Turk J Med Sci
33 (2003) 295-299
© TUBITAK

EXPERIMENTAL / LABORATORY STUDIES

A Cell Protective Mechanism in a Murine Model of Parkinson's
Disease

Emin OZTAS', Turgut TOPAL?
1Depar‘cment of Medical Histology and Embryology, Gilhane Military Medical Academy, Ankara - Turkey
2Department of Physiology, Gllhane Military Medical Academy, Ankara - Turkey

Received: May 12, 2003

Abstract: Parkinson's disease is characterized by progressive degeneration of the dopaminergic (DA) neurons in the substantia nigra
(SN). However, the mechanism underlying DA cell death remains unclear. While apoptotic cell death has been implicated in DA cell
death in Parkinson’s disease, autophagy - a regulated cellular process for degrading intracellular proteins and organelles under stress
- in Parkinson’s disease is not known. Here, we report evidence of autophagy in DA neurons of the SN in a 1-methyl-4-phenyl-
1,2,3,6-tetrahydropyridine (MPTP) model of Parkinson’s disease. Mice were treated with saline or MPTP (40 mg/kg) and sacrificed
after 7 days, and brain tissue samples were processed for immunohistochemistry using a tyrosine hydroxylase (TH) antibody to
reveal the SN area. TH-positive tissues were then processed for transmission electron microscopy and examined for ultrastructural
evidence of autophagy. MPTP treatment induced significant morphological changes that closely resembled the autophagic process.
This autophagic degeneration was observed in ~35% of DA neurons in MPTP mice. We conclude that at the ultrastructural level
MPTP treatment produced a prominent autophagic process in DA neurons. The identification of autophagy in the MPTP model of
Parkinson’s disease may provide an insight into the mechanism of cell protection and may lead to a novel therapeutic strategy in

Parkinson’s disease.
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Introduction

Parkinson’s disease is a neurodegenerative disease
characterized by a progressive loss of the dopaminergic
neurons (DA) in the substantia nigra pars compacta. The
interest in studying cell loss and the mechanism of cell
death is evident from the enormous number of papers
about Parkinson'’s disease in the literature. For the most
part, cell death in Parkinson'’s disease is defined in terms
of apoptosis. Apoptosis is defined as an active,
physiological cascade of events, characterized by cell
shrinkage due to dehydration, nuclear chromatin
condensation and fragmentation, and membrane
blebbing. Necrosis as the other type of cell death in
Parkinson’s disease is defined as a passive, degenerative
pathway characterized by cell and mitochondrial
swelling, metabolic collapse, flocculation of chromatin,
rupture of the nuclear and cytoplasmic membrane and
dispersal of cell contents (1). The other cell death

pathway (2), autophagy,
neurodegenerative disease.

is not very clear in

At present, the most effective experimental model of
Parkinson's disease is the 1-methyl-4-phenyl-1,2,3,6-
tetrahydropyridine (MPTP) treatment of animals. In
1982, a number of young Californian drug-addicts
developed a severe Parkinson’s-like syndrome after
injecting a potent pethidine derivative contaminated with
MPTP (3,4). Exposure to MPTP produced symptoms of
bradykinesia and rigidity almost identical to those of
idiopathic Parkinson’s disease, and in one patient these
were shown to be related to a severe loss of DA neurons
of the substantia nigra (SN) (3).

Morphological assessment of different modes of cell
death, apoptosis, necrosis or autophagic degeneration,
can contribute significantly to understanding this
neuronal loss. Electron microscopy should be considered
the gold standard for cell death observation (5).
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Autophagy is responsible for the degradation of
normal proteins involved in cellular remodeling found
during metamorphosis, aging and differentiation, as well
as for the digestion and removal of abnormal proteins
that would otherwise accumulate following toxin

exposure, cancer or degenerative disease (6,7).
Autophagy is correlated with the formation of
autophagosomes,  autolysosomes,  electron-dense
membranous autophagic vacuoles (with double

membranes), membranous whorls and multivesicular
bodies, as well as the engulfment of entire organelles (i.e.
mitochondria), which can be seen at the ultrastructural
level (8). A number of studies have demonstrated the
presence of autophagy in the brain in Huntington's
disease (9). Similarly, autophagic degeneration was
observed in Alzheimer’'s disease (10). In 1997, in
Parkinson’s disease patients, an ultrastructural
examination revealed characteristics of apoptosis and
autophagic degeneration in melanized neurons of the SN
(11). The results suggest that even at the final stage of
the disease, the dopaminergic neurons are undergoing an
active process of cell death.

Thus, we designed the following study to test the
evidence for autophagy in DA neurons of SN in the MPTP
model of Parkinson’s disease.

Materials and Methods

Drug treatments: Twelve male mice weighing 20-24 g
were divided into 2 groups and treated with a single
injection of saline or MPTP (40 mg/kg) i.p.

