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The intermembrane space (IMS) is a very small mitochondrial sub-compartment with critical relevance for many cellular pro-
cesses. IMS proteins fulfil important functions in transport of proteins, lipids, metabolites and metal ions, in signalling, in me-
tabolism and in defining the mitochondrial ultrastructure. Our understanding of the IMS proteome has become increasingly
refined although we still lack information on the identity and function of many of its proteins. One characteristic of many IMS
proteins are conserved cysteines. Different post-translational modifications of these cysteine residues can have critical roles in
protein function, localization and/or stability. The close localization to different ROS-producing enzyme systems, a dedicated
machinery for oxidative protein folding, and a unique equipment with antioxidative systems, render the careful balancing of the
redox and modification states of the cysteine residues, a major challenge in the IMS. In this review, we discuss different functions
of human IMS proteins, the involvement of cysteine residues in these functions, the consequences of cysteine modifications and
the consequences of cysteine mutations or defects in the machinery for disulfide bond formation in terms of human health.
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The mitochondrial intermembrane
space
Mitochondria are essential organelles with diverse functions
in energy conversion, lipid and iron metabolism, heat
production, signalling and cell death pathways. Their
complex structure, which can be traced back to their endo-
symbiotic origin, consists of four distinct sub-compartments:
the matrix, the mitochondrial intermembrane space (IMS)
and the outer (OMM) and inner (IMM) mitochondrial
membranes. The IMS is enclosed by the OMM and IMM
(Figure 1). It is further subdivided into the peripheral IMS,
which is adjacent to the OMM and inner boundary
membrane (IBM), and the cristae space, which is formed by
invaginations of the IMM [cristae membrane (CM)]. Cristae
junctions (CJ) separate the cristae space from the peripheral
IMS. While shape and abundance of cristae differ strongly be-
tween organisms, tissues and various cellular conditions,
such as stress and metabolism, the cristae junctions appear
to be relatively uniform in size (Mannella, 2006). The OMM
and IBM meet each other at contact sites. Recently identified
distinct protein complexes define and constitute both, these

contact sites and cristae junctions (Harner et al., 2011;
Hoppins et al., 2011; von der Malsburg et al., 2011; Kozjak-
Pavlovic, 2017).

The subdivision of the IMS has functional consequences.
For example, small molecules might be restricted in their dif-
fusion by CJs resulting in chemical gradients within the IMS.
This has been observed for protons that differ in their concen-
trations at different complexes of the respiratory chain
(Rieger et al., 2014). Likewise, proteins appear to be actively
sorted into either the IBM or the CM, as shown for
membrane-embedded subunits of the respiratory chain and
the protein import machinery (Vogel et al., 2006; Appelhans
and Busch, 2017; Stoldt et al., 2018). Such sorting has also
been observed for soluble proteins such as cytochrome c
(Scorrano et al., 2002), and it is likely that this is also found
for other proteins.

The proteomes of the IMS in yeast and human cells and
interactomes of central IMS proteins have been identified
(Vogtle et al., 2012; Hung et al., 2014; Petrungaro et al.,
2015; Morgenstern et al., 2017) (for a compiled list of human
IMS proteins, see Supporting Information Table S1). While
many of the proteins (approximately 150) so far identified,
that either are soluble in the IMS or expose functional do-
mains towards the IMS have been associated with specific
functions, a significant share of proteins are so far
uncharacterized and await further characterization in the fu-
ture. Additionally, all approaches to determine the IMS prote-
ome are hampered by the low amounts of many IMS proteins,
by the very small size of many of these proteins and by the
dual localization of many IMS proteins to the cytosol
and the IMS that can change during different perturbations
(e.g. oxidative stress). Thus, the IMS proteomes available as
well as our knowledge on IMS processes should be considered
incomplete, and it will be an exciting task in the future to
expand our knowledge on IMS (protein) function.

Functions of IMS proteins
Most proteins of the IMS are of eukaryotic origin and
developed during endosymbiosis to integrate mitochondrial
activities into cellular functions. Enzymes of the IMS thus
fulfil numerous functions in, for example, protein, lipid and
metabolite transport, in protein folding, in signalling, in me-
tabolism and in assembly and maintenance of the respiratory
chain (Figure 2A).

The IMS as a logistics hub
The IMS forms the interface between the cytosol and the mi-
tochondrial matrix and thus takes an important function as a
logistics hub to facilitate transport of proteins, lipids, metab-
olites and metal ions. It also serves to control protein levels
and the spatial organization of protein complex assembly
(Figure 2B).

Mitochondria are important hubs for the conversion of
different lipid species (Scharwey et al., 2013; Tamura et al.,
2014; Tatsuta and Langer, 2017). This includes the synthesis
of cardiolipin, phosphatidylethanolamine and pregnenolone
that takes place in the IMM. Thus, various precursors such as
phospholipids, sphingolipids and cholesterol have to be
imported into mitochondria and transferred via the IMS to

