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Abstract

Mesenchymal stem cells (MSCs) have multilineage differentiation potential which includes cell lineages of the central
nervous system; hence MSCs might be useful in the treatment of neurodegenerative diseases such as Parkinson’s disease.
Although mesenchymal stem cells have been shown to differentiate into the neural lineage, there is still little knowledge
about the underlying mechanisms of differentiation particularly towards specialized neurons such as dopaminergic neurons.
Here, we show that MSCs derived from human umbilical cord blood (MSChY“B) are capable of expressing tyrosine
hydroxylase (TH) and Nurr1, markers typically associated with DA neurons. We also found differential phosphorylation of TH
isoforms indicating the presence of post-translational mechanisms possibly activating and modifying TH in MSChY<E,
Furthermore, functional dissection of components in the differentiation medium revealed that dibutyryl-cAMP (db-cAMP),
3-isobutyl-1-methylxanthine (IBMX) and retinoic acid (RA) are involved in the regulation of Nurrl and Neurofilament-L
expression as well as in the differential phosphorylation of TH. We also demonstrate a possible inhibitory role of the protein
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kinase A signaling pathway in the phosphorylation of specific TH isoforms.
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Introduction

Stem cells with their intrinsic capacity to self-renew and
differentiate have sparked great interest as potential tools in
cellular replacement therapies in neurodegenerative diseases.
Although most clinical applications of stem cells will likely have
to rely on @ wvitro expansion and differentiation strategies prior to
cell transplantation, the knowledge and methods of differentiating
stem cells into specialized cell types is still a major limitation.

In Parkinson’s disease (PD), dopaminergic (DA) neurons are
progressively lost, and this loss is causative for the severe clinical
symptoms of PD. DA neurons are characterized by the expression of
tyrosine hydroxylase (TH), the rate-limiting enzyme in the
biosynthesis of dopamine. A conceivable treatment option for PD
could be to utlize stem cells or their derivatives to attempt
functional replacement of lost DA neurons. Many potential sources
of stem cells have been described including MSCs from the
peripheral blood, bone marrow, adipose tissue and umbilical cord
blood. It has been reported that multipotent MSCs are capable of
differentiating into a variety of cell types from different germ layers
[1,2,3,4,5,6,7]. The major advantage of umbilical cord blood
derived cells is their relative abundance as they can be obtained
easily and non-invasively post delivery of newborns. Moreover,
these cells can be cryo-preserved hence they are available for
autologous transplantation even years after harvesting.

Mesenchymal-like stem cells derived from the human umbilical
cord blood (MSC"V“®) were demonstrated to express neural
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markers following exposure to induction media which included
RA, IBMX and db-cAMP [4,5,6,7]. IBMX and db-cAMP elevate
intracellular cAMP levels thereby possibly activating protein
kinase A (PKA) and it was demonstrated recently that the PKA
pathway is a crucial mediator of neural differentiation of
MSCHUCE [6].

MSCs from the bone marrow and cord blood are able to
upregulate genes associated with DA neurons such as the orphan
nuclear receptor Nurrl and TH [5,8] Recently, it was shown that
cord blood derived MSCs could differentiate into neurons with
functional properties such as the ability to synthesize and release
dopamine into the culture supernatant upon stimulation [7].
Nurrl is required for the generation of midbrain dopaminergic
neurons [9], possibly through the regulation of TH expression
[10]. Nurrl heterodimerizes with retinoid X receptors (RXR) and
such dimers can act as transcriptional modulators by binding to
retinoic acid-responsive elements in target gene promoters [11].
Together, these suggest a possible involvement of RA in the
regulation of TH expression.

Here, we report that MSC"Y“® can be induced to adopt neural-
like features. They upregulate general neural markers and TH, the
gold standard marker for DA neurons as well as its various
phosphorylated isoforms. We also found that the expression of
CD133 [12], a marker typically associated with stem cells was
abolished following differentiation. To study the roles of individual
components in the complete differentiation medium we carried
out dissection analysis of the medium. We found that IBMX and
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db-cAMP induced neural-like morphology as well as Numl/
expression. IBMX and RA acted synergistically to upregulate
NF-L expression. RA and db-cAMP increased levels of distinct
phosphorylated TH (P-TH) isoforms. Furthermore, blocking the
PKA signaling pathway resulted in predominant phosphorylation
of at least one TH isoform. Our results indicate that phosphor-
ylation of TH isoforms is differentially regulated, presumably via
different signaling cascades involving RA and cAMP. We also
propose an inhibitory role of PKA in TH phosphorylation.

Materials and Methods

Isolation of MSC"VBs

Cord blood samples were received from the Singapore Cord
Blood Bank. Isolation of MSC"® was done as described
elsewhere [4] and the MSC populations used in this study were
derived from three individual cord blood donors. Briefly, the
mononuclear cell fraction was separated by Ficoll (Biochrom)
gradient followed by lysis of RBCs with ammonium chloride. The
cells were then seeded in MyeloCult medium (Stem Cell
Technologies) supplemented with 1x1077 M dexamethasone
(Sigma). Adherent cells were trypsinized (0.125% Trypsin-EDTA)
and grown for further studies.

Cell Propagation and Neural Differentiation

MSCPY“Ps were grown in growth medium consisting of
Dulbecco’s Minimum Essential Medium (DMEM, Sigma) with
low glucose (1,000 mg/L) and supplemented with 20% Fetal Calf
Serum (FCS, Hyclone) and 100 U/ml penicillin/streptomycine
(DL20). Incubation was done in a humidified incubator equili-
brated with 5% CO2 (37°C). For induction experiments, growth
medium was replaced by cytokine induction medium (CIM)
consisting of DMEM with low glucose and supplemented with 5%
FCS and antibiotics (DL53), 0.5 mM 3-isobutyl-1-methylxanthine
(IBMX; Sigma), 107> M retinoic acid (RA; Sigma), 1 mM
dibutyryl-cAMP (db-cAMP; Sigma), 50 ng/ml nerve growth
factor-B (NGF-B; Sigma) and 20 ng/ml basic fibroblast growth
factor (bFGF; Pepro-Tech) or as otherwise indicated [4,7]. For
media dissection experiments, the same concentrations of
components were used. Change of media was done every three
days. For quantification of cells with neurite extension, 8 to 15
random frames were selected for cell counting. For consistency of
results, cell culture and induction experiments were generally
carried out in triplicates. To ensure that the observed results were
not obtained from just one particular cord blood unit, a total of
three cord blood units were investigated. For all MSC populations,
the experiments were carried out using cells from passages 5-8.

