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High mitochondrial DNA content is a key determinant of
stemness, proliferation, cell migration, and cancer metastasis

in vivo
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Here, we examined the potential role of mitochondrial DNA (mtDNA) levels in conveying aggressive phenotypes in cancer cells,
using two widely-used breast cell lines as model systems (MCF7[ER+] and MDA-MB-231[ER-]). These human breast cancer cell lines
were fractionated into mtDNA-high and mtDNA-low cell sub-populations by flow cytometry, using SYBR Gold as a vital probe to
stain mitochondrial nucleoids in living cells. Enrichment of mtDNA-high and mtDNA-low cell sub-populations was independently
validated, using a specific DNA-binding mAb probe (AC-30-10), and mitochondrial-based functional assays. As predicted, mtDNA-
high MCF7 cells showed significant increases in mitochondrial mass, membrane potential, and superoxide production, as well as
increased mitochondrial respiration and ATP production. Moreover, mtDNA-high MCF7 cells demonstrated increases in stemness
features, such as anchorage-independent growth and CD44 levels, as well as drug-resistance to Gemcitabine and Tamoxifen.
Proliferation rates were also significantly increased, with a dramatic shift towards the S- and G2/M-phases of the cell cycle; this was
indeed confirmed by RNA-Seq analysis. Complementary results were obtained with MDA-MB-231 cells. More specifically, mtDNA-
high MDA-MB-231 cells showed increases in stemness features and ATP production, as well as rapid cell cycle progression.
Moreover, mtDNA-high MDA-MB-231 cells also exhibited increases in both cell migration and invasion, suggesting a role for mtDNA
in distant metastasis. To test this hypothesis more directly, a preclinical in vivo model was utilized. For this purpose, MDA-MB-231
tumour cell grafts were treated with an established mtDNA synthesis inhibitor, namely Alovudine (3’-deoxy-3'-fluorothymidine). As
expected, drug-induced depletion of mtDNA led to a shift from mitochondrial to glycolytic metabolism. Interestingly, Alovudine
very effectively reduced the formation of spontaneous metastases by nearly 70%, but minimally inhibited tumour growth by
approximately 20%. Taken together, these data suggest that high mtDNA content is a key driver of stemness, proliferation, and

migration, as well as cancer cell metastasis.
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INTRODUCTION
Mitochondria are essential organelles, which play a key role in a
variety of metabolic processes, and especially in oxidative
phosphorylation (OXPHOS), to generate ATP [1-5]. Unlike most
other membranous organelles, mitochondria have a double-
membrane. The outer membrane separates the mitochondrion
from the surrounding cytosol. The inner membrane invaginates
inwardly, thereby forming lamellar cristae, that are covered by the
five supra-molecular complexes involved in cellular respiration.
Mitochondrial organelles also contain their own genome, namely
mitochondrial DNA (mtDNA) [1-5].

mtDNA exists as a double-stranded, circular molecule of
~16.6 kb, which encodes 37 genes: two rRNAs (12S and 16S), 22
tRNAs, and 13 proteins. These 13 polypeptides are all subunits of
the oxidative phosphorylation machinery (namely, Complexes I-V).
Mutation, deletion, or depletion of mtDNA can cause a spectrum
of mitochondrial diseases and have been implicated in aging and
cancer [3-7]. mtDNA is located in the mitochondrial matrix, and

there are multiple identical copies within each mitochondrion [8].
Both i) mtDNA copy number and ii) the specific sequence of the
mtDNA, are important determinants of cell behaviour and human
mitochondrial disease phenotypes [9].

It has been described that mtDNA molecules are compacted
into nucleo-protein complexes, known as “mitochondrial
nucleoids”. Most mammalian mitochondrial nucleoids contain just
a single copy of mtDNA. Moreover, an increase in mtDNA copy
number results in an increase in mitochondrial nucleoid number,
but not their size. Many aspects of the regulation and distribution
of mitochondrial nucleoids still remain unknown, as well as how
mtDNA copy number is controlled [10, 11].

mtDNA alterations have been reported in a variety of cancers
[6, 7]. However, the role of the mtDNA content in cancer cells, and
specifically in cancer stem cells (CSCs), has not been widely
studied. CSCs are a sub-population of cells with stem cell-like
features that are considered to be responsible for tumour
heterogeneity, cancer recurrence, treatment failure, and
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metastatic dissemination. CSCs also show other aggressive
characteristics, such as 3D anchorage-independent growth, self-
renewal, tumour initiation, high proliferation rates, and/or drug-
resistance. Accordingly, the elimination of CSCs represents one of
the most important new therapeutic approaches in cancer
treatment [12]. In this context, mtDNA content could represent a
novel mitochondrial target for intervention [7, 13-16].

Currently, several different techniques can be used to label,
visualize, and/or quantitatively describe the characteristics of
mtDNA. Among them are microscopy techniques, DNA-binding
dyes, nucleotide analogues, antibodies and/or in situ hybridiza-
tion. Focusing on the DNA-binding dyes, a wide variety of them
exist that can label DNA, used mostly to detect nuclear DNA, but
only a few of them have been reported to preferentially label
mtDNA, under specific conditions [17]. For example, SYBR Gold is a
well-established and highly sensitive nucleic acid stain. Jevtic et al.
described that SYBR Gold accumulates only in living cells and
specifically in the mitochondria, with an intact membrane
potential [18]. They observed that low concentrations of SYBR
Gold preferentially stain mitochondrial nucleoids (at a dilution of
1:10,000), while higher concentrations stain both genomic DNA
and mitochondrial DNA [18]. As such, SYBR Gold can be used for
vital imaging of mitochondrial DNA-containing nucleoids in
living cells.

Here, we took advantage of this property and extended the use
of SYBR Gold, as a new probe for flow cytometry, to isolate
different cell sub-populations, with higher- or lower- amounts of
mtDNA. This allowed us to evaluate the possible functional
relationship between mtDNA content and stemness, as well as
other aggressive properties, in cancer cells. Complementary
experiments were also performed with, Alovudine, an established
inhibitor of mtDNA synthesis, which targets POLG1 [19].

MATERIALS AND METHODS

Cell models and other reagents

MCF7 and MDA-MB-231 cells were purchased from the American Type
Culture Collection (ATCC). Cells were cultured in Dulbecco’s Modified Eagle
Medium (DMEM; Sigma-Aldrich, Darmstadt, Germany, #D6546), supple-
mented with 10% Fetal Bovine Serum (HI-FBS; Gibco, Massachusetts, USA,
#10082-147), 2 mM Glutamax (Gibco, #35050-061), and 1% Penicillin-
Streptomycin (Sigma-Aldrich, #P0781). Cells were grown at 37°C in a 5%
CO, humidified incubator. Gemcitabine and 4-OH-Tamoxifen were
obtained from Sigma-Aldrich (#579002, #G6423). Alovudine was obtained
from ChemScene (New Jersey, USA, #CS-0013305).

SYBR gold staining and cell isolation

Mitochondrial nucleoids in MCF7 and MDA-MB-231 cells were stained with
SYBR Gold dye (ThermoFisher, Massachusetts, USA, #511494) at a dilution
of 1:20,000 for 30 min. After staining, the cells were subjected to flow
cytometry, using the SONY SH800 Cell Sorter, to isolate the 5% highest
green fluorescent (MtDNA-high 5%) and the 5% lowest green fluorescent
(mtDNA-low 5%) sub-populations (Supplementary Fig. S1). These sub-
populations were then subjected to different functional assays, to
characterize their phenotypic differences experimentally.

RT-qPCR analysis

RNA was extracted using Monarch Total RNA Miniprep Kit (New England
Biolabs, Massachusetts, USA, #T2010S) following the manufacturer’s
instructions for cultured mammalian cells, and samples were diluted to a
final concentration of 20 ng/pl.

Luna Universal One-Step RT-gPCR Kit (New England Biolabs, #E3005S)
was used for RT-qPCR reactions. Briefly, a 10 pL reaction contained: 5 pL
Reaction MasterMix, 0.5 uyL EnzymeMix, 0.4 uL primers (10 uM, Fwd + Rv
mixed), 1L of RNA (20 ng), and 3.1 uL water. RT-qPCR reactions were
performed in triplicate, and three biological repeats were analysed for each
condition. RT-gPCRs were performed in a StepOnePlus™ Real-Time PCR
System (Applied Biosystems, Massachusetts, USA) with conditions as
follows: 55 °C for 10 min, 95 °C for 1 min, followed by 45 cycles of 95 °C for
105, 60 °C for 30s. The cycle threshold value (Ct) was calculated for each
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sample and normalized separately to GAPDH and UBC. The relative
expression levels were calculated using AACT method using the geometric
mean of the reference transcripts [20]. Primer sequences and melt curves
can be found in Supplementary Fig. S2.

AC-30-10 immuno-staining

Fifty thousand cells were plated in 96-well-plates and incubated in a
humidified atmosphere at 37°C and 5% CO, for 24 h after sorting. After
incubation, cells were fixed with 4% PFA for 15 min at room temperature
(RT), permeabilizated with Triton 0.2% for 15 min at room temperature and
blocked with 3% BSA-PBS for 45min at RT. Subsequently, cells were
incubated with the primary antibody AC-30-10 (Progen, Heidelberg,
Germany, #690014) at a dilution of 1:200 for 1h at room temperature,
followed by incubation with the secondary antibody Goat Anti-Mouse IgM
mu chain (Alexa Fluor® 647) (Abcam, Cambridge, UK, #ab150123) at a
dilution of 1:500 for 1 h at room temperature. Nuclei were counter-stained
with Hoechst 33342 trihydrochloride (Sigma-Aldrich, #H3570). Images were
acquired with an EVOS automated microscope and analysed and
quantified with Image) using the macro and protocol specified in
Supplementary Fig. S3A-C.

