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The hierarchical organization and heterogeneity that are
present within malignancies have been recently attributed
to stem cell-like subset of tumor cells. Cancer Stem Cells
(CSCs) have gained an exclusive interest as they are identified
to push tumor growth and seed metastasis and are responsi-
ble for therapy failure and tumor resistance [1].

The molecular mechanism that drives the CSC popula-
tion has started to emerge, and the identification and origin
of factors that maintain or even induce a CSC phenotype
remain an intense area of research. This special issue con-
tains seven articles, four reviews, and three original studies,
highlighting the recent advances in CSC-activated pathways,
with particular emphasis on the cross-talk between the CSC
and the tumor microenvironment (TME). The studies pre-
sented here also highlighted compounds (e.g., epi-drugs)
that are described to modulate CSCs and TME-activated
pathways and thus can be subsequently exploited for
therapeutic use.

P. Gener et al., in a review article, discussed the overlap-
ping phenotype between CSC and mesenchymal cancer cells,
in terms of origin, activated pathways, and the implication
for cancer treatment. Indeed, similarly to CSC, a link between
epithelial to mesenchymal transition of cancer cells and
metastasis as well as resistance to anticancer agents has been
proposed [2]. Although other reports suggested that EMT is
not necessary for metastasis, but rather it is the tumor micro-
environment that regulate epithelial or mesenchymal state,
still agent able to target common pathways regulating both
CSC and EMT (e.g., TGF-β and NF-κβ signaling) showed

antimetastatic potential and improved anticancer treatments.
However, the authors also suggested that the strategies to
prevent tumor remission by targeting the highlighted path-
ways should include integrated combining approach that
take in account the intrinsic dynamism characterizing,
within the tumor, the interconversion capacity of non-CSCs
to new CSCs and mesenchymal cells, via EMT activation.

As suggested above, several evidences demonstrated a
critical role of the microenvironment in regulating CSC and
their involvement in tumor progression. In this regard C.
Ciardiello et al. reviewed the bidirectional communication
mechanisms between the CSC and the microenvironment,
mediated by extracellular vesicles (EVs). EVs are considered
as one of the most effective vehicles of information among
cells, and recent findings demonstrated that they play an
important role in cancer development and progression, by
transferring information between cancer cells as well as
between cancer cells and tumor microenvironment, at both
paracrine and systemic level [3]. EVs are highly heteroge-
neous; however, they can be classified in two major classes:
the shed microvesicles, formed through the direct budding
of the plasma membrane, and the exosomes, small size
vesicles (30-150 nm) generated through the classical
endosome-multivesicular body pathway [3].

The specific role of this latter class of vesicles was
reviewed by J. Xu et al. They speculate that exosomes play a
role in maintaining homeostasis between non-CSCs and
CSCs within the tumor. The authors described how exo-
somes can regulate both EMT and CSC phenotype activating
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stem-related signaling pathways (e.g., Wnt, Notch, or Hedge-
hog pathways) by docking on cancer cell receptors and/or
transferring their cargo inside the cells.

Epigenetic alterations play an important role in the initi-
ation and progression of several cancers. Moreover, since epi-
genetic alterations are dynamic and generally reversible,
epigenetic manipulation has emerged as an attractive novel
anticancer treatment.

Increasing evidences support the significance of epige-
netic regulation in CSC features [4]. DNA methylation and
histone acetylation are two epigenetic modifications that
participate in the modulation of many gene expressions,
which regulate important cellular activity such as prolifera-
tion, differentiation, and migration [5]. While the role of
DNA methylation in CSCs is relatively well established, the
role of histone and nonhistone protein acetylation is still
not completely clear [4]. In this context, different hematolog-
ical and solid tumors are characterized by deregulation of the
protein acetylation pattern as a result of genetic or epigenetic
changes [6]. Protein acetylation is catalyzed by acetyltrans-
ferases and deacetylases, through the addition and removal
of acetyl groups to lysine residues, respectively [5]. Small
molecule inhibitors of both acetyltransferases and deacety-
lases are in clinical trials, and four deacetylase inhibitors have
been approved by FDA for the treatment of hematological
malignancies [6].

In this issue, D. Trisciuoglio et al. reviewed the physiolog-
ical and pathological roles of acetyltransferase enzymes as
well as their involvement in the regulation of stem cell
renewal and differentiation in both normal and cancer cell
population. The authors also discussed the potential of
acetyltransferase inhibitors as novel anticancer drugs.

Two additional epi-drugs, 5-azacytidine (AZA) and 5-aza-
2 ′-deoxycytidine (DAC), have been also approved by FDA in
hematological tumors, and several studies have shown their
therapeutic potential also in solid tumors [5].

Here, K. Agrawal et al. demonstrated for the first time the
influence of stromal cells and of their secretome on cancer cell
response to AZA andDAC. In details, considering that inmet-
astatic setting the interactions between colorectal cancer cells
(CRCs) and stroma at the distant metastatic sites are impor-
tant, the authors investigated the effects of colon-
unassociated normal human foreskin and lung fibroblasts, of
their radiation-induced senescent counterparts and of their
conditioned medium, on CRC cell response to AZA and
DAC. Interestingly, although opposite effects of fibroblasts
and of their conditioning medium on AZA and DAC antitu-
mor effects were reported and discussed, the authors suggested
the potential of the tumor-stroma ratio in predicting the out-
come of DNA-demethylating epigenetic cancer therapy.

Finally, this special issue contains two additional original
studies on two interesting topics. The first study by Q.-Y. Liu
et al. deals with the potential of human normal mesenchymal
stem cells (MSCs). MSCs can be isolated from multiple
sources including bone marrow, fat, umbilical cord, and
menstrual blood and hold a great potential in regenerative
medicine and in cell-based therapies in different clinical
applications [7]. Interestingly, the authors presented several
evidences, both in vitro and in vivo xenograft model, demon-

strating that human menstrual blood-derived stem cells can
inhibit cervical cancer cell growth and thus suggesting an
original novel cell-therapy anticancer approach.

The second study by F. Basit et al. evaluated the expres-
sion of the Myc oncogenes and Mxd antagonists in hemato-
poietic stem cell and myeloid progenitor populations in the
Flt3-ITD-knockin myeloproliferative mouse model. Indeed,
mutations in the FLT3 gene have been reported in acute mye-
loid leukemia (AML) and were associated with poor progno-
sis, while Myc dysregulation has been reported in
hematological malignancies. The authors, by highlighting a
cross-talk between the FLT3 receptor and Myc, suggested
the potential of combination therapies with tyrosine kinase
inhibitors and Myc antagonists in treating AML.
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Human menstrual blood-derived stem cells (hMBSCs) are a novel type of mesenchymal stem cells (MSCs) that have a high
proliferative rate, multilineage differentiation potential, low immunogenicity, and low oncogenicity, making them suitable
candidates for regenerative medicine. The therapeutic efficacy of hMBSCs has been demonstrated in some diseases; however,
their effects on cervical cancer remain unclear. In the present study, we investigated whether hMBSCs have anticancer
properties on cervical cancer cells in vivo and in vitro, which has not yet been reported. In vitro, transwell coculturing
experiments revealed that hMBSCs suppress the proliferation and invasion of HeLa cervical cancer cells by inducing G0/G1 cell
cycle arrest. In vivo, we established a xenografted BALB/c nude mouse model by subcutaneously coinjecting HeLa cells with
hMBSCs for 21 days. We found that hMBSCs significantly decrease the average volume and average weight of xenografted
tumors. ELISA, TGF-β1 antibody, and recombinant human TGF-β1 (rhTGF-β1) were used to analyze whether TGF-β1
contributed to cell cycle arrest. We found that hMBSC-secreted TGF-β1 and rhTGF-β1 induced cell cycle arrest and increased
the expression of phospho-JNK and phospho-P21 in HeLa cells, which was mostly reversed by TGF-β1 antibody. These results
indicate that hMBSCs have antitumor properties on cervical cancer in vitro and in vivo, mediated by the TGF-β1/JNK/p21
signaling pathway. In conclusion, this study suggests that hMBSC-based therapy is promising for the treatment of cervical cancer.

1. Introduction

Cervical cancer is a common malignancy and has been
ranked as the second leading cause of cancer-related
deaths in women [1], with about 52,900 new cases and
275,000 deaths every year [2, 3]. Despite the improvement
in preventative, diagnostic, and therapeutic strategies, the
five-year survival rate for patients with advanced stages
remains as low as 40%, resulting in a large number of
cancer-related deaths [4, 5]. Thus, novel strategies for the
treatment of cervical cancer are greatly needed. Currently,

stem cells are being explored as a promising candidate for
cancer therapy.

Human mesenchymal stem cells (MSCs), a cell popula-
tion with low immunogenicity and low oncogenicity [6],
are multipotent cells with the ability to self-renew and
differentiate into adipocyte, osteoblast, and chondrocyte
lineages [7–9]. A series of studies have shown that MSCs play
a critical role in regulating tumor initiation and progression
by affecting the invasion, migration, or apoptosis resistance
of tumor cells; however, the effects remain controversial.
Tang et al. demonstrated that MSCs enhanced the growth
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of hepatocellular carcinoma [10]. Ding et al. found that ovar-
ian mesenchymal stem cells promote proliferation, sphere
and colony formation, and tumorigenesis of ovarian cancer
cells [11]. Several other studies have shown that MSCs have
tumorigenic effects in a variety of cancer cells in vitro and
are recruited to tumor sites and contribute to tumor growth
and progression in vivo, such as in breast cancer [12, 13],
prostate cancer [14], hepatocellular carcinoma [15, 16], head
and neck cancer [17], and gastric cancer [18]. In contrast,
several reports have indicated that hMSCs inhibit tumor
growth and can be used for effective cytotherapy in diverse
tumor models [19, 20]. For instance, Ho et al. demonstrated
that bone marrow-derived MSCs can be specifically recruited
to tumor sites and reduce the tumor volume of glioma [21].
Yulyana et al. showed that in a model of liver cancer, condi-
tion media derived from human fetal MSCs can inhibit
hepatoma carcinoma cell proliferation and reduce tumor
burden [22, 23]. Ma et al. found that human umbilical cord
mesenchymal stem cells significantly inhibited the growth
of breast cancer cells in vitro and in vivo, likely in a cell cycle
arrest-related manner [24]. Additionally, amniotic fluid and
amniotic membrane-derived MSCs can induce cell cycle
arrest in the G0/G1 phase and significantly reduce the
proliferation of diverse cancer cell lines, including HeLa cells
(human cervical epithelioid carcinoma cell line), Saos cells
(human osteosarcoma cell line) [25, 26], Skov-3 (human epi-
thelial ovarian cancer cell line) [27], KG1 cells (human acute
myelogenous leukemia cell line), Jurkat cells (human T-cell
leukemia cell line), and U937 cells (human monocytic cell
line obtained from histiocytic lymphoma). Although studies
on the anticancer effects of MSCs from different sources have
been widely reported, few have focused on human menstrual
blood-derived stem cells (hMBSCs). hMBSCs have pheno-
types and properties similar to bone marrow (BM) MSCs,
including high proliferative capabilities, multilineage differ-
entiation potential, and surface marker expression [28, 29].
hMBSCs possess low immunogenicity, low oncogenicity,
and remarkable regenerative capacity [30, 31]. Furthermore,
the isolation procedure of hMBSCs is safe, simple, and
without ethical issues [32]. A large number of reports have
demonstrated the therapeutic potential of hMBSCs in differ-
ent diseases, such as Alzheimer’s disease [29], acute lung
injury [33], cardiac fibrosis [28, 34], fulminant hepatic failure
[35], and diabetes [36]. However, the therapeutic potential of
hMBSCs in cancer treatment, including cervical cancer, has
not yet been reported.

Our group recently isolated hMBSCs from women’s
menstrual blood and characterized their morphology,
phenotypic profiles, pluripotency, and growth potency. To
determine whether hMBSCs have antitumor effects on HeLa
cells in vitro, hMBSC-conditioned medium (CM) and a
transwell coculture system were used to detect the influences
of hMBSC-secreted factors on the proliferation, invasion,
and cell cycle progression of HeLa cells. In vivo, we
established HeLa/NIH 3T3- and HeLa/hMBSC-coinjected
xenografted BALB/c nude mouse models. We found that
hMBSCs had anticancer effects when cocultured or coin-
jected with HeLa cells by inducing cell cycle arrest.
ELISA, TGF-β1 antibody, and recombinant human TGF-

β1 (rhTGF-β1) were used to confirm that TGF-β1 was the
cell cycle regulatory cytokine secreted from hMBSCs to
exert an inhibitory effect on HeLa cells. We also found that
TGF-β1 can upregulate the expression of phospho-JNK and
phospho-P21 in HeLa cells. Taken together, the results
demonstrate that TGF-β1 released by hMBSCs inhibit cer-
vical cancer growth in vivo and in vitro by activating
JNK/P21 signaling.

2. Materials and Methods

2.1. Isolation of hMBSCs and Production of CM. The hMBSCs
were isolated from female donors as previously described
[28, 36] with slight modifications. The isolation procedure
and informed consent form signed by volunteer donors were
both approved by the Ethics Committee of Nanchang
University. Menstrual blood samples were collected with a
DivaCup (Kitchener, ON, Canada) from healthy menstruat-
ing women. Mononuclear cells were separated by density
gradient centrifugation with Ficoll-Paque (Thermo Fisher
Scientific Life Sciences, Oakwood Village, OH). Briefly, 8ml
menstrual blood was slowly layered on top of 4ml Ficoll-
Paque premium solution in a 15ml polypropylene centrifuge
tube. The tube was put into a swinging bucket centrifuge at
1800 rpm for 20min, dividing the sample into three layers:
the upper layer contained plasma, the mononuclear cells
were undisturbed in the interlayer, and the bottom layer
mostly contained erythrocytes. We then carefully removed
the upper layer. The interlayer cells were then collected and
washed with PBS three times. The purified mononuclear cells
were cultured in α-MEM medium (Thermo Fisher) contain-
ing 10% FBS, 1% glutamine, and 1% penicillin/streptomycin
(Thermo Fisher), supplemented with 18% Chang B and 2%
Chang C (Irvine Scientific) at 37°C in a 5% CO2 humidified
atmosphere. The media were changed every 2-3 days
until adherent cells grew to 80%–90% confluency, and
then the cells were subcultured using 0.25% trypsin
(Thermo Fisher). The cells during passages 2 to 5 were
used for subsequent experiments.

hMBSC-CM was prepared as follows: 5 × 105 hMBSCs
were placed in a 10 cm dish (Corning, NY, USA) and
cultured in a normal medium. Once the cells reached
80% confluency, the medium was changed to H-DMEM
(Thermo Fisher) containing 100U/ml penicillin/streptomycin.
hMBSC-CM was collected 48h later and centrifuged at
1000 rpm at room temperature for 5min, the supernatant
was collected and concentrated tenfold (10X) using an
Amicon® Ultra 3K device (MilliporeSigma, USA).

2.2. Identification of hMBSCs by Flow Cytometry. Phenotypic
analyses of cultured hMBSCs were performed using standard
flow cytometry methods. Passage 3 hMBSCs were collected
in fluorescence-activated cell sorting (FACS) tubes (BD
Biosciences, Franklin Lakes, NJ) at a concentration of
1 × 106 cells/ml in stain FACS buffer (PBS containing 2%
FBS), and then stained with FITC-conjugated antibodies
against human CD29, CD90, CD45, HLA-DR, CD80, and
CD40, phycoerythrin- (PE-) conjugated antibodies against
human CD73, CD105, CD34, HLA-ABC, and CD86, and
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their isotype controls (all from BD Biosciences) at 4°C for
30min in the dark. After washing twice, the cells were resus-
pended in 200μl of PBS and acquired by a FACSCalibur
instrument (BD Biosciences). Dates were analyzed using the
FLOWJO™ software (TreeStar, Inc., Ashland, OR, USA).

2.3. Immunofluorescence. Immunofluorescence experiments
were carried out following our previously reported protocols
[37]. Briefly, cells growing on the glass slide were fixed with
4% paraformaldehyde for 15min and permeabilized using
0.25% Triton X-100 diluted in PBS for 10min at room
temperature. To block unspecific epitopes, cells were incu-
bated with PBS containing 1% BSA and 0.1% Tween-20 for
1 h. To evaluated the pluripotency of hMBSCs, we used the
following antibodies: rabbit anti-OCT4 (5μg/ml, Abcam,
Nanchang, China), mouse anti-SSEA-4 (15μg/ml, Abcam),
and rabbit anti-Nanog (1 : 200, Abcam). The fixed cells were
incubated overnight at 4°C with primary antibodies followed
by incubation with secondary donkey anti-mouse or anti-
rabbit antibodies conjugated to either Alexa Fluor 488 or
Alexa Fluor 568 (Jackson, Nanchang, China). Nuclei were
counterstained with DAPI (Thermo Fisher).

2.4. Adipogenic and Osteogenic Differentiation. Passage 3
hMBSCs were seeded at a density of 1 5 × 105 cells/well in a
six-well plate. When the cells reached 100% confluence, the
OriCell™ humanmesenchymal stem cell adipogenic differen-
tiation medium (Cyagen Biosciences, Shanghai, China) was
added to wells according to the manufacturer’s instruction.
After 28 days of induction, Oil red O (Cyagen Biosciences)
staining was performed to assess the differentiation potential
of adipogenesis formation of intracellular lipid droplets.
For osteogenic differentiation, hMBSCs were cultured
with OriCell™ human mesenchymal stem cell osteogenic
differentiation medium (Cyagen Biosciences) for 10 days
and 21 days to analyze the middle and late stages of
osteogenic differentiation. The differentiation potential for
osteogenesis was assessed through alkaline phosphatase
(ALP) (Cyagen Biosciences) staining at the middle stage
and Alizarin Red (pH4.2, 40mM) (Cyagen Biosciences)
staining at the late stage.

2.5. In Vitro Coculture Experiment. The human cervical
cancer cell line HeLa and fibroblast cell line NIH 3T3 were
obtained from the American Type Culture Collection
(ATCC, Manassas, VA) and cultured in high-glucose DMEM
(Thermo Fisher) containing 10% FBS, 100U/ml penicillin,
and 100μg/ml streptomycin at 37°C in a humidified
atmosphere with 5% CO2.

HeLa cells were trypsinized and seeded in a 6-well dish at
1 5 × 105 cells/well. For the PBS-treated control group, cells
were incubated with 3ml H-DMEM containing 10% FBS
and 1% penicillin/streptomycin. For the hMBSC-CM group,
HeLa cells were cultured with 3ml H-DMEM supplemented
with 10% hMBSC-CM (10X), 10% FBS, and 1% penicillin/
streptomycin. For the coculture group, a coculture transwell
chamber (2.4 cm diameter, 0.4μm pore size; Corning) was
used to assess the effects of hMBSCs on HeLa cells in vitro.
HeLa cells were seeded into the lower chamber at a

concentration of 1 5 × 105 cells/well in 2.0ml of H-DMEM
with 10% FBS, and 1 5 × 105 hMBSCs were seeded in
the upper compartment in 1.0ml of the same medium
(Figure 1(a)). Samples were collected after culturing for
24, 48, and 72 h.

2.6. Tumor Cell Proliferation, Apoptosis, and Cell Cycle
Analysis. Cell proliferation was determined at indicated
time points using the CCK-8 kit (Dojindo Laboratories,
Kumamoto, Japan), following the manufacturer’s protocol.
We added 10% of CCK-8 solution to each well for 3 h
before measuring the absorbance at 450 nm using a micro-
plate spectrophotometer (Bio-Rad).

For the apoptosis assays, 1 0 × 105 cells were collected
from each sample and resuspended in 100μl Annexin V
binding solution containing 5μl Annexin V-FITC and 5μl
propidium iodide (PI) solution (Dojindo). After incubation
for 15min at room temperature, cells were washed in PBS,
centrifuged at 100 rpm for 5min, and resuspended in 400μl
Annexin V Binding Buffer. For cell cycle assays, cells were
fixed in 70% precooled ethanol on ice for 2 h, centrifuged at
100 rpm for 5min, and resuspended with 400μl PI and
100μl RNaseA (Dojindo). After a 30min incubation at 4°C,
cells were washed and resuspended with PBS. Both the
apoptosis assays and cell cycle assays were run and analyzed
with BD Jazz.

2.7. Wound-Healing Assay.HeLa cells were seeded in a 6-well
plate at a concentration of 1 5 × 105 cells/well. When the cells
reached 100% confluency, a sterile 200μl pipette tip was used
to create a scratch wound on the cell monolayer. The cell
debris was washed gently with PBS, and the cells were treated
with PBS, hMBSC-CM, or hMBSCs. The dishes were incu-
bated at 37°C in a 5% CO2 air atmosphere for 24 h and
48 h. Images were acquired at 24 h and 48 h time points and
measured using the Image-Pro Plus 6.0 software.

2.8. Invasion Assays. BDMatrigel™ invasion chambers (8μm
pore size, MA, USA) were used to investigate the effect of
hMBSC-CM and hMBSCs on HeLa cell invasion. HeLa cells
(1 × 105) were added to the upper chamber, and hMBSCs or
conditioned media derived from hMBSCs were added to
the bottom well. Controls contained only DMEM with
10% FBS in the bottom well. After incubation for 48 h at
37°C, the chambers were fixed. Noninvaded cells were
scraped off the upper side of the chamber, and the insert
was stained with crystal violet. Images were taken using
a phase-contrast microscope.

2.9. Western Blot Analysis. Protein extracts were prepared
from HeLa cells with lysis buffer containing 25mM Hepes
(pH7.4), 1% NP40, 137mM NaCl, 10% glycerol, 50mM
NaF, and complete protease inhibitor cocktail (Roche,
Mannheim, Germany). Cell extracts were centrifuged at
13,000 rpm at 4°C for 10min to remove insoluble debris
and chromosomal DNA. In total, 60μg of total cell protein
was run on 10% denaturing SDS-PAGE gels, then trans-
ferred to nitrocellulose membranes (Bio-Rad), which were
incubated with primary antibodies anti-GAPDH (1 : 1000,
rabbit monoclonal, Santa Cruz), anti-Bax (1 : 1000, rabbit
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polyclonal, Cell Signaling Technology), anticaspase 3
(1 : 1000, rabbit polyclonal, Abcam), anti-PCNA (1 : 1000,
mouse monoclonal, Abcam), and anti-BCL2 (1 : 1000, rab-
bit monoclonal, Abcam) at 4°C overnight. Blots were
detected with horseradish peroxidase- (HRP-) conjugated
goat anti-rabbit or rabbit anti-mouse secondary antibody
(Invitrogen) for 1 h at room temperature. Images were
quantified using the SuperSignal West Pico or Femto
chemiluminescent detection system (Pierce).

2.10. HeLa Cell Xenograft Model andWhole-Body Fluorescent
Imaging. Male BALB/c nude mice (8 weeks old) were
purchased from Changsha SLAC Laboratory Animal Com-
pany (Changsha, China, http://www.hnsja.com/) and were
maintained on 12 h light/dark cycles with food and water
available ad libitum at the Laboratory Animal Center of
Nanchang University. All animal procedures described here
were reviewed and approved by the Animal Care and Use
Committee of Nanchang University.

For the purpose of cell tracking, hMBSCs and NIH
3T3 cells were labeled with PKH26 red fluorescent dye
(Sigma, Aldrich) before coinjection with HeLa cells. The
HeLa cells were then mixed with NIH 3T3 cells (control
group) or hMBSCs (experimental group) at a 1 : 1 ratio
(5 × 106 : 5 × 106 cells; n = 4) and injected subcutaneously
into the dorsal region of BALB/c nude mice. Mice were
anesthetized after 7 days, 14 days, and 21 days of cell
injection and visualized with the whole-body fluorescent
imaging system (LB983; Berthold, Germany). Mice were
euthanized after 21 days of cell injection, and tumors were
harvested andmeasured with a vernier caliper (Mitutoyo Co.,
Tokyo, Japan). The tumor volume was calculated using
the following formula: 1/2 ab2 (a: longest size of tumor,
b: shortest size of tumor).

2.11. Histopathology and TUNEL Assay. After 21 days of
HeLa/NIH 3T3 or HeLa/hMBSC coinjection, mice were
euthanized with pentobarbital, and tumor tissues were
isolated and fixed in 4% paraformaldehyde, embedded in
paraffin. Tissue was cut into 5μm-thick sections. After
deparaffinization and rehydration, the sections were rinsed
in PBS and then incubated in a 3% H2O2 solution to block
the endogenous peroxidase. After incubation with 5% BSA
for 30min to block nonspecific antibody-binding sites,
the samples were stained with PCNA primary antibody
(1 : 1000, mouse monoclonal, Abcam) at 4°C overnight.
The samples were rinsed with PBS twice and incubated
with a HRP-conjugated goat anti-mouse secondary antibody
(MaiXin biotechnologies, China) followed by visualization
with 3,3-diaminobenzidine tetrahydrochloride (MaiXin bio-
technologies). Finally, the sections were stained with hema-
toxylin and examined under a light microscope.

Apoptosis was analyzed on paraffinic tumor tissue
sections of HeLa/NIH 3T3- and HeLa/hMBSC-coinjected
groups by TUNEL assay kit (Millipore, USA). Three sections
were selected for each mouse and stained using the TUNEL
assay kit following the manufacturer’s protocol. Under the
microscope, cells with dark-brown nuclei were marked as
positive and counted in 10 randomly selected fields per nude
mouse with a total of 4 nude mice in each group.

2.12. Enzyme-Linked Immunosorbent Assay (ELISA). The
TGF-β1 expression in hMBSC-CM was performed using
quantitative human ELISA kit (R&D Systems) following the
manufacturer’s protocol.

2.13. In Vitro Treatment with TGF-β1 Antibody and
rhTGF-β1. TGF-β1 antibody and rhTGF-β1 were used to
treat HeLa cells and to assess whether TGF-β1 contributed
to cell cycle arrest. To neutralize TGF-β1, a TGF-β1-specific
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Figure 1: hMBSCs and hMBSC-CM inhibit the proliferation of HeLa cells in vitro in a paracrine manner. (a) Schematic diagram of the PBS
control group, hMBSC-CM group, and hMBSC coculture group. (b) Representative images of the cell proliferation assay treated with PBS,
hMBSC-CM (10%), and hMBSCs (1 : 1) at different time points. (c) The effects of PBS, hMBSC-CM, and hMBSC coculture on HeLa cell
proliferation were tested by cell counting assay (n = 3). (d) Cell viability was measured 24 h, 48 h, and 72 h after treatment with PBS,
hMBSC-CM, and hMBSC coculture using a CCK-8 assay. The results show that hMBSC-CM and hMBSC coculture enhances the
inhibition of HeLa cell proliferation. (e) The number of HeLa cells was measured 48 h after treatment with different concentrations (2.5%,
5%, 10%, or 20%) of hMBSC-CM (10X). (f) Cell viability was measured 48 h after coculturing in the presence of different concentrations
of hMBSCs (at a ratio of HeLa cells : hMBSCs of 4 : 1, 2 : 1, 1 : 1, or 1 : 2) (n = 3; ∗compared with the hMBSC-CM group; #compared with
the hMBSC coculture group).
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antibody was added into the transwell system at a final
concentration of 10 ng/ml for 48h. Nonspecific rabbit IgG
was used as a negative control. rhTGF-β1 was used to treat
HeLa cells for 48h, and then cellular viability and cell cycle
were analyzed.

2.14. Statistical Analysis. The results are presented as average
value ± standard deviation (SD). Student’s t-test was used for
analysis between two groups. One-way analysis of variance
(ANOVA) was used to compare data among three or more
groups. Differences with a P value of < 0.05 were considered
statistically significant.

3. Results

3.1. Morphology and Immunophenotyping of hMBSCs.
Cultured primary and passaged hMBSCs had a spindle-
shaped, fibroblast-like morphology, and homogenous growth
in monolayers. In the presence of bFGF (10ng/ml), the
hMBSCs proliferate robustly and the average doubling time
was 2 days (Figure 2(a)). hMBSCs were positive for mesen-
chymal stem cell markers CD29, CD73, CD105, and CD90
and negative for hematopoietic stem cell markers CD34
and CD45 as determined by flow cytometry (Figure 2(b)).
hMBSCs also expressed the major histocompatibility protein
HLA-ABC but none of its costimulatory molecules CD80,
CD86, and CD40 nor major histocompatibility protein
HLA-DR (Figures 2(b) and 2(c)), indicating that these cells
possess low immunogenicity. The expression of embryonic
stem cell surface markers Nanog, Oct4, and SSEA-4 was
also analyzed by immunofluorescence. Our results showed
that hMBSCs express all of these pluripotent markers
(Figure 2(d)), indicating hMBSCs have the capacity to self-
renew as well as multilineage differentiation potentials.
Under adipogenic and osteogenic differentiation conditions,
hMBSCs were able to differentiate into adipocytes and osteo-
cytes, respectively (Figure 2(e)).

3.2. hMBSCs Inhibit Proliferation, Migration, and Invasion of
HeLa Cells In Vitro in a Paracrine Manner. In order to
investigate the effect of hMBSCs and hMBSC-CM on the
proliferation and invasion of HeLa cells in vitro, we com-
pared the PBS control group, hMBSC-CM group, and
hMBSC coculture group (Figure 1(a)). A cell count assay
showed that hMBSC-CM (10%) and hMBSC coculture (at a
ratio of HeLa cells : hMBSCs of 1 : 1) significantly decreased
the cell number of HeLa cells at 48 h and 72 h (Figures 1(b)
and 1(c)), indicating that hMBSC-secreted factors influenced
the proliferation of HeLa cells. A CCK-8 assay further con-
firmed that a significant vitality inhibition in HeLa cells was
induced by hMBSC-CM and hMBSC coculture compared
to control at 48 h and 72 h (Figure 1(d)). To determine
whether the effect of hMBSC-CM on the proliferation of
HeLa cells was dose-dependent, HeLa cells were cultured
with 3ml H-DMEM complete medium supplemented with
increasing amounts (2.5%, 5%, 10%, or 20%) of hMBSC-
CM (10X) for 48 h. We found that HeLa cells exhibited a
significant decrease in proliferation with 5%, 10%, and 20%
hMBSC-CM (10X) (P < 0 05). In contrast, 2.5% hMBSC-

CM (10X) did not significantly inhibit the growth of HeLa
cells. When compared with the 10% hMBSC-CM treatment
group, a slight but nonsignificant decrease in proliferation
of HeLa cells was also observed in the 20% hMBSC-CM treat-
ment group (Figure 1(e)). For the in vitro transwell cocultur-
ing experiments, HeLa cells were cultured in the presence of
different concentrations of hMBSCs (at a ratio of HeLa
cells : hMBSCs of 4 : 1, 2 : 1, 1 : 1, or 1 : 2). Proliferation was
significantly reduced when the ratio of HeLa cells : hMBSCs
was 1 : 1 and 1 : 2. However, no significant difference between
the 1 : 1 group and the 1 : 2 group was found (Figure 1(f)).
Thus, in subsequent experiments, we cultured HeLa cells in
10% CM, and in the transwell setting, HeLa cells were
cultured at a 1 : 1 ratio with hMBSCs.

A scratch wound assay was used to determine the effect of
hMBSC-CM and hMBSC coculture on the migration of HeLa
cells. Compared to the PBS group, hMBSC-CM and hMBSC
cocultures remarkably inhibited the migration of HeLa cells
into the wound after 24 h and 48h. However, no significant
difference between the hMBSC-CM group and the hMBSC
coculture group was observed (Figure 3(a)). At 24h, the per-
cent of wound closure was 10 5 ± 1 86% in the hMBSC-CM
group and 8 1 ± 1 63% in the hMBSC coculture group,
whereas in the PBS control group, it was 25 0 ± 2 14%. At
48 h, the percentages were 55 ± 4 08%, 58 ± 4 90%, and
90 ± 2 54%, respectively (Figure 3(b)). BD Matrigel™
invasion chambers were used for the invasion assay. The
invasion of HeLa cells was significantly reduced in the
2-day coculture of hMBSC-CM and hMBSCs to 45 ± 6 3%
and 50 ± 5 8% of control, respectively (Figures 3(c) and
3(d)). Collectively, these results demonstrate that hMBSCs
can inhibit the proliferation, migration, and invasion of HeLa
cells in vitro, in a paracrine manner.

3.3. hMBSCs Induced G0/G1 Cell Cycle Arrest in HeLa Cells
In Vitro. To better understand the mechanisms involved in
the antiproliferative activity of hMBSC-CM and hMBSC
coculture, we performed apoptosis and cell cycle analyses.
As shown in Figure 4(a), striking differences in cell cycle were
observed, whereas most of the hMBSC-CM-treated and
hMBSC cocultured HeLa cells had a significantly (P < 0 01)
greater percentage of cells arrested in the G0/G1 phase
(66 ± 4% and 68 ± 5%, respectively) compared to cells
incubated with normal medium (43 ± 5%). Consistent with
this, FACS analysis also revealed a lower proportion of HeLa
cells in the S phase of the cell cycle in hMBSC-CM and
hMBSC coculture groups (19 ± 2% and 17 ± 2%, respec-
tively) compared to the PBS control group (37 ± 3%)
(Figure 4(b)). In contrast, when compared with the PBS
group, the rate of apoptotic cells was not significantly differ-
ent in HeLa cells in response to hMBSC-CM treatment and
hMBSC coculture (Figures 4(c) and 4(d)).

To confirm that hMBSC-secreted factors can induce cell
cycle arrest in HeLa cells, we detected the expression of
PCNA and KI67 (two proliferation-related proteins) by
western blot analysis. The results show that the protein levels
of PCNA and KI67 in HeLa cells were markedly decreased by
hMBSC-CM and hMBSC coculture treatment, compared
with that of the PBS-treated cells. The expression of two
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apoptosis-related proteins, caspase-3 and Bax, was not
significantly different in hMBSC-CM and hMBSC coculture
treatment HeLa cells (Figures 4(e) and 4(f)). These results
indicate that the hMBSC-CM and hMBSC coculture can
inhibit the proliferation of HeLa cells by inducing cell cycle
arrest at the G0/G1 phase.

