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Abstract

The physiological acclimatisation and adaptation processes in skeletal muscle at high altitude are of high medical and social
relevance not only to understand limitations in physical performance at high altitude but also to understand the consequences of
hypoxemia and tissue hypoxia in critically ill patients. Of particular importance in these processes are the alterations in content
and function of mitochondria and myoglobin. The majority of studies on oxygen delivery to the tissues and utilisation by the
cellular metabolism at high altitude were performed after prolonged stay at high altitude and in altitude-adapted highlanders.
However, these studies do not provide insight in the sequence of events during the physiological acclimatisation and adaptation
processes. Therefore, it is important to identify the early alterations in structure and function of the major determinants of the
oxygen transport via myoglobin and oxygen utilisation by the mitochondria in skeletal muscle at high altitude. To achieve this
goal, it is of interest to collect, analyse and compare quadriceps muscle biopsies and venous blood samples of climbers, guides
and porters before and after climbing Mount Kilimanjaro and in participants of the Kilimanjaro Marathon before and after the run.
The samples will be carefully documented and stored in the Kilimanjaro Biobank and will be made available to other research
groups.
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Introduction

Each year, thousands of visitors from all over the world climb
Mount Kilimanjaro (Fig. 1), the highest mountain of Africa
(5895 m), or participate in the Kilimanjaro marathon (average
altitude 1000 m above sea level). As such, the Mount
Kilimanjaro not only represents a focal point in Tanzania of
internationally orientated socio-economical activities but also
offers unique research opportunities (Greene et al. 1981; De
Mol et al. 2011; Van Adrichem et al. 2015; Lawrence and
Reid 2016; Dekker et al. 2019). The location of Kilimanjaro
Christian Medical Centre is ideally suited to conduct research

><J G.J. M. Stienen
gjm.stienen @icloud.com

Department of Physiology, Kilimanjaro Christian Medical
University College, PO Box 2240, Moshi, Tanzania

Department of Physiology, Amsterdam UMC, Amsterdam
Cardiovascular Sciences, Vrije Universiteit, Amsterdam, the
Netherlands

on the medical aspects of ascending to high altitude, where
oxygen pressure is reduced to approximately 50% of that at
sea level. In contrast with high altitude research performed for
instance in settlements or during prolonged stay in the
Himalayas and in the Andes, Mount Kilimanjaro provides
excellent opportunities to study the early events and triggers
of the acclimatisation and adaptation processes in skeletal
muscle at high altitude. We therefore will start to collect, an-
alyse and compare quadriceps muscle biopsies and venous
blood samples of climbers, guides and porters before and after
climbing Mount Kilimanjaro and in participants of the
Kilimanjaro Marathon before and after the run. The samples
will be carefully documented and stored in the Kilimanjaro
Biobank and will be made available to other research groups.

Background
The acclimatisation and adaptation processes in skeletal and

cardiac muscle at high altitude are of high medical and social
relevance not only to understand limitations in physical
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Fig. 1 View on the snow-capped
Mount Kilimanjaro in northern
Tanzania from Kilimanjaro
Christian Medical University
College (inset). The peak on the
left: Uhuru peak, altitude 5895 m
above sea level; peak on the right:
Mawenzi peak, altitude 5149 m
above sea level. The new research
building (finished in 2018) of the
College is shown on the left side
of the inset

performance at high altitude but also to understand the conse-
quences of hypoxemia and tissue hypoxia in critically ill pa-
tients (Murray et al. 2018). Of particular importance in these
acclimatisation and adaptation processes are the alterations in
content and function of the mitochondria and of myoglobin.
The mitochondria are the intracellular organelles where oxy-
gen is taken up in order to provide chemical energy (ATP)
required for proper function of the muscle cells and perform
external work. Myoglobin is required for adequate transport of
oxygen from the capillary vessels to the intermyofibrillar and
perinuclear mitochondria in muscle cells.

