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To the Editor

To increase understanding of PARK14-linked parkinsonism and
the roles of PLA2G6, we would like to report additional data related
to our recent study “Phenotypic spectrum of patients with PLA2G6
mutation and PARK14-linked parkinsonism” [1].

PLA2G6 is the causative gene for infantile neuroaxonal
dystrophy (INAD), neurodegeneration associated with brain iron
accumulation, and Karak syndrome [2,3]. Recently, Paisan-Ruiz et
al reported that PLA2G6 was the causative gene for autosomal
recessive early-onset dystonia-parkinsonism (PARK14-linked
parkinsonism) [4]. We have also found three patients (two families)
with PARK14-linked parkinsonism [1]. Intriguingly, our two Japa-
nese index patients (agefage at onset = 35/20 and 33/25 years
old) and the previously reported two index patients all had
dementia with frontal lobar dysfunction including: frontal execu-
tive dysfunction, frontal lobar atrophy, or frontal lobar hypoperfu-
sion on neuroimaging {14].

In order, to determine the significance of the PLA2G6 mutation,
we conducted extended mutation analysis in 23 Japanese patients
(male 12, female 11) with frontotemporal type dementia (suspected
frontotemnporal dementia based on clinical features, frontotemporal
lobar atrophy on MRI/CT, or frontotemporal lobar hypoperfusion on
SPECT). Among them, 11 patients had family histories of a fronto-
temporal type of dementia (5 autosomal dominant, 5 autosomal
recessive mode of inheritance, 1 unknown familial dementia, 9
sporadic dementia, and 1 unknown family history). Age at sampling
was 66.0 + 134 (mean + SD), range 40-85 year. Age at onset was
58.6 & 11.7 (mean + SD), range 38-78 year. This cohort had later
agefage at onset than that of the previously reported PLA2G6-posi-
tive patients with frontotemporal type of dementia. The study was
approved by the ethics committee of Juntendo University and each
subject provided written informed consent.

Direct sequencing of all the PLA2G6 exons revealed no patho-
genic mutations or significant SNPs. Thus, although all our patients
with PLA2G6 mutations had dementia with frontotemporal lobar
atrophy, our additional data indicate that’'PLA2G6 mutation may

% The review of this paper was entirely handled by an Associate Editor, Eng-King
Tan.

1353-8020/$ - see front matter © 2011 Elsevier Ltd. All rights reserved.
doi:10.1016/j.parkreldis.2011.03.011

not play a major role in general frontotemporal type of dementia
at least in the Japanese population including the heterozygous
mutation.

Taken together with the previous reports, our data suggest that
PLA2G6 mutations should be considered more likely in patients
with early-onset frontotemporal type of dementia than in patients
with later-onset frontotemporal type of dementia. The etiology of
the majority of frontotemporal lobar degeneration is still unknown
except for some cases with MAPT or PGRN mutations. Therefore, the
etiology of the frontotemporal lobar degeneration should be clari-
fied by clinicogenetic studies or other approaches.
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Mutations in PTEN-induced putative kinase 1 (PINK1) cause a recessive form of Parkinson's disease (PD). PINK1
is associated with mitochondrial quality control and its partial knock-down induces mitochondrial
dysfunction including decreased membrane potential and increased vulnerability against mitochondrial
toxins, but the exact function of PINK1 in mitochondria has not been investigated using cells with null
expression of PINK1. Here, we show that loss of PINK1 caused mitochondrial dysfunction. In PINK1-deficient
(PINK1~/~) mouse embryonic fibroblasts (MEFs), mitochondrial membrane potential and cellular ATP levels

ﬁfﬁﬁ:ﬁi-g disease were decreased compared with those in littermate wild-type MEFs. However, mitochondrial proton leak,
Mitochondria which reduces membrane potential in the absence of ATP synthesis, was not altered by loss of PINK1. Instead,
PINK1 activity of the respiratory chain, which produces the membrane potential by oxidizing substrates using
Parkin oxygen, declined. H,0, production rate by PINK1~/~ mitochondria was lower than PINK1*/* mitochondria

Membrane potential
Oxidative phosphorylation
Modular kinetic analysis
Proton leak

Reactive oxygen species

as a consequence of decreased oxygen consumption rate, while the proportion (H,0, production rate per
oxygen consumption rate) was higher. These results suggest that mitochondrial dysfunctions in PD
pathogenesis are caused not by proton leak, but by respiratory chain defects.

© 2010 Elsevier Inc. All rights reserved.

