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Lack of Parkin Anticipates the Phenotype and Affects
Mitochondrial Morphology and mtDNA Levels in a Mouse
Model of Parkinson’s Disease
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PARK2 is the most common gene mutated in monogenic recessive familial cases of Parkinson’s disease (PD). Pathogenic mutations cause
a loss of function of the encoded protein Parkin. ParkinKO mice, however, poorly represent human PD symptoms as they only exhibit
mild motor phenotypes, minor dopamine metabolism abnormalities, and no signs of dopaminergic neurodegeneration. Parkin has been
shown to participate in mitochondrial turnover, by targeting damaged mitochondria with low membrane potential to mitophagy. We
studied the role of Parkin on mitochondrial quality control in vivo by knocking out Parkin in the PD-mito-PstI mouse (males), where the
mitochondrial DNA (mtDNA) undergoes double-strand breaks only in dopaminergic neurons. The lack of Parkin promoted earlier onset
of dopaminergic neurodegeneration and motor defects in the PD-mito-PstI mice, but it did not worsen the pathology. The lack of Parkin
affected mitochondrial morphology in dopaminergic axons and was associated with an increase in mtDNA levels (mutant and wild type).
Unexpectedly, it did not cause a parallel increase in mitochondrial mass or mitophagy. Our results suggest that Parkin affects mtDNA
levels in a mitophagy-independent manner.
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Introduction
Parkinson’s disease (PD) is the second most common progressive
neurodegenerative disease after Alzheimer’s disease. The classical
motor symptoms are caused by striatal dopamine (DA) deple-

tion, consequent to the progressive loss of dopaminergic neurons
in the substantia nigra (SN; Dauer and Przedborski, 2003; Braak
et al., 2004).

Over the last few decades, increasing relevance has been given
to the role that mitochondrial defects play in the etiology of PD.
Disruption of oxidative phosphorylation (OXPHOS), particu-
larly Complex I, is believed to contribute to neuronal loss in PD
(Schapira et al., 1990a,b). Nigrostriatal dopaminergic neurons in
both PD and aged individuals also show Complex IV dysfunc-
tions (Bender et al., 2006; Kraytsberg et al., 2006) and reduction
of Complex I and Complex II subunits (Grünewald et al., 2016).
Mitochondrial DNA (mtDNA) is also affected in PD patients:
dopaminergic neurons in both individuals with PD and aged
individuals have high levels of mtDNA deletions (Bender et al.,
2006; Kraytsberg et al., 2006); single dopaminergic neurons from
PD patients with Complex I and II defects, show low abundance
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Significance Statement

Parkinson’s disease is characterized by progressive motor symptoms due to the selective loss of dopaminergic neurons in the
substantia nigra. Loss-of-function mutations of Parkin cause some monogenic forms of Parkinson’s disease, possibly through its
role in mitochondrial turnover and quality control. To study whether Parkin has a role in vivo in the context of mitochondrial
damage, we knocked out Parkin in a mouse model in which the mitochondrial DNA is damaged in dopaminergic neurons. We
found that the loss of Parkin did not exacerbate the parkinsonian pathology already present in the mice, but it was associated with
an increase in mtDNA levels (mutant and wild-type) without altering mitochondrial mass. These results shed new light on the
function of Parkin in vivo.
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of the mtDNA transcription factors TFAM (transcription factor
A, mitochondrial) and TFB2M (mitochondrial transcription fac-
tor B2; Grünewald et al., 2016). Moreover, patients harboring
mutations in polymerase �, which cause mtDNA abnormalities,
exhibit dopaminergic neurodegeneration and Lewy body accu-
mulation (Reeve et al., 2013).

PARK2 is one of the genes mutated in the rare cases of familial
PD (Kitada et al., 1998), and its mutations are the most frequent
cause of autosomal recessive, early-onset, and juvenile PD. Par-
kin, its encoded protein, is also downregulated in sporadic PD,
supporting its importance in the pathophysiology of this disease
(LaVoie et al., 2005; Shin et al., 2011). Parkin is a ubiquitin ligase
involved in many mitochondrial pathways, as follows: it induces
the clearance of dysfunctional mitochondria through mitophagy
(Koh and Chung, 2010; Narendra and Youle, 2011), it influences
mitochondrial biogenesis by ubiquitination of PARIS (PGC-1�
[Peroxisome proliferator-activated receptor gamma coactivator
1-alpha] transcriptional repressor; Lee et al., 2017); and it can
regulate mitochondrial movement by regulating Miro (Wang et
al., 2011; Gaweda-Walerych and Zekanowski, 2013). The crucial
role of Parkin in mitochondrial functions has been extensively
demonstrated in vitro, but in vivo studies have been less conclu-
sive, with controversial results depending on the animal model
involved. Parkin mutant Drosophila displays flight muscle de-
fects, locomotive behavioral problems, male sterility, and re-
duced life span (Greene et al., 2003). Parkin mutant flies are also
more susceptible to oxidative stress, some dopaminergic neu-
rons display shrinkage and abnormal morphology, and mito-
chondria are defective and swollen in muscle cells (Pickrell and
Youle, 2015). On the other side, ParkinKO mice do not show
typical signs of PD, including motor phenotypes, DA metabolism
abnormalities, or nigrostriatal degeneration (Goldberg et al.,
2003; Perez and Palmiter, 2005; Kitada et al., 2009). Accordingly,
ParkinKO mice do not have significant mitochondrial defects
(Damiano et al., 2014). One possible explanation for this phe-
nomenon is that a compensatory or an alternative mitochondrial
quality control mechanism takes over during development. The
fact that nigrostriatal degeneration does occur whether Parkin is
conditionally silenced after birth validates this hypothesis (Shin
et al., 2011). Another possibility is that age-related factors make it
difficult to reproduce the human phenotype in mice. Both ge-
netic and environmental factors influence the development of
PD, and aging is the most important risk factor in PD. mtDNA
damage also accumulates with aging, so the short life span of a
mouse would not allow for the accumulation of mitochondrial
dysfunction, which normally occurs in patients (Bratic and
Larsson, 2013). ParkinKO mice would not recapitulate PD phe-
notypes because they lack the pathogenic process of human aging
and, in particular, the accumulation of damaged mtDNA in do-
paminergic neurons. To investigate this possibility, we knocked
out Parkin in the PD-mito-PstI mouse, where mtDNA damage
accumulates specifically in dopaminergic neurons. Using this ge-
netic mouse model, we combined a heritable cause of PD (Parkin
loss of function) with an acquired insult (mtDNA damage) that
has been observed in normal aging.

