal sarcomas. Annu. 

Rev. Pathol. 2008, 3, 557–586. 

54. Edwards, S.L.; Brough, R.; Lord, C.J.; Natrajan, R.; Vatcheva, R.; Levine, D.A.; Boyd, J.;  

Reis-Filho, J.S.; Ashworth, A. Resistance to therapy caused by intragenic deletion in BRCA2. 

Nature 2008, 451, 1111-1115. 

55. Blagosklonny, M.V. Oncogenic resistance to growth-limiting conditions. Nat. Rev. Cancer 2002, 

2, 221–225. 

56. Laconi, E.; Doratiotto, S.; Vineis, P. The microenvironments of multistage carcinogenesis. Semin. 

Cancer Biol. 2008, 18, 322–329. 

57. Laconi, E.; Sonnenschein, C. Cancer development at tissue level. Semin. Cancer Biol. 2008, 18, 

303–304. 

58. Bissell, M.J.; Labarge, M.A. Context, tissue plasticity, and cancer: Are tumor stem cells also 

regulated by the microenvironment? Cancer Cell 2005, 7, 17–23. 

59. Polyak, K. Heterogeneity in breast cancer. J. Clin. Invest. 2011, 121, 3786–3788. 

60. Merlo, L.M.; Pepper, J.W.; Reid, B.J.; Maley, C.C. Cancer as an evolutionary and ecological 

process. Nat. Rev. Cancer 2006, 6, 924–935. 

61. Marusyk, A.; DeGregori, J. Declining cellular fitness with age promotes cancer initiation by 

selecting for adaptive oncogenic mutations. Biochim. Biophys. Acta 2008, 1785, 1–11. 

62. Lowe, S.W.; Cepero, E.; Evan, G. Intrinsic tumour suppression. Nature 2004, 432, 307–315. 

63. Zhang, J.; Grindley, J.C.; Yin, T.; Jayasinghe, S.; He, X.C.; Ross, J.T.; Haug, J.S.; Rupp, D.; 

Porter-Westpfahl, K.S.; Wiedemann, L.M.; et al. PTEN maintains haematopoietic stem cells and 

acts in lineage choice and leukaemia prevention. Nature 2006, 441, 518–522. 

64. Michor, F.; Iwasa, Y.; Nowak, M.A. Dynamics of cancer progression. Nat. Rev. Cancer 2004, 4, 

197–205. 

65. Michor, F.; Polyak, K. The origins and implications of intratumor heterogeneity. Cancer Prev. 

Res. (Phila.) 2010, 3, 1361–1364. 

66. Marusyk, A.; Casas-Selves, M.; Henry, C.J.; Zaberezhnyy, V.; Klawitter, J.; Christians, U.; 

DeGregori, J. Irradiation alters selection for oncogenic mutations in hematopoietic progenitors. 

Cancer Res. 2009, 69, 7262–7269. 

67. Laconi, S.; Pani, P.; Pillai, S.; Pasciu, D.; Sarma, D.S.; Laconi, E. A growth-constrained 

environment drives tumor progression invivo. Proc. Natl. Acad. Sci. USA 2001, 98, 7806–7811. 

68. Nagy, J.D. Competition and natural selection in a mathematical model of cancer. Bull. Math. Biol. 

2004, 66, 663–687. 

69. Devireddy, L.R.; Gazin, C.; Zhu, X.; Green, M.R. A cell-surface receptor for lipocalin 24p3 

selectively mediates apoptosis and iron uptake. Cell 2005, 123, 1293–1305. 

70. Guba, M.; Cernaianu, G.; Koehl, G.; Geissler, E.K.; Jauch, K.W.; Anthuber, M.; Falk, W.; 

Steinbauer, M. A primary tumor promotes dormancy of solitary tumor cells before inhibiting 

angiogenesis. Cancer Res. 2001, 61, 5575–5579. 

71. Axelrod, R.; Axelrod, D.E.; Pienta, K.J. Evolution of cooperation among tumor cells. Proc. Natl. 

Acad. Sci. USA 2006, 103, 13474–13479. 



Int. J. Mol. Sci. 2012, 13 1997 

 

 

72. Mallepell, S.; Krust, A.; Chambon, P.; Brisken, C. Paracrine signaling through the epithelial 

estrogen receptor alpha is required for proliferation and morphogenesis in the mammary gland. 

Proc. Natl. Acad. Sci. USA 2006, 103, 2196–2201. 

73. Godar, S.; Ince, T.A.; Bell, G.W.; Feldser, D.; Donaher, J.L.; Bergh, J.; Liu, A.; Miu, K.; 

Watnick, R.S.; Reinhardt, F.; et al. Growth-inhibitory and tumor- suppressive functions of p53 

depend on its repression of CD44 expression. Cell 2008, 134, 62–73. 

74. McAllister, S.S.; Gifford, A.M.; Greiner, A.L.; Kelleher, S.P.; Saelzler, M.P.; Ince, T.A.; 

Reinhardt, F.; Harris, L.N.; Hylander, B.L.; Repasky, E.A.; et al. Systemic endocrine instigation 

of indolent tumor growth requires osteopontin. Cell 2008, 133, 994–1005. 

75. Yamamoto, K.; Hanada, R.; Kikuchi, A.; Ichikawa, M.; Aihara, T.; Oguma, E.; Moritani, T.; 

Shimanuki, Y.; Tanimura, M.; Hayashi, Y. Spontaneous regression of localized neuroblastoma 

detected by mass screening. J. Clin. Oncol. 1998, 16, 1265–1269. 

76. Axelrod, R.; Hamilton, W.D. The evolution of cooperation. Science 1981, 211, 1390–1396. 

77. Lyons, J.G.; Lobo, E.; Martorana, A.M.; Myerscough, M.R. Clonal diversity in carcinomas: Its 

implications for tumour progression and the contribution made to it by epithelial-mesenchymal 

transitions. Clin. Exp. Metastasis 2008, 25, 665–677. 

78. Morrison, S.J.; Spradling, A.C. Stem cells and niches: Mechanisms that promote stem cell 

maintenance throughout life. Cell 2008, 132, 598–611. 

79. Reddig, P.J.; Juliano, R.L. Clinging to life: Cell to matrix adhesion and cell survival. Cancer 

Metastasis Rev. 2005, 24, 425–439. 

80. Tlsty, T.D.; Coussens, L.M. Tumor stroma and regulation of cancer development. Annu. Rev. 

Pathol. 2006, 1, 119–150. 

81. Baithun, S.I.; Naase, M.; Blanes, A.; Diaz-Cano, S.J. Molecular and kinetic features of 

transitional cell carcinomas of the bladder: Biological and clinical implications. Virchows Arch. 

2001, 438, 289–297. 

82. Laconi, E. The evolving concept of tumor microenvironments. Bioessays 2007, 29, 738–744. 

83. Huang, L.E.; Bindra, R.S.; Glazer, P.M.; Harris, A.L. Hypoxia-induced genetic instability— 

Calculated mechanism underlying tumor progression. J. Mol. Med. (Berl.) 2007, 85, 139–148. 

84. Hahn, W.C.; Counter, C.M.; Lundberg, A.S.; Beijersbergen, R.L.; Brooks, M.W.; Weinberg, R.A. 

Creation of human tumour cells with defined genetic elements. Nature 1999, 400, 464–468. 

85. Rubin, H. Microenvironmental regulation of the initiated cell. Adv. Cancer Res. 2003, 90, 1–62. 

86. Mudgil, A.V.; Segal, N.; Andriani, F.; Wang, Y.; Fusenig, N.E.; Garlick, J.A. Ultraviolet B 

irradiation induces expansion of intraepithelial tumor cells in a tissue model of early cancer 

progression. J. Invest. Dermatol. 2003, 121, 191–197. 

87. Schollnberger, H.; Manuguerra, M.; Bijwaard, H.; Boshuizen, H.; Altenburg, H.P.; Rispens, S.M.; 

Brugmans, M.J.; Vineis, P. Analysis of epidemiological cohort data on smoking effects and lung 

cancer with a multi-stage cancer model. Carcinogenesis 2006, 27, 1432–1444. 

88. Farber, E.; Rubin, H. Cellular adaptation in the origin and development of cancer. Cancer Res. 

1991, 51, 2751–2761. 