Tyrosine hydroxylase (TH) immunostaining: One week
after the treatment, the mice were transcardially
perfused with phosphate-buffered saline (PBS) (pH 7.4)
followed by 4% paraformaldehyde. Brains were serially
sectioned from roughly the beginning to the end of the
SN area, with the help of a mouse brain atlas, on a
cryomicrotome at 40 pum. Free floating sections were
incubated overnight at 4 °C with a monoclonal anti-TH
antibody (1:800) (Sigma) to reveal the SN cells, and
developed with an avidin-biotin-peroxidase method.

Ultrastructural Analysis: For electron microscopy,
after TH staining and identifying the SN area, free
floating sections from the MPTP or saline treated group
were used. Tissue pieces 40 pm thick were first
immersed in 2.5% glutaraldehyde in 0.1 phosphate
buffer (pH 7.2) postfixed in 1% osmium tetroxide in 0.1
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phosphate buffer (pH 7.4) and then dehydrated in graded
ethanol series and flat embedded in Araldite. On the
Araldite block surface, only the TH immunostained area
(SN) was cut, and the other area (unstained) was left out
by trimming. Ultrathin sections (40-60 nm thick) taken at
the level of the brown (immunostained) SN area were
placed on grids (200 mesh) and double stained with
uranyl acetate and lead citrate. The grids containing the
sections were observed under a Carl Zeiss EM-900
electron microscope, and photomicrographs were taken.

Semiquantitative morphological analysis of autophagic
structure: Whole sections on grids from each block of
brain were examined with an electron microscope, and
the total number of cells and the number of cells with an
autophagic structure were analyzed. Autophagic structure
was defined with a double membrane as described before
(8). The percentages of cells with an autophagic structure
were calculated in the total number of neurons from the
SN area. The difference between the groups was
examined by Student’s t test, and P values less than 0.05
were considered significant.

Results

MPTP induced a loss of DA in the SN (Figure 1). At
the ultrastructural level, MPTP treatment induced
significant morphological changes, which closely
resembled the autophagic process, and C-shaped
multivesicular bodies (Figure 2). The percentage of cells
with an autophagic structure was ~35% of the total
number of neurons from the SN area. In autophagic
degenerating neuron cytoplasm, a double membrane
structure with lysosome-like vacuoles was observed.
Numerous vacuoles containing cytoplasmic fragments
were present in the cytoplasm. The number of vacuoles
containing materials was very high in the DA neurons of
MPTP-treated mice. Features of autophagy were
occasionally observed in < 3% of DA neurons of saline-
treated mice. The difference between the groups was
significant (p < 0.05).

Discussion

In the present study, we observed autophagic vacuoles
in the SN neurons of MPTP-treated mice. Autophagy may
utilize some common regulatory mechanism in these cells.
Furthermore, the onset of autophagy can precede that of
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Figure 1. MPTP-induced loss of dopaminergic neurons in substantia nigra. Dopaminergic cells stained with antibodies for tyrosine hydroxylase in the
substantia nigra of MPTP and saline treated mice 7 days after treatment. The number of neurons is less in the MPTP treated group than in
control. SNc: Substantia Nigra compacta (x50).
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Figure 2. Electron microscopic photomicrographs showing autophagic structures and C-shaped multivesicular bodies (arrows) in MPTP treated
dopaminergic neurons. N: nucleus. Tissue samples were taken from the MPTP and saline treated groups (x5000).
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apoptosis and, according to at least one report, delays
apoptosis (12,13). In newborn rat hepatocytes, the
inhibition of cyclic AMP produces glycogen autophagy
(14). It has been strongly suggested that MPTP
administration produces a cyclic AMP decrease in SN cells
(15). Under nutrient-deficient conditions, the yeast S.
cerevisiae sequesters its own cytoplasmic components
into vacuoles in the form of “autophagic bodies”, and
spherical structures completely enclosed in a double
membrane were found near the vacuoles of protease-
deficient mutant cells when the cells were shifted to
nutrient-starvation media (5). In addition, the induction
of increased intracellular levels of lysosomal proteinases
and their mRNA by treatment with a combination of
hormones showed C-shaped multivesicular bodies and the
formation of autophagic vacuoles (16).

Autophagy may be a degrading process for
intracellular proteins via ubiquitin-mediated pathways
(17). It can be speculated that Lewy bodies in
neurodegenerative diseases may be produced by the
autophagic process (18). Nowadays, intracellular protein
accumulations in neurodegenerative diseases are
becoming very important (19-21). The relation between
intracellular protein accumulations and the autophagic
process needs to be studied further.

A time course study of DA neuronal death caused by
MPTP showed that the active phase of degeneration
began at 12 h postinjection and continued for up to 4
days. During this period, there was a greater decrease in
TH-defined neurons than in Nissl-stained neurons,
suggesting that MPTP can cause a loss in TH without
necessarily destroying the neuron. Cell death occurs in 2-
4 days after MPTP treatment, and, at the seventh day
postinjection, TH immunostaining can be used to
accurately determine the number of living neurons in the
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SN (22). Based on this report, we suggest that a defense
or protective mechanism can be seen after the injection of
MPTP, because the cells observed on the seventh day
were alive with an autophagic structure.

