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PREFACE

Umbilical cord cells constitute the most important stem cell source for collection, 
storage and use. The cord blood obtained from this source can be used in a variety of 
fields for regenerative medicine applications. Apart from this stem cell source, there 
is also the availability of alternative stem cell sources, and these also provide a great 
advantage in that regenerative medicine can be used. By using tissue engineering 
techniques, regenerative medicine can be utilized in the treatment of common 
diseases such as neurodegenerative diseases, cardiac diseases and diabetes mellitus.

The role of cancer stem cells, which have a restrictive effect in cancer treatments and 
affect the prognosis negatively, and the managing these cells are gaining importance. 
The data obtained from cancer stem cell research provide significant added value 
for the development of new therapeutic strategies based on regenerative medicine. 
These therapeutic strategies bring renewed hope to cancer patients. 

In this prepared book, the above mentioned topics are explained in detail and 
presented to the use of the scientific community.

Dr. Mehmet Rıfkı TOPÇULDr. İdil ÇETİN 
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Abstract
The stem cells, which are the source of the tissues and organs in the organism, 

regenerate the damaged and diseased tissues as the organism ages. There are 
different types of stem cells with self-renewal and differentiation ability in the 
umbilical cord blood located in the umbilical cord and placenta.

Introduction
The human umbilical cord (UC) in itself contains distinct anatomical regions 

consisting of an umbilical vein, two umbilical arteries, cord lining, and Wharton’s 
jelly. This is jelly-like tissue surrounds the blood vessels and plays the functional 
role in supporting the vessels [1].

Figure 1: Structure of umbilical cord [2].

Chapter 1
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Istanbul University, Faculty of Science, Department of Biology, Vezneciler, Istan-
bul, Turkey

*Corresponding author: Mehmet R. Topcul, Istanbul University, Faculty of Science,
Department of Biology, Vezneciler, Istanbul, Turkey, E-mail: topcul@istanbul.edu.tr

Stem Cells in Cell Therapy and Regenerative Medicine, Edited by Mehmet R. TOPCUL and Idil CETIN  
Copyrights © 2018 OMICS International. All rights reserved.



2

Figure 2: Structure of placenta [3, 4].

The placenta is the organ that connects the developing fetus via the umbilical 
cord to the maternal uterine wall carrying out nutritive, respiratory, and excretory 
functions [4, 5]. Similar to the umbilical cord, the placenta originates from the same 
zygote as the fetus. It begins to develop during implantation of the blastocyst into 
the maternal endometrium and grows throughout pregnancy [4, 6]. Anatomically, 
the placenta has a dark maroon color and round flat appearance. It averages around 
20 cm in diameter and 2.5 cm in thickness at the end of gestation [4] (Figure 1 & 2).

Because UCB is a highly enriched stem cell source [7, 8], it is thought to be a 
helpful treatment for a number of genetic diseases, blood malignancies, and immune 
deficiencies. UCB may be also of medical use for a sick sibling or relative. Banking 
UCB is thus a way to preserve potentially life-saving cells that are usually discarded 
after the interruption of the blood supply from the umbilical cord to the newborn 
infant. Prior to collection, UCB donors are required to sign an informed consent 
form. At this time or alternatively up to 7 days before or 7 days after birth of the 
child, they are also tested for infectious diseases and microbial sterility. The precise 
timing for clamping and extracting the residual cord blood is important because 
umbilical vessels tend to collapse, according to Burton’s theory [8, 9].

As ethnic diversity increases in developing countries, it is imperative to find 
alternative stem cell sources when an adult-matched unrelated donor cannot be 
identified. At present, there are three alternative options: a partially HLA-mismatched 
unrelated donor, a haploidentical related donor, and a UCB stem cell product [8].

Cord blood has recently been used in a variety of regenerative medicine applications 
[10]. Work done by McGuckin and colleagues [11-13], Rogers and colleagues [14]. 
Kucia and colleagues [15], Harris and colleagues [14, 15] has shown that cord blood 
contains a mixture of pluripotent stem cells capable of giving rise to cells derived 

http://www.google.com.tr/url?sa=i&rct=j&q=&esrc=s&source=images&cd=&ved=0ahUKEwihk73uharZAhXQ-KQKHYECB64QjRwIBw&url=http://www.pnas.org/content/103/14/5478&psig=AOvVaw1p7ZEXGQgPhW2hjDP9lzqx&ust=1518857122081933
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from the endodermal, mesodermal, and ectodermal lineages [13].

Thus, cord blood appears to be a practical substitute for embryonic stem cells 
and readily available for use in tissue engineering and regenerative medicine [13], 
Recently, clinical trials have begun using cord blood stem cells to treat type 1 
diabetes, cerebral palsy, and peripheral vascular disease among others [16, 18].

Cord Blood-Derived Stem Cells
In terms of ontogeny, CB-derived stem cells are at the intermediate point between 

embryonic and adult life [19, 20]. CB stem cells also exhibit longer telomeres 
associated with high levels of telomerase activity and a high proliferation potential 
[20-23]. It appears that CB stem cells are relatively tolerant and are less likely to 
react immunologically against the host [24-26].

It is generally accepted that UCB contains mesenchymal stromal cells (MSCs) 
[27, 28], endothelial progenitor cells (EPCs) [26, 29], unrestricted somatic stem cells 
(USSC) [26, 30], very small embryonic-like stem cells (VSELs) [26, 31], multi-lineage 
progenitor cells (MLPCs) [26, 32], and neuronal progenitor cells [33].

Figure 3: Different types of cord blood stem cells.
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Hematopoietic Stem Cells
HSCs possess the ability of both multipotency and self-renewal [34]. Multipotency 

is the ability to differentiate into all functional blood cells. Self-renewal is the ability 
to give rise to HSC itself without differentiation [35].

Hematopoietic stem cells are of therapeutic interest to the clinicians and 
researchers due to their promising assistance in management of malignant and 
inherited hematological conditions [36]. Umbilical cord blood collected from the 
postpartum placenta and cord is a rich source of Hematopoietic Stem Cells (HSCs) 
and is an alternative to bone marrow transplantation] [4, 37]. Characteristic feature 
of hematopoietic stem and progenitor cells is the presence of CD34 antigen [20, 38].

Several investigators have demonstrated that UCB-derived Hematopoietic Stem/
Progenitor Cell possess higher expansion and proliferation potentials than their BM 
counterparts [4, 39-47].

Hematopoietic progenitors from umbilical cord blood are enriched for in vivo 
long-term repopulating stem cells. Compared to adult cells, umbilical cord blood 
hematopoietic stem cells produce larger hematopoietic colonies in vitro, have different 
growth factors requirements, and are able to expand in long-term culture in vitro, 
engraft SCID-human mice in the absence of additional human growth factors, and 
have longer telomeres [48].

Figure 4: Umbilical cord hematopoietic stem cells [49].
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Figure 5: Differentiation of mesenchymal stem cells [50, 51].

Phenotypically, these non-hematopoietic cells are characterized by their 
negativity of the hematopoietic cell markers, CD34 and CD45, and for expressing the 
MHC class I, but do not express MHC class II [52, 53]. IL-1, IL-6, IL- 7, IL-8, IL-11, 
IL-12, IL-14, IL-15, LIF, SCF, FLT-3 ligand, GM-CSF, G-CSF, and M-CSF [54-56]. 
MSCs also express receptors for some cytokines and growth factors such as: IL-1 R 
(CD121a), IL-3 R (CD123), IL-4 R (CDw124), IL-6 R (CD126), IL-7 R (CD127) [54, 57, 
58], LIFR, SCFR, G-CSFR [54], VCAM-1 (CD106) [53, 54, 57], ALCAM-1 (CD166) [52, 
54, 57, 59-65], LFA-3 (CD58), TGF(1R, TGF(2R, IFN(R (CDw119), TNF1R (CD120a), 
TNF2R (CD120b), bFGFR, PDGFR (CD140A), EGFR [54, 57] and CXCR-4 [57, 66-72] 
are numerous proteins secreted by MSCs.

Cord Blood-Derived Endothelial Progenitor Cells (EPCs)
Endothelial Progenitor Cells (EPCs), first identified in adult peripheral blood 

[73, 74] but present in significantly higher numbers in UCB [75-77], form vascular 
networks in vivo [78-81], a characteristic that has created motivation for developing 
new EPC-based vascularization therapies.

The cultured EPCs characterized by endothelial Cell-Colony Forming Units (CFU-
ECs) express not only endothelial markers CD31, CD105, CD144, CD146, vWF, 
UEA-1 and KDR, but also monocyte/macrophage markers CD14, CD45, and CD115. 
In addition, the cultured EPCs possess myeloid progenitor cell activity, differentiate 
into phagocytic macrophages, and fail to form perfused vessels in vivo [26, 81].



6

Recently, Ingram et al. [26, 75] have identified other EPCs with blood vessel-
forming ability, termed Endothelial Colony-Forming Cells (ECFCs), which are also 
referred to as blood outgrowth endothelial cells [26, 74], from human peripheral blood 
and UCB. ECFCs express endothelial markers CD31, CD105, CD144, and CD146, 
but not hematopoietic cell markers CD45 and CD115. ECFCs are characterized by 
robust proliferative potential and by their ability to form perfused blood vessels in 
vivo when transplanted with collagen fibronectin matrix into immune deficient mice 
[26, 75, 81]. 

ECFCs are enriched in UCB compared to adult peripheral blood. In addition, 
UCB-derived ECFCs have greater proliferative activity and enhance vessel forming 
ability compared to adult peripheral blood-derived ECFCs [26, 75, 78]. Thus, UCB-
derived ECFCs may more effectively contribute to vascular regeneration [26].

Recent studies have shown that EPCs are a potential tool for therapeutic 
angiogenesis in the treatment of patients suffering from severe limb ischemia or 
myocardial infarction [82]. EPCs have been identified as contributors to vessel 
development in both normal physiological processes such as wound healing and 
pathological processes such as cancer [83].

New evidence accumulated over the past decade demonstrates that umbilical 
CB provides distinct advantages over other EPC sources and has the potential 
to be therapeutically applied across a wide range of pathological conditions [20]. 
Therefore, as a legitimate resource of stem cells, CB became an attractive choice for 
tissue engineering and regenerative medicine [20].

Unrestricted Somatic Stem Cells (USSC)
In addition to MSCs, human CB contains Unrestricted Somatic Stem Cells 

(USSCs) [30, 84]. USSCs are considered a precursor to MSCs and can be 
distinguished from MSCs by their higher expansion capacity, broader differentiation 
ability, and differential expression of genes including D-like 1/preadipocyte factor 1 
(DLK1) and the Homeobox (HOX) gene clusters [84-87]. USSCs have the potential to 
differentiate in vitro to osteoblasts, chondrocytes, and hematopoietic and neuronal 
cells and in vivo to bone, cartilage, hepatocytes, hematopoietic cells, myocytes, 
etc. USSCs constitutively express a series of cytokines including stem cell factor, 
leukemia inhibitor factor, Vascular Endothelial Growth Factor (VEGF), Stromal 
Cell-derived Factor (SDF) 1, etc., and have strong hematopoietic stimulating activity 
[84, 88]. Similar to MSCs, USSCs lack expression of immunorelevant adhesion and 
costimulatory molecules. However, immunosuppression by USSCs is conditional 
and dependent on Tumor Necrosis Factor-a (TNF-a) and Interferon-g (IFN-g) [84, 89]. 

Administration of USSCs in multiple animal disease models has resulted in the 
promotion of bone healing and recovery from neural injury and myocardial infarction 
[84, 90-93].

Human umbilical cord blood contains a subset of stem cells that can differentiate 
into cells representative of all three germline layers [30, 94-96]. The first to describe 
the multilineage capacity of these cells in vivo, in calling them “Unrestricted Somatic 
Stem Cells” (USSCs) [26, 30].
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Although USSCs are rare compared to haematopoietic stem cells in cord 
blood, they can be expanded rapidly to yield large numbers of cells for study or 
transplantation [97].

Pluripotent Unrestricted Somatic Stem Cells (USSC) from human umbilical 
cord blood reside in an early differentiation state, can be propagated to high cell 
numbers, and on treatment with appropriate stimuli display broad differentiation 
capabilities in vitro and in vivo [30, 86]. They thus represent promising candidates 
for regenerative and cell replacement therapies [98].

Very Small Embryonic-Like Stem Cells (VSELs)
Recently researchers worldwide they found stem cells isolated from umbilical 

cord blood that expressed early transcription factors found typically in the embryonic 
stem cells [15, 99]. These cells are first described by Kucia et al. 2006, in a fraction 
of murine bone marrow stem cells [31, 99], and named Very Small Embryonic Like 
Stem Cells (VSELS). VSELS are very small (2-4 μm) CD34 and CD45 negative stem 
cells that strongly express CXCR4 Sca-1+ antibody and embryonic transcription 
factors as OCT and Nanog. These transcriptions factors are considered as markers of 
mouse and human embryonic stem cells playing a basic role in stem cell pluripotency 
[99-102]. VSELS are smaller than erythrocytes and larger than platelets. They can 
be distinguished from large platelets not only based on different surface markers, 
but also because they contain nuclei. Interestingly, VSELs despite their small size 
posses diploid DNA, contain numerous mitochondria and high telomerase activity. 
They do not express MHC-1 and HLA- DR antigens and are CD90− CD105− CD29− 
[103-105].

Multi-Lineage Progenitor Cells (MLPCs)
A Multipotent Cell (Multilineage Progenitor Cells [MLPC]) potentially representing 

a new subset of stem cell was recently identified in UCB as a CD45+/CD34+/CD9+/
nestin+ plastic adherent population [106]. These cells have demonstrated extensive 
expansion capacity, while maintaining normal genetic stability [107], as well as the 
ability to be differentiated into cells representing all three germinal layers. These 
cells are thought to bridge the span between pluripotent ES cells and adult-source 
stem cells by demonstrating extensive plasticity without teratoma potential [28, 
108].

Neuronal Progenitor Cells
Subpopulations of CB isolated according to the expression of hematopoietic stem 

cells markers such as CD34+, CD133+ or CD45+ were induced in vitro to differentiate 
towards neuronal-like phenotype [14, 109-112]. Subsequently, CD34- CD45- non-
hematopoietic stem cells, and MSC and Unrestricted Somatic Stem Cells (USSCs) 
were identified as origins of the neuronal-like cells [30, 86, 113-117]. Umbilical cord 
blood stem cells have demonstrated efficacy in reducing lesion sizes and enhancing 
behavioral recovery in animal models of ischemic and traumatic Central Nervous 
System (CNS) injury [118, 119].
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Advantages of Cord Blood Stem Cells
Autologous MSC derived from BM have been applied for cell-based therapies, 

including the treatment of osteogenesis imperfecta, intracoronary transplantation 
in patients with acute myocardial infarction, and support of haematopoiesis [120-
125]. However, the harvest of BM is a highly invasive procedure, and the possibility 
of donor morbidity as well as the number, differentiation potential and maximum 
life span of human BM-derived autologous MSC significantly decline with the age of 
the donor [125-128].

UCB is rapidly gaining attention for its therapeutic value for several reasons. An 
attractive alternative source of MSC, UCB can be obtained by a less invasive method, 
without posing harm to the mother or infant. Cells from UCB have many advantages 
because of the immature nature of newborn cells compared to adult cells. Moreover, 
UCB cells provide no ethical barriers for basic studies and clinical applications [129-
130].

