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Abstract

Background: High-intensity exercise induces many metabolic responses. In is unknown whether the response in
the peripheral blood mononuclear cells (PBMCs) reflects the response in skeletal muscle and whether mRNA
expression after exercise can be modulated by nutritional intake.
The aims were to (i) investigate the effect of dairy proteins on acute responses to exercise in skeletal muscle and
PBMCs measuring gene expression and (ii) compare this response in young and older subjects.

Methods: We performed two separate studies in young (20–40 years) and older subjects (≥70 years). Subjects were
randomly allocated to a milk group or a whey group. Supplements were provided immediately after a standardized
exercise session. We measured mRNA expression of selected genes after a standardized breakfast and 60/120 min
after finishing the exercise, using RT-qPCR.

Results: We observed no significant differences in mRNA expression between the milk and the whey group; thus,
we merged both groups for further analysis. The mRNA expression of IL6, TNF, and CCL2 in skeletal muscle
increased significantly after exercise compared with smaller or no increase, in mRNA expression in PBMCs in all
participants. The mRNA expression of IL1RN, IL8, and IL10 increased significantly in skeletal muscle and PBMCs. Some
mRNA transcripts were differently regulated in older compared to younger participants in PBMCs.

Conclusions: An acute bout of heavy-load strength exercise, followed by protein supplementation, caused
overlapping, but also unique, responses in skeletal muscle and PBMCs, suggesting tissue-specific functions in
response to exercise. However, no different effects of the different protein supplements were observed. Altered
mRNA expressions in PBMCs of older participants may affect regenerative mechanisms.
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Fig. 1 a In study 1, participants were randomized into one of two
groups, receiving either milk or whey supplements. Participants in the
whey group were testing two different whey products in a randomized
order. All groups performed the exercise. There was a minimum 1 week
between test days in the crossover part of the study. b In study 2,
participants were randomized into one of two groups, receiving either
milk or native whey supplements in combination with exercise.WPC80
whey protein concentrate with 80% protein, N whey native whey
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Background
High-intensity physical exercise induces several metabolic
responses and represents a major challenge to whole-body
homeostasis. Numerous adaptations take place to meet
this challenge, both locally (including changes in mRNA
expression and protein levels) and systemically (including
hormonal signaling and organ crosstalk) [1–3]. Ultimately,
these events will promote altered expression of the key
proteins in skeletal muscle [4–6], as well as the immune
system [5, 7, 8]. To study alternations in gene expression
levels of the immune system in response to short- and
long-term nutritional interventions, peripheral blood
mononuclear cells (PBMCs) have been used as a surrogate
model [9, 10]. Whether PBMCs are a good model system
for studying gene expression levels in skeletal muscle in
response to exercise is less known.
A growing number of studies show that mRNA expres-

sion in the recovery phase from exercise can be modu-
lated by nutritional intake [11–16]. Intake of sufficient
energy and protein, in combination with regular exercise,
may promote muscle protein synthesis [17–20]. Dairy
proteins have been hypothesized to modulate inflamma-
tion by having anti-inflammatory properties [21–23].
However, we know little about how different dairy pro-
teins affect mediators of the immune system after an acute
bout of exercise.
Aging is associated with a range of cellular and bio-

chemical changes, including increased inflammation, al-
tered cell migration and cell signaling [24], and may be
an important factor determining the molecular signature
of an acute bout of exercise. Previous studies suggest an
attenuated expression of markers released after exercise
in old compared to young subjects, in skeletal muscle
[25–32], in serum [33] as well as in the cells of the
immune system [34].
The aims of the present study were to (i) investigate the

effect of dairy proteins on acute responses to exercise in
skeletal muscle and PBMCs measuring mRNA expression
of selected genes and (ii) compare this response in young
and older subjects.

Methods
Study populations and experimental design
We performed two separate acute exercise studies, where
we supplemented young (20–45 years) and older (≥70 years)
adults with dairy products based on regular milk or whey
protein. Both studies were conducted at the Norwegian
School of Sports Sciences. The first study (study 1) was con-
ducted during the fall of 2013 and the second study (study
2) during the fall of 2014 and the spring of 2015. Written in-
formed consent was obtained from all participants.
In study 1, 24 resistance-trained young (mean age;

25.0 ± 3.5 years) and 17 recreationally active older (mean
age; 74.2 ± 3.8) healthy men and women were randomly
allocated into a milk group or a whey group. Further, sub-
jects in the whey group were randomized to receive whey
protein concentrate (WPC80) or native whey on the first
test day in a crossover design (Fig. 1a). Information about
the training habits in the last 6 months before inclusion
were obtained. In study 2, 25 young (mean age; 28.9 ±
5.8 years) and 24 older (mean age; 73.7 ± 3.4 years) healthy,
untrained men and women, were randomized into a milk
group or a native whey group (Fig. 1b). In both studies,
the appropriate test drink was consumed immediately after
performing a standardized exercise session. Participants
reported to be non-smokers with no cardiovascular dis-
eases or diabetes. In study 1, three older subjects had pre-
scribed medication for high blood pressure and two took
statins. In study 2, one older subject had prescribed antico-
agulants and six took statins. One older participant and
two young subjects did not complete the study and were
excluded from further analysis in study 1, whereas one
young participant did not complete the study and was ex-
cluded from further analysis in study 2.
On the morning of each test day, subjects reported to

the laboratory in a fasted state. Upon arrival, they were
served a standardized breakfast consisting of oatmeal,
water, rapeseed oil, and sugar (50 energy percent (E%)
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from carbohydrate, 8 E% from protein and 42 E% from
fat). All subjects finished the breakfast within 20 min.
One day before the exercise, and until the last perform-
ance test was completed the following day, all partici-
pants followed a standardized diet.

