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Abstract
Background/Aims: Sustained increases in the circulating concentration of saturated fatty
acids (SFAs, e.g. palmitate (PA), as seen during obesity, induces a chronic low grade inflammatory state that has been linked to metabolic dysfunction in tissues such as skeletal muscle
that is characterized by disturbances in mitochondrial function and heightened production of
reactive oxygen species (ROS). In contrast, monounsaturated (MUFAs, e.g. palmitoleate, PO;
oleate, OL) and certain polyunsaturated (PUFAs, e.g. linoleate, LO) fatty acids have been shown
to protect against some of the harmful metabolic effects induced by SFAs although it currently
remains unknown whether this protection is associated with improved morphological and
functional changes in mitochondrial biology and redox status in skeletal muscle cells. The aim
of the present study was to investigate this issue. Methods: Rat skeletal (L6) myotubes were
subject to sustained 16h incubation with SFAs either alone or in combination with a MUFA
(PO, OL) or PUFA (LO) prior to performing subcellular fractionation, immunoblotting, fixed/
live cell imaging (for assessment of mitochondrial morphology and ROS) or analysis of real
time mitochondrial respiration. Results: Incubation of L6 myotubes with PA or stearate (SFA,
C18:0) but not laurate (a medium chain SFA, C12:0) induced a robust increase in proinflammatory NFkB signaling as judged by loss of IkBα and increased expression of IL-6. This heightened SFA-induced proinflammatory tone was associated with increased production of ROS
(superoxide and hydrogen peroxide) and significant loss in proteins involved in mitochondrial biogenesis, respiration and morphology (i.e. PGC1α, SDHA, ANT1 and MFN2). Consistent
with these changes, PA induced profound fragmentation of the mitochondrial network and a
marked reduction in mitochondrial respiratory capacity. These changes were not evident in
myotubes incubated with PO, OL or LO alone, and, strikingly, these MUFAs and PUFA not only
negated the proinflammatory action of PA, but antagonised the biochemical, morphological
and functional changes in mitochondrial biology and ROS production induced in myotubes
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by the sustained oversupply of PA. Conclusion: Our findings indicate that PO, OL and LO exhibit anti-inflammatory and antioxidant characteristics and, significantly, they can ameliorate
SFA-induced disturbances in mitochondrial form and function. These observations may have
important nutritional implications in developing strategies that could potentially help limit
obesity-induced metabolic dysfunction in tissues such as skeletal muscle.
Introduction

© 2020 The Author(s). Published by
Cell Physiol Biochem Press GmbH&Co. KG

Increased proinflammatory signalling has been linked with obesity-induced metabolic
dysfunction and insulin resistance in tissues such as skeletal muscle, and is characterised
by elevated production of cytokines such as interleukin-6 (IL-6) and tumour necrosis factor (TNFα) [1, 2]. An important driver of metabolic dysfunction under these circumstances
is considered to be fatty acids, in particular saturated fatty acids (SFA, e.g. palmitate (PA)),
whose circulating concentration is characteristically elevated during obesity [3] and which,
unlike unsaturated fatty acids, have long been known to be less efficiently oxidised [4-6]
and therefore more obesogenic [7]. Consequently, sustained oversupply of SFAs may result
in their incomplete oxidation and accumulation as short chain acyl-carnitines [8] and/or
greater partitioning into lipotoxic fatty acid-derived molecules (e.g. such as ceramide and
diacylglycerol). Such molecules have been implicated in the induction of a proinflammatory
response [1, 9-11] as well as impaired signalling downstream of the insulin receptor [1215]. The ability of muscle cells to efficiently oxidise fatty acids is crucially dependent upon
mitochondrial capacity which has been shown in numerous studies to be markedly reduced
during obesity and diabetes [16-18]. Whether this loss in mitochondrial capacity is a cause
or consequence of insulin resistance remains a matter of considerable debate [19, 20], but
there is growing acceptance that insulin resistance induced by the sustained over provision
of SFAs is closely associated with significant disturbances in mitochondrial energy homeostasis [17]. We have recently shown, for example, that skeletal muscle cells subject to fuel
overloading with palmitate exhibit a profound increase in mitochondrial fragmentation and
mitophagy that is accompanied by increased generation of reactive oxygen species (ROS), as
well as a decline in the expression/abundance of proteins that influence both mitochondrial
biogenesis and respiration that collectively may help account for the reduced mitochondrial
respiratory capacity [21]. Significantly, these SFA-induced disturbances in mitochondrial
morphology and function can be countered by pharmacological or genetic repression of the
proinflammatory IKKβ-NFkB signalling axis, which also coincides with enhanced cellular
responsiveness to insulin [21]. Previous studies in cultured skeletal muscle cells have also
noted that palmitate exhibits a greater propensity to induce mitochondrial DNA (mtDNA)
damage and that strategies that help mitigate this not only improve mitochondrial redox
status, but serve to partially restore insulin sensitivity of muscle cells [22]. Such observations imply that the chronic low-grade inflammatory state that is seen in muscle during obesity may partly be instituted by the rise in circulating SFAs and, as such, may contribute to
changes in mitochondrial form and function that result in the development and progression
of insulin resistance in skeletal muscle.
In contrast, mono- or poly-unsaturated fatty acids (MUFAs and PUFAs) do not possess
the same lipotoxic or pathogenic potential as that ascribed to SFAs and, remarkably, some
unsaturated fatty acids (e.g. palmitoleate) have been shown to not only promote beneficial
cellular and systemic effects on metabolic homeostasis [23-25], but also mitigate some of
the harmful effects associated with SFA oversupply [26-28]. In 3T3-L1 adipocytes, for example, sustained exposure of cells to palmitoleate promotes greater mitochondrial energy
expenditure as demonstrated by increased fatty acid oxidation and ATP synthesis, which is
likely to be facilitated by the associated increase in the abundance of OXPHOS complexes
[29]. Similarly, unsaturated fatty acids (palmitoleate, oleate and linoleate) also stimulate
mitochondrial activity in human skeletal muscle cells; an effect that has been linked to the
induction of PGC1α key transcriptional coactivator that stimulates mitochondrial biogenesis
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and energy metabolism [30]. Furthermore, analysis of real time mitochondrial bioenergetics
indicate that whilst SFAs reduce the coupling efficiency of oxidative phosphorylation in human myoblasts, unsaturated fatty acids (e.g. oleate) do not, thereby further supporting the
idea that MUFAs are better tolerated and do not overtly impact on mitochondrial respiratory function [31]. In line with this, studies in cultured rat L6 muscle cells have shown that
although oleate per se has no discernible effect on ROS production or mtDNA its provision
antagonises the excessive generation of ROS, mtDNA damage and loss of insulin sensitivity induced by PA and that it may do so by promoting PGC1α expression/abundance, ATP
levels and cell viability [32]. It is also noteworthy that recent work has shown that the ability of oleate to suppress production of proinflammatory cytokines via the canonical NFkB
signalling pathway and mitochondrial superoxide production blunts PA-driven myocellular
atrophy [33]. This latter observation implies that SFA-induced mitochondrial dysfunction
may be a contributing factor in muscle atrophy and that MUFAs may have therapeutic value
in restraining loss of muscle mass during conditions such as obesity and ageing by helping
to preserve myocellular mitochondrial health [33]. In addition to stimulating mitochondrial
activity, unsaturated fatty acids can also promote synthesis of neutral triglyceride (TAG) in
myotubes [34, 35] and may also function as mild mitochondrial uncouplers [36]. These metabolic responses allow greater oxidation and/or partitioning of SFAs into an inert molecular
species that may help off-set their availability for synthesis of lipotoxic fatty acid-derived
intermediates. Precisely how MUFAs and PUFAs convey such benefits and how they might
antagonise SFA-induced disturbances in metabolic function are not fully understood but we
hypothesise that their anti-inflammatory action helps counter the deleterious impact that
SFAs have upon mitochondrial form, respiratory function and ROS generation. The purpose
of the studies reported herein was to test this hypothesis. In this study, we present novel data
showing the differential impact that SFAs and unsaturated fatty acids have on mitochondrial
morphology and bioenergetics and show that the capacity of MUFAs and PUFAs to ameliorate PA-induced mitochondrial dysfunction is associated with a suppression in proinflammatory signalling, ROS production but not a reduction in PA uptake.
Materials and Methods