First, UCB has more primitive HSCs per volume than bone marrow [51, 131]. 
Second, there is a lower incidence of rejection after UCB transplantation [51, 132-
134]. Third, unlike bone marrow transplants, UCB transplantation does not require 
perfect antigen matching [51, 132]. Fourth, UCB transplantation has been useful 
for the treatment of inborn errors in metabolism [51, 135]. Finally, the methods for 
collecting, storing, and freezing human blood were developed in the 1940s, so no new 
technology is needed to save the mononuclear cells from UCB. This has led to the 
establishment of cord blood banks and the increased use UCB for transplantation 
[51, 136, 137].

As compared to other sources of HSCs, like peripheral blood and BM, the UCB 
offers numerous logistic and clinical advantages such as: (1) practically unlimited 
offer, (2) immediate availability of cryopreserved units in public UCB banks, and 
which decrease an average 25-36 days the wait for transplantation as compared to 
BM, (3) extension of the pool of donors due to the tolerance of up to two mismatches 
in the HLA system, (4) lower frequency and severity of the Graft Versus Host Disease 
(GVHD), (5) lower risk of transmission of latent infections such as cytomegalovirus 
and Epstein Barr Virus, (6) absence of risk to the donor, and (7) higher incidence of 
rare haplotypes than those found in the records of BM donors [56, 138].

Umbilical cord blood can be stored and cryopreserved in cord blood banks for 
later uses in transplantations applications [119, 139-142].

Regenerative Potential of Cord Stem Cells
Self-renewal and differential capacity make stem cells as potential tools for 

regeneration, restoration or replacement therapies in a variety of disease conditions 
[30]. Stem cell based therapies are increasingly being utilized with promising results 
in both malignant and non-malignant disorders [136, 143]. Three sources of cells 
have been used for haematopoietic reconstitution Bone Marrow (BM), Peripheral 
Blood (PB), and Umbilical Cord Blood (UCB) [20, 136, 144, 145].

Umbilical cord blood stem cell populations are promising source of stem cells 
for research and clinical applications because of their abundance, accessibility and 
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differentiation potential [19,119, 139]. Compared with stem cells obtained from 
adult bone marrow harvests, UCB stem cells have greater proliferative potential and 
longer telomeres [146]. CB stem cells are capable of giving rise to hematopoietic, 
epithelial, endothelial, and neural tissues both in vitro and in vivo [13]. CT stem cells 
are capable of giving rise to various mesenchymal lineages, including bone, cartilage, 
and fat [147]. Thus, cord blood and cord tissue stem cells are candidates to develop 
stem-cell-based therapies for a wide variety of diseases, including cardiovascular, 
ophthalmic, orthopaedic, neurological, and endocrine diseases [13, 148].

Figure 6: Application of umbilical cord stem cells [149, 150].

Leukemia, anemia, sickle cell disease are some hematopoietic conditions that 
can be treated with cord blood stem cells. Ongoing studies are shown that a number 
of inherited metabolic disorders, including Hurler Syndrome, Scheie Syndrome, 
Hunter Syndrome and many others also can be treated these stem cells [151, 152]. 
Umbilical cord stem cells have also been proved promising in possible treatment 
of several diseases and conditions such as diabetes [153], certain diabetic wounds 
[154], and brain damage associated with neonatal hypoxia [155], stroke [156], autism 
[157], acute liver failure [158], cerebral palsy [159, 160] and Alzheimer’s[161].

Discussion
Stem cells can be used for the routine treatment of more than 80 diseases 

especially hematopoietic and oncological diseases. Advanced applications in stem 
cell studies may be hopeful for many diseases in the future. The cord blood stem 
cells collected during birth can be used for the baby himself/ herself and his/her 
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brothers, or even for other family members as long as the tissue is compatible. 
Although cord blood can only be collected at the beginning of life, it can be used even 
after many years. In the near future perhaps everyone will be offered to keep healthy 
stem cells. This stem cell source may be cord blood or it may be another stem cell 
source. In the treatment of many deadly diseases such as heart disease, stem cell 
therapy appears to be a revolutionary new treatment option.
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Abstract
Although there are various stem cell sources, embryonic stem cells have unique 

features for the treatment of various diseases. These cells have several limitations 
in addition to being a promising source. To overcome these limitations, stem cells 
which are unproblematic and posses embryonic stem cell features are generated. In 
this context, in this chapter Induced Pluripotent Stem Cells (ipsc) were discussed.

Introduction
In cell biology, the definition of pluripotency has come to refer to a stem cell 

that has the potential to differentiate into any of the three germ layers: endoderm, 
mesoderm or ectoderm. Pluripotent stem cells can give rise to any fetal or adult cell 
type. However, a single cell or a conglomerate of pluripotent cells cannot develop into 
a fetal or adult animal because they lack the potential to organize into an embryo [1, 
2]. Pluripotent stem cells derived from the blastocyst as embryonic stem cells; from 
epiblast as epiblast stem cells; from primordial germ cells as embryonic germ cells; 
from gametes as spermatogonial germ stem cells at different stages of embryonic 
development [3].

Consistent with their origin from the inner cell mass, ESCs express a core set 
of transcription factors consisting of Oct4, Nanog, Sox2, and Tcf3 that provide 
maintaining the pluripotent state of ESCs and they exist in a pre-X-inactivation state 
with both X chromosomes active in female cells [4-7]. However, distinct biological 
and molecular characteristics distinguish ESCs from their in vivo counterparts of the 
inner cell mass. For example, cells of the inner cell mass are not self-renewing, and 
they are characterized by a genome that is globally hypomethylated [3, 8]. In contrast, 
ESCs have unlimited proliferation potential, and their genome is highly methylated 
[9].Clinical applications of embryonic stem cells are expected to range from being 
used as tools for in vitro investigation of cellular processes and drug discovery, to 
being a source of cells for tissue generation and cell replacement therapies. Their 
unique characteristics include the ability to grow in vitro indefinitely, while retaining 
their capacity to differentiate into specialised somatic cell types [10, 11].

Chapter 2

Induced Pluripotent Stem Cells
Idil CETIN1*, Mehmet R. TOPCUL2 
Istanbul University, Faculty of Science, Department of Biology,Vezneciler, Istanbul, 
Turkey

*Corresponding author: Idil CETIN, Istanbul University, Faculty of Science,
Department of Biology, Vezneciler, Istanbul, Turkey, E-mail: idil.cetin@istanbul.edu.tr

Stem Cells in Cell Therapy and Regenerative Medicine, Edited by Mehmet R. TOPCUL and Idil CETIN  
Copyrights © 2018 OMICS International. All rights reserved.



20

Human Embryonic Stem Cell (hESC) research is ethically and politically 
controversial because it involves the destruction of human embryos [12]. Due to 
ethical objections to the use of human ES cells, many investigators and legislative 
bodies examined the alternative ways for producing ethically, scientifically and 
therapeutically acceptable pluripotent stem cells [13].

Alternative Source of Embryonic Stem Cells
Organismically Dead Embryos

One definition for an organismic death of an embryo is cessation of “continued 
and integrated cellular division, growth, and differentiation” [14]. When this happens, 
as is the case for many embryos derived via In vitro Fertilization (IVF), the embryo 
would not develop any further in vitro and would not be viable following uterine 
transfer. Most IVF embryos are cultured to the 2-10 cell stage (2-3 days old) or up 
to the blastocyst stage (5-6 days old), and then transferred into the uterus. At the 
2-8 cell stage, each component cell, called a blastomere, is totipotent. However, by 
5-6 days following blastocyst formation, the inner cell mass-composed of the cells 
that are usually extracted to derive hESC lines-has formed and no individual cell 
is capable of full embryonic development. In other words, there are no longer any 
totipotent cells present [15].

Figure 1: Organismically dead embryos [16].

As many as 60% of IVF embryos produced by infertility clinics are judged to be 
incapable of developing to live birth, due to abnormal appearance or failure to divide 
appropriately, and are not used by the infertile couple. Although failure to divide is 
often caused by genetic abnormalities and might seem to eliminate any prospect of 
using these embryos even for research, several studies suggest that some normal 
cells may be obtained from such organismically dead embryos and may be useful in 
creating stem cell lines [17] (Figure 1).

Biopsied Single Blastomer
Preimplantation Genetic Diagnosis (PGD) is a form of prenatal diagnosis that is 

performed on early embryos created by In vitro Fertilization (IVF) [18]. A single cell 
(or cells) is removed from each embryo of an in vitro-developing cohort, on which a 
diagnostic genetic test is carried out. Up to three of the embryos that are unaffected 
are transferred to the patient in the hope of establishing a pregnancy. Only embryos 
that are shown to be free of the genetic disorders are made available for replacement 
in the uterus, in the hope of establishing a pregnancy [19]. PGD embryos diagnosed 
as affected by monogenic diseases such as myotonic dystrophy type 1 (DM1), Cystic 
Fibrosis (CF) and Huntington Disease (HD) have been used for derivation of new hES 
cell lines [20] (Figure 2).
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Figure 2: Biopsied single blastomere [16].

Somatic Cell Nuclear Transfer (SCNT)
Somatic Cell Nuclear Transfer (SCNT) takes advantage of a unique property of 

the oocyte cytoplasm that allows somatic nuclei to be reprogrammed to a pluripotent 
state [21]. In this case, the nucleus of a somatic cell is transferred into an enucleated 
oocyte. The somatic nucleus is then reprogrammed and partial development to the 
ICM stage can occur in culture, followed by either transplantation into a prepared 
uterus in order to generate cloned animals, or harvesting the ICM to generate ESC 
lines [22, 23] (Figure 3).

Figure 3: Somatic cell nuclear transfer (SCNT) [2, 16].

Until recently, SCNT was the only technique to accomplish complete nuclear 
reprogramming and was used not only to clone live animals, such as Dolly 
(reproductive cloning) but also to establish SCNT-derived ES cell lines from cloned 
murine [24] and recently, primate blastocysts [25] for the purpose of therapeutic 
cloning [26, 27].

Somatic Cell Nuclear Transfer (SCNT) products have histological compatibility 
with the nuclear donor, which circumvents, in clinical applications, the use of 
immunosuppressive drugs with heavy side effects. While the goal of reproductive 
cloning is the creation of a person, the purpose of therapeutic cloning is to generate 
and direct the differentiation of patient-specific cell lines isolated from an embryo not 
intended for transfer in utero. Therapeutic cloning, through the production of these 
autologous nuclear-transfer Embryonic Stem Cells (ntESC), offers great promises for 
regenerative and reproductive medicine, and in gene therapy, as a vector for gene-
delivery [27].

Altered Nuclear Transfer (ANT)
Altered Nuclear Transfer (ANT) technique is a variant of SCNT where the 

transferred nucleus is altered so that no blastocyst develops [28]. Alteration of 
nucleus is carried out through silencing a gene such as Cdx2 (Figure 4).



22

Figure 4: Altered nuclear transfer (ANT) [16].

Cdx2 is essential for trophectoderm formation in mouse. Blastocysts with disabled 
Cdx2 lack trophectoderm and can not implant but can serve as a source of normal 
ES cells after removal of a transgene producing the Cdx2-interfering RNA [29, 30]. 
The need for removing and reinserting genes in the process of ANT could produce 
genetic errors and such ES cells may not be useful for scientific or therapeutic 
applications [26].

Induced Pluripotent Stem Cells (iPSCs)
iPSC technology is a novel and reliable method for generating pluripotent stem 

cells. In contrast to other methods for generating pluripotent stem cells, such as 
the derivation of ESCs from the inner cell mass at the blastocyst stage, or nuclear 
transfer and fusion of somatic cells with ESCs, this method can directly convert 
somatic cells into pluripotent cells, regardless of the availability of embryonic cells 
(Figure 5). In the future, iPSCs may replace the use of human ESCs in various 
applications,including as cellular models in the study of human diseases and for 
drug research and development [31]. This iPSC technology may also speed the 
search for better ways to induce pluripotent cells to differentiate into desired cell 
types, because reproducible chemical recipes to differentiate most cell types from 
human ESCs are still elusive [32].

Figure 5: Induced pluripotent stem cells (iPSCs) [2, 16].

In order to find the minimal combination of “stemness” factors capable of 
inducing an ES cell-like phenotype in somatic cells, Shinya Yamanaka’s group 
initially screened a group of 24 gene candidates known to be critical for pluripotency. 
They found that just four genes Oct4, Sox2, Klf4 and c-Myc are sufficient for 
reprogramming of mouse embryonic fibroblasts into, so called, Induced pluripotent 
stem (iPS) cells when transduced with retroviral vectors [33]. Further analysis shows 
that three of these genes, Oct4, Sox2, and Klf4, are critical to the process and that 
c-Myc functions to enhance reprogramming efficiency [34-37].

In the absence of Oct4, embryos die at the time of implantation because of a lack 
of pluripotent ICM cells [38, 39]. Oct4 is therefore considered a master regulator for 
the initiation and maintenance of pluripotent cells during embryonic development. 
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Interestingly, the precise expression level of Oct4 is a critical determinant of ESC 
fates, and their pluripotent potential can be sustained only when the Oct4 expression 
level is maintained within a normal range [39-42].

Depletion of Sox2 by either gene-knockout or RNA interference considerably 
compromises the pluripotent state of both mouse and human ESCs as shown by 
the changes in cell morphology, loss of pluripotent marker expression and their 
differentiation primarily into trophectoderm [43-45].

As a key factor in reprogramming, Kruppel-like factor 4 (Klf4/GKLF/EZF) 
functions as both a transcriptional activator and repressor to regulate proliferation 
and differentiation of different cell types [37, 46]. In Embryonic Stem (ES) Cells, Klf4 
has been shown to be important to activate Lefty1 together with Oct4 and Sox2 [37, 
47]. Klf4 interacts directly with Oct4 and Sox2 in iPS and ES cells [37].

There are two types of methods for the delivery of reprogramming factors into the 
somatic cells can be used [31]. These are integrating viral vector systems including 
retroviral, lentiviral and inducible lentiviral systems and non-integrating methods 
including viral vectors, plasmid DNA, recombinant proteins and synthetic mRNA 
[31].

Therapeutic and Scientific Potential of iPS Cells
Cell Replacement Therapy

Embryonic Stem Cells (ESCs) and induced Pluripotent Stem Cells (iPSCs) have 
the capacity to differentiate into any specialized cell type of the human body, and 
therefore, ESC/iPSC-derived cell types offer great potential for regenerative medicine 
[48].

Regenerative medicine aims at helping the body to form new functional tissue 
to replace lost or defective ones [49]. The promise of stem cell biology for the 
development of novel therapeutics has fueled a veritable explosion in studies aimed 
at using these cells in ‘‘regenerative medicine,’’ an emerging field of biomedicine 
focused on the ‘‘repair, replacement, or regeneration of cells, tissues or organs’’ [50]. 
The advantages of iPSC are as follows: Autologous cells, which suppress the risks of 
rejection and infection, could be used; diseases caused by single gene defects could 
be addressed by made-to-order gene replacement in cells and allogenic cells from 
healthy people could be used [51].

iPSCs have been used in treating a number of injuries and degenerative diseases 
[2]. The various conditions that can be treated are Hematopoietic disorders, 
Musculoskeletal injury, Spinal cord injury, liver damage by the generation of specific 
cells with the help of iPSCs [31, 52-55].

In vitro Disease Modeling
Research into the pathophysiological mechanisms of human disease and the 

development of targeted therapies have been hindered by a lack of predictive disease 
models that can be experimentally manipulated in vitro [56].

Recent advances in stem cell research, especially the development of induced 
pluripotent stem cell (iPSC) technology [33, 57, 58], provide new opportunities which 
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may overcome many of the challenges and shortcomings associated with disease 
modeling and drug screening [58-62].