Figure 1
The layout of the mitochondrial intermembrane space. Mitochon-
dria contain four sub-compartments: the matrix, the OMM and
IMM and the IMS. The IMS is subdivided into a peripheral IMS and
cristae. The peripheral IMS is in contact with the OMM and the
IBM. The cristae are enclosed by invaginations of the IMM and the
CM. CJ segregate cristae and peripheral IMS. Contact sites (CS)
formed by parts of the MICOS complex and the sorting and assem-
bly machinery (SAM) complex mediate contacts between OMM
and IBM. The OMM contains few proteins that have a high mobility
in the membrane. Conversely, IMM proteins are more restricted in
their movement. The structure of the IMM leads to heterogeneous
protein distribution, for example, different protein sets between
IBM and CM.
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Figure 2
Functions of the mitochondrial intermembrane space. (A) A list of IMS proteins was compiled from the IMS proteomes of human cells, the inter-
actome of CHCHD4 (Vogtle et al., 2012; Hung et al., 2014; Petrungaro et al., 2015; Morgenstern et al., 2017) and the bioinformatics analyses of
twin CX9C-like proteins (Cavallaro, 2010; Fischer et al., 2013) (Supporting Information Table S1). Some dually localized proteins were addedman-
ually to the list. Of the so far identified IMS proteins (about 150) approximately 20% are still of unknown function. According to published data or
database entries, we assigned the remaining proteins to four different functional classes: Logistics hub, Metabolism, Morphology and Signalling.
Proteins were assigned to the group ‘Logistics hub’ if they were annotated as being involved in transport of proteins/small molecules, protein deg-
radation or assembly of protein complexes. Proteins of the ‘Metabolism’ group are integral subunits of respiratory chain complexes (e.g. ATP5I) or
enzymes in metabolic pathways (e.g. CPOX). The ‘Morphology’ group contains proteins, which are involved in maintenance of mitochondrial
structure (e.g. OPA1). Proteins were assigned to ‘Signalling’ if they were annotated as being involved in, for example, apoptotic, redox or calcium
signalling. Assignment to multiple groups was undertaken where applicable (e.g. voltage-dependent anion channels (VDAC1-3) in ‘Logistics’,
‘Metabolism’ and ‘Signalling’). (B) Logistics hub: IMS proteins are involved in distributing mitochondrial proteins to their respective mitochon-
drial sub-compartments. After entering through the TOM, proteins can become sorted into the OMM by the SAM complex. Chaperone com-
plexes in the IMS support this process (small TIMM proteins). The translocase complex of the IMM, TIM23, either sorts proteins with
mitochondrial targeting signals to the IMM or guides them to the matrix, while TIM22 handles members of the mitochondrial carrier family.
OXA1 shuttles proteins into the IMM from the matrix side. Lastly, many soluble IMS proteins are folded by the mitochondrial disulfide relay.
IMS proteins also contribute to folding, quality control and removal of proteins as well as their assembly into protein complexes such as the
MCU or the respiratory chain. Additionally, the IMS plays an important role in transferring metabolites and lipids between cytosol and matrix
and OMM and IMM respectively. PA, phosphatidic acid; CIC, mitochondrial citrate transporter; ANT, adenine nucleotide translocator; TIM,
translocase of the inner membrane. (C) Metabolism: The cristae are functionally important for the formation of an electrochemical potential
across the IMM. This electrochemical potential is utilized to generate ATP in the matrix (OXPHOS). The IMS also harbours enzymes that catalyse
parts of metabolic pathways. For example, coproporphyrinogen oxidase (CPOX) catalyses the penultimate step in porphyrin biosynthesis. Nucle-
otide-converting enzymes balance nucleotide pools and enable their efficient diffusion, membrane transport and enzyme function. They include
adenylate kinase 2 and mitochondrial CK. In the IMM, membrane lipids are converted, for example, production of cardiolipin takes place.
(D) Morphology: Proteins of the IMS and its adjacent membranes define mitochondrial morphology and dynamics. This not only includes
formation of cristae junctions and contact sites by MICOS complex and SAM complex but also balancing membrane fission and fusion by
DRP1 (also DNML1, dynamin-1-like protein) and MFN1/2 (mitofusin 1/2) respectively. (E) Signalling: The IMS is important for signalling pro-
cesses. Regulators of mitochondrial calcium signalling such as MICU1/2 are resident in the IMS and modulate activity of the MCU. The IMS is
an important production site for ROS and therefore is relevant in ROS (depicted as H2O2) release/signalling to the cytosol, for example, via VDACs
in the OMM. Upon apoptotic stimuli and membrane remodelling IMS proteins, for example, cleaved AIF and cytochrome c can be released into
the cytosol. For a detailed description, see text.
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the IMM. Lipid-binding proteins and mitochondrial contact
sites mediate this IMS transfer. Examples are the
SLMO2–TRIAP1 or the PRELID1–TRIAP1 complexes, which
shuttle phospholipids such as phosphatidic acid,
phosphatidylserine and phosphatidylinositol across the IMS
(Potting et al., 2010; Aaltonen et al., 2016). In steroidogenic
cells, members of the StAR family control the supply of
cholesterol to mitochondria and thereby steroidogenesis.

Like lipids, many other metabolites also have to find their
way across the IMS (Figure 2B). They usually cross the OMM
using VDAC channels (porins Por1 and Por2 in yeast) or other
pores. The OMM often is considered a relatively non-specific
‘sieve’ that is permeable formostmolecules up to 5 kDa. How-
ever, recent findings indicate a higher degree of selectivity
and regulation and potentially also the existence of addi-
tional OMM transporters (Kruger et al., 2017). In comparison,
the IMM is impermeable and metabolites require dedicated
transporters – many of which are coupled to the
anti/symport of other metabolites or to the mitochondrial
membrane potential. As there are not IMM transporters for
all metabolites, some metabolites have to be converted to
other metabolites for which transporters exist. For example,
the malate–aspartate shuttle serves to export oxaloacetate
from the matrix to the cytosol or to transfer NADH from the
cytosol to the matrix. As there is no IMM transporter for
oxaloacetate, it has to be converted to aspartate, which can
be transported out of the matrix in an antiport with
glutamate. In the cytosol/IMS [the aspartate aminotransfer-
ase GOT2 is found in the IMS proteome (Hung et al., 2014)],
aspartate is converted back to oxaloacetate, which is reduced

by NADH, yielding malate, which is transported into the
matrix in an antiport with 2-oxoglutarate.

The IMS also plays an important role in metal ion
transport and homeostasis (Cobine et al., 2006). The copper
chaperone for SOD1 (CCS1) and cytochrome c oxidase
copper chaperone 17 (COX17) are both copper ion-binding
IMS proteins that shuttle copper ions into SOD1 or complex
IV of the respiratory chain respectively. Through these two
pathways, the IMS plays an important role in the control of
cellular copper levels and distribution.

Most mitochondrial proteins that are destined for the dif-
ferent mitochondrial compartments have to pass the IMS
(Figure 2B) (Hewitt et al., 2014; Schulz et al., 2015; Backes
and Herrmann, 2017; Wiedemann and Pfanner, 2017). After
passing the translocase of the OMM (TOM complex), matrix
proteins utilize an ATP- and membrane potential-dependent
import route across the translocase of the IMM (TIM23 com-
plex). These proteins are directed by N-terminal presequences
to these transport complexes. IMM proteins use a similar
pathway if they are directed by so-called bipartite
presequences (an N-terminal presequence followed by a
hydrophobic segment) that result in their lateral release from
the TIM23 complex. Alternatively, they use a pathway
employing the TIM22 complex. To this end, IMM proteins
rely on small heterooligomeric chaperones of the IMS
(TIMM9/10, TIMM8/13) to transport them across the IMS to
the TIM22 complex. Another pathway is mediated by the
OXA (oxidase assembly factor) machinery, which mediates
IMM insertion of a small subset of proteins including mito-
chondrial encoded proteins and few nuclear-encoded

Figure 2
(Continued)
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proteins (Funes et al., 2011; Hennon et al., 2015). β-Barrel
proteinsof theOMMalsohave topass the IMSand likewise rely
on these small IMS chaperones to transport them from the
TOM complex to the OMM insertion machinery (also called
the SAM complex). Lastly, IMS proteins can be imported
in a TIM23-dependent manner (bipartite presequences,
e.g. Smac/Diablo or MICU1, in part with specific proteolysis
to turn them into soluble IMS proteins). They can also follow
pathways that do not require N-terminal presequences but
instead rely on folding and cofactor insertion or on conserved
cysteine motifs (see The machinery for disulfide bond forma-
tion section).

IMS proteins are critical not only for the import of pro-
teins but also for the assembly and maintenance of protein
complexes such as the respiratory chain or the mitochondrial
calcium uniplex (MCU) (Vahsen et al., 2004; Petrungaro et al.,
2015; Friederich et al., 2017). Proteins such as COX17,
COX11, SCO1 and SCO2 (synthesis of cytochrome c oxidase
1 and 2) contribute to copper ion insertion into complex IV.
Small IMS proteins such as NDUFB7 and NDUFB10 (NADH:
ubiquinone oxidoreductase subunits) are critical for the
assembly, structural integrity and function of complex I.
IMS proteases like ATP23, HTRA2, LACTB and YME1L1
monitor protein folding states, degrade proteins, prevent
protein aggregation or specifically process IMS proteins for
insertion into different complexes (Quiros et al., 2015). Taken
together, controlled transport and handling of a wide array of
molecules by IMS enzymes constitutes an important charac-
teristic of this interface compartment.

