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1. Introduction
The aim of this review is to provide insight and encouragement into the development of
new proteomic approaches aimed at analyzing the relationship between structure and
function of ATP synthase in different organisms and under different metabolic conditions.
Particular attention will be paid to the preparation of the sample for the mass spectrometry
(MS) analyses, which is also a critical step and requires a specific competence.

2. The nano-motor enzyme F0F1ATP synthase
F0F1ATP synthase is the terminal enzyme of the oxidative phosphorylation pathway (named
complex V of the OXPHOS system) that is responsible for the majority of ATP synthesis in
all living cells (Boyer, 1997). It is an exceptionally complicated protein complex, whose
molecular mass varies from 540 to 585 kDa depending on the source, which is organized
into a globular catalytic part (F1) and a membranous moiety (F0) linked by central and
peripheral stalks.
The enzyme is present in bacterial plasma membranes and chloroplast thylakoids, where it
contains 8 and 9 subunits, respectively (Borghese et al,. 1998; Richter et al,. 2000), and in
mitochondria, where it is located in the inner membrane and consists of at least 15 and 17
different subunits in mammals and yeasts, respectively (Wittig and Schägger, 2008). The F1
sector always consists of five subunits 3 3 1 1 1 and the - and -subunits are arranged
alternatively, forming a hexagonal cylinder around the coiled-coil structure of the subunit.
The F0 part, which is responsible for ion translocation across the membrane, has instead a
variable composition. The simplest form is present in bacteria and consists of the subunits
ac10-14. The c subunits form a ring structure with variable stoichiometry among species
connected to F1 by the central stalk, constituted by the subunits
and , latter being
homologous to subunit of the mitochondrial enzyme (Vignais and Satre, 1984) and able to
modulate the catalysis (Suzuki et al,. 2011). The a subunit associates with the c-ring
peripherally and with the lateral stalk, which is formed by the homo-dimer of subunits b
and by subunit , present in single copy and located at the top of F1(Walker and Dickson,
2006)(Fig.1A).
In mitochondria the additional subunits d, e, f, g, A6L, F6 and OSCP are associated to the
complex, of which the subunits b, d, F6 and OSCP form the lateral stalk in single copies,
OSCP homologous to prokaryotic subunit (Walker and Dickson, 2006). The so-called
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(A) Bacterial (E.coli) enzyme is assembled with a stiochiometry of (3), (3), , , , b (2), a, c (10-14).
The central stalk is composed of and subunits, the peripheral one is composed of subunits b and ,
the proton channel is formed by the subunits ac10-14.
(B) In the eukaryotic enzyme (Bos taurus) the central stalk is formed by subunits , and ε, the
peripheral stalk is composed of subunits OSCP, b, d and F6 and the additional subunits A6L, e, f, g are
associated to the proton channel ac10.

Fig. 1. Schematic representation of bacterial and mitochondrial F0F1 ATP synthase.
minor subunits e, f, g and A6L all span the membrane and, apart for subunit e (Bisetto et al,
2008), their exact stoichiometries are poorly defined (Fig. 1B). Other subunits are speciesspecific, such as subunit i and k in Saccharomyces cerevisiae (Wittig and Schägger, 2008) and
coupling factor B in Bos taurus (Lee et al,. 2008).
Besides these subunits, in some mammals such as beef, rat and man two hydrophobic
proteins namely MLQ/6.8-kDa proteolipid (Chen et al,. 2007; Meyer et al,. 2007), and
AGP/DAPIT (Ohsakaya et al,. 2011) are associated to the F0 part when phospholipids are
not extracted. All together, the mitochondrial membrane domain is constituted by
approximately 30 trans-membrane -helices (Carroll et al,. 2009). In addition, the
mitochondrial complex can bind the inhibitor protein IF1, which reversibly binds to F1 with
a 1:1 stoichiometry and fully inhibits the enzyme activity (Bason et al,. 2011; Harris and Das,
1991). In yeast, along with IF1, the enzyme can be regulated by two additional proteins,
namely Stf1 and Stf2 (stabilizing factor 1 and 2) (Andrianaivomananjaona et al,. 2010). The
subunit composition of the ATP synthase from prokaryotic and eukaryotic sources along
with the subunit homology and the corresponding nomenclature is reported in Table 1. The
molecular masses of the different subunits are reported in Table 2, based on ATP synthase
from Bos taurus and Bacillus pseudofirmus.
Despite the differences in the complexity, functionally important subunits are conserved
and in all sources the enzyme catalyses the synthesis of ATP by using the energy of the
electrochemical gradient of protons (or less commonly of sodium) generated by the
respiratory chain. F0F1 is an unusually efficient rotary motor that synthesizes ATP at rates
exceeding 100 molecules per second (Senior, 2007). Protons traveling down the H+ gradient
generate the rotation of the F0 c-ring, making the central stalk also rotates, which in turn
drives ATP synthesis from ADP and Pi by forcing different conformations sequentially on
each of the catalytic sites in the three F1 subunits . The enzyme is able to work in the

www.intechopen.com

163

F0F1 ATP Synthase: A Fascinating Challenge for Proteomics

Homologous
subunits

F1

F0

Species specific
subunits
Inhibitor
Protein
Stabilizing
factor for IF1
Associated
proteins

Stoichiometry

Prokaryotes
E.coli

Eukaryotes
S. cerevisiae

B. taurus

H. sapiens

-

5
6
8
9
4
d
h
f
e
g
i
k

OSCP
a
A6L
c
b
d
F6
f
e
g
-

1

-

-

OSCP
a
A6L
c
b
d
F6
f
e
g
Coupl.
fact.B

0-1

-

Inh1

IF1

IF1

-

-

-

-

AGP or
DAPIT
MLQ or
6.8 PL

-

-

Stf1
Stf2

3
3
1
1
1
1
1
1
10-14
1-2
1
1
1
1-2
n.d*
1
n.d*

n.d*
n.d*

a
c
b
-

-

AGP or
DAPIT
MLQ or 6.8
PL

*n.d.- not determined

Table 1. Subunit composition and nomenclature of the ATP synthases from prokaryotes
(Escherichia coli) and Eukaryotes (Saccharomyces cerevisiae, Bos taurus and Homo sapiens).
direction of ATP hydrolysis, sustaining the formation of the proton gradient, when there is
loss of membrane potential (Fig. 2).
First direct visualization of ATP-driven rotation of Bacillus F1 immobilized on the glass
surface via the N-termini of its -subunits was obtained more than 10 years ago (Noji et al,.
1997). These experiments showed that a fluorescent actin filament attached on the -subunit
rotates uni-directionally, counterclockwise when viewed from membrane side, upon
addition of ATP. A further technical sophistication used a sub-millisecond resolution
camera to detect the rotation of gold beads attached to the subunit of the 3 3 subcomplex along with fluorescence changes of an ATP hydrolysable analog. This technique
allowed to display in real time the binding and release of nucleotides at the three catalytic
sites simultaneously with the rotation (Adachi et al,. 2007). The rotation probe reports a
pause, which corresponds to the period during which ATP binds to the empty catalytic site,
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a
b
c
c
c
d
e
f
g
8 or A6L
F6
OSCP
Total F0F1
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Bos taurus
Accession
Molecular
Numbers*
mass+
P19483
55263.39
P00829
51562.97
P05631
30255.71
P05630
15064.93
P05632
5651.67
P00847
24787.91
P13619
24668.72
P32876
14223
P07926
15029
Q3ZC75
14693
P13620
18561.28
Q00361
8189.47
Q28851
10165.99
Q28852
11286.26
P03929
7936.56
P02721
8958.09
P13621
20929.75
a
583442

Bacillus pseudofirmus
Accession
Molecular
Numbers*
mass+
AAG48361.1
54674.48
AAG48363.1
51752.14
AAG48362.1
31835.49
AAG48360.1
20534.63
AAG48364.1
14327.68
AAG48358.1
26863.77
AAG48359.1
18510.16
AAC08039.1
6956.06
b
540290.53

*Accession numbers were obtained from UniProt
+Molecular masses are shown in Dalton
aAssuming the assigned stoichiometry for Bos taurus including the subunits e1 and g1 (excluding the
amino-terminal modifications). If proteins MLQ and AGP are considered, the total protein mass
increases to 596579 Da (Wittig and Schägger, 2008).
bAccording to the stoichiometry ( 3 3
ab2c13) for Bacillus pseudofirmus

Table 2. Molecular masses of subunits of Bos taurus and Bacillus pseudofirmus F0F1 ATP
synthase
and a 120° step rotation, constituted by two sub-steppings, whose duration is still debated,
during which ATP hydrolysis and release occur. Single molecule technology studies have
been applied also to the whole F0F1 complexes from Propionigenium modestum and Escherichia
coli. Rotation was probed with probes attached to the c-ring in the immobilized F0F1 and, as
expected, occurred in the opposite direction when c-ring rotation was driven by ATP or by
proton-flow (Ueno et al,. 2005).
2.1 ATP synthase biogenesis
The mitochondrial F0F1 complex is composed of both nuclear and mitochondrial gene
products. In yeast the three F0 core proteins a (Su6), A6L (Su8) and c (Su9) are encoded by
mDNA, while in mammals only subunits a and A6L are encoded by mitochondrial genome.
This arrangement highlights the complexity of enzyme assembly, which requires accessory
factors, whose definition is still under investigation (Wittig and Schägger, 2008). Altogether
9 factors have been identified in yeast, but, until now, the role of only five of them has been
defined. Three factors mediate the F1 formation (Atp11p, Atp12p and possibly Fmc1p)
(Ackerman, 2002; Lefebvre-Legendre et al,. 2001) and two the F0 assembly (Atp10p and

www.intechopen.com

F0F1 ATP Synthase: A Fascinating Challenge for Proteomics

165

Fig. 2. Schematic representation of ATP synthesis and hydrolysis by F0F1 ATP synthase (A)
Proton powered rotation of c ring makes the central stalk turn with it, generating torque and
conformational changes in the catalytic
domain to synthesize ATP from ADP and Pi. (B)
The hydrolysis of ATP sustains proton flow in opposite direction.
Eukaryotes
Yeast
Yeast
Yeast
Yeast
Yeast
Yeast
Yeast
Yeast
Yeast
Human
Human

Factors
Fmc1p
Atp10p
ATP11p
ATP12p
ATP22p
ATP23p
Mdm38p
Aep3p
Oxa 1p
ATPF2
ATPF1

Mass (Da)
≤18364
32093.91
≤36581
≤36554
≤79756
26890.37
58610.83
70310.03
40000.09
32772
36437

Swiss-Prot Accession
P40491
P18496
P32453
P22135
A6ZYV0
P53722
Q08179
Q12089
P39952
Q8N5M1*
Q5TC12*

* UNIPROT accession number

Table 3. Assembly factors of yeast and human F0F1 ATP Synthase. The assembly factors for
F1 are in blue and F0 are in red (Wittig and Schägger, 2008).
Atp22p) (Helfenbein et al,. 2003; Rak et al,. 2011). In mammalian cells only two factors are
known, which are orthologus to yeast F1 assembly factors (Table 3).
The assembly process is best characterized in yeast, where recent in organello pulse-labeling
and pulse-chase experiments have enabled to identify three different assembly
intermediates and to demonstrate that the whole enzyme is formed by two separate
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pathways that converge to form the ATP synthase from their respective end-products. One
pathway leads to the formation of F1, which was already known to assemble as an
independent unit (Tzagoloff, 1969), and of the Su9-ring. These two sub-complexes
subsequently combine to constitute the F1/Su9-ring end-product. The other pathway leads
to the formation of the Su6/Su8/stator sub-complex, which, in addition to Su6 and Su8,
contains the chaperone Atp10p and additional still undefined proteins of the lateral stalk
(Rak et al., 2011) (Fig. 3).
Because in yeast the interaction between Su6 and Su8 is kinetically much more rapid, the
entire process is regulated by the control of the Su6 and Su8 translation by F1 in order to
obtain a balanced production of the different intermediates (Rak et al., 2011). Conversely, in
mammals the amount of ATP synthase seems to be controlled by the availability of subunit
c, as demonstrated in brown fat (Houstek et al,. 1995) and other tissues (Andersson et al,.
1997).
Independent of the mechanism, it has been proposed that the ATP synthase assembly may
recapitulate some of the evolutionary events that gave rise to this enzyme. In fact, there is
evidence that F1 evolved from an ATP-dependent helicase (Gomis-Rüth et al,. 2001), while
the Su9 derived from an ion channel (Rak et al., 2011), so that their combination converted a
passive channel into an active pump.

