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Abstract
Parkinson’s disease (PD) is an age-related, neurodegenerative motor disorder characterized by progressive degeneration
of dopaminergic neurons in the substantia nigra pars compacta and presence of a-synuclein-containing protein aggregates. Mutations in the mitochondrial Ser/Thr kinase
PTEN-induced kinase 1 (PINK1) are associated with an
autosomal recessive familial form of early-onset PD. Recent
studies have suggested that PINK1 plays important neuroprotective roles against mitochondrial dysfunction by phosphorylating and recruiting Parkin, a cytosolic E3 ubiquitin
ligase, to facilitate elimination of damaged mitochondria via
autophagy-lysosomal pathways. Loss of PINK1 in cells and
animals leads to various mitochondrial impairments and

oxidative stress, culminating in dopaminergic neuronal death
in humans. Using a 2-D polyacrylamide gel electrophoresis
proteomics approach, the differences in expressed brain
proteome and phosphoproteome between 6-month-old
PINK1-deﬁcient mice and wild-type mice were identiﬁed. The
observed changes in the brain proteome and phosphoproteome of mice lacking PINK1 suggest that defects in signaling
networks, energy metabolism, cellular proteostasis, and neuronal structure and plasticity are involved in the pathogenesis
of familial PD.
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Parkinson’s disease (PD) is the most common neurodegenerative movement disorder. The relative risk of developing
PD increases with age and approximately 1–2% of the
population above 65 years is affected (Twelves et al. 2003;
Pilsl and Winklhofer 2012). PD is characterized by the
accumulation of Serine-129 phosphorylated a-synuclein
aggregates (Anderson et al. 2006) within Lewy bodies and
the loss of the majority of dopaminergic (DA) neurons in the
substantia nigra pars compacta, causing drastically diminished dopamine release in the striatum (Braak et al. 2003). In
addition to the cardinal motor symptoms (resting tremor,
bradykinesia, rigidity, postural instability), PD patients
frequently suffer from a variety of non-motor symptoms
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that may occur decades earlier and include cognitive decline,
depression, hallucinations, REM sleep disorder, and anosmia
(Chaudhuri et al. 2006; Jankovic 2008). Although the
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precise cause of PD remains elusive, signiﬁcant contributing
factors are believed to include exposure to environmental
toxins, oxidative stress, inﬂammation, mitochondrial dysfunction, and failure of proteostasis networks associated with
protein aggregation (Henchcliffe and Beal 2008; Bueler
2009; Tansey and Goldberg 2010).
While the majority of PD cases are sporadic, an estimated
5–10% of patients develop PD as a result of inheritable
mutations in one of several genes (Gasser et al. 2011).
Mutations in Pink1 are the second most common cause of
autosomal recessive familial early-onset PD (Valente et al.
2004; Bonifati et al. 2005; Bonifati 2012). PINK1 is a
mitochondrial kinase consisting of 581 amino acids that
encode for a mitochondrial targeting sequence, a transmembrane domain and a Ser/Thr kinase domain. PINK1 is
believed to confer neuroprotection by policing mitochondrial
integrity (Narendra et al. 2010; Jin and Youle 2012), and a
growing amount of research links dysfunction of mitochondrial dynamics with PD (Heeman et al. 2011; Hauser and
Hastings 2013; Van Laar and Berman 2013). DA neurons
may be particularly vulnerable to mitochondrial dysfunction
and oxidative stress because of reduced mitochondrial
reserve compared to other types of neurons and the reliance
on calcium inﬂux for pace-making (Liang et al. 2007;
Surmeier et al. 2011). In normal cells with healthy mitochondria, PINK1 is imported to the inner mitochondrial
membrane where the N-terminal mitochondrial targeting
sequence is cleaved by the mitochondrial protease, PARL
(Deas et al. 2011; Meissner et al. 2011). Subsequently,
PINK1 is retro-translocated to the cytosol where it is
degraded by the proteasome (Yamano and Youle 2013).
However, a proportion of PINK1 remains in the cytoplasm
(Haque et al. 2008; Lin and Kang 2008) and cytosolic PINK1
has been implicated in the regulation of various pathways,
including AKT signal transduction and cell survival, synaptic
plasticity, DA synthesis, and mitophagy (Akundi et al. 2012;
Fedorowicz et al. 2014; Haque et al. 2008; Murata et al.
2011; Zhou et al. 2014). Import of PINK1 to the inner
mitochondrial membrane is blocked when the mitochondrial
electron transport chain becomes dysfunctional and membrane
potential (DΨm) is decreased (Matsuda et al. 2010; Amo et al.
2011). PINK1 then accumulates on the outer mitochondrial
membrane where it phosphorylates Ser65 in the ubiquitin-like
domain of the E3 ligase, Parkin, to initiate mitophagy
(Kazlauskaite et al. 2014). When PINK1 kinase activity is
inactivated in mice and ﬂies via gene ablation, mitochondrial
dysfunction ensues and structurally abnormal mitochondria
accumulate in cells (Park et al. 2006; Exner et al. 2007;
Gautier et al. 2008, 2012; Akundi et al. 2011, 2013; Heeman
et al. 2011). Furthermore, mutations in PINK1 cause a
decrease in mitochondrial complex I activity and ATP
production, as well as elevated production of reactive oxygen
species (Deas et al. 2011; Koh and Chung 2012; Morais et al.
2014; Yuan et al. 2010).
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In this study, we utilized a 2-D polyacrylamide gel
electrophoresis (PAGE) proteomics approach to identify
proteins with differential expression levels and phosphorylation states in the brains of PINK1 knockout (KO) mice
versus wild-type controls to further study the molecular
mechanisms of PINK1-related PD.