Tissue culture of human cells is today largely limited to tumor cell lines or 
transformed derivatives of native tissues. With the iPS cell technology it is possible 
now to derive permanent cell lines from patients with a variety of genetic diseases 
with either Mendelian or complex inheritance. Tissue-specific cells resembling those 
in diseased organs can be differentiated in vitro from iPS cells and used for studying 
the disease pathophysiology, development of new drugs and, eventually, autologous 
cell replacement therapies (Figure 6) [37]. In addition, iPS cell lines from patients 
with monogenic diseases could be used for repairing gene defect ex vivo prior to 
transplantation [63]. Many complex genetic diseases have familial and sporadic 
forms. iPS cells derived from patients with complex sporadic diseases would have 
the unique advantage of carrying the precise patient- specific constellation of genetic 
factors responsible for the disease in that person [26].

First, hiPSCs can be generated from patients with genetic diseases and, therefore, 
the derived target cells thus possess the same genetic background as the patient. 
This is important because an individual’s genetic makeup can profoundly influence 
disease progression, its severity, as well as the elicited drug response [64].

To date, many patient-specific iPSC lines have been established and used for 
disease modeling, and are expected to facilitate studies on rare diseases [65].

Patient-specific iPSCs with described disease phenotypes are Mucopolysaccharidosis 
type IIIB [66], Parkinson’s disease, familial [67-72], Polycythaemia vera [73], Pompe 
disease [74], Prader-Willi syndrome [75], Retinitis pigmentosa [76], Rett Syndrome 
[77-81], Schizophrenia [82, 83], Sickle cell disease [84], Spinal muscular atrophy 
[85, 86], Timothy syndrome [87, 88], Werner syndrome, atypical [89], Wilson’s 
disease [90].

Figure 6: In vitro disease modeling, drug screening and toxicological analyses [91].

Drug Screening and Toxicological Analyses

A newly discovered drug or therapy must be tested on human cells or human test 
models itself. These reasons make it more important to be able to use the systems 
closer to humans. Moreover, these studies need to be done in a system where the 
results could be directly extrapolated to humans. These studies include steps such 
as prediction/identification of a potential drug molecule followed by its synthesis, 



25

generation of iPSCs, their differentiation to specific somatic cells, and testing for toxic 
or non-toxic effects of the synthesized drug on the somatic cells. For toxicity studies, 
iPSCs from normal and diseased cells are used to generate neurons, hepatocytes, 
cardiomyocytes etc. Toxicity and potential side-effects are often most common cause 
to rule out most of the therapeutic molecules [31].

An ideal drug screening platform would provide reproducible and quantifiable 
disease-relevant phenotypes in a scalable cell population. iPSC-derived cells 
have advantages over primary cells and immortalized cell lines because they can 
provide inexhaustible, scalable, and genetically relevant sources for cell-based drug 
screening [58, 92, 93].

Currently, toxicological testing is based on the established immortal cancer cells 
lines containing chromosomal abnormalities, primary explanted somatic cells, and 
laboratory animals. Immortalized cell lines, showing several features reminiscent of 
cancer, mimic neither the normal physiological status nor the diseased state of the 
organism in vivo. The heterogeneity of primary explant cultures leads to inconsistent 
results and low reproducibility in toxicity testing. Using live animal models for 
toxicity testing may not mimic the human physiology, can raise ethical/animal 
welfare concerns, and is rather expensive. Research on ESCs and iPSCs promises 
to enhance drug discovery and development by providing simple, reproducible, and 
cost-effective tools for toxicity testing of drugs under development and, on the other 
hand, for studying the disease mechanisms and pathways [94-97]. Modeling human 
disease in standardized cell culture and the opportunity for high throughput drug 
screening are potential advantages of using iPSCs [94, 97]. Patient-specific iPSCs 
could improve the efficiency of drug discovery by helping the identification of drugs 
effective in specific patient populations [97].

Conclusion
iPS cells are similar to embryonal stem cells in the transcriptional and epigenetic 

level, this is also available as a functional similarity. iPS cells during differentiation 
constitute a very valuable resource so as to ascertain the epigenetic changes. 
Reprogramming deletes tissue-specific DNA methylation by epigenetic modification 
and returns the cell specification process by creating embryo-like methylome again. 
After reprogramming during the re-differentiation of the cell it has been demonstrated 
that normal cells are better differentiated to the adult issue on which they originate.

Although iPS cells have similar properties to embryonic stem cells, iPS cells are 
thought to be more useful than embryonic stem cells due to they have the same 
genome with the patients in cell and tissue transplantation. In the future iPS cells 
will be promising for patients awaiting organ because these cells will form form a 
rich source of organs factories.
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Abstract
Although conventional therapy of disorders due to loss of organ and tissue is 

organ and tissue transplantation, currently the term of regenerative medicine has 
emerged. This is an interdisciplinary field of research and clinical applications 
focused on the repair, replacement or regeneration of cells, tissues or organs to 
restore impaired function resulting from any cause, including congenital defects, 
disease, trauma and ageing. Embryonic and mesenchymal stem cells are promising 
source for this field.

Introduction
Organ transplantation remains a mainstay of treatment for patients with severely 

compromised organ function. Despite initiatives to increase the availability of 
transplant organs, however, the number of patients in need of treatment still far 
exceeds the organ supply, and this is expected to worsen as the global population 
ages. In the last two decades, as a response to the needs of these patients, scientists 
have attempted to grow native and stem cells, engineer tissues, and design treatment 
modalities using regenerative medicine techniques for virtually every tissue of the 
human body [1].

Regenerative medicine is an interdisciplinary field of research and clinical 
applications focused on the repair, replacement or regeneration of cells, tissues or 
organs to restore impaired function resulting from any cause, including congenital 
defects, disease, trauma and aging [2].

Overall, regenerative medicine is a multidisciplinary field that requires expertise 
in a wide variety of scientific disciplines, including cell and molecular biology, 
physiology, pharmacology, chemical engineering, biomaterials, nanotechnology, and 
clinical sciences. Although modest clinical success has been achieved in specific 
areas, the field is still in its infancy. Long-term studies are still essential to assure 
safety and efficacy before these technologies can have widespread clinical application 
[3].
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There are three basic measures of stem potency: Totipotent, pluripotent and 
multipotent stem cells [4]. A fertilized egg is the ultimate stem cell as it contains 
the potency to differentiate into all cells of the three embryonic germ layers and 
extraembryonic cell types. Fertilized eggs are accordingly a totipotent cell. ES cells 
are pluripotent and can differentiate into all cell types of the three germ layers, but 
they have lost the ability to differentiate into cells of the extra-embryonic tissue. 
Most SSC cell types are multipotent and produce usually cells restricted to a related 
family of cells, e.g. hematopoietic stem cells which differentiate into cells of the 
different blood cell lineages. Unipotent stem cells are restricted to production of one 
differentiated cell type only [5] (Figure 1).

The characterization and isolation of various stem cell populations, from 
embryonic to tissue-derived stem cells and induced Pluripotent Stem Cells (iPSCs), 
have led to a rapid growth in the field of stem cell research and its potentially clinical 
application in the field of regenerative medicine and tissue repair [5, 6, 7].

Stem cell therapy has been accepted as an emerging technology that could change 
the present approach toward curing many chronic disorders and degenerative 
conditions. Stem cell therapy can be applied for regenerative medicine which is 
another promising area of medical therapy for the coming years [8].

Figure 1: Totipotency, pluripotency, multipotency, oligopotency and unipotency [9].

Basic and clinical research accomplished during the last few years on embryonic, 
fetal, amniotic, umbilical cord blood, and adult stem cells has constituted a 
revolution in regenerative medicine and cancer therapies by providing the possibility 
of generating multiple therapeutically useful cell types. These new cells could be 
used for treating numerous genetic and degenerative disorders. Among them, age-
related functional defects, hematopoietic and immune system disorders, heart 
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failures, chronic liver injuries, diabetes, Parkinson’s and Alzheimer’s diseases, 
arthritis, and muscular, skin, lung, eye, and digestive disorders as well as aggressive 
and recurrent cancers could be successfully treated by stem cell-based therapies 
[10, 11].

Embryonic Stem Cells
Embryonic stem cell characteristics include (i) derivation from the preimplantation 

or periimplantation embryo, (ii) prolonged undifferentiated proliferation, and (iii) 
stable developmental potential to form derivatives of all three embryonic germ layers 
even after prolonged culture [12, 13].

hESCs provide much promise in tissue engineering and regeneration since hESCs 
can act as an inexhaustible in vitro source of differentiated cell types. The potential 
use of hESCs in tissue engineering include, but are not limited to, organ substitutes, 
vascularization, and ex vivo cartilage/bone construction [14, 15].

Embryonic stem (ES) cells hold great promise for treating degenerative 
diseases, including diabetes, Parkinson’s, Alzheimer’s, neural degeneration, and 
cardiomyopathies. This research is controversial to some because producing ES 
cells requires destroying embryos, which generally means human embryos [16].

An important new source of embryonic stem cells is through use of a technique 
called somatic cell nuclear transfer, also referred to a therapeutic cloning [17, 18]. 
In this technique, nuclei from the cells of living patients with specific diseases are 
isolated and used for the generation of embryonic stem cells. This is achieved by 
placing one such nucleus into a donated unfertilized egg from which the genetic 
material has been removed and then stimulating the egg to divide to the stage when 
stem cells can be derived in culture. These cells can then be induced to develop 
in the laboratory into specialized cells such as nerve cells that are affected by the 
disease in question [18, 19].

SCNT has been proposed as an approach to generate patient-specific pluripotent 
stem cells for potential therapeutic applications. The embryonic stem cells derived 
from the SCNT embryo would be isogenic to the donor and thus free of immune 
rejection upon transplantation of the differentiated therapeutic cells back to the 
same donor. This concept is also known as ‘therapeutic cloning’ and has been 
demonstrated for proof of concept in mouse [20, 21].

The recent discovery that somatic mammalian cells can be epigenetically 
reprogrammed to a pluripotent state through the exogenous expression of the 
transcription factors OCT4, SOX2, KLF4, and c-MYC has yielded a new cell type for 
potential application in regenerative medicine, the induced Pluripotent Stem (iPS) 
Cell [22, 23 ].

Induced Pluripotent Stem (iPS) Cells share these salient characteristics of ES 
cells but are instead generated via reprogramming of somatic cells through the 
forced expression of key transcription factors [24,25]. The seminal achievement of 
induced pluripotency holds great promise for regenerative medicine. Patient-specific 
iPS cells could provide useful platforms for drug discovery and offer unprecedented 
insights into disease mechanisms and, in the long term, may be used for cell and 
tissue replacement therapies [25].
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Mesenchymal Stem Cells and Their Clinical Significance
In vitro, MSC are characterized by plastic adherence, colony forming capacity 

and rapid proliferation. The immuno-phenotype of MSC, CD45−, CD34−, CD13+, 
CD44+, CD73+, CD90+, CD166+, CD80−, CD86−, HLA class Ilow, HLA class II−, 
distinguishes them from hematopoietic stem cells, which are CD34+, CD45+ and 
CD13−, and positions them close to fibroblasts. This phenotype also suggests MSC 
are low immunogenic [26].

At present no specific marker or combination of markers has been identified that 
specifically defines MSCs. Phenotypically, ex vivo expanded MSCs express a number 
of nonspecific markers, including CD105 (SH2 or endoglin), CD73 (SH3 or SH4), 
CD90, CD166, CD44, and CD29 [27, 28, 29]. MSCs are devoid of hematopoietic and 
endothelial markers, such as CD11b, CD14, CD31, and CD45 [27, 29].

One of the characteristic features of MSCs is their multi-differentiation potential 
under culture conditions, comprising lineage specific regulators. Although one is 
able to coax the differentiation of MSCs into a number of tissues in vitro, the resulting 
cell population/tissue often contains a mixture of cells and also does not mimic the 
targeted tissues entirely in their biochemical and biomechanical properties [30-33].

Via their immune-suppressive properties MSC may be able to prevent immune 
inflicted damage of tissues and organs and allow repair after injury. Immuno-
suppression is, however, not the only aspect of the immunomodulatory capacity 
of MSC. Under immunological quiescent conditions, MSC promote T lymphocyte 
survival [34] and can stimulate the activation and proliferation of CD4+ T cells [35].

Preclinical models have demonstrated the ability of MSCs to regulate host 
immune-response and thus avoid recognition and subsequent rejection by the 
recipient [33, 36-38].

Besides BM, MSCs can also be isolated from adipose tissues [39, 40], fetal liver 
[41], cord blood and mobilized peripheral blood [42, 43], fetal lung [44], placenta 
[45], umbilical cord [46, 47], dental pulp [48], synovial membrane [49], periodontal 
ligament [50], endometrium [51], trabecular and compact bone [52, 53].

In contrast, the umbilical cord tissue or Wharton’s jelly is an excellent source for 
isolating MSC [54-56]. The collection of Mesenchymal Stem Cells (MSCs) from UCB 
that is discarded at the time of birth is an easier, less expensive and non-invasive 
method than collecting MSCs from bone marrow aspirates [57, 58]. These MSCs 
attract special interest due to these specific advantages over embryonic and adult 
stem cell counterparts, since there are also no ethical issues associated with UCB. 
Another important characteristic of UCB-MSCs is that they are less immunogenic, 
and therefore do not elicit the proliferative response of allogeneic lymphocytes in 
vitro [58, 59]. UCB-MSCs expanded in vitro also retain low immunogenicity and an 
immunomodulatory effect from the UCB elicit a lower incidence of graft rejection 
and post-transplant infections compared with Moreover, cells derived other sources 
[58, 60].

HMSCs display a very high degree of plasticity and are found in virtually all organs, 
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however, the bone marrow contains the highest density [61, 62]. HMSCs serve as 
renewable source for mesenchymal [62, 63] and potentially epithelial cells and have 
pluripotent ability of differentiating into several cell lineages, including osteoblasts, 
chondrocytes, adipocytes, skeletal and cardiac myocytes, endothelial cells, and 
neurons in vitro upon appropriate stimulation, and in vivo after transplantation [62, 64]. 

Although the pathophysiologic functions of hMSCs are critically under 
investigation, the in vitro pluripotency of hMSC suggests a role in tissue regeneration, 
wound healing, or tissue repair after transplantation [62, 65]. These characteristics 
make hMSCs good vehicles for autologous transplantation with the genuine benefits 
for tissue regeneration or cell-based gene therapies [62, 66].

Mesenchymal stem cells are also multipotent cells which can support 
hematopoiesis, have immunomodulatory properties, may differentiate into 
osteocytes, chondrocytes and adipocytes, and specifically migrate to damage sites. 
The mesenchymal stem cell migration is mediated by growth factors, chemokines, 
adhesion molecules and toll-like receptors. Understanding the fundamental 
mechanisms underlying mesenchymal stem cell migration holds the promise of 
developing novel clinical strategies in regenerative medicine [67].

Because these cell populations can be readily isolated from patients for expansion 
and differentiation in vitro into at least three different lineages [27, 68, 69], MSCs are 
of great interest for clinical therapies. Indeed, protocols for injections of autologous 
MSCs are already in clinical trials not only for various musculoskeletal tissue 
replacement therapies including bone, cartilage, and intervertebral discs, but also 
to treat organ failure (cardiac, lung, liver, pancreas among others) and autoimmune 
diseases [69-72]. Moreover, MSCs are being developed as a critical cell source in 
tissue engineering, which involves the ex vivo creation of biological implants intended 
eventually to replace tissues or functional organs [69, 73].