IMS proteins in cellular metabolism
IMS proteins critically contribute to cellular metabolism
(Figure 2C). For example, many IMS proteins contribute to
the respiratory chain either by being part of respiratory chain
complexes or by feeding electrons into the respiratory chain.
The former group includes proteins such as the complex I
subunits NDUFB7, NDUFB10, NDUFS5 and NDUFA8 that
maintain complex I structure and activity (Zhu et al., 2016).
Electrons are fed into the ubiquinone pool by the IMS
localized glycerol-3-phosphate dehydrogenase (GPDH) that
mediates oxidation of cytosolic NADH. Other proteins such
as the augmenter of liver regeneration (ALR), a part of the
mitochondrial disulfide relay (see Themachinery for disulfide
bond formation section) and sulfite oxidase (SUOX) feed
electrons stemming from their respective activities into
complex IV via cytochrome c (Wattiaux-de Coninck and
Wattiaux, 1971; Farrell and Thorpe, 2005). Cytochrome c
mediates electron shuttling between complexes III and IV of
the respiratory chain.

The IMS also contains enzymes that are important for
energy homeostasis (Figure 2C) such as adenylate kinase 2
(AK2), mitochondrial creatine kinase (mCK) and the
nucleoside–diphosphate kinase NME4/NDPK-D. These en-
zymes balance and interchange nucleotide pools (e.g. AK2
converts two ADP to ATP and AMP) and thereby allow
nucleotide exchange over the IMM, synthesis of nucleoside
triphosphates other than ATP, efficient activity of nucleotide
utilizing enzymes (e.g. NME4 increases GTP-loading on the
GTPase OPA1), AMP signalling and short-term storage of
chemical energy (Dzeja and Terzic, 2009).

The IMS also harbours individual enzymes, which are part
of larger multistep metabolic pathways that take place in
multiple compartments (Figure 2C). Coproporphyrinogen
oxidase catalyses the penultimate step in porphyrin biosyn-
thesis, a pathway, which also has reaction steps in the matrix
and the cytosol (Hamza and Dailey, 2012). Another example
is sulfite oxidase, which is an important enzyme in the oxida-
tive degradation of the sulfur amino acids cysteine and me-
thionine. Sulfite oxidase catalyses the oxidation of sulfite to
sulfate and thereby shuttles electrons directly to cytochrome
c (Kappler and Enemark, 2015; Schwarz, 2016). During de
novo pyrimidine biosynthesis, dihydroorotate dehydro-
genase (DHODH) performs the ubiquinone-mediated oxi-
dation of dihydroorotate to orotate (Chen and Jones, 1976).
This is the only mitochondrial step in an otherwise cytosolic
metabolic pathway.

IMS proteins in defining mitochondrial
ultrastructure and biogenesis
Different IMS proteins are responsible for the maintenance of
mitochondrial ultrastructure (Figure 2D). This includes the
formation of cristae and CJs, the establishment of contact
sites between the OMM and IMM and the dynamics of mito-
chondrial morphology. The recent identification of a large
protein complex, the mitochondrial contact site and cristae
organizing system (MICOS) (Harner et al., 2011; Hoppins
et al., 2011; von der Malsburg et al., 2011), provided impor-
tant insights into the determination of mitochondrial ultra-
structure. Two important proteins of this complex are
MIC10 andMIC60. MIC10 forms a complex that is important
for the formation of CJs. It thereby oligomerizes and bends
the IMM for CJ formation (Barbot et al., 2015; Bohnert et al.,
2015). MIC60 contributes to a complex that is crucial for
connecting IMM and OMM at contact sites. Proteins of the
MICOS complex can become post-translationally modified
(Tsai et al., 2018), which might be important to control the
structural plasticity of CJs.

Mitochondrial ultrastructure and biogenesis is also influ-
enced by fusion and fission, two processes that are in part
controlled by IMS proteins. For example, proteolytic process-
ing of the GTPase OPA1 (in yeast: Mgm1) by the IMM prote-
ases YME1L and OMA1 leads to a finely tuned balance
between different forms of OPA1, which are required for fu-
sion and fission (Anand et al., 2014).

The IMS as a signalling compartment
Its interface position also renders the IMS an important sig-
nalling compartment (Figure 2E). The IMS is closely inte-
grated into different cell death networks. It harbours
proapoptotic factors such as apoptosis inducing factor (AIF),
cytochrome c and Smac/Diablo. Upon external and internal
stimuli, OMM permeabilization takes place, and these pro-
teins are released from the IMS to initiate cell death. This goes
along with major structural rearrangements of the IMM and
IMS (cristae membrane remodelling) (Scorrano et al., 2002;
Cipolat et al., 2006; Frezza et al., 2006; Burke, 2017).

The IMS also serves important roles in other signalling
pathways (Figure 2E). For example, release of hydrogen
peroxide (H2O2) from mitochondria has been implied in
hypoxia signalling. It is conceivable that not only H2O2-
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consuming or -generating enzymes of the IMS [such as
peroxiredoxins 3 and 4 (PRDX3/4)], GSH peroxidase 4 (GPx4)
and SOD1) but also the transfer of H2O2 through pores in the
OMM contribute to signal modulation and thus signalling
(Riemer et al., 2015; Diebold and Chandel, 2016; Smith et al.,
2017). Likewise, Ca2+ signalling is integrated in the IMS. The
Ca2+ uniporter (MCU) in the IMM is the central entry gate for
Ca2+ (coming from either the endoplasmic reticulum or out-
side the cell) (Kamer et al., 2014; Penna et al., 2018). The central
regulatory subunits of MCU are MICU1, MICU2 and MICU3.
These IMS proteins with EF hands (similar to other IMS
proteins such as aspartate/glutamate exchangers or ATP-
Mg2+/Pi exchangers) modulate MCU activity, depending on
the local Ca2+ levels (Del Arco et al., 2016).

Cysteine residues in IMS proteins
Of the approximately 150 IMS proteins that have so far been
identified by different proteomic approaches, most contain
conserved cysteines (Figure 3A and Supporting Information
Table S1) (Vogtle et al., 2012; Hung et al., 2014; Petrungaro
et al., 2015; Morgenstern et al., 2017). For many of these pro-
teins, cysteine residues are important for protein folding and
structure, activity and its regulation, as well as IMS localiza-
tion (Figure 3B). Activity can thereby encompass roles in
redox-activity, metal ion binding, [Fe/S] cluster binding and
metabolite coordination. For example, reduced cysteines play
important roles in the copper chaperones SCO1, SCO2 and
CCS1. In these proteins, they complex copper ions and allow
their shuttling to complex IV and SOD1 respectively (Cobine
et al., 2006; Leary, 2010; Nevitt et al., 2012). In IMS creatine
kinase (mCK), a reduced cysteine in its thiolate state is impor-
tant in complexing creatine (Bais and Edwards, 1982; Naor
and Jensen, 2004). Cysteines undergoing cycles between the
reduced and oxidized state are found for example in the
oxidoreductase CHCHD4 (coiled-coil-helix-coiled-coil-helix
domain containing protein 4), in the thioredoxin TRX1 and
theglutaredoxinGRX1aswell as in theperoxiredoxinsPRDX3
and PRDX4 (Hung et al., 2014). Cysteines in structural di-
sulfide bonds are important for the control of mitochon-
drial morphology (CHCHD3/MIC19 and CHCHD6/MIC25
as part of the MICOS complex), of Ca2+ signalling (MICU1,
MICU2) and to facilitate mitochondrial protein import by
the formation of chaperone interaction interfaces (TIMM
proteins, CHCHD4) (Petrungaro et al., 2015; Modjtahedi
et al., 2016). Additionally, the formation of disulfide bonds
is for many proteins closely connected to mitochondrial
import and retention in the IMS (see The machinery for di-
sulfide bond formation section). Because the relevance (if
any) of the conserved cysteine residues in many of the
known IMS proteins remains unclear, it will be highly in-
teresting to widen our understanding of their function in
the future.

