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Abstract Recent studies have identified a new human dental
derived progenitor cell population with multi-lineage differ-
entiation potential referred to as human periapical cyst mes-
enchymal stem cells (hPCy-MSCs). In the present study, we
compared two subpopulations of hPCy-MSCs characterised
by the low or high expression of CD146 to establish whether
this expression can regulate their stem cell properties. Using
flow cytometry, we evaluated the stem cell marker profile of
hPCy-MSCs during passaging. Furthermore, CD146"°" and
CD146™" cells were sorted by magnetic beads and subse-
quently both cell populations were evaluated for differences
in their proliferation, self-renewal, stem cell surface markers,
stemness genes expression and osteogenic differentiation
potential.

We found that hPCy-MSCs possessed a stable expression
of several mesenchymal stem cell surface markers, whereas
CD146 expression declined during passaging.

In addition, sorted CD146™°Y cells proliferated significant-
ly faster, displayed higher colony-forming unit-fibroblast ca-
pacity and showed higher expression of K/f4 when compared
to the CD146™€" subset. Significantly, the osteogenic poten-
tial of hPCy-MSCs was greater in the CD146"°" than in
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CD146"e" population. These results demonstrate that
CD146 is spontaneously downregulated with passaging at
both mRNA and protein levels and that the high expression
of CD146 reduces the proliferative, self-renewal and osteo-
genic differentiation potential of hPCy-MSCs. In conclusion,
our study demonstrates that changes in the expression of
CD146 can influence the stem cell properties of hPCy-MSCs.

Keywords Dental stem cells (DSCs) - Human periapical cyst
mesenchymal stem cells (hPCy-MSCs) - CD146 - MSC
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Introduction

Today the use of mesenchymal stem cells (MSCs) to pro-
duce different cell types represents a new promising ap-
proach to treat or replace diseased, damaged or missing tis-
sues [1]. In recent years, tissues of oral cavity have been
successfully used in alternative to bone marrow as sources
of MSCs for regenerative medicine due to their ease of
procurement and availability [2]. MSCs have been identified
in several tissues of the oral cavity including dental pulp [3],
periodontal ligament [4], exfoliated deciduous teeth [5], den-
tal follicle [6], apical papilla [7] and gingival tissues [8].
These dental-derived stem cells (DSC) are an attractive
source not only for their use in regenerative dentistry but
also for a broad range of potential therapeutic applications
in all fields of regenerative medicine [1, 9]. For example, the
transformation of DSC into chondrocytes can be used in
cartilage-related diseases [10], whereas the differentiation
of DSCs into cardiomyocytes has opened a new way to treat
cardiovascular diseases [11]. Moreover, cell-based strategies
with DSCs have been successfully used to regenerate bone
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[12], liver [13], muscular [14] as well as to treat spinal cord
injuries [15], diabetes [16] and neurological diseases [17].

Recently, a new population of progenitor/multipotent stem
cells named periapical cyst-derived mesenchymal stem cells
(hPCy-MSCs) has been identified in human periapical cystic
tissues by our group [18]. We reported that the hPCy-MSCs
possess mesenchymal stem cell-like properties including self-
renewal, high proliferative potential, stem cell markers expres-
sion and the ability to differentiate into osteogenic and
adipogenic lineages [18, 19]. Moreover, their ability to differ-
entiate into neural and glial cells was also recently shown,
indicating that the hPCy-MSCs can also be considered for
the replacement of neuronal cells that have been damaged
by disease [2, 19]. Taken together, our previously published
reports indicate that the hPCy-MSCs represent a new cell
source with high application potential in the field of regener-
ative medicine [2, 18-20].

To enhance the potential of these newly discovered cells
and given that previous studies have reported that CD146-
based selection might be exploited to obtain multipotential
MSCs fractions [21-24], we decided to explore the effect of
CD146 expression in the hPCy-MSCs.

