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Abstract: Probing the pathogenicity and functional consequences of mitochondrial DNA (mtDNA)
mutations from patient’s cells and tissues is difficult due to genetic heteroplasmy (co-existence of wild
type and mutated mtDNA in cells), occurrence of numerous mtDNA polymorphisms, and absence of
methods for genetically transforming human mitochondria. Owing to its good fermenting capacity
that enables survival to loss-of-function mtDNA mutations, its amenability to mitochondrial genome
manipulation, and lack of heteroplasmy, Saccharomyces cerevisiae is an excellent model for studying
and resolving the molecular bases of human diseases linked to mtDNA in a controlled genetic
background. Using this model, we previously showed that a pathogenic mutation in mitochondrial
ATP6 gene (m.9191T>C), that converts a highly conserved leucine residue into proline in human
ATP synthase subunit a (aL222P), severely compromises the assembly of yeast ATP synthase and
reduces by 90% the rate of mitochondrial ATP synthesis. Herein, we report the isolation of intragenic
suppressors of this mutation. In light of recently described high resolution structures of ATP synthase,
the results indicate that the m.9191T>C mutation disrupts a four α-helix bundle in subunit a and that
the leucine residue it targets indirectly optimizes proton conduction through the membrane domain
of ATP synthase.
Keywords: mitochondrial disease; ATP6 gene; ATP synthase; genetic suppressors; yeast;
mitochondrial DNA mutation; proton conduction; m.9191T>C

1. Introduction
Mitochondria provide aerobic eukaryotes with ATP though the process of oxidative
phosphorylation (OXPHOS) [1]. In this process, reducing equivalents released by fatty acid and
carbohydrate oxidation are transferred to oxygen typically by four complexes (I–IV) embedded in the
mitochondrial inner membrane, and this is coupled to a pumping of protons from the mitochondrial
matrix to the intermembrane space (IMS). The resulting transmembrane electrochemical ion gradient,
also called proton-motive force (pmf), is used by the ATP synthase (or complex V) to produce ATP
from ADP and inorganic phosphate (Pi) [2].
The ATP synthase organizes into a membrane-extrinsic domain (F1 ) and a domain (FO ) largely
anchored in the inner membrane [3–5]. The subunit a and a ring of identical subunits c (c-ring)
move protons through the FO , which is coupled to rotation of the c-ring and ATP synthesis in the
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F1 [4,6–9]. Devastating human neuromuscular disorders like neuropathy ataxia retinitis pigmentosa
(NARP) and maternally inherited Leigh syndrome (MILS) have been associated to specific mutations
in the mitochondrial ATP6 gene, which encodes the subunit a [10–12]. In most cases these mutations
co-exist with wild type mitochondrial DNA molecules (heteroplasmy), which makes it difficult to
know precisely how they impact ATP synthase from patient’s cells and tissues. As we have shown,
the yeast Saccharomyces cerevisiae is a convenient model for the study of these mutations [13–20].
Its mitochondrial genome can be modified [21], and owing to the instability of heteroplasmy in this
organism [22], it is possible to obtain homoplasmic clones where all the mtDNA molecules carry the
same mutation. We found in this way that an equivalent of the m.9191T>C mutation identified in
patients presenting with MILS [23] severely compromises the assembly/stability of yeast ATP synthase
and reduces by 90% the rate of mitochondrial ATP synthesis [18]. This mutation converts a highly
conserved leucine residue into proline at amino acid position 242 of yeast subunit a (aL242, which
corresponds to aL222 in the human protein) [18]. Subsequent to this work, high-resolution structures
of complete yeast ATP synthase were reported [6,10], which reveals that aL242 belongs to an α-helix
at the proximity of the C-terminus of subunit a (see below). Due to the high propensity of proline
residues to break α-helices, this can explain the detrimental consequences of the leucine-to-proline
change on the stability/assembly of subunit a (see below).
As many amino acid residues can be accommodated well in α-helices, we hypothesized from its
high evolutionary conservation that aL242 may have another role than simply allowing the C-terminal
domain of subunit a to fold as an α-helix. This hypothesis was investigated herein through the isolation
of intragenic suppressors from the aL242P mutant. In this way, we found that ATP synthase assembly
and stability were fully restored when aP242 was converted into serine or threonine. However,
interestingly, the activity of ATP synthase was far from being recovered completely (50–60% vs wild
type yeast). Based on these findings, and in light of the reported atomic structures of yeast ATP
synthase [6,10], we propose that aL242 optimizes the interaction of protons released from the c-ring
with a nearby aspartic acid residue in subunit a (aD244) that has been proposed to be important for the
activity of FO .
2. Results
2.1. Isolation of Revertants from the Mutant aL242P
Yeast subunit a (also referred to as subunit 6 or Atp6) is synthesized as a pre-protein, the first ten
residues of which are removed during ATP synthase assembly [24]. The leucine residue at position 222
of human subunit a that is changed into proline by the m.9191T>C mutation corresponds to aL242
in the mature yeast protein (252 in unprocessed yeast subunit a) (Table 1). As reported [18], a yeast
model of this mutation was constructed by replacing the TTA leucine codon 252 with the CCA proline
codon. This mutation considerably compromises the ability of yeast to grow on non-fermentable
carbon sources (like glycerol) that require a functional ATP synthase to be metabolized (Figure 1A,B).
Revertants from the aL242P mutant showing a much better respiratory growth were isolated using
a previously described procedure ([25], see also Materials and Methods). To this end, 40 subclones
of the aL242P mutant were isolated on rich glucose (YPGA) plates, individually cultured in liquid
10% glucose, and spread on rich glycerol (YPGlyA) plates (108 cells/plate from each aL242P subclone).
Respiratory competent clones emerged from the glycerol plates at a 10-7 frequency (i.e., 10 clones per
plate on average). Forty-five revertant clones (maximum two per selection plate) were retained and
genetically purified by subcloning on glucose plates. This procedure ensures that most of the isolates
are genetically independent (i.e., not brothers or sisters produced by mitotic divisions). The ATP6 genes
of the retained clones were amplified and entirely sequenced. In 31 revertants, the CCA proline codon
252 was replaced with TCA serine codon. In 14 others, the proline codon was replaced with a threonine
codon (ACA or CTA, see Table 1). The absence of true back mutation restoring the original leucine TTA
codon 252 is because two nucleotide changes were introduced to convert it into a proline codon (CCA).
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Figure 1. Respiratory growth of yeast strains. (A) Fresh glucose cultures of wild type yeast (WT), and
the mutant strains aL242P, aL242T and aL242S were serially diluted and spotted onto rich glucose and
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The aL242S and aL242T strains grew well on solid (Figure 1A) and in liquid (Figure 1B) glycerol
media, almost as wild type (WT) yeast. This does not imply that ATP synthase assembles and functions
normally in these strains, because the rate of mitochondrial ATP synthesis needs to be decreased by
at least 80% to see obvious defects in the respiratory growth of yeast [16,18,26]. As reported [18],
the aL242P strain has a somewhat higher tendency to produce cells with large deletions in mitochondrial
DNA (ρ− /ρo ) compared to the WT (15% vs. <1%), which is a phenotype frequently observed in strains
with very severe defects in ATP synthase [27,28]. Consistent with their good growth on glycerol
and thus certainly with a significant recovery of ATP synthase function (beyond the 20% threshold),
the aL242S and aL242T strains had a good genetic stability (<1%) (Table 2).
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Table 2. Mitochondrial respiration and ATP synthesis/hydrolysis.
ATP Synthesis Rate
nmol Pi/min/mg