Cysteine residue modifications in IMS proteins
Cysteine residues in IMS proteins can undergo diverse and
often reversible post-translational modifications. These
modifications include disulfide bond formation and oxida-
tion to, for example, sulfenic and sulfinic acid but also
nitrosation and persulfidation (Figure 4A). Disulfide bonds

are thereby formed intramolecularly and intermolecularly
with other proteins or small molecules such as GSH
(S-glutathionylation). Oxidation of selected cysteine resi-
dues in proteins (usually peroxidases, for other proteins
very unlikely) to sulfenic, sulfinic and sulfonic acid can be
facilitated directly by H2O2 and depends on the reactivity
of the targeted cysteine residues as well as the local H2O2

concentration.
Introduction of disulfide bonds or S-glutathionylation

usually takes place in an enzyme-mediated fashion (Figure 4B
and for disulfide bond formation, see The machinery for di-
sulfide bond formation section). S-glutathionylation thereby
could take place in a glutaredoxin- or GSH-S-transferase
(GST)-dependent fashion or by addition of GSH onto cysteine
sulfenic acid residues. A glutaredoxin-dependent process
would require a local (at least temporary) accumulation of ox-
idized GSH (GSSG) as glutaredoxins predominantly catalyse
deglutathionylation reactions at the reducing GSH redox po-
tential (EGSH) that is present in the IMS (Gallogly and Mieyal,
2007; Kojer et al., 2012; Fischer et al., 2013; Deponte, 2017).
Although such extreme GSSG accumulation might seem
unlikely, GSH reductase has never been identified in the
IMS in any screen and thus removal of GSSG through
channels in the OMM might be too slow to efficiently re-
move GSSG under specific conditions allowing for protein
S-glutathionylation. Alternatively, S-glutathionylationmight
proceed in a GST-catalysed manner. However, so far, no GST
has been identified in the IMS. Lastly, a H2O2-mediated oxida-
tion of reactive thiols (possibly catalysed by peroxiredoxins)
and subsequent addition of GSH to the newly generated
sulfenic acidmight drive S-glutathionylation.

Nitrosation and persulfidation depend on the availability
of NO and H2S respectively (Bak and Weerapana, 2015;
Wolhuter and Eaton, 2017; Zhang et al., 2017; Paul and
Snyder, 2018). These cysteine modifications are normally
tightly regulated and balanced, and their dysregulation can
result in mitochondrial dysfunction and disease.

Sources of oxidizing power in the IMS
The IMS is adjacent to the respiratory chain, one of the main
sources of ROS in the cell (Murphy, 2009; Wong et al., 2017)
(Figure 4B). The proximal ROS produced at different sites of
the respiratory chain are superoxide anions (O2°

�). They
can be released to both sides of the IMM depending on the
generation site. Towards the IMS, O2°

� are released from the
Qo site of complex III, from the DQ site of DHODH and from
the GQ site of GPDH. At these sites, electrons are transferred
onto or from ubiquinone/ubiquinol (Wong et al., 2017). In
the IMS, two molecules of O2°

� are dismutated rapidly to
H2O2 and O2 by SOD1 of which a fraction is localized to the
IMS (Sturtz et al., 2001). H2O2 generated in the matrix can
also traverse the IMM and contribute to the H2O2 load of
the IMS. Further, ROS-producing IMS enzymes include
P66shc in combination with cytochrome c (Giorgio et al.,
2005) and the flavoproteins ALR (see The machinery for di-
sulfide bond formation section) (Bihlmaier et al., 2007;
Daithankar et al., 2012), and MAO-B, which in rat has been
shown to face the IMS (Wang and Edmondson, 2011). The ex-
tent of ROS production by these enzyme systems remains
however unclear.
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H2O2 in the IMS can diffuse further to the cytosol, very
likely in a process that is facilitated by pores in the OMM such
as the VDACs. In addition, it can react with dedicated han-
dling enzymes of the peroxiredoxin and GSH peroxidase fam-
ily. Of these, mammalian PRDX3 and PRDX4 as well as GPX4
have been identified in the IMS (Hung et al., 2014). Data from

yeast Gpx3 could indicate that even more redox enzymes
might find their way into the IMS under specific conditions.
Yeast Gpx3 is translated from an upstream start codon under
conditions of oxidative stress, which results in a protein with
mitochondrial targeting information that finds its way into
the IMS (Gerashchenko et al., 2012; Kritsiligkou et al., 2017).

Figure 3
Conserved cysteines in mammalian IMS enzymes. (A) The list of IMS proteins (Supporting Information Table S1) was analysed for cysteine pres-
ence and their conservation. Many IMS proteins contain at least one conserved cysteine while only a few IMS proteins contain non-conserved
or no cysteines. Conservation was assessed in Homo sapiens (H.s.), Mus musculus (M.m.), Rattus norvegicus (R.n.), Danio rerio (D.r.) and Xenopus
laevis (X.l.). (B) Examples for the function of conserved cysteine residues. (1) Reduced cysteines can act in metal ion transfer. Specifically, SCO1/
2 can chelate copper and transfer it onto COX2, which assembles into complex IV of the respiratory chain. (2) Reduced cysteines can act in
substrate binding sites. In CK, a reduced cysteine in its binding groove is involved in orientating creatine for phosphorylation. (3) Redox-active
cysteines are involved in oxidative folding while structural disulfides form a binding groove. In CHCHD4, the redox-active cysteines C53 and
C55 oxidize substrates during oxidative folding. The structural disulfides stabilize the hydrophobic binding groove necessary for substrate rec-
ognition. (4) Redox-active cysteines are involved in the detoxification of H2O2. PRDX3/4 contain redox-active cysteines, which are oxidized by
H2O2, while H2O2 is reduced to H2O. (5) Structural disulfides are necessary for complex assembly. CHCHD3/6 are oxidatively folded via the
disulfide relay. The stable fold conferred by two disulfides per protein allow for stable insertion into the MICOS complex. (6) Structural
disulfides lead to protein dimerization. MICU1/2 form a disulfide-linked heterodimer, which allows for calcium-dependent regulation of the
MCU. For a detailed description, see text.
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Figure 4
Cysteine modifications in the IMS. (A) Cysteine modifications. The reactive thiol group of cysteine residues can exist in the protonated state or as
the deprotonated thiolate anion. This thiol group can be further modified as indicated. (B) Various thiol modifications are introduced into IMS
proteins. (1) ROS-generation in the IMS. Transfer of a single electron to O2 leads to formation of superoxide anion (O2°

�). Superoxide generators
of the IMS include complex III of the respiratory chain (CIII), the ALR, and GPDH. Superoxide is enzymically converted to H2O2 by SOD1.
Dihydroorotate dehydrogenase (DHODH) can generate O2°

