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Abstract: Tafazzin is a phospholipid transacylase that catalyzes the remodeling of cardiolipin,
a mitochondrial phospholipid required for oxidative phosphorylation. Mutations of the tafazzin
gene cause Barth syndrome, which is characterized by mitochondrial dysfunction and dilated
cardiomyopathy, leading to premature death. However, the molecular mechanisms underlying the
cause of mitochondrial dysfunction in Barth syndrome remain poorly understood. We again highlight
the fact that the tafazzin deficiency is also linked to defective oxidative phosphorylation associated
with oxidative stress. All the mitochondrial events are positioned in a context where mitophagy is a key
element in mitochondrial quality control. Here, we investigated the role of tafazzin in mitochondrial
homeostasis dysregulation and mitophagy alteration. Using a HeLa cell model of tafazzin deficiency,
we show that dysregulation of tafazzin in HeLa cells induces alteration of mitophagy. Our findings
provide some additional insights into mitochondrial dysfunction associated with Barth syndrome,
but also show that mitophagy inhibition is concomitant with apoptosis dysfunction through the
inability of abnormal mitochondrial cardiolipin to assume its role in cytoplasmic signal transduction.
Our work raises hope that pharmacological manipulation of the mitophagic pathway together with
mitochondrially targeted antioxidants may provide new insights leading to promising treatment for
these highly lethal conditions.

Keywords: Barth syndrome; mitochondria; cardiolipin; autophagy; apoptosis; electron transport;
tafazzin

1. Introduction

The study of monogenic mitochondrial cardiomyopathies has been expected to open research
avenues and yield insights into the crucial importance of mitochondria during cardiac development
and disease. However, even with monogenic diseases, we still lack the knowledge needed to develop
a treatment and new avenues of fundamental research are required.

Barth syndrome (BTHS) is an X-linked inherited disorder due to mutations in the TAZ gene.
Patients with a defective TAZ gene present primarily with dilated cardiomyopathy along with a
combination of neutropenia, recurrent infections, mouth ulcers, myopathy, exercise intolerance,
delayed motor milestones, mild learning disabilities, growth delay, delayed puberty, and aciduria [1–3].
It is of great interest to notice that all tissues are more or less affected since the other characteristic
of BTHS pathology is the autophagic behavior detected in neutrophils. Clinical manifestation of
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the disease has been shown to vary within the same family containing the same TAZ mutation,
implying that companion genes may contribute to disease severity [4,5].

When BTHS goes undiagnosed, sudden cardiac arrest due to ventricular arrhythmia or bacterial
septicemia due to neutropenia leads to a fatal outcome for most children within the first few years of
life. Although there is no cure, the disease can be managed with standard heart failure medications
(or heart transplantation) or ventricular assist devices to prevent arrhythmia, and prophylactic antibiotic
treatment and granulocyte colony-stimulating factor to treat recurrent infections [6]. With improved
diagnosis and appropriate medical treatments and constant monitoring of symptoms, the survival
rate and future of these individuals are much brighter, although the quality of life and lifespan of
patients are still far from the norm. Historically regarded as a cardiac disease, BTHS is now considered
a multisystem disorder which may first be seen by many different specialists or general practitioners.
There is a need for a deeper understanding of the molecular basis of BTHS to aid in moving toward
more effective treatments.

Understanding of the molecular basis of BTHS was advanced when it was determined that the
protein encoded by the TAZ gene [7,8] is a monolysocardiolipin (MLCL) transacylase that transfers
unsaturated fatty acyl chains from phosphatidyl or phosphoethanolamine to MLCL to produce mature
cardiolipin (CL). In fact, CL is normally synthesized in a premature form, which is usually deacylated
by a phospholipase to generate MLCL, which is reacylated by tafazzin to end in the mature and fully
functional CL [9–11]. Clearly, CL has functions other than inner mitochondrial structure maintenance.
CL is required for the optimal function of the mitochondrial electron transport chain: This means,
for example, maximizing of the activity of the respiratory chain complexes and of the ADP/ATP
translocase involved in ATP synthesis [12] and ROS production [13]. Interaction of CL with cytochrome
c plays a role in electron transfer [14,15], but also when destabilized during early apoptosis, in the
induction of the caspase-3 [16], in the maintenance of membrane fluidity and of osmotic stability [17],
which play a key role in the opening of the permeability transition pores and in the import of
mitochondrial proteins [18,19], which could somehow be linked to mitochondrial biogenesis.

Although quite different from the behavior of mammalian tissues, which have an extensive
mitochondrial network, Saccharomyces cerevisiae lacking tafazzin function (∆taz1 mutant) recapitulates
many of the observed defects seen in cells from BTHS patients, including defective assembly
of respiratory chain supercomplexes, decreased mitochondrial respiration, and increased ROS
production [18,20–22]. Tafazzin deletion in yeast also causes changes in energy transformation
and the osmotic properties of mitochondria [23,24]. Moreover, a recent study has defined the need for
genes that are important in yeast cells that lack TAZ, like the gene coding for Yme1, the mitochondrial
quality control protein [25]. In Drosophila, a tafazzin mutation induces mitochondrial dysfunction
and motor weakness [26]. Tafazzin knockdown in zebrafish induces bradycardia and retarded
cardiac development [27]. Moreover, decreased expression of tafazzin has been associated with heart
failure [28].

CL abnormalities have been implicated in cardiac dysfunction, and are seen in ischemic heart
disease and aging [29]. The mechanisms that lead from abnormal CL biogenesis to cardiomyopathy are
not well understood. They include dysregulation or dysfunction of numerous processes that are related
to oxidative phosphorylation [20,30,31], fission or fusion [21,32,33], iron–sulfur cluster biogenesis [34],
protein import [18,22], apoptosis [35–41], autophagy [36,42], and transport of protein precursors across
the mitochondrial membrane (in general metabolites) [18,23,43–49].

We are pursuing our work with stable plasmid-derived ShRNAi transfected HeLa cell lines that
were previously established to study the effect of tafazzin alterations (also cardiolipin non-maturation)
on mitochondrial functions and apoptotic processes [37,50,51]. The cells are easy to handle and
perfectly fit for the dissection of the apoptotic and autophagic signaling pathways when linked to
mitochondria. They circumvent the need for more involved manipulations and the technical problems
encountered with fibroblasts and Barth syndrome iPSC-derived cardiomyocytes (iPSC-CM).
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Since CLs are key elements of many signal transduction pathways, we were curious to see
if, in addition to apoptosis alterations [37,50,51], decrease in CLs and changes in their acyl chain
composition modify autophagy and more precisely mitophagic processes.

2. Materials and Methods

2.1. Cell Culture and Transfections

Cervical carcinoma HeLa cell lines were cultured in DMEM supplemented with 10% FCS and
L-glutamine. Transfection of HeLa cells was performed using Lipofectamine 2000 (Invitrogen).
ShTaz1, and shWT1 stable HeLa cell lines were generated by transfection with pSUPER/shTaz,
or pSUPER/shCont, respectively, and selected in G418. The revertant ShTaz1R cell line was
generated by co-transfecting shTaz1 HeLa cells with pLpC vector (for the puromycin resistance
gene), and pcDNA3/Taz mutant and stable clones were selected in puromycin [50].

2.2. Lipid Analysis

Lipid analysis was performed as described previously [52]. Cells were sonicated for 20 s in
PBS, and phospholipids were extracted from the equivalent of 1 mg of protein of the homogenate
as follows: After the addition of 3 mL of 1/1 chloroform/methanol (vol/vol), the internal standards.
0.4 nmol of tetramyristoyl-CL and 0.16 nmol of dimyristoylphosphatidyl glycerol (Avanti Polar
Lipids, Alabaster, AL, USA) were added. This mixture was shaken vigorously and placed on ice for
15 min, after which it was centrifuged at 1000× g for 10 min. The supernatant was transferred to
new tubes, and the protein pellet was re-extracted with 3 mL of 2/1 chloroform/methanol (vol/vol).
The combined organic layers were evaporated under nitrogen at 45 ◦C. The residue was dissolved
in 150 µL chloroform/methanol/water (50/45/5, vol/vol/vol) containing 0.01% NH4OH, and 10 µL of
the solution was injected into the HPLC mass spectrometry system (Thermo Electron Corporation,
Waltham, MA, USA). The column temperature was maintained at 25 ◦C. The lipid extract was injected
onto a 2.1 Å~250 mm silica column with 5 µm particle diameter (Merck, Fort Kenalworth, NJ, USA).
The phospholipids were separated from interfering compounds by a linear gradient between solution
B (97:3 chloroform/methanol, vol/vol) and solution A (85/15 methanol/water, vol/vol). Solutions A and
B contained 0.1 mL and 0.01 mL of 25% (vol/vol) aqueous ammonia per liter of eluent, respectively.
The gradient (0.3 mL/min) was as follows: 0–10 min, 20% A to 100% A; 10–12 min, 100% A; 12–12.1 min,
100% A to 0% A; and 12.1–17 min, equilibration with 0% A. All gradient steps were linear, and the total
analysis time, including the equilibration, was 17 min. A splitter between the HPLC column and the
mass spectrometer was used, and 75 µL/min eluent was introduced into the mass spectrometer. A TSQ
Quantum AM (Thermo Fisher Scientific, Waltham, MA, USA) was used in the negative electrospray
ionization mode. Nitrogen was used as nebulizing gas. The source collision-induced dissociation
collision energy was set at 10 V, the spray voltage used was 3,600 V, and the capillary temperature was
300 ◦C. Mass spectra of CL and MLCL molecular species were obtained by continuous scanning from
m/z 400 to m/z 1000 with a scan time of 2 s. The spectra of CL and MLCL species were acquired during
their corresponding retention time in the HPLC elution profile. The CL internal standard was set at
100% in each spectrum.

2.3. Analysis of HeLa Cell Proliferation Using xCELLigence

The in vitro adhesion and proliferation of adherent ShWT1, ShTaz1 and ShTaz1R cells were
studied using an xCELLigence RTDP system (ACEA Biosciences, San Diego, CA, USA) [53]. his device
is a label-free, real-time cell analysis system that measures the impedance change of an electrode when
cells are adhering, spreading, or dying on it. 20,000 cells/well (200 µL) were seeded into E-plates and
incubated at 37 ◦C in 95% humidified air and 5% CO2. The E-plates were incubated for a further 90 h),
during which the cell index was measured. The cell index (CI) is a dimensionless parameter derived
from the relative change in the measured electrical impedance to represent cell status. All experiments
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were performed in quadruplicate, and the results were averaged. The baseline was realized for
reference with DMEM to fill the wells (4 wells per condition).

2.4. Cellular Bioenergetic Assays of Mitochondrial Functions

Oxygen consumption rate (OCR) was measured using a Seahorses Biosciences XF24 extracellular
flux analyzer and normalized to total protein, determined using the BCA protein assay
(Thermo Scientific). 50,000 cells (HeLa cells ShWT1, ShTaz1 and ShTazR1) were seeded in seahorse
assay wells in DMEM glutamax (Invitrogen) with 10% FCS. OCR was expressed as pmol/min/10 µg
protein. All other functions like basal respiration, F0F1-ATP synthase, respiration capacity and H+ leak
are depicted from the Seahorse curves and expressed as pmol/min/10 µg protein. Sequential inhibition
of the F0F1 synthase was performed with oligomycin (1 µM), uncoupling via permeabilization of the
inner mitochondrial membrane by mClCCP (0.5 µM) and finally inhibition of the electron transport
chain by antimycin (0.5 µM) + rotenone (1 µM).

2.5. AMP/ADP/ATP Determination by HPLC and ATP by Luminometry

Adenine nucleotides were separated by HPLC on a C18 column (Polaris 5C18-A, S250*4.6 Repl,
Varian, le Plessis-Robinson France. The injection volume was 30 µL. The flow rate was 1 mL/min,
and the cartridge was kept at 30 ◦C in a column oven. The mobile phase was 28 mM pyrophosphate
buffer, pH 5.75. These compounds were detected on a spectrophotometer at a wavelength of 254 nm
(L4200 UV Detector, Merk, Fort kenalworth, NJ, USA). The retention times of ATP, ADP and AMP
were 3, 5, and 9 min, respectively. Chromatograms were integrated with STAR software v.5 (Varian,
le Plessis-Robinson, France).

Simple ATP assays were also performed. Cells were grown in the indicated media and ATP
assay reagent (Promega) was added directly to wells and light output was measured with a plate
luminometer. Readout was normalized to total protein and the results were presented as relative
activity (n = 5) or as ATP content as pmoles per µg protein.

2.6. Confocal Microscopy

For confocal microscopy, HeLa cells were seeded in culture medium and processed in 4-chamber
glass bottom dishes (Cellvis, Mountain View, CA) and analyzed after staining. The cells were stained
in suspension in 2 mL tubes as for the flow cytometry, protected from light with constant shaking
at 450 rpm. After staining, cells were pelleted and the resulting pellets (5 µM) were mounted on
microscope slides using low-melting-point agarose and imaged immediately. All images were acquired
with a Leica TCS SP8 laser scanning confocal microscope, equipped with a 63 angström/1.3 NA oil
immersion objective and a white light laser. Cells loaded with 4 mM acridine orange (AO) and washed
to discard excess dye were excited with the 484 nm laser line, and emission was detected in the
495–551 nm range for green fluorescence and at 585 nm for red fluorescence. Laser power and detector
gain were identical for all experiments for a given dye.