Cells with properties of MSCs have also been isolated from tissues in several 
pathological conditions, sometimes with distinctive features. For instance, in the 
rheumatoid arthritic joint, MSC-like cells appear to express Bone Morphogenetic 
Protein (BMP) receptors [74, 75]. In the peripheral blood of acute burns patients, [75, 
76], reported increase in circulating MSC-like cells compared with healthy donors, 
with greater numbers found among younger patients with more extensive burns. It 
is postulated that MSCs are mobilized into the bloodstream following acute burn 
signals which have not yet been elucidated. In other pathological conditions, such 
as obstructive apnoeas and bone sarcomas, studies provide evidence of possible 
mobilization of MSCs which increase in their circulating numbers compared to 
healthy individuals [75, 77, 78]; these reports are initial studies, often imprecise in 
the definition of MSC phenotype, and therefore they warrant further more accurate 
studies to understand the mechanisms underlying MSC mobilization in vivo, its 
biological significance and possible clinical impact in terms of recruitment to tissue 
and wound healing [75].

Briefly, MSCs can be used to support HSC engraftment, inhibit immune response 
after organ transplantation, reduce manifestations of graft versus host disease, treat 
various autoimmune conditions and cancer, and repair heart, liver, lung, kidney, and 
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CNS tissue [79-83]. They can be used as building blocks for artificially engineered 
tissues, including bone, cartilage, tendon, and muscle [84-88]. Furthermore, MSCs 
can be used as vehicles to deliver specific genes to target tissues, which represent 
one of the most promising therapeutic approaches using combined cell and gene 
therapy [89-92].

Tissue Engineering
Although the procedures for organ transplantation and reconstruction surgery 

improve the quality of life, and in some cases save life, there are problems associated 
with them. In most cases these procedures require either organ donation from a donor 
individual or tissue transplantation from a second surgical site in the individual being 
treated. The major problem with organ transplantation is that there exists a drastic 
shortage of donor organs. In 1996 alone, only 20,000 donor organs were available 
for 50,000 patients in need. In fact, patients are more likely to die while waiting for 
a human donor heart than in the first two years after transplantation [93, 94]. The 
problem with second site surgeries is that these procedures are associated with pain 
and morbidity. As a result of these problems, the science of tissue engineering has 
emerged with the goal of developing organs, tissues, and synthetic materials outside 
of the body ready for future transplant use [93-100].

Tissue engineering is a newly emerging field that combines the use of cells, 
scaffolds and biological factors for the purpose of tissue/organ repair/regeneration 
[101, 102]. The goal of tissue engineering is to surpass the limitations of conventional 
treatments based on organ transplantation and biomaterial implantation [96]. It has 
the potential to produce a supply of immunologically tolerant ‘artificial’ organ and 
tissue substitutes that can grow with the patient. This should lead to a permanent 
solution to the damaged organ or tissue without the need for supplementary 
therapies, thus making it a cost-effective treatment in the long term [103].

In basis, tissue engineering attempts to mimic the function of natural tissue. 
Therefore, to optimize the development of functional biological substitutes, the 
natural circumstances of the specific tissue have to be fundamentally understood. 
Biological tissues basically consist of cells, signaling systems and ExtraCellular 
Matrix (ECM) [96]. The cells are the core of the tissue, however, can not function in 
the absence of signaling systems and/or of the ECM. The signaling system consists 
of genes that secrete transcriptional products when differentially activated, and 
urges cues for tissue formation and differentiation [96]. The ECM is a meshwork 
like substance within the extracellular space and supports cell attachment and 
promotes cell proliferation [104, 105].

The concept of tissue engineering embodies the creation of a scaffold structure 
that has the appropriate physical, chemical, and mechanical properties to enable 
cell penetration and tissue formation in three dimensions [106, 107].

Ideally, scaffolds for tissue engineering should meet several design criteria: 
(1) the surface should permit cell adhesion, promote cell growth, and allow the 
retention of differentiated cell functions; (2) the scaffolds should be biocompatible, 
neither the polymer nor its degradation by-products should provoke inflammation or 
toxicity in vivo; (3) the scaffold should be biodegradable and eventually eliminated; 
(4) the porosity should be high enough to provide sufficient space for cell adhesion, 
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extracellular matrix regeneration, and minimal diffusional constraints during 
culture, and the pore structure should allow even spatial cell distribution throughout 
the scaffold to facilitate homogeneous tissue formation; (5) the material should be 
reproducibly processable into three-dimensional structure, and mechanically strong 
[108].

Stem Cell Therapy in Neurodegenerative Diseases
Neurodegenerative diseases, such as Parkinson’s disease (PD), stroke, 

Huntington’s disease (HD) and amyotrophic lateral sclerosis (ALS), are characterized 
by neurodegenerative changes or apoptosis of neurons involved in networks, leading 
to permanent paralysis and loss of sensation below the site of the injury [109].

Stem cells from a variety of sources have shown effectiveness in improving 
motor function after neurodegenerative diseases in animal experiments and clinical 
trials. Cell therapies in neurodegenerative disease are intended to protect neuronal 
populations susceptible to disease and replace dysfunctional or dying neurons [110].

Neurons and glial cells have successfully been generated from stem cells such 
as Embryonic Stem Cells (ESCs), Mesenchymal Stem Cells (MSCs) and Neural Stem 
Cells (NSCs), and stem cell-based cell therapies for neurodegenerative diseases have 
been developed [111].

NSCs used for clinical applications should be safe, effective and accessible in 
large amount in GMP conditions. A variety of different sources for NSCs have been 
tested, including fetal and adult CNS-derived NSCs, neural progenitors derived 
from pluripotent cells, and a range of non-neural stem cells, such as Mesenchymal 
(MSCs) and Bone Marrow-Derived (BMDSCs) Stem Cells [112].

Stem Cell Therapy in Cardiac Diseases
The majority of cardiovascular disease is composed of cardiac diseases which 

can be broadly divided into either ischemic including coronary artery disease and 
myocardial infarction or non- ischemic heart disease including vascular heart 
disease and hereditary cardiomyopathy [113, 114].

Pluripotent stem cells provide an opportunity to generate patient-specific cardiac 
cells, but tumorgenicity and poor engraftment after transplantation currently limit 
their use for regenerative cell therapy and tissue engineering [115, 116].

Clinical trials show that bone marrow cell therapy improves myocardial perfusion 
and contractile performance in patients with acute myocardial infarction, heart 
failure, and chronic myocardial ischemia. Bone marrow cells are thought to have 
paracrine effects on neovascularization, inflammation, wound healing and possibly 
resident stem and progenitor cells [115].

Among the cell types under investigation, adult mesenchymal stem cells are widely 
studied, and in early stage, clinical studies show promise for repair and regeneration 
of cardiac tissues. The ability of mesenchymal stem cells to differentiate into 
mesoderm- and non-mesoderm-derived tissues, their immunomodulatory effects, 
their availability, and their key role in maintaining and replenishing endogenous 
stem cell niches have rendered them one of the most heavily investigated and 
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clinically tested type of stem cell [117].

With increasing evidence, endogenous Cardiac Stem Cells (CSCs) represent an 
attractive and promising cell candidate for cardiac repair and regeneration due to 
their autologous origin, cardiac-committed fate, and ability to develop into three 
major myocardial lineages [114, 118].

Stem Cell Therapy in Diabetes Mellitus
Both type 1 and type 2 diabetes are characterized by a marked deficit in beta-cell 

mass causing insufficient insulin secretion [119, 120]. Curative therapy for diabetes 
mellitus mainly implies replacement of functional insulin-producing pancreatic β 
cells, with pancreas or islet-cell transplants. However, shortage of donor organs 
spurs research into alternative means of generating β cells from islet expansion, 
encapsulated islet xenografts, human islet cell-lines, and stem cells. Stem-cell 
therapy here implies the replacement of diseased or lost cells from progeny of 
pluripotent or multipotent cells [43, 121].

Bone-marrow cells can differentiate in vitro under controlled conditions into 
insulin-expressing cells [122, 123]. Such cells, transplanted under the kidney 
capsule of diabetic rodents, correct glucose. Removal of the grafted kidney returned 
the animals to a diabetic state [124].

When MSCs are systemically administered they can selectively migrate and 
engraft in damaged tissue [125, 126] and differentiate into insulin-producing cells 
[126-128]. As immunomodulatory cells, MSCs can limit inflammation in damaged 
tissue [126, 129], produce a broad range of trophic factors protecting parenchymal 
cells from dying by apoptosis and promote the proliferation and differentiation of 
endogenous precursors [126, 130].

One approach to produce more β-cells has involved differentiating MSCs into 
functional β-cells. Hisanaga et al., have shown that a simple protocol can induce 
murine bone marrow-derived MSC differentiation into insulin-secreting cells; the 
differentiated cells contained insulin-secretory granules and secreted mature insulin 
after glucose stimulation. Such cells reduced blood glucose levels when they were 
transplanted into diabetic mice [126, 131].

Conclusion
Diseases such as neurodegenerative, cardiac disorders and diabetes mellitus can 

not be cured completely and are important problem in medicine. Currently effective 
treatment of these diseases can be provided with the innovative approach called 
regenerative medicine. Embryonic and mesenchymal stem cells provide a significant 
potential utility.
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Abstract
In the world, thousands of people lose their lives due to organ failure depending 

upon various reasons. Because finding a new organ is a very difficult process. 
However, in the presence of the organ, the drugs used after transplantation can 
cause significant side effects for the patient. Tissue engineering has become an 
important research area to overcome these problems. In this chapter components of 
tissue engineering were discussed.

Introduction
All over the world there are many patients who are treated in hospitals due to 

organ failure and waiting for organ donation. It is a very long and painful process 
to find suitable donors for organ transplantation. A variety of medications are used 
to prevent rejection of the transplanted organ by the body. However, side effects of 
these drugs are inevitable and weaken the immune system. In recent years, some 
studies in the field of tissue engineering have given hope to overcome the difficulties 
of organ transplantation [1]. As a result of these studies, it may be possible to 
produce artificial organs soon by tissue engineering studies.

The goal of tissue engineering is to surpass the limitations of conventional 
treatments based on organ transplantation and biomaterial implantation [2] and 
mainly consists of activating regenerative abilities of the body that have come to a 
standstill and, if necessary, replacing damaged tissues with tissue implants [3].

Tissue Engineering is an interdisciplinary discipline addressed to create 
functional three-dimensional (3D) tissues combining scaffolds, cells and/or bioactive 
molecules [4, 5]. This field involves scientific areas such as cell biology, material 
science, chemistry, molecular biology, engineering and medicine [2, 5]. Thus, tissue 
engineering may provide therapeutic alternatives for organ or tissue defects that are 
acquired congenitally or produced by cancer, trauma, infection, or inflammation. 
Tissue-engineered products would provide a life-long therapy and may greatly 
reduce the hospitalization and health care costs associated with drug therapy, while 
simultaneously enhancing the patients’ quality of life [6].
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The concept of tissue engineering has been applied clinically for a variety of 
disorders, for example artificial skin for burn patients [7, 8], tissue engineered trachea 
[9], cartilage for knee-replacement procedures [8, 10], injectable chondrocytes for 
the treatment of vesico-ureteric reflux [8, 11] and urinary incontinence [12, 13].

Figure 1: A typical tissue engineering cycle [14].

Components of Tissue Engineering
Cell Sources

Some of the most promising and frequent research in the field of regenerative 
medicine has focused on the use of stem cells. These cells, by definition, are 
undifferentiated cells with significant self renewal capabilities. Additionally, stem 
cells are able to proliferate and establish daughter cell lines for tissue generation 
[15, 16].

Stem cells are unspecialized cells that develop into the specialized cells that 
make up the different types of tissue in the human body [17]. Stem cells are divided 
into three groups according to their developmental potential: Totipotent, pluripotent 
and multipotent.

Totipotent stem cells have the ability of dividing and forming various differentiated 
cells including extra-embryonic tissues. In other words, these types of stem cells can 
create a whole human being. Pluripotent stem cells are derived from embryonic 
stem cells from the inner cell mass of the blastocyst. This type of stem cells can 
turn into three germ layers (ectoderm, endoderm and mesoderm) but not reveal the 
entire human being. Because they can’t differentiate into extra-embryonic tissues. 
Multipotent stem cells are adult stem cells and they can differentiate into more than 
one cell type [18]. Hematopoietic and mesenchymal stem cells are multipotent stem 
cells [19].
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Use of ESCs has been limited for tissue engineering because of the legal and 
ethical concerns regarding use of human ESCs [20]. These issues are less prevalent 
for adult stem cells, and as a result, adult stem cells from human sources in tissue 
engineering have been widely investigated [21, YOK]. For example, MSCs are used in 
tissue engineering because of their availability in various sources such as bone marrow 
[22], muscle [23], trabecular bone [24], dermis [25], adipose tissue [26], periosteum 
[27], blood [28], and synovial membrane [29]; and their ability to differentiate to 
multiple connective tissue cell types such as osteocytes [30], chondrocytes [31], 
adipocytes [32], and myocytes [33] and other cell types like hepatocytes [34] and 
neuron [35] in response to extracellular stimuli, including differentiation-inducing 
factors from protein and chemical origins.

Figure 2: Differentiation potential of pluripotent stem cells [36].

Scaffolds
Cellular behavior is strongly influenced by biological and biochemical signals 

from the extracellular matrix. Therefore, the use of scaffolds as delivery systems for 
growth factors, adhesion peptides and cytokines is receiving considerable attention 
in the field [37-40].

Figure 3: Extracellular matrix [41].
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 The appropriate scaffold for tissue engineering will be one that is created with 
biology in mind. The goal is for the new tissue grown in the scaffold to integrate with 
the host tissue. Ideally, the scaffold provides a temporary pathway for regeneration 
and will degrade either during or after healing, thereby obviating the need to remove 
the material later and eliminating possible side effects associated with leaving 
materials in the body. Of course, attention must be paid to ensure that degradation 
products are non-cytotoxic [42].

The scaffold should be i) biocompatible, meaning that it should not provoke any 
rejection, inflammation, immune responses or foreign body reactions, ii) provide 
a 3D template for the cells to attach and to guide their growth, iii) have a porous 
architecture with a high surface area for the maximum loading of cells, cell-surface 
interaction, tissue in growth, and transportation of nutrients and oxygen, iv) be 
degradable under physiological conditions and the degradation rate should match 
the rate of tissue regeneration to sustain tissue functionality, v) be mechanically 
strong to withstand in vivo biological forces, vi) support the cells in synthesizing 
tissue specific extracellular matrix components and growth factors required for 
healthy tissue growth and be sterilizable to avoid toxic contaminations without 
compromising any structural and mechanical properties [8].

Growth Factors
Tissue repair and regeneration is an important aspect of the process of 

wound healing, and is therefore key to the normal maintenance and survival of 
all organisms. Tissue remodeling spans the entire period, starting from injury and 
ending with repair [43]. The ability of damaged tissues to regenerate, and the extent 
of regeneration possible, determines the need for tissue engineering approaches, 
and hence the need for growth factors [44].

Growth factors are proteins and a subgroup of the polypeptides that are 
involved in transmitting signals which affect cellular activities Cell activities such 
as migration, proliferation, differentiation and protein expression are controlled by 
growth factors [44]. Growth factors synthesized by different cells act in different 
ways. They act on the same cell that produced it as autocrine stimulation, act on 
cells that are adjacent to the producer cell as paracrine stimulation and also enter 
the circulation to be transported to cells that are distant from the producer cell as 
endocrine stimulation [45, 46].

