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Free Radical Induced Increase in Protein Carbonyl is
Attenuated by Low Dose of Adenosine in Hippocampus
and Mid Brain: Implication in Neurodegenerative Disorders
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Abstract. There is strong evidence that oxidative stress participates in the etiology
of neurodegenerative diseases such as Alzheimer’s disease and Parkinson’s disease.
In the previous studies we have already shown that a combination of α-tocopherol
and ascorbic acid protect neurons against tert-butyl hydroperoxide (t-BuOOH)
induced neurotoxicity in different brain regions including hippocampus and mid
brain. In this work, we examined the neuroprotective effect of low dose of adeno-
sine against protein oxidation (protein carbonyls) in parallel with the level of re-
duced glutathione (GSH) in hippocampus and mid brain regions of mouse brain.
The t-BuOOH was injected intraperitoneally in three concentrations (50, 100, 150
mg/kg b.w.) for 10 days. Results showed dose dependent increase in protein car-
bonyl (PC) in hippocampus and mid brain region. This increase was accompanied
by a significant (p < 0.05) decline in GSH content in both brain regions of t-BuOOH
treated mice. Adenosine (1 mg/kg b.w.) protected both hippocampus and mid brain
neurons against protein oxidation as evidenced by reduction in protein carbonyl
content. The GSH content was significantly (p < 0.05) increased after the treatment
of adenosine in both brain regions. These data show that prior treatment with low
dose of adenosine attenuates the oxidative protein damage with parallel increase
in the GSH level in hippocampus and mid brain of t-BuOOH induced mice.

Key words: Neurodegeneration — Alzheimer’s disease — Free radical — Adeno-
sine — Hippocampus — Mid brain

Introduction

Progressive increase in the steady state level of molecular oxidative damage has
been postulated to be a major causal factor in senescence-associated loss of cellular
functional capacity. The hippocampus and mid brain are known to be vulnerable to
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a variety of insults, including age associated diseases, cerebrovascular insufficiency
and environmental toxins which result in impairment of cognition, memory or motor
function. These regions of the brain also undergo significant morphological damage
as a function of normal aging, and they contain sub-systems that are thought to
be critical determinants of age-related cognitive and motor dysfunction (Beal 1997;
Hall 1997; Markesbery 1997; Roghani and Bahzadi 2001).

Reactive oxygen species (ROS) are known to convert amino groups of pro-
tein to carbonyl moieties (Chavko and Harabin 1996; Perry et al. 2000). Oxidative
modification of protein leads to increased recognition and degradation by proteases
and loss of enzymatic activity (Davies and Goldberg 1987; Rivett and Levine 1990).
Modification of different intracellular proteins including key enzymes and structural
protein have been demonstrated to lead to the neurofibrillary degeneration of neu-
rons in the Alzheimer’s disease (AD) brain (Aksenov et al. 2001). Oxidative modifi-
cation of protein could also contribute to secondary impairment of biomolecules, for
instance inactivation of DNA polymerases in replicating DNA and the development
of new antigens provoking autoimmune responses (Evans et al.1999).

Glutathione is an important cellular antioxidant and plays a major role in
protecting cells against oxidative stress (Tirmenstein et al. 2000). Studies have
shown that a prolonged depletion of reduced glutathione (GSH) in the brain is
associated with oxidative neuronal death (Regan and Guo 2001). It is demonstrated
that protective glutathione redox system is insufficient to counteract the increased
oxidative damage of proteins in a vulnerable region of the AD brain (Aksenov and
Markesbery 2001). This poorly maintained cellular redox level is responsible for
many of the degenerative processes associated with aging (Hu et al. 2001).

Recent researches have shown that loss of neurons is responsible for many acute
neurological disorders (Clemens 2000; Smith et al. 2000; Culmsee et al. 2001). De-
spite an enormous progress many challenges remain in introducing novel therapies.
Adenosine has recently shown to inhibit production of superoxide anion radical in
neutrophils (Cronstein et al. 1986). It has been reported that adenosine acts as
an activator of the cellular antioxidant system during apoptosis (Maggiwar et al.
1994). There is little information available describing adenosine use in neurodegen-
erative diseases. However, there are reports on the beneficial effect of adenosine
in myocardial protection (Mentzer and Lasley 1997). In the present study we ex-
amine the attenuating effect of low dose of adenosine against t-BuOOH induced
neurotoxicity in hippocampus and mid brain of mice.