Respiration Rates nmol O/min/mg
Strain

WT
aL242P
aL242S
aL242T(CTA)
aL242T(ACA)

ATPase Activity µmol Pi/min/mg
P/O

NADH

NADH +
ADP

NADH +
CCCP

Asc/TMPD
+ CCCP

-oligo

+oligo

-oligo

+oligo

Inhib %

329 ± 3
96 ± 8
192 ± 21
220 ± 13
224 ± 28

619 ± 99
79 ± 11
353 ± 23
410 ± 22
462 ± 84

1548 ± 113
242 ± 48
793 ± 60
949 ± 47
1133 ± 127

2865 ± 325
440 ± 26
1443 ± 264
1704 ± 75
2101 ± 316

1531 ± 168
142 ± 43
866 ± 170
1056 ± 90
1066 ± 89

151 ± 30
96 ± 34
170 ± 31
164 ± 32
160 ± 18

4.7 ± 0.2
3.3 ± 0.4
4.2 ± 0.1
4.2 ± 0.5
4.0 ± 0.2

0.5 ± 0.1
3.2 ± 0.2
0.6 ± 0.2
0.5 ± 0.2
0.5 ± 0.1

88
4
85
88
87

1.21 ± 0.18
0.89 ± 0.20
1.24 ± 0.19
1.25 ± 0.17
1.06 ± 0.17

Mitochondria were isolated from wild type MR6 strain and mutant strains aL242P, aL242S and aL242T (with either the CTA or ACA threonine codon) grown for 5-6 generations in rich
galactose medium (YPGalA) at 28 ◦ C. Reaction mixes for assays contained 0.15 mg/mL protein, 4 mM NADH, 150 µM ADP (for respiration assays), 1 mM ADP (for ATP synthesis assays),
12.5 mM ascorbate (Asc), 1.4 mM TMPD, 4 µM CCCP, 4 µg/mL oligomycin (oligo). The values reported are averages of triplicate assays ± standard deviation. Respiration and ATP
synthesis activities were detected on freshly isolated and osmotically protected mitochondria in the respiratory buffer (see Section 4, Materials and Methods). The ATPase assays were
performed from mitochondrial samples that had been frozen at −80 ◦ C in the absence of osmotic protection, in the ATPase buffer (see Materials and Methods).
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To evaluate directly the influence on ATP synthase of the suppressor amino acid changes aL242S
and aL242T, mitochondria were isolated from cells grown in a medium (YPGalA) containing galactose,
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Figure 2. Assembly of OXPHOS complexes. For these experiments mitochondria were isolated from
Figure 2. Assembly of OXPHOS complexes. For these experiments mitochondria were isolated from
wild type (WT) and the mutant strains aL242P, aL242T and aL242S grown for 24 h at 28 ◦ C in rich
wild type (WT) and the mutant strains aL242P, aL242T and aL242S grown for 24 h at 28 °C in rich
galactose liquid media until a density of 2-3 OD600nm . (A) Mitochondria were solubilized with 2 g of
galactose liquid media until a density of 2-3 OD600nm. (A) Mitochondria were solubilized with 2 g of
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rapidly (50–60%) in the mitochondria from the aL242S and aL242T strains (Table 2; Figure 3B).
Importantly, the yield in ATP per electron transferred to oxygen was almost unaffected in the
revertants (Table 2; Figure 3C). Thus, while the presence of a serine or threonine residue at position
242 has almost no, if any, effect on the abundance of fully assembled ATP synthase, these residues
significantly
slow
the rate at which ATP synthase produces ATP (see below for a possible
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As was observed in many yeast ATP synthase defective mutants [13–16,29], the severe consequences
of the aL242P mutation result in a diminished content in Complex IV (20% vs WT) [18], which is the
last complex of the respiratory chain that transfers electrons from cytochrome c to oxygen. This effect
was not observed in mutants with proton leaks through the FO indicating that it is the activity of
FO that modulates Complex IV biogenesis, presumably as a means to co-regulate mitochondrial
electron transfer and ATP synthesis activities [30]. It was argued that the increase in the mitochondrial
electrical potential (∆Ψ) consecutive to a diminished FO activity impairs some ∆Ψ-dependent step in
the assembly of Complex IV. In addition to the restoration of a good content in ATP synthase, the severe
drop in Complex IV induced by the aL242P mutation was also largely suppressed in the aL242S and
aL242T strains. In the BN-gels shown, the Complex IV was mostly associated with dimers of Complex
III (III2 -IV2 and III2 -IV1 ), as revealed by WB with antibodies against the Cox2 subunit of complex IV,
and by the in-gel Complex IV activity (Figure 2C).
2.3. Mitochondrial Respiration and ATP Synthesis
Oxygen consumption was measured in mitochondria with NADH as an electron donor, alone
(basal or state 4 respiration), and after successive additions of ADP (state 3, phosphorylating conditions)
and CCCP (uncoupled, maximal respiration). Consistent with our previous study [18], these activities
were strongly reduced in mitochondria from the aL242P mutant, by 85% both at state 3 and in the
presence of CCCP compared to WT (Table 2). Consistent with the large drop in Complex IV in mutant
aL242P [18], the activity of this complex measured with ascorbate/TMPD as an electron source was
reduced in a similar proportion (15% of WT) (Table 2). The mitochondria from strains aL242S and
aL242T respired much better, albeit not as well as in the WT mitochondria (55–65% with NADH at
state 3 and in the presence of CCCP, and 50–75% with ascorbate/TMPD).
We next measured the rate of ATP synthesis, using NADH as an electron donor and in the presence
of a large excess of external ADP so as to maximize this activity. These measurements were made in the
presence and absence of oligomycin (a specific inhibitor of ATP synthase), to determine the part of this
activity specifically due to the ATP synthase. As previously reported [18], the rate of F1 FO -mediated
ATP synthesis was very weak in aL242P mitochondria (10% of the WT) due to their poor content in
ATP synthase and Complex IV (Table 2; Figure 2B,C). ATP was produced much more rapidly (50–60%)
in the mitochondria from the aL242S and aL242T strains (Table 2; Figure 3B). Importantly, the yield in
ATP per electron transferred to oxygen was almost unaffected in the revertants (Table 2; Figure 3C).
Thus, while the presence of a serine or threonine residue at position 242 has almost no, if any, effect on
the abundance of fully assembled ATP synthase, these residues significantly slow down the rate at
which ATP synthase produces ATP (see below for a possible explanation).
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2.4. Mitochondrial ATP Hydrolysis
We assessed the functioning of ATP synthase in the reverse mode by measuring the rate of ATP
hydrolysis in mitochondria not osmotically protected so as to relax ATP synthase from any membrane
potential that would limit its ATP hydrolytic activity, and this was done at pH 8.4 to avoid any binding
to F1 of its natural inhibitor IF1 [17]. These measurements were made in the presence and absence
of oligomycin. In the presence of oligomycin, this activity is normally inhibited by 80–90% which is
because the c-ring cannot rotate and this blocks F1 -mediated ATP hydrolysis (Table 2). The remaining
oligomycin-insensitive activity is due to other ATPases present in the organelle. The mitochondrial