MT-CO1 and MT-CO2 immuno-staining

After sorting with SYBR Gold, 50,000 cells were plated onto a glass slide
(12-well chamber removable; Thistle Scientific, Glasgow, UK, #81201)
and incubated in a humidified atmosphere at 37 °C and 5% CO, for 24 h
after sorting. Cells were fixed with 4% PFA for 15min at RT,
permeabilizated with Triton 0.2% for 15min at RT and blocked with
3% BSA- PBS for 45 mins at RT. Subsequently, the cells were incubated
with 1:500 dilution of Alexa Fluor 647 Anti-MTCO1 antibody (1D6E1A8)
(Abcam, Cambridge, UK, #ab198600) and a 1:50 dilution of Alexa Fluor
647 Anti-MTCO2 antibody (EPR3314) (Abcam, #ab200525) for 1 h at RT.
Cell nuclei were stained with DAPI (Vectashield Antifade Mounting
Medium with DAPI; Vector Laboratories, California, USA, #H-1200).
Images were acquired with EVOS automated microscope and analysed
and quantified with ImageJ using the macro and protocol specified in
Supplementary Fig. S3A-C.

MT-CO2 analysis

After sorting with SYBR Gold, cells were fixed with 2% PFA, permeabi-
lizated with 0.1% Triton and incubated with a 1:200 dilution of Alexa Fluor
647 Anti-MT-CO2 antibody (EPR3314) (Abcam, #ab200525) for 1 h at RT.
Cells were washed and resuspended in PBS, and analysed by FACS (Attune
™ NxT Flow Cytometer, ThermoFisher Scientific).

ATP Assay using Cell-Titer-Glo 2.0

Cell Titer Glo 2.0 was obtained from Promega (Wisconsin, USA, #G9242).
Briefly, 10,000 cells were seeded after sorting into a 96-well plate and
cultured in complete DMEM medium and incubated with the Cell-Titer-Glo
2.0 Reagent in a humidified atmosphere at 37 °C and 5% CO, for 15 min.
Luminescence content was evaluated using the Varioskan ™ LUX plate
reader (ThermoFisher Scientific).

Mammosphere formation assay

A single cell suspension was prepared after sorting using enzymatic (1x
Trypsin-EDTA; Sigma Aldrich, #T3924), and manual disaggregation (25-
gauge needle). Then, 5000 cells per well were plated into mammosphere
medium (DMEM-F12, Gibco, #21041-025; B27, Gibco, #17504-044; 20 ng/ml
EGF, Peprotech, Massachusetts, USA, #AF-100-15; 1% PenStrep) under non-
adherent conditions, in 6-wells-plates coated with Poly 2-hydroxyethyl
methacrylate (poly-HEMA, Sigma-Aldrich, #P3932). Alovudine was incu-
bated at the indicated concentrations in the mammosphere medium
during the 5 days. Mammospheres greater than 50um were counted, using
an eye-piece graticule, after 5 days of incubation.

CD44 analysis

After sorting with SYBR Gold, cells were incubated with a CD44
antibody (CD44 Monoclonal Antibody (IM7), APC, Thermo-Fisher
Scientific, # 17-0441-83) or the isotype antibody control (Rat IgG2b
kappa Isotype Control, APC, Thermo-Fisher Scientific, #17-4031-82) for
30 min on ice after sorting. Cells were washed and resuspended in 1%
BSA-PBS, and analysed by flow cytometry (Attune™ NxT Flow
Cytometer, ThermoFisher Scientific).
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xCELLigence RTCA system

After sorting with SYBR Gold, cell growth was evaluated using the
xCELLigence Real-Time Cell Analysis (RTCA) system (Agilent, California,
USA), via the measurement of cell-induced electrical impedance. Briefly,
10,000 cells per well were seeded into RTCA E-Plates (Agilent, #300601140),
and cell growth (Slope) was followed for approximately 40 hours.

Cell cycle analysis

Analysis of the cell cycle was carried out using the Muse® Cell Cycle Kit
(Luminex, Massachusetts, USA, #MCH100106). After sorting, cells were
incubated with propidium iodide for 20min and analysed by flow
cytometry (Attune ™ NXT Flow Cytometer, ThermoFisher Scientific).

Seahorse XFe-96 metabolic flux analysis

To evaluate real-time Oxygen Consumption Rates (OCRs) and Extracellular
Acidification Rates (ECARs), we used the Seahorse Extracellular Flux (XFe96)
analyser (Agilent/Seahorse Bioscience). After sorting, 50,000 cells per well
were seeded in the XFe-96-well plates and incubated in a humidified
atmosphere at 37°C and 5% CO, for 24 h. In the Alovudine seahorse
assays, after 6-days of pre-treatment with Alovudine at the indicated
concentrations, 15,000 cells were seeded in the XFe-96-well plates and
incubated in a humidified atmosphere at 37 °C and 5% CO, for 24 h. Cells
were incubated in 175 pL/well of XF assay media at 37°C, in a non-CO,
incubator for 1 h before the Seahorse assay. The XFe-96 sensor cartridge
was loaded with 25puL of 80 mM glucose, 9 uM oligomycin and 1M
2-deoxyglucose (for ECAR measurements) or 10 uM oligomycin, 10 uM
FCCP, 10 uM rotenone and 10 uM antimycin A (for OCR measurements) in
XF assay media. Measurements were normalized by Hoechst staining. Data
sets were analysed using XFe-96 software.

Mitochondrial analysis with fluorescent probes

After sorting with SYBR Gold, cells were stained with MitoTracker Deep Red
(Invitrogen, #M22426), or mtSOX Deep Red (Dojindo, Japan, #MT16-12) for
30min at 37 °C. Alternatively, cells were stained with MitoNIR Dye (NIR,
Mitochondrial Membrane Potential Assay Kit; Abcam, #ab112149) for
30 min at RT. After staining, cells were washed and resuspended in PBS,
and analysed by flow cytometry (Attune™ NxT Flow Cytometer, Thermo-
Fisher Scientific).

Cell migration and invasion assays

For both cell migration and invasion experiments, 24-well Transwell
tissue culture inserts, with an 8um pore size, PET membrane, were
utilized. However, uncoated transparent membranes were used for cell
migration (Corning, New York, USA, #353097), while extracellular matrix
(Matrigel) pre-coated membranes were used for cell invasion (Corning,
#354480). In both types of experiments, 50,000 cells were plated after
sorting into the upper chamber of the Transwell in a serum-free DMEM
with 1% Penicillin-Streptomycin. In the case of the Alovudine assays,
30,000 cells were plated after Alovudine 6-days pretreatment into the
upper chamber of the Transwell in a serum-free DMEM with 1% Penicillin-
Streptomycin. The lower chamber was filled with complete culture
medium (DMEM with 10% FBS, 2mM Glutamax, and 1% Penicillin-
Streptomycin) as the chemo-attractant. Cells were incubated in a
humidified atmosphere at 37°C and 5% CO, for 6h in the migration
experiments and 16 h in the invasion experiments. Cells were removed
from the upper surface by scrubbing with cotton swabs. Chambers were
fixed with ethanol 70% and stained in 0.5% crystal violet (Sigma-Aldrich,
# HT90132), for 15 min each, rinsed in water, and examined under a
bright-field microscope. Values were obtained by counting the whole
membrane in the sorting experiments, given the low number of
migrating cells. By contrast, in the Alovudine experiments it was
necessary to obtain the values by counting five fields per membrane
(20X objective), given the high number of migrating cells.

Quantitating the relative abundance of mtDNA

DNA extractions were performed using the Monarch® Genomic DNA
Purification Kit (New England Biolabs, #T30105S) from cell pellets of 1 x10°
cells. DNA was subsequently diluted to a final concentration of 5ng/pl.
Relative mitochondrial DNA copy number was obtained by using the
Relative Human Mitochondrial DNA Copy Number Quantification qPCR
Assay Kit (ScienCell, California, USA, #8938). Briefly, a 10uL reaction
contained: 5 pL Reaction MasterMix, 1 pL primers (10 uM, Fwd + Rv mixed),

Cell Death and Disease (2024)15:745

M. Mauro-Lizcano et al.

1uL of DNA (5ng) and 3 pL water. gPCR reactions were performed in
duplicate or triplicate, and three biological repeats were analysed for each
condition. qPCRs were performed in a StepOnePlus™ Real-Time PCR
System (Applied Biosystems), with conditions as follows: 95 °C for 10 min,
followed by 32 cycles of 95 °C for 20's, 52 °C for 20 s, and 72 °C for 45 s. The
relative mtDNA levels were calculated using the AACT method [20].

Evaluating the in vivo efficacy of alovudine: tumour growth,
metastasis, and toxicity

To evaluate in vivo efficacy of Alovudine in preventing tumour growth
and metastasis, we employed MDA-MB-231 cells in an in vivo pre-
clinical model, known as the CAM (chorio-allantoic membrane) assay.
Briefly, fertilized eggs are incubated at 37.5°C, with 50% relative
humidity, for 9 days. On embryonic day 9 (E9), the CAM is dropped
down by drilling a small hole through the eggshell into the air sac, and
at least 15 eggs are grafted with MDA-MB-231 cells for each group.
MDA-MB-231 cells were first cultured and expanded in DMEM with 10%
FBS and 1% Penicillin-Streptomycin. Next, MDA-MB-231 cells were
detached with trypsin and resuspended in graft medium. One million of
cells were added onto the CAM of each egg. On day E10, tumours were
detectable, and they were then treated daily for 9 days with vehicle
alone (0.5% DMSO in PBS) or with three different dosages of Alovudine
(50, 100 and 250 uM). On day E18, an evaluation of tumour growth,
metastatic invasion, and embryonic toxicity were assessed (Supple-
mentary Fig. S4). Alovudine treatment was compared with the vehicle
alone control.

