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SUMMARY

Mitochondrial complex I harbors 7mitochondrial and
38 nuclear-encoded subunits. Its biogenesis re-
quires the assembly and integration of distinct inter-
mediate modules, mediated by numerous assembly
factors. The mitochondrial complex I intermediate
assembly (MCIA) complex, containing assembly fac-
tors NDUFAF1, ECSIT, ACAD9, and TMEM126B, is
required for building the intermediate ND2-module.
The role of the MCIA complex and the involvement
of other proteins in the biogenesis of this module is
unclear. Cell knockout studies reveal that while
each MCIA component is critical for complex I as-
sembly, a hierarchy of stability exists centered on
ACAD9. We also identify TMEM186 and COA1 as
bona fide components of the MCIA complex with
loss of either resulting in MCIA complex defects
and reduced complex I assembly. TMEM186
enriches with newly translated ND3, and COA1 en-
riches with ND2. Our findings provide new functional
insights into the essential nature of the MCIA com-
plex in complex I assembly.

INTRODUCTION

Mitochondrial complex I is the first enzyme of the oxidative phos-

phorylation (OXPHOS) system and is required for the generation

of the proton motive force driving ATP production and normal

mitochondrial function (Hirst, 2013; Sazanov, 2015). In humans,

complex I is composed of 45 subunits that are encoded by 44

genes, because one subunit (NDUFAB1) is located in two distinct

regions of the enzyme. Complex I is encoded by both the nuclear

and mitochondrial genomes and requires at least 15 assembly

factors for its biogenesis (Formosa et al., 2018; Sánchez-Cabal-

lero et al., 2016a; Zhu et al., 2016). Fourteen core subunits are

required for substrate oxidation, electron transport, and proton

translocation. The remaining accessory/supernumerary sub-

units form a proteinaceous cage that surround these core sub-

units (Fiedorczuk et al., 2016; Zhu et al., 2016), and most are
This is an open access article under the CC BY-N
required for assembly, stability, and hence, activity of the

enzyme (Stroud et al., 2016). Complex I further assembles into

higher ordered respiratory supercomplexes with complex III

and complex IV (Letts et al., 2019; Schägger and Pfeiffer,

2000, 2001). The function of these supercomplexes is still under

debate with proposed roles including substrate channeling,

complex stability, assembly, and membrane organization (Bian-

chi et al., 2004; Fedor and Hirst, 2018; Guo et al., 2017; La-

puente-Brun et al., 2013; Letts et al., 2016, 2019; Milenkovic

et al., 2017; Protasoni et al., 2020). It has also been demon-

strated that loss of complex III reduces the levels of/or impedes

assembly of complex I, suggesting a dynamic interplay between

the respiratory enzymes during their biogenesis (Acı́n-Pérez

et al., 2004). Indeed, models for the assembly of the supercom-

plex include partially assembled complex I integrating with as-

sembly intermediates of complexes III and IV (Moreno-Lastres

et al., 2012), or assembly of complex I and IV against a complex

III scaffold (Protasoni et al., 2020), while other evidence supports

the formation of the supercomplex from pre-existing, fully

assembled enzymes (Acin-Pérez et al., 2008; Guerrero-Castillo

et al., 2017).

Complex I biogenesis requires the synthesis and inner mem-

brane insertion of the seven core mtDNA-encoded subunits—

ND1, ND2, ND3, ND4, ND4L, ND5, and ND6 (Formosa et al.,

2018; Sánchez-Caballero et al., 2016a). Insertion appears to

take place in a co-translational manner via the insertase

OXA1L (Thompson et al., 2018). The remaining subunits are all

nuclear-encoded and are imported into mitochondria. The ma-

jority are imported into the matrix where they assemble into ma-

trix arm intermediates (Q- and N-modules), while other subunits

assemble in specific modules at the membrane with mtDNA-en-

coded subunits (Dunning et al., 2007; Lazarou et al., 2007;

Stroud et al., 2016; Ugalde et al., 2004; Vogel et al., 2007a). In

cells with mutations in mtDNA-encoded subunits, a number of

assembly intermediates have also been observed that accumu-

late with both mitochondrial and nuclear encoded subunits (Per-

ales-Clemente et al., 2010). This includes the ND1-module (also

referred to as PP-a) and ND2-module (PP-b) that are part of the

proximal membrane arm and the ND4-module (PD-a) and ND5-

module (PD-b) that are part of the distal membrane arm (Guer-

rero-Castillo et al., 2017; Sánchez-Caballero et al., 2016a).

Assembly factors play a prominent role in the biogenesis of
Cell Reports 31, 107541, April 21, 2020 ª 2020 The Author(s). 1
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Figure 1. Complex I Assembly Intermediates Are Disrupted in

Accessory Subunit KO Mitochondria

(A and B) Mitochondria from indicated cell lines were solubilized in digitonin

and analyzed by BN-PAGE and immunoblotting (IB) for (A) ACAD9 and (B)

TIMMDC1. #, ACAD9 ~450 kDa complex. y, TIMMDC1 ~400 and 440 kDa

complexes. *, ~680 and 720 kDa complexes. A portion of the Coomassie

stained blot (CBB) with complex V (CV) shown serves as a loading control.
complex I and perform functions that include the post-transla-

tional modification of subunits (Rhein et al., 2013, 2016; Zurita

Rendón et al., 2014), delivery of cofactors (Sheftel et al., 2009),

insertion of proteins into the inner membrane, and stabilization

of partially assembled, intermediate modules (Formosa et al.,

2018). In cases where complex I subunits are damaged or as-

sembly is compromised, they are degraded by mitochondrial

proteases to maintain mitochondrial integrity and to prevent pro-

duction of reactive oxygen species (Pryde et al., 2016; Puchades

et al., 2019; Zurita Rendón and Shoubridge, 2012; Stiburek et al.,

2012).