89. Cristini, V.; Frieboes, H.B.; Gatenby, R.; Caserta, S.; Ferrari, M.; Sinek, J. Morphologic 

instability and cancer invasion. Clin. Cancer Res. 2005, 11, 6772–6779. 



Int. J. Mol. Sci. 2012, 13 1998 

 

 

90. Cayama, E.; Tsuda, H.; Sarma, D.S.; Farber, E. Initiation of chemical carcinogenesis requires 

cell proliferation. Nature 1978, 275, 60–62. 

91. Breivik, J. The evolutionary origin of genetic instability in cancer development. Semin. Cancer 

Biol 2005, 15, 51–60. 

92. West, R.B.; Rubin, B.P.; Miller, M.A.; Subramanian, S.; Kaygusuz, G.; Montgomery, K.;  

Zhu, S.; Marinelli, R.J.; De Luca, A.; Downs-Kelly, E.; et al. A landscape effect in tenosynovial 

giant-cell tumor from activation of CSF1 expression by a translocation in a minority of tumor 

cells. Proc. Natl. Acad. Sci. USA 2006, 103, 690–695. 

93. van Vugt, M.A.; Bras, A.; Medema, R.H. Restarting the cell cycle when the checkpoint comes to 

a halt. Cancer Res. 2005, 65, 7037–7040. 

94. Jonason, A.S.; Kunala, S.; Price, G.J.; Restifo, R.J.; Spinelli, H.M.; Persing, J.A.; Leffell, D.J.; 

Tarone, R.E.; Brash, D.E. Frequent clones of p53-mutated keratinocytes in normal human skin. 

Proc. Natl. Acad. Sci. USA 1996, 93, 14025–14029. 

95. Laconi, E.; Pani, P.; Farber, E. The resistance phenotype in the development and treatment of 

cancer. Lancet Oncol. 2000, 1, 235–241. 

96. Marongiu, F.; Doratiotto, S.; Montisci, S.; Pani, P.; Laconi, E. Liver repopulation and 

carcinogenesis: Two sides of the same coin? Am. J. Pathol. 2008, 172, 857–864. 

97. Campisi, J. Aging and cancer cell biology, 2007. Aging Cell 2007, 6, 261–263. 

98. Sharpless, N.E.; DePinho, R.A. How stem cells age and why this makes us grow old. Nat. Rev. 

Mol. Cell Biol. 2007, 8, 703–713. 

99. McCullough, K.D.; Coleman, W.B.; Smith, G.J.; Grishan, J.W. Age-dependent regulation of the 

tumorigenic potential of neoplastically transformed rat liver epithelial cells by the liver 

microenvironment. Cancer Res. 1994, 54, 3668–3671. 

100. Pasciu, D.; Montisci, S.; Greco, M.; Doratiotto, S.; Pitzalis, S.; Pani, P.; Laconi, S, Laconi, E. 

Aging is associated with increased clonogenic potential in rat liver in vivo. Aging Cell 2006, 5, 

373-377. 

101. Krtolica, A.; Parrinello, S.; Lockett, S.; Desprez, P.Y.; Campisi, J. Senescent fibroblasts promote 

epithelial cell growth and tumorigenesis: A link between cancer and aging. Proc. Natl. Acad. Sci. 

USA 2001, 98, 12072–12077. 

102. Liu, D.; Hornsby, P.J. Senescent human fibroblasts increase the early growth of xenograft tumors 

via matrix metalloproteinase secretion. Cancer Res. 2007, 67, 3117–3126. 

103. Trost, T.M.; Lausch, E.U.; Fees, S.A.; Schmitt, S.; Enklaar, T.; Reutzel, D.; Brixel, L.R.; 

Schmidtke, P.; Maringer, M.; Schiffer, I.B.; et al. Premature senescence is a primary fail-safe 

mechanism of ERBB2-driven tumorigenesis in breast carcinoma cells. Cancer Res. 2005, 65, 

840–849. 

104. Philip, M.; Rowley, D.A.; Schreiber, H. Inflammation as a tumor promoter in cancer induction. 

Semin. Cancer Biol. 2004, 14, 433–439. 

105. Hussain, S.P.; Harris, C.C. Inflammation and cancer: An ancient link with novel potentials. Int. J. 

Cancer 2007, 121, 2373–2380. 

106. Prehn, R.T. Regeneration versus neoplastic growth. Carcinogenesis 1997, 18, 1439–1444. 

107. Correa, P.; Houghton, J. Carcinogenesis of Helicobacter pylori. Gastroenterology 2007, 133, 

659–672. 



Int. J. Mol. Sci. 2012, 13 1999 

 

 

108. De Marzo, A.M.; Marchi, V.L.; Epstein, J.I.; Nelson, W.G. Proliferative inflammatory atrophy of 

the prostate: Implications for prostatic carcinogenesis. Am. J. Pathol. 1999, 155, 1985–1992. 

109. De Marzo, A.M.; Nakai, Y.; Nelson, W.G. Inflammation, atrophy, and prostate carcinogenesis. 

Urol. Oncol. 2007, 25, 398–400. 

110. Fox, J.G.; Wang, T.C. Inflammation, atrophy, and gastric cancer. J. Clin. Invest. 2007, 117, 60–69. 

111. Harpaz, N. Neoplastic precursor lesions related to the development of cancer in inflammatory 

bowel disease. Gastroenterol. Clin. North Am. 2007, 36, 901–926, vii–viii. 

112. Rass, U.; Ahel, I.; West, S.C. Defective DNA repair and neurodegenerative disease. Cell 2007, 

130, 991–1004. 

113. de Boer, J.; Andressoo, J.O.; de Wit, J.; Huijmans, J.; Beems, R.B.; van Steeg, H.; Weeda, G.; 

van der Horst, G.T.; van Leeuwen, W.; Themmen, A.P.; et al. Premature aging in mice deficient 

in DNA repair and transcription. Science 2002, 296, 1276-1279. 

114. Bielas, J.H.; Loeb, L.A. Mutator phenotype in cancer: Timing and perspectives. Environ. Mol. 

Mutagen. 2005, 45, 206–213. 

115. Bardelli, A.; Cahill, D.P.; Lederer, G.; Speicher, M.R.; Kinzler, K.W.; Vogelstein, B.; Lengauer, C. 

Carcinogen-specific induction of genetic instability. Proc. Natl. Acad. Sci. USA 2001, 98,  

5770–5775. 

116. Coussens, L.M.; Werb, Z. Inflammation and cancer. Nature 2002, 420, 860–867. 

117. Ellis, L.M.; Hicklin, D.J. VEGF-targeted therapy: Mechanisms of anti-tumour activity. Nat. Rev. 

Cancer 2008, 8, 579–591. 

118. Yang, L.; Huang, J.; Ren, X.; Gorska, A.E.; Chytil, A.; Aakre, M.; Carbone, D.P.; Matrisian, L.M.; 

Richmond, A.; Lin, P.C.; et al. Abrogation of TGF beta signaling in mammary carcinomas 

recruits Gr-1+CD11b+ myeloid cells that promote metastasis. Cancer Cell 2008, 13, 23–35. 

119. Gabrilovich, D. Mechanisms and functional significance of tumour-induced dendritic-cell defects. 

Nat Rev. Immunol. 2004, 4, 941–952. 

120. Marx, J. Cancer biology. All in the stroma: Cancer’s Cosa Nostra. Science 2008, 320, 38–41. 

121. Marx, J. Cancer immunology. Cancer’s bulwark against immune attack: MDS cells. Science 

2008, 319, 154–156. 

122. Nonaka, K.; Saio, M.; Suwa, T.; Frey, A.B.; Umemura, N.; Imai, H.; Ouyang, G.F.; Osada, S.; 

Balazs, M.; Adany, R.; et al. Skewing the Th cell phenotype toward Th1 alters the maturation of 

tumor-infiltrating mononuclear phagocytes. J. Leukoc. Biol. 2008, 84, 679–688. 

123. Umemura, N.; Saio, M.; Suwa, T.; Kitoh, Y.; Bai, J.; Nonaka, K.; Ouyang, G.-F.; Okada, M.; 

Balazs, M.; Adany, R.; et al. Tumor-infiltrating myeloid-derived suppressor cells are  

pleiotropic-inflamed monocytes/macrophages that bear M1- and M2-type characteristics. J. 

Leukoc. Biol. 2008, 83, 1136–1144. 