� and H2O2. Likewise, MAO B and p66Shc have been reported to directly generate
H2O2. (2) Cysteine modification by H2O2. H2O2 can result in the direct oxidation of target thiols (–SH) to sulfenic (–SOH), sulfinic (–SO2H) and
sulfonic (–SO3H) acid depending on thiol reactivity and H2O2 availability. Most protein thiols exhibit low reactivity towards H2O2 and will thus
be primarily metabolised by dedicated H2O2-scavenging enzymes such as peroxiredoxins (PRDX). PRDX3/4 are located in the IMS and their ox-
idation by H2O2 can be reversed by thioredoxins (TRX), but might also be passed on to other proteins. H2O2 also mediates phospholipid (PL) per-
oxidation (PL–OOH). PL peroxidation can be removed by GSH peroxidase-4 (GPX4). (3) The mitochondrial disulfide relay. During oxidative
protein folding, reduced cysteine residues (–SH) are oxidized to disulfide bonds (–SS) by oxidized (ox.) CHCHD4. See Figure 5 for additional de-
tails. (4) S-nitrosations of cysteine residues. Reduced GSH reacts with ·NO to S-nitrosoglutathione (GSNO), inducing S-nitrosations (–SNO). NO is
also able to directly induce S-nitrosations. (5) S-glutathionylation of cysteine residues. Reduced glutaredoxin-1 [GRX1 (–SH)] reacts with GSSG
and becomes glutathionylated [GRX1 (–SSG)]. GRX1 subsequently mediates the S-glutathionylation (–SSG). (6) S-sulfhydration of cysteine resi-
dues. Disulfides and sulfenic acids (–SOH) can react with H2S, resulting in S-sulfhydration (–SSH) of cysteines. Thiols on the other hand can only
be sulfhydrated by H2S in the presence of superoxide anions. (C) Removal of thiol modifications. (1) Reduction of disulfide bonds by the
thioredoxin system (TRX).Thioredoxin 1 (TRX1) is likely to mediate the reduction of disulfides and become oxidized itself. Thioredoxin reductase
(TRXR) reduces TRX1 in an NADPH-dependent manner. (2) Reduction of disulfide bonds and S-glutathionylations by GRX1. GRX1 reduces
disulfides and S-glutathionylated thiols (–SSG) while oxidizing reduced GSH. GSH disulfide (GSSG) is reduced by GSH reductase (GLRX) in an
NADPH-dependent manner.

Cysteines in the intermembrane space

British Journal of Pharmacology (2019) 176 514–531 521



After reaction with H2O2, both PRDX3 and PRDX4 contain a
disulfide bond, which can be reduced by thioredoxins. At
least in yeast, thioredoxin 1 (Trx1) and thioredoxin reductase
1 (Trr1) have also been found in the IMS (Vogtle et al., 2012).
Additionally, PRDX3 and PRDX4 might transfer disulfide
bonds directly onto specific target proteins for redox signal-
ling. Although this has not been shown for IMS proteins,
the concept has been demonstrated in yeast and mammalian
cells for example for the Gpx3-Yap1 and the PRX2-STAT3 axis
respectively (Delaunay et al., 2002; Sobotta et al., 2015). Im-
portantly, the precise concentrations and activities of antiox-
idative enzymes but also the amounts of ROS (H2O2, O2°

�)
produced and present at any given time in the IMS of intact
cells are not known.

Oxidation of cysteine residues in IMS proteins
by mitochondrial ROS
Peroxiredoxins might contribute to cysteine residue oxida-
tion in the IMS. However, a few cysteine residues could also
become directly oxidized by H2O2 due to the potentially high
local concentrations of H2O2 in the proximity of the respira-
tory chain (and potentially low activities of antioxidative sys-
tems in the IMS) (Figure 4B). Moreover, S-glutathionylation
in GS•-, GSNO- or GSSG-dependent and glutaredoxin-
catalysed reactions could contribute to oxidative cysteine
modifications (Starke et al., 2003; Deponte, 2017). In most
proteomic studies that focused on the identification of revers-
ibly modified cysteine residues, approaches were employed
that did not distinguish between these different modifica-
tions. Still some IMS proteins were identified to be differen-
tially modified on their cysteine residues upon specific
stimuli. For example, induction of ROS production by incu-
bation of mitochondria, isolated from rat hearts, with the
complex III inhibitor antimycin A, which results in O2°

� re-
lease to the IMS, led to oxidation of cysteines in IMS proteins
such as TIMM50, VDAC3, OPA1 and AK2 (Bleier et al., 2015).
Oxidative modifications on VDAC3 but also VDAC2 were
also reported by other studies (De Pinto et al., 2016; Reina
et al., 2016a,b). A different study characterizing IMS proteins
as H2O2 targets in yeast mitochondria identified IMS proteins
such as Pet191 and cytochrome b2 (Topf et al., 2018). Neither
study however addressed how these changes influence the ac-
tivity of IMS enzymes and whether these modifications are
reversible.

Reduction of oxidized cysteine residues in IMS
proteins
Different reducing systems are present in the IMS (Figure 4C).
In human cells, the dithiol-glutaredoxin GRX1 (also GLRX) is
localized to the IMS (Pai et al., 2007; Gallogly et al., 2008). It
exhibits rate enhancements for deglutathionylation on the
order of 104 for protein-SSG substrates and thus likely repre-
sents the majority of deglutathionylase activity in the IMS
(Chrestensen et al., 2000). Since kcat and KM values for
glutathionylated proteins increase or decrease in parallel
with the concentration of GSH, maximal rates of
deglutathionylation depend on the GSH redox potential EGSH

of the IMS. In yeast and mammalian tissue culture cells,
IMS-EGSH has been shown to be in the range of its cytosolic
counterpart suggesting that GRX1 efficiently catalyses

deglutathionylation (Kojer et al., 2012; Fischer et al., 2013).
However, in contrast to the cytosol, short-term fluctuations
of EGSH might occur easily in the IMS caused, for example,
by release of ROS. Given the fact that GSH reductase is absent
from the IMS, fluctuations in EGSH might be more stable com-
pared to the cytosol and could thus result in the short-term
accumulation of glutathionylated proteins in the IMS.

Notably, in yeast, it has been directly shown that
glutaredoxins (in this case mainly Grx2) exhibit a lower activ-
ity in the IMS compared to the cytosol (Kojer et al., 2015).
Similar data for mammalian cells are not yet available. In-
stead, the concentration of human GRX1 in the IMS has been
estimated to be approximately 0.1 μM and, together with its
enzyme kinetic parameters, it has been estimated that total
deglutathionylation and GS• scavenging activities should
be similar in the matrix and IMS (Gallogly et al., 2008). How-
ever, direct evidence for this activity in intact cells is lacking.

Besides glutaredoxins, thioredoxin and thioredoxin re-
ductase have been reported to reside in the IMS of yeast and
mammalian cells (Vogtle et al., 2012; Hung et al., 2014). Their
role in counteracting cysteine residue modifications in IMS
proteins has however not been addressed extensively.

Different reducing activities in the IMS, matrix and cyto-
sol might have interesting implications for the kinetics of
the reversal of oxidative modifications and thus the temporal
control of signalling events. In this context, it is interesting to
note that GRX1 levels in the IMS of ageing rats have been
shown to be decreased by 50–60% (Gao et al., 2013). Thus,
reduction–oxidation processes and repair of oxidative dam-
age in the IMS might fluctuate over time.

