
207Training & Testing

  de Souza EO et al. Molecular Adaptations to Concurrent training. Int J Sports Med 2013; 34: 207–213 

                
    accepted after revision   
  April     17  ,   2012 

  Bibliography
DOI http://dx.doi.org/
10.1055/s-0032-1312627
Published online: 
October 8, 2012
Int J Sports Med 2013; 34: 
207–213 © Georg Thieme 
Verlag KG Stuttgart · New York
ISSN 0172-4622

  Correspondence
   Eduardo Oliveira de Souza 
 Department of Sport  
  School of Physical Education 
and Sport  
  University of São Paulo  
  Av. Prof.Mello de Morais-65  
  Cidade Universitária  
  05508-030 SP  
  Brazil  
  Tel.: +55/11/3091 8733  
  Fax: +55/11/3091 8733  
  desouza.eo@gmail.com  

  Key words
   ●  ▶  maximum dynamic strength
   ●  ▶  muscle hypertrophy
   ●  ▶  interval training  

                                      Molecular Adaptations to Concurrent Training

  Initially, Atherton et al.   [ 2 ]   mimicked endurance 
and strength exercises through low- and high-
frequency electrical stimulation, respectively, to 
assess the activation of the AKt/mTOR/p70 S6k1  
and AMPK pathways in rats. The high-frequency 
stimulation increased the phosphorylation of 
selected proteins of the AKt/mTOR/p70 S6k1  path-
way, which is highly correlated to the increase in 
muscle protein synthesis and accretion. On the 
other hand, the low-frequency electrical stimula-
tion produced a reduction in the muscle cell 
energy level (i. e., ATP/AMP ratio)   [ 2 ]  . A decrease 
in the cell energy stores activates 5′AMP-acti-
vated protein kinase (AMPK), which controls cell 
energy status and mitochondrial biogenesis   [ 33 ]  .
  Based on Atherton et al.’s   [ 2 ]   fi ndings, some 
review studies have attributed the CT-induced 
interference eff ect to the molecular events 
described above. Endurance exercises decrease 
the ATP/AMP ratio producing the phosphoryla-
tion of AMPK (p-AMPK)   [ 8   ,  30   ,  32 ]   and inhibiting 
anabolic processes that demand ATP breakdown, 
such as protein synthesis   [ 5 ]  . In fact, it has been 
suggested that p-AMPK attenuates mTOR phos-

        Introduction
 ▼
   The usage of exercises aiming to develop aerobic 
power/capacity and muscle strength throughout 
a training period is referred to as concurrent 
training (CT)   [ 24 ]  . This training mode is thought 
to hamper some training adaptations, such as 
increases in muscle strength and muscle fi ber 
hypertrophy, when compared to isolated strength 
training (ST)   [ 19   ,  24   ,  34 ]  . The reduced gains in 
muscle strength and muscle fi ber hypertrophy 
after a CT period seem to be dependent on train-
ing variables such as frequency and volume   [ 24 ]   
and the type of the endurance exercise (i. e., con-
tinuous or interval training) performed before 
the strength-training bout   [ 24   ,  27 ]  .
  Among several proposed theories for the dimin-
ished training adaptations   [ 12   ,  28 ]  , a molecular 
hypothesis has been put forward to explain the 
reduced training adaptations after CT. This hypoth-
esis suggests that CT may simultaneously activate 
competing intracellular pathways, resulting in 
interference between the strength and endurance 
training-induced adaptations   [ 2   ,  8   ,  32 ]  .
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                                      Abstract
 ▼
   This study investigated the chronic eff ects of 
concurrent training (CT) on morphological and 
molecular adaptations. 37 men (age = 23.7 ± 5.5 
year) were divided into 4 groups: interval (IT), 
strength (ST) and concurrent (CT) training and 
a control group (C) and underwent 8 weeks of 
training. Maximum strength (1RM) and mus-
cle cross-sectional area (CSA) were evaluated 
before and after training. Muscle samples were 
obtained before the training program and 48 h 
after the last training session. VO 2max  improved 
in 5 ± 0.95 % and 15 ± 1.3 % (pre- to post-test) in 
groups CT and IT, respectively, when compared to 
C. Time to exhaustion (TE) improved from pre- to 

post-test when compared to C (CT = 6.1 ± 0.58 %; 
IT = 8.3 ± 0.88 %; ST = 3.2 ± 0.66 %). 1RM increased 
from pre-to post-test only in ST and CT groups 
(ST = 18.5 ± 3.16 %; CT = 17.6 ± 3.01 %). Similarly, ST 
and CT groups increased quadriceps CSA from 
pre-to post-test (6.2 ± 1.4 %; 7.8 ± 1.66 %). The 
p70S6K1 total protein content increased after 
CT. The ST group showed increased Akt phos-
phorylation at Ser473 (45.0 ± 3.3 %) whereas 
AMPK phosphorylation at Thr172 increased only 
in IT group, (100 ± 17.6 %). In summary, our data 
suggest that despite the diff erences in molecu-
lar adaptations between training regimens, CT 
did not blunt muscle strength and hypertrophy 
increments when compared with ST.

Affi  liations Affi  liation addresses are listed at the end of the article
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phorylation, downregulating its downstream targets (e. g. 
p70 S6K1 )  [ 7   ,  36 ]  . In addition, Dreyer et al.   [ 13 ]   showed that the 
AMPK activity remained elevated not only after endurance exer-
cise but also after strength exercise, thus hampering muscle pro-
tein synthesis.
  Nevertheless, to the best of our knowledge, no study has exam-
ined these molecular responses in a CT regimen in humans. We 
hypothesized that a CT regimen may increase AMPK activation 
and possibly decrease muscle hypertrophy when compared to 
an isolated ST regimen. Furthermore, as CT may hamper muscle 
hypertrophy when compared to ST, it may also impair the maxi-
mum strength. Therefore, the purpose of this study was to inves-
tigate the chronic eff ects of CT on strength and skeletal muscle 
hypertrophy as well as phosphorylation of selected AMPK and 
Akt/mTOR/p70 S6K1  pathway proteins.

