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The evaluation of metal’s toxicity in freshwater is one of the imperative areas of research and there is an emergent concern on the
development of techniques for detecting toxic effects in aquatic animals. Oxidative stress biomarkers are very useful in assessing
the health of aquatic life and more in depth studies are necessary to establish an exact cause effect relationship. Therefore, to study
the effectiveness of this approach, a laboratory study was conducted in the fish Labeo rohita as a function of hexavalent chromium
and the toxicity indices using a battery of oxidative stress biomarkers such as catalase (CAT), superoxide dismutase (SOD), and
glutathione reductase (GR) in the liver, muscle, gills, and brain have been studied along with biometric parameters, behavioral
changes, and Cr bioaccumulation. A significant increased HSI was observed in contrast to CF which reduced significantly. SOD,
CAT, and GR activity increased significantly in all the tissues of treated fishes. The bioaccumulation of Cr was highest in liver
followed by gills, muscle, and brain. This study highlights the significance of using a set of integrated biomarker and advocate to
include these parameters in National Water Quality Monitoring Program in areas potentially polluted with metals to assess the
health of the ecosystem.

1. Introduction

Heavy metals play a crucial role in various biological func-
tioning of aquatic organisms and remain present in trace
amount in the body, that is, not exceeding 1𝜇g/g. However
only slight increase in the concentration leads to high level of
toxicity in different organs. Aluminium, arsenic, chromium,
cobalt, copper, iron, manganese, molybdenum, nickel, sele-
nium, tin, vanadium, and zinc are essential heavy metals for
one or more organisms. But industrial effluents containing
toxic and hazardous substances, including heavymetals, con-
sequently lead to the pollution of aquatic ecosystem [1].
Heavy metals are competent of inducing toxicity in living
organisms because of their capability of interacting with the
nuclear proteins and nucleic acids causing oxidative deteri-
oration of biomolecules [2]. The unifying factor determining
the toxicity and carcinogenicity for heavymetals is the gener-
ation of reactive oxygen and nitrogen species [3] resulting in
cellular damage like enzymes depletion andDNAdamage [4].
Due to the fact that even trace amount of some heavy metals

can exhibit high toxicity to aquatic biota and human, there is
an increasing interest in studying interaction of these metals
in the aquatic environments.

Aquatic system is an ultimate sink of heavy metal pol-
lutants and since aquatic animals tend to accumulate heavy
metals from various sources including sediments, soil erosion
and runoff, air depositions of dust and aerosol, and discharges
of waste water [5, 6], they provide the insights of toxicity
mechanisms induced by these heavy metals. Among these
heavy metals, cadmium, lead, copper, and chromium pose
major problems to aquatic life. Chromium (Cr) is one of the
most common contaminants found in surface and ground
water. Welding, grinding, and polishing of stainless steel are
the principal sources of chromium pollution, while the other
sources include burning of fossil fuels and waste incineration
[7]. Chromium compounds are widely used as mordant and
dyes in textile industry, chrome electroplating, anodizing,
and dipping and it is used as oxidants and catalysts in the
manufacture of products such as saccharin, in bleaching and
purification of oils, fats, and chemicals and as agents to
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increase the antiwetting by water insolubility of various
products such as glues, inks, and gels. Because of the wide
industrial uses of Crmetal and its compounds, anthropogenic
activities have become the most significant contributor to
environmental contamination.

Thehexavalent chromiumwhenpresent in excess amount
induces toxic effects in the cells [8] like genotoxicity [9, 10]
and oxidative damage [11–13]. Oxidative damage primarily
occurs through production of reactive oxygen species (ROS)
and can damage lipids, proteins, and DNA contributing to
loss of activity and structural integrity of enzymes and may
activate inflammatory processes [14]. In most cases, the
abnormal generation of ROS, which can result in significant
damage to cell structure, is considered as an important signal
of oxidative damage [15]. Oxidative stress is induced as a
result of the three factors: (a) an increase in oxidant gener-
ation, (b) a decrease in antioxidant protection, and (c) failure
to repair oxidative damage [16]. Superoxide (O−2), one of the
parental forms of intracellular ROS, is a very reactive
molecule, but it can be converted to H

2

O
2

by superoxide
dismutase (SOD) and then to oxygen and water by several
enzymes including catalase (CAT) and glutathione reductase
(GR). Therefore, examining the change in activity of antioxi-
dant enzymes such as SOD, CAT, and GR shall be an effective
method of denoting oxidative stress and changes in their
activity and other biomarkers could be the possible tools in
aquatic toxicological research.

The evaluation of toxic effects of metals in terrestrial and
aquatic ecosystems is one of the imperative areas of recent
research and there is an emergent concern on the develop-
ment of technique for detection of toxic effects in aquatic ani-
mals [17]. Fishes are an important source of human diet and
numerous studies have been carried out onmetal pollution in
different edible fish species [18, 19]. Industrial effluents, agri-
cultural runoffs, transport, burning of fossil fuels, and domes-
tic wastes append to the heavy metals in the water bodies
owing to their easy uptake into the food chain and bioac-
cumulation processes. The toxic effects of heavy metals have
been examined, including bioaccumulation [20] and the
instance of metal accumulation in fish tissues can be utilized
as effective indicators of environmental contamination [21].
Many authors have advocated to use the oxidative biomarkers
in assessing the health of aquatic life [22, 23] and more in
depth studies are necessary to establish an exact cause effect
relationship. Therefore, to study the effectiveness of this
approach, a laboratory study was conducted in the fish Labeo
rohita as a function of heavy metal chromium. The rationale
of this research is to study the chromium induced oxidative
stress along with some biometric assays and to quantify
the accumulation of chromium in different tissues of Labeo
rohita, a most common edible carp fish, and correlate the
concentration of metals with respect to their toxic effects on
various fish species. The acquired information would further
help in the formulation of strategies for treating chromium
polluted water bodies and making the river water safe for
survival of aquatic life.

