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Mitochondrial membrane potential is regulated by
vimentin intermediate ﬁlaments
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This study demonstrates that the association of mitochondria with vimentin intermediate ﬁlaments (VIFs) measurably increases their membrane
potential. This increase is detected by quantitatively
comparing the ﬂuorescence intensity of mitochondria
stained with the membrane potential-sensitive dye
tetramethylrhodamine-ethyl ester (TMRE) in murine
vimentin-null ﬁbroblasts with that in the same cells
expressing human vimentin (∼35% rise). When vimentin expression is silenced by small hairpin RNA (shRNA)
to reduce vimentin by 90%, the ﬂuorescence intensity of
mitochondria decreases by 20%. The increase in membrane potential is caused by speciﬁc interactions between a subdomain of the non-a-helical N terminus
(residues 40 to 93) of vimentin and mitochondria. In rho
0 cells lacking mitochondrial DNA (mtDNA) and consequently missing several key proteins in the mitochondrial respiratory chain (r0 cells), the membrane
potential generated by an alternative anaerobic process
is insensitive to the interactions between mitochondria
and VIF. The results of our studies show that the close
association between mitochondria and VIF is important
both for determining their position in cells and their
physiologic activity.—Chernoivanenko, I. S., Matveeva,
E. A., Gelfand, V. I., Goldman, R. D., Minin, A. A.
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ABSTRACT
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•