Protein supplements
The supplements were based on regular milk or whey pro-
tein (WPC80 or native whey proteins). The test products
were isocaloric and contained 20 g of protein (27 E%),
39 g carbohydrates (52 E%), and 7 g fat (21 E%), providing
approximately 300 kcal per serving. Thus, the main differ-
ence between test products was the amino acid compos-
ition, as illustrated in Table 1. Further, the production
method for WPC80 differed from that of native whey as
native whey was produced at low temperatures (below
60 °C). In both studies, the supplements were provided in
identical packages to ensure blinding of both the providers
and the participants, although the products were labeled
with color codes to ensure that the participants received
the correct products. The color-coding was provided by
the producer and was not revealed until the interventions
and statistical analyses were completed. All products had
the same flavor, color, and appearance.

Exercise protocols
In study 1, the young participants had experience with
strength training prior to inclusion, whereas the older
Table 1 The main difference between test products

Amino acids (% of total) Low-fat milk WPC80 Native wheya

Alanine 3.2 4.8 4.6

Arginine 3.3 2.4 2.7

Aspartate 7.5 10.6 10.8

Cysteine 0.8 2.1 2.5

Phenylalanine 4.7 3.3 3.8

Glutamic acid 20.4 17.1 17.4

Glycine 1.9 1.9 1.9

Histidine 2.7 1.9 2.2

Isoleucine 4.9 6.0 5.3

Leucine 9.6 10.3 11.8

Lysine 8.2 9.2 9.9

Methionine 2.5 2.1 2.3

Proline 9.7 6.4 5.5

Serine 5.6 5.4 4.7

Threonine 4.4 7.0 4.9

Tyrosine 3.5 2.1 2.9

Valine 6.0 5.7 5.3

Tryptophan 1.3 1.7 2.0

EAA 41.4 45.3 45.2
aMean values for native whey from studies 1 and 2
subjects had been recreationally active. To become ac-
customed with the exercise session, young participants
performed the exercise session twice prior to the test
day, whereas older subjects performed the exercise ses-
sion until they were familiar with the exercise (average
4.4 times, maximum of 6 times). These exercise sessions
were also used to determine the workload needed for
each participant. On the test day, the exercise session
lasted for 30 min and included 4 ×8 repetition maximum
(RM) of leg press and knee extension, with a new set
starting every third minute. Baseline was defined as
2.5 h after the standardized breakfast was served. The
exercise session started approximately 30 min after base-
line and was immediately followed by intake of a test
drink (3.5 h after breakfast was served). Subjects had to
finish the test drink within 5 min. Blood samples and
skeletal muscle biopsies were collected at baseline and
1 h after completing the exercise (Fig. 2).
Participants in study 2 were untrained, but they were

made familiar to the exercise session and the 10 RM
training loads were determined. On the test day, the ex-
ercise session lasted for 45 min and included 3 × 10 RM
of hammer squat, leg press, knee extension, bench press
(chest press in the older subjects), seated rowing, and
1 × 10 RM and 2 × 10 RM in a close grip pull-down and
shoulder press, respectively. A new set started every
third minute. In this study, baseline was defined as 1 h
after breakfast was served. The exercise session started
approximately 30 min after baseline and was immedi-
ately followed by the intake of a test drink (2.15 h after
breakfast was served), which had to be finished within
5 min. The blood samples and skeletal muscle biopsies
were collected at baseline and 2 h after completing the
exercise (Fig. 2).

Sampling and sample preparation
The venous blood samples were collected in BD Vacutai-
ner® CPTTM cell preparation tubes with sodium heparin
(Becton Dickinson, NJ, USA) and in BD Vacutainer®
SSTTMII Advanced tubes for serum (Becton Dickinson,
NJ, USA). Within 2 h of blood collection, PBMCs were
collected by density gradient centrifugation (1636g) for
Fig. 2 Timeline of study design and times of sampling in study 1 and
study 2. A standardized breakfast was served upon arrival, 2.5 h (study 1)
or 1 h (study 2) before the baseline samples were drawn. Thirty minutes
after baseline, a 30 (study 1)- or 45 (study 2)-min exercise session was
performed directly followed by intake of a protein drink. Post exercise
samples were drawn 1 (study 1) or 2 (study 2) h after finishing the drink
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25 min at room temperature. The cells were washed twice
(300g, 10 min) in PBS without CaCl2 and MgCl2. After the
last washing step, excess PBS was discarded. The pellet
was dissolved in the remaining liquid and transferred to
an Eppendorf tube, centrifuged (13000g, 3 min, 4 °C) and
frozen at −80 °C until further analysis. The serum samples
were left on the bench top for at least 30 min to ensure
complete coagulation, centrifuged (1550g, 15 min at room
temperature) and frozen at −80 °C until further analysis.
The muscle biopsies from the m. vastus lateralis were

collected at the same time points as the blood samples
with a modified Bergstrom technique [35]. The biopsies
were immediately cleaned from the blood and connective
tissue in physiological salt water at 4 °C, immersed into
RNAlater® solution (Ambion, Texas, USA), and stored
overnight at 4 °C. The following day, the biopsies were
transferred and stored at −80 °C until further analysis.
The biopsies were taken from the left leg, and the same
incision was used for both biopsies, but the needle was
placed in an angle so that the two sample sites were sepa-
rated by at least 5 cm. The second sample was always col-
lected proximal to the first sample.