2. Materials and Methods

2.1. Experimental Fishes. Labeo rohita, a common carp,weight
59 g ± 8.2; length 16 cm ± 1.46, were obtained from the local

hatchery maintained by College of Fishery Science, Telan-
khedi, Nagpur, and acclimatized according to the method of
Kumari and Sinha [24]. The water quality parameters mea-
sured included pH 7.8 ± 0.5, temperature 24.0 ± 1.14∘C, dis-
solved oxygen 7.25mgL−1, total alkalinity 90mgL−1, and total
hardness 40.52± 3.2mgL−1 asCaCO

3

. Photoperiodwas 12 : 12
light-dark cycle. Fishes were fed commercial fish food and
acclimatized for 14 days prior to the beginning of the
experiment.

2.2. Experimental Design. Following acclimatization, short
term test of acute toxicity over a period of 96 hrs was per-
formed on the fishes following the renewal of bioassay. LC

50

values were determined by EPA Probit Analysis Program
[25]. Fishes were exposed with 48.3 ppm (1/3rd of LC

50

of
potassium dichromate). The behavior and condition of the
fishes were noted every 24 hr up to 96 hrs. Control fishes
were also held under acclimatized conditions and monitored
concurrently and no mortality was observed in this group.
After 24, 48, 72, and 96 hrs and 15 days of exposure, fishes
from treatment and control groupwere sacrificed for different
assays. Collection of bloodwas done according to themethod
of Kumari and Sinha [26]. Tissues were quickly removed in
the following order: gills, brain, liver, and muscle and pro-
cessed immediately for different assays. For spectrophoto-
metric analysis of different assays, UV Spectrophotometer
(Shimadzu; Model- UV-1800) equipped with temperature
control system was used.

2.3. Biometrics Assay. Two biometric parameters were calcu-
lated, the condition factor (CF) and the hepatosomatic index
(HSI). The condition factor of each fish was calculated using
the method of Salam and Davies [27] and the hepatosomatic
index was calculated using the method of Kumari [28].

2.4. Assay of Total Protein. To calculate the enzyme activity,
total protein content was determined in different tissues
under study based on Biuret method [29].

2.5. Assay of Catalase (CAT, EC 1.11.1.6). Catalase was assayed
according to the method of Sinha [30] with slight modifica-
tions. The reagent used includes phosphate buffer (0.1M, pH
7.0) and 30% hydrogen peroxide solution.

Known amount of tissue was homogenized in phosphate
buffer.The reactionmixture includes 0.1mL of hydrogen per-
oxide, 1.95mL phosphate buffer, and 0.05mL tissue extract.
Change in absorbance was recorded at 240 nm and the
enzyme activity was expressed as mmol−1 H

2

O
2

min−1mg−1
protein.

2.6. Assay of Superoxide Dismutase (SOD, EC 1.15.1.1). SOD
activity was determined according to the method of Beau-
champ and Fridovich [31] with little modifications. The
reagents used included phosphate buffer (0.1M, pH 7.5),
riboflavin (24𝜇M), nitro blue tetrazolium (NBT) (840 𝜇M),
Na
2

EDTA (1.2mM), and methionine (150mM).
The reaction mixture containing 1.95mL phosphate

buffer, 0.25mL riboflavin, 0.25mL methionine, 0.25mL
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Na
2

EDTA, 0.25mL NBT, and 0.05mL tissue extract was
pipetted in 4 glass tubes. Another set of 4 tubes was pre-
pared adding 0.05mL of phosphate buffer instead of enzyme
extract.Three tubes from each set were then placed on shaker
at 25∘C in fluorescent light for 15 minutes and the last one
was kept in dark at 25∘C (reference sample, in darkness free
radicals are not generated). After the incubation period the
change in the absorbance was measured at 560 nm using
respected dark-incubated sample as reference for test samples
for each series. The SOD activity was expressed in terms of
relative enzyme activity U/mg protein.

2.7. Assay of Glutathione Reductase (GSSG-R or GR, EC
1.6.4.2). Glutathione reductase (GR; EC 1.6.4.2) activity was
assayed as described by Carlberg and Mannervik [32], with
some modifications, by measuring the oxidation of NADPH
at 340 nm.The reactionmixture consisted of phosphate buffer
(0.1M, pH 7.5), 50mM MgCl

2

, 16M oxidized glutathione
(GSSG), and 8mM NADPH and was initiated by addition
of supernatant. The activity of GR was calculated based on
tissue protein concentration and expressed as relative enzyme
activity.

2.8. Bioaccumulation of Chromium. Aquatic organisms have
the ability to absorb and accumulate heavy metals that can
pose a long term effect on the health of the organism and
probably on the ecosystem. Bioaccumulation pattern of hex-
avalent chromium in different fish tissues was studied. The
procedures adopted for heavymetal analysis in fish tissues are
based on the method 3052 of EPA [33]. The bioaccumulation
of chromiumwas studied after acute (short term exposure till
96 hrs) and chronic (long term exposure till 15 days) exposure
in different tissues of Labeo rohita using ICP-OES.