ATPase activity in aL242P mitochondria was only modestly diminished, which is not surprising owing
to the capacity of F1 to assemble while the FO cannot. However, being relaxed from the FO due to
the lack in subunit a in the aL242P mutant, F1 can hydrolyze ATP in the presence of oligomycin.
Mitochondria from the aL242S and aL242T strains had a good ATPase activity and this activity was
normally inhibited by oligomycin, from which it can be deduced that the F1 and FO are functionally
coupled in these strains.
2.5. Mitochondrial Membrane Potential
We further investigated ATP synthase functionality in the aL242S and aL242T strains by membrane
potential (∆Ψ) measurements, using Rhodamine 123, a cationic dye whose fluorescence is quenched
when ∆Ψ increases. For evaluating ∆Ψ-consumption by the ATP synthase, the mitochondrial membrane
was first energized by feeding the respiratory chain with electrons from ethanol, and a small amount
of ADP was then added. The addition of ADP results in a transient fluorescence increase due to proton
reentry through the FO F1 -ATP synthase until complete phosphorylation of the added ADP (Figure 4A).
Due to their very weak capacity to produce ATP, the mitochondria from the aL242P mutant responded
extremely poorly to the addition of ADP. Those from the aL242S and aL242T strains responded much
better but the return to the ethanol-induced ∆Ψ value (after complete phosphorylation of the added
ADP) took a longer time than in WT mitochondria (Figure 4A). This is consistent with the slowing down
of ATP synthase when aL242 is replaced with either serine or threonine (see above). The experiment
was pursued by adding KCN, which results in ∆Ψ collapse due to respiratory chain inhibition. The
loss in ∆Ψ was partial in WT, aL242S and aL242T mitochondria, which is because the ATP produced
during phosphorylation of the externally added ADP is now hydrolyzed by the ATP synthase coupled
to FO -mediated proton transport outside the organelle, as evidenced by the loss of the remaining
∆Ψ after a further addition of oligomycin (Figure 4A). In aL242P mitochondria, the ethanol-induced
∆Ψ was totally lost in one single rapid phase after the addition of KCN, which further reflects their
extremely poor capacity to produce ATP (Figure 4A).
We further tested ATP synthase reverse functioning by providing the mitochondria with externally
added ATP. The mitochondria were first energized with ethanol and then treated with KCN, which
results is a ∆Ψ collapse that removes IF1 from F1 . Less than one minute later, well before IF1
rebinding [31], the ATP was added. A large oligomycin-sensitive ∆Ψ-variation was, as expected,
observed in the WT mitochondria (Figure 4B). Although the aL242P mitochondria still had a good
F1 -mediated capacity to hydrolyze ATP (see above), almost no ∆Ψ variation was observed due to the
absence in these mitochondria of a functional FO . On the contrary, mitochondria from the aL242T
and aL242S mutants showed a good oligomycin-sensitive proton pumping activity, which further
illustrated their capacity to assemble an active FO (Figure 4B).
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As shown above, the folding and/or stability of subunit a within ATP synthase was fully restored
upon reversion of aP242 into serine or threonine. These residues are known to be accommodated well
in α-helical secondary structures especially when located close to their C-terminus [37]. Possibly the
hydroxyl group of serine and threonine establishes a hydrogen bond with the amide group of aN129
and this restores the stability of the subunit a 4-helix bundle (Figure 5E). The slow-down of ATP
synthase in the aL242S and aL242T mutants (50–60% vs WT, see above) is possibly caused by a local
structural change that impairs the proton conduction activity of aD244 (see below).
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As shown above, the folding and/or stability of subunit a within ATP synthase was fully restored
upon reversion of aP242 into serine or threonine. These residues are known to be accommodated
well in α-helical secondary structures especially when located close to their C-terminus [37]. Possibly
the hydroxyl group of serine and threonine establishes a hydrogen bond with the amide group of
aN129 and this restores the stability of the subunit a 4-helix bundle (Figure 5E). The slow-down of ATP
synthase in the aL242S and aL242T mutants (50–60% vs WT, see above) is possibly caused by a local
structural change that impairs the proton conduction activity of aD244 (see below).
3. Discussion
At the time we found that an equivalent of the m.9191T>C mutation of the mitochondrial
ATP6 gene strongly compromises (by 90%) yeast ATP synthase assembly [18], complete structures
of this enzyme were not yet available, and it was therefore difficult to understand the molecular
basis of this effect. In the recently described high-resolution structures of yeast ATP synthase [9],
the leucine-to-proline change induced by this mutation at position 242 of subunit a (222 in the human
protein) is within the last helical domain of subunit a (aH6) (Figure 5). This domain is at the interface
between subunit a and the c-ring and harbors residues (aE223 and aD244) that presumably act as
proton binding sites for moving protons from the intermembrane space to the mitochondrial matrix
(Figure 5B,C) [6]. Due to the well-known difficulty of proline residues to be accommodated within alpha
helical structures, the aL242P change possibly prevents the subunit a to adopt a stable conformation
and makes it prone to proteolytic degradation, as was observed in many yeast mutants where the
subunit a cannot be stably incorporated into ATP synthase [13–15,17,18,20]. The aL242 residue does not
face the c-ring. Rather, it is within a bundle of four alpha helices (aH2, aH3, aH4, and aH6) backwards
the a/c interface in proximity to other hydrophobic residues, that are presumably important for the
packing and stability of these four helices. While hydrophobic aliphatic side chain residues (L, I, V)
predominantly occupy this position in a vast panel of evolutionary distant organisms (Figure 5A),
the present study reveals that polar uncharged serine and threonine residues at position 242 enable an
effective assembly of ATP synthase as in wild type yeast. However, the rate of mitochondrial ATP
synthesis, with these residues, is slowed down (by 50%) while the yield in ATP per electron transferred
to oxygen is mostly unaffected. It can be deduced that FO -mediated proton conduction is less rapid
with aS242 and aT242 than in the wild type enzyme. With a side-chain unable to exchange protons and
located outside the n-side hydrophilic pocket that connects the c-ring and the mitochondrial matrix,
the wild type aL242 residue is certainly not directly involved in moving protons. It can however
favorably influence this pocket by enabling the nearby aD244 residue to adopt a position that optimizes