Western Blotting and Immunocytochemistry

Protein extraction was carried out using Reagent 3 from
ReadyPrep sequential extraction kit (BioRad). After trypsinization,
cells were gently washed twice with PBS and re-suspended in
Reagent 3. They were then exposed to three rounds of freeze
(liquid nitrogen) - thawing (37°C water bath) procedures, followed
by centrifugation to separate cell debris from the protein extracts.
Protein concentrations were read using the standard Bio-Rad
Essay. 50 pg of total cell extracts were fractionated by SDS-PAGE
and transferred onto nitrocellulose membranes (Hybond-C,
Pharmacia). Transfer was done at 4°C for four hours at 100 V.
The membranes were then blocked with 5% non-fat milk powder,
rolled overnight at 4°C, incubated with primary and secondary
antibodies at room temperature for two hours each, followed by
six washes with PBT (PBS +0.05% Tween-20) after each antibody
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incubation. Signals were detected using Super-Signal West Pico
Chemiluminescent substrate (Pierce).

For immunocytochemistry, cells were grown in DL20 on cover
slips in the 24-well plates until 80% confluency, then exposed to
neural induction cocktails/components (in DL5) for 3 days and
fixed with 4% paraformaldehyde. For the control, DL20 was
changed to DL5 (without any induction components). The fixed
cells were washed with PBT, blocked with 3% BSA followed by
antibody incubation and analysis using confocal microscope.
Topro-3 was used to label DNA.

For Western Blotting and Immunocytochemistry, the following
primary antibodies were used: mouse o-Tau (Chemicon, 1:500),
mouse o-Neuronal Specific Enolase (NSE, Chemicon, 1:1,000),
rabbit a-Glial-Fibrillary-Acidic-Protein (GFAP, Chemicon, 1:500),
rabbit o-Tyrosine Hydroxylase (Sigma, 1:1,000), rabbit o-
Phospho-Tyrosine Hydroxylase (Cell Signaling, 1:2,000), mouse
a-Phospho-p44/42 MAPK (Thr 202/Tyr 204) (E10) (Cell
Signaling, 1:2,000), mouse o-B-actin (Sigma, 1:1,000), mouse o-
Synaptophysin (Sigma, 1:100). Secondary antibodies used were
Cy3- and FITC- conjugated goat anti-rabbit and goat anti-mouse
antibodies. For the staining controls, the cells were incubated with
just the secondary antibodies. For inhibition experiment, H89 (LC
Laboratory) was used at 20 uM. Cells were grown in DL20 until
80% confluency, then exposed to CIM plus H89 (in DL5) for 1
day before the proteins were extracted.

FACS Analysis

Cells were washed with PBS, harvested with trypsin treatment
and resuspended in 10% FBS in PBS. Harvested cells were
incubated with PE conjugated anti-human CDI133 (Miltenyi
Biotech, 1:20) or isotype control for 15 min on ice, washed,
resuspended in 10% FBS in PBS and analyzed using FACS
Calibur (BD). Cells were deemed positive for CD133 when the
average geometric mean fluorescence intensity (GMFI) from 3
individual experiments was significantly (p<<0.05) increased as
compared to that of the respective isotype controls.

RT-PCR

Cells were washed with PBS, harvested with trypsin treatment
and pelleted. Total mRNAs were extracted using either the
TRIzol kit (Invitrogen) or the RNeasy Mini Kit (Qiagen)
according to the manufacturers’ instructions. The concentrations
of the extracted RNAs were determined by measuring the
absorbances at 260 nm (A260) using a spectrophotometer. Only
RNA samples of high quality which had the A260/A280 ratios of
between 1.9 and 2.1 were used. 2 pg of total RNA was used in
each reverse transcription reactions in a total of 20 pl reaction
volume. The first strand cDNA was synthesized by incubation in
MulV RT Enzyme (New England Biolabs) at 37°C for 1 hour,
followed by heat inactivation at 90°C for 5 minutes. An equivalent
of 0.1 pg of template was used in each subsequent PCR reactions.
For the negative controls, no templates was used for each primer
sets. B-actin was used as the loading control. Primers used were:
NSE (F-CCTTGAGCAGCAGACAGTTGC, R-TTGGAGC-
TGGTGAAGGAAGCC), NF-H (F-GAGAAGAAGGAACC-
TGCTGTCG, R-CTTCTCTGGAGGCTTGCTGTCT), NF-
M (F-TGGGAAATGGCTCGTCATTT, R-CTTCATGGAA-
ACGGCCAATT), NF-L (F-TCCTACTACACCAGCCATGT,
R-TCCCCAGCACCTTCAACTTT), GFAP (F-GGAGGGG-
ACGCTGGTAGAGAT, R-TGCAGGAATATGAGCCAGT-
GTC), Nurr-1 (F-CACTACGGCGTGCGCACC, R-GCTAA-
TCGAAGGACAAACAG), TH (F-TCATCACCTGGTCAC-
CAAGTT, -GGTCGCCGTGCCTGTACTR), DH (F-GTG-
ACCAGAAGGGGCAGATCC, R-GGCCGGCTTCCTCTG-
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GGTAGT) and B-actin (F-TCTACAATGAGCTGCGTGTG,
R-CAACTAAGTCATAGTCCGCC). For all experiments, 35
cycles of PCR were carried out. Unless otherwise stated, experiments
were generally conducted in triplicates. All RNA extractions for R'T-
PCR experiments were carried out at day 1 post-induction. The
DNA bands were quantified using the Image J program and all the
experimental results were normalized towards B-actin.