Materials and Methods

Reagents and their sources

Tertiary-Butyl hydroperoxide (t-BuOOH), potassium dihydrogen orthophosphate
(KH2PO4), dipotassium hydrogen orthophosphate (K2HPO4), metaphosphoric a-
cid, sodium chloride (NaCl) and ethylene diamine tetra acetate (EDTA) were ob-
tained from Merck (Mumbai, India). 5,5′-dithiobis 2-nitrobenzoic acid (DTNB),
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sodium citrate, streptomycin sulphate, trichloro acetic acid (TCA) and di-nitro-
phenyl-hydrazene (DNPH) were obtained from Sigma Chemical Company Inc. (St.
Louis, MO, USA). Hydrochloric acid (HCl), ethyl acetate, ethanol, sodium hydrox-
ide (NaOH), and adenosine were purchased from Himedia Laboratories (Mumbai,
India).

Animals

The use of animals in experimental protocol was approved by the research com-
mittee of the Vikram University in accordance with the international guidelines for
the care and use of Laboratory Animals. Swiss albino mice (Mus musculus albinus)
obtained from the College of Veterinary Science and Animal Husbandary, Mhow,
India, were used for the experiment. All animals were kept at room temperature
with relative humidity plus a 12 h light : 12 h dark cycle. Six animals were housed
in one cage for the experiment. The size of the cage was 30 × 20 × 12 cm. The
bedding used for mice was sterile paddy husk, which was changed every week.

Experimental design and treatments

Forty eight male mice were used in this experiment. Animals were divided into
four groups: control group (n = 6); t-BuOOH treated animals (n = 18, 6 mice
for each regimen of t-BuOOH) which received daily intraperitoneal (ip) injections
of t-BuOOH diluted with distilled sterile water in three concentrations (50, 100,
150 mg/kg b.w.) for 10 days; adenosine (1 mg/kg b.w.) + t-BuOOH treated ani-
mals (n = 18, 6 mice for each regimen of t-BuOOH + adenosine) which received
t-BuOOH + adenosine. The fourth group consisted of adenosine (1 mg/kg b.w.)
treated animals (n = 6). Adenosine was injected intraperitoneally twice a day for 7
days prior to t-BuOOH treatment and this continued throughout the experiment.

Tissue preparation

At the end of the experiment the animals were sacrificed by decapitation and the
brains were rapidly removed, placed in the cold saline to remove adhering fat and
blood. Hippocampus and mid brain were dissected and homogenized at 13,000 rpm
in 100 mmol/l phosphate buffer (KH2PO4 – K2HPO4) pH 7.4 for protein carbonyl
assay and in 0.1 mol/l cold metaphosphoric acid containing 0.02% EDTA and 0.1
mmol/l DTNB for GSH assay.

Protein carbonyl content assay

The carbonyl content of the hippocampus and mid brain of control and treated
animals was assayed by the method of Levine et al. (1990) with some modifica-
tions. Briefly: 100 µl of homogenate (10%) was incubated with 20 µl streptomycin
sulphate (10% w/v) solution and the mixture was centrifuged at 2800 × g. The
supernatant was equally divided in two test tubes and the protein was precipitated
by adding equal volumes of 20% trichloroacetic acid (TCA). The tubes were again
centrifuged at 2800×g and supernatant was decanted. 1.5 ml DNPH (10 mmol/l) in
2 mol/l HCl was added to one tube and 0.5 ml 2 mol/l HCl was added to another
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tube. Both the tubes were vortex mixed for 1 hour. To these tubes 1.5 ml 20%
TCA was added and kept for 15 minutes at room temperature. Then the mixture
was centrifuged at 3400× g. The precipitates were washed three times with ethyl
acetate : ethanol mixture (1 : 1) to remove the excess of DNPH. The final protein
pellet was dissolved in 1.25 ml 6M-guanidine hydrochloride and the absorbance
of both solutions (DNPH and HCl) was measured at 370 nm in a Perkin-Elmer
UV spectrophotometer. The carbonyl content was calculated in terms of nmol/mg
protein.

Assay of total protein

Total protein content of tissue homogenates was assayed by Folin-Phenol reaction
as described by Lowry et al. (1951). The standard curve of bovine serum albumin
(BSA) was included in each assay to determine linearity and measure the extent
of derivatization.

Reduced glutathione (GSH) assay

The GSH assay was quantified by the method of Jollow et al. (1974). Briefly, ho-
mogenate was centrifuged at 16, 000×g for 15 minutes at 4◦C. 0.5 ml of supernatant
was taken and mixed with 2.5 ml of 0.1 mol/l disodium hydrogen phosphate buffer
(pH 8.0) and 1 ml of 0.1 mmol/l Ellman’s reagent (5,5′-dithiobis-2-nitro-benzoic
acid) (DTNB). The absorbance was measured at 412 nm in a Perkin-Elmer spec-
trophotometer. A calibration curve was prepared using GSH as a standard.

