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Abstract: Oocytes are postulated to repress the proton pumps (e.g., complex IV) and ATP synthase
to safeguard mitochondrial DNA homoplasmy by curtailing superoxide production. Whether the
ATP synthase is inhibited is, however, unknown. Here we show that: oligomycin sensitive ATP
synthase activity is significantly greater (~170 vs. 20 nmol/min−1/mg−1) in testes compared to oocytes
in Xenopus laevis (X. laevis). Since ATP synthase activity is redox regulated, we explored a regulatory
role for reversible thiol oxidation. If a protein thiol inhibits the ATP synthase, then constituent
subunits must be reversibly oxidised. Catalyst-free trans-cyclooctene 6-methyltetrazine (TCO-Tz)
immunocapture coupled to redox affinity blotting reveals several subunits in F1 (e.g., ATP-α-F1) and
Fo (e.g., subunit c) are reversibly oxidised. Catalyst-free TCO-Tz Click PEGylation reveals significant
(~60%) reversible ATP-α-F1 oxidation at two evolutionary conserved cysteine residues (C244 and
C294) in oocytes. TCO-Tz Click PEGylation reveals ~20% of the total thiols in the ATP synthase
are substantially oxidised. Chemically reversing thiol oxidation significantly increased oligomycin
sensitive ATP synthase activity from ~12 to 100 nmol/min−1/mg−1 in oocytes. We conclude that
reversible thiol oxidation inhibits the mitochondrial ATP synthase in X. laevis oocytes.

Keywords: mitochondria; thiol; redox signaling; ATP synthase; oocyte; Xenopus laevis; click chemistry

1. Introduction

Human sperm rely on oxidative phosphorylation (OXPHOS) to swim 103 times their own length to
fertilise an oocyte [1,2]. Paternal mitochondrial DNA (mtDNA) is purged and/or heavily diluted after
fertilisation to ensure maternal inheritance dominates in the embryo [3,4]. Maternal inheritance avoids
deleterious mtDNA heteroplasmy because OXPHOS sensitises sperm to oxidative DNA damage [5].
Oxidative DNA damage can occur when thermodynamically and kinetically competent reduced
electron donors (e.g., prosthetic semiquinone radicals) catalyse the univalent reduction of ground
state molecular dioxygen (O2) to superoxide [6,7]. Superoxide anion and its dismutation product
hydrogen peroxide (H2O2) are chemically unable to oxidise DNA directly [8]. H2O2 can, however, react
with DNA bound iron and copper ions to produce hydroxyl radical (OH•) [9–11]. In turn, OH• can
damage pyrimidine and purine bases at a diffusion controlled rate (i.e., k ~ 109 M−1 s−1) via addition,
oxidation, and abstraction reactions [12–14]. If OXPHOS imperils mtDNA homoplasmy, then oocyte
mitochondria may repress it to curtail superoxide production.

Allen [15] posits that: oocytes safeguard mtDNA homoplasmy by repressing OXPHOS to curtail
superoxide production. In support, OXPHOS is repressed in oocytes compared to sperm in diverse
phyla from jellyfish to mice [16–20]. Repressed OXPHOS is associated with lower mitochondrial free
radical levels in oocytes compared to sperm [16,17]. To curtail superoxide production by repressing
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OXPHOS without sacrificing oocyte viability, dual inhibition of the proton pumps (i.e., complex I,
III and IV) and F1-Fo ATP synthase may be required. If the proton pumps are active and the F1-Fo ATP
synthase is inactive, then a large electrochemical proton motive force (∆p) could substantially enhance
superoxide production (e.g., by complex I catalysed reverse electron transfer [21]). Reciprocally, if the
proton pumps are inactive and F1-Fo ATP synthase is active, then it may curtail complex I and III
catalysed superoxide production, but the synthase may compromise oocyte viability by hydrolysing
ATP to maintain ∆p [22]. Whether the proton pumps and F1-Fo ATP synthase are inhibited in oocytes
is, however, unknown. Unravelling if and how the F1-Fo ATP synthase is inhibited would advance
current understanding of reproductive biology.

Extant data imply the F1-Fo ATP synthase is inhibited in Xenopus laevis (X. laevis) oocytes.
In support, the F1-Fo ATP synthase inhibitor oligomycin fails to deplete [ATP] in rapidly proliferating
X. laevis blastulae [23,24]. Their oligomycin insensitivity may be explained by pre-existing inhibition
by reversible thiol oxidation. Indeed, we observed substantial reversible thiol oxidation of the F1 alpha
subunit (ATP-α-F1) in X. laevis oocytes [25]. Informed by seminal work in chloroplasts and somatic
mitochondria [26–33], we infer that the F1-Fo ATP synthase is inhibited by reversible thiol oxidation;
which can tune protein function by modifying activity, subcellular locale, and/or vicinal interactome
(reviewed in [34–38]). Since Yagi and Hatefi [26] first reported that reversible thiol oxidation inhibits
the F1-Fo ATP synthase in 1984, subsequent studies [29,32,33] have shown that it regulates OXPHOS,
superoxide production, and the mitochondrial permeability transition pore (reviewed in [31,39–41]).
For example, Wang and colleagues [29] found that a disulfide bond between the ATP-α-F1 and gamma
(ATP-γ-F1) subunits impaired OXPHOS in dyssynchronous heart failure.

No study has investigated whether reversible thiol oxidation inhibits the F1-Fo ATP synthase
in oocytes. To advance current understanding, we determined whether: (1) F1-Fo ATP synthase
activity is impaired in the female germline compared to the testes (i.e., a somatic tissue responsible for
producing the male germline); (2) the F1-Fo ATP synthase is assembled; (3) F1-Fo ATP synthase subunits
are reversibly oxidised; and (4) F1-Fo ATP synthase activity is redox regulated in X. laevis oocytes.
X. laevis oocytes are ideal because they are a tractable developmental model [42–44], insensitive to
oligomycin [45,46], and key thiols are conserved [25].

2. Materials and Methods

2.1. Materials and Reagents

A list of the materials and reagents used is provided (see Table S1).

2.2. Xenopus laevis

In-house bred X. laevis were maintained at the European Xenopus Resource Centre (EXRC) at 18 ◦C
and fed daily on trout pellets [47]. Following ethical approval (#OLETHSHE1500), X. laevis oocytes
were harvested, defolliculated with collagenase, and stored at −80 ◦C for biochemical analysis. In line
with the ARRIVE guidelines [48], biological variability was accounted for by obtaining samples from
three different adult females.

2.3. F1-Fo ATP Synthase Assay

Mitochondria were isolated by differential centrifugation wherein oocytes (n = 10) were lysed in
STE buffer (250 mM sucrose, 200 mM Tris-HCL, 2 mM EDTA, pH 7.2) supplemented with a protease
inhibitor tablet, 1% fatty acid free BSA and 100 mM N-ethylmaleimide (NEM) to block reduced thiols
for 10 min on ice. Lysates were centrifuged at 700× g for 10 min at 4 ◦C, before the supernatant was
centrifuged at 7000× g for 10 min at 4 ◦C. After discarding the supernatant, the mitochondrial pellet
was resuspended in STE with fresh 10 mM 1-4-Dithiothreitol (DTT) or without (control) for 30 min
on ice. Mitochondria were pelleted and washed (3 × 1 min in BSA free STE) to remove excess DTT,
before being treated with 50 µg/mL alamethicin to permeabilise the inner membrane to ATP [49],
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1 µM diphenyleneiodonium to prevent complex I oxidising NADH by inhibiting the prosthetic
flavin mononucleotide group, and 300 nM antimycin A to block complex III. In the reduced group,
TCEP (2 mM) was used to maintain a reducing environment (e.g., prevent vicinal dithiols reforming
disulfide bonds after reduction). TCEP is preferable to DTT for maintaining a reducing environment
because DTT can autoxidise to produce superoxide in the presence of transition metals [12].

F1-Fo ATP synthase activity was assessed by monitoring ATP hydrolysis in the presence of
a glycolytic pyruvate kinase (PK), lactate dehydrogenase (LDH), and phosphoenolpyruvate (PEP)
system to regenerate ATP. ATP hydrolysis was followed as the decrease in NADH absorbance at 340
nm (extinction coefficient: 6.22 Mm−1 cm−1) using a plate reader. Mitochondria were analysed in
duplicate in a reaction buffer containing (400 µM NADH, 1 mM PEP, 20 U/mL LDH, 15 U/mL PK, and
2.5 mM ATP in 200 mM Tris, 2 mM MgCl2, 200 µM EDTA, pH 8.0). ATP hydrolysis was followed
for 2 min without mitochondria to account for spontaneous ATP hydrolysis. Mitochondria were
added and NADH absorbance was monitored for every 15 s 10 min. All wells were then spiked
with 6 µM oligomycin and NADH absorbance was followed for 5 min to determine specific F1-Fo

ATP synthase activity. After determining protein content using a Bradford assay and subtracting
oligomycin insensitive absorbance, F1-Fo ATP synthase activity (nmol/min−1/mg−1) was calculated
using the following equation: (∆ 340/min × 1000)/[(extinction coefficient × sample volume) × protein
concentration)] [50].