Materials and methods
Materials
All chemicals used in these studies were purchased from SigmaAldrich (St. Louis, MO, USA) with noted exceptions: Criterion
precast polyacrylamide gels, ReadyStrip IPG strips, TGS and XT
MOPS electrophoresis running buffers, 0.2 nm nitrocellulose
membrane, Precision Plus Protein All Blue Standards, Sypro Ruby
Protein Stain, mineral oil, dithiothreitol (DTT), iodoacetamide (IA),
biolytes, and urea were purchased from Bio-Rad (Hercules, CA,
USA). Pro-Q Diamond phosphoprotein stain, PeppermintStick
phosphoprotein molecular weight marker, and anti-phosphoserine,
anti-phosphothreonine, and anti-phosphotyrosine antibodies raised
in rabbits were purchased from Invitrogen (Grand Island, NY,
USA). Anti-HSP70 and anti-aldolase A (ALDOA) antibodies raised
in rabbits were purchased from Cell Signaling Technology (Danvers, MA, USA). Anti-MAPK1/2 polycolonal antibody raised in
rabbits, C18 ZipTips, and Re-Blot Plus Strong stripping solution
were purchased from Millipore (Billerica, MA, USA). Calmodulin
(CaM) polyclonal antibody raised in rabbits was purchased from
Santa Cruz Biotechnology (Dallas, TX, USA). Amersham enhanced
chemiluminescence (ECL) rabbit IgG horseradish peroxidase
(HRP)-linked secondary antibody, protein A/G beads, and ECLPlus western blotting detection reagents were purchased from GE
Healthcare (Pittsburgh, PA, USA). Modiﬁed trypsin solution was
obtained from Promega (Madison, WI, USA). Pierce bicinchoninic
acid Protein Assay Reagents A & B were purchased from Thermo
Scientiﬁc (Waltham, MA, USA).
Animals and brain tissue
The male mice used in this study were provided by our collaborator
and coauthor, Dr Hansruedi B€
ueler, when he was at the University
of Kentucky. The generation and characterization of these PINK1deﬁcient mice has been described previously (Akundi et al. 2011).
The animal housing facility regularly underwent serological testing
to certify a healthy, virus, and pathogen free facility. Subjects were
fed Richland Laboratory Rodent Diet 5001 and water ad libitum.
The animal rooms were maintained with a 12 h light:12 h dark
cycle (where lights were turned on at 6:00 a.m.) at 20–22°C. For
the experimental groups of animals, n = 6 per group, whole brains
were isolated from mice rendered unconscious by CO2 inhalation
and killed by cervical dislocation using procedures approved by the
UK Institutional Animal Care and Use Committee. Dissected
brains were ﬂash-frozen in liquid nitrogen and stored at 80°C
until use.
Sample preparation
Mouse brains were thawed and individual homogenates were
prepared using a Wheaton glass homogenizer (~ 40 passes) with
ice-cold isolation buffer (0.32 M sucrose, 2 mM EDTA, 2 mM
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EGTA, 20 mM HEPES, 0.2 lg/mL phenylmethylsulfonyl ﬂuoride,
4 lg/mL leupeptin, 4 lg/mL pepstatin, 5 lg/mL aprotinin, and
5 lg/mL phosphatase inhibitor cocktail 2). Homogenates were
vortexed on ice and then sonicated on ice for 10 s at 20% power,
two times, with a Fisher 550 Sonic Dismembrator (Pittsburgh, PA,
USA). Protein concentrations of the homogenates were determined
by the Pierce bicinchoninic acid method (Smith et al. 1985).
Two-dimensional polyacrylamide gel electrophoresis
Isoelectric focusing
Isoelectric focusing was performed as described previously (Sultana
et al. 2007). Brieﬂy, brain homogenate proteins (200 lg) were
shaken for 2 h at 22°C in 200 lL of rehydration buffer [8 M urea,
2.0% (w/v) CHAPS, 2 M thiourea, 50 mM DTT, 0.2% Biolytes,
0.01% Bromophenol Blue]. Samples (200 lL) were applied to
11 cm pH 3–10 ReadyStrip IPG strips (linear gradient). Strips were
actively rehydrated at 20°C for 18 h at 50 V. Next, the samples
were isoelectrically focused at a constant temperature of 20°C
beginning at 300 V for 2 h, 500 V for 2 h, 1000 V for 2 h, 8000 V
for 8 h, and ﬁnishing at 8000 V for 10 h. IPG strips were stored at
80°C until second dimension separation (sodium dodecyl sulfate,
SDS–PAGE).
SDS–PAGE
Isoelectric focusing strips were thawed and equilibrated with buffer
A and buffer B (buffer A [50 mM Tris–HCl, pH 6.8, 6 M urea, 1%
(w/v) SDS, 30% v/v glycerol, 0.5% DTT], buffer B [50 mM Tris–
HCl, pH 6.8, 6 M urea, 1% (w/v) SDS, 30% v/v glycerol, 4.5%
IA]). IPG strips were next placed into Criterion precast linear
gradient (8–16%) Tris–HCl polyacrylamide gels, 1 IPG + 1 Well
Comb, 11 cm. Invitrogen PeppermintStick molecular weight marker
and samples were run at a constant voltage of 200 V for
approximately 65 min in Tris-Glycine SDS running buffer.
Gel staining
Proteins and phosphoproteins were detected using SYPRO Ruby
and Pro-Q Diamond phosphoprotein gel stain according to manufacturer’s directions and as previously described (Di Domenico
et al. 2011). Brieﬂy, gels were ﬁxed in solution [10% (v/v) acetic
acid, 50% (v/v) methanol] (50 mL) and washed in deionized water.
Next, 60 mL of Pro-Q Diamond stain was added with gentle
rocking for 90 min. Gels were then destained four times for 30 min
each in 100 mL of destaining solution [20% acetonitrile (ACN),
50 mM sodium acetate, pH 4]. The gels were washed in deionized
water and scanned at 580 nm using a GE Healthcare Life Sciences
Typhoon FLA 9500 scanner. The gels were then stained overnight
with 50 mL of Sypro Ruby gel stain. Gels were rinsed and placed in
deionized water. Gels were scanned at 450 nm and then stored at
4°C until protein spot excision.

Image analysis
Expression proteomics
Spot intensities from SYPRO Ruby-stained 2D-gel images of wildtype (WT) and PINK1 KO samples were quantiﬁed by densitometry
using PDQuest 2-D Analysis Software (Bio-Rad). Intensities of each
gel were normalized to the total density of each gel. Protein spots