MITOCHONDRIA ARE THE MAJOR source of metabolic energy in cells. They are also responsible for the regulation of intracellular calcium and the sequestration of
apoptotic factors (1). Most functions of mitochondria
depend on the membrane potential generated and
maintained by their inner membrane (2). Thus,
Abbreviations: r0 cells or rho 0 cells, cells depleted of
mtDNA; EGFP, enhanced green ﬂuorescent protein; IF,
intermediate ﬁlament; FBS, fetal bovine serum; FCCP, carbonyl cyanide 4-(triﬂuoromethoxy)-phenylhydrazone; MFT,
transformed murine ﬁbroblast; pEGFP, plasmid EGFP;
RVIM-AT, rabbit anti-Vim antibody; shRNA, small hairpin
RNA; TMRE, tetramethylrhodamine-ethyl ester; VIF, vimentin
intermediate ﬁlament; mtDNA, mitochondrial DNA
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alterations in mitochondrial membrane potential are
a reliable indicator of their functional state. Dissipation
of this membrane potential accompanies the release of
proapoptotic factors from the intermembrane space of
mitochondria, leading to caspase activation and apoptosis (3, 4).
Compromised mitochondrial functions (e.g., decreased
ATP production, elevation of reactive oxygen species) play
an important role in a number of pathologic conditions
such as age-related diseases, amyotrophic lateral sclerosis,
inherited eye disorders, among others (5–8). Interestingly,
it has been reported that mitochondrial dysfunctions are
frequently associated with diseases caused by mutations in
the genes encoding different types of intermediate ﬁlaments (IFs). For example, alterations in the morphology,
distribution, and function of mitochondria have been
reported in patients with a variant of Charcot-Marie-Tooth
disease, a neurodegenerative disease caused by mutations
in neuroﬁlament proteins (9, 10), and in myopathies and
cardiomyopathies caused by desmin IF mutations (11, 12).
Dysfunctions of mitochondria have also been demonstrated in patients with epidermolysis bullosa simplex,
caused by mutations in genes encoding keratin IFs (13).
Similar changes in mitochondria have been reported
in animal and cellular models expressing genetically
modiﬁed IF proteins (14, 15) and in vimentin-null
ﬁbroblasts (16).
We recently demonstrated that the expression of
vimentin in vimentin-null cells causes an increased accumulation of the membrane potential-dependent dye
MitoTracker Red CMXRos in mitochondria (17). Furthermore, we showed that the N-terminal non-a-helical
domain of vimentin contains a mitochondrial binding site
(18), further supporting a role for vimentin in the regulation of mitochondrial physiology. In this study, we demonstrate that the membrane potential of mitochondria is
regulated by their interaction with an N-terminal part of
vimentin. Furthermore, we show that these effects of
vimentin require interactions of mitochondria that possess
intact respiratory chains.
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MATERIALS AND METHODS
Cell culture
Cell lines used included rat embryo ﬁbroblast (REF-52), mouse
3T3 (ATCC, Manassas, VA, USA), mouse MFT-6, and vimentin
null mouse MFT-16 cells (19). MFT-6 and MFT-16 cells were
kindly provided by Prof. R. Evans (University of Colorado, Denver,
CO, USA). All cells were maintained in DMEM (Invitrogen,
Carlsbad, CA, USA) supplemented with 10% fetal calf serum
(FCS), 100 U/ml penicillin, and 100 mg/ml streptomycin. The cell
lines r0-MFT-6 and r0-MFT-16 depleted of mitochondrial
DNA were produced by culturing of MFT-6 and MFT-16 cells in
0.1 mg/ml ethidium bromide in culture medium supplemented
with 50 mg/ml uridine and 110 mg/ml pyruvate for 6 wk (20). For
microscopic observations, cells were plated on coverslips at
least 16–20 h before experiments were performed.
Plasmids and transfection
Plasmid enhanced green ﬂuorescent protein (EGFP)-Vim was
described previously (21). Cloning of pVim(P56R), pVim(40–93)Dendra2, and pVim(40–93)(P56R)-Dendra2 was described
earlier (18). Transfection was performed using TransIT-LT1
Transfection Reagent (Mirus Bio, Madison, WI, USA). DNA
(1 mg) was used for a 40 mm plate of cells containing 2 ml of
culture medium. Cells were observed 16–20 h after transfection. To visualize restored VIF in live cells after transfection
the EGFP-fused vimentin forms were coexpressed with respective unlabeled variants as described by Yoon et al. (21).
Construction of the shRNA expression vectors pG-SHIN2
containing an EGFP reporter for transient transfection is described elsewhere (22, 23). For stable expression of vimentin
shRNA (mVIM-T3) was inserted into the pSilencer5.1 H1
(Clontech, Mountain View, CA, USA) retroviral vector (24).
Two days after infection, cells were placed under 2 mg/ml
puromycin selection. Vimentin silencing was conﬁrmed by
immunoblotting and immunoﬂuorescence.
Immunoﬂuorescence
VIFs were stained using the mouse monoclonal antibody V9
(Chemicon International, Hofheim, Germany), or rabbit antibodies directed against human vimentin (25) or mouse vimentin
(RVIM-AT) (26). Secondary antibodies conjugated with FITC or
tetramethylrhodamine included goat anti-mouse or goat antirabbit IgG (The Jackson Laboratory, Bar Harbor, ME, USA).
Before staining, cells were either ﬁxed with methanol (220°C),
or 4% formaldehyde in PBS following by permeabilization with
0.1% Triton X-100 as previously described (18, 25).

