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Abstract

Background Surgery can lead to significant muscle loss, which increases recovery time and associates with increased
mortality. Muscle loss is not uniform, with some patients losing significant muscle mass and others losing relatively little,
and is likely to be accompanied by marked changes in circulating metabolites and proteins. Determining these changes may
help understand the variability and identify novel therapeutic approaches or markers of muscle wasting.
Methods To determine the association between muscle loss and circulating metabolites, we studied 20 male patients
(median age, 70.5, interquartile range, 62.5–75) undergoing aortic surgery. Muscle mass was determined before and 7 days
after surgery and blood samples were taken before surgery, and 1, 3, and 7 days after surgery. The circulating metabolome
and proteome were determined using commercial services (Metabolon and SomaLogic).
Results Ten patients lost more than 10% of the cross-sectional area of the rectus femoris (RFCSA) and were defined as
wasting. Metabolomic analysis showed that 557 circulating metabolites were altered following surgery (q < 0.05) in the whole
cohort and 104 differed between wasting and non-wasting patients (q < 0.05). Weighted genome co-expression network
analysis, identified clusters of metabolites, both before and after surgery, that associated with muscle mass and function
(r = �0.72, p = 6 × 10�4 with RFCSA on Day 0, P = 3 × 10�4 with RFCSA on Day 7 and r = �0.73, P = 5 × 10�4 with hand-grip
strength on Day 7). These clusters were mainly composed of acyl carnitines and dicarboxylates indicating that pre-existing
mitochondrial dysfunction contributes to muscle loss following surgery. Surgery elevated cortisol to the same extent in wasting
and non-wasting patients, but the cortisol:cortisone ratio was higher in the wasting patients (Day 3 P = 0.043 and Day 7
P = 0.016). Wasting patients also showed a greater increase in circulating nucleotides 3 days after surgery. Comparison of
the metabolome with inflammatory markers identified by SOMAscan® showed that pre-surgical mitochondrial dysfunction
was associated with growth differentiation factor 15 (GDF-15) (r = 0.79, P = 2 × 10�4) and that GDF-15, interleukin (IL)-8),
C-C motif chemokine 23 (CCL-23), and IL-15 receptor subunit alpha (IL-15RA) contributed to metabolic changes in response
to surgery.
Conclusions We show that pre-existing mitochondrial dysfunction and reduced cortisol inactivation contribute to muscle loss
following surgery. The data also implicate GDF-15 and IL-15RA in mitochondrial dysfunction.
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Introduction

Both chronic disease and acute injury lead to a loss of muscle
mass that impacts both quantity and quality of life. It has been
suggested that muscle constitutes a reservoir for amino acids,
as both a source of building blocks and energy for the inflam-
matory response where repair is needed in non-muscle tissue
(reviewed in other studies1–4). Consequently, changes in the
circulating metabolome and proteome are likely to result from
atrophy and inform on underlying processes.

As the loss of muscle mass is common to a wide range of
acute and chronic conditions, it might be expected that the
extent of muscle loss would be tightly associated with the
severity of the underlying disease. However, this is not the
case.4 For example, in chronic obstructive pulmonary disease
(COPD) and chronic heart failure patients, the association of
disease severity with muscle mass is found in large studies
but is not necessarily observed in small studies.5–7 The loss
of muscle mass and function also varies in acute conditions
as exemplified by the response to aortic surgery, where we
have found patients can lose between nothing and 40% of
the cross-sectional area of the rectus femoris in 7 days in a
manner that cannot be accounted for by standard measures
of disease severity or intra-operative factors.8 This variability
is important for two reasons: first, because reduced muscle
mass and strength are associated with increased mortality,
and second, in trials of anabolic agents, the variability of
response increases the size of trials markedly.

One potential contributor to the variability in response is
growth differentiation factor 15 (GDF-15). In a model of
muscle wasting after aortic surgery, we showed that patients
who wasted had higher levels of GDF-15 and lower levels of
insulin-like growth factor 1 (IGF-1) in their circulation over
the 7 days following surgery.8 Whilst GDF-15 is predominantly
thought to promote muscle loss by suppressing appetite,9–11

the association of GDF-15 with muscle loss in this model
(in which patients were starved prior to and in the first 18 h
after surgery) together with the demonstration that
over-expression of GDF-15 in the muscle of mice promotes
local atrophy12 implies that GDF-15 also has direct effects on
the muscle. Such muscle loss following surgery is not limited
to aortic surgery and has also been noted in patients following
hip13 or knee replacement surgery14 and gastric bypass
surgery15 as well as occurring following partial hepatectomy
in live liver donors.16 Differences in surgical methodology
can also produce different effects on muscle with laparoscopic
cholecystectomy promoting a small increase in C-reactive
protein (CRP) and IL6 and no detectable loss in grip strength
whereas open cholecystectomy caused a larger increase in
CRP and IL6 and a demonstrable loss of grip strength.17

It seems likely that the circulating metabolome of patients
who waste significantly will differ from those who do not.
Analysis of these differences may highlight both potential
biomarkers of wasting as well as offer mechanistic insight into

muscle loss. Consequently, in this study, we analysed the
metabolic profile of patients undergoing aortic surgery in
the model we have previously published,8,18 comparing
circulating metabolites in patients who wasted significantly
after surgery [loss of >10% of the cross-sectional area of
the rectus femoris, (RFCSA)] with those who did not waste
significantly using an unbiased approach. Our data set also
included significant physiological data allowing us to use the
statistical methods employed in the R package weighted
genome co-expression network analysis (WGCNA) to identify
clusters of metabolites and their association with physiology
and with the levels of GDF-15 measured in the circulation.
Whilst this approach was developed for the unbiased
identification of clusters of co-expressed genes that form
networks,19 it has also been used to analyse metabolomic
data.20 Finally, we compared the metabolite profile with
measurements of inflammatory mediators made using
SOMAscan® that were available from a subset of the samples.

Methods

Patients

The patients included in this study are a subset from a
previously reported cohort.18 The patients were undergoing
elective aortic surgery at the Royal Brompton Hospital and
provided written informed consent upon recruitment to the
study, which had been approved by the National Research
Ethics Committee (07/Q0204/68). The inclusion and exclusion
criteria are given in Paul et al.18 Muscle loss was determined
as reduction in RFCSA between Days 0 and 7 after surgery,
determined by ultrasound as previously described.21 Patients
were divided into wasting and non-wasting patients based on
the loss of more than or less than 10% RFCSA, which we have
previously shown is a robust detectable difference in RFCSA
determined by ultrasound.8 Physiological assessment of
handgrip strength and quadriceps strength were carried out
within 1 week prior to surgery as previously described.18

Patients were included in the study using the following selec-
tion criteria, male patients from our original study with com-
plete muscle functional data were divided into wasting and
non-wasting patients. Those with complete plasma sample
sets and transcriptomic data were identified, and an addi-
tional complete sample set with either the next greatest mus-
cle loss or the next best muscle preservation was selected
(see Supporting Information, Figure S1).

Blood samples and analysis

Blood samples were taken before the induction of anaesthesia
on the day of surgery (Day 0) and on Days 1, 3, and 7 after
surgery into EDTA tubes, and plasma was prepared and stored
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at �80°C until required. The plasma samples were sent to
Metabolon for metabolomic analysis and to SomaLogic for
the SOMAscan® assay of 1300 proteins. All samples passed
the appropriate quality control measurements.

GDF-15 was quantified separately by enzyme linked immu-
nosorbent assay (ELISA) according to the manufacturer’s
instructions (R and D Systems).

Statistical methods

Rawcountswere taken from theMetabolon output and entered
into MetaboAnalyst 4.0 (https://www.metaboanalyst.ca/).
Missing values were imputed by replacementwith theminimum
positive value for themetabolite then log transformed. Principle
component analysis (PCA) was performed (Aabel™ 3.0 Gigawiz
Ltd) and one sample shown to be an outlier. This sample was
removed and the PCA repeated.

To allow analysis by two-way ANOVA, individuals with miss-
ing time points were removed leaving eight non-wasting
patients and nine wasting patients.

Weighted genome co-expression network analysis
To compare metabolite expression with physiological param-
eters (or chemokines), the data for each day from all patients
except the outlier removed from the PCA were analysed
using the R package WGCNA separately. Correlation coeffi-
cients between both modules and individual metabolites
with physiological parameters were determined using robust
biweight-midcorrelation.