2.4. Native Blotting

Mitochondrial membranes were solubilised with 5 µL of 20% dodecyl lauryl maltoside (DDM)
in PBS. After centrifuging samples at 16,250× g for 12 min at 4 ◦C, 0.1% Ponceau S was added
to the supernatant to establish a dye front [51]. High resolution clear native polyacrylamide gel
electrophoresis (Hr-CNPAGE) was performed as described by Wittig and colleagues [51] using a
cathode (50 mM Tricine, 7.5 mM Imidazole, 0.02% DDM, and 0.05% sodium deoxycholate, pH ~7)
and anode buffer (25 mM Imidazole, pH ~7). Electrophoresis was performed at 4 ◦C for 90 min to
prevent band broadening and to ensure sufficient protein transfer [52]. Gels were transferred onto
a low autofluorescence 0.45 µM polyvinylidene fluoride (PVDF) membrane at 100 V for 60 min in
transfer buffer (50 mM Tricine, 7.5 mM Imidazole, pH 7) at 4 ◦C. Membranes were blocked with 5%
non-fat dry milk (NFDM) in PBS for at least 60 min. Primary/secondary antibody incubations and
fluorescent detection are described below (see Redox Mobility Shift Assay).

2.5. In-Gel ATP Hydrolysis Assay

Mitochondrial membranes were solubilised with DDM and Hr-CNPAGE was performed as
described above. After alkylating reduced thiols with NEM (100 mM), reversibly oxidised thiols were
treated with (reduced) or without (control) 3.5 mM TCEP for 15 min. Oligomycin controls (500 nM)
were loaded in parallel. An equal amount of protein (5 µg) was loaded onto a precast 4–15% gradient
gel. Native gels were incubated with buffer (35 mM Tris, 270 mM Glycine, pH 8.3) for 2 h, before being
incubated with assay buffer (35 mM Tris, 270 mM Glycine, 14 mM MgSO4, 0.2% Pb(NO3)2, 2.8mM ATP,
pH 8.3) for 2 h at room temperature. The reaction was stopped with 50% methanol for 30 min before
membranes were scanned. Images were inverted to visualise the white bands and densitometry was
performed using VisionWorksTM software (Analytik Jena, Germany).

2.6. Catalyst-Free TCO-Tz Immunocapture Coupled to Redox Affinity Blotting

Aliquots (5 µL) of anti-ATP-α-F1 primary antibody were incubated with 10 mM trans-cyclooctene
polyethylene glycol 4 (PEG) N-hydroxysuccinimide (TCO-PEG4-NHS) for 30 min at 4 ◦C to label primary
amines. To prevent unwanted labelling of primary amines in the sample, excess TCO-PEG4-NHS was
quenched by adding 5 mM Tris for 15 min. A 45 min total reaction time should ensure NHS hydrolysis
outcompetes the carbodiimide reaction thereby preventing adventitious sample labelling. Mitochondrial
membranes were prepared as described below (see Catalyst-free TCO-Tz Click PEGylation), except



Antioxidants 2020, 9, 215 4 of 14

TCO-PEG3-maleimide (TCO-PEG3-NEM) was substituted for 5 mM Biotin-dPEG®3-maleimide (Sigma,
UK, Biotin-dPEG®3-MAL). Biotin-dPEG®3-MAL labelled mitochondrial membranes were incubated
with TCO-PEG4-NHS labelled primary antibody for 30 min on ice, before being placed in a spin
cup containing 85 µL 6-methyltetrazine substituted agarose beads to initiate the catalyst-free Inverse
Electron Demand Diels Alder (IEDDA) Click reaction for 90 min on ice. Clicked samples were washed
in PBS supplemented with 0.05% DDM for 1 min before being centrifuged for 1 min at 1000× g
(washing was repeated five times). Using a spin cup increases purity by removing contaminants
with high stringency. Western blotting was performed as described below (see Redox Mobility Shift
Assay), expect Streptavidin Alexa Fluor™ 647 (ThermoFisher, UK, 1:500 in TBST for 60 min at room
temperature) was used to detect reversibly oxidised subunits on an Analytik Jena (Analytik Jena,
Germany) scanner using the appropriate filters (excitation: 600–645 nm; emission: 607–682 nm).

2.7. Catalyst-Free TCO-Tz Click PEGylation

We amended whole-cell TCO-Tz Click PEGylation for mitochondria [25]. Oocytes (n = 10) were
lysed in STE buffer supplemented with a protease inhibitor tablet, 1% fatty acid free BSA and 100 mM
NEM) to block reduced thiols for 10 min on ice. Lysates were centrifuged at 700× g for 10 min at
4 ◦C, before the supernatant was centrifuged at 7000× g for 10 min at 4 ◦C. Mitochondrial pellets
were resuspended in STE with 5 mM TCEP for 30 min on ice. After washing to remove excess
TCEP, mitochondria were resuspended in 5 mM TCO-PEG3-NEM to label newly reduced thiols [36].
Alamethicin (50 µg/mL) was added to ensure TCO-PEG3-NEM could permeate the inner mitochondrial
membrane. Mitochondria were lysed in PBS (pH 7.3) supplemented with 1.5% (v/v) 20% DDM.
After removing insoluble material by centrifugation (14,000× g for 5 min at 4 ◦C), the supernatant was
incubated with 5 mM 6-methyltetrazine 5 kDa PEG (Tz-PEG5) for 90 min on ice. The catalyst-free
IEDDA Click reaction was terminated by adding Laemmli buffer (4% SDS, 20% Glycerol, 0.004%
Bromophenol blue and 125 mM Tris HCl, pH 6.8) supplemented with 100 mM DTT before samples
were denatured at 80 ◦C for 5 min.

2.8. Redox Mobility Shift Assay

The Redox Mobility Shift Assay and analysis were performed as described in [25]. After following
a standard Western blot protocol [53,54], PVDF membranes were incubated with anti-ATP-α-F1 primary
antibody (1 µg/mL in 3% NFDM TBST) overnight. Washed and incubated with a preabsorbed Alexa
Fluor®750 secondary antibody (Abcam, UK, 1:2000 in 3% NDFM TBST). Membranes were imaged
(excitation: 678–748 nm; emission: 767–807 nm) on an Analytik Jena scanner (Germany).

2.9. Statistical Analysis

Oligomycin sensitive F1-Fo ATP synthase activity data were analysed using independent Student’s
t-tests with alpha ≤ 0.05. TCO-Tz Click PEGylation data were analysed by paired Student’s t-tests
with alpha ≤ 0.05. Statistical analysis was performed on GraphPad Prism (GraphPad Software, USA).
Data are presented as Mean and standard deviation (±).

3. Results

3.1. F1-Fo ATP Synthase Activity is Significantly Greater in Testes Compared to Oocytes

Allen [15] proposes that: oocytes repress OXPHOS to safeguard mtDNA homoplasmy by curtailing
superoxide production. If so, F1-Fo ATP synthase activity should be greater in the soma compared
to the female germline. Sperm, a major cell type in testes, should sacrifice mtDNA homoplasmy by
practicing OXPHOS [15]. Isolating sperm without contaminating somatic tissue (i.e., sertoli cells) is
problematic; a situation abetted by a five orders of magnitude difference in mitochondrial number
between sperm (102) and oocytes (107) in X. laevis [55]. Accordingly, we assessed mitochondrial F1-Fo

ATP synthase activity in oocytes compared to testes. We measured ATP hydrolysis using a glycolytic
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ATP regenerating system in isolated mitochondria treated with alamethicin [49] (Figure 1A). Using
alamethicin to render the inner mitochondrial membrane permeable to ATP placed the rate-limiting
step on the F1-Fo ATP synthase by eliminating the influence of the proton pumps and ATP/ADP
carrier [22]. Oligomycin sensitive F1-Fo ATP synthase activity is significantly (p ≤ 0.0001) lower in
oocytes compared to testes (oocyte: 18.81 ± 15.38; testes: 177.1 ± 37.82 nmol/min−1/mg−1; Figure 1B).
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Figure 1. Oligomycin sensitive F1-Fo ATP synthase activity is significantly greater in testes compared to
oocytes. (A) The F1-Fo ATP synthase hydrolysis ATP to ADP. Pyruvate kinase regenerates ATP by using
phosphoenolpyruvate (PEP) to phosphorylate ADP to ATP. Lactate dehydrogenase reduces pyruvate
to lactate using NADH derived electrons. F1-Fo ATP synthase activity is followed by monitoring the
loss of NADH absorbance at 340 nm. (B). Oligomycin sensitive F1-Fo ATP synthase activity is higher
significantly (p ≤ 0.0001) in testes (n = 6) compared to oocytes (n = 6) in X. laevis. Statistical significance
is indicated by an asterix as assessed by an independent Student’s t-test. (C). Native ATP-α-F1 blot
image showing the F1-Fo ATP synthase is fully assembled in X. laevis oocytes (n = 4). A minor fraction
is present as an F1 subcomplex. Each n is the weighted mean of 10 oocytes.