124. Mantovani, A.; Sica, A.; Allavena, P.; Garlanda, C.; Locati, M. Tumor-associated macrophages 

and the related myeloid-derived suppressor cells as a paradigm of the diversity of macrophage 

activation. Hum. Immunol. 2009, 70, 325–330. 

125. Sica, A.; Larghi, P.; Mancino, A.; Rubino, L.; Porta, C.; Totaro, M.G.; Rimoldi, M.; Biswas, S.K.; 

Allavena, P.; Mantovani, A. Macrophage polarization in tumour progression. Semin. Cancer Biol. 

2008, 18, 349–355. 



Int. J. Mol. Sci. 2012, 13 2000 

 

 

126. Mantovani, A.; Sica, A. Macrophages, innate immunity and cancer: Balance, tolerance, and 

diversity. Curr. Opin. Immunol. 2010, 22, 231–237. 

127. Sinha, P.; Clements, V.K.; Miller, S.; Ostrand-Rosenberg, S. Tumor immunity: A balancing act 

between T cell activation, macrophage activation and tumor-induced immune suppression. 

Cancer Immunol. Immunother. 2005, 54, 1137–1142. 

128. Sinha, P.; Clements, V.K.; Ostrand-Rosenberg, S. Reduction of myeloid-derived suppressor cells 

and induction of M1 macrophages facilitate the rejection of established metastatic disease.  

J. Immunol. 2005, 174, 636–645. 

129. Sinha, P.; Clements, V.K.; Ostrand-Rosenberg, S. Interleukin-13-regulated M2 macrophages in 

combination with myeloid suppressor cells block immune surveillance against metastasis. 

Cancer Res. 2005, 65, 11743–11751. 

130. Lewis, C.E.; Pollard, J.W. Distinct role of macrophages in different tumor microenvironments. 

Cancer Res. 2006, 66, 605–612. 

131. Yang, L.; DeBusk, L.M.; Fukuda, K.; Fingleton, B.; Green-Jarvis, B.; Shyr, Y.; Matrisian, L.M.; 

Carbone, D.P.; Lin, P.C. Expansion of myeloid immune suppressor Gr+CD11b+ cells in  

tumor-bearing host directly promotes tumor angiogenesis. Cancer Cell 2004, 6, 409–421. 

132. Sinha, P.; Clements, V.K.; Bunt, S.K.; Albelda, S.M.; Ostrand-Rosenberg, S. Cross-talk between 

myeloid-derived suppressor cells and macrophages subverts tumor immunity toward a type 2 

response. J. Immunol. 2007, 179, 977–983. 

133. Condeelis, J.; Pollard, J.W. Macrophages: Obligate partners for tumor cell migration, invasion, 

and metastasis. Cell 2006, 124, 263–266. 

134. Larsen, M.; Tazzyman, S.; Lund, E.L.; Junker, N.; Lewis, C.E.; Kristjansen, P.E.; Murdoch, C. 

Hypoxia-induced secretion of macrophage migration-inhibitory factor from MCF-7 breast cancer 

cells is regulated in a hypoxia-inducible factor-independent manner. Cancer Lett. 2008, 265, 

239–249. 

135. Bosco, M.C.; Puppo, M.; Blengio, F.; Fraone, T.; Cappello, P.; Giovarelli, M.; Varesio, L. 

Monocytes and dendritic cells in a hypoxic environment: Spotlights on chemotaxis and migration. 

Immunobiology 2008, 213, 733–749. 

136. Youn, J.I.; Nagaraj, S.; Collazo, M.; Gabrilovich, D.I. Subsets of myeloid-derived suppressor 

cells in tumor-bearing mice. J. Immunol. 2008, 181, 5791–5802. 

137. Movahedi, K.; Guilliams, M.; van den Bossche, J.; van den Bergh, R.; Gysemans, C.;  

Beschin, A.; De Baetselier, P.; Van Ginderachter, J.A. Identification of discrete tumor-induced 

myeloid-derived suppressor cell subpopulations with distinct T cell-suppressive activity. Blood 

2008, 111, 4233–4244. 

138. Kusmartsev, S.; Gabrilovich, D.I. Inhibition of myeloid cell differentiation in cancer: The role of 

reactive oxygen species. J. Leukoc. Biol. 2003, 74, 186–196. 

139. Sinha, P.; Clements, V.K.; Fulton, A.M.; Ostrand-Rosenberg, S. Prostaglandin E2 promotes 

tumor progression by inducing myeloid-derived suppressor cells. Cancer Res. 2007, 67,  

4507–4513. 

140. Bronte, V.; Serafini, P.; Mazzoni, A.; Segal, D.M.; Zanovello, P. L-arginine metabolism in 

myeloid cells controls T-lymphocyte functions. Trends Immunol. 2003, 24, 302–306. 



Int. J. Mol. Sci. 2012, 13 2001 

 

 

141. Almand, B.; Clark, J.I.; Nikitina, E.; van Beynen, J.; English, N.R.; Knight, S.C.; Carbone, D.P.; 

Gabrilovich, D.I. Increased production of immature myeloid cells in cancer patients: A 

mechanism of immunosuppression in cancer. J. Immunol. 2001, 166, 678–689. 

142. Baniyash, M. TCR zeta-chain downregulation: Curtailing an excessive inflammatory immune 

response. Nat. Rev. Immunol. 2004, 4, 675–687. 

143. Bunt, S.K.; Sinha, P.; Clements, V.K.; Leips, J.; Ostrand-Rosenberg, S. Inflammation induces 

myeloid-derived suppressor cells that facilitate tumor progression. J. Immunol. 2006, 176, 284–290. 

144. Bunt, S.K.; Yang, L.; Sinha, P.; Clements, V.K.; Leips, J.; Ostrand-Rosenberg, S. Reduced 

inflammation in the tumor microenvironment delays the accumulation of myeloid-derived 

suppressor cells and limits tumor progression. Cancer Res. 2007, 67, 10019–10026. 

145. Simpson, A.J. The natural somatic mutation frequency and human carcinogenesis. Adv. Cancer 

Res. 1997, 71, 209–240. 

146. Farber, E.; Cameron, R. The sequential analysis of cancer development. Adv. Cancer Res. 1980, 

31, 125–226. 

147. Bindra, R.S.; Glazer, P.M. Genetic instability and the tumor microenvironment: Towards the 

concept of microenvironment-induced mutagenesis. Mutat. Res. 2005, 569, 75–85. 

148. Sneddon, J.B.; Werb, Z. Location, location, location: The cancer stem cell niche. Cell Stem Cell 

2007, 1, 607–611. 

149. Calabrese, C.; Poppleton, H.; Kocak, M.; Hogg, T.L.; Fuller, C.; Hamner, B.; Oh, E.Y.;  

Gaber, M.W.; Finklestein, D.; Allen, M.; et al. A perivascular niche for brain tumor stem cells. 

Cancer Cell 2007, 11, 69-82. 

150. Veeravagu, A.; Bababeygy, S.R.; Kalani, M.Y.; Hou, L.C.; Tse, V. The cancer stem cell-vascular 

niche complex in brain tumor formation. Stem Cells Dev 2008, 17, 859–867. 

151. Gilbertson, R.J.; Gutmann, D.H. Tumorigenesis in the brain: Location, location, location. Cancer 

Res. 2007, 67, 5579–5582. 

152. Gilbertson, R.J.; Rich, J.N. Making a tumour’s bed: Glioblastoma stem cells and the vascular 

niche. Nat. Rev. Cancer 2007, 7, 733–736. 

153. Croker, A.K.; Goodale, D.; Chu, J.; Postenka, C.; Hedley, B.D.; Hess, D.A.; Allan, A.L. High 

aldehyde dehydrogenase and expression of cancer stem cell markers selects for breast cancer 

cells with enhanced malignant and metastatic ability. J. Cell. Mol. Med. 2009, 13, 2236–2252. 

154. Croker, A.K.; Allan, A.L. Cancer stem cells: Implications for the progression and treatment of 

metastatic disease. J. Cell. Mol. Med. 2008, 12, 374–390. 

155. Campbell, I.; Qiu, W.; Haviv, I. Genetic changes in tumour microenvironments. J. Pathol. 2011, 

223, 450–458. 