2.7. Microspectrofluorimetry

The UV-visible confocal laser microspectrofluorometer prototype was built around a Zeiss UMSP
80 UV epifluorescence microscope (Carl Zeiss, Inc., Oberkochen, Germany), optically coupled by UV
reflecting mirrors to a Jobin-Yvon HR640 spectrograph (ISA, Longjumeau, France) [54]. The 351 nm
UV line of an argon laser (model 2025; Spectra-Physics, Mountain View, CA, USA) was used for either
drug (if fluorescent) or fluorochrome excitation. In this case, TMRM for the mitochondrial membrane
potential or LysoTracker Green for lysosomal staining. All details have been provided elsewhere [55].
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2.8. Acridine Orange Staining of the Acidic Compartment

Acridine orange (Molecular Probes, Invitrogen, A-3568) was used in autophagy assays. It crosses
lysosomal membranes (and other acidic compartments) and becomes protonated [56]. The protonated
dye stacks and stacked AO emits in the red range. If AO is not in an acidic compartment, its emission is
in the green range. When taken as a DNA intercalator, for example, its fluorescence intensity decreases
when DNA condenses.

As a marker of autophagy, the volume of the cellular acidic compartment was visualized by AO
staining [56,57]. Cells were seeded in six-well tissue culture dishes and treated as described above
for the cell viability study. Cells were incubated with medium containing 1 µg/mL AO for 15 min.
Cells were washed twice with PBS to remove excess AO, fresh medium was added, and fluorescent
micrographs were taken using an Olympus inverted fluorescence microscope. All images presented
are at the same magnification. The number of cells with increased acidic vesicular organelles was
determined by flow cytometry [57]. Cells were trypsinized, harvested and analyzed by BD FACScalibur
4C (using Cellquest software). A minimum of 10,000 cells within the gated region were analyzed.
We bore in mind that acidotropic dyes like AO only stain late autophagic vacuoles.

2.9. Determination of Lipid Peroxidation and Protein Carbonylation

We used a lipid peroxidation assay kit (Abcam PLC, Paris, France) to detect malonaldehyde in
samples. The free MDA generated during lipid peroxidation refers to the oxidative degradation of
lipids and reacts with thiobarbituric acid to generate an MDA-TBA adduct, the absorbance of which was
measured at 532 nm. This kit detects levels as low as 1 nmol/well. For the calculation, we determined
the MDA concentration in standards and samples from their absorbance as described in the protocol of
the lipid peroxidation assay kit (Abcam PLC, Paris, France: ref. ab118970). Protein carbonylation in
cell lysates was assayed using Cayman’s Protein Carbonyl Fluorometric Assay Kit.

2.10. Oxidative Stress, Production of Reactive Oxygen Species, and Mitochondrial Membrane Potential

Reactive oxygen species (ROS) generated from the mitochondria of HeLa cells shWT1,
shTaz1 and shTaz1R were detected indirectly by quantitatively measuring H2O2 with the Amplex Red
hydrogen peroxide/peroxidase assay kit (Thermo Fisher Scientific, Montigny-le-Bretonneux, France,
ref. A22188). Lipid peroxidation products in the HeLa cells were quantified by measuring the level
of malondialdehyde using a TBARS kit according to the manufacturer’s instructions (Abcam PLC,
Paris, France: ab118970). For other measurements, before staining, cells were trypsinized, washed
and resuspended together with their supernatant in the DMEM Glutamax-I culture medium with
10% FSC. The following probes were added to cell samples and incubated for 15 min at 37 ◦C.
For mitochondrial membrane potential determination, 3,3′-dihexyloxacarbocyanine iodide DiOC6(3)
(Molecular Probes) was used at 20 nM final concentration (stock solution 10 µM). The uncoupling
agent carbonylcyanide m-chlorophenylhydrazone (mClCCCP, 1 mM stock solution, 15 min, 37 ◦C)
was added at 10 µM before dye addition and used as a control of ∆Ψm drop; for ROS production.
2′,7′-dichlorodihydrofluorescein diacetate (H2DCFH-DA, Molecular Probes) was used at 5 µM final
concentration for H2O2 measurements (stock solution at 1 mM) and MitoSOX (Molecular Probes) was
used at 5 µM final concentration for superoxide anion (stock solution 1 mM). H2O2 (5 µM, 30 min)
was used as a positive control for the H2DCF-DA measurements and 50 µM paraquat was used for
superoxide anion generation. Double staining was generally done to assay simultaneously cellular
viability, with propidium iodide (PI) at 1 µg/mL final concentration for DiOC6(3), H2DCFH-DA,
and YO-PRO-1, or with TO-PRO-3 iodide at 1 µg/mL final concentration when using MitoSOX staining.

2.11. NAD(P)H and NADH Determination

NAD(P)H fluorescence was elicited with a multiline ultraviolet light set at 400 mW at 360 nm
on a FACS Vantage. Changes in the autofluorescence of normal and apoptotic cells were recorded



Cells 2020, 9, 2333 6 of 29

as previously described by Gendron et al. [58]. The light emitted was collected with a 424 ± 40 nm
bandpass for NAD(P)H fluorescence. The NAD(P)H content of cells was determined with the
NADH/NAD+ or the NAD(P)H/NAD(P)+ assay Kit (Cell Technology, Inc., Mountain View, CA, USA).

2.12. Caspase 3/7 Activation

Isolated HeLa cells were washed and suspended in calcium-free buffer solution (140 mM NaCl,
1.13 mM MgCl2, 4.7 mM KCl, 10 mM glucose, 0.1 M EDTA, and 10 mM HEPES, pH 7.2). Cells were
then loaded at room temperature for 30 min with fluorescent indicator-linked substrates for activated
caspases 3/7 (Caspase-3/7 Green ReadyProbes™ Reagent with a DEVD sequence, Molecular Probes).

All flow cytometry measurements and analyses were done using BD FACS Canto II using BD FACS
Diva software. A minimum of 10,000 cells within the FSC/SSC region were recorded and analyzed.

2.13. Mitochondrial DNA Assay

Total DNA including mitochondrial DNA was isolated from HeLa cells (ShWT1, ShTaz1,
and ShTazR1) using a QIAamp DNA Micro Kit from Qiagen. Mitochondrial NADH dehydrogenase 1
(ND1) gene content was assayed by RT-PCR, as described in semiquantitative and real-time RT-PCR,
with 10 ng total DNA as the template using the primers upper 5′-ATGGCCTTCCTCACCCTAGT-3′

and lower 5′-AGAGGGCGTATGG GTTCTTT-3′. ND1 was normalized with genomic gene GAPDH
using the same set of primers described in real-time RT-PCR.

2.14. Specific Lysosomal Staining

Double staining was used for the analysis of the lysosomal compartment, i.e., an incubation of
20 min at 37 ◦C as performed with 1 µM LysoTracker Green and TOPRO-3 iodide was added just
before measurement to check cell viability [59]. All samples were analyzed by flow cytometry on a
FACSCalibur 4C.

2.15. Detection of Lysosomes and Autophagolysosomes with Monodansylcadaverine (MDC)

The autofluorescent agent monodansylcadaverine (MDC, Sigma-Aldrich, L’Isle d’Abeau Chesnes,
France) was used as a specific autophagolysosome marker. Staining was clearly related to the interaction
of the dye with autophagosome membrane lipids [60]. Cells were seeded in six-well tissue culture
dishes and treated as described above for the cell viability study. Forty-eight hours following initial
treatment, if any, cells were incubated with medium containing 1 µg/mL MDC for 15 min; excess MDC
was then removed, cells were washed once with PBS, fresh medium was added, and flow cytometric
measurements were performed.

2.16. Transmission Electron Microscopy

TEM services, including sample fixation, embedding, ultra-microtomy and staining were provided
by the VCU Department of Anatomy and Neurobiology Microscopy Facility. Sections were imaged via
a Jeol JEM-1230 transmission electron microscope (EM) equipped with a Gatan UltraScan 4000SP 4K
Å~ 4K CCD camera. The magnification of each image is indicated by the scale bar at the bottom of
the micrograph.

2.17. Immunoblotting

Cells were lysed in modified Laemmli buffer [60 mM Tris (pH 6.8), 10% glycerol (vol/vol),
2% (wt/vol) SDS and bromophenol blue, without 2-mercaptoethanol] by sonication for 30 s on ice
and were then centrifuged at 3000× g for 5 min. The protein extracts were boiled for 5 min at 100 ◦C
and frozen at −80 ◦C. Protein concentration was determined by the micro-BCA protein assay (Pierce,
Rockford, IL, USA). Cell lysates (20 µg per lane) were resolved by SDS-PAGE (7.5% or 15% (wt/vol)
polyacrylamide). Proteins were then electroblotted onto 0.45 µm pore-size nitrocellulose filters, and the



Cells 2020, 9, 2333 7 of 29

filters were blocked by incubation with 5% (wt/vol) non-fat milk in PBS containing 0.1% Tween-20 for
1 h and the filters were blocked by incubation with 5% (wt/vol) non-fat milk in PBS containing 0.1%
Tween-20 for 1 h. The filters were then incubated for 1 h at room temperature to determine LC3 cleavage,
with rabbit anti-LC3 (ref. L7543 from Sigma-Aldrich, L’Isle d’Abeau Chesnes, France)) at 1:1000 and
detected with anti-rabbit, RPN2124 from GE Healthcare, Vélizy-Villacoublay, France) at 1:2000 dilution
(catalogue number A2066, Sigma-Aldrich, L’Isle d’Abeau Chesnes, France). Blots were washed for
10 min three times with 0.2% Tween 20 in PBS, and then incubated for 1 h with peroxidase-labeled
anti-mouse or anti-rabbit immunoglobulins (at 1:5000). Blots were developed using an enhanced
chemiluminescence detection system (ECL2; Amersham, Orsay, France). Rapamycin was used at
50 nM (autophagy inducer) and at 10 nM for bafilomycin A3 as inhibitor.

2.18. Semiquantitative and Real-Time RT-PCR

Total RNA isolation from NVMs was performed as described previously (25). RT-PCR was
carried out as previously described [61]. Tafazzin mRNA levels were taken as a percentage of control.
For real-time PCR, 2 µL of the products of the reverse transcription reaction was amplified using SYBR
dye (SA Biosciences, Paris, France) along with the same primers (including tafazzin and GAPDH as
normalizer) in a Roche LightCycler V.2 (Roche, Boulogne-Billancourt, France) [61]. Tafazzin mRNA
levels were determined using the ∆∆Ct method as described by Winer et al. [62] and given as a
percentage of control.

2.19. 3[H]-Leucine Incorporation Assay

The rate of protein synthesis by the three HeLa cell lines was estimated by 3[H]-leucine
incorporation as described by Harding et al. [63]. HeLa cells were placed on six-well plates at
a density of one million cells per well. After a 40-h incubation in DMEM containing 10% FBS,
the medium was changed to serum-, glucose-, and pvruvate-free DMEM containing 1 µCi 3[H]leucine,
and the adenovirus was added. After 48 h, the cells were harvested for trichloroacetic acid precipitates,
which were counted for 3H activity (counts/min of [3H] leucine incorporation) in a scintillation counter.
3H activity of HeLa cells infected with a tafazzin shRNA adenovirus represents protein synthesis,
expressed as a percentage of control (ShTaz1 and ShTaz1R and ShWT1 with a scrambled adenovirus).

2.20. Transfection and Luciferase Assay

ShWT1, ShTaz1 and ShTaz1R cells were transfected by electropermeabilization using a cuvette
with a 2 mm gap (BTX, San Diego, CA, USA) in 0.4 mL PBS buffer containing 0.1% glucose and 1 µg of
1818hBNPluc plasmid DNA per million cells. The cells were placed on 12-well plates and maintained in
DMEM containing 10% fetal bovine serum for 40 h. The medium was then changed to serum-, glucose-,
and pyruvate-free DMEM; the shRNA adenovirus (100 vp/cell) was added; and the samples were
maintained for 48 h. Finally, the cells (ShTaz1 and ShTaz1R) were harvested for luciferase activity [64],
which represents human brain natriuretic peptide (hBNP) promoter activity and is expressed as
fold increase vs. ShWT1 (cells infected with a scrambled shRNA virus). The 1818hBNPluciferase
construct [65] was graciously provided by Dr. M. C. LaPointe (Henry Ford Hospital, Detroit, MI, USA).

2.21. Statistical Analysis

Data are expressed as means ± SE. Differences in mean values were analyzed by two-tailed t-tests
or by one-way ANOVA using the Student–Newman–Keuls method for pairwise multiple comparisons.
The statistical differences are represented by the p-value: * p < 0.05, ** p < 0.01 and *** p < 0.001; a value
of p < 0.05 was considered significant. The p value is cited in the text of the figure when needed.
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3. Results

3.1. Biochemical Features of ShTaz1 and ShTaz1R Cells Versus ShWT1 HeLa Cells

In order to give rise to a cell model for BTHS, the RNA interference strategy was used to knockdown
tafazzin. Using either a tafazzin-specific sequence or a nonspecific shRNA control, we constructed
short hairpin RNA-encoding plasmids (shRNA), HeLa cells were transfected and stable clones were
isolated and characterized [50] (Figure 1a,b)Cells 2020, 9, x FOR PEER REVIEW 8 of 30 
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Figure 1. General biochemical characterization of the different cell lines (ShWT1; control, ShTaz1;
Tafazzin knockdown and ShTazR1; Tafazzin revertant). (a) Measurement of tafazzin mRNA for each
cell line (ShWT1, ShTaz1, and ShTazR1) relative to mock HeLa cells as control. Data show mean of
5 independent preparations ± SEM. For comparison one t test was performed. ns = no significant and
*** is the p-value ≤ 0.001. (b) Western blot analysis of tafazzin in the ShWT1, ShTaz1, and ShTazR1 cells.
(c) Lipid extracts from control and tafazzin knockdown HeLa cells were analyzed for the overall levels
of CL, PE and PC together with sphingomyelin (PC + SM). (d) Lipid abundance relative to ShWT1
control? For comparison one t-test was performed. ns = no significant and * is the p-value ≤ 0.05 and
** is the p-value ≤ 0.01.
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To eliminate the possibility that Fas resistance could be due to an off-target effect of ShRNA,
we introduced a silent mutation into the cDNA of human tafazzin. The ShTaz1 cells transfected with this
mutant are a characteristic revertant clone (ShTaz1R). The effective efficiency of the tafazzin-targeting
siRNA was then checked by tafazzin mRNA analysis (Figure 1a) and by Western blot (Figure 1b) with
ShTaz1R cells expressing tafazzin to a similar level to the endogenous protein.