SDS-PAGE and immunoblotting
Electrophoretic separation of proteins was performed using
discontinuous 7.5% SDS-PAGE (27). For comparison of the
content of vimentin and tubulin in cells treated with
shRNAs, the samples were ﬁrst run on gels that were stained
with Coomassie R250. The gels were scanned, and the load
for Western blots was normalized according to the scan data.
Serial dilutions of cell lysates (1, 1/10, 1/30, 1/100) were
carried out to quantitate vimentin and tubulin content.
Tubulin was detected using DM1a antibody (Sigma-Aldrich,
St. Louis, MO. USA) at a dilution of 1:1000. A vimentin antibody RVIM-AT was used at a dilution of 1:500. To determine the amount of residual vimentin after RNA
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interference, we compared intensities of bands on blots
obtained for serially diluted samples and control cellular
extracts. For a quantiﬁcation of the data, ﬁlters were scanned and band intensities were measured using NIH ImageJ
software (http://rsbweb.nih.gov/ij).
Analysis of mtDNA depletion in r0 cells
To verify the depletion of mtDNA in cells treated with ethidium
bromide (see above), total DNA was isolated and probed for the
cyt b gene, which is encoded by mtDNA using PCR and the primers
TGATATGAAAAACCATCGTTG and CCCTCAGAATGATATTTGTCCTCA (28, 29). PCR with primers TGAATTCTATGCAGGCCATCAAGTGT and AGGATCCTTACAACAGCAGGCATTTT for ampliﬁcation of gene rac1 encoded by nuclear DNA
was used as a control (Fig. 4A).
Live cell imaging
To stain mitochondria, cells were incubated with 25 nM TMRE or
100 nM MitoTracker Red CMXRos for 40 min. To avoid the
effects of a dye efﬂux from cells mediated by P-glycoprotein,
a product of the multidrug resistance gene (30), verapamil was
added to the incubation mixture to 2.2 mM. Then coverslips were
mounted in a chamber ﬁlled with DMEM supplemented with
10% FCS. Temperature was maintained at 37 6 2°C with an Incubator S (PeCon, Erbach, Germany). Epiﬂuorescence microscopy was carried out with an Axiovert 200 M (Carl Zeiss, Jena,
Germany) equipped with a Plan-Apochromat 633 1.4 NA objective. Images were captured with a AxioCam MRm camera
(Zeiss, Germany) driven by AxioVision 4.6 (Zeiss, Jena, Germany)
software. To minimize phototoxic damage, a 100 W halogen lamp
was used as a light source for ﬂuorescent imaging of live cells.
Quantiﬁcation of mitochondrial ﬂuorescence
The transmembrane potential of mitochondria was analyzed with
the potential-dependent ﬂuorescent dye TMRE (Molecular
Probes/Life Technologies, Grand Island, NY, USA). To compare
the membrane potential of mitochondria under different experimental conditions, the intensity of TMRE ﬂuorescence was
measured using ImageJ software (for details see Supplemental
Materials and Supplemental Fig. 1). Average pixel intensities inside the contours of individual mitochondria were determined
for each organelle. Typically, data from 10–20 cells were collected
for each experimental condition and mean values of ﬂuorescence
intensity 6 SEM were calculated.
Quantitative analysis of mitochondrial motility
Image analysis was done as described earlier (31) using
ImageJ. Because of the variability in mitochondrial morphology, we plotted the coordinates of one end for longer organelles and the center of mass for shorter ones. Mitochondrial
motility was assayed by determining displacement distances
and velocities. Fast organelle movement was deﬁned as
movement with a rate above 200 nm/s. The values of the relative motility of mitochondria were expressed as mean percentages of fast movements in all recorded displacements 6
SEM. In each experiment, movement of 20–40 individual
mitochondria per cell was analyzed in 10–15 cells. The signiﬁcance of differences was determined statistically by the pairedsample Student’s t test. Variability of the values calculated for
different cells in the samples were analyzed by the same method,
and this was insigniﬁcant.
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RESULTS
Mitochondria membrane potential depends on the
presence of VIFs
To determine whether the membrane potential of mitochondria depends on their interaction with VIFs, we
stained mitochondria with TMRE (32). This probe equilibrates rapidly across membranes, has low toxicity, and
shows very little association with other organelles (2, 33).
First, we compared the intensity of TMRE ﬂuorescence in
mitochondria of vimentin-null cells and in these same cells
transfected with vimentin to assemble VIF (see Materials
and Methods). The ﬂuorescence intensity of mitochondria
increased by ;35% in the cells expressing VIF compared
with the vimentin null cells (Fig. 1A–D). Likewise, when
vimentin expression was reduced by ;90% by the introduction of shRNA into MFT-6 cells, the intensity of mitochondrial ﬂuorescence decreased by ;20% compared
with controls (Fig. 2G). A similar effect on mitochondrial
membrane potential was observed in REF-52 and 3T3 cells

following vimentin silencing (see Supplemental Fig. 2C).
Therefore, the loss of vimentin caused a signiﬁcant reduction in mitochondrial membrane potential.
To further conﬁrm that the increased TMRE ﬂuorescence in mitochondria in cells expressing vimentin is attributable to higher membrane potential, we compared
the effects of carbonyl cyanide 4-(triﬂuoromethoxy)phenylhydrazone (FCCP), a protonophore that inhibits
mitochondrial oxidative phosphorylation, in cells with and
withoutVIFnetworks.Underselectedconditionswith0.5mM
FCCP, mitochondria maintained their normal morphology, although their membrane potential was considerably decreased. At higher concentrations of FCCP, the
morphologyofmitochondriawas severelyaffected, making
it virtually impossible to measure their ﬂuorescence intensity. The results show that FCCP decreases TMRE
ﬂuorescence to similar levels in both the presence and
absence of VIF (Fig. 3). These results further demonstrate
that the difference in TMRE ﬂuorescence was due to different mitochondrial membrane potentials in vimentinnull compared with VIF-containing cells.

