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Introduction
Inappropriate volume or intensity of exercise training may cause  
a maladaptive cellular or tissue response due to an imbalance between 
load and recovery [3]. This leads to performance decrements and 
overtraining syndrome [7]. The overtraining syndrome is not com-
pletely understood, but accumulating evidence indicates that disrup-
tions in cellular homeostasis appear to be key factors in the pro-
cess [5,30]. Tissue effects arise from these cellular disruptions. 
Overtraining can be defined as stress-recovery imbalance, i.e. too 
much stress combined with too little time for regeneration [4,9,11].

Due to the destruction of the myofibrillar apparatus and atrophy 
of muscle fibres, exercise myopathy develops as a result of exhaus-
tive exercise [20,25]. This functional state is also known as the 
overtraining syndrome [3]. Long-lasting exhaustive exercise may lead 
to depletion of the energy system and neuromuscular fatigue [1].  
In striated muscles with high oxidative potential, intracellular phos-
photransfer systems constitute a major mechanism linking the mi-
tochondria and intracellular energetic units [14,28]. The effectiveness 
of metabolic signalling strongly depends on the structural-functional 
relationship of the interaction between mitochondria and sarco-
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meres [29]. Endurance exercise activates the connection between 
mitochondria and myofibrils, but the disruption of linking of mito-
chondria to contractile, regulatory and minor protein structures ex-
hibits impaired oxidative phosphorylation in atrophic muscle [23,26].

The adaptation of fast-twitch (FT) skeletal muscles to endurance 
training shows coordination between an increase in oxidative capac-
ity and faster turnover rate of myosin heavy chain (MyHC) isoforms 
in the myofibrillar apparatus [17]. In exhausted skeletal muscle, due 
to the destruction of myofibrils and other cell organelles, the spaces 
between myofibrils increase and contain fragments of T-tubules, 
sarcoplasmic reticulum, mitochondria and glycogen granules [18]. 
The destruction of muscle fibre organelles is accompanied by the 
activation of lysosomal structures [26]. This is proof of muscular 
disease – myopathy resulting in muscular weakness and proof against 
neuropathy.

Slow-twitch (ST) muscles are more resistant than FT muscles to 
exhaustive endurance exercise, the reason for which has been pro-
posed to be related to MyHC composition [20]. Muscle fibres with 
predominantly MyHC I and IIa isoforms have relatively high oxidative 
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capacity and are recruited more during endurance type of exer-
cise [17]. The multidirectional changes in the given MyHC isoforms 
in ST and FT muscles with an increase in exercise training volume 
not only support the different resistance of ST and FT muscles to 
exhaustion, but also show the sensitivity of MyHC isoforms to pro-
teolytic enzymes in different types of muscles [18].

This raises the question of how substantial the changes are in 
skeletal muscle fibres’ glycogen content, muscle protein synthesis 
and degradation rate, and myofibril structure. We hypothesized that 
in exercise-induced myopathic FT muscle fibres the myofibrils are 
thinner as the protein synthesis rate decreases and the protein deg-
radation rate increases. The purpose of the present study was to 
reveal the relationships between structural changes of myofibrils in 
oxidative-glycolytic or type IIA fibres and glycolytic or type IIB mus-
cle fibres, protein fractional synthesis and degradation rate in exercise-
induced myopathic muscle.

Materials and Methods 
The use of animals was in accordance with the European Convention 
for the Protection of Vertebrate Animals Used for Experimental and 
other Scientific Purposes and all procedures used in this study were 
approved by the Animal Experiment Committee of the Estonian Min-
istry of Agriculture, Tallinn, Estonia.

Animals, exercise, anaesthesia, and labelled amino acid infusion.
The animals involved were 16-17-week-old male Wistar rats. All the 
animals were housed in identical conditions in polycarbonated type 
III cages at 21°C. They received diet [SDS-RM-1(C) 3/8, Witham, 
Essex, UK] and water ad libitum. The rats were assigned to control 
(n=8) and exhausted exercise (overtraining) induced myopathic 
groups (n=8).