Materials and Methods
Animals. All mice procedures were performed according to a protocol
approved by the University of Miami. Mice were housed in a virus
antigen-free facility at the University of Miami in a 12 h light/dark cycle
at room temperature and fed ad libitum with a standard rodent diet.

The generation of PD-mito-PstI transgenic was previously described
(Pickrell et al., 2011a). Briefly, a mammalian version of the bacterial PstI

gene was positioned downstream of a 5� mitochondrial targeting se-
quence from human COX VIII gene (cytochrome c oxidase subunit
VIII). The intervening sequence 8 (IVS8) was introduced between the
tetracycline response element (TRE) promoter sequence and the mito-
PstI coding sequence. Mice were crossed with transgenic mice harboring
one allele for a dopamine transporter (DAT)-driven tetracycline trans-
activator (tTA) protein (Cagniard et al., 2006). PD-mito-PstI animals
with or without Parkin were always compared with control animals har-
boring the DAT-tTA allele with or without Parkin (DAT � PstI �).

PD-mito-PstI mice were crossed with ParkinKO mice [B6.129S4-
Park2tm1Shn/J (https://www.jax.org/strain/006582), The Jackson Labo-
ratory] in which most of exon 3 was replaced in frame by the coding
sequence of EGFP. Exon 3 skipping causes a missense mutation and
premature termination at a stop codon in exon 5 following 49 additional
out-of-frame amino acid residues (Goldberg et al., 2003). The nuclear
background of all the mouse models described here was C57BL/6J (back-
crossed at least 10 generations). Male mice were used in this study.

For the mitochondrial morphology studies, mice were crossed with
mito-eYFP mice that express a TRE promoter-regulated mitochon-
drial-targeted enhanced yellow fluorescent protein [eYFP; Chandrasek-
aran et al., 2006; C57BL/6-Tg(tetO-COX8A/EYFP)1Ksn/J (https://www.
jax.org/strain/006618), The Jackson Laboratory].

Pole test. Pole test for motor coordination/nigrostriatal dysfunction of
mice was previously described (Matsuura et al., 1997). Animals were
hung upright on a vertical (diameter, 8 mm; length, 55 mm) pole and
were given 3 min to change orientation and descend. Animals were given
three trials, and the average latency to descend to the base was recorded.
Failure to descend or fall from the pole was given a maximum time of
3 min.

Rotarod. Motor coordination was evaluated with a Rotarod (IITC Life
Science) designed for mice. Animals were tested with three runs on a
given day with one run for practice. A resting period of 120 s between
each run was given. Animals were required to position limbs to stay on a
rotating rod accelerating from 6 to 20 rpm over a 180 s time period. Mice
that completed the task received a final latency time of 180 s.

Activity monitoring. Spontaneous self-initiated movement was re-
corded using an activity cage setup (Columbus Instruments) designed
for mice. Animals were housed individually in a clean cage environment
30 min before their dark cycle and then monitored for a 12 h period
undisturbed. Ambulatory movement was defined by the number of in-
frared beam breaks that occurred inside of the cage for each 30 min
period recorded.

Open field test. Open field (Med Associates) consists of a chamber and
a system of 16 infrared transmitters that record the position of the animal
in the three-dimensional space. With this system, we recorded the hori-
zontal movement and the rearing activity. Animals were placed in the
chamber 30 min before the test, and the locomotor activities were re-
corded for 15 min.

Stereological neuron counting. Anesthetized mice were killed using cer-
vical dislocation. Brains were isolated, and the regions of interest were
dissected using a Mouse Brain Slicer Matrix (for midbrain, the region
between �1 and �4 mm from bregma; for striatum, the region between
�1 and �3 mm from bregma). Brain segments were submerged in 4%
paraformaldehyde (PFA) at 4°C overnight and then cryoprotected in a
30% sucrose solution. Brains were embedded in Tissue-Tek O.C.T. com-
pound (Sakura) and frozen by submersion into 2-methylbutane cooled
in liquid nitrogen. Sections were cut on a cryostat (30 �m sections were
used), and, starting from bregma �1 mm, the first 30 slides were dis-
carded. Dopaminergic neurons were counted in every fifth section, with
10 –12 total sections counted per individual animal. Slides were perme-
abilized with 0.4% Triton X-100, blocked for 1 h at room temperature
with normal goat serum (KPL), and incubated with primary antibody
(Ab) anti-tyrosine hydroxylase (TH; catalog #T1299, Sigma-Aldrich;
RRID:AB_477560) at 1:500. Secondary mouse-conjugated HRP anti-
body (KPL) was used for 1 h at room temperature. Slides were subse-
quently incubated with streptavidin-peroxidase (KPL) for 30 min,
visualized with 0.05% diaminobenzidine (DAB) for 7 min, and mounted
with glycerol.
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Stereology workstation program (StereoInvestigator, MicroBright-
Field) was used to quantify TH � neurons. According to the program, we
set a guard zone of 3 �m from the top and from the bottom of each
section that was not considered in the counting. The A9 area was outlined
using the 10� objective, and neurons were counted at 60� magnifica-
tion on an Olympus BX51 Microscope. A scan grid size was determined
to have at least 10 grid sites per section. The estimated numbers of dopa-
minergic neurons were calculated by counting TH � cells present in the
unbiased virtual inclusion counting frames. We accepted a coefficient of
error (Gundersen) of �0.15.

Western blotting. Protein extracts were prepared from isolated stria-
tum samples homogenized with a hand-held rotor (VWR) in PBS con-
taining a protease inhibitor cocktail (Roche). Samples were then snap
frozen twice in liquid nitrogen and stored at �80°C until use. Upon use,
SDS was added to the homogenate at a final concentration of 4%. Ho-
mogenates were then sonicated and centrifuged at 10,000 � g for 5 min,
and the supernatant was collected for analysis. Proteins were run on
4 –20% SDS-polyacrylamide gradient gel (Bio-Rad). The gel was blotted
on polyvinylidene fluoride (Bio-Rad) membrane. Membranes were
blocked in 1:1 Odyssey blocking solution (LI-COR) for 1 h at room
temperature.