Figure 1. Vimentin IFs increase the membrane potential of mitochondria. Vimentin-null cells were transfected with plasmid
pIRES2-EGFP-Vim(wt) encoding vimentin and EGFP that are translated separately and 16 h later were stained with potentialdependent mitochondria-speciﬁc dye TMRE. A) Phase contrast image overlaid with green ﬂuorescence showing transfected cell
and (B) the staining with TMRE showing more intensive ﬂuorescence of mitochondria in the transfected cell. C) The same cells
ﬁxed and immunostained with antivimentin antibody to show restoration of VIF in a transfected cell. D) Quantitative data
expressed as mean values of TMRE ﬂuorescence of mitochondria in nontransfected and transfected cells 6 SEM. n, number of
cells and, in brackets, number of mitochondria. P , 0.01. Scale bar, 10 mm.
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Figure 2. Vimentin silencing decreases the
membrane potential of mitochondria. Immunoﬂuorescence of control MFT-6 cells
(B) and the MFT-6 cells stably expressing
vimentin shRNA (D) show that silencing
caused the loss of VIF in most cells (1) with
a few remaining VIF in the perinuclear
region in other cells (2). A, C) Phase
contrast of the same cells. E) Western blot
analysis of vimentin and a-tubulin in
control cells and cells expressing vimentin
shRNA. The serial dilutions of cell extracts
show the decrease of vimentin expression
due to silencing and the a-tubulin content
remains unaltered. F) Quantiﬁcation of
Western blot data. Optical densities of
vimentin and tubulin bands in control
(black) and experimental (gray) samples
expressed in arbitrary units. G) Mean
values of TMRE ﬂuorescence intensity of
mitochondria in control cells and in cells
with VIF disruption that express vimentin
shRNA. Data represent mean values of
TMRE ﬂuorescence as a proportion relative to control levels 6 SEM. n, number of
cells and, in brackets, number of mitochondria; O.D., optical density; scr, scrambled. P , 0.01.

There are at least 3 possible explanations for the increased mitochondrial potential in the presence of VIF.
These include an increase in the generation of membrane
potential by the respiratory chain; an increase in the hydrolysis of ATP produced in the glycolysis in a reverse reaction by ATP-synthase to generate membrane potential;
or a decrease in the utilization of the energy of potential by
ATP-synthase. To distinguish among these possible scenarios, we ﬁrst determined if VIFs affect the membrane
potential of mitochondria with disrupted respiratory
chains. To this end, we prepared r0 cell lines lacking
mtDNA, which causes the loss of several components of the
mitochondrial respiratory chain (20). One cell line (r0MFT-6) contained VIFs and the other (r0-MFT-16) was
derived from vimentin-null cells. Cell lines were generated
by treatment with ethidium bromide (see Materials and
Methods) and deletion of mtDNA was conﬁrmed by PCR
(see Materials and Methods and Fig. 4A). Despite the lack of
a functional respiratory chain in r0 cells, the mitochondria

membrane potential is retained (34) as shown by the intensity of mitochondrial ﬂuorescence in r0-MFT-16 cells
stained with TMRE (Fig. 4, B). To determine whether mitochondria in r0 cells interacted with microtubules and/or
VIF in a fashion similar to controls, we analyzed their relative motility (18). Our data show that in r0-MFT-16 cells,
mitochondria are transported along microtubules similarly to those in MFT-16 cells (Supplemental Movies 1 and
2). Furthermore, the motility of mitochondria in r0-MFT16 cells decreased upon restoration of VIF (Supplementary
Fig. 2D), showing that mitochondria can still interact with
vimentin with respect to the modulation of their motile
properties, as we have shown previously (18). Therefore,
mitochondria with disrupted respiratory chains possess
membrane potential, move along microtubules, and can
be anchored by VIF (18). Comparison of r0-MFT-6 and r0MFT-16 cells shows that elimination of VIF did not alter the
mitochondrial potential in r0 cells. In agreement with
these results, neither restoration of VIF in r0-MFT-16 cells