3.4. hMBSCs Inhibit Growth of HeLa Cells In Vivo. The effects
of hMBSCs and NIH 3T3 cells on HeLa cells in vivo were
tested by subcutaneously coinjecting them with HeLa cells
at a 1 : 1 ratio (5 × 106 : 5 × 106 cells; n = 5) into one side of
the scapular region of a BALB/c nude mouse. HeLa cells
alone were used as the control group. For cell tracking pur-
poses, hMBSCs and NIH 3T3 cells were labeled with
PKH26. To verify whether hMBSCs and NIH 3T3 cells were
present in the tumor, mice were anesthetized after 7 days,
14 days, and 21 days of cell injection and visualized with a
whole-body fluorescent imaging system. As shown in
Figure 5(a), hMBSCs were clearly observed in the tumor
tissue but were gradually reduced at 7, 14, and 21 days after
injection. NIH 3T3 cells were also observed in the tumor at
day 7 and day 14, but no NIH 3T3 cells were detected at
day 21. Thus, at the time of sacrifice (day 21 after injection),
there remained a few hMBSCs but no NIH 3T3 cells in the
tumor. Mice were euthanized after 21 days of cell injection,
and the tumor tissue was harvested. The immunostaining
analysis showed that the PKH26-positive cells also expressed

DAPI, suggesting that the hMBSCs present in the tumor were
still alive (Figure 5(b)). We observed that hMBSCs signifi-
cantly decreased the average volume and average weight of
xenografted tumors compared with the HeLa cells alone
group and the HeLa/NIH 3T3-coinjected group. In contrast,
no significant difference between the HeLa cells alone group
and the HeLa/NIH 3T3 group was observed (Figures 5(c)–
5(e)). Results from an immunohistochemistry assay showed
that hMBSCs significantly decreased the positive rates of
PCNA in the HeLa/hMBSC-coinjected tumor tissues
compared with those in the HeLa cells alone tissues and
HeLa/NIH 3T3-coinjected tumor tissues (Figures 5(f) and
5(g)), which was consistent with the in vitro results. In order
to test the treatment effect of hMBSCs on apoptosis in the
tumor tissue, sections from the HeLa cells alone, HeLa/NIH
3T3-coinjected, and HeLa/hMBSC-coinjected groups were
subjected to TUNEL staining. No significant reduction in cell
apoptosis was observed in the HeLa/hMBSC group com-
pared to the HeLa cells alone group and the HeLa/NIH 3T3
group, suggesting that hMBSCs do not accelerate the apopto-
sis of HeLa cells in vivo (Figures 5(h) and 5(i)). No significant
difference in cell proliferation and apoptosis was observed in
the HeLa/NIH 3T3 group compared to the Hela cells alone
group (Figures 5(f)–5(i)).

3.5. The Suppressive Effect of hMBSCs on HeLa Cells Is
Mediated through TGF-β1. Interleukin-6 (IL-6) [38], α/β

(e)

Figure 2: Characterization of cell morphology and markers of hMBSCs. (a) Phase-contrast microscopic images of cultured hMBSCs.
(b) Detection of surface markers in hMBSCs (red) and in isotype controls (black) by flow cytometry. hMBSCs were positive for CD29, CD73,
CD105, CD90, and HLA-ABC but negative for CD34, CD45, and HLA-DR. (c) The hMBSCs were negative for HLA-ABC costimulatory
molecules CD80, CD86, and CD40. (d) Immunofluorescence staining showed almost all hMBSCs expressed the embryonic stem cell
surface markers Oct4, SSEA-4, and Nanog. (e) Adipogenic differentiation of hMBSCs was demonstrated by staining with oil red O, and
osteogenic differentiation was demonstrated by ALP staining at the middle stage and Alizarin Red staining at the late stage.
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interferons (INFα/β) [39], granulocyte-macrophage colony-
stimulating factor (GM-CSF) [40], dickkopf-1(DKK-1)
[41], and TGF-β1 [25, 27, 42] are reported to be continuously
secreted by MSCs and to participate in the mechanisms
involved in the control of cell proliferation. To determine
which hMBSC-derived factor contribute to the cell cycle
arrest of HeLa cells, we added IL-6, INFα/β, GM-CSF,
DKK-1, and TGF-β1 antibody into the transwell system.
We found that the inhibitory effect of hMBSC coculture
could only be suppressed by TGF-β1 antibody, indicating
that hMBSC-secreted TGF-β1 plays an important role in
the induction of cell cycle arrest in HeLa cells (Figure 6(a)).
To confirm whether the cell cycle arrest of HeLa cells
induced by hMBSCs was mediated by TGF-β1, we first
detected the TGF-β1 concentration in hMBSC-CM by
ELISA. Our results showed that a substantial amount of
TGF-β1 (1057 pg/105 cells, 5.29 ng/ml) was secreted into
the culture medium by hMBSCs within 48 h. The medium
without FBS was set as a negative control. Furthermore,
we added TGF-β1 antibody (10 ng/ml) into the transwell
system and evaluated the cell cycle progression of HeLa
cells at 48 h. Our results showed that TGF-β1 antibody sig-
nificantly decreased the proportion of HeLa cells in the
G0/G1 phase from 63 ± 4% (coculture group) to 44 ± 4%
(coculture+TGF-β1 group) (P < 0 01). A significant increase
(P < 0 01) from 21 ± 3% to 36 ± 3% of the S phase cells was
also observed when TGF-β1 antibody was added into the
transwell system. These results indicate that TGF-β1 anti-
body reversed hMBSC-induced cell cycle arrest. To further
confirm the effects of TGF-β1 on cell cycle progression in
HeLa cells, rhTGF-β1 was added to treat HeLa cells and cell
cycle was evaluated by flow cytometry. When compared with
the PBS group, rhTGF-β1 induced a significant decrease in
the S phase and a significant increase in the G0/G1 phase in
HeLa cells (Figures 6(b) and 6(c)). To confirm that TGF-β1
in the coculture system was secreted by hMBSCs and not
HeLa cells, western blot analysis was used to detect the
expression of TGF-β1 in hMBSCs, HeLa cells, and HeLa cells
cocultured with hMBSCs. We found that hMBSCs had high
expression of TGF-β1. In contrast, both conditions of HeLa
cells were negative for TGF-β1 (Figure 6(d)).

Phosphorylation of JNKs is associated with protein
stabilization of P21 [43], which is a negative regulator of
the cell cycle and might be associated with TGF-β1-induced
growth inhibition [44]. Western blot analysis showed
that hMBSCs significantly decreased the expression of PCNA
and increased the expression of phospho-JNK and phospho-
P21 in cocultured HeLa cells compared with the PBS control
group. In HeLa cells treated with hMBSCs+TGF-β1 anti-
body, a reduced level of phospho-JNK and phospho-P21
was observed compared to HeLa cells only treated with
hMBSCs. The expression level of phospho-JNK and
phospho-P21 was also upregulated in the rhTGF-β1-treated
cells (Figure 6(e)). These results indicate that the cervical
carcinoma suppressive effect derived from hMBSCs is
mediated by TGF-β1 and subsequent upregulation of
phospho-JNK and phospho-P21 signaling cascades.

4. Discussion

hMBSCs are a newly identified type of MSCs and have many
important advantages such as a noninvasive isolation
procedure, low immunogenicity, no oncogenicity, high pro-
liferative potential, and no ethical conflicts. In this study,
we found that hMBSCs expressed high levels of three core
pluripotency proteins (OCT4, SSEA-4, and Nanog) and the
MSC markers CD29, CD73, CD105, and CD29. However,
hMBSCs do not express the hematopoiesis-specific markers
CD34 and CD45 (Figure 2(b)). Under adipogenic and
osteogenic differentiation conditions, the hMBSCs had the
potential to differentiate into adipocytes and osteocytes,
respectively (Figure 2(e)). These observations indicate that
hMBSCs have similar characteristics to BM-MSCs and have
multilineage differentiation potential. The human leukocyte
antigen (HLA) system represents the loci of genes that play
a crucial role in determining donor-recipient immune
compatibility in organ transplantation [45]. Very low levels
of HLA class I (HLA-A/B/C) and II (HLA-DR and DQ)
molecules have been reported in hMBSCs [28]. Our results
have also shown that the hMBSCs were negative for HLA-
DR, CD80, CD86, and CD40 and have low expression
of HLA-ABC (Figures 2(b) and 2(e)), suggesting weak
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Figure 3: hMBSCs and hMBSC-CM inhibit the migration and invasion of HeLa cells in vitro in a paracrine manner. (a) Wound-healing assay
for migration of HeLa cells in the PBS, hMBSC-CM, and hMBSC coculture groups. The red line indicates the initiatory areas without
migrating cells. (b) Quantitative analysis of the migration area as shown in (a). (c) Matrigel invasion assay for invasion of HeLa cells in
the control, hMBSC-CM, and hMBSC treatment group. The invaded HeLa cells were stained with crystal violet. (d) Quantitative analysis
of the invaded cells as shown in (c). Significance was measured using a two-way ANOVA. ∗P < 0 05, ∗P < 0 01, ∗∗∗P < 0 001.
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immunogenicity and potential immune tolerance after trans-
plantation of hMBSCs. These characteristics make hMBSCs
ideal candidates for cancer therapy.

There have been reports showing that human endome-
trial mesenchymal stem cells derived from menstrual blood
attenuate epithelial ovarian cancer (EOC) growth by induc-
ing cell cycle arrest and promoting apoptosis in EOC cells
in vitro and in vivo [46]. Whether hMBSCs provide antitu-
mor properties to other cancer cells, especially cervical
cancer, has never been reported. In this paper, we test the
antitumor properties of hMBSCs on cervical cancer cells
in vitro and in vivo. In recent reports, CM derived from adi-
pose MSCs [47] and human ESCs [48] was found to inhibit
proliferation but not cell death in hepatocellular carcinoma
(HCC), ovarian cancer, and prostate cancer. To elucidate
whether hMBSCs inhibit tumor proliferation through para-
crine signaling, hMBSC was used in a transwell coculture
system to detect the effect of hMBSC-secreted factors on
the proliferation of HeLa cells. First, cells were either treated
with PBS or cocultured with NIH 3T3. When compared with
the PBS group, we found that the NIH 3T3 coculture did not
affect the proliferation, migration, and invasion of HeLa cells.
Therefore, in order to reduce the number of experimental
groups, we only used the PBS group as the negative control
for in vitro experiments. In agreement with previous reports,
we found that both hMBSC-CM and hMBSC coculture could
inhibit the proliferation, migration, and invasion of HeLa
cells in vitro (Figures 1 and 3). However, we did not observe
a significant level of cell death mediated by hMBSCs
(Figures 4(c)–4(f)). We also found that hMBSCs decreased
the expression of PCNA and KI67 in HeLa cells treated with
hMBSC-CM or cocultured with hMBSCs. Furthermore, flow

cytometric analysis showed that hMBSC-CM and hMBSC
coculture significantly induced G0/G1 cell cycle arrest in
HeLa cells with a significant decrease in cells in the S phase.
There was no significant difference observed in HeLa cells
treated with hMBSC-CM or cocultured with hMBSC. We
also demonstrated the ability of hMBSCs to inhibit HeLa cell
proliferation in vivo.

We coinjected HeLa cells with NIH 3T3 cells or hMBSCs
into BALB/c nude at a 1 : 1 ratio, and HeLa cells alone were
used as control. Whole-body fluorescent imaging analysis
showed that hMBSCs were present in the tumor tissue and
were gradually reduced at 7, 14, and 21 days after injection.
NIH 3T3 cells were also observed in the tumor at day 7 and
day 14, but no NIH 3T3 cells were detected at day 21
(Figure 5(a)). The average volume and average weight of
tumors decreased in the HeLa/hMBSC group compared to
the HeLa cells alone group and the HeLa/NIH 3T3 group
(Figures 5(c)–5(e)). These data suggest that the inhibitory
factors secreted from hMBSCs play an important role in the
growth inhibition of HeLa cells [27].

The specific soluble antiproliferative factors secreted by
MSCs remain unknown. TGF-β1 is well recognized as a
potent inhibitor of cell proliferation of endothelial, epithelial,
and cancer cells [49]. Chen et al. found that TGF-β1 inhib-
ited cell growth and DNA synthesis and induced G0/G1 cell
cycle arrest [50]. Bu et al. found that human amniotic epithe-
lial cells secreted abundant TGF-β1, decreased the prolifera-
tion of epithelial ovarian cancer cells, and induced G0/G1 cell
cycle arrest in cancer cells in vivo and in vitro [27]. IL-6 [38],
INFα/β [39], GM-CSF [40], and DKK-1 [41] are reported to
be continuously secreted by MSCs and to participate in the
mechanisms involved in the control of cell proliferation. To
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Figure 4: hMBSCs and hMBSC-CM induce cell cycle arrest of HeLa cells in vitro. (a) Cell cycle analysis through flow cytometry showed that
hMBSC-CM and hMBSC coculture induces G0/G1 cell cycle arrest in HeLa cells. (b) Quantitative analysis of the percentage of cells in the
G0/G1 and S phase of cell cycle as shown in (a) (n = 3). (c) HeLa cells were cultured under treatment of PBS, hMBSC-CM, and hMBSC
coculture for 48 h and subjected to flow cytometry analysis for apoptotic cells (n = 3). (d) Quantitative analysis of the percentage of
apoptotic cells and living cells as shown in (c) (n = 3). (e) Western blot for the KI67, PCNA, caspase-3, and Bax expression in HeLa cells
after treatment with PBS, hMBSC-CM, and hMBSC coculture for 48 h. (f) Quantitative analyses for relative protein level of HeLa cells as
shown in (e). Significance was measured using the two-way ANOVA. ∗P < 0 05, ∗P < 0 01, ∗∗∗P < 0 001.
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Figure 5: hMBSCs inhibit the growth of HeLa cells in vivo. (a) Whole-body fluorescent imaging analysis of PKH26 labeling in hMBSCs and
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significantly lower than that of the HeLa cells alone group and the HeLa/NIH 3T3-coinjected group at day 21 (n = 4). (f) Proliferation of
HeLa cells was tested by immunohistochemistry using antibodies against PCNA in HeLa cells alone, HeLa/NIH 3T3, and HeLa/hMBSC
tumor tissues. (g) Quantification of PCNA-positive HeLa cells in (f). (h) Estimation of apoptosis in tumor tissues of the HeLa cells alone,
HeLa/NIH 3T3-, and HeLa/hMBSC-coinjected groups using the TUNEL assay. (i) Quantification of TUNEL-positive HeLa cells in
(h).∗P < 0 05, ∗P < 0 01, ∗∗∗P < 0 001.

14 Stem Cells International



determine which hMBSC-derived factors contribute to the
cell cycle arrest of HeLa cells, we added TGF-β1, IL-6,
INFα/β, GM-CSF, and DKK-1 antibodies into the transwell

system. We found that the inhibitory effect of the hMBSC
coculture could only be suppressed by the TGF-β1 antibody
(Figure 6(a)), indicating that hMBSC-secreted TGF-β1 plays
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Figure 6: hMBSCs inhibit the growth of HeLa cells via TGF-β1-mediated signaling. (a) IL-6, INFα/β, GM-CSF, DKK-1, and TGF-β1
antibodies were added into the transwell system, and western blot was used to detect the expression of PCNA in HeLa cells for each
treatment group. (b) Cell cycle analysis tested by flow cytometry showed that TGF-β1 antibody reversed hMBSC-induced cell cycle
arrest in HeLa cells. (c) Quantitative analysis of the percentage of cells in the G0/G1 and S phase of cell cycle as shown in (b) (n = 3).
(d) Western blot analysis of TGF-β1 protein levels in hMBSCs, HeLa cells, and HeLa cells cocultured with hMBSCs. (e) Western
blot analysis of protein levels of PCNA, JNK, phospho-JNK, P21, and phospho-P21 in HeLa cells of each treatment group. ∗P < 0 05,
∗P < 0 01, ∗∗∗P < 0 001.
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an important role in the induction of cell cycle arrest in
HeLa cells. Next, we assessed the changes in proliferation
in response to treatment of HeLa cells with rhTGF-β1.
Results showed that rhTGF-β1 induced a significant
decrease in the S phase and a significant increase in the
G0/G1 phase of HeLa cells (Figures 6(b) and 6(c)). The
results confirmed our hypothesis that TGF-β1 secreted
by hMBSCs was responsible for the inhibition of HeLa cell
proliferation potential.

In some instances, TGF-β1 has been reported to regulate
phosphorylation of JNKs, which coordinate cell responses to
stress and influence regulation of cell growth and transfor-
mation [27]. Umbilical cord tissue-derived MSCs induce
apoptosis in PC-3 prostate cancer cells through activation
of JNK and downregulation of PI3K/AKT signaling [51].
Although we found that the suppressive effect of hMBSC-
CM and hMBSC coculture in HeLa cells is exerted through
an inhibition on cell proliferation and not by regulating apo-
ptosis, the expression level of phospho-JNK in the hMBSC-
CM and hMBSC coculture group was significantly increased
compared to control. Nevertheless, findings from our study
have shown that the expression levels of PI3K and AKT were
not significantly different between these three groups. P21,
stabilized by JNK [52], is a critical regulator of tumorigenesis
and suppresses tumors by regulating cell cycle arrest and/or
apoptosis [53]. Magatti et al. found that the expression of
P21 can be upregulated by MSCs and subsequent inhibition
of cyclins and cyclin-dependent kinases (CDKs), leading
to cell cycle arrest [25]. Our data demonstrated that the
activation of phospho-JNK upregulated the expression of
phospho-P21 in hMBSC-CM and rhTGF-β1-treated HeLa
cells (Figure 6(e)). These results indicate that hMBSCs
inhibit the proliferation of HeLa cells via TGF-β1-medi-
ated JNK/P21 signaling.

5. Conclusion

We have found novel intrinsic anticervical cancer properties
of hMBSCs in vivo and in vitro. Furthermore, we showed that
hMBSCs secrete high levels of TGF-β1, which sequester and
inhibit HeLa cell proliferation by inducing cell cycle arrest.
The inhibitory effect of TGF-β1 is evident from the increased
level of phospho-JNK and phospho-P21 and from reduced
HeLa cell proliferation. This study supports the use of
hMBSC-based antitumor therapy against cervical cancer.
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Protein acetylation is one of the most important posttranslational modifications catalyzed by acetyltransferases and deacetylases,
through the addition and removal of acetyl groups to lysine residues. Lysine acetylation can affect protein-nucleic acid or
protein-protein interactions and protein localization, transport, stability, and activity. It regulates the function of a large variety
of proteins, including histones, oncoproteins, tumor suppressors, and transcription factors, thus representing a crucial regulator
of several biological processes with particular prominent roles in transcription and metabolism. Thus, it is unsurprising that
alteration of protein acetylation is involved in human disease, including metabolic disorders and cancers. In this context,
different hematological and solid tumors are characterized by deregulation of the protein acetylation pattern as a result of
genetic or epigenetic changes. The imbalance between acetylation and deacetylation of histone or nonhistone proteins is also
involved in the modulation of the self-renewal and differentiation ability of stem cells, including cancer stem cells. Here, we
summarize a combination of in vitro and in vivo studies, undertaken on a set of acetyltransferases, and discuss the physiological
and pathological roles of this class of enzymes. We also review the available data on the involvement of acetyltransferases in the
regulation of stem cell renewal and differentiation in both normal and cancer cell population.

1. Introduction

Epigenetic changes do not involve changes in the DNA
sequence but alter the physical structure of DNA. To date,
the most commonly epigenetic changes include DNA meth-
ylation and histone modifications, such as methylation and
acetylation at lysine residues. Lysine acetylation is catalyzed
by lysine acetyltransferase, formerly called histone acetyl-
transferase (HAT), which transfers the acetyl group of
acetyl-CoA to the epsilon-amino group of an internal lysine
residue located near the amino termini of core histone
proteins [1]. The reverse reaction is accomplished by deacety-
lases (HDAC). More recently, other posttranslational modifi-
cations of histones have been described such as neddylation,
sumoylation, glycosylation, phosphorylation, poly-ADP ribo-
sylation, and ubiquitination [2]. All these posttranslational

modifications of histones, as well as nonhistone proteins,
regulate gene expression profiles through their effect on
chromatin structure/remodelling. Histone acetylation is
associated with an open and active chromatin conformation
(i.e., euchromatin), while histone deacetylation is generally
associated with a condensed and inactive form of chromatin
(i.e., heterochromatin). On the other hand, histone methyl-
ation might be a marker for both active chromatin and
inactive chromatin.

For definition, it is not possible to pass down epigenetic
changes to future generations; nevertheless, it is now accepted
that epigenetic modifications can cross the border of genera-
tions and can be inherited from parent to offspring. In line
with the relevance of epigenetic changes in normal develop-
ment, the first stage of development is evidenced by erasure
of epigenetic information compatible for development. This
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epigenetic phenomenon, named epigenetic reprogramming,
is likely required for resetting the epigenome of the early
embryo, so that it can form every kind of cell type in the
organism. To pass to the next generation, epigenetic infor-
mation must avoid being erased during reprogramming.
Indeed, it is now well accepted that there are rare regulatory
elements that evade, for instance, DNA demethylation
during embryogenesis, thus suggesting that change in the
epigenome can be inherited also transgenerationally [3–5].
In line with this evidence, two recent studies evidence that
also maternal inheritance of histone marks trimethylated
lysine 27 of histone 3, a repressing mark of gene expression,
may represent a conserved mechanism able to regulate gene
expression during early development [6, 7]. Overall, these
studies recognize the importance of epigenetic programming
in determining cell identity during the reprogramming
process, indicating that epigenetic information might play
a critical role in the restoration of totipotency in the embryo
or in stem cells.

An aberrant epigenetic signature can be responsible
for some disease states causing abnormal activation or
silencing of genes playing a role in different pathologies,
such as syndromes involving chromosomal instabilities
or mental retardation [8, 9]. Epigenetic alterations can
also be responsible for the promotion or inhibition of a
malignant phenotype at various stages of the disease: in
transformed cells, epigenetic changes occur in key oncogenes
or tumor suppressor genes leading to cancer initiation or
progression [10, 11].

The aim of this review is to discuss the role of protein
acetylation leading to cancer initiation and progression, and
their role in the maintenance of stem cell progenies and
how deregulation of HAT in this subpopulation sustains
tumor development.

2. HAT: Classification and Functions

Histone acetylation is preferentially carried out on specific
lysine: for instance, histone H3 is mainly acetylated in posi-
tions 9, 14, 18, and 23, while the lysine of histone H4 that
are preferentially acetylated are in positions 5, 8, 12, and 16.
The addition of the acetyl group neutralizes the positive
charge of lysine weakening the electrostatic interaction
between the histones and DNA, relaxing the chromatin
structure and recruiting chromatin remodelling protein com-
plexes (e.g., transcription factors and chromatin modifiers),
and finally leading to gene activation. Recent analysis of
lysine acetylation through mass spectrometry has increased
our understanding on this posttranslational modification
[12] and demonstrated the involvement of HAT enzymes
in many biological processes beyond gene transcription,
through the regulation of protein interaction, activity and
cellular localization. Thus, the human HAT have been
recently renamed as lysine acetyltransferases (KAT), for their
ability to acetylate different proteins beyond histones.

The main function shared by all HAT members is the
activation of transcription. They are classified into type A
and type B on the basis of their localization inside the cell
(Table 1). Type A shows mainly nuclear localization, likely

catalyzes the processes related to transcription, and is
grouped into five main families:

(1) p300/CBP

(2) GCN5-related N-acetyltransferase (GNAT)

(3) Moz, Ybf2/Sas3, Sas2, Tip60 (MYST)

(4) Nuclear receptor coactivator- (NCOA-) related HAT

(5) Transcription factor-related HAT

In the past years, the Camello family has also been
included in this classification. The novel Camello HAT
family has been identified in zebrafish and includes func-
tional HAT showing specificity towards histone H4 and
perinuclear localization [13]. Type B consists of HAT1,
HAT2, HatB3.1, Rtt109, and HAT4 and it is localized in
the cytoplasm.

The p300/CBP family consists of two members with sim-
ilar structure and functions: CBP (CREB-binding protein)
and its paralog p300. Both CBP and p300 contain an HAT
domain of about 500 residues, in which they share 86%
sequence identity, a bromodomain, and three cysteine-
histidine-rich domains (TAZ, PHD, and ZZ) serving for
the protein-protein interaction. CBP/p300 act as coactiva-
tors of hundreds of different transcription factors, and it
is now well clear that they are key regulators in the assem-
bly and mobilization of the basal transcription machinery
[14]. In this context, it has been suggested that p300/CBP
binding to transcription factor activation domains positions
HAT near specific nucleosomes in target gene promoter
regions thus facilitating the transcriptional activation [15].
It has also been reported that both p300 and CBP modulate
the activity and cellular localization of different factors pro-
ducing multiple downstream effects in the cells [16–18].

The GNAT family consists of at least 12 enzymes with
different cellular functions that acetylate both histone and
nonhistone proteins. They contain anHATdomain of around
160 residues and a conserved BRD at the carbossi-terminus,
which recognizes and binds to acetyl-lysine residues [19].
The two main members, GCN5 (general control nondere-
pressible 5, KAT2A) and pCAF (p300/CBP-associated
factor, KAT2B), are closely related proteins playing an
important role in gene transcription. Beyond their gene-
specific HAT activities, the GCN5 and pCAF enzymes have
been shown to acetylate numerous transcription factors,
thus regulating their functions [20]. Despite a cytosolic
localization, α-tubulin acetyltransferase 1 (ATAT1), mainly
responsible for α-tubulin acetylation at lysine 40 in higher
organisms, has been included in the GNAT superfamily
[21–24]. Acetylation of histone and nonhistone proteins by
GNAT controls gene transcription, DNA replication, DNA
repair, cell cycle progression, cell signalling pathways, and
metabolism. GNAT enzymes are known to play a role in a
wide range of human diseases including cancer, obesity,
diabetes, and metabolic disease [25–27]. The MYST family
comprises five enzymes: MOZ, Tip60, MOF, MORF, and
HBO1. This family is characterized by the presence of a highly
conserved 370-residue MYST domain and other domains
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relevant for the recognition of other proteins [28, 29]. Mem-
bers of this family play a critical role in a wide range of cellular
processes including regulation of transcription, cell growth,
and cell cycle [28].

The nuclear receptor coactivators family includes steroid
receptor coactivators (SCR1, SCR2, and SCR3). SCRs are
coactivators that are required for transcriptional activity of
the steroid receptor superfamily. SRC1 has an HAT domain
at its carbossi-terminal region and is primarily specific for
histones H3 and H4 [30], thus being involved in both chro-
matin remodelling and the process of recruitment/stabiliza-
tion of general transcription factors [26]. The transcription
factor-related HAT family includes TATA box-binding pro-
tein- (TBP-) associated factors TAFII250 and TFIIIC [31].
The most studied members of HAT of type B are HAT1
and HAT4 [32, 33]. In humans, both HAT promote the acet-
ylation of cytosolic histone H4 favouring the nucleosome
assembly, whereas HAT1 also acetylates histone H2A on
lysine 5 [32–34].

3. Role of HAT in Development and Cancer

It is well clear that for their effect on gene transcription or on
nonhistone proteins, HAT enzymes and consequently pro-
tein acetylation are implicated in development and physiol-
ogy and in the genesis of several diseases. Thus, it is
unsurprising that HAT are also involved in the regulation
of stemness properties of normal and cancer cells.

3.1. Roles ofHAT inDevelopment andPhysiology.Recent stud-
ies on HAT-null and heterozygous mice have revealed highly
specific functions of individual enzyme in development,
physiology, and disease (Table 2). Indeed, this is possible
not only for the canonical function of HAT on gene transcrip-
tion but also for their structural role as a scaffold protein.

The role of CBP/p300 in neural development has been
described in several studies by using mutant mice for these
HAT. Loss of both p300 and CBP results in early embryonic
lethality. Moreover, the mutant embryos display several

Table 1: HAT classification.

Nomenclature Cellular localization Histone and nonhistone

Type A HAT

p300/CBP family

CBP (KAT3A) Nucleus
NF-kappaB, c-myb, Foxo1, NCOA3, PCNA, KLF1, transcription

factor MafG, IRF-2

p300 (KAT3B) Nucleus
H2A, H2B, H3, NF-kappaB, c-myc, p53, STAT3, β-catenin,
Foxo1, AR, ALX1, SIRT2, HDAC1, BCL6, MTA1, XBP1

isoform 2, PCNA, MEF2D, ZBTB7B

GNAT family

KAT2 H3, H2B

GCN5 (KAT2A) Nucleus
H3, H4, H2A, CDC6, CDK9,cyclin D1, cyclin E1 and E2F1,

HDM2, PTEN, c-myc, TBX5, PLK4, CEBPB

pCAF (KAT2B) Nucleus H3, H4, p53, CDK9, c-myc, Foxo1, AR, TBX5, PLK4, ACLY

ELP3 (KAT9) H4, H2A, H3

ATAT-1 (MEC-17) Cytosol α-Tubulin, cortactin

MYST family

Tip60 (KAT5) Nucleus H4, H2A, ATM, TRRAP, E2F1, c-myc, NR1D2, FOXP3, RAN

KAT6

MOZ (KAT6A) Nucleus H3, p53

MORF (KAT6B) Nucleus

HBO1 (KAT7) Nucleus H3, H4

MOF (KAT8) Nucleus H4, p53

Transcription factor complexes

TAF1/TBP (KAT4) Nucleus H3 H4

TFIIIC90 (KAT12) Nucleus H3

Nuclear receptor coactivators

SCR1 (KAT13) Nucleus H3 H4

Camello family

Camello Perinucleus H4

Type B HAT

HAT1 (KAT1) Nucleus/cytosol H3, H4, H2A

HAT4 (KAT4) Cytosol H4 H2A
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neural tube closure and embryonic vascular and cardiac
defects. Notably, also heterozygous mice for p300 manifest
considerable embryonic lethality. More recent studies using
p300/CBP conditional knockouts reveal a distinct role for
p300 and CBP in defined cell lineages, although both genes
are essential for cell proliferation [35, 36]. Mice genetically
deleted for CBP represent also a good model to study
Rubinstein-Taybi syndrome (RTS), a cognitive disorder
prominently linked to the deficiency in CBP activity [8]. Of
note, mice with a mutant form of CBP, lacking its HAT
domain (CBPΔ mice) or with point mutations in the domain
mediating the CREB interaction (CBPKIX/KIX mice), showed
some defects in memory and synaptic plasticity [37, 38].

Mice homozygous for mutation in the KIX domain of
p300 showed multilineage defects during the hematopoiesis,
such as B-cell deficiency, megakaryocytosis, and thrombocy-
tosis, thus indicating that binding of p300 to c-Myb and
CREB is required for hematopoiesis [39].

The early embryonic lethality was also observed in
GCN5-null mice [40]: contrary to GCN5-null embryos,
GCN5hat/hat embryos, with point mutations that abrogate
GCN5 HAT activity, are viable but show cranial neural tube
closure defects and exencephaly [41]. Of note, the defects of
GCN5-null mice are due not only to the effect of GCN5 on
histone acetylation but also to the effect on other GCN5 tar-
get proteins. In line with this evidence, deletion of p53, a
well-known GCN5 nonhistone target, partially rescued the
defect of GCN5-null embryos [41].

On the contrary, loss of pCAF did not determine obvious
abnormal phenotypes in mice [42, 43]. Despite this evidence,
defects in learning abilities and both short-term memory and
contextual long-term memory have been observed in adult
pCAF-null mice [44]. A more recent paper described the
defect associated with pCAF and GCN5 loss in zebrafish
development. Indeed, morpholino-mediated knockdown of

pCAF and GCN5 transcripts severely perturbs heart and
limb development, and pharmacological inhibition of HAT
also produces cardiac and fin defects during zebrafish devel-
opment [45]. The α-tubulin acetyltransferase ATAT1 is
expressed in both mouse embryos and tissues. ATAT1-null
animals were viable, and no morphological defects were
found, despite the fact that this acetylation of α-tubulin is
lost in sperm flagella and the dentate gyrus is slightly
deformed [46].

Homozygous mutations of the main MYST members
also result in early embryonic lethality; in contrast, heterozy-
gous mutations exhibit no relevant phenotypes.

3.2. Roles of HAT in Stem Cell Maintenance. Stem cells are
defined as a class of undifferentiated cells that for definition
(i) replicate indefinitely maintaining an undifferentiated state
(or self-renewal capacity) and (ii) differentiate into special-
ized cell types (or cell potency). Commonly, stem cells are
derived from two main sources: (i) embryos formed during
the blastocyst phase of embryological development (embry-
onic stem cells (ESCs)) and (ii) adult tissues (somatic or adult
stem cells). Both types are generally characterized by their
potency to differentiate into different cell types [47]. ESCs
exhibit the ability to avoid replicative senescence maintaining
their undifferentiated state and to differentiate into any dif-
ferent specialized cells derived from the three germ layers
(ectoderm, endoderm, and mesoderm). The main difference
between embryonic and adult stem cells is the pluripotency,
as adult stem cells are considered multipotent, namely, stem
cells that are able to differentiate in a lineage-restricted man-
ner. Adult stem cells are named on the basis of their tissue of
origin (e.g., mesenchymal stem cell, endothelial stem cell, and
dental pulp stem cell), and they act mainly as a repair system
for the renewal of adult tissues. Using a genetic reprogram-
ming, it is possible to obtain a type of pluripotent stem cell

Table 2: Involvement of HAT in normal development.

HAT Organism Impact on development Ref

CBP Null mice Neural tube closure and embryonic vascular and cardiac defects [35]

CBP
Mice harbouring point mutation or deletion

of the HAT domain
Several defects in memory and synaptic plasticity

[37,
38]

CBP Null mice Rubinstein-Taybi syndrome (RTS) multilineage [8]

p300 Heterozygous mice Embryonic lethality [35]

p300 Mice harbouring point mutation
Defects in the hematopoiesis (B-cell deficiency, megakaryocytosis,

and thrombocytosis)
[39]

GCN5
Mice harbouring a point mutations abrogating

GN5 HAT activity
Cranial neural tube closure defects and exencephaly [41]

GCN5
Null mice Early embryonic lethality [40]

Knockdown zebrafish Cardiac, fin, and limb defects [45]

pCAF
Null mice

Normal phenotype in the embryo
[42,
44]

Defects in learning abilities and short-term and long-term
memory in adult

[44]

Knockdown zebrafish Cardiac, fin, and limb defects [45]

ATAT-1 Null mice
Viable, without morphological defects; loss of α-tubulin
acetylation in sperm flagella; dentate gyrus distortion

[46]
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directly from adult cells [47]: these cells are named induced
pluripotent stem cells (also known as iPS cells or iPSCs).
They are very similar to ESCs andmay represent an attractive
approach for regenerative medicine.