156. Korkaya, H.; Liu, S.; Wicha, M.S. Breast cancer stem cells, cytokine networks, and the tumor 

microenvironment. J. Clin. Invest 2011, 121, 3804–3809. 

157. Weinberg, R.A. Coevolution in the tumor microenvironment. Nat. Genet. 2008, 40, 494–495. 

158. Whiteside, T.L. The tumor microenvironment and its role in promoting tumor growth. Oncogene 

2008, 27, 5904–5912. 

159. Ben-Baruch, A. Host microenvironment in breast cancer development: Inflammatory cells, 

cytokines and chemokines in breast cancer progression: Reciprocal tumor-microenvironment 

interactions. Breast Cancer Res. 2003, 5, 31–36. 



Int. J. Mol. Sci. 2012, 13 2002 

 

 

160. Zipin-Roitman, A.; Meshel, T.; Sagi-Assif, O.; Shalmon, B.; Avivi, C.; Pfeffer, R.M.; Witz, I.P.; 

Ben-Baruch, A. CXCL10 promotes invasion-related properties in human colorectal carcinoma 

cells. Cancer Res. 2007, 67, 3396–3405. 

161. Malumbres, M.; Barbacid, M. To cycle or not to cycle: A critical decision in cancer. Nat. Rev. 

Cancer 2001, 1, 222–231. 

162. Hersey, P.; Zhang, X.D. How melanoma cells evade trail-induced apoptosis. Nat. Rev. Cancer 

2001, 1, 142–150. 

163. Anderson, A.R.; Hassanein, M.; Branch, K.M.; Lu, J.; Lobdell, N.A.; Maier, J.; Basanta, D.; 

Weidow, B.; Narasanna, A.; Arteaga, C.L.; et al. Microenvironmental independence associated 

with tumor progression. Cancer Res. 2009, 69, 8797–8806. 

164. Anderson, A.R.; Rejniak, K.A.; Gerlee, P.; Quaranta, V. Microenvironment driven invasion: A 

multiscale multimodel investigation. J. Math. Biol. 2009, 58, 579–624. 

165. Anderson, A.R.; Weaver, A.M.; Cummings, P.T.; Quaranta, V. Tumor morphology and phenotypic 

evolution driven by selective pressure from the microenvironment. Cell 2006, 127, 905–915. 

166. Jimenez, J.J.; Blanes, A.; Diaz-Cano, S.J. Microsatellite instability in colon cancer. N. Engl. J. 

Med. 2003, 349, 1774–1776. 

167. Diaz-Cano, S.J. Molecular mechanisms in melanoma. N. Engl. J. Med. 2006, 355, 1395–1396. 

168. Pozo, L.; Husein, E.; Blanes, A.; Diaz-Cano, S.J. The correlation of regression with the grade of 

dysplasia (atypia) in melanocytic naevi. Histopathology 2008, 52, 387–389. 

169. Husemann, Y.; Geigl, J.B.; Schubert, F.; Musiani, P.; Meyer, M.; Burghart, E.; Forni, G.; Eils, R.; 

Fehm, T.; Riethmüller, G.; et al. Systemic spread is an early step in breast cancer. Cancer Cell 

2008, 13, 58–68. 

170. Arif, S.; Patel, J.; Blanes, A.; Diaz-Cano, S.J. Cytoarchitectural and kinetic features in the 

histological evaluation of follicular thyroid neoplasms. Histopathology 2007, 50, 750–763. 

171. Boone, C.W.; Kelloff, G.J.; Freedman, L.S. Intraepithelial and postinvasive neoplasia as a 

stochastic continuum of clonal evolution, and its relationship to mechanisms of chemopreventive 

drug action. J. Cell. Biochem. Suppl. 1993, 17G, 14–25. 

172. Namba, R.; Maglione, J.E.; Davis, R.R.; Baron, C.A.; Liu, S.; Carmack, C.E.; Young, L.J.T.; 

Borowsky, A.D.; Cardiff, R.D.; Gregg, J.P. Heterogeneity of mammary lesions represent 

molecular differences. BMC Cancer 2006, 6, doi:10.1186/1471-2407-6-275. 

173. Steeg, P.S. Tumor metastasis: Mechanistic insights and clinical challenges. Nat. Med. 2006, 12, 

895–904. 

174. Steeg, P.S. Cancer: Micromanagement of metastasis. Nature 2007, 449, 671–673. 

175. Talmadge, J.E. Clonal selection of metastasis within the life history of a tumor. Cancer Res. 

2007, 67, 11471–11475. 

176. Christofori, G. New signals from the invasive front. Nature 2006, 441, 444–450. 

177. Gupta, G.P.; Massague, J. Cancer metastasis: Building a framework. Cell 2006, 127, 679–695. 

178. Nguyen, D.X. Tracing the origins of metastasis. J Pathol 2011, 223, 195–204. 

179. Nguyen, D.X.; Massague, J. Genetic determinants of cancer metastasis. Nat. Rev. Genet. 2007, 8, 

341–352. 

180. Li, F.; Tiede, B.; Massague, J.; Kang, Y. Beyond tumorigenesis: Cancer stem cells in metastasis. 

Cell Res. 2007, 17, 3–14. 



Int. J. Mol. Sci. 2012, 13 2003 

 

 

181. Wicha, M.S. Cancer stem cells and metastasis: Lethal seeds. Clin. Cancer Res. 2006, 12, 5606–5607. 

182. Kaplan, R.N.; Psaila, B.; Lyden, D. Bone marrow cells in the ‘pre-metastatic niche’: Within bone 

and beyond. Cancer Metastasis Rev. 2006, 25, 521–529. 

183. Kaplan, R.N.; Rafii, S.; Lyden, D. Preparing the “soil”: The premetastatic niche. Cancer Res. 

2006, 66, 11089–11093. 

184. Kaplan, R.N.; Riba, R.D.; Zacharoulis, S.; Bramley, A.H.; Vincent, L.; Costa, C.;  

MacDonald, D.D.; Jin, D.K.; Shido, K.; Kerns, S.A.; et al. VEGFR1-positive haematopoietic 

bone marrow progenitors initiate the pre-metastatic niche. Nature 2005, 438, 820–827. 

185. Bissig, H.; Richter, J.; Desper, R.; Meier, V.; Schraml, P.; Schäffer, A.A.; Sauter, G.;  

Mihatsch, M.J.; Moch, H. Evaluation of the clonal relationship between primary and metastatic 

renal cell carcinoma by comparative genomic hybridization. Am. J. Pathol. 1999, 155, 267–274. 

186. Cheng, L.; Bostwick, D.G.; Li, G.; Wang, Q.; Hu, N.; Vortmeyer, A.O.; Zhuang, Z. Allelic 

imbalance in the clonal evolution of prostate carcinoma. Cancer 1999, 85, 2017–2022. 

187. Kuukasjarvi, T.; Karhu, R.; Tanner, M.; Kähkönen, M.; Schäffer, A.; Nupponen, N.; Pennanen, S.; 

Kallioniemi, A.; Kallioniemi, O.P.; Isola, J. Genetic heterogeneity and clonal evolution 

underlying development of asynchronous metastasis in human breast cancer. Cancer Res. 1997, 

57, 1597–1604. 

188. Ramaswamy, S.; Ross, K.N.; Lander, E.S.; Golub, T.R. A molecular signature of metastasis in 

primary solid tumors. Nat. Genet. 2003, 33, 49–54. 

189. Weigelt, B.; Glas, A.M.; Wessels, L.F.; Witteveen, A.T.; Peterse, J.L.; van’t Veer, L.J. Gene 

expression profiles of primary breast tumors maintained in distant metastases. Proc. Natl. Acad. 

Sci. USA 2003, 100, 15901–15905. 

190. Weigelt, B.; Hu, Z.; He, X.; Livasy, C.; Carey, L.A.; Ewend, M.G.; Glas, A.M.; Perou, C.M.; 

van’t Veer, L.J. Molecular portraits and 70-gene prognosis signature are preserved throughout 

the metastatic process of breast cancer. Cancer Res. 2005, 65, 9155–9158. 

191. Liu, W.; Laitinen, S.; Khan, S.; Vihinen, M.; Kowalski, J.; Yu, G.; Chen, L.; Ewing, C.M.; 

Eisenberger, M.A. Copy number analysis indicates monoclonal origin of lethal metastatic 

prostate cancer. Nat. Med. 2009, 15, 559–565. 