2.9. Statistical Analysis. All statistical analyses were per-
formed with SPSS statistical program. All experimental data
were expressed as mean ± standard deviation (SD). Signif-
icant differences between experimental and control groups
were compared by One-Way ANOVA (analysis of variance)
followed by Least Significant Difference (LSD) (𝑃 < 0.05 and
0.001) using the Statistics Package (SPSS) program Version 7.

3. Results

3.1. Behavioral Changes in the Fishes under Study. While con-
ducting LC

50

assays some selective behavioral changes were
also noticed as a function of hexavalent chromium and have
been presented in Table 1.

3.2. Biometric Parameters

3.2.1. Hepatosomatic Index (HSI). Figure 1 shows that chrom-
ium treated fishes exhibited a significantly increased hepato-
somatic index (HSI) than that observed in control fishes. At
the same time, treatment period was also observed to have a
significant effect on the HSI as it increased progressively with
the increasing period of exposure.

Table 1: Behavioral changes in the fish Labeo rohita as a function of
hexavalent chromium.

S.N. Behavioral changes
1 Surfacing and darting movement
2 Copious mucus secretion
3 Aggregation of fishes near aerator
4 Lethargic movement within 20 minutes after exposure
5 Increase in opercular movement in order to breathe faster

6 Irregular and burst swimming-sudden rapid and forward
movements

7 Nip and nudge movement-biting and moving towards
another fish

8 Fin flickering-contraction and extension of dorsal fin
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Figure 1: Effect of hexavalent chromium on HSI of Labeo rohita
(values are mean ± S.D.); S.D. = standard deviation; ∗∗ = significant
at (𝑃 < 0.05).

3.2.2. Condition Factor (K). Condition factor indicates chan-
ges in energy storage and metabolism due to environmental
stressors. In this parameter, length and weight relationship
are commonly used as indicators of robustness. Significant
reduction was noticed in condition factor of chromium
treated fishes (Figure 2).

3.3. Biomarkers of Oxidative Stress

3.3.1. Catalase Activity. Figures 3(a)–3(d) show the effects of
Cr(VI) on catalase activity in liver, muscle, gills, and brain of
the fish Labeo rohita. A significant increase was observed in
catalase activity in all the tissues under study in comparison
to control fishes. The activity reached the maximum value in
all the tissues during the period of 48 hrs except in liver tissue
where it achieved its maximum level during 72 hrs.

3.3.2. Superoxide Dismutase (SOD) Activity. To verify the
presence of oxidative stress, SOD was also analyzed in liver,
muscle, gills, and brain of the fish (Figures 4(a)–4(d)). Com-
pared with the control, the activity of superoxide dismutase
increased in chromium treated fishes during 24 to 72 hrs and
decreased in 96 hrs in all the tissues except in brain where the
activity of SOD was higher than normal even after 96 hrs of
treatment period.
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Figure 2: Effect of hexavalent chromium on CF of Labeo rohita
(values are mean ± S.D.); S.D. = standard deviation; ∗∗ = significant
at (𝑃 < 0.05).

3.3.3. Glutathione Reductase Activity (GSSG-R). The effects
of Cr(VI) exposure on glutathione reductase activity in fish
liver, muscle, gills, and brain are presented in Figures 5(a)–
5(d). An increase in activity was observed in glutathione
reductase (GSSG-R) in the fishes exposed to chromium;
however the increase was not significant (𝑃 > 0.05) except
in brain.

3.4. Bioaccumulation. The present study was planned to
investigate accumulation of heavy metal chromium with
respect to short term and chronic exposure. Fishes exposed
to 1/3rd of LC

50

were kept in 5 different groups and accu-
mulation patterns of the metal in fish body organs were
investigated after 1, 2, 3, 4, and 15 days.

Among various body organs, the liver of the fish Labeo
rohita sampled during short term exposure showed signifi-
cantly higher concentration of chromium, followed by that of
gills, muscles, and brain (Figure 6). However, it was very
interesting to note that after 15 days of exposure the highest
concentration was observed in gills followed by liver, muscle,
and brain (Figure 7).

4. Discussion

4.1. Behavioral Response. Behavior provides a unique per-
spective linking the physiology and ecology of an organism
and its environment [34] and allows the organism to adjust to
external and internal stimuli in order to best meet the chal-
lenge of surviving in a changing environment. Chromium
(VI) actively enters cells through an anion (phosphate) trans-
port mechanism. Chromium (III), meanwhile, is not able
to use this mechanism [35]. Fishmucus can reduce the oxida-
tive state of Cr(VI) and decrease its penetration, providing
fish protection against chromium pollution [36].The copious
mucus secretion observed in the present study (Table 1)
is one of the selective responses of the chromium treated
fishes to avoid the entry of toxicants to body. Development
of locomotory responses, frequency of swimming move-
ments, and duration of activity were significantly altered in
chromium treated fishes.The results obtained in our study are
supported by numerous studies showing that toxicants can

disrupt startle responses [37] and the swimming performance
and activity of the fishes [38–40]. The lethargic movement
and loss of equilibrium support the findings in Cr(VI) treated
Channa punctatus [41]. Normal respiration was found to
be altered in the fishes treated with chromium. Respira-
tion is a rhythmic neuromuscular sequence regulated by
an endogenous biofeedback loop as well as by external envi-
ronmental stimuli. Acute contaminant exposure can induce
reflexive cough and gills purge responses to clear the oper-
cular chamber of the irritant and can also increase rate and
amplitude of the respiratory cycle as the fish adjusts the
volume of water in the respiratory stream. As exposure
continues, the respiration cycle can become irregular, largely
through decreased input as well as alterations in the endoge-
nous pacemaker. Diamond et al. [42] also found that the
frequency and amplitude of bluegill opercular rhythms and
cough responses were altered following exposure to different
contaminants. All the above symptoms could also be due to
the inhibition of acetylcholinesterase (AchE) activity leading
to accumulation of acetylcholine in cholinergic synapses
ensuring hyperstimulation [26].