The CAM assay was performed by INOVOTION (Société: 811310127), La
Tronche-France. According to the French legislation, no ethical approval is
needed for scientific experimentations using oviparous embryos (decree n°
2013-118, February 1, 2013; art. R-214-88). Animal studies were performed
under animal experimentation permits N° 381029 and B3851610001 to
Jean Viallet (INOVOTION).

Statistical analysis

All analyses were performed with GraphPad Prism 10 software. Statistical
significance was determined using the Student’s t test or ANOVA test. Data
are shown as the mean + SD (or £SEM for in vivo experiments). All in vitro
experiments were performed at least three times independently, with
three or more technical replicates for each experimental condition tested,
as specified in the legend of each figure, unless stated otherwise. Values of
P<0.05 were considered significant, where *P<0.05, **P<0.01,
***Pp < 0,001, ****P < 0.0001, ns not significant (P> 0.05).

RESULTS
Enrichment of mtDNA-high and mtDNA-low cell sub-
populations by flow cytometry, using SYBR Gold vital staining
of mitochondrial DNA-containing nucleoids
Here, we investigated the potential relationship between mito-
chondrial DNA (mtDNA) content and aggressive cell phenotypes,
using two breast cancer cell lines as a model system (MCF7[ER+]
and MDA-MB-231[ER-]). For this purpose, we used SYBR Gold, a
nucleic acid dye, to obtain two cell sub-populations, based on its
green fluorescence intensity, using flow cytometry (Supplemen-
tary Fig. S1). Low concentrations of SYBR Gold preferentially and
specifically recognize mitochondrial DNA nucleoids, but not
nuclear DNA. SYBR Gold also shows a large fluorescence
enhancement upon binding to nucleic acids (approximately
1000-fold). As such, cells with higher levels of SYBR Gold
fluorescence intensity are predicted to have higher levels of
mtDNA, relative to cells with lower levels of fluorescence intensity.
More specifically, we stained MCF7 cells with SYBR Gold for
30 min at a dilution of 1:20,000, as previous studies reported that
low concentrations of SYBR Gold only stained mitochondrial DNA
[18]. As shown in Fig. 1A, we obtained two cell sub-populations: i)
one with high levels of mtDNA (mtDNA-high 5%) and ii) another
with low levels of mtDNA (mtDNA-low 5%), based on a > 20-fold
difference in SYBR Gold fluorescence intensity. Furthermore, these
two MCF7 sub-populations exhibited different cell sizes (Fig. 1B).
Also, note that SYBR Gold staining is non-toxic for the cells
(Supplementary Fig. S5).
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SYBR Gold dye permits the enrichment of mtDNA-high and mtDNA-low cell sub-populations by flow cytometry, based on green

fluorescence intensity levels in MCF7 cells. MCF7 cells were incubated for 30 min with low concentrations of SYBR Gold dye (at a dilution of
1:20,000). After cell staining, samples were subjected to FACS sorting to isolate the 5% highest (mtDNA-high 5%) and the 5% lowest (mtDNA-
low 5%) green fluorescent cell sub-populations. A Median fluorescence intensity (MFI) of the mtDNA-high 5% and mtDNA-low 5% sub-
populations by FACS analysis. Data are shown as the mean + standard deviation (SD) (n = 4). Statistical significance was determined using an
unpaired Student’s t test, **p < 0.01. B Relative cell size of the mtDNA-high 5% cells and mtDNA-low 5% cells by FACS. A representative
experiment is shown. Fluorescent microscopy of the SYBR Gold stained cell sub-populations (mtDNA-high 5% cells vs. mtDNA-low 5%), either
(C) immediately after sorting (0 h) or (D) 1 day after sorting (24 h). Note the appearance of fluorescent green-stained mitochondrial nucleoids,
containing mtDNA. An arrowhead points at a single cell, which is also shown as an Inset.

We validated that we obtained two distinctly-stained sub-
populations by fluorescence microscopy, immediately following
cell sorting (Fig. 1C). Furthermore, 24 hours after plating, the
attached mtDNA-high cells showed an abundance of mitochon-
drial nucleoids (Fig. 1D, Right). In contrast, the mtDNA-low cells
showed a paucity, or even an absence, of mitochondrial nucleoids
(Fig. 1D, Left).

To further stringently validate the model, we used a specific
DNA-binding monoclonal antibody probe (AC-30-10 mAb), pre-
viously employed in >20 studies to stain and specifically visualize
mtDNA [21, 22]. As expected, mtDNA-high cells showed higher
levels of fluorescent immuno-staining for mtDNA (Fig. 2A).
Furthermore, quantitation of the images revealed a 6.2-fold
increase in the differential fluorescence intensity, in mtDNA-high
cells relative to mtDNA-low cells (Fig. 2B). In fact, in the images, we
could appreciate the appearance of typical mitochondrial DNA-
containing nucleoids, as we observed with SYBR Gold staining.

We verified the mRNA expression levels of several distinct
mtDNA-encoded genes, such as MT-CYB, MT-CO1, MT-ND2 and
MT-CO3 by RT-gPCR, directly demonstrating that mtDNA-high
cells have higher amounts of mtDNA-dependent gene expression
(Fig. 2C; See also Supplementary Fig. S2). In addition, we
determined the protein expression levels of MT-CO2, another
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mtDNA-dependent gene, by FACS analysis (Fig. 2D). Finally, both
MT-CO1 and MT-CO2 exhibited higher levels of protein expression
in mtDNA-high cells, as compared with mtDNA-low cells, by
fluorescence microscopy (Fig. 2E). Quantitation of the fluorescent
images revealed a 2.8-fold increase in MT-CO1 and a 2.3-fold
increase in MT-CO2, in mtDNA-high cells (Fig. 2F). Merged images
are also shown in Supplementary Fig. S3.

Taken together, these results clearly show that mtDNA-high
cells also have higher levels of i) mtDNA-specific RNA and ii)
mtDNA-specific protein expression, as predicted.

mtDNA-high MCF7 cells show increases in stemness features,
such as 3D-anchorage-independent growth, CSC markers, cell
proliferation, and mitochondrial metabolism

Next, after having validated the system, we examined the
relationship between mtDNA content and stemness features,
using SYBR Gold to stain the mitochondrial nucleoids in MCF7
cells, followed by flow cytometry.

As a first step, we determined total ATP levels, as we have
previously reported that high ATP levels are a key metabolic
marker for stemness in cancer cells [23, 24]. As shown in Fig. 3A,
we observed a near 2-fold increase in ATP levels in mtDNA-high
MCF7 cells, relative to their mtDNA-low counterparts. Similarly,
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Fig.2 mtDNA-high MCF7 cells show higher levels of mitochondrial DNA, mRNAs and proteins. MCF7 cells were incubated for 30 min with
low concentrations of SYBR Gold dye (at a dilution of 1:20,000). After cell staining, samples were subjected to FACS sorting to isolate the 5%
highest (mtDNA-high 5%) and the 5% lowest (mtDNA-low 5%) green fluorescent cell sub-populations. A Cells were immuno-stained with a
mouse monoclonal antibody (AC-30-10 mAb) that preferentially recognizes mtDNA. Note the appearance of fluorescent red-stained
mitochondrial nucleoids, containing mtDNA. B Mean grey intensity values of AC-30-10 mAb staining. Each box and whisker plot represents
the mean £ SD of the quantification of the mean staining intensity per cell, derived from 12 fields of view (mtDNA-low 5%) or 19 fields of view
(mtDNA-high 5%). Quantitation of the images revealed a 6.2-fold increase in the differential fluorescence intensity, in mtDNA-high cells
relative to mtDNA-low cells. Each field of view comprises an average of 66 cells, and the data were collected from three distinct batches of
staining. Statistical significance was determined using an unpaired Student’s t test, ****p <0.0001. C Reverse transcription quantitative
polymerase chain reaction (RT-qPCR) analyses of mtDNA-high 5% cells compared to mtDNA-low 5% cells. Values were normalized to GAPDH
and UBC and graphed as log fold change relative to geomean of the two reference transcripts of the mtDNA-low 5% condition. Bars represent
the mean £ SD (n = 3). Statistical significance was determined using an unpaired Student’s t test, * p < 0.05, ***p <0.001. D MT-CO2 protein
levels were assessed by FACS. Data are shown as mean = SD (n = 4) representing the mtDNA-high 5% increase over mtDNA-low 5% cells.
Statistical significance was determined using an unpaired Student’s t test, ** p < 0.01. E Immuno-staining with antibodies directed against MT-
CO1 and MT-CO2 proteins. F Mean grey intensity values of MT-CO1 and MT-CO2 immuno-staining. Each box and whisker plot represents the
mean * SD of the quantification of the mean staining intensity per cell, derived from 8 fields of view (mtDNA-low 5%) or 12 fields of view
(mtDNA-high 5%) for MT-CO1 and derived from 20 fields of view (mtDNA-low 5%) or 23 fields of view (mtDNA-high 5%) for MT-CO2. Each field
of view comprises an average of 103 cells for MT-CO1 and an average of 72 cells for MT-CO2, and the data were collected from three distinct
batches of staining. Quantitation of the fluorescent images revealed a 2.8-fold increase in MT-CO1 and a 2.3-fold increase in MT-CO2, in
mtDNA-high cells. Statistical significance was determined using an unpaired Student’s t test, ** p <0.01, ***p < 0.001.

mtDNA-high MCF7 cells showed a 3-fold increase in their 3D
anchorage-independent growth, as evidenced by the mammo-
sphere assay (Fig. 3B). In further support of these observations,
mtDNA-high MCF7 cells also showed a > 2-fold increase in CD44
levels, a well-established surface CSC marker (Fig. 3C; see also the
cytometry plots in Supplementary Fig. S6A). However, colony
formation did not show any significant changes (Supplementary
Fig. S7), between the mtDNA-high and low sub-populations,
indicating that this was indeed a transient phenotype, as would be
expected for CSCs. In this context, it is important to note that
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colony formation is typically scored 2 weeks after cell plating.
Similar results were obtained with Biotracker ATP-Red 1, another
well-established marker for CSCs [23, 24].