192. Ruijter, E.T.; van de Kaa, C.A.; Schalken, J.A.; Debruyne, F.M.; Ruiter, D.J. Histological grade 

heterogeneity in multifocal prostate cancer. Biological and clinical implications. J. Pathol. 1996, 

180, 295–299. 

193. Alvarado, C.; Beitel, L.K.; Sircar, K.; Aprikian, A.; Trifiro, M.; Gottlieb, B. Somatic mosaicism 

and cancer: A micro-genetic examination into the role of the androgen receptor gene in prostate 

cancer. Cancer Res. 2005, 65, 8514–8518. 

194. Shah, S.P.; Morin, R.D.; Khattra, J.; Prentice, L.; Pugh, T.; Burleigh, A.; Delaney, A.;  

Gelmon, K.; Guliany, R.; Senz, J.; et al. Mutational evolution in a lobular breast tumour profiled 

at single nucleotide resolution. Nature 2009, 461, 809–813. 

195. Holmgren, L.; O’Reilly, M.S.; Folkman, J. Dormancy of micrometastases: Balanced proliferation 

and apoptosis in the presence of angiogenesis suppression. Nat. Med. 1995, 1, 149–153. 

196. Braun, S.; Pantel, K.; Muller, P.; Janni, W.; Hepp, F.; Kentenich, C.R.; Gastroph, S.; Wischnik, A.; 

Dimpfl, T.; Kindermann, G.; et al. Cytokeratin-positive cells in the bone marrow and survival of 

patients with stage I, II, or III breast cancer. N. Engl. J. Med. 2000, 342, 525–533. 



Int. J. Mol. Sci. 2012, 13 2004 

 

 

197. Diaz-Cano, S.J. Bone marrow metastases in breast cancer. N. Engl. J. Med. 2000, 343, 577. 

198. Passlick, B.; Izbicki, J.R.; Kubuschok, B.; Nathrath, W.; Thetter, O.; Pichlmeier, U.; Schweiberer, 

L.; Riethmüller, G.; Pantel, K. Immunohistochemical assessment of individual tumor cells in 

lymph nodes of patients with non-small-cell lung cancer. J. Clin. Oncol. 1994, 12, 1827–1832. 

199. Schlimok, G.; Funke, I.; Holzmann, B.; Göttlinger, G.; Schmidt, G.; Häuser, H.; Swierkot, S.; 

Warnecke, H.H.; Schneider, B.; Koprowski, H. Micrometastatic cancer cells in bone marrow: In 

vitro detection with anti-cytokeratin and in vivo labeling with anti-17-1A monoclonal antibodies. 

Proc. Natl. Acad. Sci. USA 1987, 84, 8672–8676. 

200. Smith, B.L. Approaches to breast-cancer staging. N. Engl. J. Med. 2000, 342, 580–581. 

201. Klein, C.A.; Schmidt-Kittler, O.; Schardt, J.A.; Pantel, K.; Speicher, M.R.; Riethmuller, G. 

Comparative genomic hybridization, loss of heterozygosity, and DNA sequence analysis of 

single cells. Proc. Natl. Acad. Sci. USA 1999, 96, 4494–4499. 

202. Klein, C.A.; Blankenstein, T.J.; Schmidt-Kittler, O.; Petronio, M.; Polzer, B.; Stoecklein, N.H.; 

Riethmüller, G. Genetic heterogeneity of single disseminated tumour cells in minimal residual 

cancer. Lancet 2002, 360, 683–689. 

203. Schmidt-Kittler, O.; Ragg, T.; Daskalakis, A.; Granzow, M.; Ahr, A.; Blankenstein, T.J.F.; 

Kaufmann, M.; Diebold, J.; Arnholdt, H.; Müller. P.; et al. From latent disseminated cells to 

overt metastasis: Genetic analysis of systemic breast cancer progression. Proc. Natl. Acad. Sci. 

USA 2003, 100, 7737–7742. 

204. Bedenne, L.; Michel, P.; Bouche, O.; Milan, C.; Mariette, C.; Conroy, T.; Pezet, D.; Roullet, B.; 

Seitz, J.-F.; Herr, J.-P.; et al. Chemoradiation followed by surgery compared with chemoradiation 

alone in squamous cancer of the esophagus: FFCD 9102. J. Clin. Oncol. 2007, 25, 1160–1168. 

205. Stoecklein, N.H.; Hosch, S.B.; Bezler, M.; Stern, F.; Hartmann, C.H.; Vay, C.; Siegmund, A.; 

Scheunemann, P.; Schurr, P.; Knoefel, W.T.; et al. Direct genetic analysis of single disseminated 

cancer cells for prediction of outcome and therapy selection in esophageal cancer. Cancer Cell 

2008, 13, 441–453. 

206. Podsypanina, K.; Du, Y.C.; Jechlinger, M.; Beverly, L.J.; Hambardzumyan, D.; Varmus, H. 

Seeding and propagation of untransformed mouse mammary cells in the lung. Science 2008, 321, 

1841–1844. 

207. Gadi, V.K.; Nelson, J.L. Fetal microchimerism in women with breast cancer. Cancer Res. 2007, 

67, 9035–9038. 

208. Solakoglu, O.; Maierhofer, C.; Lahr, G.; Breit, E.; Scheunemann, P.; Heumos, I.; Pichlmeier, U.; 

Schlimok, G.; Oberneder, R.; Köllermann, M.W.; et al. Heterogeneous proliferative potential of 

occult metastatic cells in bone marrow of patients with solid epithelial tumors. Proc. Natl. Acad. 

Sci. USA 2002, 99, 2246–2251. 

209. Gangnus, R.; Langer, S.; Breit, E.; Pantel, K.; Speicher, M.R. Genomic profiling of viable and 

proliferative micrometastatic cells from early-stage breast cancer patients. Clin Cancer Res. 2004, 

10, 3457–3464. 

210. Abbruzzese, J.L.; Abbruzzese, M.C.; Hess, K.R.; Raber, M.N.; Lenzi, R.; Frost, P. Unknown 

primary carcinoma: Natural history and prognostic factors in 657 consecutive patients. J. Clin. 

Oncol. 1994, 12, 1272–1280. 



Int. J. Mol. Sci. 2012, 13 2005 

 

 

211. Klein, C.A.; Holzel, D. Systemic cancer progression and tumor dormancy: Mathematical models 

meet single cell genomics. Cell Cycle 2006, 5, 1788–1798. 

212. Sieber, O.M.; Tomlinson, S.R.; Tomlinson, I.P. Tissue, cell and stage specificity of 

(epi)mutations in cancers. Nat. Rev. Cancer 2005, 5, 649–655. 

213. Fialkow, P.J. Clonal origin of human tumors. Annu. Rev. Med. 1979, 30, 135–143. 

214. Weinberg, R.A. The Biology of Cancer, 1st ed; Garland Science: New York, NY, USA, 2007;  

p. 796. 

215. Novelli, M.R.; Williamson, J.A.; Tomlinson, I.P.; Elia, G.; Hodgson, S.V.; Talbot, I.C.;  

Bodmer, W.F.; Wright, N.A. Polyclonal origin of colonic adenomas in an XO/XY patient with 

FAP. Science 1996, 272, 1187–1190. 

216. Leroi, A.M.; Koufopanou, V.; Burt, A. Cancer selection. Nat. Rev. Cancer 2003, 3, 226–231. 

217. Diaz-Cano, S.J. Kinetic topographical heterogeneity in follicular thyroid neoplasms and growth 

patterns. Histopathology 2007, 51, 416–418. 

218. Gonzalez-Garcia, I.; Sole, R.V.; Costa, J. Metapopulation dynamics and spatial heterogeneity in 

cancer. Proc. Natl. Acad. Sci. USA 2002, 99, 13085–13089. 

219. Gatenby, R.A.; Silva, A.S.; Gillies, R.J.; Frieden, B.R. Adaptive therapy. Cancer Res. 2009, 69, 

4894–4903. 

220. Gatenby, R.A.; Vincent, T.L. An evolutionary model of carcinogenesis. Cancer Res. 2003, 63, 

6212–6220. 

221. Chan, D.A.; Giaccia, A.J. Hypoxia, gene expression, and metastasis. Cancer Metastasis Rev. 

2007, 26, 333–339. 