Introduction phosphorylation (Pridgeon et al., 2007).'Loss of PINK1 function induces

increased vulnerability to various stresses (Exner et al., 2007; Haque et

Parkinson's disease (PD) is a neurodegenerative disease character-
ized by loss of dopaminergic neurons in the substantia nigra.
Mitochondrial dysfunction has been proposed as a major factor in the
pathogenesis of sporadic and familial PD (Abou-Sleiman et al., 2006). In
particular, the identification of mutations in PTEN-induced putative
kinase 1 (PINK1) has strongly implicated mitochondrial dysfunction
owing to its loss of function in the pathogenesis of PD (Valente et al,,
2004). PINK1 contains an N-terminal mitochondrial targeting sequence
(MTS) and a serine/threonine kinase domain (Valente et al, 2004).
PINK1 kinase activity is crucial for mitochondrial maintenance via TRAP

Abbreviations: Ay, mitochondrial membrane potential; FCCP, carbony!l cyanide
p-trifluoromethoxyphenylhydrazone; MEFs, mouse embryonic fibroblasts; PD, Parkin-
son's disease; PINK1, PTEN-induced putative kinase 1; ROS, reactive oxygen species;
TMRM, tetramethylrhodamine methy! ester; TPMP, mphenylmethylphosphomum
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al,, 2008; Pridgeon et al,, 2007; Wood-Kaczmar et al., 2008). However,
silencing of PINK1 has only been partial and only one study has been
performed to assess mitochondrial functions in steady and artificial
states with complete ablation of PINK1 expression (Gautier et al., 2008).

Several studies have shown that PINK1 acts upstream of parkin in
the same genetic pathway (Clark et al., 2006; Park et al., 2006) and co-
overexpressed PINK1 and parkin both co-localized to mitochondria
(Kim et al., 2008). Overexpression of PINK1 promotes mitochondrial
fission (Yang et al, 2008). Fission followed by selective fusion
segregates dysfunctional mitochondria and permits their removal by
autophagy (Twig et al, 2008). PINK1 loss-of-function decreases
mitochondrial membrane potential (Chu, 2010) and the PINKI-
parkin pathway is associated with mitochondrial elimination in
cultured cells treated with the mitochondrial uncoupler carbonyl
cyanide m-chlorophenylhydrazone (CCCP), which causes mitochon-
drial depolarization (Geisler et al, 2010; Kawajiri et al, 2010;
Matsuda et al., 2010; Narendra et al., 2008, 2010; Vives-Bauza et al,
2010).:However, the exact mechanism underlying the mitochondrial
depolarization induced by PINK1 defects leading to mitochondrial
autophagy has not been examined in detail.
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Here, we describe a detailed characterization of mitochondria in
PINK1-deficient cells. We show that PINK1 deficiency causes a
decrease in mitochondrial membrane potential, which is not due to
proton leak, but to respiratory chain defects.

Materials and methods
PINK1 knock-out mouse embryonic fibroblasts (MEFs)

PINK1 knock-out MEFs were prepared and cultured as described
previously (Matsuda et al, 2010). Mouse embryonic fibroblasts
(MEFs) were derived from E125 embryos containing littermate 4
mice of each genotype. Embryos were mechanically dispersed by
repeated passage through a P1000 pipette tip and plated with MEF
media containing DME, 10% FCS, 1x nonessential amino acids, 1 mM
L-glutamine, penicillin/streptomyecin (invitrogen). The ¢:2 cell line, an
ecotropic retrovirus packaging cell line, was maintained in Dulbecco’s
modified Eagle medium (DMEM, Sigma) with 5% fetal bovine serum
and 50 pg/ml kanamicin. Transfection of the ¢2 cells with pMESVTS
plasmids containing an SV40 large T antigen was performed by
lipofection method according to the manual provided by the
manufacturer (GIBCO BRL). Five micrograms of the plasmids was
used for each transfection. Transfectants were selected by G418 at the
concentration of 0.5 mg/ml, and 10 clonal cell lines were established.
The highest titer of 5x 10* cfu/ml was obtained for the conditioned
medium of a cell line designated ¢;2SVTS1. 105 MEFs were plated onto
a 10-cm culture dish and kept at 33 °C for 48 hours. Then medium was
replaced with 2 ml supplemented with polybrene-supplemented
medium conditioned by the 2SVTS1 cells at confluency for 3 days.
Infection was continued for 3 hours, and the medium was replaced
with a fresh one. The infected MEFs were cultured at 33 °C until
immortalized cells were obtained. -

We confirmed that the differences we detected in this study were
due to the PINK1 deficiency, not to artificial effects by immortaliza-
tion, by measuring cellular respiration rates of not immortalized MEFs
from other littermates (Supplemental figure). The respiration rates of
not immortalized MEFs were slightly slower than those of immortal-
ized MEFs, but the differences between PINK1*/* and —/— MEFs were
consistent (Fig. 2A).