Results

Neural Differentiation of MSC"V®

MSC"YE incubated with cytokine induction medium (CIM)
appeared neural-like. Neural morphology was distinguished from
the normal cell morphology by a number of criteria, including the
refractile appearance of the cells, the presence of either bipolar or
multipolar neurite-like projections (with the projection at least
equal to or exceeding the diameter of the soma) and the occasional
presence of secondary extensions. We investigated MSChUCEs
derived from three independent cord blood samples (IVISChUCBl,
MSCPYCES and NISChUCBGi) and assayed the responses of these
cell lines to the differentiation medium in terms of the frequency of
neurite outgrowth as well as the dynamics of appearance/
disappearance of neurite-like extensions over time. All three cells
lines displayed cells with neurite-like extensions as early as 8 h into
differentiation (Fig. 1E) with MSC"Y®! showing the highest
frequency at this point of time. In addition, MSC" B! also
showed the steepest increase of neurite bearing cells until 48 h
whereas MSC"Y®3 and MSC"V“®® increased at slower rates. At
72 h, when MSC"Y“B! cells started to demonstrate a decreasing
frequency of neurite bearing cells, MSC"“®® hegan to show an
increasing trend. MSC"Y“P? showed a decreasing trend at 120 h.
The observed decline in the frequency of cells with neurite-like
extensions in all three cell lines could be due to a toxic effect of the
differentiation medium, certain component(s) in it or as a result of
natural attrition of differentiated cells in cell culture. Generally,
MSC"YCE! \as the most efficient responder to the differentiation
medium (Fig. 1B) whereas MSC"Y“®® responded slower but
reached similar levels of neurite-like bearing cells at a slightly later
time point (Fig. 1C). In contrast, MSC"W® did not show
substantial dynamics over time and was also generally the weakest
responder in terms of generating cells bearing neurite-like
extensions (Fig. 1D). Taken together, although all three MSC"V<®
showed some levels of neurite-like extensions as a reaction to the
differentiation medium, MSC"“®! seemed to be the quickest
responder with the highest frequency of neurite-like bearing cells.

It was shown that neurite-like extension can be induced by
environmental signals such as stress [13,14,15], hence the presence
of neurite-like extension alone is not conclusive for neural
differentiation. We further investigated if the observed neurite
extension was accompanied by regulation of neural marker gene
expression by performing RT-PCR analysis. For all the three
MSC"YE evels of neuronal markers such as Nurr-1 and NF-M
were considerably upregulated (Fig. 2A). Although MSC"V¢P?
could be quite efficiently induced morphologically, this particular
cord blood cell line did not considerably upregulate neuronal
marker gene expression such as NF-H and NF-L. Surprisingly,
although MSC"“"® did not show much neurite-like outgrowth, it
was able to upregulate neural marker gene expression (Fig. 2A). We
did not detect meaningful differences in 7H expression before and
after incubation in CIM for MSC"Y“®? and MSC"V“®® (data not
shown). MSC"V“®! was found to react best at upregulating marker
gene expression when incubated with CIM. We observed that
neuronal markers such as neural specific enolase (NSE), neurofilaments
(NF-H, NF-M and NF-L) as well as the astroglial marker, glal fibrillary
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acidic protein (GFAP) were generally up-regulated in MSC"VE!
(Fig. 2A, B). We also detected significant up-regulation of Nurr/ and
TH. In contrast, dopamine beta hydroxylase (DPH), the critical enzyme
required to transform dopamine into noradrenalin was down-
regulated during differentiation (Fig. 2B). In summary, of the three
MSCPYOP tested, MSCPYCP! responded most to the differentiation
medium, as shown by the increased frequency of neurite-like
outgrowth and upregulation of neural marker gene expression.
Hence, we continued our further analysis with MSChUCBL

Exposure of MSC"Y“P! to CIM also led to upregulation of
protein expression of neuronal markers such as Tau, NSE, a glial
marker (GFAP) and the dopaminergic marker TH (Fig. 3A). TH
has been known to exist as different isoforms as a consequence of
differential splicing and phosphorylation has been shown to be a
crucial step for enzymatic activation of TH [16]. We therefore
assayed the phosphorylation of TH using a phospho specific TH
antibody (p-Ser40) during differentiation. We found that
MSC"YB! also expressed four P-TH bands of sizes between
50.7 kDa and 90 kDa, reflecting the previously described human
TH isoforms [16,17,18]. Furthermore, we found that these
isoforms were differentially regulated, with isoforms 1, 3 and
isoforms 2, 3 being elevated on the third day and fifth day of
induction, respectively. We also observed a small molecular weight
band (~28.6 kDa, Iig. 3A) which has not been described
previously and might possibly represent an unknown P-TH
isoform. Interestingly, this small molecular weight band was
strongly upregulated following induction. A similar band was seen
strongly upregulated during differentiation of the dopaminergic
neuroblastoma cell line SY5Y (Fig. 3B) indicating that this band
was not specifically upregulated in differentiating MSCs alone but
also in the unrelated cell line SY5Y [19,20].

The mitogen-activated protein kinase (MAPK) pathway has been
associated with proliferation and differentiation [21]. Reduced
activity of this pathway could be an indication of cells withdrawing
from the cell cycle and progressing towards differentiation. We
investigated the phosphorylation of extracellular signal-regulated
kinases/ERK1/2 as a read-out of MAPK pathway activation status.
We observed down-regulation of P-ERK1/2 with induction
(Fig. 3A) demonstrating that neural differentiation was accompa-
nied by down-regulation of the MAPK pathway and possibly an exit
of the cell cycle. Previously, it was shown that the MAPK pathway
was not involved in neural differentiation of MSC"V® [6].

CD133 expression has been linked to stem cells including MSCs
[12]. We assayed MSC"Y“B! for the presence/absence of CD133
expression under control and differentiated conditions (Fig. 3C).
We found that a small population of MSCMYP! cells expressed
CD133 brightly (0.15%+/—0.015; (p<<0.001)) in the undifferen-
tiated MSC population. The remainder of the population also
weakly expressed CD133 as indicated by a subtle but significant
(p<<0.05) shift in the average GMFI in the undifferentiated MSC
population as compared to the isotype control. However, in the
presence of differentiation medium, we neither observed the small
fraction of cells that strongly expressed CD133 (0.06%+/—0.012;
p>>0.05 versus isotype staining) nor the shift in the average GMFI
value of CDI133. This suggests that CD133 expression was
completely abolished in the differentiating cell population (Fig. 3C).
In summary, our data reveal that the upregulation of neural
marker gene expression during differentiation is accompanied by
the down regulation of CD133 expression.