222. Evans, S.M.; Hahn, S.M.; Magarelli, D.P.; Koch, C.J. Hypoxic heterogeneity in human tumors: 

EF5 binding, vasculature, necrosis, and proliferation. Am. J. Clin. Oncol. 2001, 24, 467–472. 

223. Martinive, P.; Defresne, F.; Quaghebeur, E.; Daneau, G.; Crokart, N.; Grégoire, V.; Gallez, B.; 

Dessy, C.; Feron, O. Impact of cyclic hypoxia on HIF-1alpha regulation in endothelial cells--new 

insights for anti-tumor treatments. FEBS J. 2009, 276, 509–518. 

224. Kim, Y.; Lin, Q.; Glazer, P.M.; Yun, Z. Hypoxic tumor microenvironment and cancer cell 

differentiation. Curr. Mol. Med. 2009, 9, 425–434. 

225. Harris, A.L. Hypoxia--a key regulatory factor in tumour growth. Nat. Rev. Cancer 2002, 2, 38–47. 

226. Subarsky, P.; Hill, R.P. The hypoxic tumour microenvironment and metastatic progression.  

Clin. Exp. Metastasis 2003, 20, 237–250. 

227. Pouyssegur, J.; Dayan, F.; Mazure, N.M. Hypoxia signalling in cancer and approaches to enforce 

tumour regression. Nature 2006, 441, 437–443. 

228. Semenza, G.L. Targeting HIF-1 for cancer therapy. Nat. Rev. Cancer 2003, 3, 721–732. 

229. Struckmann, K.; Mertz, K.; Steu, S.; Storz, M.; Staller, P.; Krek, W.; Schraml, P.; Moch, H. 

pVHL co-ordinately regulates CXCR4/CXCL12 and MMP2/MMP9 expression in human  

clear-cell renal cell carcinoma. J Pathol 2008, 214, 464–471. 

230. Keith, B.; Simon, M.C. Hypoxia-inducible factors, stem cells, and cancer. Cell 2007, 129, 465–472. 

231. Bos, R.; Zhong, H.; Hanrahan, C.F.; Mommers, E.C.; Semenza, G.L.; Pinedo, H.M.; Abeloff, M.D.; 

Simons, J.W.; van Diest, P.J.; van der Wall, E. Levels of hypoxia-inducible factor-1 alpha during 

breast carcinogenesis. J. Natl. Cancer Inst. 2001, 93, 309–314. 



Int. J. Mol. Sci. 2012, 13 2006 

 

 

232. Semenza, G.L. Angiogenesis in ischemic and neoplastic disorders. Annu. Rev. Med. 2003, 54, 

17–28. 

233. Serrati, S.; Margheri, F.; Fibbi, G.; Di Cara, G.; Minafra, L.; Pucci-Minafra, I.; Liotta, F.; 

Annunziato, F.; Pucci, M.; Del Rosso, M. Endothelial cells and normal breast epithelial cells 

enhance invasion of breast carcinoma cells by CXCR-4-dependent up-regulation of  

urokinase-type plasminogen activator receptor (uPAR, CD87) expression. J. Pathol. 2008, 214, 

545–554. 

234. Jankowski, K.; Kucia, M.; Wysoczynski, M.; Reca, R.; Zhao, D.; Trzyna, E.; Trent, J.; Peiper, S.; 

Zembala, M.; Ratajczak, J.; et al. Both hepatocyte growth factor (HGF) and stromal-derived 

factor-1 regulate the metastatic behavior of human rhabdomyosarcoma cells, but only HGF 

enhances their resistance to radiochemotherapy. Cancer Res. 2003, 63, 7926–7935. 

235. Libura, J.; Drukala, J.; Majka, M.; Tomescu, O.; Navenot, J.M.; Kucia, M.; Marquez, L.;  

Peiper, S.C.; Barr, F.G.; Janowska-Wieczorek, A.; et al. CXCR4-SDF-1 signaling is active in 

rhabdomyosarcoma cells and regulates locomotion, chemotaxis, and adhesion. Blood 2002, 100, 

2597–2606. 

236. Maeda, S.; Shinchi, H.; Kurahara, H.; Mataki, Y.; Maemura, K.; Sato, M.; Natsugoe, S.; Aikou, 

T.; Takao, S. CD133 expression is correlated with lymph node metastasis and vascular 

endothelial growth factor-C expression in pancreatic cancer. Br. J. Cancer 2008, 98, 1389–1397. 

237. Brabletz, T.; Jung, A.; Spaderna, S.; Hlubek, F.; Kirchner, T. Opinion: Migrating cancer stem 

cells - an integrated concept of malignant tumour progression. Nat. Rev. Cancer 2005, 5, 744–749. 

238. Kang, Y.; Massague, J. Epithelial-mesenchymal transitions: Twist in development and metastasis. 

Cell 2004, 118, 277–279. 

239. Diaz-Cano, S.J. Re: Pomerance et al. High-level expression, activation, and subcellular 

localization of p38-MAP kinase in thyroid neoplasms. J. Pathol. 2006, 209, 298–306; J. Pathol. 

2006, 210, 133–134. 

240. Murphy, P.M. Chemokines and the molecular basis of cancer metastasis. N. Engl. J. Med. 2001, 

345, 833–835. 

241. Stainier, D. No stem cell is an islet (yet). N. Engl. J. Med. 2006, 354, 521–523. 

242. Zlotnik, A. New insights on the role of CXCR4 in cancer metastasis. J. Pathol. 2008, 215,  

211–213. 

243. DeNardo, D.G.; Johansson, M.; Coussens, L.M. Immune cells as mediators of solid tumor 

metastasis. Cancer Metastasis Rev. 2008, 27, 11–18. 

244. Hiratsuka, S.; Watanabe, A.; Sakurai, Y.; Akashi-Takamura, S.; Ishibashi, S.; Miyake, K.; 

Shibuya, M.; Akira, S.; Aburatani, H.; Maru, Y. The S100A8-serum amyloid A3-TLR4 paracrine 

cascade establishes a pre-metastatic phase. Nat. Cell Biol. 2008, 10, 1349–1355. 

245. Bornstein, S.R.; Hornsby, P.J. What can we learn from gene expression profiling for adrenal 

tumor management? J. Clin. Endocrinol. Metab. 2005, 90, 1900–1902. 

246. Garber, M.E.; Troyanskaya, O.G.; Schluens, K.; Petersen, S.; Thaesler, Z.; Pacyna-Gengelbach, M.; 

van de Rijn, M.; Rosen, G.D.; Perou, C.M.; Whyte, R.I.; et al. Diversity of gene expression in 

adenocarcinoma of the lung. Proc. Natl. Acad. Sci. USA 2001, 98, 13784–13789. 

247. Steeg, P.S. New insights into the tumor metastatic process revealed by gene expression profiling. 

Am. J. Pathol. 2005, 166, 1291–1294. 



Int. J. Mol. Sci. 2012, 13 2007 

 

 

248. van de Rijn, M.; Rubin, B.P. Gene expression studies on soft tissue tumors. Am. J. Pathol. 2002, 

161, 1531–1534. 

249. Van’T Veer, L.J.; Paik, S.; Hayes, D.F. Gene expression profiling of breast cancer: A new tumor 

marker. J. Clin. Oncol. 2005, 23, 1631–1635. 

250. Vaupel, P.; Harrison, L. Tumor hypoxia: Causative factors, compensatory mechanisms, and 

cellular response. Oncologist 2004, 9, 4–9. 

251. Pennacchietti, S.; Michieli, P.; Galluzzo, M.; Mazzone, M.; Giordano, S.; Comoglio, P.M. 

Hypoxia promotes invasive growth by transcriptional activation of the met protooncogene. 

Cancer Cell 2003, 3, 347–361. 

252. Kulshreshtha, R.; Davuluri, R.V.; Calin, G.A.; Ivan, M. A microRNA component of the hypoxic 

response. Cell Death Differ. 2008, 15, 667–671. 

253. Ouatas, T.; Salerno, M.; Palmieri, D.; Steeg, P.S. Basic and translational advances in cancer 

metastasis: Nm23. J. Bioenerg. Biomembr. 2003, 35, 73–79. 

254. Salerno, M.; Ouatas, T.; Palmieri, D.; Steeg, P.S. Inhibition of signal transduction by the nm23 

metastasis suppressor: Possible mechanisms. Clin. Exp. Metastasis 2003, 20, 3–10. 