3.1.1. Cardiolipin Modifications

Considering the lipid composition of the newly generated tafazzin-deficient cells (ShTaz1),
CL abundance was modified as expected (Figure 1c), whereas the other major lipids,
i.e., phosphatidylethanolamine (PE), phosphatidylcholine and sphingomyelin, were not significantly
affected (Figure 1d).

Finally, the CL pattern of the HeLa cells knockdown for tafazzin resembles that of the BTHS
lymphoblasts [50]. Some differences were due to the modest increase in MLCL measured compared
to what was evidenced in BTHS lymphoblastoid cells. The ShWT1 control and the revertant cells
(ShTaz1R) exhibited a restored level of CL (Figure 1d).

When the different HeLa cell lines (ShWT1, ShTaz1 and ShTaz1R) were treated with 0.5 µg/mL
anti-Fas antibody for 24 h it was clear that the tafazzin-deficient cells resisted the induction of
Fas apoptosis (Figure 2a), whereas ShWT1 and the revertant cells (ShTaz1R) were sensitive to Fas.
These experiments indicate that tafazzin is necessary for efficient Fas-induced apoptosis.
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Figure 2. Biochemical characterization of Fas-induced apoptosis and the oxidative cellular context.
(a) Fas-induced apoptosis is inhibited in ShTaz1 RNAi knockdown cells and the cell death process is
restored in the revertant cells (ShTaz1R cells). The ± SEM is related to seven independent preparations.
(b) Protein carbonylation measurements for ShWT1, ShTaz1 and ShTazR1 cells. (c) Malonaldehyde
product ion measurements for ShWT1, ShTaz1 and ShTazR1 cells. ns = no significant and * is the
p-value ≤ 0.05 and *** is the p-value ≤ 0.001.
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Curiously, the ShTaz1 cells exhibited clear enhancement of their protein carbonylation (Figure 2b)
and malonaldehyde (MDA) (Figure 2c), which indicate significant increases in protein oxidation and
lipid peroxidation. These events are clearly related to tafazzin depletion, whereas ShWT1 and ShTaz1R
did not exhibit such behavior. So, it appears that the growth of ShTaz1 cells occurs in a context of slight
elevation of free radical production.

3.1.2. Early Apoptosis-Associated Events are also Inhibited

Since Fas-induced apoptosis is inhibited in the mutant cells (ShTaz1), we carefully examined all
classically associated apoptotic events to see if the associated biochemical events like mitochondrial
membrane potential (∆Ψm) drop, (NADH/NAD(P)H reduction, ROS production (superoxide anions)
and caspase-3/7 activity were also affected (general cell death profile). So, we measured both the
∆Ψm and NADH/NAD(P)H reduction by flow cytometry analysis. ∆Ψm and NADH/NAD(P)H are
supposed to undergo a huge reduction, respectively, as early events of the apoptotic process [59],
but were almost unaffected (Figure 3a,b) in ShTaz1 tafazzin mutants, whereas ShWT1 and ShTaz1R
exhibited a drop in ∆Ψm and NAD(P)H gave rise to NAD(P)+. Except for a small decrease in ∆Ψm
(Figure 3a), no other changes were seen after Fas induction.Cells 2020, 9, x FOR PEER REVIEW 10 of 30 
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Figure 3. Flow cytometric analysis of the “canonical” early events of apoptosis that are affected
in the tafazzin mutant cells (ShThaz1). (a) Measurement of the mitochondrial membrane potential
(∆Ψm) with DiOC6(3) in the three cell lines when treated with Fas. (b) Estimation of the NAD(P)H
reduction (The fluorescent NADH and NADPH give rise to non-fluorescent NAD+ or NADP+)
in the three cell lines when treated with Fas, which is concomitant with potential changes in the
mitochondrial membrane, when they occur. (c) Measurement of the superoxide anions produced by the
defective mitochondrial electron transport chain during Fas-induced apoptosis. (d) Caspase-3 activity
associated with cytochrome c release from the mitochondria when Fas-induced apoptosis is occurring.
ns = no significant and *** is the p-value ≤ 0.001.
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With or without Fas treatment, the tafazzin knockdown cells (ShTaz1) showed small increases
of superoxide anions and of caspase-3/7 activity (Figure 3c,d respectively). ROS production and
capase-3/7 activity have an effect on long-term cellular behavior, but do not seem to cross a threshold
that may promote cell apoptosis.

3.2. Cell Adhesion and Proliferation

The strength of cell adhesion is represented as the cell index (CI, unitless measurement,
which represents resistivity). As cells adhere to the E-plates, the value of CI increases from zero,
and this will usually be evident within the first 10–15 min of seeding. As adhesion ends, there will be
a concordant decrease in CI and a transition phase takes place with stabilization of CI before a new
increase of CI when cells proliferate. At the end of the proliferation phase, when CI peaks, CI decreases
slowly as the cells retract from the E-plate and then detach.

All these HeLa cells (ShWT1, ShTaz1 and ShTaz1R) were weakly adherent (this is manifested by a
quite low CI of 2–2.5), whereas very adherent cells may reach a CI of 10 [66,67] and also proliferate until
they form a monolayer (Figure 4). The initial increase (0–1.5 h) in CI is associated with the attachment
and adhesion of the cells, followed by spreading and a brief plateau phase, which is sometimes replaced
by a slight decrease in CI. Here, the cells had different adhesion capacities that appeared to be linked to
the status of tafazzin (Figure 4b). The progressive linear increase in CI within the 24 h after seeding is
consistent with the initiation of the proliferation of these cells. In theory, this temporal profile should
only be observed with proliferating cells, whereas nonproliferating cells will remain constant until
they become nutrient-deprived and compromised.

In the present case, three cell lines presented distinct initial phases, meaning that their metabolism
was different (including ATP production). The different cell lines exhibited no sign of cell death,
but ShTaz1 (stable tafazzin knockdown) exhibited cellular proliferation which was deficient if compared
to ShWT1 (control) and ShTaz1R (revertant) (Figure 4a). These observations were further confirmed
by differences in proliferation slopes and by the CI value reached at the peak proliferation point.
It is important to notice that the re-introduction of the TAZ gene in revertant cells (ShTaz1R) does
not fully restore the proliferation slope or the high CI value of the control cells (ShWT1) (Figure 4a).
The differences in proliferating slope and CI of the proliferation curves are quite characteristic,
the ShTaz1 cells having a very low proliferation rate (Figure 4), and a low CI, whereas ShWT1 and
ShTAZ1R have higher slopes and CI (Figure 4c,d). It should be noticed also that the proliferation
capacity and CI are not totally restored when tafazzin is reintroduced into ShTaz1 cells (ShTaz1R).
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Figure 4. Analysis of the cellular proliferation of the three lines (ShWT1, ShTaz1 and ShTazR1) by
impedancemetry with the Xcelligence system (ACEA, Invitrogen). (a) The histogram represents the cell
index (CI) versus time of proliferation (in h) of the three cell lines ShWT1, ShTaz1 and ShTaz1R. S1 to S3
are the slope measurements over 10 h for each proliferation curve. SWT1 in black, ShTaz1 in red and
ShTaz1R in blue. The number on the top of the curve indicates the number of hours needed to reach
peak proliferation for each cell line. (b) Cellular enlargement and the early phase of cell adhesion to
the bottom of the wells for the three cell lines. (c) Histogram representation of the slope of cellular
proliferation of the three cell lines. The slope is given as CI/∆t (recorded over ten hours between
50 and 60 h of cell culture). (d) Histogram representation of the maximum CI reached by the three
cell lines at their peak proliferation. CI is in arbitrary units (a.u.). * is the p-value ≤ 0.05 and *** is the
p-value ≤ 0.001.

3.3. Cellular Bioenergetics

3.3.1. Electron Microscopy of the ShTaz1 Tafazzin Mutant

We used electron microscopy to compare the mitochondria of ShWT1 cells and tafazzin-deficient
cells (Figure 5a,b). The mitochondria from HeLa cells, even if not so numerous as in mouse hepatocytes,
had a classic conformation with two distinct membranes (outer and inner) enclosing a dense matrix
with distinct cristae membranes that appeared as stacks perpendicular to the main extension of
the mitochondria. A clearly defined endoplasmic reticulum with a lumen was also visible on
the micrographs.

In ShTaz1 cells knockdown for tafazzin, the mitochondria were smaller with few cristae membranes
and a translucid matrix (Figure 5b, center and left). Some autophagosomes (Autophag.) appeared to
be visible on the electron micrograph (Figure 5b, image at the right). The mitochondria were much
smaller and dispersed in the cytoplasm with an endoplasmic reticulum that is difficult to identify.
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Figure 5. Quantitation of mitochondrial functional parameters; electron microscopy and respiratory
activity. (a,b) Electron microscopy of the ShWT1 and ShTaz1 cells. Left panel, ShWT1 (a) and
ShTaz1 (b, the middle and right panel). In b, two electron microscopy pictures of the different types
of mitochondria found for the ShTaz1 cells (middle and left panel). ER; Endoplasmic reticulum,
M: Mitochondria; Autoph (indicated by the black arrow), autophagosomes enclosing part of the
cytoplasm. (c) Analysis of the mitochondrial oxygen consumption rate (OCR) for the three cell lines
in response to successive treatments with oligomycin (Oligo, 0.5 µM, an ATP synthase inhibitor),
mClCCP (an uncoupler, 0.5 µM) and antimycin + rotenone (Rot) (0.5 µM, complex III inhibitor and for
Rot 1 µM) with a Seahorse device XF24 flux analyzer. (e) Deduced by calculations from (d) Histogram
representation of basal respiration. (f) Deduced by calculations from (d) Histogram representation of
F0F1ATP synthase activity. (g) Deduced by calculations from (d) Histogram representation of maximal
respiration capacity (h) Deduced by calculations from (d) Histogram representation of the proton leak
(H+ leak). Since the H+ leak is small, there is an enlarged representation on another scale on the left
of the primary histogram. In (e–h), the activities are always measured in pmol/min/10 µg protein.
ns = no significant and * is the p-value ≤ 0.05 and ** is the p-value ≤ 0.01 and *** is the p-value ≤ 0.001.
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3.3.2. Cellular Light Scattering Properties and Confocal Images Revealed ShTaz1 Cell Hypertrophy

Before starting the respiratory activity measurements, we examined the three cell lines
(ShWT1, ShTaz1 and ShTaz1R) by light microscopy or confocal microscopy. ShTaz1 cells appeared to
be slightly swollen and bigger than ShWT1 and ShTAZ1R cells. We used the light scattering capacities
of the flow cytometer to check the viability and the biochemical characteristics of the different cell lines.
Counterintuitively, the cells that were partly swollen had a less “rough” intrinsic content in side scatter
(SSC, 90◦ scatter) and were smaller in forward light scatter (FSC). This could be due to the behavior of
the mitochondrial compartment. As expected, ShTaz1 cells had a lower SSC and FSC than ShWT1 cells
and the ShTaz1R revertant cells (Table 1). This cellular hypertrophy of the ShTaz1 cells is also visible
on the confocal microscopy pictures (Figure 6a,b).
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Figure 6. Tafazzin knockdown induces cellular hypertrophy and mitochondrial biogenesis. (a) and
(b) Confocal images of the ShWT1 and ShTaz1 HeLa cells after staining with 5 µM AO as described
in materials and methods. AO stains the nuclei (binds to DNA) and part of the cytoplasm in green
(non-aggregated form) and also the acidic vesicles where it accumulates and because of its stacking is
subject to a Stokes shift and is re-emitted in red (i.e., mainly the lysosomes and the autophagic vacuoles
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when present). * p < 0.05 vs. Control HeLa cells (ShWT1). (c) ShTaz1 knockdown cells as well as their
revertant ShTAZR1 were treated and assayed for phospho-AMPK (p-AMPK) as described in materials
and methods. p-AMPK was corrected for total AMPK and expressed as fold increase vs. ShWT1
control (arbitrarily set at 1). (d) Quantification of red fluorescence from TMRM staining on confocal
images where the intensity per cell is taken into account. (e) ShTaz1 cells exhibited increased protein
synthesis. HeLa cells were transduced with the shRNA adenovirus and labeled with 3[H]leucine as
described in materials and methods. Protein synthesis is expressed as counts per minute (cpm) of
3[H]leucine incorporated. Data represent means ± SE from 4 separate experiments. From (c) to (g) the
± SEM is given on 6 independent preparations (f) Mitochondrial DNA content as assayed by NADH
dehydrogenase 1 (ND1) gene content measured by RT-PCR (see materials and methods). (g) Increases
expression of the hypertrophic marker brain natriuretic peptide (BNP). RT-PCR is used to detect the
BNP mRNA. The BNP promoter was activated in tafazzin knockdown HeLa cells (ShWT1). ShWT1 cells
were transfected with a luciferase reporter gene under the control of a BNP promoter and infected with
shRNA adenovirus. The BNP promoter activity is detected by luciferase activity, expressed as fold
increase vs. SCR control. ns = no significant and * is the p-value ≤ 0.05 and ** is the p-value ≤ 0.01 and
*** is the p-value ≤ 0.001.

Table 1. Flow cytometry measurements of the cell light scatter.