Thiol nitrosation and persulfidation
Further cysteine modifications that have been reported to oc-
cur in the IMS are thiol nitrosation and persulfidation. These
modifications are facilitated by the signalling molecules NO
(NO through peroxynitrite (ONOO�) formed from NO and
O2°

� (Radi, 2013)) and H2S respectively. Persulfidation has
been reported for example for VDAC1, the carnitine/
acylcarnitine carrier (SLC25A20) and PRDX4
(Giangregorio et al., 2016; Longen et al., 2016). Nitrosation
was for example detected on the IMS proteins VDAC1-3,
PRDX4 and mCK (Lam et al., 2010; Su et al., 2013; Chen
et al., 2014). Also, for these modifications, the precise conse-
quences for enzyme function remain unknown. However, it
is interesting that some proteins might be affected by
different modifications even at the same residue. It will thus
be a major and exciting challenge in the future to unravel the
consequences and the crosstalk of redox modifications of
IMS proteins for mitochondrial function and cellular
physiology.

Formation of structural disulfide bonds
in the IMS

The machinery for disulfide bond formation
In addition to cysteine modifications by ROS and signalling
molecules such as NO and H2S, the IMS also harbours the
machinery for the introduction of structural disulfide bonds
(Figure 5A) (Herrmann and Riemer, 2012; Stojanovski et al.,
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2012; Fischer and Riemer, 2013; Chatzi et al., 2016).
Oxidative protein folding in the IMS is thereby conceptually
very similar to the same processes in other oxidizing
compartments such as the endoplasmic reticulum and
bacterial periplasm (Depuydt et al., 2011; Herrmann and
Riemer, 2014).

In the human IMS, the so-called disulfide relaymachinery
consists of two core components, the oxidoreductase
CHCHD4 (in yeast Mia40) and the sulfhydryl oxidase ALR
(in yeast Erv1). Most information on this system stems from
work on the yeast system or from purified proteins. However,
different primary sequences of Mia40 and CHCHD4 as well as

Figure 5
Enzyme-catalysed disulfide formation in the IMS. (A) The mitochondrial disulfide relay. Disulfide relay substrates are synthesized on cytosolic ribo-
somes and are targeted to the TOMpore (step 1). During translocation, the substrates’mitochondrial IMS-sorting signal (MISS, also ITS) binds the
hydrophobic cleft of CHCHD4 and a mixed disulfide between the substrate and active site cysteines of CHCHD4 is formed (step 2). After releasing
the oxidized and folded substrate (step 3), CHCHD4 is present in a reduced state. Electrons from reduced CHCHD4 are transferred to ALR (step 4).
ALR shuffles electrons onto cytochrome c, which in turn transfers them to complex IV (step 5). The disulfide relay is supported by different auxiliary
factors. RCHY/Hot13 complexes Zn2+ and thereby accelerates oxidation (step a). AIF facilitates CHCHD4 biogenesis and thus ensures the presence
of this critical protein in the IMS (step b). The GSH redox buffer (EGSH) and glutaredoxins proofread wrongly formed or trapped disulfides.
Glutaredoxins are present only in limiting amounts to allow disulfide formation (step c). (B) CHCHD4 substrates fall into three different structural
classes. Proteins that lack classical mitochondrial targeting sequences and instead contain conserved cysteine residues form classes 1 and 2. The
cysteines can either be ordered in twin CX3C of twin CX9C motifs (class 1) or not (class 2). Proteins from both classes acquire disulfide bonds dur-
ing import, and it appears that this also is the prerequisite for mitochondrial accumulation and retention in the IMS. CHCHD4 also oxidizes sub-
strates that rely on N-terminal mitochondrial targeting sequences (MTS) for import (class 3).
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Erv1 and ALR already indicate that there might be differences
between the yeast and human disulfide relays. Indeed, recent
experimental work supports that the mammalian system has
an expanded substrate spectrum (e.g. MICU1, p53 and APE1),
requires additional auxiliary factors (e.g. AIF) and has differ-
ent physiological effects, for instance on the non-conserved
processes of hypoxia and Ca2+ signalling) (Yang et al., 2012;
Hangen et al., 2015; Meyer et al., 2015; Petrungaro et al.,
2015). The basic biochemical mechanisms of oxidative
protein folding by the disulfide relay appear however to be
conserved between yeast and human.

The oxidoreductase CHCHD4 serves a dual role as oxidiz-
ing enzyme and as an import receptor. In a first step,
CHCHD4 recognizes its substrates, which are all synthesized
in the cytosol (Figure 5A, step 1) right after they pass through
the TOM pore (Figure 5A, step 2). In yeast, substrates do not
rely on typical TOM receptor subunits such as Tom22 for
recognition by the TOM complex (Gornicka et al., 2014). To
interact with substrates, CHCHD4 is equipped with two func-
tional parts, a redox-active cysteine-proline-cysteine (CPC)
motif in a flexible N-terminal region and a hydrophobic
patch in a central inflexible core domain (Banci et al., 2009;
Banci et al., 2010; Weckbecker et al., 2012; Koch and Schmid,
2014a; Koch and Schmid, 2014b; Peleh et al., 2016). During
its covalent (formation of a mixed disulfide bond between
CHCHD4 and substrate) and non-covalent (interaction of hy-
drophobic patches in substrate and CHCHD4) interactions
with its substrates, CHCHD4 guides substrates into the IMS,
oxidizes and folds them and possibly even helps to assemble
them into larger complexes if required.

The release of an oxidized substrate leaves the CPC motif
of CHCHD4 in a reduced state (Figure 5A, step 3). For another
reaction with a new substrate, it needs to be reoxidized again.
This reaction is performed by the sulfhydryl oxidase ALR
(Figure 5A, step 4) (Banci et al., 2011a; Kojer et al., 2012;
Fischer et al., 2013; Bien et al., 2010). To this end, each sub-
unit of this homodimeric enzyme contains two redox-active
cysteine pairs. One cysteine pair is situated in a flexible arm
and interacts with the CPC motif of CHCHD4. It then
shuttles electrons to the other cysteine pair, which localizes
to the core domain of ALR. This electron shuttle involves an
intersubunit electron transfer. The core cysteine pair is in
close proximity to the flavin cofactor of ALR. Finally,
electrons are passed on from the flavin cofactor to terminal
electron acceptors (Daithankar et al., 2010; Guo et al., 2012)
(Figure 5A, step 5). Under most conditions, this is
cytochrome c, which then passes the electrons on to complex
IV of the respiratory chain leading to the formation of water
(Farrell and Thorpe, 2005; Bihlmaier et al., 2007; Kojer et al.,
2012). Under conditions of accumulation of reduced
cytochrome c (or its absence), ALR can also utilize molecular
oxygen as electron acceptor, however at the expense of
producing H2O2 and with lower efficiency (Farrell and
Thorpe, 2005; Bihlmaier et al., 2007). Alternatively, under
hypoxic/anoxic conditions, the machinery can also utilize
metabolic dehydrogenases at least in yeast (e.g. fumarate
reductase Osm1) as electron acceptor (Neal et al., 2017).