In this study, we focus on the role of the mitochondrial com-

plex I intermediate assembly (MCIA) complex, an inner mem-

brane machine composed of numerous assembly factors whose

function is poorly understood, but converges on the biogenesis

of the ND2-module. The MCIA complex is composed of core

subunits NDUFAF1 (Vogel et al., 2005), ECSIT (Vogel et al.,

2007b), ACAD9 (Nouws et al., 2010), and TMEM126B (Heide

et al., 2012). The assembly factor TIMMDC1 has also been iden-

tified in association with theMCIA complex and stalled complex I

intermediate (Andrews et al., 2013; Guarani et al., 2014). Patho-

genic mutations have also been identified in NDUFAF1 (Dunning

et al., 2007; Fassone et al., 2011), ACAD9 (Haack et al., 2010;

Nouws et al., 2010), TMEM126B (Alston et al., 2016; Sánchez-

Caballero et al., 2016b), and TIMMDC1 (Kremer et al., 2017).
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In addition, complexome analysis—correlative analysis of pro-

teins that migrate together on blue-native gels—revealed that

TMEM186 and COA1 co-migrate with complex I assembly inter-

mediates that contain knownMCIA complex components (Guer-

rero-Castillo et al., 2017). As yet, a direct role for TMEM186 and

COA1 in complex I assembly has not been experimentally vali-

dated. Here, we find the known core MCIA subunits are critical

for complex I assembly with a dynamic interplay between the

stability of subunits, while TMEM186 and COA1 serve important,

yet more peripheral roles in assembly of the enzyme.

RESULTS

Loss of Complex I Accessory Subunits Perturbs Steady-
State Assembly Factor Complexes
Guerrero-Castillo et al. (2017) profiled the de novo assembly of

complex I using Blue Native (BN)-PAGE and quantitative mass-

spectrometry, and uncovered at least 10 distinct intermediate

complexes containing various assembly factors. This included

the MCIA and TIMMDC1 modules forming an intermediate con-

taining the Q/ND1 and ND2 modules (designated Q/PP). The

MCIA-ND2 module was also found in an independent ND4 as-

sembly (PP-b/PD-a). However, under homeostatic conditions

where a population of complex I and intermediates is always pre-

sent, theMCIA and TIMMDC1 complexes resolve as a number of

more defined complexes on BN-PAGE (Figure 1). ACAD9-con-

taining complexes from control mitochondria consist of a major

species at ~450 kDa (Figure 1A, lanes 1 and 32, marked with #)

and a larger doublet of ~680 kDa and ~720 kDa (Figure 1A, lanes

1 and 32, marked with an asterisk [*]). TIMMDC1 is found in

steady-state complexes of ~400 kDa, 440 kDa (Figure 1B, lanes

1 and 32, marked with a cross [y]), plus two larger complexes

similar to that seen for ACAD9 (Figure 1B, lanes 1 and 32, *).

We first sought to determine how these complexes were

affected in mitochondria lacking individual complex I subunits

belonging to defined modules that we previously characterized

(Stroud et al., 2016). Loss of subunits from the NADH-dehydro-

genase (N-) module did not affect the appearance of either

ACAD9 or TIMMDC1 modules (lanes 2–8), supporting earlier

studies that N-module assembly occurs last in assembly (Laz-

arou et al., 2007; Stroud et al., 2016). Although reduced in levels,

the migration of these complexes was also largely unaffected in

mitochondria lacking subunits belonging to the distal ND5-mod-

ule (lanes 23–31). Variations were apparent in subunit knockouts

(KOs) belonging to the Q, ND1, ND2, and ND4 modules. Loss of

ND4-module subunits also led to loss of the higher complex for

both ACAD9 and TIMMDC1 (lanes 19–22). This suggests that

the higher species represents assembly factors associated in

an intermediate containing the Q/ND1/ND2/ND4 module (i.e.,

Q/PP/PD-a). Furthermore, loss of ND4-module subunits resulted

in robust accumulation of the TIMMDC1 doublet (Figure 1B,

lanes 19–22, labeled with y), with similar changes observed

with loss of ND2-module subunits (Figure 1B, lanes 14–18).

Changes to the higher complexes containing TIMMDC1 in mito-

chondria lacking ND2-module subunits mirrored those observed

for ACAD9, suggesting that most of these complexes represent

associations between assembly factors, the ND1-module, and

crippled ND2-modules. Finally, in mitochondria lacking some



Figure 2. MCIA Complex Subunit Hierarchy

(A) Mitochondrial proteins from control (C) and KO

cell lines were subjected to SDS-PAGE and

immunoblot analysis using antibodies as indi-

cated. SDHA served as a loading control.

(B) Schematic representation depicting the

hierarchy of stability between MCIA complex

components.

(C) BN-PAGE and immunoblot analysis for com-

plex I (NDUFA9).

(D) SDS-PAGE and immunoblot analysis of com-

plex I subunit levels in mitochondria from KO cells.

(E) Mitochondria from control and TMEM126BKO

cells were subjected to alkali extraction or soni-

cation with supernatant (S) and pellet (P) fractions

analyzed by SDS-PAGE and immunoblotting.

See also Figure S1 and Table S1.
of the Q- and ND1-module subunits, ACAD9-containing com-

plexes were perturbed with loss of the accumulation of a higher

molecular weight species (Figure 1A, lanes 10–13). TIMMDC1

complexes were also absent, with the exception of NDUFA3KO

mitochondria (Figure 1B, lanes 9–13). TIMMDC1 complexes

were also absent from NDUFA5KO mitochondria. NDUFA5 is an

accessory subunit of the Q-module, suggesting proper forma-

tion of the Q-module is a requirement for TIMMDC1 to form the

400 kDa and 440 kDa complexes. TIMMDC1 complexes were
also absent in NDUFA8 and NDUFA13

KO mitochondria, except for a low abun-

dant species migrating between the 400

and 440 kDa complexes. In summary,

we conclude that ACAD9 and TIMMDC1

exist in independent, lower molecular

weight steady-state complexes as well

as together in higher molecular weight

species. Our results also suggest that

disruption of any single complex I assem-

bly module can have a large effect on the

behavior of other modules of the assem-

bly pathway and may not be restricted

to the modules directly affected.