Growth factors play a central role in tissue engineering approaches by providing 
the right signals to cells, and thereby leading to accelerated tissue growth/
regeneration. However, growth factors that are provided exogenously tend to rapidly 
diffuse away from the site of tissue regeneration [48]. Epidermal Growth Factor 
(EGF), Platelet-Derived Growth Factor (PDGF), Insulin-like Growth Factor (IGF), 
Transforming Growth Factor (TGF), Nerve Growth Factor (NGF) and Fibroblast 
Growth Factor (FGF) are the examples of growth factors [49].

Signaling molecules used in tissue engineering can be added to the culture media 
as soluble factors or attached to the scaffold by covalent and non-covalent interactions. 
First of all, the direct delivery of these molecules in the media is frequently used to 
in vitro evaluate the effect of these cues. However, these biomolecules are rapidly 
degraded and deactivated by some cell-secreted enzymes, responsible for their short 
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Figure 4: Signaling classification of growth factors [47].

biological half-live. For this reason, for clinical applications, bounding factors to the 
matrix helps to protect them from degradation [5, 39]. Consequently, the controlled 
release of different factors from scaffolds allows their constant renewal, having a 
great potential to direct tissue regeneration and formation. Several matrix systems, 
micro particles and encapsulated cells have been reported to locally deliver bioactive 
factors and to maintain effective concentrations for their use in the application 
areas, such as musculoskeletal, neural and hepatic tissue [5, 50-52].

Figure 5: Growth factors and scaffold interactions [53, 54].
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Importance of Mesenchymal Stem Cells in Tissue 
Engineering

Autologous tissue grafts often represent the current clinical “gold standard” for 
the reconstruction of defects resulting from trauma, chronic diseases, congenital 
anomalies, and tumor resection. However, autologous tissue grafting is based on the 
concept that a diseased or damaged tissue must be replaced by like tissue that is 
healthy. Thus, the key drawback of autologous tissue grafting is donor site trauma 
and morbidity [55].

MSC-based therapies can be autologous (from self) and thus eliminate the issues 
of immune-rejection and pathogen transmission or allogenic for potentially off-the-
shelf availability. Autologous MSC-based therapies are also expected to be superior 
to other surgical approaches such as allogenic grafts, xenogenic grafts, or synthetic 
materials such as total joint replacement prosthesis [55].

A specific subtype of multipotent stem cells, mesenchymal stem cells (MSCs), 
are highly sought after in research due to their ease of isolation. The diverse in 
vivo distribution of MSCs includes bonemarrow, adipose, periosteum, synovial 
membrane, skeletal muscle, dermis, pericytes, blood, trabecular bone, human 
umbilical cord, lung, dental pulp and periodontal ligament [16, 56].

Although MSCs from different tissues show similar phenotypic characteristics, it 
is not clear if these are the same MSCs, and they clearly show different propensities 
in proliferation and differentiation [57]. In addition to tissue source, donor age and 
disease stage may directly affect MSC yield, rate of proliferation, and multipotency. 
There seems to be decreasing MSC number and proliferation rate as well as 
differentiation potentials with increasing age [58].

Because mesenchymal stem cells are culture-dish adherent, they can be 
expanded in culture while maintaining their multipotency [59]. The MSCs have been 
used in preclinical models for tissue engineering of bone, cartilage, muscle, marrow 
stroma, tendon, fat, and other connective tissues. These tissue-engineered materials 
show considerable promise for use in rebuilding damaged or diseased mesenchymal 
tissues [60].

Mesenchymal Stromal or Stem Cells (MSCs) are fibroblast-like shaped cells and 
appear ubiquitously in the human organism. They have the potential of multi-lineage 
differentiation and seem to exert numerous paracrine effects: by secreting different 
growth and signaling factors they seem to be able to modulate angiogenesis, (anti) 
inflammation or apoptosis [61].

MSCs are usually grown as a monolayer culture in medium typically containing 
10% fetal calf serum at 37°C in a humid environment containing 5% CO2. As for 
many other adult stem cells, MSCs are traditionally considered to only be capable 
of differentiating into cell types of their own original lineage, i.e., mesenchymal 
derivatives. We and many other groups have shown MSCs to be capable of forming 
osteoblasts, chondrocytes and adipocytes both in vitro [62, 63] and in vivo [64]. The 
ability of clonally expanded cells to form these three distinct cell types remains 
the only reliable functional criterion available to identify the genuine MSC and 
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distinguish it from preosteoblast, preadipocyte or prechondrocytic cells which each 
only give rise to one cell type [65].

MSC stem cells can be grown for many generations in the laboratory and still 
retain a stable morphology and normal chromosome complement. MSC, are contact 
inhibited, can be grown in culture for about 20 to 25 passages [66].

Clinical studies show high capacity of MSCs in improvement of allogeneic stem 
cell transplantation and in reducing chronic GVHD complications. In fact, these cells 
exert their anti- inflammatory and immunomodulatory effects through activation of 
T suppressor lymphocytes and secretion of a number of immunomodulatory agents. 
On the other hand, these cells identify the damaged area by their paracrine effects 
and implant there to accelerate the repair process of the damaged area by secreting 
a number of factors [67-69].

The differentiation tendencies of stem cells are closely linked to several factors 
including adhesive contexts, mechanical signals, and the physical responses of 
the cells [70, 71]. Recently, the mechanical properties of the ExtraCellular Matrix 
(ECM) of MSCs have become an area of interest because the elastic properties of 
the ECM significantly affect differentiation. Stem cells on a soft ECM or matrix 
are more likely to differentiate into neurons, whereas cells on a hard matrix are 
more likely to differentiate into osteoblasts [71, 72]. Differentiation is also closely 
linked to the intrinsic mechanical properties, including the elasticity and viscosity of 
individual MSCs. González-Cruz et al. [71, 73] reported that, among ADSCs from the 
same source that were treated under the same conditions, the stiffest cells tended 
to differentiate into osteoblasts while the “softest” cells tended to differentiate into 
adipocytes [71].

Conclusion
Currently organ failure is one of the biggest problem. For many patients, the 

only treatment is organ transplantation and patients are wait for the appropriate 
tissue or organ. In our rapidly changing and aging world, new and different organ-
tissue regeneration technologies need to be developed to meet the increasing need 
for organ transplantation. Using regeneration mechanisms to produce the tissue 
and organ we need, or to warn damaged tissues for repair, is the main goal of 
regenerative medicine. For this purpose, new technologies are being developed for 
organ construction.

The organs cloned from human tissues will stop waiting for organ transplantation 
in liver and heart disorders in the future. Organs enlarged in the laboratory using the 
patient’s own stem cell will prevent the complications due to organ rejection. Evolving 
tissue engineering procedures and artificial organ technologies will revolutionize the 
delivery of tissue rejection and similar problems in classical organ transplantation.
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Abstract
Cancer Stem Cells (CSCs), which are highly tumorigenic and low differentiated, 

are a very small part of the heterogeneous cell population consisting of cancer cell 
mass. Cancer stem cells are thought to play an important role in failure of the 
treatment. Cancer Stem Cells (CSCs) play a major role in the development of drug 
resistance and renewal of the disease. Therefore, treatments targeting cancer stem 
cells come forward. In this chapter we discuss the features of cancer stem cells and 
the importance of eradication of them.

Introduction
Malignant tumors are comprised of morphologically diverse cells and phenotypically 

heterogenous populations that possess high clonogenic and tumorigenic activity, 
and a varying degree of ability for self-renewal and differentiation into multiple cell 
types [1-5]. Cancer Stem Cells (CSCs) possess several characteristics including 
self-renewal, pluripotency and tumorigenicity and constitute a rare population in a 
tumor mass. Because conventional cancer therapies can not kill CSCs, these cells 
are responsible for tumor relapse and metastasis. Currently, with advances in the 
identification of CSCs, the importance of these cells is increasing in the field of 
cancer diagnosis and prognosis. In addition, clarifying the mechanisms responsible 
for the maintenance of CSCs properties led to the development of CSC-targeted 
therapies [6] (Figure 1).

While cancer stem cells are often phenotypically and functionally similar to 
normal stem cells from the same tissue, the cancer stem cell model does not imply 
that cancer stem cells must arise from nor- mal stem cells [7-9]. The cancer stem 
cell model describes the observation that cancer cells are heterogeneous and exist 
within a hierarchy of proliferative potentials, regardless of whether the cancer stem 
cells arise from the transformation of normal stem cells, downstream-restricted 
progenitors, or differentiated cells [10, 11]. In reality, many cancer stem cells are 
likely to arise from the transformation of normal stem cells as normal stem cells are 
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the only mitotic cells that persist long enough in many tissues to accumulate the 
mutations necessary for transformation [10].

Figure 1: Heterogenity of tumor mass

The cancer stem-cell model provides one explanation for the phenotypic and 
functional heterogeneity among cancer cells in some tumor [10, 12-15]. The model 
posits that some cancers are organized into a hierarchy of subpopulations of 
tumorigenic cancer stem cells and their non-tumorigenic progeny. In these cases, 
cancer stem cells are thought to drive tumor growth and disease progression, 
perhaps through therapy resistance [16-18] and metastasis [19, 20].

Tumor heterogeneity indicates important implications for successful cancer 
therapies. Currently there are two models describing the heterogeneity in tumor, 
the stochastic and CSC models. The essential difference between them is that every 
cell or just a distinct subset tumor cells have the potential to behave like a CSC [12].

A CSC population was first identified in Acute Myeloid Leukemia (AML) where 
a subset of cancer cells showed serial transplantation ability [21]. CSCs from solid 
tumors were more recently identified first from breast cancers [22] and then from 
several others including the brain [23], colon [24-26], head and neck [27], pancreatic 
[28, 29], melanoma [30], mesenchymal [31], hepatic [32], lung [33], prostate [34] and 
ovarian [35] cancers.

Cancer Stem Cells in Solid Tumors
These cancer stem cells represent only 1% of the tumor and were the only cells in 

the tumor capable of transplanting the tumor into nude mice [36].

CD44 has a role in facilitation of cell to cell and cell-matrix interactions through 
its affinity for hyaluronic acid and is involved in cell-adhesion and the assembly 
of growth factors on the cell surface [37]. The lymphocyte homing receptor CD44 
attracted considerable interest when it was described that CD44 splice variants 
(CD44v) suffice to confer the metastatic phenotype to locally growing tumor cells 
[38]. Meanwhile the importance of CD44v in tumor progression has been amply 
demonstrated in many types of cancer [39, 40]. More recently, CD44 has been 
described as a CSC marker not only for leukemia but also for colorectal, breast, 
prostate and pancreatic carcinoma [21, 28, 34, 41-43].
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One of the most studied tumor stem cell-markers is cluster of differentiation 271 
(CD271). CD271 (known as also nerve growth factor receptor, NGFR or p75NTR) 
is a neurotrophin receptor, which can bind all of the neurotrophins by similar 
affinity [44, 45]. It has contradictory actions; it functions to promote cell survival or 
induce cell death [45, 46]. Expression of CD271 has been found in several human 
neural crest-derived tissues and in some human cancers, including melanomas [45, 
47]. Recently, CD271 has been used as an important cancer stem cell marker in 
melanoma [45, 48-50].

Aldehyde Dehydrogenase (ALDH) enzymes play a critical role in the metabolism 
of many molecules, and in the detoxification of external and internal substances, 
such as alcohol and toxins [51]. Different ALDH family members play diverse roles 
in detoxification pathways and retinoic acid bio-synthesis, as well as folate, amino 
acid, ethanol, and cyclophosphamide metabolism [52]. Stem cells from a variety 
of tissues express high levels of ALDH activity, which may be a characteristic of 
‘‘stemness’’ [53, 54]. ALDH is found in every subcellular region such as cytosol, 
endoplasmic reticulum, mitochondria, and the nucleus, with some even found in 
more than one location [55]. Recent evidence suggests that enhanced Aldehyde 
Dehydrogenase (ALDH) activity is a hallmark of Cancer Stem Cells (CSC) measurable 
by the aldefluor assay [56].

The Epithelial Cell Adhesion Molecule (EpCAM) was considered a mere cell 
adhesion molecule and reliable surface-binding site for therapeutic antibodies. 
Recent findings can better explain the relevance of EpCAM’s high-level expression on 
human cancers and cancer propagating cells, and its negative prognostic potential 
for survival of patients with certain cancers [57]. It has been reported that EpCAM 
is involved in the abrogation of E-cadherin-mediated cell-cell adhesion by disrupting 
the link between alpha-catenin and F-actin [58, 59]. In fact, modulation of cadherin-
mediated cell-cell interactions by EpCAM points to a possible functional involvement 
of the molecule in tumor progression [60]. Besides, EpCAM has been shown to be 
involved in signal transduction and to support cell motility [61, 62]. Overexpression 
of EpCAM can also induce upregulation of the proto-oncogene c-myc and support 
cell proliferation via upregulated synthesis of cyclin A and E [63, 64] and regulates 
E-FABP (Epidermal Fatty Acid Binding Protein) expression [65].

CD133 is largely used as CSC marker in several tumors, including breast [66, 
67], brain [23, 68], prostate [34], colon [24, 25, 69], liver [70, 71], ovarian [72, 73]. It 
was originally identified as a surface antigen expressed on hematopoietic stem cells 
[74]. CD133 was then used in the isolation of neural stem cells from human fetal 
brain. Despite the demonstration that cell sorting for CD133 expression can enrich 
for cells with tumorigenic potential in brain tumors [23, 75], the utility of CD133 in 
the isolation of brain tumor stem cells has been questioned in several studies [76-
82].

Signaling Pathways
CSCs display many features of embryonic or tissue stem cells, and typically 

demonstrate persistent activation of one or more highly conserved signal transduction 
pathways involved in development and tissue homeostasis, including the Notch, 
Hedgehog (HH), and Wnt pathways [83]. The deregulation of these pathways, 
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resulting in stem cell expansion, may be a key event originating CSCs and, thereby, 
initiating carcinogenesis [84].

Notch signaling is an evolutionarily conserved pathway involved in cell fate control 
during development, stem cell self-renewal, and postnatal tissue differentiation. 
Roles for Notch in carcinogenesis, the biology of cancer stem cells, tumor 
angiogenesis, and Epithelial-to-Mesenchymal Transition (EMT) have been reported 
[85]. Notch pathways play a critical role in breast CSCs and, thus, may represent 
novel therapeutic targets to prevent recurrence of pre-invasive and invasive breast 
cancer [84].

Hh signaling contributes to tumor aggressiveness, affecting key tumorigenic 
processes such as proliferation, invasion and progression of cancer cells [86]. Hh 
signaling induces EMT and metastasis formation. Cells undergoing EMT under the 
influence of Hh signaling and become more motile and invasive as they acquire 
mesenchymal cell properties. This allows cells to escape from the primary tumor 
and circulate to distant sites. Once established at a distant site, Hh may be required 
for the clonogenic growth and self-renewal [87]. Emerging data from many human 
tumors including glioblastoma, breast cancer, pancreatic adenocarcinoma, multiple 
myeloma, and Chronic Myeloid Leukemia (CML) have suggested that Hh signaling 
regulates cancer stem cells [87-94, aynı]. Therefore, inhibitors targeting Hh signaling 
have drawn significant attention as novel, molecularly targeted drugs [86].

The Wnt signaling pathway is a key developmental pathway involved in a variety 
of biological processes including cell proliferation, survival and differentiation [95]. 
The Wnt/β-catenin signaling pathway is often aberrantly activated in CSCs, which 
are responsible for generation of metastasis and decreased survival of patients [96]. 
Therefore, targeting the Wnt/ β-catenin signaling pathway may potentially reduce 
the number of, or even eradicate, CSCs. To this end, a number of small-molecule 
inhibitors of Wnt signaling are being studied including existing drugs such as 
NonSteroidal Anti- Inflammatory Drugs (NSAID), new molecular-targeted agents, 
including many that are currently in the discovery, preclinical, or clinical testing 
stages [97].