its proton conduction activity. With aS242 and aT242, this aspartate residue may interact less efficiently
with protons released by the c-ring.
While it may seem obvious that breaking aH6 with a proline residue is responsible for the
pathogenicity of m.9191T>C, we did not observe defects in yeast ATP synthase assembly with
equivalents of three other pathogenic subunit a mutations that lead also to the introduction of a proline
residue in an alpha helix (aS240P (m.9185T>C) in aH6 [18]; aL173P (m.8993T>C) in aH5 [14]; and aL237P
(m.9176T>C) in aH6 [16]) (Figure 5G). We reported, before the advent of complete high-resolution
structures of ATP synthase, that these three mutations partially compromise the functioning of ATP
synthase, with 30–50% drops in the rate of mitochondrial ATP synthesis. State 3 respiration was
found unaffected in the aS240P mutant, indicating a less efficient coupling of electron transfer to ATP
synthesis [18]. The aS240P change possibly results in a slight distortion/displacement of the C-terminal
domain of aH6 that partially compromises the sealing at the center of the membrane of the two
hydrophilic pockets between the c-ring and subunit a (Figure 5G). As a result of this, a proton shortage
between the two pockets may be responsible for the reduced yield in ATP synthesis in this mutant. As
in the aL242S and aL242P mutants, proton conduction within the FO was found to be slower in the
aL173P [14] and aL237P [16] strains vs WT yeast without any defect in the incorporation/stability of
subunit a within ATP synthase and yield in ATP per electron transferred to oxygen. Another mutation
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found in patients (m.9176T>G) that converts aL237 into an arginine residue (aL237R) was found to
dramatically compromise the assembly of yeast ATP synthase due to electrostatic and steric hindrance
with the catalytic aR176 residue [15]. The isolation of revertant strains from the aL237R mutant led us
to conclude that aL237, in addition to a role in properly shaping subunit a, is functionally important
by optimizing the interaction of aR176 with the catalytic residue of subunit c (cE59) [14], similarly to
the conclusions drawn here about the importance of aL242 to optimize proton conduction within the
n-side pocket.
Theoretically, three other codons specifying arginine (CGA), alanine (GCA), or glutamine (CAA),
could have been derived by a single nucleotide substitution from the mutant proline codon CCA at
position 252 of the ATP6 codon sequencing (corresponding to amino acid position 242). Since a quite
large number of genetically independent revertant strains from the aL242P mutant were characterized,
the absence of these codons is intriguing. The absence of the arginine CGA codon is likely due to the
fact that it is never used in yeast mitochondria, whereas the two others (CAA and GCA) are used quite
frequently [38,39]. If transversions, which are known to be less frequent than transitions, are required
to change CCA into GCA or CAA, this is likely not the reason why they were not selected. Indeed,
two transitions and one transversion are responsible for those suppressors that convert aL242 into
serine or threonine. It is thus a reasonable possibility that aQ242 and aA242 are not compatible with
ATP synthase function despite their strong propensity to induce alpha helical structures. Consistently,
these residues are never found at the corresponding position of subunits a from evolutionary distant
species (Figure 5A). Contrary to aS242 and aT242, the small aliphatic side chain of alanine (a single
methyl group) cannot form a hydrogen bond with aN129, and such an interaction with aQ242 seems
unlikely because its side chain is too long (Figure 5F). However, this might not be the sole reason for
the putative incompatibility of aA242 and aQ242 with ATP synthase assembly and function. Because of
its small side chain size, aA242 will create a cavity between aH2-4 and aH6 that may prevent a correct
folding or stability of the subunit a, and aQ242 (which has one more aliphatic carbon compared to the
wild type aL242 residue) would likely be responsible for a steric hindrance within the 4-helix bundle of
subunit a (Figure 5F).
In previous studies of yeast models of other pathogenic subunit a mutations (m.G8969G>A [20],
m.8851T>C [17]), second-site reversions were found [40,41], meaning that ATP synthase function can
be recovered while the original mutation is still present, which is an interesting observation that holds
promise for the development of therapeutic molecules that can induce the beneficial structural changes
that the genetic suppressors provoke. The present study reveals that an ATP synthase pharmacological
targeting approach is a difficult perspective with the m.9191T>C mutation because its elimination
seems to be the only way to recover a substantial bioenergetic capacity.
4. Materials and Methods
4.1. Growth Media and Genotypes
The media used for growing yeast were: YPGA (1% Bacto yeast extract, 2% Bacto Peptone, 2%
or 10% glucose, 60 mg/L adenine), YPGalA (1% Bacto yeast extract, 2% Bacto Peptone, 2% galactose,
60 mg/L adenine), and YPGlyA (1% Bacto yeast extract, 2% Bacto Peptone, 2% glycerol, 60 mg/L
adenine). Solid media were obtained by adding 2% Bacto Agar (Difco, Becton Dickinson, Grenoble,
France). The genotypes of the strains used in this study are listed in Table 3. Growth curves were
established with the Bioscreen CTM system.
4.2. Selection of Revertants from the Yeast Strain aL242P Mutant
The aL242P mutant (yeast strain RKY66) that carries an equivalent of the m.9191T>C mutation was
subcloned on rich 2% glucose (YPGA) plates. Forty subclones were picked up and individually
grown for two days in 10% glucose (YPGA). Glucose was removed from the cultures by two
washings with water and 108 cells from each culture were spread on rich glycerol (YPGlyA)
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plates. The plates were incubated at 28 ◦ C for at least fifteen days. A maximum of two
revertants per plate were retained for further analysis to ensure genetic independence of the
isolates. The revertants were purified by subcloning on rich glucose (YPGA) plates and their
ATP6 gene was PCR-amplified with two primer pairs ATP6.1 (Forward, from nucleotide position –100
upstream of the ATP6 start codon) 50 TAATATACGGGGGTGGGTCCCTCAC, ATP6.8 (Reverse, from
nucleotide position +743 downstream of the ATP6 start codon) 50 CTGCATCTTTTAAATATGATGCTG
and ATP6.2 (Forward, from nucleotide position +337 downstream of the ATP6 start codon)
50 GTATGATTCCATACTCATTTG, ATP6.10 (Reverse, from nucleotide position +218 downstream
of the ATP6 stop codon) 50 GGGCCGAACTCCGAAGGAGTAAG and then entirely sequenced.
Table 3. Genotypes and sources of the yeast strains.
Strain
MR6
RKY66
RRKY66/1
RRKY66/2
RRKY66/3