The MCIA Complex Is Crucial for
Complex I Assembly
To investigate the interplay of the assem-

bly factors, we generated KO cell lines for

MCIA genes ACAD9, ECSIT, and

TMEM126B and used these together

with previously validated NDUFAF1KO

and TIMMDC1KO cells (Table S1) (Stroud

et al., 2016). Immunoblot analysis of two

independent KO cell lines confirmed loss

of the targeted gene product (Figure 2A).

A dynamic interplay between the stability

of other MCIA assembly factors was also

observed. For example, in the absence of

NDUFAF1, the levels of ECSIT and

TMEM126B were strongly reduced rela-
tive to the control, while ACAD9 was unchanged (Figure 2A,

lanes 1–3). The ECSITKO cell lines mirrored this effect pointing

to the close interaction betweenNDUFAF1 andECSIT (Figure 2A,

lanes 4–6). In the ACAD9KO cells, the levels of NDUFAF1, ECSIT,

and TMEM126B were all reduced relative to the control cells

(Figure 2A, lanes 7–9). However, mitochondria lacking the mem-

brane-integrated TMEM126B retained normal levels of otherma-

trix facing MCIA complex proteins (Figure 2A, lanes 10–15).

Thus, the stability of ACAD9 is independent of other known
Cell Reports 31, 107541, April 21, 2020 3



components of the MCIA complex, while the stability of

TMEM126B is highly dependent on the presence of the NDU-

FAF1, ECSIT, and ACAD9 (Figure 2B). Loss of TIMMDC1 did

not lead to changes in the steady-state levels of any of the

MCIA complex subunits, consistent with its role in the assembly

of an independent complex I assembly module.

BN-PAGE and immunoblot analysis using antibodies against

the complex I subunit NDUFA9 revealed that loss of any individ-

ual assembly factor led to the complete loss of mature complex I

(Figure 2C). Furthermore, specificity of the genome editing was

confirmed by complementation with the wild-type protein en-

coding a C-terminal FLAG epitope (Figure S1A), with a complete

rescue of the complex I defect observed in each case (Figure 2C).

Analysis of respiratory complexes III-V by BN-PAGE also

showed normal levels relative to control mitochondria, with the

only defect observed being the absence of the respirasome

due to loss of complex I (Figures S1B–S1F). SDS-PAGE and

immunoblot analysis revealed a consistent reduction in the levels

of complex I subunits relative to control mitochondria, with the

intermembrane space (IMS) localized NDUFS5 being the most

strongly reduced subunit across all cell lines (Figure 2D). Strong

decreases were also observed for ND1, NDUFA13, NDUFS3,

and NDUFA9, whereas NDUFS2 and NDUFB6 were moderately

decreased. Residual amounts of NDUFA13 and mtDNA-en-

coded ND1 were detected in the absence of NDUFAF1, ECSIT,

ACAD9, and TMEM126B, but no signal was observed in the

TIMMDC1KO cell lines (Figure 2D, compare ND1 and NDUFA13

lanes 1–12 to 13–15). These data support TIMMDC1 having a

prominent role in the biogenesis of ND1 and/or associated pro-

teins, while the MCIA complex functions at a different stage of

complex I assembly (Andrews et al., 2013; Guerrero-Castillo

et al., 2017).

The interdependency of NDUFAF1, ECSIT, ACAD9, and

TMEM126B led us to question if the multi-membrane spanning

TMEM126B acts as the membrane anchor for the peripheral

MCIA complex subunits as previously proposed (Guarani et al.,

2014). In control cells, alkali extraction liberated a portion of

ACAD9, ECSIT, NDUFAF1, and cytochrome c into the superna-

tant fraction following ultracentrifugation (Figure 2E, lane 2),

while the integral membrane proteins TMEM126B and NDUFB8

were present exclusively in the pellet fraction as expected (Fig-

ure 2E, lane 3). Following sonication treatment of control mito-

chondria, cytochrome c was extracted into the soluble fraction

(Figure 2E, lane 4), while the remaining proteins were predomi-

nantly present in the pellet fraction (Figure 2E, lane 5), demon-

strating their association with the inner membrane. Likewise, in

TMEM126BKO mitochondria, ACAD9, ECSIT, and NDUFAF1 re-

mained in the pellet fraction, similar to themembrane-embedded

NDUFB8, while cytochrome c was extracted to the supernatant

(Figure 2E, lanes 7 and 8). These data suggest that TMEM126B is

not the exclusive membrane anchor of the MCIA complex.

The MCIA Steady-State Complex Is Dependent on the
Presence of Core ND2-Module Subunits
In order to gain insights into the behavior of the MCIA complex

upon loss of the individual components, we investigated

steady-state ACAD9-containing complexes. In mitochondria

lacking NDUFAF1 or ECSIT, ACAD9 migrated only as a low mo-
4 Cell Reports 31, 107541, April 21, 2020
lecular weight species (Figure 3A). In the TMEM126BKO and

TIMMDC1KO cell lines, ACAD9 still formed high molecular weight

complexes; however, these appeared to differ in abundance and

distribution relative to control mitochondria. We suggest that

these represent crippled complex I intermediates containing

ACAD9. In contrast, analysis of TIMMDC1 complexes revealed

the stable accumulation of the 400/440 kDa intermediates along

with the presence of a higher molecular weight complex in all

MCIAKOmitochondria (Figure 3B). Taken together, these results

indicate that while all KOs ultimately result in a complex I defect,

NDUFAF1, ECSIT, and ACAD9 are critical to forming all MCIA-

dependent assembly intermediates, while loss of TMEM126B

results in an altered assembly profile indicative of a perturbed as-

sembly pathway.