CSC, EMT and Metastasis
The acquisition of a motile behavior early in metastasis depends on the 

Epithelial-Mesenchymal Transition (EMT), a process especially known in embryonic 
development, whereby epithelial cells switch to a mesenchymal progenitor-cell 
phenotype, facilitate detachment and reorganize the epithelial cell sheets during 
tumor invasion and metastasis [98]. The process of EMT involves a disassembly of 
cell-cell junctions [99], actin cytoskeleton reorganization [100] and increased cell 
motility [101, 102] and invasion [103], as characterized by down-regulation and 
relocation of E-cadherin and zonula occludens-1 (ZO-1) [104, 105, 106]as well as 
down-regulation and translocation of β-catenin from the cell membrane to nucleus, 
and up-regulation of mesenchymal molecular markers such as vimentin [100, 106, 
107], fibronectin and N-cadherin [101, 108-110] (Figure 2).
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Figure 2: Key events during EMT. The diagram shows four key steps that are essential for the completion 
of the entire EMT course and the most commonly used epithelial and mesenchymal markers [111].

Recently, Cancer Stem Cells (CSCs) and Epithelial-Mesenchymal Transition (EMT)-
type cells, which shares molecular characteristics with CSCs, have been believed 
to play critical roles in drug resistance and cancer metastasis as demonstrated in 
several human malignancies [106].

E-cadherin promoter is repressed directly or indirectly by specific developmental 
transcription factors such as Twist1, Snai1, Slug, ZEB1, ZEB2, FOXC2, KLF8 and 
E47, which disrupts the polarity of epithelial cells and maintains a mesenchymal 
phenotype [112-114].

Knockdown of E-cadherin by shRNA triggered EMT and resulted in acquisition 
of a mesenchymal phenotype and increased CSC activity in HMLER breast cancer 
cells [115].

Interestingly, the pro- metastatic CD26+ subpopulation within colon CSCs (see 
above) display reduced E-cadherin expression and express EMT markers such as 
N-cadherin [116].

Recent work has begun to address the importance of the tumor microenvironment 
in regulating the EMT during tumorigenesis and also found that the emergence of 
CSCs occurs in part as a result of EMT, for example, through cues from tumor 
microenvironment components. Both the EMT and CSCs play a critical role in tumor 
metastasis, therapeutic resistance and recurrence; however, each alone can not 
explain the sum of the cellular events in tumor progression and the significance of 
EMT in regulating the stemness of CSCs remains unknown until very recently [117].

Mechanisms of Therapeutic Resistance of Cancer Stem 
Cells

The most commonly used treatments strategies in clinically diagnosed different 
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types of cancers including leukemia and solid tumors such as skin, head and neck, 
brain, lung, kidney, bladder, prostate, breast, ovary, spleen, and the gastrointestinal 
system are surgical removal of the tumor tissue, hormonal therapy, radiation therapy 
and combination therapies. The classical treatment is effective in the initial stages of 
treatment, but in case of invasive or metastatic cancer is often resistant to treatment 
and progression of the fatal relapse is observed [118].

Conventional chemotherapy eradicates cycling differentiated cancer cells but 
is ineffective against quiescent CSCs. Under the influence of the stem cell niche, 
these cells not only thrive but also escape cell cycle and proliferation checkpoints 
by conventional therapies, leading to tumor recurrence and metastases [119]. There 
are several molecular mechanisms that may account for CSC therapy resistance. 
Many CSC are noncycling G0 cells, and would not be susceptible to cell cycle specific 
chemotherapy agents. ATP-binding cassette proteins (ABC transporter), known to 
efflux chemotherapy drugs, are often overexpressed in CSC [120].

Other mechanisms of CSC resistance to chemotherapy include quiescence, 
increased expression of antiapoptotic proteins, and multidrug resistance molecules. 
Several mechanisms appear to be involved in radiotherapy resistance including 
higher DNA repair capacity, lower reactive oxygen species (ROS) levels, activation of 
Wnt and Notch signaling pathways, induced autophagy, and the possible existence 
of a hypoxic CSC niche [121].

Targeting Cancer Stem Cells with Therapy
Tumor recurrence following treatment remains a major clinical challenge. 

Evidence from xenograft models and human trials indicates selective enrichment of 
Cancer-Initiating Cells (CICs) in tumors that survive therapy. Together with recent 
reports showing that CIC gene signatures influence patient survival, these studies 
predict that targeting self-renewal, the key ‘stemness’ property unique to CICs, may 
represent a new paradigm in cancer therapy [122]. Targeting the molecular signals 
that control self-renewal, survival, and proliferation of cancer stem cells is therefore 
considered a highly promising approach to tackle cancer at its very roots [9, 123, 
124].

Tumor stem cells often exhibit the self-renewal capacity and asymmetric cell 
division characteristic of normal tissue stem cells. Often, in tumor stem cells these 
self-renewal pathways are dysregulated. However, it is important to note that such 
self-renewal pathways are not active in the bulk of more differentiated cells in the 
tumor. Thus, targeting these dysregulated pathways should allow opportunities to 
develop small-molecule therapeutics specific for tumor stem cells [106, 125].

In a new study in this issue of Nature Medicine, Kreso et al. [122] demonstrate 
that by targeting BMI-1, a gene that lies at the heart of stem cells’ self-renewal 
machinery, they can effectively eliminate human colon cancer stem cells in mouse 
xenografts. They further show that a small-molecule BMI-1 inhibitor blocks tumor 
growth and metastasis in the absence of systemic toxicity, illustrating the feasibility 
of targeting self-renewal as a new strategy for treatment of colon cancer [122].

Promoting CSC differentiation is another approach to cancer therapy. Malignant 
cancer cells are generally derived from poorly differentiated cells, which make them 
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highly tumorigenic. As for CSCs, their self renewal and differentiation properties 
make them even more tumorigenic. Inducing differentiation into weakly tumorigenic 
cells could thus raise the potential for CSC eradication and thereby reduce the 
probability of recurrence after conventional therapy [126].

The presence of ABC transporters in the cells of the side population (cells with 
stem cell activity in the tumor mass) would facilitate the elimination of anticancer 
drugs such as mitoxanthrone, gemcitabine, doxorubicin or 5-fluorouracil [127]. 
Inhibition of ABC transporters can be a strategy for elimination of CSCs.

There are evidences indicating that inhibitors of DNA repair pathways together 
with certain DNA-damaging anticancer drugs increase the efficiency of the cancer 
treatment, due to the inhibition of the pathways that lead to the elimination of the 
toxic effects. There are many agents under study whose full analysis falls out of the 
scope of this chapter, since they are not specifically targeted at CSCs [128].

Manipulating the apoptotic machinery, including activation of pro-apoptotic 
pathways and inactivation of anti-apoptotic pathways to eradicate CSCs, displays 
great potentials [129].

It is known that stem cell niches tend to be hypoxic environments [130], and 
tumor masses also have a tendency to develop hypoxic regions due to the rapid 
cellular growth. Along these lines, the regulation of CSCs and niche ROS levels has 
been suggested as a potential way of therapy [131]. In this sense, enzymes that are 
involved in generation of reactive oxygen (such as superoxide dismutase) could be a 
possible target [128].

Conclusion
Because cancer stem cells are responsible for treatment resistance and cancer 

recurrence, interest in the study of these cells is increasing every day. Illuminating 
various features of these cells help the creation of new therapies and protocols. As 
a result, cancer stem cells are important in cancer cure and to increase the chance 
of and treatment.
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38. Günthert U, Hofmann M, Rudy W, Reber S, Zöller M, et al. (1991) A new variant of glycoprotein CD44 
confers metastatic potential to rat carcinoma cells. Cell 65:13-24.

39. Ponta H, Sherman L, Herrlich PA (2003) CD44: from adhesion molecules to signalling regulators. Nat 
Rev Mol Cell Biol 4: 33-45.

40. Naor D, Sionov RV, Ish-Shalom D (1997) CD44: structure, function, and association with the malignant 
process. Adv. Cancer Res 71: 241-319.

41. Ratajczak MZ (2005) Cancer stem cells--normal stem cells “Jedi” that went over to the “dark side”.
Folia Histochem Cytobiol 43: 175-181.

42. Ponti D, Zaffaroni N, Capelli C, Daidone MG (2006) Breast cancer stem cells: an overview. Eur J
Cancer 42: 1219-1224.

43. Dalerba P, Dylla SJ, Park IK, Liu R, Wang X, et al. (2008) Phenotypic characterization of human
colorectal cancer stem cells. Gastroenterology 104: 10158-10163.

44. Micera A, Lambiase A, Stampachiacchiere B, Bonini S, Bonini S, et al. (2007) Nerve growth factor
and tissue repair remodeling: trkA (NGFR) and p75(NTR), two receptors one fate. Cytokine Growth
Factor Rev 18: 245-256.

45. Valyi-Nagy K, Kormos B, Ali M, Shukla D, Valyi-Nagy T, et al. (2012) Stem cell marker CD271 is
expressed by vasculogenic mimicry forming uveal melanoma cells in three-dimensional cultures.
Molecular Vision 18: 588-592.

46. Chesa PG, Rettig WJ, Thomson TM, Old LJ, Melamed MR, et al. (1988). Immunohistochemical
analysis of nerve growth factor receptor expression in normal and malignant human tissues. J
Histochem Cytochem 36: 383-389.

47. Rogers ML, Beare A, Zola H, Rush RA (2008) CD 271 (P75 neurotrophin receptor). J Biol Regul
Homeost Agents 22: 1-6.

48. Chandrasekaran S, DeLouise LA (2011) Enriching and characterizing cancer stem cell sub-
populations in the WM115 melanoma cell line. Biomaterials 32: 9316-9327.

49. Boiko AD, Razorenova OV, Van de Rijn M, Swetter SM, Johnson DL, et al. (2010) Human melanoma-
initiating cells express neural crest nerve growth factor receptor CD271. Nature 466: 133-137.

50. Civenni G, Walter A, Kobert N, Mihic-Probst D, Zipser M, et al. (2011) Human CD271-positive
melanoma stem cells associated with metastasis establish tumor heterogeneity and long-term
growth. Cancer Res 71: 3098-3109.

https://www.ncbi.nlm.nih.gov/pubmed/18202660
https://www.ncbi.nlm.nih.gov/pubmed/18202660
https://www.ncbi.nlm.nih.gov/pubmed/?term=Side+population+cells+isolated+from+mesenchymal+neoplasms+have+tumor+initiating+potential.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Side+population+cells+isolated+from+mesenchymal+neoplasms+have+tumor+initiating+potential.
https://www.ncbi.nlm.nih.gov/pubmed/18242515
https://www.ncbi.nlm.nih.gov/pubmed/18242515
https://www.ncbi.nlm.nih.gov/pubmed/?term=Identification+and+expansion+of+the+tumorigenic+lung+cancer+stem+cell+population
https://www.ncbi.nlm.nih.gov/pubmed/?term=Identification+and+expansion+of+the+tumorigenic+lung+cancer+stem+cell+population
https://www.ncbi.nlm.nih.gov/pubmed/?term=Prospective+identification+of+tumorigenic+prostate+cancer+stem+cells.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Prospective+identification+of+tumorigenic+prostate+cancer+stem+cells.
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD133+expression+defines+a+tumor+initiating+cell+population+in+primary+human+ovarian+cancer
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD133+expression+defines+a+tumor+initiating+cell+population+in+primary+human+ovarian+cancer
https://link.springer.com/chapter/10.1007/978-0-387-89611-3_7
https://link.springer.com/chapter/10.1007/978-0-387-89611-3_7
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD44+in+cancer+progression%3A+adhesion%2C+migration+and+growth+regulation%2C+Marhaba
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD44+in+cancer+progression%3A+adhesion%2C+migration+and+growth+regulation%2C+Marhaba
https://www.ncbi.nlm.nih.gov/pubmed/?term=A+new+variant+of+glycoprotein+CD44+confers+metastatic+potential+to+rat+carcinoma+cells
https://www.ncbi.nlm.nih.gov/pubmed/?term=A+new+variant+of+glycoprotein+CD44+confers+metastatic+potential+to+rat+carcinoma+cells
https://www.ncbi.nlm.nih.gov/pubmed/12511867
https://www.ncbi.nlm.nih.gov/pubmed/12511867
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD44%3A+structure%2C+function%2C+and+association+with+the+malignant+process
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD44%3A+structure%2C+function%2C+and+association+with+the+malignant+process
https://www.ncbi.nlm.nih.gov/pubmed/?term=Cancer+stem+cells--normal+stem+cells+%22Jedi%22+that+went+over+to+the+%22dark+side%22
https://www.ncbi.nlm.nih.gov/pubmed/?term=Cancer+stem+cells--normal+stem+cells+%22Jedi%22+that+went+over+to+the+%22dark+side%22
https://www.ncbi.nlm.nih.gov/pubmed/?term=Breast+cancer+stem+cells%3A+an+overview.+ponti
https://www.ncbi.nlm.nih.gov/pubmed/?term=Breast+cancer+stem+cells%3A+an+overview.+ponti
https://www.ncbi.nlm.nih.gov/pubmed/17548814
https://www.ncbi.nlm.nih.gov/pubmed/17548814
https://www.ncbi.nlm.nih.gov/pubmed/?term=Nerve+growth+factor+and+tissue+repair+remodeling%3A+trkA+(NGFR)+and+p75(NTR)%2C+two+receptors+one+fate
https://www.ncbi.nlm.nih.gov/pubmed/?term=Nerve+growth+factor+and+tissue+repair+remodeling%3A+trkA+(NGFR)+and+p75(NTR)%2C+two+receptors+one+fate
https://www.ncbi.nlm.nih.gov/pubmed/?term=Nerve+growth+factor+and+tissue+repair+remodeling%3A+trkA+(NGFR)+and+p75(NTR)%2C+two+receptors+one+fate
https://www.ncbi.nlm.nih.gov/pubmed/?term=tem+cell+marker+CD271+is+expressed+by+vasculogenic+mimicry+forming+uveal+melanoma+cells+in+three-dimensional+cultures.
https://www.ncbi.nlm.nih.gov/pubmed/?term=tem+cell+marker+CD271+is+expressed+by+vasculogenic+mimicry+forming+uveal+melanoma+cells+in+three-dimensional+cultures.
https://www.ncbi.nlm.nih.gov/pubmed/?term=tem+cell+marker+CD271+is+expressed+by+vasculogenic+mimicry+forming+uveal+melanoma+cells+in+three-dimensional+cultures.
https://www.ncbi.nlm.nih.gov/pubmed/2831267
https://www.ncbi.nlm.nih.gov/pubmed/2831267
https://www.ncbi.nlm.nih.gov/pubmed/2831267
https://www.ncbi.nlm.nih.gov/pubmed/18394312
https://www.ncbi.nlm.nih.gov/pubmed/18394312
https://www.ncbi.nlm.nih.gov/pubmed/?term=Enriching+and+characterizing+cancer+stem+cell+sub-populations+in+the+WM115+melanoma+cell+line
https://www.ncbi.nlm.nih.gov/pubmed/?term=Enriching+and+characterizing+cancer+stem+cell+sub-populations+in+the+WM115+melanoma+cell+line
https://www.ncbi.nlm.nih.gov/pubmed/?term=Human+melanoma-initiating+cells+express+neural+crest+nerve+growth+factor+receptor+CD271.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Human+melanoma-initiating+cells+express+neural+crest+nerve+growth+factor+receptor+CD271.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Human+CD271-positive+melanoma+stem+cells+associated+with+metastasis+establish+tumor+heterogeneity+and+long-term+growth.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Human+CD271-positive+melanoma+stem+cells+associated+with+metastasis+establish+tumor+heterogeneity+and+long-term+growth.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Human+CD271-positive+melanoma+stem+cells+associated+with+metastasis+establish+tumor+heterogeneity+and+long-term+growth.


