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Abstract Physical exercise increases the metabolic rate and
production of reactive oxygen species subsequent to elevat-
ed oxidative phosphorylation required to meet the higher
ATP demand. This increased free radical generation could al-
ter the redox state of proteins. In order to gain insight into
the altered redox state during exercise, protein carbonyls, 4-
hydroxylnonenal (HNE) and 3-nitrotyrosine (3-NT) levels
were measured in two groups of young subjects (4 untrained
controls and 6 long-distance runners). Plasma was analyzed
before and after completing a treadmill run at increasing in-
tensities up to volitional exhaustion. After the exhausting
run, protein carbonyl and HNE levels were significantly in-
creased in trained runners but not in controls. However, the

protein 3-NT levels did not significantly change in either
group. These results suggest that altered protein redox state
occurs while running an exhausting run in relation to the
physical condition of the subjects involved.

Key words Exhausting exercise • Aerobic exercise • Training •
Protein redox state • Hormetic response • Carbonyl

Introduction

Free radicals and reactive oxygen species (ROS) are produced
continuously in cells as part of the metabolic process. When
oxygen is partially reduced, free radicals are formed to mod-
ify cell components. The free radicals then form longer-lived
species that can migrate to sites distant from where they were
produced. These species and free radicals are collectively
called reactive oxygen species (ROS) and reactive nitrogen
species (RNS) [1]. ROS and RNS cause lipid peroxidation and
protein oxidation to regulate the function of proteins and lipids
in biological system [2, 3]. Several pathways are regulated by
the modification of proteins by ROS and RNS [4–6].

Protein redox state can be altered by peroxidation of
arachidonic acid (AA) or linoeic acid to form 4-hydroxy -
nonenal (HNE) [7]. Since HNE is more stable than free rad-
icals, it is able to diffuse to sites that are distant from its for-
mation and cause broader damage [2]. HNE can form cova-
lent adducts with histidine, lysine and cysteine residues in
proteins [2]; thus, consequent HNE-modified protein levels
serve as a good marker for lipid peroxidation. 

One of the most commonly used methods to quantify pro-
tein oxidation is by measuring the protein carbonyl level [2].
Carbonyl groups are introduced to proteins by either direct
free radical reactions or covalent reaction with lipid peroxi-
dation end products [2, 7]. Protein carbonyl levels are gen-
erally detected by their 2,4-dinitrophenylhydrazone (DNP-)
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adducts. However, it should be noted that the quantity of the
protein carbonyl levels depends not only on their formation,
but also on the degradation rate of the oxidized protein.

The 3-nitrotyrosine (3-NT) content of proteins is anoth-
er way to assess oxidative modification. 3-NT forms from
peroxynitrite (ONOO.–)-mediated chemistry and subsequent
nitration at the ortho position of the aromatic ring on tyro-
sine residues of proteins [2, 8].

Physical exercise increases the metabolic rate and produc-
tion of ROS as oxidative phosphorylation increases to meet the
higher ATP demand for physical activity. Mitochondria are a
significant oxidant source in cells because 1%-2% of the elec-
tron flow in the electron transport chain in mitochondria results
in generation of free radicals [9]. Physical activity also increases
the generation of free radicals in several other ways. Some ex-
amples include free radical production following catecholamine
release, prostanoid metabolism, and activation of xanthine ox-
idase, NAD(P)H oxidase and tissue repairing macrophages
during exercise [10]. However, the alteration of redox state in
proteins during exercise is poorly understood. In an effort to
understand the altered protein redox state during exercise, we
measured protein carbonyl, HNE and 3-NT levels in the plas-
ma of untrained controls and trained runners after an exercise
leading to exhaustion to test the hypothesis that exercise alters
protein redox state in plasma. We also examined whether pre-
vious training played a role in redox state changes.

Materials and methods

Subjects

Ten male subjects (4 healthy untrained controls and 6 well-trained
marathon runners) participated in the study. The marathon runners
trained in aerobic exercise 4–5 times a week, 2 h/day, for at least
5 years. Only subjects who are below 35 year of age, and in healthy
condition after clinical evaluation were recruited in current study.
Study Protocol was approved by the Ethics Committee from
University of Milan, and informed consent was obtained from each
subjects. Vmax was assessed using the Bruce treadmill protocol us-
ing a breath by breath analyzer [11].

In an exercise physiology laboratory (21° C, relative humidity
65%, at sea level), all subjects ran on a treadmill, performing ex-
ercises of increasing intensities of 3 min duration each until voli-
tional exhaustion. Blood was withdrawn in heparinized tubes be-
fore the exercise and 5 min after its completion. Plasma was ob-
tained after centrifugation for 12 min at 2700 rpm, immediately
frozen and maintained at -80° C until analysis.