Cell growth

Cells were seeded in 12-well plates at density of 3~6 x 10 cells/well
and incubated in DMEM high glucose medium (4.5 g/1 glucose and
1 mM sodium pyruvate) supplemented with 10% fetal bovine serum.
After a day, the medium was replaced with DMEM glucose-free medium
supplemented with 1 g/! galactose, 1 mM sodium pyruvate and 10%
fetal bovine serum (DMEM galactose medium) at 37 °C in an incubator
with a humidified atmosphere of 5% CO,. Cells were trypsinized and live
cells were assessed by trypan blue dye exclusion.

Mitochondrial morphological changes

Cells were seeded in 6-well plates at 2.0 x 10°/well and incubated
in DMEM high glucose medium (4.5 g/! glucose and 1 mM sodium
pyruvate) supplemented with 10% fetal bovine serum and 1%
penicillin/streptomycin. After a day, the medium was replaced with
DMEM glucose-free medium supplemented with 1 g/l galactose,
1 mM sodium pyruvate and 10% fetal bovine serum (DMEM galactose
medium) at 37 °C in an incubator with a humidified atmosphere of 5%
CO,. 24 hours later, cells were fixed and immunostained with anti-
Tom20 antibody to visualize mitochondria according to a protocol as
previously described (Kawajiri et al., 2010). All images were obtained
using an Axioplan 2 imaging microscope (Carl Zeiss, Oberkochen,
Germany). .

Cellular ATP levels

Intracellular ATP levels were determined by-a cellular ATP assay kit
(TOYO B-Net, Tokyo, Japan) according to the manufacturer's instruc-
tions using a Lumat LB9507 luminometer (Berthold Technology, Bad
Wildbad, Germany).

Membrane potential

Fluorescence images were recorded using a multi-dimensional
imaging workstation (AS MDW, Leica Microsystems, Wetzlar,
Germany) with a climate chamber maintained at 37 °C. Fluorescence
was quantified with a CCD camera (CoolSnap HQ, Roper Scientific,
Princeton, NJ) using a 20x objective. Cells were stained for 1 hour
with a non-quenching concentration (20 nM) of tetramethylrhoda-
mine methyl ester (TMRM) in a 96-well plate. The cell-permeable
cationic dye TMRM accumulates in mitochondria according to the
Nernst equation. Nuclei were stained with 250 nM Hoechst 34580,
Mitochondrial TMRM fluorescence was integrated in a 40-um
diameter circular area around the nucleus, and the minimum
fluorescence in this area was subtracted as background fluorescence.

Cell respiration

Cell respiration was measured at 37 °C using the Oxygen Meter
Model 781 and the Mitocell MT200 closed respiratory chamber
(Strathkelvin Instruments, North Lanarkshire, United Kingdom). Cells
were cultured in DMEM with 4.5 g/1 of glucose supplemented with
10% FBS. Cells were then trypsinized and resuspended in Leibovitz's
L-15 medium (Invitrogen) at density of 8.0 x 106 cells/ml. The oxygen
respiration rate was measured under each of the following three
conditions: basal rate (no additions); State 4 (no ATP synthesis) [after
addition of 1 pg/ml oligomycin (Sigma)], uncoupled [after addition of
3 M FCCP (carbony! cyanide p-triflucromethoxyphenylhydrazone;
Sigma)] using Strathkelvin 949 Oxygen System. After sequential
measurements, the endogenous respiration rate was determined by
adding 1 pM rotenone -+ 2 M myxothiazol.