Nuclear Genotype

mtDNA

Source

MATa ade2-1 his3-11,15 trp1-1 leu2-3,112
ura3-1 CAN1 arg8::HIS3
MATa ade2-1 his3-11,15 trp1-1 leu2-3,112
ura3-1 CAN1 arg8::HIS3
Revertant isolated from RKY66
Revertant isolated from RKY66
Revertant isolated from RKY66

ρ+

[29]

ρ+ ATP6-aL242P

[18]

ρ+ ATP6-aL242S
ρ+ ATP6-aL242T (CTA)
ρ+ ATP6-aL242T (ACA)

This study
This study
This study

4.3. Miscellaneous Procedures
Mitochondria enriched fractions were prepared by an enzymatic method and differential
centrifugation as in [42] from yeast cells that have been grown until middle exponential phase
(2–3 × 107 cells/mL) in rich galactose (YPGalA) media at 28 ◦ C. Protein concentration was
determined by the Lowry method [43] in the presence of 5% SDS. Oxygen consumption rates
were measured with a Clark electrode using 150 µg/mL of mitochondrial proteins in a respiration
buffer (0.65 M mannitol, 0.36 mM ethylene glycol tetra-acetic acid, 5 mM Tris/phosphate, 10 mM
Tris/maleate pH 6.8) as in [44]. The additions were 4 mM NADH, 12.5 mM ascorbate (Asc), 1.4 mM
N,N,N0 ,N0 -tetramethyl-p-phenylenediamine (TMPD), 150 µM ADP, and 4 µM carbonyl cyanide
m-chlorophenylhydrazone (CCCP). Variations in transmembrane potential (∆Ψ) were evaluated with
150 µg/mL of mitochondrial protein in the respiration buffer by measurement of Rhodamine 123
(25 µg/mL) fluorescence quenching as described in [45]. The additions were 10 µL ethanol (EtOH),
75 µM ADP, 2 mM potassium cyanide (KCN), 0.2 mM ATP, 4 µg/mL oligomycin (oligo), and 4 µM
CCCP. Variation of mitochondrial membrane potentials are shown as traces of fluorescence recorded by
a SAFAS Monaco fluorescence spectrophotometer. ATP synthesis rate measurements were performed
with 150 µg/mL of mitochondrial proteins in respiration buffer supplemented with 4 mM NADH and
1 mM ADP in a thermostatically controlled chamber at 28 ◦ C, as described in [29]. Aliquots of 50 µL
were withdrawn from the oxygraphy cuvette every 15 s and the reaction was stopped with 7% (w/v)
perchloric acid, 25 mM EDTA. The samples were then neutralized to pH 6.8 by adding 2 M KOH/0.3 M
MOPS and ATP was quantified using a luciferin/luciferase assay (ATPlite kit from Perkin Elmer) and
the CLARIOstar microplate reader (from BMG LABTECH, Ortenberg, Germany). The participation of
the F1 FO -ATP synthase in ATP production was assessed by adding oligomycin (20 µg/mg of protein).
ATPase activity measurements were performed with 150 µg/mL of mitochondrial proteins in an ATPase
buffer (0.2 M KCl, 3 mM MgCl2 , 10 mM Tris/HCl, adjusted to pH 8.4) using a described procedure [46].
The reaction was started by the addition of 50 µL 0.1 M ATP. After 2 min incubation, the reaction was
stopped, and proteins were precipitated by adding TCA 100%. ATP hydrolysis was measured by
following Pi release using ammonium molybdate solution spectrophotometric method at 610nm [47].
The participation of the F1 FO -ATPase in ATP hydrolysis was assessed by adding oligomycin (2 mg/mL).
Blue native polyacrylamide gel electrophoresis (BN-PAGE) analyses were carried out as described
previously [48]. Briefly, mitochondrial extracts solubilized with digitonin (the concentrations used
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are indicated in the legend of figures) were separated in a 3–12% acrylamide continuous gradient
gel and complex IV and V complexes were revealed in gel by their activities as described [49], or
by Western blot after transferred to polyvinylidene difluoride (PVDF) [50]. The in-gel complex IV
and V activities were revealed using a solution of 5 mM Tris, 0.5 mg/mL diaminobenzidine, 0.05 mM
cytochrome c, and a solution of 270 mM glycine, 35 mM Tris adjusted to pH 8.4, 14 mM MgSO4 , 0.2%
lead nitrate, and 8 mM ATP, respectively. SDS-PAGE analyses were performed according to [51].
Polyclonal antibodies against Atp6 (subunit a, a gift from J. Velours), and Atp1 (subunit α-F1 , a gift
from J. Velours) were used after 1:5000 dilution. Monoclonal antibodies against Cox2 (Molecular
Probes, Eugene, OR, USA) subunit of complex IV was used after dilution 1:500. Membranes were
incubated with peroxidase-labeled antibodies (Promega, Southampton, UK) at a 1:5,000 dilution and
revealed with the ECL reagent of PierceTM ECL Western Blotting Substrate (ThermoScientific, Waltham,
MA, USA). Immunological signal quantification was performed with ImageJ software [52].
4.4. Amino-Acid Alignments and Structural Modeling
Multiple sequence alignment of ATP synthase a-subunits of various origins was performed using
Clustal Omega [53]. Molecular views of subunit a and c10 -ring are drawn from the dimeric FO domain
of S. cerevisiae ATP synthase (pdb_id: 6b2z; 3.6 Å resolution [6]). All structure figures were drawn
using the PyMOL molecular graphic system [54]. The aL242S/T point mutations were introduced
using the mutagenesis feature in PyMOL selecting the side-chain rotamer not sterically colliding with
neighboring residues. After a 180◦ rotation of the aAsn129 side chain, the amide nitrogen is in position
to hydrogen bond with the hydroxyl groups of aSer242 and aThr242.
4.5. Statistical Analysis
At least three biological and technical replicates were performed for all experiments. Statistical
significance of the data was tested using unpaired t-test.
Author Contributions: X.S. isolated, sequenced and biochemically characterized yeast strains under supervision
of D.T.-T. M.B. and F.G. provided technical help. A.D. performed the structural modeling analyses. X.S., A.D.,
R.K., T.Z., D.T.-T., and J.-P.d.R. analyzed the data. X.S., A.D., D.T.-T., and J.-P.d.R. wrote the paper. D.T.-T. designed
the research. All authors have read and agreed to the published version of the manuscript.
Funding: X.S. was supported by a PhD fellowship from China Scholarship Council (CSC). This work was
supported by grants from the Association Française contre les Myopathies (AFM, 22382) to D.T.-T., and the
National Science Center of Poland (NSCP 2016/23/B/NZ3/02098) to R.K.
Conflicts of Interest: The authors declare that they have no conflicts of interest with the contents of this article.