Given the differences observed in subunit and assembly factor

distribution in these KO cells, we sought to determine if there

was a defect in the synthesis or stability of mtDNA-encoded sub-

units following pulse-chase labeling with [35S]-methionine

(Formosa et al., 2016). In contrast to control cells, we observed

turnover of ND2 in NDUFAF1KO, ECSITKO, and ACAD9 KO cell

lines by 3 h post-chase and no signal detected by 24 h (Figure 3C,

lanes 3–12). In TMEM126BKO cells, newly synthesized ND2 was

present at all time points, suggesting that TMEM126B is not

required for ND2 stability over the 24 h period (Figure 3C, lanes

13–15). TMEM126B showed reduced levels over the chase

time following anisomycin treatment (Figure S2A), and this may

be due to it being particularly labile under stress conditions

(Fuhrmann et al., 2018; MacVicar et al., 2019).

In NDUFAF1KO, ECSIT KO, ACAD9 KO, and TMEM126BKO cells,

newly translated ND1was initially similar to that observed in con-

trol cells (Figure 3C, compare lanes 1 with lanes 4, 7, 10, and 13),

but was reduced at 3 h and 24 h time points (Figure 3C, lanes 4–

15). This was consistent with previous findings that loss of ND2

promoted increased turnover of ND1 (Dunning et al., 2007). In

the TIMMDC1KO cell line, ND2 was present and decreased in a

similar manner to the control cells (Figure 3C, lanes 1–3

compared to lanes 16–18); however, the signal for ND1 was

not detectable even directly following the pulse time point. This

is consistent with TIMMDC1 involved in the biogenesis of ND1,

while the MCIA complex is involved in the biogenesis of the

ND2-module. Finally, it should be noted that the KO lines showed

an apparent increased translation of non-complex I subunits in

comparison to the control cell line. Because the steady-state

levels of OXPHOS complexes are not increased in the knockout

lines (Figure S1), the results suggest potential dysregulation of

transcription or translation of mtDNA-encoded subunits.

Because the ND2-module harbors mtDNA-encoded subunits

ND2, ND3, ND4L, and ND6, we investigated the interaction of

NDUFAF1 and ECSIT with newly synthesized mtDNA-encoded

subunits in further detail. Co-immunoprecipitation analysis re-

vealed a strong interaction of both NDUFAF1 and ECSIT with

ND2 and to a lesser extent with ND1, ND3, and ND4L, which

decreased at 3 h post chase (Figure 3D, compare lanes 3 and

4 with lanes 6 and 7). After 24 h, where subunits have assembled

into complex I, neither NDUFAF1 or ECSIT were found in associ-

ation with mtDNA-encoded subunits (Figure 3D, lanes 9 and 10).

Importantly, the pre-immune sera did not enrich any subunits

(Figure 3D, lanes 2, 5, and 8). Given the relationship of the



Figure 3. Loss of the MCIA Complex Alters

Complex I Assembly Intermediates

(A and B) Mitochondria from indicated cell lines

were solubilized in digitonin and analyzed by BN-

PAGE and immunoblotting for (A) ACAD9 and (B)

TIMMDC1.

(C) Cells were pulsed with [35S]-Met for 2 h and

chased for the indicated times. Isolated mito-

chondria were analyzed by SDS-PAGE and auto-

radiography. ND1, green asterisk; ND2, red

asterisk. IB for TMEM126B, ACAD9 and NDUFAF1

served as controls. Coomassie Brilliant Blue (CBB)

staining was indicative of loading.

(D) Following pulse chase labeling of 143B TK�

cells, mitochondria were isolated and subjected to

co-immunoprecipitation (coIP) using antibodies as

indicated. Elutions were then subjected to SDS-

PAGE and autoradiography.

(E) Samples (0 h) as described in (D) were sub-

jected to chemical crosslinking using DSP, fol-

lowed by coIP under denaturing conditions and

analysis by SDS-PAGE under both reducing and

non-reducing conditions and autoradiography. #,

ND2.

See also Figure S2.
MCIA complex with newly synthesized ND2, we sought to further

investigate how mitochondrial translation inhibition affects the

stability and assembly of this assembly complex. We analyzed

143B control (r+) and r0 cells, which lack mtDNA, as well as con-

trol HEK293T cells grown in the presence of chloramphenicol

(CAP) to inhibit mitoribosome translation. Analysis of these two
treatments showed indistinguishable phe-

notypes when analyzed by SDS-PAGE

and BN-PAGE (Figure S2). We observed

that NDUFAF1, ECSIT, and TMEM126B

protein levels were reduced relative to

their respective controls, as were the

complex I subunits NDUFA13 and

NDUFC2, while ACAD9 was largely unaf-

fected (Figure S2B). Consistent with this,

reduction of MCIA complexes was also

observed (Figures S2C and S2D). These

data suggest that the stability of the

MCIA complex and its constituents is

also dependent on the translation of asso-

ciated mtDNA-encoded subunits.

To differentiate between direct protein-

protein interactions or associative interac-

tions within a complex, chemical

crosslinking using a thiol-cleavable cross-

linker dithiobis-succinimidyl propionate

(DSP) and co-immunoprecipitation was

performed on mitochondrial lysates under

denaturing conditions (Figure 3E).