Chemicals and reagents
Tisssue culture media (α-MEM, α-minimum essential medium) and serum (foetal bovine), Mitosox,
prolong diamond antifade mountant, mitotracker dyes were all purchased from Thermo Fisher Scientific
(UK). MitoSpy™ Green FM was from BioLegends (UK). MitoPYI, hepatocyte growth factor, laurate (C12:0),
palmitate (C16:0), stearate (C18:0), palmitoleate (C16:1), oleate (C18:1), linoleate (C18:2), oligomycin,
FCCP (carbonyl cyanide p-trifluoromethoxyphenylhydrazone), rotenone, antimycin-A, hygromycin B, human, SYBR® Green JumpStart Taq Ready Mix were all purchased from Sigma Aldrich, UK). [3H]-palmitic
acid was obtained from PerkinElmer Life Sciences.
L6 skeletal muscle cell culture and fatty acid treatment
L6 muscle cells were cultured in a-minimal essential media (aMEM) containing 2% (v/v) foetal bovine
serum (FBS) and 1% (v/v) antibiotic/antimycotic solution (100 units/ml penicillin, 100 mg/ml streptomycin, 250 ng/ml amphotericin B) in a humidified atmosphere of 95% air and 5% CO2 at 37°C and allowed to
differentiate into myotubes as previously described in serum-containing media with glucose (5 mM) [37].
For fatty acid treatments a 100 mM stock solution of the appropriate fatty acid was prepared in absolute
ethanol as previously reported [38, 39]. This stock was subsequently diluted to a final concentration as
indicated in the figure legends by addition to culture media containing 2% (w/v) fatty acid free BSA and allowed to precomplex for 1h at 37°C before being applied onto myotubes. Based on previous work from our
group assessing dose- and time-dependent responses of palmitate that induced maximally effective changes
in proinflammatory NFkB signalling, ROS generation and insulin signalling [21, 34] (also see Supplementary
Fig. S1 and S2 – for all supplementary material see www.cellphysiolbiochem.com), myotubes were incubated with 0.4 mM palmitate for 16h in the absence and presence of unsaturated fatty acids (palmitoleate
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(PO, C16:1), Oleate (OL, C18:1) or linoleate (LO, C18:2)) at concentrations and for periods indicated in the
figure legends. Given that muscle cells in the current studies were used as fully differentiated myotubes, it
worth stating that treatment with palmitate and unsaturated fatty acids at the concentration and incubation
period indicated did not adversely affect myotube viability as judged by analysis of total cell protein to DNA
content (Supplementary Fig. S2C).

Quantitative real time PCR, mitochondrial DNA quantification and mitochondrial isolation
Following appropriate treatments with fatty acids and/or fluorescent dyes as indicated in the figure
legends, L6 myotubes were prepared for RNA extraction and qPCR analysis as described previously [21].
In brief, the TRizol method (Thermo Fisher Scientific, UK) was used to isolate total RNA from myotubes
from which cDNA was prepared using a qScript cDNA synthesis kit as per manufacturer’s instructions
and real time PCR Syber Green method subsequently used to quantify IL-6 and actin mRNA using the following qPCR primer sequences: IL-6, forward 5’ AGCCACTGCCTTCCCTACTT 3’ and reverse 5’ GCCATTGCACAACTCTTTTCTC 3’; Actin, forward 5’ TGGAGAAGATTTGGCACCACAC 3’ and reverse 5’ CAGAGGCATACAGGGACAACAC 3’. The abundance of mitochondrial DNA (mtDNA) was used as a proxy for mitochondrial
mass. Total DNA was extracted from L6 myotubes using a Qiagen DNaesy kit and mtDNA quantified using
qPCR primers directed against the mitochondrial ND4 gene (Forward 5’ GAGGCAACCAAACAGAACGC 3’ and
Reverse 5’ ATCATGTTGAGGGTAGGGGGT 3’) and the nuclear-encoded COX4 gene (Forward 5’ AATGTTGGCTACCAGGGCAC 3’ and Reverse 5’ GGGTAGTCACGCCGATCAAC 3’) using the Syber Green method. Data was
expressed as a ratio of the ∆∆Ct ND4 to the ∆∆Ct of COX4. For analysis of mitochondrial proteins, a mitochondria isolation kit (#89874, Thermo Fisher Scientific) was used to prepare a mitochondrial enriched
membrane fraction from L6 myotubes as per manufacturer’s instructions.