Figure 3. Effect of FCCP on mitochondrial
potential. Mitochondrial membrane potential
was monitored based on TMRE ﬂuorescence
changes caused by FCCP. Vimentin containing
(MFT-6) and vimentin-null cells (MFT-16) were
incubated with TMRE for 40 min and then
FCCP was added to the ﬁnal concentration 0.5 mM.
Data represent mean values of mitochondria
ﬂuorescence measured in 5 min intervals 6 SEM
in arbitrary units. For each time point, mitochondrial ﬂuorescence was analyzed in 10 cells
of treated (closed symbols) or control (open
symbols) cultures.
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Figure 4. VIFs have no effect on mitochondria
membrane potential in r0 cells. A) DNA from
vimentin-null (r0-MFT-16 and MFT-16) and
vimentin-containing cells (r0-MFT-6 and MFT6) was used as a template in PCR with primers
speciﬁc to the cytochrome b gene (encoded by
mitochondrial DNA) and primers speciﬁc to
the Rac1 gene (encoded by nuclear DNA) as
a control. PCR products (30 cycles) are shown
in agarose gel after electrophoresis. B) Cells r0MFT-16 were stained with the potential-dependent dye TMRE for 40 min. C) Restoration of
VIF in r0 cells does not increase mitochondrial
membrane potential. Vimentin-null cells (r0MFT-16) were transfected with plasmid pIRES2EGFP-Vim(wt) or pIRES2-EGFP as a control
and 16 h later were stained with TMRE for
40 min. D) Depletion of VIF in r0 cells does not
decrease mitochondrial membrane potential.
Cells containing vimentin (r0-MFT-6) were
transfected with plasmid pG-Shin2-Vim-T3 and
6 d later incubated with TMRE for 40 min. Data
represent mean values of TMRE ﬂuorescence as
a percentage relative to control levels 6 SEM. n,
number of cells and, in brackets, number of
mitochondria. Scale bar, 10 mm.

(Fig. 4C) nor vimentin knockdown in r0-MFT-6 cells (Fig.
4D) has any effect on mitochondria potential. Thus, VIFs
increase membrane potential only in mitochondria with
fully functional respiratory chains. Therefore, the effect of
vimentin can only be explained by either the activation of
the electron-transport chain or the inhibition of ATPsynthase. To choose between these 2 possibilities, we treated vimentin-null (MFT-16) and control (MFT-6) containing functional respiratory chains with the ATP-synthase
inhibitor oligomycin. Inhibition of this enzyme prevents
most of the consumption of the potential energy generated
by respiration (35). The resulting data show that TMRE
ﬂuorescence intensity increases in the presence of oligomycin in cells containing VIF (MFT-6) to a greater extent
than in the null cells (MFT-16) (Fig. 5). In contrast, the
treatment of both r0 cell lines with oligomycin, which
inhibits the F0 complex of ATP synthase (34), had no
effects on their mitochondrial potential (data not shown).
Therefore, VIF stimulate electron transport chain in mitochondria but do not reduce utilization of the energy of
membrane potential by ATP-synthase.

The N terminus of vimentin is responsible for
increasing mitochondrial membrane potential
We have previously demonstrated that the non-a-helical Nterminal domain of vimentin is responsible for modulating
the motile properties of mitochondria and that the substitution of Pro-56 to Arg disrupts this interaction (18). To
test the possibility that the increase in mitochondrial
membrane potential is also mediated by interaction with
the vimentin N terminus, we analyzed the effects of
vimentin (P56R) expression in null cells (Fig. 6A). The
data show that the expression of this mutant vimentin
eliminated the effect of VIF on mitochondrial membrane
potential (Fig. 6B). Therefore, the effect of VIF on mitochondrial potential depends on interactions between mitochondria and the N terminus of vimentin.
We have also determined whether the interacting region
of the vimentin N terminus containing the binding site is
sufﬁcient for increasing the mitochondrial potential by
expressing the N-terminal fragment containing amino
acids 40–93 fused to Dendra2 (Vim(40–93)-Dendra2) in