Mitochondrial respiration and membrane potential

Mitochondria were prepared from cultured MEFs as previously
described (Amo and Brand, 2007). Mitochondrial oxygen consump-
tion with 5 mM succinate as a respiratory substrate was measured at
37°C using a Clark electrode (Rank Brothers, Cambridge, United
Kingdom) calibrated with air-saturated respiration buffer comprising
0.115M KC|, 10 mM KH,PO4, 3 mM HEPES (pH 7.2), 2 mM MgCl,,
1mM EGTA and 0.3% (w/v) defatted BSA, assumed to contain
406 nmol atomic oxygen/ml (Reynafarje et al., 1985). Mitochondrial
membrane potential (Ay) was measured simultaneously with
respiratory activity using an electrode sensitive to the lipophilic
cation TPMP™ (triphenylmethylphosphonium) (Brand, 1995). Mito-
chondria were incubated at 0.5 mg/ml in the presence of 80 ng/ml
nigericin (to collapse the pH gradient so that the proton motive force
was expressed exclusively as A) and 2 pM rotenone (to inhibit
complex I). The TPMP*-sensitive electrode was calibrated with
sequential additions of TPMP* up to 2 uM, then 5mM succinate
was added to initiate respiration. Experiments were terminated with
2 pM FCCP, allowing correction for any small baseline drift. Ay was
calculated from the distribution of TPMP™ across the mitochondrial
inner membrane using a binding correction factor of 0.35mg
protein/l. Respiratory rates with 4 mM pyruvate 4+ 1 mM malate as
a substrate in State 3 (with 0.25 mM ADP) and State 4 (with 1 pg/ml
oligomycin) were determined using the Oxygen Meter Model 781 and
the Mitocell MT200 closed respiratory chamber (Strathkelvin
Instruments).
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Modular kinetic analysis

To investigate differences in oxidative phosphorylation caused by
PINK1 knock-out, we applied a systems approach, namely modular
kinetic analysis (Amo and Brand, 2007; Brand, 1990). This analyzes the
kinetics of the whole of oxidative phosphorylation divided into three
modules connected by their common substrate or product, Ay The
modules are (i) the reactions that produce Ay, consisting of the substrate
translocases, dehydrogenases and other enzymes and the components of
the respiratory chain, called ‘substrate oxidation'; (ii) the reactions that
consume Ay and synthesize, export and dephosphorylate ATP, consisting
of ATP synthase, the phosphate and adenine nucleotide translocases and
any ATPases that may be present, called the ‘phosphorylating system’;
and (iii) the reactions that consume Ay without ATP synthesis, called the
‘proton leak’ (Brand, 1990). The analysis reports changes anywhere
within oxidative phosphorylation that are functionally important but is
unresponsive to changes that have no functional consequences.
Comparison of the kinetic responses of each of the three modules to Ays
obtained using mitochondria isolated from PINK1*/* and PINK1~/—
MEFs would reveal any effects of PINK1 on the kinetics of oxidative
phosphorylation. Oxygen consumption and Ay were measured simulta-
neously using mitochondria incubated with 80 ng/ml nigericin and 4 |M
rotenone. Respiration was initiated by 5 mM succinate. The kinetic
behavior of a ‘Ays-producer’ can be established by specific modulation of a
A-consumer and the kinetics of a consumer can be established by
specific modulation of a Ay-producer (Brand, 1998). To measure the
kinetic response of proton leak to Ay, the State 4 (non-phosphorylating)
respiration of mitochondria in the presence of oligomycin (0.8 pg/ml; to
prevent any residual ATP synthesis), which was used solely to drive the
proton leak, was titrated with malonate (up to 8 mM). In a similar way,
State 4 respiration was titrated by FCCP (up to 1 pM) for measurement of
the kinetic response of substrate oxidation to Ay. State 3 (maximal rate of
ATP synthesis) was obtained by addition of excess ADP (1 mM ). Titration
of State 3 respiration with malonate (up to 1.1 mM) allowed measure-
ment of the kinetics of the Ay-consumers (the sum of the phosphory-
lating system and proton leak). The coupling efficiencies of oxidative
phosphorylation were calculated from the kinetic curves as the
percentage of mitochondrial respiration rate at a given Ay that was
used for ATP synthesis and was therefore inhibited by oligomycin. Note
that any slip reactions will appear as proton leak in this analysis (Brand et
al., 1994).

Mitochondrial ROS production

Mitochondrial ROS production rate was assessed by measurement
of H,0, generation rate, determined fluorometrically by measure-
ment of oxidation of Amplex Red to fluorescent resorufin coupled to
the enzymatic reduction of H,0, by horseradish peroxidase using a
spectrofluorometer RF-5300PC (Shimadzu, Kyoto, Japan). The H,0,
generation rate was measured in non-phosphorylating conditions
(=State 4) using either pyruvate/malate or succinate as respiratory
substrates. Mitochondria were incubated at 0.1 mg/ml in respiration
buffer. All incubations also contained 5uM Amplex Red, 2 U/ml
horseradish peroxidase and 8 U/ml superoxide dismutase. The
reaction was initiated by addition of 5mM succinate or 4 mM
pyruvate+ 1 mM malonate and the increase in fluorescence was
followed at excitation and emission wavelengths of 560 and 590 nm,
respectively. Appropriate correction for background signals and
standard curves generated using known amounts of H0, were used
to calculate the rate of H,0, production in nmol/min/mg mitochon-
drial protein. The percentage free radical leak, which is a measure of
the number of electrons that produce superoxide {and subsequently
H,0,) compared with the total number of electrons which pass
thorough the respiratory chain, was calculated as the rate of H,0,
production divided by the rate of O, consumption (Barja et al., 1994).