4.2. Biometric Parameters (HSI and CF). Fishes are especially
susceptible to environmental variations and respond more
sensitively to pollutants than mammals. The fish liver has
been shown to be a very interesting model for studying the
interactions between environmental factors and hepatic
structure and function. Hepatosomatic index (HSI) has been
frequently used as a biomarker for examining fish exposed to
environmental toxicants. HSI values are generally elevated in
vertebrates experiencing induction of hepatic microsomal
P-450 for detoxification of the pollutants [43]. One of the
functions of liver is the biotransformation and elimination of
xenobiotics. Increases in the liver size are commonly seen in
fish that have been exposed to xenobiotics. The increase in
size is due to hyperplasia (increase in cell number), hypertro-
phy (increase in cell size), or both [44, 45]. The concurrent
increase in HSI can indicate an increased capacity of the liver
to metabolize xenobiotics in the presence of pollution.

In the present study (Figure 1) HSI increased significantly
during the entire period of study in L. rohita due to chromium
treatment indicating that the liver size increases due to
metabolization of metal in the liver.This high increase of HSI
shows thatHSI can also be considered as a biomarker ofmetal
toxicity.

The CF is a measure of the fattiness of the fish and this
is based on the ratio between body weight and length: 100 ×
body weight (g)/length (cm3), which allows comparisons to
be made between populations living under different condi-
tions [45].

The overall decrease in CF in the present study in L. rohita
(Figure 2) due to chromium treatment is indicative of adverse
effect on health of the fish caused by the chromium.

4.3. Biomarkers of Oxidative Stress. The antioxidant enzy-
matic system protects organisms from the toxic effects of the
activated oxygen species and helps tomaintain cellular home-
ostasis by removing ROS. The use of antioxidant profiles,
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Figure 3: (a)–(d) Effect of hexavalent chromium on catalase activity in liver (a), muscle (b), gills (c), and brain (d) of Labeo rohita (values are
mean ± S.D.); S.D. = standard deviation; ∗∗ = significant at (𝑃 < 0.05); ∗∗∗ = significant at (𝑃 < 0.001).

particularly as a function of heavy metal exposure, is of high
toxicological relevance. The level of certain biomarkers of
oxidative stress was evaluated in Labeo rohita exposed to
sublethal concentration of chromium. Fish upon exposure
to pollutants elicit the production of reactive oxygen species
(ROS) like superoxide anion, hydrogen peroxide, and hydro-
xyl radical [46]. As the ROS levels increase, the biolog-
ical system develops a first line defense mechanism by
modulating the activities of antioxidants such as catalase
(CAT), superoxide dismutase (SOD), and glutathione related
enzymes [47, 48].

The biochemical profiles for catalase, GSSG, and SOD
in different tissues are represented in Figures 3–5. In the
present study, catalase activity increased in liver, muscle, gills,
and brain of the fish exposed to sublethal concentrations of
hexavalent chromium (Figures 3(a)–3(d)). Thus, the results
clearly infer chromium-induced oxidative stress. H

2

O
2

is a
major component of the ROS produced intracellularly during
physiological and pathological processes, in addition to being
the cause of oxidative damage [49]. Catalase (H

2

O
2

: H
2

O
2

oxidoreductase; EC1.11.1.6), a hydrogen peroxide scavenger,
catalyzes the breakdown of hydrogen peroxide to water and
molecular oxygen to protect cells against the toxic effects of
hydrogen peroxide [50].The increase in catalase activity dur-
ing experimental periods is probably a response to chromium

induced toxic stress and serves to neutralize the impact of
increased ROS generation [51]. Similar observationwasmade
by Li et al. [52] in the brain of rainbow trout (Oncorhynchus
mykiss) after chronic carbamazepine treatment and in the
liver, gills, and kidney of Labeo rohita after lethal and
sublethal concentrations of malathion [11].

Cr(VI) is reduced intracellularly to the reactive inter-
mediates Cr(V) and (IV) and ultimately to the more stable
Cr(III), by cellular reductants [53]. Diverse intracellular
reductants have been suggested as contributors to the reduc-
tion of Cr(VI), whichmay either directly induce an increased
production of reactive oxygen species (ROS) by catalyzing a
Fenton-like redox cycling mechanism [54] or indirectly pro-
mote oxidative stress by interacting with mitochondria [55].
Reactive oxygen species can attack multiple cellular con-
stituents including protein, nucleic acids, and lipids, leading
to disruption of cellular function and integrity [56, 57].