Following crosslinking under oxidizing

conditions (�DTT), a clear radiolabeled

species was observed in the NDUFAF1

elution samples that was absent in the
pre-immune control (Figure 3E, lanes 2 and 3). Under reducing

conditions where the crosslinker is cleaved (+DTT), the radiola-

beled species observed following elution from NDUFAF1 anti-

bodies was identified as ND2, which was also present after

elution from ECSIT antibodies (Figure 3E, #). Taken together,

these data suggest that while newly synthesized ND2 can be
Cell Reports 31, 107541, April 21, 2020 5
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translated independently of the MCIA complex, it directly con-

tacts NDUFAF1 and ECSIT for further assembly. In the absence

of these assembly factors, ND2 is unstable and degraded.

Identification of TMEM186 as a Component of the MCIA
Complex
It was reasoned that the ~450 kDa MCIA complex seen on BN-

PAGE could not be fully accounted for by the molecular mass

of the known protein constituents. We therefore utilized prox-

imity-dependent biotin identification (BioID) (Roux et al., 2012)

to identify proteins in proximity to the MCIA complex. NDU-

FAF1KO cells were rescued with NDUFAF1 fused to BirA* (NDU-

FAF1BirA*) and biotinylated proteins detected by quantitative

mass spectrometry (Q-MS). All known components of the

MCIA complex, as well as a number of complex I subunits

were enriched in the NDUFAF1BirA* sample (Figure 4A; Table

S2). TMEM186, also significantly enriched in the NDUFAF1BirA*

sample, was recently found to co-migrate with components of

the MCIA complex on BN-PAGE (Guerrero-Castillo et al.,

2017). However, the importance of this protein in the assembly

of complex I has not been addressed. In vitro import analysis re-

vealed that TMEM186 contains a cleavable mitochondrial prese-

quence and its import is dependent on the mitochondrial mem-

brane potential (Figure 4B). TMEM186 is predicated to have two

transmembrane anchors (Krogh et al., 2001). Indeed, TMEM186

with a C-terminal FLAG epitope (TMEM186FLAG) behaves like in-

tegral membrane protein Mic10 in alkali extraction studies, in

contrast to peripheral membrane proteins NDUFAF1, NDUFS2,

and cytochrome c (Figure 4C). Furthermore, submitochondrial

analysis using protease accessibility revealed that TMEM186-
FLAG was protected following outer membrane rupture, indi-

cating that the C-terminal FLAG faces thematrix (Figure 4D). Ma-

trix resident NDUFAF1 and NDUFS2 were also protected from

external protease following swelling, while the IMS-accessible

protein Mic10 was only degraded following outer membrane

rupture. As expected, the cytosolic exposedMfn2was degraded

both with and without swelling (Figure 4D, lanes 2 and 4). Taken

together, these data suggest that TMEM186 is inserted into the

mitochondrial inner membrane, with both the N and C termini

facing the matrix (Figure 4E).
Figure 4. TMEM186 Is a Component of the MCIA Complex

(A) BioID proximity labeling and protein enrichment in NDUFAF1BirA* relative to c

(B) In vitro import analysis of [35S]-TMEM186.

(C) Mitochondria from cells expressing TMEM186FLAG were subjected to alkali e

(D) Mitochondria from cells expressing TMEM186FLAG were subjected to a swell

indicated.

(E) Schematic representation of TMEM186 topology.

(F) Control and TMEM186KO mitochondria were solubilized in digitonin or Triton

Complex II (SDHA) served as a loading control.

(G) Control, TMEM186KO, or rescue (TMEM186KO+TMEM186FLAG) mitochondria

ACAD9 antibodies.

(H and I) Digitonin or Triton X-100 solubilized control or TMEM186KO+TMEM186

beads, followed by BN-PAGE analysis (H) and label-free quantitative proteomics

(J) FollowingmtDNA-encoded subunit labeling, mitochondria were isolated and su

phosphorimaging. Immunoblotting with FLAG and SDHA antibodies served as c

(K) Following CAP treatment, cells were chased and complex I de novo assem

Quantitation of NDUFA9 signal normalized to TOM40, all relative to untreated con

band.

See also Figure S3 and Tables S1, S2, S3, and S4.
We generated KO cell lines of TMEM186 (Table S1). Analysis

of complex I from TMEM186KO cell lines by BN-PAGE showed

only a modest decrease in levels—both in the supercomplex

form (using digitonin solubilization) and holoenzyme form (using

Triton X-100 solubilization) (Figure 4F). Analysis of the steady-

stateMCIA complexes revealed reduced levels and fastermigra-

tion of the lowest MCIA complex that was rescued upon

re-expression of TMEM186FLAG (Figures 4G and S3A, lanes

1–3). In contrast, TIMMDC1 complexes were unaffected (Fig-

ure S3A, lanes 4–6). Complexes III, IV, and V showed no striking

differences in the steady-state levels between control and

TMEM186KO mitochondria (Figure S3B). Furthermore, alkali

extraction and sonication analysis of mitochondria isolated

from control and TMEM186KO cells demonstrated that the pe-

ripheral membrane proteins NDUFAF1, ECSIT, and ACAD9

remained associated with the mitochondrial inner membrane,

suggesting that TMEM186 was not required for the membrane

association of the MCIA complex (Figure S3C).

In order to determine if TMEM186 is a constituent of the MCIA

complex, we performed immuno-enrichment of TMEM186FLAG

complexes using FLAG beads, followed by elution under native

conditions and subsequent analysis by BN-PAGE (Figure 4H).

Using mild digitonin solubilization, TMEM186FLAG was able to

enrich the higher molecular weight ACAD9-containing com-

plexes but not unassembled ACAD9 (Figure 4H). Under the

more stringent, but still native conditions of Triton X-100 solubi-

lization, TMEM186FLAG was only able to enrich the ~450 kDa

complex, suggesting a stronger interaction with this assembly

intermediate. The elutions were also subjected to Q-MS analysis

for an unbiased overview of the protein interaction landscape.