After a brief 5-day acclimation that consisted of treadmill running 
for 5-10 min, rats were subjected to running with the speed of  
35 m · min-1. The overtraining group ran 7 days per week and the 
training volume reached 2 h 20 min per day in the 4th week of train-
ing [20].

L-[4.5-3H] leucine (170 Ci · mmol-1) was infused intraperitone-
ally once per hour for 6 h, 250 mCi · 100 g-1 bw. 

Separation of fast oxidative-glycolytic and fast glycolytic muscle fibres.

For studies of the fast glycolytic (FG) fibres or type IIB fibres and fast 
oxidative-glycolytic (FOG) fibres or type IIA fibres, the quadriceps 
femoris muscle was dissected, liberated from fat and connective 
tissue, and separated into a superficial white portion and deep red 
portion. In FG fibres, myosin heavy chain (MyHC) IIb isoform relative 
content was 97.0±5.0%, MyHC IId isoform relative content 
3.0±0.2%; cytochrome aa3 concentration was 9.20±0.80 ng · g-1 
muscle wet weight, and myoglobin concentration was 0.85± 
0.09 mg · g-1 muscle wet weight. In FOG fibres, MyHC IIb isoform 
relative content was 22.5±1.1%, MyHC IId isoform relative content 
was 25.0±1.2%, MyHC IIa isoform relative content was 44.5±2.3% 

and MyHC I isoform relative content was 8%±0.8%; cytochromes 
aa3 concentration was 31.8±2.9 nm · g-1 and myoglobin concentra-
tion 3.4±0.3 mg · g-1. Cytochrome aa3 and myoglobin were measured 
as described previously [16].

Ultrastructural studies 
Muscle samples for ultrastructural studies were fixed in 2.5% glutar-
aldehyde, post-fixed in 1% sodium tetroxide, dehydrated in graded 
alcohol and embedded in Epon-812. Ultra-thin sections were cut from 
longitudinally and transversely oriented blocks, stained with uranyl 
acetate and lead hydroxide, using 8 blocks from each animal. For 
analysis of myofibril CSA, imaging and analysis software (Cell* Soft 
Imaging System GmbH, Münster, Germany) was used. The number 
of satellite cells containing a nucleus per 1000 nuclei was calculated 
under an electron microscope. The satellite cell frequency was deter-
mined as the ratio of the nucleus-containing satellite cells divided by 
the total number of myonuclei including satellite cells’ nuclei.

Separation of total muscle protein
The minced muscle samples were homogenized in a buffer contain-
ing 50 mM KCl, 10 mM K2HPO4, 1 mM EGTA, 1 mM MgCl2, and 
1 mM dithiothreitol at pH=7.0 and analyzed as total protein fraction. 
The total muscle homogenate was dissolved in 0.3 M NaOH and 
was analyzed for radioactivity and protein.

Separation of myofibrillar protein
Frozen muscles were thawed on ice, cut into small pieces, and washed 
with five volumes of 20 mM NaCl, 5 mM sodium phosphate, and 1 
mM EGTA (pH=6.5). Myosin was extracted with three volumes of 
100 mM sodium hydrophosphate, 5 mM EGTA, and 1 mM dithioth-
reitol (pH=8.5), and after 30 min of gentle shaking, the myofibrillar 
fraction was diluted with one volume of glycerol and stored at -20°C.

Estimation of 3-methylhistidine (3-MeHis) in skeletal muscle and urine
24 h urine was collected in a metabolic cage. The 3-MeHis in skel-
etal muscle and urine was used as an indicator for myofibrillar pro-
tein degradation. The determination was performed as described 
previously [24]. Briefly, total muscle protein was hydrolyzed in 6M 
HCl for 20 h at 110°C in vacuum sealed flasks. HCl was removed 
by evaporation and the hydrolysate was dissolved in 0.2 M pyridine 
to achieve a concentration of 10-20 mg · ml-1. 3-MeHis in the urine 
and muscle tissue was estimated with HPLC [24].

Fractional degradation of muscle protein
The degradation rate of myofibrillar protein was calculated as follows: 
3-MeHis excretion (mmol · day-1 x 0.75 x 100) divided by selected 
muscle myofibrillar protein (g) x 3-MeHis (mmol · g-1 · muscle-1) and 
expressed as % per day [18].