The immunoglobulin superfamily member CD146, al-
so known as MUC-18 or melanoma cell adhesion mole-
cule (Mel-CAM) has been originally identified as a mel-
anoma marker [25]. It is primarily an endothelial cell
marker that is also expressed in perivascular cells,
smooth muscle, myofibroblasts cells, active T lympho-
cytes and MSCs isolated from multiple adult organs in-
cluding those derived from dental tissues [26—-28]. It has
been shown that the high expression of CD146 on the
surface of MSCs is linked with multipotency of these
cells [29]. Although the specific function of CD146 is
not entirely understood, it has been associated with sev-
eral cellular processes regulated by transmembrane sig-
nalling including cell proliferation, adhesion, migration,
cytoskeletal organisation and differentiation [26].
Gronthos et al. have shown that dental pulp stem cells
(DPSCs) express the cell surface antigen CD146 and
display phenotype consistent with perivascular cell pop-
ulations. Furthermore, the same study showed the effica-
cy of using magnetic cell sorting (MACS) to enhance the
clonogenic potential of DPSCs [26].

Therefore, the objective of this study was to evaluate the
use of CD146 as a surface marker for the enrichment of a
specific progenitor subpopulation from a heterogeneous
hPCy-MSCs population. Here, we evaluated the expression
of CD146 in the hPCy-MSCs during passaging and compared
the biological characteristics of CD146"€" and CD146™°"
populations obtained after magnetic cell sorting. To that end,
we compared proliferation, self-renewal, MSC surface
markers and expression of stem cell transcription factors be-
tween sorted populations of hPCy-MSCs. In addition, the

osteogenic potential of CD146™€" and CD146™°" populations
was evaluated to explore the role of CD146 in regulating the
osteogenic differentiation of the hPCy-MSCs.

Materials and Methods
Isolation and Culture of hPCy-MSCs

Human periapical cyst mesenchymal stem cells (hPCy-MSCs)
were isolated as described previously by Marrelli et al. [2,
18-20]. Briefly, human periapical cyst tissues were obtained
from healthy volunteers of 25 + 3 years. Written informed
consents were obtained from all participants of this study
using a specific form approved by the Calabrodental dental
clinic (Crotone, Italy). The study followed the “Ethical prin-
ciples for medical research involving human subjects” of the
Helsinki Declaration. After extraction, the enucleated cyst tis-
sues were immediately stored in a physiological solution and
were transported to the research lab (Tecnologica SRL,
Research Institute, Crotone, Italy). For digestion, the cyst tis-
sues were washed three times with phosphate-buffered saline
(PBS) containing antibiotics and subsequently placed in tissue
culture dishes for mechanical disruption. Then, cyst tissues
were minced into small pieces and digested with a solution
containing 3 mg/ml type I collagenase (Gibco) and 4 mg/ml
dispase (Gibco) for 1 h at 37 °C.

Next, the isolated cells were filtered through 70 uM falcon
strainers (Becton Dickinson) and plated in a-MEM culture
medium containing 10 % FBS (Gibco), 100 uM L-ascorbic
acid-2-phosphate, 100 U/ml penicillin, 2 mM glutamine and
100 mg/ml streptomycin (Invitrogen). The obtained hPCy-
MSCs were incubated at 37 °C with 5 % CO,, and the medium
was changed every 3 days.

CD146 Magnetic Cell Sorting

The hPCy-MSCs (10 X 10° cells) were enzymatically disso-
ciated into a single-cell suspension and incubated with FcR
blocking reagent and then with a microbeads-conjugated anti-
CD146 antibody (Miltenyi Biotech) at 4 °C for 15 min. Then,
the cells were washed with PBS buffer containing 0.5 % BSA
and 2 mM EDTA and centrifuged for 10 min. The cell pellets
were resuspended in 500 ul of the same buffer and passed
through an LS column placed in a magnetic field of a
MACS separator, followed by three washes of the column
with 3 ml MACS separation buffer. While the cells were pass-
ing through the column, the magnetically labelled hPCy-
MSCs CD146" were mainly retained on the column and then
unlabelled cells (CD146"°") were eluted. Then, the column
was removed from the MACS separator and the bound
CD146" cells (CD146™€M) were flushed out and collected in
a separate tube. Finally, CD146"€" CD146"°" and the
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unsorted cells were cultured with the complete x-MEM me-
dium. The purification of the sorted cells (CD146"€" and
CD146"°") was confirmed by cytofluorimetric, immunofluo-
rescence and qRT-PCR analyses.