Studies on skeletal muscle during the last 30 years have
provided evidence that at high altitude mitochondrial volume
density is reduced, in particular of subsarcolemmal mitochon-
dria, and that changes occur in the mitochondrial oxidative
enzyme activity and protein expression in climbers returning
from extreme altitude (> 5500 m) (Hoppeler et al. 1990;
Levett et al. 2012; Murray and Horscroft 2016). The changes
in myoglobin expression at high altitude in humans are less
clear: expression levels were maintained in climbers returning
from the summit of the Everest (Levett et al. 2015) but were
found to be decreased after 7-9 days at 4559 m, along with a
down regulation of other iron-related proteins, possibly to
support the erythropoietic response (Robach et al. 2007). In
addition, muscle proteomic studies have revealed a variety of
changes (Vigano et al. 2008; Cerretelli et al. 2009; Flueck
2009; Chicco et al. 2018) and a recent study on white blood
cells provided insights in the early temporal regulation of
transcription factors, inflammatory state and ROS homeosta-
sis in the human hypoxic response (Malacrida et al. 2019).

It should be noted that the majority of studies indicating
alterations in oxygen delivery to the tissues and utilisation by
the cellular metabolism at high altitude were performed after
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prolonged stay at high altitude and in altitude-adapted high-
landers, subject to natural selection over thousands of years.
These studies have provided important insights in the regula-
tory role of the hypoxia-inducible factors (HIF-1cc and HIF-
2«), the mitochondrial biogenesis factor (PGC-1) and the
transcriptional regulator of fatty acid metabolism, peroxisome
proliferator-activated receptor alpha (PPARx) (Simonson
et al. 2010; Murray et al. 2018) and—amongst others—the
EPASI1 haplotype (Ge et al. 2012). However, surprisingly
little is known on the initial cause-and-effect relationship of
the acclimatisation and adaptation processes in skeletal and
cardiac muscle at high altitude.

Our previous studies in skeletal and cardiac muscle have
provided insight in the alterations in mitochondrial structure
and function, in particular with respect to the spatial organisa-
tion of the intermyofibrillar mitochondria relative to the calci-
um release units, mitochondrial plasticity (mitochondrial fu-
sion and fission) and in calcium handling by the mitochondria
via the mitochondrial calcium uniporter (MCU) and the mito-
chondrial sodium calcium exchanger (mNCE) (Canato et al.
2010; Scorzeto et al. 2013; Fowler et al. 2015; Wiist et al.
2016, 2017; Baartscheer et al. 2017; van den Berg et al.
2017; Wiist and Stienen 2018; Marcucci et al. 2018;
Miranda-Silva et al. 2020). The aim of the current project will
be to extend these previous studies and address important
aspects of mitochondrial plasticity and dynamics in health
and disease.

Objectives

The general objective is to characterise the early alterations in
structure and function of the major determinants of the oxygen
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transport via myoglobin and oxygen utilisation by the mito-
chondria in skeletal muscle at high altitude. It is anticipated
that the results of this study will provide insight into the lim-
itations of physical performance at high altitude and in the
consequences of hypoxemia and tissue hypoxia in critically
ill patients.

The specific objectives are to answer the following re-
search questions:

1. Do early alterations in expression and function occur of
proteins involved in mitochondrial fusion (Mfn-1 and
Mifn-2), mitochondrial fission (dynamin-related proteins,
DRPI1 and OPA1), mitochondrial biogenesis (PGC-1«),
the MCU and its regulators and the mNCE?

2. Do early alterations in expression and function occur in
tissue myoglobin, blood haemoglobin and tissue and
blood iron status?

3. What are the changes in expression and activity of citrate
synthase and the components in the mitochondrial
Electron Transfer System, including complexes I-V and
the respiratory supercomplexes?

4. Are these precursor effects in agreement with the long-
term changes observed in mitochondrial structure and
function after acclimatisation and adaptation at high
altitude?

5. How do these early alterations depend on physical fitness
or training level and age of the individuals?

Rationale of the study

To address these questions, we will analyse and compare
quadriceps muscle biopsies and venous blood samples of
climbers, guides and porters before and after climbing
Mount Kilimanjaro (peak 5895 m) in Tanzania. In these sub-
jects, the effects of age and physical fitness/training level will
be assessed. In addition, to assess the impact of altitude on
physical performance during exercise, we will collect skeletal
muscle biopsies, blood samples and measures of physical fit-
ness, training level and markers of cardiac and skeletal muscle
damage of participants before and after the Kilimanjaro
Marathon (~ 1000 m). These later samples will be used in
conjunction with data collected during marathons near or be-
low sea level in the Netherlands.