In addition, we assessed cell proliferation rates, using the
xCELLigence to continuously monitor cell division in real-time.
Figure 3D shows that mtDNA-high MCF7 cells clearly proliferated
at an increased rate, approximately 2.5-fold higher. Similarly, cell
cycle analysis of mtDNA-high MCF7 cells revealed a dramatic shift
from the GO/G1 phase, towards the S- and G2/M-phases of the cell
cycle (Fig. 3E; see also the cytometry plots in Supplementary Fig.
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Fig. 3 mtDNA-high MCF7 cells form mammospheres more efficiently, and show higher levels of total ATP and the stemness marker
CDA44, as well as increased proliferation rates. MCF7 cells were incubated for 30 min with low concentrations of SYBR Gold dye (at a dilution
of 1:20,000). After cell staining, samples were subjected to FACS sorting to isolate the 5% highest (mtDNA-high 5%) and the 5% lowest
(mtDNA-low 5%) green fluorescent cell sub-populations. A ATP levels were determined using the Cell-Titer-Glo 2.0 Reagent for 15 min in
mtDNA-high 5% and mtDNA-low 5% subpopulations, plated in complete DMEM medium. Three experimental repeats, each with three
technical replicates, were performed for each condition. Data are shown as the mean + SD (n = 3), representing the mtDNA-high 5% increase
over mtDNA-low 5% cells. Statistical significance was determined using an unpaired Student’s t test, * p < 0.05. B Mammosphere assay. Single
cells were seeded in low attachment plates and analysed after 5 days. Three experimental repeats, each with three technical replicates, were
performed for each condition. Data are shown as the mean + SD (n = 3), representing the mtDNA-high 5% increase over mtDNA-low 5% cells.
Statistical significance was determined using an unpaired Student’s t test, ** p < 0.01. C CD44 levels were determined with an APC mouse anti-
Human CD44 by flow cytometry. Data are shown as mean + SD (n = 3) representing the mtDNA-high 5% increase over mtDNA-low 5% cells.
Statistical significance was determined using an unpaired Student’s t test, **** p <0.0001. D Proliferation was assessed using the xCELLigence
RTCA system for real-time growth analysis. In the upper panel, a representative tracing is shown. In the lower panel, the slope analysis shows
the average of the final cell index. Three experimental repeats, each with eight technical replicates, were performed for each condition. Data
are shown as the fold change of the mtDNA-high 5% increase over mtDNA-low 5% cells. Bars represent the mean = SD (n = 3). Statistical
significance was determined using an unpaired Student’s t test, ** p<0.01. E Cell cycle was evaluated with propidium iodide by flow
cytometry. The percentage of cells in GO/G1, S, and G2/M phases of the cell cycle are represented in the graphs. Data are shown as the
mean = SD (n = 3) representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical significance was determined using an
unpaired Student’s t test, **p < 0.01.

S6B). More specifically, there was an approximate 3-fold increase
in S-phase, with a near 6-fold increase in the G2/M phase, and a
corresponding >2-fold reduction in the GO/G1 phase. This
phenotype of rapid cell cycle progression was further validated
at the molecular level, by RNA-Seq analysis, which clearly showed
that cell cycle related mRNA transcripts were upregulated in the
mtDNA-high MCF7 population, which was highly significant
(Supplementary Fig. S8).

To better understand the metabolic link between mtDNA
content and CSC formation, we employed metabolic flux analysis,
with the Seahorse XFe96. Figure 4A shows the status of
mitochondrial function, as reflected by oxygen-consumption rates
(OCRs). The mitochondrial energetic profile of mtDNA-high MCF7
cells showed near 2-fold increases in basal respiration, proton leak,
and maximal respiration, as well as ATP production. In contrast,
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mtDNA-high MCF7 cells did not show any significant changes in
glycolytic function (ECAR), relative to mtDNA-low cells (Fig. 4B).

As mitochondrial function was clearly augmented in mtDNA-
high MCF7 cells, we assessed other mitochondrial-based para-
meters. Figure 5(panels A-C) shows that mtDNA-high MCF7 cells
have an approximate 2-fold increase in mitochondrial mass,
membrane potential, and superoxide production, all relative to
mtDNA-low cells. Since these additional parameters are quantita-
tively increased, this provides further evidence that mitochondrial
metabolism is clearly more active in mtDNA-high cells.

We have previously shown that increased mitochondrial
function is associated with multi-drug resistance in cancer cells
[25, 26]. Therefore, we examined the phenotypic sensitivity of
MCF7 cells with different levels of mtDNA to two commonly used
anti-cancer therapies, namely Gemcitabine (Fig. 5D) and 4-OH-
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Fig. 4 Mitochondrial respiration, but not glycolysis, is significantly increased in mtDNA-high MCF7 cells. MCF7 cells were incubated for
30 min with low concentrations of SYBR Gold dye (at a dilution of 1:20,000). After cell staining, samples were subjected to FACS sorting to
isolate the 5% highest (mtDNA-high 5%) and the 5% lowest (mtDNA-low 5%) green fluorescent cell sub-populations. A Mitochondrial
respiration was determined using the Seahorse XFe96. The left panel shows the OCR (oxygen consumption rate) tracing. In the right panel, bar
graphs illustrate the levels of basal respiration, proton leak, maximal respiration, spare respiratory capacity, and ATP production, obtained
from the OCR quantitation. Four experimental repeats, each of which contains four technical replicates, were performed for each condition.
Data are shown as the mean +SD (n=4) Statistical significance was determined using an unpaired Student’s t test, *p <0.05, n.s. not
significant. B Glycolytic function was determined using the Seahorse XFe96. The left panel shows the ECAR (extracellular acidification rate)
tracing. In the right panel, bar graphs illustrate the levels of glycolysis, glycolytic capacity, and glycolytic reserve obtained from the ECAR
quantification. Four experimental repeats, each of which contains four technical replicates, were performed for each condition. Data are

shown as the mean = SD (n = 4). Statistical significance was determined using an unpaired Student’s t test, n.s. not significant.

Tamoxifen (Fig. 5E), using the mammosphere assay. As predicted,
the mtDNA-low sub-population was clearly more sensitive to both
Gemcitabine and 4-OH-Tamoxifen treatment, as compared with
the mtDNA-high sub-population.

In summary, here we observed that high mtDNA content links
mitochondrial energy metabolism to stemness, cell cycle progres-
sion, and drug-resistance in cancer cells.

mtDNA-high MDA-MB-231 cells show increases in ATP,
stemness features, and cell cycle progression, as well as cell
migration and invasion

To further validate and extend our findings, SYBR Gold (at a
dilution of 1:20,000) was used to stain mitochondrial nucleoids
and to purify mtDNA-high and mtDNA-low sub-subpopulations
from another commonly used breast cancer cell line, namely
MDA-MB-231 cells. An advantage of using MDA-MB-231 cells is
that they are a well-established model of triple negative breast
cancer, that undergoes both cell migration and invasion in vitro,
as well as spontaneous metastasis in vivo.

As shown in Fig. 6A, we obtained two MDA-MB-231 cell sub-
populations: i) one with high levels of mtDNA (mtDNA-high 5%)
and ii) another with low levels of mtDNA (mtDNA-low 5%), based
on a> 10-fold difference in SYBR Gold fluorescence intensity.
Furthermore, these two sub-populations exhibited different cell
sizes (Fig. 6B). Moreover, mtDNA-high MDA-MB-231 cells showed
increased levels of mitochondrial gene expression by RT-qPCR
(Fig. 6C) or protein expression by FACS (Fig. 6D), demonstrating
that this sub-population is indeed enriched in mtDNA content, as
we observed earlier for MCF7 cells.

Next, we examined the relationship between mtDNA content
and stemness features, using SYBR Gold to stain mitochondrial
nucleoids in MDA-MB-231 cells, followed by flow cytometry. To
investigate the stemness phenotype, first we determined the total
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ATP levels, using the Cell Titer Glo assay. Figure 6E shows that
there was a near 2-fold increase in ATP levels in the mtDNA-high
MDA-MB-231 sub-population.

Using the mammosphere assay, mtDNA-high MDA-MB-231 cells
showed a 2-fold increase in their 3D anchorage-independent
growth (Fig. 6F). Similarly, mtDNA-high MDA-MB-231 cells showed
a near 2-fold increase in CD44 levels, a known plasmalemmal CSC
marker (Fig. 6G; see also the cytometry plots in Supplementary Fig.
S6A). However, no differences were observed in the colony
formation assay, between the mtDNA-high and low sub-
populations (Supplementary Fig. S7B).

Importantly, cell cycle analysis showed that mtDNA-high MDA-
MB-231 cells underwent rapid cell cycle progression, with a
significant decrease in the GO/G1 phase, and corresponding
increases in the S- and G2/M-phases (Fig. 6H; see also the
cytometry plot in Supplementary Fig. S6B).