    Methods
 ▼
    Participants
  43 active male physical education students, not undergoing reg-
ular strength and aerobic power/capacity training for 6 months 
before the experimental period, volunteered for this study. None 
of the individuals had strength training experience. Initially, 
participants were classifi ed into quartiles according to their 
quadriceps cross-sectional area (CSA, mm 2 ) and then partici-
pants from each quartile were randomly assigned to the experi-
mental groups. 6 subjects did not complete the experimental 
protocol due to personal reasons, leading to the following groups. 
Strength training (ST n = 11, age: 25.9 ± 6.4 years, body mass: 
73.5 ± 16.1 kg, CSA: 8 332.4 ± 893.3 mm 2 , height: 1.72 ± 4.3 m); inter-
val training (IT, n = 8, age: 24.0 ± 7.5years, body mass: 71.5 ± 7.7 kg, 
CSA: 8 390.3 ± 817.5 mm 2 , height: 174.6 ± 7.9 m); concurrent train-
ing (CT, n = 11, age: 22.5 ± 3.9 years, body mass: 72.9 ± 9.8 kg, CSA: 
8 340.8 ± 1 000.0 mm 2 , height: 176.0 ± 8.1 m); and control (C, n = 7, 
age: 22.1 ± 2.4 years, body mass: 82.2 ± 25.0 kg, CSA: 8 347.3 ± 
1 643.0 mm 2 , height: 1.77 ± 4.8 m) groups. There were no signifi cant 
diff erences between groups for age, body mass, height, and CSA in 
the pre-test assessments (P > 0.05). Participants were free from 
health problems and/or neuromuscular disorders that could 
aff ect their ability to complete the training protocol. The study 
was conducted according to the ethical standards of the Interna-
tional Journal of Sports Medicine, described by   [ 18 ]   and was 
approved by the Institution’s Ethics Committee, and all subjects 
were informed of the inherent risks and benefi ts prior to signing 
an informed consent form.

    Experimental design
  The study was designed to investigate the molecular and func-
tional adaptations of 8-wks of ST, IT and CT regimens performed 
twice a week. Muscle biopsy and leg press 1 RM test were per-
formed before the experimental period. As the order of the 
strength and endurance exercises within training sessions may 
aff ect the occurrence of the interference eff ect   [ 9   ,  10 ]   the order 
of the strength and endurance exercises was alternated between 
sessions (i. e. interval training routine followed by strength 
training routine, and vice-versa). In addition, the order of the 
exercises was balanced between the individuals of the concur-
rent training group (i. e. half of the participants performed the 
strength training routine fi rst, and the other half performed the 
interval training routine fi rst). Muscle biopsy (~48 h after the 
last training session) and leg press 1 RM test were also per-

formed after the experimental period. Participants were 
instructed to refrain from performing additional exercise during 
the experimental period. There was a partial control of the nutri-
tional intake during the study. The participants were oriented to 
maintain their normal diet, as well as to refrain from taking nutri-
tional supplements. Moreover, they were asked to record and 
reproduce their meals throughout a 48 h-period before each mus-
cle biopsy. Participants were off ered a standard breakfast approxi-
mately 2 h before the muscle biopsy. All tests and the muscle 
biopsies were performed at the same time of the day.

    Familiarization sessions
  All of the participants completed 4 familiarization sessions. In 
these sessions, participants got acquainted with the experimen-
tal procedures used in the present study. Initially, participants 
performed a general warm-up consisting of 5 min running at 
9 km·h  − 1  on a treadmill (Movement Technology ® , Brudden, São 
Paulo, Brazil) followed by 3 min of light stretching exercises. 
After warming up, the participants were familiarized with the 
leg-press 1RM test protocol. First, they were seated in the 
machine and placed both feet in a self-selected position. The 
area of the leg press platform was divided into 10 cm squares to 
keep record of the feet location both in the familiarization and 
testing sessions. Then the machine was unlocked and the plat-
form was lowered up to a knee angle of 90 °. The position of leg 
press platform at a 90 ° knee angle was annotated on a measur-
ing tape fi xed on the side of the sliding track. A plastic device 
was then fi xed at the recorded centimeter to assure a correct 
range of motion on each repetition for each training and testing 
session. The repetition started at complete knee extension, par-
ticipants lowered the platform until it touched the plastic device 
and then returned to full extension. Participants had 5 attempts 
to achieve an estimation of the leg press 1 RM. The inter-day 
variance was  < 5 % between familiarization sessions 3 and 4.

    Performance tests
  Strength test: In order to determine the maximum dynamic 
strength (1RM test) in the 45 ° leg press exercise, the 1RM test 
was performed as follows, participants ran for 5-min on a tread-
mill (Movement Technology ® , Brudden, São Paulo, Brazil) at 
9 km·h  − 1 , followed by 5 min of lower limb stretching exercises. 
Then they performed 2 warm-up sets of leg press exercise. In the 
fi rst set, participants performed 5 repetitions with 50 % of the 
estimated 1RM and in the second set performed 3 repetitions 
with 70 % of the estimated 1RM. A 3-min resting interval was 
granted between sets. 3 min after the warm-up, participants 
were requested to execute up to 5 trials to obtain the 1RM load 
(e. g. maximum weight that could be lifted once with a proper 
technique), with a 3-min interval between attempts   [ 6 ]  . Strong 
verbal encouragement was given throughout the test.
  Maximal Incremental Test: maximal oxygen uptake (VO 2max ) 
was measured on a motorized treadmill (Sper ATL, Inbrasport ® , 
Porto Alegre, Brazil), using a gas analyzer (Quark b2 , Cosmed ® , 
Rome, Italy). Before each test, the device was calibrated using 
ambient air and a gas of a known composition containing 20.9 % 
O 2  and 5 % CO 2 . The turbine fl owmeter was calibrated using a 3-L 
syringe (Quinton Instruments, Seattle, WA, USA). The test started 
at 6 km·h  − 1  with increments of 1.2 km·h  − 1  per minute, until 
exhaustion. Heart rate was monitored during the test with a 
heart rate transmitter (model S810, Polar Electro Oy, Kempele, 
Finland) coupled with the gas analyzer. Throughout the test, the 
participants wore a mask (Hans Rudolph ® , Kansas City, MO, USA) 
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connected to the gas analyzer for breath-by-breath measure-
ments of gaseous exchange. VO 2max  was defi ned when 2 or more 
of the following criteria were met: an increase in VO 2  of less than 
2.1 ml·kg  − 1 ·min  − 1  between 2 consecutive stages, a respiratory 
exchange ratio greater than 1.1, a blood lactate concentration 
higher that 8.0 mmol·l  − 1 , and a  ± 10 bpm of the predicted maxi-
mal heart rate (i. e. 220-age)   [ 21 ]  . The data was smoothed aver-
aging the data over 10-s intervals and VO 2max  was obtained from 
the average of the 3 highest values obtained during the test. In 
addition, the time taken to exhaustion was recorded as an 
endurance performance variable. Verbal encouragement was 
provided to ensure that maximal values were reached.