Results

Patient demographics

We have previously shown that we can reproducibly detect a
loss of 10% RFCSA by ultrasound allowing us to divide patients
into wasting and non-wasting groups.21 To determine differ-
ences inmetabolism between patients who lost muscle follow-
ing surgery and those who did not, from our initial cohort of 40
patients,18 we selected samples from 10 patients who lost
more than 10% RFCSA and 10 patients who did not lose a signif-
icant amount of muscle. The demographics and surgical
parameters of this set of patients are shown in Table 1. The
samples included were selected based on being male
(to reduce variability because of sex), on the availability of suf-
ficient sample from all 4 days, on the relative amount of
muscle lost (to increase between group variability), and on
the ability to pair samples with a previously analysed
transcriptomic data set. Patients who lost muscle mass spent
longer in the intensive care unit (ICU) and in the hospital and
tended to spend more time on mechanical ventilation al-
though this did not reach statistical significance. However,
there were no pre-surgical differences in age, body mass index
(BMI), cardiac function (left ventricular ejection fraction, %),
renal function (estimated glomerular filtration rate), and no
difference in bypass time or cross-clamp time. EuroSCORE
did not differ between the two groups in the entire cohort,
but in this selected cohort, EuroSCORE was higher in wasting
than non-wasting patients. In addition to the differences in
quadriceps muscle size and loss following surgery, patients

Table 1 Physiological characteristics of aortic surgery patients

Non-wasting patients (n = 10) Wasting patients (n = 10) P value

Demographic data
Age (year) 69(49–75) 71.5 (67–75) ns
BMI (kg/m2) 27.5 ± 2.4 28.5 ± 4.9 ns
EuroSCORE 2 1.35 (1–2.7) 3.7(1.7–5.8) 0.034
Pre-operative LVEF (%) 60.3 ± 8.9 54.2 ± 11.4 ns
Pre-operative creatinine clearance (eGFR) (μmol/L) 73.8 ± 12.1 65.7 ± 18.5 ns

Muscle data
RFCSA Day 0 7.3 ± 2.1 6.4 ± 0.8 ns
RFCSA Day 7 7.2 ± 2.1 5.4 ± 0.8 0.025
Change in RFCSA (%) 0.8(�0.83–2.95) 14.5 (11.87–17.66) <0.001
Hand grip d0 30.8 ± 8.2 26.1 ± 5.7 ns
Hand grip d7 30.17 ± 7.9 19.6 ± 8.1 0.011

WHO performance status
Pre-operative 0 (0–1) 1( 0–1) ns
Post-operative 1 (1–2) 2 (1–3) ns

Operative data
Total bypass time (min) 125.8 ± 36.5 131.2 ± 30.7 ns
Total cross-clamp time (min) 93 ± 30 94 ± 26 ns

Critical care data
ICU length of stay (days) 1 (1–1) 3 (1–7) 0.038
Hospital length of stay (days) 7 (6–8) 13.5 (9–24) 0.014
Mechanical ventilation (h) 16 (10–21) 25 (22–99.5) 0.05
Vasopressor duration (h) 36 (19.5–48) 46 (22–114) ns

Data are presented as mean ±SD for normally distributed data or as median (interquartile range) for data that were not normally distrib-
uted. BMI, body mass index; ICU, intensive care unit; LVEF, left ventricular ejection fraction; ns, not significant; RFCSA, rectus femoris
cross-sectional area; WHO, World Health Organization.
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who lost muscle also showed greater loss of strength mea-
sured as hand-grip strength (Table 1). Consistent with our pre-
vious study,8we also observed amarked increase in circulating
GDF-15 following surgery and this increase was larger in pa-
tients whowasted than in those who did not waste (Figure S2).

Metabolomic effects of surgery

Principal component analysis readily separated samples from
the Days 0 and 1 with samples from Days 3 and 7 forming a
large third group for the bulk of the data. However, one pa-
tient was identified as a significant outlier in the data set with
their Days 0 and 1 samples associating more closely with the
Day 3/7 clusters than the Days 0 and 1 cluster. Subsequently,
it was confirmed that this patient required renal replacement
therapy and so their samples were removed from the data set.
PCA of the remaining samples showed a similar pattern with
three major groups (Day 0, Day 1, and Days 3/7, Figure 1A).

Analysis by two-way ANOVA showed that 557 compounds
changed significantly (q < 0.05) with time and 104 were
different between the wasting and non-wasting patients
with 69 of these metabolites common to both data sets
(Figure 1B). Unsurprisingly, the compounds showing the
greatest change with time were drugs, with lidocaine (used
at the time of taking the Day 1 biopsy) the most significantly
different by time. The 557 compounds identified as showing a
significant time-dependent change included 293 lipids with
120 amino acids or their metabolites and 26 nucleotides or
their metabolites (Tables 2 and S1 with all metabolite data
given in Data S2). The predominant effect of surgery on lipid
levels (216 lipids) was a reduction followed by a recovery to-
wards or above pre-surgery levels (Figure 2). Of the lipids
showing this pattern, the class of lipids most altered were

lysophospholipids and lysoplasmalogens, which made up over
50% of the 30 most altered lipids (arranged either by signifi-
cance or by fold reduction, Table S1). Fifty-six lipids showed
a greater than two-fold reduction after surgery. The effect
of surgery on non-esterified fatty acids (NEFA) was to cause
a reduction on Day 1 with these lipids remaining low through-
out the experiment (Table S1).

Of the lipids that increased on the first day after surgery,
the lipid showing the greatest increase was tetrahydrocortisol
sulfate, which increased 17-fold (Table 3 and Figure 3). Consis-
tent with this observation, both cortisol and cortisone were
increased following surgery (Figure 3). Interestingly, cortisol
levels were similar between the two groups and showed
the same increase and trend. In contrast, cortisone levels
increased in the non-wasting patients between Days 0 and 1
remaining high throughout the experiment, but in the wasting
patients, cortisone levels did not increase suggesting a
potential difference in cortisol metabolism between the two
groups. The cortisol:cortisone ratio was lower in the wasting
patients than the non-wasting patients on Days 3 and 7
(P = 0.043 and P = 0.016, respectively) whereas although the
tetrahydrocortisone:cortisone ratio was higher in wasting pa-
tients than non-wasting patients on Days 1 and 3, these differ-
ences did not reach statistical significance (Figure 3).

A number of acyl carnitines were elevated by surgery; these
included the short-chain fatty acyl carnitines (C < 14) and the
acyl carnitine derivatives of fatty acid dicarboxylates of all
chain lengths. However, with the exception of octadecanedioyl
carnitine all the long-chain acyl carnitines (C ≥ 14) were reduced
on the first day after surgery (Table 4). Neither the short-chain
acyl carnitines nor the acyl carnitine derivatives of fatty acid
dicarboxylates returned to baseline by Day 7, remaining
elevated. Conversely, the long-chain acyl carnitines did not re-
main depressed and returned towards their baseline level or
exceeded it by 7 days after surgery (Figure 4, Table 4).

Figure 1 The effect of surgery on plasmametabolites in wasting and non-wasting patients. (A) Principal component analysis of all metabolites shows clear
separation of the metabolic profiles into three groups: before surgery (Day 0) 24 h post-surgery (Day 1) and a cluster containing both Days 3 and 7 post-
surgery. (B) Two-way ANOVA comparing the effect of time and phenotype (wasting vs. non-wasting patients) on plasmametabolites; 488metabolites were
different as a function of time alone, 36 differed as a function of phenotype with 69metabolites altered as a function of both time and phenotype.
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Wasting vs. non-wasting

Amino acids were the class of the metabolite that showed the
most significant difference in profile between wasting and
non-wasting patients (Tables 5 and S2). Unsurprisingly, the
majority of these amino acids increased more in wasting
patients than in the those that did not waste. The amino acids
showing the most significant changes were N-acetylated
amino acids. As there is no known mechanism in humans for
N-acetylation of free amino acids but the majority of proteins
become N-acetylated at or shortly after synthesis,22,23 the
presence of N-acetylated amino acids in circulation is likely
to be an indicator of catabolism. Similarly, nucleotides in-
creased in the circulation more in wasting than non-wasting
patients again consistent with catabolic processes. Both the
amino acids and nucleotides tended to peak on Day 3 after
surgery suggesting that maximal catabolism occurred around
this time (Tables 5 and S2). There were few differences

in xenobiotics between wasting and non-wasting patients
(Table S2). The xenobiotics showing the greatest differences
between these groups were morphine and its glucuronide
metabolite, which were both higher in wasting patients than
in non-wasting patients. However, there was no association
of morphine or morphine–glucuronide with muscle loss on
Day 1 when levels of these compounds were highest.

Associations of metabolite levels with clinical
phenotype

To explore the data further, we used the WGCNA package to
identify clusters of metabolites present on each day. Robust
biweight-midcorrelation analysis was then used to identify
associations between these clusters or the metabolites they
contained and clinical phenotype [muscle size (RFCSA), RFCSA
loss, strength (hand-grip), strength loss, and GDF-15 level].