The digitonin solubilized TMEM186FLAG elutions revealed the

significant enrichment of numerous proteins including a number

of complex I subunits and assembly factors, as well as some

subunits of respiratory complexes III and IV and the TIM22 trans-

locase complex (Figure 4I, left panel; Table S3). The most highly

enriched proteins were MCIA assembly factors NDUFAF1, EC-

SIT, and ACAD9, and to a lesser extent TMEM126B. In Triton

X-100 eluates, TMEM186 specifically enriched NDUFAF1, EC-

SIT, and ACAD9 (Figure 4I, right panel; Table S4) whereas com-

plex I, III, and IV subunits were not strongly enriched. TMEM186
ontrol.

xtraction (Na2CO3) followed by SDS-PAGE and immunoblot analysis.

ing and protease protection assay followed by proteinase K incubation where

X-100, followed by BN-PAGE and immunoblotting with NDUFA9 antibodies.

were solubilized in digitonin followed by BN-PAGE and immunoblotting with

FLAG mitochondria were subjected to affinity enrichment using FLAG agarose

(I).

bjected to FLAG affinity enrichment. Eluates were analyzed by SDS-PAGE and

ontrols.

bly analyzed by BN-PAGE. TOM40 served as a loading control. Right panel:

trol (%). Error bars, n = 3, mean ± SEM. The asterisk (*) indicates a non-specific
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Figure 5. COA1 Participates in Complex I Assembly and Is Required for MCIA Complex Stability

(A) SDS-PAGE and immunoblot analysis of COA1 in mitochondria from control and COA1KO cells. SDHA is as a loading control.

(B) Digitonin solubilized mitochondria from control and COA1KO cells were subjected to BN-PAGE and immunoblotting using NDUFA9 antibodies. Complex II

(SDHA) served as a loading control. Relative abundance to control supercomplex (SC) or complex I shown as mean ± SEM, n = 3.

(C) Detergent solubilized mitochondria from control and COA1KO cells were subjected to BN-PAGE and immunoblotting using COX2 antibodies. Complex II

(SDHA) served as a loading control. The diamone (>) indicates previous COX2 signal.

(D) Volcano plot showing proteins with altered abundance in COA1KO mitochondria. Inset: complex I subunit changes mapped onto the structure of complex I

(PDB: 5LDW).

(E) Digitonin solubilized mitochondria from control and COA1KO cells were subjected to BN-PAGE and immunoblotting using antibodies directed to ACAD9,

ECSIT, and TIMMDC1.

(F) Digitonin solubilized mitochondria from control and MCIA KO cells were subjected to BN-PAGE and immunoblotting using COA1 antibodies.

(G) Detergent solubilized mitochondria from control or COA1KO+COA1FLAG mitochondria were subjected to affinity enrichment using anti-FLAG agarose beads.

Elutions were subjected to BN-PAGE and immunoblotting using ACAD9 antibodies.

(H) Samples were prepared as in (G) and subjected to LFQ proteomics.

(legend continued on next page)
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was also enriched with the TIM22 import machinery (TIM22,

TIM29, AGK, and small TIMs). The abundance and mobility of

the TIM22 complex was not changed in TMEM186KO mitochon-

dria (Figure S3D) suggesting that TMEM186 is not part of this

machinery. In vitro import kinetics of TMEM186 into AGKKOmito-

chondria (Kang et al., 2017) appeared similar to control mito-

chondria, in contrast to the TIM22 substrate glutamate carrier

(GC1) (Figure S3E), indicating that TMEM186 is not dependent

on the TIM22 complex for its biogenesis. Given these findings,

along with the presence of an N-terminal cleavable presequence

that is typically seen for proteins imported via the TIM23-sorting

pathway (Kang et al., 2018), the interaction between TMEM186

and the TIM22 machinery may be non-specific due to overex-

pression of the FLAG-tagged protein.

Next, control and TMEM186FLAG-expressing cells were pulse

labeled with [35S]-methionine and subjected to co-immunopre-

cipitation using FLAG beads. As can be seen (Figure 4J), ND3

was the most enriched subunit under both digitonin and Triton

X-100 solubilization conditions. TMEM186FLAG also specifically

enriched ND2 and ND4L. We conclude that TMEM186, indeed,

interacts with the core MCIA members NDUFAF1, ECSIT, and

ACAD9, as part of the assembly of the ND2 module with a

possible role in biogenesis of the ND3 subunit.

Because the loss of TMEM186 does not block complex I

biogenesis, we investigatedwhether the rate of de novo complex

I assembly was altered in the KO cells. Steady-state respiratory

complexes were depleted from control, TMEM186KO clones,

and rescue cell lines by CAP treatment for 96 h. CAP was then

removed and de novo assembly of complex I analyzed (Fig-

ure 4K). In both TMEM186KO cell lines, the rate of complex I as-

sembly was decreased to ~40% of control mitochondria, while

this defect was rescued upon expression of TMEM186FLAG (Fig-

ure 4K). We conclude that, while TMEM186 is not an essential

component of the complex I assembly machinery, loss of

TMEM186 is refractory to the optimal function of the MCIA com-

plex resulting in reduced assembly of complex I.

COA1 Is Required for Complex I Assembly, but
Dispensable for Complex IV Assembly
Guerrero-Castillo et al. (2017) recently proposed that the previ-

ously reported complex IV assembly factor COA1 (also known

as MITRAC15) (Mick et al., 2012) may play a role in the biogen-

esis of complex I because it co-migrated on BN-PAGEwith com-

ponents of the MCIA complex and assembly intermediates.