Isolation of mRNA
mRNA was isolated from thawed PBMCs using Qiagen
RNease Mini Kit in accordance with the protocol provided
(QIAGEN GmbH, Germany). In brief, PBMC pellets were
lysed and homogenized in the presence of a highly denatur-
ing guanidine thiocyanate-containing buffer. Ethanol was
added to provide appropriate binding conditions before the
samples were applied to an RNeasy Mini spin column.
Contaminants were washed out using buffers in the kit. A
one-column DNase digest (QIAGEN GmbH, Germany)
was used to remove potential DNA contaminants. High-
quality RNA was eluted in 30 μL of RNase free water and
frozen at −80 °C until further analysis. In study 2, this
protocol was conducted using the QiaCube (QIAGEN
GmbH, Germany) in accordance with the protocol RNeasy
Mini Kit with Qiashredder columns and DNase digest.
High-quality RNA was eluted in 30 μL RNAse free water
and frozen at −80 °C until further analysis.
Without thawing, the muscle biopsies were ruptured

using a mortar and pestle (study 1) or a CryoGrinder
(study 2), followed by homogenization in Qiazol (QIAGEN
GmbH, Germany). Chloroform (1:5, v:v for chloroform:-
Qiazol) was added and the samples centrifuged (12000g,
15 min, 4 °C). The upper phase, with mRNA, was trans-
ferred to a fresh tube before adding ethanol. The samples
were applied to a miRNeasy column using the protocol
provided by QIAGEN GmbH (Germany). The protocol
was performed manually in study 1, whereas the QiaCube
from QIAGEN GmbH (Germany) was used in study 2.
Thirty-microliter high-quality RNA was eluted in RNase
free water and frozen at −80 °C until further analysis.
RNA quantity was measured using NanoDrop-1000
(NanoDrop Technologies, Inc., Delaware, USA), and
RNA quality was checked with Agilent 2100 Bioanalyzer
(Agilent Technologies, Inc., California, USA). All sam-
ples included in further analyses had a RIN value above
6. One young participant from study 1 and two subjects
(one young and one older) from study 2 were excluded
from further analysis, due to missing PBMC samples.
Five participants (one young and four older) and 19 par-
ticipants (15 young and six older) from study 1 and 2,
respectively, were excluded from further analysis due to
low RNA quality isolated from the muscle samples.

Synthesis of cDNA
Complementary DNA (500 ng) was made using a RNA
to cDNA kit from Applied Biosystems (Applied Biosys-
tems, UK) in accordance with manufacturer’s protocol.
The samples were stored at −20 °C for further analysis.

RNA analysis by RT-qPCR
We monitored the mRNA expression levels of 24 mRNA
transcripts, using TaqMan Low-Density array (TLDA)
cards from Applied Biosystems (UK). Eighteen of the
transcripts were analyzed in both studies (Additional file
1; overview of mRNA transcripts). mRNA transcripts
were selected based on a thorough literature search in-
vestigating the effect of acute exercise on gene expres-
sion levels in PBMCs [36] as well as skeletal muscle [37].
Moreover, the selection was based on studies where
effects of dairy products on markers of inflammation
were investigated [38]. TLDA cards were used on a 7900
HT Applied Biosystems RT-qPCR machine (Applied Bio-
systems, UK). The Ct values were analyzed using SDS
2.4 (Applied Biosystems, UK), and further transferred to
ExpressionSuite Sofware v1.0.3 (Applied Biosystems,
UK). We normalized the Ct values to TATA box-binding
protein (TBP) mRNA transcripts. Fold changes in
mRNA transcripts from baseline to after the exercise
session were calculated by dividing 2−ΔCtpost exercise with
2−ΔCtbaseline, using the 2−ΔΔCt-method [39].

Cytokine measurements
The serum level of IL6 was determined using a high-
sensitivity Quantikine HS ELISA Kit (R&D Systems Inc.,
Minneapolis, USA), according to the protocol. All sam-
ples were measured in duplicates.

Statistics
Power calculations were only made for the primary
outcome of the study, but the number of participants in-
cluded in the mRNA expression analysis reported here is
in line with the number included in similar studies
exploring potential changes of exercise on mRNA ex-
pression levels [40–44].



Table 2 Baseline characteristics, independent on supplements
provided

Young Older p valuea

(n = 42) (n = 37)

Age (years) 27.0 (25.4–28.6) 73.9 (72.7–75.1) <0.001

Body mass (kg) 75.0 (70.9–79.2) 74.3 (69.9–78.7) 0.82

Lean mass (kg) 54.2 (50.9–57.5) 49.8 (46.4–53.1) 0.06

BMI (kg/m2) 24.1 (23.1–25.2) 24.4 (24.4–25.6) 0.69

Fat percent (%) 24.9 (22.3–27.4) 29.3 (26.8–31.8) 0.02

Leg lean mass (kg) 18.9 (17.6–20.1) 17.1 (15.9–18.4) 0.05

Values are expressed as means (95% confidence interval for mean)
n number of participants, BMI body mass index
aTested with independent sample t test
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First, we examined changes in mRNA expression and
serum levels from the acute bout of exercise between
drinks, as well as between young and older subjects, in
both studies separately. Since we found no differences in
gene expression and serum levels between WPC80 and na-
tive whey in study 1, we decided to combine the results
from the whey groups when comparing the whey group
with the milk group. After inspecting the results of study 1
and study 2 individually, we also found these to be similar;
thus, we decided to combine the results from study 1 and
study 2 into one data set.
All data were checked for normality. For non-parametric

data, we used Wilcoxon signed-rank test for repeated,
paired measurements, and the Mann-Whitney test for in-
dependent measurements. Fold changes (relative quantifi-
cation) were calculated using the ratio of 2−ΔCt after exercise

to 2−ΔCt baseline [39]. For parametric data, differences be-
tween study groups at baseline were performed by the in-
dependent sample t test.
Due to the explorative study design, we performed no

correction for multiple testing, and we considered a p value
of <0.05 statistically significant. We used SPSS statistical
software (SPSS), version 22, from Microsoft (SPSS, Inc.,
Chicago, USA) for statistical calculations and GraphPad
Prism 5 (GraphPad Software, Inc., California, USA) for
creating figures.