To further support that the MSC"Y“® showed differential marker
expression in the differentiated vs. undifferentiated conditions which
can be correlated with the observed morphological changes, we
performed immunohistochemistry. We observed elevated levels of
synaptophysin and phosphorylated TH (P-TH) in differentiating
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Figure 1. MSC"YB* respond with neurite-like extensions ugon exposure to differentiation medium. (A-D). Phase contrast images

comparing neurite-like outgrowth of three independent MSC"V®

populations (MSC"VB!, MSC"VB3 and MSC"U“B®) following exposure to

differentiation medium for 72 h (B, C and D, respectively), as compared to the undifferentiated control of MSCMYCBT (A). (E) Quantification of neurite-
like extensions for all three MSCMV°Bs, Note that all MSC"V“E populations responded with neurite-like outgrowth within 8 hours of incubation in
differentiation medium, although to different degrees. MSC"V“B" and MSC"VB3 generated cells with neurite extensions, although MSCMV<B!
responded more efficiently. MSCMUB on the other hand responded slower and with less efficiency. Experiments were carried out in triplicates and
data are expressed as mean = standard error of the mean (SEM). Statistical analysis was done using Student’s t-test. ** denotes statistically highly
significant (p<<0.01) and * denotes statistically significant (p<<0.05) data.

doi:10.1371/journal.pone.0009398.g001

cells (Fig. 3D-E and Fig. 3F'-G, respectively). Some of the responsive
cells also showed neurite-like outgrowth, as indicated by the bipolar/
multipolar extensions (arrowheads in Fig. 3E and 3G).

IBMX and db-cAMP Are Required and Sufficient for
Neurite Outgrowth

As the CIM medium was composed of a number of different
components (see Materials and Methods), we dissected the
medium to identify the components in the differentiation medium
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which were responsible for the observed outcomes. We started by
investigating the effects of withdrawal of single components from
CIM and addition of single components into the growth medium
on neurite-like outgrowth of cells.

Induction of MSC""“®! with CIM resulted in ~15% of cells
with neurite-like outgrowth (15.3%+/—1.0, Fig. 4B, M). Removal
of IBMX (1.8%+/—1.0, Fig. 4C, M) and db-cAMP (8.8%+/—1.3,
Fig. 4D, M) resulted in highly statistically significant (p<<0.01)
fewer neural-like cells as compared to CIM. Therefore, IBMX and
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Figure 2. MSCMY“Bs upregulate neural specific markers. (A) Band quantification readouts of RT-PCR results of the three MSCMVES after
incubation in differentiation medium for 24 h, normalized to B-actin and the respective controls. Note that Nurril upregulation is statistically
significant in all the three MSC"VBS, NF-M levels are also elevated, although not significantly. In contrast to MSC"V<B2, MSCM'V“E! and MSCMV“B® could
considerably upregulate other neuronal specific marker gene expression such as NF-H and NF-L, with MSC"V“®" also showing upregulation of TH
expression. Data are expressed as mean + SEM (n=3). (B) Gene expression profiling of MSC"V“E" with RT-PCR. Representative RT-PCR products for
each marker are shown. Neural markers such as NSE, NF-H, NF-M, NF-L, GFAP as well as the dopaminergic markers Nurr1 and TH are upregulated
following differentiation. Experiments have been performed in triplicates and data are expressed as mean = SEM. Note the down-regulation of

dopamine-f-hydroxylase (DH) which encodes for the key enzyme that converts dopamine into nor-adrenaline.

doi:10.1371/journal.pone.0009398.g002

db-cAMP are required for neurite-like outgrowth. Removal of
bFGF (12.1%+/—3.1, Fig. 4F, M) did not result in significant
(p>0.05) changes in cells bearing neurite-like structures. Removal
of RA (24.8%+/—3.9, p<<0.05, Fig. 4E, M) or NGI (24.3%+/
—5.0, Fig. 4G, M) resulted in more neurite-like processes,
although removal of NGF did not give statistically significant
results. When added individually to growth medium, IBMX highly
significantly induced neural-like cells (4.3%+/—0.5, p<<0.01,
Fig. 4H, N), hence IBMX was sufficient to induce neurite-like
extensions. db-cAMP and RA also induced neurite-like extensions
significantly  (0.6%+/—0.1 and 0.5%+/—0.1, respectively;

@ PLoS ONE | www.plosone.org

p<<0.05; Fig. 41, J and N) but at a much lower percentage as
compared to IBMX. When present alone bFGF and NGF did not
induce neurite-like outgrowth (Fig. 4K, L and N).

IBMX and db-cAMP Are Functionally Redundant for Nurr1
Expression while IBMX and RA Synergistically Regulate

NF-L Expression

Since Nurrl and NF-L were upregulated in MSC"YC® when
incubated with CIM, we were interested to identify the
components that were responsible for the observed changes in
gene expression. To reduce complexity, we excluded the two
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differentiation. (B) The small molecular weight band (~28.6 kDa) is strongly elevated in the dopaminergic SY5Y neuroblastoma cells in response to
the differentiation medium. B-actin is used as loading controls (A, B). (C) Summary of the FACS analysis data showing the average geometric mean
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incubation in differentiation medium. Note that Syp is strongly expressed at the projections (arrowheads in E). Although P-TH expression is already
present at basal levels in the control, it becomes upregulated during differentiation. Arrowheads in G point to some cells with neurite-like
extensions.

doi:10.1371/journal.pone.0009398.g003

on Numl expression. Nurrl transcription was strongly down-
regulated only when both components were absent (Fig. 5),

growth factors in our analysis and only focused on IBMX, db-
cAMP and RA. In order to get more detailed insights into the

overall changes, we also investigated the presence and absence of
two media components. Analysis of transcriptional changes with
RT-PCR showed that either IBMX or db-cAMP alone was
sufficient to induce Nwrrl expression. Consistently, removal of
either IBMX or db-cAMP from CIM resulted in minimal changes
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indicating that IBMX and db-cAMP had redundant roles on Nurr!
transcription. In accordance with this observation, the presence of
IBMX and db-cAMP in combination did not substantially elevate
Nurrl levels over the levels of the individual components (Fig. 5).
Unlike IBMX and db-cAMP, RA was not required for Nurr!
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doi:10.1371/journal.pone.0009398.9g004

transcription as its absence did not affect Nurm/ expression and it
was not sufficient to upregulate Nurr/ (Fig. 5) when added to the
cells. In fact, the presence of RA seemed to decrease levels of Nurr!
expression. In the presence of RA, Nurrl transcription could be
maintained only when either IBMX or db-cAMP was also present
(Fig. 5).

