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Abstract

Progesterone participates in the regulation of several functions in mammals including brain
differentiation and dopaminergic transmission but the role of progesterone in dopaminergic cell
differentiation is unknown. We investigated the effects of progesterone on dopaminergic
differentiation of embryonic stem cells using a 5-stage protocol. Cells were incubated with
different progesterone concentrations during the proliferation (stage 4) or differentiation (stage 5)
phases. Progesterone added at 1, 10 and 100 nM during stage 4 increased 72, 80 and 62%
respectively the number of dopamine neurons at stage 5 as compared to control group. The
administration of progesterone at stage 5 did not induce significant changes in the number of
dopamine neurons. These actions were not mediated by the activation of intracellular progesterone
receptors, because RU 486 did not block the positive effects of progesterone on differentiation to
dopaminergic neurons. Our results suggest that progesterone should be useful to produce higher
proportions of dopamine neurons from embryonic stem cells aimed for treating Parkinson's
disease.
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Introduction

Embryonic stem cells (ESC) are pluripotent cells derived from the inner cell mass of pre-
implantation embryos. Because of their ability to self-renew, proliferate undifferentiated in
vitro, while maintaining the potential to give rise to any of the hundreds of cell types in the
human body, ESC are useful to dissect critical steps of cell development. Furthermore, they
also represent a potential source for biomedical research and regenerative medicine (1,2).
Many studies have demonstrated that mouse and human ESC can form dopamine neurons.
In this context, it has been shown that midbrain dopamine neurons can be induced in vitro
from mouse ESC with a 5-stage method and that these dopamine neurons have improved
parkinsonism in rodents for over 32 weeks after grafting (3-5).

Sex steroid hormones, oestradiol and progesterone play major roles in the development,
differentiation, function and protection of the Central Nervous System in mammals (6-8).
There is strong evidence indicating that oestrogens can induce the development and
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protection of nigrostriatal dopaminergic neurons (9,10), while the role of progesterone in the
dopamine system has not been completely determined. It has been reported that
progesterone protects dopaminergic neurons against degeneration induced by MPTP (11,12)
and methamphetamine (13) in rodents. Furthermore, progesterone at physiological doses and
independently of oestrogens can rapidly increase dopamine release in the striatum of rats of
both sexes (14,15).

Dopamine neurons can be identified by expression of tyrosine hydroxylase (TH), the
enzyme responsible for catalyzing the conversion of L-tyrosine to L-DOPA, which is the
dopamine precursor. Progesterone receptor (PR) KO male mice have a diminished number
of TH immune-reactive cells in the substantia nigra pars compact as compared with wild
type animal (16). Progesterone also increases the content of TH in the olfactory bulb of
gonadectomized male rats (17), but no information is available regarding the effects of
progesterone on ESC-derived neural cells.

Many progesterone actions in brain are mediated by its intracellular receptors (18). We have
previously reported the expression of sex steroid hormone receptors during a 5-stage
protocol of dopamine cells differentiation from mouse ESC. The last two phases of this
procedure produce nestin-positive cells (stage 4, neural precursors) that respond to the
application of Fibroblast growth factor (FGF) 2, FGF 8 and Sonic hedgehog (SHH) to
produce terminally differentiated dopaminergic neurons (stage 5). We found an increase in
the content of both PR isoforms when cells were at the neural/neuronal stages compared
with the content of these receptors in initial pluripotent conditions (3). Ninety-two percent of
dopamine neurons co-expressed PR and TH (3). These results suggest PR activation by
progesterone should participate in the dopamine cell differentiation process.

In the present study, we examined the effects of progesterone in the last stages of
differentiation of ESC to dopamine neurons in vitro. We found a dose-dependent increase in
the number of TH-positive neurons when ESC were incubated with progesterone during this
neural precursor state.