were manually and automatically matched with the PDQuest
program. Spot densities in KO and WT samples were compared
and spots with a statistically signiﬁcant difference based on a
Student’s two-tailed t-test (p < 0.05) were considered for in-gel
trypsin digestion and subsequent identiﬁcation.
Phosphoproteomics
Protein spots from Pro-Q Diamond-stained 2D-gel images of
PINK1 / and WT samples were quantiﬁed and matched together
in the same manner as the SYPRO Ruby-stained gels. Next, two
master gels were chosen, one from the Pro-Q Diamond images and
one from the Sypro Ruby-stained images. The phosphoprotein
master image was then matched to the master Sypro Ruby-stained
image in the same manner as described above. The PDQuest
software provided numerical data corresponding to the intensity of
the protein spot. The phosphoprotein spot densities were then
normalized to the Sypro Ruby spot densities and the resultant
normalized phosphoprotein spot densities in KO and WT samples
were compared and spots with a statistically signiﬁcant difference
based on a Student’s two-tailed t-test (p < 0.05) were considered for
in-gel trypsin digestion and subsequent identiﬁcation.
In-gel trypsin digestion/peptide extraction
Protein spots were excised from 2D-gels with a clean, sterilized
razor blade and individually transferred to Eppendorf microcentrifuge tubes for trypsin digestion as previously described (Thongboonkerd et al. 2002). Gel plugs were incubated with 20 lL of
0.1 M ammonium bicarbonate (NH4HCO3) for 15 min, and with
30 lL of ACN for 15 min. Gel plugs were dried under a ﬂow
hood at 22°C for 30 min. Next, 30 lL of 20 mM DTT in 0.1 M
NH4HCO3 was added at 56°C for 45 min. The DTT/NH4HCO3
solution was then removed and replaced with 30 lL of 0.05 M IA
in 0.1 M NH4HCO3 and incubated at 22°C for 15 min. Next, the
IA solution was removed and plugs incubated for 15 min with
150 lL of 0.05 M NH4HCO3 at 22°C. Then, 200 lL ACN was
added to this solution and incubated for 15 min at 22°C. Solvent
was removed and gel plugs were allowed to dry for 30 min at
22°C under a ﬂow hood. Plugs were rehydrated with modiﬁed
trypsin solution in 0.05 M NH4HCO3 (enough to completely cover
the gel plugs) and incubated with shaking overnight at 37°C. The
next day, the salts and contaminants were removed from the tryptic
peptide solutions using C18 ZipTips in accordance with manufacturer’s directions. Samples were stored at 80°C until MS/MS
analysis.
NanoLC-MS with data-dependent scan
Samples desalted with C18 Zip Tips were reconstituted in 10 lL 5%
ACN/0.1% formic acid (FA) and analyzed by a nanoAcquity
(Waters, Milford, MA, USA)-LTQ Orbitrap XL (Thermo Scientiﬁc,
San Jose, CA, USA) system in data-dependent scan mode. An
in-house packed capillary column (0.1 9 130 mm column packed
with 3.6 lm, 200
A XB-C18) and a gradient with 0.1% FA and
ACN/0.1% FA at 200 nL/min were used for separation. The MS
spectra were acquired by the orbitrap at 30 000 resolution and MS/
MS spectra of the six most intense ions in MS scan were obtained by
the orbitrap at 7500 resolution. Data ﬁles from each sample were
searched against the most current version of the Swiss-Prot database
by SEQUEST (Proteome Discoverer v1.4; Thermo Scientiﬁc). At
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least two high-conﬁdence peptide matches were required for protein
identiﬁcation (false discovery rate < 1%). Proteins matched with the
same peptides are reported as one protein group.

Immunoprecipitation and western blotting validations
Immunoprecipitation
Whole brain homogenized protein extracts (250 lg) were suspended
in 500 lL immunoprecipitation (IP) buffer [0.05% NP-40, leupeptin
4 lg/mL, pepstatin 4 lg/mL, aproprotin 5 lg/mL, phosphatase
inhibitor cocktail 10 lg/mL in a phosphate buffer solution, pH 8
(8 M NaCl, 0.2 M KCl, 1.44 M Na2HPO4, 0.24 M KH2PO4, pH
adjusted with NaOH)] and allowed to shake for 30 min at 4°C.
Next, 50 lL of Protein A/G beads (per sample) was washed and
centrifuged at 800 g for 5 min at 4°C. The washed beads were
added to the individual protein samples to pre-clear of non-speciﬁc
protein A/G artifacts for 90 min at 4°C. Samples were then
centrifuged at 800 g for 5 min at 4°C and the supernatant was
transferred to new Eppendorf tubes with either anti-MAPK1
antibody (1 : 50 dilution) or anti-CaM antibody (1 : 50) and shaken
overnight at 4°C. The next morning, 50 lL of protein A/G beads
was washed as and incubated with the protein samples for 90 min at
4°C. After removing the supernatant, the beads were again washed
ﬁve times with IP buffer with 10 min of shaking in IP buffer
between centrifugations. The beads were preserved for a 1D-PAGE
experiment.
One-dimensional polyacrylamide gel electrophoresis
Whole brain homogenates (50 lg) or beads from IP experiments
were suspended in 4X sample loading buffer [0.5 M Tris, pH 6.8,
40% glycerol, 8% SDS, 20% b-mercaptoethanol, 0.01% Bromophenol Blue] diluted to 1X with distilled water, heated at 95°C for
5 min and cooled on ice. Samples and Precision Plus Protein All
Blue Standards were loaded into a Criterion precast (4–12%) BisTris polyacrylamide 12 or 18 well gels and run at 22°C in XT
MOPS running buffer at 80 V for 15 min. The voltage was then
increased to 120 V for approximately 100 min at 22°C for the
duration of the electrophoretic run.
1D-western blotting
1D-gels were directly transferred to nitrocellulose membranes
(0.2 nm) using a Trans-Blot Turbo Blotting System (Bio-Rad).
After the transfer, membranes were incubated in a blocking solution
of 3% bovine serum albumin in Wash Blot [150 mM NaCl, 3 mM
NaH2PO4, 17 mM NaHPO4 and 0.04% (v/v) Tween 20] at 22°C
for 1.5 h. Each protein of interest was detected by incubation with a
primary antibody (1 : 8000 dilution), in blocking solution at 22°C
with gentle rocking for 2 h. Blots were rinsed two times for 5 min
each and one time for 10 min in Wash Blot, followed by a 1 h
incubation with a HRP (1 : 3000) secondary antibody at 22°C with
gentle rocking. Blots were rinsed three times for 5, 10, and 10 min
each in Wash Blot and developed chemiluminescently using Clarity
Western ECL substrate. After developing for 5 min at 22°C in the
dark, blots were scanned using a Bio-Rad ChemiDoc XRS+ imaging
system and quantiﬁed using Image Lab software (Hercules, CA,
USA). Blots were rinsed and then stripped with Re-Blot Plus Strong
solution for exactly 10 min at 22°C, followed by three 5 min rinses
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with Wash Blot. The membranes were then blocked once again in
3% bovine serum albumin for 1.5 h. Next, an anti-tubulin antibody
(1 : 20 000) or anti-phosphoserine, anti-phosphothreonine and
anti-phosphotyrosine antibodies (1 : 10 000) were added to the
Wash Blot solution with 2 h more of gentle rocking at 22°C.
Membranes were then washed, incubated with a secondary
HRP-conjugated antibody, washed, developed chemiluminescently
and scanned.
Statistical analysis
All statistical analyses were performed using a two-tailed Student’s
t-test, in which p < 0.05 was considered statistically signiﬁcant for
western blot and PDQuest analysis. Fold-change values of easily
discernible protein spots were determined by dividing the average,
normalized spot intensities in the knockout gels by the average,
normalized spot intensities of the wild-type gels. Only spots with a
1.25-fold change or greater in normalized spot density were
considered for MS/MS analysis. Protein and peptide identiﬁcations
obtained with the SEQUEST search algorithm with p < 0.01 were
considered to be statistically signiﬁcant.