SDS-PAGE and immunoblotting
Cell lysates, cytosolic or mitochondrial enriched fractions (20 µg protein) from muscle cells were subjected to SDS/PAGE on 10% resolving gels and transferred onto polyvinylidene difluoride (PVDF) membranes (Millipore, Harts, UK), as described previously [37]. Membranes were immunoblotted with the following antibodies: actin (#A5060) and tubulin (#T6074) were obtained from Sigma; ANT-1 (#ab180715),
IkBα (#SC-371), SDHA (#SC98253) and GAPDH (#SC32233) were purchased Santa Cruz; TOM20 (#42406S),
COX4 (#4580S), Catalase (#14097) and SOD2 (#D9V9C) were all purchased from Cell Signalling Technology; UCP3 (#GTX112699) from Genetex; TFAM (ab131607), NRF1 (#ab175932), NRF2 (#ab92946) and
PGC1α (#ab54481) were from Abcam. Primary antibody detection was performed using appropriate horseradish peroxidase (HRP) conjugated secondary mouse (#7076S) or rabbit (#7074S) antibodies were purchased from Cell Signalling Technology and visualized using enhanced chemiluminescence (Pierce-Perbio
Biotech, Tattenhall, UK) on Kodak X-OMAT film (Eastman-Kodak, Rochester, UK) or digital images acquired
using the LICOR system. Immunoreactive protein bands were quantified using ImageJ Software.

Analysis of Reactive Oxygen Species (ROS)
Fluorescence probes were used for detection and quantification of ROS. For analysis of superoxide,
L6 myotubes were subject to experimental treatments as indicated in the figure legends prior to a 30 min
incubation with 5 µM MitoSox in a humidified atmosphere of 95% air and 5% CO2 at 37°C. Mitosox is specifically targeted to mitochondria in live cells and its oxidation by superoxide produces red fluorescence that
was quantified using a CLARIOstar plate reader with absorption/emission maxima at 510/585 nm as per
instructions from the manufacturer (ThermoFisher Scientific).
For analysis of hydrogen peroxide (H2O2), muscle cells were incubated with 5 µM MitoPYI (a mitochondrial targeted H2O2 probe) and 1 µM deep red cell tracker in a 37°C incubator with a humidified atmosphere
of 95% air and 5% CO2 for 45 min. Myotubes were subsequently imaged using a Zeiss confocal microscope
with excitation/emission maxima for MitoPYI set to 488/530 nm and that for the cell tracker at 633/647
nm. Microscope images were analysed to quantify fluorescence generated by MitoPYI from at least 8-10
random visual fields (40-50 myotubes) per condition per experiment using ImageJ software.
Analysis of cellular respiration and mitochondrial energetics
A Seahorse XF24 analyser was used to analyse respiration by measurement of oxygen consumption
rates (OCR) in L6 myotubes. Muscle cells were cultured on Seahorse culture plates in serum-containing
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media supplemented with 5 mM D-glucose and/or fatty acids at concentrations indicated in the figure legends for 16 h prior to analyses of basal, ATP-Linked and maximal respiration and non-mitochondrial oxygen
consumption achieved by the addition of oligomycin (1 μM), FCCP (carbonyl cyanide 4-(trifluoromethoxy)
phenylhydrazone) (2 μM), rotenone (1 μM) and Antimycin (2 μM) at times indicated on the OCR traces.
Mitochondrial respiration rates were normalised to cell protein within the culture wells of the Seahorse
plate [21].

Palmitate uptake in L6 myotubes
Fatty acid uptake was assayed in L6 myotubes as described previously [23, 34]. Myotubes were cultured in twelve-well dishes and incubated with 0.4mM [3H]-palmitic acid (1µCi/mL) in the absence and
presence of 0.4mM oleate for periods up to 2 h as indicated in the figure and legend. At the specified time
periods uptake was terminated by rapid aspiration of uptake buffer and myotubes washed twice with icecold 0.9% (w/v) NaCl prior to lysis with 50mM NaOH. Radioactivity in muscle cell lysates was subsequently
quantified by liquid scintillation counting.

Analysis of mitochondrial morphology
Mitospy Green (BioLegend, UK) FM was used to investigate effects of fatty acid treatments upon mitochondrial morphology using fixed or live cell imaging as previously described [21]. Briefly, L6 myotubes
were grown on glass coverslips (15 mm2) prior to incubation with fatty acids for times and at concentrations
indicated in the figure legends. At the end of such treatments, myotubes were washed and subsequently
maintained in fresh media containing 300 nM Mitospy for 30 min at 37°C in a 95% O2/5% CO2 environment.
After treatment with Mitospy, cells were washed and subsequently fixed with 2% (w/v) paraformaldehyde
and mounted in prolonged diamond antifade before being visualised using a Zeiss confocal microscope.
For some experiments, myotubes were grown on 8 well chamber slide plates (Ibidia, UK) and following
appropriate treatment with fatty acids were washed with fresh phenol red free media prior to incubation
with Mitospy. Live cell imaging of mitochondrial morphology was then performed using Zeiss confocal microscope at 37°C in a 5% CO2 chamber with excitation/emission set at 480nm and 520nm. ZEISS ZEN microscope software or ImageJ was then used to quantify mitochondrial length. To reduce potential bias, at
least 50 myotubes were analysed within 10 randomly chosen fields for each experimental condition tested.
Mitochondrial morphology within myotubes was categorised as either tubular/elongated (including as part
of a network) when mitochondrial length was greater than 1 µm or spheroid/fragmented if mitochondria
were 1 µm or less in length. The proportion of mitochondria falling into each category was then expressed
as a percentage.
Statistical analysis
Where appropriate, details of the number of experimental replicates within a single experiment and
the number of times each experiment was performed are detailed in the individual figure legends. Statistical analysis was performed using GraphPad Prism version 7 software using one-way analysis of variance
(ANOVA) and Tukey post hoc test for multiple comparisons. Values were considered significant at P < 0.05.