3.2. The F1-Fo ATP Synthase is Assembled in Oocytes

Sieber and colleagues [45] identified a Coomassie stained band on a native gel that may correspond
to assembled F1-Fo ATP synthase in X. laevis oocytes. To immunologically confirm F1-Fo ATP synthase
assembly, we performed a native blot against the ATP-α-F1 subunit [51,52]. Native blotting reveals the
F1-Fo ATP synthase is assembled in X. laevis oocytes (Figure 1C). F1-Fo ATP synthase disassembly is,
therefore, unlikely to explain low oligomycin sensitive ATP hydrolysis in oocytes. Low activity is also
unlikely to be attributable to low abundance because ATP-β-F1 content is estimated to be 7.1 µM in
X. laevis oocytes [56]. F1-Fo ATP synthase assembly and abundance implies latent enzyme capacity
that may be realised by reversing inhibitory thiol oxidation.

3.3. Several F1-Fo ATP Synthase Subunits are Reversibly Oxidised

If reversible thiol oxidation is inhibitory, then F1-Fo ATP synthase subunits must be reversibly
oxidised. Annotated genome data reveals the F1-Fo ATP synthase contains 18 thiols in X. laevis [42] (see
Table 1). After excluding mitochondrial leader sequences, the F1-Fo ATP synthase likely contains 10–11
thiols depending on whether the L or S chromosome copy of ATP-y-F1 is expressed. Available structures
suggest cysteine residues in ATP-α-F1 (C244, C294), ATP-γ-F1 (C100, C173), OSCP (C139), and subunit c
(C149) are likely fully and/or partially solvent exposed in catalytic state 3A [57] (Figure 2). Assuming a
similar structure in X. laevis, C104 in subunit b may also be solvent exposed. To determine whether
F1-Fo ATP synthase subunits are reversibly oxidised, we used a catalyst-free TCO-Tz immunocapture
approach coupled to redox affinity blotting (Figure 3A). Since the ATP-α-F1 antibody recognises the
assembled complex, we used a heterobifunctional TCO-PEG4-NHS linker to form a stable carbodiimide
bond with primary amines in the ATP-α-F1 antibody. After labelling reversibly oxidised samples with
Biotin-dPEG®3-MAL, samples were incubated with TCO-PEG4-NHS labelled ATP-α-F1 antibody before
6-methyltetrazine substituted agarose was used to capture the synthase. Reversibly oxidised F1-Fo

ATP synthase subunits were detected by Western blot using a streptavidin conjugated fluorophore [36].
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Catalyst-free TCO-Tz immunocapture coupled to redox affinity blotting reveals discrete bands
at ~100, 50, 37, 30, 20–25, and ≤ 10 kDa. Additionally, a distorted band at ~10 kDa was observed,
which may reflect how DDM and SDS interact with hydrophobic proteins. Based on a theoretical
profile constructed from Table 1 (Figure 3B), observed bands likely correspond to ATP-α-F1, ATP-γ-F1,
OSCP, subunit b and g (Figure 3C). For OSCP and subunit g, the observed band reflects reversible C139

and C96 oxidation, respectively, because they contain a single thiol. After excluding mitochondrial
leader sequences, the distorted band is likely an Fo subunit (e.g., subunit c and/or C3). The unassigned
~100 kDa band may represent an interacting protein, hydrophobic aggregate (likely heat induced),
and/or crosslinked subunits. Proteomic profiling of the captured complex will be reported elsewhere.
F1-Fo ATP synthase subunits are reversibly oxidised in oocytes.

Table 1. Cysteine residues in F1-Fo ATP synthase in X. laevis. No annotated information could be found
for ATP synthase subunit epsilon (ATP-ε-F1), subunit DAPIT, ATP synthase F(0) complex subunit C2,
and ATP synthase subunit e (subunit e).

ATP Synthase Subunit Uniprot ID Domain Molecular Weight
(kDa) Cysteine Residues

Subunit a P00849 Fo 25 None
Subunit ACL P03931 Fo 6.5 None

C domain-containing
protein (subunit c) A0A1L8HIH0 Fo 16.9 34 *, 49 *, 84, 149

Coupling factor 6 Q6PG55 Fo 12.3 None
Subunit C3 (subunit c3) Q8AVE1 Fo 14.7 4 *, 131

Subunit f A0A1L8EX92 Fo 10.4 None
Subunit g (subunit g) Q66L24 Fo 11 96

Subunit alpha (ATP-α-F1) Q68EY5 F1 60 244, 294
Subunit beta (ATP-β-F1) A0A1L8HHY6 F1 56.4 9 *@, 20 *, 31 *

Subunit gamma (ATP-γ-F1) Q6INB6 F1 32.4 100, 173 #
Subunit delta (ATP-δ-F1) Q66KY9 F1 16.9 None
Oligomycin sensitivity

conferring protein (OSCP) Q3KQC0 F1 22.8 139

Subunit b (subunit b) Q9IAJ7 F1 28.2 26 *, 104, 235

* Likely in the mitochondrial leader sequence; @ Only present on the L chromosome copy of the protein; # Only
present on the S chromosome copy of the protein.Antioxidants 2020, 9, 215 6 of 14 
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Subunit C3 (subunit c3) Q8AVE1 Fo 14.7 4*, 131 
Subunit f A0A1L8EX92 Fo 10.4 None 

Subunit g (subunit g) Q66L24 Fo 11 96 
Subunit alpha (ATP-α-F1) Q68EY5 F1 60 244, 294 
Subunit beta (ATP-β-F1) A0A1L8HHY6 F1 56.4 9*@, 20*, 31* 

Subunit gamma (ATP-γ-F1) Q6INB6 F1 32.4 100, 173# 
Subunit delta (ATP-δ-F1) Q66KY9 F1 16.9 None 

Oligomycin sensitivity conferring 
protein (OSCP) 

Q3KQC0 F1 22.8 139 

Subunit b (subunit b) Q9IAJ7 F1 28.2 26*, 104, 235 
*Likely in the mitochondrial leader sequence; @Only present on the L chromosome copy of the 
protein; #Only present on the S chromosome copy of the protein. 

Catalyst-free TCO-Tz immunocapture coupled to redox affinity blotting reveals discrete bands 
at ~100, 50, 37, 30, 20–25, and ≤ 10 kDa. Additionally, a distorted band at ~10 kDa was observed, which 
may reflect how DDM and SDS interact with hydrophobic proteins. Based on a theoretical profile 
constructed from Table 1 (Figure 3B), observed bands likely correspond to ATP-α-F1, ATP-γ-F1, 
OSCP, subunit b and g (Figure 3C). For OSCP and subunit g, the observed band reflects reversible 
C139 and C96 oxidation, respectively, because they contain a single thiol. After excluding mitochondrial 

Figure 2. Cysteine residues in bovine Fo-F1 ATP synthase in catalytic state 3A. Numbered cysteine
residues are highlighted in yellow. The key lists the cysteine residue by amino acid number for the
bovine enzyme with the equivalent X. laevis residue in brackets in bold. A coloured asterix denotes
the predicted position of additional cysteine residues in X. laevis. Additional cysteine residues are
highlighted in bold in the key if they are likely to be solvent exposed. No structural data is available for
subunit g and C3.
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and/or crosslinked subunits. Proteomic profiling of the captured complex will be reported elsewhere. 
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Figure 3. Several F1-Fo ATP synthase subunits are reversibly oxidised. (A). Catalyst-free trans-
cyclooctene-6methyltetrazine (TCO-Tz) immunocapture coupled to redox affinity blotting workflow. 
From left to right: Primary amines in the ATP-α-F1 antibody are labelled with a heterobifunctional 
NHS-PEG4-TCO linker. After excess NHS is quenched with Tris (not shown), the labelled antibody 
is incubated with Biotin functionalised maleimide labelled reversibly oxidised thiols in mitochondrial 
membranes to capture the F1-Fo ATP synthase. Agarose beads substituted with 6-methyltetrazine are 
then used to selectively capture the antibody-synthase complex. After washing away contaminants 
with a spin cup, samples are boiled, denatured, and reduced to elute subunits for streptavidin 
blotting. Streptavidin, conjugated Alexa Fluor™ 647 positive bands denote reversibly oxidised 
subunits. (B). A predicted reversibly oxidised subunit profile based on Table 1. (C). Representative 
image of an experimentally observed reversibly oxidised subunit profile alongside a molecular 
weight (MW) ladder. Arrows indicate the predicted identity of the observed bands. The image shows 
several F1-Fo ATP synthase subunits are reversibly oxidised. An unpredicted band at 100 kDa was 
observed (see main text). Clickable TCO-Tz immunocapture coupled to redox affinity blotting was 
performed on five pools of 10 X. laevis oocytes. Each lane represents the weighted mean of 10 oocytes. 