As MDA-MB-231 cells are an established model for measuring
cancer cell motility, we also assessed cell migration and invasion,
using a modified Boyden chamber assay, with Transwells.
Remarkably, mtDNA-high MDA-MB-231 cells showed an approx-
imate 2-fold increase in both cell migration (Fig. 7A) and invasion
(Fig. 7B). Therefore, as predicted, mtDNA-high MDA-MB-231 cells
were clearly more migratory and invasive, suggesting that mtDNA
content may play a key role in metastasis.

Finally, we also created a complementary genetic model in
MDA-MB-231 cells to independently validate our results with SYBR
Gold. Briefly, we first confirmed POLG1-silencing using a targeted
shRNA approach, by Western blot analysis (Supplementary Fig.
S9A, uncropped Western blot in Original Data File). Importantly,
shPOLG1 cells showed decreased levels of mtDNA and reduced
mammosphere formation (Supplementary Fig. S9B, C), mirroring
our results with SYBR Gold mtDNA-low cells. Similarly,
shPOLG1 cells showed a metabolic reduction in mitochondrial
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Fig. 5 mtDNA-high MCF7 cells show significant increases in mitochondrial mass, membrane potential, and superoxide production, as
well as drug-resistance. MCF7 cells were incubated for 30 min with low concentrations of SYBR Gold dye (at a dilution of 1:20,000). After cell
staining, samples were subjected to FACS sorting to isolate the 5% highest (mtDNA-high 5%) and the 5% lowest (mtDNA-low 5%) green
fluorescent cell sub-populations. A Mitochondrial mass was determined using Mitotracker Deep Red by flow cytometry. Data are shown as the
mean = SD (n = 3), representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical significance was determined using an
unpaired Student’s t test, ****p <0.0001. B Mitochondrial membrane potential was evaluated using mitoNIR dye. Data are shown as the
mean = SD (n = 3), representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical significance was determined using an
unpaired Student’s t test, *p <0.05. C Mitochondrial superoxide was measured using mtSOX Deep Red. Data are shown as the mean + SD
(n=3), representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical significance was determined using an unpaired
Student’s t test, **p <0.01. D mtDNA-high 5% and mtDNA-low 5% cells were seeded in low-attachment plates to evaluate mammosphere
formation, with the indicated Gemcitabine concentrations. Four experimental repeats, each of which contains two technical replicates, were
performed for each condition. Data are shown as the mean + SD (n = 4), representing the mtDNA-high 5% increase over mtDNA-low 5% cells.
Statistical significance was determined using one-way ANOVA, Dunnett’s multiple comparisons test, *p <0.05, **p <0.01, ***p <0.001,
**¥%p < 0.0001. E mtDNA-high 5% and mtDNA-low 5% cells were seeded in low-attachment plates to evaluate mammosphere formation, with
the indicated 4-OH-Tamoxifen concentrations. Four experimental repeats, each of which contains two technical replicates, were performed for
each condition. Data are shown as the mean £+ SD (n = 4) representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical

significance was determined using one-way ANOVA, Dunnett’s multiple comparisons test, *p < 0.05, ****p < 0.0001, n.s. not significant.

respiration and glycolytic reserve capacity (Supplementary Fig.
S9E, F, G, H), with reduced cell migration and invasion levels
(Supplementary Fig. S91, J). Also, shPOLGT1 cells showed decreased
colony formation (Supplementary Fig. S9D), since it is a stable
genetic model.

These results also provide promising evidence that POLGT1 is a
new potential therapeutic target for anti-cancer therapy, aimed at
eradicating cancer stem cells (CSCs).

Alovudine (3’-deoxy-3'-fluorothymidine), an established
mtDNA synthesis inhibitor, prevents spontaneous cancer cell
metastasis, without significant toxicity

To further investigate the potential therapeutic implications of our
current findings, we selected an established mtDNA synthesis
inhibitor, namely Alovudine, that targets POLG1, the mitochon-
drial DNA polymerase [19]

As expected, treatment of MDA-MB-231 cells with Alovudine
(0.5-2.5 uM) resulted in severe mtDNA-depletion, with a>90%
reduction in mtDNA levels, as evaluated by gPCR (Fig. 8A). Despite
these reductions in mtDNA levels, Alovudine did not affect the
viability of human fibroblasts (hTERT-BJ1) or MDA-MB-231 cancer
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cells, indicating that Alovudine is relatively non-toxic (Supple-
mentary Fig. ST0A,B).

However, Alovudine treatment dramatically affected the meta-
bolic status of MDA-MB-231 cells, dose-dependently inhibiting
mitochondrial respiration and resulting in mitochondrial ATP-
depletion (Fig. 8B; Supplementary Fig. S10C). Conversely, Alovu-
dine treatment induced a compensatory increase in glycolytic
metabolism (Fig. 8C; Supplementary Fig. S10D). This metabolic
shift, from mitochondrial to glycolytic metabolism, functionally
inhibited stemness, as evidenced by dramatic decreases in 3D
anchorage-independent growth, as assessed using the mammo-
sphere assay (Fig. 8D); similar results were obtained using the
colony assay, which is a well-established long-term read-out for
cell proliferation (Supplementary Fig. S10E). This glycolytic shift
also resulted in a dose-dependent inhibition of cell migration
(Fig. 8E).

Finally, we evaluated the in vivo effects of Alovudine-induced
mtDNA-depletion on tumour growth and spontaneous metastasis,
using an established pre-clinical animal model, known as the CAM
(chorioallantoic membrane) assay (See Supplementary Fig. S4).
Briefly, implanted MDA-MB-231 tumour cell grafts were treated
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Fig. 6 mtDNA-high MDA-MB-231 cells show increases in ATP and stemness features, as well as cell proliferation. MDA-MB-231 cells were
incubated for 30 min with low concentrations of SYBR Gold dye (at a dilution of 1:20,000). After cell staining, samples were subjected to FACS
sorting to isolate the 5% highest (mtDNA-high 5%) and the 5% lowest (mtDNA-low 5%) green fluorescent cell sub-populations. A Median
fluorescence intensity (MFI) in the mtDNA-high 5% and mtDNA-low 5% subpopulations by FACS. Data are shown as the mean * standard
deviation (SD) (n = 4). Statistical significance was determined using an unpaired Student’s t test, **p < 0.01. B Relative cell size of the mtDNA-
high 5% cells and mtDNA-low 5% cells by FACS of a representative experiment. C Reverse transcription quantitative polymerase chain reaction
(RT-qPCR) analyses of mtDNA-high 5% cells compared to mtDNA-low 5% cells. Values were normalized to GAPDH and UBC and graphed as
log fold change, relative to geomean of the two reference transcripts of the mtDNA-low 5% condition. Bars represent the mean +SD (n = 3).
Statistical significance was determined using an unpaired Student’s t test, *p < 0.05, **p <0.01, n.s. not significant. D MT-CO2 levels were
assessed by FACS. Data are shown as the mean + SD (n = 3), representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical
significance was determined using an unpaired Student’s t test, * p < 0.05. E ATP levels in mtDNA-high 5% cells and mtDNA-low 5% cells were
determined using Cell Titer Glo. Four experimental repeats, each of which contains three technical replicates, were performed for each
condition. Data are shown as the mean+SD (n=4) representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical
significance was determined using an unpaired Student’s t test, * p < 0.05. F Mammosphere formation was determined after 5 days of growth
in low-attachment plates. Three experimental repeats, each of which contains three technical replicates, were performed for each condition.
Data are shown as the mean + SD (n = 4) representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical significance was
determined using an unpaired Student’s t test, *p < 0.05. G CD44 levels were determined with an APC mouse anti-Human CD44 antibody by
flow cytometry. Data are shown as meanSD (n=3) representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical
significance was determined using an unpaired Student’s t test, *p < 0.05. H Cell cycle was evaluated with propidium iodide by flow cytometry.
The percentage of cells in GO/G1, S, and G2/M phases of the cell cycle are represented in the pie graphs. Data are shown as the mean + SD
(n=13), representing the mtDNA-high 5% increase over mtDNA-low 5% cells. Statistical significance was determined using an unpaired
Student’s t test, **p < 0.01, ***p < 0.001.

with Alovudine for 9 days, after which i) tumour growth, ii) spontaneous metastasis, without significant toxic effects. In
spontaneous metastasis, and iii) embryo toxicity, were all contrast, tumour growth remained largely unaffected. Therefore,
quantitatively assessed. Interestingly, Alovudine only minimally POLG1-driven mtDNA synthesis in CSCs may represent a new
inhibited tumour growth by approximately 20% (Fig. 8F), but very promising mitochondrial target for the therapeutic prevention of
effectively reduced the formation of spontaneous metastases by cancer cell metastasis.
nearly 70% (Fig. 8G). Remarkably, under these conditions, little or
no embryo toxicity was observed (Fig. 8H).