Among antioxidant enzymes, SOD is considered as the
first line of defence against oxygen toxicity, due to its
inhibitory effects on oxyradical formation [58, 59]. The dis-
mutation of the superoxide anion radical is catalyzed by SOD
to water and hydrogen peroxide, which afterwards is detoxi-
fied by catalase. Therefore, a simultaneous activity induction
of SOD and CAT is usually an expected response [60]. How-
ever, this relation is not always observed [61] and it is known
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Figure 4: (a)–(d) Effect of hexavalent chromium on superoxide dismutase activity in liver (a), muscle (b), gills (c), and brain (d) of Labeo
rohita (values are mean ± S.D.); S.D. = standard deviation; ∗∗ = significant at (𝑃 < 0.05); ∗∗∗ = significant at (𝑃 < 0.001).

to be species dependent [62]. In the present study, high
activity values of both SOD and CAT have been observed,
suggesting a “cooperative” mechanism of the two enzymatic
systems. In liver, it has been noticed that the catalase
activity reached its maximum level during 72 hrs, whereas
in other tissues catalase achieved its maximum peak during
48 hrs (Figures 3(a)–3(d)). Figure 4(a) clearly indicates that
SOD level was maximum during 48 hrs in liver due to which
ample amount of hydrogen peroxide might have generated
and this could be the reason that catalase activity reached
its maximum peak during 72 hrs (Figure 3(a)) in order to
remove these peroxides.

One very unique and interesting finding was observed
in the present study that the SOD increased from very
initial period of stress (i.e., 24 hrs) and decreased or returned
to normalcy during 96 hrs in all the tissues except brain,
whereas CAT increased its maximum level during 48 hrs to
72 hrs and did not return to normalcy even in 96 hrs (except
muscle). Therefore, it may be concluded based on the results
that SOD takes the lead in order to detoxify the oxyradicals
followed by corresponding increase in CAT activity and both
are time-dependent.

We also observed that SOD and CAT activity in brain was
strongly induced by Cr(VI) even during 96 hrs of treatment,

which could be due to the flux of superoxide radicals,
resulting in increased H

2

O
2

in the cells [63, 64] leading to
prolonged induction of SOD and CAT. The significantly
inducedCATand SODalso indicates the stronger antioxidant
defense capability of liver [59] and brain.

In free radical scavenging and other cellular metabolism,
reduced glutathione and GSH-related enzymes play a major
role [65–67]. They may also be involved in Cr(VI) detoxi-
fication, and in many cases glutathione may be active [13].
During the reduction of Cr(VI), GSH may be oxidized to
GSSG, which would normally be recycled back to GSH by
the activity of glutathione reductase using NADPH as the
electron donor [68].

In our study, we did not find significant elevations in glu-
tathione reductase activity in liver, muscle, and gills tissues.
Experiment conducted on Zebra fish as a function of nor-
floxacin by Bartoskova et al. [69] has also not found any
significant difference in glutathione reductase activity. How-
ever, in brain, the activity was found to be significantly
increased in all the period of treatment. Li et al. [70] have
also found significant induction in glutathione reductase
(GR) activities in fish brain in vivo evaluating the toxicity
of environmental concentrations of waterborne chromium
(VI) to a model teleost, Oncorhynchus mykiss. Significantly
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Figure 5: (a)–(d) Effect of hexavalent chromium on glutathione reductase (GSSG-R) activity in liver (a), muscle (b), gills (c), and brain (d)
of Labeo rohita (values are mean ± S.D.); S.D. = standard deviation; ∗∗ = significant at (𝑃 < 0.05).
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Figure 6: (a)–(d) Bioaccumulation of hexavalent chromium after short term exposure (24–96 hrs) in liver (a), muscle (b), gills (c), and brain
(d) of Labeo rohita (values are mean ± S.D.); S.D. = standard deviation; ∗∗ = significant at (𝑃 < 0.05).
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Figure 7: Bioaccumulation of hexavalent chromium after long term
exposure (15 days) in liver, muscle, gills, and brain of Labeo rohita
(values are mean ± S.D.); S.D. = standard deviation; ∗∗ = significant
at (𝑃 < 0.05).

elevated GR activities in brain might suggest a critical role
for this enzyme in brain cell protection against the deleterious
effects of chromium.

Thus, the increase in catalase, SOD, and GR activity
observed in the current study suggests that Cr(VI) is capable
of inducing oxidative stress to the fish Labeo rohita. Similar
findings reported earlier are in agreement with these findings
[47, 71]. Cellular biomarkers can reveal the early onset of
biological alterations due to chemical pollutants, with a prog-
nostic or diagnostic value toward long-term toxicological or
ecological effects [72]. Therefore, CAT, SOD, and GR activity
could be used as biomarkers of metal pollution and be
implemented in biomonitoring program in areas potentially
polluted with metals to assess the health of the ecosystem.

4.4. Bioaccumulation. Knowledge of concentrations of heavy
metal in different tissues of fish is important with respect
to nature of management and human consumption of fish.
Metal accumulation in the tissues of fish varies according to
the rates of uptake, storage, and elimination. This means that
metals which have high uptake and low elimination rates in
the tissues of fish are expected to be accumulated to higher
levels.