The maintenance of stem cell properties requires the
activation of a series of transcription factors, among them
NANOG, OCT4, SOX2, KLF4, and c-Myc, while several
signalling pathways, including LIF/STAT3, BMP, PI3K,
FGF2, Wnt, TGFβ, and MAPK pathways, and epigenetic
factors, including HAT, HDAC, and DNA methyltransfer-
ases, play an important role in stem cell pluripotency
reprogramming [48, 49].

Different evidences showed a regulatory mechanism
indicating an acetylation-related effect on stemness, and sev-
eral studies identified the specific HAT involved in the regu-
lation of stemness property of normal stem cells (Table 3). In
this context, a misregulation of HAT may lead to an altered
potential of self-renewal and expansion of epigenetically
modified stem cell pools [50].

Genome-wide and mass spectrometry experiments have
demonstrated the lysine 56 acetylation (K56Ac) in histone
H3 also in mammal cells. Notably, high levels of K56Ac mark
the pluripotency transcriptional network in human ESCs and
correlate positively with binding along promoters of OCT4,
NANOG, and SOX2 [51]. Interestingly, in mouse ESCs,
OCT4 interacts with H3 K56Ac. This interaction is likely
direct and promotes the pluripotency of ESCs [52]. In
another independent study, aimed at evaluating the levels
of histone posttranslational modifications during the differ-
entiation of ESCs, a global decrease in multiply acetylated
histone H4 peptides was found [53], suggesting the relevance
of this modification in the maintenance of stemness. Acet-
ylation of histone H3K9, an epigenetic mark associated
with open chromatin structures, is involved in the neural
commitment from ESCs, and p300 has been identified as
the enzyme involved in both ESC pluripotency and neural
differentiation [49].

In an experimental model of iPS cells, p300 promotes
acetylation of OCT4, SOX2, and KLF4 at multiple sites to

change their transcription activity, thus regulating stem cell
reprogramming [54]. In line with this evidence, p300 has
been reported to regulate the expression of NANOG and
SOX2 and the proliferation and odontogenic differentiation
of human dental pulp cells, regulating the expression of key
pluripotency genes [55, 56]. p300 and CBP also play redun-
dant roles in maintaining the undifferentiated state of ESCs.
Indeed, both are recruited by NANOG through the physical
interaction to NANOG-binding loci, mediating the for-
mation of p300/CBP-binding loop fragments containing
enhancer activities, suggesting that the formation of these
higher-order chromosome structures is important in main-
taining self-renewal and pluripotency of ESCs [57].

Histone and nonhistone protein acetylation regulates
also normal hematopoiesis [58, 59], being a network of epige-
netic regulators, including NuA4/p300/CBP/HBO1, needed
for normal and hematopoietic development [60]. p300 and
CBP play essential but distinct roles in maintaining hema-
topoietic stem cell (HSC) self-renewal and regulating
differentiation into committed hematopoietic progenitors.
In particular, while CBP is relevant for HSC self-renewal,
p300 is essential for hematopoietic differentiation [61].

GCN5 is essential for embryonic survival in mice [42, 43]
and is highly expressed in mouse ESCs compared with differ-
entiating cells [62]. Recently, GCN5 has been identified as a
critical regulator of early reprogramming initiation in mouse
PSC. Indeed, upon initiation of somatic reprogramming,
GCN5 coactivates Myc networks in PSC and coregulates
a group of RNA splicing and RNA processing genes that
are needed for somatic cell reprogramming [62]. In line
with this evidence, GCN5 is required for the maintenance
of histone acetylation in neural stem cells and cooperates
with N-Myc to regulate overlapping transcriptional pro-
grams [63]. GCN5 also plays a key role in osteogenic com-
mitment of mesenchymal stem cells (MSC) by inhibiting a
nuclear factor kappa B-dependent transcription signalling
pathway [64]. In osteogenic differentiation of periodontal lig-
ament stem cells, GCN5 modulates DKK1, a central regula-
tor of osteoblast activity. Mechanistically, GCN5 regulates

Table 3: Involvement of HAT in stem cells.

HAT Target Effect in normal stem cells Ref

CBP Maintenance of self-renewal hematopoietic stem cells [61]

p300

OCT4, SOX2, KLF4 Stem cell reprogramming [54]

Proliferation and odontogenic differentiation of human dental pulp cells [56]

Self-renewal and pluripotency maintenance in ESCs [57]

Proper hematopoietic differentiation [61]

GCN5

Myc Early reprogramming initiation in mouse PSC [62]

NF-κB Osteogenic commitment of mesenchymal stem cells [64]

DKK1 Osteogenic differentiation of periodontal ligament stem cells [65]

pCAF BMPs Osteogenic differentiation of mesenchymal stem cells [66]

MOF
NANOG, OCT4, SOX2 Maintenance of ESC self-renewal and pluripotency [68]

Stem cell reprogramming [69]

Tip60 ESC differentiation into mesoderm and endoderm lineages [71]

MOZ p16(INK4a) Maintenance of proliferation in hematopoietic and neural stem cells [72]
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DKK1 expression and promotes osteogenic differentiation
by direct acetylation of lysine 9 and lysine 14 of H3 at
the DKK1 promoter region [65]. Also, another member of
the GNAT family, pCAF, plays a critical role in osteogenic
differentiation of MSC, controlling bone morphogenetic
protein gene expression by increasing H3K9Ac to their
promoters [66].

The MYST family plays a crucial role in stem cells and
development [67]. By using genome-wide chromatin immu-
noprecipitation sequencing and integrated transcriptome
analyses, a recent study showed that the specific H4K16 ace-
tyltransferase MOF is an integral component of the ESC core
transcriptional network that plays an essential role in the
maintenance of ESC self-renewal and pluripotency [68]. Fur-
ther studies revealed that MOF is a crucial factor for efficient
reprogramming of stem cells. Indeed, iPSCs express high
levels of MOF, and this expression is dramatically upregu-
lated following reprogramming. In addition, MOF depletion
reduces H4K16Ac and H3K4me3 histone marks at the OCT4
promoter [69]. In ESCs, deletion of MOF determines an
aberrant expression of NANOG, OCT4, and SOX2 [68]. A
more recent study revealed a functional link among histone
variants H3.3, MOF, and GLI1, which regulate neuronal SC
proliferation and differentiation [70]. Tip60-deficient ESCs
exhibited impaired differentiation into mesoderm and endo-
derm lineages, demonstrating a Tip60-dependent function in
differentiation [71].

Several studies have also established the critical function
of MOZ, in hematopoiesis [72, 73]. Notably, mice carrying
mutation into the MOZ gene exhibit a defect to develop
HSC during embryogenesis [74]. In both hematopoietic
and neural stem cells, MOZ controls cell proliferation by
repressing the transcriptional activity of p16(INK4a). Loss
of MOZ determines the upregulation of p16(INK4a) in pro-
genitor and stem cells and induces cell senescence, and
depletion of p16(INK4a) reverts both the effects [75].
Intriguingly, despite the fact that MOF HAT activity is
critical for hematopoietic cell maintenance, MOF is
required for adult but not for early fetal hematopoiesis in
mice [76].

3.3. Roles of HAT in Cancers. Genetic alterations and func-
tional dysregulation of HAT are also strongly related to can-
cer [1]. In this context, it is well clear that HAT can have a
dual function in carcinogenesis, acting as oncogenes or
tumor suppressors. Different HAT members are reported to
be mutated in tumors [27, 29, 77–79] and to be involved in
different steps of tumor progression, starting from initiation
and tumor growth to dissemination towards target organs
(Figure 1).

Mutations of p300/CBP genes are associated with the
development of different forms of leukemia and with B-cell
non-Hodgkin’s lymphoma [25, 79]. Mutations, which result
in the truncation of the proteins, or deletion of p300/CBP
genes have been also reported in different solid cancers,
including lung, colon, breast, nasopharyngeal, ovarian, and
cutaneous squamous cell carcinomas [78, 80–84].

Also, GNAT family members, for their cellular functions,
have been implicated in different kinds of cancer. GCN5 is
found to be upregulated in human glioma, colon, and lung
cancer [85]. Conversely, the pCAF gene is frequently deleted
in solid tumors such as ovarian, gastric, and esophageal car-
cinomas [86]. Recent reports suggest that also ATAT1 plays
a key role in many cellular processes related to cancer dis-
semination, including cell adhesion, migration, and invasion
[24, 87, 88]. Notably, ATAT1 is also associated with breast
cancer progression [89].

Also, MYST family members have been often found
mutated in cancer, and chromosomal aberrations involving
different MYST genes and coding for hybrid proteins have
been reported to drive leukemogenesis [90, 91]. HAT activity
of MOF sustains a subtype of leukemia characterized by
oncogenic rearrangements of the mixed-lineage leukemia
(MLL) gene. Indeed, conditional deletion of MOF in a mouse
model of MLL-AF9-driven leukemogenesis, and accordingly
the treatment with small molecules targeting MYST mem-
bers, reduces acute myeloid leukemia (AML) cell prolifera-
tion [76]. The expression of MOF has been often found
altered also in solid cancers, such as breast, ovarian, renal,
gastric, and colorectal carcinomas, as well as non-small-cell
lung cancer and medulloblastoma [29]. The human Tip60

Cancer stem cell Differentiated cancer cell

Tumor initiation Tumor growth Tumor dissemination

Blood vessel
Oncogenic events

CBP
p300
MOZ
MOF

ATAT1GCN5
pCAF
Tip60
p300
CBP

Figure 1: Schematic overview of HAT involved in cancer. HAT display critical roles in promoting different steps in cancer, starting from
initiation and growth to dissemination towards target organs. CSCs play a key role in all these phases.
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locus is frequently mutated or lost in a variety of tumors
including breast and prostate carcinomas [92]. In the latter,
prostate cancer Tip60 is upregulated and its expression cor-
relates with disease progression [92]. Tip60 is also markedly
increased in malignant mesothelioma compared to benign
pleura, being overexpressed in both the sarcomatoid and
biphasic subtypes [93].

3.4. Role of HAT in Cancer Stem Cells. For a long time,
genetic alterations have been involved in cancer initiation
and progression, but only in the past years, the role that chro-
matin modifications and epigenetic changes play in these
processes emerges. It is possible that epigenetic changes in
normal stem cells represent an early event of neoplastic
transformation. On the other hand, also epigenetic alter-
ations, and consequently the aberrant expression of a set of
genes in more differentiated cells, may play a role in repro-
gramming into a pluripotent state and into an undifferenti-
ated state. Indeed, the epigenetic changes in stem cells
make these precursors susceptible to acquisition of mutations
and give rise to tumor-initiating cells, also known as cancer
stem cells (CSCs) [94]. CSCs for definition are a type of can-
cer cells that possess self-renewal capacity and the ability to
differentiate into multiple cell types and are responsible for
tumor initiation, recurrence, and drug resistance [95]. Devel-
oping functional assays identified CSCs as a cancer subpopu-
lation with an in vitro self-renewal ability and an in vivo
tumor-initiating and tumor-propagating ability.

The first experimental evidence for CSCs existence came
from hematological malignancies, and then CSCs have been
also identified in different solid tumors such as breast, lung,
colon, and prostate carcinomas.

The analysis of the epigenetic factors implicated in the
regulation of CSCs self-renewal has been hampered by exper-
imental and technical challenges, strictly related to the diffi-
culty of in vitro isolation and expansion of CSCs from solid
tumors. This is probably the reason why the first evidence
of a link between CSCs and HAT has been obtained in hema-
tological tumors [96, 97]. Indeed, HAT affect CSCs proper-
ties (1) by inducing chromatin modifications, (2) by acting
as transcriptional coactivators, or (3) by acetylating CSCs
transcription factors (Figure 2).

Several studies revealed that p300 is a coactivator of Myb,
a transcription factor essential for the proliferation of hema-
topoietic cells, and that targeting this interaction may have
therapeutic potential for the AML treatment [98]. Accord-
ingly, the role for CBP and p300 in the induction and main-
tenance of AML has been described [99, 100], and targeting
CBP/p300 HAT activity by small molecules shows preclinical
efficacy in different AML subtypes [101].

It is not surprising that the signalling pathways playing
an important role in stemness and differentiation program
of ESCs (i.e., Wnt/β-catenin, Notch, Hedgehog, TGFβ/BMP,
JAK/Stat, and Hippo) may also contribute to CSCs mainte-
nance and that HAT or protein acetylation may be a critical
regulator of these pathways. In this scenario, p300 and CBP
act as important coactivators of the Wnt/β-catenin pathway
also in CSCs [102]. For instance, in uterine sarcomas, the
β-catenin/p300 signal pathway cooperates with SOX genes
to promote Slug expression during divergent sarcomatous
differentiation in uterine carcinosarcoma [103]. In nasopha-
ryngeal carcinoma cells, the targeting of the interaction of
CBP/β-catenin impairs the cancer stem-like population
reducing the expression of CSCs-associated markers [104].

K K K K K K
AcAc

K K
AcAc CSC differentiation 

CSC self-renewal

HAT HAT

(a)

HAT
GLI1GLI1

mRNAmRNA

(b)

HAT
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�훽-Catenin

(c)

MOZ-TIF2
PU.1
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Figure 2: HAT regulate cancer stem cells through different mechanisms. HAT promote a cancer stem cell phenotype by inducing chromatin
modifications (a), acting as a transcriptional coactivator (b) or acetylating cancer stem cell transcription factors (c). HAT can also constitute
chimeric proteins as a result of chromosome translocation (d), which possess aberrant HAT activities.
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Notably, also ATAT1 is associated with pancreatic cancer-
initiating cells [89].

The role of pCAF in the control of Hedgehog signalling, a
master regulator of tissue development, stemness, and
tumorigenesis, has been also described. pCAF forms a com-
plex with GLI1 on target promoters, thus enhancing tran-
scription by promoting H3K9Ac at Hedgehog/GLI1 target
gene promoters [105]. According to these papers highlight-
ing the role of this family in CSCs, the inhibition of
GNAT members by the small molecule named CPTH6
[106, 107] induces apoptosis in lung CSCs derived from lung
cancer patients and its growth inhibitory effect is correlated
with the baseline level of K40-acetylated α-tubulin [108].

As mentioned above, chromosome translocations of
MYST members lead to the generation of chimeric proteins,
such as MOZ-CBP, MOZ-p300, MORF-CBP, and MOZ-
TIF2, which possess aberrant HAT activity [29]. Among
these hybrid proteins, MOZ-TIF2 has been shown to pro-
mote self-renewal of leukemic stem cells. Mechanistically,
the interaction between MOZ-TIF2 and the transcription
factor PU.1 stimulates the expression of the macrophage
colony-stimulating factor receptor [97], a factor required
for self-renewal of leukemic stem cells.

4. Conclusion

The dynamic changes of acetylation in histone and nonhis-
tone proteins could affect their functions in several biological
processes and further lead to different kinds of diseases.
Recent advances have demonstrated that protein acetylation
plays important roles in the proliferation and differentiation
of both normal and cancer cells but the regulatory pathways
involved in the acetylation state of malignant cells are still not
completely elucidated. Considering the critical role of CSCs
in the pathogenesis of cancer, targeting acetylation could rep-
resent a promising strategy for the treatment of different
malignancies. In this context, the relevance of HAT inhibi-
tors for cancer therapy is worthy of study and needs more
investigations in the future. Ultimately, deeper investigation
of the histone acetylation pattern in different cancer histo-
types and its regulation are needed to better appreciate the
link of acetylation deregulation and cancer, and to develop
more efficient anticancer approaches.

Conflicts of Interest

The authors do not present any conflicts of interest.

Acknowledgments

The manuscript is supported by a Grant from Italian
Association for Cancer Research (DDB, IG 18560) and by
Ricerca Corrente IFO-IRE (DDB).

References

[1] M. Di Martile, D. Del Bufalo, and D. Trisciuoglio, “The
multifaceted role of lysine acetylation in cancer: prognostic
biomarker and therapeutic target,” Oncotarget, vol. 7, no. 34,
pp. 55789–55810, 2016.

[2] M. K. Shanmugam, F. Arfuso, S. Arumugam et al., “Role of
novel histone modifications in cancer,” Oncotarget, vol. 9,
no. 13, pp. 11414–11426, 2018.

[3] E. Heard and R. A. Martienssen, “Transgenerational epige-
netic inheritance: myths and mechanisms,” Cell, vol. 157,
no. 1, pp. 95–109, 2014.

[4] J. A. Hackett, R. Sengupta, J. J. Zylicz et al., “Germline
DNA demethylation dynamics and imprint erasure through
5-hydroxymethylcytosine,” Science, vol. 339, no. 6118,
pp. 448–452, 2013.

[5] N. Lane, W. Dean, S. Erhardt et al., “Resistance of IAPs to
methylation reprogramming may provide a mechanism for
epigenetic inheritance in the mouse,” Genesis, vol. 35, no. 2,
pp. 88–93, 2003.

[6] F. Zenk, E. Loeser, R. Schiavo, F. Kilpert, O. Bogdanović,
and N. Iovino, “Germ line-inherited H3K27me3 restricts
enhancer function during maternal-to-zygotic transition,”
Science, vol. 357, no. 6347, pp. 212–216, 2017.

[7] A. Inoue, L. Jiang, F. Lu, T. Suzuki, and Y. Zhang, “Maternal
H3K27me3 controls DNA methylation-independent
imprinting,” Nature, vol. 547, no. 7664, pp. 419–424, 2017.

[8] E. Park, Y. Kim, H. Ryu, N. W. Kowall, J. Lee, and H. Ryu,
“Epigenetic mechanisms of Rubinstein-Taybi syndrome,”
Neuromolecular Medicine, vol. 16, no. 1, pp. 16–24, 2014.

[9] P. M. Campeau, J. C. Kim, J. T. Lu et al., “Mutations in
KAT6B, encoding a histone acetyltransferase, cause genitopa-
tellar syndrome,” American Journal of Human Genetics,
vol. 90, no. 2, pp. 282–289, 2012.

[10] M. Esteller, “Epigenetics in cancer,” The New England Journal
of Medicine, vol. 358, no. 11, pp. 1148–1159, 2008.

[11] M. Esteller, “Cancer epigenomics: DNA methylomes and
histone-modification maps,” Nature Reviews Genetics,
vol. 8, no. 4, pp. 286–298, 2007.

[12] C. Choudhary, C. Kumar, F. Gnad et al., “Lysine acetylation
targets protein complexes and co-regulates major cellular
functions,” Science, vol. 325, no. 5942, pp. 834–840, 2009.

[13] K. Karmodiya, K. Anamika, V. Muley, S. J. Pradhan, Y. Bhide,
and S. Galande, “Camello, a novel family of histone acetyl-
transferases that acetylate histone H4 and is essential for
zebrafish development,” Scientific Reports, vol. 4, p. 6076,
2014.

[14] X. Liu, L. Wang, K. Zhao et al., “The structural basis of pro-
tein acetylation by the p300/CBP transcriptional coactivator,”
Nature, vol. 451, no. 7180, pp. 846–850, 2008.

[15] H. M. Chan and N. B. La Thangue, “p300/CBP proteins:
HATs for transcriptional bridges and scaffolds,” Journal of
Cell Science, vol. 114, no. 13, pp. 2363–2373, 2001.

[16] H. Matsuzaki, H. Daitoku, M. Hatta, H. Aoyama,
K. Yoshimochi, and A. Fukamizu, “Acetylation of Foxo1
alters its DNA-binding ability and sensitivity to phosphoryla-
tion,” Proceedings of the National Academy of Sciences,
vol. 102, no. 32, pp. 11278–11283, 2005.

[17] R. Wang, P. Cherukuri, and J. Luo, “Activation of Stat3
sequence-specific DNA binding and transcription by p300/
CREB-binding protein-mediated acetylation,” The Journal
of Biological Chemistry, vol. 280, no. 12, pp. 11528–11534,
2005.

[18] Y. Sano and S. Ishii, “Increased affinity of c-Myb for CREB-
binding protein (CBP) after CBP-induced acetylation,” The
Journal of Biological Chemistry, vol. 276, no. 5, pp. 3674–
3682, 2001.

8 Stem Cells International



[19] A. S. Ud-Din, A. Tikhomirova, and A. Roujeinikova,
“Structure and functional diversity of GCN5-related
N-acetyltransferases (GNAT),” International Journal of
Molecular Sciences, vol. 17, no. 7, 2016.

[20] Z. Nagy and L. Tora, “Distinct GCN5/PCAF-containing
complexes function as co-activators and are involved in tran-
scription factor and global histone acetylation,” Oncogene,
vol. 26, no. 37, pp. 5341–5357, 2007.

[21] D. R. Friedmann, A. Aguilar, J. Fan, M. V. Nachury, and
R. Marmorstein, “Structure of the α-tubulin acetyltransferase,
αTAT1, and implications for tubulin-specific acetylation,”
Proceedings of the National Academy of Sciences, vol. 109,
no. 48, pp. 19655–19660, 2012.

[22] V. Kormendi, A. Szyk, G. Piszczek, and A. Roll-Mecak,
“Crystal structures of tubulin acetyltransferase reveal a
conserved catalytic core and the plasticity of the essential N
terminus,” The Journal of Biological Chemistry, vol. 287,
no. 50, pp. 41569–41575, 2012.

[23] M. Taschner, M. Vetter, and E. Lorentzen, “Atomic resolu-
tion structure of human α-tubulin acetyltransferase bound
to acetyl-CoA,” Proceedings of the National Academy of
Sciences, vol. 109, no. 48, pp. 19649–19654, 2012.

[24] J. S. Akella, D. Wloga, J. Kim et al., “MEC-17 is an alpha-
tubulin acetyltransferase,” Nature, vol. 467, no. 7312,
pp. 218–222, 2010.

[25] X. J. Sun, N. Man, Y. Tan, S. D. Nimer, and L. Wang, “The
role of histone acetyltransferases in normal and malignant
hematopoiesis,” Frontiers in Oncology, vol. 5, 2015.

[26] L. Wang and S. YR Dent, “Functions of SAGA in develop-
ment and disease,” Epigenomics, vol. 6, no. 3, pp. 329–339,
2014.

[27] A. Iyer, D. P. Fairlie, and L. Brown, “Lysine acetylation in
obesity, diabetes and metabolic disease,” Immunology and
Cell Biology, vol. 90, no. 1, pp. 39–46, 2012.

[28] V. Sapountzi and J. Côté, “MYST-family histone acetyltrans-
ferases: beyond chromatin,” Cellular and Molecular Life
Sciences, vol. 68, no. 7, pp. 1147–1156, 2011.

[29] N. Avvakumov and J. Côté, “The MYST family of histone
acetyltransferases and their intimate links to cancer,” Onco-
gene, vol. 26, no. 37, pp. 5395–5407, 2007.

[30] T. E. Spencer, G. Jenster, M. M. Burcin et al., “Steroid
receptor coactivator-1 is a histone acetyltransferase,” Nature,
vol. 389, no. 6647, pp. 194–198, 1997.

[31] Y. J. Hsieh, T. K. Kundu, Z. Wang, R. Kovelman, and R. G.
Roeder, “The TFIIIC90 subunit of TFIIIC interacts with
multiple components of the RNA polymerase III machinery
and contains a histone-specific acetyltransferase activity,”
Molecular and Cellular Biology, vol. 19, no. 11, pp. 7697–
7704, 1999.

[32] J. I. Tafrova and S. T. Tafrov, “Human histone acetyltransfer-
ase 1 (Hat1) acetylates lysine 5 of histone H2A in vivo,”
Molecular and Cellular Biochemistry, vol. 392, no. 1-2,
pp. 259–272, 2014.

[33] X. Yang, W. Yu, L. Shi et al., “HAT4, a Golgi apparatus-
anchored B-type histone acetyltransferase, acetylates free his-
tone H4 and facilitates chromatin assembly,” Molecular Cell,
vol. 44, no. 1, pp. 39–50, 2011.

[34] M. R. Parthun, “Histone acetyltransferase 1: more than just
an enzyme?,” Biochimica et Biophysica Acta (BBA) - Gene
Regulatory Mechanisms, vol. 1819, no. 3-4, pp. 256–263,
2013.

[35] L. H. Kasper, S. Lerach, J. Wang, S. Wu, T. Jeevan, and P. K.
Brindle, “CBP/p300 double null cells reveal effect of coactiva-
tor level and diversity on CREB transactivation,” The EMBO
Journal, vol. 29, no. 21, pp. 3660–3672, 2010.

[36] N. Kang-Decker, C. Tong, F. Boussouar et al., “Loss of CBP
causes T cell lymphomagenesis in synergy with p27Kip1
insufficiency,” Cancer Cell, vol. 5, no. 2, pp. 177–189, 2004.

[37] M. A. Wood, M. P. Kaplan, A. Park et al., “Transgenic mice
expressing a truncated form of CREB-binding protein
(CBP) exhibit deficits in hippocampal synaptic plasticity
and memory storage,” Learning & Memory, vol. 12, no. 2,
pp. 111–119, 2005.

[38] M. A. Wood, M. A. Attner, A. M. M. Oliveira, P. K. Brindle,
and T. Abel, “A transcription factor-binding domain of the
coactivator CBP is essential for long-term memory and the
expression of specific target genes,” Learning & Memory,
vol. 13, no. 5, pp. 609–617, 2006.

[39] L. H. Kasper, F. Boussouar, P. A. Ney et al., “A
transcription-factor-binding surface of coactivator p300 is
required for haematopoiesis,” Nature, vol. 419, no. 6908,
pp. 738–743, 2002.

[40] H. M. Phan, A. W. Xu, C. Coco et al., “GCN5 and p300 share
essential functions during early embryogenesis,” Develop-
mental Dynamics, vol. 233, no. 4, pp. 1337–1347, 2005.

[41] P. Bu, Y. A. Evrard, G. Lozano, and S. Y. R. Dent, “Loss of
Gcn5 acetyltransferase activity leads to neural tube closure
defects and exencephaly in mouse embryos,” Molecular and
Cellular Biology, vol. 27, no. 9, pp. 3405–3416, 2007.

[42] W. Xu, D. G. Edmondson, Y. A. Evrard, M. Wakamiya, R. R.
Behringer, and S. Y. Roth, “Loss of Gcn5l2 leads to increased
apoptosis and mesodermal defects during mouse develop-
ment,” Nature Genetics, vol. 26, no. 2, pp. 229–232, 2000.

[43] T. Yamauchi, J. Yamauchi, T. Kuwata et al., “Distinct but
overlapping roles of histone acetylase PCAF and of the closely
related PCAF-B/GCN5 in mouse embryogenesis,” Proceed-
ings of the National Academy of Sciences of the United States
of America, vol. 97, no. 21, pp. 11303–11306, 2000.

[44] T. Maurice, F. Duclot, J. Meunier et al., “Altered memory
capacities and response to stress in p300/CBP-associated
factor (PCAF) histone acetylase knockout mice,” Neuropsy-
chopharmacology, vol. 33, no. 7, pp. 1584–1602, 2008.

[45] T. K. Ghosh, J. J. Aparicio-Sánchez, S. Buxton et al., “Acetyla-
tion of TBX5 by KAT2B and KAT2A regulates heart and limb
development,” Journal of Molecular and Cellular Cardiology,
vol. 114, pp. 185–198, 2018.

[46] G. W. Kim, L. Li, M. Gorbani, L. You, and X. J. Yang, “Mice
lacking α-tubulin acetyltransferase 1 are viable but display
α-tubulin acetylation deficiency and dentate gyrus distor-
tion,” The Journal of Biological Chemistry, vol. 288, no. 28,
pp. 20334–20350, 2013.

[47] K. Takahashi and S. Yamanaka, “Induction of pluripotent
stem cells from mouse embryonic and adult fibroblast cul-
tures by defined factors,” Cell, vol. 126, no. 4, pp. 663–676,
2006.

[48] K. Hawkins, S. Joy, and T. McKay, “Cell signalling pathways
underlying induced pluripotent stem cell reprogramming,”
World Journal of Stem Cells, vol. 6, no. 5, pp. 620–628, 2014.

[49] Y. Qiao, R. Wang, X. Yang, K. Tang, and N. Jing, “Dual roles
of histone H3 lysine 9 acetylation in human embryonic stem
cell pluripotency and neural differentiation,” The Journal of
Biological Chemistry, vol. 290, no. 4, pp. 2508–2520, 2015.

9Stem Cells International



[50] N. Liu, S. Li, N. Wu, and K. S. Cho, “Acetylation and deace-
tylation in cancer stem-like cells,” Oncotarget, vol. 8, no. 51,
pp. 89315–89325, 2017.

[51] W. Xie, C. Song, N. L. Young et al., “Histone h3 lysine 56
acetylation is linked to the core transcriptional network in
human embryonic stem cells,” Molecular Cell, vol. 33, no. 4,
pp. 417–427, 2009.

[52] Y. Tan, Y. Xue, C. Song, and M. Grunstein, “Acetylated his-
tone H3K56 interacts with Oct4 to promote mouse embry-
onic stem cell pluripotency,” Proceedings of the National
Academy of Sciences, vol. 110, no. 28, pp. 11493–11498, 2013.

[53] M. Gonzales-Cope, S. Sidoli, N. V. Bhanu, K. J. Won, and
B. A. Garcia, “Histone H4 acetylation and the epigenetic
reader Brd4 are critical regulators of pluripotency in embry-
onic stem cells,” BMC Genomics, vol. 17, no. 1, p. 95, 2016.

[54] X. Dai, P. Liu, A. W. Lau, Y. Liu, and H. Inuzuka, “Acetyla-
tion-dependent regulation of essential iPS-inducing factors:
a regulatory crossroad for pluripotency and tumorigenesis,”
Cancer Medicine, vol. 3, no. 5, pp. 1211–1224, 2014.

[55] T. Wang, H. Liu, Y. Ning, and Q. Xu, “The histone acetyl-
transferase p300 regulates the expression of pluripotency fac-
tors and odontogenic differentiation of human dental pulp
cells,” PloS One, vol. 9, no. 7, article e102117, 2014.

[56] H. J. Liu, T. Wang, Q. M. Li, X. Y. Guan, and Q. Xu, “Knock-
down of p300 decreases the proliferation and odontogenic
differentiation potentiality of HDPCs,” International End-
odontic Journal, vol. 48, no. 10, pp. 976–985, 2015.

[57] F. Fang, Y. Xu, K. K. Chew, X. Chen, H. H. Ng, and
P. Matsudaira, “Coactivators p300 and CBP maintain the
identity of mouse embryonic stem cells by mediating long-
range chromatin structure,” Stem Cells, vol. 32, no. 7,
pp. 1805–1816, 2014.

[58] Y. Mishima, S. Miyagi, A. Saraya et al., “The Hbo1-Brd1/
Brpf2 complex is responsible for global acetylation of
H3K14 and required for fetal liver erythropoiesis,” Blood,
vol. 118, no. 9, pp. 2443–2453, 2011.

[59] W. Aerbajinai, J. Zhu, Z. Gao, K. Chin, and G. P. Rodgers,
“Thalidomide induces gamma-globin gene expression
through increased reactive oxygen species-mediated p38
MAPK signaling and histone H4 acetylation in adult erythro-
poiesis,” Blood, vol. 110, no. 8, pp. 2864–2871, 2007.

[60] H. T. Huang, K. L. Kathrein, A. Barton et al., “A network of
epigenetic regulators guides developmental haematopoiesis
in vivo,” Nature Cell Biology, vol. 15, no. 12, pp. 1516–1525,
2013.

[61] V. I. Rebel, A. L. Kung, E. A. Tanner, H. Yang, R. T. Bronson,
and D. M. Livingston, “Distinct roles for CREB-binding
protein and p300 in hematopoietic stem cell self-renewal,”
Proceedings of the National Academy of Sciences of the United
States of America, vol. 99, no. 23, pp. 14789–14794, 2002.

[62] C. L. Hirsch, Z. Coban Akdemir, L. Wang et al., “Myc and
SAGA rewire an alternative splicing network during early
somatic cell reprogramming,” Genes & Development,
vol. 29, no. 8, pp. 803–816, 2015.

[63] V. Martínez-Cerdeño, J. M. Lemen, V. Chan et al., “N-Myc
and GCN5 regulate significantly overlapping transcriptional
programs in neural stem cells,” PloS One, vol. 7, no. 6, article
e39456, 2012.

[64] P. Zhang, Y. Liu, C. Jin, M. Zhang, F. Tang, and Y. Zhou,
“Histone acetyltransferase GCN5 regulates osteogenic differ-
entiation of mesenchymal stem cells by inhibiting NF-κB,”

Journal of Bone and Mineral Research: the Official Journal
of the American Society for Bone and Mineral Research,
vol. 31, no. 2, pp. 391–402, 2016.

[65] B. Li, J. Sun, Z. Dong et al., “GCN5 modulates osteogenic
differentiation of periodontal ligament stem cells through
DKK1 acetylation in inflammatory microenvironment,”
Scientific Reports, vol. 6, no. 1, p. 26542, 2016.

[66] P. Zhang, Y. Liu, C. Jin et al., “Histone H3K9 acetyltransfer-
ase PCAF is essential for osteogenic differentiation through
bone morphogenetic protein signaling and may be involved
in osteoporosis,” Stem Cells, vol. 34, no. 9, pp. 2332–2341,
2016.

[67] A. K. Voss and T. Thomas, “MYST family histone acetyl-
transferases take center stage in stem cells and development,”
BioEssays: News and Reviews in Molecular, Cellular and
Developmental Biology, vol. 31, no. 10, pp. 1050–1061, 2009.

[68] X. Li, L. Li, R. Pandey et al., “The histone acetyltransferase
MOF is a key regulator of the embryonic stem cell core
transcriptional network,” Cell Stem Cell, vol. 11, no. 2,
pp. 163–178, 2012.

[69] X. Mu, S. Yan, C. Fu, and A.Wei, “The histone acetyltransfer-
ase MOF promotes induces generation of pluripotent stem
cells,” Cellular Reprogramming, vol. 17, no. 4, pp. 259–267,
2015.

[70] W. Xia and J. Jiao, “Histone variant H3.3 orchestrates neural
stem cell differentiation in the developing brain,” Cell Death
and Differentiation, vol. 24, no. 9, pp. 1548–1563, 2017.

[71] D. Acharya, S. J. Hainer, Y. Yoon et al., “KAT-independent
gene regulation by Tip60 promotes ESC self-renewal but
not pluripotency,” Cell Reports, vol. 19, no. 4, pp. 671–679,
2017.

[72] F. M. Perez-Campo, J. Borrow, V. Kouskoff, and G. Lacaud,
“The histone acetyl transferase activity of monocytic leuke-
mia zinc finger is critical for the proliferation of hematopoi-
etic precursors,” Blood, vol. 113, no. 20, pp. 4866–4874, 2009.