In summary, drug-induced mtDNA-depletion resulted in a dose- DISCUSSION
dependent shift, from mitochondrial to glycolytic metabolism. Here, we investigated possible links between mitochondrial DNA
Functionally, this metabolic shift towards glycolysis resulted in a (mtDNA) levels and cancer stemness. Interestingly, several
loss of stemness, inhibition of cell migration, and prevention of previous studies have clinically assessed the potential role of
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Fig. 7 Cell migration and invasion capacity are increased in mtDNA-high MDA-MB-231 cells. MDA-MB-231 cells were incubated for 30 min
with low concentrations of SYBR Gold dye (at a dilution of 1:20,000). After cell staining, samples were subjected to FACS sorting to isolate the
5% highest (mtDNA-high 5%) and the 5% lowest (mtDNA-low 5%) green fluorescent cell sub-populations. Analysis of migration activity (A)
and invasion activity (B) were assessed in both sub-populations, employing a modified Boyden chamber method. Briefly, for both cell
migration and invasion experiments, 24-well Transwell tissue culture inserts, with an 8um pore size, PET membrane, were utilized. Uncoated
transparent membranes were used for cell migration, while extracellular matrix pre-coated membranes were used for cell invasion. Cells were
allowed 16 h for migration assays and 24 h for invasion assays. Representative images of the stained PET membranes are also shown. Three
experimental repeats, each of which contains two technical replicates, were performed for each condition. Data are shown as fold change of
the mtDNA-high 5% increase over mtDNA-low 5% cells. Bars represent the mean + SD (n = 3). Statistical significance was determined using an

unpaired Student’s t test, ***p < 0.001.

mtDNA copy number in the pathogenesis of human breast cancer.
For example, high mtDNA copy number increases the risk of
developing breast cancer [27-29], by up to 6.4-fold [28], likely
secondary to increased mitochondrial oxidative stress. Similarly, in
patients with breast cancer metastasis, the primary tumour tissue
showed a significant increase in mtDNA copy number by >2-fold,
relative to matched adjacent non-tumour tissue and blood levels
[30]. In other cohorts, high mtDNA levels were associated with
increased breast tumour size (>2-cm), increased tumour grade
(especially grade 3), ER-negative status, and a lack of response to
anthracycline-based  chemotherapy (OR (95% Cl)=2.48
(0.97-6.61)) [31, 32]. Conversely, breast tumours with low mtDNA
copy number were associated with longer progression-free
survival (PFS), in both univariate and multivariate analysis [31].
Also, increased mtDNA copy number facilitated cell proliferation
and metastasis in colorectal cancer [33]. Additionally, an increase
in  mtDNA and mitochondrial biogenesis was reported in
endometrial carcinoma [34].

In our current studies, we observed an increase in stemness
features in cells enriched with high levels of mtDNA, such as 3D
anchorage-independent growth, mitochondrial metabolic activity,
and CD44 levels, as well as drug-resistance to Gemcitabine and
Tamoxifen. We used the SYBR Gold dye at low concentrations to
selectively stain mtDNA, as reported previously [18]. Our flow
cytometry approach permitted the collection of two cell sub-
populations, according to their mtDNA levels, i.e, mtDNA-high
cells and mtDNA-low cells. As predicted, SYBR Gold-stained
mitochondrial nucleoids were clearly more abundant in the
mtDNA-high MCF7 sub-population. To independently validate
the model, we used a specific DNA-binding mAb probe, namely
AC-30-10. This antibody has been used in many studies to
specifically stain mtDNA [21, 22]. AC-30-10 mAb-staining revealed
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the same characteristic mitochondrial nucleoid pattern, especially
in mtDNA-high MCF7 cells. Moreover, mtDNA encodes 13 proteins
involved in oxidative phosphorylation (OXPHOS), including MT-
CO1, MT-CO2, MT-CO3, MT-CYB or MT-ND2 [35]. All of these 5
gene transcripts or proteins were increased in the mtDNA-high
sub-population, as assessed by RT-gPCR, immuno-staining, and/or
FACS analysis.

As discussed above, MT-CO2 immuno-staining is a tightly-linked
surrogate marker of mtDNA content. In accordance with our
current findings, MT-CO2 is also a clinically-validated protein
biomarker for metastasis, in large cohorts of both breast and
prostate cancer patients [36, 37]. In addition, in this breast cancer
cohort (N =2197 patients), high MT-CO2 protein expression was
associated with elevated Ki67 (a marker of cell proliferation) [36].
Importantly, higher levels of MT-CO2 immuno-staining were
observed in breast cancer tissue samples, as compared with
normal breast tissue. These findings suggest that neoplastic
transformation may require higher levels of mtDNA, functionally
driving more active mitochondrial ATP-production. Increased MT-
CO2 immuno-staining in breast cancer primary tumour samples
also correlates with rising tumour grade and stage [36]. Similarly,
MT-CO2 expression is a strong predictor of poor clinical outcome
in prostate cancer (N = 11,152 patients) [37]. As such, our current
mechanistic studies provide a molecular explanation for these
clinical findings. Here, our analysis of MT-CO2 (+) mtDNA-high
cells revealed increased stemness features, as well as functionally
more active mitochondria, with increased mitochondrial respira-
tion and ATP production. Similarly, we previously observed that
MT-CO2 is over-expressed in an hTERT-enriched sub-population of
MCF7 breast cancer stem cells [38].

In yeast cells, mtDNA controls cell cycle progression [39-42].
Several studies have shown that the mtDNA copy number is
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Fig. 8 Alovudine, an established mtDNA synthesis inhibitor, induces a metabolic shift towards glycolysis and prevents spontaneous
cancer cell metastasis, without significant toxicity. Alovudine-related in vitro experiments were performed after a 6-day pre-treatment of
MDA-MB-231 cells. Briefly, two hundred fifty thousand cells were plated in T25 flasks and incubated for 6 days with Alovudine, at the indicated
concentrations. Cells were treated at day 1 and media was renewed with Alovudine at day 4. A mtDNA Abundance. Relative mitochondrial
DNA copy number was obtained using a Relative Human Mitochondrial DNA Copy Number Quantification gPCR Assay Kit. Data are shown as
the mean = SD (n = 3). Statistical significance was determined using one-way ANOVA, Dunnett’s multiple comparisons test, ****p < 0.0001.
B Mitochondrial Function. Mitochondrial respiration was determined using the Seahorse XFe96. The graph represents the OCR (oxygen
consumption rate) tracing of four experimental repeats, each of which contains five technical replicates, for each condition. C Glycolytic
Analysis. Glycolytic function was determined using the Seahorse XFe96. The graph represents the ECAR (extracellular acidification rate)
tracings of four experimental repeats, each of which contains five technical replicates, for each condition. D 3D Anchorage-Independent
Growth. The mammosphere assay was performed in low-attachment plates for 5 days. Alovudine treatments were maintained during these
5 days. Three experimental repeats, each of which contains three technical replicates, were performed for each condition. Data are shown as
mean * SD (n = 3). Statistical significance was determined using one-way ANOVA, Dunnett’s multiple comparisons test, *p < 0.05, **p < 0.01,
n.s. not significant. E Cell Migration. Migration analysis was performed with uncoated PET membrane. The cells were allowed to migrate across
an 8 pm pore membranes for 6 h. Three experimental repeats, each of which contains three technical replicates, were performed for each
condition. Data are shown as fold change of the Alovudine treatments relative to control. Bars represent the mean +SD (n = 3). Statistical
significance was determined using one-way ANOVA, Dunnett’s multiple comparisons test, ****p < 0.0001. F Tumour Growth. Tumour weights
(mg) were measured for the indicated Alovudine treatment concentrations, at the end of the CAM assay. Data are shown as the mean + SEM
(n=14-15 per group). Statistical significance was determined using one-way ANOVA, Dunnett’s multiple comparisons test, **p < 0.01, n.s. not
significant. G Spontaneous Metastasis. The relative quantity of metastases in lower CAM for the indicated Alovudine treatment concentrations
are shown. Data are presented as the mean +SEM (n=9-10 per group). Statistical significance was determined using one-way ANOVA,
Dunnett’s multiple comparisons test, *p <0.05, n.s. not significant. H Embryo Toxicity. Survival of embryos for each experimental group is
shown. n=15 per group. Typically, in the pre-clinical animal model used here, it is recommended that one should use 100X the
concentrations that were effective in cell culture assays. So, 100 times 0.5, 1, and 2.5 micromolar is 50, 100, and 250 micromolar.

increased in growing cultures of yeast cells in the respiratory
phase and are lower in the fermentation phase. In fact, some yeast
species, called rho-negative cells, could survive without mtDNA
under conditions of fermentation, but they are characterised by
slow growth on fermentable carbon sources and an inability to
grow on non-fermentable sources [39-42]. Similarly, here we
observed that mtDNA-high MCF7 cells exhibited significantly
increased proliferation rates, with a dramatic shift towards the S-
and G2/M-phases of the cell cycle. These results were
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independently validated by RNA-Seq analysis, showing enrich-
ment of cell cycle-regulated gene transcripts, especially those
related to the G2/M phase, nuclear division and chromosomal
segregation. Therefore, high mtDNA levels may also increase
proliferation rates in cancer cells.

Complementary results were obtained with mtDNA-high MDA-
MB-231 cells, which exhibited increased stemness features, higher
proliferation rates, as well as increased cell migration and invasion,
suggesting a role for mtDNA in metastasis. Several studies confirm
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the relation between the mtDNA mutations and cancer cell
metastasis [43]. For example, Ishikawa et al. demonstrated that
replacement of mtDNA in a non-metastatic cell line, with mtDNA
from a highly metastatic cell line was indeed sufficient to confer
metastatic behaviour in vivo [44].

Furthermore, we also created a genetic model to independently
validate our results, by silencing POLG1 gene expression, using a
targeted shRNA approach. As predicted, genetic ablation of
POLG1 expression dramatically reduced mtDNA levels, and
mirrored the phenotypes that we observed by cell sorting with
SYBR Gold. Similarly, in our current studies, inhibition of mtDNA
synthesis with Alovudine was sufficient to deplete mtDNA by
>90% and prevent spontaneous metastatic dissemination.