Removal of either IBMX or RA resulted in down-regulation of
NF-L expression, with removal of RA resulting in a stronger effect.
Neither component alone was sufficient to elevate NF-L levels,
however, in combination IBMX and RA strongly upregulated NF-
L indicating their synergistic interactions on NF-L transcription
(Fig. 5).

@ PLoS ONE | www.plosone.org

RA or db-cAMP Results in Differential Phosphorylation of

TH Isoforms

We performed immunocytochemical and biochemical studies to
mvestigate the roles of IBMX, db-cAMP and RA on TH
phosphorylation. From immunostainings, we found that RA and
db-cAMP were each sufficient to upregulate P-TH expression
(Fig. 6A—C). A small population of RA treated cells could be seen
to express TH more strongly although in general all the cells
expressed higher level of P-TH as compared to the undifferenti-
ated condition (Fig. 6A-B). Induction with db-cAMP was more
efficient and resulted in more uniform TH expression in the entire
population (Fig. 6C), whereas IBMX only minimally induced P-
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Figure 5. IBMX and db-cAMP upregulate Nurr] expression in a redundant manner and RA and IBMX synergistically regulate NF-L
expression. (A) RT-PCR analysis showing mRNA expression of Nurrl and NF-L following different treatments. Note that IBMX and db-cAMP are
sufficient for upregulating Nurr1 expression. IBMX and db-cAMP have redundant roles as reflected by the reduction of Nurri expression only in the
absence of both components from the medium. RA and IBMX act synergistically on NF-L expression. (B) Quantification of RT-PCR results of (A).
Experiments were performed in duplicates and data is expressed as mean = SEM.

doi:10.1371/journal.pone.0009398.9005

TH expression (data not shown). It is noteworthy that although
TH expression seemed to be elevated when cells were incubated
with either db-cAMP or RA, there were not many cells with
neurite-like outgrowth (as also shown in Fig. 41 and J). To
mvestigate if the immunocytochemical results were reflected by the
change in total protein levels when incubated with the same set of
components, we performed Western Blot analysis. We found that
IBMX had minimal effects on total P-TH levels (data not shown).
RA and db-cAMP both increased P-TH levels although RA
induced phosphorylation of TH isoform 2 whereas db-cAMP
predominantly induced isoform 1 (Fig. 6D). Consistent with the
immunocytochemical data (Fig. 6B—C), treatment with db-cAMP
seemed to result in higher levels of P-TH as compared to
treatment with RA. When applied together, RA seemed to repress
db-cAMP mediated upregulation of isoform 1 but expression of
isoform 2 was only slightly increased (Figure 6D).

@ PLoS ONE | www.plosone.org

The PKA Pathway Inhibits Phosphorylation of Two TH
Isoforms

The PKA pathway is activated by the second messenger cAMP
which in turn leads to the phosphorylation of the Cre-binding
protein (CREB) and modulation of transcription of downstream
genes [22,23]. Previously, we reported that the PKA pathway
contributed to aspects of neural differentiation of MSCPYEE [6).
Both IBMX and db-cAMP have been known to increase
mtracellular ¢cAMP concentrations, which may result in the
activation of the PKA pathway and TH phosphorylation
[16,24]. We investigated if the PKA pathway was also involved
in TH phosphorylation under our experimental regime. We co-
incubated MSC"“"! cells with the PKA inhibitor H89 followed
by analysis of protein levels with the o-P-TH antibody. We
observed highly elevated levels of P-TH isoform 2 following H89
treatment in the presence as well as in the absence of induction
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Figure 6. Inmunocytochemical and biochemical analysis of P-
TH expression. (A-C) Immunostaining with o-P-TH in (A) control, (B)
RA and (C) db-cAMP treated MSC"BT. In general, RA elevates P-TH
level with some cells expressing P-TH stronger (* in B). db-cAMP
induces P-TH uniformly strongly in the entire cell population (C). (D)
Western Blot analysis of P-TH expression. RA elevates P-TH isoform 2
and db-cAMP predominantly increases P-TH isoform 1. Presence of RA
together with db-cAMP reduces the levels of P-TH isoform 1 which are
highly elevated in the presence of db-cAMP, but only slightly
increases the levels of isoforms 2. Note that the small molecular
weight band (~28.6 kDa, ##) is upregulated with induction, with the
highest level of expression seen in the presence of both RA and db-
cAMP. B-actin is used as the loading control. (E) Analysis of TH
phosphorylation in the presence of a PKA inhibitor, H89, at 24 h post
treatment. Note that incubation of MSC"V®" with H89 result in highly
elevated levels of P-TH isoform 2 and slight increase in the levels of P-
TH isoform 3, in both the controls as well as in the differentiation
conditions.

doi:10.1371/journal.pone.0009398.g006

(Fig. 6E). Slightly higher levels of P-TH isoform 3 were also
observed but levels of P-TH isoforms 1 and 4 remained largely
unaffected. This suggests that PKA acted as a negative regulator of
phosphorylation for at least one TH isoform.

Discussion

It was shown previously that when exposed to defined cell
culture conditions, cord blood derived mesenchymal stem cells
were capable of acquiring neural-like characteristics [4,6,25].
Here, we studied the effect of a defined induction medium on
neural differentiation as well as phosphorylation of TH, the gold
standard marker for DA neurons. We also examined the effects of
individual medium components and combinations thereof in order
to address the possible underlying molecular and biochemical
mechanisms involved in neural differentiation.

@ PLoS ONE | www.plosone.org
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MSC"Y“Bs Undergo Neural Differentiation and Express

Markers Associated with Dopaminergic Neurons

We initially analyzed three MSC populations which were
derived from three individual donors. Although all three MSC
populations reacted to the induction medium by extending
neurites and showing elevated levels of neural marker genes,
MSCPYB! \as generally the most responsive in inducing neurite
outgrowth and upregulating neural specific marker gene expres-
sion such as NSE, neurofilaments, GFAP, Nurrl and TH. The three
neurofilament  genes (NF-L, NF-M, NF-H) were differentially
expressed in the undifferentiated and differentiated conditions,
possibly as a consequence of being independent transcription units
and hence were differentially regulated [26]. In contrast to TH
protein  which was already expressed in undifferentiated
MSC"YCB! TH mRNA was undetectable maybe due to it being
less abundant or relatively unstable, possibly in combination with a
long half life of the TH protein.