Results
Initial statistical analysis showed no differences in mRNA
transcripts between the WPC80 and the native whey
groups in study 1, in neither young nor older participants.
We therefore decided to combine the whey groups in fur-
ther analysis. Furthermore, we combined the data sets
from study 1 and study 2 because the design became simi-
lar in these two studies when merging the whey groups in
study 1. Moreover, the mRNA responses were similar in
the two studies. Thus, in this paper, we report the mRNA
expression levels of selected genes in skeletal muscle and
PBMCs from the two acute strength exercise studies com-
bined where exercise was combined with supplementation
with milk or whey protein.
Baseline characteristics in young and older subjects,

independently of the supplement provided, showed that
fat percent and leg lean mass were significantly different
between young and older participants (Table 2).

Adherence to the exercise protocols
The average training volume in study 1 was 9050 ± 2197
and 5634 ± 2307 kg for the young and older subjects, re-
spectively. The relative workload was the same for both
groups (8 RM). All exercise sessions were performed as
planned, but some subjects, in both groups, needed assist-
ance with the last repetition and some seconds extended
break before the last set.
The average training volume in study 2 was 11852 ±
3083 and 5982 ± 2458 kg for the young and older subjects,
respectively. The relative workload was similar for both
groups (10 RM). In study 2, three young and two older
subjects did not go through with the shoulder press exer-
cise due to shoulder pain. Except for this adjustment, all
exercise sessions were performed as planned.
Effects of exercise and protein supplementation on mRNA
expression
We observed that the mRNA expression levels of IL6,TNF,
and CCL2 in skeletal muscle increased significantly after
acute exercise compared with smaller or no increase in
mRNA expression levels in PBMCs (Fig. 3). The mRNA
expression levels of IL1RN, IL8, and IL10 increased signifi-
cantly in both skeletal muscle and PBMCs after exercise,
but the expression levels of IL1RN and IL8 were higher
expressed in skeletal muscle after exercise than in PBMCs
(Figs. 4a–d and 5c–d). The expression level of IL10 was
similar in skeletal muscle and PBMCs. The mRNA expres-
sion level of IL1β was significantly enhanced by exercise in
skeletal muscle, whereas a significant increase of IL1β after
exercise in PBMCs was observed in younger participants
only (Fig. 5a–b).
Older participants showed an attenuated response in the

mRNA expression level of IL10 in PBMCs, whereas the
mRNA expression levels of IL8 and IL1β were higher in
older compared to young participants. The mRNA expres-
sion level of CCL3 decreased in both young and older par-
ticipants, but the decrease was less pronounced in older
participants. No significant changes in mRNA expression
levels were observed between young and older participants
in skeletal muscle (Figs. 4a, c, e, and 5a, c, e). Baseline
mRNA expression levels of IL8, IL10, and CCL3 in PBMCs
were higher in older compared to younger participants.
The mRNA expression levels in skeletal muscle and
PBMCs of all genes measured, in both young and older
subjects, are shown in the Additional file 2.



Fig. 3 mRNA expression levels of IL6 (a, b), TNF (c, d), and CCL2 (e, f) after an acute bout of strength exercise, expressed as fold changes, in young and
older subjects in skeletal muscle and PBMC. Skeletal muscle (young subjects); n = 25 (c), n = 28 (a), and n = 30 (e). Skeletal muscle (older subjects); n =
27 (c), n = 28 (e), and n = 29 (a). PBMC (young subjects); n = 40 (d, f) and n = 39 (b). PBMC (older subjects); n = 31 (b, d, f). Data are shown as median
and interquartile ranges
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Effect of exercise and protein supplementation on serum
IL6
We observed a significant increase in the circulating level
of IL6 after exercise in both young and older subjects
(Fig. 6), with no significant difference between the two
groups. Serum concentration of IL6 was significantly higher
in older than in younger subjects at baseline (p < 0.001).

Discussion
We observed that acute exercise modulated changes in
mRNA expression levels of several genes known to be
involved in repair, regeneration and adaptive processes
of exercise, and in skeletal muscle as well as PBMCs.
Some of the changes observed were regulated similarly
in skeletal muscle and PBMCs, whereas other mRNA
transcripts showed a unique pattern. Furthermore, we
observed an attenuated response in the PBMC mRNA
expression level of IL10 in older compared to younger
participants, whereas the PBMC mRNA expression
levels of IL8 and IL1β increased in older compared to
younger participants after exercise. In contrast, the
intake of different types of dairy protein had no



Fig. 4 mRNA expression levels of IL1RN (a, b), IL8 (c, d), and CCL3 (e, f) after an acute bout of strength exercise, expressed as fold changes, in
young and older subjects in skeletal muscle and PBMC. Skeletal muscle (young people); n = 18 (e), n = 20 (c), and n = 22 (a). Skeletal muscle (older
subjects); n = 22 (e), n = 23 (c), n = 25 (a). PBMC (young subjects); n = 38 (d), n = 39 (f), and n = 40 (b). PBMC (older subjects); n = 31 (b) and n = 33
(d, f). Data are shown as median and interquartile ranges. *Indicates differences between young and older subjects. #Indicates differences at
baseline between young and older participants
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significant impact on the mRNA response neither in
skeletal muscle nor in PBMCs.
When comparing mRNA expression levels in skeletal

muscle and PBMCs, we observed three different expression
patterns: (i) mRNA transcripts increased significantly in
skeletal muscle only, (ii) mRNA transcripts increased sig-
nificantly in both skeletal muscle and PBMCs, but the
magnitude of the increase was higher in skeletal muscle
than in PBMCs, and (iii) mRNA transcripts were similarly
expressed in both skeletal muscle and PBMC. These results
demonstrate that skeletal muscle and PBMCs have over-
lapping, as well as unique mRNA responses to acute exer-
cise, suggesting tissue-specific functions in response to
acute exercise. IL6 has, for example, consistently been
shown to increase in skeletal muscle and in serum after
acute exercise [26, 45–49], whereas data from PBMC