['8F-FLT (Fluoro-thymidine F-18; CAS: 287114-80-1) is a
chemical entity that is identical to Alovudine (CAS: 25526-93-6),
with the exception that the fluorine atom is a radioactive isotope
that can be visualized by PET (Positron Emission Tomography).
Because it is used as a radioactive tracer for PET imaging, ['®F]-FLT
is used in trace amounts, very low concentrations that would not
be sufficient to be therapeutically active. Clinically, higher ['3F]-FLT
signal intensity is specifically associated with highly proliferative
[45, 46] and metastatic cancer cells [47, 48], as well as poor clinical
outcomes in cancer patients [49]. Unfortunately, the reasons for
these strong clinical associations were not mechanistically under-
stood, or previously linked to mitochondria.

However, in 2019, higher concentrations of Alovudine (200 nM
to 2 uM) were shown for the first time to induce mtDNA-depletion,
by acting as a specific inhibitor of POLG1, the mitochondrial DNA
polymerase [19]. Taken together, these data directly imply that
['8FI-FLT labels highly proliferative and metastatic cancer cells
in vivo, because they have increased levels of mtDNA synthesis
and/or higher mtDNA content.

In accordance with this hypothesis, here we show that cancer
cells with higher mtDNA content are indeed hyper-proliferative,
and that mtDNA-depletion with Alovudine effectively targets
proliferative CSCs, preventing metastasis in a preclinical animal
model of tumourigenesis. Therefore, in the future, ['®FI-FLT PET
imaging may be a useful tool for clinically monitoring the efficacy
of Alovudine for therapeutically targeting and eliminating hyper-
proliferative/metastatic CSCs in patients. This would allow a real-
time and dynamic assessment of the response to therapy with
Alovudine, or other related POLG1-inhibitors.

Finally, our current findings with Alovudine treatment are
consistent with a recent non-peer reviewed pre-print appearing in
bioRxiv [50]. Briefly, these investigators showed that pathogenic
mtDNA mutations, which block OXPHOS and mitochondrial ATP-
production, can effectively inhibit melanoma metastasis in vivo,
but have only minor effects on primary tumour growth. These
results indicate that metastasis is dependent on functional mtDNA
[50]. Similarly, we have previously shown that metastasis is strictly
dependent on i) mitochondrial ribosome function, and ii) sufficient
levels of mitochondrially-derived ATP, using two FDA-approved
drugs, namely Doxycycline and Bedaquiline [23, 24, 51, 52].
Doxycycline is a specific inhibitor of mitochondrial protein
synthesis, while Bedaquiline targets the gamma-subunit
(ATP5F1C) of the mitochondrial ATP synthase, preventing ATP
production [23, 24, 51, 52]. Taken together, these findings suggest
a druggable, linear, mitochondrial biosynthetic pathway (mtDNA
— mitochondrial protein synthesis — ATP production) [Supple-
mentary Fig. S11], for mechanistically understanding and prevent-
ing metastatic disease progression in breast cancers, and possibly
other cancer types.

DATA AVAILABILITY
The original contributions presented in the study are included in the article. Further
inquiries can be directed to the corresponding authors.

SPRINGER NATURE

REFERENCES

1.

20.

21.

22.

23.

24.

25.

26.

27.

28.

. Bonekamp NA,

Hirano M, Emmanuele V, Quinzii CM. Emerging therapies for mitochondrial dis-
eases. Essays Biochem. 2018;62:467-81.

. Sercel AJ, Sturm G, Gallagher D, St-Onge MP, Kempes CP, Pontzer H, et al.

Hypermetabolism and energetic constraints in mitochondrial disorders. Nat
Metab. 2024;6:192-5.

. Schon EA, DiMauro S. Mitochondrial Mutations: Genotype to Phenotype. In:

Novartis Found Symp. 2007:287:214-25.

. Schon EA, DiMauro S. Medicinal and Genetic Approaches to the Treatment of

Mitochondrial Disease. Curr Med Chem. 2003;10:2523-33.

. Wallace DC. Mitochondria as Chi. Genetics. 2008;179:727-35.
. Wallace DC. Mitochondria and cancer. Nat Rev Cancer. 2012;12:685-98.
. Martinez-Outschoorn UE, Peiris-Pagés M, Pestell RG, Sotgia F, Lisanti MP. Cancer

metabolism: a therapeutic perspective. Nat Rev Clin Oncol. 2017;14:11-31.

. Taanman JW. The mitochondrial genome: structure, transcription, translation and

replication. Biochim Biophys Acta Bioenerg. 1999;1410:103-23.

. Aryaman J, Bowles C, Jones NS, Johnston IG. Mitochondrial Network State Scales

mtDNA Genetic Dynamics. Genetics. 2019;212:1429-43.

. Lee SR, Han J. Mitochondrial Nucleoid: Shield and Switch of the Mitochondrial

Genome. Oxid Med Cell Longev. 2017;2017:1-15.
Larsson NG. SnapShot: Mitochondrial
2018;172:388-388.e1.

Nucleoid. Cell.

. De Francesco EM, Sotgia F, Lisanti MP. Cancer stem cells (CSCs): metabolic

strategies for their identification and eradication. Biochemical J.

2018;475:1611-34.

. Lamb R, Harrison H, Hulit J, Smith DL, Lisanti MP, Sotgia F. Mitochondria as

new therapeutic targets for eradicating cancer stem cells: Quantitative pro-
teomics and functional validation via MCT1/2 inhibition. Oncotarget.
2014;5:11029-37.

. Sotgia F, Whitaker-Menezes D, Martinez-Outschoorn UE, Salem AF, Tsirigos A,

Lamb R, et al. Mitochondria “fuel” breast cancer metabolism: Fifteen markers of
mitochondrial biogenesis label epithelial cancer cells, but are excluded from
adjacent stromal cells. Cell Cycle. 2012;11:4390-401.

. Sotgia F, Whitaker-Menezes D, Martinez-Outschoorn UE, Flomenberg N, Birbe R,

Witkiewicz AK, et al. Mitochondrial metabolism in cancer metastasis. Cell Cycle.
2012;11:1445-54.

. Whitaker-Menezes D, Martinez-Outschoorn UE, Flomenberg N, Birbe R, Witkie-

wicz AK, Howell A, et al. Hyperactivation of oxidative mitochondrial metabolism
in epithelial cancer cells in situ. Cell Cycle. 2011;10:4047-64.

. Prole DL, Chinnery PF, Jones NS. Visualizing, quantifying, and manipulating

mitochondrial DNA in vivo. J Biol Chem. 2020;295:17588-601.

. Jevtic V, Kindle P, Avilov SV. SYBR Gold dye enables preferential labelling of

mitochondrial nucleoids and their time-lapse imaging by structured illumination
microscopy. PLoS One. 2018;13:20203956.

. Yehudai D, Liyanage SU, Hurren R, Rizoska B, Albertella M, Gronda M, et al. The

thymidine dideoxynucleoside analog, alovudine, inhibits the mitochondrial DNA
polymerase y, impairs oxidative phosphorylation and promotes monocytic dif-
ferentiation in acute myeloid leukemia. Haematologica. 2019;104:963-72.

Livak KJ, Schmittgen TD. Analysis of Relative Gene Expression Data Using Real-
Time Quantitative PCR and the 2—AACT Method. Methods. 2001;25:402-8.
Kojima W, Yamano K, Kosako H, Imai K, Kikuchi R, Tanaka K, et al. Mammalian
BCAS3 and C160rf70 associate with the phagophore assembly site in response to
selective and non-selective autophagy. Autophagy. 2021;17:2011-36.

Tang Y, Wang L, Yi T, Xu J, Wang J, Qin JJ, et al. Synergistic effects of autophagy/
mitophagy inhibitors and magnolol promote apoptosis and antitumor efficacy.
Acta Pharm Sin B. 2021;11:3966-82.

Fiorillo M, Ozsvari B, Sotgia F, Lisanti MP. High ATP Production Fuels Cancer Drug
Resistance and Metastasis: Implications for Mitochondrial ATP Depletion Therapy.
Front Oncol. 2021;11:740720.

Fiorillo M, Scatena C, Naccarato AG, Sotgia F, Lisanti MP. Bedaquiline, an FDA-
approved drug, inhibits mitochondrial ATP production and metastasis in vivo, by
targeting the gamma subunit (ATP5F1C) of the ATP synthase. Cell Death Differ.
2021,28:2797-817.

Fiorillo M, Sotgia F, Sisci D, Cappello AR, Lisanti MP. Mitochondrial “power” drives
tamoxifen resistance: NQO1 and GCLC are new therapeutic targets in breast
cancer. Oncotarget. 2017;8:20309-27.

Fiorillo M, Sanchez-Alvarez R, Sotgia F, Lisanti MP. The ER-alpha mutation Y537S
confers Tamoxifen-resistance via enhanced mitochondrial metabolism, glycolysis
and Rho-GDI/PTEN signaling: Implicating TIGAR in somatic resistance to endo-
crine therapy. Aging. 2018;10:4000-23.

Hu L, Yao X, Shen Y. Altered mitochondrial DNA copy number contributes to
human cancer risk: evidence from an updated meta-analysis. Sci Rep.
2016;6:35859.

Shen J, Platek M, Mahasneh A, Ambrosone CB, Zhao H. Mitochondrial copy
number and risk of breast cancer: A pilot study. Mitochondrion. 2010;10:62-8.

Cell Death and Disease (2024)15:745



29.

30.

31.

32.

33.

34,

35.

36.

37.

38.

39.

40.

41.

42,

43.

44,

45,

46.

47.

48.

49,

50.

51.

52.

Lemnrau A, Brook MN, Fletcher O, Coulson P, Tomczyk K, Jones M, et al. Mito-
chondrial DNA Copy Number in Peripheral Blood Cells and Risk of Developing
Breast Cancer. Cancer Res. 2015;75:2844-50.