TH contains serine residues which are phosphorylated by a
number of kinases [27] leading to its enzymatic activation [16].
We found that phosphorylation of distinct TH isoforms changed
with length of exposure to CIM, suggesting time dependent and
differential TH phosphorylation. In addition to the four reported
TH splice variants [16,18], we detected a small molecular weight
band which may represent a novel phosphorylated TH isoform.
This band was also up-regulated in the induced neuroblastoma cell
line SY5Y, suggesting that its presence and upregulation under
differentiation conditions might be a more general feature which is
not restricted to MSCs.

Although TH is the rate limiting enzyme for dopamine (DA)
synthesis, DA is the precursor for norepinephrine and the
conversion of DA into norepinephrine requires Dopamine-f-
hydroxylase (DBH). Hence, the presence of both enzymes in the
same cell would indicate an adrenergic rather than a dopaminer-
gic cell fate [28]. Interestingly, in conjunction with 7H upregula-
tion we observed down-regulation of DBH expression with
differentiation, suggesting that differentiating neurons could rather
adopt a dopaminergic phenotype. Overall, our data suggest that
some crucial components of the genetic network leading to
neuronal fate as well as the molecular machinery required for post-
translational modification of the TH protein are present in
differentiating MSC"Y“®!. Furthermore, the eclevated levels of
neural marker gene expression seen in the differentiated
MSCPUOB! wyas accompanied by the loss of a marker associated
with undifferentiated MSCs, suggesting that MSC"Y“B! could be
differentiated to some degrees towards neural fate. However,
whether such cells are bona-fide and functional neurons exhibiting
mature neurotransmitter phenotypes requires further careful
analysis. On the other hand, it was reported that under similar
experimental conditions, cord blood derived stem cells were
capable of producing and releasing dopamine into the differen-
tiation medium [7] suggesting that such cells were at least partially
functional DA neurons.

Roles of Different Media Components on Neurite
Outgrowth, Gene Regulation and TH Phosphorylation

In order to gain insights into the molecular and biochemical
mechanisms underlying neural differentiation of MSC"®, we
examined the roles of individual as well as combinations of
components from CIM for processes such as neurite-like
outgrowth, marker gene expression (Murr! and NF-L) and TH
phosphorylation.

IBMX and db-cAMP increase levels of intracellular cAMP
which can result in PKA activation [22]. cAMP modulates neural
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differentiation [29], neuroendocrine differentiation [30], neuro-
nal differentiation of glioma cells [31,32], neurite like outgrowth
in medulloblastomas [33] and neural differentiation of bone
marrow MSC [34]. Activation of PKA as well as PKC agonists
were known to result in DA differentiation [35]. In our
experiments, IBMX and db-cAMP were both required for
morphological differentiation of MSC™V®!. Both components
induced neurite-like extension of MSCMY®B! although the
efficiency of db-cAMP was lower. Our data suggests that neurite
extension might be caused by an increase of intracellular cAMP
levels possibly resulting in the activation of the PKA pathway.
This is consistent with a report on a role for PKA in regulating
neurite outgrowth in a variety of neuronal cell lines [36]. IBMX
and db-cAMP were also sufficient and redundant in the
upregulation of Nurrl expression. Previously, we have shown
that the PKA signaling pathway triggered by forskolin was also
involved in the regulation of MNurrl expression during MSC
differentiation [6].

RA is an active derivative of vitamin A. Its wide expression in
the nervous system during development, its role as a potent
inducer of cell differentiation and the wide expression of its
receptors and binding proteins in the brain suggest an important
role of RA in brain development and function [37]. Nurrl
heterodimerizes with retinoic acid receptors of the RXR class,
contributing to DA survival [11]. Nurrl and RA were also
reported to induce cell cycle arrest in dopaminergic MNID cells
which was accompanied by a highly differentiated state of cells
with long neurite extensions [38]. Hence, RA and Nurrl might
play important roles in the differentiation and maintenance of DA
neurons. We found that RA was neither required nor sufficient for
inducing neurite-like outgrowth. RA was also unable to activate
Nurrl expression in MSC"Y“®! and it had limited effects on NF-L
expression; however, the combination of IBMX and RA induced
NF-L expression, suggesting synergistic interactions between both
for NF-L expression. As such, we propose that NF-L expression
requires the activation of the cAMP/PKA pathway as well as some
other pathways linked to RA.

Despite its inability to induce neurite outgrowth and Nurrl
expression, RA was sufficient to increase phosphorylated TH
levels in MSCP'Y“B! On the cellular level, we found that a small
number of RA-induced cells expressed higher levels of P-TH.
This limited response of individual cells could be due to the
heterogenous nature of the cell population. We also found that
TH isoforms were differentially phosphorylated when MSCPYCP!
were treated with either RA or db-cAMP. TH isoforms are
differentially expressed in the human brain [39] and it is
conceivable that RA and db-cAMP activate distinct signaling
pathways and currently unidentified down-stream effectors which
might eventually contribute to differential phosphorylation of TH
isoforms. It is noteworthy that although treatment with RA and
db-cAMP increased levels of phosphorylated TH, cells did not
respond with obvious neurite outgrowth. This indicates that
neural marker gene expression and neurite outgrowth might
be two uncoupled events triggered by different molecular
mechanisms.

We also provide some evidence that the PKA signaling pathway
might have a suppressive role in the phosphorylation of at least
one TH isoform, as indicated by the increased levels of P-TH in
the presence of a PKA inhibitor. Previously, it was reported that
mhibition of the PKA pathway led to decreased levels of P-TH
[40], which suggested an inductive role of PKA in TH
phosphorylation. In the context of the observed suppressive role,
PKA could either inactivate a down-stream kinase involved in TH
phosphorylation or activate a phosphatase that dephosporylates
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TH. Inhibitory mechanisms for TH phosphorylation have been
described in striatal neurons in which activated D2-receptors
resulted in a reduction of Ser40 phosphorylation of TH [41].
However, the precise molecular and biochemical mechanisms
mvolved in the regulation of TH activity require further
investigations.