Our data showed that autophagy was stimulated by
MPTP treatment. Autophagy may reduce the toxic effect
of MPTP on neuronal cells in SN. The blockade of TH+
cell death may be related to the blockade of the cell death
pathway by producing autophagic granules. The
mechanisms of autophagy in the cell death pathway are
unclear. If there is any relation between the blockade of
cell death and autophagy, we may speculate that
autophagic structures play a role in blocking the cell death
pathway. If so, it can be also speculated that defects in
autophagy have serious consequences, and that these can
be linked to neurodegenerative disease. In addition, it
may be of some value in the treatment of Parkinson’s
disease or in reducing the risk of neurodegeneration.

These results raise the possibility that the existing
autophagy in neurons in the MPTP model of Parkinson’s
disease may provide an important clue as to the
neurodegenerative mechanism. The possibility of
producing an autophagic structure may protect the cells,
and defects or insufficiencies in this process may lead the
cells to die in neurodegenerative diseases.

Corresponding author:

Emin OZTAS

Department of Medical Histology and Embryology
Gllhane Military Medical Academy

06018 Etlik, Ankara - TURKEY

e-mail: eminoztas@gata.edu.tr

emino55@yahoo.com

4.  langston JW, Ballard P, Tetrud JW et al. Chronic Parkinsonism in
humans due to a product of meperidine-analog synthesis. Science
219: 979-980, 1983.

5. Baba M, Takeshige K, Baba N et al. Ultrastructural analysis of the
autophagic process in yeast: detection of autophagosomes and
their characterization. J Cell Biol Mar; 124: 903-913, 1994.

6.  Mortimore GE, Miotto G, Venerando R et al. Autophagy. Subcell
Biochem 27: 93-135, 1996.



13.

14.

15.

Vittorini S, Paradiso C, Donati A et al. The age-related
accumulation of protein carbonyl in rat liver correlates with the
age-related decline in liver proteolytic activities. J Gerontol A Biol
Sci Med Sci Aug; 54: B318-323, 1999.

Clarke PG. Developmental cell death: morphological diversity and
multiple mechanisms. Anat Embryol (Berl) 181: 195-213,1990.

Roizin L, Stellar S, Willson N et al. Electron microscope and
enzyme studies in cerebral biopsies of Huntington’s chorea. Trans
Am Neurol Assoc 99:240-243, 1974.

Cataldo AM, Hamilton DJ, Nixon RA. Lysosomal abnormalities in
degenerating neurons link neuronal compromise to senile plaque
development in Alzheimer’s disease. Brain Res Mar; 21; 640:68-
80, 1994.

Anglade P, Vyas S, Javoy-Agid F et al. Apoptosis and autophagy in
nigral neurons of patients with Parkinson’s disease. Histol
Histopathol Jan; 12: 25-31, 1997.

Bauvy C, Gane P, Arico S et al. Autophagy delays sulindac sulfide-
induced apoptosis in the human intestinal colon cancer cell line
HT-29. Exp Cell Res Aug 15; 268:139-149, 2001.

Jellinger KA, Stadelmann CH. The enigma of cell death in
neurodegenerative disorders. J Neural Transm Suppl 60: 21-36,
2000.

Kotoulas OB, Kalamidas SA, Miles P et al. An electron microscopic
and biochemical study of the effects of propranolol on the
glycogen autophagy in newborn rat hepatocytes. Histol
Histopathol Jun; 18: 811-818, 2003.

Singer T, Ramsay R. Mechanism of the neurotoxicity of MPTP.
FEBS Lett 274: 1-8 1990.

16.

17.

18.

19.

20.

21.

22.

E. OZTAS, T. TOPAL

Waguri S, Kohmura M, Gotow T et al. The induction of
autophagic vacuoles and the unique endocytic compartments, C-
shaped multivesicular bodies, in GH4C1 cells after treatment with
17beta-estradiol, insulin and EGF. Histol Cytol Dec; 62: 423-434,
1999.

Gomez-Santos C, Ferrer |, Santidrian AF et al. Dopamine induces
autophagic cell death and alpha-synuclein increase in human
neuroblastoma SH-SY5Y cells. J Neurosci Res 73: 341-350,
2003.

Webb JL, Ravikumar B, Atkins J et al. Alpha-Synuclein is degraded
by both autophagy and the proteasome. J Biol Chem 278:
25009-25013, 2003.

Jellinger KA, Stadelmann CJ. Problems of cell death in
neurodegeneration and Alzheimer’s Disease. J Alzheimers Dis 3:
31-40, 2001.

Stefanis L, Larsen KE, Rideout HJ et al. Expression of AS3T
mutant but not wild-type alpha-synuclein in PC12 cells induces
alterations of the ubiquitin-dependent degradation system, loss of
dopamine release, and autophagic cell death. J Neurosci 21:
9549-60, 2001.

Ravikumar B, Duden R, Rubinsztein DC. Aggregate-prone
proteins with polyglutamine and polyalanine expansions are
degraded by autophagy. Hum Mol Genet 11: 1107-1117, 2002.

Jackson-Lewis V, Jakowec M, Burke RE et al. Time course and
morphology of dopaminergic neuronal death caused by the
neurotoxin 1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine.
Neurodegeneration 4: 257-269, 1995.

299