Material and methods

ESC differentiation to dopamine neurons

We used male R1 mouse ESC from Dr. Andras Nagy's laboratory (Samuel Lunenfeld
Research Institute, Mount Sinai Hospital, Canada) (19), which have been used to produce
dopamine neurons (3-5). The differentiation procedure was performed as reported (3) and is
summarized in Table 1. Briefly, undifferentiated ESC (stage 1) were grown on gelatin-
coated tissue culture plates in the presence of 1000 U/ml of Leukemia inhibitory factor (LIF)
(Chemicon, USA) in medium supplemented with ESC-tested fetal calf serum (Wisent,
Canada). To induce formation of floating embryoid bodies (stage 2), cells were dissociated
into cell suspension with trypsin and plated onto bacterial dishes at a density of 2 x 106
cells/57 cm? in the presence of Leukemia inhibitory factor. Embryoid bodies were cultured
for 4 days and then plated onto adhesive tissue culture surface. Selection of nestin-positive
cells (stage 3) was initiated in serum-free insulin / transferrin / selenite / fibronectin (ITSFn)
medium for 9-11 days. Cells in the last two stages of dopamine neuron differentiation are
cultured in N2 medium prepared in our laboratory (20,21), consisting of DMEM/F12
supplemented with 25 pug/ml insulin, 100 pug/ml apotransferrin, 100 uM putrescine, 30 nM
selenite and 20 nM progesterone. For this study, we used progesterone-free N2 medium, and
this hormone was added at the indicated concentrations. After stage 3, cells were dissociated
with trypsin and plated at a density of 1.5 x 10° cell/cm? in progesterone-free N2 medium
with or without phenol red. These neural stem cells were plated on dishes pre-coated with 15
ug/ml poly-L-ornithine and 1 pg/ml mouse laminin (Becton Dickinson, USA), treated with
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10 ng/ml of FGF 2, 100 ng/ml of FGF 8b and 100 ng/ml of human SHH (growth factors
from R&D Systems and Peprotech, USA) for 4 days to expand/instruct dopamine precursors
(stage 4). Differentiation (stage 5) was induced by growth factor withdrawal and feeding
with the corresponding progesterone-free N2 medium with 200 pM ascorbic acid for 6 days.
This differentiation protocol produces only dopamine neurons and not other
catecholaminergic neurons (21), together with serotonin and GABA neurons (4,21). With a
similar protocol, astrocytes (12%) and oligodendrocytes (< 1%) are present in stage 5 (22).

Progesterone and RU 486

To determine the effects of progesterone on differentiation of ESC to dopamine neurons,
cells were treated with different steroid concentrations only at the period of proliferation
(stage 4) or added only during differentiation (stage 5). Water soluble progesterone
(cyclodextrin-encapsulated; Sigma, St. Louis, MO, USA) was used at several concentrations
ranging from 1 nM to 10 uM, encompassing physiological concentrations, ranging from 3 to
64 nM (23,24). During proliferation, progesterone was applied in the first and third days of
this stage in N2 medium without progesterone. For the experiments in the phase of
differentiation, progesterone was added every other day, starting at day one until day five.
Controls received 0.02% water soluble cyclodextrin (Sigma).

In another series of experiments, we applied the PR antagonist RU 486 at 10 pM (Sigma)
from an ethanol stock solution (0.1% final ethanol concentration; controls received ethanol
only) to determine whether the effect of progesterone was mediated through its nuclear
receptors. This concentration of RU 486 is effective in antagonizing PR-mediated
progesterone actions in cultured cells (25). The following progesterone treatments and its
antagonist were applied only in stage 4 of the protocol in progesterone-free N2 medium in
the presence or absence of phenol red: 1) Control (cyclodextrin). 2) 10 uM RU 486. 3) 10
nM progesterone. 4) 10 nM progesterone + 10 uM RU 486.