255. Steeg, P.S. Metastasis suppressors alter the signal transduction of cancer cells. Nat. Rev. Cancer 

2003, 3, 55–63. 

256. Steeg, P.S.; Ouatas, T.; Halverson, D.; Palmieri, D.; Salerno, M. Metastasis suppressor genes: 

Basic biology and potential clinical use. Clin. Breast Cancer 2003, 4, 51–62. 

257. Wulfkuhle, J.D.; Paweletz, C.P.; Steeg, P.S.; Petricoin, E.F., 3rd; Liotta, L. Proteomic 

approaches to the diagnosis, treatment, and monitoring of cancer. Adv. Exp. Med. Biol. 2003, 532, 

59–68. 

258. Diaz-Cano, S.J. Paratumoral gene expression profiles: Promising markers of malignancy in 

melanocytic lesions. Br. J. Dermatol. 2011, 165, 702–703. 

259. Wachsman, W.; Morhenn, V.; Palmer, T.; Walls, L.; Hata, T.; Zalla, J.; Scheinberg, R.;  

Sofen, H.; Mraz, S.; Gross, K.; et al. Noninvasive genomic detection of melanoma. Br. J. 

Dermatol. 2011, 164, 797–806. 

260. Peinado, H.; Lavotshkin, S.; Lyden, D. The secreted factors responsible for pre-metastatic niche 

formation: Old sayings and new thoughts. Semin. Cancer Biol. 2011, 21, 139–146. 

261. György, B.; Szabó, T.G.; Pásztói, M.; Pál, Z.; Misják, P.; Aradi, B.; László, V.; Pállinger, E.;  

Pap, E.; Kittel, A.; et al. Membrane vesicles, current state-of-the-art: Emerging role of 

extracellular vesicles. Cell. Mol. Life Sci. 2011, 68, 2667–2688. 

262. Valadi, H.; Ekstrom, K.; Bossios, A.; Sjostrand, M.; Lee, J.J.; Lotvall, J.O. Exosome-mediated 

transfer of mRNAs and microRNAs is a novel mechanism of genetic exchange between cells. 

Nat. Cell Biol. 2007, 9, 654–659. 

263. Mathivanan, S.; Ji, H.; Simpson, R.J. Exosomes: Extracellular organelles important in 

intercellular communication. J. Proteomics 2010, 73, 1907–1920. 

264. Hendrix, A.; Westbroek, W.; Bracke, M.; De Wever, O. An ex(o)citing machinery for invasive 

tumor growth. Cancer Res. 2010, 70, 9533–9537. 

265. Whiteside, T.L.; Mandapathil, M.; Szczepanski, M.; Szajnik, M. Mechanisms of tumor escape 

from the immune system: Adenosine-producing Treg, exosomes and tumor-associated TLRs. 

Bull. Cancer 2011, 98, E25–E31. 



Int. J. Mol. Sci. 2012, 13 2008 

 

 

266. Esteller, M. Non-coding RNAs in human disease. Nat. Rev Genet. 2011, 12, 861–874. 

267. Corcoran, C.; Friel, A.M.; Duffy, M.J.; Crown, J.; O’Driscoll, L. Intracellular and extracellular 

microRNAs in breast cancer. Clin. Chem. 2011, 57, 18–32. 

268. Krutovskikh, V.A.; Herceg, Z. Oncogenic microRNAs (OncomiRs) as a new class of cancer 

biomarkers. Bioessays 2010, 32, 894–904. 

269. Curtin, J.A.; Fridlyand, J.; Kageshita, T.; Patel, H.N.; Busam, K.J.; Kutzner, H.; Cho, K.H.; Aiba, 

S.; Bröcker, E.B.; LeBoit, P.E.; et al. Distinct sets of genetic alterations in melanoma. N. Engl. J. 

Med. 2005, 353, 2135–2147. 

270. Lee, J.H.; Choi, J.W.; Kim, Y.S. Frequencies of BRAF and NRAS mutations are different in 

histological types and sites of origin of cutaneous melanoma: A meta-analysis. Br. J. Dermatol. 

2011, 164, 776–784. 

271. Guo, Y.; Feng, Y.; Trivedi, N.S.; Huang, S. Medusa structure of the gene regulatory network: 

Dominance of transcription factors in cancer subtype classification. Exp. Biol. Med. (Maywood) 

2011, 236, 628–636. 

272. Guo, Z.; Wu, F.; Asplund, A.; Hu, X.; Mazurenko, N.; Kisseljov, F.; Pontén, J.; Wilander, E. 

Analysis of intratumoral heterogeneity of chromosome 3p deletions and genetic evidence of 

polyclonal origin of cervical squamous carcinoma. Mod. Pathol. 2001, 14, 54–61. 

273. Esteller, M. Epigenetics in cancer. N. Engl. J. Med. 2008, 358, 1148–1159. 

274. Feinberg, A.P. The epigenetics of cancer etiology. Semin. Cancer Biol. 2004, 14, 427–432. 

275. Eden, A.; Gaudet, F.; Waghmare, A.; Jaenisch, R. Chromosomal instability and tumors promoted 

by DNA hypomethylation. Science 2003, 300, 455. 

276. Gaudet, F.; Hodgson, J.G.; Eden, A.; Jackson-Grusby, L.; Dausman, J.; Gray, J.W.;  

Leonhardt, H.; Jaenisch, R. Induction of tumors in mice by genomic hypomethylation. Science 

2003, 300, 489–492. 

277. Karpf, A.R.; Matsui, S. Genetic disruption of cytosine DNA methyltransferase enzymes induces 

chromosomal instability in human cancer cells. Cancer Res. 2005, 65, 8635–8639. 

278. Bestor, T.H. Transposons reanimated in mice. Cell 2005, 122, 322–325. 

279. Esteller, M. Cancer epigenomics: DNA methylomes and histone-modification maps. Nat. Rev. 

Genet. 2007, 8, 286–298. 

280. Esteller, M.; Herman, J.G. Generating mutations but providing chemosensitivity: The role of  

O6-methylguanine DNA methyltransferase in human cancer. Oncogene 2004, 23, 1–8. 

281. Nieto, M.; Samper, E.; Fraga, M.F.; Gonzalez de Buitrago, G.; Esteller, M.; Serrano, M. The 

absence of p53 is critical for the induction of apoptosis by 5-aza-2’-deoxycytidine. Oncogene 

2004, 23, 735–743. 

282. Agrelo, R.; Cheng, W.H.; Setien, F.; Ropero, S.; Espada, J.; Fraga, M.F.; Herranz, M.;, M.F.; 

Sanchez-Cespedes, M.; Artiga, M.J.; et al. Epigenetic inactivation of the premature aging Werner 

syndrome gene in human cancer. Proc. Natl. Acad. Sci. USA 2006, 103, 8822–8827. 

283. Ballestar, E.; Paz, M.F.; Valle, L.; Wei, S.; Fraga, M.F.; Espada, J.; Cigudosa, J.C.; Huang, T.H.; 

Esteller, M. Methyl-CpG binding proteins identify novel sites of epigenetic inactivation in 

human cancer. EMBO J. 2003, 22, 6335–6345. 



Int. J. Mol. Sci. 2012, 13 2009 

 

 

284. Fraga, M.F.; Ballestar, E.; Villar-Garea, A.; Boix-Chornet, M.; Espada, J.; Schotta, G.;  

Bonaldi, T.; Haydon, C.; Ropero, S.; Petrie, K.; et al. Loss of acetylation at Lys16 and 

trimethylation at Lys20 of histone H4 is a common hallmark of human cancer. Nat. Genet. 2005, 

37, 391–400. 

285. He, L.; Hannon, G.J. MicroRNAs: Small RNAs with a big role in gene regulation. Nat. Rev. 

Genet. 2004, 5, 522–531. 

286. Lujambio, A.; Ropero, S.; Ballestar, E.; Lujambio, A.; Ropero, S.; Ballestar, E.; Fraga, M.F.; 

Cerrato, C.; Setién, F.; Casado, S.; et al. Genetic unmasking of an epigenetically silenced 

microRNA in human cancer cells. Cancer Res. 2007, 67, 1424–1429. 