Primary antibodies used were as follows: mouse anti-TH 1:1000 dilution
(catalog #T1299, Sigma-Aldrich; RRID:AB_477560), rabbit anti-DAT
1:1000 (catalog #D6944, Sigma-Aldrich; RRID:AB_1840807), mouse
�-tubulin 1:2000 (catalog #T9026, Sigma-Aldrich; RRID:AB_477593), rab-
bit anti-MAO 1:1000 (catalog #M1821, Sigma-Aldrich; RRID:AB_1841010),
mouse anti COMT 1:1000 (catalog #611970, BD Biosciences; RRID:
AB_399391), rabbit anti-Porin 1:2000 (catalog #4866, Cell Signaling
Technology; RRID:AB_2272627), mouse anti OXPHOS cocktail 1:1000
(catalog #ab110413, Abcam; RRID:AB_2629281), rabbit �-actin 1:5000
(catalog #A2066, Sigma-Aldrich; RRID:AB_476693), mouse anti p62
1:1000 (catalog #ab56416, Abcam; RRID:AB_945626), rabbit anti-LC3b
1:1000 (catalog #2775 and #2775S, Cell Signaling Technology; RRID:
AB_915950), optic atrophy protein 1 (OPA1; catalog #612606, BD Bio-
sciences; RRID:AB_399888), Mitofusin 2 (Mfn2; catalog #Ab56889,
Abcam; RRID:AB_2142629), Tim23 (catalog #611222, BD Biosciences;
RRID:AB_398754), PARIS (catalog #MABN476, Sigma-Aldrich; RRID:
AB_2688024). Secondary antibodies used were infrared-conjugated an-
tibodies anti-rabbit-700/anti-mouse-800 (Rockland) at 1:3000 to 1:5000
concentrations, respectively, and incubated at room temperature for 1 h.

Blots were visualized with an Odyssey Infrared Imaging System (LI-
COR). Optical density measurements were taken by default software
supplied by LI-COR on blots.

Dopamine and metabolite quantification. Dopamine and metabolite
quantification measurements were performed at the Vanderbilt Univer-
sity Neurochemistry Core Laboratory. Neurotransmitter and metabolite
levels were normalized to total protein. Determinations were achieved
using two dedicated Waters high-performance liquid chromatography
systems equipped with autosamplers and a Decade II electrochemical
detector.

Laser capture microdissection. Twenty micrometer sections were immu-
nostained for TH (catalog #T1299, Sigma-Aldrich; RRID: AB_477560) us-
ing HRP-conjugated secondary Ab and chromogenic substrate (DAB).
After dehydration, they were cleared with xylenes and air dried. Sections
were dried overnight in a chamber with desiccant chips (1 g each). TH �

neurons in the SN region were pooled from 10 slides per animal using an
LMD Laser Microdissection Microscope (Leica). DNA was extracted us-
ing the QIAmp DNA Micro Kit (Qiagen).

Real-time PCR. Total DNA was extracted with standard phenol/chlo-
roform/ethanol precipitation from striatum and from midbrain. To de-
termine the relative quantity of mtDNA in each sample, we used the
comparative Ct method (Schmittgen and Livak, 2008) normalizing to a
genomic DNA region. To estimate the levels of total mtDNA (full-length
and recombined), we designed primers to amplify mtDNA regions distal
to both PstI sites (COXI F, AGGCTTCACCCTAGATGACACA; COXI R,
GTAGCGTCGTGGTATTCCTGAA; and ND1 F, CAGCCTGACCCA
TAGCCATA; ND1 R, ATTCTCCTTCTGTCAGGTCGAA). To deter-
mine the relative quantity of only the full-length mtDNA in each sample,
we designed primers to amplify an mtDNA region inside PstI sites (ND4

F, GGAACCAAACTGAACGCCTA; ND4 R, ATGAGGGCAATTAGC
AGTGG). Primers for genomic DNA were as follows: �-Actin F, GCG
CAAGTACTCTGTGTGGA; and �-Actin R, CATCGTACTCCTGCT
TGCTG.

For quantification of mito-PstI deletions (recombinant mtDNA), we
used primers flanking the PstI breakpoint, normalized for primers am-
plifying an mtDNA region not affected by the PstI cleavage as follows: PstI
F, TTGCCCACTTCCTTCCACAAG; PstI R, GATGTCTCCGATG
CGGTTAT.

Targets were amplified with SsoAdvanced Universal SYBR Green Su-
permix (Bio-Rad) using the CFX96 Realtime PCR system (Bio-Rad) un-
der specified manufacturer conditions. Relative quantity was corrected
for relative PCR amplification efficiency using Bio-Rad CFX Manager
Software.

Southern blotting. Two micrograms of total DNA was digested with
EagI HF (NEB), separated on 0.7% agarose gel, and transferred to a
Zeta-probe GT Membrane (Bio-Rad). Probes to detect mtDNA were
amplified from genomic DNA isolated from striata of a C57BL/6J wild-
type mouse with Q5 Hot Start High-Fidelity DNA Polymerase (NEB).
Primers used to amplify the mtDNA probe, as follows: 15660 F, CTATC
CCCTTCCCCATTTGGTCTATTAAT; and 1078 R, GTCATGAAATCT
TCTGGGTGTAGG.

The following primers were used to amplify the nuclear DNA probe:
18S F, CCCGGGGAGGTAGTGACGAAAAAT; and 18S R, CCGGAC
ATCTAAGGGCATCACAG.

Amplified DNA was purified, labeled with [�- 32P]dCTP using a Ran-
dom Primed DNA Labeling Kit (Roche Applied Science) and cleaned
with G-50 Sephadex Quick Spin Columns (GE Healthcare). Detection
and densitometric quantification of mtDNA and 18S recombinant DNA
signals was performed with the Cyclone Plus Phosphor Imager equipped
with the Optiquant software (PerkinElmer).

Long-range PCR. Long-range PCR to detect DNA lesions followed the
protocol of Furda et al. (2012). In brief, striatal DNA was isolated using a
DNeasy Blood and Tissue Kit (Qiagen). Five hundred nanograms of
DNA was digested for 2 h with HaeII enzyme at 37°C to linearize mtDNA.
Fifteen nanograms of DNA was amplified to generate a 10 kb fragment
using a Long-Range PCR Polymerase (Takara). Values from 10 kb am-
plification were normalized to values from a 117 bp mtDNA product.