Figure 5. VIFs increase the consumption of
potential energy by the ATP-synthase in mitochondria. Vimentin containing (MFT-6) and
vimentin-null cells (MFT-16) were incubated
with TMRE for 40 min and then oligomycin was
added to the ﬁnal concentration 10 mM and
mitochondrial ﬂuorescence was monitored.
Data represent mean values of mitochondria
ﬂuorescence measured in 5 min intervals 6 SEM
in arbitrary units. For each time point, mitochondrial ﬂuorescence was analyzed in 10 cells
of treated (closed symbols) or control (open
symbols) cultures.
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Figure 6. N-terminal segment of vimentin is
responsible for mitochondria potential elevation. A) Schematic representation of constructs
used in this assay. Vim-WT–full-length vimentin
showing N- and C-terminal domains, and central
domain formed by 4 a-helical rich regions and the
Vim(40-93)-Dendra-2 fragment of the vimentin N
terminus fused to Dendra-2. The purported
mitochondria binding site is shown in more detail
with positively charged arginines underlined and
Pro-56 (asterisk). B) Vimentin-null cells were
cotransfected with plasmids encoding either wildtype human vimentin (wt) or its mutant Vim(P56R)
together with plasmids encoding their EGFPlabeled variants or (C) transfected with plasmids
pVim(40-93)-Dendra-2 or pVim(40-93)-(P56R)-Dendra-2.
For controls, vimentin-null cells (-Vim) were
transfected with the pEGFP-C1 plasmid. Mitochondria were stained with TMRE for 40 min and
the ﬂuorescence intensity of individual mitochondria was measured in mock-transfected cells
(-Vim), and cells with restored VIF (see Materials
and Methods). Values are mean intensities of
ﬂuorescence minus background ﬂuorescence in
the vicinity of each analyzed mitochondrion 6
SEM. n, number of cells and, in brackets, number
of mitochondria. *P , 0.001; **P = 0.77.

vimentin-null cells (Fig. 6A). This chimeric protein localized to mitochondria as we determined by live imaging
earlier (18) increased their membrane potential (Fig. 6C).
However, if Vim(40–93)-(P56R)-Dendra2 unable to localize
to mitochondria (18) is expressed, there is no effect on
mitochondrial membrane potential (Fig. 6C).
DISCUSSION
Our data demonstrate that the association of mitochondria
with VIFs increases their membrane potential. This is signiﬁcant as most mitochondrial functions depend on their
membrane potential (1, 36). Indeed, all available data
show that in cells with altered IF networks, mitochondrial
functions are often diminished (9, 11, 12). Thus, our observation is in good agreement with the fact that cells either
null for VIFs or expressing altered arrays of IF contain
aberrant mitochondria and are disposed to become apoptotic (16).

How can VIFs interacting with the outer membrane
of mitochondria affect the potential on the inner mitochondrial membrane? One possibility resides in the ﬁnding that the mitochondrial binding site on vimentin (18)
resembles the sequences in proteins known to be responsible for their targeting to the mitochondrial outer
membrane (e.g., Bcl-2; Table 1) (37, 38). These amino acid
sequences have similar effects on mitochondrial membrane potential (39). The mechanism of action of these
targeting domains is still poorly understood, but it has been
suggested that they interact with the VDAC (voltagedependent anion channel). In light of our data showing
a positive effect of VIFs on mitochondrial potential only in
the presence of a functional respiratory chain, it is interesting to speculate that VIFs may increase the permeability of VDACs for several negatively charged compounds
essential for oxidative phosphorylation. These could include such compounds as pyruvate, succinate, ADP, and so
on. Such a mechanism could counterbalance the opposing
effects of hexokinase (40) and/or tubulin (41), which have

TABLE 1. Targeting sequences to OMM in some known proteins
Protein

Sequences

Reference

Tom 20 H.s.
Tom 20 S.c.
Tom 70 S.c.
BCL-2 R.n.
Bcl-X R.n.
Plectin 1b M.m.