3.4. Reversible ATP-α-F1 Oxidation is Significant in Oocytes  

After demonstrating that F1-Fo ATP synthase subunits are reversibly oxidised, we 
immunologically verified an observed band. To do so, we assessed whether ATP-α-F1 is reversibly 
oxidised at two evolutionary conserved cysteine residues (C244 and C294) using catalyst-free TCO-Tz 
Click PEGylation [25]. TCO-Tz Click PEGylation exploits catalyst-free IEDDA chemistry [58–60] to 
selectively conjugate a low molecular weight (5 kDa) PEG moiety to reversibly oxidised thiols. 
Selectively conjugating PEG imparts an electrophoretic mobility shift to render reversibly oxidised 
thiols detectable as mass shifted bands by Western blotting [25,61,62] (Figure 4A). Consistent with 
our previous work [25], TCO-Tz Click PEGylation reveals that: 62.9 ± 3.0% of total ATP-α-F1 is 
reversibly oxidised in oocytes (Figure 4B). Percent reversibly oxidised ATP-α-F1 is significantly (p = 
0.0007) greater than the amount of reduced ATP-α-F1 (Figure 4C). No significant difference (p = 
0.9611) in the contribution of the 5 (49.8 ± 10.4%) and 10 (50.2 ± 10.4%) kDa bands to total percent 
reversibly oxidised ATP-α-F1 was observed (Figure 4D). TCO-Tz Click PEGylation reveals ~20% (2 
out of 10 or 11) of the total thiols in the F1-Fo ATP synthase are substantially oxidised.  

Figure 3. Several F1-Fo ATP synthase subunits are reversibly oxidised. (A). Catalyst-free trans-cyclooctene-
6methyltetrazine (TCO-Tz) immunocapture coupled to redox affinity blotting workflow. From left to
right: Primary amines in the ATP-α-F1 antibody are labelled with a heterobifunctional NHS-PEG4-TCO
linker. After excess NHS is quenched with Tris (not shown), the labelled antibody is incubated with Biotin
functionalised maleimide labelled reversibly oxidised thiols in mitochondrial membranes to capture the
F1-Fo ATP synthase. Agarose beads substituted with 6-methyltetrazine are then used to selectively
capture the antibody-synthase complex. After washing away contaminants with a spin cup, samples
are boiled, denatured, and reduced to elute subunits for streptavidin blotting. Streptavidin, conjugated
Alexa Fluor™ 647 positive bands denote reversibly oxidised subunits. (B). A predicted reversibly oxidised
subunit profile based on Table 1. (C). Representative image of an experimentally observed reversibly
oxidised subunit profile alongside a molecular weight (MW) ladder. Arrows indicate the predicted identity
of the observed bands. The image shows several F1-Fo ATP synthase subunits are reversibly oxidised.
An unpredicted band at 100 kDa was observed (see main text). Clickable TCO-Tz immunocapture coupled
to redox affinity blotting was performed on five pools of 10 X. laevis oocytes. Each lane represents the
weighted mean of 10 oocytes.

3.4. Reversible ATP-α-F1 Oxidation is Significant in Oocytes

After demonstrating that F1-Fo ATP synthase subunits are reversibly oxidised, we immunologically
verified an observed band. To do so, we assessed whether ATP-α-F1 is reversibly oxidised at
two evolutionary conserved cysteine residues (C244 and C294) using catalyst-free TCO-Tz Click
PEGylation [25]. TCO-Tz Click PEGylation exploits catalyst-free IEDDA chemistry [58–60] to selectively
conjugate a low molecular weight (5 kDa) PEG moiety to reversibly oxidised thiols. Selectively
conjugating PEG imparts an electrophoretic mobility shift to render reversibly oxidised thiols detectable
as mass shifted bands by Western blotting [25,61,62] (Figure 4A). Consistent with our previous work [25],
TCO-Tz Click PEGylation reveals that: 62.9 ± 3.0% of total ATP-α-F1 is reversibly oxidised in oocytes
(Figure 4B). Percent reversibly oxidised ATP-α-F1 is significantly (p = 0.0007) greater than the amount
of reduced ATP-α-F1 (Figure 4C). No significant difference (p = 0.9611) in the contribution of the 5 (49.8
± 10.4%) and 10 (50.2 ± 10.4%) kDa bands to total percent reversibly oxidised ATP-α-F1 was observed
(Figure 4D). TCO-Tz Click PEGylation reveals ~20% (2 out of 10 or 11) of the total thiols in the F1-Fo

ATP synthase are substantially oxidised.
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Figure 4. Reversible ATP-α-F1 oxidation is significant in oocytes. (A). Catalyst-free trans-cyclooctene-
6methyltetrazine (TCO-Tz) Click PEGylation scheme for reversibly oxidised thiols. Left to right: 
Reduced thiols are alkylated with NEM. Reversibly oxidised thiols are reduced with TCEP before 
being alkylated with TCO-PEG3-NEM (TPN). TPN labelled thiols are incubated with Tz-PEG5 to 
initiate the catalyst-free IEDDA Click reaction. Reversibly oxidised thiols are then mass shifted when 
assessed by Western Blot owing to a PEG induced electrophoretic mobility shift. (B). Western blot 
image showing reversibly oxidised (i.e., mass shifted 5 and 10 kDa bands) relative to reduced ATP-
α-F1 (i.e., lower band) in X. laevis oocytes (n = 5). MW = molecular weight. (C). Percent reversibly 
oxidised (i.e., mass shifted) compared to reduced (unshifted) ATP-α-F1 quantified. Percent reversibly 
oxidised ATP-α-F1 is significantly (p = 0.0007) greater than the amount of reduced ATP-α-F1. An 

asterix denotes statistical significance as assessed by a paired Student’s t-test. (D). Quantified 
percentage contribution of the 5 and 10 kDa bands to the total mass shifted (i.e., reversibly oxidised) 
signal. No significant difference (p = 0.09611) in the contribution of the 5 and 10 kDa band signal was 
observed as assessed by a paired Student’s t-test. Each n is the weighted mean of 10 oocytes. 

3.5. Reversible Thiol Oxidation Inhibits the F1-Fo ATP Synthase  

Having established several subunits are reversibly oxidised, we explored whether F1-Fo ATP 
synthase activity is redox regulated. If reversible thiol oxidation inhibits the F1-Fo ATP synthase, then 
chemically reducing oxidised thiols using TCEP should increase F1-Fo ATP synthase activity in 
oocytes. TCEP significantly (p = 0.0007) increases oligomycin sensitive F1-Fo ATP synthase activity in 
oocytes (TCEP: 102.9 ± 44.97; Control: 12.90 ± 7.3 nmol/min–1/mg–1; Figure 5A). Alkylating reduced 
thiols with 5 mM NEM means ex vivo thiol oxidation is unlikely to constrain F1-Fo ATP synthase 
activity in the control. Previous work excluded the possibility that: 5 mM NEM inhibits F1-Fo ATP 
synthase activity [29]. To be sure, we assessed F1-Fo ATP synthase catalysed ATP hydrolysis using 
Hr-CNPAGE [51]. In this assay, F1-Fo ATP synthase catalysed ATP hydrolysis is detected as white 
lead phosphate precipitates (Figure 5B). TCEP significantly increased (p = 0.0067) F1-Fo ATP synthase 
mediated ATP hydrolysis in oocytes (TCEP: 111.8 ± 10.0; Control: 75.0 ± 7.2; Figure 5C).  

 

Figure 4. Reversible ATP-α-F1 oxidation is significant in oocytes. (A). Catalyst-free trans-cyclooctene-
6methyltetrazine (TCO-Tz) Click PEGylation scheme for reversibly oxidised thiols. Left to right:
Reduced thiols are alkylated with NEM. Reversibly oxidised thiols are reduced with TCEP before being
alkylated with TCO-PEG3-NEM (TPN). TPN labelled thiols are incubated with Tz-PEG5 to initiate the
catalyst-free IEDDA Click reaction. Reversibly oxidised thiols are then mass shifted when assessed by
Western Blot owing to a PEG induced electrophoretic mobility shift. (B). Western blot image showing
reversibly oxidised (i.e., mass shifted 5 and 10 kDa bands) relative to reduced ATP-α-F1 (i.e., lower
band) in X. laevis oocytes (n = 5). MW = molecular weight. (C). Percent reversibly oxidised (i.e., mass
shifted) compared to reduced (unshifted) ATP-α-F1 quantified. Percent reversibly oxidised ATP-α-F1 is
significantly (p = 0.0007) greater than the amount of reduced ATP-α-F1. An asterix denotes statistical
significance as assessed by a paired Student’s t-test. (D). Quantified percentage contribution of the 5
and 10 kDa bands to the total mass shifted (i.e., reversibly oxidised) signal. No significant difference
(p = 0.09611) in the contribution of the 5 and 10 kDa band signal was observed as assessed by a paired
Student’s t-test. Each n is the weighted mean of 10 oocytes.