Abbreviations
Asc
BN-PAGE
CCCP
EtOH
IMS
KCN
MILS
oligo
OXPHOS
Pi
pmf
PVDF
TMPD
WT
∆Ψ

Ascorbate
Blue native polyacrylamide gel electrophoresis
Carbonyl cyanide m-chlorophenylhydrazone
Ethanol
Intermembrane space
Potassium cyanide
Maternally Inherited Leigh Syndrome
Oligomycin
Oxidative phosphorylation
Inorganic phosphate
Proton-motive force
Polyvinylidene difluoride
N, N, N’, N’-tetramethyl-p-phenylenediamine
Wild type
Mitochondrial electrical potential

Int. J. Mol. Sci. 2020, 21, 5083

14 of 16

References
1.
2.
3.

4.

5.

6.
7.

8.

9.

10.
11.
12.
13.

14.

15.

16.

17.

18.

19.

Saraste, M. Oxidative phosphorylation at the fin de siecle. Science 1999, 283, 1488–1493. [CrossRef] [PubMed]
Boyer, P.D. The ATP synthase—A splendid molecular machine. Annu. Rev. Biochem. 1997, 66, 717–749.
[CrossRef]
Morales-Rios, E.; Montgomery, M.G.; Leslie, A.G.; Walker, J.E. Structure of ATP synthase from Paracoccus
denitrificans determined by X-ray crystallography at 4.0 A resolution. Proc. Natl. Acad Sci. USA 2015, 112,
13231–13236. [CrossRef] [PubMed]
Zhou, A.; Rohou, A.; Schep, D.G.; Bason, J.V.; Montgomery, M.G.; Walker, J.E.; Grigorieff, N.; Rubinstein, J.L.
Structure and conformational states of the bovine mitochondrial ATP synthase by cryo-EM. Elife 2015, 4,
e10180. [CrossRef] [PubMed]
Allegretti, M.; Klusch, N.; Mills, D.J.; Vonck, J.; Kuhlbrandt, W.; Davies, K.M. Horizontal membrane-intrinsic
alpha-helices in the stator a-subunit of an F-type ATP synthase. Nature 2015, 521, 237–240. [CrossRef]
[PubMed]
Guo, H.; Bueler, S.A.; Rubinstein, J.L. Atomic model for the dimeric FO region of mitochondrial ATP synthase.
Science 2017, 358, 936–940. [CrossRef] [PubMed]
Hahn, A.; Parey, K.; Bublitz, M.; Mills, D.J.; Zickermann, V.; Vonck, J.; Kuhlbrandt, W.; Meier, T. Structure of a
Complete ATP Synthase Dimer Reveals the Molecular Basis of Inner Mitochondrial Membrane Morphology.
Mol Cell 2016, 63, 445–456. [CrossRef]
Morales-Rios, E.; Watt, I.N.; Zhang, Q.; Ding, S.; Fearnley, I.M.; Montgomery, M.G.; Wakelam, M.J.; Walker, J.E.
Purification, characterization and crystallization of the F-ATPase from Paracoccus denitrificans. Open Biology
2015, 5, 150119. [CrossRef]
Srivastava, A.P.; Luo, M.; Zhou, W.; Symersky, J.; Bai, D.; Chambers, M.G.; Faraldo-Gómez, J.D.; Liao, M.;
Mueller, D.M. High-resolution cryo-EM analysis of the yeast ATP synthase in a lipid membrane. Science
2018, 360. [CrossRef]
Dautant, A.; Meier, T.; Hahn, A.; Tribouillard-Tanvier, D.; di Rago, J.-P.; Kucharczyk, R. ATP synthase diseases
of mitochondrial genetic origin. Front. Physiol. 2018, 9, 329. [CrossRef]
Houstek, J.; Pickova, A.; Vojtiskova, A.; Mracek, T.; Pecina, P.; Jesina, P. Mitochondrial diseases and genetic
defects of ATP synthase. Biochim. Biophys. Acta 2006, 1757, 1400–1405. [CrossRef] [PubMed]
Schon, E.A.; Santra, S.; Pallotti, F.; Girvin, M.E. Pathogenesis of primary defects in mitochondrial ATP
synthesis. Semin. Cell Dev. Biol. 2001, 12, 441–448. [CrossRef] [PubMed]
Rak, M.; Tetaud, E.; Duvezin-Caubet, S.; Ezkurdia, N.; Bietenhader, M.; Rytka, J.; di Rago, J.P. A yeast model
of the neurogenic ataxia retinitis pigmentosa (NARP) T8993G mutation in the mitochondrial ATP synthase-6
gene. J. Biol. Chem. 2007, 282, 34039–34047. [CrossRef]
Kucharczyk, R.; Rak, M.; di Rago, J.-P. Biochemical consequences in yeast of the human mitochondrial DNA
8993T>C mutation in the ATPase6 gene found in NARP/MILS patients. Biochim. Biophys. Acta (BBA)—Mol.
Cell Res. 2009, 1793, 817–824. [CrossRef] [PubMed]
Kucharczyk, R.; Salin, B.; di Rago, J.P. 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. Hum. Mol. Genet. 2009, 18, 2889–2898. [CrossRef]
[PubMed]
Kucharczyk, R.; Ezkurdia, N.; Couplan, E.; Procaccio, V.; Ackerman, S.H.; Blondel, M.; di Rago, J.P.
Consequences of the pathogenic T9176C mutation of human mitochondrial DNA on yeast mitochondrial
ATP synthase. Biochim. Biophys. Acta 2010, 1797, 1105–1112. [CrossRef] [PubMed]
Kucharczyk, R.; Giraud, M.F.; Brethes, D.; Wysocka-Kapcinska, M.; Ezkurdia, N.; Salin, B.; Velours, J.;
Camougrand, N.; Haraux, F.; di Rago, J.P. Defining the pathogenesis of human mtDNA mutations using a
yeast model: The case of T8851C. Int. J. Biochem. Cell Biol. 2013, 45, 130–140. [CrossRef]
Kabala, A.M.; Lasserre, J.-P.; Ackerman, S.H.; di Rago, J.-P.; Kucharczyk, R. Defining the impact on yeast ATP
synthase of two pathogenic human mitochondrial DNA mutations, T9185C and T9191C. Biochimie 2014, 100,
200–206. [CrossRef] [PubMed]
Niedzwiecka, K.; Kabala, A.M.; Lasserre, J.P.; Tribouillard-Tanvier, D.; Golik, P.; Dautant, A.; di Rago, J.P.;
Kucharczyk, R. Yeast models of mutations in the mitochondrial ATP6 gene found in human cancer cells.
Mitochondrion 2016, 29, 7–17. [CrossRef]