The primers for 10 kB fragment amplification were as follows: 3278 F,
GCCAGCCTGACCCATAGCCATAATAT; and 13337 R, GAGAGATTT
TATGGGTGTAATGCGG.

The primers for 117 bp fragment amplification were as follows: 13597 F,
CCCAGCTACTACCATCATTCAAGT; and 13688 R, GATGGTTTGG
GAGATTGGTTGATGT.

Mitochondrial counting analysis. FIJI software was used to evaluate
mitochondrial size and number in dopaminergic axons. Mice expressing
mito-eYFP were perfused with 4% PFA, brains were removed, and 50 �m
sections were cut with a vibratome. Z-stack images were taken at 40�
with a minimum of 10 layers per figure. The Z-stack file was then opened
in FIJI. An overlay of the images was created and converted to 8 bit, and
the colors were inverted. Threshold was set at 230. Single axons were
selected freehand, and particles were analyzed (size 1 to infinity). Neurite
length was then measured with the Simple Neurite Tracer plugin. Mito-
chondria numbers were normalized per axon length. Mitochondria sizes
were divided into four groups (1–5, 5–10, 10 –20, and �20 �m 2). Three
to five neurites were analyzed per slice, and three to five slices were analyzed
per mouse with a range of particles/mouse between 243 and 750.

Experimental design and statistical analysis. The experimental design for
different experiments is described in the previous subsections. Post hoc
power for behavioral studies was 0.66. A one-way ANOVA was performed
for multiple comparisons with Tukey post hoc analysis; p � 0.05 determined
significance. When two groups of animals were compared, a t test was per-
formed (indicated as a “T” in the figures). The number of observations per
animal used in each experimental series was included in the figure legends
(*p � 0.05, **p � 0.01, ***p � 0.005). The exact p values were indicated in
the manuscript. GraphPad (GraphPad Software) was used to perform sta-
tistical analysis. Detailed statistical analyses are described in Figures 1-2
available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-2,
1-3 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-3,
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1-4 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-4,
1-5 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-5,
3-2 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f3-2,
4-2 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f4-2,
4-3 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f4-3,
and 5-1 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f5-1.

Results
Creating a mouse model with Park2 knocked out in neurons
with damaged mtDNA
PD-mito-PstI mice express a mitochondrial-targeted endonuclease
(mito-PstI) under the indirect control of the DAT promoter. Mito-
PstI causes two sequence-specific double-strand breaks (DSBs) in
the mtDNA of dopaminergic neurons (Pickrell et al., 2011a), leading
to mtDNA depletion and, to a lesser extent, to the formation of
recombinant mtDNA molecules (Srivastava and Moraes, 2005;
Fukui and Moraes, 2009; Pickrell et al., 2011b). PD-mito-PstI
mice show a clear and progressive parkinsonian phenotype with
loss of TH� neurons, striatal DA depletion, and motor coordi-
nation defects (Pickrell et al., 2011a).

ParkinKO mice were generated by deleting exon 3 of PARK2
(Goldberg et al., 2003). They are viable and fertile without obvi-
ous abnormalities, have normal brain morphology, and have no
significant alterations in their general behavior. The only disrup-
tion detected in the nigrostriatal system of ParkinKO mice is an
elevated level (20%) of extracellular DA in the striatum due to
defective reuptake (Jiang et al., 2004; Oyama et al., 2010).

We crossed the PD-mito-PstI with ParkinKO animals to obtain
ParkinKO-PD-mito-PstI. In the PD-mito-PstI and ParkinKO-PD-

mito-PstI mice, mito-PstI expression was continuously induced
from birth. Both mouse models were born at expected Mendelian
ratios and appeared normal at birth, apart from a small but signifi-
cant decrease in body weight as previously reported (Kim et al.,
2011). ParkinKO-PD-mito-PstI mice had reduced body weight,
starting from 2 months of age and persisting until 12 months of
age (Fig. 1A). The life span of PD-mito-PstI mice was not altered
by the lack of Parkin up to 24 months.

The lack of Parkin anticipates but does not worsen motor
behavior in PD-mito-PstI mice
We performed behavioral testing (Meredith and Kang, 2006) to
determine whether the lack of Parkin combined with damaged
mtDNA worsened the motor defects in the PD-mito-PstI mice.
We used an ambulatory activity cage to measure spontaneous
horizontal activity and exploration time for a period of 12 h. At 2
months of age, we observed that ParkinKO-PD-mito-PstI mice
moved significantly less in the cage compared with PD-mito-PstI
mice (Fig. 1B), but this difference between the two groups was not
significant at later time points (4, 8, and �12 months of age; Fig. 1-1
available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.
f1-1), suggesting that the loss of Parkin anticipates the onset but
does not worsen the motor impairment in this model. When we
tested 2-month-old mice for coordination (pole test, Rotarod)
and with other motor tests (open field), we found that ParkinKO-
PD-mito-PstI mice had some degree of motor impairment com-
pared with control mice (Fig. 1D,F), but we did not detect any
difference when we compared them to PD-mito-PstI mice (Fig.
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Figure 1. Locomotive phenotypes in ParkinKO PD-mito-PstI mice. A, Weight measurements (grams) taken at 2, 4, 8, and 12 months of age (n � 15/group). Error bars 	 SEM (statistics are
detailed in Fig. 1-2). B, Locomotive activity of 2-month-old animals measured by the number of beam breaks that occurred in an activity cage during nocturnal hours (12 h; n � 6 – 8/group). Error
bars 	 SEM. *Cntrl/ParkKO-PD-mitoPstI, #Cntrl/PD-mitoPstI, $PD-mitoPstI/ParkKO-PD-mitoPstI, &ParkKO/ParkKO-PD-mitoPstI (statistics are detailed in Fig. 1-3 available at https://doi.org/10.
1523/JNEUROSCI.1384-17.2017.f1-3). C–F, Coordination tests performed on 2-month-old animals: pole test (n � 14 –23/group; C); Rotarod (n � 7–9/group; D); open field, measurement of total
distance traveled on a 15 min period (n � 7–10/group; E); and open field, measurement of rearing activity (n � 7–10; F; statistics are detailed in Fig. 1-4 available at https://doi.org/10.1523/
JNEUROSCI.1384-17.2017.f1-4). *p � 0.05, **p � 0.01, ***p � 0.001. Figure 1-1 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-1 describes the same behavioral analyses in
older mice (statistics are detailed in Fig. 1-5 available at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-5).
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1C–F), indicating that the lack of Parkin did not worsen the
motor phenotype already present in the PD-mito-PstI mice at 2
months of age. We tested the mice for the same motor skills at
later time points (4, 8, and �12 months of age), but we did not
detect any significant difference between PD-mito-PstI mice
with or without the expression of Parkin (Fig. 1–1 available at
https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f1-1).