Cell Proliferation and Cell Viability

Sorted cells were seeded onto 96-multiwell plates and cul-
tured with complete growth medium at 37 °C and 5 % CO,.
Cells viability was measured after 2 to 16 days by
Prestoblue™ Cell Viability Reagent (Invitrogen) following
manufacturer’s instructions. Briefly, growth medium was re-
moved, and cells were washed and incubated with
Prestoblue reagent for 2 h at 37 °C and 5 % CO..
Subsequently, the absorbance was read by a Multiskan GO
microplate spectrophotometer. Cell viability of sorted hPCy-
MSCs was analysed by the PI staining method combined
with advanced image analysis (Accuchip cell counter,
Adam, Nanoentek).

Pulp necrosis

Periapical
Inflammatory
Cyst

Flow Cytometry

The expression of MSC-specific cell-surface markers in
sorted hPCy-MSCs was analysed as described previously
by Paduano et al. [18, 30]. Briefly, cells were harvested
using Trypsin-EDTA (Gibco) and aliquoted at 0.3 x 10°
cells into FACS tubes for each antibody. Then, the hPCy-
MSCs were stained using PE-conjugated anti-CD13
(CD13-PE), APC-conjugated anti-CD29 (CD29-APC),
FITC-conjugated anti-CD44 (CD44-FITC), fluorescein
isothiocyanate-conjugated anti-CD73 (CD73-FITC),
phycoerythrin-conjugated anti-CD90 (CD90-PE),
allophycocyanin-conjugated anti-CD105 (CD105-APC)
and allophycocyanin-H7-conjugated anti-CD45 (CD45-
APC-H7). All antibodies were obtained from BD
(Becton Dickinson). At the end of the incubation period,
cells were washed, and 500 ul of PBS were added to each
sample. Fluorescein isothiocyanate-conjugated anti 1gGl1,
phycoerythrin-conjugated anti-IgG1, allophycocyanin-H7-
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Fig. 1 Schematic overview of the experimental setup. Mesenchymal
stem cells were isolated from the human periapical cyst (hPCy-MSCs).
After culture, cells were analysed for surface marker expression and for
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CD146 mRNA expression during different in vitro passaging (p2, p4, p6,
p8). Subsequently, hPCy-MSCs were sorted by magnetic beads for
CD146. Sorted cells were analysed as described
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Fig.2 MSC surface markers and CD146 mRNA expression in expanded
hPCy-MSCs. a Surface marker expression levels of CD146, CD13,
CD29, CD44, CD73, CD90, CD105 and CD45 in hPCy-MSCs during
different passages (p2, p4, p6, p8). b Expression of CD146 mRNA levels
in hPCy-MSCs during passaging (p2, p4, p6, p8). The results are

conjugated anti-IgG1 and allophycocyanin-H7-conjugated
anti-IgG1 have been used as isotype controls. The fluo-
rescence intensities were measured by flow cytometer
(NAVIOS, Beckman Coulter) and data were analysed
using Kaluza software (Beckman Coulter) and FlowJo
software (Tree Star).

Immunofluorescence Analysis

Sorted hPCy-MSCs cultured in growth medium were rinsed
with PBS, fixed in 4 % paraformaldehyde for 20 min at RT
and blocked with 3 % BSA for 20 min at RT. Then, the
hPCy-MSCs were incubated for 30 min with phycoerythrin-
conjugated anti-CD146 antibody, washed twice with PBS
and incubated with a solution containing 1 pg/ml of 4,6-
diamidino-2-phenylindole (DAPI; Sigma) for 5 min. Then,
cells were mounted with anti-fading medium (Invitrogen)
and observed by confocal microscopy (Leica, TCS SP5).
Fluorescein isothiocyanate-conjugated anti-IgGl was used
as negative control.