Amongst all the tissues studied (liver, muscle, gills,
and brain), the highest concentration of chromium (4.56 ±
1.45 𝜇gg−1) was observed in the liver of the fish Labeo
rohita (𝑃 < 0.05) after 96 hrs period of exposure which
was followed by gills (2.18 ± 0.62 𝜇gg−1); muscle (2.0 ±
0.60 𝜇gg−1); and brain (0.135 ± 0.065 𝜇gg−1) (Figures 6(a)–
6(d)). After 15 days of exposure the chromium accumulation
followed the following trend: gills (121.8 ± 46.22 𝜇gg−1); liver

(100.80 ± 16.6 𝜇gg−1); muscle (35.65 ± 4.25 𝜇gg−1); and brain
(22.75 ± 5.60𝜇gg−1) (Figure 7). The Cr bioaccumulation pat-
tern in the selected tissues of the fish showed that highest con-
centrations of Cr were mostly recorded in the liver and gills
and minimum concentration was recorded in muscle and
brain. In the control fish however, small amount of chromium
was present which may be acquired from the sediment
through food chain and via gills and intestine [73].

The liver exhibited highest tendency to accumulate
chromiummetal, whereas themost consumedpart of the fish,
that is, muscle, showed least tendency. Liver and gills of fish
species, namely, Sparus aurata, Dicentrarchus labrax, Mugil
cephalus, and Scomberomorus cavalla, have been reported to
accumulate highest levels of cadmium, lead, copper, zinc, and
iron [74, 75]. A study conducted on Leuciscus cephalus and
Lepomis gibbosus [76] reported maximum accumulations of
cadmium, cobalt, and copper in the liver and gills, while
these accumulations were least in the fish muscle. The higher
levels of trace elements such as lead and chromium in liver
relative to other tissues may be attributed to the affinity or
strong coordination of metallothionein protein with these
elements [77]. Low levels of chromium in fish muscles and
brain appear to be due to low levels of binding proteins. A
study conducted on Cyprinus carpio, Barbus capito, and
Chondrostoma regium caught at 5 stations on the Seyhan river
system has also confirmed the maximum accumulation of
cadmium and chromium in the liver and gills than muscles
[78].Thus, heavymetals when present in thewater source can
enter the food chain and accumulate in the fish that are often
on the top of food chain and have the tendency to accumulate
heavy metals [79]. Therefore, bioaccumulation of metals in
fish can be considered as an index of metal pollution in the
aquatic bodies [80, 81] that could be a useful tool to study the
biological role of metals present at higher concentrations in
fish [74].

5. Conclusion

The results of the present study clearly indicate that heavy
metal chromium causes oxidative stress in fishes. Increased
CAT, SOD, and GR activities in all organs might suggest the
crucial role of these enzymes in cell protection against the
deleterious effects of chromium and development of adaptive
response to chromium toxicity. The current results also
contribute to improving our knowledge about possible devel-
opment of oxidative stress induced by exposure to chromium
metal in aquatic organisms and indicate a possible role for
antioxidant systems in the prevention of induced damage.
Bioaccumulation of chromium varied between the different
tissues and the liver, being the storage and detoxification
organ, accumulated highest level during short term exposure
followed by gills. The gills had the highest metal concentra-
tions during long term exposure, due to their intimate contact
with the environment and their importance as an effecter of
ionic and osmotic regulation. Muscle accumulated much less
chromium. Thus, it is proposed to include these parameters
in biomonitoring program in areas potentially polluted with
metals to assess the health of the ecosystem.



BioMed Research International 9

Conflict of Interests

The authors declare that there is no conflict of interests
regarding the publication of this paper.

Acknowledgments

This work was supported by the Grant sanctioned by
DBT, Delhi under Biocare Women Scientist Award Scheme
(BT/Bio-CARe/07/176/2010-11) and the first author thank-
fully acknowledges DBT, Delhi for the financial assistance.
The authors are thankful to the Director, CSIR-NEERI,
Nagpur for providing all the laboratory facilities. We are also
thankful to the Head, EIRA Division, CSIR-NEERI, Nagpur
and Prof. R. C. Sinha, Chief Executive, CENC, Patna Uni-
versity for their kind support and constant encouragement.
The authors are also thankful toMr. ArvindKulkarni, College
of Fishery Science, Telankhedi, Nagpur, for providing the
healthy fishes during the period of study.

References

[1] T. T. Gbem, J. K. Balogun, F. A. Lawal, and P. A. Annune, “Trace
metal accumulation in Clarias gariepinus (Teugels) exposed
to sublethal levels of tannery effluent,” Science of the Total
Environment, vol. 271, no. 1–3, pp. 1–9, 2001.

[2] S. S. Leonard, G. K. Harris, and X. Shi, “Metal-induced oxida-
tive stress and signal transduction,” Free Radical Biology and
Medicine, vol. 37, no. 12, pp. 1921–1942, 2004.

[3] S. J. S. Flora, M. Mittal, and A. Mehta, “Heavy metal induced
oxidative stress & its possible reversal by chelation therapy,”
Indian Journal of Medical Research, vol. 128, no. 4, pp. 501–523,
2008.

[4] F. Chen, M. Ding, V. Castranova, and X.-L. Shi, “Carcinogenic
metals and NF-𝜅B activation,”Molecular and Cellular Biochem-
istry, vol. 222, no. 1-2, pp. 159–171, 2001.

[5] M. Labonne, D. Ben Othman, and J. Luck, “Pb isotopes in
mussels as tracers of metal sources and water movements in a
lagoon (Thau Basin, S. France),” Chemical Geology, vol. 181, no.
1–4, pp. 181–191, 2001.

[6] T. H. Goodwin, A. R. Young, M. G. R. Holmes et al., “The
temporal and spatial variability of sediment transport and yields
within the Bradford Beck catchment,West Yorkshire,” Science of
the Total Environment, vol. 314-316, pp. 475–494, 2003.