Immunofluorescence

Immunofluorescence procedures were carried out using described standard protocols
(3,26,27). After fixing cells with 4% paraformaldehyde, primary antibodies were applied as
follows: rabbit anti-TH antibody, 1:1000 (Pel-Freeze, USA), mouse anti-f Tubulin I1I (a
neuronal marker) monoclonal antibody, 1:1000 (Covance, USA). Appropriate fluorescently-
labeled secondary antibodies (Molecular Probes, USA) were used at 1:1000 dilution. Nuclei
were stained with 1 ng/ml of Hoechst 33258 (Sigma). Negative controls consisted of cells in
which the primary antibody was omitted. These experiments did not produce any staining
(data not shown). As previously reported, all TH-positive cells also expressed  Tubulin 111

3).

2.4. RNA extraction and RT-PCR

Assays were performed as described (26). Total RNA was isolated from differentiated (stage
5) cultures after progesterone treatment only during stage 4, using TRIZOL (Invitrogen).
RNA (1 pg) was reverse transcribed with random hexamers and 2 ul from the reaction were
used in PCR containing 2 U of Taqg polymerase (Invitrogen), 20 pmol of specific primers
(Sigma), 500 uM deoxynucleoside triphosphates and 1.5 mM MgCl,. For cDNA
amplification, the following reported (4,28) forward and reverse primer sequences were
used: dopamine transporter (DAT), aromatic L-amino acid decarboxylase (AADC),
Engrailed-1 (En-1), Lmx1b, Nurr 1, Pitx3, c-RET, p Tubulin Il and Glyceraldehyde
phosphate dehydrogenase (GADPH). Primer sequences are listed in Table 2. Cycling
parameters were as follows: denaturalization at 94°C for 1 min, annealing at 57-62°C for 1
min depending on the primers, and elongation at 72°C for 1 min. The number of cycles
varied between 25 and 35, depending on the gene of interest. Final extension at 74°C for 10
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min was terminated by rapid cooling at 4°C. PCR products were analyzed on 2% agarose gel
electrophoresis, and the size of products was determined by comparison with molecular
weight standards after eithidium bromide staining. As a negative control for PCR
amplification, reactions with RNA in the absence of retrotranscription (-RT) were included.

Cell counting

At the final stage of differentiation, cell counts from immunofluorescence experiments were
performed from pictures taken with a Nikon (Tokyo, Japan) digital camera DMX1200F and
the Nikon ACT-1 imaging software. Analysis of cultures was performed by counting in
duplicate the number of TH+ and B Tubulin 11+ cells in 8 random fields taken at 400x, from
3-6 independent experiments. Some images were acquired in a F\VV1000 confocal microscope
(Olympus, Tokyo, Japan) using a super apochromat objective (N.A. 0.40), to detect Alexa
488 and Alexa 568 fluorescence in a sequential fashion, by exciting with different lasers.
The examiner was unaware of the treatment condition of cells.

Statistical analysis

Results

Data are expressed as mean + SEM of at least 3 independent experiments performed by
duplicate, unless otherwise noted. Statistical analysis was made by ANOVA followed by
Fisher's test. GB-STAT Version 7.0 program (Dynamic Microsystem, USA) was used for
calculating probability values. P < 0.05 was considered statistically significant.

To establish the effects of progesterone on the number of dopamine neurons during the
proliferation stage, we performed a set of experiments with several hormone concentrations
in N2 medium without progesterone together with FGF 2, FGF 8 and SHH. All cultures
started at the same initial cell density, were incubated for 4 days in the presence of cytokines
and then allowed to differentiate for 4-6 days in progesterone-free N2 medium with ascorbic
acid. Representative pictures of differentiated (day 6 of stage 5) cultures treated with 10 nM
progesterone in stage 4 are shown to document that this hormone increased the number of
dopaminergic cells without changing notably the total (Hoechst-labeled) cell number (Fig.
1). We quantified the number of neurons ( Tubulin Il1-positive cells) and dopamine (TH-
positive) neurons by performing double immunodetection of these markers in control and
hormone-treated cultures. When we treated cells in stage 4 (proliferation) with progesterone,
we did not find significant effects in the number of B Tubulin Il11-positive cells. However,
progesterone significantly increased the number of TH-positive cells at 1 nM (72%), 10 nM
(80%) and 100 nM (62%) relative to control treatment (Fig. 2A). When progesterone was
added in the differentiation stage, we did not find any significant effect in the number of
neurons or dopamine cells (Fig. 2B).