Fig. 5 mRNA expression levels of IL1β (a, b), IL10 (c, d), and CCL5 (e, f) after an acute bout of strength exercise, expressed as fold changes, in
young and older subjects in skeletal muscle and PBMC. Skeletal muscle (young people); n = 16 (c), n = 25 (a), and n = 30 (e). Skeletal muscle (older
subjects); n = 23 (c), n = 25 (e), and n = 26 (a). PBMC (young subjects); n = 39 (d, f) and n = 40 (b). PBMC (older subjects); n = 31 (b, f) and n = 33
(d). Data are shown as median and interquartile ranges. *Indicates differences between young and older subjects. #Indicates differences at
baseline between young and older participants
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mRNA expression analysis showed a modest or no
increase of IL6 after acute exercise [36]. A temporary
increase in IL6 after an exercise may affect the satellite
cells and promote myogenic lineage progression [50–53].
TNF and IL1β may have a role in promoting myoblast
proliferation [54] and in inhibiting myoblast differenti-
ation [55], potentially being important contributors to
skeletal muscle adaptions. In PBMCs, the function of TNF
and IL1β is primarily pro-inflammatory, playing a less
important role after acute exercise. In addition, we ob-
served a significant increase in mRNA expression levels of
IL10 and IL1RN after exercise in both skeletal muscle and
PBMCs. We speculate that the increased mRNA expres-
sion levels of these cytokines may induce a regenerative
response in patrolling PBMCs, possibly as an attempt to
restore homeostasis [53, 56, 57]. The increase of these
cytokines in PBMCs may be a result of IL6 released from
skeletal muscle after acute exercise [57–60]. In the present



Fig. 6 Serum levels of IL6 in young (n = 38) and older (n = 32) subjects
at baseline and 1 h after exercise. Data are shown as median and
interquartile ranges. n=number of participants

Gjevestad et al. Genes & Nutrition  (2017) 12:8 Page 9 of 11
study, the mRNA expression of CCL2 was strongly
increased in skeletal muscle, whereas no change was
observed in PBMCs. Little is known about the function
and physiological relevance of CCL2 after strength exercise
in humans, but studies on contracting C2C12 myotubes
show that CCL2 is released in a NF-κB-dependent manner
to induce monocyte chemoattraction [61].
Few studies have been performed investigating the

response to acute exercise in skeletal muscle and
PBMCs simultaneously, but Liburt and colleagues ob-
served that mRNA expression levels of IL6 and TNF
increased in skeletal muscle after acute exercise in
horses, with no increase in PBMCs. They also found
that the expression of IL1 was similar in skeletal
muscle and PBMCs [62]. Zeibig and colleagues found
a significant correlation of mRNA transcripts of mito-
chondrial carnitine acyltransferases between skeletal
muscle and human blood cells after 6 months of
endurance exercise in young men [63], whereas
Rudkowska and colleagues reported that 88% of the
mRNA transcripts in skeletal muscle and PBMCs
overlapped after 8 weeks of supplementation with n-3
polyunsaturated fatty acids using a transcriptome
approach [9].
Further, we observed both a reduced and an increased

response to acute exercise in older compared to younger
participants in PBMCs, with no differences in skeletal
muscle. Few, if any, have investigated possible differences
in mRNA expression levels of PBMCs after acute exercise
between young and older subjects. An attenuated cytokine
response to acute exercise in older subjects has been ob-
served in serum [33], with conflicting results in skeletal
muscle [26, 28, 30, 64]. Knowing that the immune cells
may be an important part of adaptive processes to exercise
[30], an altered response of cytokines and chemokines in
PBMCs of older subjects may ultimately impair regener-
ation. In the present study, the relative workload was the
same in young and older participants, but the training
volume differed between the groups. Younger participants
were stronger and able to lift a higher load than the older
participants. This may have contributed to a higher
systemic stress in younger than in older participants,
possibly being part of the explanation for the altered
response observed in PBMCs between younger and
older participants.
No differences in mRNA expression levels of investi-

gated markers were observed 60–120 min after the
heavy-load strength exercise, depending on the protein
source (whey or milk). These results were supported by
Nieman and colleagues who reported no differences in
mRNA expression levels of markers, such as IL6, IL1β,
IL8, and IL10, after an intense resistance exercise ses-
sion, combined with the consumption of supplements
consisting of carbohydrate (50%), protein (16%), and fat
(34%) [12]. In contrast, other studies have indicated that
whey proteins may have anti-inflammatory properties,
by limiting the activation of NF-κB [21, 56]. In stimu-
lated PBMCs, cultured in the presence of different glu-
tamine concentrations, glutamine may enhance the
production of T lymphocyte-derived cytokines, such as
IL10 [15]. Similarly, glucose ingestion may attenuate IL6
release from contracting skeletal muscle after 120 min of
cycling [16]. The time course of mRNA expression may
differ in endurance and strength exercise, possibly
explaining the different results.
There are some limitations to the present study.

We report one post-exercise time point only, which
limits our ability to identify potential differences in
the time course of transcriptional regulation that may
result from training or supplementation. This sam-
pling point may also have been too early to detect
possible differences in mRNA expression levels of the
protein source provided. Another limitation of the
study was that even though we are investigating the
effect of a relative work load, because the young sub-
jects were stronger and lifted approximately twice the
volume of the old participants, it is not unreasonable to
assume that the relative systemic stress (e.g., circulatory
system) was higher in the young, and we therefore cannot
exclude the possibility that this may have contributed to
different responses in PBMC. Major strengths to the
present study are the randomized controlled design, with
participants receiving a standardized diet prior to, and on
the test day, and the standardized exercise sessions that
were performed under close supervision. The blood sam-
ples and muscle biopsies were collected simultaneously
allowing comparison of the responses in the two tissues.