Statistics

Values are presented as meansd- SEM except Fig. 2D, in which
error bars indicate SD. The significance of differences between means
was assessed by the unpaired Student's t-test using Microsoft Excel; P
values<0.05 were taken to be significant.

Results
Cell growth and mitochondrial morphology

In general, cultured cells gain their energy mostly from glycolysis.
Therefore, cells deficient in respiratory function can grow in normal
medium, although possibly at a slower rate, relying predominantly on
glycolysis (Hofhaus et al, 1996). Actually, p° cells, which lack
mitochondrial DNA completely, can grow producing energy exclu-
sively through glycolysis (King and Attardi, 1989). On the other hand,
galactose metabolism via glycolysis is much slower than glucose
metabolism (Reitzer et al.,, 1979). Therefore, cells in galactose medium
are forced to oxidize pyruvate through the mitochondrial respiratory
chain for energy required for growth, Consequently, cells with defects
in their mitochondrial respiratory chains show growth impairments
in galactose medium. To evaluate this phenomenon is also observed in
our cells, we examined growth retardation by addition of mitochon-
drial complex I inhibitor, rotenone (Fig. 1A). In glucose medijum,
10 nM rotenone had only a slight effect on the growth of PINK1+/+
MEFs and slower growth was observed even in the presence of
100 nM rotenone. However, in the galactose medium, 10 nM rotenone
significantly inhibited the growth of PINK1*/* MEFs and 100 nM
roteone completely arrested the growth. Therefore, we could confirm
that the growth impairment of our cells in the galactose medium was
due to mitochondrial respiratory chain defects.

PINK1 acts upstream of parkin, regulating mitochondrial mtegrlty
and function; therefore, loss of PINK1 is considered to affect
mitochondrial functions. To assess the mitochondrial functions of
PINK1~/~ MEFs, growth capability in a medium in which galactose
replaced glucose was examined. As shown in Fig. 1B, PINK1~/~ MEFs
appeared to show clear growth impairments in the galactose medium,
whereas PINK17/* MEFs grew slightly slower than in the glucose
medium.

No differences of mitochondrial morphology between PINK1*/+
and ~/~ MEFs in the glucose medium were detected (Fig. 1C),
consistent with the previous report (Matsuda et al., 2010). However,
in the galactose medium, mitochondria of the PINK1~/~ MEFs were
more fragmented compared to the PINK*/* MEFs (Fig. 1C). This is
consistent with previous reports, which found mitochondrial mor-
phological changes were more pronounced when PINK1 knock-down
Hela cells were grown in low-glucose medium (Exner et al.,, 2007)
and human PINK1 homozygous mutant fibroblast in galactose
medium (Griinewald et al, 2009). In these cells, mitochondrial
morphological changes were associated with the mitochondrial
functional impairment.

Assessments of mitochondrial functions at the cellular level

Because PINK1~/~ MEFs showed severe growth impairments in
the galactose medium, the mitochondrial functions of these cells were
assessed at the cellular level. First, cellular respiration rates were
measured (Fig. 2A). The basal respiration rate was significantly
reduced in PINK1~/~ cells compared with that in PINK1™/* cells
(11.134+0.71 versus 14.3641.01 nmol O/min/10° cells; p<0.05;
n=>5 independent experiments), consistent with previous reports
using partial knock-down of PINK1 expression (Gandhi et al., 2009;
Liu et al., 2009). Oligomycin inhibits ATP synthase, resulting in non-
phosphorylating respiration. FCCP uncouples oxidative phosphoryla-
tion, leading to maximum respiration rates. In both conditions, the
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Fig. 1. (A) Growth retardation of PINK1*/* MEFs by mitochondrial complex | inhibitor, rotenone in glucose or galactose medium. Closed circles with solid line, 0 nM rotenone; open
triangles with dashed line, 1 nM rotenone; closed diamonds with solid line, 10 nM rotenone; open circles with dashed line, 100 nM rotenone; closed triangles with solid line,,
1000 nM rotenone. Cells grown in 12-well plates were trypsinized and live cells were assessed by trypan blue dye exclusion. (B) Growth curves of PINK1*/* and =/~ MEFs. Closed
symbols (glucose), growth curve for cells grown in DMEM containing 4.5 g/1 glucose and 1 mM sodium pyruvate; open symbols (galactose), growth curve for cells grown in DMEM
facking glucose and containing instead 1.0 g/1 galactose and 1 mM sodium pyruvate. Cells grown in 12-well plates were trypsinized and live cells were assessed by trypan blue dye
exclusion. (C) Mitochondrial morphology of PINK1+/+ and =/~ MEFs. After incubating cells with the glucose or galactose medium for 24 hours, cells were fixed and immunostained
with anti-Tom20 antibody to visualize mitochondria. Scale bar, 20 pm.