Results

Saturated fatty acids induce proinflammatory NFkB signalling and mitochondrial dysfunction in a chain length dependent manner
We have recently shown that myotubes subjected to a sustained period of exposure to
0.4 mM palmitate (PA), a C16:0 SFA, exhibit heightened NFkB proinflammatory signalling,
which is mechanistically linked to increased mitochondrial fragmentation and impaired mitochondrial respiratory function [21]. What is not known is whether this SFA-induced mitochondrial dysfunction is chain length dependent and whether it is also a feature associated
with myotube exposure to unsaturated fatty acids. Fig. 1A shows that myotubes exposed to
0.4 mM PA or stearate (ST, a C18:0 SFA) for 16 h in media also containing 5 mM D-glucose
exhibit increased NFkB activation as judged by the loss of IkBα and elevated expression of
IL-6, an NFkB gene target. Strikingly, this increased proinflammatory drive was not observed
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Fig. 1. Effects of fatty acyl chain saturation on NFkB signalling, mitochondrial morphology and cellular
respiration in L6 myotubes. L6 myotubes were incubated in media containing D-glucose (5 mM) in the absence and presence of saturated fatty acids laurate (LA, C12:0), palmitate (PA, C16:0) or stearate (ST, C18:0)
for 16 h prior to analysis of: (A) cellular IkBα abundance by immunoblotting and IL6 and β-actin mRNA
abundance by qPCR; (B) analysis and quantification of mitochondrial morphology assessed by mitotracker
green (mitospy) staining and confocal microscopy. The white boxed areas are magnified to show differences in morphology, the scale bar in the main visual fields represents 5 μm. (C) Mitochondrial morphology
(elongated versus fragmented) was subsequently quantified using ImageJ software. For analysis of real-time
cellular respiration in L6 myotubes we used a Seahorse XF24 analyser. L6 myotubes were incubated for
16 h with either GLC (5 mM) alone (control) or glucose co-supplemented with 0.4 mM of either LA, PA or
ST. Oligomycin (1 μM), FCCP (1 μM) and a rotenone (1 μM)/antimycin-A (2 μM) mix were added at times
indicated by the dotted lines on the Seahorse trace. The trace shown in (D) is a representative readout
of oxygen consumption rate (OCR) from a single experiment with time point (mean ± SD) representing a
triplicate measurement. The data shown in (E) indicates the respiratory capacity ratio, coupling efficiency
of oxidative phosphorylation and ATP linked respiration respectively (5 determinations/condition/experiment). The graphical data shown in (A, C and E) are the combined analyses of three separate experiments
and represent mean ± SEM. Asterisks indicate a significant change (P<0.05) to the control condition or
between the indicated bars.

in myotubes incubated with an equivalent concentration of laurate (LA), a medium chain
(C12:0) SFA (Fig. 1A). Furthermore, the activation of the NFkB pathway by PA and ST was
associated with a profound change in mitochondrial morphology that was visualised by live
cell imaging in which mitochondria were stained using Mitotracker Green. The dye accumulates within mitochondria but does not penetrate nuclei, which, consequently, become
highlighted by virtue of dye exclusion. Fig. 1B and 1C show that myotubes not subjected to
any prior fatty acid treatment exhibit mitochondria that are predominantly (~80%) organised as part of an elongated/tubular network (in which mitochondrial length was equal to
or greater than 1 um as determined using ImageJ software), whereas they become highly
fragmented and spheroid in nature (~70%) upon myotube treatment with PA and, more
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so (~80%) when incubated with ST (Fig. 1C). In contrast, such fragmentation was not apparent in myotubes that had been incubated with LA. Consistent with the idea that a fragmented
mitochondrial morphology may be associated with reduced bioenergetic efficiency, analysis
of mitochondrial respiration revealed that both PA and ST significantly reduced the cellular
oxygen consumption rate (OCR) and that this was associated with a decline in respiratory
capacity, coupling efficiency and ATP-linked respiration within myotubes (Fig. 1D and 1E).
In contrast, LA, which did not induce any notable changes in proinflammatory NFkB signalling or mitochondrial fragmentation, did not impact significantly on these bioenergetic parameters (Fig. 1D and 1E).
Effects of Mono- and poly-unsaturated fatty acids on PA-induced proinflammatory signalling, PA uptake, mitochondrial morphology and respiration
Unlike PA, sustained (16 h) incubation of L6 myotubes with MUFAs, palmitoleate (PO,
C16:1) and oleate (OL, C18:1), or the PUFA, linoleate (LO, C18:2), did not induce an increase
in NFkB signalling based on analysis of IkBα abundance and IL6 gene expression as readout
(compare lanes 6-8 with lane 2, Fig. 2A and 2B). Significantly, however, all three fatty acids
were found to repress the proinflammatory drive observed with over-supply of PA (compare
lanes 3-5 with lane 2, Fig. 2A and 2B, and Supplementary Fig. S1). It is plausible that unsaturated fatty acids may restrain the proinflammatory action of PA by competitively inhibiting
its uptake via a common cell surface fatty acid transporter. To test this possibility, we assayed
uptake of radiolabelled PA in the absence and presence of a competing concentration of OL.
Fig. 2C shows that we observed a time-dependent increase in PA uptake by myotubes that,
strikingly, was further augmented in the presence of 0.4 mM OL thus negating the idea that
OL restrains the proinflammatory effect of PA by suppressing its uptake.
Given that SFA-induced proinflammatory signalling is associated with disturbances
in mitochondrial form and function [21], we subsequently performed live cell imaging of
myotubes stained with Mitotracker Green to assess the effects of MUFA/PUFA provision on