Rai NK, Panjwani G, Ghosh AK, Haque R, Sharma LK. Analysis of mitochondrial
DNA copy number variation in blood and tissue samples of metastatic breast
cancer patients (A pilot study). Biochem Biophys Rep. 2021;26:100931.

Weerts MJA, Hollestelle A, Sieuwerts AM, Foekens JA, Sleijfer S, Martens JWM.
Low Tumor Mitochondrial DNA Content Is Associated with Better Outcome in
Breast Cancer Patients Receiving Anthracycline-Based Chemotherapy. Clin Cancer
Res. 2017;23:4735-43.

Weerts MJA, Sieuwerts AM, Smid M, Look MP, Foekens JA, Sleijfer S, et al.
Mitochondrial DNA content in breast cancer: Impact on in vitro and in vivo
phenotype and patient prognosis. Oncotarget. 2016;7:29166-76.

Sun X, Zhan L, Chen Y, Wang G, He L, Wang Q, et al. Increased mtDNA copy number
promotes cancer progression by enhancing mitochondrial oxidative phosphorylation
in microsatellite-stable colorectal cancer. Signal Transduct Target Ther. 2018;3:8.
Cormio A, Guerra F, Cormio G, Pesce V, Fracasso F, Loizzi V, et al. Mitochondrial
DNA content and mass increase in progression from normal to hyperplastic to
cancer endometrium. BMC Res Notes. 2012;5:279.

Basu U, Bostwick AM, Das K, Dittenhafer-Reed KE, Patel SS. Structure, mechanism,
and regulation of mitochondrial DNA transcription initiation. J Biol Chem.
2020;295:18406-25.

Lebok P, Schiitt K, Kluth M, Witzel I, Wélber L, Paluchowski P, et al. High mito-
chondrial content is associated with breast cancer aggressiveness. Mol Clin
Oncol. 2021;15:203.

Grupp K, Jedrzejewska K, Tsourlakis MC, Koop C, Wilczak W, Adam M, et al. High
mitochondria content is associated with prostate cancer disease progression. Mol
Cancer. 2013;12:145.

Lamb R, Ozsvari B, Bonuccelli G, Smith DL, Pestell RG, Martinez-Outschoorn UE,
et al. Dissecting tumor metabolic heterogeneity: Telomerase and large cell size
metabolically define a sub-population of stem-like, mitochondrial-rich, cancer
cells. Oncotarget. 2015;6:21892-905.

Zubko El, Zubko MK. Deficiencies in mitochondrial DNA compromise the survival
of yeast cells at critically high temperatures. Microbiol Res. 2014;169:185-95.
Chen XJ, Clark-Walker GD. Unveiling the mystery of mitochondrial DNA replica-
tion in yeasts. Mitochondrion. 2018;38:17-22.

Galeota-Sprung B, Fernandez A, Sniegowski P. Changes to the mtDNA copy
number during yeast culture growth. R Soc Open Sci. 2022;9:211842.

Blank HM, Li C, Mueller JE, Bogomolnaya LM, Bryk M, Polymenis M. An Increase in
Mitochondrial DNA Promotes Nuclear DNA Replication in Yeast. PLoS Genet.
2008;4:21000047.

Kenny TC, Germain D. mtDNA, Metastasis, and the Mitochondrial Unfolded Pro-
tein Response (UPRmt). Front Cell Dev Biol. 2017;5:37.

Ishikawa K, Takenaga K, Akimoto M, Koshikawa N, Yamaguchi A, Imanishi H, et al.
ROS-Generating Mitochondrial DNA Mutations Can Regulate Tumor Cell Metas-
tasis. Science. 2008;320:661-4.

Rasey JS, Grierson JR, Wiens LW, Kolb PD, Schwartz JL. Validation of FLT uptake as
a measure of thymidine kinase-1 activity in A549 carcinoma cells. J Nucl Med.
2002;43:1210-7.

Sengupta D, Pratx G. Single-Cell Characterization of '® F-FLT Uptake with Radi-
oluminescence Microscopy. J Nucl Med. 2016;57:1136-40.

Xu HL, Li M, Zhang RJ, Jiang HJ, Zhang MY, Li X, et al. Prediction of tumor biological
characteristics in different colorectal cancer liver metastasis animal models using
18 F-FDG and 18 F-FLT. Hepatobiliary Pancreat Dis Int. 2018;17:140-8.

Kim JE, Chae SY, Kim JH, Kim HJ, Kim TW, Kim KP, et al. 3’-Deoxy-3"-18F-Fluor-
othymidine and 18F-Fluorodeoxyglucose positron emission tomography for the early
prediction of response to Regorafenib in patients with metastatic colorectal cancer
refractory to all standard therapies. Eur J Nucl Med. Mol Imaging. 2019;46:1713-22.
Bertagna F, Biasiotto G, Giubbini R. The role of F-18-fluorothymidine PET in
oncology. Clin Transl Imaging. 2013;1:77-97.

Shelton SD, House S, Ramesh V, Chen Z, Wei T, Wang X, et al. Pathogenic
mitochondrial DNA mutations inhibit melanoma metastasis. bioRxiv. 2023.
https://doi.org/10.1101/2023.09.01.555986.

Ozsvari B, Magalhées LG, Latimer J, Kangasmetsa J, Sotgia F, Lisanti MP. A Myr-
istoyl Amide Derivative of Doxycycline Potently Targets Cancer Stem Cells (CSCs)
and Prevents Spontaneous Metastasis, Without Retaining Antibiotic Activity.
Front Oncol. 2020;10:1528.

Lamb R, Ozsvari B, Lisanti CL, Tanowitz HB, Howell A, Martinez-Outschoorn UE,
et al. Antibiotics that target mitochondria effectively eradicate cancer stem cells,
across multiple tumor types: Treating cancer like an infectious disease. Onco-
target. 2015;6:4569-84.

Cell Death and Disease (2024)15:745

M. Mauro-Lizcano et al.

ACKNOWLEDGEMENTS

We would like to thank the Foxpoint Foundation and the Healthy Life Foundation for
their philanthropic donations, toward new equipment and infrastructure, in the
Translational Medicine Laboratory, at the University of Salford. We would also like to
thank Inovotion, Inc. (La Tronche, France), for independently performing the tumour
growth and metastasis studies, using the CAM assay, as well as evaluating chicken
embryo toxicity, through a research contract with Lunella Biotech, Inc (Ottawa,
Canada).

AUTHOR CONTRIBUTIONS

Most of the experiments described in the paper were performed by MML and FDP.
LLM and CJS collaborated on immunostaining analysis, RT-gPCRs and RNA-Seq
analysis. MML wrote the first draft of this research article, which was then further
edited by MPL and FS. MML prepared the figures, which were edited by MPL and FS.
All authors contributed to the article and approved the submitted version.

FUNDING

This work was supported by research grant funding, provided by Lunella Biotech, Inc.
(to FS and MPL). The funder was not involved in the study design, collection, analysis,
interpretation of data, the writing of this article, or the decision to submit it for
publication.

COMPETING INTERESTS

MPL and FS hold a minority interest in Lunella Biotech, Inc. The remaining authors
declare that the research was conducted in the absence of any commercial or
financial relationships that could be construed as a potential conflict of interest.
There are no financial competing interests to disclose.

ETHICS APPROVAL AND CONSENT TO PARTICIPATE

All laboratory work at the University of Salford underwent Ethical Review and was
approved. However, no patients or human patient samples were involved in this
research project.

ADDITIONAL INFORMATION

Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/541419-024-07103-9.

Correspondence and requests for materials should be addressed to Federica Sotgia
or Michael P. Lisanti.

Reprints and permission information is available at http://www.nature.com/
reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons

5Y Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons licence, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons licence and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this licence, visit http://
creativecommons.org/licenses/by/4.0/.

© The Author(s) 2024

SPRINGER NATURE

13


https://doi.org/10.1101/2023.09.01.555986
https://doi.org/10.1038/s41419-024-07103-9
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	High mitochondrial DNA content is a key determinant of stemness, proliferation, cell migration, and cancer metastasis in vivo
	Introduction
	Materials and methods
	Cell models and other reagents
	SYBR gold staining and cell isolation
	RT-qPCR analysis
	AC-30-10 immuno-staining
	MT-CO1 and MT-CO2 immuno-staining
	MT-CO2 analysis
	ATP Assay using Cell-Titer-Glo 2.0
	Mammosphere formation assay
	CD44 analysis
	xCELLigence RTCA system
	Cell cycle analysis
	Seahorse XFe-96 metabolic flux analysis
	Mitochondrial analysis with fluorescent probes
	Cell migration and invasion assays
	Quantitating the relative abundance of mtDNA
	Evaluating the in vivo efficacy of alovudine: tumour growth, metastasis, and toxicity
	Statistical analysis

	Results
	Enrichment of mtDNA-high and mtDNA-low cell sub-populations by flow cytometry, using SYBR Gold vital staining of mitochondrial DNA-containing nucleoids
	mtDNA-high MCF7 cells show increases in stemness features, such as 3D-anchorage-independent growth, CSC markers, cell proliferation, and mitochondrial metabolism
	mtDNA-high MDA-MB-231 cells show increases in ATP, stemness features, and cell cycle progression, as well as cell migration and invasion
	Alovudine (3&#x02019;-deoxy-3&#x02019;-fluorothymidine), an established mtDNA synthesis inhibitor, prevents spontaneous cancer cell metastasis, without significant toxicity

	Discussion
	References
	Acknowledgements
	Author contributions
	Funding
	Competing interests
	Ethics approval and consent to participate
	ADDITIONAL INFORMATION