Table 2 Most significant changes in lipid, amino acid/peptide, and nucleotide metabolites with respect to time

Metabolite Pathway/type P (adjusted)
Fold change

Day 1
Fold change

Day 3
Fold change

Day 7

Lipids

1-Linoleoyl-GPE (18:2)* Lysophospholipid 6.0 E-19 0.196 0.657 1.030
1-Arachidonoyl-GPE (20:4n6)* Lysophospholipid 5.7 E-17 0.203 0.628 0.938
1-Oleoyl-GPE (18:1) Lysophospholipid 3.5 E-16 0.230 0.651 1.117
Nervonoylcarnitine (C24:1)* Acyl carnitine 4.1 E-15 0.533 1.159 1.895
1-Palmitoyl-2-arachidonoyl-GPI (16:0/20:4)* Phosphatidylinositol 9.9 E-15 0.422 1.050 1.615
1-Palmitoyl-GPE (16:0) Lysophospholipid 1.8 E-13 0.306 0.675 0.943
1-(1-Enyl-palmitoyl)-GPC (P-16:0)* Lysoplasmalogen 2.5 E-13 0.168 0.372 0.744
Stearoylcarnitine (C18) Acyl Carnitine 9.4 E-13 0.439 0.837 1.132
Ximenoylcarnitine (C26:1)* Acyl Carnitine 2.2 E-12 0.618 1.177 2.100
2-Palmitoyl-GPC (16:0)* Lysophospholipid 2.3 E-12 0.250 0.525 0.807

Amino acids

N-Acetylputrescine Polyamine 1.5 E-16 4.53 1.87 1.35
Pro-hydroxy-pro Proline 2.4 E-13 16.03 5.59 1.91
Gamma-glutamylisoleucine* Gamma-glutamyl amino acid 2.3 E-12 0.59 1.57 1.61
5-Hydroxyindole sulfate Tryptophan 3.4 E-12 0.14 0.32 0.08
Glutamine Glutamate 4.1 E-11 0.71 0.68 0.70
Phenylacetylglycine Acetylated peptides 1.0 E-10 4.40 16.70 14.56
Methionine sulfoxide Methionine 1.2 E-10 2.11 2.52 1.64
Isoleucylglycine Dipeptide 2.1 E-10 17.49 7.17 2.69
6-Oxopiperidine-2-carboxylate Lysine 2.6 E-10 0.96 3.17 3.65
Trans-4-hydroxyproline Proline 2.6 E-10 2.96 2.34 1.30

Nucleotides

Uridine Pyrimidine 5.42E-17 0.27 0.42 0.89
Xanthine Purine 1.06E-08 0.36 0.34 0.56
Allantoin Purine 3.29E-08 0.70 0.70 0.80
5,6-Dihydrouracil Pyrimidine 1.23E-05 0.50 0.80 1.03
Urate Purine 2.01E-05 0.73 0.73 0.82
5-Methyluridine (ribothymidine) Pyrimidine 2.92E-05 0.65 0.62 0.74
Beta-alanine Pyrimidine 1.18E-04 1.07 1.21 1.78
2′-O-methyluridine Pyrimidine 1.51E-04 1.24 1.64 2.07
N-Acetyl-beta-alanine Pyrimidine 2.40E-04 1.45 1.11 1.60
2′-O-Methylcytidine Pyrimidine 3.42E-04 2.46 3.11 4.24

A two-way ANOVA was performed on log-transformed data in Metaboanalyst as described in Methods. Fold change was calculated on
unlogged data. C(x) refers to carbon chain length; GPC, glycerol phosphsphorylcholine; GPE, glycerol phosphsphorylethanolamine;
*metabolite identification by mass spectrum only.
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WGCNA grouped the metabolites into 22 clusters on Day 0,
19 clusters on Day 1, 12 clusters on Day 3, and 12 clusters
on Day 7 (Figures S3–S6). As the content of each cluster

differs on each day but they are automatically labelled, in
the following description, the clusters are distinguished with
the superscript representing the day.

Figure 2 The effect of surgery on lysophospholipids and lysoplasmalogens in the circulation of wasting and non-wasting patients. The typical profile of
lysophospholipids and lysoplasmalogens is shown. These metabolites were suppressed following surgery before returning to their pre-surgery level
over the subsequent 7 days.

Table 3 Lipids elevated more than three-fold on Day 1 after surgery compared with Day 0 arranged by fold increase

Metabolite Pathway/type P (adjusted)Fold change Day 1Fold change Day 3Fold change Day 7

Tetrahydrocortisol sulfate Corticosteroids 7.3E-05 17.69 14.16 3.00
17alpha-Hydroxypregnanolone glucuronide Pregnenolone steroids 7.0E-03 15.16 7.25 4.40
Beta-sitosterol Sterol 2.2E-03 11.21 8.25 3.28
Estrone 3-sulfate Estrogenic steroids 8.9 E-07 10.99 12.10 1.50
Palmitoyl-arachidonoyl-glycerol (16:0/20:4)1*Diacylglycerol 2.9 E-02 7.90 2.54 24.28
5alpha-Pregnan-diol disulfate Progestin steroids 1.0 E-03 7.01 2.41 1.22
2-hydroxyadipate Dicarboxylate 4.1 E-02 5.70 4.33 6.54
Adipoylcarnitine (C6-DC) Acyl carnitine 1.4 E-06 5.04 4.52 3.25
Taurocholate Primary Bile Acid 7.2 E-07 4.68 345.54 194.49
Suberoylcarnitine (C8-DC) Acyl carnitine 2.7 E-04 3.99 4.40 3.33
Pregnenolone sulfate Pregnenolone steroids 1.8 E-04 3.57 1.08 1.01
Arachidonoylcholine Acyl choline 2.3 E-03 3.54 2.69 11.21
3,4-Methyleneheptanoylcarnitine Acyl carnitine 4.2 E-02 3.49 1.72 1.38
Myo-inositol Inositol 3.6 E-09 3.23 1.94 1.07
Pregnenediol sulfate (C21H34O5S)* Pregnenolone steroids 8.6 E-05 3.08 1.44 0.79
Taurodeoxycholate Bile acid 6.8 E-06 3.05 111.00 126.14
Cortisol Corticosteroids 1.5 E-08 3.00 2.50 2.49

A two-way ANOVA was performed on log-transformed data in Metaboanalyst as described in Methods. Fold change was calculated on
unlogged data. C(x) refers to carbon chain length; DC, dicarboxylate;
*metabolite identification by mass spectrum only.
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Figure 3 The effect of surgery on cortisol metabolites in wasting and non-wasting patients. Cortisol, cortisone, and tetrahydrocortisol were quantified
in the plasma of patients undergoing aortic surgery. Data were normalized as described in Methods. To calculate the ratios, the raw data were used.
Cortisol increased in both wasting patients and non-wasting patients to a similar extent. Cortisone increased significantly in the non-wasting patients
but not in the wasting patients. Conversely, median tetrahydrocortisol was higher in wasting than in non-wasting patients. Consequently, the cortisol
to cortisone ratio was higher in wasting patients at the end of the period. The tetrahydrocortisol to cortisone ratio also tended to be higher in wasting
than non-wasting patients although this difference did not reach significance.

Table 4 Changes in plasma acyl carnitine derivatives with respect to time following surgery

Acyl carnitine P (adjusted) Fold change Day 1 Fold change Day 3 Fold change Day 7

Adipoylcarnitine (C6-DC) 1.4E-06 5.04 4.52 3.25
Suberoylcarnitine (C8-DC) 2.7E-04 3.99 4.40 3.33
3,4-Methyleneheptanoylcarnitine 4.2E-02 3.49 1.72 1.38
Decanoylcarnitine (C10) 2.3E-03 1.95 1.84 2.49
Octanoylcarnitine (C8) 9.0E-03 1.84 1.48 1.85
Octadecenedioylcarnitine (C18:1-DC)* 1.7E-02 1.76 1.96 1.70
Hexanoylcarnitine (C6) 7.0E-03 1.75 1.55 1.52
cis-4-Decenoylcarnitine (C10:1) 2.0E-02 1.65 1.48 1.83
Pimeloylcarnitine/3-Methyladipoylcarnitine (C7-DC) 2.0E-02 1.57 2.65 2.92
Octadecanedioylcarnitine (C18-DC)* 1.8E-03 1.53 1.76 1.91
Laurylcarnitine (C12) 1.1E-03 1.30 1.49 2.13
Myristoleoylcarnitine (C14:1)* 1.9E-03 0.88 1.21 1.59
Behenoylcarnitine (C22)* 3.1E-06 0.78 1.47 2.31
Myristoylcarnitine (C14) 6.1E-07 0.67 1.06 1.33
Lignoceroylcarnitine (C24)* 2.1E-11 0.67 0.95 1.52
Cerotoylcarnitine (C26)* 7.3E-07 0.67 1.04 1.50
Ximenoylcarnitine (C26:1)* 2.2E-12 0.62 1.18 2.10
Margaroylcarnitine (C17)* 9.6E-08 0.57 0.79 1.14
Nervonoylcarnitine (C24:1)* 4.1E-15 0.53 1.16 1.89
Palmitoleoylcarnitine (C16:1)* 3.4E-06 0.51 0.77 1.12
Oleoylcarnitine (C18:1) 9.0E-12 0.47 0.80 1.10
Palmitoylcarnitine (C16) 2.8E-11 0.46 0.79 1.07
Eicosenoylcarnitine (C20:1)* 1.9E-07 0.45 1.43 1.87
Linoleoylcarnitine (C18:2)* 1.7E-07 0.45 0.61 0.94
Stearoylcarnitine (C18) 9.4E-13 0.44 0.84 1.13
Dihomo-linoleoylcarnitine (C20:2)* 1.7E-06 0.41 0.72 1.13
Arachidoylcarnitine (C20)* 2.6E-10 0.41 0.72 1.15
Linolenoylcarnitine (C18:3)* 4.0E-09 0.39 0.54 0.86
Arachidonoylcarnitine (C20:4) 1.5E-10 0.32 0.44 0.85

A two-way ANOVA was performed on log-transformed data in Metaboanalyst as described in Methods. Fold change was calculated on
unlogged data. C(x) refers to carbon chain length; DC, dicarboxylate;
*metabolite identification by mass spectrum only.
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Pre-surgical metabolites, phenotype, and growth differentia-
tion factor 15
Comparison of the clusters present on Day 0 with physiology
and pre-surgical GDF-15 levels indicated that two clusters
(light-green0 and cyan0) had the strongest associations
with muscle mass and function and with circulating GDF-15
(Figure S3). Of these, light-green0 was most tightly associated
with muscle parameters (r = �0.72, P = 6 × 10�4 with RFCSA
on Day 0, r = �0.74, P = 3 × 10�4 with RFCSA on Day 7 and
r = �0.73, P = 5 × 10�4 with hand-grip strength on Day 7),
and cyan0 most tightly associated with circulating GDF-15
(r = 0.79, P = 2 × 10�4).