Furthermore, CHCHD4 activity is supported by different
‘auxiliary’ factors (Figure 5A, steps a–c). The yeast homologue
of RCHY, Hot13, abstracts zinc ions from the reduced cyste-
ine residues of CHCHD4 substrates (and possibly also from

the CPC motif of the oxidoreductase) and thus improves
oxidation kinetics (Mesecke et al., 2008). A link to cellular
NADH levels is provided by the interaction of CHCHD4 with
the protein apoptosis inducing factor (AIF) (Figure 5A, step b)
(Hangen et al., 2015; Meyer et al., 2015). AIF mediates the
mitochondrial import of CHCHD4 by recognizing the
N-terminal 20–40 amino acids in CHCHD4. To this end, AIF
has to dimerize which it does only upon binding of NADH.
As CHCHD4 levels are limiting for substrate oxidation and
import, this implies that oxidative folding kinetics and hence
IMS protein import is controlled by the dynamics of the
NADH/NAD+ ratio in the IMS. This specific role of AIF in the
disulfide relay is not conserved to yeast, most likely because
yeast Mia40 contains a bipartite mitochondrial targeting se-
quence that drives it into the mitochondrial IMS. Notably,
AIF appears not to be essential for mitochondrial import of
CHCHD4 as overexpression of CHCHD4 can result in the
accumulation of CHCHD4 in mitochondria even upon con-
comitant AIF depletion (Meyer et al., 2015). Moreover, work
on yeast cells with human CHCHD4 and ALR demonstrated
that both proteins can enter the yeast IMS even in the ab-
sence of AIF (Chacinska et al., 2008; Sztolsztener et al., 2013).

CHCHD4 activity and oxidative protein folding are also
linked to the GSH pool of the IMS (Figure 5A, step c). Like
the cytosol, the IMS contains a highly reducing local GSH
pool (Kojer et al., 2012; Fischer et al., 2013). In contrast to
the cytosol, disulfide formation takes place for a wide variety
of proteins in the IMS. In yeast, this is due to carefully
balanced limiting amounts of glutaredoxin 2 (Grx2) in the
IMS that directly influences the CHCHD4 redox state, the
kinetics of oxidative folding and isomerization of substrates
(Kojer et al., 2015) to an extent which still allows efficient
Mia40 activity. The interplay with GSH also raised the ques-
tion whether Mia40/CHCHD4 can serve as disulfide isomer-
ase as many other oxidoreductases. In vitro results support
such a function albeit at very low activity (Bien et al., 2010;
Koch and Schmid, 2014a; Hudson and Thorpe, 2015).

Besides their roles in oxidative protein folding, both core
components of the disulfide relay, ALR and CHCHD4, have
also been implicated in other extra-mitochondrial roles. This
includes somewhat conflicting roles in iron sulfur cluster
homeostasis and mitochondrial iron sulfur cluster export
(Lange et al., 2001; Banci et al., 2011b; Spiller et al., 2013; Ozer
et al., 2015; Haindrich et al., 2017). ALR has also been linked
to the control of mitochondrial fission (Todd et al., 2010),
and CHCHD4 levels influence the hypoxia response (Yang
et al., 2012).

Substrates of the mitochondrial disulfide relay
Approximately 150 soluble proteins or proteins with soluble
domains exposed to the IMS have so far been identified. More
than a third of these proteins are targets of the mitochondrial
disulfide relay and are thus likely to contain disulfide bonds
(Petrungaro et al., 2015). The disulfide bonds and the in-
volved cysteine residues of these substrates generally serve
two purposes – they allow covalent interactions with the
import receptor CHCHD4 and they provide the high stability
of the mature protein fold. These substrate proteins fall into
three groups (Figure 5B): (i) classical substrates that contain
four conserved cysteine residues arranged in twin CX3C
(small TIMM proteins) or twin CX9C motifs (or very similar
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motifs, e.g. proteins of the CHCHD family). Cysteines in
these proteins are situated in antiparallel helices, which are
brought together by disulfide formation. Notably, after
oxidation, one of the two formed disulfide bonds is non-
consecutive. The proteins of this family lack classical
targeting signals for the IMS and instead rely on oxidative
folding and interaction with CHCHD4 for IMS import. Thus,
if these proteins fail to become oxidized (e.g. because the ma-
chinery for oxidative folding is defective), they will accumu-
late in the cytosol (Fischer et al., 2013). (ii) Substrates with
different conserved cysteine patterns. These proteins such as
Atp23 in yeast (Weckbecker et al., 2012) or NDUFB10 in hu-
man cells (Friederich et al., 2017) contain, in part, very com-
plex cysteine patterns and no mitochondrial targeting
sequence. These proteins demonstrate the great versatility
of CHCHD4 in handling proteins with diverse structures.
Similar to twin CX9C and twin CX3C substrates, these
proteins do not become imported into the IMS if disulfide
formation fails. (iii) Substrates with conserved cysteines and
mitochondrial targeting sequences. Representatives of this
family are MICU1 (Patron et al., 2014; Petrungaro et al.,
2015), Mrp10 (Longen et al., 2014), Tim22 (Wrobel et al.,
2016) and Tim17 (Ramesh et al., 2016) (for the latter three
proteins demonstrated in yeast). MICU1 is equipped with a
mitochondrial targeting sequence and thus its mitochondrial
import is independent of CHCHD4. It contains one con-
served cysteine close to its C-terminus that is oxidized by
CHCHD4 and allows dimerization with its orthologue
MICU2 (Petrungaro et al., 2015). Interestingly, this disulfide
is required for the regulation of mitochondrial Ca2+ uptake.
Absence of the disulphide results in increased mitochondrial
Ca2+ uptake. In the presence of the disulfide bond, the
MICU1-MICU2 heterodimer binds to the Ca2+-transporter
MCU, depending on the IMS Ca2+ levels (Petrungaro et al.,
2015). Mrp10 is a matrix protein and part of the mitochon-
drial ribosome. In yeast, it becomes oxidized byMia40 during
transit to the matrix that is driven by an unconventional
proline-rich matrix-targeting sequence (Longen et al., 2014).

The disulfide relay appears also to be responsible for the
mitochondrial accumulation of proteins that upon stress re-
locate from the cytosol to the mitochondria or are in general
dually localized. These proteins include p53 (Zhuang et al.,
2013) and APE1 (Vascotto et al., 2011; Barchiesi et al., 2015).

Strikingly, most if not all conserved cysteines, which
interact with CHCHD4, are located in α-helices in close
proximity to hydrophobic amino acids. These hydrophobic
areas have been shown to bind the hydrophobic patch of
the core region of CHCHD4 and thereby serve as IMS-
targeting signals called MISS or ITS (Milenkovic et al., 2009;
Sideris et al., 2009; Koch and Schmid, 2014b).

Cysteines in IMS proteins in disease
IMS proteins fulfil essential functions. Due to the wide sub-
strate spectrum of the mitochondrial disulfide relay machin-
ery and their important functions, missense mutations in
the machinery for oxidative protein folding or in its sub-
strates can result in severe disease phenotypes (Figure 6A).
For example, mutations in COX6B1 sub-unit result in
mitochondrial complex IV deficiency and severe infantile

encephalomyopathy (Massa et al., 2008). Another example
are mutations in CHCHD10 that can lead to amyotrophic
lateral sclerosis (ALS)/frontotemporal dementia or
Charcot–Marie–Tooth disease (Auranen et al., 2015; Straub
et al., 2018). Some of the mutations associated with the mito-
chondrial disulfide relay can be traced back directly to defects
in redox processes and disulfide formation and will be
discussed below.