Gene Expression Analysis

Total RNA was extracted from sorted hPCy-MSCs using the
Purelink™ RNA mini kit (Applied Biosystems) and the ex-
tracted RNA was quantified using a Multiskan Go spectro-
photometer (Thermo Scientific). Gene expression was
analysed as previously described [18, 20, 30]. Briefly,
200 ng of RNA were reverse-transcribed using M-MuLV
reverse transcriptase (Applied Biosystems) in a 10 pL vol-
ume containing buffer with 400 pmol/L dNTPs and 0.2 ug
Oligo(dT). Subsequently, 0.5 pL of cDNA were amplified
by real-time PCR (qPCR) using primers (5 pmol) and power
SYBR green Master Mix (Applied Biosystems). The gPCR
reactions were performed using a Pikoreal 96 system
(Thermo Scientific) with the following parameters: an initial
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presented as fold increase (2 A2CD) with respect to the level expressed
in hPCy-MSCs at p2. The data shown are the means + SDs of three
independent experiments, *P < 0.05, *** P < 0.001 compared with
hPCy-MSCs at p2. p: passage

denaturation step at 95 °C for 10 min; 40 cycles of 10 s at
95 °C and 1 min at 60 °C. Efficiencies of qPCR were cal-
culated from the cycle threshold (Ct) curves obtained from
the amplification of the ten-fold serial dilutions of cDNA.
Moreover, melting curve analyses were performed to verify
the specificity of the PCR products. After amplification,
mRNA expressions of specific genes were obtained by the
2 AAC method with the levels of gene expression normal-
ised to the housekeeping gene hypoxanthine
phosphoribosyltransferase (HRPT). The primers for the
CD146, kruppel-like factor 4 (KIf4), octamer-binding tran-
scription factor 4 (OCT4), homeobox transcription factor
Nanog (Nanog), v-myc avian myelocytomatosis viral onco-
gene homolog (c-myc), SRY-related HMG-box 2 (Sox2),
runt-related transcription factor 2 (Runx-2), osteopontin
(OPN), hypoxanthine phosphoribosyltransferase (HPRT)
are listed in Appendix Table 1.

Osteogenic Differentiation

To obtain osteogenic differentiation the sorted hPCy-MSCs
were plated on plate and cultured with osteogenic medium
containing «x-MEM (Sigma), 20 % FBS (Invitrogen),
0.2 mM L-ascorbic acid-2-phosphate (Sigma), 100 nM

Fig. 3 Analysis of CD146"°" and CD146"" sorted populations of P>
hPCy-MSCs. a Morphological aspects of the hPCy-MSCs CD146€"
and CD146™" subpopulations compared to unsorted cells, scale bar,
100 pm. b Flow cytometry analysis of the unsorted hPCy-MSCs,
CD146"M" and CD146°Y sorted fractions. Isotype control is indicated
by red and positive signals by blue and the percentages of positively
labelled cells are indicated. ¢ Immunofluorescence analysis of CD146
expression in sorted cells, scale bar, 100 um. d Expression of CD146
mRNA levels in hPCy-MSCs CD146"%€" and CD146"°" subpopulations
compared to unsorted cells evaluated by qRT-PCR. The results are
presented as fold increase (2 A2€D) with respect to the level expressed
in unsorted hPCy-MSCs. *P < 0.05, *** P <0.001
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dexamethasone (Sigma), 10 mM [-glicerophosphate
(Sigma), 100 U/mL penicillin, 0.1 mg/mL streptomycin,
and 0.25 mg/mL amphotericin B. Subsequently, the sorted
hPCy-MSCs were fixed with 4 % paraformaldehyde
(Sigma) for 20 min at RT and washed twice with PBS.
Then, a solution of 5 mg/mL Alizarin Red S (Sigma) was
added to the cells for 30 min. The sorted hPCy-MSCs were
washed three times with H,O and observed under microsco-
py. Alizarin Red precipitates were quantified as previously
described [18]. Briefly, samples were incubated with 800 pl
acetic acid (10 %) for 30 min and subsequently the super-
natant was transferred into a tube and boiled for 10 min at
85 °C. After centrifugation (15 min, 15.000xg), 150 ul of
samples were transferred into a 96-well plate, and the optical
density was evaluated at 405 nm using a Multiskan Go
Spectrophotometer (Thermo Scientific).