[73] F. M. Perez-Campo, G. Costa, M. Lie-a-Ling, V. Kouskoff,
and G. Lacaud, “The MYSTerious MOZ, a histone acetyl-
transferase with a key role in haematopoiesis,” Immunology,
vol. 139, no. 2, pp. 161–165, 2013.

[74] T. Thomas, L. M. Corcoran, R. Gugasyan et al., “Monocytic
leukemia zinc finger protein is essential for the development
of long-term reconstituting hematopoietic stem cells,” Genes
& Development, vol. 20, no. 9, pp. 1175–1186, 2006.

[75] F. M. Perez-Campo, G. Costa, M. Lie-a-Ling, S. Stifani,
V. Kouskoff, and G. Lacaud, “MOZ-mediated repression of
p16(INK) (4) (a) is critical for the self-renewal of neural
and hematopoietic stem cells,” Stem Cells, vol. 32, no. 6,
pp. 1591–1601, 2014.

[76] D. G. Valerio, H. Xu, M. E. Eisold, C. M. Woolthuis, T. K.
Pandita, and S. A. Armstrong, “Histone acetyltransferase
activity of MOF is required for adult but not early fetal
hematopoiesis in mice,” Blood, vol. 129, no. 1, pp. 48–59,
2017.

[77] N. G. Iyer, H. Ozdag, and C. Caldas, “p300/CBP and cancer,”
Oncogene, vol. 23, no. 24, pp. 4225–4231, 2004.

[78] M. Kishimoto, T. Kohno, K. Okudela et al., “Mutations and
deletions of the CBP gene in human lung cancer,” Clinical
Cancer Research, vol. 11, 2 Part 1, pp. 512–519, 2005.

[79] L. Pasqualucci, D. Dominguez-Sola, A. Chiarenza et al.,
“Inactivating mutations of acetyltransferase genes in B-cell
lymphoma,” Nature, vol. 471, no. 7337, pp. 189–195, 2011.

10 Stem Cells International



[80] S. A. Gayther, S. J. Batley, L. Linger et al., “Mutations truncat-
ing the EP300 acetylase in human cancers,” Nature Genetics,
vol. 24, no. 3, pp. 300–303, 2000.

[81] C. Yokomizo, K. Yamaguchi, Y. Itoh et al., “High expression
of p300 in HCC predicts shortened overall survival in associ-
ation with enhanced epithelial mesenchymal transition of
HCC cells,” Cancer Letters, vol. 310, no. 2, pp. 140–147, 2011.

[82] X. S. Xiao, M. Y. Cai, J. W. Chen et al., “High expression of
p300 in human breast cancer correlates with tumor recur-
rence and predicts adverse prognosis,” Chinese Journal of
Cancer Research, vol. 23, no. 3, pp. 201–207, 2011.

[83] M. K. Chen, M. Y. Cai, R. Z. Luo et al., “Overexpression of
p300 correlates with poor prognosis in patients with cutane-
ous squamous cell carcinoma,” British Journal of Dermatol-
ogy, vol. 172, no. 1, pp. 111–119, 2015.

[84] M. Li, R. Z. Luo, J. W. Chen et al., “High expression of
transcriptional coactivator p300 correlates with aggressive
features and poor prognosis of hepatocellular carcinoma,”
Journal of Translational Medicine, vol. 9, no. 1, p. 5, 2011.

[85] Y. W. Yin, H. J. Jin, W. Zhao et al., “The histone acetyltrans-
ferase GCN5 expression is elevated and regulated by c-Myc
and E2F1 transcription factors in human colon cancer,” Gene
Expression, vol. 16, no. 4, pp. 187–196, 2015.

[86] Q. Li, Z. Liu, M. Xu et al., “PCAF inhibits hepatocellular car-
cinoma metastasis by inhibition of epithelial-mesenchymal
transition by targeting Gli-1,” Cancer Letters, vol. 375, no. 1,
pp. 190–198, 2016.

[87] A. Aguilar, L. Becker, T. Tedeschi, S. Heller, C. Iomini, and
M. V. Nachury, “Α-tubulin K40 acetylation is required for
contact inhibition of proliferation and cell-substrate adhe-
sion,” Molecular Biology of the Cell, vol. 25, no. 12,
pp. 1854–1866, 2014.

[88] A. E. Boggs, M. I. Vitolo, R. A. Whipple et al., “α-Tubulin
acetylation elevated in metastatic and basal-like breast cancer
cells promotes microtentacle formation, adhesion, and
invasive migration,” Cancer Research, vol. 75, no. 1,
pp. 203–215, 2015.

[89] J. M. Bailey, J. Alsina, Z. A. Rasheed et al., “DCLK1 marks a
morphologically distinct subpopulation of cells with stem cell
properties in preinvasive pancreatic cancer,” Gastroenterol-
ogy, vol. 146, no. 1, pp. 245–256, 2014.

[90] J. Borrow, V. P. Stanton, J. M. Andresen et al., “The translo-
cation t(8;16)(p11;p13) of acute myeloid leukaemia fuses a
putative acetyltransferase to the CREB-binding protein,”
Nature Genetics, vol. 14, no. 1, pp. 33–41, 1996.

[91] M. Chaffanet, L. Gressin, C. Preudhomme, V. Soenen‐Cornu,
D. Birnbaum, and M. J. Pébusque, “MOZ is fused to p300 in
an acute monocytic leukemia with t(8;22),” Genes, Chromo-
somes and Cancer, vol. 28, no. 2, pp. 138–144, 2000.

[92] K. Halkidou, V. J. Gnanapragasam, P. B. Mehta et al.,
“Expression of Tip60, an androgen receptor coactivator,
and its role in prostate cancer development,” Oncogene,
vol. 22, no. 16, pp. 2466–2477, 2003.

[93] S. Cregan, L. McDonagh, Y. Gao et al., “KAT5 (Tip60) is a
potential therapeutic target in malignant pleural mesotheli-
oma,” International Journal of Oncology, vol. 48, no. 3,
pp. 1290–1296, 2016.

[94] S. Shukla and S. M. Meeran, “Epigenetics of cancer stem cells:
pathways and therapeutics,” Biochimica et Biophysica Acta
(BBA) - General Subjects, vol. 1840, no. 12, pp. 3494–3502,
2014.

[95] C. Maccalli and R. De Maria, “Cancer stem cells: perspectives
for therapeutic targeting,” Cancer Immunology, Immunother-
apy, vol. 64, no. 1, pp. 91–97, 2015.

[96] X.-J. Yang and M. Ullah, “MOZ and MORF, two large MYS-
Tic HATs in normal and cancer stem cells,” Oncogene,
vol. 26, no. 37, pp. 5408–5419, 2007.

[97] Y. Aikawa, T. Katsumoto, P. Zhang et al., “PU.1-mediated
upregulation of CSF1R is crucial for leukemia stem cell
potential induced by MOZ-TIF2,” Nature Medicine, vol. 16,
no. 5, pp. 580–585, 2010.

[98] S. Uttarkar, T. Piontek, S. Dukare et al., “Small-molecule dis-
ruption of the Myb/p300 cooperation targets acute myeloid
leukemia cells,” Molecular Cancer Therapeutics, vol. 15,
no. 12, pp. 2905–2915, 2016.

[99] C. G. Mullighan, J. Zhang, L. H. Kasper et al., “CREBBP
mutations in relapsed acute lymphoblastic leukaemia,”
Nature, vol. 471, no. 7337, pp. 235–239, 2011.

[100] L. Holmfeldt, L. Wei, E. Diaz-Flores et al., “The genomic
landscape of hypodiploid acute lymphoblastic leukemia,”
Nature Genetics, vol. 45, no. 3, pp. 242–252, 2013.

[101] G. Giotopoulos, W. I. Chan, S. J. Horton et al., “The epige-
netic regulators CBP and p300 facilitate leukemogenesis and
represent therapeutic targets in acute myeloid leukemia,”
Oncogene, vol. 35, no. 3, pp. 279–289, 2016.

[102] M. Kahn, “Wnt signaling in stem cells and cancer stem cells: a
tale of two coactivators,” Progress in Molecular Biology and
Translational Science, vol. 153, pp. 209–244, 2018.

[103] H. Inoue, H. Takahashi, M. Hashimura et al., “Cooperation of
Sox4 with β-catenin/p300 complex in transcriptional regula-
tion of the Slug gene during divergent sarcomatous differen-
tiation in uterine carcinosarcoma,” BMC Cancer, vol. 16,
no. 1, p. 53, 2016.

[104] K. C. Chan, L. S. Chan, J. C. Y. Ip et al., “Therapeutic targeting
of CBP/β-catenin signaling reduces cancer stem-like popula-
tion and synergistically suppresses growth of EBV-positive
nasopharyngeal carcinoma cells with cisplatin,” Scientific
Reports, vol. 5, no. 1, p. 9979, 2015.

[105] M. Malatesta, C. Steinhauer, F. Mohammad, D. P. Pandey,
M. Squatrito, and K. Helin, “Histone acetyltransferase PCAF
is required for Hedgehog-Gli-dependent transcription and
cancer cell proliferation,” Cancer Research, vol. 73, no. 20,
pp. 6323–6333, 2013.

[106] D. Trisciuoglio, Y. Ragazzoni, A. Pelosi et al., “CPTH6, a
thiazole derivative, induces histone hypoacetylation and
apoptosis in human leukemia cells,” Clinical Cancer Research,
vol. 18, no. 2, pp. 475–486, 2012.

[107] Y. Ragazzoni, M. Desideri, C. Gabellini et al., “The thiazole
derivative CPTH6 impairs autophagy,” Cell Death & Disease,
vol. 4, no. 3, article e524, 2013.

[108] M. Di Martile, M. Desideri, T. De Luca et al., “Histone
acetyltransferase inhibitor CPTH6 preferentially targets lung
cancer stem-like cells,” Oncotarget, vol. 7, no. 10, pp. 11332–
11348, 2016.

11Stem Cells International



Review Article
The Crosstalk between Cancer Stem Cells and Microenvironment
Is Critical for Solid Tumor Progression: The Significant
Contribution of Extracellular Vesicles

Chiara Ciardiello , Alessandra Leone , and Alfredo Budillon

Experimental Pharmacology Unit, Istituto Nazionale Tumori—IRCCS—Fondazione G. Pascale, Naples, Italy

Correspondence should be addressed to Chiara Ciardiello; c.ciardiello@istitutotumori.na.it

Received 24 July 2018; Revised 2 October 2018; Accepted 11 October 2018; Published 5 November 2018

Academic Editor: Anna T. Brini

Copyright © 2018 Chiara Ciardiello et al. This is an open access article distributed under the Creative Commons Attribution
License, which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is
properly cited.

Several evidences nowadays demonstrated the critical role of the microenvironment in regulating cancer stem cells and their
involvement in tumor progression. Extracellular vesicles (EVs) are considered as one of the most effective vehicles of
information among cells. Accordingly, a number of studies led to the recognition of stem cell-associated EVs as new complexes
able to contribute to cell fate determination of either normal or tumor cells. In this review, we aim to highlight an existing
bidirectional role of EV-mediated communication—from cancer stem cells to microenvironment and also from
microenvironment to cancer stem cells—in the most widespread solid cancers as prostate, breast, lung, and colon tumors.

1. Stemness: An Overview on Its Relevance in
Cancer Development

Cancer stem cells (CSCs) represent a critical subset of the
tumor population, which has been identified more than 10
years ago, able to promote cancer initiation and progression,
contributing to therapy resistance, recurrence, and metasta-
sis [1]. CSC theory of cancer progression described them as a
specific compartment of tumor cells that, similar to normal
stem cells, can induce hierarchical differentiation. CSCs
showed ability to self-renewal, as well as invasive capability
and metastatic proficiency, so favoring tumor aggressiveness
[2, 3]. However, conflictive results have been obtained about
either CSC origin or mechanisms by which CSCs serve as a
critical tumor “tool” for resistance to anticancer therapy.
Both an intrinsic therapy insensitivity belonging to nondi-
viding CSC quiescent cells and resistance mechanisms
activated by proliferative CSCs are hypotheses under debate.
A key concept which unfolds cancer stem cell origin and
dynamics in different malignancies is the “tumor plasticity,”
providing the idea of dynamic changes affecting cancer cells,
which explain both reversible mesenchymal transitions and
acquisition of stemness traits, underlying the lethal biology

of metastatic dissemination and development of resistance
to treatments [2–5]. Hence, CSCs themselves do not exist
as a static population, and the interconversion between CSCs
and non-CSCs through self-differentiation and dedifferenti-
ation has been proposed [6]. To date, the overexpression of
few stemness-related transcriptional factors has been
reported as able to transform non-CSCs into CSCs in both
glioblastoma [7] and colon cancer [8] models. However, in
the context of cancer, dynamic changes triggering tumor
plasticity are (i) the conditions the tumor is usually exposed
to (i.e., hypoxia) [9, 10]; (ii) the contribution of cell-to-cell
communication exerted by EVs [11]; (iii) the tumor micro-
environment (TME), composed of diverse cell types, such
as mesenchymal stem cells, endothelial cells, fibroblasts, or
immune cells [3, 12]. In this regard, Quante et al.
demonstrated that bone-derived myofibroblasts favored the
formation of a mesenchymal stem cell niche by a differential
regulation of cytokines and secretory molecules such as IL6,
Wnt5α, and BMP4, which ultimately leads to tumor
progression and recurrence [13]. Concordantly, several stud-
ies demonstrated that cancer-associated fibroblasts (CAF),
resident cells commonly present in the stroma, support the
stemness of CSC cells by a paracrine mechanism. Indeed, it
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has been demonstrated that by the release of cancer cell-
derived secretory molecules, CAFs could activate signaling
functionally involved in the maintenance of stemness, as
Wnt/β-catenin and Notch pathways [3, 14–17]. In return,
as a feedback model, CSC influences CAF activity via
activation of pathways functionally involved in cancer
progression, such as Hedgehog signaling [18].

Beyond the cellular component, TME shows a noncellular
component, defined as an extracellular matrix (ECM), which
is composed of macromolecules such as collagens, glycopro-
teins, and proteoglycans as well as integrins [19, 20]. ECM,
by both structure remodeling and a continuous crosstalk
between tumor cells and the TME, regulates extracellular cues
from the microenvironment in order to maintain CSC stem-
ness or to promote differentiation into heterogeneous tumor
phenotypes. Specifically, ECM molecules regulate CSC
behaviors by modulating both cell-cell signaling and immune
surveillance. For instance, tenascin-C, a protein of ECM
involved in angiogenesis, invasion, and metastasis, has been
recently identified as involved in the formation of the stem
niche, relevant to favor lung colonization of breast cancer
cells. Notably, this phenomenon seems to be dependent on
the ability of tenascin-C to support the metastatic initiation
of breast cancer cells through enhancing self-renewal
pathways by increasing the expression of the regulator of
stem cell signaling leucine-rich repeat containing G protein-
coupled receptor 5 (LGR5) [3]. On the other hand,
tenascin-C itself has been shown to induce immune escape
of prostate stem-like cells, by disrupting T-cell activation
[21]. Finally, tenascin-C seems to be correlated with poor
prognosis in glioma patients, thus being also considered as
putative CSC biomarkers for those patients [22, 23]. Both
the survival of cancer cells and the formation of metastatic
lesions have been recognized as deeply dependent on host
microenvironment and specific organ structures, able to
influence metastatic niche formation and interactions
between cancer cells and local resident cells [24]. In this
review, we aim to highlight an existing bidirectional role of
EV-mediated communication—from cancer stem cells to
microenvironment and also from microenvironment to
cancer stem cells—in different solid tumors. In this context,
we will describe how the CSC hypothesis provides an
attractive cellular mechanism to account for the therapeutic
refractoriness and dormant behavior exhibited by many
solid tumors [25].

2. Extracellular Vesicles: Different Mediators
Serving Cancer Development

Extracellular vesicles (EVs) are nowadays recognized as
powerful mediators of intercellular communication in both
physiological and pathological conditions. Their role in
cancer development and progression has gained increasing
attentions, in either hematologic or solid tumors, as
broadly recapitulated in numerous reviews over the last
years [26–30]. Tumor cells shed a heterogeneous set of
EVs, and these spherical lipid bilayer vesicle populations
differ in size, biogenesis, and molecular composition.
Among the subtypes of EVs, the most studied are the

exosomes (30–100 nm), which originate from the late
endosomal trafficking machinery, gathered intracellularly
into multivesicular bodies (MVBs) and shed upon MVB
fusion with the plasma membrane [31]. In addition,
ectosomes, apoptotic bodies (ABs), and large oncosomes
(LO) represent additional subpopulations of EVs, which
shared the feature to be secreted by budding from the cell
plasma membrane (PM) and may express quantitatively and/
or qualitatively different types of molecular components [32–
35]. Actually, the ectosome category may be considered as
inclusive of both ABs and possibly LO, which derive from
apoptotic and nonapoptotic membrane blebbing processes,
respectively. These two categories are both larger than 1μm,
and LO may even reach 10μm, being also the unique
population to be exclusively shed by cancer cells [36].
Microvesicles (MV) are small cell particles of heterogeneous
size (100–1000nm) and also PM-derived, which are
extensively studied when derived from platelets and
endothelial cells in relation to thrombotic disorders and
diseases other than cancer [37].

One of the pioneering studies on EVs and cancer stemness
was the one by Ratajczak and colleagues showing vesicle-
mediated horizontal transfer of mRNA and protein from
embryonic stem cells as critical for the maintenance of hema-
topoietic stem/progenitor cell stemness and pluripotency
[38]. Several years later, Stik and colleagues published in
2017 a study onmesenchymal stromal cells releasing EVs able
to modulate hematopoietic stem and progenitor cell gene
expressions, maintaining their survival and clonogenic
potential, presumably by preventing apoptosis [39].

Thus, it is not surprising to observe that in the last 10
years, a significant amount of studies have been focused on
the correlation between EVs, cancer, and stemness, as
highlighted by PubMed publications (Figure 1). However,
an effort by researchers to uniform the nomenclature will
help advances in the field enormously. As highlighted in
Figure 1, different key words (EVs vs. exosomes, …)
produced totally different outcomes despite the fact that each
investigation aims to study the same topic.

3. Extracellular Vesicles from Cancer Stem Cells
(CSCs) Influence Resident Tumor Cells and
Tumor Microenvironment (TME) Carrying
Different Molecules

The critical role of CSC in influencing TME has been
highlighted and reviewed elsewhere [40]. The identification
of new evolving communication factors in stem cell biology
leads to the recognition of stem cell-associated EVs as new
complexes able to contribute to cell fate determination of
either normal or tumor cells. On one hand, SC-EVs could
contribute to physiological activation of repair mechanisms
after injury, by maintaining some key stemness features,
such as self-renewal, differentiation, and maturation of
damaged tissues [41]. In this regard, Tomasoni and col-
leagues unveiled how exosomes derived from bone marrow
mesenchymal stem cells induced a horizontal transfer of
insulin-like growth factor-1 mRNA, which ultimately
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support the repair of renal tubule after injury [42]. On the
other hand, SC-EVs could influence tumor cell fate, by
genetic reprogramming of resident cells and modification
on TME as well as immunomodulation, which in turn could
influence the tumorigenesis process [41]. Several studies
have identified a number of miRNAs, such as miR-148a,
miR-532-5p, miR-378, and let-7f, which, by regulating
different genes involved in several multiorgan processes,
could influence survival, differentiation, and immunomodu-
lation of resident cells, including tumor cells [43–47]. In this
regard, EVs derived from bone marrow mesenchymal stem
cells delivered to tumor cells different miRNAs such as
miR-23b and miR-21 and were able to sustain renal cell
carcinoma and breast carcinoma proliferations, revealing a
protumorigenic characteristic of MSC-EVs [46, 47]. Further-
more, EVs contain a large amount of proteins that could
modulate several signaling pathways on resident cells. On
instance, it has been demonstrated that EVs derived from
mast cells acted as a shuttle for KIT proteins, which by
activating its downstream pathway, leads to lung adenocar-
cinoma proliferation [41, 48]. Similarly, Roccaro and
colleagues demonstrated that EVs from bone marrow mes-
enchymal stem cells transfer several cytokines, such as IL6,
CCL2 (also known as MCP1), and junction plakoglobin
(also known as γ-catenin), on melanoma cells, promoting
tumor growth both on in vitro and in vivo models [49].
Finally, EVs carried also lipids, as diacylglycerol (DAG),
sphingomyelin (SM), and ceramides, which are involved in
the regulation of cell energy homeostasis as well as in crucial

key pathways of tumorigenesis, such as proliferation,
apoptosis, and migration [47, 50].

Some evidences lead to speculate that EVs, not only from
stem cells but also from microenvironment, could promote,
at least in part, the construction of premetastatic niches, by
modulating the differentiation of the cellular component of
TME [41, 51]. In this regard, it has been reported that gastric
cancer exosomes induced differentiation of mesenchymal
stem cells in CAFs, by transferring activation of molecules
that ultimately modulate the TGF-β/Smad pathway [52]. In
parallel, several evidences reported also a communication
from cells of microenvironment on tumor cells by EV
releasing, as recently reported by Shimoda et al. These
authors showed that secretion of metalloproteinase-rich
EVs from CAFs activates RhoA and Notch signalings,
promoting cancer cell motility [53].

4. Extracellular Vesicles: Back and Forth
Messages to Build a Network among the CSC
Component and TME Cells, in Different
Solid Tumors

4.1. Prostate Cancer. In the scenario of prostate cancer
(PCa), studies available on CSCs (putative markers, localiza-
tion within the organ, and functional studies) are still
controversial, even if there are numerous evidences support-
ing the hierarchical model, in which a subpopulation of cells
possesses the ability to initiate tumor growth and survival
[54–56]. Recent studies on genetically engineered mouse
models support the existence of cancer stem cells at diverse
stages of tumor progression: from prostatic intraepithelial
neoplasia to advanced metastatic and castration-resistant
disease [57]. Maintaining CSCs in their undifferentiated
stem cell state, which allows self-renewal and uninterrupted
accumulation of genetic and epigenetic changes, is a condi-
tion triggered by several factors: one of the most studied in
PCa is hypoxia [58]. From one hand, hypoxia has been iden-
tified as a promoting factor of metabolic changes, onco-
gene activation, and epithelial mesenchymal transition,
resistant to chemo- and radiotherapy [59]; from the other
hand, it has been also shown as able to affect EV-mediated
communication [60]. Exosomes secreted by hypoxic cells
were enriched in both HSP90 and HSP70 and expressed
higher levels of annexin II compared to exosomes secreted
by cells in normoxic conditions [61]. HSP90 has been
described as abundantly secreted by organoids with cancer
stem cell-like properties [62]; annexin II is also implicated
in the metastatic process [63], and its expression in
numerous cancers correlates with resistance to treatment,
binding to the bone marrow, histological grade and type,
TNM stage, and shortened overall survival, as discussed
in a recent review [64]. Exosomes secreted by hypoxic
condition-exposed PCa cell lines were able to either
enhance the ability of naïve PCa cells to form prostasphere
or promote the cancer-associated phenotype in prostate-
associated CAF [61]. Indeed, exosomes have been shown
to contain signaling molecules as TGF-β2, TNF1α, IL6,
Akt, ILK1, and β-catenin primarily associated with the
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Figure 1: The graph shows the number of publication recorded in
PubMed in the last 10 years (up to June 2018), by typing the
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breast, lung, and colon) NOT extracellular vesicles as well as
exosomes “and” cancer “and” stemness NOT extracellular vesicles;
3rd bar: microvesicles “and” cancer (prostate, breast, lung, and
colon) NOT extracellular vesicles as well as microvesicles “and”
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remodeling of the epithelial adherens junction pathway
and stemness feature development [61].

The back and forth communication between PCa and
TME to support stemness-related pathways is mostly studied
referring to CAF, the key recipient of messages carried by
EVs from PCa cell [65] macrophages and bone component
(Figure 2). In detail, it has been recently shown that LO shed
by PCa cell line LnCapMyrAKT1, harboring AKT1 kinase

activity, were internalized by human normal prostate fibro-
blasts, inducing their reprogramming through the activation
of stromal Myc [66], a proto-oncogene implicated in cancer
initiation, maintenance, and stemness in different models
[67, 68]. However, also miRNAs, carried by PCa CSC-
derived EVs, have been shown to target fibroblast, affecting
their proliferation, differentiation, and migration. Sánchez
and colleagues compared exosomal miRNA shed from the

Prostatosphere Prostate cancer
cells
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Macrophage TAM
Macrophage TAM

CAF

Fibroblast

Macrophage TAM

CAF

Mammosphere Breast cancer
cells

CAF
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Stem
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Stem
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Endothelial cells Colon sphere Colon cancer cells TAM

Macrophage TAMCAF Lung sphere Lung cancer cells

Figure 2: Specific interaction between microenvironment/metastatic niche components (i.e., fibroblasts, adipocytes, and macrophages) and
organ-specific tumor cells through EVs, described in detail in the text. Tumor spheres are representative of a CSC-enriched tumor
compartment, while tumor cells indicated a differentiated compartment. Green arrows indicated EV-mediated signals from
microenvironment to tumor, blue arrows indicated EV-mediated signals from tumor to microenvironment, and light pink arrows
indicated autocrine signaling mediated by EVs from tumor cells to the tumor sphere and vice versa.
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“bulk component” versus CSC-enriched prostatosphere, both
obtained from patient-derived primary cell cultures. They
found hsa-miR-100-5p as the higher expressed in exosomes
from both origin, compared to the other miRNAs [69].
miR-122 and let7b were both differentially expressed in
CSC exosomes compared to bulk-derived exosomes [69],
although their implications as stemness promoters are
actually controversial [70, 71]. Some of the miRNAs coming
out from that study are able to affect fibroblast properties as
migration [69]. Conversely, it has been also reported that
stromal fibroblast-derived miR-409 exported by EVs was able
to induce activation of oncogenic, proliferative, EMT, and
stemness programs of adjacent tumor epithelia in vivo;
specifically, SOX2 and Nanog were both elevated in miR-
409-expressing fibroblast [72]. An interesting study by
Huang and colleagues unveiled the reciprocal network
between CSC and macrophages, another major component
of TME. In detail, the authors observed that the autophagy-
related gene 7 (ATG7) facilitated the transcription of Oct4
via β-catenin, promoting CSC characteristics in prostate
cancer, including self-renewal, tumor initiation, and drug
resistance. In addition, also CSCs remodeled their specific
niche by educating monocytes/macrophages towards
tumor-associated macrophages (TAMs), and the CSC-
educated TAMs reciprocally promoted the stem-like
properties of CSCs as well as progression and ADT
resistance of prostate cancer via interleukin 6 (IL6)/STAT3
[73]. Although in the latter study EVs were not mentioned
at all, ILs exporting through EVs have been described [74].

Despite the fact that the bone is the preferential site of
metastasis for breast and prostate tumors [75], only few
studies explored the intercellular communication between
PCa and both osteoblast and osteoclast. In detail, Karlsson
and colleagues showed that exosomes isolated from the
murine PCa cell line TRAMP-C1 dramatically decreased
the fusion and differentiation of osteoclast precursors to
mature multinucleated osteoclasts [76]. A clear decrease
in the expression of established markers for osteoclast
fusion and differentiation, including DC-STAMP, TRAP,
cathepsin K, and MMP-9 was observed upon exposure to
PCa-derived exosomes [76]. Inder and colleagues worked
on EVs derived from the PC3 PCa cell line demonstrating
that PC3-derived EVs were internalized by both osteoclast
precursors and primary human osteoblast, inducing,
respectively, osteoclastogenesis and proliferation [77].

4.2. Breast Cancer. Tumor initiation, therapeutic resistance,
relapse, and metastasis have been associated to the concept
of stemness and plasticity also in breast cancer [78]. It has
been observed that in vitro models of breast cancer cells
enriched in stemness features and grown as mammosphere
showed a high expression of Rab27A (a member of RAS
oncogene family), able to increase the exocytosis of EVs,
compared to adherent breast cancer cell models [79]. Several
studies focused on the effort to identify molecular cargos in
EVs derived from breast cancer stem cells. miR-155 has been
identified as enriched in exosomes isolated from breast
CSCs, leading to EMT-associated chemoresistance [80].
miR-140, miR-29a, and miR-21 have been found to be

enriched in exosomes derived from basal-like ductal carci-
noma in situ (DCIS) stem-like cells. miR-9, upregulated in
various breast cancer cell lines and identified as prometa-
static miRNA, is delivered by exosomes and is able to affect
the properties of human breast fibroblasts, enhancing the
switch to CAF phenotype [81]. More recently, not only
miR-9 but also miR-221 have been both shown to enable
breast cancer cells to generate spheroids with stem cell-like
characteristics [82]. A growing body of evidences reported
EVs released from diverse cells belonging to the TME and
targeting breast cancer stem cells. Among the variegated
set of stromal cell types, numerous investigators have
focused their work on bone marrow-derived cells, endothe-
lial cells, fibroblasts, mesenchymal stem cell ability to influ-
ence tumor growth, and progression (Figure 2). In
particular, on one hand, the ability of transformed fibro-
blasts to induce stemness markers in cancer cells (c-Myc/
miR-34a circuitry deregulation, SOX2 upregulation, …)
has been recently pointed out by Bono and colleagues [83].
In depth, miRNAs are often carried by exosomes as it has
been nicely reviewed elsewhere [84]. Exosomes released by
CAF have been shown to shuttle miR-21, -378e, and -143
and make breast cancer cell lines more efficient to form
mammospheres, upregulating stemness-related transcrip-
tional factors such as Oct3–4, Nanog, and SOX2 and
promoting EMT via ZEB1 induction [85]. Already in 2003,
other cell types belonging to TME gained attention as pro-
moters of cancer aggressive features: adipocytes and adipose
tissue-derived mesenchymal stem cells might contribute to a
stem cell-like phenotype in breast cancer [86]. Despite the
fact that this latest study by Iyengar and colleagues did not
mention EVs, it suggested that “adipokines” were able to
induce the expression of prooncogenic factors such as
beta-catenin and CDK6 as a result of a reduction in the gene
expression of their inhibitors in breast cancer recipient cells
[86]. More recently, Baglio and colleagues set up a protocol
for isolating exosomes released by both early passage adipose
stem cell (ASC) and bone marrow MSCs (BMSC) and
observed a selective export of miRNA in exosomes, not
always reflecting the whole miRNA set of the cell of origin,
thus suggesting a selective packaging process through EVs.
miR-486-5p, miR-10a-5p, miR-10b-5p, miR-191-5p, and
miR-222-3p were found to be the most abundant miRNAs
in ASC exosomes, while miR-143-3p, miR-10b-5p, miR-
486-5p, miR-22-3p, and miR-21-5p in BMSC exosomes
[87]. Intriguingly, another study in 2015 showed that
exosomes secreted from preadipocytes have been identified
as important components of the cancer stem cell niche, sig-
nificantly contributing, upon internalization by early-stage
breast cancer cells, to mammosphere formation and growth
[88]. On the opposite side, miR-503-3p, isolated from
human adipose stem cell- (ASC-) derived exosomes, sup-
pressed initiation and progression of CSCs, suppressing
tumor sphere formation and decreasing the expression
of pluripotency genes [89]. However, in order to high-
light the reciprocity between breast cancer cells and adi-
pocytes in communication through EVs, it is worth to
mention that EVs shed by MDA MB-231 human breast
cancer cells promote hallmark features of myofibroblastic

5Stem Cells International



differentiation and proangiogenic behavior in adipose-
derived stem cells (ASCs) [90].

4.3. Lung Cancer. Lung cancer is one of the most common
types of cancer, representing the leading cause of cancer-
related deaths worldwide [91]. New lung cancer diagnoses
increased 14%, and mortality related to lung cancer
accounted for approximately 1 of every 4 cancer deaths in
2016 [91]. Two main histological subtypes of lung cancer
have been described: small cell (SCLC) and NSCLC, the
latter being the most frequent (close to 80–85% of all lung
cancers) and aggressive (>5-year survival rate of 10%) [92].
Compared to other types of cancers, lung CSC markers have
been poorly defined and explored since lung cancer is con-
sidered one of the most genotypic and histologically com-
plex tumors [93]. Singh and colleagues showed that the
signaling axis EGFR/Src/Akt is able to positively modulate
SOX2 expression and self-renewal of stem-like side popula-
tion cells in NSCLC [94]. More recently, NF-κB inhibition
has been shown to be sufficient to prevent the EMT and to
induce apoptosis in lung CSCs, defined as CD166+CD44+,
CD166+EpCAM+ cells [95]. Leprieur and colleagues
described a Sonic Hedgehog (SH) membrane-bound full-
length form, characterizing the CSCs compartment in
human NSCLC, which has been observed to be secreted by
CSCs, in vitro [96]. In vivo, analyzing 48 fresh human surgi-
cal samples, compared to healthy controls, the authors
confirmed the in vitro observations suggesting paracrine
and autocrine functions for SH protein, being responsible
for CSC maintenance, tumor proliferation, and resistance
to chemotherapy [96]. The CSC population in NSCLC has
been recently defined also by the overexpression of the long
noncoding DGCR5, which is able to regulate the expression
of CD44 by modulating miR-330-5p [97]. The interplay and
crosstalk between CSCs and TME, particularly CAF, have
been shown to be relevant for lung cancer progression
(Figure 2). Recently, Plou and colleagues demonstrated that
modulation of collagen concentration and the amount of
TGF-β in the microenvironment can regulate the plasticity
of lung cancer cells, supporting the formation of tumor
clusters, commonly considered enriched of putative tumor-
initiating cells [98]. Furthermore, several studies demon-
strated that CAFs promote lung tumorigenesis by activating
a paracrine crosstalk with cancer cells and more importantly,
with lung CSCs [99]. Indeed, Chen and colleagues identified
the paracrine network by which the primary component of
the NSCLC microenvironment, CAFs, enriches CSCs
through dedifferentiation and reacquisition of stem cell-like
properties. Specifically, they found that IGF1R signaling
activation in cancer cells in the presence of CAFs expressing
IGF-II can induce Nanog expression and promote stemness.
Interestingly, the authors pointed out that this paracrine sig-
naling predicts overall and relapse-free survival in stage I
NSCLC patients [100].