Cell Type Side Scatter
(90◦ Light Scatter)

Forward Low-Angle Light
Scatter (10–21◦ Angle)

ShWT1 257 ± 35 476 ± 18

ShTaz1 207 ± 29 442 ± 12

ShTaz1R 230 ± 31 458 ± 15

The ± values are from the flow cytometry histograms and represent the standard deviation to the mean fluorescent
value at half-peak on the Gaussian representation calculated for 10,000 events.

3.3.3. Seahorse Respiratory Measurements on intact Cells

Respirometry measurements using the Seahorse device on the three cell lines (ShWT1, ShTaz1
and ShTaz1R) showed that ShTaz1 cells had an elevated basal oxygen consumption rate (Figure 5c,d),
increased F1F0ATPase synthase (Figure 5c,e), and increased H+ leak (Figure 5c,g), whereas their
maximal respiratory capacity was widely compromised (Figure 5c,f).

Respiratory capacity, which reflects maximal electron transport chain activity, showed that TAZ
deficiency and subsequently defective CL decreased the efficiency of ATP generation by lowering
F1F0ATPase synthase activity.

The control cells (ShWT1 and ShTaz1R) had a respiratory capacity very close to the basal value
(Figure 5c,d). Also similar to basal values were their proton leak (Figure 5g) and F1F0ATPase function
(Figure 5e), whereas the maximal respiratory capacity of the ShTaz1R (revertant) never reached
the value of the control cells (ShWT1) (Figure 5c,f), even if the difference could be considered as
not significant.

3.4. Tafazzin Knockdown Activates AMPK and Increases Mitochondrial Density

The F1F0ATPase synthase activity was reduced as expected given the low amount of ATP
synthesized in the ShTaz1 mutant (Figure 5d). This ATP comes from mitochondrial activity since
glutamine must be metabolized by oxidative phosphorylation in the mitochondria to enable ATP
generation [24]. The ATP produced in the ShWT1 control and ShTaz1R cells was almost similar.
Thus, tafazzin knockdown lowers mitochondrial ATP production.

As described in Figure 6a,b and also evidenced in terms of light scatter (Table 1), the tafazzin
knockdown mutant cells were larger than the ShWT1 control cells. This may be related to quite
important metabolic changes.

A large increase in the pAMPK to AMPK ratio was recorded in the mutant cells (ShTaz1) (Figure 6d).
These measurements should be interpreted in a context where the mitochondrial density (Figure 6e) is
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clearly increased in ShTaz1 cells (Figure 5b, EM picture), even if the mitochondria appeared smaller
and fragmented (Figure 5b both pictures at right and left). Concerning the revertant cells (ShTaz1R),
the cellular volume was not fully restored. Also, this cellular swelling (“cellular hypertrophy”) was
associated with an increase in protein synthesis, as detected by 3[H]-leucine incorporation (Figure 6e).

We also investigated whether tafazzin knockdown induces the hypertrophic marker gene and
brain natriuretic peptide (BNP) expression. As shown in Figure 6f, tafazzin knockdown significantly
increased the expression of BNP as determined by semiquantitative qPCR. The activation of BNP
gene transcription was assayed by measuring a hBNP promoter coupled to a luciferase reporter gene.
Tafazzin knockdown significantly increased BNP promoter activity compared with the scrambled virus
control (Figure 6f). Thus, tafazzin knockdown clearly induced cellular hypertrophy in ShTaz1 cells.

When coupled to a luciferase reporter gene, the hBNP promoter that activated BNP gene
transcription exhibited enhanced activity. Tafazzin knockdown significantly increased BNP promoter
activity compared with the ShWT1 control or the ShTaz1R revertant cells (Figure 6g). In general terms,
tafazzin knockdown induced hypertrophy plus all linked reporter events in HeLa cells.

When the mitochondria were smaller with reduced cristae membranes, they usually contained
fewer respiratory complexes. This was analyzed in lymphocytes and myoblasts from the heart of BTHS
patients. We investigated whether this affected mitochondrial function and oxidative phosphorylation.
It was important to see whether the potential decrease in respiratory complexes and the recorded
alteration in cristae structure affected mitochondrial bioenergetics, by determining ATP synthesis and
mitochondrial respiration.

The activity of citrate synthase, an enzyme of the mitochondrial matrix usually used to report on
mitochondrial content, was clearly increased in ShTaz1 cells (Table 2) versus the control cells (ShWT1).
This suggests that ShTaz1 has a greater mitochondrial content than the control and revertant cells
(ShWT1 and ShTaz1R). As shown in Table 2, ATP synthesis was lower in the mutant cells (ShTaz1) than
in the control and revertant cells.

Table 2. Mitochondrial activities measured in intact permeabilized HeLa cell lines (ShWT1, ShTaz1,
and ShTaz1R).

Activities. nmol/min/mg ATP Synthesis Activity Citrate Synthase Activity ATP/CS

ShWT1 25.8 ± 1.5 182.3 ± 24.6 0.141

ShTaz1 17.4 ± 1.2 * 287.5 ± 9.0 * 0.060 *

ShTaz1R 23.9 ± 1.4 201.6 ± 19.3 0.118

Coupled Respiration Uncoupled Respiration CS/Coupled

ShWT1 7.7 ± 0.6 19.7 ± 0.8 0.042 ± 0.004

ShTaz1 6.9 ± 0.9 19.6 ± 1.8 0.024 ± 0.006 *

ShTaz1R 7.5 ± 0.6 19.8 ± 1.3 0.037 ± 0.007

ATP synthesis activity and citrate synthase activity (CS). The values shown are means of at least three independent
measurements expressed in nmol/min/mg protein. Statistically significant differences between ShWT1 control and
ShTaz1 or HeLaTaz1R cells are indicated: * p < 0.05.

3.5. Acidic Compartments and Autophagy Inhibition

As seen in Figure 6a,b, the cellular hypertrophy in ShWT1 cells linked to tafazzin knockdown
cells was accompanied by an increase in AO red staining. Not only did the number of acidic vesicles
per nucleus increase (Figure 7b), but their size was also significantly greater (Figure 7c). The acidic
compartment returned to normal in the revertant cells (ShTaz1R) compared to the control cells (shWT1).

This increase in acidic vesicles allowed us to speculate about a possible increase when using
other acidotropic markers like LysoTracker Green and MDC, which has also been reported to stain
the autophagosomal membrane, thereby providing an extended definition of the type of vesicles
stained [59,68].
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Calculation from 10–20 image field as presented in Figure 6a,b. (c) Histogram representation of vesicle 
size in μM calculated in the same image fields as presented in Figure 6a,b. (d) Flow cytometry analysis 
of the accumulation of LysoTracker Green in arbitrary units (a.u.). (e) Flow cytometry analysis of 
staining by monodansylcadaverine (MDC, in arbitrary units). ns = no significant and *** is the p-value 
≤ 0.001. 

Figure 7. Confocal images and flow cytometry analysis of the acidic vesicles formed in the cytoplasm
of control HeLa cells (ShWT1) and tafazzin knockdown cells (ShTaz1). (a–c) Analysis of the three
HeLa cell lines (ShWT1, ShTaz1 and ShTaz1R) stained with AO. (a) Acridine orange staining of the
lysosomes and other acidic compartments. At the top, ShWT1 control cells and bottom, ShTaz1 tafazzin
knockdown. (b) Histogram representation of the number of red vesicles per nucleus. Calculation from
10–20 image field as presented in Figure 6a,b. (c) Histogram representation of vesicle size in µM
calculated in the same image fields as presented in Figure 6a,b. (d) Flow cytometry analysis of the
accumulation of LysoTracker Green in arbitrary units (a.u.). (e) Flow cytometry analysis of staining by
monodansylcadaverine (MDC, in arbitrary units). ns = no significant and *** is the p-value ≤ 0.001.

The histogram profiles of LysoTracker Green staining (Figure 7e) and of MDC staining were very
similar (Figure 7e), with a clear enhancement of staining with both probes in the ShTaz1 tafazzin
mutant, staining in the ShTaz1R cells being very similar to that of the control cells. Since MDC is
known to stain autophagosomes and lysosomes, this observation can complement the staining of
lysosomes with LysoTracker Green (Figure 7d,e).

3.6. Abolition of Mitophagy in Tafazzin Cell Mutants

TAZ depletion appears to be the primary cause of the oxidative stress that is associated with
impaired mitochondrial respiration. This is confirmed by our findings (Figure 5) on cellular respiration
and ATP depletion (Figure 5d), which show that mutant cells have a lower basal respiratory capacity
and that impaired cellular respiration takes place in a deleterious context of higher protein carbonylation
(Figure 2b) and lipid oxidation (Figure 2c). Moreover, electron microscopy pictures showed that
the mitochondria of tafazzin knockdown cells (ShTaz1) are altered, translucid, smaller, have fewer
cristae membranes, and, most importantly, are still present in the cell cytoplasm. Usually, defective or
dysfunctional mitochondria are discarded from cells by a very specific mechanism called mitophagy.
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In order to follow what happens when tafazzin is knocked down, we used flow cytometric image
analysis to monitor the acidic compartment with LysoTracker Green (or as an alternative MDC) and
the fate of altered mitochondria, even if they have a slightly lower ∆Ψm as assayed with TMRM.

In the control cells (ShWT1) where autophagy takes place, a large proportion of the mechanism
is devoted to the more specific mitophagic events. Double staining with LysoTracker Green and the
mitochondrial marker TMRM identified (Figure 8a–c) where these two markers are co-localized.
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Figure 8. Image analysis of the co-localization of LysoTracker Green (lysosomes and acidic fusion
vesicles) and the mitochondrial membrane potential dye, TMRM. (a) Colocalization based on brightness
similarity and the corresponding histogram with 75.5% of the cells exhibiting different similarity indices,
whereas 24.5% exhibit strict co-localization estimated by the similarity index. (b) Images of cells with
similarity index < 2; no co-localization of the two probes. (c) Images of cells with similarity index > 2,
which indicates co-localization of mitochondria in the acidic vesicles. (d) Method of calculation used to
estimate the similarity index. (e,f) Analysis of ShTaz1 cells, which are deficient in tafazzin; (e) images
and (f) curve of co-localization. (g) The co-localization index is reported on a histogram for the three
cell types (ShWT1, ShTaz1, and ShTaz1R). ± SEM on 5 different preparations. ns = no significant and
*** is the p-value ≤ 0.001.
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Mitophagy (defective mitochondria within specialized autophagosomes) was detectable in 24.5%
of the cells (ShWT1 control). Calculation of the similarity index (Figure 8d) showed (Figure 8e–g) that
there was almost no co-localization of the two probes in ShTaz1 cells (1.95% similarity) (Figure 8g),
whereas the ShTaz1R revertant cells had a similarity index of 19.75% (Figure 8g), a value close to the
24.5% of the ShWT1 control cells.

These results are very surprising since they clearly mean that the number and size of acidic
vesicles were greatly increased, suggesting that not all autophagy mechanisms were altered and that
there is a blockage of autophagic processes with a huge accumulation of acidic vesicles that are stained
by LysoTracker Green, MDC, and also AO markers [67].

3.7. Changes of the Acidic Compartment in Normal and Rapamycin-Induced Autophagy

A detailed flow cytometric analysis of the green and red fluorescence of AO allowed us to follow the
behavior of the three cell lines from the point of view of the current autophagic processes (i.e., essentially
mitophagy) or of rapamycin-induced autophagy (Figure 9a–f) The mean cellular population was
detected in green (principally by staining of nuclei, even if there was some green in the cytoplasm)
and in red following the staining of the acidic vesicles (i.e., lysosomes and autophagolysosomes or
mitophagosomes; the cells taken into account were TO-PRO-3-negative, which means viable).

The tafazzin-deficient cells (ShTaz1) (Figure 9b) had a more intense red fluorescence than the
ShWT1 control (Figure 9a) or the ShTaz1R cells (Figure 8c). The mean fluorescent red values are
presented in the histogram (Figure 9g). Less than 5% of cells in the lower red corner exhibit low green
and low red fluorescence (Figure 9a–c).

When the cells were treated with 50 nM rapamycin for 12 h (to induce autophagy) they exhibited
strange behavior (Figure 9d–f). Whereas, ShWT1 and ShTaz1R cells exhibited a large increase in AO
red fluorescence (respectively, Figure 9d,f)—789 versus 211 in control cells (ShWT1) and 774 versus
197 in revertant cells (ShTaz1R) without such a large increase in the lower left corner (not more
than 12%)—fluorescence in the ShTaz1 cells knockdown for tafazzin did not increase after treatment
(Figure 9e). This means that the ShTaz1 cells did not respond to rapamycin and undergo strict inhibition
of the further increase in the number and size of acidic vesicles and therefore in mitophagy. Significant
also was the appearance of a large cellular population in the lower left corner (25–30%) that has low
green and low red fluorescence, meaning that the DNA is more compacted and can no longer fix the
AO molecules. And this tells us that the acidic compartment is altered (the acidic vesicles became
permeable or were destroyed) and, as a consequence, is unable to accumulate the acidotropic dye.
So, there are fewer stacked AO molecules and subsequently a lower red fluorescence (Figure 9e).

3.8. Assessment of Autophagic Processes with LC3-I and LC3-II

As a catabolic process, autophagy results in a situation where cellular contents including
organelles are degraded using autophagic vacuoles [69]. Autophagy is a continuous process that occurs
at low levels in normal cells and can be activated by various cellular stressors, including organelle
damage or destabilization. Whereas in a situation where the cells are crucially dependent on
defective mitochondria, as with ShTaz1 cells, quality control mechanisms that recognize and recycle
damaged mitochondria should be critically regulated. Mitochondria quality control could be
regulated by antioxidant and chaperone expression, localized remodeling/proteolysis, and autophagic
degradation [70]. Concerning our present task, the recently discovered mitophagic pathway involving
protein to lipid interaction and more precisely the interaction of LC3 with CL [42,71] is of great interest.
Effectively, the mitophagic processes could be altered since CLs are in lower amounts and do not
present the usual fatty acids involved in the interaction with LC3.