Consistent with this, we found that under mild conditions of digi-

tonin solubilization, COA1 was also enriched with TMEM186FLAG

(Figure 4I). The importance of COA1 in complex I assembly how-

ever, was not specifically addressed. We generated and vali-

dated COA1KO cells (Figure 5A; Table S1). BN-PAGE analysis

revealed that complex I still assembled in the COA1KO cell lines

but at an ~50% reduction in comparison to control mitochondria

(Figure 5B). In contrast to previous reports using COA1 depletion

by RNA interference (Mick et al., 2012), knockout of COA1 did
(I) Pulse labeled mtDNA-encoded subunits from control or COA1KO+COA1FLAG

phosphorimaging. Immunoblotting with COA1 and SDHA antibodies served as c

(J) Digitonin solubilized mitochondria were subjected to BN-PAGE and immunob

See also Figure S4 and Tables S1, S5, S6, and S7.
not appear to have an effect on complex IV levels (Figures 5C

and S4A). No differences were observed in the levels of complex

III (Figure S4B) or complex V (Figure S4C).

Stable isotope labeling by amino acids in cell culture (SILAC)

and Q-MS analysis revealed reduced levels of NDUFAF1 and

ECSIT in COA1KO mitochondria as well as complex I subunits

belonging to the ND2-module (Figure 5D; Table S5), consistent

with defects in the MCIA complex. This was recapitulated using

SDS-PAGE and immunoblotting of mitochondria from control

and COA1KO cells for various proteins (Figure S4D), showing

decreased protein levels for TMEM126B (not quantified by Q-

MS), ECSIT, and NDUFAF1, and complex I subunits NDUFC2

and NDUFS5. No changes to ACAD9, TIMMDC1, the complex

I subunit NDUFS2, or complex IV subunits COX1 and COX4

were observed. We next addressed whether loss of COA1 af-

fects the assembly or stability of the MCIA complex (Figure 5E).

The ~450 kDaMCIA complex was specifically lost with the accu-

mulation of free ACAD9but not ECSIT (Figure 5E). Similar to what

was observed for other MCIA KO cell lines, loss of COA1 also re-

sulted in the accumulation of TIMMDC1 complexes containing

the ND1/Q modules (Figure 5E). To further investigate how

COA1 behaves with respect to theMCIA complex, we performed

BN-PAGE using mitochondria from each of the MCIA complex

KO lines (Figure 5F). In control cells, COA1 assembled in an

~450 kDa complex, which was absent in cells lacking NDUFAF1,

ECSIT, or ACAD9, thus pointing to a direct and stable associa-

tion of COA1 with this complex. Supporting this, COA1 migrated

in the MCIA complexes that were altered in size or abundance in

TMEM126BKO, TIMMDC1KO, and TMEM186KO mitochondria

(Figure 5F). We conclude that COA1 is integral to the stabilization

of the ~450 kDa MCIA complex.

Expression of COA1FLAG in COA1KO cells restored complex I

(Figure S4E), ACAD9, and TIMMDC1 complexes back to control

levels (Figure S4F). Co-immunoprecipitation analysis resulted in

the enrichment of the ~450 kDaMCIA species (Figure 5G). Q-MS

analysis of COA1FLAG elutions revealed that under mild digitonin

conditions, COA1 highly enriched NDUFAF1, ECSIT, and ACAD9

along with a number of respiratory chain subunits from com-

plexes I, III, and IV (Figure 5H, left panel; Table S6). Q-MS anal-

ysis of Triton X-100 solubilized mitochondria supported a stable

interaction between COA1 and MCIA components ACAD9, EC-

SIT, NDUFAF1, and TMEM186 (Figure 5H, right panel; Table

S7). In addition, NDUFC2, a complex I subunit belonging to the

ND2-module (Fiedorczuk et al., 2016; Stroud et al., 2016) was

also enriched. To investigate the possible interaction between

COA1 and newly translated mtDNA-encoded subunits, we per-

formed co-immunoprecipitation analysis of pulse-labeled

mtDNA translation products. In this case, COA1 efficiently immu-

noprecipitated newly synthesized ND2, and to a lesser extent

ND3 and ND4L (Figure 5I). Taken together, COA1 is a structural

component of the MCIA complex and is critical to the formation

and stability of the ~450 kDa assembly intermediate complex

and the ND2-module.
cells were subjected to affinity enrichment and analysis by SDS-PAGE and

ontrols.

lotting for ACAD9.
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In comparison to other components of the MCIA complex,

COA1 has an unusual topology, with only a small matrix facing

polypeptide followed by a single transmembrane anchor and a

‘‘Tim21-family’’ domain facing the IMS (Mick et al., 2012). To

determine if the IMS domain is required for COA1 function, we

generated COA1KO cell lines expressing COA1with either a C-ter-

minal FLAG tag (COA1FLAG) or a GFP fusion (COA1-GFP), or with

the IMS domain of COA1 substituted with GFP (COA1DIMS-GFP)

(FigureS4G). Cells expressingCOA1-GFPcould restore assembly

of ACAD9 complexes to the same degree as COA1FLAG, but loss

of the IMS domain did not (Figure 5J). We conclude that, while to-

pologically separated from the remaining components of the

MCIA complex, the IMS domain of COA1 is important for the

biogenesis of complex I through the stabilization of the

~450 kDa MCIA complex. These data suggest a prominent role

of COA1 in the assembly of complex I through theMCIA complex.

DISCUSSION

Dissection of the MCIA Complex Components
The MCIA complex represents a key factor in the assembly of

complex I and its importance has long been appreciated with

analysis of both patient-derived fibroblasts as well as knock-

down in cell culture (Dunning et al., 2007; Heide et al., 2012;

Nouws et al., 2010; Vogel et al., 2005, 2007b). Furthermore, ho-

mologs of some MCIA complex assembly factors exist in most

eukaryotes that harbor complex I (Chuaijit et al., 2019; Garcia

et al., 2017; K€uffner et al., 1998; Ligas et al., 2019). What has re-

mained unclear is the interplay of the components of the MCIA

complex and how they each may contribute to assembly.