Statistical Analysis

Results are shown as means + standard deviations (SD) from
three independent experiments. The differences between
groups were analysed with an unpaired two-tailed Student’s
t-test using the GraphPad Prism software package (Graphpad
Software Inc). Differences were considered statistically signif-
icant when P < 0.05. *P < 0.05; **P < 0.01; and
**xp < 0.001.

Results
Isolation and Sorting of hPCy-MSCs

Mesenchymal stem cells were isolated from the periapical cyst
and separated by magnetic cell sorting (MACS) according to
their expression of CD146. A schematic representation of ex-
perimental approach is shown in Fig. 1. Briefly, MSCs were
obtained from the inflammatory periapical cyst by enzymatic
digestion, cultured and analysed during passaging for the ex-
pression of CD146 at both mRNA and protein levels.
Subsequently, cells were sorted by magnetic beads into two
populations named CD146™€" and CD146°" and analysed
for MSC surface markers expression, proliferation, CFU-F,
stemness genes expression and osteogenic differentiation po-
tential (Fig. 1). The objective was to identify the role of
CD146 expression in the regulation of the stem cell properties
of hPCy-MSCs.

hPCy-MSCs Possess a Stable Expression of Several
Mesenchymal Stem Cell Surface Markers, whereas
CD146 Declines during Passaging

First, we investigated the expression of CD146 on hPCy-
MSCs by flow cytometry at four different passages (p2,

p4, p6 and p8). Phenotypic characterization showed that
MSC-specific markers CD13, CD29, CD44, CD73 and
CD105 were uniformly positive during passaging, indicat-
ing a stable expression profile throughout the expansion
(Fig. 2a). On the contrary, CD146 expression declined
gradually during passaging in hPCy-MSCs. The expres-
sion of CD146 decreased along passages also in three
different oral-derived mesenchymal stem cells such as
dental pulp stem cells (DPSCs), periodontal ligament stem
cells (PDLSCs) and dental follicle stem cells (DFPCs,
Supplementary Fig. 1). Furthermore, we also observed
that the mRNA expression levels of CD146 in hPCy-
MSCs were significantly downregulated during the expan-
sion in vitro (Fig. 2b). These data indicate that hPCy-
MSCs possess a stable expression of several mesenchy-
mal stem cell surface markers during expansion, whereas
CD146 is spontaneously downregulated at both mRNA
and protein levels.

Analysis of CD146"*" and CD146"*¢" Sorted Populations
of hPCy-MSCs

An early passage of hPCy-MSCs was separated by the mag-
netic cell sorting (MACS) to generate CD146"°" and
CD146"" fractions (Fig. 3a). The efficacy of the separation
was confirmed by flow cytometry immediately after cell
sorting and by immunofluorescence and qRT-PCR after ex-
pansion in culture.

Cytofluorimetric analyses indicate that CD146°" and
CD146'"2" populations of hPCy-MSCs possess low and high
expression of CD146 (10.4 % and 94.2 %, respectively) com-
pared to 39.5 % of the unsorted cells (Fig. 3b). These results
were confirmed by immunofluorescence analysis, which
showed that CD146 protein was highly expressed in the
CD146™€" fraction and lowly expressed in the CD146°"
fraction in comparison with unsorted cells (Fig. 3c¢).
Moreover, the mRNA expression levels of CD146 were re-
duced 0.5-fold in CD 146" population and increased 20-fold
in the CD146™€" population with respect to unsorted hPCy-
MSCs (Fig. 3d). Collectively, these data indicate that MACS

Fig. 4 Characterization of CD146°" and CD146™#" sorted populations P
of hPCy-MSCs. a Flow cytometry analysis of MSC cell surface marker
expression in sorted hPCy-MSCs. Isotype control is indicated by the
dotted line and antibody staining by a solid line. b Prestoblue assay for
the proliferation of CD146™°Y and CD146™" sorted populations
compared to unsorted cells from day 2 to 16. ¢ Colony forming unit
fibroblast (CFU-F) in CD146"°" and CD146™" cell populations.
Results are mean + SDs. d Percentage of cell viability of sorted
fractions of hPCy-MSCs. e mRNA expression of stemness genes K/f4,
OCT4, Nanog, c-myc and Sox-2 in CD146°" and CD146™&" sorted
populations evaluated by qRT-PCR. Results are represented as fold
increase compared to the level expressed in unsorted hPCy-MSCs.
*P <0.05, ¥*P <0.01, ¥***P < 0.001, N.S., not significant
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Fig. 5 Osteogenic differentiation
potential of hPCy-MSCs
CD146"" and CD146"*¢" sorted
fractions. a Osteogenic
differentiation of hPCy-MSCs
CD146"" and CD146"™
subpopulations stained with
alizarin red. b Alizarin red
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technology can enrich the CD146™€" and D146 fractions
from hPCy-MSCs populations with good efficacy.