Western blot analysis of the control ShWT1 cells and the ShTaz1 mutant cells yielded
complementary information (Figure 9h). The ShWT1 cells initially exhibited low amounts of the two
forms of LC3-I and LC3-II. Rapamycin-induced autophagy of the ShWT1 cells is linked to the induction
of a huge amount of LC3-II (Figure 9h, line 1). This was fully inhibited by 20 nM bafilomycin A3
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(Figure 9h, line 2). The situation was quite different for the ShTaz1 tafazzin mutant cells, since the
control cells exhibited a high amount of detectable LC3-I (Figure 9h, line 4), but rapamycin had no or
little effect since it generated a very low level of LC3-II (Figure 9h, line 5), which could be abolished by
bafilomycin A3 (Figure 9h, line 6). So, it appears that the large increase in acidic vesicles is not correlated
with increased autophagy and, moreover, that the mitophagic processes are completely inhibited.Cells 2020, 9, x FOR PEER REVIEW 20 of 30 
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Figure 9. Flow cytometry analysis of acridine orange staining and LC3 Western blot.
(a–f) Flow cytometric analysis of AO staining for the three cell lines (ShWT1, ShTaz1, and ShTaz1R) as
described in materials and methods when treated or not with rapamycin for 24 h. Green fluorescence
when the AO molecules are free or bind to the DNA; red fluorescence in an acidic environment where
the molecules form stacks (Stokes shift). The histograms of green and red fluorescence show the
enhancement of the acidic compartment (red fluorescence), but also the death of cells, which usually lose
their acidic vesicles and have a compacted DNA resulting in less green fluorescence (green fluorescence).
(a–c) Basal acidic vesicles/untreated cells (d–f) Cells treated with rapamycin (autophagy inducer) for
24 h. (g) Histogram representation of red fluorescence (mean values) in monitoring of acidic vesicle
(lysosomes and certainly autophagosomes) statistics are given for 12 different preparations. (h) Western
blot analysis of LC3 staining following basal, or rapamycin, or bafilomycin A3 treatment of the three
cell lines (ShWT1, ShTaz1 and ShTaz1R). ns = no significant and *** is the p-value ≤ 0.001.
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4. Discussion

We generated a model of BTHS in HeLa cells by RNA interference to obtain tafazzin knockdown.
Using either a tafazzin-specific sequence or a non-specific Sh control, we constructed a short hairpin
RNA (ShRNA)-encoding plasmid. HeLa cells were stably transfected and different clones were
isolated (called ShTaz “n” or ShWT “n” control). During this study we used exclusively the ShTaz1
mutant, the ShTaz1R (revertant) and the ShWT1 control cells. Quantitative RT-PCR demonstrated
that endogenous tafazzin RNA levels were significantly reduced in the ShTaz1 mutant (Figure 1a).
Western blotting for endogenous tafazzin again proved the efficient knockdown of the protein
(Figure 1b). We also performed CL and MLCL analysis and tafazzin knockdown cells presented lower
amounts of CL, with significant changes in acyl chain length (as evidenced by a shift to the left of all CL
species) (Figure 1c top and bottom) and a small but significant increase of MLCL. Whereas the increase
of MLCL is modest in the ShTaz1 HeLa cell mutant compared with BTHS-derived lymphoblastoid
cells [37,50] and with BTHS iPSC-derived cardiomyocytes [72], a significant and comparable decrease
in CL is evident in the ShTaz1 mutant, with a dramatic loss of the major peak of each cluster of CL
species (Figure 1c). As in BTHS patients [73], the lack of tafazzin in HeLa cells has almost no effect on
other major phospholipids (Figure 1d). For further use, we introduced a mutation into the cDNA of
human tafazzin, and ShTaz1 mutant cells were transfected with this cDNA to generate stable revertant
clones (among which we chose to work specifically on the ShTaz1R clone). ShTaz1R cells express
tafazzin to a level mainly comparable to the control HeLa ShWT1 cells (Figure 1b).

4.1. Inhibition of the Extrinsic Apoptotic Pathway in Tafazzin-Deficient Cells

CL-deficient HeLa cells (ShTaz1 knockdown cells) appear to be resistant to the induction of cell
death by anti-Fas antibody (Figure 2), provided they do not exhibit any drop in ∆Ψm as sensitive cells
do (i.e., ShWT1 and ShTaz1R HeLa cells). These results are in strict accord with previous reports on
other tafazzin-deficient cell lines (i.e., lymphoblasts or iPSC-derived cardiomyocytes), and focused our
attention on the major role of mature CL in Fas-induced apoptosis. Clearly, these results again prove
that CL-deficient cells are defective in terms of the extrinsic apoptotic pathway, which links the death
receptor (Fas receptor) with the core pro-apoptotic machinery.

These important points have been described previously [37,50], but here we were also able to
see that this inhibition of cell death signal transduction takes place in a cellular environment of high
reducing conditions: Protein oxidation (Figure 2b) and lipid peroxidation (Figure 2c) are enhanced
in the ShTaz1 tafazzin mutant. Concerning the lipids, a similar form of oxidative stress has been
evidenced recently by Le et al. [74].

Additionally, we sought to identify where in the early events of apoptosis the blockage of
apoptosis signaling takes place. Usually, ShWT1 and ShTaz1R cells, which are fully sensitive to anti-Fas
antibody-induced apoptosis, exhibit the canonical early mitochondrially linked events as a drop in
∆Ψm, a reduction in NADPH and NADH, enhanced superoxide anion production, and an activation
of caspase-3/7 due to the release of cytochrome c [75–78].

Analysis of the apoptosis-associated events proved that, in ShTaz1 mutant cells, the characteristics
of the cells are not fully restored (Figure 3a–d). Clearly, apoptosis is inhibited at the mitochondrial
level and this is linked to the absence of mature CL at the mitochondrial membrane contact sites that
interact with proteins acting as apoptosis effectors, i.e., caspase-8 or Bid molecules [37,50,79,80].

4.2. Alterations and Characteristics of Tafazzin-Knockdown HeLa Cell Proliferation

Impedancemetry is a useful tool for monitoring cellular proliferation [53] and yielded unexpected
results. The three cell lines studied (ShWT1, ShTaz1, and ShTaz1R) exhibited quite different behavior
in terms of all the characteristics accessible by impedancemetry. Both cell adhesion and proliferation
curves were affected and differed from each other (Figure 4a). ShWT1 control cells exhibited a classical
proliferation curve, with an adhesion sequence ending in a transition plateau before the proliferation
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started, then the maximum CI was reached and the CI started to decrease following cell death in
culture (cells detached from the bottom of the wells). As expected, the ShTaz1 tafazzin-deficient cells
were affected in all the steps, and had lower adhesion capacity as well as a reduced rate of proliferation
and a lower maximum CI (Figure 4a). The technique is sensitive enough to prove that the revertant
cells (ShTaz1R) do not have a fully restored capacity to bond and to proliferate, though they are more
similar to the control cells (ShWT1).

4.3. Bioenergetic Defects Lie in Mitochondrial Structure and Mitochondrial Homeostasis Destabilization

Electron microscopy analysis of ShTaz1 and ShWT1 cells showed that the ShTaz1 cells exhibited
numerous small abnormal mitochondria (Figure 5). They had a translucid matrix and few cristae
membranes. Their abundance seems to prove that they are not eliminated by specific mitophagy
events, since few autophagosomes were found in the electron micrographs. Careful examination
revealed no trace of defective mitochondria in specific phagosomal structures.

Measurement of cellular ATP production proved that ShTaz1 mutant cells have less ATP available
to sustain cellular adhesion and proliferation, whereas ShTaz1R cells have an almost restored ATP
production (Figure 6c) and that this is valuable whatever the conditions of ATP measurements are
(in galactose where the glycolysis is favored or in glucose) (Table 3).

Table 3. Measurement of the cellular ATP content in different culture conditions. Glycolysis is favored
by cell culture in galactose, whereas both mitochondria and glycolysis are at work when the culture is
on glucose.

ATP (pmole/mg protein) Cell Culture on Galactose Cell Culture on Glucose

ShWT1 61 ± 4 58 ± 8

ShTaz1 21 ± 5 48 ± 5

ShTazR1 55 ± 7 56 ± 6

Clearly tafazzin knockdown causes hypertrophy in HeLa cells (Figure 6a–b). Decreased tafazzin
expression lowers CL and modifies CL acyl chain composition in ShTaz1 mutant cells, and this in turn
blunts ATP production by the mitochondria.

ATP depletion has well-known detrimental effects that include cellular hypertrophy and may
initiate cell death. Acute ATP depletion switches on the catabolic pathways (still producing ATP by
use of fatty acid oxidation and glycolysis) and switches off the ATP-consuming anabolic pathways
such as lipogenesis and gluconeogenesis [81]. With rare diseases like BTHS, it is always interesting
to estimate the long-term effects of any metabolic modification. One long-term response to ATP
depletion is enhanced mitochondrial biogenesis (Figure 6f,g), which is mediated by the activation of the
“fuel gauge” AMPK (Figure 6d) [82]. Jager et al. [83] have shown that pAMPK directly phosphorylates
and activates PGC1α, the key regulator of mitochondrial biogenesis [84].

We used an extracellular flux analyzer to probe mitochondrial functions (Figure 5c–h). The HeLa
cells exhibited an unexpected high basal oxygen consumption rate which fitted perfectly with both an
increase in F0F1ATP synthase and an increase in H+ leak. Since there is a reduction of the basal ATP
levels, these results pointed out the inefficiency of the ATP synthase activity. These results proved that
TAZ deficiency and associated CL abnormalities reduce electron transport chain function and decrease
ATP generating system efficiency by lowering F0F1ATP synthase specific activity.

4.4. Mitophagy Inhibition Due to Defective Cardiolipin in the Tafazzin-Deficient HeLa Cell Mutant

Mitophagy, the specialized autophagy that targets defective mitochondria, is a cardinal feature
of mitochondrial quality control since it is responsible for the clearance of damaged mitochondria.
Defective mitophagy is usually linked to the impairment of mitochondrial functions [85,86].
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It well-known that mitochondria are flexible and highly dynamic structures. Mitochondrial
division and fusion occurring in a coordinated cycle of “mitochondrial dynamics” [87] provide rapid
adaptation of mitochondrial morphology and play an important role in the regulation of the cell
cycle, cellular immunity, apoptosis, and mitochondrial mass [88]. Inadequate ATP supply and/or high
production of ROS may promote dysfunction of mitochondrial dynamics that can directly damage
cells. It is interesting to note that many human diseases are associated with mutations in mitochondrial
core mechanical components and flaws in mitochondrial dynamics [89,90].

Mitochondrial dynamics is the process of mitochondrial fusion and fission, and determines the
shape, quality and quantity of mitochondria [91,92]. Mitochondrial dynamics is closely linked to
mitochondrial functions, such as cell proliferation, cell metabolism, and cell migration [92], and is
tightly regulated by a variety of proteins.

4.5. Mitochondrial Dysfunctions are Compensated at the Cellular Level

Despite the disruption of mitochondrial homeostasis due to tafazzin deficiency, and the fact that
this is accompanied by ATP depletion (Figure 5d and Table 3) and ROS generation that originate from
the altered electron transport chain, there is a clear development of the acidic vesicular system that
comprises lysosomal and late endosomes (Figure 7). But, even if the network of vesicles is clearly
prone to mitophagy, the absence of mature CL with an appropriate acyl chain composition leads to
its inhibition (Figure 8). So, dysfunctional mitochondria resulting from fission of the mitochondrial
network are not eliminated and accumulate (Figure 5a,b). This results in damaged mitochondria,
which otherwise would have been eliminated, remaining within the ShTaz1 cells.

Thus, although ShTaz1 cells exhibit lower levels of CL with fatty acid chain modifications, they can,
nonetheless, fulfill cellular energy demands by a mechanism of compensation. This includes an increase
in mitochondrial mass (despite smaller mitochondria), as shown by electron microscopy (Figure 5),
as well as a significant increase in citrate synthase activity, which is an indication of an efficient de
novo mitochondrial synthesis (Table 2 and Figure 5b).

4.6. Accumulation of Acidic Vesicles and Inhibition of Mitophagy

While altered and exhibiting a lower mitochondrial membrane potential, mitochondria are usually
destined for degradation mediated by the PINK1- and PARK2-dependent pathway [93]; mitochondria
with low ∆Ψm and significant ROS production stayed present within the cells (Figure 8). Moreover,
classical Western blotting of LC3 indicates that LC3-II is not generated in tafazzin-deficient cells
(ShTaz1) (Figure 9), proving if necessary that mitophagy is not effective in these tafazzin mutant cells.
These results are quite consistent with the recent results of Wang’s team on cardiomyocytes [72] that
proved that Barth syndrome patients have deficient O2 consumption in muscle and also impaired
cardiac capacity, which fit well with the observed exercise intolerance [73]. Our results also complement
the indication provided by Hsu’s team that efficient CL remodeling is selectively necessary for proper
mitophagy initiation [94].

In summary, our findings provide new insight into the pathogenesis of Barth syndrome,
by highlighting the role played by aberrant CL, as tafazzin mutation leads to an impairment of
tafazzin function and the production of smaller amounts of CL with modified acyl chains and
the accumulation of MLCL. All this results in mitochondrial dysfunction. CL is a key element of
electron transport chain efficiency and also a key structural component of mitochondrial membranes
(and contact sites between the two membranes). One confirmed consequence is impairment of the
pro-apoptotic signal that mediates the extrinsic cell death pathway (where the mitochondria act as an
amplifier). This pathway is strictly abolished due to the inability of the CL-caspase-8-Bid platform to
be formed [50,51,95]. Here, it appears that there is also a clear inhibition of the mitophagic events that
maintain the less efficient but abundant mitochondria in the cytoplasm. This seems to work by almost
the same mode of action since there is a lack of CL to LC3 interaction that abolishes mitophagy.
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These results also highlight mitochondrial bioenergetic failure even in the presence of compensation
at the cellular level. One major question for future studies concerns possible interventions, in three
main directions: Targeting the oxidative status of these cells (by mitochondrially located antioxidants);
intervention at the mitophagic processes; and/or possible restoration of the translation of the
mitochondrial precursors through the mitochondrial membranes (assuming they are altered by
the changes in mitochondrial membrane properties due to the alteration of CL).
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HeLa cells, revertant; Tazz, tafazzin.