It is our ambition to build at the Kilimanjaro Christian
Medical Centre an internationally oriented base of expertise
and knowledge on acclimatisation and adaptation at high alti-
tude and on the effects of hypoxemia and tissue hypoxia in
critically ill patients. The Kilimanjaro Biobank will be a
specialised Biobank collecting samples according to generally
accepted standards (Kauffmann and Cambon-Thomsen 2008;
Hewitt and Watson 2013; Lal et al. 2015; Harati et al. 2019).

Methods
Subjects

In 90 healthy volunteers (60 climbers, 15 guides and 15 por-
ters), exercise tests will be performed on a bicycle ergometer
and blood samples and muscle biopsies will be obtained be-
fore and after climbing Kilimanjaro Mountain. In addition, 60
participants will be enrolled in the Kilimanjaro Marathon part
of the study, in which the same measurements will be per-
formed before and after the Kilimanjaro Marathon. We will
actively approach tour organisers, travel agencies and our lo-
cal contacts to bring our study under the attention of potential
participants.

Ethical considerations and group sizes

Healthy subjects will be included in the study after written
informed consent according to the “Guidelines on Ethics for
Health research” in Tanzania (ISBN 9087675018). Several
groups (fitness, age) will be studied at two time-points, before
and after the climb/marathon. Therefore, the study contains
cross-sectional as well as longitudinal elements. A power cal-
culation indicates that the required number of participants per
group (n) is equal to:
2 (Zo+Z15) 0

n= = = 12.4,

for P < 0.05 (single-sided, Z,, = 1.65), a power of 80%, (Z, 3=
0.816), a standard deviation (o) of 0.1 and an effect size (A) of
0.1. Considering a drop-out of 20% based on previous expe-
rience, n=15.

Hence, 15 subjects per group are required to ascertain
whether meaningful differences are present in climbers before
and after the Kilimanjaro climb and participants of the
Kilimanjaro marathon (repeated measures). To assess the ef-
fect of age and fitness, 4 subgroups will be formed of 15
participants each: young (Y) <40 years; old (O) >40 years;
exercise/training intensity 4 months before the climb: low (L)
<4 h/week; high (H) >4 h/week or before the run <40 km/
week (L) and >40 km/week (H). Hence, the groups are de-
fined as YL, YH, OL and OH. Subjects will be enrolled in
each of the groups in a random fashion, until the groups are
filled. The data from guides and porters will be used to allow
comparison between climbers, guides and porters.

Inclusion and exclusion criteria

Inclusion criteria are the following: physically able, healthy
subjects with an age range of 16-80 years and a body mass
index (BMI) of 20-30 kg/m? who have not undergone major
medical treatment or have been systematically using
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medication within the last 5 years prior to the study. Exclusion
criteria are the following: subjects with physical disability or a
history of chronic disease (e.g. HIV; metabolic syndrome or
underweight; cancer; cardiovascular, respiratory or renal
disease).

Physical performance and training level

Maximum power output is as follows: 1-s peak power will be
obtained during a 30-s Wingate test; blood lactate concentra-
tion will be obtained after the exercise from the fingertip;
endurance performance will be obtained from the average
power output during a 15-km time trial; physical performance
will be normalised to lean body mass>> ; fat mass estimated
from 4 skin folds; maximal isometric knee-extension torque
will be determined using a custom-made dynamometer (van
der Zwaard et al. 2018). Training level will be assessed by
means of a questionnaire on the physical/training activity in
the 4 months prior to the climb and marathon.

Maximum oxygen consumption (V O,,.,) and lactate
thresholds

\Y Osmax and lactate thresholds will be determined during the

15-km time trial and/or during a maximal incremental exercise
test on a bicycle ergometer using open circuit spirometry (van
der Zwaard et al. 2018).