Recently, several studies have highlighted the role of
EVs containing CSC-priming factors as main agents to
promote TME/CSC communication. To date, the literature
available on EVs and lung cancer is mainly focused on the
exosome population: a significant effort has been

employed to define the exosomal miRNA content as diag-
nostic biomarkers for liquid biopsy, and, in parallel, EV-
containing miRNAs have been demonstrated to play pleio-
tropic functions in regulating tumor malignancy [101]. A
list of the main candidates has been published in a recent
review [102]. However, what is immediately noticeable
among these studies is either the variability in the sources
of exosomes employed (mainly plasma and also sera or
pleural effusions) or the higher variability in the methods
to collect exosomes, thus affecting the reproducibility of
these data sets.

A recent study by Hsu and colleagues observed that
EVs shed by the human lung cancer cell line CL1-5
exposed to hypoxic conditions were enriched in miR-
103a compared to EVs collected from the same cell line
exposed to normoxic conditions [103]. They also showed
that this EV-carried miR-103a was able to affect macro-
phage phenotype, inducing a tumor-promoting behavior
via PTEN modulation [103]. Similarly, it has been
reported that EVs such as exosomes secreted by H460
and A549 lung cancer cells modulate the tumor microen-
vironment, by influencing tumor cell migration. Mechanis-
tically, the authors unveiled that restoration of LKB1, by
targeting multiple critical signaling pathways, including
AMPK/mTOR, p53, and PTEN/AKT, is able to inhibit
exosomal secretion of migration-suppressing microRNAs
(miRNAs), such as miR-125a, miR-126, and let7b [104].

4.4. Colon Cancer. Colorectal cancer (CRC) is nowadays
considered as cause of approximately 10% of cancer-
related mortality in western countries. As Kuipers and
colleagues highlighted in 2015, diverse factors determined
the rise in CRC incidence over the past 60 years, such as
increasing ageing population, unfavorable modern dietary
habits, and an increase in risk factors, such as smoking,
low physical exercise, and obesity [105]. Feng and colleagues
showed that, similar to other cancers and as mentioned
above, Rab27A overexpression is correlated to increased
sphere formation efficiency (SFE) and elevated secretion of
VEGF and TGF-β from HT29 CRC cells [106]. They also
found a correlation between a higher p65 level and Rab27A
in the colon cancer sphere, demonstrating that NF-κB sig-
naling promotes various colon cancer stem cell properties
via an amplified paracrine mechanism regulated by the
higher Rab27A level [106]. To date, exosomes from CRC
cells may export molecules in a selective manner, as men-
tioned above for other models: in detail, Cha and colleagues
showed that the KRAS status of CRC cells can affect the type
of miRNAs enriched in exosomes [107]. Considering the
biological context in which CRC develops, it is worth to
mention that there is a well-established link between CRC
and chronic inflammation, which has been recently revised
[108]. In detail, among the immune system cells, recent
studies provide strong evidences that TAMs might facilitate
CRC growth [109, 110]. Specifically, it has been shown that
TAMs can stimulate CRC growth by altering extracellular
matrix remodeling, tumor metabolism, angiogenesis, and
the TME [110]. However, there are no studies focusing on
the crosstalk between TAM and CRC; only a recent report
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unveiled that tumor-derived exosomes induce PD1+ macro-
phage population in human gastric cancer, promoting dis-
ease progression [111]. Exosomes from CRC have been
indeed shown to directly induce the activation of mesenchy-
mal stromal cells (MSC), isolated from colonic mucosa
[112]. In detail, Lugini and colleagues showed that CRC exo-
somes are able to induce changes in the morphology of MSC
accompanied by higher proliferation, migration, and inva-
sion, formation of large 3D spheroids. In addition, they
observed that colon cancer-derived MSCs, isolated from
colon adenocarcinoma cell masses, fully recapitulate the
changes observed in normal colonic MSCs exposed to CRC
exosomes [112]. To support the TME in colon cancer,
IL33, expressed by both cancer cells and endothelial cells,
has been recently shown to stimulate CRC sphere formation
and prevent chemotherapy-induced tumor apoptosis [113].
In detail, IL33 recruited macrophages into the cancer micro-
environment and stimulated them to produce prostaglandin
E2, which supported CRC stemness and tumor growth. In a
recent study by Ren and colleagues, miR-196b-5p has been
shown to promote either stemness or chemoresistance of
CRC cells to 5-fluorouracil via targeting negative regulators
of the STAT3 signaling pathway. Authors also found miR-
196b-5p highly enriched in the serum exosomes of patients
with CRC, compared to the healthy control subjects [114].

5. Conclusions

Although several pathways have been identified as mainly
involved in maintaining a stem-supportive microenviron-
ment in cancer development, the EVs role as mediators
of stem signaling still needs to be deeply understood. In
summary, what is known from recent literature is that
on one hand, EVs derived from CSCs could influence
tumor cell fate, by genetic reprogramming of resident cells
and influencing the TME including immune cells (Figure 2
and Table 1); on the other hand, a specific component of
the microenvironment (i.e., fibroblasts, adipocytes, and
macrophages) may be able to modify the tumor niche by

EV shedding in a diverse type of solid tumors (Figure 2
and Table 1). The characterization of the exact role of
these different EVs and of their mRNA, miRNA, DNA,
and/or protein cargos could help in the definition of novel
tumor biomarkers as well as therapeutic targets.
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Acute myeloid leukemia (AML) has poor prognosis due to various mutations, e.g., in the FLT3 gene. Therefore, it is important to
identify pathways regulated by the activated Flt3 receptor for the discovery of new therapeutic targets. The Myc network of
oncogenes and tumor suppressor genes is involved in mechanisms regulating proliferation and survival of cells, including that of
the hematopoietic system. In this study, we evaluated the expression of the Myc oncogenes and Mxd antagonists in
hematopoietic stem cell and myeloid progenitor populations in the Flt3-ITD-knockin myeloproliferative mouse model. Our data
shows that the expression of Myc network genes is changed in Flt3-ITD mice compared with the wild type. Mycn is increased in
multipotent progenitors and in the pre-GM compartment of myeloid progenitors in the ITD mice while the expression of
several genes in the tumor suppressor Mxd family, including Mxd1, Mxd2, and Mxd4, is concomitantly downregulated, as well
as the expression of the Mxd-related gene Mnt and the transcriptional activator Miz-1. LSKCD150+CD48− hematopoietic long-
term stem cells are decreased in the Flt3-ITD cells while multipotent progenitors are increased. Of note, PKC412-mediated
inhibition of Flt3-ITD signaling results in downregulation of cMyc and upregulation of the Myc antagonists Mxd1, Mxd2, and
Mxd4. Our data provides new mechanistic insights into downstream alterations upon aberrant Flt3 signaling and rationale for
combination therapies for tyrosine kinase inhibitors with Myc antagonists in treating AML.

1. Introduction

Acute myeloid leukemia (AML), despite aggressive treatment
regimes, has a poor prognosis, and cure is difficult to attain.
Mutations in the tyrosine kinase receptor Flt3, including
internal tandem duplication (ITD) mutations and tyrosine
kinase domain (TKD) mutations, are the most common
changes in AML, which constitutively activate the Flt3 recep-
tor [1]. Flt3 regulates growth and survival of myeloid progen-
itor cells; therefore, mutations in FLT3 effectively abrogate
growth-regulating controls [2]. Interestingly, mutations in
FLT3 are correlated with shorter progression-free survival
and overall survival [3, 4].

Treatment strategies aimed at inhibiting the activated
Flt3-ITD receptor have been evaluated in clinical trials;

however, the use of Flt3-ITD inhibitors as single agents
resulted in poor clinical outcome due to emergence of
drug-resistant cells [5]. This underscores the need to develop
combination treatment strategies [6]. Therefore, it is impor-
tant to identify pathways regulated by the activated Flt3
receptor for the development of new treatment targets. Sev-
eral pathways have been implicated downstream of the
mutated Flt3 receptor in leukemias, including the Wnt path-
way and the JAK/STAT pathway [7, 8].

Interestingly, the MYC oncogenes have been implicated
downstream of Flt3-ITD signaling [9]. The MYC family
genes, including MYC, MYCN, and MYCL1, are proto-
oncogenes and known to be overexpressed or mutated in a
plethora of different tumors, including that of the hemato-
poietic system [10, 11]. The MYC proteins function as
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transcription factors and bind to specific E-box DNA
sequences, in promoters of target genes by heterodimerizing
with their partner MAX [12]. However, Myc also regulates
genes independent of DNA binding via Miz-1 protein [13].
Intriguingly, bone marrow-specific overexpression of Mycn
results in rapid development of acute myeloid leukemia
[14]. Furthermore, Myc has also been shown to induce mye-
loid myeloproliferative disease, even though mutations in
myeloid neoplasias are not common [15]. The Mxd family
of proteins also heterodimerizes with Max and binds to the
common E-box sequences and generally works in an antago-
nistic way towards Myc [12].

Importantly, several reports have implicated Myc as a
downstream target of Flt3-ITD signaling. To this end, it
was shown that Flt3-ITD regulates cMyc via Wnt signaling
[8]. Additionally, Flt3-ITD inhibits Foxo3a [16], which in
turn suppresses the Myc antagonist Mxi-1 (Mxd2) to
increase Myc activity [17]. Interestingly, studies of Myc
function in hematopoietic stem cells have implicated Myc
in pushing the HSCs out of the niche and into a prolifer-
ative progenitor state [18]. Given that both Flt3 and Myc
regulate HSCs’ self-renewal and differentiation, evaluating
the interplay between Flt3-ITD signaling and Myc mole-
cules may represent therapeutic targets for AML therapy.

In this study, we investigated the Myc network genes in
different subpopulations in the bone marrow, including mye-
loid progenitors and stem cell populations, in the Flt3-ITD
myeloproliferative mouse model [19]. Here, we report that
the expression of the Myc network genes is changed in the
Flt3-ITD mouse model, mainly with upregulation of the
Myc genes and concomitant downregulation of the Myc
antagonists, the Mxd genes, in different hematopoietic stem
and progenitor cell subpopulations, as well as downregula-
tion of the Mxd-related gene Mnt and the transcriptional
activator Miz-1. Moreover, PKC412-mediated inhibition of
Flt3-ITD signaling results in downregulation of c-Myc and
upregulation of the Myc antagonists Mxd1, Mxd2/Mxi1,
and Mxd4.

2. Materials and Methods

2.1. Cell Culture and PKC412 Inhibitor. MV4-11 cells were
cultured in IMDM medium (Sigma-Aldrich) supplemented
with 20% FCS, 1% L-glutamine, and 1% penicillin/strepto-
mycin. Cells were constantly maintained at 37°C in 5%
CO2. The Flt3-ITD phosphokinase inhibitor was added to
cell cultures of MV4-11 cells in 2 different concentrations
for 15 minutes before the cells were harvested for mRNA
extraction (0.1mM and 1mM) (LC Laboratories, Woburn,
MA, USA).

2.2. Mice. Flt3-ITD-knockin mice on C57BL/6 background
were previously described [19]. WT (Flt3+/+) C57BL/6 litter-
mate mice were used as WT controls. All experiments were
approved by the Ethical Committee at Lund University.

2.3. Fluorescent Antibodies and Immunomagnetic Beads Used
for FACS Analysis and Sorting. Antibodies used for cell sur-
face staining were as follows: CD11b/Mac1 (M1/70), CD4

(H129.19), CD8a (53–6.7), B220/CD45 (RA3–6B2), CD5
(Ly1), Ter119 (Ter-1119), Gr1/Ly6G and Ly6C (RB6–8C5),
CD19 (ID3), CD41/Itga2b (MWReg30), and CD135/Flt3
(A2F10.1) (104) (BD Biosciences Pharmingen) and NK1.1
(PK136), Sca1 (D7), CD117/c-Kit (2B8), CD16/32 (93), and
CD105/Eng (MJ7/18) (eBioscience). Biotinylated antibodies
were visualized with streptavidin-QD655 (Invitrogen) or
streptavidin-tricolor (Invitrogen), and purified lineage anti-
bodies were visualized with polyclonal goat anti-rat tricolor
(Invitrogen) or polyclonal goat anti-rat-QD605 (Invitrogen).
MACS column enrichment of c-Kit+ cells was done using
anti-CD117 immunomagnetic beads (Miltenyi Biotec) as
previously described [20].

2.4. Flow Cytometric Analysis. Hematopoietic stem and
progenitor cells were analyzed as previously described.
[21–23]. Briefly, bone marrow (BM) cells were stained
with a cocktail of purified rat antibodies against lineage
markers B220, CD4, CD5, CD8α, CD11b, Gr1, and Ter119.
Lineage+ cells were visualized with a goat anti-rat-QD605
staining, followed by c-Kit enrichment for sorting analyses.
Thereafter, hematopoietic stem/progenitor cells were
defined as Lin−Sca1+c-Kit+ (LSK) cells, pre-granulocyte-
monocyte progenitors (pre-GMPs: Lin−c−Kit+Sca1− [LSK−]
CD41−CD16/32low/−CD150−CD105low/−), granulocyte-monocyte
progenitors (GMPs: LKS−CD16/32hiCD150−), and multipotent
progenitors (MPPs: Lin−Sca1+ c-Kit+CD150−CD105low/−).
Propidium iodide (Invitrogen) was used to exclude dead
cells. Cell acquisition and analysis were performed on a
4-laser LSRII (BD Biosciences) using FlowJo version 8.8
software (TreeStar). Cell sorting was done on a FACSAria
(BD Biosciences).

2.5. Quantitative Real-Time PCR. For analyzing gene expres-
sion in myeloid progenitors (pre-GM, GMPs) as well as in
hematopoietic stem cells and multipotent progenitors
(MPPs), cells from these populations were FACSAria-sorted
directly into 75μl of buffer RLT and frozen at −80°C. Total
RNA extraction and DNase treatment were performed with
the RNeasy Micro kit (Qiagen Inc., California) according to
the manufacturer’s instructions for samples containing ≤105
cells. Eluted RNA samples were reverse-transcribed using
the SuperScript II Reverse Transcriptase Kit including
random hexamers (Invitrogen) according to the protocol
supplied by the manufacturer. For gene expression in LT-
HSCs as well as in MPPs using the Slam marker staining
(including CD150 and CD48), the CelluLyser™ protocol
(TaTaa, Gothenburg, Sweden) was used according to the
manufacturer’s protocol. Shortly, cells were FACSAria-
sorted into 5 5∝ l lysis buffer where RNA was directly
reverse-transcribed using the Transcriptor First-Strand
cDNA synthesis kit (Roche). Q-PCR reactions with the
diluted cDNA samples were analyzed with TaqMan gene
expression assays (ABI, USA) according to the manufac-
turer’s protocol. TaqMan Assays-on-Demand probes used
are described in the Supplemental Experimental Proce-
dures. All experiments were performed in triplicate and
from at least two different sorts, and differences in cDNA
input were compensated by normalizing against β-actin or
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HPRT expression levels. The fold induction ratio was calcu-
lated by the Pfaffl equation:

ratio =
Etarget ΔCt target control − sample
Eref ΔCt ref control − sample 1

Statistical analysis was performed with two-tailed unpaired
Student’s t-test on log-converted values (∗p < 0 05, ∗∗p < 0 01).

3. Results

3.1.Myeloid Progenitor andHematopoietic StemCell Populations
Are Changed in Flt3-ITD Mice. To evaluate the gene expression
of theMYC network genes in the bonemarrow of Flt3-ITDmice

compared with wild-type (WT) mice, hematopoietic stem cell
and myeloid progenitor (MPP) subpopulations were identified
by staining for surface markers, analyzed by fluorescence-
activated cell sorting (FACS), and subsequently sorted. Initially,
myeloid progenitors including pre-GM and granulocytic
myeloid progenitors (GMPs), as well as Lin−Sca-1+Kit+

(LSK) cells, within which hematopoietic stem cells reside,
were sorted using a staining procedure including endoglin
and the SLAM receptor CD150, as described previously [23].

The Flt3-ITD mouse has a myeloproliferative disease
with expanded myeloid populations [19]. Consistently, we
observed that myeloid progenitors (MPs/LK; Lin−Sca-1−Kit+

cells) in Flt3-ITD mice are increased to 69.5% in comparison
with 54.9% MPs in WT mice (Figure 1(a)). Moreover, we
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Figure 1: Myeloid progenitor and hematopoietic stem cell populations are changed in Flt3-ITD mice. Analysis of hematopoietic stem cell
(HSC) and multipotent progenitor (MPP) subpopulations within the Lin−Sca-1+Kit+ (LSK) population, as well as myeloid progenitors
including pre-GM and granulocytic myeloid progenitors (GMPs), in the bone marrow of Flt3-ITD and wild-type (WT) mice, was
performed using a staining procedure including endoglin and the SLAM receptor CD150.
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observed that the relative distribution of subpopulations
within theMP compartment was altered as well. Importantly,
progenitors of the granulocytic/monocytic pathway (pre-GM
and GMPs) were increased in Flt3-ITD mice in comparison
toWTmice, asweobserved that pre-GMswere increased from
39% inWTto65% inFlt3-ITDmice andGMPswere increased
from 41% inWT to 86% in ITDmice (Figure 1(a)). Consistent
with our previous data [24], the progenitors of themegakaryo-
cytic and erythroid pathway were diminished (Figure 1(a)).
The expression of Flt3 is altered or diminished due to the
ITD mutation; therefore, staining to identify HSC subpop-
ulations by utilizing the expression of the Flt3 receptor is
not feasible. Here, we identified long-term (LT-) HSCs as
CD150+CD105+ utilizing CD150 and endoglin (CD105),
while MPPs were identified as CD150−/CD105+. Intrigu-
ingly, we observed a decrease in LT-HSCs in favor of MPPs
in the ITD mice (Figure 1(b)). Collectively, the above data
set indicates that ITD mutation in Flt3 results in the expan-
sion of the pre-GM, GMP, and MPP compartments.

3.2. Myeloid and Multipotent Progenitors Have Altered Myc
Network Genes in Flt3-ITD Mice. Next, we evaluated the
expression of the Myc network genes including cMyc and

Mycn, as well as the Mxd family of Myc antagonists (Mxd1,
Mxd2/Mxi1, Mxd3, and Mxd4), in stem and progenitor
subpopulations in mice with the Flt3-ITD mutation and lit-
termate WT controls by quantitative real-time PCR (Q-RT-
PCR) (Figure 2). The mRNA of the cMyc gene was increased
in Flt3-ITDMPPs (1.9-fold induction), as well as in Flt3-ITD
GMPs (2.83-fold induction). Of note, the Mycn expression
was increased in all the populations investigated in Flt3-
ITD mice, except for GMPs where the expression of Mycn
was turned off. Mycn was most prominently upregulated in
MPPs and pre-GM cells (4.04- and 10.96-fold induction,
respectively). Furthermore, analysis of the expression of the
Myc antagonists, theMad family genes, showed downregula-
tion ofMxd1 in LSK cells (0.62-fold reduction), MPPs (0.69-
fold reduction), and MPs (0.52-fold reduction). Mxd2/Mxi1
was downregulated in LSK (0.77-fold reduction) and MP
(0.41-fold reduction) cells and Mxd4 in MPs (0.68-fold
reduction). Additionally,Mxd2/Mxi1 andMxd3 were upreg-
ulated in MPPs. The MNT gene, an MXD family-related
gene, which is coexpressed with Myc in proliferating cells
and functions as a repressor of Myc target genes [25] was
downregulated (0.36-fold reduction) in myeloid progenitors
(MPs) in Flt3-ITD mice. Similarly, the MIZ-1 gene, a
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Figure 2: Myeloid and multipotent progenitors have altered Myc network genes in Flt3-ITDmice. The expression of Myc network genes was
carried out with reverse transcription quantitative PCR (RT-Q-PCR) in sorted subpopulations of murine hematopoietic stem and progenitor
cells. Fold induction was calculated as a ratio of Flt3-ITD :WT samples. Statistical analysis was performed with Student’s t-test on log-
converted values (∗p < 0 05). Significance was shown in many of the described altered expression levels; however, some changes showed
low p values but did not quite reach statistically significance due to variances in the expression levels.
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transcriptional activator which is involved in upregulating
growth-repressing genes such as p21, was downregulated
in LSK cells (0.58-fold reduction) and MPs (0.51-fold
reduction). Max, the Myc- and Mxd-interacting partner,
was significantly increased in MPPs (1.75-fold induction)
and significantly decreased in MPs (0.48-fold reduction)
(data not shown). Collectively, these data indicate that
the ITD mutation in Flt3 results in the alteration of Myc
network genes.

3.3. Hematopoietic Stem Cells in Flt3-ITD Mice Have Altered
Myc Network Expression. Next, we subdivided the hema-
topoietic stem cell compartment into long-term HSCs
(LT-HSCs) and MPPs, utilizing the SLAM receptor stain-
ing with CD150 and CD48 [22], and cells were sorted by
flow cytometry for subsequent gene expression analysis. Of
note, the LT-HSCs (LSKCD150+CD48−) were decreased in
the Flt3-ITD cells, as described previously [26], and the
MPPs were increased. Intriguingly, MPPs expressed higher
levels of CD48 (Figure 3).

Expression of the Myc network genes was evaluated in
LSK, LT-HSC (CD150+CD48−), MPP (CD150−CD48+), and
MP cells. Intriguingly, the expression of the cMyc gene did
not change in LSK, LT-HSC, MPP, and MP cells as identified
in the SLAM receptor-based staining in contrast to the
staining including the endoglin marker (Figures 4 and 1).
Conversely, the Mycn mRNA was increased in MPP cells
(2.98-fold induction) (Figure 4), comparative with the
results from the analysis in the endoglin/CD150 staining

protocol (Figure 2). However, the results in this staining
did not quite reach significant values due to variations.
Importantly, Mxd1 showed a significant decrease in
expression in LT-HSCs (0.63-fold reduction), as well as
in MPPs (0.62-fold reduction) and the LSK compartment
(0.64-fold reduction), which, however, did not reach sig-
nificant levels (Figure 4). Of note, Mxd2/Mxi1 and Mxd4
were significantly decreased in the LSK compartment;
however, their expression did not change in LT-HSCs,
MPPs, and MPs. Conversely, Mxd3 did not change signif-
icantly in any of the subpopulations (Figure 4).

3.4. Small Molecule Inhibitor, PKC412, Modulates the
Expression of Myc Network Genes in Human MV4-11 Cells.
PKC412 is an inhibitor of FLT3 autophosphorylation,
thereby inhibiting downstream signaling [27]. It has shown
to inhibit growth of primary Flt3-ITD mutant blasts [28].
To investigate whether Flt3-ITD inhibition exerts antileu-
kemic activity via modulation of the Myc network, we
treated the human Flt3-ITD mutated leukemia cell line,
MV4-11, with PKC412 at two different concentrations
(0.1mM and 1mM) and analyzed the expression of Myc
network genes. Of note, PKC412 reduced cMyc expression
to the same extent at both concentrations. Conversely, the
expression of the Myc antagonists Mxd1 and Mxd2 was
increased in a dose-dependent manner in MV4-11 cells
treated with PKC412 (Figure 5), as well as the expression
of Mxd4, but to a lesser extent. Intriguingly, MV4-11 cells
do not express Mycn (Figure 5).
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4. Discussion

Currently, a rapid development of targeted therapies against
specifically overexpressed or mutated molecules in AML is
ongoing. Clinical trials against mutated molecules found in
AML, e.g., IDH1 and IDH2, have recently been initiated
[29]. Considering the risk of relapse with the current treat-
ment, it is important to identify pathways regulated by the
activated Flt3 receptor for the identification of new treatment

targets. The Myc network of oncogenes and tumor suppres-
sors is often changed in a plethora of tumors. The overex-
pression of the MYC and MYCN oncogenes is mostly not
due to actual mutations in the genes, but their expression is
deregulated due to upstream activated pathways and mole-
cules [30]. However, there are exceptions to the rule, as
MYCN is amplified in neuroblastomas [31]. Myc and Mycn
overexpression has been shown to initiate myeloid and lym-
phoid neoplasms and could therefore be possible targets for
inhibiting leukemic cell proliferation and viability. The Mxd
network of tumor suppressors has been shown to be down-
regulated or deleted in different tumor types including pros-
tate adenocarcinoma [32]. In this study, we have analyzed the
possible role of the Myc network in Flt3-ITD-induced myelo-
proliferative disease. Flt3-ITD is one of the most common
mutations in AML and is correlated with poor prognosis.
Strategies of inhibiting the overactivated Flt3-ITD tyrosine
kinase or pathways downstream of this receptor would there-
fore be of interest in treating AML patients with this muta-
tion. Efforts with Flt3-ITD inhibitors to treat AML are
ongoing. However, results have shown that the Flt3-ITD
inhibitor should be used in combination with other treat-
ments to avoid the development of drug resistance.

Herein, we report that myeloid progenitors (MPs) are
increased in adult Flt-3ITD mice, which is consistent with
other reports. Intriguingly, fetal Flt3-ITDmice have a normal
MP compartment and are protected from leukemic trans-
formation [33]. Similarly, LT-HSCs (LSKCD150+48−) were
reported to be present in normal numbers in Flt3-ITD
fetal livers before the onset of myeloproliferative disease.
However, we here show that LT-HSCs decrease in favor
of MPPs in Flt3-ITD mice which has developed a myelo-
proliferative disease, which has also been shown in other
reports ([34, 35, 26]). Evidence has shown that the effect
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Figure 4: Hematopoietic stem cells in Flt3-ITDmice have altered Myc network expression. The expression of Myc network genes was carried
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of Flt3-ITD on LT-HSC homeostasis is cell autonomous
[26]. Changes in the expression of the Myc network genes
downstream of Flt3-ITD could therefore be responsible for
an expansion of leukemic multipotent progenitors. Of
note, STAT3 is upregulated in Flt3-ITD MPPs [34]. More-
over, in adult progenitors, Flt3-ITD induces self-renewal in
a STAT5-dependent manner [36]. Interestingly, lineage-
specific STAT5 activation in hematopoietic progenitor cells
predicts the FLT3+-mediated leukemic phenotype in mice
[37], and the STAT signaling pathway has been reported
to increase Myc activity. These data highlight the involve-
ment of STAT signaling in connection with the Myc net-
work in aberrant hematopoietic stem and progenitor cell
populations in Flt3-ITD, which is thus also a potential
therapeutic target in Flt3-ITD leukemia.

We found that the Myc network of oncogenes and tumor
suppressors is changed in Flt3-ITD myeloproliferative mice
compared with wild-type mice. Generally, the Myc gene
expression was increased, and the expression of the Myc
antagonists, mainly Mxd1, Mxd2/Mxi1, Mxd4, Mnt, and
Miz-1, was decreased. Myc has been shown to be involved
in displacing quiescent hematopoietic stem cells from their
niche to more proliferative progenitor cells [38]. This can
be correlated with our results showing the change in hemato-
poietic stem and progenitor cell subpopulation distribution,
where the long-term hematopoietic stem cells are decreased
in Flt3-ITD mice and the multipotent progenitors increased.
Our data shows that cMyc was increased in Flt3-ITD multi-
potent progenitors (MPPs) as was Mycn in LSK, MPP, and
pre-GM cells. Importantly, c-MYC has been reported to
induce the expression of the deubiquitinase USP22, which
in turn reduced ubiquitination and enhanced the stability
of SIRT1 in CD34+ Flt3-ITD cells. Of note, inhibition of
SIRT1 expression or activity reduced the growth of Flt3-
ITD AML [39]. Additionally, c-MYC generates repair errors
by regulating transcriptional activation and expression of the
alternative nonhomologous end-joining pathway resulting in
aberrant DNA repair in Flt3-ITD leukemia [40]. Further,
N-Myc overexpression mechanistically results in the hyper-
proliferation of myeloid cells by decreasing transforming
growth factor β signaling and increasing c-Jun-NH2-kinase
signaling to cause AML [14]. Collectively, these data
underscore the importance of inhibition of the Myc mole-
cules in treating Flt3-ITD mutated AML. Furthermore, we
observed the downregulation of Mxd family genes, i.e.,
Mxd1, Mxd2/Mxi1, and Mxd4. Interestingly, Krüppel-like
factor 4 (KLF4) has been identified as an upstream tran-
scriptional regulator ofMxd1 andMyc in myeloid leukemias
[41]. Intriguingly, while SIRT1 was shown to regulate c-MYC
in Flt3-ITDmutated leukemia [39], it has been demonstrated
to regulate Mxd1 in malignant melanoma [42]. Similarly,
we found that Mnt and Miz-1 were also downregulated
in Flt3-ITD MPs. Of note, Miz-1 serves as a platform to
inhibit the expression of cell cycle regulators ([43, 44]).
Flt3-ITD mutated leukemic cells have enhanced activity
of Cdc25, which overrides the replication checkpoint lead-
ing to arrest in the S phase [45]. These findings could
point to the possibility that reduced levels of Miz-1 result
in enhanced activity of Cdc25 thereby deregulating the cell

cycle in Flt3-ITD leukemia. Given that compromised DNA
damage response and weakened cell cycle checkpoint pro-
mote the progression of AML, our data points to the
potential role of Myc and Miz-1 in regulating these path-
ways in Flt3-ITD leukemia.

As the phosphorylation status of FLT3 is associated
with its functional activity [46], the inhibition of FLT3
phosphorylation will affect FLT3-dependent pathways such
as RAS/MAPK, JAK/STAT, and Wnt pathways [9]. Given
that Myc oncogenes are downstream effectors of these
pathways and based on our results that Myc oncogenes
are altered upon ITD mutation in FLT3, we hypothesized
that modulation of FLT3 phosphorylation will result in
transcriptional reprogramming of the Myc network. Our
data showed that PKC412-mediated inhibition of FLT3
signaling increased Mxd1 and Mxd2 expression, as well
as the expression of Mxd4 and Mnt to a lesser degree,
while it reduced cMyc expression in Flt3-ITD AML cells.
During the course of preparation of this manuscript,
Zhang et al. reported that PKC412-induced Myc downreg-
ulation results in decreased telomerase reverse transcrip-
tase (hTERT) activity [47]. Additionally, inhibition of
cMyc has several therapeutic implications in solid tumors
and hematological malignancies. It has been reported that
cMyc inhibition overcomes radio- and chemotherapy resis-
tance in pediatric medulloblastoma [48]. Similarly, cMyc
inhibition has been shown to negatively impact lymphoma
growth [49] and overcome drug-resistant AML [33]. Fur-
thermore, cMyc inhibition prevents leukemia initiation in
mice and impairs the growth of relapsed and induction
failure pediatric T-ALL cells [50]. Our data showed that
selective inhibition of Flt3-ITD downstream signaling
induced c-Myc inhibition, which is consistent with a
recent report [47]. Furthermore, our data also shows that
Mnt and Miz-1 of the Mxd family are targets of Flt3-
ITD signaling pointing to the Myc network as a whole
being a target of activated Flt3-ITD. Additionally, our data
showed that nMyc expression is increased in LSK, MPP,
and pre-GM cells from Flt3-ITD mice. Reports supporting
the important role of the inhibition of the Mxd family of
tumor suppressors include studies showing that Mxd1
promotes cell cycle arrest and differentiation [30]; also,
several studies showed deletion of the 10q24-q25 chromo-
some, where the MXD2 gene is located in solid tumors
[51]. Furthermore, MXD2 is mutated in hematological
malignancies [52], as well as in solid tumors. Interestingly,
reintroduction of Mxd2 in glioblastoma cells deficient in
Mxd2 results in reduced glioblastoma cell growth and clo-
nogenicity [53]. Our study points to the fact that alter-
ations in the Myc network by Flt3-ITD signaling are
involved in myeloid leukemogenesis and that PKC412-
mediated Flt3-ITD inhibition partly exerts its antileukemic
activity by affecting the Myc/Max/Mxd network.

Data Availability

The Q-RT-PCR data and flow cytometry data used to sup-
port the findings of this study are included within the article.
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There are remarkable similarities in the description of cancer stem cells (CSCs) and cancer cells with mesenchymal phenotype. Both
cell types are highly tumorigenic, resistant against common anticancer treatment, and thought to cause metastatic growth.
Moreover, cancer cells are able to switch between CSC and non-CSC phenotypes and vice versa, to ensure the necessary balance
within the tumor. Likewise, cancer cells can switch between epithelial and mesenchymal phenotypes via well-described
transition (EMT/MET) that is thought to be crucial for tumor propagation. In this review, we discuss whether, and to which
extend, the CSCs and mesenchymal cancer cells are overlapping phenomena in terms of mechanisms, origin, and implication
for cancer treatment. As well, we describe the dynamism of both phenotypes and involvement of the tumor microenvironment
in CSC reversion and in EMT.

1. Differences and Similarities of Mesenchymal
and Stem-Like Phenotypes of Cancer Cells

Our understanding of cancer biology and genetics has chan-
ged sustainably over the past 10 years. We consider tumor
to be a highly complex heterogenic dynamic entity that
evolves in time, always trying to adapt and survive to
adverse conditions. For example, in order to survive to mul-
timodal therapy, which includes resection, chemotherapy,

and radiation, tumor cells undergo dynamic clonal evolu-
tion. As a result, tumors become a mass of highly heteroge-
neous cell populations undergoing constant dynamic
phenotypic changes [1]. In addition, somatic mutations
and phenotypic variations might generate cancer cell clones
that develop resistance to treatment and remain progressing
while current treatment eliminates only sensitive clones. In
fact, a tumor may initially shrink after multimodal treat-
ment, while remaining resistant clones which will survive
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and eventually cause tumor regrowth and relapse, often
rising very aggressive tumor types with unfortunately very
limited treatment alternatives [2, 3].

Notably, tumors from patients with recurrent resistant
tumors show higher numbers of CSCs and cells with
epithelial-mesenchymal transition (EMT) phenotype.
Indeed, poor survival has been associated with the presence
of both cell types in various clinical trials [4].