Fig. 3. Assembly of F0F1 ATP synthase in yeast. The scheme shows the two separate
pathways, leading to two separate end-products, i.e. the F1/Su9-ring and Su6/Su8/stator
sub-complexes that converge at the end to form the whole F0F1 complex (Rak et al., 2011).
So far there is little evidence for tissue-specific or developmentally regulated isoforms of
ATP synthase subunits. In tobacco plants three isoforms of the F1 subunit
have been
identified, of which only one is exclusively expressed in pollen (Lalanne et al,. 1998). In
mammals, two tissue-specific isoforms of the F1
subunit, heart and liver type, were
identified in bovine F0F1-ATP synthase (Matsuda et al,. 1993). These two isoforms are
generated by alternative splicing and their Vmax and Km are identical (Matsuda et al,. 1994).
In addition, three isoforms (P1, P2, and P3) of the F0 subunit c have been identified (Vives-
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Bauza et al,. 2011). These isoforms differ in their cleavable mitochondrial targeting peptides,
whereas the mature peptides are identical. Considering that in mammals c genes determine
the ATP synthase content, the existence of iso-genes would be advantageous for regulation
of subunit c synthesis, and thus ATP synthase biogenesis, by multiple factors. It appears that
much remains to be learned about this argument.
2.2 ATP synthase self-association
Biochemical evidence and electron microscopy studies recently demonstrated that within
the inner mitochondrial membrane the enzyme is organized in dimers and oligomers, which
possibly associate with other inner mitochondrial membrane proteins, e.g. with phosphate
and adenine nucleotide carriers in the “phosphorylating assemblies”– the so called ATP
synthasome (Chen et al,. 2004; Wittig and Schägger, 2008). Elucidation of dimer/oligomers
structural properties and of their formation process is quite important. In fact, proposed
roles of the ATP synthase oligomers are higher efficiency and higher stability. In this regard,
we demonstrated that dimers have a greater specific activity than monomers (Bisetto et al,.
2007). In accordance, a recent numerical simulation indicated a significant increase in charge
density in regions of high membrane curvature induced by ATP synthase dimerization, thus
favoring effective ATP synthesis under proton-limiting conditions (Fig. 4) (Strauss et al,.
2008). Moreover, these oligomers appear to play a special role for mitochondrial
morphology, being involved in cristae formation (Couoh-Cardel et al,. 2010; Paumard et al,.
2002).
The structural properties of dimers/oligomers were initially characterized in yeast where
genetic approaches, cross-linking analyses and electron microscopy images established
preferential interactions within the inner membrane (Thomas et al,. 2008) mainly through
the subunits Su6 (Wittig et al,. 2008), Su4 (Spannagel et al,. 1998), e (Everard-Gigot et al,.
2005) and g (Bustos and Velours, 2005), which are conserved in mammals, and also through
the F0 subunits h and i in yeast (Fronzes et al,. 2006). High-resolution images showed that
both in yeast and mammals the dimers display angles between two F1-F1 ranging from 35°
to 180°. Recent images of yeast dimers at 27 Å resolution showed that the dominant angle is
42°, suggesting that this is the most stable conformation (Couoh-Cardel et al., 2010).
We recently demonstrated by a structural proteomic approach that also in mammals the e
subunit is essential for ATP synthase self-association in dimers and oligomers. Selective
degradation by in situ limited proteolysis caused an alteration of the oligomeric distribution
of ATP synthase by eliminating oligomers and reducing dimers in favor of monomers
(Bisetto et al., 2008).
A critical aspect of F0F1 dimerization is related to the role of IF1, which is still controversial
(Wittig and Schägger, 2008). IF1 is well known to bind ATP synthase under energy
deficiency, i.e. at low pH and membrane potential, when the enzyme hydrolyzes rather than
synthesizes ATP. Therefore, IF1 is considered responsible for the beneficial down-regulation
of F0F1 during ischemia in in vitro experimental models, but also in vivo, as demonstrated by
our group in anaesthetized open-chest goat heart (Di Pancrazio et al,. 2004). Nevertheless,
because isolated IF1 from bovine heart is present in dimeric form in solution where it has
been shown to link two F1-subcomplexes (Cabezón et al,. 2003), it seemed conceivable that
dimeric IF1 might also be able to link two F0F1 complexes in the inner mitochondrial
membrane. However, in yeast deletion of IF1 and of the associated proteins Stf1 and Stf2 did
not eliminate dimers and oligomers (Dienhart et al,. 2002), thus excluding an essential role
of IF1 in ATP synthase self-association. On the other hand, a very recent study revealed that
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Fig. 4. Model of ATP synthase dimers. Dimers mainly interact through F0 sector and enforce
a strong local curvature on the inner mitochondrial membrane, where an increased charge
density favors effective ATP synthesis (Strauss et al., 2008).
also in yeast oligomers contain considerable amounts of IF1, raising the question of whether
bound IF1 inhibits the oligomer activity (Couoh-Cardel et al., 2010).
In bovine heart mitochondria, we demonstrated that physical release of IF1 from the inner
membrane did not markedly alter the amount of dimers separated by Blue Native
electrophoresis (Tomasetig et al,. 2002), suggesting that F0F1 dimers could form
independently from IF1. Nevertheless, in human HeLa cells IF1 overexpression increased
ATP synthase dimers, as revealed by native electrophoresis, and this was paralleled by a
higher ATP synthesis efficiency (Campanella et al,. 2009). However, it should be noted that
in this paper the identification and quantification of ATP synthase dimers, as well as of their
IF1 content, seems questionable due to the use of dodecylmaltoside as detergent, which is
well known to alter the dimer/monomer ratio (Tomasetig et al., 2002).
2.3 Disorders related to ATP synthase
In spite of the fact that the assembly process of the mitochondrial ATP synthase is still
poorly characterized in humans, its defects have been recognized as a cause of human
diseases (Houstek et al,. 2006; Kucharczyk et al,. 2009). Alteration of ATP synthase
biogenesis leading to mitochondrial ATP synthase deficiency may cause two types of
defects: qualitative when the enzyme is structurally modified and does not function
properly, and quantitative when it is present in insufficient amounts. Examples of
qualitative defects are those caused by missense mutations in the mitochondriallyencoded subunit a gene. Eight point mutations and a two-nucleotide micro-deletion in the
ATP6 gene have been identified, of which the most common and best studied is the
T8993G mutation that leads to replacement of a highly conserved leucine by arginine
(Kucharczyk et al,. 2009). These mutations prevent ATP synthesis but not ATP hydrolysis
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because mutated F0 can translocate protons from the cytosol to the mitochondrial matrix,
thus sustaining membrane potential (Sgarbi et al,. 2006). The impaired ATP synthesis
mainly affects brain tissue and at high mutation load, up to approximately 95%, the
heteroplasmic ATP6 gene mutations manifest as neuropathy, ataxia, retinitis pigmentosa
(NARP) or as fatal encephalopathy known as Leigh syndrome (Houstek et al., 2006).
Examples of quantitative defects are those in which the cellular content of the enzyme is
reduced to less than 30%. Apparently, these disorders are caused by different nuclear
genetic defects that remain to be identified, but most of them display a uniform fatal
phenotype with onset in newborns characterized by lactic acidosis and hypertrophic
cardiomyopathy (Houstek et al., 2006). In both types of ATP synthase disorders,
hyperpolarization due to decreased ATP synthesis promotes ROS production by the
respiratory chain, an event that can contribute to the clinical phenotypes as suggested by
the beneficial effect of antioxidants observed in NARP cells (Mattiazzi et al,. 2004). This
finding is quite important, considering that, in spite of the considerable progress in
understanding of the molecular mechanisms of ATP synthase disorders, the available
therapeutic approaches are still extremely limited (Kucharczyk et al., 2009). It has been
proposed that other secondary effects possibly involved in the pathogenic pathways of
ATP synthase deficiency could be changes in mitochondrial cristae morphology, which is
mediated by ATP synthase oligomerization (Couoh-Cardel et al., 2010; Paumard et al.,
2002), and/or a concomitant impairment of an ectopic function of ATP synthase localized
on cell surface (see paragraph 4) (Kucharczyk et al., 2009).
Microarray analyses have been performed in an attempt to gain a more global view of the
cellular consequences of ATP synthase deficiency. In fibroblast cell lines from 13 genetically
heterogeneous patients, 1632 human genes involved in mitochondrial biology, cell cycle
regulation, signal transduction and apoptosis have been analysed. Surprisingly, only minor
changes in expression of ATP synthase related genes were shown. Moreover, the cellular
gene expression phenotypes were different depending on the site (mtDNA vs nuclear DNA)
and the severity (ATP synthase content) of the underlying defect, indicating the need for
further investigation of these pathways in other ATP synthase disorders (Cížková et al,.
2008). As far as our knowledge is concerned, the proteomic profiles of ATP synthase-related
diseases have not yet been reported.
Other intriguing examples of ATP synthase-related diseases are Batten disease in man or
ceroid lipofuscinosis in sheep. Both are storage diseases with abnormal accumulation of
subunit c in lysosomes occurring in the brain and liver, respectively. MS and protein
sequencing have shown that the stored protein is structurally identical to the normal
mitochondrial subunit c (Chen et al,. 2004).
Up- and down-regulation of ATP synthase biogenesis has been observed under different
pathophysiological conditions (Houstek et al., 2006). We developed polyspecific antibodies
directed against the whole human mitochondrial subproteome by hyperimmunization of
rabbits with purified skeletal muscle mitochondria, which allowed detection of upregulation of ATP synthase, in muscle biopsies from patients affected by MELAS
(mitochondrial encephalomyopathy with lactic acidosis and stroke-like episodes) which are
characterized by a drastic reduction of OXPHOS complex 1 (Loro et al,. 2009). MS
approaches have also been applied to compare the ATP synthase expression levels in vivo
and in vitro. Recent examples of ATP synthase down-regulation have been obtained by the
mitochondrial proteome analyses in heart from type 2 diabetic patients (Heather and Clarke,
2010) and in pancreatic -cells exposed to high glucose (Ahmed et al,. 2010).
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3. Mass spectrometry data of F0F1 ATP synthase
The whole F0F1 complex, as well as individual subunits or sub-complexes, have been
purified by classical approaches and their amino acid sequences determined almost entirely
by direct protein sequence analysis (Walker et al,. 1991). The detailed molecular structures
of F0F1 from several species have been studied intensively by different groups (Chen et al,.
2006; Cingolani and Duncan, 2011; Dautant et al,. 2010), and the importance of these studies
is highlighted by the award of the Nobel Prize to John Walker in 1997. The structural
analyses by X-ray diffraction required the identification of the subunit composition by
measurement of accurate molecular masses by mass spectrometry, allowing the detection of
posttranslational modifications. The exploration of the exposed regions by limited
proteolysis had similar analytical requirements.
Mass spectrometry of F0F1 has been a methodological challenge due to the presence of both
hydrophilic parts and hydrophobic subunits, which are difficult to detect by standard
ionization techniques, and the fact that all subunits are bound non-covalently. More than 15
years ago, reverse phase liquid chromatography methods were applied to purify the
hydrophilic subunits and also some membrane-bound subunits (b, d, F6, e, f, g and A6L) of
the bovine heart enzyme, so as to allow their molecular masses to be measured by a mass
spectrometer with electrospray ionization (Collinson et al,. 1994). Over the years, direct
identification of all the hydrophilic and most of the hydrophobic subunits of ATP synthase
from many sources has been obtained by MALDI- and ESI-MS/MS analyses of the tryptic
peptides of individual bands or spots on native polyacrylamide or SDS gels. However, the