Fig. 2. Effect of unsaturated fatty acids on palmitate induced NFkB proinflammatory signalling and palmitate uptake. L6 myotubes were incubated for 16 h in media containing D-glucose (5 mM) supplemented with
or without palmitate (PA, 0.4 mM) or unsaturated fatty acids palmitoleate (PO, C16:1), Oleate (OL, C18:1)
or linoleate (LO, C18:2) at 0.4 mM as indicated prior to analysis of (A) cellular IkBα abundance by immunoblotting and (B) IL6 and β-actin mRNA abundance by qPCR. The data represent the combined analyses of
four separate experiments. For PA uptake (C), myotubes were incubated in uptake buffer containing 0.4 mM
PA and [3H]-PA (1 mCi/ml) palmitate in the absence and presence of 0.4 mM OL for times indicated. Data
in panels A and B are from three separate immunoblotting/qPCR experiments, whereas the uptake data is
from six separate experimental determinations. Data is presented as mean ± SEM. Asterisks indicate a significant change (P<0.05) to the control condition (lacking any fatty acid additions) or between the indicated
bar values.
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mitochondrial morphology. Consistent with recent work from our lab [21] and the data presented in Fig. 1B, PA induced a marked increase in mitochondrial fragmentation that was
not apparent in myotubes incubated with PO, OL or LO alone in which mitochondria were
predominantly (70-80%) tubular/elongated in form (Fig. 3A and 3B). Strikingly, the increase
in mitochondrial fragmentation induced by PA was significantly blunted upon co-exposure
of myotubes with either PO, OL or LO. We have previously reported that the PA-induced
fragmentation of the mitochondrial network is notably associated with a cellular reduction
in mitofusin-2 (MFN2) content, an outer mitochondrial membrane GTPase that critically
helps support mitochondrial fusion [21]. Analysis of MFN2 abundance in a mitochondrialenriched membrane fraction showed that relative to untreated myotubes those incubated

Fig. 3. Effect of palmitate and/or unsaturated fatty acids on mitochondrial morphology. L6 myotubes were
incubated for 16 h in media containing D-glucose (5 mM) supplemented with or without palmitate (PA, 0.4
mM) or unsaturated fatty acids palmitoleate (PO, C16:1), Oleate (OL, C18:1) or linoleate (LO, C18:2) at 0.4
mM as indicated prior to: (A) mitotracker green (mitospy) staining and live cell imaging by confocal microscopy of L6 myotubes (the scale bar represents 5 μm); (B) analysis of mitochondrial morphology (elongated
versus fragmented) was quantified using ImageJ software and presented as elongated/tubular if mitochondria were >1 μm or fragmented if <1 μm in length and (C) Immunoblotting and quantification of mitofusin 2
(MFN2), a key regulator of mitochondria dynamics in a mitochondrial-enriched fraction. The abundance of
TOM20 a mitochondrial marker protein was used as a gel loading control. The bar graph represents quantitative analysis of MFN2 abundance relative to TOM20 with data presented as mean + SEM from a minimum
of 4 separate experiments. The asterisk indicates a significant change (P<0.05) to the control condition
(lacking any fatty acid additions).
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with PA exhibit ~50% loss in MFN2, but this was averted upon co-treatment of myotubes
with MUFAs or PUFA (Fig. 3C).
Given that morphological changes in mitochondrial form caused by PA oversupply could
be restrained by co-provision of PO, OL and LO we subsequently tested whether these fatty
acids could also mitigate disturbances in mitochondrial respiration induced by PA in myotubes. Fig. 4A depicts a real time OCR trace from a single experiment in which each time point
represents data from a triplicate measure. The trace shows that whilst sustained preincubation of myotubes with 0.4 mM PA treatment suppresses the OCR, incubating myotubes with
equivalent concentrations of PO, OL or LO did not cause any significant deviation in OCR
from that assayed in untreated myotubes. Significantly, all three unsaturated fatty acids antagonised the PA-induced reduction in basal and ATP-linked respiration and partially ameliorated the loss in maximal respiratory capacity (Fig. 4B). The reduced respiratory capacity
seen in myotubes in response to PA oversupply could not be accounted for by a reduction in
mitochondrial mass given that we observed no significant change in mitochondrial DNA in
response to treatment with any of the fatty acids we used (Fig. 4C).

Fig. 4. Effect of palmitate and/or unsaturated fatty acids on mitochondrial respiratory function. L6 myotubes were incubated for 16 h in media containing D-glucose (5 mM) supplemented with or without palmitate (PA, 0.4 mM) or unsaturated fatty acids palmitoleate (PO, C16:1), Oleate (OL, C18:1) or linoleate (LO,
C18:2) at 0.4 mM as indicated prior to analysis of real-time cellular respiration using a Seahorse XF24 analyser. Oligomycin (1 μM), FCCP (1 μM) and a rotenone (1 μM)/antimycin-A (2 μM) mix were added at times
indicated by the dotted lines. (A) shows a representative readout of oxygen consumption rate (OCR) from
a single experiment with each data point representing the mean ± SD of a triplicate measurement. (B) The
graphical data shows basal respiration, ATP-linked respiration and maximal respiration (OCR after FCCP
stimulation). (C) Mitochondrial DNA quantification by qPCR. Data in (B) and (C) are mean ± SEM from 5 and
3 independent experiments, respectively. The asterisk indicates a significant change (P<0.05) to the control
condition (lacking any fatty acid additions).
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Mono- and poly-unsaturated fatty acids prevent the loss of mitochondrial proteins induced
by palmitate
In myotubes, PA has been shown to induce deleterious changes in the abundance of
proteins linked to regulation of mitochondrial biogenesis and respiratory function and these
changes can be countered by inhibiting the associated increase in proinflammatory NFkB
signalling caused by the SFA [21]. Since MUFAs and PUFAs can repress PA-induced NFkB
signalling (Fig. 2, [34]) we subsequently assessed whether the ability of PO, OL and LO to
restrain PA-induced disturbances in respiratory function involved mitigating changes in proteins that impact mitochondrial biology. Fig. 5 shows that PA caused a significant decline in
PGC1α, a transcriptional coactivator that plays a key role in regulating mitochondrial biogenesis and function, as well that of succinate dehydrogenase (SDHA), mitochondrial ADP-ATP
translocase (ANT1) and uncoupling protein 3 (UCP3) that all have crucial roles in OXPHOS.
In addition, the abundance of NRF1, which has been linked to the transcriptional control of
numerous genes involved in mitochondrial function was reduced by ~70%, whereas that of
NRF2, a protein involved in regulating oxidative stress-induced gene expression was only
modestly affected by PA but whose abundance was elevated in myotubes incubated with PO,
OL or LO. Fig. 5 also shows that the abundance of two key anti-oxidant enzymes, MnSOD2
and catalase, were elevated in myotubes by PA, but, consistent with our recent work [21], PA
did not induce any notable changes in COX4.1 or TFAM, a component of the mitochondrial
transcription initiation complex. Notably, however, the changes induced in the protein abundance of PGC1α, SDHA, ANT1, UCP3, NRF1, MnSOD2 and catalase by PA oversupply were
antagonised in myotubes that were co-incubated with PO, OL and LO.