The light-green0 cluster contains predominantly the acyl
carnitines whilst the cyan0 cluster contains predominantly fatty
acid dicarboxylates (Table S3). Indeed, comparing the metabo-
lites with muscle mass and to a lesser extent strength, prior
to surgery, showed that fatty acid dicarboxylates and their
acyl-carnitine derivatives were more strongly negatively associ-
ated with muscle cross-sectional area than their monocarboxyl-
ate derivatives (Table S4). Fatty acid dicarboxylates and their
carnitine metabolites were also markedly enriched in the me-
tabolites associated with pre-surgical levels of GDF-15 as well
aswith hand-grip strength 7 days after surgery (Table S5). These

dicarboxylates are produced by omega oxidation of fatty acids
and can be increased as a response to starvation, an excess
hepatic fat or as a consequence of diabetes.24

Days 1 and 3 metabolites with phenotype and growth differ-
entiation factor 15
Comparison of the Days 1 and 3 clusters with physiology again
demonstrated strong associations between individual modules
[on Day 1 with red1 and turquoise1 (Table S6), on Day 3 with
turquoise3 (Table S7)] with muscle size and strength both
before surgery and 7 days after surgery (Figures S4 and S5).
Both turquoise modules were also strongly associated with
circulating GDF-15 levels (Figures S4 and S5).

Red1 is predominantly lysophospholipids, whereas both
turquoise1 and turquoise3 are enriched for amino acids and
nucleotides and contain the acyl carnitines and the fatty acid
dicarboxylates. On both days, the associations of the modules
were stronger with the post-surgical than pre-surgical physio-
logical measurements. Further, analysis of the associations
with GDF-15 showed that it was the amino acid and nucleo-
tide components of the module that had the strongest asso-
ciation with the growth factor (Table S8).

Figure 4 The effect of surgery on short-chain and long-chain acyl carnitines in the circulation of wasting and non-wasting patients. Short chain and
dicarboxylate acyl carnitines were increased following surgery and remain elevated especially in wasting patients whereas long-chain acyl carnitines
were suppressed following surgery then returned to baseline values within 7 days.

1328 P.R. Kemp et al.

Journal of Cachexia, Sarcopenia and Muscle 2020; 11: 1321–1335
DOI: 10.1002/jcsm.12597



Day 7 metabolites with phenotype and growth differentiation
factor 15
On Day 7 the circulating metabolome did not associate with
muscle size or strength either at the beginning or at the
end of the study. However, one module (black7) was strongly
associated with the loss of hand-grip strength (r = 0.79,
P = 3 × 10�4

, Figure S6). This module contained many xanthine
metabolites, consistent with increased purine metabolism
and a loss of adenosine triphosphat (ATP) (Table 6). Consis-
tent with all other days, circulating GDF-15 on Day 7 was
strongly correlated with the turquoise7 module (r = 0.85,
P = 7 × 10�5); again, this module was enriched for amino
acids, nucleotides, and their metabolites, and GDF-15 was as-
sociated with circulating levels of these types of metabolites
(Table S9).

Metabolic phenotype and inflammatory proteins
The associations of GDF-15 may be direct or be a conse-
quence of the induction of GDF-15 by a factor that also drove
the changes in metabolite concentration. The majority of the
cohort (17 of 19) from which we obtained the metabolic data
was part of a larger study investigating the circulating prote-
ome response to surgery using SOMAscan® that we will

report elsewhere. However, as inflammation forms a signifi-
cant part of the response to surgery, we investigated
whether any inflammatory markers from the CC or CXC che-
mokine families identified in the analysis were stronger asso-
ciates with the circulating metabolome on Day 1 after
surgery. Consistent with our analysis of GDF-15 by ELISA,
GDF-15 was strongly associated with the turquoises1 module
(r = 0.75, P = 5 × 10�4), which was enriched for amino acids
and nucleotides (Table S10). Several chemokines or receptors
showed similar positive associations with the turquoises1

module (Figure S7); these included interleukin-8 (IL-8)
(CXCL8, r = 0.76, P = 4 × 10�4), C-C motif chemokine 23
(CCL-23) (r = 0.71, P = 0.001), and IL-15 receptor subunit al-
pha (IL-15RA) (r = 0.74, P = 8 × 10�4), whereas interleukin-5
(IL-5) had a negative association with the same module
(r = �0.8, P = 1 × 10�4). Together, these data suggest that
a range of inflammatory-signalling factors may contribute to
increased muscle loss in this condition either directly stimu-
lating muscle loss, promoting the release of factors that
promote muscle wasting, or promoting the recruitment of
inflammatory cells to promote muscle catabolism in response
to surgery. However, in the Day 0 samples, GDF-15 showed
the strongest association with the turquoises0 (Figure S8)

Table 5 Metabolites most significantly different between patients who waste and those who do not

Metabolite Pathway/type P (adjusted) W/NW d1 W/NW d3 W/NW d7

Lipids

Methylmalonate Fatty acid 1.6 E-04 1.44 1.32 1.36
3-Hydroxybutyrylcarnitine Acyl carnitine 6.1 E-04 1.03 0.97 1.18
1-(1-Enyl-palmitoyl)-2-linoleoyl-GPE (P-16:0/18:2)* Plasmalogen 1.4 E-03 0.91 0.58 0.84
Acetylcarnitine (C2) Acyl carnitine 2.2 E-03 0.96 0.97 1.41
1-Stearoyl-2-linoleoyl-GPI (18:0/18:2) Phosphatidylinositol 6.1 E-03 1.19 1.16 1.49
2-Aminooctanoate Fatty acid, amino 7.4 E-03 0.89 1.14 0.98
1-Stearoyl-2-linoleoyl-GPC (18:0/18:2)* Phosphatidylcholine 7.4 E-03 1.03 1.08 1.15
Malonylcarnitine Acyl carnitine 7.9 E-03 0.98 0.70 1.46
1,2-Dilinoleoyl-GPC (18:2/18:2) Phosphatidylcholine 7.9 E-03 1.05 1.13 1.27
3-Methylglutarate/2-methylglutarate Fatty acid, dicarboxylate 9.6 E-03 0.93 0.60 1.13

Amino acids

N-Acetyl-1-methylhistidine* Histidine 4.7 E-05 2.12 3.24 4.16
N-Acetylcitrulline Arginine/proline 1.6 E-04 2.10 1.70 1.35
N-Acetylglutamine Glutamate 1.9 E-04 1.26 1.32 1.14
N-Acetylphenylalanine Phenylalanine 5.1 E-04 1.37 1.84 1.32
3-Methylglutarylcarnitine branched chain amino acid 1.4 E-03 1.59 4.67 2.26
N-Acetylarginine Arginine/proline 1.6 E-03 1.87 1.56 1.27
Glutarylcarnitine (C5-DC) Lysine 1.6 E-03 1.42 2.15 1.14
Gamma-glutamylmethionine Gamma-glutamyl amino acid 1.6 E-03 0.89 0.91 0.75
N-Acetylleucine branched chain amino acid 2.5 E-03 1.29 1.13 1.24
Hydroxyasparagine* Alanine/aspartate 2.5 E-03 1.37 1.82 1.25
N-Acetylserine Glycine/serine/threonine 2.7 E-03 1.48 1.85 1.17

Nucleotides

5,6-Dihydrouridine Pyrimidine 7.4 E-03 1.27 2.09 1.35
Orotidine Pyrimidine 7.4 E-03 1.50 2.46 1.23
Cytidine Pyrimidine 7.4 E-03 0.80 1.20 0.86
Dihydroorotate Pyrimidine 9.6 E-03 1.72 1.21 1.25

A two-way ANOVA was performed on log-transformed data in Metaboanalyst as described in Methods. Fold change at each time point for
each individual was calculated on unlogged data. The average fold change for each metabolite in wasting patients was then divided by
the average fold change in non-wasting patients at the same time point to give W/NW. C(x) refers to carbon chain length; DC
dicarboxylate; GPC, glycerol phosphsphorylcholine; GPE, glycerol phosphsphorylethanolamine; GPI, glycerol phosphsphorylinositol;
*metabolite identification by mass spectrum only.
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module, which was enriched for acetylated fatty acids and
fatty acid dicarboxylates (Table S11).