Gjevestad et al. Genes & Nutrition  (2017) 12:8 Page 10 of 11
Conclusions
We report changes in mRNA expression levels of se-
lected genes, in skeletal muscle and PBMCs, after two
acute bouts of strength exercise, followed by the intake
of different protein supplements, in young and old
participants. There were both overlapping and unique
responses in mRNA transcripts of skeletal muscle and
PBMCs in response to high-load exercise, suggesting
tissue-specific functions in response to acute exercise.
Furthermore, we observed that there were some differ-
ences in mRNA response to exercise in young and old
subjects in PBMCs, possibly affecting regenerative
mechanisms. Finally, our results show that different
dairy protein supplements did not differentially alter
mRNA transcripts after exercise.

Additional files

Additional file 1: mRNA transcripts analyzed in both studies. Overview
of mRNA transcripts analyzed in the present study. (DOCX 23 kb)

Additional file 2: mRNA expression levels in skeletal muscle and PBMCs
of young and older subjects. Baseline and after exercise (post exercise)
values, expressed as 2−ΔCt.. (DOCX 40 kb)

Abbreviations
CCL: Chemokine (C-C motif) ligand; E%: Energy percent; IL: Interleukin;
IL1RN: Interleukin 1 receptor antagonist; IMVC: Isometric maximum voluntary
contraction; NF-κB: Nuclear factor kappa-light-chain-enhancer of activated B
cells; NR4A2: Nuclear receptor subfamily 4, group A, member 2;
PBMCs: Peripheral blood mononuclear cells; PPARGC1A: Peroxisome
proliferator-activated receptor gamma coactivator 1-alpha; RM: Repetition
maximum; RT-qPCR: Real-time quantitative polymerase chain reaction;
TBP: TATA box-binding protein; TLDA: TaqMan Low-Density array; TLR2: Toll-
like receptor 2; TNF: Tumor necrosis factor alpha; VO2max: Maximal oxygen
uptake; WPC80: Whey protein concentrate

Acknowledgements
We want to acknowledge all the participants volunteering to participate in
these studies, and Torgeir Holen for sharing techniques and treasured
experience about RNA isolation from skeletal muscle biopsies.

Funding
The work was supported by The Research Council of Norway (project number
225258/E40), Throne Holst Foundation for Nutrition Research (University of
Oslo), The Norwegian School of Sports Sciences (NIH), and TINE SA. The
University of Oslo, NIH, and TINE SA designed the study. The University of Oslo
and NIH were responsible for data collection, analysis, interpretations of the
data, and writing the manuscript.

Availability of data and materials
The data sets used and analyzed during the current study are available from
the corresponding author on reasonable request.

Authors’ contributions
TR, HH, ASB, SMU, and KBH were responsible for the conception or design of
the study. All authors participated in the acquisition, analysis, or interpretation
of the work, and all authors contributed to drafting or critically revising the
manuscript. All authors have read and approved the final manuscript.

Competing interests
The test products were provided by TINE SA, Oslo, Norway, where G.O.G. and
A.S.B. are employed researchers, G.O.G. as an industrial PhD student. They
have no financial interest to declare. I.O., T.R., H.H., J.J.C., K.E. C.A.D., K.B.H., and
S.M.U. report no conflict of interest.
K.B.H. has received research grant from TINE SA, Mills DA, Olympic Seafood,
Amgen, Sanofi, and Pronova. S.M.U. has received research grant from TINE
SA, Mills DA, and Olympic Seafood. T.R. has received grants from TINE SA. KE
is supported by the Deutsche Forschungsgemeinschaft (German Research
Foundation; EC 440/2-1).

Consent for publication
Not applicable.

Ethics approval and consent to participate
Both studies were approved by the National Committee for Research Ethics,
Oslo, Norway (2014/834), and performed according to the Declaration of
Helsinki (last amended 2008).

Author details
1Department of Nutrition, Institute of Basic Medical Sciences, Faculty of
Medicine, University of Oslo, P.O. Box 1046, Blindern 0317, Norway. 2Centre
for Research and Development, TINE SA, P.O. Box 7, Kalbakken 0902, Oslo,
Norway. 3Department of Physical Performance, Norwegian School of Sport
Sciences, P.B. 4104 USA0806 Oslo, Norway. 4The Lipid Clinic, Oslo University
Hospital Rikshospitalet, P.O. Box 4950, Nydalen 0424, Oslo, Norway. 5National
Advisory Unit on Familial Hypercholesterolemia, Department of
Endocrinology, Morbid Obesity and Preventive Medicine, Oslo University
Hospital, P.O. Box 4950, Nydalen 0424, Oslo, Norway.

Received: 21 November 2016 Accepted: 30 January 2017

References
1. Egan B, Hawley JA, Zierath JR. SnapShot: exercise metabolism. Cell Metab.

2016;24(2):342–342.e1.
2. Pillon NJ, et al. Cross-talk between skeletal muscle and immune cells:

muscle-derived mediators and metabolic implications. Am J Physiol
Endocrinol Metab. 2013;304(5):E453–65.

3. Gorgens SW, et al. Exercise and regulation of adipokine and myokine
production. Prog Mol Biol Transl Sci. 2015;135:313–36.

4. Chorell E, et al. Predictive metabolomics evaluation of nutrition-modulated
metabolic stress responses in human blood serum during the early recovery
phase of strenuous physical exercise. J Proteome Res. 2009;8(6):2966–77.

5. Calle MC, Fernandez ML. Effects of resistance training on the inflammatory
response. Nutr Res Pract. 2010;4(4):259–69.