    Muscle cross-sectional area
  Quadriceps cross-sectional area was obtained through magnetic 
resonance imaging (MRI) (Signa LX 9.1, GE Healthcare, Milwau-
kee, WI, USA). Subjects lay in the device in a supine position with 
straight legs. A bandage was used to restrain leg movements 
during image acquisition. All images were captured from both 
legs. An initial image was captured to determine the perpendic-
ular distance from the greater trochanter to the inferior border 
of the lateral epicondyle of the femur, which was defi ned as 
thigh length. Quadriceps cross-sectional image was acquired at 
50 % of the segment length with 0.8-cm slices for 3 s. The pulse 
sequence was performed with a view fi eld between 400 and 
420 mm, time repetition of 350 milliseconds, eco time from 9 to 
11 milliseconds, 2 signal acquisitions, and matrix of reconstruc-
tion of 256 × 256. The images were transferred to a workstation 
(Advantage Workstation 4.3, GE Healthcare, Milwaukee, WI, 
USA) to determine quadriceps cross-sectional area. In short, the 
segment slice was divided into the following components: skel-
etal muscle, subcutaneous fat tissue, bone and residual tissue. 
Then the cross-sectional area of the quadriceps muscle was 
assessed by computerized planimetry by a blinded researcher.

    Diet control and standard breakfast
  Participants were oriented to maintain their normal diet and 
refrain from taking nutritional supplements during the experi-
mental protocol. In addition, they were asked to record their 
food intake for 2 days prior to the pre-training muscle biopsy. 
Then they were instructed to duplicate the same food intake for 
the 2 days prior to the post-training biopsy. Additionally, a 
standardized breakfast meal (~311 kcal; 63.5 % carbohydrates, 
21.8 % proteins, and 14.7 % fat) was off ered to all of the subjects 
2 h prior to the biopsies in order to minimize any eff ects of the 
nutrition on the proteins evaluated.

    Muscle biopsy
  Pre- and post-training muscle samples were taken from the 
midportion of the vastus lateralis of the participants’ dominant 
legs using the percutaneous biopsy technique with suction. 
Muscle specimens were dissected free from blood and connec-
tive tissue and washed in deionized water, then frozen in liquid 
nitrogen and stored at  − 80 °C for protein extraction. The pre-
training and post-training biopsies were taken, respectively, 4 
days before the start of training and 48 h after the last training 
session. The post-training sample was obtained from a site 
3 cm proximal to the pre-training incision.

    Muscle analyses
   Immunoblotting
  AMPK, phospho-Thr 172 AMPK (p-AMPK), Akt, phospho-Ser 473 Akt 
(p-Akt), p70 S6K1  and phospho-Thr 389 -p70 S6K1  (p-p70 S6K1 ) expres-
sion levels were evaluated by immunoblotting in total vastus 
lateralis extracts. Briefl y, samples were subjected to SDS-PAGE 
in polyacrylamide gels (6–15 %) depending upon protein molec-
ular weight. After electrophoresis, proteins were electrotrans-
ferred to nitrocellulose membranes (BioRad Biosciences; 
Piscataway, NJ, USA). Equal gel loading and transfer effi  ciency 
were monitored using 0.5 % Ponceau S staining of blot mem-
brane. Blotted membrane was then blocked (5 % BSA, 10 mM 
Tris-HCl (pH = 7.6), 150 mM NaCl, and 0.1 % Tween 20) for 2 h at 
room temperature and then incubated overnight at 4 °C with 
specifi c antibodies against AMPK, p-AMPK, Akt, pAkt, p70 S6K1  
and p-p70 S6K1  (Cell Signaling Tech., MA, USA) and GAPDH 
(Advanced Immunochemical, CA, USA). Binding of the primary 
antibody was detected with the use of peroxidase-conjugated 
secondary antibodies (rabbit or mouse, depending on the pro-
tein, for 2 h at room temperature) and developed using enhanced 
chemiluminescence (Amersham Biosciences, NJ, USA) detected 
by autoradiography. Quantifi cation analysis of blots was per-
formed with the use of Image J software (Image J based on NIH 
image). Samples were normalized to relative changes in GAPDH. 
In addition, AMPK, Akt, and p70 S6K1  phosphorylated/total ratios 
were calculated to assess changes in the activity of these 
 proteins.