Blood sampling

Resting blood samples will be collected in EDTA-coated
tubes by venepuncture and analysed for red blood cells,
haemoglobin concentration, haematocrit, iron status and mean
corpuscular volume (Ruiter et al. 2015; van der Zwaard et al.
2018). Blood samples taken during and after exercise will be
used to determine lactate content.

Skeletal muscle biopsies

This study had been approved by the College Research Ethics
and Review Committee (CRERC) of the Kilimanjaro
Christian University College (no. 2349). After written in-
formed consent, biopsies will be obtained under local anaes-
thesia (Lidocaine) from quadriceps muscle using a 16-gauge
Cook Medical or Bard Magnum Biopsy system
(microbiopsies ~50 mg wet weight) or using a Bergstrom
needle (~200 mg wet weight) (Hayot et al. 2005; Manders
et al. 2015). Biopsy samples will be aligned to muscle fibre
arrangement, frozen in liquid nitrogen, cut in 10-pum-thick
sections using a cryostat at —20 °C and collected on
polylysine-coated slides and stored at —80 °C prior to the
analyses described below.
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Protein and mRNA analyses

Myosin isoform composition, content and activity of mito-
chondrial complexes I-V and supercomplexes thereof as well
as the expression of Mfn-1 and Mfn-2, DRP1 and OPA1 will
be determined by SDS-PAGE, Blue-Native Gel
Electrophoresis and Western immunoblotting.
Measurements of the maximal enzymatic activities of com-
plexes L, II, IIT and IV and citrate synthase will be performed
using Konelab 20XT (Thermo Fisher, Breda, the Netherlands)
as described previously (Stienen et al. 1996; Wiist et al. 2016).
Total RNA will be extracted using a RiboPure kit (Applied
Biosystems, Carlsbad, CA) according to the manufacturer’s
instructions. Real-time PCR will be performed by means of a
StepOne Real-Time PCR system (Applied Biosystems) to de-
termine mRNA expression levels using commercially avail-
able primers.

Quantitative histochemistry

Fibre-type composition of the biopsies will be determined by
immunofluorescence using appropriate antibodies.
Mitochondrial oxidative capacity and distribution will be de-
termined by succinate dehydrogenase (SDH) activity using
quantitative histochemistry (Bekedam et al. 2003).
Capillarisation will be determined by UEA staining (van der
Zwaard et al. 2018). The myoglobin concentration will be
determined as described previously (van Beek-Harmsen
et al. 2004).

Electron microscopy

The subcellular localisation, distribution, size and volume
fraction of the mitochondria will be determined by electron
microscopy as described previously (Scorzeto et al. 2013).

Data collection and analysis

The processed blood samples and muscle biopsies will be
transported to the collaborating laboratories for analysis.
Data collection and repeated measures analysis (ANOVA)
of the muscle biopsies will be performed in close collabora-
tion with the participants abroad. A 3-way ANOVA with the
following factors will be used: climb/run, age, fitness/training
level. Difference with a P value of < 0.05 will be considered
significant.

Limitations of the study
A limitation of this study is that it is difficult to distinguish

between the effects of altitude and activity during the climb/
run. However, the climbers, porters and guides are generally
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well prepared and the level of activity during the climb will be
similar to the prior (training) activity. Moreover, inclusion of
subjects with different degrees of fitness will allow us to gain
insight in the impact of the level of activity/training on the
magnitude of the changes in mitochondrial structure and func-
tion. Another limitation is that it is a priori difficult to assess
the potential clinical relevance of the study for critically ill
patients. However, we expect that the findings will provide
important mechanistic insight in the consequences of hypox-
emia and tissue hypoxia in critically ill patients and thus may
lead to novel treatment options.

Acknowledgements [ hereby thank Professor Cris Dos Remedios for his
heroic efforts in starting, expanding and maintaining the Sydney Heart
Bank and providing the group in Amsterdam with an incredible amount
of cardiac tissue samples over a period of more than two decades. He and
his team were pivotal in the design, conduction and successful completion
of our joint research projects aimed to resolve the changes in contractile
protein expression and function in various forms of heart failure.
Following his footsteps and vision, I hope that the Kilimanjaro Biobank
will grow and flourish.