CSCs represent a fraction of undifferentiated cancer cells
that exhibit stem cell-like features. They have the ability to
differentiate and to self-renew. Owing to the phenotypic
differences with the rest of tumoral cells, CSCs account for
therapy resistance and represent the cellular reserve respon-
sible for tumor regrowth and metastatic spread [5]. CSCs
overexpress ATP-dependent drug efflux transporters like P-
glycoprotein (P-gp), the multidrug resistance-associated pro-
teins (MRP), and ATP-binding cassette (ABC) transporters
at the cell surface, which decrease intracellular drug accumu-
lation. Besides, detoxifying enzymes like aldehyde dehydro-
genase 1 (ALDH1A1) and bleomycin hydrolase (BLMH)
provide CSCs with further protection against chemotherapy.
CSCs are able to enter to a stable quiescence state in hypoxic
conditions, overpass the stress condition, and proliferate
afterwards [5]. In the last years, many research groups
employed big efforts in order to identify biomarkers which
could specifically characterize the different subpopulations
of CSCs within a tumor [6]. Interestingly, most of the identi-
fied CSC markers can be also found in cells with mesenchy-
mal phenotype (CD44+/CD24−, SPARK, WNT, NOTCH,
ABCG, mRNA-34a, etc.). Moreover, the characterization of
cancer cells, which have acquired mesenchymal features by
EMT, is quite similar to the description of CSCs (Figure 1).
EMT cells are essential for tumor progression, including
tumor metastasis, therapy resistance, and disease recurrence.
A majority of tumors (90%) are epithelial in nature (carcino-
mas); therefore, the activation of an EMT program, which
originally plays a crucial role in organogenesis during

embryonic development as well as wound healing and tissue
regeneration, can transform epithelial cancer cells into a
more aggressive mesenchymal phenotype, promoting local
invasion and dissemination at distant organs [7].

During EMT, epithelial cells lose their cell-cell adhesion
and apical-basal polarity, gaining the ability to individually
migrate and invade basement membrane and blood vessels
[7]. This conversion correlates with a decrease in epithelial
markers (E-cadherin, cytokeratin, integrin α6β4, laminins,
collagen type IV, ZD-1, etc.) and an increase in mesenchymal
markers (N-cadherin, vimentin, fibronectin, cadherin-11,
integrin α5β1, collagen types I and III, etc.) [8–11]. Interest-
ingly, several recent studies pointed out an increase in CSC
signature during EMT processes in many carcinomas such
as pancreatic, hepatocellular, and colorectal as well as in
human mammary epithelial cells [12–15] (Figure 2).

Even though in the past CSCs and EMT were studied
independently, accumulating evidence suggests strong paral-
lelisms between EMT activation and CSC formation. EMT is
relevant to the acquisition and maintenance of stem cell-like
characteristics and is sufficient to endow differentiated
normal and cancer cells with stem cell properties. Recently,
proteasome activator subunit 3 (PSME3) has been shown to
induce epithelial-mesenchymal transition of breast cancer
cells together with induction of CSC marker expression and
further to influence the tumor immune microenvironment
[16]. Moreover, CSCs often exhibit mesenchymal properties
within epithelial tumor cells [6, 7, 15, 17–20]. Most likely,
heterogeneous cancer cell subpopulations, including CSCs
and cells with activated EMT signaling, function in a comple-
mentary manner at the collective level to achieve therapeutic
resistance and ensure disease progression. The idea of tumors
as a highly dynamic heterogeneous mass of cells with an
unstable and reversible hierarchy, which seems to be influ-
enced by the origin and biological context of each tumor, is
gaining acceptance. According to this scenario, a new con-
cept of tumor plasticity, an “EMT score,” has been proposed
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Figure 1: Cancer stem cells versus mesenchymal cancer cells. There are remarkable similarities in the properties of CSCs and cancer cells with
mesenchymal phenotype, which oppose from characteristics of non-CSCs and epithelial cancer cells, respectively. Both are highly invasive,
tumorigenic, resistant against common anticancer treatment, and thought to cause metastatic growth. Both cell types share several cell
markers. Besides, both phenotypes are reversible and can be interchanged via EMT or CSC phenotype interconversion.
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to represent the EMT-grade characteristic of each cell line
and primary tumor [14, 21]. Tan and colleagues established
a universal and quantitative EMT scoring to define an EMT
spectrum across various cancers (ovarian, breast, bladder,
lung, colorectal, and gastric cancers) [14, 21]. Tumor-
specific gene expression was used to establish an EMT
scoring method and quantitatively estimated the degree of
EMT (−1.0 to +1.0) in a large collection of cell lines and
tumors, reflecting epithelial and mesenchymal states as well
as the intermediate states that occur during transition. Good
correlation between EMT and poorer disease-free survival
was observed in ovarian and colorectal cancers, but not in
breast cancer or carcinomas. Importantly, a distinct response
between epithelial and mesenchymal-like ovarian cancers to
therapeutic regimes administered with or without paclitaxel
in vivo was also observed [14, 21].

Of note, the observed intermediate, mixed epithelial
and mesenchymal phenotype (E/M hybrid phenotype), is
thought to represent the ideal window for stemness
reversion [18, 22, 23] (Figure 2). This theory is supported
by the fact that repression of EMT is required for effective
tumor initiation [24–27] and that CSC reprogramming
often involves mesenchymal to epithelial transition
(MET) [28, 29].

Further, coexpression of epithelial and mesenchymal
genes promotes mammosphere formation and expression
of stemness genes [22] and drives tumor growth in vivo
[18, 23]. Besides, according to mathematical models of
stemness-decision circuits, it has been suggested that a
hybrid E/M state is more likely to gain stemness than com-
plete EMT is [14, 30]. These observations are consistent
with experiments showing that a majority of circulating
cancer cells (CTCs) coexpress epithelial and mesenchymal
markers together with stem cell markers [31]. CTCs in a
semimesenchymal phenotype have higher proliferative
and invasive abilities than cells with complete EMT pheno-
type and are able to originate distant metastasis [32, 33]
(Figure 2). The association of a hybrid E/M phenotype with
stemness is not specific to tumor progression but has been
also reported in physiological conditions in adult hepatic
stem/progenitor cells (HSCs) and adult renal progenitors
upon tissue injury and show to mediate tissue repair and
regeneration [34–36].

2. Dynamic Cancer Cell Phenotype

There is increasing evidence showing that some cell subpop-
ulations are subjected to a dynamic phenotype within a
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Figure 2: E/M hybrid phenotype. E/M hybrid phenotype of tumor cells represents an ideal window for stemness reversion. In this state, cancer
cells coexpress epithelial and mesenchymal genes and promote expression of stemness genes. This results in formation of a tumor sphere
in vitro and metastatic spread in vivo. Also, a majority of circulating cancer cell (CTC) clusters coexpress epithelial and mesenchymal
markers together with stem cell markers. An inhibition of EMT and/or stemness phenotype should lead to hindrance of advanced cancer.
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tumor. Although the importance of the differentiation state
of tumor cells on their malignant capacity has been reported
since the 80s, the study of the underlying mechanism con-
trolling these cellular states has been neglected until recently
[37]. Currently, the most studied phenomenon of cellular
differentiation/dedifferentiation processes undergone by
tumor cells with influence in cancer progression is transi-
tion from epithelial to mesenchymal phenotype and their
counter pathway mesenchymal to epithelial transition.
Both phenomena have been reported in several cancer
types including colorectal cancer, breast cancer, prostate
cancer, pancreatic cancer, bladder cancer, and lung cancer,
among others. EMT cellular conversion has been extensively
studied during the last decade. In this regard, three main
molecular pathways leading and regulating this process have
been proposed: (a) SMAD/TGF-β pathway, (b) WNT/β-
catenin signaling, and (c) ECM integrin signaling cascade.
In any case, these diverse EMT routes render upregulation
of specific sets of transcription factors, including SNAIL,
SLUG, ZEB, and TWIST, that would further control the
cellular conversion process [20, 38, 39].

CSCs and non-CSC populations have also been proved
able to interconvert each other depending on external stim-
uli, namely, factors coming from the microenvironment or
in response to treatment. Some examples of differentiated
cells undergoing this reversion process to become CSCs, or
cells in an intermediate state showing stem-like properties,
have been reported for colorectal cancer, breast cancer, and
melanoma, among others [17, 40–42]. Interestingly, two of
the EMT pathways (SMAD/TGF-β andWNT/β-CATENIN)
have been associated also with the acquisition of stem-like
properties [13].

Moreover, another important common activator of CSC
reversion and EMT is hypoxia (Figure 3). Hypoxia induces
the overexpression of OCT4 that in turns triggers a molecular
cascade leading to enrichment of cells with CSC-like pheno-
type in melanoma [43]. Hypoxic condition also induces the
overexpression of hypoxia-inducible factors (HIFs), which
can directly induce EMT in various cancer models, mostly
conducted by the HIF-1α factor (Figure 3) [44, 45]. Impor-
tantly, HIF-1α can directly increase NOTCH signaling,
enhancing stemness [46]. Hypoxia also promotes CSC
survival and EMT through reactive oxygen species- (ROS-)
activated stress response pathways and through ROS-
induced TGF-β and TNF-α signaling pathways, in breast
cancer (Figure 3) [47]. In glioma cells, the activation of
TGF-β as well as WNT signaling pathways by hypoxia
induces stemness by promoting an undifferentiated cellular
state [48]. Furthermore, hypoxia seems sufficient to promote
CSC phenotype and invasion and accelerate metastatic
outgrowth in liver tumor cells after surgery. In addition, tran-
scription factors recognized as pluripotency markers in
embryonic stem cells such as NANOG, SOX2, and c-MYC
have been reported to be upregulated in the acquirement of
the CSC profile [49].

Despite some scraps of evidence from distinct tumor
types showing the acquirement of stemness properties by dif-
ferentiated cells in specific conditions, the general process by
which differentiated tumor cells undergo a dedifferentiation
process is still far from being completely elucidated. How-
ever, what seems clear is that the dynamism described for
CSCs is analogous to the dynamism observed for EMT
processes. Despite that signals and subsequent pathways
triggering both processes are not necessarily shared, the
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Figure 3: Tumor microenvironment and cancer cell phenotype. Schematic representation of TME influence on stemness and mesenchymal
properties of cancer cells. The dynamic phenotype of cancer cells (stemness, EMT) is regulated by several signaling pathways. TGF-β and NF-
κB signaling pathways are activated by different microenvironmental factors like MSCs, CAFs, TAMs, MDSCs, or hypoxia. Exosomes derived
from respective cell types play an important role in intercellular paracrine communication.
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acquisition of CSC phenotype and EMT partially overlaps,
which goes in line with partial EMT phenotype and the
CSC window theory discussed before (Figure 2). Nonethe-
less, the fact that signaling cascades for both processes differ
by enhancing the expression of distinct subsets of transcrip-
tion factors is remarkable. Therefore, although in some cases
EMT and non-CSC to CSC reversion produce similar
responses related with an increased malignancy of the
disease, they should be considered distinct processes, both
highly dependent on the cancer type.

3. Tumor Microenvironment and Cancer
Cell Phenotype

Another important modulator of the phenotypic plasticity of
cancer cells may come from the tumor microenvironment
(TME), also called tumor niche (Figure 3). TME is composed
of a complex network of stromal, immune, and inflammatory
cells; soluble factors; signaling molecules; and the extracellu-
lar matrix [50]. Both cellular and noncellular components of
the tumor niche contribute to maintaining the stemness of
tumor cells and regulating EMT/MET and CSC plasticity
[45, 51, 52].

The most abundant cell population within TME are
fibroblasts [53]. Solid evidences show that cancer cells are
capable of producing factors, like TGF-β, that once secreted
to the TME can transform normal fibroblasts into cancer-
associated fibroblasts (CAFs) [54]. CAFs have a battery of
unique features when compared with normal fibroblasts that
promote cancer progression [55]. It has been demonstrated
that TGF-β is carried to the tumor stroma by cancer cells,
enhancing CAF phenotype. Once activated, CAFs promote
tumor cell progression by multiple mechanisms, in a bidirec-
tional crosstalk between CAFs and tumor cells [56]. One of
the most important players in cell-to-cell communication in
the TME are exosomes [57]. Exosomes are specialized
membranous nanosized vesicles (30–150 nm) derived from
endocytic compartments that are released by many cell types.
They contain sophisticated RNA and protein cargos from the
cell of origin, enabling intercellular communication [58].
Exosomes released by activated CAFs have been associated
with the promotion of EMT, stemness, and angiogenesis in
prostate tumors [59–61]. Special relevance has been attrib-
uted to the WNT pathway, a crucial signaling cascade for
these processes. The upregulation of WNT10b in CAF
exosomes induces EMT of breast cancer cells [62]. A study
with endometrial cancer cells has also demonstrated that
upregulation ofWNT10b in CAFs results in increased migra-
tion and aggressiveness of tumor cells [63]. Besides, in lung
cancer models, CAFs obtained from lung cancer tissue
produce hepatocyte growth factor (HGF), thereby activating
the EMT-related c-Met pathway (Figure 3) [64].

Moreover, TME also contains mesenchymal stem cells
(MSCs) that are considered key regulators of tumoral physi-
ology through multiple mechanisms [65–67]. These multipo-
tent stromal cells are implicated in the restoration of CSCs in
the TME. Similar to CAFs, MSCs can promote cancer stem-
ness and EMT phenotype also through TGF-β [68] More-
over, MSCs can stimulate tumor progression by producing

Gremlin 1 to promote the undifferentiated state of cancer
cells [69]. Furthermore, MSCs can provide tumor cells with
CSCs properties by suppressing FOXP2 expression [70].
Exosomes released by MSC cells are important for communi-
cation of MSCs with TME, although further studies are
needed to better elucidate completely their role (Figure 3).
Another area of great interest is the influence of the TME
in modulating tumoral immunity [68]. Accumulating data
is pointing out that tumor-polarized immune cells resident
in the TME enhance EMT phenotype and ultimately
promote migration and invasion of CSCs [71].

The TME is characterized by chronic inflammation
which leads to a phenomenon called immunosuppression
in the tumor niche that stimulates tumor cell proliferation
and metastasis. Tumor-associated macrophages (TAMs)
and myeloid-derived suppressor cells (MDSCs) are an exam-
ple of immunosuppressive cell types recruited by chemokines
and cytokines that are secreted by cancer cells. TAMs are
derived from polarized macrophages that acquire protumor
phenotypes that enhance tumor growth and metastasis
[72]. Similarly to previous examples, tumor-derived exo-
somes have been shown to play a key role in macrophage
polarization. Within inflammatory TME, TAMs and CD4+

T cells secrete TNF-α which upregulates NF-κB signaling,
induce EMT, and increase the crosstalk with the TGF-β sig-
naling pathway, stimulating stemness [71]. In agreement to
this, gastric cancer-derived exosomes have been shown to
induce NF-κB activation in macrophages promoting the pro-
liferation of gastric cancer cells. Similar results show that
breast cancer-derived exosomes also stimulate the NF-κB
pathway in macrophages [73]. On the other hand, MDSCs
are a heterogeneous population of cells from monocytic
and granulocytic origins, which are also involved in promot-
ing EMT and in CSC maintenance [74]. Indeed, in a spon-
taneous murine model of melanoma, MDSCs induce EMT
via TGF-β, EGF, and HGF signaling [75]. Similarly,
platelet-derived TGF-β secreted by MDSCs activates TGF-
β/Smad and NF-κB pathways in lung cancer cells, resulting
in EMT and enhanced metastasis in vivo, in lung cancer
models [76, 77].

4. Implication of Cancer Cell Phenotypes in
Anti-Tumoral Treatment Strategies

Understanding the tight relationship among CSCs, EMT,
and the tumoral microenvironment opens the door to new
strategies for developing more effective anticancer
treatments.

Because many CSC-related pathways are involved also in
EMT, new treatments should eliminate CSCs while reverting
the EMT phenotype and vice versa. For example, in order to
target EMT, different strategies have been reported, usually
targeting (i) adhesion-related proteins (e.g., E-cadherin), (ii)
microenvironment factors (e.g., SPARC), (iii) cell membrane
molecules (e.g., integrins, TGF-β), (iv) intracellular
transcription factors (e.g., ZEB, SNAIL, SLUG, TWIST, and
E47), (v) microRNAs (e.g., miRNA200, miRNA29), and a
wide range of other possibilities [78]. On the other hand,
the elimination of CSCs is pursued through different

5Stem Cells International



T
a
bl
e
1:
D
iff
er
en
t
ca
nc
er

th
er
ap
eu
ti
c
ap
pr
oa
ch
es

ba
se
d
on

C
SC

s
an
d/
or

E
M
T
.

C
SC

E
M
T

T
he
ra
pe
ut
ic
ta
rg
et

T
he
ra
pe
ut
ic
ap
pr
oa
ch

C
an
ce
r
ty
pe

D
ev
el
op

m
en
t
st
ag
e

R
ef
er
en
ce
s

x
A
K
T
/m

T
O
R
si
gn
al
in
g
pa
th
w
ay

T
un

ic
am

yc
in

C
ol
on

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[8
7]

x
x

A
K
T
2

si
R
N
A

B
re
as
t
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[7
9]

x
A
LO

X
5

Z
ile
ut
on

Le
uk

em
ia

C
lin

ic
al
(p
ha
se

1)
∗
N
C
T
02
04
71
49

∗
N
C
T
01
13
06
88

x
B
m
i-
1

N
ig
er
ic
in

N
as
op

ha
ry
ng
ea
lc
ar
ci
no

m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[8
8]

x
B
m
i-
1

sh
R
N
A

N
as
op

ha
ry
ng
ea
lc
ar
ci
no

m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[8
9]

x
E
G
R
-1

sh
R
N
A
ag
ai
ns
t
E
G
R
-1

B
re
as
t
ca
nc
er

Lu
ng

ca
nc
er

Li
ve
r
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
tr
o)

[9
0]

x
E
G
R
-1

O
xy
to
ci
n

H
N
SC

C
P
re
cl
in
ic
al
(i
n
vi
tr
o)

[9
1]

x
E
G
R
-1

Sy
nt
ac
ti
c
ca
ta
ly
ti
c
D
N
A

B
re
as
t
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
2]

x
E
G
R
-1

2′
-B
en
zo
yl
ox
yc
in
na
m
al
de
hy
de

C
ol
on

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
3]

x
E
G
R
-1

si
R
N
A

C
ol
on

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
3]

x
H
ed
ge
ho

g
si
gn
al
in
g

C
yc
lo
pa
m
in
e

G
lio

bl
as
to
m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
4]

x
H
M
G
A
2

LB
H
58
9

P
ro
st
at
e
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
5]

x
IA

P
fa
m
ily

A
T
-4
06
,S
M
-1
64
,a
nd

T
R
A
IL

N
as
op

ha
ry
ng
ea
lc
ar
ci
no

m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
6]

x
x

JA
K
1/
2

R
ux
ol
it
in
ib

P
an
cr
ea
ti
c
ca
nc
er

O
va
ri
an

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
9,
97
]

x
K
rü
pp

el
-l
ik
e
fa
ct
or

5
M
et
fo
rm

in
T
N
B
C

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
8]

x
Ly
si
ne
-s
pe
ci
fi
c
de
m
et
hy
la
se

1
P
ar
gy
lin

e
P
ro
st
at
e
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[9
9]

x
m
T
O
R

R
ap
am

yc
in

N
eu
ro
bl
as
to
m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
00
]

x
n.
d.

M
et
fo
rm

in
G
as
tr
ic
ca
nc
er

B
re
as
t
ca
nc
er

O
va
ri
an

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
01
–1
03
]

x
n.
d.

Sa
lin

om
yc
in

H
N
SC

C
P
re
cl
in
ic
al
(i
n
vi
tr
o)

[8
6]

x
n.
d.

Sa
lin

om
yc
in

an
al
og
s

B
re
as
t
ca
nc
er

C
ol
on

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
tr
o)

[1
04
]

x
n.
d.

E
pC

A
M
/C
D
3
an
ti
bo
dy

P
an
cr
ea
ti
c
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
05
]

n.
d.

A
nt
i-
C
D
33

an
ti
bo
dy

G
lio

bl
as
to
m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
06
]

x
x

n.
d.

Q
ue
rc
et
in

P
an
cr
ea
ti
c
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
07
]

x
n.
d.

A
ll-
tr
an

s
re
ti
no

ic
ac
id

G
as
tr
ic
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
08
]

x
n.
d.

M
it
hr
am

yc
in

V
ar
io
us

ne
op

la
sm

s
C
lin

ic
al
(p
ha
se

2)
∗
N
C
T
02
85
94
15

x
n.
d.

D
ru
g
co
m
bi
na
ti
on

G
lio

bl
as
to
m
a

C
lin

ic
al
(p
ha
se

1)
∗
N
C
T
02
65
49
64

x
n.
d.

E
pi
ru
bi
ci
n
+
ci
sp
la
ti
n
+
ca
pe
ci
ta
bi
ne

G
as
tr
ic
ca
nc
er

C
lin

ic
al
(p
ha
se

3)
∗
N
C
T
01
69
70
72

x
N
A
D
H

de
hy
dr
og
en
as
e

D
E
C
A
-1
4

N
eu
ro
bl
as
to
m
a

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
00
]

x
x

N
es
ti
n

sh
R
N
A

P
re
cl
in
ic
al
(i
n
vi
vo
)

[8
0–
82
,1
09
]

6 Stem Cells International

https://clinicaltrials.gov/ct2/show/NCT02047149
https://clinicaltrials.gov/ct2/show/NCT01130688
https://clinicaltrials.gov/ct2/show/NCT02859415
https://clinicaltrials.gov/ct2/show/NCT02654964
https://clinicaltrials.gov/ct2/show/NCT01697072


T
a
bl
e
1:
C
on

ti
nu

ed
.

C
SC

E
M
T

T
he
ra
pe
ut
ic
ta
rg
et

T
he
ra
pe
ut
ic
ap
pr
oa
ch

C
an
ce
r
ty
pe

D
ev
el
op

m
en
t
st
ag
e

R
ef
er
en
ce
s

G
lio

bl
as
to
m
a

Lu
ng

ca
rc
in
om

a
P
an
cr
ea
ti
c
ca
nc
er

x
x

N
es
ti
n

si
R
N
A

P
an
cr
ea
ti
c
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[8
4,
11
0]

x
x

p5
3
m
ut
an
t
ce
lls

M
et
fo
rm

in
O
va
ri
an

ca
nc
er

FT
P
P
C
,

pa
nc
re
at
ic
ca
nc
er

C
lin

ic
al
(p
ha
se

2)
∗
N
C
T
01
57
98
12

∗
N
C
T
02
97
85
47

x
x

P
I3
K
-A

K
T
;E

R
K
1/
2
pa
th
w
ay
s

LY
29
40
02
;U

01
26

B
re
as
t
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
tr
o)

[1
11
]

x
SN

A
IL

T
ri
ch
os
ta
ti
n
A

Lu
ng

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
tr
o)

[1
12
,1
13
]

x
Sn

ai
l-
p5
3
in
te
ra
ct
io
n

G
N
-2
5;
G
N
-2
9

P
an
cr
ea
ti
c
ca
nc
er

Lu
ng

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
14
]

x
ST

A
T
3

LL
L1

2;
sh
R
N
A

B
re
as
t
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
15
]

x
ST

A
T
3

B
B
I6
08

V
ar
io
us

ca
nc
er
s

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
16
]

x
x

ST
A
T
3

Sa
lin

om
yc
in

B
re
as
t
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
tr
o)

[8
5]

x
x

ST
A
T
3
pa
th
w
ay

O
nc
os
ta
ti
n
M

H
ep
at
oc
el
lu
la
r
ca
rc
in
om

a
P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
17
]

x
W
N
T
pa
th
w
ay

N
ig
er
ic
in

Lu
ng

ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
tr
o)

[1
18
]

x
x

Z
E
B
1

sh
R
N
A

P
an
cr
ea
ti
c
ca
nc
er

P
re
cl
in
ic
al
(i
n
vi
vo
)

[1
9]

n.
d.
:n

ot
de
sc
ri
be
d.

∗
C
lin

ic
al
T
ri
al
s.
go
v
id
en
ti
fi
er
.A

bb
re
vi
at
io
ns
:H

N
SC

C
:h

ea
d
an
d
ne
ck

sq
ua
m
ou

s
ce
ll
ca
rc
in
om

a;
FT

P
P
C
:f
al
lo
pi
an

tu
be
,p
ri
m
ar
y
pe
ri
to
ne
al
ca
nc
er
.

7Stem Cells International

https://clinicaltrials.gov/ct2/show/NCT01579812
https://clinicaltrials.gov/ct2/show/NCT02978547


therapeutic strategies involving signaling pathways related
with (i) CSC survival and proliferation pathways (e.g.,
PI3K-AKT, JAK/STAT, and NF-κB) and (ii) signals linked
to the stemness properties of CSCs, like self-renewal and
pluripotency (e.g., Notch pathway, WNT pathway, and
Hedgehog signaling) [5]. However, the molecular pathways
studied as potential EMT targets are also involved in CSCs
stemness, and the ones studied as CSC pathways are usually
representative of EMT. Studies characterizing the effect of
specific molecular players on the regulation of both CSC
malignancy and EMT occurrence are still scarce. As an
example, the PI3K-AKT pathway regulates the expression
of TWIST, one of the most important transcription factors
regulating EMT; however, the same pathway is also reported
as crucial for stemness properties and CSCs survival [79].

As referred, CSCs and EMT cells partially share signaling
pathways of EMT and stemness and since CSCs could
undergo EMT, it is virtually impossible to characterize a
therapeutic target or approach as CSC- or EMT-specific.
Moreover, many studies regarding treatments directed
against CSCs do not assess the therapeutic effect on EMT
and vice versa, making more difficult to comprehend the
interactive effects between both phenomena.

An example is Nestin, a class VI intermediate filament
protein involved in mitosis. It was originally described as a
neural stem cell/progenitor cell marker. However, expression
of Nestin has been reported to be associated with migration
and metastasis of various types of tumors and as a CSC
marker [80–83]. Transfection of the tumor cancer cell line
PANC-1 with a short hairpin RNA (shRNA) targeting
NESTIN results in decreased NESTIN expression, increased
expression of filamentous F-actin and E-cadherin, reduction
of cell migration and invasion abilities, and less formation of
metastasis in vivo, demonstrating its involvement in EMT
[80]. Additionally, NESTIN and CSC markers like
ALDH1A1 and ABCG2 are found overexpressed in
metastasis-derived cancer cells presenting low levels of E-
cadherin. NESTIN silencing in pancreatic cancer results in
reduced sphere formation, tumor growth, and metastasis
development, not only suggesting the correlation between
the CSC-like phenotype and EMT but also validating NES-
TIN as a therapeutic target [84].

The effects of a drug in CSCs and also in the EMT process
are dependent on the cell and cancer type. In triple-negative
breast cancer (TNBC), salinomycin was described to cause
marked suppression of cell migration and invasion as well
as inhibition of mammosphere formation and effective
reduction of the CD44+/CD24− stem-like/mesenchymal sub-
population [85]. On the other hand, in case of head and neck
squamous cell carcinoma, salinomycin treatment induces
apoptosis and decrease in stem cell properties, despite the
activation of EMT via AKT [86]. These observed differences
between studies and cancer type could be explained by the
previously referred stemness window theory (Figure 2).

The best strategy to prevent tumor remission should be
the elimination of all kinds of aggressive cells within the
tumor together with the bulk tumor cells since these cells
have interconversion capacity and could originate new clones
of CSCs or mesenchymal cell via the EMT process. Therefore,

the ultimate goal for the cancer treatment field is to find the
way to reach all types of cancer cells. This could be achieved
by treatment protocols implying combination of various
therapeutic molecules, a combination of gene therapy
approaches, or the use of targeted vectors decorated with
the most specific ligands found for each type of cell.

Nowadays, different therapeutic approaches have been
proposed to target CSCs and/or EMT, ongoing different
development stages (Table 1). Since this therapeutic
approach is still in its infancy, the majority of present stud-
ies are at the preclinical phase, with a small percentage
enrolling clinical evaluation. More examples of treatments
under clinical trials against CSCs and/or EMT can be found
at [5].

5. Summary

The stemness of CSCs, non-CSC reversion to CSCs, and EMT
processes are regulated by similar signaling pathways.
Provided data show that when TGF-β and NF-κβ signaling
cascade is activated by different microenvironmental factors,
cancer cells from various cancer types tend to undergo EMT,
and this is frequently accompanied by a maintenance of a
CSC stem phenotype. Based on this knowledge, strategies to
prevent tumor remission should carefully consider not only
eliminating potential aggressive CSCs and EMT cells within
the tumor but also targeting those signaling pathways
responsible for the interconversion capacity of non-CSCs to
new CSCs and mesenchymal cells via EMT activation. This
can be undergone through a combination of molecules, a
combination of gene therapy approaches, or the use of tar-
geted vectors decorated with the most specific ligands found
for each cell type.
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In different biological model systems, exosomes are considered mediators of cell-cell communication between different cell
populations. Exosomes, as extracellular vesicles, participate in physiological and pathological processes by transmitting signaling
molecules such as proteins, nucleic acids, and lipids. The tumor’s microenvironment consists of many types of cells, including
cancer stem cells and mesenchymal cells. It is well known that these cells communicate with each other and thereby regulate the
progression of the tumor. Recent studies have provided evidence that exosomes mediate the interactions between different types
of cells in the tumor microenvironment, providing further insight into how these cells interact through exosome signaling.
Cancer stem cells are a small kind of heterogeneous cells that existed in tumor tissues or cancer cell lines. These cells possess a
stemness phenotype with a self-renewal ability and multipotential differentiation which was considered the reason for the failure
of conventional cancer therapies and tumor recurrence. However, a highly dynamic equilibrium was found between cancer stem
cells and cancer cells, and this indicates that cancer stem cells are no more special target and blocking the transformation of
cancer stem cells and cancer cells seem to be a more significant therapy strategy. Whether exosomes, as an information
transforming carrier between cells, regulated cancer cell transformation in cancer stem cell dynamic equilibrium and targeting
exosome signaling attenuated the formation of cancer stem cells and finally cure cancers is worthy of further study.

1. Introduction

Exosomes are vesicles of 30 to 100nm in size originating in
the endosomes. Almost all cells release exosomes or extra-
cellular vesicles (EVs) and are present in all body fluids.
Exosomes serve as carriers for the exchange of substances
between cells, mediate cell-cell communication, and partic-
ipate in various physiological and pathological processes of
the body. Heterogeneity is an important feature of malig-
nant tumors. Cancer stem cells (CSCs) are a subpopula-
tion of tumor cells with self-renewal and differentiation
potential. The presence of CSCs leads to failure of traditional
treatment and tumor recurrence. However, CSCs are not
stable, stationary solid cell populations. Under a certain
microenvironment, some differentiated noncancer stem cells
(non-CSCs) can regain stemness through dedifferentiation or

reprogramming. For phenotypes, CSCs and non-CSCs are
in a dynamic equilibrium state of differentiation and
dedifferentiation [1]. Cell communication and material
exchange between CSCs and other cells in tumor cells and
their tumor microenvironment are essential to maintain their
homeostasis. Exosomes, as carriers, play an important role in
mediating cellular communication and substance exchange
between tumor cells and other cells in their tumor micro-
environment; they regulate tumor growth, metastasis,
drug resistance (by transporting tumor-associated mRNAs,
miRNAs, and proteins), angiogenesis, immune escape, and
other processes. As an information carrier, exosomes are
involved in the transformation between non-CSCs and CSCs
and the maintenance of tumor stem cell homeostasis and
their mechanisms of action. Whether exosomes can target
exosomes and their signaling pathways to eliminate cancer
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stem cells can be studied further. To this end, the paper
discusses the processes of biogenesis and its contents, tumor
stem cells, tumor stem cell dynamic balance and its influenc-
ing factors, the role of exosomes in maintaining the pheno-
type of cancer stem cells, and the treatment of exosomes
and tumors. A brief review of the research progress is offered
to provide a reference for relevant research.

2. Exosome Biogenesis

2.1. Occurrence and Content Sorting of Exosomes. The term
exosome was first proposed by Trams et al. [2] in the early
1980s. The two types of vesicles with diameters of 40 nm
and 500–1000 nm that have 5′-nucleotidase activity observed
by electron microscopy are called exosomes, and it was
suggested that these vesicles may have physiological func-
tions. Subsequent studies revealed the endosomal origin of
exosomes [3], and these exosomes were able to carry a variety
of signaling molecules [4–6]. The results suggest that exo-
somes may be important mediators in cell-to-cell commu-
nication. With the continuous deepening of their research,
a preliminary understanding of the biological processes of
exosomes has taken place.

Exosomal biogenesis is a closely ordered process that
involves a variety of cellular regulatory mechanisms. First,
the cells internalize extracellular ligands or cellular compo-
nents by endocytosis to form early endosomes. During early
maturation, the endosomes form inward luminal vesicles
(ILVs) by inward budding. The process of selectively encap-
sulating proteins, nucleic acids, lipids, etc., transforms early
endosomes into multivesicular bodies (MVBs) [7]. A part
of the formed multivesicular body is fused with lysosomes
and degraded, providing cells with energy substances and
structural molecules; the other part is released to the
extracellular environment via Golgi recycling or secretion
by cells [5].

Exosome contents can be selectively sorted into ILVs by a
variety of mechanisms. The endoprotein sorting and trans-
ferring device (ESCRT) selectively cleaves ubiquitinated pro-
teins into ILVs. This process requires the participation of
ESCRT-0, -I, -II, and -III and VPS4, VTA1, ALIX/PDCD6IP,
and TSG101 [8]. Lipids such as ceramide, cholesterol, and the
four-transmembrane protein superfamily, like CD9, CD63,
and CD81, were also found to mediate exosome protein sort-
ing [9]. Sorting of exosomal mRNAs may be mediated by the
Z-zipper structure of its 3′-UTR, whereas miRNAs may be
sorted into MVBs through complexes with RISCs [10, 11].

2.2. Release and Uptake of Exosomes. After the formation of
MVBs, they will migrate to the edge of the plasma membrane
and fuse with the plasma membrane (PM) to release the
exosomes out of the cell. This process requires the participa-
tion of cytoskeletal proteins (actin and microtubules), related
molecular motors (kinesin and myosin), molecular switches
(small GTPases), and fusion machinery (SNAREs). Rab
proteins participate in the budding and metastasis of vesicles
through their interaction with the cytoskeleton and are
responsible for mediating the transport of MVBs to the
plasma membrane [8]. Different types of cells have different

Rab protein subtypes involved in mediating MVBs toward
the edge of the plasma membrane. The transfer [12–14] of
SNARE protein can form a complex with SNAPs between
two membranes and mediate the membrane fusion between
two organelles. SNARE protein can promote the fusion of
MVBs with the plasma membrane [15]. Secreted extracellu-
lar exosomes can be taken up by the recipient cells by a
variety of pathways. First, exosomes bind to the receptor cell
surface through specific surface receptors [16, 17]; they are
then internalized by receptor cells via endocytosis, endocyto-
sis or phagocytosis, and plasma membrane fusion [18, 19],
thereby releasing the contents into the cytoplasm of the
recipient cells and exerting their biological functions.