Recently, reports raised concerns that neural differentiation of
MSCs might be a reflection of cellular stress rather than cells
entering a true differentiation programme [13,14,15]. Based on
our results, we suggest that MSC"V“®* can be triggered to express
neural marker genes as a consequence of differentiation rather
than stress: firstly, the studies linking neural differentiation of
MSCs to cellular stress were done with bone marrow derived
MSCs. Similar studies have not been performed with cord blood
derived MSCs. Secondly, our observations of morphological
changes were accompanied by elevated expression of general
neural markers as well as markers which are known to be active
in differentiation programs towards specific neurotransmitter
phenotypes. This suggests the activation of defined molecular
programmes related to differentiation. Thirdly, our data indicate
an activation of a biochemical programme involved in post-
translational modification of a neural specific gene, TH. Fourthly,
we found that particular components of CIM differentially up-
regulated different P-TH isoforms. In addition, some components
of the differentiation medium were required synergistically to
regulate marker genes. Together, these findings suggest that cells
responded specifically to defined stimuli. Finally, it was reported
that neural differentiated cells from cord blood using similar
experimental conditions resulted in release of the neurotransmit-
ter DA combined with the acquisition of electrophysiological
properties reminiscent at least of immature neurons [7,42]. Thus
at least partially functional neurons were generated.

Taken together, we have shown that our experimental
paradigms activated complex molecular and biochemical pro-
grams leading to multifaceted changes of properties of cells
towards neuronal characteristics. Whether differentiation pro-
grammes leading to MSCs neural differentiation share common
mechanisms with differentiation of primary neurons during
development or differentiation of neural stem cells iz vitro remains
to be determined. Our findings also emphasize on the
requirement of detailed knowledge of the molecular and cellular
mechanisms of neural differentiation of MSCs in order to direct
stem cells towards the neuronal fate and possibly to specific
neurotransmitter phenotypes. The possibility of differentiating
MSCs from cord blood into cells expressing markers associated
with DA neurons and further mechanistic insights into achieving
this i vitro with high efficiency might facilitate the generation of
fully functional DA neurons in the future that could be suitable
for cell replacement therapies in neurodegenerative diseases such
as PD.

Acknowledgments

We would like to thank the Singapore Cord Blood Bank (SCBB) for
providing fully consented donations of cord blood samples. We are grateful
to Dr. Lim Sai Kiang for constructive and critical comments on the
manuscript and to Yi Lin Tay and Muly Tham for advice on the statistical
analysis.

Author Contributions

Conceived and designed the experiments: MT GU. Performed the
experiments: MT KHT WL. Analyzed the data: MT KHT GU.
Contributed reagents/materials/analysis tools: WL TTW. Wrote the
paper: MT GU.

February 2010 | Volume 5 | Issue 2 | 9398



References

1.

Pansky A, Roitzheim B, Tobiasch E (2007) Differentiation potential of adult
human mesenchymal stem cells. Clin Lab 53: 81-84.

. Talens-Visconti R, Bonora A, Jover R, Mirabet V, Carbonell F, et al. (2007)

Human mesenchymal stem cells from adipose tissue: Differentiation into hepatic
lineage. Toxicol In Vitro 21: 324-329.

. Fraser JK, Schreiber R, Strem B, Zhu M, Alfonso Z, et al. (2006) Plasticity of

human adipose stem cells toward endothelial cells and cardiomyocytes. Nat Clin
Pract Cardiovasc Med 3 Suppl 1: S33-37.

. Kogler G, Sensken S, Airey JA, Trapp T, Muschen M, et al. (2004) A new

human somatic stem cell from placental cord blood with intrinsic pluripotent
differentiation potential. ] Exp Med 200: 123-135.

. Fallahi-Sichani M, Soleimani M, Najafi SM, Kiani J, Arefian E, et al. (2007) In

vitro differentiation of cord blood unrestricted somatic stem cells expressing
dopamine-associated genes into neuron-like cells. Cell Biol Int 31: 299-303.

. Wang TT, Tio M, Lee W, Beerheide W, Udolph G (2007) Neural differentiation

of mesenchymal-like stem cells from cord blood is mediated by PKA. Biochem
Biophys Res Commun 357: 1021-1027.

. Greschat S, Schira J, Kury P, Rosenbaum C, de Souza Silva MA, et al. (2008)

Unrestricted somatic stem cells from human umbilical cord blood can be
differentiated into neurons with a dopaminergic phenotype. Stem Cells Dev 17:
221-232.

. Barzilay R, Kan I, Ben-Zur T, Bulvik S, Melamed E, et al. (2008) Induction of

human mesenchymal stem cells into dopamine-producing cells with different
differentiation protocols. Stem Cells Dev 17: 547-554.

. Zetterstrom RH, Solomin L, Jansson L, Hoffer B], Olson L, et al. (1997)

Dopamine neuron agenesis in Nurrl-deficient mice. Science 276: 248-250.

. Kessler MA, Yang M, Gollomp KL, Jin H, lacovitti L (2003) The human

tyrosine hydroxylase gene promoter. Brain Res Mol Brain Res 112: 8-23.

. Perlmann T, Jansson L (1995) A novel pathway for vitamin A signaling mediated

by RXR heterodimerization with NGFI-B and NURR1. Genes Dev 9: 769-782.

. Panepucci RA, Siufi JL, Silva WA, Jr., Proto-Siquiera R, Neder L, et al. (2004)

Comparison of gene expression of umbilical cord vein and bone marrow-derived
mesenchymal stem cells. Stem Cells 22: 1263-1278.

. Croft AP, Przyborski SA (2006) Formation of neurons by non-neural adult stem

cells: potential mechanism implicates an artifact of growth in culture. Stem Cells

24: 1841-1851.

. Lu P, Blesch A, Tuszynski MH (2004) Induction of bone marrow stromal cells to

neurons: differentiation, transdifferentiation, or artifact? J Neurosci Res 77:
174-191.

. Neuhuber B, Gallo G, Howard L, Kostura L, Mackay A, et al. (2004)

Reevaluation of in vitro differentiation protocols for bone marrow stromal cells:
disruption of actin cytoskeleton induces rapid morphological changes and
mimics neuronal phenotype. J Neurosci Res 77: 192-204.

. Lehmann IT, Bobrovskaya L, Gordon SL, Dunkley PR, Dickson PW (2006)

Differential regulation of the human tyrosine hydroxylase isoforms via
hierarchical phosphorylation. J Biol Chem 281: 17644-17651.