287. Nakamura, T.; Kuwai, T.; Kitadai, Y.; Sasaki, T.; Fan, D.; Coombes, K.R.; Kim, S.J.; Fidler, I.J. 

Zonal heterogeneity for gene expression in human pancreatic carcinoma. Cancer Res. 2007, 67, 

7597–7604. 

288. Shipitsin, M.; Campbell, L.L.; Argani, P.; Weremowicz, S.; Bloushtain-Qimron, N.; Yao, J.; 

Nikolskaya, T.; Serebryiskaya, T.; Beroukhim, R.; Hu, M.; et al. Molecular definition of breast 

tumor heterogeneity. Cancer Cell 2007, 11, 259–273. 

289. Tomlinson, I.P.; Lambros, M.B.; Roylance, R.R. Loss of heterozygosity analysis: Practically and 

conceptually flawed? Genes Chromosomes Cancer 2002, 34, 349–353. 

290. Califano, J.; van der Riet, P.; Westra, W.; Nawroz, H.; Clayman, G.; Piantadosi, S.; Corio, R.; 

Lee, D.; Greenberg, B.; Koch, W.; et al. Genetic progression model for head and neck cancer: 

Implications for field cancerization. Cancer Res. 1996, 56, 2488–2492. 

291. Parsons, D.W.; Jones, S.; Zhang, X.; Lin, J.C.-H.; Leary, R.J.; Angenendt, P.; Mankoo, P.;  

Carter, H.; Siu, I.-M.; Gallia, G.L.; et al. An integrated genomic analysis of human glioblastoma 

multiforme. Science 2008, 321, 1807–1812. 

292. Wood, L.D.; Parsons, D.W.; Jones, S.; Lin, J.; Sjöblom, T.; Leary, R.J.; Shen, D.; Boca, S.M.; 

Barber, T.; Ptak, J.; et al. The genomic landscapes of human breast and colorectal cancers. 

Science 2007, 318, 1108–1113. 

293. Siegmund, K.D.; Marjoram, P.; Woo, Y.J.; Tavare, S.; Shibata, D. Inferring clonal expansion and 

cancer stem cell dynamics from DNA methylation patterns in colorectal cancers. Proc. Natl. 

Acad. Sci. USA 2009, 106, 4828–4833. 

294. Diaz-Cano, S. PCR-based alternative for diagnosis of immunoglobulin heavy chain gene 

rearrangement: Principles, practice, and polemics. Diagn. Mol. Pathol. 1996, 5, 3–9. 

295. Brady, S.P.; Magro, C.M.; Diaz-Cano, S.J.; Wolfe, H.J. Analysis of clonality of atypical 

cutaneous lymphoid infiltrates associated with drug therapy by PCR/DGGE. Hum. Pathol. 1999, 

30, 130–136. 

296. Campbell, P.J.; Pleasance, E.D.; Stephens, P.J.; Dicks, E.; Rance, R.; Goodhead, I.; Follows, 

G.A.; Green, A.R.; Futreal, P.A.; Stratton, M.R. Subclonal phylogenetic structures in cancer 

revealed by ultra-deep sequencing. Proc. Natl. Acad. Sci. USA 2008, 105, 13081–13086. 

297. Mullighan, C.G.; Phillips, L.A.; Su, X.; Ma, J.; Miller, C.B.; Shurtleff, S.A.; Downing, J.R. 

Genomic analysis of the clonal origins of relapsed acute lymphoblastic leukemia. Science 2008, 

322, 1377–1380. 



Int. J. Mol. Sci. 2012, 13 2010 

 

 

298. Panzer-Grumayer, E.R.; Cazzaniga, G.; van der Velden, V.H.; del Giudice, L.; Peham, M.; Mann, 

G.; Eckert, C.; Schrauder, A.; Germano, G.; Harbott, J.; et al. Immunogenotype changes prevail 

in relapses of young children with TEL-AML1-positive acute lymphoblastic leukemia and derive 

mainly from clonal selection. Clin. Cancer Res. 2005, 11, 7720–7727. 

299. Teixeira, M.R.; Pandis, N.; Bardi, G.; Andersen, J.A.; Heim, S. Karyotypic comparisons of 

multiple tumorous and macroscopically normal surrounding tissue samples from patients with 

breast cancer. Cancer Res. 1996, 56, 855–859. 

300. Teixeira, M.R.; Pandis, N.; Bardi, G.; Andersen, J.A.; Mitelman, F.; Heim, S. Clonal 

heterogeneity in breast cancer: Karyotypic comparisons of multiple intra- and extra-tumorous 

samples from 3 patients. Int. J. Cancer 1995, 63, 63–68. 

301. Giaretti, W.; Monaco, R.; Pujic, N.; Rapallo, A.; Nigro, S.; Geido, E. Intratumor heterogeneity of 

K-ras2 mutations in colorectal adenocarcinomas: Association with degree of DNA aneuploidy. 

Am. J. Pathol. 1996, 149, 237–245. 

302. Coons, S.W.; Johnson, P.C.; Shapiro, J.R. Cytogenetic and flow cytometry DNA analysis of 

regional heterogeneity in a low grade human glioma. Cancer Res. 1995, 55, 1569–1577. 

303. Kallioniemi, O.P. Comparison of fresh and paraffin-embedded tissue as starting material for 

DNA flow cytometry and evaluation of intratumor heterogeneity. Cytometry 1988, 9, 164–169. 

304. Lage, J.M.; Leamon, J.H.; Pejovic, T.; Hamann, S.; Lacey, M.; Dillon, D.; Segraves, R.; 

Vossbrinck, B.; González, A.; Pinkel, D.; et al. Whole genome analysis of genetic alterations in 

small DNA samples using hyperbranched strand displacement amplification and array-CGH. 

Genome Res. 2003, 13, 294–307. 

305. Leith, J.T.; Michelson, S.; Faulkner, L.E.; Bliven, S.F. Growth properties of artificial 

heterogeneous human colon tumors. Cancer Res. 1987, 47, 1045–1051. 

306. Farber, L.; Efrati, E.; Elkin, H.; Peerless, Y.; Sabo, E.; Ben-Izhak, O.; Hershkovitz, D. Molecular 

morphometric analysis shows relative intra-tumoural homogeneity for KRAS mutations in 

colorectal cancer. Virchows Arch. 2011, 459, 487–493. 

307. Kuwai, T.; Nakamura, T.; Kim, S.J.; Sasaki, T.; Kitadai, Y.; Langley, R.R.; Fan, D.; Hamilton, 

S.R.; Fidler, I.J. Intratumoral heterogeneity for expression of tyrosine kinase growth factor 

receptors in human colon cancer surgical specimens and orthotopic tumors. Am. J. Pathol. 2008, 

172, 358–366. 

308. Inda, M.M.; Bonavia, R.; Mukasa, A.; Narita, Y.; Sah, D.W.Y.; Vandenberg, S.; Brennan, C.; 

Johns, T.G.; Bachoo, R.; Hadwiger, P.; et al. Tumor heterogeneity is an active process 

maintained by a mutant EGFR-induced cytokine circuit in glioblastoma. Genes Dev. 2010, 24, 

1731–1745. 

309. Konishi, N.; Hiasa, Y.; Matsuda, H.; Tao, M.; Tsuzuki, T.; Hayashi, I.; Kitahori, Y.; Shiraishi, T.; 

Yatani, R.; Shimazaki, J.; et al. Intratumor cellular heterogeneity and alterations in ras oncogene 

and p53 tumor suppressor gene in human prostate carcinoma. Am. J. Pathol. 1995, 147,  

1112–1122. 

310. Maley, C.C.; Reid, B.J.; Forrest, S. Cancer prevention strategies that address the evolutionary 

dynamics of neoplastic cells: Simulating benign cell boosters and selection for chemosensitivity. 

Cancer Epidemiol. Biomarkers Prev. 2004, 13, 1375–1384. 



Int. J. Mol. Sci. 2012, 13 2011 

 

 

311. Cottu, P.H.; Asselah, J.; Lae, M.; Pierga, J.Y.; Diéras, V.; Mignot, L.; Sigal-Zafrani, B.;  

Vincent-Salomon, A. Intratumoral heterogeneity of HER2/neu expression and its consequences 

for the management of advanced breast cancer. Ann. Oncol. 2008, 19, 595–597. 

© 2012 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 license 

(http://creativecommons.org/licenses/by/3.0/). 