     Training program
  The ST group trained aiming at producing muscle hypertrophy. 
The target strength training intensity ranged from 12 to 6 maxi-
mal repetitions (RM) for the leg-press 45 °, knee extension and 
knee fl exion exercises throughout 8 weeks, 2 sessions per week 
(     ●  ▶     Table 1  ). All exercises were performed with constant speed, 
eccentric and concentric muscle actions, and a 90 ° range of 
motion at the knee joint.
     The subjects in the IT group performed a high-intensity interval 
training on a treadmill. The targeted training intensity was 
80–100 % of the maximal speed where VO 2MAX  occurs ( v VO 2MAX ). 
Training took place for 8 weeks, 2 sessions per week (     ●  ▶     Table 1  ).
  CT group performed the same strength and IT training protocols 
described above on the same day (     ●  ▶     Table 1  ), for 8 weeks, twice a 
week. The order in which the participants performed the strength 
and aerobic exercises within sessions was balanced (i. e., half of the 
participants performed the strength exercises fi rst and the other 
half performed the aerobic exercise fi rst) and altered during the 
training period to avoid any order eff ect in the muscle tissue 
molecular analyses. The time interval between the strength and 
the aerobic exercises within a session was no more than 5 min.

  Table 1    Strength and interval training progressions throughout 8 weeks. 

  Strength Training  

  weeks    1–2    3–4    5–6    7–8  
  intensity    12 RM    8–10 RM    6–8 RM    10–12 RM  
  sets    3    4    5    3  
  total volume    36    32–40    30–40    30–36  
  rest interval    90 s    120 s    120 s    120 s  
   interval training   
  intensity    80 % 

vVO 2max   
  85–90 % 
vVO 2max   

  95 % 
vVO 2max   

  95–100 % 
vVO 2max   

  bouts    20    20    20    15  
  bout time    60 s    60 s    60 s    60 s  
  rest interval    45 s    60 s    60 s    90 s  
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    Statistical analysis
  After normality (i. e. Shapiro Wilk) and variance assurance (i. e., 
Levene), a mixed model was performed for each dependent var-
iable, having group and time as fi xed factors, and subjects as a 
random factor   [ 37 ]   (SAS ®  9.2). Whenever a signifi cant F-value 
was obtained, a post-hoc test with a Tukey’s adjustment was 
performed for multiple comparison purposes. Whenever p-val-
ues of the F-tests indicated a trend towards signifi cant values, 
the percentage change from pre- to post-training was calculated 
for each participant and a one way-ANOVA was used to compare 
the groups (i. e., VO 2max  and time to exhaustion). A Tukey post-
hoc test was used for the multiple comparisons when necessary. 
The signifi cance level was set at p < 0.05. Results are expressed as 
mean ± standard error (SE).

     Results
 ▼
    Maximal strength
  The ST and CT groups increased leg-press 1RM similarly from 
pre- to post-test (p ≤ 0.001) and presented greater maximum 
strength values than the C group in the post-test (p ≤ 0.001). 
There were no training eff ects in leg press 1RM for the IT and C 
groups (p ≥ 0.93) (     ●  ▶     Table 2  ).

       Aerobic fi tness
  Aerobic fi tness was signifi cantly improved in the interval-
trained groups after training. VO 2max  was improved in 5 ± 0.95 % 
and 15 ± 1.3 % (pre- to post-test) in groups CT and IT, respectively, 

(p = 0.003 and p = 0.003 when compared to the C group). There 
were no signifi cant diff erences in maximal aerobic power incre-
ments between CT and IT (p ≥ 0.05). All of the training groups 
presented similar and signifi cant percentage increase in time to 
exhaustion (TE) when compared to C (CT = 6.1 ± 0.58 %, p = 0.04; 
IT = 8.3 ± 0.88 %, p = 0.04; ST = 3.2 ± 0.66 %, p = 0.04) (     ●  ▶     Fig. 1  ).

     Muscle hypertrophy
  Left and right legs quadriceps CSA were signifi cantly increased 
in both the ST (6.2 ± 1.4 % and 5.5 ± 1.42 %, p ≤ 0.0005) and CT 
groups (7.8 ± 1.66 % and 7.5 ± 1.96 %, p < 0.0001) in the post-test. 
Quadriceps CSA was greater in the ST and CT groups compared 
to the C group in the post-test (p ≤ 0.05). No diff erences were 
observed in both the C and IT groups (p ≥ 0.75. and p ≥ 0.18, 
respectively) (     ●  ▶     Table 2  ).

    Molecular responses
  AMPK total protein content remained unchanged across time in 
the ST, CT, IT, and C groups (p = 0.90). Signifi cantly greater Akt 
protein content was observed at the post-test in the ST group 
when compared with the C and IT groups (p ≤ 0.03). The CT 
group presented a signifi cant pre- to post-training increment in 
p70 S6K1  protein content (p = 0.04). Additionally, ST and CT groups 
showed greater p70 S6K1  protein content when compared with 
both the C (p ≤ 0.03) and IT (p ≤ 0.01) groups at post-test. The IT 
group showed increased AMPK phosphorylation from the pre- 
to the post-training assessment and greater activity when com-
pared with C, CT and ST groups (p = 0.01) at the post-testing. The 
ST group presented a signifi cantly increased Akt phosphorylation 

  Table 2    Leg press (LP) 1 RM, left (LT) and right thigh (RT) cross-sectional area for the control (C), interval training (IT), strength training (ST), and concurrent 
training (CT) groups pre- and post-training (mean ± SE). 

      C    IT    ST    CT  

  LP-1RM (kg)      Pre    261.2 ± 56.1    255.4 ± 56.4    270.3 ± 45.5    268.4 ± 47.6  
  Post    262.8 ± 60.6    263.8 ± 51.5    320.3 ± 57.0 *!     315.7 ± 63.5 *!   

  LT-CSA (mm 2 )    Pre    8 347.3 ± 1 643.1    8 390.3 ± 817.5    8 332.4 ± 893.3    8 340.8 ± 1 000.0  
  Post    8 556.3 ± 1 579.7    8 658.2 ± 922.3    8 849.5 ± 893.3 *!     8 996.8 ± 919.5 *!   