Discussion

Our analysis identifies both general trends in the metabolic re-
sponse of individuals to surgery (defined as all procedures in
preparation for surgery and in the immediate post-surgical
maintenance of the patient, in addition to the surgical proce-
dure itself) as well as particular differences associated with
either the loss of muscle mass or function. Together, they pro-
vide a picture where there is a significant loss of lipids from
the circulation, and that differences in cortisol metabolism
and mitochondrial function prior to surgery contribute to
the differences in the muscle response of individuals to this in-
sult. We will deal briefly with the general consequences and
then focus on changes associated with changes in muscle
mass and function as these were the focus of this study.

General changes

There are several likely drivers of changes in metabolites that
will occur in all patients. The first is the potential for an early

starvation response as the patients starved prior to surgery
(mostly overnight) and remain starved for a significant period
after the operation. The second is a direct response in the
level of metabolites released from damaged tissue. Third,
there is the potential for the effects of the range of pharmaco-
logical agents used to anaesthetise and stabilize the physiol-
ogy of the patients during surgery as well as for post-surgical
analgesia. Finally, there are potential effects of the cardiopul-
monary bypass process itself, including inflammation, the
ischemia-reperfusion response that will arise from the appli-
cation and subsequent release of the aortic cross clamp and
any interactions of the blood with oxygenator membranes
and other exogenous surfaces. These factors will drive the
early changes in metabolome and will contribute to the later
metabolic profile as will the inactivity and other pharmacolog-
ical interventions required by the period of time spent in the
ICU and high-dependency unit. Other than the presence of
drugs in the circulation, the most striking general trend is a
reduction in the levels of many circulating lipids including
lysophospholipids and NEFA. The early response of mammals
to starvation is characterized by glycogenolysis and gluconeo-
genesis, with lipids released from stores increasing
plasma NEFA. This response was demonstrated in a recent
metabolomic study of starvation in healthy human subjects
that showed a marked increase in circulating NEFA in the first

Table 6 Metabolites in the plasma on Day 7 correlated with loss of grip strength over the 7 days

Metabolite Pathway/type Module r P

Paraxanthine Xanthine metabolism black 0.83 3.0E-05
1,7-Dimethylurate Xanthine metabolism black 0.82 6.2E-05
1,3-Dimethylurate Xanthine metabolism black 0.81 7.1E-05
5.Acetylamino-6-amino-3-methyluracil Xanthine metabolism black 0.80 1.1E-04
3-Methyl-catechol-sulfate Benzoate metabolism black 0.76 4.0E-04
5-Acetylamino-6-formylamino-3-methyluracil Xanthine metabolism black 0.76 4.5E-04
1,3,7-Trimethylurate Xanthine metabolism black 0.75 4.9E-04
Theophylline Xanthine metabolism black 0.75 6.0E-04
Sucrose Disaccharides and oligosaccharides black 0.74 6.3E-04
Caffeic acid sulfate Xanthine metabolism black 0.74 7.0E-04
3-Hydroxypyridine sulfate Chemical black 0.72 1.1E-03
Theobromine Xanthine metabolism black 0.71 1.3E-03
Catechol sulfate Benzoate metabolism black 0.71 1.3E-03
1-(1-Enyl-stearoyl)-2-arachidonoyl-GPE (P-18:0/20:4) Plasmalogen blue 0.71 1.5E-03
Quinate Food component/plant black 0.69 2.1E-03
Cytidine Pyrimidine metabolism, Cytidine containing blue �0.68 2.6E-03
1-Methylxanthine Xanthine metabolism black 0.68 2.6E-03
N-Palmitoylserine Endocannabinoid red 0.68 2.7E-03
Caffeine Xanthine metabolism black 0.68 2.7E-03
Guaiacol sulfate Benzoate metabolism black 0.68 2.9E-03
1-Methylurate Xanthine metabolism black 0.66 3.7E-03
Trigonelline (N′-methylnicotinate) Nicotinate and nicotinamide metabolism black 0.66 4.0E-03
Mannose Fructose, mannose, and galactose metabolism black �0.64 5.2E-03
Perfluorooctanesulfonate Chemical green �0.63 6.2E-03
3-Methylxanthine Xanthine metabolism black 0.63 6.4E-03
Atorvastatin lipitor Xenobiotics black �0.63 6.6E-03
1-(1-Enyl-palmitoyl)-2-Arachidonoyl-GPE (P-16:0/20:4) Plasmalogen blue 0.63 6.8E-03
Atorvastatin lactone Xenobiotics black �0.62 7.7E-03
3-Hydroxybutyrylcarnitine Fatty acid metabolism(acyl carnitine) blue �0.61 8.7E-03
2,3-Dihydroxyisovalerate Food component/plant black 0.61 8.8E-03
7-Methylurate Xanthine metabolism black 0.61 9.6E-03

GPE, glycerol phosphorylethanolamine.
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2 days of starvation.25 This response is opposite to the reduc-
tion in these metabolites that we see here, suggesting that
any starvation response is masked by other factors. Other
studies of patients undergoing bypass surgery have also
shown reduced circulating lipids.26,27 One possible cause for
this loss is the loss of the lipids in the oxygenator membrane,
a suggestion supported by the observation that Day 1 is the
lowest measured value for the majority of these lipids.

Differences between wasting and non-wasting
patients

The metabolic changes that differentiate wasting and
non-wasting patients can be classified into those that identify
potential biomarkers of wasting and those that provide
mechanistic information.

Potential biomarkers of wasting
The metabolites that are potential circulating biomarkers of a
wasting process include amino acids and nucleotides that
most likely represent the breakdown of muscle tissue and
loss of ATP. Consistent with these molecules representing
increased muscle breakdown, rather than reflecting tissue
damage directly caused by the surgery, they were increased
following surgery to a greater extent in the patients who
wasted than in those who did not. Prominent in the amino
acids were the methyl derivatives of histidine, consistent with
the use of 3-methyl-histidine as a marker of elevated muscle
breakdown. Furthermore, circulating creatinine was higher in
wasting patients than in those who did not waste. Similarly,
there is evidence of increased plasma purines and other
nucleotide derivatives. The increased purines (uric acid,
xanthine, and hypoxanthine) are often used as markers of
oxidative stress.28,29 However, in this case, it is also possible
that they represent loss of ATP (and other nucleotides) as
part of tissue loss and turnover. The amounts of these metab-
olites in circulation tend to peak at or around Day 3 suggest-
ing that this is the period of maximal protein degradation.

Potential mechanistic markers

Two sets of metabolites that differed between wasting and
non-wasting patients perhaps provide some mechanistic
information with one set suggesting differences in cortisol
metabolism and the other indicating a role for mitochondrial
dysfunction in muscle wasting.

Cortisol metabolism
Unsurprisingly, in all patients, there was a marked increase in
circulating concentrations of cortisol following surgery.
Circulating cortisol did not differ between wasting and
non-wasting patients, but there was no significant increase
in cortisone in the plasma of patients who wasted whereas

cortisone increased markedly in non-wasting patients. Corti-
sol is a potent signal for muscle wasting,30 raising the possibil-
ity that differences in cortisol metabolism could account for
part of the difference in muscle wasting. Cortisol conversion
to cortisone is catalyzed by 11-β-hydroxysteroid dehydroge-
nase 2 (11-βHSD2) and to tetrahydrocortisone by the 5α
and 5β-cortisol reductases.31,32 The higher cortisol:cortisone
ratio in the wasting patients than in the non-wasting patients
in the presence of a similar increase in cortisol suggests that
overall 11-βHSD2 levels are lower in the wasting patients.
Previous studies have shown that the increase in cortisol in
response to critical illness is only partly due to increased
cortisol production and that reduced cortisol metabolism
and clearance contributes to the residual increase.33 The pro-
posed mechanism reducing 11-βHSD2 and cortisol reductase
activity was increased circulating bile acids and their metabo-
lites acting as inhibitors. However, whilst bile acids increased
following surgery, the majority did not show a significant
difference between wasting and non-wasting patients, and
those that did were higher in the non-wasting patients indi-
cating that they were not responsible for the difference in
cortisol metabolism. It is possible therefore that intrinsic
differences in the relative activity of 11-βHSD2, 11-βHSD1,
and the cortisol reductases contribute to the variation in
metabolism seen in these patients. Such differences may be
caused by genetic differences affecting expression or activity,
such as the polymorphisms in 11-βHSD2 that associate with
hypertension,34 or epigenetic variation, as studies in rats
and in humans have shown differential methylation of the
11-βHSD2 locus is associated with hypertension.35–37 Whilst
the examples given affect 11-βHSD2 activity, genetic and
epigenetic variation at other loci may also contribute to
differences in cortisol metabolism.