MyHC isoform separation
MyHC isoforms were separated by 7.2% SDS-PAGE using 0.75 mm 
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Fig. 1. FRACTIONAL SYNTHESIS (A) AND DEGRADATION (B) RATE OF 
MUSCLE PROTEIN IN MYOPATHIC OXIDATIVE-GLYCOLYTIC AND 
GLYCOLYTIC MUSCLE FIBRES 24 H AFTER EXERCISE SESSION
Note: O-G – oxidative-glycolytic (type IIA) muscle fibres, G – glycolytic (type 
IIB) muscle fibres, x – p<0.01, xx – p<0.001

thick gels. Myofibrils containing 0.5 μg of protein were loaded on 
the gel after being incubated for 10 min at 65°C in sample buffer 
containing 62.5 mM Tris-HCl, pH=6.8, 20% (v/v) glycerol, 5% (v/v) 
2-mercaptoethanol, 2.0% SDS, 0.05% bromophenol blue. Electro-
phoresis lasted for 24 h at 120 V [6]. Gels were silver-stained by 
the method of Oakley et al. [12]. Protein isoform bands were analyzed 
densitometrically by the Image Master® 1D program, Version 3.0 
(Amersham Pharmacia Biotech, USA) and the percentage distribution 
of the various isoforms was evaluated.

Protein assay
Total muscle protein and myofibrillar protein were assayed using the 
technique described by Bradford [2].

Estimation of glycogen content and intensity of glycogenolysis
Glycogen was determined in small muscle samples according to Lo 
et al. [10]. Intensity of glycogenolysis was expressed as μmol glucose 
per min per g of muscle wet weight as follows: 
(Gb – Ga) · min-1

Gb – content of glycogen in muscle tissue before exercise
Ga – content of glycogen in muscle tissue after exercise
min – exercise time in min

Statistics
Means and standard errors of means were calculated from individ-
ual values using standard procedures of Excel. The data were analyzed 
by R 2.12.2. [13]. Pearson correlation coefficients were used to 
describe relationships between variables. Differences between groups 
were analyzed by the Wilcoxon rank sum (Mann-Whitney U) test. 
Probability distributions were compared using the Kolmogorov-
Smirnov test. Differences were considered significant at p<0.05. 

Results 
Exhaustive endurance type of exercise training which leads to my-
opathy caused 2.2 times more intensive glycogenolysis in FOG mus-
cle fibres (0.076±0.006 μM glucose · g-1 tissue · min-1) than in 
G fibres (0.034±0.003 μM glucose · g-1 tissue · min-1; p<0.001). 
As shown in Fig. 1A, the fractional protein synthesis rate in FOG fibres 
decreased significantly 24 h after the last overtraining session, while 
in FG fibres there was only a tendency to decrease. The fractional 
protein degradation rate increased at the same time in both FOG and 
FG fibres, 63% and 69%, respectively (Fig. 1B). Myofibril CSA in 
FOG fibres decreased by about 33% and in FG fibres by about 
44% (Fig. 2). Myofibrils in FT fibres are thinner in comparison with 
the control group (Fig. 3A,B,C), which is mainly due to the intensive 
protein degradation rate. The regenerative capacity of myopathic fibres 
has been preserved, as is shown by the occurrence of satellite cells 
in these muscle fibres (Fig. 3D). There is a correlation between CSA 
of myofibrils and fractional protein synthesis rate in FOG fibres 

(r=0.485; p<0.01) and a negative correlation between CSA of myo-
fibrils and fractional protein degradation rate (r=–0.535; p<0.004). 
In myopathic FG fibres, a negative correlation was found between 
CSA of myofibrils and fractional protein degradation rate (r=–0.671; 
p<0.001). Myofibrils of both FOG and FG fibres are thinner in myo-
pathic muscle fibres because of the high protein degradation rate. 
According to the intensity of glycogenolysis, there are grounds to 
believe that FOG fibres are recruited more during exhaustive exercise 

Fig. 2. CHANGES IN MYOFIBRIL CSA IN MYOPATHIC OXIDATIVE-
GLYCOLYTIC AND GLYCOLYTIC MUSCLE FIBRES 
Note: O-G – oxidative-glycolytic (type IIA) muscle fibres, G – glycolytic 
(type IIB) muscle fibres, xx – p<0.001
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training than FG fibres. The CSA of myofibrils in both fibre types 
decreases significantly in myopathic fibres in comparison with control 
fibres.