Compliance with ethical standards

Conflict of interest The author declares that he has no conflict of
interest.

Ethical approval This article does not contain any studies with human
participants or animals performed by any of the authors.

Informed consent Informed consent will be obtained from all individ-
ual participants to be included in the study.

References

Baartscheer A, Schumacher CA, Wiist RCI, Fiolet JWT, Stienen GIM,
Coronel R, Zuurbier CJ (2017) Empagliflozin decreases myocardial
cytoplasmic Na+ through inhibition of the cardiac Na+/H+ exchang-
er in rats and rabbits. Diabetologia 60:568-573

Bekedam MA, van Beek-Harmsen BJ, Boonstra A, van Mechelen W,
Visser FC, van der Laarse WJ (2003) Maximum rate of oxygen
consumption related to succinate dehydrogenase activity in skeletal
muscle fibres of chronic heart failure patients and controls. Clin
Physiol Funct Imaging 23:337-343

Canato M, Scorzeto M, Giacomello M, Protasi F, Reggiani C, Stienen
GJM (2010) Massive alterations of sarcoplasmic reticulum free cal-
cium in skeletal muscle fibers lacking calsequestrin revealed by a
genetically encoded probe. Proc Natl Acad Sci U S A 107:22326—
22331

Cerretelli P, Marzorati M, Marconi C (2009) Muscle bioenergetics and
metabolic control at altitude. High Alt Med Biol 10:165-174

Chicco AJ, Le CH, Gnaiger E, Dreyer HC, Muyskens JB, D’Alessandro
A, Nemkov T, Hocker AD, Prenni JE, Wolfe LM, Sindt NM,
Lovering AT, Subudhi AW, Roach RC (2018) Adaptive remodeling
of skeletal muscle energy metabolism in high-altitude hypoxia: les-
sons from AltitudeOmics. J Biol Chem 293:6659-6671

De Mol P, De Vries ST, De Koning EJP, Gans ROB, Tack CJ, Bilo HIG
(2011) Increased insulin requirements during exercise at very high
altitude in type 1 diabetes. Diabetes Care 34:591-595

Dekker MCJ, Wilson MH, Howlett WP (2019) Mountain neurology.
Pract Neurol 19:404-411

Flueck M (2009) Plasticity of the muscle proteome to exercise at altitude.
High Alt Med Biol 10:183-193

Fowler ED, Benoist D, Drinkhill MJ, Stones R, Helmes M, Wiist RCI,
Stienen GJM, Steele DS, White E (2015) Decreased creatine kinase
is linked to diastolic dysfunction in rats with right heart failure in-
duced by pulmonary artery hypertension. ] Mol Cell Cardiol 86:1-8

Ge R-L, Simonson TS, Cooksey RC, Tanna U, Qin G, Huff CD,
Witherspoon DJ, Xing J, Zhengzhong B, Prchal JT, Jorde LB,
McClain DA (2012) Metabolic insight into mechanisms of high-
altitude adaptation in Tibetans. Mol Genet Metab 106:244-247

Greene MK, Kerr AM, Mclntosh IB, Prescott RJ (1981) Acetazolamide
in prevention of acute mountain sickness: a double-blind controlled
cross-over study. Br Med J (Clin Res Ed) 283:811-813

Harati MD, Williams RR, Movassaghi M, Hojat A, Lucey GM, Yong
WH (2019) An introduction to starting a biobank. In Methods in
Molecular Biology, pp. 7-16. Humana Press Inc.