Mitochondrial dysfunction
Two of the major sets of metabolites (fatty acid
dicarboxylates and the acyl carnitine derivatives) were (i)
elevated by surgery and (ii) associated with reduced muscle
mass and loss of strength. Conversion of fatty acids into their
acetyl carnitine derivatives allow them to be transported into
mitochondria for β-oxidation. As the generation of the acetyl
carnitine derivatives is not rate limiting in the oxidation of
fatty acids and occurs outside mitochondria, acyl carnitines
can accumulate in cells with reduced mitochondrial activity
and from there enter the circulation. Consequently, increased
circulating acyl-carnitine levels have been used as a marker
of mitochondrial dysfunction.38 For example, increased acyl
carnitines have been shown in response to liver damage
caused by paracetamol overdose but not to liver damage
caused by furosemide.38 Increased acyl carnitines have been
reported in patients with heart failure39 in which their levels
are associated with a number of disease parameters including
N-terminal pro-brain natriuretic peptide and urea40 as
well as predicting cardiovascular mortality.41 Increased acyl
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carnitines are also present in the circulation of patients with
critical illness and again associated with mitochondrial
dysfunction.42 In this case, levels correlated positively with
mitochondrial DNA in the circulation. Dicarboxylate fatty
acids are also markers of oxidative stress and damage that
occurs in response to mitochondrial dysfunction. Like the acyl
carnitines, increased circulating fatty acid dicarboxylates are
present in heart failure39,43 as well as in the metabolic
syndrome.44 The carnitine derivatives of these dicarboxylates
have also been shown to be predictive of increased mortality
in patients following coronary artery bypass grafting.45 Our
data therefore indicate that mitochondrial dysfunction is an
important component of the maintenance of muscle function
in disease and with the loss of muscle mass and function
following surgery.

The observation that mitochondrial dysfunction is associ-
ated with an increased potential for muscle loss in patients
with critical illness is consistent with a number of other
studies both in animals and in man. In mouse models of
sepsis, there is a marked reduction in mitochondrial mass
and function as demonstrated by a reduction in metabolic
rate.46 Similarly, patients with multi-organ failure who sur-
vive show higher levels of PGC1α and better maintenance
of complex I activity, indicative of maintained mitochondrial
function.47 In a long-term rat model of sepsis, reduced com-
plex I activity and ATP depletion were also associated with
mortality.48 Two studies have indicated that mitochondrial
dysfunction as a consequence of the co-morbidities of the
patient prior to critical illness is associated with muscle loss
and/or weakness. First, in the early phase of critical illness
Puthucheary et al. showed a greater reduction in muscle
ATP levels and loss of mitochondrial function in patients
with significant co-morbidities prior to the period of critical
illness and these patients lost more muscle than those with
better preserved mitochondrial function.49 Second, our
study of miRNAs in this cohort of patients showed that
pre-surgical miR-542-3p was proportional to the amount of
muscle lost in patients and that elevated expression of this
miRNA caused mitochondrial dysfunction by disrupting mi-
tochondrial ribosome formation.50 That expression of this
miRNA is inversely proportional to left ventricular ejection
fraction in our aortic surgery patients and to transfer capac-
ity for carbon monoxide (TLCO) in COPD patients provides a
potential mechanism by which the primary disease may pro-
mote muscle mitochondrial dysfunction to reduce energy
usage in the muscle.50,51

Comparing the circulating proteome with the metabolome
both before and after surgery suggests potential regulators
of the changes in metabolism. This analysis suggests a role
for both GDF-15, IL-15, and IL-8 in the metabolic response
to surgery. GDF-15 is an anorexogenic hormone that
inhibits appetite by activating the GFRAL receptor in the
hippocampus.10 At face value, therefore the associations of
GDF-15 with metabolome may be through reduced food

intake. However, this may not be the case for the associa-
tion of the metabolome on Day 1 after surgery, as both
the metabolome levels and GDF-15 levels have changed,
but all the patients remain unfed. Furthermore, the associa-
tion with amino acids in circulation on Day 3 is consistent
with a direct role for circulating GDF-15 on muscle protein
turnover. We have previously shown that over-expression
of GDF-15 in the tibialis anterior of mice leads to atrophy
of the GDF-15 expressing muscle (10% loss in 14 days) but
no loss in the contra-lateral control.12 Furthermore, we
have shown GDF-15 can increase transforming growth
factor-β (TGF-β) activated kinase 1 (TAK1) activity, in muscle
cells in culture52 in the absence of any SMAD response
suggesting that these effects are independent of contami-
nating TGF- β1, which has previously been shown in com-
mercial preparations of GDF-15. These data together with
the association of GDF-15 with muscle size and function
but not BMI in COPD and pulmonary arterial hypertension
patients imply that GDF-15 can signal directly in the muscle.
However, the signalling mechanism involved remains to be
fully established. We also cannot rule out the possibility that
the associations occur in our patients because of direct or in-
direct associations of GDF-15 with other signalling factors. To
investigate this problem in our patients, we also compared
the circulating metabolome with levels of all chemokines
identified by the Somalogic assay as well as with GDF-15 in
the same assay. This analysis confirmed the ELISA analysis
for GDF-15 but also identified IL-8, CCL-23, and IL-15RA
as strongly associated with plasma metabolome. These cyto-
kines and receptor are all elevated in response to the surgi-
cal insult. Of these cytokines/cytokine receptors, IL-15RA has
previously been shown to directly affect oxidative metabo-
lism. In humans, polymorphisms in IL-15 and IL-15RA are as-
sociated with elite athletic performance,53 and in mice,
deletion of IL-15RA leads to increased fatigue resistance
and an increase in muscle mitochondrial density,54 a pheno-
type that is similar to that of mice that over-express IL-15,55

raising the possibility that IL-15RA inhibits IL-15 signalling in
muscle. IL-15RA is a high-affinity IL-15 binding protein that
lacks intrinsic kinase activity but has been suggested to be
either a component of a tripartite receptor complex or to
present IL-15 to other cells for signalling. The tissue source
of the circulating IL-15RA is not known, but the receptor
can be synthesized both in a membrane bound and soluble
form. This soluble form of IL-15RA acts as an inhibitor of cir-
culating IL-15 suggesting that reduced IL-15 signalling may
account for some of the loss of mitochondrial function
following surgery.

Limitations of the study

Our study identifies significant changes in the metabolism of
patients following aortic surgery some of which appear to
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distinguish patients who lose muscle from those who do not.
Furthermore, it suggests that mitochondrial dysfunction and
differential cortisol metabolism are important components
of this process. However, the study is correlative in nature
and although it is supported by other studies, this study does
not establish causation. Our model of muscle loss associated
with critical illness is specific to the patient group we have
investigated who spend a relatively short time in intensive
care. Extrapolation of our findings to a wider critical illness
population therefore requires significant care.

The are many factors that lead to muscle loss on the ICU,
added to which patients are in a critical condition and have
probably started to lose muscle mass prior to their entry to
the unit, making quantifying absolute muscle loss difficult.
The extent of muscle loss is likely to be dependent on the
cause of critical illness (e.g. sepsis, trauma, or surgery), the
severity of the illness, duration of inactivity, and associated
pharmacotherapy. For example, differences in the size or
type of the event can be seen in the greater loss of strength
in patients that have an open rather than laparoscopic
cholecystectomy.17 In this study, patients undergoing open
surgery had a larger acute phase response than those under-
going the laparoscopic intervention. In our study, the similar-
ities in surgery facilitate a focus on contributions of the
pre-surgical phenotype and/or the length of critical care stay
to muscle loss. Consistent with this suggestion, both
pre-surgical levels of GDF-15 and length of stay were greater
in the patients who wasted than those who did not, suggest-
ing that both the pre-morbid condition and time on the
ICU promote muscle loss. Consistent with a role for the
pre-morbid condition, in the full cohort of patients studied
here, we have shown that expression of miR-42456 and
miR-54250 in the quadriceps, prior to surgery, are directly
proportional to muscle loss following surgery. These miRNAs,
which suppress protein synthesis and mitochondrial function,
are associated with muscle mass and function in COPD pa-
tients and in older individuals.50,51,56 Furthermore, both
miR-542 and 424 are markedly elevated in patients with
established ICUAW. Similarly, Puthucheary et al. showed
that loss of ATP was a critical component of muscle loss
and that this preferentially occurred in patients with
pre-existing chronic disease.49 The data in this paper showing
pre-existing mitochondrial dysfunction is associated with the
loss of muscle mass and function add another consistent
layer of information to these observations.

In conclusion, our data indicate that in response to sur-
gery, there is a complex metabolic response with marked
proteolysis leading to an increase in free amino acids and
nucleotides that are detectable in the circulation. The extent
of loss of muscle is associated with this increase in free amino
acids. More importantly, our data suggest that differences
in cortisol metabolism and in pre-surgical mitochondrial
function are important factors in determining the extent of
muscle loss in response to this inflammatory insult.

Funding

This work was supported by GSK and the National Institute
for Health Research (NIHR) Respiratory Disease Biomedical
Research Unit at the Royal Brompton and Harefield NHS
Foundation Trust and Imperial College London who wholly
funded RP.

Online supplementary material

Additional supporting information may be found online in the
Supporting Information section at the end of the article.