Discussion 
It has previously been shown that due to the atrophy of muscle 
fibres and destruction of myofibrils, exercise-induced myopathy 
develops as a result of overtraining [7,26]. The most sensitive fibres 

to overtraining are FT muscle fibres [25]. The present study shows 
that there are some similarities between structural and biochemical 
changes in exercise-induced myopathic FT OG and G muscle fibres. 
Contrary to the widespread opinion that FG muscle fibres are not 
recruited actively during low-intensity exercise, increased intensity 
of glycogenolysis in these fibres and degradation rate of muscle 
protein, as shown in the present study, confirm the participation of 
these fibres in the process of development of the overtraining syn-
drome. In comparison with FOG fibres, the destruction of myofibrils 
in FG fibres seems to be of smaller scope and these results are 
supported by the earlier findings about destructive changes of neu-
romuscular junctions during development of overtraining syndrome 
[25]. Similar changes in CSA of myofibrils have been observed in 
glucocorticoid-induced muscle myopathy [8]. As FT muscle fibres 
are more sensitive to the action of corticosteroid than ST fibres 
[15,21], it is likely that the increase of endogenous corticosterone 
level during overtraining may be a factor in the pathogeneses of 
exercise-induced myopathy. Muscle weakness in case of glucocor-
ticoid myopathy is caused by lesions in the neuromuscular syn-
apses [25].

Similarities in functional and structural changes in skeletal muscle 
of glucocorticoid and exercise myopathies have provided a basis for 
speculation that overtraining-induced myopathy may be a mild form 
of corticosteroid myopathy [9]. In spite of similarities in the destruc-
tion of myofibrillar apparatus, development of myopathy in both 
cases and in the regeneration capacity, the present study and some 
previous studies [19,21,26] do not support this theory. Therefore, 
the high corticosterone level during exhaustive exercise training lasts 
only during a relatively short period, and in the recovery period this 
hormone level decreases [27]. The main destruction of myofibrils has 
been registered in glucocorticoid-induced myopathic FG muscle fibres 
[22,25] and in exercise-induced myopathy in FOG fibres [7,25,26]. 
This is the real difference between these two types of myopathies at 
the level of muscle fibres. Similarities are visible in the process of 
destruction of myofibrils in both types of myopathies, such as the 
disarray of myosin filaments from the periphery of myofibrils [25]. 
These results show that in both types of myopathies the defect is 
primarily within the muscle, not in the nerves. Muscle fibres with 
higher oxidative capacity are also more susceptible to oxidative dam-
age by reactive oxygen species than fibres with low oxidative capac-
ity and predominantly with MyHC IIb and IId isoforms.

Higher oxidative capacity of muscle fibres makes them more re-
sistant to the degradation of muscle proteins also in myopathic mus-
cle. As type IIA muscle fibres are recruited more frequently during 
overtraining, there is also notable structural destruction. Due to the 
relatively high regenerative capacity of type IIA fibres, these fibres are 
able to maintain low intensity muscle contraction in myopathic mus-
cle.

The gaps preventing a more comprehensive understanding of the 
pathogenic mechanism of exercise-induced myopathy may provide 
novel markers for diagnosis of this myopathy in future studies.

Fig. 3. CHANGES IN MYOFIBRIL CSA AND REGENERATIVE CAPACITY IN 
FAST-TWITCH EXERCISE INDUCED MYOPATHIC MUSCLE FIBRES
Note: A – myofibrils of control animals’ glycolytic muscle fibre, B – myofibrils 
of control animals’ oxidative-glycolytic muscle fibre, C – myofibrils of exercise-
induced myopathic oxidative-glycolytic muscle fibre, D – satellite cell under 
the basal lamina of exercise-induced myopathic oxidative-glycolytic muscle 
fibre
Bar: 1 μm
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Conclusions 
In conclusion, according to the intensity of glycogenolysis, FOG fibres 
are recruited more during overtraining but the CSA of myofibrils in 
both FT myopathic muscle fibres decreases significantly. In FOG fibres, 
the protein synthesis rate decreased significantly 24 h after the last 
overtraining session, while FG fibres only had a tendency to decrease. 
The protein degradation rate increased more than 60% in both fibre 
types in myopathic muscle. Regeneration capacity, as shown by the 
presence of satellite cells, is higher in FOG fibres than in FG fibres in 
myopathic muscle. Destruction of myofibrils is somewhat less and 