Hayot M, Michaud A, Koechlin C, Caron M-A, Leblanc P, Préfaut C,
Maltais F (2005) Skeletal muscle microbiopsy: a validation study of
a minimally invasive technique. Eur Respir J 25:431-440

Hewitt R, Watson P (2013) Defining biobank. Biopreserv Biobank 11:
309-315

Hoppeler H, Howald H, Cerretelli P (1990) Human muscle structure after
exposure to extreme altitude. Experientia 46:1185-1187

Kauffmann F, Cambon-Thomsen A (2008) Tracing biological collec-
tions: between books and clinical trials. JAMA J Am Med Assoc
299:2316-2318

Lal S, Li A, Allen D, Allen PD, Bannon P, Cartmill T, Cooke R,
Farnsworth A, Keogh A, Dos Remedios C (2015) Best practice
BioBanking of human heart tissue. Biophys Rev 7:399-406

Lawrence JS, Reid SA (2016) Risk determinants of acute mountain sick-
ness and summit success on a 6-day ascent of Mount Kilimanjaro
(5895 m). Wilderness Environ Med 27:78-84

Levett DZ, Radford EJ, Menassa DA, Graber EF, Morash AJ, Hoppeler
H, Clarke K, Martin DS, Ferguson-Smith AC, Montgomery HE,
Grocott MPW, Murray AJ (2012) Acclimatization of skeletal mus-
cle mitochondria to high-altitude hypoxia during an ascent of
Everest. FASEB J 26:1431-1441

Levett DZH, Vigano A, Capitanio D, Vasso M, De Palma S, Moriggi M,
Martin DS, Murray AJ, Cerretelli P, Grocott MPW, Gelfi C (2015)
Changes in muscle proteomics in the course of the Caudwell
Research Expedition to Mt. Everest. Proteomics 15:160-171

Malacrida S, Giannella A, Ceolotto G, Reggiani C, Vezzoli A, Mrakic-
Sposta S, Moretti S, Turner R, Falla M, Brugger H, Strapazzon G
(2019) Transcription factors regulation in human peripheral white
blood cells during hypobaric hypoxia exposure: an in-vivo experi-
mental study. Sci Rep. https://doi.org/10.1038/s41598-019-46391-6

Manders E, Ruiter G, Bogaard H-J, Stienen GJM, Vonk-Noordegraaf A,
de Man FS, Ottenheijm CAC (2015) Quadriceps muscle fibre dys-
function in patients with pulmonary arterial hypertension. Eur
Respir J 45:1737-1740

Marcucci L, Canato M, Protasi F, Stienen GJM, Reggiani C (2018) A 3D
diffusional-compartmental model of the calcium dynamics in cyto-
sol, sarcoplasmic reticulum and mitochondria of murine skeletal
muscle fibers ed. Csernoch L. PLoS One 13:¢0201050

Miranda-Silva D, Wiist RCI, Concei¢do G, Gongalves-Rodrigues P,
Gongalves N, Gongalves A, Kuster DWD, Leite-Moreira AF, van
der Velden J, de Sousa Beleza JM, Magalhaes J, Stienen GJM,
Falcao-Pires I (2020) Disturbed cardiac mitochondrial and cytosolic
calcium handling in a metabolic risk-related rat model of heart fail-
ure with preserved ejection fraction. Acta Physiol. https://doi.org/10.
1111/apha.13378

Murray AJ, Horscroft JA (2016) Mitochondrial function at extreme high
altitude. J Physiol 594:1137-1149

@ Springer


https://doi.org/10.1038/s41598-019-46391-6
https://doi.org/10.1111/apha.13378
https://doi.org/10.1111/apha.13378

798

Biophys Rev (2020) 12:793-798

Murray AJ, Montgomery HE, Feelisch M, Grocott MPW, Martin DS
(2018) Metabolic adjustment to high-altitude hypoxia: from genetic
signals to physiological implications. Biochem Soc Trans 46:599—
607

Robach P, Cairo G, Gelfi C, Bernuzzi F, Pilegaard H, Vigano A,
Santambrogio P, Cerretelli P, Calbet JAL, Moutereau S, Lundby C
(2007) Strong iron demand during hypoxia-induced erythropoiesis
is associated with down-regulation of iron-related proteins and myo-
globin in human skeletal muscle. Blood 109:4724-4731

Ruiter G, Manders E, Happé CM, Schalij I, Groepenhoft H, Howard LS,
Wilkins MR, Bogaard HJ, Westerhof N, van der Laarse WJ, de Man
FS, Vonk-Noordegraaf A (2015) Intravenous iron therapy in pa-
tients with idiopathic pulmonary arterial hypertension and iron de-
ficiency. Pulm Circ 5:466-472