References

1. Barth, P.; Scholte, H.; Berden, J.; Moorsel, J.V.D.K.-V.; Luyt-Houwen, I.; Veer-Korthof, E.V.; Van Der Harten, J.;
Sobotka-Plojhar, M. An X-linked mitochondrial disease affecting cardiac muscle, skeletal muscle and
neutrophil leucocytes. J. Neurol. Sci. 1983, 62, 327–355. [CrossRef]

2. Clarke, S.L.; Bowron, A.; Gonzalez, I.L.; Groves, S.J.; Newbury-Ecob, R.; Clayton, N.; Martin, R.P.;
Tsai-Goodman, B.; Garratt, V.; Ashworth, M.; et al. Barth syndrome. Orphanet J. Rare Dis. 2013, 8, 23.
[CrossRef] [PubMed]

3. Christodoulou, J.; McInnes, R.R.; Jay, V.; Wilson, G.; Becker, L.E.; Lehotay, D.C.; Platt, B.-A.; Bridge, P.J.;
Robinson, B.H.; Clarke, J.T.R. Barth syndrome: Clinical observations and genetic linkage studies. Am. J.
Med. Genet. 1994, 50, 255–264. [CrossRef]

4. Johnston, J.; Kelley, R.I.; Feigenbaum, A.; Cox, G.F.; Iyer, G.S.; Funanage, V.L.; Proujansky, R. Mutation
characterization and genotype-phenotype correlation in Barth syndrome. Am. J. Hum. Genet. 1997, 61,
1053–1058. [CrossRef] [PubMed]

5. Ronvelia, D.; Greenwood, J.; Platt, J.; Hakim, S.; Zaragoza, M.V. Intrafamilial variability for novel TAZ gene
mutation: Barth syndrome with dilated cardiomyopathy and heart failure in an infant and left ventricular
noncompaction in his great-uncle. Mol. Genet. Metab. 2012, 107, 428–432. [CrossRef] [PubMed]

6. Jefferies, J.L. Barth syndrome. Am. J. Med. Genet. C Semin. Med. Genet. 2013, 163C, 198–205. [CrossRef]
[PubMed]

7. Bione, S.; D’Adamo, P.; Maestrini, E.; Gedeon, A.K.; Bolhuis, P.A.; Toniolo, D. A novel X-linked gene, G4.5. is
responsible for Barth syndrome. Nat. Genet. 1996, 12, 385–389. [CrossRef]

8. Kirwin, S.M.; Manolakos, A.; Barnett, S.S.; Gonzalez, I.L. Tafazzin splice variants and mutations in Barth
syndrome. Mol. Genet. Metab. 2014, 111, 26–32. [CrossRef]

9. Esaric, A.; Eandreau, K.; Earmand, A.-S.; Möller, I.M.; Petit, P.X. Barth Syndrome: From Mitochondrial
Dysfunctions Associated with Aberrant Production of Reactive Oxygen Species to Pluripotent Stem Cell
Studies. Front. Genet. 2015, 6, 359. [CrossRef]

10. Greenberg, M.L.; Lopes, J.M. Genetic regulation of phospholipid biosynthesis in Saccharomyces cerevisiae.
Microbiol. Rev. 1996, 60, 1–20. [CrossRef]

http://dx.doi.org/10.1016/0022-510X(83)90209-5
http://dx.doi.org/10.1186/1750-1172-8-23
http://www.ncbi.nlm.nih.gov/pubmed/23398819
http://dx.doi.org/10.1002/ajmg.1320500309
http://dx.doi.org/10.1086/301604
http://www.ncbi.nlm.nih.gov/pubmed/9345098
http://dx.doi.org/10.1016/j.ymgme.2012.09.013
http://www.ncbi.nlm.nih.gov/pubmed/23031367
http://dx.doi.org/10.1002/ajmg.c.31372
http://www.ncbi.nlm.nih.gov/pubmed/23843353
http://dx.doi.org/10.1038/ng0496-385
http://dx.doi.org/10.1016/j.ymgme.2013.11.006
http://dx.doi.org/10.3389/fgene.2015.00359
http://dx.doi.org/10.1128/MMBR.60.1.1-20.1996


Cells 2020, 9, 2333 25 of 29

11. Xu, Y.; Malhotra, A.; Ren, M.; Schlame, M. The Enzymatic Function of Tafazzin. J. Biol. Chem. 2006, 281,
39217–39224. [CrossRef] [PubMed]

12. Joshi, A.S.; Zhou, J.; Gohil, V.M.; Chen, S.; Greenberg, M.L. Cellular functions of cardiolipin in yeast.
Biochim. Biophys. Acta BBA Bioenerg. 2009, 1793, 212–218. [CrossRef] [PubMed]

13. Petrosillo, G.; Ruggiero, F.M.; Paradies, G. Role of reactive oxygen species and cardiolipin in the release of
cytochrome c from mitochondria. FASEB J. 2003, 17, 2202–2208. [CrossRef] [PubMed]

14. Ott, M.; Robertson, J.D.; Gogvadze, V.; Zhivotovsky, B.; Orrenius, S. Cytochrome c release from mitochondria
proceeds by a two-step process. Proc. Natl. Acad. Sci. USA 2002, 99, 1259–1263. [CrossRef]

15. Du, C.; Fang, M.; Li, Y.; Li, L.; Wang, X. Smac, a Mitochondrial Protein that Promotes Cytochrome c–Dependent
Caspase Activation by Eliminating IAP Inhibition. Cell 2000, 102, 33–42. [CrossRef]

16. Li, P.; Nijhawan, D.; Budihardjo, I.; Srinivasula, S.M.; Ahmad, M.; Alnemri, E.S.; Wang, X. Cytochrome c and
dATP-dependent formation of Apaf-1/caspase-9 complex initiates an apoptotic protease cascade. Cell 1997,
91, 479–489. [CrossRef]

17. Chicco, A.J.; Sparagna, G.C. Role of cardiolipin alterations in mitochondrial dysfunction and disease. Am. J.
Physiol. Cell Physiol. 2007, 292, C33–C44. [CrossRef]

18. Jiang, F.; Ryan, M.T.; Schlame, M.; Zhao, M.; Gu, Z.; Klingenberg, M.; Pfanner, N.; Greenberg, M.L. Absence
of Cardiolipin in thecrd1Null Mutant Results in Decreased Mitochondrial Membrane Potential and Reduced
Mitochondrial Function. J. Biol. Chem. 2000, 275, 22387–22394. [CrossRef] [PubMed]

19. Böttinger, L.; Ellenrieder, L.; Becker, T. How lipids modulate mitochondrial protein import.
J. Bioenerg. Biomembr. 2016, 48, 125–135. [CrossRef] [PubMed]

20. Bazán, S.; Mileykovskaya, E.; Mallampalli, V.K.P.S.; Heacock, P.; Sparagna, G.C.; Dowhan, W.
Cardiolipin-dependent Reconstitution of Respiratory Supercomplexes from Purified Saccharomyces
cerevisiae Complexes III and IV. J. Biol. Chem. 2013, 288, 401–411. [CrossRef]

21. Ban, T.; Heymann, J.A.; Song, Z.; Hinshaw, J.E.; Chan, D.C. OPA1 disease alleles causing dominant optic
atrophy have defects in cardiolipin-stimulated GTP hydrolysis and membrane tubulation. Hum. Mol. Genet.
2010, 19, 2113–2122. [CrossRef] [PubMed]

22. Gebert, N.; Joshi, A.S.; Kutik, S.; Becker, T.; McKenzie, M.; Guan, X.L.; Mooga, V.P.; Stroud, D.A.; Kulkarni, G.;
Wenk, M.R.; et al. Mitochondrial cardiolipin involved in outer-membrane protein biogenesis: Implications
for Barth syndrome. Curr. Biol. 2009, 19, 2133–2139. [CrossRef] [PubMed]

23. Gu, Z.; Valianpour, F.; Chen, S.; Vaz, F.M.; Hakkaart, G.A.; Wanders, R.J.A.; Greenberg, M.L. Aberrant
cardiolipin metabolism in the yeast taz1 mutant: A model for Barth syndrome. Mol. Microbiol. 2004, 51,
149–158. [CrossRef]

24. Moreadith, R.W.; Lehninger, A.L. The pathways of glutamate and glutamine oxidation by tumor cell
mitochondria. Role of mitochondrial NAD(P)+-dependent malic enzyme. J. Biol. Chem. 1984, 259, 6215–6221.
[PubMed]

25. Gaspard, G.J.; McMaster, C.R. The Mitochondrial Quality Control Protein Yme1 Is Necessary to Prevent
Defective Mitophagy in a Yeast Model of Barth Syndrome. J. Biol. Chem. 2015, 290, 9284–9298. [CrossRef]

26. Xu, F.-P.; Chen, M.-S.; Wang, Y.-Z.; Yi, Q.; Lin, S.-B.; Chen, A.F.; Luo, J.-D. Leptin Induces Hypertrophy via
Endothelin-1–Reactive Oxygen Species Pathway in Cultured Neonatal Rat Cardiomyocytes. Circulation 2004,
110, 1269–1275. [CrossRef]

27. Khuchua, Z.; Yue, Z.; Batts, L.; Strauss, A.W. A Zebrafish Model of Human Barth Syndrome Reveals the
Essential Role of Tafazzin in Cardiac Development and Function. Circ. Res. 2006, 99, 201–208. [CrossRef]

28. Saini-Chohan, H.K.; Holmes, M.G.; Chicco, A.J.; Taylor, W.A.; Moore, R.L.; McCune, S.A.; Hickson-Bick, D.L.;
Hatch, G.M.; Sparagna, G.C. Cardiolipin biosynthesis and remodeling enzymes are altered during
development of heart failure. J. Lipid Res. 2009, 50, 1600–1608. [CrossRef]

29. Chatzispyrou, I.A.; Guerrero-Castillo, S.; Held, N.M.; Ruiter, J.P.; Denis, S.W.; Ijlst, L.; Wanders, R.J.;
Van Weeghel, M.; Ferdinandusse, S.; Vaz, F.M.; et al. Barth syndrome cells display widespread remodeling
of mitochondrial complexes without affecting metabolic flux distribution. Biochim. Biophys. Acta BBA Mol.
Basis Dis. 2018, 1864, 3650–3658. [CrossRef]

30. Pfeiffer, K.; Gohil, V.; Stuart, R.A.; Hunte, C.; Brandt, U.; Greenberg, M.L.; Schägger, H. Cardiolipin Stabilizes
Respiratory Chain Supercomplexes. J. Biol. Chem. 2003, 278, 52873–52880. [CrossRef]

http://dx.doi.org/10.1074/jbc.M606100200
http://www.ncbi.nlm.nih.gov/pubmed/17082194
http://dx.doi.org/10.1016/j.bbamcr.2008.07.024
http://www.ncbi.nlm.nih.gov/pubmed/18725250
http://dx.doi.org/10.1096/fj.03-0012com
http://www.ncbi.nlm.nih.gov/pubmed/14656982
http://dx.doi.org/10.1073/pnas.241655498
http://dx.doi.org/10.1016/S0092-8674(00)00008-8
http://dx.doi.org/10.1016/S0092-8674(00)80434-1
http://dx.doi.org/10.1152/ajpcell.00243.2006
http://dx.doi.org/10.1074/jbc.M909868199
http://www.ncbi.nlm.nih.gov/pubmed/10777514
http://dx.doi.org/10.1007/s10863-015-9599-7
http://www.ncbi.nlm.nih.gov/pubmed/25690873
http://dx.doi.org/10.1074/jbc.M112.425876
http://dx.doi.org/10.1093/hmg/ddq088
http://www.ncbi.nlm.nih.gov/pubmed/20185555
http://dx.doi.org/10.1016/j.cub.2009.10.074
http://www.ncbi.nlm.nih.gov/pubmed/19962311
http://dx.doi.org/10.1046/j.1365-2958.2003.03802.x
http://www.ncbi.nlm.nih.gov/pubmed/6144677
http://dx.doi.org/10.1074/jbc.M115.641878
http://dx.doi.org/10.1161/01.CIR.0000140766.52771.6D
http://dx.doi.org/10.1161/01.RES.0000233378.95325.ce
http://dx.doi.org/10.1194/jlr.M800561-JLR200
http://dx.doi.org/10.1016/j.bbadis.2018.08.041
http://dx.doi.org/10.1074/jbc.M308366200


Cells 2020, 9, 2333 26 of 29

31. Zhang, M.; Mileykovskaya, E.; Dowhan, W. Gluing the respiratory chain together. Cardiolipin is required
for supercomplex formation in the inner mitochondrial membrane. J. Biol. Chem. 2002, 277, 43553–43556.
[CrossRef] [PubMed]

32. DeVay, R.M.; Dominguez-Ramirez, L.; Lackner, L.L.; Hoppins, S.; Stahlberg, H.; Nunnari, J. Coassembly of
Mgm1 isoforms requires cardiolipin and mediates mitochondrial inner membrane fusion. J. Cell Biol. 2009,
186, 793–803. [CrossRef] [PubMed]