3.5. Reversible Thiol Oxidation Inhibits the F1-Fo ATP Synthase

Having established several subunits are reversibly oxidised, we explored whether F1-Fo ATP
synthase activity is redox regulated. If reversible thiol oxidation inhibits the F1-Fo ATP synthase,
then chemically reducing oxidised thiols using TCEP should increase F1-Fo ATP synthase activity in
oocytes. TCEP significantly (p = 0.0007) increases oligomycin sensitive F1-Fo ATP synthase activity in
oocytes (TCEP: 102.9 ± 44.97; Control: 12.90 ± 7.3 nmol/min−1/mg−1; Figure 5A). Alkylating reduced
thiols with 5 mM NEM means ex vivo thiol oxidation is unlikely to constrain F1-Fo ATP synthase
activity in the control. Previous work excluded the possibility that: 5 mM NEM inhibits F1-Fo ATP
synthase activity [29]. To be sure, we assessed F1-Fo ATP synthase catalysed ATP hydrolysis using
Hr-CNPAGE [51]. In this assay, F1-Fo ATP synthase catalysed ATP hydrolysis is detected as white
lead phosphate precipitates (Figure 5B). TCEP significantly increased (p = 0.0067) F1-Fo ATP synthase
mediated ATP hydrolysis in oocytes (TCEP: 111.8 ± 10.0; Control: 75.0 ± 7.2; Figure 5C).
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Figure 5. Reversible thiol oxidation inhibits the F1-Fo ATP synthase. (A). Chemically reversing thiol
oxidation using TCEP substantially increases F1-Fo ATP synthase activity. Specifically, oligomycin
sensitive F1-Fo ATP synthase activity is significantly greater (p = 0.0007) in TCEP (n = 6) compared to
control oocytes (n = 6) in X. laevis. (B). Inverted Hr-CNPAGE image of F1-Fo ATP synthase mediated
in-gel ATP hydrolysis. No signal is observed in oligomycin treated controls and a decreased signal in
the TCEP condition. (C). Densitometry based quantification reveals a significant (p = 0.0067) increased
F1-Fo ATP synthase mediated ATP hydrolysis in TCEP (n = 3) compared to control oocytes (n = 3) in
X. laevis. Statistical significance is indicated by an asterix as assed by an independent Student’s t-test.
Each n is the weighted mean of 10 oocytes.

4. Discussion

We advance knowledge of reproductive biology by showing, for the first time, that the F1-Fo

ATP synthase is inhibited in X. laevis oocytes. Repressed F1-Fo ATP synthase activity could impair
OXPHOS by uncoupling ∆p from ATP synthesis, but may enhance oocyte viability by constraining ATP
hydrolysis. In considering Allen’s theory [15], low F1-Fo ATP synthase activity would curtail superoxide
production to safeguard mtDNA homoplasmy provided the proton pumps were inhibited. In support,
cytochrome c oxidase (i.e., complex IV) activity is repressed and H2O2 levels are low in X. laevis
oocytes [23,46]. Complete proton pump inhibition is, however, unlikely because oocyte mitochondria
sustain an ∆p and still produce some superoxide [23,63]. Protein binding to shield mtDNA and/or
selectively curtailing superoxide production at single site (e.g., complex I) may, therefore, be required
to safeguard mtDNA homoplasmy. Follow-up studies are required to determine proton pump activity
and superoxide production in X. laevis oocytes using state-of-the-art tools (e.g., MitoNeoD [64]).

Existing literature has firmly established that F1-Fo ATP synthase activity is redox regulated in
somatic mitochondria [26–33]. Current understanding is, however, restricted to isolated organelles
and/or disease models. Whether redox regulation plays a physiological role is, therefore, unclear.
We make a major novel contribution by showing that: chemically reversing protein thiol oxidation
significantly increases F1-Fo ATP synthase activity in X. laevis oocytes. Our result defines a novel
physiological role for mitochondrial reversible thiol oxidation in reproductive biology. Using a redox
switch to inactivate the synthase during oogenesis would only imperil mtDNA homoplasmy if any
damage sustained was unrepaired. Importantly, cells can transduce redox signals without sustaining
oxidative macromolecule damage [65]. The ability of a redox switch to hold the F1-Fo ATP synthase
inactive informs several hypotheses. For example, a protein thiol could regulate the metabolic switch
from a reliance on fermenting glucose to OXPHOS in the developing X. laevis retina [66]. If a such
a developmental Warburg phenotype is redox regulated, it may help rationalise how mitochondrial
oxidative stress rewires metabolism in cancer [67].

Unravelling how reversible thiol oxidation inhibits the F1-Fo ATP synthase in oocytes relies on using
redox proteomics and site-directed mutagenesis to identify the redox switch(es) (i.e., subunit (s) and site
(s)) [68–70]. Disambiguating reversible modification type is also important because S-glutathionylation
and disulfide bonds may inhibit the enzyme by different mechanisms [39]. Biological precedent exists:
ATP-α-F1 S-glutathionylation seems to electrostatically repel nucleotide binding by introducing a bulky
negative charge whereas intermolecular disulfide bonds between ATP-α-F1 and ATP-γ-F1 may impair
conformational flexibility [30]. Reversible thiol oxidation in Fo is likely to inhibit catalysis by disrupting
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the ability to bind protons and/or rotate the c-ring [31,39–41,71]. For example, reversible oxidation
of subunit c at C84 could impede proton transport owing to its proximity to glutamate 58 [72,73].
Reversible thiol oxidation may also protect the F1-Fo ATP synthase from irreversible inactivation
secondary to sulfinic and sulfonic acid formation [25]. If reversible thiol oxidation impacts inhibitor
binding and/or action, then it may lead to oligomycin sensitive enzyme activity being underreported.
Given reversible thiol oxidation can activate several enzymes, it is unwise to assume reversible thiol
oxidation is always inhibitory. Intriguingly, a redox code may exist wherein the biological outcome
varies according to the number of thiols and subunits modified, occupancy (percent oxidation),
and modification type [65].

From a structural perspective, S-glutathionylation could lock the F1-Fo ATP synthase in a
monomeric state by impeding the formation of dimers, especially if they involve intermolecular
disulfide bonds [31]. Alternatively, a negative charge may electrostatically repel dimer interfaces.
Thiols in subunit e and g also regulate the stability and formation of oligomers, which dictate inner
mitochondrial membrane topology [74–76]. For example, F1-Fo ATP synthase dimers shape cristae
to create an efficient proton sink for ATP synthesis [77]. Perhaps, Fo redox state underlies the lack
of mature cristae in oocytes [19]. Teixeira and colleagues [78] found that OXPHOS is dispensable
for germline stem cell differentiation but F1-Fo ATP synthase dimers are essential because they are
required for cristae maturation. The results of their study and the present work raise the possibility of
at least two redox switches: (1) to prohibit dimers; and (2) to inhibit catalysis. Two redox switches
would endow mitochondria with the capacity to differentiate cristae without a catalytically active F1-Fo

ATP synthase. That is, to uncouple cristae differentiation from OXPHOS [78].

5. Conclusions

We conclude that: (1) F1-Fo ATP synthase activity is significantly greater in testes compared to
oocytes; (2) F1-Fo ATP synthase subunits are reversibly oxidised in oocytes; (3) reversible ATP-α-F1 oxidation
at evolutionary conserved cysteine residues (C244 and C294) is substantial (~60% of total ATP-α-F1) in oocytes;
and (4) chemically reversing thiol oxidation significantly increases F1-Fo ATP synthase activity. Reversible
thiol oxidation, therefore, inhibits the mitochondrial ATP synthase in X. laevis oocytes.

Supplementary Materials: The following are available online at http://www.mdpi.com/2076-3921/9/3/215/s1,
Table S1: Materials and reagents used.

Author Contributions: Conceptualization, J.C.; methodology, J.C. and H.H.; formal analysis, J.C. and H.H.;
investigation, J.C., A.N. and R.B.; data curation, J.C.; writing—original draft preparation, J.C.; writing—review
and editing, A.N.; funding acquisition, J.C. and M.G. All authors have read and agreed to the published version of
the manuscript.

Funding: This research and APC was funded by the Highlands and Islands Enterprise (HMS 9353763). The EXRC
is funded by the Wellcome Trust (212942/Z/18/Z) and BBSRC (BB/R014841/1).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Vestre, K. The Making of You; Profile Books Limited: London, UK, 2019.
2. Nesci, S.; Spinaci, M.; Galeati, G.; Nerozzi, C.; Pagliarani, A.; Algieri, C.; Tamanini, C.; Bucci, D. Sperm

function and mitochondrial activity: An insight on boar sperm metabolism. Theriogenology 2020, 144, 82–88.
[CrossRef] [PubMed]

3. Latorre-pellicer, A.; Lechuga-vieco, A.V.; Johnston, I.G.; Jones, N.S.; Enrı, A. Regulation of Mother-to-Offspring
Transmission of mtDNA Heteroplasmy Short Article Regulation of Mother-to-Offspring Transmission of
mtDNA Heteroplasmy. Cell Metab. 2019, 30, 1120–1130. [CrossRef] [PubMed]

4. Zhou, Q.; Li, H.; Li, H.; Nakagawa, A.; Lin, J.L.J.; William, D.; Mitani, S.; Yuan, H.S.; Kang, B.; Xue, D.
Mitochondrial endonuclease G mediates breakdown of paternal mitochondria upon fertilization. Science
2016, 353, 394–399. [CrossRef] [PubMed]

http://www.mdpi.com/2076-3921/9/3/215/s1
http://dx.doi.org/10.1016/j.theriogenology.2020.01.004
http://www.ncbi.nlm.nih.gov/pubmed/31927418
http://dx.doi.org/10.1016/j.cmet.2019.09.007
http://www.ncbi.nlm.nih.gov/pubmed/31588014
http://dx.doi.org/10.1126/science.aaf4777
http://www.ncbi.nlm.nih.gov/pubmed/27338704


Antioxidants 2020, 9, 215 11 of 14

5. Lane, N. Mitonuclear match: Optimizing fitness and fertility over generations drives ageing within
generations. BioEssays 2011, 33, 860–869. [CrossRef]

6. Murphy, M.P. How mitochondria produce reactive oxygen species. Biochem. J. 2009, 417, 1–13. [CrossRef]
7. Brand, M.D. Mitochondrial generation of superoxide and hydrogen peroxide as the source of mitochondrial

redox signaling. Free Radic. Biol. Med. 2016, 100, 14–31. [CrossRef]
8. Sawyer, D.; Valentine, J. How super is superoxide? Acc. Chem. Res. 1981, 14, 393–400. [CrossRef]
9. Winterbourn, C.C. Reconciling the chemistry and biology of reactive oxygen species. Nat. Chem. Biol. 2008,

4, 278–286. [CrossRef]
10. Imlay, J.A. The molecular mechanisms and physiological consequences of oxidative stress: Lessons from a

model bacterium. Nat. Rev. Microbiol. 2013, 11, 443–454. [CrossRef]
11. Dickinson, B.C.; Chang, C.J. Chemistry and biology of reactive oxygen species in signaling or stress responses.