most hydrophobic membrane proteins, such as subunit c and A6L, could not be detected by
these approaches (Wittig et al,. 2010). All of the hydrophobic subunits have been identified
by tandem mass spectrometry after optimization of their purification in organic solvents
and by fragmenting the intact protein ions by collision induced dissociation (CID) with
argon (Carroll et al,. 2007). Moreover, a procedure that allows to measure the molecular
masses of all of the 17 subunits of F0F1 from bovine heart in a single experiment has been
published, this approach is based on the use of a mobile phase during liquid
chromatography separation, in which the hydrophilic and hydrophobic components
remained soluble, linked directly via an electrospray interface to a triple quadrupole mass
spectrometer operated in positive ion mass spectrometry. The method has been used to
characterize the ATP synthase subunits from a variety of species and to follow the progress
of mild trypsinolysis of the enzyme (Carroll et al., 2009).
3.1 Phosphoproteome of ATP synthase
The measurement of the mass of a protein allows the presence but not the location of any
posttranslational modifications (PTMs) to be detected. Phosphorylation of serine, threonine
and tyrosine residues is one of the most prominent PTMs and a key regulator of nearly all
biological processes including mitochondrial oxidative phosphorylation (Hüttemann et al,.
2007). However, phosphorylation is often a sub-stoichiometric process and usually only a low
percentage of a given protein is present in phosphorylated state at a given time, making its
observation challenging. In the past, phosphorylation analysis was mostly done by
radiolabeling with 32/33P (Bendt et al,. 2003; MacDonald et al,. 2002) combined with amino acid
analysis. In the last decade, considerable effort has been devoted to improving the analysis of
phospho-proteome by MS (Eyrich et al,. 2011; Gerber et al,. 2003). The main criticisms are ion
suppression of phosphorylated species in a high background of non-phosphorylated ones,
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specificity lack of the proteolytic cleavage and lability of phosphoester bonds during MS
analysis. Different enrichment strategies for phosphorylated peptides or proteins, such as
immunoaffinity chromatography (IMAC) or metal oxide affinity chromatography (MOAC),
have been established to reduce sample complexity. Concurrently, attention has been paid to
the LC-MS instrumentation to avoid loss of phosphorylated peptides within the analytical
system. In addition, specific MS techniques have been developed for the identification and
relative quantification of phosphorylation sites down to the femtomole range. Nevertheless,
phospho-proteomics still remains far from being routine.
Regarding ATP synthase, in a recent phospho-proteomic study an improved protocol called
BEMAD enabled to identify in a cytosolic lysate from mouse brain Ser76 of the F1 subunit
as being phosphorylated (Vosseller et al,. 2005). This method involved differential isotopic
labeling of O-phosphate-modified serine/ threonine residues through Michael addition with
normal or deuterated dithiothreitol and enrichment of these peptides by thiol
chromatography. Specificity of O-phosphate mapping was achieved by blocking of cysteine
labeling by prior oxidation and by subsequent enzymatic dephosphorylation of Ophosphate-modified peptides. In a single mass spectrometry analysis along with Ser76
other 20 phosphorylation sites (5 previously reported) were identified and quantified.
MS allowed to identify phosphorylated tyrosine and serine residues in the F1 subunits and
from yeast, which was long considered a “zero background” organism for tyrosine
phosphorylation (Krause-Buchholz et al,. 2006). A novel screening technique was applied in
combination with Blue Native electrophoresis to separate the ATP synthase complex in
native state and second dimension SDS-PAGE to resolve its subunit composition (see
below). LA–ICP–MS (Laser ablation inductively coupled plasma mass spectrometry) was
used to rapidly screen for the presence of phosphorus in the subunits using sulfur as the
internal standard element for quantification. The subunits containing phosphorus were then
identified by MALDI–FTICR–MS (matrix-assisted laser desorption/ionization Fourier
transform ion cyclotron resonance mass spectrometry) as Tyr434, Ser 413 and Ser426 of the
subunit and Tyr7 of the subunit (Krause-Buchholz et al., 2006).
At variance from yeast, by combining Blue Native electrophoresis and second/third
dimension SDS-PAGEs with LC-ESI/MS analysis we found that in bovine heart
mitochondria only the F1 subunit contained one phosphorylated tyrosine (Di Pancrazio et
al,. 2006). Moreover, the tyrosine residue was phosphorylated only in the monomeric form
of ATP synthase and was present in low amount (about 6% of the total protein monomer),
while the ATP synthase dimers were lacking. Interestingly, this finding suggested that the
oligomerization process might be regulated through cell signaling (Di Pancrazio et al., 2006),
but the pathway is still to be clarified. To obtain these results a novel procedure was
developed because, due to the low percentage of the phosphorylated species, standard
MS/MS analysis failed to detect phosphorylated peptides. The screening of the
phosphorylated subunits was done by immunoblotting using anti-phosphotyrosine
antibody after the third SDS-PAGE and after trypsin digestion the phosphorylated fragment
of subunit was identified and quantified by a novel LC-ESI/MS method. This latter was
based on the use of two different de-clustering potential values that allowed to obtain, with
a single LC-ESI/MS run, the pattern of the phosphorylated and unphosphorylated species.
These species were further analyzed by tracing back the origin of the HPO3-deprived forms
using tandem MS (Alverdi et al,. 2005).
Several other studies have shown that phoshorylation can occur on different sites of ATP
synthase in mammals (HÃ¸jlund et al,. 2003; Ko et al,. 2002), yeast and plants (Struglics et
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al,. 1998). Nevertheless, a comprehensive mapping is still lacking. The constant
technological progress might soon enable to generate the quantitative and temporal
phosphorylation pattern of the enzyme in all organisms and under different
pathophysiological conditions, thus allowing understanding of the regulation of ATP
synthase in light of cell signaling.
3.2 Native mass spectrometry
ESI-MS and the novel LILBID-MS (laser induced liquid bead ion desorption mass
spectrometry) are two techniques that can be used under native conditions to determine the
molecular mass of non-covalently assembled complexes up to the MDa-range with high
accuracy. The techniques are complementary, LILBID being more tolerant than nESI to
addition of detergents, which are necessary to solubilise membrane proteins such as ATP
synthase. Very recently, LILBID-MS combined with Blue Native electrophoresis was
successfully applied to compare the subunit composition of the whole F0F1 from Bacillus
pseudofirmus and from bovine and human heart (Hoffmann et al,. 2010), but also to
determine the subunit composition of other even larger membrane complexes such as the
NADH-dehydrogenase (complex I of the OXPHOS system) from Yarrowia lipolytica
(Sokolova et al,. 2010). LILBID-MS can be applied in several modes, from soft laser
desorption (yielding the intact macromolecular complexes) to medium to high laser
intensity (which disassembles the protein complexes partially into sub-complexes and these
latter into the single subunits). The analysis of the bacterial enzyme revealed at low laser
intensity the masses of the F1 sub-complex, the F1 sub-complex lacking the -subunit and the
F0 sub-complex, while at high laser energy the signal of the 8 subunits appeared. In the case
of the mammalian enzymes, the spectra evidenced all of the 15 subunits, of which the
masses agreed within ± 150 Da with theoretical masses (see Table 2). While functionally
important subunits are conserved, others, such as the so-called minor F0 subunits, show
differences in their masses among the species. Determination of their masses from many
sources might help to clarify their structural and functional roles, which are still only
partially known, and LILBID-MS certainly offers a novel and rapid way to obtain such
results using very low material and in detergent solution.
LILBID-MS has also provided an accurate determination of stoichiometry (cn) of the subcomplex formed by the c-ring from the thermoalkaliphilic bacterium Bacillus sp. (Meier et al,.
2007). This result is particularly interesting, considering the difficulty to detect c subunit by
classical MALDI-MS and LC-MS/MS (Bisetto et al., 2008; Wittig et al., 2010). Moreover, it
represents an important MS application in cell bioenergetics, the number of c-subunits being
in principle equals to the number of H+ transported across the membrane for every 360°
rotation of the rotor in which three ATP molecules are synthesized in the three subunits.
Hence the H+/ATP ratio can be expressed by cn/3.
At variance from LILBID, nESI is ideal for soluble complexes and we recently applied this
technique to determine the exact molecular mass of the non-covalent complex formed in
solution by the ATP synthase inhibitor IF1 and Calmodulin, the archetypal EF-hand calcium
sensor. Interestingly, nESI established a 1:1 stoichiometry between IF1 and Calmodulin,
suggesting that binding to Calmodulin promotes the dissociation of the pre-existing dimeric
form of IF1 (Cabezon et al,. 2001). Furthermore, native mass analysis was paralleled to the
definition of the IF1-CaM complex topology by combining limited proteolysis and crosslinking data with MALDI-MS and LC-MS/MS analyses (Pagnozzi et al,. 2010).
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3.3 AQUA workflow
Native mass spectrometry is a powerful technique to define the stoichiometry of protein
complexes, but this can be defined also by quantifying the absolute amounts of the different
subunits and therefore by calculating their molar ratio. An interesting approach is the
AQUA workflow, which is a variation of isotope dilution MS techniques used for decades
for quantification of small molecules and more recently successfully applied in the
proteomics context to the absolute quantification of proteins and their modification states in
whole cell lysates (Gerber et al., 2003). This approach is based on the addition of synthetic
isotopically labeled reference peptides in known amounts to a protein sample in solution
prior to tryptic digestion and LC-MS analysis. Being gel-free, this approach avoids errors
due to incomplete peptide extraction from the gel or impaired protein digestion within the
gel matrix.
Regarding ATP synthase, we recently applied the AQUA workflow to determine the
stoichiometry of the F0 subunit e in bovine heart mitochondria (Bisetto et al., 2008). This
subunit is involved in dimer/oligomer formation both in yeast (Fronzes et al., 2006) and
mammals (Bisetto et al., 2008), but its stoichiometry was still unknown (Arakaki et al,. 2001;
Hong and Pedersen, 2003). A critical point of the AQUA approach is the design of the
heavy-labeled peptides, which must be unique to the proteins of interest and show high
ionization efficiency (proteotypic peptides). In addition, such peptides should have a good
fragmentation pattern with reliable matching of b- and - ion series, a preferable length
between 7 and 15 amino acid residues and contain no chemically unstable residues (M,W, C
or N-terminal Q or N) or unstable peptide bonds (e.g. D-P). Moreover, it is necessary to
choose reference subunits, whose stoichiometry is already known, to validate the method.
We have chosen the F0 subunit b and the F1 subunit as reference subunits which are
present in single copies in the whole F0F1 complex, as defined by crystal structures. After
having chosen among the proteotypic peptides characterized by LC-MS/MS three peptides one from subunits e, b and -, the corresponding isotopically labeled analogues were added
in known amounts to the detergent extracts of bovine heart mitochondria prior to tryptic
digestion. The absolute quantification of the three subunits was then achieved by
comparison of the areas under the curve (AUC) of the extracted ion chromatograms of the
endogenous and labeled peptides in LC-MS mode. Accuracy of the method was
demonstrated by confirming the 1:1 stoichiometry of subunit
and b and by the low
coefficients of variation which were <12% for technical and biological replicates. In the
samples analyzed, which contained extracts of mitochondria in resting state, subunit e was
present in 1:1 molar ratio with respect to subunit b or , demonstrating that in F0F1 it is
contained as unique copy.