Fig. 5. Effect of palmitate and/or unsaturated fatty acids on the abundance of proteins implicated in the
regulation of mitochondrial function. L6 myotubes were incubated for 16 h in media containing D-glucose
(5 mM) supplemented with or without palmitate (PA, 0.4 mM) or unsaturated fatty acids palmitoleate (PO,
C16:1), Oleate (OL, C18:1) or linoleate (LO, C18:2) at 0.4 mM as indicated prior to cell lysis and (A) immunoblot and (B) quantitative analysis of PGC1α, SDHA, COX4.1, ANT1, TFAM, NRF1, NRF2, UCP3, Catalase, and
MnSOD2. Data in (B) are presented as mean ± SEM from three or four separate experiments (one sample/
condition/experiment). The asterisk indicates a significant change (P<0.05) to the control condition (lacking any fatty acid additions) or between the indicated bars.
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Effects of fatty acid provision on mitochondrial ROS generation and mitochondrial membrane potential
Mitochondrial respiration represents a primary site of ROS generation because of oxygen being reduced by electrons “leaking” out from within the ETC. ROS generation is elevated in skeletal muscle cells under conditions when supply of respiratory fuel exceeds cellular
energy demand [21] and, as such, this has been linked to increased mitochondrial fragmentation and mitochondrial depolarisation [21, 40]. We consequently sought to address the
impact of fatty acid provision on ROS and mitochondrial membrane potential within L6 myotubes. For analysis of superoxide we utilised MitoSox, a fluorogenic probe whose targeted
accumulation and oxidation by superoxide in mitochondria generates red fluorescence that
can be visualised by live cell imaging. Fig. 6A shows that myotubes treated with 0.4 mM PA
for 16 h exhibit a 2-fold increase in superoxide, which was countered by co-incubating myotubes with PO, OL and LO in a dose-dependent manner. Of these fatty acids, PO was the most
potent in suppressing PA-induced superoxide generation although none, by themselves, invoked any significant change in superoxide content in myotubes. For analysis of hydrogen

Fig. 6. Effect of palmitate and/or unsaturated fatty acids on mitochondrial ROS production. L6 myotubes
were incubated for 16 h in media containing D-glucose (5 mM) supplemented with or without palmitate (PA,
0.4 mM) or unsaturated fatty acids palmitoleate (PO, C16:1), Oleate (OL, C18:1) or linoleate (LO, C18:2) at
the concentrations indicated prior to analysis of (A) superoxide production (five measurements/condition/
experiment); (B and C) H2O2 production and (D) mitochondrial membrane potential using spectral analysis
to monitor JC-10 aggregate: monomer content. Data are presented as mean + SEM from a minimum of four
separate experiments. The asterisk indicates a significant change (P<0.05) to the control condition (lacking
any fatty acid additions) or between the indicated bars.
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peroxide (H2O2) under live cell conditions, L6 myotubes were incubated with MitoPYI (a mitochondrial specific florescent H2O2 probe). Fig. 6B depicts representative live cell images of
myotubes incubated in the absence or presence of PA revealing heightened MitoPYI fluorescence in PA-treated myotubes that were costained blue with Cell Tracker dye. Quantification
of MitoPYI fluorescence indicated that this PA-induced increase in mitochondrial H2O2 was
~40% and was blunted in myotubes upon coincubation with PO, OL or LO (Fig. 6C). Again,
these fatty acids alone had no discernible effect on H2O2 content in myotubes.
Mitochondrial membrane depolarization is associated with increased ROS production
and serves as an indicator of mitochondrial dysfunction. In separate experiments we monitored the effects of SFA, MUFA and PUFA provision to myotubes on the aggregate to monomer ratio of a potentiometric fluorescent dye, JC10, as readout of mitochondrial potential. In
healthy cells, JC10 accumulates within mitochondria and forms red fluorescent aggregates,
whereas depolarised mitochondria allow the dye to leak out in its monomeric form and stain
cells green. Fig. 6D shows that whilst a sustained 16h incubation of myotubes with 0.4 mM
PO or LO induced a modest reduction in the JC10 aggregate/monomer ratio relative to untreated cells, PA has a much more pronounced effect causing a greater depolarisation of the
mitochondrial membrane potential. This PA-induced mitochondrial depolarisation was partially mitigated in myotubes that had been coincubated with PO and LO.
Discussion