Figure S1. Flow diagram showing the selection of samples
from the entire cohort
Figure S2. The effect of surgery on GDF-15 in the circulation of
wasting and non-wasting patients.
Figure S3. Whole genome co-expression network analysis
(WGCNA) of plasma metabolites before surgery.
Figure S4. Whole genome co-expression network analysis
(WGCNA) of plasma metabolites 1 day after surgery.
Figure S5. Whole genome co-expression network analysis
(WGCNA) of plasma metabolites 3 days after surgery.
Figure S6. Whole genome co-expression network analysis
(WGCNA) of plasma metabolites 7 days after surgery.
Figure S7. Whole genome co-expression network analysis
(WGCNA) of plasma metabolites 1 day after surgery com-
pared to plasma cytokines on the same day and their
receptors.
Figure S8. Whole genome co-expression network analysis
(WGCNA) of plasma metabolites before surgery compared
to plasma cytokines on the same day and their receptors.
Data S1. Excel file containing the following tables:
Table S1. Metabolites that differ (p<0.05) with time identi-
fied by 2-way ANOVA
Table S2. Metabolites that differ (p<0.05) with phenotype
identified by 2-way ANOVA
Table S3. Metabolites in light green and cyan clusters day 0
Table S4. Metabolites in plasma before surgery that associate
with RFCSA before surgery
Table S5. Metabolites in plasma before surgery that associate
with GDF-15 before surgery
Table S6. Metabolites in the red and turquoise modules on
day 1
Table S7. Metabolites in the turquoise modules on day 3
Table S8. Metabolites correlated with GDF-15 on day 3
Table S9. Metabolites correlated with GDF-15 on day 7
Table S10. Metabolites in the turquoise module on day 1 in
the subset of samples analysed by SOMAscan® assay
Table S11. Metabolites in the turquoise module on day 0 in
the subset of samples analysed by SOMAscan® assay
Data S2. Normalised metabolite levels for all samples

Metabolic profiling of muscle wasting after surgery 1333

Journal of Cachexia, Sarcopenia and Muscle 2020; 11: 1321–1335
DOI: 10.1002/jcsm.12597



Conflicts of Interest

P.K. reports personal fees from GSK, outside the submitted
work. M.G. reports grants, personal fees, and non-financial
support from GSK, personal fees from BI, personal fees from
Silence therapeutics, personal fees from Cell catapult, outside
the submitted work; all other authors have no conflicts of
interest.

Ethical approvals

Each clinical study was approved by the appropriate ethics
committee. The appropriate study number is 07/Q0204/68.
Written informed consent was obtained from all participants
in the studies.

Author contributions

The overall study was designed by P.K., A.R., and M.G. Pa-
tients were recruited and samples were collected by R.P.
The laboratory studies were performed by R.P. P.K. wrote
the first draft of the paper, and all authors provided critical
appraisal and input into the manuscript.

Acknowledgements

The authors certify that they comply with the ethical guide-
lines for publishing in the Journal of Cachexia, Sarcopenia
and Muscle: update 2019.57

References

1. Gore DC, Jahoor F. Deficiency in peripheral
glutamine production in pediatric patients
with burns. J Burn Care Rehabil. 2000;
21:171, discussion 2-7.

2. Lightfoot A, McArdle A, Griffiths RD. Mus-
cle in defense. Crit Care Med. 2009;37:
S384–S390.

3. Biolo G, Fleming RY, Maggi SP, Nguyen TT,
Herndon DN, Wolfe RR. Inhibition of mus-
cle glutamine formation in hypercatabolic
patients. Clin Sci (Lond). 2000;99:189–194.

4. Kemp PR, Griffiths M, Polkey MI. Muscle
wasting in the presence of disease, why is
it so variable? Biol Rev Camb Philos Soc.
2019;94:1038–1055.

5. Anker SD, Sharma R. The syndrome of car-
diac cachexia. Int J Cardiol. 2002;85:51–66.

6. Natanek SA, Gosker HR, Slot IG, Marsh GS,
Hopkinson NS, Man WD, et al. Heterogene-
ity of quadriceps muscle phenotype in
chronic obstructive pulmonary disease
(COPD); implications for stratified medi-
cine? Muscle Nerve. 2013;48:488–497.

7. Agusti A, Calverley PM, Celli B, Coxson HO,
Edwards LD, Lomas DA, et al. Characterisa-
tion of COPD heterogeneity in the ECLIPSE
cohort. Respir Res. 2010;11:122.

8. Bloch SA, Lee JY, Wort SJ, Polkey MI, Kemp
PR, Griffiths MJ. Sustained elevation of
circulating growth and differentiation
factor-15 and a dynamic imbalance in me-
diators of muscle homeostasis are associ-
ated with the development of acute
muscle wasting following cardiac surgery.
Crit Care Med. 2013;41:982–989.

9. Yang L, Chang CC, Sun Z, Madsen D, Zhu H,
Padkjaer SB, et al. GFRAL is the receptor
for GDF15 and is required for the
anti-obesity effects of the ligand. Nat
Med. 2017;23:1158–1166.

10. Emmerson PJ, Wang F, Du Y, Liu Q, Pickard
RT, Gonciarz MD, et al. The metabolic ef-
fects of GDF15 are mediated by the orphan

receptor GFRAL. Nat Med. 2017;23:
1215–1219.

11. Mullican SE, Lin-Schmidt X, Chin CN,
Chavez JA, Furman JL, Armstrong AA,
et al. GFRAL is the receptor for GDF15
and the ligand promotes weight loss in
mice and nonhuman primates. Nat Med.
2017;23:1150–1157.

12. Patel MS, Lee JY, Baz M, Wells CE, Bloch
SAA, Lewis A, et al. GDF-15 is associated
with muscle mass in COPD and promotes
muscle wasting in vivo. J Cachexia
Sarcopenia and Muscl. 2016;7:436–448.

13. Berber R, Khoo M, Cook E, Guppy A, Hua J,
Miles J, et al. Muscle atrophy and metal-
on-metal hip implants: a serial MRI study
of 74 hips. Acta Orthop. 2015;86:351–357.

14. Chen SY, Wu N, Lee YC, Zhao Y. Association
between muscle atrophy/weakness and
health care costs and utilization among pa-
tients receiving total knee replacement
surgery: a retrospective cohort study. J
Pain Res. 2013;6:595–603.

15. Vaurs C, Dimeglio C, Charras L, Anduze Y,
Chalret du Rieu M, Ritz P. Determinants
of changes in muscle mass after bariatric
surgery. Diabetes Metab. 2015;41:
416–421.

16. Kim YH, Park UJ, Chung HS, Hong SH, Park
CS, Choi JH, et al. Recovery of the psoas
muscle index in living donors after a right
lobe hepatectomy for liver transplantation:
a single-center experience. Transplant
Proc. 2019;51:1853–1860.

17. Jakeways MS, Mitchell V, Hashim IA, Chad-
wick SJ, Shenkin A, Green CJ, et al. Meta-
bolic and inflammatory responses after
open or laparoscopic cholecystectomy. Br
J Surg. 1994;81:127–131.

18. Paul R, Lee J, Donaldson AV, Connolly M,
Sharif M, Natanek SA, et al. miR-422a sup-
presses SMAD4 protein expression and
promotes resistance to muscle loss.

J Cachexia Sarcopenia Muscle. 2018;9:
119–128.

19. Langfelder P, Horvath S. WGCNA: an R
package for weighted correlation network
analysis. BMC Bioinformatics. 2008;9:559.

20. Pei G, Chen L, Zhang W. WGCNA applica-
tion to proteomic and metabolomic data
analysis. Methods Enzymol. 2017;585:
135–158.

21. Seymour JM, Ward K, Sidhu PS,
Puthucheary Z, Steier J, Jolley CJ, et al. Ul-
trasound measurement of rectus femoris
cross-sectional area and the relationship
with quadriceps strength in COPD. Thorax.
2009;64:418–423.

22. Van Damme P, Arnesen T, Gevaert K. Pro-
tein alpha-N-acetylation studied by N-
terminomics. FEBS J. 2011;278:3822–3834.

23. Utsumi T, Sato M, Nakano K, Takemura D,
Iwata H, Ishisaka R. Amino acid residue
penultimate to the amino-terminal gly res-
idue strongly affects two cotranslational
protein modifications, N-myristoylation
and N-acetylation. J Biol Chem 2001;276:
10505–10513.

24. Miura Y. The biological significance of
omega-oxidation of fatty acids. Proc Jpn
Acad Ser B Phys Biol Sci. 2013;89:370–382.

25. Steinhauser ML, Olenchock BA, O’Keefe J,
Lun M, Pierce KA, Lee H, et al. The circulat-
ing metabolome of human starvation. JCI
Insight. 2018;3:e121434.

26. Kirov H, Schwarzer M, Neugebauer S,
Faerber G, Diab M, Doenst T. Metabolomic
profiling in patients undergoing off-pump
or on-pump coronary artery bypass sur-
gery. BMC Cardiovasc Disord. 2017;17:93.

27. Maltesen RG, Rasmussen BS, Pedersen S,
Hanifa MA, Kucheryavskiy S, Kristensen
SR, et al. Metabotyping patients’ journeys
reveals early predisposition to lung injury
after cardiac surgery. Sci Rep. 2017;
7:40275.