Sorted CD146"°" Cells Proliferate significantly faster,
Have Higher Colony-Forming Unit-Fibroblast and Show
Higher Expression of KIf# than CD146"" Cells

To analyse the role of CD146 expression on stem cell prop-
erties of hPCy-MSCs, we evaluated the expression of sever-
al mesenchymal surface markers including CD13, CD29,
CD44, CD73, CD90, CD105 and CD45. Characterization
of sorted cells revealed that the expression of MSC markers
was similar in both the CD146"*" and CD146™" fractions
compared to that of the unsorted cells (Fig. 4a). Having
shown that both sorted hPCy-MSCs populations possessed
a phenotype identical to those of originally derived cells, we
next analysed the proliferation rate of CD146°" and
CD146™E" populations. Importantly, we observed that the
proliferation of the CD146™°Y cells was slightly higher than
control cells whereas was significantly greater with respect
to CD146™€" cells (Fig. 4b). Furthermore, primary cultures
of sorted hPCy-MSCs were established at clonal density in
order to obtain discrete colonies (CFU-F). Results show that

10007
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=
o
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mRNA Relative Expression

CD146™*" cells produce a similar number of CFU-F than
unsorted cells. On the contrary, the self-renewal capability is
significantly lower in CD146™&" cells with respect to con-
trol (Fig. 4c). Having seen that the low expression of CD146
is required for the optimal proliferation and CFU-F efficien-
cy of hPCy-MSCs, a viability assay was performed to eval-
uate the percentage of live/dead cells in all populations de-
scribed above. Results show that CD146™€" and CD146™"
populations do not clearly differ in the viability of the cells
compared to unsorted population (Fig. 4d).

Next, we questioned if the CD146 expression could modify
the expression of stemness genes in hPCy-MSCs. We ob-
served that unsorted hPCy-MSCs expressed several tran-
scripts of the embryonic stem cells such as Kif4, Oct4,
Nanog, Sox2 and c-myc. Importantly, the expression of K/f4
was significantly higher in the CD146°" population whereas
was lower in CD146™€" compared to control (Fig. 4e).

In addition, CD146"€" and CD146"°" populations
showed a weaker expression of the stemness genes OCT4,
Nanog, Sox2 and c-myc compared to unsorted cells
(Fig. 4e). However, the expression of OCT4 was slightly
higher for CD146°Y than CD146"€" populations whereas
the expression of Sox2 was slightly lower for CD146°" than
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CD146"€" populations. Collectively, these results clearly in-
dicate that CD146 expression can influence several stem cell
properties of hPCy-MSCs.

Osteogenic Potential of hPCy-MSCs Is Higher
in the CD146"*" than in CD146'¢" Cell Population

To test whether the CD146™°" and CD146"€" populations
exhibited differences in osteogenic capacity, we analysed
the ability of these sorted populations to differentiate into
osteoblast-like cells in vitro. Osteogenic differentiation of
CD146"°" and CD146"8" was detected by alizarin red
staining, in which differentiation of unsorted cells was
used as control. Overall, there was no significant osteo-
genic differentiation between CD146°Y and unsorted
cells. However, the osteogenic differentiation potential
of the CD146"€" population was significantly lower with
respect to CD146"°" and control (Fig. 5a). These results
were confirmed by spectrophotometric quantification,
with significant less absorbance noted in the CD146"E"
population (Fig. 5b).