RU 486 effects on the increase in dopamine neurons induced by progesterone

Once we established the effects of progesterone in the number of dopamine neurons
differentiated from ESC, we investigated whether such effects were mediated by
intracellular PR. Co-incubations of 10 nM progesterone with RU 486 (10 uM) did not
abolish the increase in the number of dopamine neurons induced by the hormone (Fig. 3A).
RU 486 alone did not modify the number of TH positive cells as compared with control
conditions.

Because the standard N2 medium contains phenol red and commercial preparations of this
dye might contain lipophilic impurities with estrogenic activity (29,30), we performed a
series of experiments with progesterone-free N2 medium lacking phenol red. When we
incubated cells in stage 4 with 10 nM progesterone, we observed again a significant increase
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in the number of TH positive cells at stage 5 (Fig. 3B). As we had observed in the
experiment with a medium containing red phenol, co-incubation of progesterone with RU
486 did not abolish the increase in dopamine neurons induced by the hormone. Experiments
to study the effects of progesterone on the expression of dopamine neuron markers were
performed in medium lacking phenol red.

Progesterone-treated cells express dopaminergic molecular markers

To further characterize whether TH-positive neurons produced after progesterone treatment
express dopaminergic neuron markers, semi-quantitative RT-PCR was used to evaluate the
expression of genes specifically involved in dopamine neuron function at stage 5. In 2
independent experiments, we found similar expression levels of B Tubulin I11, c-Ret, Lmx1b
and Pitx3 in control and progesterone treated cells. In contrast, consistent up-regulation of
Nurrl, En-1, AADC and DAT were observed in differentiated ESC treated with 10 nM
progesterone only during stage 4 (Fig. 4).

Discussion

To our knowledge, this is the first report that directly tested a promoting role of
progesterone in the differentiation of mouse ESC to dopamine neurons. In this paper, we
demonstrated that the addition of progesterone in the range of 1 to 100 nM in the phase of
proliferation promotes the induction of dopaminergic neurons. We did not observe such
effects when the hormone was added at stage 5. This effect was not mediated by PR, since it
was not blocked by RU 486.

Accumulating evidence demonstrates that steroid hormones can affect fundamental process
of neural developmental such as stem cell proliferation, programmed cell death, as well as
neuronal migration (6,7,31-33). In contrast with the number of reports on oestradiol effects
on brain development, there are scarce reports on progesterone effects on neural
development and neuroprotection. Progesterone can play an important role in promoting and
enhancing repair after traumatic brain injury and stroke (8), and also may contribute to
oligodendrocyte development from oligodendrocyte progenitors (34,35). Furthermore,
progesterone may be involved in the formation of the cerebellar neuronal circuit that occurs
during neonatal life by promoting neuronal growth and neuronal synaptic contact (36).

In agreement to the possible participation of progesterone in brain development and
specifically in the nigrostriatal dopaminergic neurons, we found an increase in the number
of TH positive cells when progesterone was added in the proliferative stage, whereas the
number of B Tubulin I1-positive cells remained unchanged. This result could be explained if
progesterone has proliferative effects on dopamine precursors during stage 4 as reported for
rat neural progenitor cells (37). However, the increase in neural cell number caused by
progesterone requires other supplements: in the original description of N2 medium (20), 20
nM progesterone alone did not change the number of rat neuroblastoma cells in culture. In
contrast, 20 nM, but not lower or higher concentrations of this hormone, stimulated growth
in medium with insulin, transferrin, selenite and putrescine. Supplements to culture neural
cells in serum-free media (i.e. N2 and B27; (38)) normally include progesterone. We have
previously shown that the proportion of neurons or astrocytes in cerebrocortical neuronal
cultures, initially grown in serum-containing medium and later switched to serum-free
medium with B27, does not change as compared with cultures maintained in serum-
containing conditions (27), supporting the notion that the progesterone effects observed here
are not due to an improvement in generalized health of the cultures.