4. Native electrophoresis of F0F1 ATP synthase
Classical 2D IEF-SDS-PAGE do not resolve all the subunits of ATP synthase, because they
are quite often small, hydrophobic and basic (pI>9). For this reason, in some studies MS
analysis has been run on peptide mixtures obtained after in-solution trypsinization of
sample extracts (Bisetto et al., 2008). Alternatively, a powerful approach for efficient
separation from tissue homogenates, tissue biopsies and cell cultures of the whole complex
of ATP synthase, as well as of assembly intermediates and supra-molecular structures is the
native polyacrylamide gel electrophoresis after mild detergent extraction (Wittig et al,.
2006). Following native PAGE, proteins of interest can be extracted in native state and
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analyzed by MS or electroblotted for immunodetection or analyzed by in-gel catalytic
activity assays. In addition, subunit composition of the complexes can be identified by
various denaturating techniques: SDS-PAGE, doubled SDS-PAGEs, as we used to detect
phosphotyrosine in monomer/dimers of ATP synthase (Di Pancrazio et al., 2006) and
IEF/SDS PAGEs (Wittig et al., 2006), as shown in Fig. 5. These advantages make this
approach superior for functional proteomic analyses. For this reason, a brief introduction to
native electrophoresis will be presented.

Fig. 5. Applications of native electrophoresis for functional proteomic analyses.
Blue native electrophoresis, abbreviated as BNE, was developed to isolate native membrane
proteins and complexes on micro-scale. It separates proteins in the mass range of 10 kDa to
10 MDa. It is a one step technique to isolate proteins from mitochondria, whole cell lysates
and tissue homogenates (Wittig et al., 2006). BNE has also been used for the identification of
protein-protein interactions, as we recently did to define the new interaction between ATP
synthase and Cyclophilin D in mammalian mitochondria (Giorgio et al,. 2009). Besides BNE
a similar native electrophoresis method was developed that is called Clear native
electrophoresis (CNE) with its variant high resolution CNE (hr CNE). Fig. 6 depicts the
resolution of the five OXPHOS complexes including ATP synthase with its dimeric form
obtained by BNE and hr CNE. All these methods are quite similar and have been used for
MS analyses, but differ in few aspects, which are discussed below, with their drawbacks and
applications.
From a practical stand point BNE, CNE and hr CNE differ in the composition of cathode
buffers as well as in the mechanisms by which proteins migrate in the gel. What makes BNE
different from CNE and hr CNE is the incorporation of Coomassie Brilliant Blue G-250 both
in the cathode buffer as well as in loading dye. Coomassie is an anionic dye, it binds to the
proteins and imparts negative charge over their surface. In this way proteins migrate with
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Fig. 6. BNE and hr CNE of DDM extracts of bovine heart mitochondria showing OXPHOS
complexes.
respect to their native masses independently of their pI. Negative charge also helps in
preventing protein aggregation as negative charges repel each other and this is the reason
for its very good resolution. Furthermore, upon binding the previously detergentsolubilised membrane, proteins lose their hydrophobic character and become water soluble
hence no further detergent is required in these gels minimising the risk of detergentdependent protein denaturation (Wittig et al., 2006). Besides Coomassie, the presence of
Imidazole in anode and cathode buffer (BNE, CNE, hr CNE) helps in maintaining pH in the
range 7.0-7.5, and incorporation of high concentration of 6-aminohexanoic acid (a
zwitterionic substance) improves the solubilisation of membranes (Wittig and Schägger,
2008). Separation of proteins as blue bands helps in gel excision and recovery of blue stained
native proteins by electroelution (Wittig et al., 2006) for further MS analysis, as recently
applied for LILBID MS (Hoffmann et al., 2010).
A rapid way to identify ATP synthase in BNE is to monitor ATP hydrolysis by in-gel activity
staining, which was developed in our lab and is based on the formation of a white lead
phosphate precipitate from phosphate (Pi) released during the reaction (Fig. 7) (Zerbetto et al,.
1997). The catalytic activity can be obtained by incubating the gels in glycine buffer
supplemented with Mg-ATP in the presence of 0.2% Pb(NO3)2. The native staining of ATP
synthase is reproducible and the white bands on gel can be easily quantified by densitometry
(Bisetto et al., 2007). Moreover, the bands can be excised and easily destained in acetic acid
solution giving a colourless protein complex ready for MS analysis. This method had been
successfully applied by our group to analyse skeletal muscle and heart biopsies from patients
with oxidative phosphorylation enzyme deficiencies (Zerbetto et al., 1997)
Detection limits of in-gel activity staining are in the microgram range of protein or
micromolar phosphate and the resulting white bands are challenging for detection and
documentation of low activity due to interference of Coomassie dye. Different strategies of
optimization for activity staining of BNE have been applied by us (Bisetto et al., 2007) and
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others (Suhai et al,. 2009; Wittig and Schägger, 2005). Alternatively, CNE can be used that
was introduced to circumvent this disadvantage of BNE. In fact, it uses the same buffers and
conditions for electrophoresis but the difference lies on the absence of Coomassie dye both
in cathode buffer as well as in sample buffer. In this way, much higher activity staining has
been obtained (Wittig et al,. 2007). However, due to the absence of Coomassie there is no
negative charge shift and the movement of proteins totally depends on their intrinsic mass
and pI. Therefore CNE suffers from a poor resolution and is limited to proteins having a
pI<7 unlike BNE where even proteins having pI>10.5 migrate towards anode (Wittig and
Schägger, 2008). Anyway, CNE offers advantage over BNE for isolation of supra-molecular
structures, including ATP synthase dimers and oligomers, being the mildest technique to
separate mitochondrial membrane proteins.

Fig. 7. In-gel ATPase activity staining of the different oligomeric forms of ATP synthase
extracted by Digitonin (0.5 g/g protein) from mouse heart mitochondria and analyzed by
BNE.
To preserve the advantages of both the techniques Wittig et al introduced hr CNE. In this
technique cathode buffer is supplemented with a combination of colourless anionic and
neutral detergents such as Triton X-100, Deoxycholate, or Dodecyl- -D-maltoside (DDM).
This leads to a charge shift over the surface of the proteins and helps them in migration with
a resolution comparable with BNE. Also there is no interference in in-gel assays due to
absence of Coomassie.
An interesting recent application of hr CNE is related to the molecular characterization of
assembly intermediates of ATP synthase in mammals. In fact, using particularly mild
detergent conditions and hr CNE, Wittig et al. were able to separate the assembly
intermediate in human ρ0 cells, which lack the mitochondrial DNA encoding subunits a and
A6L (Wittig et al., 2010). By analyzing its subunit composition by ESI-MS/MS after excising
the native band from 1D hr CN-PAGE or by MALDI-MS (MS/MS) after 2D hr CN-/SDSPAGE they established that this intermediate contains all the nuclear-encoded subunits.
These results allowed to propose that in mammals, differently from yeast (Hoffmann et al.,
2010), the assembly of the whole enzyme is a linear process and the subunits of the lateral
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stalk combine with the F1 sector and the c-ring independently from the mitochondrial
encoded subunits a and A6L which bind at the late stage. Conversely it has been proposed
that in yeast the subunits Su6/Su8, homologous to subunits a and A6L, first combine to the
subunits of the lateral stalk, forming the sub-complex Su6/Su8/stator, which finally binds
to the sub-complex F1/c-ring, as already shown in Fig. 3. Moreover, the finding that ρ0
mitochondria still contain dimers/oligomers of ATP synthase although in lower amounts
than control mitochondria, supported the idea that subunits a/A6L contribute, together
with subunits e/g (Bisetto et al., 2008), to stabilize the supra-molecular structures, but they
are not the most important interface as previously proposed in yeast (Wittig et al., 2008).
Recently Yan et al., using rat brain mitochondria, demonstrated that a non-gradient highly
porous BNE of 8% polyacrilamide is an efficient technique to resolve all OXPHOS complex
along with other mitochondrial proteins, such as DLDH and Hsp60 polymer. Further, the
gel strips can be even used to perform 2D BN-/SDS PAGE or the bands can be excised for
MS peptide sequencing (Yan and Forster, 2009).
4.1 Types of detergents and their use in native electrophoresis
The choice of detergent for protein extraction is an integral part of a successful native
electrophoresis. The principal effect of detergents during solubilisation is the breaking of
lipid-lipid and lipid-protein interactions present on biomembranes. Competing with lipids
for the occupation of the surface of integral hydrophobic proteins, they form mixed micelles
containing detergent, lipids and proteins. The solubilisation effect is maximum when the
detergent is used at a concentration equal or higher to the Critical Micelle Concentration
(CMC), the concentration at which the detergent molecules form micelles. These are
detergent self associating structures with hydrophobic ends facing inside and hydrophilic
groups facing outside the aqueous phase. CMC is a characteristic of each detergent and
depends on pH, temperature and ionic strength (Reisinger and Eichacker, 2008).
The anionic SDS is, in principle, not suitable for native electrophoresis as besides
solubilising membranes, it dissociates and denatures the enzyme complex leading to loss of
activity. Non-ionic detergents are uncharged and milder and hence can be used in
membrane solubilisation to isolate mitochondrial complexes with varying degrees of
association dependent on the kind of detergent used and its concentration. The most
commonly used non-ionic detergents are Triton X-100, Digitonin and Dodecyl- -Dmaltoside (DDM) which form micelles at very low concentration, thus avoiding protein
denaturation (Wittig and Schägger, 2008). Regarding isolation of OXPHOS complexes, these
non-ionic detergents behave very differently from each other. For example, Digitonin can be
used in a very broad concentration range (from 0.5 to 8 g/g proteins), as compared to Triton
and DDM which work in the range of 1-2 g/g proteins (Schägger and Pfeiffer, 2000). Besides
this, Digitonin is the best candidate for the isolation of supercomplexes due to its milder
nature (Reisinger and Eichacker, 2008). They can be used to extract OXPHOS complexes
from bacteria, yeast and mammals, as well as from subcellular fractions or total membranes
(Wittig et al., 2006). The quantity of detergent required to solubilise membrane proteins vary
in the different cells/tissues and optimal solubilisation conditions for each membrane and
each membrane complex should be experimentally investigated.
Recently, an interesting modification of classical native PAGE has been proposed.
Klodmann et al. reported the treatment of the samples with low amounts of SDS before
BNE. This allowed to destabilize the OXPHOS complexes in sub-complexes in a very
defined and reproducible manner and to study their internal architectures. SDS was added
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to the mitochondrial Digitonin extracts from Arabidopsis in the range of 0.05-1.0% just before
BNE loading. By combining with 2D BN-/ SDS or 2D BN/BN PAGE, the authors clearly
demonstrated the variable effect of SDS on the OXPHOS complexes. As an example, at 0.2%
SDS concentration, the ATP synthase complex dissociated in to F0 and F1. At 0.3% F0 even
dissociated in to a sub-complex composed of c-ring (Klodmann et al,. 2011).