Results
Proteomic analyses of the isolated brain proteins were
conducted using a 2D-PAGE approach with Sypro Ruby
and Pro-Q Diamond staining in conjunction with MS/MS
analysis. Protein spot intensities were compared between
PINK1( / ) and PINK1(+/+) control mice to determine
differentially expressed and phosphorylated proteins.
Figure 1 shows representative examples obtained from
SYPRO Ruby-stained 2-D gel images of the isolated
proteins from 6-month-old PINK1( / ) and PINK1(+/+) mice
with signiﬁcant differentially expressed proteins labeled.
Figure 2 shows typical images of Pro-Q Diamond-stained
gels with protein spots showing altered phosphorylation
states labeled in the images. Graphs displaying normalized
phosphorylation intensity of each sample are also provided.
PDQuest analysis of all of the 2-D images found 29 protein
spots suitable for extraction and whose expression or
phosphorylation state was signiﬁcantly altered in the brains
of PINK1( / ) mice as compared to the WT controls. After
in-gel trypsin digestion and peptide extraction, MS/MS
analysis coupled to interrogation of protein databases was
utilized to determine the identity of the proteins. Tables 1
and 2 list the proteins in the brains of PINK1( / ) mice that
showed signiﬁcantly altered expression or phosphorylation
states. Other information listed in the tables include: the
spot number as labeled by the PDQuest program, the
SwissProt accession number, percentage of the protein
sequence covered by matching peptides, the number of
peptide sequences identiﬁed by the MS/MS analysis, the
protein conﬁdence score, the expected molecular weight
and isoelectric point of the identiﬁed protein, as well as the
fold-change levels and p-values obtained from the PDQuest
analysis. Regarding fold-change values, a ↑1.33-fold means
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Fig. 1 Representative 2-D gel images of isolated proteins from the
brains of 6-month-old wild-type (WT) mice and PINK1 knockout (KO)
mice (n = 6). Proteins whose expression was signiﬁcantly altered are
labeled in the images and NFL spot is enlarged to demonstrate
differential levels (p < 0.05).

the protein expression in the KO brain is 33% more than in
WT brain. A ↓0.0885-fold means protein expression in the
KO brain is 91.15% less than in WT brain. All proteins
were identiﬁed by more than one peptide sequence.
Furthermore, identiﬁed protein spots were visually compared against the theoretical molecular weights and isoelectric points from the mass spectrometry analysis. The 23
brain proteins with signiﬁcantly altered expression were
identiﬁed as: neuroﬁlament light peptide (NFL) (↓0.580fold), V-type proton ATPase subunit F (↓0.725-fold),
prohibitin (PHB) (↓0.464-fold), dihydropyrimidinase-related
protein 2 (DRP2, also called collapsing response-mediated
protein 2, CRMP2) (↓0.0186-fold), heat-shock-related
70 kDa protein 2 (HSP70.2) (↓0.213-fold), acyl-protein
thioesterase 1 (APT1) (↓0.0130-fold), carbonyl reductase
[NADPH] 3 (CBR3) (↓0.0244-fold), proteasome subunit
alpha type-2 (PSA2) (↓0.0898-fold), hypoxanthine-guanine
phosphoribosyltransferase (HPRT) (↓0.0885-fold), malate
dehydrogenase, cytoplasmic (↓0.0121-fold), actin-related
protein 2/3 complex subunit 2 (ARPC2) (↓0.0110-fold),
voltage-dependent anion-selective channel protein 2
(VDAC-2) (↓0.607-fold), isocitrate dehydrogenase [NADP]
cytoplasmic (↓0.226-fold), vesicle-fusing ATPase (↓0.0396fold), elongation factor 2 (EF2) (↓0.411-fold) and peptidylprolyl cis-trans isomerase A, also known as cyclophilin A
(↓0.181-fold), gamma-enolase (ENO2) (↑1.24-fold),

Fig. 2 Representative images of Pro-Q Diamond-stained 2-D gels
with protein spots showing altered phosphorylation states labeled in
the images. Bar graphs displaying normalized phosphorylation intensity (Pro-Q Diamond spot density divided by SYPRO Ruby spot
density) of each of n = 6 wild-type (WT) (blue) and n = 6 knockout
(KO) (red) samples [total of 12 individual gels] are also provided
(p < 0.05).

T-complex protein 1 subunit epsilon (↑1.33-fold), D-3phosphoglycerate dehydrogenase (↑3.69-fold), isoform 3 of
dynamin-1 (↑1.41-fold), transgelin-3 (↑1.47-fold), fructosebisphosphate ALDOA (↑2.99-fold), and transketolase
(↑1.52-fold). The six proteins found to have differential
phosphorylation states were as follows: CaM (↓0.418-fold),
14-3-3 protein epsilon (↓0.480-fold), neuroﬁlament medium
polypeptide (NSF) (↓0.275-fold), V-type proton ATPase
catalytic subunit A (↓0.313-fold), dual speciﬁcity mitogenactivated protein kinase kinase 1 (↑2.34-fold), and mitogenactivated protein kinase 1 (↑3.39-fold).
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Table 1 PDQuest and MS/MS results of brain proteins with signiﬁcantly altered expression in the PINK1 KO mice versus WT mice

Spot

Protein identiﬁed

1701
2008
3202
3603
3703
4111
4206
5102
5109

Neuroﬁlament light peptide (NFL)
V-type proton ATPase subunit F (VTAF)
Prohibitin (PHB)
Dihydropyrimidinase-related protein 2 (DRP2)
Heat-shock-related 70 kDa protein 2 (HSP70.2)
Acyl-protein thioesterase 1 (fragment) (APT1)
Carbonyl reductase [NADPH] 3 (CBR3)
Proteasome subunit alpha type-2 (PSA2)
Hypoxanthine-guanine phosphoribosyltransferase
(HPRT)
Malate dehydrogenase, cytoplasmic (MDHc)
Actin-related protein 2/3 complex subunit 2
(ARPC2)
Voltage-dependent anion-selective channel
protein 2 (VDAC2)
Isocitrate dehydrogenase [NADP] cytoplasmic
(IDHc)
Vesicle-fusing ATPase (NSF)
Elongation factor 2 (EF2)
Peptidyl-prolyl cis-trans isomerase A (PPIaseA)
Gamma-enolase (ENO2)
T-complex protein 1 subunit epsilon (TCP1)
D-3-phosphoglycerate dehydrogenase (3-PGDH)
Iosoform 3 of dynamin-1 (Dnm1.3)
Transgelin-3 (TAGLN3)
Fructose-bisphosphate aldolase A (ALDOA)
Transketolase (TK)

5303
6201
6210
6502
6701
6802
7001
3007
3614
4617
5814
6104
7412
7705

Accession
no.