+

PINK1~/~ cells respired significantly stower than the PINK1+/* cells The main function of mitochondria is ATP synthesis via oxidative
(1.76 +£0.13 versus 2.9540.27 (p<0.01; n=>5 independent experi-  phosphorylation. ATP levels under basal conditions were significantly
ments) and 16.4441.80 versus 23.50+1.18 nmol O/min/10° cells reduced in PINK1~/~ MEFs (Fig. 2B), as reported previously for
(p<0.05; n=5 independent experiments), respectively). dissociated PINK1~/~ mouse neurons (Gispert et al, 2009) and PINK1
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Fig. 2. Mitochondrial functions assessed at the cellular level. Open bars, PINK1+/* MEFs; closed bars, PINK1~/~ MEFs, (A) Cell respiration rate of PINK1*/* and ~/~ MEFs. The
oxygen respiration rate was measured at density of 8.0x 10° cells/m! under each of the following three conditions: basal rate (no additions); State 4 (no ATP synthesis) [after
addition of 1 pg/ml oligomycin], uncoupled [after addition of 3 uM FCCP], After sequential measurements, the endogenous respiration rate was determined by adding T jiM rotenone
+2 pM myxothiazol. Error bars indicate SEM (n=5 independent experiments). (B) Cellular ATP levels. Data were normalized based on cell numbers and expressed as the
percentage of the level in PINK1+/* cells, Error bars indicate SEM (n =4 independent experiments). (C) Live cell images of PINK1+/* and ~/~ MEFs with TMRM fluorescence. (D)
Mitochondrial membrane potential evaluated by live cell imaging of TMRM fluorescence. Left panel, the distribution of TMRM fluorescence from 3537 PIINK1/+ and 2566 PINK1~/~

cells from 12 wells per cell type; right panel, the average value of TMRM fluorescence per cell. Error bars indicate SD. *P<0.05; **P<0.01; ***P<0.001.

siRNA knock-down PC12 cells (Liu et al, 2009). Mitochondrial
membrane potential was also measured by live cell imaging of TMRM
fluorescence. Typical images were shown in Fig. 2C. The histogram
shows the distribution of TMRM fluorescence from 3537 PINK1+/* cells
and 2566 PINK1~/~ cells from 12 wells per cell type and the bar graph
indicates the mean+SD of TMRM fluorescence per cell (Fig. 2D).
According to the Nernst equation, the ratio of TMRM fluorescence would
translate into, on average, 6.88 mV lower mitochondrial membrane
potentialin the PINK1~/~ cells if the plasma membrane potentials were
not different between PINK1*/* and ~/~ cells. Mitochondrial mem-
brane potential decrease was also showed previously in PINK1 knock-
down Hela cells (Exner et al, 2007) and in stable PINK1 knock-down
neuroblastoma cell lines (Sandebring et al., 2009).

Assessments of mitochondrial functions using isolated mitochondria

To further analyze mitochondrial functions, we measured the
kinetics of oxidative phosphorylation using isolated mitochondria
from PINK1+/*+ and —/— MEFs. Fig. 3 shows the kinetics of the three
modules of oxidative phosphorylation using succinate as a respira-
tory substrate (complex Il-linked respiration). Fig. 3A shows the
kinetic response of substrate oxidation to its product, A¢. The

substrate oxidation kinetic curve for PINK1~/~ cells was clearly
shifted lower compared with that for PINK1%/+ cells, indicating that
the loss of PINK1 caused mitochondrial respiratory chain defects.
Fig. 3B shows the kinetic response of proton leak to its driving force,
Ay, and Fig. 3C shows the kinetic response of the ATP phosphory-
lating pathway to its driving force, Ay. Both kinetic curves for
PINK1*/* and ~/— MEFs (open and closed symbols, respectively)
were overlapping, implying that there were no significant differ-
ences in those modules.