. O’Malley KL, Anhalt MJ, Martin BM, Kelsoe JR, Winfield SL, et al. (1987)

Isolation and characterization of the human tyrosine hydroxylase gene:
identification of 5’ alternative splice sites responsible for multiple mRNAs.
Biochemistry 26: 6910-6914.

. Alterio J, Ravassard P, Haavik J, Le Caer JP, Biguet NF, et al. (1998) Human

tyrosine hydroxylase isoforms. Inhibition by excess tetrahydropterin and unusual
behavior of isoform 3 after camp-dependent protein kinase phosphorylation.

J Biol Chem 273: 10196-10201.

. Takahashi T, Maruyama W, Deng Y, Dostert P, Nakahara D, et al. (1997)

Cytotoxicity of endogenous isoquinolines to human dopaminergic neuroblasto-
ma SH-SY5Y cells. ] Neural Transm 104: 59—66.

. Imamura K, Takeshima T, Kashiwaya Y, Nakaso K, Nakashima K (2006) D-

beta-hydroxybutyrate protects dopaminergic SH-SY5Y cells in a rotenone
model of Parkinson’s disease. ] Neurosci Res 84: 1376-1384.

@ PLoS ONE | www.plosone.org

1

28.

29.

30.

31

32.

38.

39.

40.

41.

42.

Differentiation Cord Blood MSC

. Johnson GL, Lapadat R (2002) Mitogen-activated protein kinase pathways

mediated by ERK, JNK, and p38 protein kinases. Science 298: 1911-1912.

. Mayr B, Montminy M (2001) Transcriptional regulation by the phosphoryla-

tion-dependent factor CREB. Nat Rev Mol Cell Biol 2: 599-609.

. Lonze BE, Ginty DD (2002) Function and regulation of CREB family

transcription factors in the nervous system. Neuron 35: 605-623.

. Le Bourdelles B, Horellou P, Le Caer JP, Denefle P, Latta M, et al. (1991)

Phosphorylation of human recombinant tyrosine hydroxylase isoforms 1 and 2:
an additional phosphorylated residue in isoform 2, generated through alternative
splicing. J Biol Chem 266: 17124-17130.

. Neuhoff'S, Moers J, Rieks M, Grunwald T, Jensen A, et al. (2007) Proliferation,

differentiation, and cytokine secretion of human umbilical cord blood-derived
mononuclear cells in vitro. Exp Hematol 35: 1119-1131.

Shaw G, Weber K (1982) Differential expression of neurofilament triplet
proteins in brain development. Nature 298: 277-279.

. Morgenroth VH, 3rd, Hegstrand LR, Roth RH, Greengard P (1975) Evidence

for involvement of protein kinase in the activation by adenosine 3':5'-
monophosphate of brain tyrosine 3-monooxygenase. J Biol Chem 250:
1946-1948.

Goridis C, Rohrer H (2002) Specification of catecholaminergic and serotonergic
neurons. Nat Rev Neurosci 3: 531-541.

Kim G, Choe Y, Park ], Cho S, Kim K (2002) Activation of protein kinase A
induces neuronal differentiation of HiB5 hippocampal progenitor cells. Brain
Res Mol Brain Res 109: 134-145.

Bang Y], Pirnia F, Fang WG, Kang WK, Sartor O, et al. (1994) Terminal
neuroendocrine differentiation of human prostate carcinoma cells in response to
increased intracellular cyclic AMP. Proc Natl Acad Sci U S A 91: 5330-5334.
Sharma SK, Raj AB (1987) Transient increase in intracellular concentration of
adenosine 3':5'-cyclic monophosphate results in morphological and biochemical
differentiation of C6 glioma cells in culture. ] Neurosci Res 17: 135-141.
Ghosh P, Singh UN (1997) Intercellular communication in rapidly proliferating
and differentiated C6 glioma cells in culture. Cell Biol Int 21: 551-557.

. Moore KD, Dillon-Carter O, Conejero C, Poltorak M, Chedid M, et al. (1996)

In vitro properties of a newly established medulloblastoma cell line, MCD-1.
Mol Chem Neuropathol 29: 107-126.

. Deng W, Obrocka M, Fischer I, Prockop DJ (2001) In vitro differentiation of

human marrow stromal cells into early progenitors of neural cells by conditions
that increase intracellular cyclic AMP. Biochem Biophys Res Commun 282:
148-152.

. Tacovitti L, Stull ND, Jin H (2001) Differentiation of human dopamine neurons

from an embryonic carcinomal stem cell line. Brain Res 912: 99-104.

. Kao HT, Song HJ, Porton B, Ming GL, Hoh J, et al. (2002) A protein kinase A-

dependent molecular switch in synapsins regulates neurite outgrowth. Nat
Neurosci 5: 431-437.

. Maden M (2007) Retinoic acid in the development, regeneration and

maintenance of the nervous system. Nat Rev Neurosci 8: 755-765.

Castro DS, Hermanson E, Joseph B, Wallen A, Aarnisalo P, et al. (2001)
Induction of cell cycle arrest and morphological differentiation by Nurrl and
retinoids in dopamine MNO9D cells. J Biol Chem 276: 43277-43284.

Lewis DA, Melchitzky DS, Haycock JW (1993) Four isoforms of tyrosine
hydroxylase are expressed in human brain. Neuroscience 54: 477-492.

Cheah TB, Bobrovskaya L, Goncalves CA, Hall A, Elliot R, et al. (1999)
Simultaneous measurement of tyrosine hydroxylase activity and phosphorylation
in bovine adrenal chromaffin cells. J Neurosci Methods 87: 167-174.
Lindgren N, Xu ZQ), Herrera-Marschitz M, Haycock J, Hokfelt T, et al. (2001)
Dopamine D(2) receptors regulate tyrosine hydroxylase activity and phosphor-
ylation at Ser40 in rat striatum. Eur J Neurosci 13: 773-780.

Sun W, Buzanska L, Domanska-Janik K, Salvi RJ, Stachowiak MK (2005)
Voltage-sensitive and ligand-gated channels in differentiating neural stem-like
cells derived from the nonhematopoietic fraction of human umbilical cord blood.

Stem Cells 23: 931-945.

February 2010 | Volume 5 | Issue 2 | 9398