Recent work from our group has demonstrated that the proinflammatory drive that is
instituted in skeletal muscle cells in response sustained over supply of SFAs, such as PA, is
mechanistically linked to increases in mitochondrial redox stress and disturbances in mitochondrial form and function [21]. In the current study we show that these fatty acid-induced
changes in mitochondrial biology are not evident when myotubes are incubated with equivalent concentrations of laurate (LA), a medium chain (C12:0) SFA, or when treated with long
chain mono- and poly-unsaturated fatty acids (PO, C16:1; OL, C18:1; LO, C18:2). Strikingly,
unlike PA or stearate (another long chain (C18:0) SFA), we show that PO, OL and LO do not
promote an increase in proinflammatory NFkB signalling and, significantly, that they not
only antagonise the proinflammatory action of PA, but also mitigate the pathogenic shift in
mitochondrial morphology, bioenergetics and redox status induced by this SFA.
Previous studies have shown that the increase in proinflammatory NFkB signalling associated with oversupply of PA may be linked with its ability to engage with and activate
toll-like receptors [41] or via intracellular stimulation of kinases such as PKCΘ [26], JNK and
ERK [9] that act as upstream activators of the IKK-NFkB axis. While activation of NFkB signalling in this context stimulates expression of genes encoding proinflammatory cytokines
(e.g. IL-6 and TNFα) that may contribute to development of insulin resistance [42], there is
also increasing recognition that heightened NFkB activation represses expression of genes
with important roles in mitochondrial biology such as the transcriptional coactivator, PGC1α
[43] and the ADP/ATP translocase, ANT1 [44]. Repression of the former would affect expression of PGC1α target genes such as NRF1 and NRF2 [45, 46] that, in turn, will impact
negatively upon expression of their gene targets including UCP3 and respiratory proteins
such as SDHA [47, 48], whereas repression of the latter would compromise production and
transfer of mitochondrial ATP to the cytoplasm [44]. Consistent with these molecular links,
our data indicate that PA induces a reduction in the protein abundance of PGC1α, ANT1,
NRF1, UCP3 and SDHA that notably are associated with a significant decline in mitochondrial respiratory function. We have previously shown that the PA-induced loss of these proteins and the associated reduction in respiratory capacity can be blunted upon inhibition
of NFkB-signalling in muscle cells [21] and, as illustrated here, also when myotubes were
coincubated with either PO and OL (MUFAs) or LO (a PUFA). We contest that the ability of
these fatty acids to restrain PA-induced mitochondrial dysfunction is most likely linked to
their anti-inflammatory action as judged by their capacity to repress IkBα loss and IL6 gene
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expression by PA. Precisely how they antagonise PA-induced NFkB signalling remains poorly
resolved, but previous work has suggested that MUFAs (PO and OL) not only induce greater
partitioning of PA into neutral triglyceride but stimulate mitochondrial fatty acid oxidation
[26, 34] and that, by doing so, this may reduce its channelling into fatty acid derivatives such
as DAG and ceramides that can induce NFkB signalling via activation of stress kinases [9, 26].
The ability of OL to increase fatty acid oxidation has been linked to activation of the cAMP/
protein kinase A (PKA) pathway, which stimulates the SIRT1-PGC1α transcriptional complex
to upregulate genes supporting fatty acid oxidation in myotubes [49]. The notion that this
increase in fatty acid oxidation then helps off-set the proinflammatory potential of PA, and
by extension its capacity to promote mitochondrial dysfunction, is supported by data showing that if uptake and oxidation of fatty acids by mitochondria is suppressed using etomoxir
then the ability of OL and PO to restrain PA-induced NFkB signalling is markedly reduced
in C2C12 and L6 myotubes [26, 34]. Furthermore, inhibition of PKA not only attenuates the
OL-induced increase in fatty acid oxidation but curtails the capacity of this MUFA to rescue
PGC1α loss in PA-treated myotubes, which is widely regarded as being important for maintaining mitochondrial homeostasis [26, 49].
A key observation in the present study was the differential effect that acyl chain length
and saturation have upon mitochondrial morphology. In terminally differentiated L6 myotubes that have not been subjected to fatty acid treatments the mitochondrial network is
predominantly (~80%) elongated/tubular in nature, which is considered more “healthy”
and “efficient” than that seen in myotubes treated with PA in which mitochondria are primarily small rounded punctate structures. This shift to a more fragmented morphology was
not seen in myotubes treated with LA (C12:0), PO, OL or LO, but, compared to PA, was further
exacerbated in L6 myotubes incubated with stearate (C18:0) suggesting that saturation and
increased acyl chain length are important fatty acid characteristics driving mitochondrial
fragmentation that, interestingly, also correlate with their capacity to activate proinflammatory NFkB signalling. Mitochondrial morphology is critically dependent on the relative expression/activity of proteins that on the one hand support mitochondrial fusion (mitofusins
(MFN1 and 2) and Opa1) and on the other those promoting mitochondrial fission (Drp1 and
Fis1). We could not detect any meaningful changes in the total myocellular abundance of
Opa1 or Drp1 in L6 myotubes in response to PA overloading (data not shown) but did observe a significant reduction in MFN2. MFN2 expression has been shown to be rapidly downregulated in vivo in response to high fat feeding and its expression is also reduced by proinflammatory cytokines, lipid availability, and glucocorticoids [50, 51]. In skeletal muscle,
PGC1α has been shown to stimulate expression of the Mfn2 gene promoter [52] and given
that PA represses PGC1α in our myotubes this may help account for the observed reduction
in MFN2. Consistent with the ability of PO, OL and LO to restrain PGC1α loss in PA-treated
myotubes, these fatty acids also antagonise the PA-induced loss of MFN2, which may then
help facilitate retention of an elongated/tubular mitochondrial network that also exhibits
greater respiratory competency. It is, however, noteworthy that similar studies in C2C12 myoblasts in which PA also induces mitochondrial fragmentation did not report any change in
MFN2 abundance but did observe increases in both Drp1 and Fis1 [53]. The reasons for this
discrepancy are unclear but may reflect differences that are either cell-type (murine C2C12
versus rat L6) and/or differentiation (myoblast versus myotube) dependent. In any event,
the PA-induced loss of MFN2 in L6 myotubes or the increase in Drp1/Fis1 in C2C12 myoblasts would result in a dynamic shift towards greater mitochondrial fission that correlates
with reduced mitochondrial respiratory capacity in both experimental systems.
Increased oxidative stress is also an important regulator of mitochondrial morphology
and has been shown to induce recruitment of Drp1 to mitochondria where it initiates mitochondrial fragmentation that, importantly, can be restrained by ROS scavenging molecules
[54]. While we see no overall change in cellular Drp1 content in PA-treated myotubes we
have previously noted that PA induces a modest increase in mitochondrial associated Drp1
when there is backdrop of heightened mitochondrial ROS production [21]. Under these circumstances, fragmentation of the mitochondrial network caused by PA can be halted by Mi-
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totempo, a mitochondrial targeted anti-oxidant, thus further underscoring the crucial role
that ROS play in regulating mitochondrial dynamics [21]. The current findings extend on
these observations by demonstrating that whilst PA induces a significant increase in both
mitochondrial superoxide and hydrogen peroxide this increase is not evident in myotubes
treated with PO, OL or LO and, significantly, that these fatty acids blunt PA driven ROS generation. This anti-oxidant effect is not unprecedented as studies in C2C12 myotubes examining the tight coupling between a rise in mitochondrial ROS and muscle atrophy have shown
that OL not only antagonises ROS production, but negates the expression of genes involved
in muscle atrophy (e.g. myostatin and atrogin1) and the decline in myotube width that are
induced by chronic PA treatment [33]. Precisely how availability of OL modifies myotube
redox status under these circumstances is unclear but it may be linked to regulation of Nrf2,
a key transcription factor involved in mediating anti-oxidant responses via modulation of
NADPH:quinone oxidoreductase 1 and Glutathione S-Transferase gene expression [55, 56].
Our data indicate that PO, OL and LO all elevate the abundance of this transcription factor
relative to that seen in myotubes chronically treated with PA which, by contrast, exhibit a
modest reduction in Nrf2. Previous studies could not demonstrate any OL-dependent increase in Nrf2 gene expression in PA-treated myotubes [33] thus potentially raising the possibility that the increase in Nrf2 we see following treatment with our test MUFAs and PUFA
might be linked to increased protein stability, possibly by inhibiting its normal degradation
via the ubiquitin proteasome pathway [57]. Whether Nrf2 is stabilised by such a mechanism
and contributes to the antioxidant response of PO, OL and LO is currently unknown but testing this possibility may prove instructive in understanding the differential effect that saturated and unsaturated fatty acids have on cellular redox status.
Mitochondrial integrity is also critically influenced by cardiolpin, a phospholipid that is
almost exclusively synthesised and located within the inner mitochondrial membrane (IMM)
where it impacts on numerous mitochondrial processes, including cristae formation and regulating the spatial organisation of IMM proteins, such as those constituting the respiratory
chain and those involved in synthesis and membrane exchange of ATP [58, 59]. Although the
current study did not assay cardiolipin content in myotubes, there is evidence in the literature showing that chronic exposure of cells to PA results in cardiolipin loss [60]. This decline
in cardiolipin is associated with reduced mitochondrial integrity as judged by depolarisation
of the mitochondrial membrane and release of cytochrome c, which, notably, was not seen
in cells incubated with OL or LO [60]. Significantly, cardiolipin is a tetra-acyl phospholipid in
which the fatty acid chains are highly specific being comprised primarily of 18C unsaturated
acyl chains (e.g. LO, 18:2) [58]. It is plausible that in cells chronically exposed to PA that cardiolipin shifts away from the 18:2 rich species or, alternatively, is rendered more susceptible
to peroxidation and degradation by ROS [61], whose generation would be greatly elevated
in cells subject to PA oversupply. Since both OL and LO counter PA-induced increases in ROS
as well as the associated disturbances in mitochondrial integrity and respiratory capacity
it is plausible that these metabolic benefits may partly rely upon repressing mitochondrial
cardiolipin loss by PA.
We, and others, have previously argued that sustained fuel overloading of muscle cells
under circumstances when there is no associated increase in energy demand will ultimately culminate in mitochondrial insufficiency that will most likely exacerbate the effects of
heightened ROS production and lipotoxicity on key cellular functions, such as those regulated by insulin [21, 31, 62-64]. If this supposition is correct, then how is it that co-supplementation of PO, OL or LO negates mitochondrial dysfunction induced by PA when there
is unlikely to be any change in energy demand? One potential explanation might involve
increased uncoupling across the IMM which would stimulate fuel oxidation without generating ATP [65]. Fatty acids have long been known to possess protonophoric activity and cause
mild uncoupling by interacting with proteins that can transfer fatty acid anions across the
IMM, such as ANT-1 [66, 67]. The presence of UCP3 may also contribute to uncoupling of
OXPHOS in muscle cells, but this UCP family member may also function to remove fatty acid
anions that have accumulated at the matrix-facing membrane [68]. Whilst only fatty acids
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that have been activated to their acyl CoA derivatives are oxidised in the mitochondria, it has
been suggested that in response to fatty acid over supply some fatty acyl CoA molecules are
deactivated by mitochondrial thioesterase to help liberate CoA for use in other mitochondrial reactions [69]. This deactivation generates fatty acid anions that cannot be oxidised.
Furthermore, under these circumstances, fatty acids that may not have been activated in the
cytosol might “flip-flop” across the mitochondrial membrane and partition into the mitochondrial matrix where they can be deprotonated to their anion form. The fatty acid anions
generated by these mechanisms are very susceptible to peroxidation and their accumulation
in the matrix is potentially deleterious for mitochondrial function. Consequently, the export
of fatty acid anions from the matrix via UCP3 will not only help sustain an optimal flux for
fatty acid oxidation, but also help lower the membrane potential and limit ROS generation in
myotubes [68]. The observation that the MUFAs and PUFA used in our study induce a partial
depolarisation of the mitochondrial membrane and mitigate mitochondrial ROS production
(Fig. 6) in PA-overloaded myotubes is fully consistent with this latter proposition. Our findings also indicate that such changes, will themselves, be dependent upon these fatty acids
restraining the PA-induced loss of proteins that critically support both mitochondrial form
and function (e.g. MFN2, PGC1α, SDHA, NRF1, ANT1, UCP3 etc).
Conclusion