3. Exosome Contents and Functions

Exosomes secreted by living cells contain a variety of biolog-
ically active substances, and 9769 proteins, 2838 miRNAs,
and 1116 lipids have been discovered (ExoCarta database).
The contents of exosomes are highly variable and depend
on the origin of the cells but differ from them. More
importantly, exosomes can transport these biologically active
substances to adjacent or distal cells and exert their corre-
sponding biological functions, thereby altering the biological
behavior of the recipient cells.

3.1. Protein. Since exosomes originate in the endosome, some
endosomal-associated proteins are ubiquitously present in
exosomes, including membrane transport and fusion-
associated proteins (Rab-GTPase, annexin, and heat shock
proteins (HSPs), including Hsp60, Hsp70, and Hsp90),
four-transmembrane cross-linking proteins (tetraspanins)
(including CD9, CD63, CD81, and CD82) and MVB-
related proteins (Alix and TSG101) (widely used for the
identification of exosomes [4, 20]). Sourced exosomes also
carry specific proteins associated with tumor cells. Exo-
somes released by glioma cells (GBMs) are rich in cyto-
kines, such as VEGF-A, semaphorin-3A, and TGF-β [21],
as well as those released by GBM and lung cancer cells.
The presence of EGFRvIII is found in cell-derived exo-
somes [22]. HIF1α is highly expressed in nasopharyngeal
carcinoma-derived exosomes (associated with tumor cell
proliferation, migration, and angiogenesis) and promotes
receptor cell migration [23]. MT1 MMPs are contained in
exosomes derived from fibrosarcoma and melanoma cells
and activate MMP2 in the recipient cells, thereby altering
the extracellular matrix of the recipient cells [24]. Studies
have also revealed that ovarian cancer cells are derived
from exosomes. Exosomes contain FasL and TRAIL that
can induce dendritic cells (DCs) and peripheral blood
mononuclear cells (PBMCs) to undergo apoptosis, which
causes immunosuppression and promotes tumor progres-
sion [25]. Interestingly, exosomes also contain cell signaling
pathway-associated proteins, such as Wnt proteins [26, 27]
and Notch ligand DLL4 [28], and proteins that mediate
cell-cell communication, such as interleukins [29]. These
proteins play an important role in tumor development,
maintenance, and resistance.
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3.2. Nucleic Acid. With the application of next-generation
technologies such as high-throughput sequencing in biology,
a large amount of genetic material is found in exosomes.
Studies have found that exosomes are rich in small noncod-
ing RNAs (including miRNAs, snRNAs, and snoRNAs)
[30] and also contain specific mRNAs, but contain only
extremely low levels or undetectable 18s and 28s RNA [6].
Mitochondrial DNA and small fragments of DNA sequences
have even been found in EVs [31, 32]. miRNAs are small
noncoding RNAs of 20 to 25 nt in length that are involved
in the posttranscriptional regulation of genes by targeting
mRNA sequences. The study found that the process of
miRNA sorting into exosomes is not random. The type and
expression level of miRNAs in exosomes are related to their
origin but are different. Guduric-Fuchs et al. [33] analyzed
the expression levels of miRNAs in various cell lines and their
released exosomes and found that some miRNAs (e.g.,
miR-150, miR-142-3p, and miR-451) were prioritised and
selected by exosomes; Ohshima et al. [34] also found that
the let-7 miRNA family was abundantly present in gastric
cancer cell line AZ-P7a-derived exosomes, but not in the
exosomes of other tumor cells. Tumor cell-derived exosomes
were found to contain tumor cell-specific miRNAs. The
exosomes of metastatic breast cancer cells are rich in
miR-200s and can enhance the metastatic ability of non-
metastatic tumor cells [35]; GBM-derived EVs are rich in
many tumorigenic miRNAs, including miR-21, miR-23a,
miR-30a, miR-221, and miR-451. By transporting these
miRNAs, GBM-EVs can alter the phenotype of nonmalig-
nant cells in their microenvironment and promote tumor
progression. However, tumor suppressor miRNA was also
found in tumor cell exosomes, such as miR-34, which
promotes apoptosis and senescence, and was found in
exosomes released from breast, prostate, brain, and bladder
cancer cells [36, 37].

Long noncoding RNA (LncRNA) is a type of RNA mole-
cule with a transcript of more than 200nt in length. They do
not encode proteins but participate in chromosome modifi-
cation, gene transcription, and mRNA translation in the
form of RNA and the regulation of protein function [38].
Gezer et al. [39] identified six LncRNAs MALAT1, HOTAIR,
lincRNA-p21, GAS5, TUG1, and CCND1-ncRNA in HeLa
and MCF-7 cells and their secreted exosomes. It was found
that there were differences in the expression levels of these
six LncRNAs in the nucleus of their exosomes. Kogure et al.
[40] also found a new ultraconservative LncRNA (ucRNA)
TUC339 in the exosomes of hepatoma cells. In addition,
circular RNA (circRNA) with miRNA sponge function was
also found in exosomes of tumor cells, and the expression
level in exosomes was much higher than that in the source
cells [41]. The mRNA carried by exosomes is far less
abundant than the miRNAs carried by the source cells, and
its expression level in exosomes is also different from that
in the source cells. Studies have found that mRNA carried
by exosomes is translated into proteins in receptor cells and
exerts its function [42].

3.3. Lipids. Compared with proteins and nucleic acids, the
lipid composition of exosomes is less studied. In general,

the lipid composition of EVs (including exosomes) shares
common features with the cells of origin. However, some
studies have also found that different types of extracellular
vesicles contain some specific lipids. Exosomes are rich in
sphingomyelin, phosphatidylserine (PS), cholesterol, and
saturated fatty acids [43]. It has also been found that gan-
glioside GM3 and ceramides and their derivatives are also
enriched in exosomes [44]. Among them, sphingomyelin,
cholesterol, and GM3 can enhance the rigidity and stability
of the exosomal membrane [45]. However, LBPA present in
ILVs was not enriched in exosomes. Huarte [38] found that
the content of diacylglycerol and sphingomyelin in MSCs
derived from bone marrow was higher, while the content
of ceramide was relatively low. The lipid and lipid-
metabolizing enzymes of exosomes were found to participate
in the occurrence and release of exosomes and the sorting of
the contents. Trajkovic et al. [46] found that inhibition of the
activity of neutral sphingomyelinase (nSMase) by inhibitors
or siRNAs reduced the release of exosomes. Phuyal et al.
[47] found that increasing the level of E-thermic lipids in
prostate cancer cells not only promotes secretion of exo-
somes but also changes the lipid and protein components
of exosomes. The contents of the exosomes carried by
the exosomes differed from those of the cells, and they
had originated in both species and expression levels, indi-
cating that the exosomal contents were selectively sorted
into the ILVs.

4. Cancer Stem Cells and Plasticity

4.1. Cancer Stem Cell Model. A large number of experimental
studies have shown that tumor tissue is composed of a variety
of heterogeneous tumor cells, and there is a small group of
tumor cells with stem cell characteristics, namely, CSCs or
cancer-initiating cells (CICs). Because of their self-renewal
capacity, multidifferentiation potential, and tolerance to
radiochemotherapy, cancer stem cells are considered to be
the root cause of tumor growth, development, and recur-
rence. The earliest evidence for the existence of cancer stem
cells stems from the study of malignant leukemia. Shimada
et al. [48] studied primary lymphoma cells in mice and found
that a small group of cells in the transplanted lymphoma cells
had stem cell properties and was able to form colony subpop-
ulations on the spleen of the recipient mice. Subsequently,
Hamburger and Salmon [49] and Bonnet and Dick [50] also
confirmed that a small fraction of cancer cells in mouse or
human primary tumor tissues had indefinite proliferative
capacity by means of soft agar cloning. The results confirmed
that they have a self-renewal ability. The presence of com-
petent malignant leukemia cells provides direct evidence
for the cancer stem cell hypothesis. Subsequently, the
researchers successfully isolated the CD34+, CD38− [51],
and CD90− [52] phenotypes of leukemia cells from acute
myelocytic leukemia (AML) tissues by immunofluorescence
and flow cytometry. Only this subpopulation of cells was
found to form AML in NOD/SCID mice. Al-Hajj et al.
[53] used the same method to isolate CD44+ CD24−/low
lineage− cancer cells from breast cancer tissues and found
that this subpopulation of cells could sustain tumor
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formation in NOD/SCID mice. And there is a strong
tumorigenicity. The remaining tumor cells failed to form
tumors even when they were injected several times with
the number of cells. In addition, the researchers succeeded
in isolating and identifying cancer stem cells from human
glioma tissue by using surface molecules (CD133, CD44)
[54, 55], side population sorting, and tumor globulogenesis
analysis [56]. Subsequently, the presence of cancer stem
cells was also found in a series of solid tumors [57, 58].
The cancer stem cell hypothesis states that cancer stem
cells are the only small group of cells that have a starting
tumor and promote tumor growth. Over the past several
decades, cancer stem cells have been discovered in hemato-
logic and solid tumors. Cancer stem cells have a self-
renewal ability and multidirectional differentiation potential
and are resistant to radiochemotherapy. The dry nature of
cancer stem cells is considered to be the root cause of tradi-
tional tumor treatment failure and tumor recurrence. There-
fore, targeting cancer stem cells may be a new and effective
method for radical tumors.

4.2. Plasticity of Cancer Stem Cells. Cancer stem cells have
a self-renewal ability and multidirectional differentiation
potential, and they differentiate to produce a variety of tumor
cell subpopulations with limited proliferative capacity, which
can distinguish or identify cancer stem cells. However, recent
studies have found that the differentiation of cancer stem
cells into nonstem tumor cells (non-CSCs) may not always
be a one-way, irreversible process as previously recognized;
instead, the cancer stem cell phenotype has plasticity, and
some differentiated tumor cells can be transformed from a
nonstem cell state to a stem cell state and noncancer stem cell
subpopulation cells can also be transformed into cancer stem
cells [59, 60].

Vermeulen et al. [61] found that non-tumor-initiating
cells isolated from colon cancers reexpress CSC markers
after coculture with fibroblasts and restored tumorigenicity,
suggesting that the stemness of tumor cells is not immuta-
ble and can be regulated. Roesch et al. [62] found that even
a single JARID1B-melanoma cell can produce a variety of
heterogeneous progeny cells including JARID1B+ cells
(having cancer stem cell characteristics). In studies of glio-
mas, it was also found that temozolomide-treated nondry
GBM cells can be dedifferentiated to obtain a stem cell phe-
notype and potency [63]. In other types of tumors, it has
also been demonstrated that differentiated tumor-reducing
tumor cells can regain a stem cell-like phenotype by various
means [64, 65]. The above findings suggest that cancer
stem cells may not be a stationary cell population but are
dynamically changing populations. On the one hand,
cancer stem cells constantly undergo self-renewal and
differentiation to produce nondrying tumor cells. On the
other hand, differentiated tumor cells are continuously ded-
ifferentiated, and stem cells are obtained as stem cells to
maintain the dynamic balance and tumor growth of stem
cells in tumors and relapse. At present, the mechanism of
regulation of the dynamic balance of cancer stem cells is
not clear, but studies have found that some factors can
induce nondrying tumor cells into stem cells.

4.3. Factors Affecting Plasticity of CSC

4.3.1. Cancer Stem Cell Microenvironment.Normal stem cells
(NSCs) need to rely on special stem cell niches to maintain
their stem cell characteristics, such as self-renewal and multi-
lineage differentiation potential [66, 67]. Similarly, cancer
stem cells also require the same special microenvironment
the cancer stem cell microenvironment (CSC niche) to main-
tain a balance between self-renewal and differentiation [68].
The molecular cross-talk between cancer stem cells and their
microenvironment plays an important role in maintaining
their stem cell phenotype and function. Mesenchymal stem
cells (MSCs) are one of the important components of the
cancer stem cell microenvironment and can secrete a variety
of cytokines, providing a favorable microenvironment for the
generation of cancer stem cells. Breast cancer stem cells
secrete IL-6, recruit mesenchymal stem cells, and induce
their production of CXCL7 cytokines to support the cancer
stem cell phenotype [69], and IL-6 can also induce differenti-
ated tumor cells to transform into tumor stem cell pheno-
types [70]. MSCs can also upregulate the expression level of
miR-199a through direct contact with breast cancer cells,
cause a series of abnormal expression of related microRNAs,
and inhibit the expression of FOXP2, thereby improving the
stem cell characteristics of tumor cells [71]. The interaction
between cancer stem cells and endothelial cells is also crucial
for the maintenance of the phenotype of cancer stem cells
and their function. Endothelial cells in the tumor microenvi-
ronment can regulate the biological behavior of cancer stem
cells through direct interaction with tumor cells or release
of cytokines [72]; vascular endothelial cells can activate
glioma stem cells by secreting nitric oxide (NO). The
NOTCH signaling pathway promotes the self-renewal of
tumor stem cells and inhibits their differentiation [73]. In
addition, hepatocyte growth factors (HGF) [61] and annexin
A1 [74] released by cancer-associated fibroblasts (CAFs) can
restore differentiated tumor cells to stem cell phenotypes.
Santisteban et al. [75] found that CD8+ T cells can promote
the epithelial-mesenchymal transition (EMT) process of
breast cancer cells to obtain the characteristics of cancer stem
cells, including high tumorigenicity and resistance to radio-
therapy and chemotherapy. In addition, hypoxic conditions
in the tumor microenvironment can also induce stem cell
phenotypes in nondrying tumor cells [76, 77]. The tumor
stem cell microenvironment is an indispensable factor in
the proliferation, differentiation, and survival of cancer stem
cells. The interaction of the microenvironment facilitates the
maintenance of their dynamic balance.

4.3.2. EMT and Its Transcription Factors. EMT is a phenom-
enon in which epithelial cells transdifferentiate into mesen-
chymal cells and is essential for the morphogenesis of
embryos during development [78, 79]. More importantly,
the activation of the EMT process is closely related to the
normal and maintenance of the dryness of the tumor cells.
A large number of experimental studies have confirmed
that EMT can induce the transformation of tumor cells
into cancer stem cells [80, 81]. Overexpression of EMT-
associated transcription factors Snail, Twist, or FOXC2
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not only enables phenotypic transformation of breast cancer
cells but also enhances tumor glomus formation, soft agar
clonality, and tumorigenic potential and enables them to
obtain CD44high/CD24low (cancerous CSCs and markers
for mammary epithelial stem cells) antigen phenotype
[82, 83]. This indicates that the EMT process plays an
important role in the transition of a cancer stem cell state.
Studies in tumor cells have revealed that the repressor of
E-cadherin ZEB1, a key regulator of epithelial-mesenchymal
transition, can promote the dedifferentiation of invasive
ductal and breast lobular carcinoma by inhibiting epithelial
polarity [84]. Chaffer et al. [64] also confirmed that the
EMT transcription factor ZEB1 can mediate nondry basal-
like breast cancer cell (CD44low) to stem cell state transition
(CD44high) and also found that the EMT inducer TGF-beta
can effectively promote basal nonstem cells in stem-like
breast cancer cells which are transformed into stem cells.
In addition, Fang et al. [85] found that another EMT tran-
scription factor, Twist2, promotes the self-renewal capacity
of breast cancer stem cells. Overexpression of Twist2 can
increase the ability of breast cancer cells and mammary
epithelial cells to form colonies, promote tumor growth,
and increase the number of CD44high/CD24low cell sub-
populations and stem cell marker expression.

In addition, some miRNAs [86] and cytokines and
growth factors secreted by stromal cells in the tumor
microenvironment [87] can also induce tumor cells. The
EMT process transforms differentiated tumor cells into
cancer stem cells.

4.3.3. Reprogramming Transcription Factors. The transient
expression of reprogramming transcription factors OCT3/4,
SOX2, c-Myc, KLF4 or OCT4, SOX2, NANOG, and LIN28
allows differentiated cells to regain stem cell properties.
These transcription factors, which play a key role in main-
taining self-renewal of embryonic stem cells (ESCs), are often
highly expressed in tumor tissues and can induce dediffer-
entiation of tumor cells to obtain a stem cell phenotype.
Suvà et al. [88] identified several neurodevelopmental-
related transcription factors (POU3F2, SOX2, SALL2, and
OLIG2) and found that overexpression of either transcrip-
tion factor induces reprogramming of differentiated GBM
cells into stem cell-like GBM cells. Oshima et al. [89] found
that transfection of OCT3/4, SOX2, and KLF4 transcription
factors enhances the dry phenotype of colon cancer cells;
Zbinden et al. [90] and Jeter et al. [91] confirmed the overex-
pression of the transcription factor NANOG. It can induce
tumor stem cell-like phenotypes and characteristics and
upregulate the expression levels of cancer stem cell markers
CXCR4, IGFBP5, CD133, and AL-DH1. Downregulation of
NANOG expression inhibits tumor cell self-renewal and
tumorigenicity. It has also been found that the reprogram-
ming transcription factors OCT4 and SOX2 are highly
expressed in undifferentiated cancer stem cell subpopula-
tions and play an important role in the maintenance of the
stem phenotype of cancer stem cells. Overexpression of
OCT4 can induce the dedifferentiation of melanoma cells,
transform into stem cell-like phenotypes, acquire the ability
to form tumor spheres, increase drug resistance, and increase

tumorigenicity in vivo [92]; Murakami et al. [93] also found
overexpression of OCT4 and SRY. It can enhance the stem
phenotype of liver cancer cells, while downregulating the
expression level of OCT4 will inhibit the stem cell character-
istics of tumor cells [94]. In the study of glioma (GBM), it was
found that overexpression of SOX2 can significantly enhance
the stem cell phenotype of GBM [95], while silencing the
expression of SOX2 by RNAi technology can inhibit the pro-
liferation of GBM stem cells and deactivate them [96, 97]. In
other tumors, it has also been found that SOX2 induces
dedifferentiation of tumor cells and confers a stem cell-like
phenotype [98, 99]. The above results indicate that repro-
gramming transcription factors can regulate the plasticity of
cancer stem cells and play an important role in maintaining
the dynamic balance of cancer stem cells.

5. The Role of Exosomes in Maintaining the
Phenotype of Cancer Stem Cells

As mentioned above, differentiated nonstem tumor cells and
cancer stem cells can be transformed into each other,
maintaining the dynamic balance of cancer stem cells. The
“cross-talk” between tumor cells, cancer stem cells, and their
microenvironment is an important site and material basis for
this dynamic homeostasis. Exosomes, as carriers of biolog-
ically active substances, mediate many types of cellular
communication, and it can be speculated that exosomes
may regulate cancer stem cell differentiation and tumor
cell dedifferentiation by transporting stem-related-specific
molecules, thereby maintaining tumor stem cell homeostasis.
See Table 1 for details.

5.1. Exosomes Mediate Communication between Tumor Cells
and Their Microenvironments. The substance exchanges and
signal communication between cancer stem cells and tumor
cells and stromal cells in the tumor microenvironment are
crucial in the maintenance of the dynamic balance of cancer
stem cells, while the release and uptake of extracellular
vesicles (EVs) is an important way to mediate information
exchange between tumor cells and between tumor cells and
their microenvironment [100]. Recent studies have found
that exosomes released by cancer-associated fibroblasts
(CAFs) in the tumor microenvironment can promote the
phenotypic enhancement of differentiated tumor cells [101]
and can regulate the survival and proliferation of tumor cells
[102]. Rodríguez et al. [103] also found that the exosomes
released by stem cell-like breast cancer cells are rich in stem-
and metastasis-associated mRNA and can promote the
tumorigenic potential of the recipient cells.

5.2. Exosome-Mediated Dry Pathway.Wnt signaling plays an
important role in many biological processes such as growth,
development, metabolism, and stem cell maintenance. The
abnormal activation of the Wnt pathway is closely related
to the development of the tumor [104] and is involved
in the regulation of CSC self-renewal and differentiation
[105–107]. Recent studies have found that exosomes can
mediate the regulation of the Wnt pathway in recipient cells.
In studies of colorectal cancer (CRC), it has also been found
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that exosomes of fibroblasts activate the Wnt signaling
pathway of CRCs, allowing CRCs to exhibit stem cell proper-
ties, including spherocytosis and tumorigenicity, and
increases the proportion of CSCs in CRCs [108]. Similarly,
exosomes derived from mesenchymal stem cells (MSCs)
can also promote breast cancer cell proliferation by activating
the Wnt signaling pathway [109]. The exosome secreted by
the collateral cells of lymphoma can transport the Wnt sig-
naling pathway in Wnt3a-activated receptor cells, mediating
the transformation between the side-group cells and nonside
population cells [26]; furthermore, the study also found that
gastric cancer cell-derived exosomes can promote tumor cell
proliferation through PI3K/Akt (Figure 1) and MAPK/ERK
signaling pathways (Figure 2) [110]; exosomes released from
stromal cells can activate Notch3 signaling pathways in
breast cancer cells and enhance the therapeutic tolerance of
breast tumor cells. Sex [111].

5.3. Exosomes Induce EMT. The EMT process plays an
important role in regulating the self-renewal and differentia-
tion of CSCs, and cells can obtain stem cell phenotypes
through EMT processes. Transforming growth factor beta
(TGF-beta), which is capable of inducing the onset of EMT,
was found in tumor cell-derived exosomes in recent studies.
For example, chronic myeloid leukemia- (CML-) derived
exosomes are rich in TGF-β1, transport TGF-β1 through
exosomes, and promote leukemic cell proliferation, colony
formation, and tumor formation in vivo [112]. The exosomes
released by colon cancer-initiating cells transport cld7 into
low metastatic cells, inducing their EMT process [113].

5.4. Transport Reprogramming Transcription Factor. Aber-
rant expression of reprogramming transcription factors can
induce the conversion of non-CSCs to CSCs, and exosomes
can regulate the dynamic balance of cancer stem cells by
transporting these transcription factors or by regulating the
expression levels of transcription factors in the recipient cells.
For example, exosomes secreted by preadipocytes promote
early breast cancer formation and tumor growth in vivo by
transporting the transcription factors SOX2 and SOX9
[114]. In addition, the miRNAs contained in exosomes also
play an important role in the regulation of tumor cell prolif-
eration, self-renewal, and tumorigenicity. High expression of
miR-222 inmelanoma cell-derived exosomes can increase the
malignant phenotype of melanoma cells [115]; gastric cancer
cells can selectively encapsulate Let-7 miRNAs into exosomes
and release them into the tumor microenvironment, thereby
promoting the malignant phenotype and tumor growth of
gastric cancer [34]. Other oncogenic miRNAs (oncomiRs),
such as miR-21 [116] and miR-34a [117], have also been
found to be abundant in tumor cell-derived exosomes.

6. Targeting Exosomes and Tumor Therapy

In conclusion, exosome-mediated cell communication plays
an important role in tumor development and tumor stem cell
homeostasis. Therefore, blocking the exosome’s biogenesis,
release, translocation, and signaling pathway is likely to
become another new tumor-targeted treatment.

6.1. Inhibition of Exosome Biogenesis. Recent studies have
found that several key proteins involved in the development

Table 1: Role of exosomes in maintaining a stem cell phenotype of tumor cells.

Donor cells
Related
molecules
contained

Receptor cells Action route Features References

Lymphoma cells Wnt3a Lymphoma cells Wnt pathway
Enhance the cloning ability of side population cells

and mediate conversion between side population cells
and nonside population cells

[26]

CAFs — CRCs Wnt pathway
Increased CRCs into balls and tumorigenicity,

increased proportion of CSCs
[108]

MSCs #VALUE! Breast cancer cells Wnt pathway Promote breast cancer cell proliferation and migration [109]

CMLs TGF-β CMLs Wnt pathway
Promote tumor cell proliferation, colony formation,

and tumor formation in vivo
[112]

CoCa cld7 CoCa EMT
Induce EMT and enhance metastasis and invasion of

low metastatic tumor cells
[113]

Preadipocytes SOX2/SOX9 Breast cancer cells —
Promote early breast cancer formation and tumor

growth in vivo
[114]

CAFs
miR-21
miR-378e
miR-143

Breast cancer cells — Enhance receptor cell dryness and EMT phenotype [101]

Melanoma cells miR-222 Melanoma cells
PI3K/AKT
pathway

Increase the malignant phenotype of melanoma cells [115]

Esophageal
cancer cells

miR-21
Esophageal
cancer cells

PDCD4 Promote receptor cell migration and invasion [116]

Stem cell-like
breast cancer cells

mRNA Breast cancer cells — Promote breast cancer development and metastasis [103]

6 Stem Cells International



of exosomes, such as ESCRT, are involved in the formation of
MVBs and ILVs [9]. Several studies have found that knock-
out of HRS, STAM1, and TSG101 can reduce exosome
release and inhibition of these ESCRT components can alter
vesicle properties and contents [118]. In addition to the
production of exosomes via an ESCRT-dependent pathway,
sphingolipid ceramide also mediates the production of
exosomes and a hydrochloride hydrate (GW4869) can
induce the inactivation of the acid sphingomyelinase
(aSMase). Treatment of cells attenuates endosomal body
sorting and production [119]. In addition, tetraspanin can
mediate the production of MVBs, and expression of Tspan8
in rat pancreatic cancer cells can alter the mRNA content
and protein composition of exosomes [120]. If it interferes
or inhibits the expression of four-transmembrane cross-
linking molecules, it is possible to inhibit the exocrine
biogenesis of pancreatic cancer cells.

6.2. Inhibition of Exosome Release. The Rab27 family is a
class of small GTPase proteins that play an important reg-
ulatory role in the release of exosomes. The inhibition of
Rab27a expression by interfering RNA technology can
reduce the release of exosomes from tumor cells and inhibit
the growth of tumors and the formation of metastatic
clones [121]. Other Rab proteins, such as Rab11 and
Rab35, can also weaken the release of exosomes by inhibit-
ing the binding of MVBs to the plasma membrane [12, 13].
In addition, some lipids have also been shown to be
involved in regulating the release of exosomes. Studies have
found that downregulation of diacylglycerol kinase alpha

inhibits the release of exosomes containing the Fas ligand
[122]. The release of most extracellular exosomes corre-
lates with the concentration of intracellular Ca2+, and
increasing the concentration of intracellular Ca2+ can stim-
ulate the release of exosomes, while inhibiting Na+/Ca2+

exchange channels. The agent dimethyl amiloride (DMA)
attenuated the release of exosomes caused by elevated
Ca2+ concentration [123].

6.3. Inhibition of Exosome Uptake. Cells can take exosomes in
the extracellular environment into the cell through multiple
pathways, including endocytotic receptor-mediated endo-
cytosis and direct fusion with the plasma membrane,
although the mechanism of cell internalization of exo-
somes is also not entirely clear. Some studies have found
that uptake of tumor-derived EVs seems to be related to
phosphatidylserine on its surface [124, 125]. Other studies
have found that EVs in GBM cells can be mediated
through heparin proteoglycans (HSPGs) present on the
recipient cells. Treatment of cells with heparin can interfere
with the binding of EVs to the recipient cells, thereby inhibit-
ing the phenotypic changes induced by EVs [126, 127]. In
addition, by downregulating some of the proteins involved
in endocytosis, such as dynein 2 [19], the uptake of exosomes
by receptor cells is also inhibited.

In summary, the inhibition of the occurrence, release,
and uptake of exosomes can provide new potential targets
for the treatment of tumors. However, the problem is how
to specifically interfere with these pathways of tumor cells
without affecting the occurrence, release, and uptake of

AKT signaling

Figure 1: Gastric cancer cell-derived exosomes can promote tumor cell proliferation through PI3K/Akt signaling pathways.
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normal extracellular secretions. Therefore, future studies
should look for strategies and methods that specifically
inhibit the occurrence, release, and uptake of exosomes by
tumor cells to enhance their specificity and targeting of
tumor cells. See Table 2 for details.

7. Summary and Outlook

Cancer stem cells (CSCs) are a group of tumor cells with stem
cell-like properties that can drive the growth and recurrence
of tumors and are resistant to many current treatments. The
proposed CSC hypothesis will have an important impact on
clinical treatment strategies. However, more and more
studies have shown that CSCs are a group of differentiated
and dedifferentiated dynamic equilibrium cells, which can
explain why a single anticancer or anti-CSC drug cannot kill

all tumor cells or CSCs. Exosomes are nanoscale vesicles that
are secreted by living cells to the outside and can regulate the
gene expression and signaling pathways of receptor cells by
transporting their contents, thereby mediating cell-cell
communication and participating in various processes of
non-CSCs and CSCs. Non-CSCs and CSCs can be intercon-
verted, maintaining their dynamic balance. Exosomes can
regenerate stem cell phenotypes and convert them to CSCs
by mediating receptor cells undergoing EMT or by regu-
lating stem-related signaling pathways (e.g., Wnt pathway
(Figure 3), Notch pathway (Figure 4), and Hedgehog path-
way (Figure 5)) and other pathways. They participate in the
mutual transformation between non-CSCs and CSCs and
maintain their homeostasis. Therefore, we speculate that
exosomes may act as regulators of the homeostasis between
non-CSCs and CSCs. On the one hand, exosomes derived

Cell motility
Inflammation

Apoptosis
Osmoregulation

Cell proliferation
Cell survival

Tumorigenesis
Differentiation
Development

MAPK signaling

Figure 2: Gastric cancer cell-derived exosomes can promote tumor cell proliferation through MAPK/ERK signaling pathways.
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WNT signaling

Figure 3: Exosomes can regenerate stem cell phenotypes and convert them to CSCs by regulating the Wnt pathway.

Table 2: Targeted exocrine and possible pathway of tumor therapy.

Action pathway Action target Function References

Biogenesis

ESCRT components Reduce the release of exosomes and change their content components [118]

aSMase Decrease the sorting and production of exosomes [119]

Tetraspanin
Reduce the production of MVBs and change the mRNA content and

protein composition of exosomes
[120]

Rab protein Inhibit the binding of MVBs to the plasma membrane [12, 13, 121]

Release process

Diacylglycerol kinase alpha Inhibition of the release of exosomes containing the Fas ligand [122]

Na+/Ca2+ channel Reduce the release of exosomes [123]

Phosphatidylserine Interfere with the binding of EVs to receptor cells [124–127]

Ingestion process Dynein Inhibition of exosomal uptake by receptor cells [19]
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from CSCs can transfer dry molecules to non-CSCs to give
them a dry phenotype; on the other hand, stromal cells in
tumor cells or tumor microenvironment can also increase
the formation of CSCs and promote tumor progression
through exosomes. Exosomes may also serve as an informa-
tion carrier to maintain the dynamic balance between non-
CSCs and CSCs. On the one hand, exosomes derived from
CSCs can transfer dry molecules to non-CSCs, giving them
a stem cell phenotype; on the other hand, tumor cells or other
cells in the tumor microenvironment can also be released

or taken into account. The secretory body promotes the
formation of CSCs and tumor progression.

8. Conclusions

In conclusion, exosomes serve as information carriers and
play an integral role in maintaining homeostasis between
non-CSCs and CSCs. Targeting the inhibition of exosome
biosynthesis or disrupting the formation, release, and uptake
of exosomes and blocking the dynamic transformation and

Notch signaling

Figure 4: Exosomes can regenerate stem cell phenotypes and convert them to CSCs by regulating the Notch pathway.
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homeostasis between non-CSCs and CSCs thereby eliminate
cancer stem cells and eradicate tumors.
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The advanced-stage colon cancer spreads from primary tumor site to distant organs where the colon-unassociated stromal
population provides a favorable niche for the growth of tumor cells. The heterocellular interactions between colon cancer cells
and colon-unassociated fibroblasts at distant metastatic sites are important, yet these cell-cell interactions for therapeutic
strategies for metastatic colon cancer remain underestimated. Recent studies have shown the therapeutic potential of DNA-
demethylating epi-drugs 5-azacytidine (AZA) and 5-aza-2′-deoxycytidine (DAC) for the treatment of solid tumors. While the
effects of these epi-drugs alone or in combination with other anticancer therapies are well described, the influence of stromal cells
and their secretome on cancer cell response to these agents remain elusive. In this study, we determined the effect of normal and
senescent colon-unassociated fibroblasts and their conditioned medium on colorectal cancer (CRC) cell response to AZA and
DAC using a cell-based DNA demethylation reporter system. Our data show that fibroblasts accelerate cell proliferation and
differentially regulate the expression of DNA methylation-regulating enzymes, enhancing DAC-induced demethylation in CRC
cells. In contrast, the conditioned medium from senescent fibroblasts that upregulated NF-κB activity altered deoxycytidine kinase
levels in drug-untreated CRC cells and abrogated DAC effect on degradation of DNA methyltransferase 1. Similar to 2D cultures,
senescent fibroblasts increased DNA demethylation of CRC cells in coculture spheroids, in addition to increasing the stemness of
CRC cells. This study presents the first evidence of the effect of normal and senescent stromal cells and their conditioned medium
on DNA demethylation by DAC. The data show an increased activity of DAC in high stromal cell cocultures and suggest the
potential of the tumor-stroma ratio in predicting the outcome of DNA-demethylating epigenetic cancer therapy.

1. Introduction

Colorectal cancer (CRC) is one of the most common can-
cers with heterogeneous treatment outcomes [1, 2], and
growing evidence indicates the key role of the stroma in
CRC invasion, metastasis, and response to chemo- and
radiotherapy [3–5]. An image-based quantitative study
conducted in CRC patient samples suggests the abundance
of cancer-associated fibroblasts in tumor stroma as an

indicator of disease recurrence after curative CRC surgery
[6]. In poor-prognosis CRC subtypes that are characterized
by stemness and/or epithelial-to-mesenchymal transition
(EMT), elevated expression of mesenchymal genes is
mainly contributed by tumor-associated stroma [7]. High
Wnt signaling activity in tumor cells that are located close
to stromal myofibroblasts further indicates that stemness
of colon cancer cells is partly regulated by the tumor
microenvironment [8].
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The cellular heterogeneity in the tumor microenviron-
ment plays a key role in tumor progression, invasion,metasta-
sis, and the outcome of anticancer therapy [9]. While the
tumor stroma is not malignant per se, stromal cells acquire
abnormal phenotype and support the growth and progression
of cancer [9, 10]. Importantly, the role of senescent stromal
cells in the tumor microenvironment is coming into light
due to their ability to drive the unrestrained growth of tumors,
which cause a differential response of cancer cells to antican-
cer drugs [11, 12]. Senescence is one of the normal cellular
events triggered in cancer cells following genotoxic stress,
such as radiotherapy and chemotherapy [13]. However,
therapy-induced bystander senescence in other noncancerous
cell types of the tumor microenvironment has been suggested
to result in cancer relapse and aggravate the side effects of che-
motherapy [12, 14, 15]. Therefore, there is a growing interest
to understand how senescent stromal cells alter the response
of tumor cells to different classes of anticancer drugs [16].