Statistical analysis

All data are expressed as mean ± S.E.M. Statistical comparisons were made rela-
tive to the appropriate control group by Student’s t-test and analysis of variance.
The 0.05 level was selected as point of minimal statistical significance in every
comparison.

Results

Protein carbonyl content

Exposure of mice with three regimens of t-BuOOH resulted in a significant (p <
0.05) increase in protein carbonyl in both hippocampus (Fig. 1) and mid brain
(Fig. 2) in comparison to the control. The increase in protein carbonyl was dose
dependent in hippocampus while more or less equal values were obtained in all
the regimens of t-BuOOH in mid brain. The increase in protein carbonyl in hip-
pocampus at 150 mg/kg b.w. t-BuOOH was more pronounced in mid brain. Supple-
mentation of adenosine to t-BuOOH treated mice consistently gave lower protein
carbonyl level (p < 0.05) in both hippocampus and mid brain regions of brain in
comparison to t-BuOOH treated animals. Administration of adenosine to normal
mice animals did not produce any significant (p < 0.05) change in protein carbonyl
content in any of the two brain regions.
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Figure 1. The effect of t-BuOOH (50, 100, 150 mg/kg b.w.) and protective effect of
adenosine (A) (1 mg/kg b.w.) on protein carbonyl content in hippocampus. Data are
presented as mean ± S.E.M. * p < 0.05 as compared to the control, # p < 0.05 as
compared to t-BuOOH treatment.
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Figure 2. The effect of t-BuOOH (50, 100, 150 mg/kg b.w.) and protective effect of
adenosine (A) (1 mg/kg b.w.) on protein carbonyl content in mid brain. Data are presented
as mean ± S.E.M. * p < 0.05 as compared to the control, # p < 0.05 as compared to
t-BuOOH treatment.

Reduced glutathione (GSH)

Administration of three regimens of t-BuOOH (50, 100, 150 mg/kg b.w.) resulted
in a significant (p < 0.05) decline in the level of GSH in both hippocampus (Fig. 3)
and mid brain (Fig. 4) regions of brain. In view of increased oxidative burden in
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Figure 3. The effect t-BuOOH (50, 100, 150 mg/kg b.w.) and protective effect of adeno-
sine (A) (1 mg/kg b.w.) on GSH content in hippocampus. Data are presented as mean
± S.E.M. * p < 0.05 as compared to the control, # p < 0.05 as compared to t-BuOOH
treatment.

Mid brain
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Figure 4. The effect t-BuOOH (50, 100, 150 mg/kg b.w.) and protective effect of adeno-
sine (A) (1 mg/kg b.w.) on GSH content in mid brain. Data are presented as mean ±
S.E.M. * p < 0.05 as compared to control, # p < 0.05 as compared to t-BuOOH treatment.

brain by three regimens of t-BuOOH, depletion of GSH level in both hippocampus
and mid brain may enhance the neuronal death by increasing the vulnerability to
oxidative stress. The administration of adenosine caused an elevation of GSH levels
in both brain regions of t-BuOOH treated mice and the values were nearly equal or
higher than that of control. A two fold increase in the level of GSH in hippocampus
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from (3.18 nmol/g wet weight to 6.15 nmol/g wet weight) and mid brain from (3.15
nmol/g wet weight to 6.14 nmol/g wet weight) was seen in the second regimen of
t-BuOOH + adenosine administration.

Administration of adenosine alone to non t-BuOOH treated animals resulted
in an elevation of GSH level in both brain regions suggesting that adenosine acts
as an endogenous activator of the neuronal GSH level during the oxidative stress
and thus preserving the neuronal potential and function.

Discussion

t-BuOOH, a lipophilic hydroperoxide is a potent neurotoxin which induces neu-
rotoxicity by generation of ROS following scission of the peroxide as catalyzed by
iron (Rush et al. 1985). It also potentiates mitochondrial damage and depletes ATP
production which in turn alter redox state of the cell (Adams et al. 1993; Castilho
et al. 1995). Our previous work showed that t-BuOOH produced damage to many
brain regions and cell types (Bano and Parihar 1997; Parihar et al. 1997; Hemnani
and Parihar 1999). Brain is known to contain a variety of high concentration of
iron which may be involved in the generation of hydroxyl radical (.OH) by the iron
catalyzed Haber-Weiss (reaction 1) and Fenton type (reaction 2) reactions.