The osteogenic potential of sorted populations was fur-
ther confirmed by gene expression after three weeks in
osteogenic medium, examining the expression levels of
osteopontin (OPN) and runt-related transcription factor 2
(Runx-2). CD146™€" and CD146“°" populations cultured
in osteogenic medium showed significant downregulation
of Runx-2 than unsorted cells (Fig. 5c). In contrast, the
expression levels of OPN were significantly upregulated
in CD146°" cells and were downregulated in CD146€"
cells compared to that of control. qRT-PCR analyses were
consistent with the alizarin red staining, demonstrating a
decrease in the transcript levels of Runx-2 and OPN (3-
fold and 22-fold, respectively) in CD146™€" with respect
to the CD146~°" population.

Discussion

Mesenchymal stem cells derived from the human
periapical cyst (hPCy-MSCs), which possess multipotent
differentiation capacity, are a useful cell source for regen-
erative medicine [18-20]. Importantly, compared to
BMSCs and other dental-derived stem cells, hPCy-MSCs
can be simply isolated from patients with minimal dis-
comfort [2, 18, 20].

Therefore, a better knowledge of the functional markers able
to improve stem cell properties of hPCy-MSCs should be in-
vestigated to potentiate their use in regenerative medicine.

Using dental-derived MSCs, Huang et al. have shown that
STRO-1+ /CD146+ DPSCs exhibit higher MSC properties
with respect to the negative counterpart [31], whereas Zhu
et al. have observed that periodontal ligament stem cells

@ Springer

(PDLSCs) CD146" possess a higher proliferative and osteo-
genic potential compared to CD146 [24].

CD146 functions in melanoma, breast and prostate can-
cers have been well characterised and comprehended in
great detail [25, 32]. However, the precise role of the
adhesion molecule CD146 in MSCs and maintenance of
dental-derived stem cells during in vitro expansion have
not been yet understood. Gronthos et al. in 2000 demon-
strated that dental-derived MSCs, such as those derived
from dental pulp shared the expression of CD146 with
BMSCs [3]. In this study, by evaluating the expression
of stem cells surface markers during ex vivo expansion,
we observed that the MSCs derived from dental tissues
including periapical cyst, dental pulp, periodontal liga-
ment and dental follicle exhibit a progressively decreased
expression of the pericyte marker CD146 along passages.
In accord with our results, previous studies with MSCs
derived from human bone marrow and adipose tissue have
shown a decrease in the percentage of CD146 positive
cells during in vitro passages [33—36]. Furthermore, the
decrease in CD146 expression from passage one to five
was observed in two dental-derived stem cells such as
human exfoliated deciduous teeth (SHED) and dental pulp
stem cells (DPSCs) [27]. The spontaneous downregula-
tion of CD146 with passaging seems to be shared by
MSCs of different origin. However, it is not yet clear if
the decrease in CD146 expression is intrinsic or reflects
the culture conditions. For example, Russel et al. have
demonstrated that cellular confluence is sufficient to
downregulate the expression of CD146 in BMSCs [37],
whereas Tormin et al. have observed that CD146 expres-
sion in BMSCs is downregulated under hypoxic condi-
tions [38]. Similar to our results, Sharma et al. have
shown that placenta-derived MSCs were initially
CD146+ but then became negative during in vitro cultur-
ing on hydrogel-based matrix [39].

It has been well observed that CD146 expression in
MSCs is correlated with their proliferative potential and
trilineage differentiation capacity [40-42]. Starting from
the concept that CD146 is an indicator of stemness prop-
erties, several researchers have used CD146 as a positive
maker for sorting native MSCs [22, 38, 43, 44].

To determine if the CD146 antigen is able to increase stem
cell properties of hPCy-MSCs, we successfully enriched the
CD146"€" and CD146™Y cell fractions from a heterogeneous
population by using a magnetic cell sorting (MACS). Of note,
the MACS technology did not completely separate CD146+
from CD146- cells, but significantly induced an enrichment of
both cell fractions.