5. Ectopic F0F1ATP synthase of mammalian cells
The application of proteomic analyses to sub-cellular mammalian fractions other than
mitochondria revealed the presence of mitochondrial membrane components in unexpected
cellular locations, such as plasma membranes or nuclei. Some of these studies ascribed it to
cross-contamination, due to the contiguity of the different membranes within the cell and to
the high sensitivity of MS which identifies the proteins up to subfentomolar levels, but in
others cases the parallel demonstration of such unusual locations obtained in cells and tissues
by immunofluorescence and functional studies led the scientists to consider the proteomics
results a mainstay to discover new scenarios in the intracellular traffic connections.
Regarding ATP synthase, many proteomics studies have recently reported that subunits of
this complex, along with other OXPHOS complexes, are expressed in extra-mitochondrial
membranes of different mammalian cell types – especially on the cell surface, but also in the
endoplasmic reticulum and nuclear envelope (Panfoli et al,. 2011). In human apoptotic Tleukemia cells the presence of eight ATP synthase subunits was revealed in the nucleus
fraction obtained by differential extraction and stable isotope labeling of cell culture
followed by LC-MS/MS analysis and it has been ascribed to a dynamic recruitment of
mitochondria into nuclear invaginations during apoptosis (Hwang et al,. 2006). In mouse
brain a proteomics analysis of microsomal fraction obtained both by 2D-LC-MS/MS and
shotgun LC-MS/MS found many subunits of the OXPHOS complexes, including ATP
synthase, which were proposed to represent mitochondrial proteins with high turnover
rates in the cell (Stevens Jr et al,. 2008). Conversely, ATP synthase is now considered a true
resident on the plasma membranes. In fact, the identification by MS of ATP synthase
subunits in plasma membrane preparations from different sources has been paralleled by
the demonstration of the enzyme expression with the F1 sector facing outside (and for this
reason the enzyme is named ecto-F0F1) obtained by cytometry, confocal microscopy and
functional studies (Vantourout et al,. 2010). ATP synthase subunits were identified in
plasma membranes isolated from cell culture, i.e. in hypoxia-adapted tumor cells where
differential 16O/18O stable isotopic labeling and multidimensional LC-MS/MS revealed an
increased expression of ATP synthase subunit with respect to normoxia (Stockwin et al,.
2006), and in tissues that were characterized by high purity, i.e. obtained by combining
subcellular fractionation with immunoisolation strategies so that no proteins from
endoplasmic reticulum and nuclear envelope were detected (Zhang et al,. 2007). In other
studies, the presence of ATP synthase subunits was found in the detergent-resistant
fragments of plasma membranes, i.e. in the lipid rafts which are cholesterol and
sphingolipid-rich microdomains involved in signal trasduction. In particular, in lipid rafts
isolated from rat liver and subjected to an efficient in solution digestion followed by
cRPLC/MS/MS four subunits both of F1 and F0 sector were identified (Bae et al,. 2004).
The major limit of the proteomic studies related to plasma membranes is that in no one the
complete subunit composition of ecto-F0F1 has been recognized, leaving open the possibility
of a different assembly of the ectopic enzyme with respect to the mitochondrial ATP
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synthase. We recently separated by detergent extraction and BNE the whole ecto- F0F1 from
plasma membranes of rat liver (Giorgio et al,. 2010) and we found that the low, but constant
amounts of F0F1 complexes display a similar molecular weight to the monomeric form of the
mitochondrial F0F1 ATP synthase, as evidenced by in-gel ATPase activity staining and
immunoblotting. This suggests that the plasma membranes of normal liver do contain
complete, functional F0F1 ATP synthase complexes, which display very similar subunit
composition and assembly of the mitochondrial enzymes for which MS analysis is in
progress in our laboratory.
All together these studies support the view that ATP synthase is mainly located in lipid rafts
of plasma membranes, is enzymatically active and functions as a cell-surface receptor
involved in different biological effects depending on the cell types (Fig. 8). In hepatocytes
ecto-F0F1 functions as high affinity ApoA1 receptor and regulates HDL metabolism, in
endothelial cells it functions as angiostatin receptor thus mediating angiogenesis, in tumour
cells it functions as a pH regulator and participates in tumor recognition by cytotoxic
Vγ9/V 2 T lymphocytes (Vantourout et al., 2010). Various independent studies have
reported that ecto-F0F1 can synthesize ATP from ADP and Pi extruding protons from
cytoplasm in different cell types, such as endothelial cells or hepatocytes. The resulting ATP
can triggers cation influx into the cells through ATP-gated ion channels (P2X
purinoreceptors) or can bind to G-protein coupled receptors (P2Y purinoreceptors)
activating a downstream signaling pathways (Mowery and Pizzo, 2010). However, whether
or not ecto-F0F1 can synthesize ATP is still debated, as there are several conflicting reports.
Conversely, it is widely accepted that ecto-F0F1 catalyses the hydrolysis of ATP, potentially
affecting purinergic signaling (Fig. 8). As an example, in hepatocytes, ADP generated by

Fig. 8. The model depicts the orientation of ectopic F0F1 ATP synthase in eukaryotes with the
F1 sector facing outside. In some cells the ATP synthesized by the enzyme leads to influx of
cations such as Ca2+ through P2X receptors and in others the ADP generated by ATP
hydrolysis triggers signaling pathways through activation of G-protein coupled P2Y receptors.
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ecto-F0F1 upon binding of ApoA1 activates the P2Y receptors resulting in HDL endocytosis
and downstream the small GTPase RhoA and its effector ROCK I (Malaval et al,. 2009).
The mechanism used by ATP synthase to reach the plasma membrane is still unknown
(Vantourout et al., 2010). The hypothesis that the single ATP synthase subunits are routed to
plasma membrane instead of the mitochondria seems unlikely, because different mRNA
isoforms of ATP synthase subunits have not been found in mammals apart for the bovine
subunit c (Vives-Bauza et al., 2011). The simpler explanation seems that once assembled into
mitochondria, the whole complex reaches the cell surface via vescicular transport or fusion
of mitochondrial membranes with plasma membranes (Vantourout et al., 2010). It is
tempting to hypothesize that the new technology of imaging MS (MALDI MS
profiling/imaging), which can acquire individual spectra from the surface of frozen tissue
sections (Chaurand et al,. 2006), could give important answers regarding the trafficking of
the enzyme to cell surface.

6. Conclusions
F0F1 ATP synthase is an intensely studied enzyme complex, for which single molecule
studies have allowed to define the fascinating catalysis in great detail. In addition, highresolution molecular structures have been obtained mainly by X-ray crystal analyses. In
spite of this tremendous progress, many aspects of ATP synthase physiology, such as
biogenesis or super-complex formation, and its role in pathology are still unknown. The
omni-comprehensive nature of proteomics, unlike the more reductionistic approaches of
classical biochemistry and genetics, makes it the best candidate for revealing changes in the
expression level of the whole complex and/or of its single subunits, but also to define the
quantitative and temporal phosphorylation pattern of the enzyme in all organisms and
under different physiopathological conditions, thus allowing the understanding of the ATP
synthase regulation in a better way. In addition, the constant technological progress will
enable to define the intriguing enzyme intracellular trafficking and its translocation to cell
surface. In this context, native electrophoresis combined with MS techniques offers a
powerful top-down approach for functional and structural analyses of such complicated
enzyme using minimal amount of cell lysates or tissue homogenates and making this
approach useful also for clinical investigation.

7. Acknowledgements
Authors acknowledge Prof. Paolo Bernardi, Dept. of Biomedical Sciences, University of
Padova and Dr. Paola Picotti, Institute of Biochemistry, ETH, Zürich for critical reading of
the manuscript.