6. Norheim F, et al. Proteomic identification of secreted proteins from human
skeletal muscle cells and expression in response to strength training. Am J
Physiol Endocrinol Metab. 2011;301(5):E1013–21.

7. Pedersen BK. Muscle as a secretory organ. Compr Physiol. 2013;3(3):1337–62.
8. Gleeson M. Immune function in sport and exercise. J Appl Physiol (1985).

2007;103(2):693–9.
9. Rudkowska I, et al. Validation of the use of peripheral blood mononuclear

cells as surrogate model for skeletal muscle tissue in nutrigenomic studies.
Omics. 2011;15(1-2):1–7.

10. de Mello VD, et al. Gene expression of peripheral blood mononuclear cells
as a tool in dietary intervention studies: what do we know so far? Mol Nutr
Food Res. 2012;56(7):1160–72.

11. Starkie RL, et al. Carbohydrate ingestion attenuates the increase in plasma
interleukin-6, but not skeletal muscle interleukin-6 mRNA, during exercise in
humans. J Physiol. 2001;533(Pt 2):585–91.

12. Nieman DC, et al. Influence of carbohydrate ingestion on immune changes after
2 h of intensive resistance training. J Appl Physiol (1985). 2004;96(4):1292–8.

13. Nieman DC, et al. Carbohydrate ingestion influences skeletal muscle
cytokine mRNA and plasma cytokine levels after a 3-h run. J Appl Physiol
(1985). 2003;94(5):1917–25.

14. Hawley JA, Tipton KD, Millard-Stafford ML. Promoting training adaptations
through nutritional interventions. J Sports Sci. 2006;24(7):709–21.

15. Yaqoob P, Calder PC. Cytokine production by human peripheral blood
mononuclear cells: differential senstivity to glutamine availability. Cytokine.
1998;10(10):790–4.

16. Febbraio MA, et al. Glucose ingestion attenuates interleukin-6 release from
contracting skeletal muscle in humans. J Physiol. 2003;549(Pt 2):607–12.

17. Cermak NM, et al. Protein supplementation augments the adaptive response
of skeletal muscle to resistance-type exercise training: a meta-analysis. Am J
Clin Nutr. 2012;96(6):1454–64.

dx.doi.org/10.1186/s12263-017-0556-4
dx.doi.org/10.1186/s12263-017-0556-4


Gjevestad et al. Genes & Nutrition  (2017) 12:8 Page 11 of 11
18. Nicastro H, et al. Does branched-chain amino acids supplementation
modulate skeletal muscle remodeling through inflammation modulation?
Possible mechanisms of action. J Nutr Metab. 2012;2012:136937.

19. Morley JE, et al. Nutritional recommendations for the management of
sarcopenia. J Am Med Dir Assoc. 2010;11(6):391–6.

20. Paddon-Jones D, Rasmussen BB. Dietary protein recommendations and the
prevention of sarcopenia. Curr Opin Clin Nutr Metab Care. 2009;12(1):86–90.

21. Madureira AR, et al. Invited review: physiological properties of bioactive
peptides obtained from whey proteins. J Dairy Sci. 2010;93(2):437–55.

22. Draganidis D, et al. Inflammaging and skeletal muscle: can protein intake
make a difference? J Nutr. 2016;146(10):1940–52.

23. McGregor RA, Poppitt SD. Milk protein for improved metabolic health: a
review of the evidence. Nutr Metab (Lond). 2013;10(1):46.

24. Chung HY, et al. Molecular inflammation: underpinnings of aging and age-
related diseases. Ageing Res Rev. 2009;8(1):18–30.

25. Dennis RA, et al. Aging alters gene expression of growth and remodeling
factors in human skeletal muscle both at rest and in response to acute
resistance exercise. Physiol Genomics. 2008;32(3):393–400.

26. Hamada K, et al. Senescence of human skeletal muscle impairs the local
inflammatory cytokine response to acute eccentric exercise. FASEB J. 2005;
19(2):264–6.

27. Jozsi AC, et al. Molecular characteristics of aged muscle reflect an altered ability
to respond to exercise. Int J Sport Nutr Exerc Metab. 2001;11(Suppl):S9–15.

28. Jozsi AC, et al. Aged human muscle demonstrates an altered gene
expression profile consistent with an impaired response to exercise. Mech
Ageing Dev. 2000;120(1-3):45–56.

29. Merritt EK, et al. Heightened muscle inflammation susceptibility may impair
regenerative capacity in aging humans. J Appl Physiol (1985). 2013;115(6):937–48.

30. Przybyla B, et al. Aging alters macrophage properties in human skeletal
muscle both at rest and in response to acute resistance exercise. Exp
Gerontol. 2006;41(3):320–7.

31. Raue U, et al. Proteolytic gene expression differs at rest and after resistance
exercise between young and old women. J Gerontol A Biol Sci Med Sci.
2007;62(12):1407–12.

32. Thalacker-Mercer AE, et al. Differential genomic responses in old vs. young
humans despite similar levels of modest muscle damage after resistance
loading. Physiol Genomics. 2010;40(3):141–9.

33. Toft AD, et al. Cytokine response to eccentric exercise in young and elderly
humans. Am J Physiol Cell Physiol. 2002;283(1):C289–95.

34. Gano LB, et al. Increased proinflammatory and oxidant gene expression in
circulating mononuclear cells in older adults: amelioration by habitual
exercise. Physiol Genomics. 2011;43(14):895–902.

35. Paulsen G, et al. Vitamin C and E supplementation alters protein signalling
after a strength training session, but not muscle growth during 10 weeks of
training. J Physiol. 2014;592(24):5391–408.