O.−
2 + H2O2 −→ O2 + .OH + OH− (1)

Fe2+ + H2O2 → Fe3+ + .OH + OH− (2)

Tissue proteins are vulnerable to ROS attack. This hypothesis is based on
several studies (Oliver et al. 1984, 1987; Stadtman and Oliver 1991; Stadtman 1992)
showing that protein carbonyl modification primarily arised from iron catalyzed
oxidation. Increase in the protein carbonyl group in different brain parts has been
reported in the motor cortex of the sporadic amyotrophic lateral sclerosis (ALS)
patients (Bowling et al. 1983), in the substantia nigra (Floor and Wetzel 1998),
the region regarded as the most vulnerable to oxidative damage in parkinsonian
patients and hippocampus, the region contributing to memory function (Dubey et
al. 1996; Burdgett and Henry 1999; Suzuki and Clayton 2000) and also regarded
as the most vulnerable region of the AD brain (Aksenov and Markesbery 2001).

In the present study we have explored the effects of t-BuOOH on the pro-
tein carbonyl and attenuation by low dose of adenosine in hippocampus and mid
brain of mice. The result demonstrated a dose dependent increase in protein car-
bonyl after administration of three regimens of t-BuOOH. This might indicate an
increased oxidatively modified protein in brain with the increase of neurotoxin.
Previous studies in our laboratories have demonstrated that t-BuOOH induces ox-
idative damage in different regions of brain (Bano and Parihar 1997; Parihar et al.
1997). Thus good agreement exists between the present studies involving protein
carbonyl induction and previous studies involving induction of lipid peroxidation
in various regions of brain. At the third regimen of t-BuOOH (150 mg/kg b.w.)
almost two fold increase in protein carbonyl content was observed in hippocampus
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(100± 1.34 nmol/mg of protein) comparing with mid brain (52.72± 1.16 nmol/mg
of protein) region of brain. It is unclear as to why hippocampus is more vulnerable
to t-BuOOH induced oxidative insult than mid brain. A higher level of arachi-
donic acid metabolism in the hippocampus, which generates oxygen radicals as a
byproduct, may provide an explanation (Hall et al. 1993; Hall 1997). Furthermore,
we found small differences in the protein oxidative stress in hippocampus and mid
brain at the control level. This represents that all regions of brain are not equally
susceptible for oxidative insults. There are however differences between organ and
different cell types as to how well they are protected by antioxidant defenses.

In fundamental chemical terms, the key to the generation of toxic chemical
species is the avidity of oxygen for electrons, and an important protective mech-
anism is the transfer of electrons to the reactive compounds in order to saturate
their electron affinity. A prerequisite for this is the maintenance of reducing equiv-
alents. In the majority of known biological systems, GSH importantly serves the
functions of quenching electrophilic chemical species, circumvention of cellular ox-
idative stress and maintenance of intracellular thiol redox status (Meister 1983,
1989). Apart from participating in the glutathione peroxidase catalyzed detoxifi-
cation of H2O2, GSH can also spontaneously react with and scavenge a number
of ROS. It acts as an intracellular reservoir of cysteine and plays a central role in
coordinating the synergism of various crucial antioxidants. Reduction or increase
in cerebral glutathione may be regarded as an indice of oxidative stress (Adams
et al. 1989). Depletion of glutathione reserves in the brain can cause neurological
deficits (Calvin et al. 1986). A number of studies showed decline in glutathione
concentrations in the substantia nigra (Sofic et al. 1992; Sian et al. 1994) which
may be a pre-symptomatic phase of Parkinson’s disease (Dexter et al. 1994). The
result of the present study demonstrated that three regimens of t-BuOOH induced
a marked loss in neuronal GSH content. This decline in GSH content indicates that
it is consumed in order to challenge the prevailing oxidative stress.

The present study demonstrated that adenosine attenuates the t-BuOOH in-
duced neurotoxicity in hippocampus and mid brain. The protein carbonyl con-
tent was significantly (p < 0.05) declined in all the regimens of adenosine +
t-BuOOH treatment. The attenuating effect of adenosine was more pronounced
in midbrain than in hippocampus. At 50 mg/kg b.w. t-BuOOH treatment, how-
ever, the result was not significant. Further studies on the reason for such a dif-
ference are required for any final judgement. It has been reported that adeno-
sine acts as an endogenous activator of the cellular antioxidant system (Maggiwar
et al. 1994) and inhibits the superoxide anion radical (O.−

2 ) generation by neu-
trophils (Cronstein et al. 1986; Gunther and Herring 1991). It may exert their
action not only as neurotransmitters and neuromodulators, but also by stabiliz-
ing neuronal functions via different routes consisting in provoking vasodilation to
supply oxygen nutrients (Sweeny 1996), inhibiting excitotoxicity by neurotrans-
mitters and preventing neurons from delayed death via apoptosis (Vitolo et al.
1998). Our data suggest that attenuating action of adenosine against t-BuOOH
– induced neurotoxicity is due to inhibition of free radical induced protein oxida-
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tion and that this effect is mediated by endogenous activation of neuronal GSH
level.
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