We also independently measured the mitochondrial oxygen
consumption rate using pyruvate/malate as a respiratory substrate
instead of succinate to check complex 1. Modular kinetic analysis
using pyruvate/malate is technically difficult for the followiﬁg
reasons: (1) the oxygen consumption rate with pyruvate/malate is
much slower than succinate respiration; and (2) there are no
competitive inhibitors of complex I-linked respiration, such as
malonate for succinate respiration. As shown in Fig. 4A, the
respiration rates in State 3 and 4 with pyruvate/malate of isolated
mitochondria from PINK17/~ cells (closed symbols) were signifi-
cantly slower than those of PINK1+/+ cells (open symbols), as in the
case of succinate respiration (Fig. 4B; data derived from the kinetic
curves in Fig. 3).
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Fig. 3. Modular kinetic analysis of oxidative phosphorylation in mitochondria isolated
from PINK1*/#+ and ~/~ MEFs. Modular kinetic analysis of the kinetic responses to
membrane potential, Ay, of respiration driving (A) substrate oxidation (Ay titrated
with uncoupler, FCCP, starting in State 4), (B) proton leak (A titrated with malonate,
starting in State 4) and (C) the phosphorylating system, calculated by subtracting
respiration driving proton leak from respiration driving the Ay-consumers (Ay titrated
with malonate starting in State 3; not shown) at each Ag. Open symbols, PINK1+/*
MEFs; closed symbols, PINK1~/~ MEFs. Error bars indicate SEM (n=4 independent
mitochondrial preparations).

Mitochondrial ROS production

Mitochondrial ROS production rate was assessed by measurement
of the H,0, generation rate. Mechanisms of mitochondrial ROS
production were well described elsewhere (Fig. 1 of Lambert et al.,
2010). Pyruvate and malate generate NADH, which induced forward
electron transport and generate ROS mainly from complex I and III.
For pyruvate/malate respiration, the basal H,0, generation rate
(measured in the absence of respiratory chain inhibitors) was not
different between PINK1*/* and ~/~ mitochondria (Fig. 4C). The
addition of antimycin A and further addition of rotenone, which
inhibited forward electron transport at complex Ill and |, respectively,

enhanced H;0, generation. During succinate respiration in the
absence of respiratory chain inhibitors, ROS are generated mainly
from the quinine binding site of complex I due to reverse electron flow
from coenzyme Q to complex L For succinate respiration, H,0,
generation rate in the absence of reparatory chain inhibitors was
higher in PINK1¥/*+ mitochondria than in PINK1™/~ mitochondria,
but the difference was not significant (Fig. 4D). The addition of
rotenone, which blocks reverse electron flow from coenzyme Q to
complex |, attenuated H,0, generation.

Figs. 4 C and D show a tendency for PINK1+/* mitochondria to
generate more ROS than PINK1™/~ mitochondria. However, their
respiration rates were remarkably different (Figs. 4A and B).
Therefore, we calculated the percentage free radical leak, which is
the fraction of molecules of O, consumed that give rise to H,0; release
by mitochondria (free radical leak) during either pyruvate/malate or
succinate State 4 respiration (Figs. 4E and F). For pyruvate/malate
respiration, mitochondria isolated from PINK1™/~ cells had higher
proportion of H,0, generation than PINK1+/* mitochondria. During
succinate respiration without respiratory inhibitors, PINK1~/~ mito-
chondria had also higher proportion of free radical leak mainly from
complex I due to reverse electron flow from coenzyme Q to complex I.
Because the differences disappeared with addition of rotenone, which
inhibit reverse electron flow, ROS generation enhanced by loss of
PINK1 was mostly from complex L.

Discussion

We produced an in vitro model of Parkinson's disease, immortal-
ized PINK1™/~ MEFs. Previously, impairment of mitochondrial
respiration was observed in the brains of PINK1™/~ mice (Gautier
et al., 2008). PINK1~/~ MEFs clearly showed a phenotype of
mltochondrzal dysfunctions, which is consistent with PD pathogen-
esis. This phenotype was apparent in a cell growth experiment using
medium containing galactose instead of glucose (Fig. 1B). Mitochon-
drial fragmentation was observed when PINK1~/~ MEFs grew in the
galactose medium (Fig. 1C), which was consistent with previous
reports (Exner et al., 2007; Gritnewald et al., 2009). Our results have
unveiled that the PINK1~/~ MEF line could be a potential PD model,
presenting growth retardation due to decreased mitochondrial
respiration activity. Thus, the PINK1~/~ MEFs are a useful tool for
evaluating the role of PINK1 in mitochondrial dysfunction and
relevant to PD.