To rule out oestrogenic interference of lipophilic impurities that might contain commercial
preparations of phenol red, in our experimental system, we tested whether the TH-promoting
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effects of progesterone during stage 4 were present in medium without phenol red. We
found that the dopaminergic induction exerted by 10 nM progesterone was present in this
medium.

Although the function of progesterone and its receptor in dopamine neuron differentiation is
not completely understood at this time, there are reports that suggest this link: 1) PR mRNA
expression has been demonstrated in developing ventral midbrain including dopamine
neurons (39); 2) Immunohistochemical procedures in rats up to 2 weeks of age detected PR
in midbrain dopamine cells of the substantia nigra (40); 3) ESC differentiated to dopamine
neurons express PR at the protein level (3). PR expression in midbrain during fetal and
neonatal development could be involved in neurodegenerative disorders such as Parkinson's
disease. Taken together all these data and as a first approximation to the mechanism
involved in the increase in the number of TH positive cells induced by progesterone, we
used the PR antagonist RU 486. However, in progesterone-free N2 media (with or without
phenol red), RU 486 did not block progesterone effects. These results suggest that
progesterone actions on differentiation of ESC to dopamine neurons were not mediated
through progesterone—PR binding. One possible explication of these results is that 5a-
reduced neuroactive derivates of progesterone could participate in the process of
differentiation. In fact, allopregnanolone is produced in both the periphery and the central
nervous system via enzymatic conversion of progesterone (41). This progesterone
metabolite at nM concentrations induces proliferation of neural progenitor cells in rat
hippocampus and human cerebral cortex (37).

Another possibility is that the effects observed in our system could be mediated by the
membrane-bound PR 25-Dx, whose participation has been proposed in the neuroprotective
effects of progesterone against edema formation after traumatic brain injury (42). However,
the possible role of progesterone metabolites and membrane-bound PR in differentiation of
ESC might deserve further research. It would be also interesting to use progesterone
conjugated to bovine serum albumin which has been reported to prevent non-genomic
progesterone actions (43) as well as PR iRNA to establish whether the effects reported here
are still present.

Recently, we have shown (44) that estradiol, in the presence of 20 nM progesterone, during
stage 4 increases the proportion of proliferating dopamine precursors by assessing the
expression of LmxZ1a (a transcription factor present in committed dopamine cells) and Ki67
(an antigen present in cells with active cell cycle), resulting in higher number of dopamine
neurons. In the future, intracellular effectors responsible for the up-regulation of dopamine-
related transcription factors (45,46) after progesterone treatment, might lead to a better
understanding of dopamine neuron differentiation.

Finally, we also demonstrated that treatment with progesterone induced TH+ neurons that
express classic molecular markers of dopaminergic cells such as Nurrl, c-Ret, Lmx1b,
DAT, Enl, and A9 dopamine neurons identifiers such as Pitx3. Furthermore, the expression
of Nurrl and En1, transcription factors involved in dopaminergic differentiation, as well as
the dopamine related genes DAT and AADC involved in neurotransmission and synthesis of
dopamine respectively were up-regulated by progesterone. In summary, we have found that
progesterone induced a higher number of differentiated dopamine neurons when applied
during the proliferation phase of ESC-derived neural stem cells. The present results suggest
that midbrain dopamine neurons should be sensitive to progesterone and/or its metabolites
during important periods of developmental and maturation.
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Hoechst TH