8. References
Ackerman, S. H. (2002). Atp11p and Atp12p are chaperones for F1-ATPase biogenesis in
mitochondria. Biochimica et Biophysica Acta (BBA)-Bioenergetics, Vol.1555, No.1-3, pp.
101-105
Adachi, K.; Oiwa, K.; Nishizaka, T.; Furuike, S.; Noji, H.; Itoh, H.; Yoshida, M. & Kinosita Jr,
K. (2007). Coupling of rotation and catalysis in F1-ATPase revealed by singlemolecule imaging and manipulation. Cell, Vol.130, No.2, pp. 309-321

www.intechopen.com

F0F1 ATP Synthase: A Fascinating Challenge for Proteomics

181

Ahmed, M.; Muhammed, S. J.; Kessler, B. & Salehi, A. (2010). Mitochondrial proteome
analysis reveals altered expression of voltage dependent anion channels in
pancreatic -cells exposed to high glucose. Islets, Vol.2, No.5, pp. 283-292
Alverdi, V.; Di Pancrazio, F.; Lippe, G.; Pucillo, C.; Casetta, B. & Esposito, G. (2005).
Determination of protein phosphorylation sites by mass spectrometry: a novel
electrospray based method. Rapid communications in mass spectrometry, Vol.19,
No.22, pp. 3343-3348
Andersson, U.; Houstek, J. & Cannon, B. (1997). ATP synthase subunit c expression:
physiological regulation of the P1 and P2 genes. Biochemical Journal, Vol.323, No.Pt
2, pp. 379-385
Andrianaivomananjaona, T.; Moune-Dimala, M.; Herga, S.; David, V. & Haraux, F. (2010).
How the N-terminal extremity of Saccharomyces cerevisiae IF1 interacts with ATP
synthase: A kinetic approach. Biochimica et Biophysica Acta (BBA)-Bioenergetics,
Vol.1807, No.2, pp. 197-204
Arakaki, N.; Ueyama, Y.; Hirose, M.; Himeda, T.; Shibata, H.; Futaki, S.; Kitagawa, K. &
Higuti, T. (2001). Stoichiometry of subunit e in rat liver mitochondrial H+-ATP
synthase and membrane topology of its putative Ca2+-dependent regulatory
region. Biochimica et Biophysica Acta (BBA)-Bioenergetics, Vol.1504, No.2-3, pp. 220228
Bae, T. J.; Kim, M. S.; Kim, J. W.; Kim, B. W.; Choo, H. J.; Lee, J. W.; Kim, K. B.; Lee, C. S.;
Kim, J. H. & Chang, S. Y. (2004). Lipid raft proteome reveals ATP synthase complex
in the cell surface. Proteomics, Vol.4, No.11, pp. 3536-3548
Bason, J. V.; Runswick, M. J.; Fearnley, I. M. & Walker, J. E. (2011). Binding of the Inhibitor
Protein IF1 to Bovine F1-ATPase. Journal of Molecular Biology, Vol.406, No.3, pp. 443453
Bendt, A. K.; Burkovski, A.; Schaffer, S.; Bott, M.; Farwick, M. & Hermann, T. (2003).
Towards a phosphoproteome map of Corynebacterium glutamicum. Proteomics,
Vol.3, No.8, pp. 1637-1646
Bisetto, E.; Giorgio, V.; Di Pancrazio, F.; Mavelli, I. & Lippe, G. (2007). Characterization of
oligomeric forms from mammalian F0F1ATP synthase by BN-PAGE: the role of
detergents. The Italian journal of biochemistry, Vol.56, No.4, pp. 254-258
Bisetto, E.; Picotti, P.; Giorgio, V.; Alverdi, V.; Mavelli, I. & Lippe, G. (2008). Functional and
stoichiometric analysis of subunit e in bovine heart mitochondrial F 0 F 1 ATP
synthase. Journal of bioenergetics and biomembranes, Vol.40, No.4, pp. 257-267
Borghese, R.; Turina, P.; Lambertini, L. & Melandri, B. A. (1998). The atpIBEXF operon
coding for the F0 sector of the ATP synthase from the purple nonsulfur
photosynthetic bacterium Rhodobacter capsulatus. Archives of microbiology, Vol.170,
No.5, pp. 385-388
Boyer, P. D. (1997). The ATP synthase-a splendid molecular machine. Annual review of
biochemistry, Vol.66, No.1, pp. 717-749
Bustos, D. M. & Velours, J. (2005). The modification of the conserved GXXXG motif of the
membrane-spanning segment of subunit g destabilizes the supramolecular species
of yeast ATP synthase. Journal of Biological Chemistry, Vol.280, No.32, pp. 2900429010

www.intechopen.com

182

Proteomics – Human Diseases and Protein Functions

Cabezón, E.; Montgomery, M. G.; Leslie, A. G. W. & Walker, J. E. (2003). The structure of
bovine F1-ATPase in complex with its regulatory protein IF1. Nature structural
biology, Vol.10, No.9, pp. 744-750
Cabezon, E.; Runswick, M. J.; Leslie, A. G. W. & Walker, J. E. (2001). The structure of bovine
IF1, the regulatory subunit of mitochondrial F-ATPase. The EMBO journal, Vol.20,
No.24, pp. 6990-6996
Campanella, M.; Parker, N.; Tan, C. H.; Hall, A. M. & Duchen, M. R. (2009). IF1: setting the
pace of the F1Fo-ATP synthase. Trends in biochemical sciences, Vol.34, No.7, pp. 343350
Carroll, J.; Altman, M. C.; Fearnley, I. M. & Walker, J. E. (2007). Identification of membrane
proteins by tandem mass spectrometry of protein ions. Proceedings of the National
Academy of Sciences, Vol.104, No.36, pp. 14330-14335
Carroll, J.; Fearnley, I. M.; Wang, Q. & Walker, J. E. (2009). Measurement of the molecular
masses of hydrophilic and hydrophobic subunits of ATP synthase and complex I in
a single experiment. Analytical Biochemistry, Vol.395, No.2, pp. 249-255
Chaurand, P.; Cornett, D. S. & Caprioli, R. M. (2006). Molecular imaging of thin mammalian
tissue sections by mass spectrometry. Current opinion in biotechnology, Vol.17, No.4,
pp. 431-436
Chen, C.; Ko, Y.; Delannoy, M.; Ludtke, S. J.; Chiu, W. & Pedersen, P. L. (2004).
Mitochondrial ATP Synthasome. Journal of Biological Chemistry, Vol.279, No.30, pp.
31761-31768
Chen, C.; Saxena, A. K.; Simcoke, W. N.; Garboczi, D. N.; Pedersen, P. L. & Ko, Y. H. (2006).
Mitochondrial ATP Synthase. Journal of Biological Chemistry, Vol.281, No.19, pp.
13777-13783
Chen, R.; Fearnley, I. M.; Palmer, D. N. & Walker, J. E. (2004). Lysine 43 is trimethylated in
subunit c from bovine mitochondrial ATP synthase and in storage bodies
associated with Batten disease. Journal of Biological Chemistry, Vol.279, No.21, pp.
21883-21887
Chen, R.; Runswick, M. J.; Carroll, J.; Fearnley, I. M. & Walker, J. E. (2007). Association of
two proteolipids of unknown function with ATP synthase from bovine heart
mitochondria. FEBS letters, Vol.581, No.17, pp. 3145-3148
Cingolani, G. & Duncan, T. M. (2011). Structure of the ATP synthase catalytic complex (F1)
from Escherichia coli in an autoinhibited conformation. Nature Structural &
Molecular Biology, Vol.18, No.6, pp. 701-707
Cížková, A.; Stránecký, V.; Ivánek, R.; Hartmannová, H.; Nosková, L.; Piherová, L.; Tesa
ová, M.; Hansíková, H.; Honzík, T. & Zeman, J. (2008). Development of a human
mitochondrial oligonucleotide microarray (h-MitoArray) and gene expression
analysis of fibroblast cell lines from 13 patients with isolated F1Fo ATP synthase
deficiency. BMC genomics, Vol.9, No.1, pp. 38
Collinson, I. R.; Fearnley, I. M.; Skehel, J. M.; Runswick, M. J. & Walker, J. E. (1994). ATP
synthase from bovine heart mitochondria: identification by proteolysis of sites in F0
exposed by removal of F1 and the oligomycin-sensitivity conferral protein.
Biochemical Journal, Vol.303, No.Pt 2, pp. 639-645
Couoh-Cardel, S. J.; Uribe-Carvajal, S.; Wilkens, S. & García-Trejo, J. J. (2010). Structure of
dimeric F1F0-ATP synthase. Journal of Biological Chemistry, Vol.285, No.47, pp.
36447-36455

www.intechopen.com

F0F1 ATP Synthase: A Fascinating Challenge for Proteomics

183

Dautant, A.; Velours, J. & Giraud, M. F. (2010). Crystal Structure of the Mg· ADP-inhibited
State of the Yeast F1c10-ATP Synthase. Journal of Biological Chemistry, Vol.285,
No.38, pp. 29502-29510
Di Pancrazio, F.; Bisetto, E.; Alverdi, V.; Mavelli, I.; Esposito, G. & Lippe, G. (2006).
Differential steady-state tyrosine phosphorylation of two oligomeric forms of
mitochondrial F0F1ATPsynthase: A structural proteomic analysis. Proteomics, Vol.6,
No.3, pp. 921-926
Di Pancrazio, F.; Mavelli, I.; Isola, M.; Losano, G.; Pagliaro, P.; Harris, D. A. & Lippe, G.
(2004). In vitro and in vivo studies of F0F1ATP synthase regulation by inhibitor
protein IF1 in goat heart. Biochimica et Biophysica Acta (BBA)-Bioenergetics, Vol.1659,
No.1, pp. 52-62
Dienhart, M.; Pfeiffer, K.; Schägger, H. & Stuart, R. A. (2002). Formation of the yeast F1F0ATP synthase dimeric complex does not require the ATPase inhibitor protein, Inh1.
Journal of Biological Chemistry, Vol.277, No.42, pp. 39289-39295
Everard-Gigot, V.; Dunn, C. D.; Dolan, B. M.; Brunner, S.; Jensen, R. E. & Stuart, R. A. (2005).
Functional analysis of subunit e of the F1Fo-ATP synthase of the yeast
Saccharomyces cerevisiae: importance of the N-terminal membrane anchor region.
Eukaryotic cell, Vol.4, No.2, pp. 346-355
Eyrich, B.; Sickmann, A. & Zahedi, R. P. (2011). Catch me if you can: Mass spectrometry
based phosphoproteomics and quantification strategies. Proteomics, Vol.11, No.4,
pp. 554-570
Fronzes, R.; Weimann, T.; Vaillier, J.; Velours, J. & Brèthes, D. (2006). The peripheral stalk
participates in the yeast ATP synthase dimerization independently of e and g
subunits. Biochemistry, Vol.45, No.21, pp. 6715-6723
Gerber, S. A.; Rush, J.; Stemman, O.; Kirschner, M. W. & Gygi, S. P. (2003). Absolute
quantification of proteins and phosphoproteins from cell lysates by tandem MS.
Proceedings of the National Academy of Sciences of the United States of America, Vol.100,
No.12, pp. 6940-6945
Giorgio, V.; Bisetto, E.; Franca, R.; Harris, D. A.; Passamonti, S. & Lippe, G. (2010). The
ectopic F O F 1 ATP synthase of rat liver is modulated in acute cholestasis by the
inhibitor protein IF 1. Journal of bioenergetics and biomembranes, pp. 1-7
Giorgio, V.; Bisetto, E.; Soriano, M. E.; Dabbeni-Sala, F.; Basso, E.; Petronilli, V.; Forte, M. A.;
Bernardi, P. & Lippe, G. (2009). Cyclophilin D modulates mitochondrial F0F1-ATP
synthase by interacting with the lateral stalk of the complex. Journal of Biological
Chemistry, Vol.284, No.49, pp. 33982-33988
Gomis-Rüth, F. X.; Moncalián, G.; Pérez-Luque, R.; González, A.; Cabezón, E.; de la Cruz, F.
& Coll, M. (2001). The bacterial conjugation protein TrwB resembles ring helicases
and F1-ATPase. Nature, Vol.409, No.6820, pp. 637-641
HÃ¸jlund, K.; Wrzesinski, K.; Larsen, P. M.; Fey, S. J.; Roepstorff, P.; Handberg, A.; Dela, F.;
Vinten, J. r.; McCormack, J. G.; Reynet, C. & Beck-Nielsen, H. (2003). Proteome
Analysis Reveals Phosphorylation of ATP Synthase Î²-Subunit in Human Skeletal
Muscle and Proteins with Potential Roles in Type 2 Diabetes. Journal of Biological
Chemistry, Vol.278, No.12, pp. 10436-10442
Harris, D. A. & Das, A. M. (1991). Control of mitochondrial ATP synthesis in the heart.
Biochemical Journal, Vol.280, No.Pt 3, pp. 561-573