Int. J. Mol. Sci. 2020, 21, 5083

20.

21.
22.

23.
24.
25.

26.
27.

28.
29.

30.

31.

32.
33.
34.
35.
36.

37.

38.
39.

40.

15 of 16

Wen, S.; Niedzwiecka, K.; Zhao, W.; Xu, S.; Liang, S.; Zhu, X.; Xie, H.; Tribouillard-Tanvier, D.; Giraud, M.F.;
Zeng, C.; et al. Identification of G8969>A in mitochondrial ATP6 gene that severely compromises ATP
synthase function in a patient with IgA nephropathy. Sci. Rep. 2016, 6, 36313. [CrossRef]
Bonnefoy, N.; Fox, T.D. Genetic transformation of Saccharomyces cerevisiae mitochondria. Methods Cell Biol.
2001, 65, 381–396. [PubMed]
Okamoto, K.; Perlman, P.S.; Butow, R.A. The sorting of mitochondrial DNA and mitochondrial proteins in
zygotes: Preferential transmission of mitochondrial DNA to the medial bud. J. Cell Biol. 1998, 142, 613–623.
[CrossRef]
Moslemi, A.-R.; Darin, N.; Tulinius, M.; Oldfors, A.; Holme, E. Two new mutations in the MTATP6 gene
associated with Leigh syndrome. Neuropediatrics 2005, 36, 314–318. [CrossRef] [PubMed]
Michon, T.; Galante, M.; Velours, J. NH2-terminal sequence of the isolated yeast ATP synthase subunit 6
reveals post-translational cleavage. Eur. J. Biochem. 1988, 172, 621–625. [CrossRef] [PubMed]
di Rago, J.P.; Netter, P.; Slonimski, P.P. Pseudo-wild type revertants from inactive apocytochrome b mutants
as a tool for the analysis of the structure/function relationships of the mitochondrial ubiquinol-cytochrome c
reductase of Saccharomyces cerevisiae. J. Biol. Chem. 1990, 265, 3332–3339.
Mukhopadhyay, A.; Uh, M.; Mueller, D.M. Level of ATP synthase activity required for yeast Saccharomyces
cerevisiae to grow on glycerol media. FEBS Lett. 1994, 343, 160–164. [CrossRef]
Bietenhader, M.; Martos, A.; Tetaud, E.; Aiyar, R.S.; Sellem, C.H.; Kucharczyk, R.; Clauder-Munster, S.;
Giraud, M.F.; Godard, F.; Salin, B.; et al. Experimental relocation of the mitochondrial ATP9 gene to the
nucleus reveals forces underlying mitochondrial genome evolution. PLoS Genet 2012, 8, e1002876. [CrossRef]
Contamine, V.; Picard, M. Maintenance and integrity of the mitochondrial genome: A plethora of nuclear
genes in the budding yeast. Microbiol. Mol. Biol. Rev. 2000, 64, 281–315. [CrossRef]
Rak, M.; Tetaud, E.; Godard, F.; Sagot, I.; Salin, B.; Duvezin-Caubet, S.; Slonimski, P.P.; Rytka, J.; di Rago, J.P.
Yeast cells lacking the mitochondrial gene encoding the ATP synthase subunit 6 exhibit a selective loss of
complex IV and unusual mitochondrial morphology. J. Biol. Chem. 2007, 282, 10853–10864. [CrossRef]
Su, X.; Rak, M.; Tetaud, E.; Godard, F.; Sardin, E.; Bouhier, M.; Gombeau, K.; Caetano-Anollés, D.; Salin, B.;
Chen, H.; et al. Deregulating mitochondrial metabolite and ion transport has beneficial effects in yeast and
human cellular models for NARP syndrome. Human Molecular Genetics 2019, 28, 3792–3804. [CrossRef]
Venard, R.; Brèthes, D.; Giraud, M.F.; Vaillier, J.; Velours, J.; Haraux, F. Marie-France Giraud, Jacques Vaillier,
Jean Velours, and Francis Haraux, Investigation of the Role and Mechanism of IF1 and STF1 Proteins,
Twin Inhibitory Peptides Which Interact with the Yeast Mitochondrial ATP Synthase. Biochemistry 2003, 42,
7626–7636. [CrossRef]
Guo, H.; Rubinstein, J.L. Cryo-EM of ATP synthases. Curr. Opin. Struct. Biol. 2018, 52, 71–79. [CrossRef]
Rak, M.; Gokova, S.; Tzagoloff, A. Modular assembly of yeast mitochondrial ATP synthase. EMBO J. 2011,
30, 920–930. [CrossRef] [PubMed]
Tzagoloff, A.; Barrientos, A.; Neupert, W.; Herrmann, J.M. Atp10p assists assembly of Atp6p into the F0 unit
of the yeast mitochondrial ATPase. J. Biol. Chem. 2004, 279, 19775–19780. [CrossRef] [PubMed]
Paul, M.F.; Barrientos, A.; Tzagoloff, A. A single amino acid change in subunit 6 of the yeast mitochondrial
ATPase suppresses a null mutation in ATP10. J. Biol. Chem. 2000, 275, 29238–29243. [CrossRef] [PubMed]
Lefebvre-Legendre, L.; Vaillier, J.; Benabdelhak, H.; Velours, J.; Slonimski, P.P.; di Rago, J.P. Identification of a
nuclear gene (FMC1) required for the assembly/stability of yeast mitochondrial F(1)-ATPase in heat stress
conditions. J. Biol. Chem. 2001, 276, 6789–6796. [CrossRef]
Elbaum, M.B.; Zondlo, N.J. OGlcNAcylation and phosphorylation have similar structural effects in
alpha-helices: Post-translational modifications as inducible start and stop signals in alpha-helices, with
greater structural effects on threonine modification. Biochemistry 2014, 53, 2242–2260. [CrossRef]
Foury, F.; Roganti, T.; Lecrenier, N.; Purnelle, B. The complete sequence of the mitochondrial genome of
Saccharomyces cerevisiae. FEBS Lett. 1998, 440, 325–331. [CrossRef]
Bonitz, S.G.; Berlani, R.; Coruzzi, G.; Li, M.; Macino, G.; Nobrega, F.G.; Nobrega, M.P.; Thalenfeld, B.E.;
Tzagoloff, A. Codon recognition rules in yeast mitochondria. Proc. Natl. Acad Sci. USA 1980, 77, 3167–3170.
[CrossRef]
Kucharczyk, R.; Dautant, A.; Gombeau, K.; Godard, F.; Tribouillard-Tanvier, D.; di Rago, J.P. The pathogenic
MT-ATP6 m.8851T>C mutation prevents proton movements within the n-side hydrophilic cleft of the
membrane domain of ATP synthase. Biochim. Biophys. Acta Bioenerg. 2019, 1860, 562–572. [CrossRef]