Loss of endogenous Parkin anticipates neuropathological
signs in PD-mito-PstI mice
We previously reported that the earliest time point when we ob-
served a significant loss of TH� cells in the SN of PD-mito-PstI
mice was 8 months (Pickrell et al., 2011a; Fig. 2E,F). We tested
whether the absence of Parkin worsened the dopaminergic neu-
rodegeneration present in the PD-mito-PstI mice. We found that
TH� neurons were decreased in the SN (A9) of the ParkinKO-
PD-mito-PstI mice already at 4 months of age (Fig. 2A,B; p �
0.009). We noticed that ParkinKO-PD-mito-PstI mice showed a

decreased number of TH� neurons also in the VTA (A10) at 4
months (Fig. 2A,B; p � 0.0026) and at 8 months (Fig. 2E,F; p �
0.0016). These data suggest that the lack of Parkin exacerbated
the neurodegenerative process.

The SN neurons project their axons to the striatum. The degen-
eration of these dopaminergic axons and the consequent depletion
of dopamine in the striatum is the cause of the motor impairments in
PD. We previously showed that in PD-mito-PstI mice the striatal
content of TH and DAT (indicative of the presence of dopaminergic
axons) was reduced already at 4 months, before the degeneration of
the cell body in the substantia nigra (Pickrell et al., 2011a). We per-
formed immunostaining and Western blot assays using anti-TH and
anti-DAT antibodies in the ParkinKO-PD-mito-PstI mice, and, al-
though TH levels were reduced in the striatum at both 4 months
(Fig. 2D; p � 0.021) and 8 months (Fig. 2H; p � 0.0028), we did not
detect significant changes compared with the PD-mito-PstI mice.
The absence of Parkin also did not affect the levels of DAT in the
striatum (Fig. 2C,D,G,H).

PD-mito-PstI

PD-mito-PstI

ParkKO-PD-mito-PstI

4 
m

on
th

s
8 

m
on

th
s

A B

E F

C D

0

5000

10000

15000

TH
+ 

ce
lls

**

A9 4months

0

5000

10000

15000

TH
+ 

ce
lls

A9 8months

**
**

0

2000

4000

6000

8000

10000

TH
+ 

ce
lls

Cntrl

PD-mito-PstI

ParkKO

ParkKO-PD-mitoPstI

**
**

A10 4months

0

5000

10000

15000

TH
+ 

ce
lls

Cntrl

PD-mito-PstI

ParkKO

ParkKO-PD-mitoPstI

A10 8months

**
*

ParkKO
ParkKO

PD-mito-PstI
TH

Tubulin

Cntrl PD-mito-PstI

DAT

4 
m

on
th

s

0.0

0.5

1.0

1.5

O
.D

. n
or

m
al

iz
ed

 to
 α

- t
ub

ul
in Cntrl

PD-mito-PstI

ParkKO

ParkKO-PD-mitoPstI

*
*

TH DAT

0.0

0.5

1.0

1.5

O
.D

. n
or

m
al

iz
ed

 to
 α

- t
ub

ul
in Cntrl

PD-mito-PstI

ParkKO

ParkKO-PD-mitoPstI

**
**

**
**

TH DAT

ParkKO-PD-mito-PstI

G
H

TH

Tubulin

DAT
TH

ParkKO
ParkKO

PD-mito-PstICntrl PD-mito-PstI

8 
m

on
th

s

75

50

62

75

50

62

62
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We then quantified the amount of dopamine and its down-
stream metabolites dihydroxyphenylacetic acid (DOPAC),
3-methoxytyramine (3-MT), and homovanillic acid (HVA) in
freshly isolated striatum samples from animals of different ages.
Although DA levels were markedly reduced in ParkinKO-PD-
mito-PstI mice compared with control animals already at 4
months of age (Fig. 3A), the absence of Parkin had no effect at 4,
8, or 12 months of age (Fig. 3A and Fig. 3-1 available at https://
doi.org/10.1523/JNEUROSCI.1384-17.2017.f3-1), which is con-
sistent with our finding that there are similar amounts of inner-
vating fibers in these mice. However, we noticed higher levels of
3-MT and HVA both in the absolute quantification and after nor-
malization for dopamine levels (Fig. 3B; p � 0.0001) in ParkinKO-
PD-mito-PstI compared with PD-mito-PstI mice. This increase in
dopamine metabolites despite equal amounts of striatal DA suggests
that the loss of Parkin affects the turnover rate of DA in the surviving
TH� neurons.

Monoamine oxidase (MAO) and catechol O-methyltransferase
(COMT) are the two main enzymes involved in the turnover of
DA (Fig. 3C). After the release in the synaptic cleft, the extracel-
lular DA has to be removed, and it is either recycled after reuptake
by dopaminergic neurons or degraded after uptake by glial cells
(Vaughan and Foster, 2013). In the dopaminergic neurons, DA is
degraded to DOPAC by MAO. In the glial cells, DA is degraded by
MAO and also by COMT to HVA (Meiser et al., 2013). To analyze
whether the increase of DA metabolites in the striata of ParkinKO
mice was due to increased activity of these enzymes, we per-
formed a Western blot probing for anti-MAO-B and anti-
COMT. We did find a small but significant increase in the
concentration of COMT in the striatum of 4 months old
ParkinKO and ParkinKO-PD-mito-PstI mice (Fig. 3D,E; p �
0.019) that could explain the accelerated metabolism of DA in the
absence of Parkin. COMT is prevalently expressed by glial cells
(Myöhänen et al., 2010). Since in our mice Parkin is knocked out
ubiquitously, we believe that this effect is due to the lack of
Parkin in striatal glial cells. At later time points (8 and 12

months), we also found an increase in MAO-B (Fig. 2-1E,F avail-
able at https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f2-1).