Immunochemistry of protein modification

Protein carbonyl levels were determined as adducts of 2,4-dinitro-
phenylhydrazine (DNPH) [2, 12]. Briefly, samples (5 μL) were treat-
ed with an equal volume of 12% sodium dodecyl sulfate (SDS) and
were then derivatized with 10 μL 20 mM 2,4-DNPH (Chemicon,
now Millipore) for 20 min. The reaction was stopped by adding a
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neutralizing reagent (7.5 μL 2 M Tris, 30% glycerol, pH = 8.0). A
volume containing 250 ng protein was loaded per slot in a slot-blot-
ter. The DNP-adduct of the carbonyls was detected on nitrocellu-
lose paper using a primary rabbit antibody (Chemicon) specific for
DNP-protein adducts (1:100) followed by a secondary goat anti-rab-
bit IgG (Sigma) antibody. The reaction was developed by applica-
tion of SigmaFast (BCIP/NBT) tablets. The resulting line densities
were quantified using Scion Image software.

To quantify HNE and 3-NT levels, samples (5 μL) were treated
with an equal volume of 12% SDS and were further denatured with
10 μL Laemmli buffer (0.125 M Trizma base, 4% SDS, 20% glyc-
erol) for 20 min. A volume containing 250 ng protein (HNE assay)
or 500 ng protein (3-NT assay) was loaded per slot. The HNE lev-
els were detected on the nitrocellulose paper using a primary rabbit
antibody (Alpha Diagnostics, TX) specific for HNE-modified pro-
tein (1:8000). The 3-NT levels were detected by primary rabbit an-
tibody (Chemicon) specific for 3-NT (1:100). The same secondary
goat anti-rabbit IgG (Sigma) antibody was then used. The resultant
stain was developed by application of SigmaFast (BCIP/NBT) tablets
and the line densities were also quantified using Scion Image.

Data analysis

We previously reported that there was no nonspecific staining of pro-
teins by primary or secondary antibodies to protein carbonyl or 3-NT
[13]. However, a small background for HNE was observed, so the stain
for all samples was corrected prior to analysis. Plasma samples from
each subject were measured in duplicate and the mean intensity val-
ues of the duplicate were averaged for each sample measured. The
post-exercise values were normalized to pre-exercise values for each
subjects. The standard error of the mean (SEM) was calculated.
Differences in clinical characteristics between the two groups were
tested using Student’s unpaired t test. Differences between pre- and
post-exercise values were tested for significance using the (un)paired
t test. A value of p<0.05 was considered to indicate significance.

Results

We assessed the redox state of plasma proteins immediately
after exhausting exercise in 10 healthy men, including 4 un-
trained subjects and 6 trained runners (Table 1). The two

Table 1 Characteristics of 10 healthy men who ran on a treadmill
until exhaustion, by training level. Values are mean (SD)

Untrained Trained
subjects runners
(n=4) (n=6)

Age, years 26.8 (3.7) 25.5 (6.0)

Weight, kg 68.0 (13.9) 66.3 (8.4)

Height, cm 169.0 (8.6) 175.3 (5.0)

VO2max, ml · min-1 · kg-1 49.8 (5.1) 59.8 (5.2)*
Time to exhaustion, min 15 (3) 24 (2)

* p<0.05 vs. untrained subjects, Student’s t test
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groups were similar in age, weight and height. However, the
maximal aerobic power (VO2max) of runners was significant-
ly higher than that of controls. This is due to the different ath-
letic characteristics the time of exhaustion. Trained runners
was considered physically fitter, thus have significantly high-
er VO2max than untrained subjects.

The exhausting run led to a substantial and significant in-
crease in protein carbonyl levels in trained runners (by 92%)
but to no significant change in untrained subjects (Fig. 1).
HNE levels also significantly increased in runners (by 30%)
but not in untrained subjects. However, 3-NT levels did not
change significantly in either trained runners or untrained
controls after the exhausting run.

Discussion

It is well established that exercise induces free radical forma-
tion and oxidative stress in cells (reviewed in [14]). However,
the alteration of redox state in plasma protein induced by ex-
ercises is not known. Our study shows that, following physi-
cal activity, increased oxidative carbonyl modification in pro-
teins depends on the preconditioning. Our results also indicate
that the lipid peroxidation end product, HNE, contributes to
protein modification as the protein HNE level was significantly
increased in the plasma of post-event trained runners. Our da-
ta suggest that lipid peroxidation is, at least partially, associ-
ated with the protein oxidative modification during physical
activity with pre-conditioned runners. Since regular exercise
increases the number and activity of mitochondria in muscles

[15], pre-conditioned runners may have more mitochondria to
produce free radicals to modify proteins. The protein 3-NT lev-
el was not significantly altered in the plasma of the marathon
runners. Since 3-NT production require nitric oxide (NO) to
form ONOO– as reactants, little alteration in 3-NT level indi-
cates that NO and ONOO– likely are not involved.

Since trained runners were in better physical condition
than untrained runners as indicated by the VO2max, it is not clear
whether the elevated oxidative modification in plasma during
exercise is necessarily deteriorated. The altered redox state of
proteins observed in this study may stimulate a hormetic re-
sponse [16, 17]. Since trained runners had greater redox state
alteration of plasma protein than did untrained subjects, the
beneficial hormetic response by regular exercise might be me-
diated by these redox state alterations in plasma protein. Indeed,
we previously found that exercise training altered the expres-
sion profile of stress genes, leading to protection of tissue [18].
This speculation requires rigorous testing to be validated.
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