33. Joshi, A.S.; Thompson, M.N.; Fei, N.; Hüttemann, M.; Greenberg, M.L. Cardiolipin and Mitochondrial
Phosphatidylethanolamine Have Overlapping Functions in Mitochondrial Fusion inSaccharomyces cerevisiae.
J. Biol. Chem. 2012, 287, 17589–17597. [CrossRef]

34. Patil, V.A.; Fox, J.L.; Gohil, V.M.; Winge, D.R.; Greenberg, M.L. Loss of Cardiolipin Leads to Perturbation of
Mitochondrial and Cellular Iron Homeostasis. J. Biol. Chem. 2013, 288, 1696–1705. [CrossRef]

35. Ikon, N.; Su, B.; Hsu, F.-F.; Forteand, T.M.; Ryan, R.O. Exogenous cardiolipin localizes to mitochondria and
prevents TAZ knockdown-induced apoptosis in myeloid progenitor cells. Biochem. Biophys. Res. Commun.
2015, 464, 580–585. [CrossRef]

36. Li, X.-X.; Tsoi, B.; Li, Y.-F.; Kurihara, H.; He, R.-R. Cardiolipin and Its Different Properties in Mitophagy and
Apoptosis. J. Histochem. Cytochem. 2015, 63, 301–311. [CrossRef] [PubMed]

37. Gonzalvez, F.; D’Aurelio, M.; Boutant, M.; Moustapha, A.; Puech, J.-P.; Landes, T.; Arnauné-Pelloquin, L.;
Vial, G.; Taleux, N.; Slomianny, C.; et al. Barth syndrome: Cellular compensation of mitochondrial dysfunction
and apoptosis inhibition due to changes in cardiolipin remodeling linked to tafazzin (TAZ) gene mutation.
Biochim. Biophys. Acta BBA Mol. Basis Dis. 2013, 1832, 1194–1206. [CrossRef]

38. Heit, B.; Yeung, T.; Grinstein, S. Changes in mitochondrial surface charge mediate recruitment of signaling
molecules during apoptosis. Am. J. Physiol. Physiol. 2011, 300, C33–C41. [CrossRef]

39. Kim, T.-H.; Zhao, Y.; Ding, W.-X.; Na Shin, J.; He, X.; Seo, Y.-W.; Chen, J.; Rabinowich, H.; Amoscato, A.;
Yin, X.-M. Bid-Cardiolipin Interaction at Mitochondrial Contact Site Contributes to Mitochondrial Cristae
Reorganization and Cytochrome c Release. Mol. Biol. Cell 2004, 15, 3061–3072. [CrossRef]

40. Manganelli, V.; Capozzi, A.; Recalchi, S.; Signore, M.; Mattei, V.; Garofalo, T.; Misasi, R.; Degli Esposti, M.;
Sorice, M. Altered Traffic of Cardiolipin during Apoptosis: Exposure on the Cell Surface as a Trigger for
“Antiphospholipid Antibodies”. J. Immunol. Res. 2015, 2015, 1–9. [CrossRef]

41. McMillin, J.B.; Dowhan, W. Cardiolipin and apoptosis. Biochim. Biophys. Acta 2002, 1585, 97–107. [CrossRef]
42. Chu, C.T.; Bayir, H.; Kagan, V.E. LC3 binds externalized cardiolipin on injured mitochondria to signal

mitophagy in neurons: Implications for Parkinson disease. Autophagy 2014, 10, 376–378. [CrossRef] [PubMed]
43. Schlame, M.; Rua, D.; Greenberg, M.L. The biosynthesis and functional role of cardiolipin. Prog. Lipid Res.

2000, 39, 257–288. [CrossRef]
44. Koshkin, V.; Greenberg, M.L. Oxidative phosphorylation in cardiolipin-lacking yeast mitochondria. Biochem. J.

2000, 347, 687. [CrossRef]
45. Kadenbach, B.; Mende, P.; Kolbe, H.; Stipani, I.; Palmieri, F. The mitochondrial phosphate carrier has an

essential requirement for cardiolipin. FEBS Lett. 1982, 139, 109–112. [CrossRef]
46. Robinson, N.C. Functional binding of cardiolipin to cytochrome c oxidase. J. Bioenerg. Biomembr. 1993, 25,

153–163. [CrossRef]
47. Noel, H.; Pande, S.V. An essential requirement of cardiolipin for mitochondrial carnitine acylcarnitine

translocase activity. Lipid requirement of carnitine acylcarnitine translocase. JBIC J. Biol. Inorg. Chem. 1986,
155, 99–102. [CrossRef]

48. Vaz, F.; Houtkooper, R.H.; Valianpour, F.; Barth, P.G.; Wanders, R.J.A. Only One Splice Variant of the
HumanTAZGene Encodes a Functional Protein with a Role in Cardiolipin Metabolism. J. Biol. Chem. 2003,
278, 43089–43094. [CrossRef]

49. Brandner, K.; Mick, D.U.; Frazier, A.E.; Taylor, R.D.; Meisinger, C.; Rehling, P. Taz1, an Outer Mitochondrial
Membrane Protein, Affects Stability and Assembly of Inner Membrane Protein Complexes: Implications for
Barth Syndrome. Mol. Biol. Cell 2005, 16, 5202–5214. [CrossRef]

50. Gonzalvez, F.; Schug, Z.T.; Houtkooper, R.H.; MacKenzie, E.D.; Brooks, D.G.; Wanders, R.J.; Petit, P.X.;
Vaz, F.M.; Gottlieb, E. Cardiolipin provides an essential activating platform for caspase-8 on mitochondria.
J. Cell Biol. 2008, 183, 681–696. [CrossRef]

http://dx.doi.org/10.1074/jbc.C200551200
http://www.ncbi.nlm.nih.gov/pubmed/12364341
http://dx.doi.org/10.1083/jcb.200906098
http://www.ncbi.nlm.nih.gov/pubmed/19752025
http://dx.doi.org/10.1074/jbc.M111.330167
http://dx.doi.org/10.1074/jbc.M112.428938
http://dx.doi.org/10.1016/j.bbrc.2015.07.012
http://dx.doi.org/10.1369/0022155415574818
http://www.ncbi.nlm.nih.gov/pubmed/25673287
http://dx.doi.org/10.1016/j.bbadis.2013.03.005
http://dx.doi.org/10.1152/ajpcell.00139.2010
http://dx.doi.org/10.1091/mbc.e03-12-0864
http://dx.doi.org/10.1155/2015/847985
http://dx.doi.org/10.1016/S1388-1981(02)00329-3
http://dx.doi.org/10.4161/auto.27191
http://www.ncbi.nlm.nih.gov/pubmed/24351649
http://dx.doi.org/10.1016/S0163-7827(00)00005-9
http://dx.doi.org/10.1042/bj3470687
http://dx.doi.org/10.1016/0014-5793(82)80498-5
http://dx.doi.org/10.1007/BF00762857
http://dx.doi.org/10.1111/j.1432-1033.1986.tb09463.x
http://dx.doi.org/10.1074/jbc.M305956200
http://dx.doi.org/10.1091/mbc.e05-03-0256
http://dx.doi.org/10.1083/jcb.200803129


Cells 2020, 9, 2333 27 of 29

51. Gonzalvez, F.; Pariselli, F.; Jalmar, O.; Dupaigne, P.; Sureau, F.; Dellinger, M.; Hendrickson, E.A.; Bernard, S.;
Petit, P.X. Mechanistic Issues of the Interaction of the Hairpin-Forming Domain of tBid with Mitochondrial
Cardiolipin. PLoS ONE 2010, 5, e9342. [CrossRef] [PubMed]

52. Valianpour, F.; Wanders, R.J.; Overmars, H.; Vreken, P.; Van Gennip, A.H.; Baas, F.; Plecko, B.; Santer, R.;
Becker, K.; Barth, P.G. Cardiolipin deficiency in x-linked cardioskeletal myopathy and neutropenia (barth
syndrome, mim 302060): A study in cultured skin fibroblasts. J. Pediatr. 2002, 141, 729–733. [CrossRef]
[PubMed]

53. Solly, K.; Wang, X.; Xu, X.; Strulovici, B.; Zheng, W. Application of real-time cell electronic sensing (RT-CES)
technology to cell-based assays. Assay Drug Dev. Technol. 2004, 2, 363–372. [CrossRef]

54. Sureau, F.; Chinsky, L.; Duquesne, M.; Laigle, A.; Turpin, P.; Amirand, C.; Ballini, J.; Vigny, P.
Microspectrofluorimetric study of the kinetics of cellular uptake and metabolization of benzo(a)pyrene in
human T 47 D mammary tumor cells: Evidence for cytochrome P1450 induction. Eur. Biophys. J. 1990, 18,
301–307. [CrossRef]

55. De Oyanguren, F.J.S.; Rainey, N.E.; Moustapha, A.; Saric, A.; Sureau, F.; O’Connor, J.; Petit, P.X. Highlighting
Curcumin-Induced Crosstalk between Autophagy and Apoptosis as Supported by Its Specific Subcellular
Localization. Cells 2020, 9, 361. [CrossRef] [PubMed]

56. Traganos, F.; Darzynkiewicz, Z. Chapter 12 Lysosomal Proton Pump Activity: Supravital Cell Staining with
Acridine Orange Differentiates Leukocyte Subpopulations. Methods Cell Biol. 1994, 41, 185–194. [CrossRef]

57. Thomé, M.P.; Filippi-Chiela, E.C.; Villodre, E.S.; Migliavaca, C.B.; Onzi, G.R.; Felipe, K.B.; Lenz, G. Ratiometric
analysis of Acridine Orange staining in the study of acidic organelles and autophagy. J. Cell Sci. 2016, 129,
4622–4632. [CrossRef]

58. Gendron, M.C.; Schrantz, N.; Metivier, D.; Kroemer, G.; Maciorowska, Z.; Sureau, F.; Koester, S.; Petit, P.X.
Oxidation of pyridine nucleotides during Fas- and ceramide-induced apoptosis in Jurkat cells: Correlation
with changes in mitochondria, glutathione depletion, intracellular acidification and caspase 3 activation.
Biochem. J. 2001, 353, 357–367.

59. Niemann, A.; Takatsuki, A.; Elsässer, H.-P. The lysosomotropic agent monodansylcadaverine also acts as a
solvent polarity probe. J. Histochem. Cytochem. 2000, 48, 251–258. [CrossRef]

60. He, Q. Tafazzin knockdown causes hypertrophy of neonatal ventricular myocytes. Am. J. Physiol. Circ. Physiol.
2010, 299, H210–H216. [CrossRef]

61. Harding, P.; Yang, X.-P.; Yang, J.; Shesely, E.; He, Q.; Lapointe, M.C. Gene expression profiling of dilated
cardiomyopathy in older male EP4 knockout mice. Am. J. Physiol. Circ. Physiol. 2010, 298, H623–H632.
[CrossRef] [PubMed]

62. Winer, J.; Jung, C.K.; Shackel, I.; Williams, P.M. Development and validation of real-time quantitative
reverse transcriptase-polymerase chain reaction for monitoring gene expression in cardiac myocytes in vitro.
Anal. Biochem. 1999, 270, 41–49. [CrossRef] [PubMed]

63. Harding, P.; Carretero, O.A.; LaPointe, M.C. Effects of interleukin-1 beta and nitric oxide on cardiac myocytes.
Hypertension 1995, 25, 421–430. [CrossRef] [PubMed]

64. He, Q.; Harding, P.; Lapointe, M.C. PKA, Rap1, ERK1/2, and p90RSK mediate PGE2 and EP4 signaling in
neonatal ventricular myocytes. Am. J. Physiol. Circ. Physiol. 2009, 298, H136–H143. [CrossRef] [PubMed]

65. Lapointe, M.C.; Wu, G.; Garami, M.; Yang, X.-P.; Gardner, D.G. Tissue-Specific Expression of the Human
Brain Natriuretic Peptide Gene in Cardiac Myocytes. Hypertension 1996, 27, 715–722. [CrossRef] [PubMed]

66. Kho, D.; Macdonald, C.; Johnson, R.; Unsworth, C.P.; O’Carroll, S.J.; Du Mez, E.; Angel, C.E.; Graham, E.S.
Application of xCELLigence RTCA Biosensor Technology for Revealing the Profile and Window of Drug
Responsiveness in Real Time. Biosensors 2015, 5, 199–222. [CrossRef] [PubMed]

67. Darzynkiewicz, Z. Cytometry of the cell cycle: In search for perfect methodology for DNA content analysis
in tissue specimens. Cell Cycle 2010, 9, 3395–3396. [CrossRef] [PubMed]

68. Biederbick, A.; Kern, H.F.; Elsässer, H.P. Monodansylcadaverine (MDC) is a specific in vivo marker for
autophagic vacuoles. Eur. J. Cell Biol. 1995, 66, 3–14.