Nat. Chem. Biol. 2011, 7, 504–511. [CrossRef]
12. Halliwell, B.; Gutteridge, J.M.C. Free Radicals in Biology & Medicine, 5th ed.; Oxford University Press: Oxford,

UK, 2015.
13. Cobley, J.N.; Margaritelis, N.V.; Morton, J.P.; Close, G.L.; Nikolaidis, M.G.; Malone, J.K. The basic chemistry

of exercise-induced DNA oxidation: Oxidative damage, redox signaling, and their interplay. Front. Physiol.
2015, 6, 1–8. [CrossRef] [PubMed]

14. Cadet, J.; Ravanat, J.L.; TavernaPorro, M.; Menoni, H.; Angelov, D. Oxidatively generated complex DNA
damage: Tandem and clustered lesions. Cancer Lett. 2012, 327, 5–15. [CrossRef] [PubMed]

15. Allen, J.F. Separate Sexes and the Mitochondrial Theory of Ageing. J. Theor. Biol. 1996, 180, 135–140.
[CrossRef] [PubMed]

16. De Paula, W.B.M.; Lucas, C.H.; Agip, A.A.; Vizcay-barrena, G.; Allen, J.F.; Allen, J.F. Energy, ageing, fidelity
and sex: Oocyte mitochondrial DNA as a protected genetic template. Philos. Trans. R. Soc. B Biol. Sci. 2013,
368, 20120263. [CrossRef] [PubMed]

17. De Paula, W.B.M.; Agip, A.A.; Missirlis, F.; Ashworth, R.; Vizcay-barrena, G.; Lucas, C.H.; Allen, J.F. Female
and Male Gamete Mitochondria Are Distinct and Complementary in Transcription, Structure, and Genome
Function. Genome Biol. Evol. 2013, 5, 1969–1977. [CrossRef]

18. Trimarchi, J.R.; Liu, L.; Porterfield, D.M.; Smith, P.J.S.; Keefe, D.L. Oxidative phosphorylation-dependent and
-independent oxygen consumption by individual preimplantation mouse embryos. Biol. Reprod. 2000, 62,
1866–1874. [CrossRef]

19. Motta, P.M.; Nottola, S.A.; Makabe, S.; Heyn, R. Mitochondrial morphology in human fetal and adult female
germ cells. Hum. Reprod. 2000, 2 (Suppl. 15), 129–147. [CrossRef]

20. Houghton, F.D.; Christopher, G.T.; Leese, H.J. Oxygen Consumption and Energy Metabolism of the Early
Mouse Embryo. Mol. Reprod. Dev. 1996, 485, 476–485. [CrossRef]

21. Robb, E.L.; Hall, A.R.; Prime, T.A.; Eaton, S.; Szibor, M.; Viscomi, C.; James, A.M.; Murphy, M.P. Control of
mitochondrial superoxide production by reverse electron transport at complex I. J. Biol. Chem. 2018, 293,
9869–9879. [CrossRef]

22. Nicholls, D.G.; Ferguson, S.J. Bioenergetics 4, 4th ed.; Academic Press: London, UK, 2013.
23. Han, Y.; Ishibashi, S.; Iglesias-Gonzalez, J.; Chen, Y.; Love, N.R.; Amaya, E. Ca2+-Induced Mitochondrial

ROS Regulate the Early Embryonic Cell Cycle. Cell Rep. 2018, 22, 218–231. [CrossRef]
24. Gibeaux, R.; Acker, R.; Kitaoka, M.; Georgiou, G.; van Kruijsbergen, I.; Ford, B.; Marcotte, E.M.; Nomura, D.K.;

Kwon, T.; Veenstra, G.J.C.; et al. Paternal chromosome loss and metabolic crisis contribute to hybrid
inviability in Xenopus. Nature 2018, 553, 337–341. [CrossRef] [PubMed]

25. Cobley, J.N.; Noble, A.; Jimenez-fernandez, E.; Moya, M.V.; Guille, M.; Husi, H. Catalyst-free Click
PEGylation reveals substantial mitochondrial ATP synthase sub-unit alpha oxidation before and after
fertilisation. Redox Biol. 2019, 26, 101258. [CrossRef] [PubMed]

26. Yagi, T.; Hatefi, Y. Thiols in Oxidative Phosphorylation: Inhibition and Energy-Potentiated Uncoupling by
Monothiol and Dithiol Modifiers1. Biochemistry 1984, 23, 2449–2455. [CrossRef] [PubMed]

27. Yagi, T.; Hatefi, Y. Thiols in oxidative phosphorylation: Thiols in the F0 of ATP synthase essential for ATPase
activity. Arch. Biochem. Biophys. 1987, 254, 102–109. [CrossRef]

28. Nalins, C.M.; Mccarty, R.E. Role of a Disulfide Bond in the y Subunit in Activation of the ATPase of
Chloroplast Coupling Factor 1. J. Biol. Chem. 1984, 259, 7275–7280.

http://dx.doi.org/10.1002/bies.201100051
http://dx.doi.org/10.1042/BJ20081386
http://dx.doi.org/10.1016/j.freeradbiomed.2016.04.001
http://dx.doi.org/10.1021/ar00072a005
http://dx.doi.org/10.1038/nchembio.85
http://dx.doi.org/10.1038/nrmicro3032
http://dx.doi.org/10.1038/nchembio.607
http://dx.doi.org/10.3389/fphys.2015.00182
http://www.ncbi.nlm.nih.gov/pubmed/26136689
http://dx.doi.org/10.1016/j.canlet.2012.04.005
http://www.ncbi.nlm.nih.gov/pubmed/22542631
http://dx.doi.org/10.1006/jtbi.1996.0089
http://www.ncbi.nlm.nih.gov/pubmed/8763364
http://dx.doi.org/10.1098/rstb.2012.0263
http://www.ncbi.nlm.nih.gov/pubmed/23754815
http://dx.doi.org/10.1093/gbe/evt147
http://dx.doi.org/10.1095/biolreprod62.6.1866
http://dx.doi.org/10.1093/humrep/15.suppl_2.129
http://dx.doi.org/10.1002/(SICI)1098-2795(199608)44:4&lt;476::AID-MRD7&gt;3.0.CO;2-I
http://dx.doi.org/10.1074/jbc.RA118.003647
http://dx.doi.org/10.1016/j.celrep.2017.12.042
http://dx.doi.org/10.1038/nature25188
http://www.ncbi.nlm.nih.gov/pubmed/29320479
http://dx.doi.org/10.1016/j.redox.2019.101258
http://www.ncbi.nlm.nih.gov/pubmed/31234016
http://dx.doi.org/10.1021/bi00306a020
http://www.ncbi.nlm.nih.gov/pubmed/6477876
http://dx.doi.org/10.1016/0003-9861(87)90085-3


Antioxidants 2020, 9, 215 12 of 14

29. Wang, S.B.; Foster, D.B.; Rucker, J.; O’Rourke, B.; Kass, D.A.; van Eyk, J.E. Redox regulation of mitochondrial
ATP synthase: Implications for cardiac resynchronization therapy. Circ. Res. 2011, 109, 750–757. [CrossRef]

30. Wang, S.B.; Murray, C.I.; Chung, H.S.; van Eyk, J.E. Redox Regulation of Mitochondrial ATP Synthase.
Trends Cardiovasc. Med. 2013, 23, 18. [CrossRef]

31. Kaludercic, N.; Giorgio, V. The dual function of reactive oxygen/nitrogen species in bioenergetics and cell
death: The role of ATP synthase. Oxid. Med. Cell. Longev. 2016, 2016. [CrossRef]

32. West, M.B.; Hill, B.G.; Xuan, Y.T.; Bhatnagar, A. Protein glutathiolation by nitric oxide: An intracellular
mechanism regulating redox protein modification. FASEB J. 2006, 20, 1715–1717. [CrossRef]