In PINK1™/~ MEFs, mitochondrial membrane potential was de-
creased compared with that in littermate wild-type MEFs (Figs. 2C and
D), as reported previously for PINK1 knock-down Hela cells (Exner et
al, 2007) and stable PINK1 knock-down neuroblastoma cell lines
(Sandebring et al, 2009). This is a key event during elimination of
mitochondria. Mitochondrial fission followed by selective fusion
segregates damaged mitochondria, which decreases their membrane
potential, and permits their removal by autophagy (Twig et al., 2008).

-The PINK1-parkin pathway is thought to have a crucial role in this

mitochondrial elimination mechanism (Geisler et al.,, 2010; Kawajiri et
al., 2010; Matsuda et al,, 2010; Narendra et al,, 2008, 2010; Vives-Bauza
et al, 2010). To clarify what caused the decrease in mitochondrial
membrane potential, we performed a modular kinetic analysis using
isolated mitochondria (Fig. 3). This analyzes the kinetics of the whole of
oxidative phosphorylation divided into three modules connected by
their common substrate or product, mitochondrial membrane potential
(A). The modules are include one Ay-producer (substrate oxidation)
and two A¢-consumers (phosphorylating system and proton leak)
(Brand, 1990). To decrease Ay, the Ay-producer should be down-
regulated and/ or Ay-consumers should be up-regulated. As cellular ATP
levels were decreased compared with those in littermate wild-type
MEFs (Fig. 2B), it is unlikely that the phosphorylating system is
up-regulated. Indeed, the kinetics of the phosphorylation module
were not altered (Fig. 3C). The other Ay-consumer, proton leak,
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respiratory substrate. Data were derived from the results of modular kinetic analysis (Fig. 3). State 3 respiration rates were the kinetic start points of the Ay-consumers (the sum of
the phosphorylating system and proton leak), State 4 respiration rates were average values of the respiration rates at the kinetic start points of substrate oxidation and proton leak.
(C, D) Mitochondrial H,0, production rate with pyruvate/malate (C) or succinate (D) as a respiratory substrate. (E, F) Percentage free radical leak (FRL) for State 4 respiration with
pyruvate/malate (E) or succinate (F) as a respiratory substrate. Error bars indicate SEM (n=>5 and 4 independent mitochondrial preparations for pyruvate/malate and succinate

respiration, respectively). *P<0.05; **P<0.01; ***P<0.001.

which partially dissipates the membrane potential without ATP
synthesis, was also not changed (Fig. 3B). Therefore, the decrease in
membrane potential caused by loss of PINK1 is likely to have been
caused only by lower activity of the Ay-producer, substrate oxidation
(Fig. 3A). This is the first report showing that mitochondrial membrane
potential decrease caused by loss of PINK1, which is the key event for the
following mitochondrial elimination, was not due to proton leak, but to
respiratory chain defects. We used only succinate (a complex Il-linked
substrate) as a respiratory substrate in the modular kinetic analysis for
technical reasons. However, complex I-linked respiration (pyruvate/
malate) was also decreased in PINK1~/~ MEFs like succinate respiration
(Fig. 4A).

The mitochondrial respiration rates in State 4 were decreased in
PINK1~/~ MEFs, and consequently, the proportions of free radical
leak were significantly higher in PINK1~/~ MEFs than in PINK1+/+

MEFs (Figs. 4E and F). Because the differences disappeared with
addition of rotenone (complex I inhibitor, which inhibits reverse
electron flow from coenzyme Q to complex I), ROS generation
enhanced by loss of PINK1 was mostly from complex L. These results
are partially consistent with those in previous reports, suggesting
that MPTP and rotenone induce neuronal cell death by inhibiting
complex 1 activity, leading to a PD-like phenotype (Dauer and
Przedborski, 2003; Jackson-Lewis and Przedborski, 2007; Troja-
nowski, 2003).

In this study, we developed an in vitro PD model, the PINK1~/~ MEF
line, and established the experimental conditions for cell growth to
detect mitochondrial dysfunction. This is the first report showing that
complete ablation of PINK1 causes a decrease in mitochondrial
membrane potential, which is not due to proton leak, but to tesplratory
chain defects.
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