69. Shimizu, S. Biological Roles of Alternative Autophagy. Mol. Cells 2018, 41, 50–54.
70. Chu, C.T. A pivotal role for PINK1 and autophagy in mitochondrial quality control: Implications for

Parkinson disease. Hum. Mol. Genet. 2010, 19, R28–R37. [CrossRef]

http://dx.doi.org/10.1371/journal.pone.0009342
http://www.ncbi.nlm.nih.gov/pubmed/20179769
http://dx.doi.org/10.1067/mpd.2002.129174
http://www.ncbi.nlm.nih.gov/pubmed/12410207
http://dx.doi.org/10.1089/adt.2004.2.363
http://dx.doi.org/10.1007/BF00188043
http://dx.doi.org/10.3390/cells9020361
http://www.ncbi.nlm.nih.gov/pubmed/32033136
http://dx.doi.org/10.1016/s0091-679x(08)61717-3
http://dx.doi.org/10.1242/jcs.195057
http://dx.doi.org/10.1177/002215540004800210
http://dx.doi.org/10.1152/ajpheart.00098.2010
http://dx.doi.org/10.1152/ajpheart.00746.2009
http://www.ncbi.nlm.nih.gov/pubmed/20008274
http://dx.doi.org/10.1006/abio.1999.4085
http://www.ncbi.nlm.nih.gov/pubmed/10328763
http://dx.doi.org/10.1161/01.HYP.25.3.421
http://www.ncbi.nlm.nih.gov/pubmed/7875768
http://dx.doi.org/10.1152/ajpheart.00251.2009
http://www.ncbi.nlm.nih.gov/pubmed/19880670
http://dx.doi.org/10.1161/01.HYP.27.3.715
http://www.ncbi.nlm.nih.gov/pubmed/8613230
http://dx.doi.org/10.3390/bios5020199
http://www.ncbi.nlm.nih.gov/pubmed/25893878
http://dx.doi.org/10.4161/cc.9.17.13015
http://www.ncbi.nlm.nih.gov/pubmed/20861663
http://dx.doi.org/10.1093/hmg/ddq143


Cells 2020, 9, 2333 28 of 29

71. Chu, C.T.; Ji, J.; Dagda, R.K.; Jiang, J.F.; Tyurina, Y.Y.; Kapralov, A.A.; Tyurin, V.A.; Yanamala, N.;
Shrivastava, I.H.; Mohammadyani, D.; et al. Cardiolipin externalization to the outer mitochondrial
membrane acts as an elimination signal for mitophagy in neuronal cells. Nat. Cell Biol. 2013, 15, 1197–1205.
[CrossRef] [PubMed]

72. Wang, G.; McCain, M.L.; Yang, L.; He, A.; Pasqualini, F.S.; Agarwal, A.; Yuan, H.; Jiang, D.; Zhang, D.;
Zangi, L.; et al. Modeling the mitochondrial cardiomyopathy of Barth syndrome with induced pluripotent
stem cell and heart-on-chip technologies. Nat. Med. 2014, 20, 616–623. [CrossRef] [PubMed]

73. Vreken, P.; Valianpour, F.; Nijtmans, L.G.; Grivell, L.A.; Plecko, B.; Wanders, R.J.; Barth, P.G. Defective
Remodeling of Cardiolipin and Phosphatidylglycerol in Barth Syndrome. Biochem. Biophys. Res. Commun.
2000, 279, 378–382. [CrossRef] [PubMed]

74. Le, C.H.; Benage, L.G.; Specht, K.S.; Li Puma, L.C.; Mulligan, C.M.; Heuberger, A.L.; Prenni, J.E.;
Claypool, S.M.; Chatfield, K.C.; Sparagna, G.; et al. Taffazin deficiency impair CoA-dependent oxidative
metabolism in cardiac mitochondria. J. Biol. Chem. 2020, 295, 12485–12497. [CrossRef] [PubMed]

75. Vayssiere, J.L.; Petit, P.X.; Risler, Y.; Mignotte, B. Commitment to apoptosis is associated with changes in
mitochondrial biogenesis and activity in cell lines conditionally immortalized with simian virus 40. Proc. Natl.
Acad. Sci. USA 1994, 91, 11752–11756. [CrossRef] [PubMed]

76. Petit, P.X.; Lecoeur, H.; Zorn, E.; Dauguet, C.; Mignotte, B.; Gougeon, M.L. Alterations in mitochondrial
structure and function are early events of dexamethasone-induced thymocyte apoptosis. J. Cell Biol. 1995,
130, 157–167. [CrossRef] [PubMed]

77. Zamzami, N.; Marchetti, P.; Castedo, M.; Zanin, C.; Vayssière, J.L.; Petit, P.X.; Kroemer, G. Reduction in
mitochondrial potential constitutes an early irreversible step of programmed lymphocyte death in vivo.
J. Exp. Med. 1995, 181, 1661–1672. [CrossRef]

78. Zamzami, N.; Marchetti, P.; Castedo, M.; Decaudin, D.; Macho, A.; Hirsch, T.; Susin, S.A.; Petit, P.X.;
Mignotte, B.; Kroemer, G. Sequential reduction of mitochondrial transmembrane potential and generation of
reactive oxygen species in early programmed cell death. J. Exp. Med. 1995, 182, 367–377. [CrossRef]

79. Gonzalvez, F.; Pariselli, F.; Dupaigne, P.; Budihardjo, I.; Lutter, M.; Antonsson, B.; Diolez, P.; Manon, S.;
Martinou, J.-C.; Goubern, M.; et al. tBid interaction with cardiolipin primarily orchestrates mitochondrial
dysfunctions and subsequently activates Bax and Bak. Cell Death Differ. 2005, 12, 614–626. [CrossRef]

80. Gonzalvez, F.; Bessoule, J.-J.; Rocchiccioli, F.; Manon, S.; Petit, P.X. Role of cardiolipin on tBid and tBid/Bax
synergistic effects on yeast mitochondria. Cell Death Differ. 2005, 12, 659–667. [CrossRef]

81. Richter, E.A.; Ruderman, N.B. AMPK and the biochemistry of exercise: Implications for human health and
disease. Biochem. J. 2009, 418, 261–275. [CrossRef] [PubMed]

82. Hardie, D.G.; Hardie, D.G. AMPK: A key regulator of energy balance in the single cell and the whole
organism. Int. J. Obes. 2008, 32, S7–S12. [CrossRef] [PubMed]

83. Jäger, S.; Handschin, C.; St.-Pierre, J.; Spiegelman, B.M. AMP-activated protein kinase (AMPK) action in
skeletal muscle via direct phosphorylation of PGC-1. Proc. Natl. Acad. Sci. USA 2007, 104, 12017–12022.
[CrossRef]

84. Watt, V.M.; Yip, C.C. HeLa cells contain the atrial natriuretic peptide receptor with guanylate cyclase activity.
Biochem. Biophys. Res. Commun. 1989, 164, 671–677. [CrossRef]

85. Guo, J.Y.; Karsli-Uzunbas, G.; Mathew, R.; Aisner, S.C.; Kamphorst, J.J.; Strohecker, A.M.; Chen, G.; Price, S.;
Lu, W.; Teng, X.; et al. Autophagy suppresses progression of K-ras-induced lung tumors to oncocytomas and
maintains lipid homeostasis. Genes Dev. 2013, 27, 1447–1461. [CrossRef]

86. Wang, Y.; Liu, H.-H.; Cao, Y.-T.; Zhang, L.-L.; Huang, F.; Yi, C. The Role of Mitochondrial Dynamics and
Mitophagy in Carcinogenesis, Metastasis and Therapy. Front. Cell Dev. Biol. 2020, 8, 413. [CrossRef]

87. Tilokani, L.; Nagashima, S.; Paupe, V.; Prudent, J. Mitochondrial dynamics: Overview of molecular
mechanisms. Essays Biochem. 2018, 62, 341–360. [CrossRef]

88. Wai, T.; Langer, T. Mitochondrial Dynamics and Metabolic Regulation. Trends Endocrinol. Metab. 2016, 27,
105–117. [CrossRef]

89. Mishra, P.; Chan, D.C. Metabolic regulation of mitochondrial dynamics. J. Cell Biol. 2016, 212, 379–387.
[CrossRef]

90. Chan, D.C. Mitochondrial Dynamics and Its Involvement in Disease. Annu. Rev. Pathol. Mech. Dis. 2020, 15,
235–259. [CrossRef]

http://dx.doi.org/10.1038/ncb2837
http://www.ncbi.nlm.nih.gov/pubmed/24036476
http://dx.doi.org/10.1038/nm.3545
http://www.ncbi.nlm.nih.gov/pubmed/24813252
http://dx.doi.org/10.1006/bbrc.2000.3952
http://www.ncbi.nlm.nih.gov/pubmed/11118295
http://dx.doi.org/10.1074/jbc.RA119.011229
http://www.ncbi.nlm.nih.gov/pubmed/32665401
http://dx.doi.org/10.1073/pnas.91.24.11752
http://www.ncbi.nlm.nih.gov/pubmed/7972136
http://dx.doi.org/10.1083/jcb.130.1.157
http://www.ncbi.nlm.nih.gov/pubmed/7790370
http://dx.doi.org/10.1084/jem.181.5.1661
http://dx.doi.org/10.1084/jem.182.2.367
http://dx.doi.org/10.1038/sj.cdd.4401571
http://dx.doi.org/10.1038/sj.cdd.4401585
http://dx.doi.org/10.1042/BJ20082055
http://www.ncbi.nlm.nih.gov/pubmed/19196246
http://dx.doi.org/10.1038/ijo.2008.116
http://www.ncbi.nlm.nih.gov/pubmed/18719601
http://dx.doi.org/10.1073/pnas.0705070104
http://dx.doi.org/10.1016/0006-291X(89)91512-X
http://dx.doi.org/10.1101/gad.219642.113
http://dx.doi.org/10.3389/fcell.2020.00413
http://dx.doi.org/10.1042/ebc20170104
http://dx.doi.org/10.1016/j.tem.2015.12.001
http://dx.doi.org/10.1083/jcb.201511036
http://dx.doi.org/10.1146/annurev-pathmechdis-012419-032711


Cells 2020, 9, 2333 29 of 29

91. Pernas, L.; Scorrano, L. Mito-Morphosis: Mitochondrial Fusion, Fission, and Cristae Remodeling as Key
Mediators of Cellular Function. Annu. Rev. Physiol. 2016, 78, 505–531. [CrossRef] [PubMed]

92. Chan, D.C. Fusion and Fission: Interlinked Processes Critical for Mitochondrial Health. Annu. Rev. Genet.
2012, 46, 265–287. [CrossRef] [PubMed]

93. Chan, D.C. Mitochondrial Fusion and Fission in Mammals. Annu. Rev. Cell Dev. Biol. 2006, 22, 79–99.
[CrossRef] [PubMed]

94. Narendra, D.P.; Jin, S.M.; Tanaka, A.; Suen, D.-F.; Gautier, C.A.; Shen, J.; Cookson, M.R.; Youle, R.J. PINK1 Is
Selectively Stabilized on Impaired Mitochondria to Activate Parkin. PLoS Biol. 2010, 8, e1000298. [CrossRef]
[PubMed]

95. Jalmar, O.; François-Moutal, L.; García-Sáez, A.-J.; Perry, M.; Granjon, T.; Gonzalvez, F.; Gottlieb, E.;
Ayala-Sanmartin, J.; Klösgen, B.; Schwille, P.; et al. Caspase-8 Binding to Cardiolipin in Giant Unilamellar
Vesicles Provides a Functional Docking Platform for Bid. PLoS ONE 2013, 8, e55250. [CrossRef]

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

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

http://dx.doi.org/10.1146/annurev-physiol-021115-105011
http://www.ncbi.nlm.nih.gov/pubmed/26667075
http://dx.doi.org/10.1146/annurev-genet-110410-132529
http://www.ncbi.nlm.nih.gov/pubmed/22934639
http://dx.doi.org/10.1146/annurev.cellbio.22.010305.104638
http://www.ncbi.nlm.nih.gov/pubmed/16704336
http://dx.doi.org/10.1371/journal.pbio.1000298
http://www.ncbi.nlm.nih.gov/pubmed/20126261
http://dx.doi.org/10.1371/journal.pone.0055250
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Cell Culture and Transfections 
	Lipid Analysis 
	Analysis of HeLa Cell Proliferation Using xCELLigence 
	Cellular Bioenergetic Assays of Mitochondrial Functions 
	AMP/ADP/ATP Determination by HPLC and ATP by Luminometry 
	Confocal Microscopy 
	Microspectrofluorimetry 
	Acridine Orange Staining of the Acidic Compartment 
	Determination of Lipid Peroxidation and Protein Carbonylation 
	Oxidative Stress, Production of Reactive Oxygen Species, and Mitochondrial Membrane Potential 
	NAD(P)H and NADH Determination 
	Caspase 3/7 Activation 
	Mitochondrial DNA Assay 
	Specific Lysosomal Staining 
	Detection of Lysosomes and Autophagolysosomes with Monodansylcadaverine (MDC) 
	Transmission Electron Microscopy 
	Immunoblotting 
	Semiquantitative and Real-Time RT-PCR 
	3[H]-Leucine Incorporation Assay 
	Transfection and Luciferase Assay 
	Statistical Analysis 

	Results 
	Biochemical Features of ShTaz1 and ShTaz1R Cells Versus ShWT1 HeLa Cells 
	Cardiolipin Modifications 
	Early Apoptosis-Associated Events are also Inhibited 

	Cell Adhesion and Proliferation 
	Cellular Bioenergetics 
	Electron Microscopy of the ShTaz1 Tafazzin Mutant 
	Cellular Light Scattering Properties and Confocal Images Revealed ShTaz1 Cell Hypertrophy 
	Seahorse Respiratory Measurements on intact Cells 

	Tafazzin Knockdown Activates AMPK and Increases Mitochondrial Density 
	Acidic Compartments and Autophagy Inhibition 
	Abolition of Mitophagy in Tafazzin Cell Mutants 
	Changes of the Acidic Compartment in Normal and Rapamycin-Induced Autophagy 
	Assessment of Autophagic Processes with LC3-I and LC3-II 

	Discussion 
	Inhibition of the Extrinsic Apoptotic Pathway in Tafazzin-Deficient Cells 
	Alterations and Characteristics of Tafazzin-Knockdown HeLa Cell Proliferation 
	Bioenergetic Defects Lie in Mitochondrial Structure and Mitochondrial Homeostasis Destabilization 
	Mitophagy Inhibition Due to Defective Cardiolipin in the Tafazzin-Deficient HeLa Cell Mutant 
	Mitochondrial Dysfunctions are Compensated at the Cellular Level 
	Accumulation of Acidic Vesicles and Inhibition of Mitophagy 

	References