In summary, the present study provides evidence that saturated and unsaturated fatty
acids exert distinct effects upon mitochondrial morphology and respiratory function in skeletal muscle cells in vitro. Specifically, our data indicate that unsaturated fatty acids confer
protection against cellular inflammation, increased ROS generation and disturbances in mitochondrial homeostasis induced by the sustained over supply of PA. Our data signal that
such benefits are unlikely to be a consequence of simple uptake competition in which PA is
excluded from muscle cells by unsaturated fatty acids given that we found that OL enhanced
PA uptake in our hands. This observation is consistent with work showing that OL dosedependently increases oxidation of radio-labelled [14C]-palmitate to [14C]-CO2 in C2C12 myotubes [70], which may be linked to the stimulatory effect that OL has on expression of genes
involved in fatty acid oxidation in skeletal muscle both in vitro and in vivo [49]. Whether an
increase in fatty acid oxidation alone can explain the observed increase in PA uptake that we
see with OL or if this also involves upregulation cell surface fatty acid transporters is currently unknown, but testing these possibilities represent important investigative goals of
future work. Whilst we remain mindful of the limitations of our in vitro cell based model we
believe our data may have important implications for understanding the impact of dietary
fat composition on cell/tissue function. Previous studies have, for example, pointed to the
potential health and therapeutic benefits of unsaturated fatty acids in the treatment of metabolic diseases such as diabetes [71] as well as cardiovascular [72] and neurodegenerative
[73] conditions. Our observations would suggest that such benefits may be critically dependent upon preserving cellular energy homeostasis and might be achievable in vivo if energy
intake from dietary fat was weighted in favour of MUFAs and PUFAs, rather than SFAs. Future
long-term dietary intervention studies comparing how modifying fat composition impacts
upon inflammatory tone, metabolic profiles and energy status within tissues such as skeletal
muscle may therefore prove extremely instructive in establishing the translational value of
some of the findings reported here.
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