  RT-CSA (mm 2 )    Pre    8 332.7 ± 1 511.6    8 483.5 ± 920.9    8 215.4 ± 898.8    8 261.4 ± 1 002.0  
  Post    8 508.3 ± 1 467.4    8 756.1 ± 1 001.6    8 668.0 ± 952.4 *!     8 882.7 ± 868.4 *!   

  *- Post-test values greater than pre-test values (p < 0.001)  
  !- Post-test values for the ST and CT groups greater than the C and IT groups (p < 0.001)  

    Fig. 1    Aerobic fi tness for the control (C), interval 
training (IT), strength training (ST), and concur-
rent training (CT) groups. Pre- and Post-training 
(mean ± SE).  a  – greater than C and ST groups 
(p < 0.05).  b  – lower than IT, ST and CT groups 
(p < 0.05). 
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over time (p = 0.03). Moreover, Akt activity was signifi cantly greater 
in the ST group when compared with both the C and IT groups 
(p ≤ 0.03) at the post-test. The ST group presented a trend toward 
higher p70 S6K1  phosphorylation (p = 0.06). The ST group presented 
signifi cantly greater p70 S6K1  phosphorylation when compared with 
the C and the IT groups (p ≤ 0.02) at the post-test. Finally, there were 
no changes in AMPK, Akt, and p70 S6K1  phosphorylated/total ratios 
from pre- to post-training assessments (p ≥ 0.61) (     ●  ▶     Fig. 2  ).

      Discussion
 ▼
   The purpose of this study was to investigate the chronic eff ects 
of CT on skeletal muscle hypertrophy as well as phosphorylation 
of selected AMPK and Akt/mTOR/p70 S6K1  proteins. We hypothe-
sized that in a CT regimen, the activation of the AMPK pathway 
produced by the IT component would blunt the strength exer-
cise-induced muscle hypertrophy and impair increases in mus-
cle strength. Our fi ndings do not support the proposed 
hypothesis (     ●  ▶     Fig. 2  ). Conversely, the novel fi nding of the present 
study was that, in humans, the muscle hypertrophy stimuli pro-
duced by CT seem to override the AMPK hypertrophy-blunting 
eff ect observed in the IT regimen. This data is further supported 
by the similar muscle strength and hypertrophy gains after CT 
and ST regimens.
  The interval training regimen used in the present study was 
eff ective in increasing aerobic fi tness in both groups that per-
formed the IT (     ●  ▶     Fig. 1  ). The participants from the IT and CT 

groups covered approximately 5 065 m ( ± 371.5) per training 
session. The IT protocol used in the present study was based on 
previous fi ndings that demonstrate: a) a signifi cant superiority 
of intermittent vs. continuous training regimens in increasing 
aerobic fi tness   [ 16 ]  ; and b) the acute interference of the present 
IT protocol in muscle force production capacity   [ 10 ]  . Despite the 
expected increase in time to exhaustion in the IT group, the 
increase in this variable observed in the ST group is in accord-
ance with previous studies demonstrating that maximal 
strength training may positively aff ect the TE   [ 35 ]  .
  Regarding the muscle strength, some studies have reported 
reduced gains after CT regimens   [ 19   ,  34 ]  . For instance, Hickson 
  [ 19 ]   and Kraemer et al.   [ 24 ]   presented signifi cant diff erences in 
strength gains from pre- to post-training for the ST and CT 
groups (30 % and 19.5 %, and 35 % and 24 %, respectively). How-
ever, it should be emphasized that it might be diffi  cult to com-
pare CT studies   [ 19   ,  24 ]   due to some confounding factors, such as 
the type and the intensity of endurance training. Hickson   [ 19 ]   
and Kraemer et al.   [ 24 ]   employed a constant workload and tra-
ditional endurance exercise (i. e. continuous running) as a greater 
part of their endurance regimens. In addition, these authors 
used a longer duration than the current study (i. e., 10–12 weeks 
of training) and a very high training volume (5 and 4 sessions of 
each training mode per week, respectively)   [ 19   ,  24 ]  . Such an 
unusual high strength training volume may have hampered 
recovery between training sessions, causing the reduction in 
strength gains. On the other hand, the low-volume strength 
training protocol used in our CT regimen produced similar gains 