www.intechopen.com

184

Proteomics – Human Diseases and Protein Functions

Heather, L. C. & Clarke, K. (2010). Metabolism, hypoxia and the diabetic heart. Journal of
Molecular and Cellular Cardiology, Vol.50, No.4, pp. 529-540
Helfenbein, K. G.; Ellis, T. P.; Dieckmann, C. L. & Tzagoloff, A. (2003). ATP22, a nuclear
gene required for expression of the F0 sector of mitochondrial ATPase in
Saccharomyces cerevisiae. Journal of Biological Chemistry, Vol.278, No.22, pp. 1975119756
Hoffmann, J.; Sokolova, L.; Preiss, L.; Hicks, D. B.; Krulwich, T. A.; Morgner, N.; Wittig, I.;
Schägger, H.; Meier, T. & Brutschy, B. (2010). ATP synthases: cellular nanomotors
characterized by LILBID mass spectrometry. Phys. Chem. Chem. Phys., Vol.12,
No.41, pp. 13375-13382
Hong, S. & Pedersen, P. L. (2003). Subunit e of mitochondrial ATP synthase: a bioinformatic
analysis reveals a phosphopeptide binding motif supporting a multifunctional
regulatory role and identifies a related human brain protein with the same motif.
Proteins: Structure, Function, and Bioinformatics, Vol.51, No.2, pp. 155-161
Houstek, J.; Andersson, U.; Tvrdík, P.; Nedergaard, J. & Cannon, B. (1995). The expression of
subunit c correlates with and thus may limit the biosynthesis of the mitochondrial
F0F1-ATPase in brown adipose tissue. Journal of Biological Chemistry, Vol.270, No.13,
pp. 7689-7694
Houstek, J.; Pícková, A.; Vojtísková, A.; Mrácek, T.; Pecina, P. & Jesina, P. (2006).
Mitochondrial diseases and genetic defects of ATP synthase. Biochimica et Biophysica
Acta (BBA)-Bioenergetics, Vol.1757, No.9-10, pp. 1400-1405
Hüttemann, M.; Lee, I.; Samavati, L.; Yu, H. & Doan, J. W. (2007). Regulation of
mitochondrial oxidative phosphorylation through cell signaling. Biochimica et
Biophysica Acta (BBA)-Molecular Cell Research, Vol.1773, No.12, pp. 1701-1720
Hwang, S. I.; Lundgren, D. H.; Mayya, V.; Rezaul, K.; Cowan, A. E.; Eng, J. K. & Han, D. K.
(2006). Systematic characterization of nuclear proteome during apoptosis. Molecular
& Cellular Proteomics, Vol.5, No.6, pp. 1131-1145
Klodmann, J.; Lewejohann, D. & Braun, H. P. (2011). Low SDS Blue native PAGE. Proteomics,
pp. 1-6
Ko, Y. H.; Pan, W.; Inoue, C. & Pedersen, P. L. (2002). Signal transduction to mitochondrial
ATP synthase: Evidence that PDGF-dependent phosphorylation of the [delta]subunit occurs in several cell lines, involves tyrosine, and is modulated by
lysophosphatidic acid. Mitochondrion, Vol.1, No.4, pp. 339-348
Krause-Buchholz, U.; Becker, J. S.; Zoriy, M.; Pickhardt, C.; Przybylski, M. & Rodel, G.
(2006). Detection of phosphorylated subunits by combined LA-ICP-MS and
MALDI-FTICR-MS analysis in yeast mitochondrial membrane complexes separated
by blue native/SDS-PAGE. International Journal of Mass Spectrometry, Vol.248, No.12, pp. 56-60
Kucharczyk, R.; Salin, B. & Di Rago, J. P. (2009). Introducing the human Leigh syndrome
mutation T9176G into Saccharomyces cerevisiae mitochondrial DNA leads to
severe defects in the incorporation of Atp6p into the ATP synthase and in the
mitochondrial morphology. Human molecular genetics, Vol.18, No.15, pp. 2889
Kucharczyk, R.; Zick, M.; Bietenhader, M.; Rak, M.; Couplan, E.; Blondel, M.; Caubet, S. D. &
di Rago, J. P. (2009). Mitochondrial ATP synthase disorders: molecular mechanisms
and the quest for curative therapeutic approaches. Biochimica et Biophysica Acta
(BBA)-Molecular Cell Research, Vol.1793, No.1, pp. 186-199

www.intechopen.com

F0F1 ATP Synthase: A Fascinating Challenge for Proteomics

185

Lalanne, E.; Mathieu, C.; Vedel, F. & De Paepe, R. (1998). Tissue-specific expression of genes
encoding isoforms of the mitochondrial ATPase subunit in Nicotiana sylvestris.
Plant molecular biology, Vol.38, No.5, pp. 885-888
Lee, J. K.; Belogrudov, G. I. & Stroud, R. M. (2008). Crystal structure of bovine mitochondrial
factor B at 0.96-Å resolution. Proceedings of the National Academy of Sciences, Vol.105,
No.36, pp. 13379-13384
Lefebvre-Legendre, L.; Vaillier, J.; Benabdelhak, H.; Velours, J.; Slonimski, P. P. & di Rago, J.
P. (2001). Identification of a nuclear gene (FMC1) required for the
assembly/stability of yeast mitochondrial F1-ATPase in heat stress conditions.
Journal of Biological Chemistry, Vol.276, No.9, pp. 6789-6796
Loro, E.; Gianazza, E.; Cazzola, S.; Malena, A.; Wait, R.; Begum, S.; Brizio, C.; Dabbeni Sala,
F. & Vergani, L. (2009). Development and characterization of polyspecific anti
mitochondrion antibodies for proteomics studies on in toto tissue homogenates.
Electrophoresis, Vol.30, No.8, pp. 1329-1341
MacDonald, J. A.; Mackey, A. J.; Pearson, W. R. & Haystead, T. A. J. (2002). A strategy for
the rapid identification of phosphorylation sites in the phosphoproteome. Molecular
& Cellular Proteomics, Vol.1, No.4, pp. 314-322
Malaval, C.; Laffargue, M.; Barbaras, R.; Rolland, C.; Peres, C.; Champagne, E.; Perret, B.;
Tercé, F.; Collet, X. & Martinez, L. O. (2009). RhoA/ROCK I signalling downstream
of the P2Y13 ADP-receptor controls HDL endocytosis in human hepatocytes.
Cellular signalling, Vol.21, No.1, pp. 120-127
Matsuda, C.; Endo, H.; Hirata, H.; Morosawa, H.; Nakanishi, M. & Kagawa, Y. (1993).
Tissue-specific isoforms of the bovine mitochondrial ATP synthase [gamma]subunit. FEBS letters, Vol.325, No.3, pp. 281-284
Matsuda, C.; Muneyuki, E.; Endo, H.; Yoshida, M. & Kagawa, Y. (1994). Comparison of the
ATPase Activities of Bovine Heart and Liver Mitochondrial ATP Synthases with
Different Tissue-Specific [gamma] Subunit Isoforms. Biochemical and biophysical
research communications, Vol.200, No.2, pp. 671-678
Mattiazzi, M.; Vijayvergiya, C.; Gajewski, C. D.; DeVivo, D. C.; Lenaz, G.; Wiedmann, M. &
Manfredi, G. (2004). The mtDNA T8993G (NARP) mutation results in an
impairment of oxidative phosphorylation that can be improved by antioxidants.
Human molecular genetics, Vol.13, No.8, pp. 869-879
Meier, T.; Morgner, N.; Matthies, D.; Pogoryelov, D.; Keis, S.; Cook, G. M.; Dimroth, P. &
Brutschy, B. (2007). A tridecameric c ring of the adenosine triphosphate (ATP)
synthase from the thermoalkaliphilic Bacillus sp. strain TA2. A1 facilitates ATP
synthesis at low electrochemical proton potential. Molecular microbiology, Vol.65,
No.5, pp. 1181-1192
Meyer, B.; Wittig, I.; Trifilieff, E.; Karas, M. & Schägger, H. (2007). Identification of two
proteins associated with mammalian ATP synthase. Molecular & Cellular Proteomics,
Vol.6, No.10, pp. 1690-1699
Mowery, Y. M. & Pizzo, S. V. (2010). Cell Surface ATP Synthase: A Potential Target for AntiAngiogenic Therapy. Extracellular ATP and Adenosine as Regulators of Endothelial Cell
Function, pp. 139-159
Noji, H.; Yasuda, R.; Yoshida, M. & Kinosita, K. (1997). Direct observation of the rotation of
F1-ATPase. Nature, Vol.386, No.6622, pp. 299-302