Here, we found that deletion of each component individually

leads to (1) different effects on MCIA complex subunit levels,

(2) different steady-state levels of intermediate complexes, and

(3) differences in the assembly kinetics of complex I. ACAD9 is

required for the stability of all other components of the MCIA

complex, while TMEM126B is not a requisite for stability of the

remaining subunits of the assembly complex. Furthermore, while

ACAD9 protein levels were unchanged upon loss of NDUFAF1

and ECSIT, both of these assembly factors are essential for

ACAD9 to form higher molecular weight complexes. Taking

into consideration the interconnected stability and effect on the

assembly pathway, ACAD9-ECSIT-NDUFAF1 appear to form

the ‘‘core’’ of the MCIA complex, while TMEM126B may engage

more transiently. A number of observations lead to this conclu-

sion. First, loss of TMEM126B does not preclude the formation

of higher-order molecular weight complexes containing

ACAD9, which are critically dependent on NDUFAF1 and ECSIT.

Second, TMEM126B was not readily isolated with COA1 or

TMEM186 under the harsher condition imposed by Triton X-

100 solubilization, whereas NDUFAF1, ECSIT, and ACAD9

were consistently enriched. Finally, deletion of TMEM126B did

not affect the stability of the remaining MCIA complex compo-

nents, suggesting that they are capable of forming a stable

complex. It should be noted that TMEM126B is still a critical

component as its loss blocks complex I assembly. Indeed, mod-

ulation of TMEM126B levels may also be a mechanism for direct

regulation of complex I levels, for example during chronic hypox-

ia (Fuhrmann et al., 2018).
10 Cell Reports 31, 107541, April 21, 2020
Assembly and Stability of the MCIA Complex Is Coupled
to Translation
The MCIA complex is dependent on the expression of mtDNA-

encoded proteins. TMEM126B, ECSIT, and NDUFAF1 levels

were strongly reduced upon depletion of mtDNA or by inhibition

of mitochondrial translation. The levels of ACAD9 were largely

unaffected, consistent with its stoichiometric excess and poten-

tial role in beta-oxidation of fatty acids (Nouws et al., 2014).

Assembly of the MCIA complex is stabilized by the presence of

newly translated subunits—in particular that of ND2. This is sup-

ported by the direct interaction of ND2with NDUFAF1 and ECSIT

through chemical cross-linking as well as previous complexome

studies into de novo complex I assembly (Guerrero-Castillo

et al., 2017). Previous analysis of cells lacking the ND2-module

accessory subunits NDUFC1 or NDUFC2 also did not show

decreased levels of MCIA subunit proteins (Stroud et al.,

2016), consistent with the observation of higher molecular-

weight complexes containing ACAD9 in these cells.

TMEM186 and COA1 Are MCIA Complex Subunits
Required for Efficient Assembly of Complex I
We also demonstrated that TMEM186 andCOA1 areMCIA com-

ponents that play more peripheral functions to the core machin-

ery. Until now, little was known regarding the role of TMEM186

other than an interaction with ECSIT (Guarani et al., 2014) and

co-migration with the MCIA complex on BN-PAGE (Guerrero-

Castillo et al., 2017). Loss of TMEM186 appears to affect the

rate of de novo assembly of the enzyme. Furthermore, we

observed a strong enrichment between TMEM186 and newly

translated ND3 of the ND2-module. This is in agreement with

the assembly model built based on complexome profiling sug-

gesting that TMEM186 and ND3 enter the assembly pathway

at the same stage (Guerrero-Castillo et al., 2017). The reduced

kinetics of complex I assembly in TMEM186KO cells may be

due to perturbed ND3 integration at this step.

In human cells, Mick et al. (2012) identified COA1 as a compo-

nent of theMITRAC complex involved in the assembly or stability

of the complex IV subunit COX1; however, a reduction in com-

plex I levels was also shown upon COA1 knockdown. In addition,

COA1 co-migrated with the MCIA complex and complex I inter-

mediates on BN-PAGE (Guerrero-Castillo et al., 2017). Through

KO approaches, we found that neither the level of assembled

complex IV nor its constituent subunits were affected by deletion

of COA1. Indeed, during the review of this manuscript, Wang

et al. (2020) have clarified that human COA1 is indeed predomi-

nantly associated with the MCIA complex rather than in the

MITRAC complexes. Nevertheless, it cannot be ruled out that

deletion of COA1 may present differently in different tissues

and a complex IV defect may be observed in a tissue-dependent

context. Another interesting aspect of COA1 function is the

peculiar topology this protein exhibits, where it contains an

N-terminal transmembrane anchor with a TIM21-like domain

that protrudes into the IMS (Mick et al., 2012). We found that

the IMS domain is critical for the stability of the MCIA complex.

So how does this domain, which is spatially segregated from

the bulk of the MCIA complex, help in coordinating complex I as-

sembly? The answer may lie in the strong interaction observed

between newly synthesized ND2 and COA1. ND2 contains 10



transmembrane-spanning helices and needs to be carefully

threaded into the membrane. Newly synthesized ND2 first accu-

mulates in the ~450 kDa complex (Dunning et al., 2007; Lazarou

et al., 2007) where it also cross-links with ECSIT and NDUFAF1.

This complex was also strongly destabilized in the COA1KO cells.

An interaction between COA1 and newly synthesized ND2 was

also seen by Wang et al. (2020); however, it was suggested

that COA1 works upstream of ACAD9 by promoting matrix-

translation of ND2 as part of a ribosome-nascent chain complex.

Given the topology of COA1, additional interacting matrix-facing

proteins would be expected for such regulation. Future work into

how COA1 functions mechanistically will be crucial to untangle

the role of this protein.
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Acı́n-Pérez, R., Bayona-Bafaluy, M.P.P., Fernández-Silva, P., Moreno-Losh-
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