    Fig. 2    Total, phosphorylated and phosphorylated/total ratio AMPK, Akt, and p70 S6K1  protein expression for the control (C), interval training (IT), strength 
training (ST), and concurrent training (CT) groups. Pre- and Post-training (mean ± SE). Protein expression was normalized by GAPDH. c – post-training values 
greater than pre-training values (p < 0.05). d- post-training values greater than the C group, at the same time point (p < 0.05). f – post-training values for the 
ST group greater than for the IT group, at the same time point (p < 0.05). g – post-training values for the IT group greater than for the ST group, at the same 
time point (p < 0.05). h – post-training values for the IT group greater than for the CT group, at the same time point (p < 0.05). 
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in strength when compared to the ST, suggesting that training 
volume/frequency may play a role in the CT-induced impair-
ment on maximal-strength gains. Supporting this concept, 
Glowacki et al.   [ 15 ]   and McCarthy et al.   [ 31 ]   did not fi nd signifi -
cant diff erences in strength increments between groups after a 
CT training regimen of similar volume/frequency (i. e., between 
2 and 3 sessions of each training mode per week)   [ 15   ,  31 ]  . Fur-
ther, the strength gains presented in both of our groups (i. e. 
18.5 ± 3.16 % and 17.6 ± 3.01 % for the CT and ST groups, respec-
tively) (     ●  ▶     Table 2  ) are within the range of those reported in the 
literature.
  It has been suggested that CT may also impair skeletal muscle 
hypertrophy   [ 24   ,  34 ]  . In this regard, the increase in CSA observed 
in both ST and CT groups (i. e. 6.2 ± 1.4 % and 7.8 ± 1.66 %, respec-
tively,      ●  ▶     Table 2  ) corroborates previous fi ndings presented in 
the literature. For instance, Holm et al.   [ 29 ]   and Laurentino et al. 
  [ 25 ]   reported increases in quadriceps CSA of ~7.5 % after 10 and 
8 weeks of ST, respectively. However, caution should be exer-
cised when interpreting our fi ndings because interference at the 
muscle fi ber level cannot be discarded. In fact, McCarthy et al. 
  [ 31 ]   reported similar gains in strength and whole muscle CSA 
between the ST and CT groups, but at the muscle fi ber level, no 
changes were observed in slow-twitch muscle fi ber area in the 
CT group whilst an increase in the ST group was detected.
  Greater CSA is a result of an integrative response of the activa-
tion of intracellular pathways leading to protein synthesis. In 
this respect, the Akt/mTOR/p70 S6K1  pathway has been associated 
with mechanical overload-induced skeletal muscle hypertrophy 
through a cascade of intracellular events   [ 4   ,  11 ]  . The mTOR is 
known to phosphorylate both the 4E-BP1 and p70 S6K1  proteins, 
stimulating translation initiation   [ 3   ,  17 ]  . Indeed, the ST showed 
increased Akt phosphorylation at Ser 473  and a trend (p = 0.06) 
towards increased p70 S6K1  phosphorylation at Thr 389 . Leger et al. 
  [ 26 ]   observed signifi cant muscle hypertrophy (~10 %) after 8 
weeks of ST with a concomitant increase in Akt phosphorylation 
with no changes in p70 S6K1  phosphorylation at the same resi-
dues observed in our study   [ 26 ]  . It is interesting to note that, in 
the present study, similar muscle adaptations were observed in 
both the ST and CT groups, despite the lack of signifi cant diff er-
ences in the phosphorylation of proteins involved with muscle 
growth in the CT group.
  Frosig et al.   [ 14 ]   demonstrated an increase in AMPK phosphor-
ylation both 15 and 55 h after the last session of a 3-week endur-
ance training regimen. AMPK activation has been demonstrated 
to activate  tuberous sclerosis complex 2  (TSC2), which inhibits 
mTOR-p70 S6K1  phosphorylation, protein synthesis rate and skel-
etal muscle hypertrophy   [ 1   ,  2   ,  5 ]  . However, it should be empha-
sized that even a strength exercise bout may increase AMPK 
phosphorylation   [ 13 ]  . During a strength exercise bout, this 
AMPK activation seems to be transitory (i. e. up to 1 h after the 
strength exercise bout). After this time window, there is an 
increase in mTOR-p70 S6K1  phosphorylation, overriding AMPK 
activation, which enhances muscle fractional protein synthetic 
rate. Taken these fi ndings together, it seems reasonable to specu-
late that the strength exercise overrides the endurance exercise 
stimulus in the proposed CT regimen, favoring skeletal muscle 
growth. Additionally, it is also plausible to suggest that other 
intracellular mechanisms may respond diff erently to CT, allow-
ing similar muscle growth when compared to ST alone. Further 
research is required to provide additional insight on the eff ect of 
CT on skeletal muscle hypertrophy/atrophy regulatory mecha-
nisms.

  Further, AMPK is known to mediate the expression of genes 
associated with mitochondrial biogenesis in response to IT 
  [ 22   ,  23 ]  . Accordingly, IT group had a robust increase of 100 ± 17.6 % 
in AMPK phosphorylation at Thr 172  (     ●  ▶     Fig. 2  ), this response 
 provoked by endurance exercises has been associated with acti-
vating the mitochondrial biogenesis machinery   [ 20 ]  .
  In summary, our data demonstrated that despite the diff erences 
in the molecular adaptations between training regimens, low-
volume CT produced similar muscle strength and hypertrophy 
increments when compared with low-volume ST alone. The 
present study suggests that in these conditions the strength 
exercise stimulus might prevail over the endurance exercise-
induced inhibition in muscle mass augmentation in the CT regi-
men, at least when using short-term training designs that 
produce modest gains in muscle size (5–7 %). Nonetheless, cau-
tion should be exercised when interpreting this data as other CT 
regimens may diff erently modulate the molecular, functional 
and morphological responses.

      Acknowledgements
 ▼
   We would like to thank to Luis Fernando Cainelli Rosa and Katia 
Pascoto for the outstanding technical assistance. We would like 
to thank Diagnósticos das Américas S/A for the MRI images. 
Grants: Fundação de Amparo á Pesquisa do Estado de São Paulo 
(FAPESP) - 2007/02738-6 for EOS; 2010/51428-2 for HR; 
2009/03143-1 for JCBF and Conselho Nacional de Desenvolvi-
mento Científi co e Tecnológico (CNPq) – 152658/2011-4 for EOS 
and 470207/2008-6 and 303162/2008-2 for CU.

    Confl ict of Interest:     The authors declare no confl ict of interests.

   References
1     Aguilar     V   ,    Alliouachene     S   ,    Sotiropoulos     A   ,    Sobering     A   ,    Athea     Y   ,    Djouadi    

 F   ,    Miraux     S   ,    Thiaudiere     E   ,    Foretz     M   ,    Viollet     B   ,    Diolez     P   ,    Bastin     J   ,    Benit     P   , 
   Rustin     P   ,    Carling     D   ,    Sandri     M   ,    Ventura-Clapier     R   ,    Pende     M   .     S6 kinase 
deletion suppresses muscle growth adaptations to nutrient availabil-
ity by activating AMP kinase  .      Cell Metab      2007   ;     5  :     476  –  487 

2     Atherton     P  J   ,    Babraj     J   ,    Smith     K   ,    Singh     J   ,    Rennie     M  J   ,    Wackerhage     H   .     Selec-
tive activation of AMPK-PGC-1alpha or PKB-TSC2-mTOR signaling can 
explain specifi c adaptive responses to endurance or resistance train-
ing-like electrical muscle stimulation  .      FASEB J      2005   ;     19  :     786  –  788 

3     Barbet     N  C   ,    Schneider     U   ,    Helliwell     S  B   ,    Stansfi eld     I   ,    Tuite     M  F   ,    Hall     M  N   .   
  TOR controls translation initiation and early G1 progression in yeast  .    
  Mol Biol Cell      1996   ;     7  :     25  –  42 