MtDNA levels are increased in mice lacking
endogenous Parkin
Parkin was shown to participate in the clearance of mitochondria
with damaged mtDNA in cultured cells (Suen et al., 2010). Mito-
PstI promotes DSB in two mtDNA sites, causing mainly mtDNA
depletion and, to a smaller extent, the generation of recombined
mtDNA. To analyze how the absence of Parkin affects mitochon-
dria with damaged mtDNA, we measured the levels of different
types of mtDNA alterations (depletion, deletions, and oxidative
lesions) in ParkinKO-PD-mito-PstI mice and relative controls.

To measure relative mtDNA levels in the cell bodies of dopa-
minergic neurons, we isolated TH� cells by laser capture micro-
dissection (LCM) after staining consecutive midbrain slices. We
extracted the DNA from the collected cells and measured the
mtDNA copy number using quantitative real-time qPCR. To de-
termine the relative levels of total mtDNA in each sample, we
used a primer set that amplifies an mtDNA region between one of
the PstI sites and the D-loop (Pickrell et al., 2011a; Fig. 4A, COXI
region). As expected, mtDNA levels were reduced in the PD-
mito-PstI mice compared with controls, but we detected higher
levels of total mtDNA in ParkinKO-PD-mito-PstI mice com-
pared with PD-mito-PstI mice (Fig. 4B). Likewise, ParkinKO
TH� neurons also had more mtDNA than in wild-type mice (Fig.
4B).

The axons of dopaminergic neurons project to the striatum.
By using qPCR and Southern blot analysis, we assessed the
mtDNA levels in striatal homogenates. It is important to note
that, while we used LCM for dissecting dopaminergic cell bodies,
we used homogenized striatal tissue for the analysis of the axons.
The manually isolated striatal region is enriched in dopaminergic
terminals but also contains different cell populations and differ-
ent neuronal terminals. Also in striata homogenates, higher levels
of total mtDNA were detected in ParkinKO-PD-mito-PstI mice
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compared with PD-mito-PstI mice (Fig. 4C,D). After being
cleaved by mito-PstI, mtDNA undergoes depletion and, albeit at
low levels, recombination between the two PstI sites (Pickrell et
al., 2011a). Because Parkin is supposed to target damaged mito-
chondria to mitophagy, we expected mice lacking Parkin to
accumulate defective mitochondria with deleted mtDNA mole-
cules. We designed primers flanking the PstI sites to specifically
amplify the breakpoint region (Fig. 4A, arrows). A qPCR of DNA
from striata of the different groups of mice showed higher levels
of recombinant mtDNA in the ParkinKO-PD-mito-PstI mice
compared with PD-mito-PstI mice (Fig. 4F) and lower levels of
full-length mtDNA (Fig. 4E).

To analyze whether the mtDNA in ParkinKO-PD-mito-PstI
striata mice accumulated oxidative damage, we performed a pre-
viously characterized quantitative long-range PCR approach (see
Materials and Methods). This assay is based on the observation
that different types of damage (e.g., single-strand breaks, oxida-
tive modifications, abasic sites, and bulky adducts) slow down or
halt TaqDNA polymerase progression, resulting in reduced am-
plification yield (Santos et al., 2006; Maslov et al., 2013). We used
two pairs of primers in separate reactions, one amplifying a 10 kb
fragment, which is susceptible to impaired amplification, and a
second, which amplifies a 117 bp internal control fragment, not
expected to be significantly affected by these modifications.
(Furda et al., 2012). When we analyzed mtDNA from striata of
4-month-old mice, we found that mtDNA from PD-mito-PstI
and ParkinKO-PD-mito-PstI mice showed reduced amplifications
when compared with controls, indicating increased mtDNA damage
associated with the presence of mito-PstI. There were no significant
changes between PD-mito-PstI and ParkinKO-PD-mito-PstI
mice, suggesting either that the accumulation of base modifica-
tions is not exacerbated by the absence of Parkin or that the
method is not sensitive enough to differentiate already markedly
impaired amplifications (Fig. 4G,H).

We performed the same analysis in the mtDNA at later time
points (12 and 19 months) by analyzing both striatum and
dissected midbrain, but we did not detect any changes in the
mtDNA, probably because of the depletion of dopaminergic ax-
ons and neurons at these ages (Fig. 4-1 available at https://doi.
org/10.1523/JNEUROSCI.1384-17.2017.f4-1).

Mito-PstI and lack of Parkin did not lead to A10 cortical
axon degeneration
As part of the meso-cortico-limbic pathway, part of VTA dopa-
minergic neurons project their axons to the cortex, specifically to
the prefrontal and cingulate cortex. In PD, the VTA neurons
(A10) are relatively spared. In our PD-mito-PstI mice, we did not
detect a depletion of A10 neurons, while in ParkinKO-PD-mito-
PstI mice there is already a 50% decrease of A10 cells early in the
course of the disease (Fig. 2B). To investigate whether the degen-
erating cells were the ones projecting to the cortex, we analyzed
cortices in 12-month-old animals. The content of cortical TH was
much lower compared with striatal TH, but the expression of
mito-PstI did not cause any further TH depletion in this region
(Fig. 5A). We then analyzed the mtDNA depletion and recombi-
nation by Southern blot and found an accumulation of recombi-
nant mtDNA molecules in cortices of 12-month-old animals
(Fig. 5B,C,G). The mtDNA accumulation was not accompanied
by an increase in Porin, indicating that also in this region, mito-
chondrial mass was not affected.

Full-length mtDNA was slightly decreased in cortex of mito-
PstI-expressing mice. The absence of Parkin resulted in even
higher levels of deleted mtDNA (Fig. 5E–G). It is interesting to

note that mito-PstI-generated deletions are usually present at
very low levels, detectable only by qPCR. However, in this case the
deleted mtDNA was clearly detected by Southern blot.

Lack of Parkin modified mitochondrial morphology but not
total mitochondrial mass
The fact that the recombinant mtDNA was increased in the mice
lacking Parkin is compatible with the suggested role of Parkin in
the clearance of mitochondria with damaged mtDNA by mitophagy.
To study the state of mitochondria and the activation of mitophagy
in our mice, we analyzed mitochondrial and mitophagy markers.