the regeneration capacity is higher in FT myopathic fibres with high-
er oxidative capacity.

Acknowledgements
This study was supported by funds of the Ministry of Education and 
Research of Estonia, research project number TKKSB1787.

Conflict of interest: The authors declare that they have no conflict 
of interests.

References  

  1. �Abbiss C.R., Laursen P.B. Models to 
explain fatigue during prolonged 
endurance cycling. Sports Med. 
2005;35:865–898. 

  2. �Bradford M.M. A rapid and sensitive 
method for the quantitation of microgram 
quantities of protein utilizing the principle 
of protein-dye binding. Anal. Biochem. 
1976;72:248–254.

  3. �Foster C., Synder A., Welsh R. Monitoring 
of training, warm up, and performance in 
athletes. In: Lehmann M., et al. (eds). 
Overload, performance incompetence, 
and regeneration in sport. Kluwer 
Academic/Plenum Publishers, New York 
1999; pp. 43–51.

  4.�Halson S.L., Jeukendrup A.E. Does 
overtaining exist? An analysis of 
overreaching and overtraining research. 
Sports Med. 2004;34:967–981.

  5.�Hohl R., Ferraresso R.L., DeOliveira R.B., 
Lucco R., Brenzikofer R., De Macedo D.V. 
Development and caharacterization of an 
overtraining animal model. Med. Sci. 
Sports Exerc. 2009;41:1155–1163.

  6.�Hämäläinen N., Pette D. Slow-to-fast 
transitions in myosin expression of rat 
soleus muscle by phasic high-frequency 
stimulation. FEBS Lett 1996;399:220–
222.

  7.�Kaasik P., Seene T. The overtraining 
syndrome: reflexion in skeletal muscle. 
Gazzetta Medica Italiana Archivio Per Le 
Scienze Mediche 2010;169:311–319.

  8.�Kaasik P., Umnova M., Alev K., Selart A., 
Seene T. Fine architectonics and protein 
turnover rate in myofibrils of glucocorticoid 
caused myopathic rats. J. Interdiscipl. 
Histopathol. 2012;1:5–10.

  9.�Lehmann M., Gastmann U., Baur S.,  
Liu Y., Lormes W., Opitz-Gress A., 
Reiβnecker S., Simsch C., Steinacker J.M. 
Selected parameters and mechanisms of 
peripheral and central fatigue and 
regeneration in overtrained athletes. In: 
Lehmann M, et al. (eds). Overload, 
Performance Incompetence, and 
Regeneration in Sport, Kluwer Academic/
Plenum Press, New York 1999;  pp. 7–25.

10. �Lo S., Russell J.C., Tylor A.W. Determina-
tion of glycogen in small tissue samples. 
J. Appl. Physiol. 1970;28:234–236.

11. �Meeusen R., Watson P., Hasegawa H., 
Roelands B., Piacentini M.F. Brain 
neurotransmitters in fatigue and 
overtraining. Appl. Physiol. Nutr. Metab. 
2007;32:857–864.

12. �Oakley B.R., Kirsch D.R., Morris N.R. A 
simplified ultrasensitive silver stain for 
detecting proteins in polyacrylamide gels. 
Anal. Biochem. 1980;105:361–363.

13. �R Development Core Team R: A language 
and environment for statistical computing. 
R Foundation for Statistical Computing, 
Vienna, Austria. 2011; ISBN 3-900051-
07-0, URL http://www.R-project.org/.