[7] WHO,Chromium Environmental Health Criteria, vol. 61,World
Health Organization, Geneva, Switzerland, 1988.

[8] M. Sugiyama, “Role of physiological antioxidants in
chromium(VI)-induced cellular injury,” Free Radical Biology
and Medicine, vol. 12, no. 5, pp. 397–407, 1992.

[9] T. O’Brien, J. Xu, and S. R. Patierno, “Effects of glutathione on
chromium−induced DNA. Crosslinking and DNA polymerase
arrest,”Molecular andCellular Biochemistry, vol. 222, no. 1-2, pp.
173–182, 2001.

[10] S. T. Matsumoto and M. A. Marin-Morales, “Mutagenic poten-
tial evaluation of the water of a river that receives tannery efflu-
ent using the Allium cepa test system,” Cytologia, vol. 69, no. 4,
pp. 399–408, 2004.

[11] A. Slaninova, M. Helena, M. Hostovsky et al., “Effects of sub-
chronic exposure toN,N-Diethyl-m- toluamide on selected bio-
markers in common carp (Cyprinus carpio L.),” BioMed

Research International, vol. 2014, Article ID 828515, 8 pages,
2014.

[12] V. K. Patil and M. David, “Oxidative stress in freshwater fish,
Labeo rohita as a biomarker of malathion exposure,” Environ-
mental Monitoring and Assessment, vol. 185, pp. 10191–10199,
2013.

[13] O. V. Lushchak, O. I. Kubrak,M. Z. Nykorak, K. B. Storey, andV.
I. Lushchak, “The effect of potassium dichromate on free radical
processes in goldfish: possible protective role of glutathione,”
Aquatic Toxicology, vol. 87, no. 2, pp. 108–114, 2008.
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P4501A and other biotransformation activities in perch (Perca
fluviatilis): the effects of unbleached pulpmill effluents,”Aquatic
Toxicology, vol. 31, no. 1, pp. 27–41, 1995.

[44] W. Slooff, C. F. van Kreijl, and A. J. Baars, “Relative liver weights
and xenobiotic-metabolizing enzymes of fish from polluted

surface waters in The Netherlands,” Aquatic Toxicology, vol. 4,
no. 1, pp. 1–14, 1983.

[45] A. G. Heath, Water Pollution and Fish Physiology, CRC Press,
Boca Raton, Fla, USA, 2nd edition, 1995.

[46] B. Halliwell and J.M. C. Gutteridge, Free Radicals in Biology and
Medicine, Clarendon Press, Oxford, UK, 3rd edition, 1999.

[47] A. P. Roberts and J. T. Oris, “Multiple biomarker response in
rainbow trout during exposure to hexavalent chromium,” Com-
parative Biochemistry andPhysiologyC: Toxicology andPharma-
cology, vol. 138, no. 2, pp. 221–228, 2004.

[48] T. V. Bagnyukova, O. I. Chahrak, and V. I. Lushchak, “Coordi-
nated response of goldfish antioxidant defenses to environmen-
tal stress,” Aquatic Toxicology, vol. 78, no. 4, pp. 325–331, 2006.

[49] N. Krohn, S. Kapoor, Y. Enami et al., “Hepatocyte trans-
plantation-induced liver inflammation is driven by cytoki-
neschemokines associated with neutrophils and Kupffer cells,”
Gastroenterology, vol. 136, no. 5, pp. 1806–1817, 2009.

[50] B. Chance, H. Sies, andA. Boveris, “Hydroperoxidemetabolism
in mammalian organs,” Physiological Reviews, vol. 59, no. 3, pp.
527–605, 1979.

[51] S. John, M. Kale, N. Rathore, and D. Bhatnagar, “Protective
effect of vitamin E in dimethoate andmalathion induced oxida-
tive stress in rat erythrocytes,” Journal of Nutritional Biochem-
istry, vol. 12, no. 9, pp. 500–504, 2001.

[52] ZH. Li, V. Zlabek, J. Velisek, R. Grabic, J. Machova, and T.
Randak, “Modulation of antioxidant defence system in brain of
rainbow trout (Oncorhynchus mykiss) after chronic carba-
mazepine treatment,” Comparative Biochemistry and Physiol-
ogy: C Toxicology and Pharmacology, vol. 151, no. 1, pp. 137–141,
2010.

[53] G. Krumschnabel and M. Nawaz, “Acute toxicity of hexavalent
chromium in isolated teleost hepatocytes,” Aquatic Toxicology,
vol. 70, no. 2, pp. 159–167, 2004.

[54] X. Shi and N. S. Dalal, “Evidence for a fenton-type mechanism
for the generation of .OH radicals in the reduction of Cr(VI)
in cellular media,” Archives of Biochemistry and Biophysics, vol.
281, no. 1, pp. 90–95, 1990.

[55] M. Pourahmad, P. J. O’Brien, F. Jokar, and B. Daraei, “Carcino-
genic metal induced sites of reactive oxygen species formation
in hepatocytes,” Toxicology in Vitro, vol. 17, no. 5-6, pp. 803–810,
2003.

[56] J. Sturve, B. C. Almroth, and L. Förlin, “Oxidative stress in rain-
bow trout (Oncorhynchus mykiss) exposed to sewage treatment
plant effluent,” Ecotoxicology and Environmental Safety, vol. 70,
no. 3, pp. 446–452, 2008.