66

51. Zou B, Sun S, Qi X, Ji P (2012) Aldehyde dehydrogenase activity is a cancer stem cell marker of 
tongue squamous cell carcinoma. Mol Med Rep 5: 1116-1120. 

52. Vasiliou V, Pappa A, Estey T (2004) Role of human aldehyde dehydrogenases in endobiotic and 
xenobiotic metabolism. Drug Metab Rev 36: 279-299.

53. Cai J, Weiss ML, Rao MS (2004) In search of ‘stemness’. Exp Hematol 32: 585-598.

54. Douville J, Beaulieu R, Balicki D (2008) ALDH1 as a functional marker of cancer stem and progenitor 
cells. Stem Cells Dev 18: 17-25.

55. Marchitti SA, Brocker C, Stagos D, Vasiliou V (2008) Non-P450 aldehyde oxidizing enzymes: the 
aldehyde dehydrogenase superfamily. Expert Opin Drug Metab Toxicol 4: 697-720.

56. Marcato P, Dean CA, Giacomantonio CA, Lee PWK (2011) Aldehyde dehydrogenase: Its role as a 
cancer stem cell marker comes down to the specific isoform. Cell Cycle 10: 1378-1384.

57. Munz M, Baeuerle PA, Gires O (2009) The Emerging Role of EpCAM in Cancer and Stem Cell 
Signaling. Cancer Res 69: 5627-5629.

58. Balzar M, Winter MJ, De Boer CJ, Litvinov SV (1999) The biology of the 17-1A antigen (Ep-CAM). J 
Mol Med (Berl) 77: 699-712.

59. Winter MJ, Nagelkerken B, Mertens AE, Rees-Bakker HA, Briaire-de Bruijn IH, et al. (2003) Expression 
of Ep-CAM shifts the state of cadherin-mediated adhesions from strong to weak. Exp Cell Res 285: 
50-58.

60. Mohan A, Nalini V, Mallikarjuna K, Jyotirmay B, Krishnakumar S, et al. (2007) Expression of motility-
related protein MRP1/CD9, N-cadherin, E-cadherin, alpha-catenin and beta-catenin in retinoblastoma. 
Exp Eye Res 84: 781-789.

61. Yamashita T, Budhu A, Forgues M, Wang XW (2007) Activation of hepatic stem cell marker EpCAM 
by Wnt-beta-catenin signaling in hepatocellular carcinoma. Cancer Res 67: 10831-10839.

62. Guillemot JC, Naspetti M, Malergue F, Montcourrier P, Galland F, et al. (2001) Ep-CAM transfection 
in thymic epithelial cell lines triggers the formation of dynamic actin-rich protrusions involved in the 
organization of epithelial cell layers. Histochem Cell Biol 116: 371-378.

63. Münz M, Kieu C, Mack B, Schmitt B, Zeidler R, et al. (2004) The carcinoma-associated antigen 
EpCAM upregulates c-myc and induces cell proliferation. Oncogene 23: 5748-5758.

64. Osta WA, Chen Y, Mikhitarian K, Mitas M, Salem M, et al. (2004) EpCAM is overexpressed in breast 
cancer and is a potential target for breast cancer gene therapy. Cancer Res 64: 5818-5824.

65. Münz M, Zeidler R, Gires O (2005) The tumour-associated antigen EpCAM upregulates the fatty acid 
binding protein E-FABP. Cancer Lett 225: 151-157.

66. Meyer MJ, Fleming JM, Lin AF, Hussnain SA, Ginsburg E, et al. (2010) CD44posCD49fhiCD133/2hi 
defines xenograft-initiating cells in estrogen receptor-negative breast cancer. Cancer Res 70: 4624-4633.

67. Wright MH, Calcagno AM, Salcido CD, Carlson MD, Ambudkar SV, et al. (2008) Brca1 breast tumors 
contain distinct CD44+/CD24- and CD133+ cells with cancer stem cell characteristics. Breast Cancer 
Res 10: R10.

68. Singh SK, Clarke ID, Terasaki M, Bonn VE, Hawkins C, et al. (2003) Identification of a cancer stem 
cell in human brain tumors. Cancer Res 63: 5821-5828.

69. Todaro M, Alea MP, Di Stefano AB, Cammareri P, Vermeulen L, et al. (2004) Colon Cancer Stem 
Cells Dictate Tumor Growth and Resist Cell Death by Production of Interleukin-4. Cell Stem Cell 1: 
389-402.

70. Ma S, Chan KW, Hu L, Lee TK, Wo JY, et al. (2007) Identification and characterization of tumorigenic 
liver cancer stem/progenitor cells. Gastroenterology 132: 2542-2556.

71. Yin S, Li J, Hu C, Chen X, Yao M, et al. (2007) CD133 positive hepatocellular carcinoma cells possess 
high capacity for tumorigenicity. Int J Cancer 120: 1444-1450.

https://www.ncbi.nlm.nih.gov/pubmed/22307065
https://www.ncbi.nlm.nih.gov/pubmed/22307065
https://www.ncbi.nlm.nih.gov/pubmed/15237855
https://www.ncbi.nlm.nih.gov/pubmed/15237855
https://www.ncbi.nlm.nih.gov/pubmed/15246154
https://www.ncbi.nlm.nih.gov/pubmed/18573038
https://www.ncbi.nlm.nih.gov/pubmed/18573038
https://www.ncbi.nlm.nih.gov/pubmed/?term=Non-P450+aldehyde+oxidizing+enzymes%3A+the+aldehyde+dehydrogenase+superfamily
https://www.ncbi.nlm.nih.gov/pubmed/?term=Non-P450+aldehyde+oxidizing+enzymes%3A+the+aldehyde+dehydrogenase+superfamily
https://www.ncbi.nlm.nih.gov/pubmed/?term=ldehyde+dehydrogenase%3A+Its+role+as+a+cancer+stem+cell+marker+comes+down+to+the+specific+isoform.
https://www.ncbi.nlm.nih.gov/pubmed/?term=ldehyde+dehydrogenase%3A+Its+role+as+a+cancer+stem+cell+marker+comes+down+to+the+specific+isoform.
https://www.ncbi.nlm.nih.gov/pubmed/19584271
https://www.ncbi.nlm.nih.gov/pubmed/19584271
https://www.ncbi.nlm.nih.gov/pubmed/10606205
https://www.ncbi.nlm.nih.gov/pubmed/10606205
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expression+of+Ep-CAM+shifts+the+state+of+cadherin-mediated+adhesions+from+strong+to+weak
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expression+of+Ep-CAM+shifts+the+state+of+cadherin-mediated+adhesions+from+strong+to+weak
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expression+of+Ep-CAM+shifts+the+state+of+cadherin-mediated+adhesions+from+strong+to+weak
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expression+of+motility-related+protein+MRP1%2FCD9%2C+N-cadherin%2C+E-cadherin%2C+alpha-catenin+and+beta-catenin+in+retinoblastoma
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expression+of+motility-related+protein+MRP1%2FCD9%2C+N-cadherin%2C+E-cadherin%2C+alpha-catenin+and+beta-catenin+in+retinoblastoma
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expression+of+motility-related+protein+MRP1%2FCD9%2C+N-cadherin%2C+E-cadherin%2C+alpha-catenin+and+beta-catenin+in+retinoblastoma
https://www.ncbi.nlm.nih.gov/pubmed/18006828
https://www.ncbi.nlm.nih.gov/pubmed/18006828
https://www.ncbi.nlm.nih.gov/pubmed/?term=Ep-CAM+transfection+in+thymic+epithelial+cell+lines+triggers+the+formation+of+dynamic+actin-rich+protrusions+involved+in+the+organization+of+epithelial+cell+layers.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Ep-CAM+transfection+in+thymic+epithelial+cell+lines+triggers+the+formation+of+dynamic+actin-rich+protrusions+involved+in+the+organization+of+epithelial+cell+layers.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Ep-CAM+transfection+in+thymic+epithelial+cell+lines+triggers+the+formation+of+dynamic+actin-rich+protrusions+involved+in+the+organization+of+epithelial+cell+layers.
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+carcinoma-associated+antigen+EpCAM+upregulates+c-myc+and+induces+cell+proliferation.
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+carcinoma-associated+antigen+EpCAM+upregulates+c-myc+and+induces+cell+proliferation.
https://www.ncbi.nlm.nih.gov/pubmed/15313925
https://www.ncbi.nlm.nih.gov/pubmed/15313925
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+tumour-associated+antigen+EpCAM+upregulates+the+fatty+acid+binding+protein+E-FABP.
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+tumour-associated+antigen+EpCAM+upregulates+the+fatty+acid+binding+protein+E-FABP.
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD44posCD49fhiCD133%2F2hi+defines+xenograft-initiating+cells+in+estrogen+receptor-negative+breast+cancer.
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD44posCD49fhiCD133%2F2hi+defines+xenograft-initiating+cells+in+estrogen+receptor-negative+breast+cancer.
https://www.ncbi.nlm.nih.gov/pubmed/18241344
https://www.ncbi.nlm.nih.gov/pubmed/18241344
https://www.ncbi.nlm.nih.gov/pubmed/18241344
https://www.ncbi.nlm.nih.gov/pubmed/14522905
https://www.ncbi.nlm.nih.gov/pubmed/14522905
https://www.ncbi.nlm.nih.gov/pubmed/18371377
https://www.ncbi.nlm.nih.gov/pubmed/18371377
https://www.ncbi.nlm.nih.gov/pubmed/18371377
https://www.ncbi.nlm.nih.gov/pubmed/17570225
https://www.ncbi.nlm.nih.gov/pubmed/17570225
https://www.ncbi.nlm.nih.gov/pubmed/17205516
https://www.ncbi.nlm.nih.gov/pubmed/17205516


67

72. Ferrandina G, Bonanno G, Pierelli L, Perillo A, Procoli A, et al. (2008) Expression of CD133-1 and
CD133-2 in ovarian cancer. Int J Gynecol Cancer 18: 506-514.

73. Baba T, Convery PA, Matsumura N, Whitaker RS, Kondoh E, et al. (2009) Epigenetic regulation of
CD133 and tumorigenicity of CD133+ ovarian cancer cells. Oncogene 28: 209-218.

74. Miraglia S, Godfrey W, Yin AH, Atkins K, Warnke R, et al. (1997) A novel five-transmembrane
hematopoietic stem cell antigen: Isolation, characterization, and molecular cloning. Blood 90: 5013-
5021.

75. Galli R, Binda E, Orfanelli U, Cipelletti B, Gritti A, et al. (2004) Isolation and characterization of
tumorigenic, stem-like neural precursors from human glioblastoma. Cancer Res 64: 7011-7021.

76. Beier D, Hau P, Proescholdt M, Lohmeier A, Wischhusen J, et al. (2007) CD133(+) and CD133
(-) glioblastoma-derived cancer stem cells show differential growth characteristics and molecular
profiles. Cancer Res 67: 4010-4015.

77. Joo KM, Kim SY, Jin X, Song SY, Kong DS, et al. (2008) Clinical and biological implications of CD133-
positive and CD133-negative cells in glioblastomas. Lab Invest 88: 808-815.

78. Ogden AT, Waziri AE, Lochhead RA, Fusco D, Lopez K, et al. (2008) Identification of A2B5+CD133-
tumor-initiating cells in adult human gliomas. Neurosurgery 62: 505-514.

79. Wang J, Sakariassen PØ, Tsinkalovsky O, Immervoll H, Bøe SO, et al. (2008) CD133 negative glioma 
cells form tumors in nude rats and give rise to CD133 positive cells. Int J Cancer 122: 761-768.

80. Son MJ, Woolard K, Nam DH, Lee J, Fine HA, et al. (2009) SSEA-1 is an enrichment marker for
tumor-initiating cells in human glioblastoma. Cell Stem Cell 4: 440-452.

81. Günther HS, Schmidt NO, Phillips HS, Kemming D, Kharbanda S, et al. (2008) Glioblastoma- derived 
stem cell-enriched cultures form distinct subgroups according to molecular and phenotypic criteria.
Oncogene 27: 2897-2909.

82. Chen R, Nishimura MC, Bumbaca SM, Kharbanda S, Forrest WF, et al. (2010) A hierarchy of self-
renewing tumor-initiating cell types in glioblastoma. Cancer Cell 17: 362-375.

83. Takebe N, Miele L, Harris PJ, Jeong W, Bando H, et al. (2015) Targeting Notch, Hedgehog, and Wnt
pathways in cancer stem cells: clinical update. Nat Rev Clin Oncol 12: 445-464.

84. Guo H, Lu Y, Wang J, Liu X, Keller ET, et al. (2014) Targeting the Notch signaling pathway in cancer
therapeutics. Thoracic Cancer 5: 473-486.

85. Espinoza I, Pochampally R, Xing F, Watabe K, Miele L, et al. (2013) Notch signaling: targeting cancer 
stem cells and epithelial-to-mesenchymal transition. Onco Targets Ther 6: 1249-1259.

86. Onishi H, Katano M (2014) Hedgehog signaling pathway as a new therapeutic target in pancreatic
cancer. World J Gastroenterol 20: 2335-2342.

87. Merchant AA, Matsu W (2010) Targeting hedgehog -a cancer stem cell pathway. Clin Cancer Res
16: 3130-3140.

88. Clement V, Sanchez P, De Tribolet N, Radovanovic I, Altaba A, et al. (2007) HEDGEHOG-GLI1
signaling regulates human glioma growth, cancer stem cell self-renewal, and tumorigenicity. Curr
Biol 17: 165-172.

89. Bar EE, Chaudhry A, Lin A, Fan X, Schreck K, et al. (2007) Cyclopamine-mediated Hedgehog
pathway inhibition depletes stem-like cancer cells in glioblastoma. Stem Cells 25: 2524-33.

90. Dierks C, Beigi R, Guo GR, Zirlik K, Stegert MR, et al. (2008) Expansion of Bcr-Abl-positive leukemic
stem cells is dependent on Hedgehog pathway activation. Cancer Cell 14: 238-249.

91. Liu S, Dontu G, Mantle ID, Patel S, Ahn NS, et al. (2006) Hedgehog signaling and Bmi-1 regulate self-
renewal of normal and malignant human mammary stem cells. Cancer Res 66: 6063-6071.