Coverage
(%)

Number of
identiﬁed
peptides

Score

MW
(kDa)

pI*

p-value

Fold
increase/
decrease

P08551
Q9D1K2
P67778
O08553
P17156
J3QK48
Q8K354
P49722
P00493

31.12
41.18
44.12
15.21
23.70
14.55
26.35
14.96
34.40

13
4
10
7
13
3
7
2
6

104.31
20.46
53.45
30.03
68.18
9.37
43.45
6.67
29.47

61.5
13.4
29.8
62.2
69.6
23.2
30.9
25.9
24.6

4.64
5.82
5.76
6.38
5.67
6.77
6.57
7.43
6.68

0.012
0.041
0.0057
0.046
0.015
0.0091
0.048
0.0090
0.00011

0.580
0.725
0.464
0.0186
0.213
0.0130
0.0244
0.0898
0.0885

P14152
Q9CVB6

23.95
15.33

7
5

22.90
17.54

36.5
34.3

6.58
7.36

0.035
0.0092

0.0121
0.0110

G3UX26

12.37

3

10.04

30.4

7.58

0.043

0.607

O88844

13.29

5

14.77

46.6

7.17

0.021

0.226

P46460
P58252
P17742
D3YVD3
P80316
Q61753
P39053-3
Q9R1Q8
P05064
P40142

15.32
3.38
10.98
25.41
17.19
12.76
23.62
18.59
16.76
10.43

11
3
2
2
9
6
18
3
4
6

49.59
19.70
8.65
3.81
50.59
38.81
78.91
9.05
30.29
25.75

82.6
95.3
18.0
13.4
59.6
56.5
95.9
22.5
39.3
67.6

6.95
6.83
7.90
5.15
6.02
6.54
6.76
7.33
8.09
7.50

0.041
0.042
0.028
0.014
0.012
0.0096
0.053
0.0081
0.024
0.040

0.0396
0.411
0.181
1.24
1.33
3.69
1.41
1.47
2.99
1.52

Fold calculated by dividing average KO protein spot intensity by WT protein spot intensity. *pI=isoelectric point

Table 2 PDQuest and MS/MS results of proteins with signiﬁcantly altered phosphorylation states in the brain of PINK1 KO mice versus WT mice

Spot

Protein identiﬁed

0008
1103
1808
4601

Calmodulin (CaM)
14-3-3 protein epsilon (14-3-3e)
Neuroﬁlament medium polypeptide (NFM)
V-type proton ATPase catalytic
subunit A (V-ATPaseA)
Dual speciﬁcity mitogen-activated protein
kinase kinase 1 (MAPKK1; MEK1)
Mitogen-activated protein kinase 1 (MAPK1)

6305
9201

Accession
no.

Coverage
(%)

Number of
identiﬁed
peptides

Score

MW
(kDa)

pI*

p-value

Fold
increase/
decrease

P62204
P62259
P08553
P50516

42.95
51.76
19.22
32.90

5
11
15
14

51.87
81.91
116.58
111.68

16.8
29.2
95.9
68.3

4.22
4.74
4.77
5.58

0.042
0.057
0.048
0.030

0.418↓
0.480↓
0.275↓
0.313↓

P31938

27.23

10

83.53

43.1

6.70

0.025

2.35↑

P63085

16.20

6

35.50

41.2

6.98

0.037

3.39↑

*pI=isoelectric point

Immunoprecipitation and western blot validation
experiments
To validate the changes in protein expression and phosphorylation as determined by the PDQuest analysis of the 2-D
gels, immunochemistry and 1-D western blotting analysis of

PINK1( / ) and WT samples was performed. Figure 3(a) and
(b) shows the western blot images from the IP experiments
after probing with anti-phosphoserine, anti-phosphothreonine, and anti-phosphotyrosine antibodies, where the immunoprecipitated protein, MAPK1, and CaM, respectively, were
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(a)

(b)

(c)

Fig. 3 Western
blot
validations
and
corresponding bar graph representations
from immunochemistry experiments of (a
and c) the signiﬁcant increase in the
phosphorylation of MAPK1 and (b and d) the
signiﬁcant decrease in the phosphorylation of
Calmodulin (CaM) in the brains of PINK1
knockout (KO) mice as compared to wild-type
(WT) mice using the corresponding
immunoprecipitation (IP) antibody as the
loading
control
(n = 5,
p < 0.05).
Immunoreactivity with speciﬁc antibodies was
detected by chemiluminescence. *p < 0.05

(d)

used as the loading control. Figure 3(c) and (d) displays the
corresponding histogram plot representations of the data. The
ﬁndings from these analyses conﬁrmed a signiﬁcant increase
in the phosphorylation of MAPK1 (p = 0.045) and a decrease
in the phosphorylation of CaM (p = 0.032) in the brain of
PINK1( / ) mice. Figure 4(a) and (b) presents the western
blot images of PINK1( / ) and control samples after probing
with antibodies for HSP70.2 and ALDOA, respectively,
where tubulin was used as the loading control. Figure 4(c)
and (d) is the corresponding bar graphs of the results. The
results of the western blot analyses conﬁrmed a signiﬁcant
decrease in the expression of HSP70.2 (p = 0.047) and a
signiﬁcant increase in the expression of ALDOA (p = 0.049)
in the PINK1( / ) model. The p-values of most of these results
are slightly higher than the values obtained from the 2-D
proteomic studies. These differences may be attributed to the
sensitivity of the Sypro Ruby staining of the 2-D images as
compared to the range limitations of the chemiluminescent
development of the 1-D western blots.

Discussion
This study focuses on protein expression and phosphorylation
changes in the brains of 6-month-old PINK1( / ) mice
compared to PINK1(+/+) mice. Six-month-old mice were
selected based on the observation that at this age PINK1( / )
mice begin to exhibit a PD phenotype, including reduced
dopamine levels, providing a model to study early changes
occurring in brains with PINK1-related disease progression

(Akundi et al. 2011). Proteomics studies revealed 29 proteins
with signiﬁcantly altered expression or phosphorylation levels
in the brains of PINK1 knockout mice (vs. control mice). These
proteins can be subdivided into the following categories that
are discussed separately below: cellular signaling, energy
metabolism, proteostasis networks, oxidative stress, and
neuronal plasticity, neurotransmission, and structure.
Cellular signaling
Regulation of protein phosphorylation status by protein
kinases and protein phosphatases is essential in the control of
cellular signaling pathways. Ablation of the kinase PINK1 in
mice revealed de-regulated downstream phosphorylation
events in the brain that may contribute to familial PINK1related PD pathogenesis. Interestingly, lack of PINK1 is
associated with increased phosphorylation of both MAP
kinase kinase 1 (MEK1) and its downstream target MAPK1
that modulate vital functions including cell cycle, immunity,
autophagy, apoptosis, and cell survival (Dzamko et al.
2014). Interestingly, it has been reported that PINK1
deﬁciency resulted in increased p38 phosphorylation leading
to dysfunction of astrocytes (Choi et al. 2013). In many
neurodegenerative disorders, MAPKs display increased
activity and can produce substantial physiological effects
with only modest changes in their phosphorylation state (Zhu
et al. 2003; Di Domenico et al. 2011). Phosphorylated
MAPKs have been shown to aggregate in the halo region of
Lewy bodies and may have an early pathogenic role in PD
(Zhu et al. 2002).
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(a)

(b)

(c)

(d)