DNA methyltransferase inhibitors (DNMTIs), such as
5-azacytidine (AZA) and 5-aza-2′-deoxycytidine (DAC),
have shown promising activity as priming agents in the treat-
ment of solid tumors in early clinical trials [17–20]. DNMTIs
have been reported to work synergistically in combination
with various other anticancer therapies [21–25] and radio-
therapy [26, 27]. Although the effects of DNMTIs alone or
in combination with radiotherapy are well reported, it is not
known how the senescent and/or normal stromal cells of the
tumor microenvironment influence the response of cancer
cells to DNA-demethylating drugs. Besides tumor-stroma
cross-talk, the colonic fibroblast secretome and senescence-
associated secreted phenotype (SASP) play a crucial role in
regulating the proliferation of cancer cells [11, 28]. Secreted
factors from normal and senescent stromal cells have also
been suggested to contribute to tumorigenesis and differential
drug effects [29].

Since the advanced-stage colon cancers spread from
primary tumor site to distant organs and tissues [30], the
colon-unassociated stromal population may play an impor-
tant role in forming a favorablemetastatic niche for CRC cells.
The interactions between CRC cells and noncolon fibroblasts
at the distant metastatic sites are important, yet these hetero-
cellular tumor-stroma interactions for preventive and/or
therapeutic strategies for metastatic colorectal cancer remain
understudied. In this study, we investigated the effect of
colon-unassociated normal human foreskin and lung fibro-
blasts and their radiation-induced senescent counterparts on
CRC cell response to AZA and DAC in two-dimensional
(2D) and spheroid cultures. In addition, we studied the effect
of conditioned medium from normal and senescent fibro-
blasts cells on colon cancer cell proliferation and DAC-
inducedDNAdemethylation. This studywas performedusing
our recently described demethylation reporter, HCT116-
pFLJ-H2B cells, henceforth referred to as HCT116 [31].

2. Materials and Methods

2.1. Chemicals, Cell Culture, and Reporter Cells. AZA and
DAC were synthesized as described previously [32]. DMSO
concentration was always less than 0.1% in treated wells.

Human normal BJ foreskin fibroblasts (ATCC®
CRL-2522™) and human normal MRC-5 lung fibroblasts
(ATCC CCL-171™) were purchased from ATCC (Middlesex,
UK) and cultured in EMEM (Gibco®, Thermo Fisher
Scientific Inc., Waltham, MA, USA) supplemented with 10%
fetal bovine serum (FBS; Gibco, Thermo Fisher Scientific).
Human A549 lung carcinoma cells (ATCC CCL-185™)
were cultured in Ham’s F-12 medium (Gibco, Thermo
Fisher Scientific) supplemented with 10% FBS. All cells were
maintained in a standard humidified incubator in 5%
CO2/atmospheric air at 37°C.

Demethylation reporter HCT116 cells were generated
and cultured as described previously [31]. GFP-expressing
BJ cells (BJ-GFP) were generated by transduction using
Cignal Lenti GFP lentiviral particles, whereas nuclear fac-
tor-κB (NF-κB) reporter A549 cells (A549-NF-κB) were
generated using Cignal Lenti NF-κB Reporter lentiviral
particles from Qiagen (Hilden, Germany) following the
manufacturer’s protocol. Briefly, all cells were infected at a
multiplicity of infection of 10 pfu/cell. To enhance the effi-
ciency of transduction, SureENTRY Transduction Reagent
(Qiagen) was used at a concentration of 8μg/mL. Trans-
duced cells were subjected to selection pressure of 3μM
puromycin (Sigma-Aldrich, St. Louis, MO, USA). BJ-GFP
cells were isolated by single-cell sorting in a BD FACSAria
II cell sorter (BD Biosciences, San Jose, CA, USA) in order
to avoid multiple passages and replicative senescence dur-
ing clonal selection.

2.2. Senescence Induction by X-Ray Irradiation, Conditioned
Medium, and Cell Viability Assay. The fibroblast cultures
were exposed to 10Gy X-ray irradiation in an X-ray RS225
irradiator (Xstrahl, Surrey, UK) at a dose rate of 2.3Gy/min.
Irradiated cells were then maintained for 1 to 3 weeks before
the collection of conditioned medium or the use of cells for
experiments. Collected conditioned medium was filtered
using a 0.22μm sterile syringe filter (Merck Millipore,
Burlington, MA, USA) and diluted to 25% in the complete
fresh medium before experiments to provide the vital
components necessary to support the cell growth.

For cell viability assays, HCT116 were seeded in 96-well
plates and exposed to X-ray irradiation as described
above. After 8 h, irradiated HCT116 were treated with DAC
(0.2–20μM) either in 25% conditioned medium from irradi-
ated BJ or complete medium for 72h, and cell viability was
determined by a standard 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide (MTT) assay.

2.3. β-Galactosidase Assay for Senescent Cells. Senescent cells
innonirradiatedand1- to3-week-old irradiatedfibroblast cul-
tures were stained using a β-Galactosidase (β-Gal) Staining
Kit (Cell Signaling Technology, Danvers,MA,USA) following
the manufacturer’s protocol. Cells were counterstained
with Hoechst 33342 (Molecular Probes®, Eugene, OR, USA)
prior to imaging in a Cell Voyager CV7000S microscope
(Yokogawa, Tokyo, Japan) using a 20x objective and 405/
488/561 nm laser line (Hoechst) and bright field filter for
β-Gal. Captured images were imported to Columbus™
Image Analysis System (PerkinElmer, Waltham, MA, USA).
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Senescent cells were quantified using a texture-based analysis
of the nuclear and cytoplasmic regions by a Saddle-Edges-
Ridges (SER) algorithm in Columbus Image Analysis System
[33]. Briefly, cell nuclei were identified based on Hoechst
staining. Then, the area and roundness of identified nuclei
were calculated, and cell population was selected based on
area and roundness. Next, the cytoplasm around the selected
population of nuclei was identified to calculate the texture
properties (in bright field channel) based on SER spot fea-
tures. Cells with SER spot value higher than the threshold
value were quantified and calculated.

To analyze protein markers of cellular senescence, repli-
cating and senescent fibroblasts were collected and processed
for Western blot analysis as described below.

2.4. Coculture and Conditioned Medium Culture Setup.
Monocultures of HCT116 and cocultures of HCT116 and
nonirradiated or 1- to 3-week-old irradiated senescent fibro-
blasts were established in clear-bottom CellCarrier 384-well
plates (PerkinElmer) at 7 : 3 and 3 : 7 ratios, hereafter referred
to as low stromal cocultures and high stromal cocultures,
respectively. The total cell density was always 1000 cells/well.
Note that all cocultures were established in EMEM that
supported the normal growth of all cell types.

For studying the effects of conditioned medium from
senescent fibroblast cultures on HCT116 proliferation and
demethylation, the experiment was set in a way that there
was a free exchange of medium between HCT116 cells and
1- to 3-week-old irradiated fibroblasts in different wells in
the absence of a direct cell-to-cell contact.

2.5. Drug Treatment, Demethylation, and Cell Proliferation
Analysis in 2D Cultures. Cells were treated for 72h with
DAC or AZA at 1μM and 5μM concentrations diluted in
appropriate medium and imaged and analyzed to evaluate
the intensity of EGFP signal as described elsewhere [31].
The rate of HCT116 cell proliferation (72 h/24 h) in untreated
culture types was determined by counting the total number of
RFP-H2B-tagged HCT116 cell nuclei using Columbus Image
Analysis System (PerkinElmer), as described previously [31].

2.6. Spheroid Culture, Drug Treatment, and Imaging. Spher-
oids were generated as described elsewhere [34]. Low stromal
coculture and high stromal coculture spheroids of HCT116
and nonirradiated or 1- to 3-week-old irradiated fibroblasts
were established at ratios described above (see Section 2.4).
Spheroids were grown for at least 1 week before the start of
any treatment. To study the effect of conditioned medium,
spheroids were transferred to a new agarose-coated 384-
well plate containing 25% conditioned medium from irradi-
ated fibroblast cultures. Spheroid imaging and quantification
of EGFP intensity and spheroid size were carried out as
described elsewhere [31, 34]. All drug treatments in spher-
oids were done for 96h.

Images of DAC-treated spheroids were acquired using a
Light Sheet Z.1 microscope (Carl Zeiss, Jena, Germany).
Prior to imaging, DAC-treated spheroids were collected
and washed in 1x phosphate-buffered saline (PBS). Spheroids
were then stained for 2 h with 10μM Hoechst nuclear dye at

room temperature. Spheroids were washed in 1x PBS to
remove residual Hoechst and mounted in 1.5% (w/v) low-
melting agarose (40°C). Spheroids were then drawn into a
0.5mm glass capillary tube with a metal plunger (Carl Zeiss)
and allowed to polymerize for 5min at room temperature.
The capillary tube was then vertically mounted on a sample
holder and immersed in a sample chamber filled with
phenol-red free EMEM. The polymerized agarose containing
spheroids was then extruded into the sample chamber using
the metal plunger, and multidirectional z-stack images were
acquired using a 20x detection optics and two 10x illumina-
tion optics with appropriate lasers and filters. The captured
images were processed using ZEN Blue image processing
software (Carl Zeiss).

2.7. Cell Sorting andWestern Blot Analysis.HCT116 cultured
in 25% conditioned medium from nonirradiated or 1- to
3-week-old irradiated fibroblast cultures and high stromal
cocultures of HCT116 with nonirradiated or irradiated fibro-
blasts were treated with 1μM DAC for 72 h. HCT116 from
conditioned medium cultures were collected and immedi-
ately lysed and processed for Western blot analysis following
drug treatment. To analyze the effect of DAC on HCT116 in
cocultures, RFP-expressing HCT116 were first isolated by
sorting in a FACSAria II Cell Sorter (BD Biosciences) and
then processed for Western blotting. Nonfluorescent normal
BJ and sBJ cells from cocultures were also isolated simulta-
neously for Western blot experiments.

Cells were lysed in RIPA buffer (150mM NaCl, 1.0%
NP-40 or Triton X-100, 0.5% sodium deoxycholate, 0.1%
sodium dodecyl sulfate, 50mM Tris, (pH8.0)) supplemented
with cOmplete™ Protease Inhibitor Cocktail (Roche Holding
AG, Basel, Switzerland) by sonication on ice. Protein lysates
(20–50μg) were electrophoresed and transferred onto a
PVDF membrane (Merck Millipore) and probed with anti-
bodies as described elsewhere [35]. Primary antibodies
against DNA methyltransferase 1 (DNMT1; catalogue num-
ber: 5032, 1 : 1000 dilution), vimentin (catalogue number:
5741, 1 : 1000 dilution), β-catenin (catalogue number: 8480,
1 : 1000 dilution), and p21waf1/cip (catalogue number: 2947,
1 : 1000 dilution) were purchased from Cell Signaling Tech-
nology (Danvers, MA, USA); p53 (catalogue number:
ab131442, 0.02μg/mL dilution) from Abcam (Cambridge,
UK); p16 (catalogue number: sc-759; 1 : 500 dilution) from
Santa Cruz Biotechnology (Dallas, TX, USA); and Tet
methylcytosine dioxygenase 1 (TET1; catalogue number:
NBP2-15135; 1 : 1000 dilution) and deoxycytidine kinase
(dCK; catalogue number: H00001633-B01P; 1μg/mL dilu-
tion) from Novus Biologicals (Littleton, CO, USA). Mouse
anti-β-actin antibody (catalogue number: A5441; 1 : 4000
dilution) was used as a loading control and was purchased
from Sigma-Aldrich. Blots were developed using either goat
anti-mouse or anti-rabbit Alexa Fluor® 488 secondary anti-
bodies (1 : 2000 dilution) from Life Technologies (Carlsbad,
CA, USA).

2.8. NF-κBActivity and Cytokine Assays.To determineNF-κB
activity, in-house developed A549-NF-κB reporter cells [36]
were seeded at a density of 10,000 cells/well in Ham’s F-12
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medium in white opaque 96-well plates (PerkinElmer). After
24 h, the old medium was replaced with undiluted condi-
tioned medium from nonirradiated or 1- to 3-week-old
irradiated fibroblast cultures, and the cells were further incu-
bated for 24 and 48h. At the end of each incubation, 100μL
Britelite Plus luminescent reagent (PerkinElmer) was added
per well, plate content was mixed in a plate shaker, and the
luminescent signal was measured in an EnVision Multilabel
Plate Reader (PerkinElmer).

The proinflammatory cytokines and/or chemokines in
conditioned medium were assayed using a Cytokine Human
Magnetic 25-Plex Panel Luminex™ Kit (Life Technologies)
following the manufacturer’s protocol and analyzed in a
Luminex 200 System Analyzer (Austin, TX, USA).

All assays were performed with samples of condition
medium obtained from three independent cultures of nonir-
radiated or irradiated fibroblast cultures.

2.9. Statistical Analysis. All statistical analyses were per-
formed on at least 2–4 independent biological replicates
using GraphPad Prism (GraphPad Software version 7, San
Diego, CA, USA), and differences were considered significant
at p < 0 05. Unless otherwise mentioned, data were analyzed
using one-way ANOVA with Dunnett’s multiple comparison
test. For one-sample t-test, data were compared with a hypo-
thetical value of 100%.

3. Results

3.1. Irradiation Increased the Number of β-Gal-Positive
Senescent Fibroblast Cells. Irradiation is a well-reported
inducer of senescence in different cell types [13]. Therefore,
we first determined the number of β-Gal-stained senescent
cells in nonirradiated and 1-week-old irradiated BJ fibroblast
cultures by high content image analysis as described in
Materials and Methods. Compared to nonirradiated BJ
cultures, there was a significant increase in the number of
β-Gal-positive senescent BJ (sBJ) fibroblasts post 1 week of
irradiation (Figure S1a; 2.7± 0.3% in nonirradiated BJ versus
5.5± 0.5% in 1-wk-IR sBJ cultures, p < 0 001, n = 2, Student’s
t-test, unpaired). Culturing the irradiated BJ fibroblasts for
an additional 2 weeks further increased the percentage of
β-Gal-positive cells to 42.9± 3.1% (p < 0 001 versus nonir-
radiated BJ, n = 2, Student’s t-test, unpaired).

Next, we determined the induction of molecular markers
of senescence in nonirradiated and 1- to 3-week-old irradi-
ated BJ cultures. The nonirradiated BJ fibroblasts showed a
weakly elevated level of p21waf1/cip. In accordance with the
β-Gal staining data, irradiation induced the expression of
senescence markers, p16 and p21waf1/cip, in addition to p53,
in 1- to 3-week-old sBJ cultures (Figure S1b).

3.2. Fibroblasts Increased the Susceptibility of HCT116 to
DAC in 2D Cocultures. To examine the effect of senescent
fibroblasts on HCT116 response to DNA-demethylating
drugs, low and high stromal cocultures of HCT116 and
1-week-old irradiated sBJ were established. A comparison
of EGFP intensities showed a culture-dependent increase in
the effect of DAC and AZA on HCT116 DNA demethylation

in the order of high stromal coculture> low stromal cocul-
ture>monoculture (Figure 1(a)). To examine if this effect
was limited to senescent cells, we performed a similar com-
parison following DAC and AZA treatment of HCT116 in
coculture with nonirradiated BJ fibroblasts. Similar to sBJ
fibroblasts, the presence of nonirradiated BJ fibroblasts sig-
nificantly increased DAC-induced HCT116 DNA demethyl-
ation, but there was no difference in the effect of AZA
(Figure 1(a)). Since DAC had a greater effect on HCT116
demethylation in cocultures, we decided to perform all subse-
quent studies with DAC. Also, as evident from the previous
study conducted in HCT116 cells, DAC showed maximum
demethylation at 1μM concentration; therefore, we chose
1μM DAC concentration for the further studies [37]. Next,
to see if the observed senescent cell effect was reproduced
by other senescent fibroblast types, we treated cocultures of
HCT116 and 3-week-old irradiated senescent MRC-5
(sMCR-5) and sBJ fibroblasts with 1μM DAC. The data
showed an increased demethylation effect of DAC on
HCT116 in coculture with both sMRC-5 and 3-week irradi-
ated sBJ fibroblasts (Figure. 1(b)). Overall, the data indicate
that the increase in demethylation of HCT116 by DNMTIs
is more pronounced in the presence of senescent fibroblasts.

We next examined the effect of SASP on HCT116
response towards DAC-induced demethylation. Cells were
cultured in a way that there was a free exchange of medium
between HCT116 and sBJ or sMRC-5 cells, but there was
no direct HCT116 to sBJ or sMRC-5 cell-cell contact
(Figure 1(b)). The results showed no significant effect of
SASP on 1μM DAC-induced demethylation in HCT116
(Figure 1(b)).

3.3. Fibroblasts and Their Conditioned Medium Affect DAC-
Induced Alteration in DNAMethyltransferase 1 Level. To fur-
ther decipher the effect of normal and senescent fibroblasts,
we analyzed the changes in the protein levels of DNA meth-
ylation and demethylation-regulating enzymes, DNMT1 and
TET1, respectively, in HCT116 isolated from cocultures of
HCT116 and nonirradiated BJ or sBJ fibroblasts. The results
showed significant downregulation of DNMT1 in untreated
HCT116 that were cocultured with nonirradiated BJ or sBJ
fibroblasts compared to HCT116 monocultures. Although
1μM DAC downregulated DNMT1 levels in monoculture
HCT116, the downregulation was significantly greater in
HCT116 cocultured with sBJ (Figure 2(a); p = 0 03, two-
way ANOVA). Although there were alterations in the level
of TET1 in HCT116 following DAC treatment in different
culture types, the difference was statistically nonsignificant
(Figure 2(a)).

We further studied the effect of conditioned medium
from nonirradiated BJ and sBJ fibroblasts on DNMT1 and
TET1 levels in HCT116.While 1μMDAC inhibited DNMT1
levels in HCT116 when the treatment was done in the pres-
ence of conditioned medium from normal BJ fibroblasts, this
inhibition was abrogated in the presence of conditioned
medium from sBJ cultures (Figure 2(b)). The data relates to
the lack of significant increase in DAC-induced HCT116
DNA demethylation in the presence of conditioned medium
from sBJ cultures (see Figure 1(b)). There was no significant
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difference in TET1 levels in HCT116 cells in condition
medium cultures (Figure 2(b)).

Radiation elevates dCK mRNA and protein levels [38],
and there is a clear correlation between dCK levels and radio-
sensitizing effects of gemcitabine [39]. dCK adds the first

phosphoryl group to DAC and is the rate-limiting enzyme
of the overall process of converting DAC to its triphosphate
form that incorporates into DNA [40]. We next examined
the protein levels of dCK in DAC-treated HCT116 isolated
from cocultures with BJ or sBJ fibroblasts and those cultured
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Figure 1: Effect of fibroblasts and their conditioned medium on HCT116 DNA demethylation in 2D cultures. (a) Representative images
showing RFP nuclear fluorescence but no EGFP fluorescence in the untreated control, and changes in EGFP fluorescence following DAC
treatment in HCT116 monocultures or cocultures with BJ. 20x objective; scale bar: 100μm. Graphs showing a significant increase in EGFP
intensity in HCT116 cocultured with normal nonirradiated (non-IR) BJ and 1-week-irradiated (1-wk-IR) sBJ fibroblasts in comparison to
HCT116 monocultures following treatment with different concentrations of DAC and AZA. Data are mean± SEM, n = 2 – 4, ∗∗p < 0 01,
∗p < 0 05 compared to HCT116 monocultures. (b) A significant increase in EGFP intensity of HCT116 cells cocultured with 3-week-
irradiated (3-wk-IR) sBJ or sMRC-5 cells following treatment with 1 μM DAC. (c) Schematic diagram of the setup of conditioned
medium culture and graph showing no effect of sBJ or sMRC-5 conditioned medium on EGFP intensity following treatment of HCT116
monocultures with 1 μM DAC. Data are mean± SEM, n= 2–4.
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in conditioned medium from BJ or sBJ cultures. Indeed, our
data revealed an elevated level of dCK in DAC-untreated
HCT116 isolated from cocultures of HCT116 with BJ or sBJ
fibroblasts; however, this expression was higher in HCT116
isolated from cocultures with sBJ fibroblasts (Figure S2a).
The treatment with DAC seemed to further increase the
levels of dCK in coculture-isolated HCT116. Interestingly,
the presence of conditioned medium from sBJ cultures
reduced the level of dCK in HCT116 treated with or without
DAC (Figure S2b).

3.4. Fibroblasts and their Conditioned Medium Increased Cell
Proliferation in 2D Cultures. Since the demethylation by
DAC is more pronounced in proliferating cells [41], we
examined the effects of normal and senescent fibroblasts
and their conditioned medium on HCT116 proliferation.
Compared to monocultures, HCT116 proliferation was
markedly increased when cocultured with either normal,
sBJ, or sMRC-5 fibroblasts or in the presence of conditioned
medium from senescent fibroblasts (Figures 3(a) and 3(b)).

3.5. Senescent Fibroblast Conditioned Medium Increased
DAC-Induced Cytotoxicity and Displayed High Levels of
Proinflammatory Cytokines and Chemokines. To determine
if senescent fibroblast conditioned medium-induced increase
in the proliferation of HCT116 was partly responsible for
increasing the susceptibility of HCT116 to DAC, we next
determined the cytotoxic/cytostatic effects of DAC in

nonproliferating HCT116 in the presence of conditioned
medium. We first irradiated HCT116 to induce cell cycle
arrest [42] and then treated irradiated HCT116 with DAC
(0.2–20μM) in the absence or presence of conditioned
medium from sBJ cultures. Irradiation of HCT116 attenuated
the cytotoxic/cytostatic effect of DAC in the absence of con-
ditioned medium; however, the addition of sBJ conditioned
medium reversed this effect (Figure 3(c), left). Although
DAC was significantly effective in altering the viability of
nonirradiated HCT116, the addition of conditioned medium
further increased DAC effect (Figure 3(c), right).

The NF-κB pathway is suggested to contribute to senes-
cence program [43], and DNA-demethylating agents induce
apoptosis by inhibiting NF-κB activity [44]. Evidence also
suggests a correlation between NF-κB and DNMT1 levels
[45]. Besides, a recent study showed the role of inflammatory
cytokines in regulating the activity of enzymes involved in
DNA methylation and demethylation [46]. Given this
correlation, we analyzed the levels of a panel of 25 human
cytokines and chemokines in conditioned medium from nor-
mal BJ and sBJ cultures and the effect of condition medium
on NF-κB activity. Conditioned medium from sBJ showed
a high level of interferon-alpha (IFN-α), interleukin-6 (IL-6)
and interleukin-8 (IL-8), and monocyte chemotactic
protein-1 (MCP-1) compared to conditioned medium from
normal BJ cultures (Figure 3(d)). The conditioned medium
from sBJ significantly increased NF-κB activity in NF-κB
reporter cellular model (Figure 3(d)).
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3.6. Increased Susceptibility of HCT116 to DAC in Coculture
Spheroids. Cell-cell interactions in spheroids are closer to
physiological conditions, and therefore spheroids are excel-
lent models to study the effect of tumor-stroma interaction
on tumor cell response to anticancer drugs. We next investi-
gated the effect of normal BJ and sBJ fibroblasts on HCT116
DNA demethylation in coculture spheroids following 1μM
DAC treatment. First, despite the cell number, BJ fibroblasts
always occupied the center of spheroids surrounded by
HCT116. The GFP-expressing BJ fibroblasts were visible only
after approximately 100μm z-plane height (Figure 4(a)),
indicating a limited stromal-tumor cell contact and underly-
ing the importance of autocrine and/or paracrine factors.
Similar to 2D cultures, the presence of a high number of nor-
mal BJ or sBJ cells increased HCT116 demethylation in
coculture spheroids (Figures 4(b) and 4(c)); however, this
effect was more pronounced in sBJ fibroblast-containing
spheroids (Figure 4(b)).

Next, to determine the effect of conditioned medium on
DAC-induced HCT116 demethylation, we treated monocul-
ture spheroids of HCT116 with 1μMDAC in the presence of
conditioned medium from normal BJ and sBJ cultures. There
was no significant effect of sBJ conditioned medium on
DAC-induced demethylation on monoculture spheroids
(Figure 4(d)).

Given the fact that DAC is more effective in proliferat-
ing cells [41], we determined whether the increased demeth-
ylation in coculture spheroids is related to the increased
growth of spheroids. We compared the size of HCT116
monoculture spheroids with coculture spheroids of HCT116
and normal BJ or sBJ fibroblasts. The results showed a signif-
icant increase in the size of coculture spheroids compared
to monoculture spheroids (Figure 4(e)). However, there
was no major difference in the effect of 1μM DAC on
coculture spheroid size compared to monoculture spheroids
(Figure 4(e)).
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Figure 3: Coculture effect on HCT116 proliferation and analysis of secretory factors in conditioned medium. (a, b) The effect of normal and
senescent fibroblasts (a) and SASP of senescent fibroblasts (b) on the proliferation of HCT116. Data are mean± SEM, n = 2 – 4, ∗∗∗p < 0 001,
∗∗p < 0 01, ∗p < 0 05 compared to HCT116 monocultures or 0% conditioned medium, one-sample t-test. (c) Viability of nonirradiated and
irradiated HCT116 following DAC treatment. Data are mean± SEM, n = 4, ∗∗∗p < 0 001, ∗∗p < 0 01 comparing cell viability with or without
conditioned medium, Student’s t-test, unpaired. (d) Increased levels of IFN-α, IL-6, IL-8, and MCP-1 in sBJ conditioned medium compared
to conditioned medium from normal BJ cells and its effect on NF-κB activity. Data are mean± SEM, n = 3, ∗∗∗p < 0 001, ∗∗p < 0 01
comparing conditioned medium from BJ to sBJ, Student’s t-test, unpaired.
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A recently published study elucidated that although cel-
lular senescence arrests cell cycle program, the key signaling
components of the senescence machinery, such as p16,
p21waf1/cip, and p53, critically regulate stem cell functions

and promote stemness of cancer cells [47]. Therefore, we
examined the protein expression levels of vimentin, a typical
phenotype of EMT, and activation of Wnt/β-catenin in
HCT116 sorted from coculture spheroids of HCT116 and

50 �휇m 100 �휇m 170 �휇m BJ-GFP
High stromal coculture (HCT116: BJ-GFP)

Hoechst

(a)

600

400

EG
FP

 in
te

ns
ity

%
 o

f u
nt

re
at

ed
 co

nt
ro

l

200

0
DAC 1 �휇M

⁎

⁎⁎⁎

HCT116 (monoculture)

Coculture effect
(demethylation)

HCT116: BJ (low stromal)
HCT116: BJ (high stromal)
HCT116: sBJ (low stromal)
HCT116: sBJ (high stromal)

(b)

FLJ32130-EGFP
Histone H2B-RFP

HCT116

BJ

DAC-treated monoculture and coculture spheroids

(c)

%
 E

G
FP

 in
te

ns
ity

 (r
el

at
iv

e t
o

0%
 co

nd
iti

on
ed

 m
ed

iu
m

)

150

100

50

0

1 �휇M DAC

BJ sBJ
Conditioned medium

Conditioned medium effect
(demethylation)

(d)

400 100

HCT116 (monoculture)
HCT116: BJ (high stromal)
HCT116: sBJ (high stromal)

80
60
40
20

0

300

200

A
re

a (
%

)
da

y 
7/

da
y 

3

A
re

a (
%

)
tre

at
ed

/u
nt

re
at

ed

Untreated

Cocultured effect
(sized)

100

0
DAC 1 �휇M

⁎ ⁎⁎⁎

(e)

High
stromal

High
stromal

HCT116: sBJ coculture

�훽-Catenin (92 KDa)

�훽-Actin (42 KDa)

Vimentin (57 KDa)

(f)
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sBJ. The results demonstrated an upregulated expression of
vimentin in HCT116 from high stromal coculture spheroids
(Figure 4(f)). The results (Figure S1 and Figure 4(f)) relate
increased growth of coculture spheroids to sBJ-induced
stemness in HCT116.

4. Discussion

Studies indicate potential synergistic effects of DNMTIs and
radiotherapy for the treatment of solid tumors [26, 27].
Given the senescence-inducing property of radiation, it
remains to be seen whether and/or how the senescent stro-
mal cells affect tumor cell response to DNMTIs. Using our
recently developed DNA demethylation reporter cells [31],
we show that senescent fibroblasts increase the demethyla-
tion effects of DAC in HCT116 under coculture conditions
in both 2D and spheroid cultures (Figures 1 and 4). Further-
more, the increased DNA demethylation in high stromal
cocultures than monocultures suggests the increased suscep-
tibility of HCT116 to DAC in a higher stromal microenvi-
ronment. The increased demethylation effect of DAC was
not just limited to cocultures containing senescent fibro-
blasts as the presence of nonirradiated normal fibroblast also
induced a similar effect, albeit smaller, on HCT116 DNA
demethylation in both 2D and spheroid cultures. Neverthe-
less, the demethylation effect was more pronounced in
cocultures of HCT116 with irradiation-induced senescent
fibroblasts that showed increased expression of p21waf1/cip

and p16 (Figure S1, Figures 1 and 4). Repeated subculturing
has been reported to induce replicative senescence in fibro-
blasts [48]. The increased HCT116 DNA demethylation in
cocultures with nonirradiated fibroblasts could have pre-
sumably resulted due to the presence of presenescent fibro-
blasts. This is evident from the presence of a small fraction
of β-Gal-stained cells and expression of p21waf1/cip in nonir-
radiated BJ cells (Figure S1).

Our data also demonstrate the fibroblast-induced down-
regulation of endogenous levels of DNMT1 in untreated
HCT116. Additionally, the data also show the increased
effect of DAC on DNMT1 levels in HCT116 sorted from
cocultures than monocultures (Figure 2). Exposing cancer
cells to gamma irradiation has been reported to decrease
the protein levels of DNMT1 and DNMT3b [49, 50]. Further,
studies indicate that activation of nucleoside analogs corre-
lates with dCK activity [39, 51]. We show an elevation of
dCK protein levels in HCT116 cocultured with fibroblasts,
in particular, irradiation-induced sBJ cultures (Figure S2).
This increase in dCK levels corresponds to the increased
demethylation effect of DAC on HCT116 in high stromal
cocultures (Figure 1). Overall, the data indicate the potential
role of radiation-induced bystander effect through tumor-
stroma cross-talk in regulating epigenetic changes in tumor
cells in high stromal cocultures.

The stroma has been reported to regulate the growth of
tumor cells, increasing their invasive and metastatic proper-
ties [10]. In line with this, we observed normal and senescent
fibroblast-induced increased proliferation of HCT116 in 2D
and spheroid cocultures (Figures 3 and 4). Since DAC, like
other anticancer drugs, is reported to have a greater effect

in actively proliferating cells [41], the increased proliferation
of HCT116 in both 2D and spheroid cocultures potentially
makes HCT116 more susceptible to DAC (Figures 3 and 4).
This is partly shown by the decreased effect of DAC on the
viability of irradiated HCT116 (Figure 3).

Apart from fibroblast-induced effects in cocultures, we
also studied the effect of conditioned medium from senescent
fibroblasts on HCT116 proliferation in 2D cultures. The
results demonstrated an increased effect of conditioned
medium fromsenescentfibroblast cultures onHCT116prolif-
eration only. However, conditioned medium from senescent
fibroblasts abrogated DAC effect on DNMT1 expression in
treated cells and decreased dCK levels in untreated and
DAC-treated HCT116 (Figure S2). Analysis of conditioned
medium from senescent fibroblasts showed upregulation of
proinflammatory cytokine and chemokine levels. This cyto-
kine/chemokine-laden condition medium increased NF-κB
activity inNF-κBA549 reporter cells. The correlation between
demethylation effects of DNMTIs and NF-κB remains debat-
able in the literature. While one study suggests that the apo-
ptosis induced by DNMTIs via inhibition of NF-κB is not
due to epigenetic reprogramming [44], another study showed
that an increase in NF-κB activity downregulates DNMT1
levels [45]. In our study, we did not observe any direct effect
of senescent fibroblast conditioned medium on the protein
levels of DNMT1 (Figure 2). Nonetheless, the inability of
DAC to reduce DNMT1 levels in cells treated in conditioned
medium from senescent fibroblast cultures (Figure 2) indi-
cates the potential negative effect of SASP on DNA demethyl-
ation. The present study was conducted using established cell
line cultures only; therefore, a further line of evidence from
primary cells and DNMT1 knockout cell types is required.
Also, secretome analysis is clearly required to substantiate
the correlation between NF-κB activity and/or proinflam-
matory cytokines and chemokines on DNA methylation
and demethylation.

5. Conclusions

In agreement with the prognostic significance of tumor-
stroma ratio in different cancer types, the results of our
study indicate the potential of the tumor-stroma ratio for
predicting the outcome of DNA-demethylating epigenetic
anticancer therapy in CRC or other cancer types. The study
further correlates the increased susceptibility of HCT116 to
DAC due to fibroblast-induced increased proliferation and
differential regulation of methylation- and demethylation-
regulating enzymes by senescent stromal cells. In conclu-
sion, this study provides the evidence of the senescent
stromal cell-induced effects on CRC cell response towards
prototypal DNA-demethylating drug, DAC. Further studies
are required to confer the mechanism behind observed
stromal cell-induced alterations in DAC-induced DNA
demethylation effects.
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Figure S1: radiation increased senescence in fibroblast
cultures. (a) Representative images showing Hoechst- and
β-Gal-stained cultures of nonirradiated (non-IR) and 1- to
3-week-old irradiation- (IR-) induced senescent BJ (sBJ)
cultures. The values in the middle β-Gal panel show the per-
centage of β-Gal positive cells. Data are mean± SEM, n > 10
wells per 384-well plate from 2 independent experiments.
20x objective; scale bar: 100μm. (b) Western blots showing
the expression of p53, p21waf1/cip, and p16 in nonirradiated
(non-IR) BJ and 1- to 3-week-old sBJ cells following irradia-
tion (IR). Figure S2: coculture and conditioned medium effect
on dCK expression. (a) Western blots showing changes in
dCK expression in BJ and HCT116 isolated from cocultures
of HCT116 and normal and sBJ cells in the absence (−) or
presence (+) of DAC. (b) Changes in the expression of dCK
in DAC-treated HCT116 cultured in conditioned medium
from BJ or sBJ cultures. The fold expression of dCK relative
to β-actin loading control is shown below the blots in (a)
and (b) from one experiment. (Supplementary Materials)
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