Int. J. Mol. Sci. 2020, 21, 5083

41.

42.
43.
44.
45.

46.
47.
48.
49.

50.
51.
52.
53.

54.

16 of 16

Skoczen, N.; Dautant, A.; Binko, K.; Godard, F.; Bouhier, M.; Su, X.; Lasserre, J.P.; Giraud, M.F.;
Tribouillard-Tanvier, D.; Chen, H.; et al. Molecular basis of diseases caused by the mtDNA mutation
m.8969G>A in the subunit a of ATP synthase. Biochim. Biophys. Acta Bioenerg. 2018, 1859, 602–611. [CrossRef]
[PubMed]
Guerin, B.; Labbe, P.; Somlo, M. Preparation of yeast mitochondria (Saccharomyces cerevisiae) with good
P/O and respiratory control ratios. Methods Enzymol. 1979, 55, 149–159. [PubMed]
Lowry, O.H.; Rosebrough, N.J.; Farr, A.L.; Randall, R.J. Protein measurement with the Folin phenol reagent.
J. Biol. Chem. 1951, 193, 265–275. [PubMed]
Rigoulet, M.; Guerin, B. Phosphate transport and ATP synthesis in yeast mitochondria: Effect of a new
inhibitor: The tribenzylphosphate. FEBS Lett. 1979, 102, 18–22. [CrossRef]
Emaus, R.K.; Grunwald, R.; Lemasters, J.J. Rhodamine 123 as a probe of transmembrane potential in isolated
rat-liver mitochondria: Spectral and metabolic properties. Biochim. Biophys. Acta 1986, 850, 436–448.
[CrossRef]
Somlo, M. Induction and repression of mitochondrial ATPase in yeast. Eur. J. Biochem. 1968, 5, 276–284.
[CrossRef]
Lanzetta, P.A.; Alvarez, L.J.; Reinach, P.S.; Candia, O.A. An improved assay for nanomole amounts of
inorganic phosphate. Anal. Biochem. 1979, 100, 95–97. [CrossRef]
Schagger, H.; von Jagow, G. Blue native electrophoresis for isolation of membrane protein complexes in
enzymatically active form. Anal. Biochem. 1991, 199, 223–231. [CrossRef]
Grandier-Vazeille, X.; Guerin, M. Separation by blue native and colorless native polyacrylamide gel
electrophoresis of the oxidative phosphorylation complexes of yeast mitochondria solubilized by different
detergents: Specific staining of the different complexes. Anal. Biochem. 1996, 242, 248–254. [CrossRef]
Arselin, G.; Vaillier, J.; Graves, P.V.; Velours, J. ATP synthase of yeast mitochondria. Isolation of the subunit h
and disruption of the ATP14 gene. J. Biol. Chem. 1996, 271, 20284–20290. [CrossRef]
Laemmli, U.K. Cleavage of structural proteins during the assembly of the head of bacteriophage T4. Nature
1970, 227, 680–685. [CrossRef] [PubMed]
Gassmann, M.; Grenacher, B.; Rohde, B.; Vogel, J. Quantifying Western blots: Pitfalls of densitometry.
Electrophoresis 2009, 30, 1845–1855. [CrossRef] [PubMed]
Sievers, F.; Wilm, A.; Dineen, D.; Gibson, T.J.; Karplus, K.; Li, W.; Lopez, R.; McWilliam, H.; Remmert, M.;
Soding, J.; et al. Fast, scalable generation of high-quality protein multiple sequence alignments using Clustal
Omega. Mol. Syst. Biol. 2011, 7, 539. [CrossRef] [PubMed]
DeLano, W.L. PyMOL Molecular Graphics System. 2002. The PyMOL Molecular Graphics System, Version
0.99, Schrödinger, LLC. Available online: https://pymol.org/2/ (accessed on 17 July 2020).
© 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/).