Fig. 4 Western blot validations and
corresponding bar graph representations of
(a and c) the down-regulation of HSP70.2
and (b and d) the up-regulation of aldolase
A (ALDOA) in the brains of PINK1 knockout
(KO) mice as compared to wild-type (WT)
mice using tubulin as a loading control
(n = 6, p < 0.05). Immunoreactivity with
speciﬁc antibodies was detected by
chemiluminescence. *p < 0.05

Two additional ubiquitous signaling proteins were found
to have decreased phosphorylation states in the brains of
PINK1( / ) mice: CaM and 14-3-3 protein epsilon. CaM
has been identiﬁed as a regulator of more than 100
proteins involved in numerous pathways regulating apoptosis, neuronal plasticity, cytoskeletal organization, neurotransmitter release, cellular growth, and proliferation and is
a vital regulator of calcium homeostasis (DeLorenzo 1980;
Benaim and Villalobo 2002; Xia and Storm 2005). 14-3-3
proteins are known to interact with more than 200 ligands
including: kinases, phosphatases, and transmembrane
receptors and have been implicated in numerous neurological disorders (Fu et al. 2000; Foote and Zhou 2012).
Aberrant phosphorylation of either of these identiﬁed
proteins has the potential to cause a myriad of deleterious
downstream effects.
PHB, another ubiquitously expressed pleiotropic modulator of signaling pathways, was found to have signiﬁcant
down-regulated expression in the brains of PINK1 KO mice.
One of PHB’s more interesting functions is as a chaperone in
the assembly of the electron transport chain, and reduced
production of ATP has been noted with the loss of PINK1
(Theiss and Sitaraman 2011). In addition, PHB also has been
reported to play a defensive role against oxidative stress, and
decreased expression of PHB has been correlated with the
aging process (Robinson et al. 2011), both risk factors or
mediators of PD. Further supporting the results of this study,
PHB has been shown to be signiﬁcantly decreased in brains
of subjects with PD (Ferrer et al. 2007; T. B. Zhou and Qin
2013).

Decreases in expression were also found in APT1 and
peptidyl-prolyl cis-trans isomerase A (PPIaseA). APT1
catalyzes the removal of palmitate at CYS residues from
the cytosolic surface of membrane proteins (Dekker et al.
2010). APT1 regulates protein–protein interactions, cell
signaling, membrane localization, subcellular trafﬁcking,
vesicle transport, and lysosomal degradation (Tian et al.
2012; Kong et al. 2013). PPIaseA, also known as cyclophilin
A, is a multifunctional protein that catalyzes the cis-trans
isomerization at proline residues, playing a role in cellular
signaling, inﬂammation response, and protein trafﬁcking (K.
Lang et al. 1987; Takahashi et al. 1989).
Energy metabolism
A signiﬁcant number of proteins identiﬁed as having altered
expression are involved in energy metabolism pathways. We
and other groups have shown that PINK1 deﬁciency impairs
mitochondrial respiration, triggering metabolic adaptations
including increased glycolysis (Diedrich et al. 2011; Yao
et al. 2012; Akundi et al. 2013; Requejo-Aguilar et al.
2014). The results of previous discoveries combined with the
results of this current investigation provide a more detailed
molecular mechanism for the increase in glycolysis noted in
PINK1-related PD. Speciﬁcally, from this study, we
observed an up-regulation of several proteins related to
glycolysis in PINK1-deﬁcient mice. These include fructosebisphosphate ALDOA, ENO2, D-3-phosphoglycerate dehydrogenase (3-PGDH), and transketolase (TK). Not only are
ALDOA and ENO2 substrates directly involved in the
glycolytic pathway, but ENO2 has been shown to be
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neuroprotective when up-regulated in microglial cells (Butterﬁeld and Lange 2009; Hafner et al. 2013). Furthermore, 3PGDH is an oxidoreductase that catalyzes the transition of 3phosphoglycerate to 3-phosphohydroxypyruvate, the ﬁrst
step in the serine biosynthesis pathway. L-serine is a crucial
neurotrophic factor in the CNS as it is a precursor for
nucleotides, neurotransmitters, sphingolipids, phosphatidylserine, and L-cysteine (Ren et al. 2013). Moreover, the
increased levels of neuronal-speciﬁc ENO2 and 3-PGDH are
likely a cellular stress response to prevent cell death in the
absence of PINK1 (presence of mitochondrial dysfunction),
consistent with the ﬁnding that blocking glycolysis in
PINK1-deﬁcient mouse embryonic ﬁbroblasts led to rapid
death of these cells (Akundi et al. 2013). In addition, TK is
an enzyme that catalyzes two key reactions in the pentose
phosphate pathway, resulting in the production of glyceraldehyde-3-phosphate and fructose-6-phosphate. Up-regulation of TK provides for more of these essential substrates to
be fed into the glycolytic pathway. Moreover, the pentose
phosphate pathway provides NADPH, which is needed to
reduce oxidized glutathione (GSSG) to reduced glutathione
(GSH). Loss of GSH is arguably the earliest neurochemical
alteration in PD brain.
DA neurons are reportedly more reliant upon mitochondrial energy metabolism than other types of neurons due, in
part, to their reduced mitochondrial reserve (Kingsbury et al.
2001; Van Laar and Berman 2013). In PD, depletion of ATP
is major factor in the cascade leading to the neurodegeneration of these DA neurons (Mallajosyula et al. 2009).
Signiﬁcant decreased levels of cytoplasmic malate dehydrogenase (MDHc), and HPRT were observed in the brain
homogenates of PINK1 KO mice. MDHc is a metabolic
protein of the malate–aspartate shuttle that aids in the transfer
of reducing equivalents of NADH into the mitochondria for
consumption by complex I of the electron transport chain. A
reduction in this key enzyme would result in impaired
mitochondrial ATP synthesis. Moreover, reduced MDHc
expression is a plausible contributor to the reduction in
complex I activity that is reported in PD and PINK1 model
organisms (Gautier et al. 2008; Liu et al. 2011b), as
cytosolic NADH cannot cross the outer mitochondrial
membrane without the enzymatic action of MDHc.
HPRT is another metabolic enzyme that is an essential
player in the purine salvage pathway for the generation of
purine nucleotides (Sculley et al. 1992). Increasing nucleotide metabolism is essential for mitochondrial biogenesis
ﬁssion events to maintain a pool of healthy mitochondria and
has been shown to be neuroprotective in PINK1 models of
PD (Tuﬁ et al. 2014). Interestingly, HPRT deﬁciency is
reported to dysregulate neurogenesis (Guibinga et al. 2010),
which in adults is responsible for generating new neurons for
the olfactory bulb (Altman 1969) and the subgranular zone of
the hippocampus (Eriksson et al. 1998). Consistent with this
observation, PINK1-deﬁcient mice have anosmia (Glasl