Scorzeto M, Giacomello M, Toniolo L, Canato M, Blaauw B, Paolini C,
Protasi F, Reggiani C, Stienen GJM (2013) Mitochondrial Ca2+
—handling in fast skeletal muscle fibers from wild type and
calsequestrin-null mice. PLoS One 8:¢74919

Simonson TS, Yang Y, Huff CD, Yun H, Qin G, Witherspoon DJ, Bai Z,
Lorenzo FR, Xing J, Jorde LB, Prchal JT, Ge R (2010) Genetic
evidence for high-altitude adaptation in Tibet. Science 329:72—75

Stienen GJ, Kiers JL, Bottinelli R, Reggiani C (1996) Myofibrillar
ATPase activity in skinned human skeletal muscle fibres: fibre type
and temperature dependence. J Physiol 493(Pt 2):299-307

Van Adrichem EJ, Siebelink MJ, Rottier BL, Dilling JM, Kuiken G, Van
Der Schans CP, Verschuuren EAM (2015) Tolerance of organ trans-
plant recipients to physical activity during a high-altitude expedi-
tion: climbing Mount Kilimanjaro. PLoS One. https://doi.org/10.
1371/journal.pone.0142641

van Beek-Harmsen BJ, Bekedam MA, Feenstra HM, Visser FC, van der
Laarse WJ (2004) Determination of myoglobin concentration and
oxidative capacity in cryostat sections of human and rat skeletal

@ Springer

muscle fibres and rat cardiomyocytes. Histochem Cell Biol 121:
335-342

van den Berg M, Hooijman PE, Beishuizen A, de Waard MC, Paul MA,
Hartemink KJ, van Hees HWH, Lawlor MW, Brocca L, Bottinelli
R, Pellegrino MA, Stienen GJM, Heunks LMA, Wiist RCI,
Ottenheijm CAC (2017) Diaphragm atrophy and weakness in the
absence of mitochondrial dysfunction in the critically ill. Am J
Respir Crit Care Med 196:1544—1558

van der Zwaard S, van der Laarse WJ, Weide G, Bloemers FW,
Hofimijster MJ, Levels K, Noordhof DA, de Koning JJ, de Ruiter
CJ, Jaspers RT (2018) Critical determinants of combined sprint and
endurance performance: an integrative analysis from muscle fiber to
the human body. FASEB J 32:2110-2123

Vigano A, Ripamonti M, De Palma S, Capitanio D, Vasso M, Wait R,
Lundby C, Cerretelli P, Gelfi C (2008) Proteins modulation in hu-
man skeletal muscle in the early phase of adaptation to hypobaric
hypoxia. Proteomics 8:4668—4679

Wiist RCI, Stienen GJM (2018) Successive contractile periods activate
mitochondria at the onset of contractions in intact rat cardiac trabec-
ulae. J Appl Physiol 124:1003-1011

Wiist RCI, de Vries HJ, Wintjes LT, Rodenburg RJ, Niessen HWM,
Stienen GJM (2016) Mitochondrial complex I dysfunction and al-
tered NAD(P)H kinetics in rat myocardium in cardiac right ventric-
ular hypertrophy and failure. Cardiovasc Res 111:362-372

Wiist RCI, Helmes M, Martin JL, van der Wardt TJT, Musters RJP, van
der Velden J, Stienen GJM (2017) Rapid frequency-dependent
changes in free mitochondrial calcium concentration in rat cardiac
myocytes. J Physiol 595:2001-2019

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


https://doi.org/10.1371/journal.pone.0142641
https://doi.org/10.1371/journal.pone.0142641

	Early...
	Abstract
	Introduction
	Background
	Objectives
	Rationale of the study
	Methods
	Subjects
	Ethical considerations and group sizes
	Inclusion and exclusion criteria
	Physical performance and training level
	Maximum oxygen consumption (equation(IEq1)...
	Blood sampling
	Skeletal muscle biopsies
	Protein and mRNA analyses
	Quantitative histochemistry
	Electron microscopy
	Data collection and analysis

	Limitations of the study
	References