92. Feldmann G, Dhara S, Fendrich V, Bedja D, Beaty R, et al. (2007) Blockade of hedgehog signaling

https://www.ncbi.nlm.nih.gov/pubmed/17868344
https://www.ncbi.nlm.nih.gov/pubmed/17868344
https://www.ncbi.nlm.nih.gov/pubmed/18836486
https://www.ncbi.nlm.nih.gov/pubmed/18836486
https://www.ncbi.nlm.nih.gov/pubmed/9389721
https://www.ncbi.nlm.nih.gov/pubmed/9389721
https://www.ncbi.nlm.nih.gov/pubmed/9389721
https://www.ncbi.nlm.nih.gov/pubmed/15466194
https://www.ncbi.nlm.nih.gov/pubmed/15466194
https://www.ncbi.nlm.nih.gov/pubmed/17483311
https://www.ncbi.nlm.nih.gov/pubmed/17483311
https://www.ncbi.nlm.nih.gov/pubmed/17483311
https://www.ncbi.nlm.nih.gov/pubmed/18560366
https://www.ncbi.nlm.nih.gov/pubmed/18560366
https://www.ncbi.nlm.nih.gov/pubmed/18382330
https://www.ncbi.nlm.nih.gov/pubmed/18382330
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD133+negative+glioma+cells+form+tumors+in+nude+rats+and+give+rise+to+CD133+positive+cells
https://www.ncbi.nlm.nih.gov/pubmed/?term=CD133+negative+glioma+cells+form+tumors+in+nude+rats+and+give+rise+to+CD133+positive+cells
https://www.ncbi.nlm.nih.gov/pubmed/?term=SSEA-1+is+an+enrichment+marker+for+tumor-initiating+cells+in+human+glioblastoma
https://www.ncbi.nlm.nih.gov/pubmed/?term=SSEA-1+is+an+enrichment+marker+for+tumor-initiating+cells+in+human+glioblastoma
https://www.ncbi.nlm.nih.gov/pubmed/?term=Glioblastoma-+derived+stem+cell-enriched+cultures+form+distinct+subgroups+according+to+molecular+and+phenotypic+criteria.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Glioblastoma-+derived+stem+cell-enriched+cultures+form+distinct+subgroups+according+to+molecular+and+phenotypic+criteria.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Glioblastoma-+derived+stem+cell-enriched+cultures+form+distinct+subgroups+according+to+molecular+and+phenotypic+criteria.
https://www.ncbi.nlm.nih.gov/pubmed/25850553
https://www.ncbi.nlm.nih.gov/pubmed/25850553
https://www.ncbi.nlm.nih.gov/pubmed/26767041
https://www.ncbi.nlm.nih.gov/pubmed/26767041
https://www.ncbi.nlm.nih.gov/pubmed/?term=Notch+signaling%3A+targeting+cancer+stem+cells+and+epithelial-to-mesenchymal+transition.++Espinoza
https://www.ncbi.nlm.nih.gov/pubmed/?term=Notch+signaling%3A+targeting+cancer+stem+cells+and+epithelial-to-mesenchymal+transition.++Espinoza
https://www.ncbi.nlm.nih.gov/pubmed/24605030
https://www.ncbi.nlm.nih.gov/pubmed/24605030
https://www.ncbi.nlm.nih.gov/pubmed/20530699
https://www.ncbi.nlm.nih.gov/pubmed/20530699
https://www.ncbi.nlm.nih.gov/pubmed/?term=HEDGEHOG-GLI1+signaling+regulates+human+glioma+growth%2C+cancer+stem+cell+self-renewal%2C+and+tumorigenicity.
https://www.ncbi.nlm.nih.gov/pubmed/?term=HEDGEHOG-GLI1+signaling+regulates+human+glioma+growth%2C+cancer+stem+cell+self-renewal%2C+and+tumorigenicity.
https://www.ncbi.nlm.nih.gov/pubmed/?term=HEDGEHOG-GLI1+signaling+regulates+human+glioma+growth%2C+cancer+stem+cell+self-renewal%2C+and+tumorigenicity.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Cyclopamine-mediated+Hedgehog+pathway+inhibition+depletes+stem-like+cancer+cells+in+glioblastoma.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Cyclopamine-mediated+Hedgehog+pathway+inhibition+depletes+stem-like+cancer+cells+in+glioblastoma.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expansion+of+Bcr-Abl-positive+leukemic+stem+cells+is+dependent+on+Hedgehog+pathway+activation
https://www.ncbi.nlm.nih.gov/pubmed/?term=Expansion+of+Bcr-Abl-positive+leukemic+stem+cells+is+dependent+on+Hedgehog+pathway+activation
https://www.ncbi.nlm.nih.gov/pubmed/?term=Hedgehog+signaling+and+Bmi-1+regulate+self-renewal+of+normal+and+malignant+human+mammary+stem+cells
https://www.ncbi.nlm.nih.gov/pubmed/?term=Hedgehog+signaling+and+Bmi-1+regulate+self-renewal+of+normal+and+malignant+human+mammary+stem+cells
https://www.ncbi.nlm.nih.gov/pubmed/17332349


68

inhibits pancreatic cancer invasion and metastases: a new paradigm for combination therapy in solid 
cancers. Cancer Res 67: 2187-2196.

93. Peacock CD, Wang Q, Gesell GS, Corcoran-Schwartz IM, Jones E, et al. (2007) Hedgehog signaling
maintains a tumor stem cell compartment in multiple myeloma. PNAS 104: 4048-4053.

94. Zhao C, Chen A, Jamieson CH, Fereshteh M, Abrahamsson A, et al. (2009) Hedgehog signalling is
essential for maintenance of cancer stem cells in myeloid leukaemia. Nature 458: 776-779.

95. Klaus A, Birchmeier W (2008) Wnt signalling and its impact on development and cancer. Nat Rev
Cancer 8: 387-398.

96. Gaston-Massuet C, Andoniadou CL, Signore M, Jayakody SA, Charolidi N, et al. (2011) Increased
Wingless (Wnt) signaling in pituitary progenitor/stem cells gives rise to pituitary tumors in mice and
humans. PNAS 108: 11482-11487.

97. Takahashi-Yanaga F, Kahn M (2010) Targeting Wnt signaling: can we safely eradicate cancer stem
cells? Clin Cancer Res 16: 3153-3162.

98. Chiang AC, Massague J (2008) Molecular basis of metastasis. N Engl J Med 359: 2814-2823.

99. Schmalhofer O, Brabletz S, Brabletz T (2009) E-cadherin, beta-catenin, and ZEB1 in malignant
progression of cancer. Cancer Metastasis Rev 28: 151-166.

100. Berx G, Raspe E, Christofori G, Thiery JP, Sleeman JP, et al. (2007) Pre-EMTing metastasis? 
Recapitulation of morphogenetic processes in cancer. Clin Exp Metastasis 24: 587-597.

101. Thiery JP (2002) Epithelial-mesenchymal transitions in tumour progression. Nat Rev Cancer  
2: 442-454.

102. Pino VV, Valdespino PM, Pino Junior VV (2013) Main phenotype subphases in reprogramming 
somatic cells as a model of cellular differentiation process. American Journal of Biomedical 
Research 1: 48-56.

103. Brabletz T, Jung A, Reu S, Porzner M, Hlubek F, et al. (2001) Variable beta-catenin expression in 
colorectal cancers indicates tumor progression driven by the tumor environment. PNAS 98: 10356-
10361.

104. Gregory PA, Bert AG, Paterson EL, Barry SC, Tsykin A, et al. (2008) The miR-200 family and miR-
205 regulate epithelial to mesenchymal transition by targeting ZEB1 and SIP1. Nat Cell Biol 10: 
593-601.

105. Kong D, Wang Z, Sarkar SH, Li Y, Banerjee S, et al. (2008) Platelet-derived growth factor-D 
overexpression contributes to epithelial- mesenchymal transition of PC3 prostate cancer cells. 
Stem Cells 26: 1425-1435.

106. Sarkar FH, Li Y, Wang Z, Kong D (2009) Pancreatic cancer stem cells and EMT in drug resistance 
and metastasis. Minerva Chir 64: 489-500.

107. Shorning BY, Griffiths D, Clarke AR (2011) Lkb1 and Pten Synergise to Suppress mTOR-Mediated 
Tumorigenesis and Epithelial-Mesenchymal Transition in the Mouse Bladder. PLoS One 6: e16209.

108. Lee JM, Dedhar S, Kalluri R, Thompson EW (2006) The epithelial-mesenchymal transition: New 
insights in signaling, development, and disease. J Cell Biol 172: 973-981.

109. Hugo H, Ackland ML, Blick T, Lawrence MG, Clements JA, et al. (2007) Epithelial-mesenchymal and 
mesenchymal-epithelial transitions in carcinoma progression. J. Cell Physiol 213: 374-383.

110. Thiery JP, Sleeman JP (2006) Complex networks orchestrate epithelial-mesenchymal transitions. 
Nat Rev Mol Cell Biol 7: 131-142.

111. Aroeira LS, Aguilera A, Sanchez-Tomero JA, Bajo MA, del Peso G, et al. (2007) Epithelial to 
mesenchymal transition and peritoneal membrane failure in peritoneal dialysis patients: pathologic 
significance and potential therapeutic interventions. J Am Soc Nephrol 18: 2004-2013.

https://www.ncbi.nlm.nih.gov/pubmed/17332349
https://www.ncbi.nlm.nih.gov/pubmed/17332349
https://www.ncbi.nlm.nih.gov/pubmed/17360475
https://www.ncbi.nlm.nih.gov/pubmed/17360475
https://www.ncbi.nlm.nih.gov/pubmed/19169242
https://www.ncbi.nlm.nih.gov/pubmed/19169242
https://www.ncbi.nlm.nih.gov/pubmed/18432252
https://www.ncbi.nlm.nih.gov/pubmed/18432252
https://www.ncbi.nlm.nih.gov/pubmed/21636786
https://www.ncbi.nlm.nih.gov/pubmed/21636786
https://www.ncbi.nlm.nih.gov/pubmed/21636786
https://www.ncbi.nlm.nih.gov/pubmed/20530697
https://www.ncbi.nlm.nih.gov/pubmed/20530697
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4189180/
https://www.ncbi.nlm.nih.gov/pubmed/19153669
https://www.ncbi.nlm.nih.gov/pubmed/19153669
https://www.ncbi.nlm.nih.gov/pubmed/17978854
https://www.ncbi.nlm.nih.gov/pubmed/17978854
https://www.ncbi.nlm.nih.gov/pubmed/12189386
https://www.ncbi.nlm.nih.gov/pubmed/12189386
https://pdfs.semanticscholar.org/a4dc/e7ccc45ceb74bf6c1446e18aeb99f251e95f.pdf
https://pdfs.semanticscholar.org/a4dc/e7ccc45ceb74bf6c1446e18aeb99f251e95f.pdf
https://pdfs.semanticscholar.org/a4dc/e7ccc45ceb74bf6c1446e18aeb99f251e95f.pdf
https://www.ncbi.nlm.nih.gov/pubmed/?term=Variable+beta-catenin+expression+in+colorectal+cancers+indicates+tumor+progression+driven+by+the+tumor+environment
https://www.ncbi.nlm.nih.gov/pubmed/?term=Variable+beta-catenin+expression+in+colorectal+cancers+indicates+tumor+progression+driven+by+the+tumor+environment
https://www.ncbi.nlm.nih.gov/pubmed/?term=Variable+beta-catenin+expression+in+colorectal+cancers+indicates+tumor+progression+driven+by+the+tumor+environment
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+miR-200+family+and+miR-205+regulate+epithelial+to+mesenchymal+transition+by+targeting+ZEB1+and+SIP1
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+miR-200+family+and+miR-205+regulate+epithelial+to+mesenchymal+transition+by+targeting+ZEB1+and+SIP1
https://www.ncbi.nlm.nih.gov/pubmed/?term=The+miR-200+family+and+miR-205+regulate+epithelial+to+mesenchymal+transition+by+targeting+ZEB1+and+SIP1
https://www.ncbi.nlm.nih.gov/pubmed/?term=Platelet-derived+growth+factor-D+overexpression+contributes+to+epithelial-+mesenchymal+transition+of+PC3+prostate+cancer+cells.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Platelet-derived+growth+factor-D+overexpression+contributes+to+epithelial-+mesenchymal+transition+of+PC3+prostate+cancer+cells.
https://www.ncbi.nlm.nih.gov/pubmed/?term=Platelet-derived+growth+factor-D+overexpression+contributes+to+epithelial-+mesenchymal+transition+of+PC3+prostate+cancer+cells.
https://www.ncbi.nlm.nih.gov/pubmed/19859039
https://www.ncbi.nlm.nih.gov/pubmed/19859039
http://journals.plos.org/plosone/article?id=10.1371/journal.pone.0016209
http://journals.plos.org/plosone/article?id=10.1371/journal.pone.0016209
https://www.ncbi.nlm.nih.gov/pubmed/16567498
https://www.ncbi.nlm.nih.gov/pubmed/16567498
https://www.ncbi.nlm.nih.gov/pubmed/17680632
https://www.ncbi.nlm.nih.gov/pubmed/17680632
https://www.ncbi.nlm.nih.gov/pubmed/16493418
https://www.ncbi.nlm.nih.gov/pubmed/16493418
https://www.ncbi.nlm.nih.gov/pubmed/17568021
https://www.ncbi.nlm.nih.gov/pubmed/17568021
https://www.ncbi.nlm.nih.gov/pubmed/17568021


69

112. Kang Y, Massague J (2004) Epithelial-mesenchymal transitions: twist in development and 
metastasis. Cell 118: 277-279.

113.  Yang J, Weinberg RA (2008) Epithelial-mesenchymal transition: at the crossroads of development 
and tumor metastasis. Dev Cell 14: 818-829.

114. Thiery JP, Acloque H, Huang RY, Nieto MA (2009) Epithelial-mesenchymal transitions in 
development and disease. Cell 139: 871-890.

115. Gupta PB, Onder TT, Jiang G, Tao K, Kuperwasser C, et al. (2009) Identification of selective 
inhibitors of cancer stem cells by high-throughput screening. Cell 138: 645-659.

116. Pang R, Law WL, Chu AC, Poon JT, Lam CS, et al. (2010) A subpopulation of CD26+ cancer stem 
cells with metastatic capacity in human colorectal cancer. Cell Stem Cell 6: 603-615.

117. Ouyang G (2011) Epithelial-Mesenchymal Transition and Cancer Stem Cells. In: Shostak S (eds) 
Cancer Stem Cells - The Cutting Edge, InTech Croatia.

118. Mimeault M, Hauke R, Mehta PP, Batra SK (2007) Recent advances in cancer stem/progenitor cell 
research: therapeutic implications for overcoming resistance to the most aggressive cancers. J Cell 
Mol Med 11: 981-1011.

119. Donnenberg VS, Donnenberg AD (2005) Multiple drug resistance in cancer revisited: the cancer 
stem cell hypothesis. J Clin Pharmacol 45: 872-877.

120. Chapuy B, Koch R, Radunski U, Corsham S, Cheong N, et al. (2008) Intracellular ABC transporter 
A3 confers multidrug resistance in leukemia cells by lysosomal drug sequestration. Leukemia 22: 
1576-86. 

121. Lee CYF, Diehn M (2011) Mechanisms of Radioresistance in Cancer Stem Cells. In: Allan AL (eds) 
Cancer Stem Cells in Solid Tumors. Humana Press. USA.

122. Kreso A, Van Galen P, Pedley NM, Lima-Fernandes E, Frelin C, et al. (2014) Self-renewal as a 
therapeutic target in human colorectal cancer. Nature Medicine 20: 29-36. 

123.  Ailles LE, Weissman IL (2007) Cancer stem cells in solid tumors. Curr Opin Biotechnol 18: 460-466.

124.  Clarke MF, Fuller M (2006) Stem cells and cancer: two faces of eve. Cell 124: 1111-1115.

125.  Mufson RA (2015) Strategies for Targeting Cancer Stem Cells. Rev Cell Biol Mol Med 1: 140-163.

126.  Chen LS, Wang AX, Dong B, Pu KF, Yuan LH, et al. (2012) A new prospect in cancer therapy: 
targeting cancer stem cells to eradicate cancer. Chin J Cancer 31: 564-572.

127.  Klonisch T, Wiechec E, Hombach-Klonisch S, Ande SR, Wesselborg S, et al. (2008) Cancer stem 
cell markers in common cancers - therapeutic implications. Trends Mol Med 14: 450-460.
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