et al. 2012). And, in PD, impaired olfaction occurs 2–
7 years before onset of motor symptoms in over 75% of
patients (Lang 2011). Furthermore, HPRT knockout mice
were shown to have decreased levels of dopamine that
correlated with age (Micheli et al. 2011). Thus, we suggest
that decreased expression of HPRT could quite possibly be a
candidate as an early PD biomarker.
Proteostasis networks
Disruption of two intracellular degradation systems, the
ubiquitin–proteasome system and autophagy-lysosome pathway, has been shown to play central roles in PD pathology
(Lim 2007; Pan et al. 2008). Dysregulation of these
pathways causes accumulation and aggregation of abnormal
proteins and damaged organelles, leading to cellular toxicity,
dysfunction and neurodegeneration (Pan et al. 2008). Without functional PINK1, mitophagy fails, resulting in accumulated dysfunctional mitochondria and elevated apoptotic rates
(Lenzi et al. 2012). In this study of PINK1 KO mouse brain,
two subunits of V-type proton ATPase were found to be
altered in either phosphorylation or expression: V-ATPaseA
and V-ATPaseF. V-ATPase is a membrane transport protein
whose function is to establish a proton gradient, creating an
acidic environment in many intracellular compartments,
including lysosomes (Beyenbach and Wieczorek 2006).
Previously, we have shown that C. elegans expressing
mutant a-synuclein and tau have altered V-ATPase and
decreased autophagy (Di Domenico et al. 2012). Furthermore, when the function of V-ATPase is inhibited, autophagy may become dysfunctional because the acidic
environment in lysosomes required for enzymatic hydrolysis
cannot be generated (Pan et al. 2008). In addition, with
diminished lysosomal function, more a-synuclein can accumulate and impair cellular trafﬁcking which may lead to
neurodegeneration in PD (Dehay et al. 2013). The catalytic
subunit A (V-ATPaseA) was found to have decreased
phosphorylation. V-ATPaseA is known to be phosphorylated
by protein kinase A at Ser-175; and, in liver cells,
phosphorylation of subunit A leads to a decreased activity
(Alzamora et al. 2010), possibly because of decreased
binding afﬁnity of ATP to V-ATPaseA. The F subunit of
V-type proton ATPase (V-ATPaseF) was identiﬁed as having
decreased expression, suggesting an overall decrease in
vacuolar acidiﬁcation and autophagy.
Additional proteins involved in the proteostasis network
that were found to have signiﬁcantly decreased expression
were as follows: PSA2, HSP70.2, and VDAC-2. PSA2
proteins compose the end rings of the 20S proteasome, an
ATP-dependent multi-protein assembly that is known to
degrade oxidized proteins (Davies 2001). Hence, elevated
oxidatively modiﬁed proteins in PD conceivably could be
due in part to diminished function of the 20S proteasome.
Moreover, as the 20S proteasome comprises the core of the
26S proteasome, the overall protein degradation abilities of
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ubiquitin–proteasome system could conceivably be diminished. Consistent with these results, decreased proteasomal
function and expression has been noted in PD patients and
PD animal models (Bukhatwa et al. 2010; Ebrahimi-Fakhari
et al. 2012; Martins-Branco et al. 2012).
HSP70 is an ubiquitously expressed molecular chaperone
that mediates the folding of newly translated proteins,
stabilizes proteins against aggregation, aids in clathrin
mediated endocytosis, exocytosis (including synaptic vesicles) and is an important mediator for relaying targeted
proteins to the ubiquitin–proteasome system and autophagylysosomal pathways (Meimaridou et al. 2009; Alvarez-Erviti
et al. 2010; Redeker et al. 2012). We have previously
demonstrated that viral gene transfer of HSP70 protects
against toxin-induced DA neuron loss in a sporadic model of
PD in mice (Dong et al. 2005). In addition, HSP70
suppressed a-synuclein toxicity in a transgenic Drosophila
model of familial PD (Auluck et al. 2002). Therefore, the
ﬁnding of reduced HSP70 expression is intriguing and is
consistent with the notion of an increased vulnerability of
DA neurons to mitochondrial and proteotoxic stressors in the
absence of PINK1.
VDAC-2 is a mitochondrial membrane porin that opens at
low or zero membrane potential, and allows diffusion of
small hydrophilic molecules and ions and thus plays a role in
mitochondrial metabolic processes (Blachly-Dyson and Forte
2001; Shoshan-Barmatz and Gincel 2003). VDACs are also
involved in mitochondrial autophagy, possibly by recruiting
Parkin to docking sites in defective mitochondrial membranes, tagging the organelles for degradation by lysosomes
(Sun et al. 2012). A decrease in the expression of this protein
in PD would inhibit the removal of malfunctioning mitochondria, contributing to an increase in cellular detritus and
subsequent neuronal dysregulation.
Oxidative stress
Increased levels of reactive oxygen species have been noted
in PD and PD model organisms (Jenner 2003; Heeman et al.
2011; Di Domenico et al. 2012; Varcin et al. 2012). Not
only does aberrant mitochondrial function and dysfunction of
proteostasis networks impact oxidative stress but loss of
neurotropic factors contributes as well. Consistent with this
observation, two additional neuroprotective enzymes were
found in this study to have decreased expression in the brain
of the PINK1 KO mouse: CBR3 and cytoplasmic isocitrate
dehydrogenase [NADP+] (IDHc). CBR3 is an oxidoreductase that reduces oxidative stress by catalyzing the reduction
of carbonyls to their corresponding alcohols (Miura et al.
2008). This reduction of oxidative stress-mediated carbonyls
leads to the creation of a less toxic species (Oppermann
2007). IDH also plays a defensive role combating oxidative
damage as it contains a tagging sequence that can direct
damaged proteins to peroxisomes for degradation (Xu et al.
2004). In addition, IDHc, utilizing NADP+ as a cofactor,
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generates NADPH, which noted above is an important
cofactor for maintaining reduced GSH, a key antioxidant.
Supporting our data, knockdown studies of IDHc in PC12
cell lines demonstrated changes in cellular redox status,
increased oxidative damage and apoptotic cell death (Yang
and Park 2011). Furthermore, cell lines that expressed lower
levels of IDHc were shown to have increased lipid peroxidation, peroxide generation, and oxidative damage to DNA
(Lee et al. 2002). Consequently, we opine that these proteins
may contribute to the oxidative stress observed in PD brain.
Neuronal plasticity, trafficking and structure
Mitochondrial dysfunction is implicated in various neuronal
degenerative diseases, leading to decreased neuroplasticity
and neurite outgrowth (Cheng et al. 2010). Furthermore,
PINK1 has previously been reported to be a possible
contributor in the regulation of neurite outgrowth, and its
deﬁciency causes dysregulation of this process (Samann
et al. 2009). In this study, we uncovered a signiﬁcant
decrease in two proteins involved in neurite outgrowth: EF2
and dihydropyrimidase-related protein 2 (DRP2; CRMP2).
EF2 mediates ribosomal translocation of peptidyl-tRNA from
the A to the P site during protein translation, which has been
shown to regulate neurite outgrowth in advancing growth
cones (Nairn and Palfrey 1987; Iketani et al. 2013). When
EF2 is down-regulated or inhibited by EF2 kinase, protein
synthesis driving the growth cone is blocked; therefore,
formation of new neuronal connections are inhibited (Sutton
et al. 2007). Furthermore, down-regulation of global protein
synthesis has been linked to impaired chaperone and
proteasome activity as cells lower protein synthesis when
protein folding and/or degradation pathways are impaired to
reduce the burden of aggregated and misfolded proteins (van
Oosten-Hawle and Morimoto 2014), consistent with the
observed decreases in HSP70 and proteasomal subunit
expression in this study. Moreover, reducing protein synthesis has shown to be beneﬁcial in a Drosophila PINK1 model
(Liu and Lu 2010). Thus, while reduced expression of EF2
may affect neurite formation it may also be an adaptive,
overall neuroprotective response.
DRP2, also called CRMP2, is a signaling protein that
interacts with binding partners and carries out multiple
functions, some of which include: neurite outgrowth and
retraction, growth cone guidance, kinesin-dependent axonal
transport, neurotransmitter release, endocytosis, vesicular
cycling, synaptic assembly, Ca2+ homeostasis, organization
of the dendritic ﬁeld, and neuronal differentiation (Hensley
et al. 2011; Khanna et al. 2012; Tan et al. 2013). Even
though overall DRP2 expression decreases with age, higher
levels remain in areas of neurogenesis and neuroplasticity
(Charrier et al. 2003). Previously, DRP2 has been reported to
be functionally altered in neurodegenerative disorders, such
as Alzheimer disease, prion disease, amyotrophic lateral
sclerosis, and PD (De Winter et al. 2006; Sultana et al.
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2006; Shinkai-Ouchi et al. 2010; Hensley et al. 2011; Dixit
et al. 2013). It is conceivable that reduced levels of this
important neuronal protein affects cytoskeletal organization
leading to the decrease in dendritic ﬁeld and dendritic spine
number as reported in PD (Patt et al. 1991). Consequently,
PINK1( / ) mice deﬁcient in DRP2 would have severely
diminished capacity in neuronal repair, migration, neurite
elongation, and maintaining neuronal plasticity.
In PD, multiple neuronal networks experience altered
neurotransmission, a condition that is exacerbated by asynuclein over-expression (Barone 2010; Nemani et al.
2010). In the PINK1( / ) model in particular, there is a
signiﬁcant reduction in the neurotransmitter dopamine.
Decreased expression of V-ATPase in the PINK1 KO
mouse is a probable contributor in the breakdown in
neurotransmission. Working in conjunction with the H+/
neurotransmitter antiporter, V-ATPase assists in the concentration of neurotransmitters into synaptic vesicles
(Beyenbach and Wieczorek 2006). Disruption of this
process leads to decreased levels of neurotransmitters in
the synaptic cleft. Furthermore, synaptic vesicle trafﬁcking
at the pre-synaptic cleft is maintained by a cycle of protein
complex assembly and disassembly of the SNARE complexes; failure of this cycle can lead to loss of neuronal
structure and function(Esposito et al. 2012). A central
protein involved in this process, vesicle-fusing ATPase, also
known as N-ethylmaleimide-sensitive fusion protein (NSF),
was found in this study to be signiﬁcantly decreased in the
PINK1( / ) brain. NSF is a membrane trafﬁcking chaperone
required for intracellular membrane fusion and vesiclemediated transport (Whiteheart et al. 1994; Bomberger
et al. 2005). Speciﬁcally for neurotransmission, NSF facilitates membrane fusion of SNARE complexes (in conjunction with SNAP) for synaptic exocytosis, subsequent
disassembly of the complex and mobilization of the reserve
neurotransmitter pool (Lin and Scheller 2000; Neuwald
1999; Whiteheart et al. 2001), while also promoting resensitization of surface receptors on the plasma membrane
(Bomberger et al. 2005). Knockout of NSF leads to an
accumulation of synaptic vesicles at the axon terminals and
at the docking site (Whiteheart et al. 2001). Consistent with
our results and the above notion, PINK1-deﬁcient Drosophila neurons show that rapid stimulation of synaptic
vesicles is defective (Morais et al. 2009).
Loss of neuronal scaffolding is accompanied by decreased
expression of structural proteins. In this study, we found two
structural proteins to be signiﬁcantly decreased in the PINK1
KO brain: NFL and ARPC2. NFL is a component in Lewy
bodies and a major structural element in neurons, forming the
backbone for other neuroﬁlaments (Fuchs and Cleveland
1998). In the substantia nigra of PD subjects, reduced levels
of NFL and NFL mRNA were found and correlated with the
severity of the disease (Hill et al. 1993; Liu et al. 2011a).
ARPC2 is part of a structural protein complex that plays a