4     Bodine     S  C   ,    Stitt     T  N   ,    Gonzalez     M   ,    Kline     W  O   ,    Stover     G  L   ,    Bauerlein     R   ,    Zlot-
chenko     E   ,    Scrimgeour     A   ,    Lawrence     J  C   ,    Glass     D  J   ,    Yancopoulos     G  D   .     Akt/
mTOR pathway is a crucial regulator of skeletal muscle hypertrophy 
and can prevent muscle atrophy in vivo  .      Nature      2001   ;     3  :     1014  –  1019 

5     Bolster     D  R   ,    Crozier     S  J   ,    Kimball     S  R   ,    Jeff erson     L  S   .     AMP-activated protein 
kinase suppresses protein synthesis in rat skeletal muscle through 
down-regulated mammalian target of rapamycin (mTOR) signaling  .    
  J Biol Chem      2002   ;     277  :     23977  –  23980 

6     Brown     L  E   ,    Weir     J  P   .     ASEP procedures recommendation I: accurate 
assessment of muscular strength and power  .      JEPonline      2001   ;     4  :     1  –  21 

7     Cochran     A  J   ,    Little     J  P   ,    Tarnopolsky     M  A   ,    Gibala     M  J   .     Carbohydrate feed-
ing during recovery alters the skeletal muscle metabolic response 
to repeated sessions of high-intensity interval exercise in humans  .    
  J Appl Physiol     108  :     628  –  636 

  Affi  liations  
   1       Department of Sport, School of Physical Education and Sport, University of 

São Paulo, SP, Brazil 
     2       School of Arts, Sciences, Humanities, University of São Paulo, SP, Brazil 
     3       School of Medicine, University of São Paulo, SP, Brazil 
     4      Diagnósticos das Américas S/A (DASA), SP, Brazil 
     5      Department of Radiology of Federal University of São Paulo, SP, Brazil 
     6      Stanford University School of Medicine, CA, USA 

T
hi

s 
do

cu
m

en
t w

as
 d

ow
nl

oa
de

d 
fo

r 
pe

rs
on

al
 u

se
 o

nl
y.

 U
na

ut
ho

riz
ed

 d
is

tr
ib

ut
io

n 
is

 s
tr

ic
tly

 p
ro

hi
bi

te
d.



213Training & Testing

  de Souza EO et al. Molecular Adaptations to Concurrent training. Int J Sports Med 2013; 34: 207–213 

24     Kraemer     W  J   ,    Patton     J  F   ,    Gordon     S  E   ,    Harman     E  A   ,    Deschenes     M  R   ,    Reynolds    
 K   ,    Newton     R  U   ,    Triplett     N  T   ,    Dziados     J  E   .     Compatibility of high-intensity 
strength and endurance training on hormonal and skeletal muscle 
adaptations  .      J Appl Physiol      1995   ;     78  :     976  –  989 

25     Laurentino     G   ,    Ugrinowitsch     C   ,    Aihara     A  Y   ,    Fernandes     A  R   ,    Parcell     A  C   , 
   Ricard     M   ,    Tricoli     V   .     Eff ects of strength training and vascular occlu-
sion  .      Int J Sports Med      2008   ;     29  :     664  –  667 

26     Leger     B   ,    Cartoni     R   ,    Praz     M   ,    Lamon     S   ,    Deriaz     O   ,    Crettenand     A   ,    Gobelet     C   , 
   Rohmer     P   ,    Konzelmann     M   ,    Luthi     F   ,    Russell     A  P   .     Akt signalling through 
GSK-3beta, mTOR and Foxo1 is involved in human skeletal muscle 
hypertrophy and atrophy  .      J Physiol      2006   ;     576  :     923  –  933 

27     Leveritt     M   ,    Abernethy     P  J   ,    Barry     B   ,    Logan     P  A   .     Concurrent strength and 
endurance training: the infl uence of dependent variable selection  .    
  J Strength Cond Res      2003   ;     17  :     503  –  508 

28     Leveritt     M   ,    Abernethy     P  J   ,    Barry     B  K   ,    Logan     P  A   .     Concurrent strength and 
endurance training. A review  .      Sports Med      1999   ;     28  :     413  –  427 

29     Mascher     H   ,    Tannerstedt     J   ,    Brink-Elfegoun     T   ,    Ekblom     B   ,    Gustafsson     T   , 
   Blomstrand     E   .     Repeated resistance exercise training induces diff erent 
changes in mRNA expression of MAFbx and MuRF-1 in human skeletal 
muscle  .      Am J Physiol      2008   ;     294  :     E43  –  E51 

30     Matsakas     A   ,    Patel     K   .     Intracellular signalling pathways regulating the 
adaptation of skeletal muscle to exercise and nutritional changes  .    
  Histol Histopathol      2009   ;     24  :     209  –  222 

31     McCarthy     J  P   ,    Pozniak     M  A   ,    Agre     J  C   .     Neuromuscular adaptations to con-
current strength and endurance training  .      Med Sci Sports Exerc      2002   ;   
  34  :     511  –  519 

32     Nader     G  A   .     Concurrent strength and endurance training: from mol-
ecules to man  .      Med Sci Sports Exerc      2006   ;     38  :     1965  –  1970 

33     Norrbom     J   ,    Sundberg     C  J   ,    Ameln     H   ,    Kraus     W  E   ,    Jansson     E   ,    Gustafsson     T   .   
  PGC-1alpha mRNA expression is infl uenced by metabolic perturba-
tion in exercising human skeletal muscle  .      J Appl Physiol      2004   ;     96  :   
  189  –  194 

34     Putman     C  T   ,    Xu     X   ,    Gillies     E   ,    MacLean     I  M   ,    Bell     G  J   .     Eff ects of strength, 
endurance and combined training on myosin heavy chain content 
and fi bre-type distribution in humans  .      Eur J Appl Physiol      2004   ;     92  :   
  376  –  384 