Porin, Tim23, and several OXPHOS proteins (ATP5a, UQRC2,
mtCO1, SDHB, and NDUFB8) were not changed in 4-month-old
mice lacking Parkin (Fig. 6A), suggesting that mitochondrial
mass was not altered by the lack of Parkin. Likewise, we did not
observe a change in the levels of PARIS, a repressor of PGC-1�
(Fig. 6A). When we measured p62 and LC3b (autophagy
markers), we also did not detect significant changes (Fig. 6B).
We performed the same quantification in older mice (12
months old) obtaining the same results (Fig. 4-1 I, J available at
https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f4-1).

Because mtDNA was increased but total mitochondrial mass
was not, we analyzed mitochondrial morphology of mice lacking
Parkin and controls. To do so, we crossed our mice with TRE-
mito-eYFP mice that express eYFP targeted to the mitochondria
(Chandrasekaran et al., 2006). Using Fiji software (see Materials
and Methods), we were able to quantify axonal mitochondria
in dopaminergic neurons and separate them into four groups
depending on their size. We analyzed midbrain slices from
4-month-old animals, and we observed a small but significant
decrease in mitochondrial number only in the dopaminergic ax-
ons of ParkinKO-PD-mito-PstI mito-eYFP mice (Fig. 6C). When we
analyzed mitochondrial size, we observed that the lack of Parkin
led to the accumulation of larger mitochondria (Fig. 6D,E). We
also examined the steady-state levels of the following two pro-
teins associated with mitochondrial dynamics: Mfn2 and OPA1,
which is involved in the fusion of the outer and the inner mito-
chondrial membrane, respectively. Although we did not detect
changes in Mfn2 levels, there was a slight decrease in OPA1 (long
form) levels in striatal homogenates from 4- and 12-month-old
animals (Fig. 6B and Fig. 4-1 J available at https://doi.org/10.
1523/JNEUROSCI.1384-17.2017.f4-1).

Discussion
Park2 is one of the confirmed genes mutated in monogenic forms
of Parkinson’s disease, but the loss of Parkin does not severely
affect the nigrostriatal pathway in mice (Goldberg et al., 2003;
Von Coelln et al., 2004; Perez and Palmiter, 2005). A few possible
explanations have been proposed for this observation. Mitochon-
drial defects accumulate with aging and play a role in the pathol-
ogy of PD. It is possible that mitochondrial dysfunctions in mice
do not reach thresholds high enough for the loss of Parkin to have
any detrimental effect (LaFrance et al., 2005), but this hypothesis
is conflicting with the clearly severe effects that Parkin loss has in
even more short-lived organisms such as zebrafish and Drosophila
(Hattori et al., 1998; Greene et al., 2003; Flinn et al., 2009). An-
other hypothesis is that other pathways such as unselective mac-
roautophagy or the recently described Rheb mitophagic pathway,
which controls basal levels of mitochondria in normal condi-
tions, compensate for the loss of Parkin (Hara et al., 2006; Melser
et al., 2013). Finally, knocking out Parkin in the mouse germline
could also induce compensatory mechanisms, and the fact that
deleting the Parkin gene after development does cause dopami-
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nergic neurodegeneration corroborates this hypothesis (Shin et
al., 2011; Stevens et al., 2015).

Other groups have crossed mouse models of mitochondrial
dysfunction with the ParkinKO mouse and, depending on the
type of mitochondrial insult, different results have been reported.
In TFAM KO-ParkinKO mice, where TFAM is specifically knocked
out in dopaminergic neurons, there was no worsening of dopa-
minergic neurodegeneration (Sterky et al., 2011). In this case, it
has been proposed that the rapid depletion of mtDNA and neu-
rodegeneration may not allow enough time for it to be partially
compensated by endogenous Parkin. In addition, there are re-
ports that the loss of Parkin did not worsen motor phenotypes in
two mouse models affecting mitochondrial fission and fusion
[Purkinje cell-specific dynamin-related protein 1 (Drp-1) KO
mice; Lee et al., 2012] and dopaminergic neuron-specific Mfn2
KO mice (Kageyama et al., 2012; Lee et al., 2012). However, it has
been shown that the loss of Drp-1 or Mfn2 in a cell culture does
not cause sufficient mitochondrial dysfunction to recruit Parkin
(Narendra et al., 2008; Tanaka et al., 2010). On the other hand,
two recent publications showed that the lack of Parkin exacer-
bates neurodegeneration in two mouse models of PD obtained by
increasing mtDNA mutations. In the Mutator mouse, the lack of
Parkin combined with the accumulation of mtDNA mutations
was associated with neurodegeneration, striatal DA depletion
and parkinsonian-like phenotypes, which were absent in the Mu-
tator mouse alone (Pickrell et al., 2015). In the Twinkle-TG
mouse, in which mtDNA deletions are increased specifically in

substantia nigra, the absence of Parkin led to higher mtDNA
deletion levels, lower mitochondrial function and membrane po-
tential, and severe neurobehavioral deficits at 19 months (Song et
al., 2017).

Our results showed that the lack of Parkin mildly accelerated,
but overall did not worsen, the motor defects and the dopami-
nergic neurodegeneration present in the PD-mito-PstI mice. A
curious observation was the fact that dopamine metabolism was
affected by the lack of Parkin: we detected an increase in COMT
and later an increase in MAO, enzymes involved in the metabo-
lism of dopamine. Parkin overexpression was shown to reduce
MAO expression in cultured cells (Jiang et al., 2006). Because
COMT is present mostly in glial cells, we suggest that the COMT
increase was due to the lack of Parkin in the glial cells rather than
in the dopaminergic striatal axons.

Another novel observation obtained from our analysis is that
the lack of Parkin resulted in an increase of mtDNA levels in
midbrain (Fig. 4-1B, homogenates, available at https://doi.org/
10.1523/JNEUROSCI.1384-17.2017.f4-1 and Fig. 4B, LCM mi-
crodissected neurons) and striata (Fig. 4D) of 4-month-old mice.
These changes were not observed at later time points, likely be-
cause of neuronal (and axonal) loss.