1334 P.R. Kemp et al.

Journal of Cachexia, Sarcopenia and Muscle 2020; 11: 1321–1335
DOI: 10.1002/jcsm.12597



28. Quinlan GJ, Lamb NJ, Tilley R, Evans TW,
Gutteridge JM. Plasma hypoxanthine levels
in ARDS: implications for oxidative stress,
morbidity, and mortality. Am J Respir Crit
Care Med. 1997;155:479–484.

29. Marrocco I, Altieri F, Peluso I. Measure-
ment and clinical significance of bio-
markers of oxidative stress in humans.
Oxid Med Cell Longev. 2017;2017:6501046.

30. Braun TP, Marks DL. The regulation of mus-
cle mass by endogenous glucocorticoids.
Front Physiol. 2015;6:12.

31. Chapman K, Holmes M, Seckl J. 11beta-hy-
droxysteroid dehydrogenases: intracellular
gate-keepers of tissue glucocorticoid ac-
tion. Physiol Rev. 2013;93:1139–1206.

32. Nixon M, Upreti R, Andrew R. 5alpha-re-
duced glucocorticoids: a story of natural
selection. J Endocrinol. 2012;212:111–127.

33. Boonen E, Vervenne H, Meersseman P,
Andrew R, Mortier L, Declercq PE, et al. Re-
duced cortisol metabolism during critical
illness. N Engl J Med. 2013;368:1477–1488.

34. Melander O, Orho-Melander M, Bengtsson
K, Lindblad U, Rastam L, Groop L, et al. As-
sociation between a variant in the 11
beta-hydroxysteroid dehydrogenase type
2 gene and primary hypertension. J Hum
Hypertens. 2000;14:819–823.

35. Alikhani-Koopaei R, Fouladkou F, Frey FJ,
Frey BM. Epigenetic regulation of 11
beta-hydroxysteroid dehydrogenase type
2 expression. J Clin Invest. 2004;114:
1146–1157.

36. Pizzolo F, Friso S, Morandini F, Antoniazzi F,
Zaltron C, Udali S, et al. Apparent mineral-
ocorticoid excess by a novel mutation and
epigenetic modulation by HSD11B2
promoter methylation. J Clin Endocrinol
Metab. 2015;100:E1234–E1241.

37. Han L, Liu Y, Duan S, Perry B, Li W, He Y.
DNA methylation and hypertension:
emerging evidence and challenges. Brief
Funct Genomics. 2016;15:460–469.

38. McGill MR, Li F, Sharpe MR, Williams CD,
Curry SC, Ma X, et al. Circulating
acylcarnitines as biomarkers of mitochon-
drial dysfunction after acetaminophen
overdose in mice and humans. Arch
Toxicol. 2014;88:391–401.

39. Hunter WG, Kelly JP, McGarrah RW 3rd,
Khouri MG, Craig D, Haynes C, et al.
Metabolomic profiling identifies novel

circulating biomarkers of mitochondrial
dysfunction differentially elevated in heart
failure with preserved versus reduced ejec-
tion fraction: evidence for shared meta-
bolic impairments in clinical heart failure.
J Am Heart Assoc. 2016;5:e003190.

40. Gueant Rodriguez RM, Spada R, Pooya S,
Jeannesson E, Moreno Garcia MA, Anello
G, et al. Homocysteine predicts increased
NT-pro-BNP through impaired fatty acid
oxidation. Int J Cardiol. 2013;167:768–775.

41. Strand E, Pedersen ER, Svingen GF, Olsen T,
Bjorndal B, Karlsson T, et al. Serum
acylcarnitines and risk of cardiovascular
death and acute myocardial infarction in
patients with stable angina pectoris. J Am
Heart Assoc. 2017;6:e003620.

42. Johansson PI, Nakahira K, Rogers AJ,
McGeachie MJ, Baron RM, Fredenburgh
LE, et al. Plasma mitochondrial DNA and
metabolomic alterations in severe critical
illness. Crit Care. 2018;22:360.

43. Shah SH, Sun JL, Stevens RD, Bain JR,
Muehlbauer MJ, Pieper KS, et al. Baseline
metabolomic profiles predict cardiovascu-
lar events in patients at risk for coronary
artery disease. Am Heart J. 2012;163:
844–850, e1.

44. Korsholm AS, Kjaer TN, Ornstrup MJ, Pe-
dersen SB. Comprehensive metabolomic
analysis in blood, urine, fat, and muscle
in men with metabolic syndrome: a
randomized, placebo-controlled clinical
trial on the effects of resveratrol after
four months’ treatment. Int J Mol Sci.
2017;18:E554.

45. Shah AA, Craig DM, Sebek JK, Haynes C,
Stevens RC, Muehlbauer MJ, et al. Meta-
bolic profiles predict adverse events after
coronary artery bypass grafting. J Thorac
Cardiovasc Surg. 2012;143:873–878.

46. Singer M. The role of mitochondrial dys-
function in sepsis-induced multi-organ fail-
ure. Virulence. 2014;5:66–72.

47. Carre JE, Orban JC, Re L, Felsmann K, Iffert
W, Bauer M, et al. Survival in critical illness
is associated with early activation of mito-
chondrial biogenesis. Am J Respir Crit Care
Med. 2010;182:745–751.

48. Brealey D, Karyampudi S, Jacques TS,
Novelli M, Stidwill R, Taylor V, et al. Mito-
chondrial dysfunction in a long-term ro-
dent model of sepsis and organ failure.

Am J Physiol Regul Integr Comp Physiol.
2004;286:R491–R497.

49. Puthucheary ZA, Astin R, McPhail MJW,
Saeed S, Pasha Y, Bear DE, et al. Metabolic
phenotype of skeletal muscle in early criti-
cal illness. Thorax. 2018;73:926–935.

50. Farre Garros R, Paul R, Connolly M, Lewis
A, Garfield BE, Natanek SA, et al. miR-542
promotes mitochondrial dysfunction and
SMAD activity and is raised in ICU acquired
weakness. Am J Respir Crit Care Med
2017;196:1422–1433.

51. Farre-Garros R, Lee JY, Natanek SA,
Connolly M, Sayer AA, Patel HP, et al.
Quadriceps miR-542-3p and 5p are
elevated in COPD and reduce function
by inhibiting ribosomal and protein synthe-
sis. J Appl Physiol (1985) 2019;126:
1514–1524.

52. Garfield BE, Crosby A, Shao D, Yang P, Read
C, Sawiak S, et al. Growth/differentiation
factor 15 causes TGFbeta-activated kinase
1-dependent muscle atrophy in pulmonary
arterial hypertension. Thorax. 2019;74:
164–176.

53. Pescatello LS, Devaney JM, Hubal MJ,
Thompson PD, Hoffman EP. Highlights from
the functional single nucleotide polymor-
phisms associated with human muscle size
and strength or FAMuSS study. Biomed Res
Int. 2013;2013:643575.

54. Loro E, Bisetto S, Khurana TS. Mitochon-
drial ultrastructural adaptations in fast
muscles of mice lacking IL15RA. J Cell Sci.
2018;131.

55. Nadeau L, Patten DA, Caron A, Garneau L,
Pinault-Masson E, Foretz M, et al. IL-15
improves skeletal muscle oxidative
metabolism and glucose uptake in associa-
tion with increased respiratory chain
supercomplex formation and AMPK path-
way activation. Biochim Biophys Acta Gen
Subj. 1863;2019:395–407.

56. Connolly M, Paul R, Farre-Garros R,
Natanek SA, Bloch S, Lee J, et al. miR-424-
5p reduces ribosomal RNA and protein syn-
thesis in muscle wasting. J Cachexia
Sarcopenia Muscle. 2018;9:400–416.

57. von Haehling S, Morley JE, Coats AJS, Anker
SD. Ethical guidelines for publishing in the
Journal of Cachexia, Sarcopenia and Mus-
cle: update 2019. J Cachexia Sarcopenia
Muscle. 2019;10:1143–1145.

Metabolic profiling of muscle wasting after surgery 1335

Journal of Cachexia, Sarcopenia and Muscle 2020; 11: 1321–1335
DOI: 10.1002/jcsm.12597



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends false
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2001
  ]
  /PDFX1aCheck true
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Euroscale Coated v2)
  /PDFXOutputConditionIdentifier (FOGRA1)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <>
    /CHT <>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF che devono essere conformi o verificati in base a PDF/X-1a:2001, uno standard ISO per lo scambio di contenuto grafico. Per ulteriori informazioni sulla creazione di documenti PDF compatibili con PDF/X-1a, consultare la Guida dell'utente di Acrobat. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 4.0 e versioni successive.)
    /JPN <>
    /KOR <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die moeten worden gecontroleerd of moeten voldoen aan PDF/X-1a:2001, een ISO-standaard voor het uitwisselen van grafische gegevens. Raadpleeg de gebruikershandleiding van Acrobat voor meer informatie over het maken van PDF-documenten die compatibel zijn met PDF/X-1a. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 4.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENG (Modified PDFX1a settings for Blackwell publications)
    /ENU (Use these settings to create Adobe PDF documents that are to be checked or must conform to PDF/X-1a:2001, an ISO standard for graphic content exchange.  For more information on creating PDF/X-1a compliant PDF documents, please refer to the Acrobat User Guide.  Created PDF documents can be opened with Acrobat and Adobe Reader 4.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /HighResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