[57] Z. Li, V. Zlabek, R.Grabic, J. Velisek, J.MacHova, andT. Randak,
“Enzymatic alterations and RNA/DNA ratio in intestine of
rainbow trout, Oncorhynchus mykiss, induced by chronic
exposure to carbamazepine,” Ecotoxicology, vol. 19, no. 5, pp.
872–878, 2010.

[58] Ö. Firat, H. Y. Çogun, S. Aslanyavrusu, and F. Kargin, “Antioxi-
dant responses andmetal accumulation in tissues of Nile tilapia
Oreochromis niloticus under Zn, Cd and Zn + Cd exposures,”
Journal of Applied Toxicology, vol. 29, no. 4, pp. 295–301, 2009.

[59] Z. Li, J. Velisek, V. Zlabek et al., “Hepatic antioxidant status and
hematological parameters in rainbow trout, Oncorhynchus
mykiss, after chronic exposure to carbamazepine,” Chemico-
Biological Interactions, vol. 183, no. 1, pp. 98–104, 2010.

[60] F. P. Peixoto, J. Carrola, A. M. Coimbra et al., “Oxidative stress
responses and histological hepatic alterations in barbel, Barbus
bocagei, from Vizela River, Portugal,” Revista Internacional de
Contaminacion Ambiental, vol. 29, no. 1, pp. 29–38, 2013.



BioMed Research International 11

[61] F. Peixoto, D. Alves-Fernandes, D. Santos, and A. Fontaı́nhas-
Fernandes, “Toxicological effects of oxyfluorfen on oxidative
stress enzymes in tilapia Oreochromis niloticus,” Pesticide Bio-
chemistry and Physiology, vol. 85, no. 2, pp. 91–96, 2006.

[62] M. Ferreira, P. Moradas-Ferreira, and M. A. Reis-Henriques,
“Oxidative stress biomarkers in two resident species, mullet
(Mugil cephalus) and flounder (Platichthys flesus), from a pol-
luted site in River Douro Estuary, Portugal,”Aquatic Toxicology,
vol. 71, no. 1, pp. 39–48, 2005.

[63] X. Zhang, F. Yang, Y. Xu, T. Liao, S. Song, and J. Wang,
“Induction of hepatic enzymes and oxidative stress in Chinese
rare minnow (Gobiocypris rarus) exposed to waterborne
hexabromocyclododecane (HBCDD),” Aquatic Toxicology, vol.
86, no. 1, pp. 4–11, 2008.

[64] Z. Li, V. Zlabek, J. Velisek, R. Grabic, J. Machovaa, and T.
Randaka, “Physiological condition status and muscle-based
biomarkers in rainbow trout (Oncorhynchus mykiss), after long-
term exposure to carbamazepine,” Journal of Applied Toxicology,
vol. 30, no. 3, pp. 197–203, 2010.

[65] S. Peña-Llopis,M.D. Ferrando, and J. B. Peña, “Fish tolerance to
organophosphate-induced oxidative stress is dependent on the
glutathione metabolism and enhanced by N-acetylcysteine,”
Aquatic Toxicology, vol. 65, no. 4, pp. 337–360, 2003.

[66] Y. Liu, J. S. Wang, Y. H. Wei, H. X. Zhang, M. Q. Xu, and J. Y.
Dai, “Induction of time-dependent oxidative stress and related
transcriptional effects of perfluorododecanoic acid in zebrafish
liver,” Aquatic Toxicology, vol. 89, no. 4, pp. 242–250, 2008.

[67] Z. Li, V. Zlabek, R. Grabic, P. Li, and T. Randak, “Modulation
of glutathione-related antioxidant defense system of fish chron-
ically treated by the fungicide propiconazole,” Comparative
Biochemistry and Physiology: C Toxicology and Pharmacology,
vol. 152, no. 3, pp. 392–398, 2010.

[68] M. Gunaratnam and M. H. Grant, “The role of glutathione
reductase in the cytotoxicity of chromium (VI) in isolated rat
hepatocytes,”Chemico-Biological Interactions, vol. 134, no. 2, pp.
191–202, 2001.

[69] M. Bartoskova, R. Dobsikova, V. Stancova et al., “Norfloxacin—
toxicity for zebrafish (Danio rerio) focused on oxidative stress
parameters,” BioMed Research International, vol. 2014, Article
ID 560235, 6 pages, 2014.

[70] Z. Li, P. Li, and T. Randak, “Evaluating the toxicity of envi-
ronmental concentrations of waterborne chromium (VI) to a
model teleost, Oncorhynchus mykiss: a comparative study of in
vivo and in vitro,” Comparative Biochemistry and Physiology C:
Toxicology and Pharmacology, vol. 153, no. 4, pp. 402–407, 2011.

[71] O. Ritola, D. R. Livingstone, L. D. Peters, and P. Lindström-
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heavy metal levels in economically important fish species

captured from the Tuzla lagoon,” Food Chemistry, vol. 102, no.
1, pp. 415–421, 2007.

[75] D. M. Ploetz, B. E. Fitts, and T. M. Rice, “Differential accumula-
tion of heavy metals in muscle and liver of a marine fish, (king
mackerel, Scomberomorus cavalla cuvier) from the Northern
Gulf ofMexico, USA,” Bulletin of Environmental Contamination
and Toxicology, vol. 78, no. 2, pp. 134–137, 2007.
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