Disulfide relay components in disease
The core components of the mitochondrial disulfide relay,
CHCHD4 and ALR as well as AIF, have all been implicated
in different disease phenotypes. In human breast cancer and
glioma, increased CHCHD4 expression correlates with in-
creasing tumour grade and reduced patient survival (Yang
et al., 2012). This is most likely because overexpression of
CHCHD4 in tumour cells enhances HIF-1α protein stabiliza-
tion in hypoxic conditions and thus improves the hypoxia
response, which is critical for tumour development. The
molecular basis for this phenomenon is not yet understood.

Mutations in AIF are manifested as familial X-linked
diseases. Either AIF mutations cause severe paediatric
mitochondriopathy linked to reduced expression and func-
tion of respiratory chain complexes or they cause the
Cowchock syndrome (Ghezzi et al., 2010; Berger et al., 2011;
Rinaldi et al., 2012). Recent data indicate that most of these
phenotypes of AIF mutation might be due to the absence of
CHCHD4, which depends on AIF for its mitochondrial
import (Hangen et al., 2015).

For the ALR gene, there is one report of a mutation that
results in a point mutation (R194H) in the ALR protein
(Di Fonzo et al., 2009). This mutation causes an infantile
mitochondrial disorder, which presents with progressive my-
opathy and partial combined respiratory-chain deficiency,
congenital cataract, sensorineural hearing loss and develop-
mental delay. On a molecular level, respiratory chain com-
plexes I, II and IV are reduced in their activity, substrates of
the mitochondrial disulfide relay are reduced in their levels,
mitochondria exhibited an abnormal ultrastructural mor-
phology with an enlarged IMS and mitochondrial DNA dele-
tions accumulated more quickly. Later studies revealed that
the R194H mutation in ALR renders the protein less stable
by decreasing its melting temperature, by increasing the rate
of FAD dissociation from the holoenzyme and by enhancing
the susceptibility to reduction of the intersubunit disulfide
bonds in ALR by reduced GSH (Daithankar et al., 2010;
Ceh-Pavia et al., 2014). Taken together, these data point to a
dysregulated (probably more reduced) CHCHD4 redox state
caused by lowered amounts of active ALR.

Cysteine mutations and impairment in
oxidative folding in disulfide relay substrates
that lead to diseases
Loss-of-function mutations in the DDP1/TIMM8A gene
result in theMohr–Tranebjaerg syndrome, which is a progres-
sive, neurodegenerative disorder (Hofmann et al., 2002;
Roesch et al., 2002). Amissense mutation known to cause this
clinical phenotype is a cysteine to tryptophan exchange at
position 66 (C66W, Figure 6B). Notably, the mutated human
TIMM8/DDP1 is still efficiently imported into the IMS of
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isolated mitochondria. However, TIMM8/DDP1 with the
C66W mutation loses its ability to assemble into a hetero-
hexameric 70-kDa complex with its cognate partner protein
human TIMM13 and thus fails to complement the function
of its yeast homologue Tim8.

Compound heterozygous mutations in the NDUFB10
gene lead to a protein in which the conserved cysteine 107
is mutated to a serine (C107S, this cysteine is involved in a di-
sulfide bond in NDUFB10) (Friederich et al., 2017) (Figure 6B).
The affected infant died from fatal infantile lactic acidosis
and cardiomyopathy. On a molecular level, NDUFB10 levels
are strongly diminished in muscle and heart cells and less so
in liver and fibroblasts. This in turn is due to failure of
mitochondrial accumulation of NDUFB10. As a result,
complex I biogenesis is perturbed at a late stage, and conse-
quently, tissues from the infant had profoundly decreased
activity of respiratory chain complex I in muscle, heart and
liver. Interestingly, the phenotypes manifested to a very
different extent in different tissues. While NDUFB10 and
complex I activity were almost completely absent in muscle
and heart, protein level and activity were almost normal in
fibroblasts. This also implies that, despite the cysteine
mutation, under certain conditions NDUFB10 can become
imported, folded and assembled into complex I. The

differences between the tissues might be explained by differ-
ences in redox environment, quality control and NDUFB10
turnover.

Mutations in the genes of COA5 and COA6 result in pro-
teins with an A53P or a W66R mutation respectively
(Huigsloot et al., 2011; Baertling et al., 2015) (Figure 6B).
Although both mutations do not directly involve cysteine
residues, they are close to the conserved cysteine residues in
both proteins. Based on their position in the structure of both
proteins, they are very likely to destroy the helix–loop–helix
motif or the interaction with CHCHD4. Both mutations
result in fatal infantile cardioencephalomyopathy due to
cytochrome c oxidase deficiency and lactic acidosis.

Concluding remarks
The mitochondrial IMS is an important sub-compartment at
the interface of cytosol and mitochondria with a complex
and only poorly explored redox biology. Many IMS proteins
contain conserved cysteine residues, and for some, post-
translational modifications to disulfide bonds have been
demonstrated. In spite of our lack of knowledge on the func-
tion of most conserved IMS cysteines, various diseases caused

Figure 6
Cysteine-linked defects in IMS enzymes associated with disease. (A) Substrates of the mitochondrial disulfide relay associated with disease pheno-
types. Mutations in genes of diverse CHCHD4 substrates result in the indicated diseases. The CHCHD4 substrates are sorted according to their
function as described in Figure 2 (also see Supporting Information Table S1). (B) Examples of CHCHD4 substrate mutations in which disulfide for-
mation is affected. For TIMM8A (C66W) and NDUFB10 (C107S), cysteine mutations were reported to result in human disease. Specifically, these
mutations affect disulfide formation, oxidative folding and mitochondrial import of TIMM8A and NDUFB10 that results in incomplete formation
of the TIMM chaperone complex and complex I of the respiratory chain respectively. Disease-associated mutations in COA5 (A53P) and COA6
(W59C/W66R) affect residues in proximity to cysteines which probably interferes with disulfide formation. For a detailed description, see text.
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by their mutation underline their importance. It is however
quite astonishing that distinct mutations result in highly
organ-specific phenotypes (e.g. NDUFB10 mutation which
leads to defect in liver and heart and normal levels and func-
tion in fibroblasts), and it will thus in the future be necessary
to explore the mitochondrial disulfide relay and its substrates
in a tissue-specific manner. Moreover, we do not have many
pharmacological tools to interfere with the mitochondrial di-
sulfide relay in vivo. One set of lowMW inhibitors was discov-
ered recently that will inhibit ALR oxidase activity (Dabir
et al., 2013). With this inhibitor in hand, a role of ALR in hu-
man embryonic stem cell homeostasis was demonstrated.
The future development of additional pharmacological tools
might contribute to a further understanding of IMS redox
biology and disulfide formation in vivo.

Nomenclature of targets and ligands
Key protein targets and ligands in this article are hyperlinked
to corresponding entries in http://www.guidetopharma-
cology.org, the common portal for data from the
IUPHAR/BPS Guide to PHARMACOLOGY (Harding et al.,
2018), and are permanently archived in the Concise Guide
to PHARMACOLOGY 2017/18 (Alexander et al., 2017a,b).
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