Firstly, we observed that CD146" and CD146"€" hPCy-
MSCs did not differ in the expression of other MSC markers
such as CD13, CD29, CD44, CD73 and CD90. As previously
showed for BMSCs [43], these results indicate that CD146"€"
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and CD146°Y enrichments do not alter the expression of other
surface markers of the hPCy-MSCs. Furthermore, we found
that proliferation and CFU-F capacity were significantly higher
in CD146°" compared to CD146"€" populations of hPCy-
MSCs. Recently, other have reported that CD146  clones iso-
lated from BMSCs proliferate significantly greater than the
corresponding CD146" counterparts [44]. In contrast to our
results, two reports have indicated that the CFU-efficiency of
dental derived stem cells such as DPSCs and PDLSCs CD146"
are significantly higher than those of CD146 [24, 31].

Importantly, we observed that CD146-°" cells expressed
a high level of KIf4, indicating that this subpopulation dis-
plays a key characteristic of pluripotent cells. Furthermore,
CD146° and CD146™€" populations showed weaker ex-
pression of the stem cell transcription factors OCT4, Nanog,
c-myc and Sox2 as compared to native populations. Similar
results have been obtained by Espagnolle et al. for human
BMSCs CD146" and CD146  [44].

In this study, we observed a significant difference between
the osteogenic potential of CD146"°" and CD146™" popula-
tions of hPCy-MSCs. In fact, the osteogenic differentiation ca-
pacity of the CD146"°" population was significantly higher
with respect to the CD146™€" counterpart. The osteogenic com-
mitment of the CD146~ MSCs was also observed in a previous
study that indicated that BMSCs CD146  formed higher hetero-
topic bone in vivo with respect to CD146" cells [43].

On the contrary, it has been recently reported that BMSCs
CD146°" and CD146"€" do not differ in the osteogenic
differentiation potential [38, 44]. To our knowledge, only
one report on dental-derived MSCs has indicated that
CD146" PDLSCs possess higher osteogenic potential than
CD146 [24]. The differences between Zhu et al. and our
results regarding the osteogenic potential of sorted MSCs are
probably due to the different tissue types from which cells
were derived.

In this work, we sorted CD146"°" and CD146™¢" cells
from a heterogeneous population of hPCy-MSCs.
Interestingly, our results show that CD146 has a crucial role
in regulating stem cell properties of hPCy-MSCs. We there-
fore conclude that CD146 could be used to select the most
potent population of hPCy-MSCs for regenerative medical
applications.
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Appendix
Table 1  Primer sequences used for real-time PCR
Gene  Sequence (5'-3") NCBI
Accession
Number
CD146 Forward: GGGTACCCCATTCCTCAAGT NM_006500.2
Reverse: CAGTCTGGGACGACTGAATG
Kif4 Forward: CCATCTTTCTCCACGTTCG NM_004235.4
Reverse: AGTCGCTTCATGTGGGAG
OCT4  Forward: GTATTCAGCCAAACGACCATC NM _002701.5
Reverse: CTGGTTCGCTTTCTCTTTCG
Nanog  Forward: ATTCAGGACAGCCCTGATTCTTC NM_024865.3
Reverse: TTTTTGCGACACTCTTCTCTGC
c-myc  Forward: GCTGCTTAGACGCTGGATTT NM_002467.4
Reverse: TAACGTTGAGGGGCATCG
Sox2 Forward: GACTTCACATGTCCCAGCACTA NM_003106.3

Reverse: CTCTTTTGCACCCCTCCCATT
Forward: ATGTGTGTTTGTTTCAGCAGCA
Reverse: TCCCTAAAGTCACTCGGTATGTGTA
OPN Forward: CAGTTGTCCCCACAGTAGACAC
Reverse: GTGATGTCCTCGTCTGTAGCATC
Forward: TGACACTGGCAAAACAATGCA
Reverse: GGTCCTTTTCACCAGCAAGCT

Runx-2 NM_001024630.3
NM_001040058.1

HPRT NM_000194.2

CD146 melanoma cell adhesion molecule (MCAM), Kif4 kruppel-like
factor 4, OCT4 octamer-binding transcription factor 4, Nanog homeobox
transcription factor Nanog, c¢-myc v-myc avian myelocytomatosis viral
oncogene homolog, Sox2 SRY-related HMG-box 2, Runx-2 runt-related
transcription factor 2, OPN osteopontin, HPRT hypoxanthine
phosphoribosyltransferase
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