14. �Saks V.A., Kuznetsov A.V., Vendelin M., 
Guerrero K., Kay L., Seppet E.K. 
Functional coupling as a basic 
mechansim of feedback regulation of 
cardiac energy metabolism. Mol. Cell 
Biochem. 2004;256-257:185–199.

15. �Seene T. Turnover of skeletal muscle 
contractile prroteins in clucocorticoid 
myopathy. J. Steroid Biochem. Mol. Biol. 
1994;50:1–4. 

16. �Seene T., Alev K. Effect of glucocorticoids 
on the turnover rate of actin and myosin 
heavy and light chains on different types 
of skeletal muscle fibres. J. Steroid 
Biochem. 1985;22:767–771.

17. �Seene T., Alev K., Kaasik P., Pehme A. 
Changes in fast-twitch muscle oxidative 
capacity and myosin isoforms modulation 
during endurance training. J. Sports Med.  
Phys. Fitness 2007;47:124-132.

18. �Seene T., Alev K., Kaasik P., Pehme A., 
Parring A.M. Endurance training: 
volume- dependent adaptational changes 
in myosin. Int. J. Sports Med. 
2005;26:815–821.

19. �Seene T., Kaasik P., Alev K. Muscle 
protein turnover in endurance training: a 
review.  Int. J. Sports Med. 
2011;32:905–911.

20. �Seene T., Kaasik P., Alev K., Pehme A., 
Riso E.M. Composition and turnover of 
contractile proteins in volume-overtrained 
skeletal muscle. Int. J. Sports Med. 
2004;25:438-445.

21. �Seene T., Kaasik P., Pehme A., Alev K., 
Riso E.M. The effect of glucocorticoids on 
the myosin heavy chain isoforms’ turnover 
in skeletal muscle. J. Steroid Biochem. 

Mol. Biol. 2003;86:201–206.
22. �Seene T., Kaasik P., Riso E.M. Review on 

aging, unloading and reloading: changes 
in skeletal muscle quantity and quality. 
Arch. Gerontol. Geriatr. 2012;54:374–
380.

23. �Seene T., Kaasik P., Umnova M. Structural 
rearrangements in contractile apparatus 
and resulting skeletal muscle remodelling: 
effect of exercise training. J. Sports Med. 
Phys. Fitness. 2009;49:410-423.

24. �Seene T., Umnova M., Alev K., Pehme A. 
Effect of glucocorticoids on contractile 
apparatus of rat skeletal muscle. J. 
Steroid Biochem. 1988;29:313–317. 

25. �Seene T., Umnova M., Kaasik P. The 
exercise myopathy. In: Lehmann M., et al. 
(eds). Overload, Performance 
Incompetence, and Regeneration in Sport, 
Kluwer Academic Plenum Publishers, 
New York 1999; pp. 119–130.

26. �Seene T., Umnova M., Kaasik P., Alev K., 
Pehme A. Overtraining injuries in athletic 
population. In: Tiidus P.M. (ed). Skeletal 
Muscle Damage and Repair, Human 
Kinetics, Champaign (IL) 2008; pp. 
173–84, 305–307.

27. �Seene T., Viru A. The catabolic effect of 
glucocorticoids on different types of 
skeletal muscle fibres and its dependence 
upon muscle activity and interaction with 
anabolic steroids. J. Steroid Biochem. 
1982;16:349–352.

28. �Seppet E.K., Eimre M., Andrienko T., 
Kaambre T., Sikk P., Kuznetsov A.V., Saks 
V. Studies of mitochondrial respiration in 
muscle cells in situ: use and misuse of 
experimental evidence in mathematical 
modelling. Mol. Cell Biochem.  
2004;256-257:219–227.

29. �Seppet E.K., Eimre M., Anmann T., 
Seppet E., Peet N., Käämbre T., Paju K., 
Piirsoo A., Kuznetsov A.V., Vendelin M., 
Gellerich F.N., Zierz S., Saks V.A. 
Intracellular energetic units in healthy and 
diseased hearts. Exp. Clin. Cardiol. 
2005;10:173–183.

30. �Steinacker J.M., Lormes W.,  
Reissnecker S., Liu Y. New aspects of the 
hormone and cytokine response to 
training. Eur. J. Appl Physiol. 
2004;91:382–391.