35     Sunde     A   ,    Storen     O   ,    Bjerkaas     M   ,    Larsen     M  H   ,    Hoff      J   ,    Helgerud     J   .     Maximal 
strength training improves cycling economy in competitive cyclists  .    
  J Strength Cond Res      2010   ;     24  :     2157  –  2165 

36     Thomson     D  M   ,    Fick     C  A   ,    Gordon     S  E   .     AMPK activation attenuates S6K1, 
4E-BP1, and eEF2 signaling responses to high-frequency electrically 
stimulated skeletal muscle contractions  .      J Appl Physiol      2008   ;     104  :   
  625  –  632 

37     Ugrinowitsch     C   ,    Fellingham     G  W   ,    Ricard     M  D   .     Limitations of ordinary 
least squares models in analyzing repeated measures data  .      Med Sci 
Sports Exerc      2004   ;     36  :     2144  –  2148    

8     Coff ey     V  G   ,    Hawley     J  A   .     The molecular bases of training adaptation  .    
  Sports Med      2007   ;     37  :     737  –  763 

9     de Souza     E  O   ,    Rosa     LF  C   ,    Pires     F  O   ,    Wilson     J   ,    Franchini     E   ,    Tricoli     V   ,    Ugri-
nowitsch     C   .     The acute eff ects of varying strength exercises bouts on 
5km running  .      J Sports Sci Med      2011   ;     10  :     565  –  570 

10     de Souza     E  O   ,    Tricoli     V   ,    Franchini     E   ,    Paulo     A  C   ,    Regazzini     M   ,    Ugrinowitsch     C   .   
  Acute eff ect of two aerobic exercise modes on maximum strength 
and strength endurance  .      J Strength Cond Res      2007   ;     21  :     1286  –  1290 

11     Deldicque     L   ,    Atherton     P   ,    Patel     R   ,    Theisen     D   ,    Nielens     H   ,    Rennie     M  J   ,    Fran-
caux     M   .     Eff ects of resistance exercise with and without creatine sup-
plementation on gene expression and cell signaling in human skeletal 
muscle  .      J Appl Physiol      2008   ;     104  :     371  –  378 

12     Docherty     D   ,    Sporer     B   .     A proposed model for examining the interfer-
ence phenomenon between concurrent aerobic and strength training  .    
  Sports Med      2000   ;     30  :     385  –  394 

13     Dreyer     H  C   ,    Fujita     S   ,    Cadenas     J  G   ,    Chinkes     D  L   ,    Volpi     E   ,    Rasmussen     B  B   .   
  Resistance exercise increases AMPK activity and reduces 4E-BP1 phos-
phorylation and protein synthesis in human skeletal muscle  .      J Physiol   
   2006   ;     576  :     613  –  624 

14     Frosig     C   ,    Jorgensen     S  B   ,    Hardie     D  G   ,    Richter     E  A   ,    Wojtaszewski     J  F   .     5′-AMP-
activated protein kinase activity and protein expression are regulated 
by endurance training in human skeletal muscle  .      Am J Physiol      2004   ;   
  286  :     E411  –  E417 

15     Glowacki     S  P   ,    Martin     S  E   ,    Maurer     A   ,    Baek     W   ,    Green     J  S   ,    Crouse     S  F   .     Eff ects of 
resistance, endurance, and concurrent exercise on training outcomes 
in men  .      Med Sci Sports Exerc      2004   ;     36  :     2119  –  2127 

16     Gorostiaga     E  M   ,    Walter     C  B   ,    Foster     C   ,    Hickson     R  C   .     Uniqueness of interval 
and continuous training at the same maintained exercise intensity  .    
  Eur J Appl Physiol      1991   ;     63  :     101  –  107 

17     Hara     K   ,    Yonezawa     K   ,    Kozlowski     M  T   ,    Sugimoto     T   ,    Andrabi     K   ,    Weng     Q  P   , 
   Kasuga     M   ,    Nishimoto     I   ,    Avruch     J   .     Regulation of eIF-4E BP1 phosphoryla-
tion by mTOR  .      J Biol Chem      1997   ;     272  :     26457  –  26463 

18     Harriss     D  J   ,    Atkinson     G   .     Update - ethical standards in sport and exercise 
science research  .      Int J Sports Med      2011   ;     32  :     819  –  821 

19     Hickson     R   .     Interference of strength development by simultaneously 
training for strength and endurance  .      Eur J Appl Physiol      1980   ;     45  :   
  255  –  263 

20     Holloszy     J  O   .     Regulation by exercise of skeletal muscle content of mito-
chondria and GLUT4  .      J Physiol Pharmacol      2008   ;     59  :   (Suppl   7  ):     5  –  18 

21     Howley     E  T   ,    Bassett     D  R     Jr   ,    Welch     H  G   .     Criteria for maximal oxygen 
uptake: review and commentary  .      Med Sci Sports Exerc      1995   ;     27  :   
  1292  –  1301 

22     Jager     S   ,    Handschin     C   ,    St-Pierre     J   ,    Spiegelman     B  M   .     AMP-activated protein 
kinase (AMPK) action in skeletal muscle via direct phosphorylation 
of PGC-1alpha  .      Proc Natl Acad Sci U S A      2007   ;     104  :     12017  –  12022 

23     Jorgensen     S  B   ,    Richter     E  A   ,    Wojtaszewski     J  F   .     Role of AMPK in skeletal 
muscle metabolic regulation and adaptation in relation to exercise  .    
  J Physiol      2006   ;     574  :     17  –  31 

T
hi

s 
do

cu
m

en
t w

as
 d

ow
nl

oa
de

d 
fo

r 
pe

rs
on

al
 u

se
 o

nl
y.

 U
na

ut
ho

riz
ed

 d
is

tr
ib

ut
io

n 
is

 s
tr

ic
tly

 p
ro

hi
bi

te
d.