33. Garcia, J.; Han, D.; Sancheti, H.; Yap, L.P.; Kaplowitz, N.; Cadenas, E. Regulation of mitochondrial glutathione redox
status and protein glutathionylation by respiratory substrates. J. Biol. Chem. 2010, 285, 39646–39654. [CrossRef]

34. Holmström, K.M.; Finkel, T. Cellular mechanisms and physiological consequences of redox-dependent
signalling. Nat. Rev. Mol. Cell Biol. 2014, 15, 411–421. [CrossRef] [PubMed]

35. Winterbourn, C.C.; Hampton, M.B. Thiol chemistry and specificity in redox signaling. Free Radic. Biol. Med.
2008, 45, 549–561. [CrossRef] [PubMed]

36. Paulsen, C.E.; Carroll, K.S. Cysteine-Mediated Redox Signaling: Chemistry, Biology, and Tools for Discovery.
Chem. Rev. 2013, 133, 4633–4679. [CrossRef]

37. Parvez, S.; Long, M.J.C.; Poganik, J.R.; Aye, Y. Redox Signaling by Reactive Electrophiles and Oxidants.
Chem. Rev. 2018, 118, 8798–8888. [CrossRef] [PubMed]

38. Brigelius-Flohé, R.; Flohé, L. Basic Principles and Emerging Concepts in the Redox Control of Transcription
Factors. Antioxid. Redox Signal. 2011, 15, 2335–2381. [CrossRef] [PubMed]

39. Mailloux, R.J.; Willmore, W.G. S-glutathionylation reactions in mitochondrial function and disease. Front. Cell
Dev. Biol. 2014, 2, 1–17. [CrossRef] [PubMed]

40. Martínez-reyes, I.; Cuezva, J.M. The H + -ATP synthase: A gate to ROS-mediated cell death or cell survival.
BBA Bioenerg. 2014, 1837, 1099–1112. [CrossRef] [PubMed]

41. Bernardi, P.; di Lisa, F.; Fogolari, F.; Lippe, G. From ATP to PTP and Back A Dual Function for the
Mitochondrial ATP Synthase. Circ. Res. 2015, 116, 1850–1862. [CrossRef]

42. Session, A.M.; Uno, Y.; Kwon, T.; Chapman, J.A.; Toyoda, A.; Takahashi, S.; Fukui, A.; Hikosaka, A.;
Suzuki, A.; Kondo, M.; et al. Genome evolution in the allotetraploid frog Xenopus laevis. Nature 2016, 538,
1–15. [CrossRef]

43. Harland, R.M.; Grainger, R.M. Xenopus research: Metamorphosed by genetics and genomics. Trends Genet.
2011, 27, 507–515. [CrossRef]

44. Sidlauskaite, E.; Gibson, J.W.; Megson, I.L.; Whitfield, P.D.; Tovmasyan, A.; Batinic-Haberle, I.; Murphy, M.P.;
Moult, P.R.; Cobley, J.N. Mitochondrial ROS cause motor deficits induced by synaptic inactivity: Implications
for synapse pruning. Redox Biol. 2018, 16, 344–351. [CrossRef] [PubMed]

45. Sieber, M.H.; Thomsen, M.B.; Spradling, A.C.; Sieber, M.H.; Thomsen, M.B.; Spradling, A.C. Electron
Transport Chain Remodeling by GSK3 during Oogenesis Connects Nutrient State to Reproduction. Cell 2016,
164, 420–432. [CrossRef] [PubMed]

46. Kogo, N.; Tazaki, A.; Kashino, Y.; Morichika, K.; Orii, H.; Mochii, M.; Watanabe, K. Germ-line mitochondria
exhibit suppressed respiratory activity to support their accurate transmission to the next generation. Dev. Biol.
2011, 349, 462–469. [CrossRef] [PubMed]

47. Horb, M.; Wlizla, M.; Abu-daya, A.; Mcnamara, S.; Gajdasik, D.; Igawa, T.; Suzuki, A.; Ogino, H.; Noble, A.;
de Ressource, C.; et al. Xenopus Resources: Transgenic, Inbred and Mutant Animals, Training Opportunities,
and Web-Based Support. Front. Physiol. 2019, 10, 1–10. [CrossRef]

48. Kilkenny, C.; Browne, W.J.; Cuthill, I.C.; Emerson, M.; Altman, D.G. Improving Bioscience Research Reporting:
The ARRIVE Guidelines for Reporting Animal Research. PLoS Biol. 2010, 8, 6–10. [CrossRef]

49. Grivennikova, V.G.; Kapustin, A.N.; Vinogradov, A.D. Catalytic Activity of NADH-ubiquinone
Oxidoreductase (Complex I) in Intact Mitochondria. J. Biol. Chem. 2001, 276, 9038–9044. [CrossRef]

50. Spinazzi, M.; Casarin, A.; Pertegato, V.; Salviati, L.; Angelini, C. Assessment of mitochondrial respiratory
chain enzymatic activities on tissues and cultured cells. Nat. Protoc. 2012, 7, 1235–1246. [CrossRef]

51. Wittig, I.; Karas, M.; Schägger, H. High Resolution Clear Native Electrophoresis for In-gel Functional Assays
and Fluorescence Studies of Membrane Protein Complexes. Mol. Cell. Proteom. 2007, 6, 1215–1225. [CrossRef]

52. Wittig, I.; Braun, H.P.; Schägger, H. Blue native PAGE. Nat. Protoc. 2006, 1, 418–428. [CrossRef]

http://dx.doi.org/10.1161/CIRCRESAHA.111.246124
http://dx.doi.org/10.1016/j.tcm.2012.08.005
http://dx.doi.org/10.1155/2016/3869610
http://dx.doi.org/10.1096/fj.06-5843fje
http://dx.doi.org/10.1074/jbc.M110.164160
http://dx.doi.org/10.1038/nrm3801
http://www.ncbi.nlm.nih.gov/pubmed/24854789
http://dx.doi.org/10.1016/j.freeradbiomed.2008.05.004
http://www.ncbi.nlm.nih.gov/pubmed/18544350
http://dx.doi.org/10.1021/cr300163e
http://dx.doi.org/10.1021/acs.chemrev.7b00698
http://www.ncbi.nlm.nih.gov/pubmed/30148624
http://dx.doi.org/10.1089/ars.2010.3534
http://www.ncbi.nlm.nih.gov/pubmed/21194351
http://dx.doi.org/10.3389/fcell.2014.00068
http://www.ncbi.nlm.nih.gov/pubmed/25453035
http://dx.doi.org/10.1016/j.bbabio.2014.03.010
http://www.ncbi.nlm.nih.gov/pubmed/24685430
http://dx.doi.org/10.1161/CIRCRESAHA.115.306557
http://dx.doi.org/10.1038/nature19840
http://dx.doi.org/10.1016/j.tig.2011.08.003
http://dx.doi.org/10.1016/j.redox.2018.03.012
http://www.ncbi.nlm.nih.gov/pubmed/29587245
http://dx.doi.org/10.1016/j.cell.2015.12.020
http://www.ncbi.nlm.nih.gov/pubmed/26824655
http://dx.doi.org/10.1016/j.ydbio.2010.11.021
http://www.ncbi.nlm.nih.gov/pubmed/21112323
http://dx.doi.org/10.3389/fphys.2019.00387
http://dx.doi.org/10.1371/journal.pbio.1000412
http://dx.doi.org/10.1074/jbc.M009661200
http://dx.doi.org/10.1038/nprot.2012.058
http://dx.doi.org/10.1074/mcp.M700076-MCP200
http://dx.doi.org/10.1038/nprot.2006.62


Antioxidants 2020, 9, 215 13 of 14

53. Cobley, J.N.; Sakellariou, G.K.; Owens, D.J.; Murray, S.; Waldron, S.; Gregson, W.; Fraser, W.D.; Burniston, J.G.;
Iwanejko, L.A.; McArdle, A.; et al. Lifelong training preserves some redox-regulated adaptive responses after
an acute exercise stimulus in aged human skeletal muscle. Free Radic. Biol. Med. 2014, 70, 23–32. [CrossRef]

54. Cobley, J.N.; Bartlett, J.D.; Kayani, A.; Murray, S.W.; Louhelainen, J.; Donovan, T.; Waldron, S.; Gregson, W.;
Burniston, J.G.; Morton, J.P.; et al. PGC-1a transcriptional response and mitochondrial adaptation to acute
exercise is maintained in skeletal muscle of sedentary elderly males. Biogerontology 2012, 13, 621–631.
[CrossRef] [PubMed]

55. Chase, J.; Dawid, I. Biogenesis of Mitochondria. Dev. Biol. 1972, 518, 504–518. [CrossRef]
56. Wühr, M.; Freeman, R.M.; Presler, M.; Horb, M.E.; Peshkin, L.; Gygi, S.P.; Kirschner, M.W. Deep proteomics

of the xenopus laevis egg using an mRNA-derived reference database. Curr. Biol. 2014, 24, 1467–1475.
[CrossRef] [PubMed]