www.intechopen.com

186

Proteomics – Human Diseases and Protein Functions

Ohsakaya, S.; Fujikawa, M.; Hisabori, T. & Yoshida, M. (2011). Knockdown of DAPIT
(diabetes-associated protein in insulin-sensitive tissue) results in loss of ATP
synthase in mitochondria. Journal of Biological Chemistry, Vol.286, No.23, pp. 2029220296
Pagnozzi, D.; Birolo, L.; Leo, G.; Contessi, S.; Lippe, G.; Pucci, P. & Mavelli, I. (2010).
Stoichiometry and Topology of the complex of the endogenous ATP Synthase
Inhibitor Protein IF1 with Calmodulin. Biochemistry, Vol.49, No.35, pp. 7542-7552
Panfoli, I.; Ravera, S.; Bruschi, M.; Candiano, G. & Morelli, A. (2011). Proteomics unravels
the exportability of mitochondrial respiratory chains. Expert Review of Proteomics,
Vol.8, No.2, pp. 231-239
Paumard, P.; Vaillier, J.; Coulary, B.; Schaeffer, J.; Soubannier, V.; Mueller, D. M.; Brèthes,
D.; Di Rago, J. P. & Velours, J. (2002). The ATP synthase is involved in generating
mitochondrial cristae morphology. The EMBO journal, Vol.21, No.3, pp. 221-230
Rak, M.; Gokova, S. & Tzagoloff, A. (2011). Modular assembly of yeast mitochondrial ATP
synthase. The EMBO journal, Vol.30, pp. 920-930
Reisinger, V. & Eichacker, L. A. (2008). Solubilization of membrane protein complexes for
blue native PAGE. Journal of Proteomics, Vol.71, No.3, pp. 277-283
Richter, M. L.; Hein, R. & Huchzermeyer, B. (2000). Important subunit interactions in the
chloroplast ATP synthase. Biochimica et Biophysica Acta (BBA)-Bioenergetics,
Vol.1458, No.2-3, pp. 326-342
Schägger, H. & Pfeiffer, K. (2000). Supercomplexes in the respiratory chains of yeast and
mammalian mitochondria. The EMBO journal, Vol.19, No.8, pp. 1777-1783
Senior, A. E. (2007). ATP synthase: Motoring to the finish line. Cell, Vol.130, No.2, pp. 220221
Sgarbi, G.; Baracca, A.; Lenaz, G.; Valentino, L. M.; Carelli, V. & Solaini, G. (2006). Inefficient
coupling between proton transport and ATP synthesis may be the pathogenic
mechanism for NARP and Leigh syndrome resulting from the T8993G mutation in
mtDNA. Biochemical Journal, Vol.395, No.Pt 3, pp. 493-500
Sokolova, L.; Wittig, I.; Barth, H. D.; Schägger, H.; Brutschy, B. & Brandt, U. (2010). Laser
induced liquid bead ion desorption MS of protein complexes from blue native gels,
a sensitive top down proteomic approach. Proteomics, Vol.10, No.7, pp. 1401-1407
Spannagel, C.; Vaillier, J.; Arselin, G.; Graves, P. V.; Grandier-Vazeille, X. & Velours, J.
(1998). Evidence of a subunit 4 (subunit b) dimer in favor of the proximity of ATP
synthase complexes in yeast inner mitochondrial membrane. Biochimica et
Biophysica Acta (BBA)-Biomembranes, Vol.1414, No.1-2, pp. 260-264
Stevens Jr, S. M.; Duncan, R. S.; Koulen, P. & Prokai, L. (2008). Proteomic analysis of mouse
brain microsomes: identification and bioinformatic characterization of endoplasmic
reticulum proteins in the mammalian central nervous system. Journal of proteome
research, Vol.7, No.3, pp. 1046-1054
Stockwin, L. H.; Blonder, J.; Bumke, M. A.; Lucas, D. A.; Chan, K. C.; Conrads, T. P.; Issaq,
H. J.; Veenstra, T. D.; Newton, D. L. & Rybak, S. M. (2006). Proteomic analysis of
plasma membrane from hypoxia-adapted malignant melanoma. Journal of proteome
research, Vol.5, No.11, pp. 2996-3007
Strauss, M.; Hofhaus, G.; Schröder, R. R. & Kühlbrandt, W. (2008). Dimer ribbons of ATP
synthase shape the inner mitochondrial membrane. The EMBO journal, Vol.27,
No.7, pp. 1154-1160

www.intechopen.com

F0F1 ATP Synthase: A Fascinating Challenge for Proteomics

187

Struglics, A.; Fredlund, K. M.; Møller, I. M. & Allen, J. F. (1998). Two Subunits of the FoF1ATPase Are Phosphorylated in the Inner Mitochondrial Membrane. Biochemical and
biophysical research communications, Vol.243, No.3, pp. 664-668
Suhai, T.; Heidrich, N. G.; Dencher, N. A. & Seelert, H. (2009). Highly sensitive detection of
ATPase activity in native gels. Electrophoresis, Vol.30, No.20, pp. 3622-3625
Suzuki, T.; Wakabayashi, C.; Tanaka, K.; Feniouk, B. A. & Yoshida, M. (2011). Modulation of
nucleotide specificity of thermophilic FoF1-ATP synthase by -subunit. Journal of
Biological Chemistry, Vol.286, No.19, pp. 16807-16813
Thomas, D.; Bron, P.; Weimann, T.; Dautant, A.; Giraud, M.; Paumard, P.; Salin, B.; Cavalier,
A.; Velours, J. & Brethes, D. (2008). Supramolecular organization of the yeast F1FoATP synthase. Biology of the Cell, Vol.100, pp. 591-601
Tomasetig, L.; Di Pancrazio, F.; Harris, D. A.; Mavelli, I. & Lippe, G. (2002). Dimerization of
F0F1ATP synthase from bovine heart is independent from the binding of the
inhibitor protein IF1. Biochimica et Biophysica Acta (BBA)-Bioenergetics, Vol.1556,
No.2-3, pp. 133-141
Tzagoloff, A. (1969). Assembly of the mitochondrial membrane system. II. Synthesis of the
mitochondrial adenosine triphosphatase. F1. The Journal of biological chemistry,
Vol.244, No.18, pp. 5027-5033
Ueno, H.; Suzuki, T.; Kinosita, K. & Yoshida, M. (2005). ATP-driven stepwise rotation of
FoF1-ATP synthase. Proceedings of the National Academy of Sciences of the United
States of America, Vol.102, No.5, pp. 1333-1338
Vantourout, P.; Radojkovic, C.; Lichtenstein, L.; Pons, V.; Champagne, E. & Martinez, L. O.
(2010). Ecto-F1-ATPase: A moonlighting protein complex and an unexpected apoAI receptor. World Journal of Gastroenterology: WJG, Vol.16, No.47, pp. 5925-5935
Vignais, P. V. & Satre, M. (1984). Recent developments on structural and functional aspects
of the F 1 sector of H+-linked ATPases. Molecular and cellular biochemistry, Vol.60,
No.1, pp. 33-70
Vives-Bauza, C.; Magrane, J.; Andreu, A. L. & Manfredi, G. (2011). Novel Role of ATPase
Subunit C Targeting Peptides Beyond Mitochondrial Protein Import. Molecular
Biology of the Cell, Vol.21, No.1, pp. 131-139
Vosseller, K.; Hansen, K. C.; Chalkley, R. J.; Trinidad, J. C.; Wells, L.; Hart, G. W. &
Burlingame, A. L. (2005). Quantitative analysis of both protein expression and
serine/threonine post translational modifications through stable isotope labeling
with dithiothreitol. Proteomics, Vol.5, No.2, pp. 388-398
Walker, J. E. & Dickson, V. K. (2006). The peripheral stalk of the mitochondrial ATP
synthase. BBA-Bioenergetics, Vol.1757, No.5-6, pp. 286-296
Walker, J. E.; Lutter, R.; Dupuis, A. & Runswick, M. J. (1991). Identification of the subunits of
F1F0-ATPase from bovine heart mitochondria. Biochemistry, Vol.30, No.22, pp.
5369-5378
Wittig, I. & Schägger, H. (2005). Advantages and limitations of clear native PAGE.
Proteomics, Vol.5, No.17, pp. 4338-4346
Wittig, I. & Schägger, H. (2008). Features and applications of blue-native and clear-native
electrophoresis. Proteomics, Vol.8, No.19, pp. 3974-3990
Wittig, I. & Schägger, H. (2008). Structural organization of mitochondrial ATP synthase.
Biochimica et Biophysica Acta (BBA)-Bioenergetics, Vol.1777, No.7-8, pp. 592-598

www.intechopen.com

188

Proteomics – Human Diseases and Protein Functions

Wittig, I.; Braun, H. P. & Schägger, H. (2006). Blue native PAGE. Nature protocols, Vol.1,
No.1, pp. 418-428
Wittig, I.; Carrozzo, R.; Santorelli, F. M. & Schagger, H. (2007). Functional assays in highresolution clear native gels to quantify mitochondrial complexes in human biopsies
and cell lines. Electrophoresis, Vol.28, No.21, pp. 3811-3820
Wittig, I.; Meyer, B.; Heide, H.; Steger, M.; Bleier, L.; Wumaier, Z.; Karas, M. & Schägger, H.
(2010). Assembly and oligomerization of human ATP synthase lacking
mitochondrial subunits a and A6L. Biochimica et Biophysica Acta (BBA)-Bioenergetics,
Vol.1797, No.6-7, pp. 1004-1011
Wittig, I.; Velours, J.; Stuart, R. & Schägger, H. (2008). Characterization of domain interfaces
in monomeric and dimeric ATP synthase. Molecular & Cellular Proteomics, Vol.7,
No.5, pp. 995-1004
Yan, L. J. & Forster, M. J. (2009). Resolving mitochondrial protein complexes using
nongradient blue native polyacrylamide gel electrophoresis. Analytical Biochemistry,
Vol.389, No.2, pp. 143-149
Zerbetto, E.; Vergani, L. & Dabbeni Sala, F. (1997). Quantification of muscle mitochondrial
oxidative phosphorylation enzymes via histochemical staining of blue native
polyacrylamide gels. Electrophoresis, Vol.18, No.11, pp. 2059-2064
Zhang, L.; Xi'e, W.; Peng, X.; Wei, Y.; Cao, R.; Liu, Z.; Xiong, J.; Ying, X.; Chen, P. & Liang, S.
(2007). Immunoaffinity purification of plasma membrane with secondary antibody
superparamagnetic beads for proteomic analysis. Journal of proteome research, Vol.6,
No.1, pp. 34-43

www.intechopen.com

Proteomics - Human Diseases and Protein Functions
Edited by Prof. Tsz Kwong Man

ISBN 978-953-307-832-8
Hard cover, 438 pages
Publisher InTech
Published online 10, February, 2012
Published in print edition February, 2012
Biomedical research has entered a new era of characterizing a disease or a protein on a global scale. In the
post-genomic era, Proteomics now plays an increasingly important role in dissecting molecular functions of
proteins and discovering biomarkers in human diseases. Mass spectrometry, two-dimensional gel
electrophoresis, and high-density antibody and protein arrays are some of the most commonly used methods
in the Proteomics field. This book covers four important and diverse areas of current proteomic research:
Proteomic Discovery of Disease Biomarkers, Proteomic Analysis of Protein Functions, Proteomic Approaches
to Dissecting Disease Processes, and Organelles and Secretome Proteomics. We believe that clinicians,
students and laboratory researchers who are interested in Proteomics and its applications in the biomedical
field will find this book useful and enlightening. The use of proteomic methods in studying proteins in various
human diseases has become an essential part of biomedical research.

How to reference
In order to correctly reference this scholarly work, feel free to copy and paste the following:
Federica Dabbeni-Sala, Amit Kumar Rai and Giovanna Lippe (2012). F0F1 ATP Synthase: A Fascinating
Challenge for Proteomics, Proteomics - Human Diseases and Protein Functions, Prof. Tsz Kwong Man (Ed.),
ISBN: 978-953-307-832-8, InTech, Available from: http://www.intechopen.com/books/proteomics-humandiseases-and-protein-functions/f0f1-atp-synthase-a-fascinating-challenge-for-proteomics

InTech Europe

InTech China

University Campus STeP Ri
Slavka Krautzeka 83/A
51000 Rijeka, Croatia
Phone: +385 (51) 770 447
Fax: +385 (51) 686 166
www.intechopen.com

Unit 405, Office Block, Hotel Equatorial Shanghai
No.65, Yan An Road (West), Shanghai, 200040, China
Phone: +86-21-62489820
Fax: +86-21-62489821

© 2012 The Author(s). Licensee IntechOpen. This is an open access article
distributed under the terms of the Creative Commons Attribution 3.0
License, which permits unrestricted use, distribution, and reproduction in
any medium, provided the original work is properly cited.