36. Gjevestad GO, Holven KB, Ulven SM. Effects of exercise on gene expression
of inflammatory markers in human peripheral blood cells: a systematic
review. Curr Cardiovasc Risk Rep. 2015;9(7):34.

37. Paulsen G, et al. Leucocytes, cytokines and satellite cells: what role do they
play in muscle damage and regeneration following eccentric exercise?
Exerc Immunol Rev. 2012;18:42–97.

38. Labonte ME, et al. Impact of dairy products on biomarkers of inflammation:
a systematic review of randomized controlled nutritional intervention
studies in overweight and obese adults. Am J Clin Nutr. 2013;97(4):706–17.

39. Livak KJ, Schmittgen TD. Analysis of relative gene expression data using
real-time quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods.
2001;25(4):402–8.

40. Ulven SM, et al. An acute bout of exercise modulate the inflammatory
response in peripheral blood mononuclear cells in healthy young men.
Arch Physiol Biochem. 201;121(2):41–9.

41. Storey AG, et al. Stress responses to short-term intensified and reduced
training in competitive weightlifters. Scand J Med Sci Sports. 2016;26(1):29–40.

42. Ostrowski K, et al. Evidence that interleukin-6 is produced in human skeletal
muscle during prolonged running. J Physiol. 1998;508(Pt 3):949–53.

43. Louis E, et al. Time course of proteolytic, cytokine, and myostatin gene
expression after acute exercise in human skeletal muscle. J Appl Physiol
(1985). 2007;103(5):1744–51.

44. Della Gatta PA, Cameron-Smith D, Peake JM. Acute resistance exercise
increases the expression of chemotactic factors within skeletal muscle. Eur J
Appl Physiol. 2014;114(10):2157–67.
45. Pedersen BK, Febbraio MA. Muscles, exercise and obesity: skeletal muscle as
a secretory organ. Nat Rev Endocrinol. 2012;8(8):457–65.

46. Brown WM, et al. A systematic review of the acute effects of exercise on
immune and inflammatory indices in untrained adults. Sports Med Open.
2015;1(1):35.

47. Buford TW, et al. Effects of eccentric treadmill exercise on inflammatory
gene expression in human skeletal muscle. Appl Physiol Nutr Metab. 2009;
34(4):745–53.

48. Steensberg A, et al. IL-6 and TNF-alpha expression in, and release from,
contracting human skeletal muscle. Am J Physiol Endocrinol Metab. 2002;
283(6):E1272–8.

49. Langleite TM, et al. Insulin sensitivity, body composition and adipose depots
following 12 w combined endurance and strength training in dysglycemic and
normoglycemic sedentary men. Arch Physiol Biochem. 2016;122(4):167–79.

50. Serrano AL, et al. Interleukin-6 is an essential regulator of satellite cell-
mediated skeletal muscle hypertrophy. Cell Metab. 2008;7(1):33–44.

51. Toth KG, et al. IL-6 induced STAT3 signalling is associated with the
proliferation of human muscle satellite cells following acute muscle
damage. PLoS One. 2011;6(3):e17392.

52. Tierney MT, et al. STAT3 signaling controls satellite cell expansion and
skeletal muscle repair. Nat Med. 2014;20(10):1182–6.

53. Chazaud B. Inflammation during skeletal muscle regeneration and tissue
remodeling-application to exercise-induced muscle damage management.
Immunol Cell Biol. 2016;94(2):140–5.

54. Otis JS, et al. Pro-inflammatory mediation of myoblast proliferation. PLoS
One. 2014;9(3):e92363.

55. Langen RC, et al. Inflammatory cytokines inhibit myogenic differentiation
through activation of nuclear factor-kappaB. Faseb j. 2001;15(7):1169–80.

56. Cruzat VF, Krause M, Newsholme P. Amino acid supplementation and
impact on immune function in the context of exercise. J Int Soc Sports
Nutr. 2014;11(1):61.

57. Lancaster GI, Febbraio MA. The immunomodulating role of exercise in
metabolic disease. Trends Immunol. 2014;35(6):262–9.

58. Suzuki K, et al. Systemic inflammatory response to exhaustive exercise.
Cytokine kinetics Exerc Immunol Rev. 2002;8:6–48.

59. Petersen AM, Pedersen BK. The anti-inflammatory effect of exercise. J Appl
Physiol (1985). 2005;98(4):1154–62.

60. Mathur N, Pedersen BK. Exercise as a mean to control low-grade systemic
inflammation. Mediators Inflamm. 2008;2008:109502.

61. Miyatake S, et al. Contracting C2C12 myotubes release CCL2 in an NF-
kappaB-dependent manner to induce monocyte chemoattraction. Am J
Physiol Endocrinol Metab. 2016;310(2):E160–70.

62. Liburt NR, et al. Exercise-induced increases in inflammatory cytokines in
muscle and blood of horses. Equine Vet J Suppl. 2010;38:280–8.

63. Zeibig J, et al. Do blood cells mimic gene expression profile alterations
known to occur in muscular adaptation to endurance training? Eur J Appl
Physiol. 2005;95(1):96–104.

64. Ivey FM, et al. Effects of age, gender, and myostatin genotype on the
hypertrophic response to heavy resistance strength training. J Gerontol A
Biol Sci Med Sci. 2000;55(11):M641–8.
•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Study populations and experimental design
	Protein supplements
	Exercise protocols
	Sampling and sample preparation
	Isolation of mRNA
	Synthesis of cDNA
	RNA analysis by RT-qPCR
	Cytokine measurements

	Statistics
	Results
	Adherence to the exercise protocols
	Effects of exercise and protein supplementation on mRNA expression
	Effect of exercise and protein supplementation on serum IL6

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Acknowledgements
	Funding
	Availability of data and materials
	Authors’ contributions
	Competing interests
	Consent for publication
	Ethics approval and consent to participate
	Author details
	References