MVGRNSAIA10AGVCGALFIG20YCIYFDRKRR30SDPNFK . . .
MSQSNPILR10GLAITTAIAA20LSATGYAIYF30DYQRRNSPQF40R . . .
1
MKSFITRNKT10AILATVAATG20TAIGAYYYYN30QLQQQQQRGK40 . . .
. . . 210FSWLSLKTLSL220ALVGACITLG230AYLGHK
. . . 210GQERFNRWFL220TGMTVAGVVL230LGSLFSRK
1
MEPSGSLFP10SVLVVVGHVV20TLAAVWHWRK30GHRQAKDEQ . . .

Rapaport (38)
Rapaport (38)
Rapaport (38)
Rapaport (38)
Rapaport (38)
Winter et al. (47)

1
1

Positively (in boldface) and negatively (in italics and underlined) charged amino acids. R.n., Rattus norvegicus; H.s., Homo sapiens; M.m., Mus
musculus; OMM, outer mitochondria membrane; S.c., Saccharomyces cerevisiae.

VIMENTIN IFS CONTROL MITOCHONDRIAL POTENTIAL

825

TABLE 2. Sequences of vimentin and some other IF proteins that could bind to OMM
Protein

Vimentin H.s.
Desmin H.s.
Periferin H.s.
NFL H.s.
Keratin 18 H.s.

Sequences

.
.
.
.
.

.
.
.
.
.

. 40SALRPSTSRSL50YASSPGGVYA60TRSSAVRLRS70SV . . .
. 10SSQRVSSYRR20TFGGAPGFPL30GSPLSSPVFP40RAGFGSKGSSSSV . . .
. 10GLRAGFSSTS20YRRTFGPPPS30LSPGAFSYSS40SSRFSSSRLLGSA . . .
. SSV30RSGYSTARSA40YSSYSAPVSS50SLSVRRSYSS60SSG . . .
. APSYGAR30PVSSAASVYA40GAGGSGSRIS50VSRSTSFRG . . .

Positively charged amino acids are in boldface. H.s., Homo sapiens; NFL, neuroﬁlament light chain.

been shown to decrease VDAC permeability for these
substrates suppressing respiration (42) and thereby reducing the membrane potential. It is also possible that
VIFs regulate mitochondrial membrane potential by
interacting with other proteins on their surfaces. The
ﬁnding that vimentin-null ﬁbroblasts undergo apoptosis
much more readily than their wild-type counterparts (16)
indicates that VIF could potentiate the antiapoptotic
effects of other proteins or could also serve as an antiapoptotic factor.
Our data demonstrate that the association of vimentin
with mitochondria increases their membrane potential
and thereby stimulates oxidative phosphorylation. It is also
possible that other types of IF proteins affect the membrane potential of mitochondria. Analysis of the amino
acid sequences of the N-terminal domains of desmin,
keratin 18, neuroﬁlament light chain, and periferin contain sequences that meet the requirements for targeting to
the outer mitochondrial membrane (Table 2). These
consist of a moderately hydrophobic amino acid sequence
containing a proline with 2 ﬂanking clusters of positively
charged amino acids (37, 38). However, additional work is
required to test the possibility that other IF proteins regulate the membrane potential of mitochondria.
Transport of mitochondria to the sites of increased energy consumption is the function of motor proteins moving along microtubules and actin microﬁlaments (43, 44).
However, in addition to their role in regulating mitochondrial membrane potential, vimentin, desmin, and
neuroﬁlament IF, as well as the IF-associated protein,
plectin, also control the anchorage of mitochondria in
different regions of the cytoplasm. This positioning of mitochondria is crucial to their function (12, 45–47). Our
data demonstrating that mitochondria with disrupted respiratory chain in r0 cells are motile and can be anchored
by VIFs indicate that the positioning function of the VIF
cytoskeleton can be independent of the regulation of VIFs’
membrane potential. Thus, the results presented in this
study show that VIF not only anchor and localize mitochondria but also play an important role in regulating their
membrane potential and their function in controlling the
local level of ATP production within different regions of
the cytoplasm.
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