role regulating the polymerization and branching of actin
ﬁlament networks (Gournier et al. 2001; Spillane et al.
2012). Furthermore, in this study, the phosphorylation state
of NFM also was found to be signiﬁcantly decreased. NFM
is a structural protein that supports axonal caliber, and altered
levels of NFM phosphorylation affect the function of larger
neuroﬁlaments. In addition, phosphorylation of NFM produces inter-ﬁlament cross-bridges that increase axonal structure; therefore, a decrease in NFM phosphorylation would be
predicted to lead to a decrease in axonal caliber (Mukai et al.
1996). Thus, defects in neuronal structural proteins may
contribute to the pathogenesis of recessive familial PD.
In conclusion, ablation of PINK1 in mice results in
differential expression and altered phosphorylation states of
multiple brain proteins with critical functions involved in
early changes in cellular signaling pathways, energy
metabolism, proteostasis networks, oxidative stress, neurotransmission, and neuronal structural plasticity (Fig. 5). Our
ﬁndings provide a starting point for future investigations of
the impact that these differentially expressed and phosphorylated proteins and their regulated pathways may have on
the pathogenesis of PD; particularly the role of potential
environmental triggers that interact with mutated PD

Fig. 5 Schematic diagram summary of expression proteomics and
phosphoproteomics proﬁles of the PINK1 knockout (KO) mouse brain.
With the ablation of PINK1, alterations in the phosphoproteome and
protein levels were noted in several key proteins associated with:
increased oxidative stress, aberrant cellular signaling, altered neuronal
structure, decreased synaptic plasticity, reduced neurotransmission,
diminished proteostasis networks, and altered metabolism. We
hypothesize that such changes contribute to the known alterations in
pathology and clinical presentation in Parkinson’s disease (PD). See
Discussion section for more details.
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susceptibility gene. In addition, further studies are required
to determine if the proteins identiﬁed here may serve as
therapeutic targets to interfere with the progression of PD or
as part of a panel of potential biomarkers for PD.
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