Recent work showed that the loss-of-function mutations in
Parkin and PINK1 in Drosophila lead to the accumulation of
dysfunctional mitochondria due to defective mitophagy halting
mitochondrial protein turnover (Burman et al., 2012; Vincow et
al., 2013). Despite our results being compatible with the previ-
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ously suggested mechanistic mitophagy model, it is important to
analyze them without a preconceived notion. In fact, although
the levels of mtDNA were increased, we could not detect a corre-
sponding increase in mitochondrial proteins in striatal samples,
and markers of mitophagy (LC3b and p62) were also unchanged.

Interestingly, when we analyzed axonal mitochondrial num-
ber and morphology in the midbrain of ParkinKO-PD-mito-PstI
mice, we observed a clear shift from small-sized to enlarged or-
ganelles. The number of total mitochondria was decreased. This
would suggest that the fusion/fission process in defective mito-
chondria is affected by the absence of Parkin. This phenomenon
could be explained by the fact that, in pathological conditions,
Parkin inhibits the fusion of defective mitochondrial by the ubiq-
uitination of Mfn2 (Poole et al., 2010; Ziviani et al., 2010). When
we analyzed Mfn2 levels in our mice, though, we detected no
changes. We also analyzed the levels of OPA1, which is involved
in the mitochondrial inner membrane fusion, and again we de-
tected no change (in midbrain; data not shown) or only a mild
decrease (in striatal samples; Fig. 6B,E,F and Fig. 4-1 J available at
https://doi.org/10.1523/JNEUROSCI.1384-17.2017.f4-1).

Another possible explanation for the accumulation of mtDNA
without an increase in mitochondria biogenesis, is that a mtDNA
pool is increased in the striatum of ParkinKO mice. Parkin has not

been shown to interact with the mtDNA replicative processes, but
the full repertoire of Parkin ubiquitination substrates is still being
defined. Rothfuss et al. (2009) showed that Parkin can associate
with mtDNA and protect it against oxidative stress. Sarraf et al.
(2013) showed how the Parkin-dependent ubiquitylome in-
cludes not only proteins of the mitochondrial outer membrane
but also proteins expressed in the mitochondrial matrix, such as
the mtDNA single-strand binding protein 1 (SSBP1), implying
the possibility that Parkin could have a role in the mtDNA main-
tenance. In fact, the increased levels of deleted mtDNA could be
due to increased replication, which could favor smaller molecules
(Diaz et al., 2002).

Mitochondrial morphology, which was impaired in our mice,
is intrinsically associated with mtDNA replication: lack of mito-
fusins leads to a severe mtDNA depletion (Chen et al., 2010), and
OPA1 appears to regulate mtDNA copy number (Elachouri et al.,
2011). Moreover, Parkin seems to regulate OPA1 through NEMO
(nuclear factor-�B essential modulator; Müller-Rischart et al.,
2013), and a recent study reported the occurrence of syndromic
parkinsonism with an OPA1-dominant mutation associated with
accumulation of mtDNA deletions (Carelli et al., 2015). In our
model, however, the increase in mtDNA was not accompanied by

Figure 6. Mitochondrial morphology in striatal and nigral dopaminergic axons. A, Representative Western blots probing for mitochondrial markers Porin, Tim23, OXPHOS cocktail proteins, and
PARIS in striata of 4-month-old animals. Actin was used as a housekeeping gene for normalization (n � 3– 4/group). B, Representative Western blots probing for autophagy markers p62 and LC3b
in striata of 4-month-old animals. Actin and tubulin were used as housekeeping genes for normalization (n � 3– 4/group). Molecular weights are indicated on the left of the gels. C, Quantification
of the mitochondrial total number in dopaminergic cell axons, normalized for axon length. D, Representative black and white images of axonal mitochondria in mice expressing mito-eYFP.
E, Quantification of axonal mitochondria divided by size. *p � 0.05, **p � 0.01, ***p � 0.001.
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an increase in OPA1; therefore, we could not confirm this effect
in our system.

Finally, the observed increase in mtDNA levels in our mice
may not be a direct consequence of the lack of Parkin but a
compensatory protective mechanism of dopaminergic neurons
to partially rescue the nigrostriatal integrity (Perier et al., 2013).
Accordingly, it was recently described that mtDNA content is
increased in dopaminergic neurons of aged healthy individuals,
suggesting the presence of a mechanism to maintain the pool of
wild-type mtDNA population despite accumulating deletions.
This process appears to fail in PD, resulting in the loss of wild-
type mtDNA, suggesting that the dysregulation of mtDNA ho-
meostasis is a key process in the pathogenesis of neuronal loss in
Parkinson disease (Dölle et al., 2016).

In conclusion, we showed that the absence of Parkin, in a mouse
model where mtDNA undergoes double-strand breaks and recom-
bination in dopaminergic cells, does not lead to a worsening of the
PD phenotype. However, lack of Parkin was associated with an in-
crease in both wild-type and recombinant mtDNA. The simplest
explanation for these observations would be that mitochondrial dy-
namics was altered, impairing mitophagy and mtDNA degradation.
However, because markers of mitophagy were not changed, our ob-
servations suggest that Parkin has a role (direct or indirect) in
mtDNA turnover or maintenance.
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catechol-O-methyltransferase (COMT) proteins and enzymatic activities
in wild-type and soluble COMT deficient mice. J Neurochem 113:1632–
1643. CrossRef Medline

Narendra DP, Youle RJ (2011) Targeting mitochondrial dysfunction: role
for PINK1 and Parkin in mitochondrial quality control. Antioxid Redox
Signal 14:1929 –1938. CrossRef Medline

Narendra D, Tanaka A, Suen DF, Youle RJ (2008) Parkin is recruited selec-
tively to impaired mitochondria and promotes their autophagy. J Cell Biol
183:795– 803. CrossRef Medline

Oyama G, Yoshimi K, Natori S, Chikaoka Y, Ren YR, Funayama M, Shimo Y,
Takahashi R, Nakazato T, Kitazawa S, Hattori N (2010) Impaired in vivo
dopamine release in parkin knockout mice. Brain Res 1352:214 –222.
CrossRef Medline

Perez FA, Palmiter RD (2005) Parkin-deficient mice are not a robust model
of parkinsonism. Proc Natl Acad Sci U S A 102:2174 –2179. CrossRef
Medline

Perier C, Bender A, García-Arumí E, Melià MJ, Bové J, Laub C, Klopstock T,
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