Control
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Figure 1. Effects of progesterone, added in the phase of proliferation (stage 4) of neural
precursors derived from ESC, on dopamine neuron differentiation

Representative confocal images of immunofluorescence detection for Hoechst (blue), B-
Tubulin 111 (green) and TH (red). Ten nM progesterone caused an increase in the number of
dopamine neurons quantified at the end of differentiation phase (stage 5). The control group
was incubated only with cyclodextrin. Scale bar applies to all pictures and represents 100
um.
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Figure 2. Changes in the number of dopaminergic neurons induced by progesterone action on
ESC
Quantification of the total number of B-Tubulin 111 and TH-positive cells from 8 fields from
3-6 independent experiments made in duplicate. Cells were incubated in progesterone-free
N2 medium, with different progesterone concentrations during proliferation (A) or
differentiation stages (B). Results are expressed as mean + SEM. *P < 0.05 as compared
with their corresponding control (cyclodextrin) group.
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Figure 3. Effects of progesterone and RU 486 on the differentiation of ESC to dopamine neurons,
in progesterone-free N2 medium with or without phenol red

Quantification of the total number of B-Tubulin 111 and TH-positive cells from 8 fields from
3-5 independent experiments made in duplicate. Cells were incubated in medium with (A) or
without phenol red (B), and treated with progesterone (10 nM) during proliferation stage.
RUA486 was added at 10 uM. Results are expressed as mean £ SEM. *P < 0.05 as compared
with control (cyclodextrin) group.

J Neuroendocrinol. Author manuscript; available in PMC 2010 August 1.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Diaz et al.

Q

_
S 28 ¢
= T R =
§2%

a
B bt Er
AADC I
Lmx 1b S
e e
DAT O
GAPDH -

301 bp

381 bp

255 bp

440 bp

368 bp

323 bp

373 bp

520 bp

573 bp

Page 13

Figure 4. Effects of progesterone on the expression of genes characteristic of midbrain dopamine

neurons

Genes involved in dopamine neuron function were analyzed by RT-PCR in stage 5. RNA
without retrotranscription (-RT) produced no signal. The size of each band is indicated in
base pairs (bp). Images are representative from 2 independent experiments.
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Stage

Table 1
Generation of dopamine neurons from undifferentiated ESC by a 5-stage procedure

Culture condition and cell types present

a b~ W N

Expansion of undifferentiated ESC in serum-containing medium in the presence of LIF
Embryoid bodies growing in suspension in serum-containing medium with LIF
Selection of nestin-positive neural precursors in serum-free medium

Proliferation of nestin-positive neural cells stimulated by FGF2, FGF8 and SHH

Dopamine neuron differentiation by growth factor withdrawal
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Primers used for amplification of neuronal and dopaminergic markers

Target Forward primer Reverse primer Product size (bp)
DAT GGACCAATGTCTTCAGTGGTGGC GGATCCATGGGAGGTCCATGG 520
AADC CCTACTGGCTGCTCGGACTAA GCGTACCAGTGACTCAAACTC 368
Engrailed-1 | TCAAGACTGACTCACAGCAACCCC | CTTTGTCCTGAACCGTGGTGGTAG 381
Lmx1b CCTCAGCGTGCGTGTGGTC AGCAGTCGCTGAGGCTGGTG 323
Nurrl TGAAGAGAGCGGAGAAGGAGATC | TCTGGAGTTAAGAAATCGGAGCTG 255
Pitx 3 AGGACGGCTCTCTGAAGAA TTGACCGAGTTGAAGGCGAA 373
¢-RET GCGCCCCGAGTGTGAGGAATGTGG | GCTGATGCAATGGGCGGCTTGTGC 440
B Tubulin 111 TCAGCGATGAGCACGGCATA CACTCTTTCCGCACGACATC 301
GADPH ATCACCATCTTCCAGGAGCG CCTGCTTCACCACCTTCTTG 573
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