57. Zhou, A.; Rohou, A.; Schep, D.G.; Bason, J.V.; Montgomery, M.G.; Walker, J.E.; Grigorieff, N. Structure and
conformational states of the bovine mitochondrial ATP synthase by cryo-EM. eLife 2015, 4, e10180. [CrossRef]

58. Diels, O.; Alder, K. Synthesen in der hydroaromatischen Reihe. Justus Liebigs Ann. Chem. 1928, 460, 98–122.
[CrossRef]

59. Blackman, M.L.; Royzen, M.; Fox, J.M. Tetrazine Ligation: Fast Bioconjugation Based on Inverse-Electron-
Demand Diels—Alder Reactivity. J. Am. Chem. Soc. 2008, 130, 13518–13519. [CrossRef]

60. Oliveira, B.L.; Guo, Z.; Bernardes, G.J.L. Inverse electron demand Diels-Alder reactions in chemical biology.
Chem. Soc. Rev. 2017, 46, 4895–4950. [CrossRef]

61. Burgoyne, J.R.; Oviosu, O.; Eaton, P. The PEG-switch assay: A fast semi-quantitative method to determine
protein reversible cysteine oxidation. J. Pharmacol. Toxicol. Methods 2013, 68, 297–301. [CrossRef]

62. Van Leeuwen, L.A.G.; Hinchy, E.C.; Murphy, M.P.; Robb, E.L.; Cochemé, H.M. Click-PEGylation—A mobility
shift approach to assess the redox state of cysteines in candidate proteins. Free Radic. Biol. Med. 2017, 108,
374–382. [CrossRef]

63. Van Blerkom, J. Mitochondrial function in the human oocyte and embryo and their role in developmental
competence. Mitochondrion 2011, 11, 797–813. [CrossRef]

64. Shchepinova, M.M.; Cairns, A.G.; Prime, T.A.; Logan, A.; James, A.M.; Hall, A.R.; Vidoni, S.; Arndt, S.;
Caldwell, S.T.; Prag, H.A.; et al. MitoNeoD: A Mitochondria-Targeted Superoxide Probe. Cell Chem. Biol.
2017, 3, 8–21. [CrossRef] [PubMed]

65. Jones, D.P.; Sies, H. The Redox Code, Antioxid. Redox Signal. 2015, 23, 734–746. [CrossRef]
66. Agathocleous, M.; Love, N.K.; Randlett, O.; Harris, J.J.; Liu, J.; Murray, A.J.; Harris, W.A. Metabolic

differentiation in the embryonic retina. Nat. Cell Biol. 2012, 14, 859–864. [CrossRef]
67. Wallace, D.C. Mitochondria and cancer. Nat. Rev. Cancer 2012, 12, 685–698. [CrossRef] [PubMed]
68. Cobley, J.N.; Sakellariou, G.K.; Husi, H.; Mcdonagh, B. Proteomic strategies to unravel age-related redox

signalling defects in skeletal muscle. Free Radic. Biol. Med. 2019, 132, 24–32. [CrossRef]
69. Leichert, L.I.; Dick, T.P. Incidence and physiological relevance of protein thiol switches. Biol. Chem. 2015,

396, 389–399. [CrossRef] [PubMed]
70. Xiao, H.; Jedrychowski, M.P.; Schweppe, D.K.; Gray, N.S.; Gygi, S.P.; Chouchani, E.T.; Xiao, H.;

Jedrychowski, M.P.; Schweppe, D.K.; Huttlin, E.L.; et al. A Quantitative Tissue-Specific Landscape of
Protein Redox Regulation during Aging Article A Quantitative Tissue-Specific Landscape of Protein Redox
Regulation during Aging. Cell 2020, 180, 1–16. [CrossRef] [PubMed]

71. Lippe, G.; Salas, F.D.; Sorgatofj, M.C. ATP Synthase Complex from Beef Heart Mitochondria role of the thiol
group. J. Biol. Chem. 1988, 263, 18627–18634. [PubMed]

72. Watt, I.N.; Montgomery, M.G.; Runswick, M.J.; Leslie, A.G.W.; Walker, J.E. Bioenergetic cost of making an adenosine
triphosphate molecule in animal mitochondria. Proc. Natl. Acad. Sci. USA 2010, 107, 16823–16827. [CrossRef]

73. Walker, J.E. Keilin Memorial Lecture Keilin Memorial Lecture The ATP synthase: The understood, the
uncertain and the unknown. Biochem. Soc. Trans. 2013, 41, 1–16. [CrossRef]

74. Colina-tenorio, L.; Dautant, A.; Miranda-astudillo, H.; Giraud, M.; González-halphen, D.; González-halphen, D.
The Peripheral Stalk of Rotary ATPases. Front. Physiol. 2018, 9, 1–19. [CrossRef] [PubMed]

75. Arselin, G.; Giraud, M.; Dautant, A.; Vaillier, J.; Brethes, D.; Coulary-Salin, B.; Velours, J. The GxxxG motif of the
transmembrane domain of subunit e is involved in the dimerization/oligomerization of the yeast ATP synthase
complex in the mitochondrial membrane. Eur. J. Biochem. 2003, 1884, 1875–1884. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.freeradbiomed.2014.02.004
http://dx.doi.org/10.1007/s10522-012-9408-1
http://www.ncbi.nlm.nih.gov/pubmed/23187721
http://dx.doi.org/10.1016/0012-1606(72)90189-3
http://dx.doi.org/10.1016/j.cub.2014.05.044
http://www.ncbi.nlm.nih.gov/pubmed/24954049
http://dx.doi.org/10.7554/eLife.10180
http://dx.doi.org/10.1002/jlac.19284600106
http://dx.doi.org/10.1021/ja8053805
http://dx.doi.org/10.1039/C7CS00184C
http://dx.doi.org/10.1016/j.vascn.2013.07.001
http://dx.doi.org/10.1016/j.freeradbiomed.2017.03.037
http://dx.doi.org/10.1016/j.mito.2010.09.012
http://dx.doi.org/10.1016/j.chembiol.2017.08.003
http://www.ncbi.nlm.nih.gov/pubmed/28890317
http://dx.doi.org/10.1089/ars.2015.6247
http://dx.doi.org/10.1038/ncb2531
http://dx.doi.org/10.1038/nrc3365
http://www.ncbi.nlm.nih.gov/pubmed/23001348
http://dx.doi.org/10.1016/j.freeradbiomed.2018.09.012
http://dx.doi.org/10.1515/hsz-2014-0314
http://www.ncbi.nlm.nih.gov/pubmed/25719318
http://dx.doi.org/10.1016/j.cell.2020.02.012
http://www.ncbi.nlm.nih.gov/pubmed/32109415
http://www.ncbi.nlm.nih.gov/pubmed/2904433
http://dx.doi.org/10.1073/pnas.1011099107
http://dx.doi.org/10.1042/BST20110773
http://dx.doi.org/10.3389/fphys.2018.01243
http://www.ncbi.nlm.nih.gov/pubmed/30233414
http://dx.doi.org/10.1046/j.1432-1033.2003.03557.x
http://www.ncbi.nlm.nih.gov/pubmed/12694201


Antioxidants 2020, 9, 215 14 of 14

76. Arselin, G.; Vaillier, J.; Salin, B.; Schaeffer, J.; Giraud, M.; Dautant, A.; Brethes, D.; Velours, J. The Modulation
in Subunits e and g Amounts of Yeast ATP Synthase Modifies Mitochondrial Cristae Morphology. J. Biol.
Chem. 2004, 279, 40392–40399. [CrossRef] [PubMed]

77. Davies, K.M.; Strauss, M.; Daum, B.; Kief, J.H.; Osiewacz, H.D.; Rycovska, A. Macromolecular organization of ATP
synthase and complex I in whole mitochondria. Proc. Natl. Acad. Sci. USA 2011, 108, 14121–14126. [CrossRef]

78. Teixeira, F.K.; Sanchez, C.G.; Hurd, T.R.; Seifert, J.R.K.; Czech, B.; Preall, J.B.; Hannon, G.J.; Lehmann, R. ATP
synthase promotes germ cell differentiation independent of oxidative phosphorylation. Nat. Cell Biol. 2015,
17, 689–696. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1074/jbc.M404316200
http://www.ncbi.nlm.nih.gov/pubmed/15262977
http://dx.doi.org/10.1073/pnas.1103621108
http://dx.doi.org/10.1038/ncb3165
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials and Reagents 
	Xenopus laevis 
	F1-Fo ATP Synthase Assay 
	Native Blotting 
	In-Gel ATP Hydrolysis Assay 
	Catalyst-Free TCO-Tz Immunocapture Coupled to Redox Affinity Blotting 
	Catalyst-Free TCO-Tz Click PEGylation 
	Redox Mobility Shift Assay 
	Statistical Analysis 

	Results 
	F1-Fo ATP Synthase Activity is Significantly Greater in Testes Compared to Oocytes 
	The F1-Fo ATP Synthase is Assembled in Oocytes 
	Several F1-Fo ATP Synthase Subunits are Reversibly Oxidised 
	Reversible ATP–F1 Oxidation is Significant in Oocytes 
	Reversible Thiol Oxidation Inhibits the F1-Fo ATP Synthase 

	Discussion 
	Conclusions 
	References

