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Assessing the effects of cadmium
on antioxidant enzymes and
histological structures in rainbow
trout liver and kidney

Mehmet Resit Taysi

Cadmium contamination in aquatic environments poses severe risks to aquatic organisms, particularly
fish, where cadmium accumulation in tissues can lead to compromised organ functionality and
reproductive issues. The present study aimed to assess the effects of cadmium (Cd) exposure on

key biomarkers of oxidative stress, DNA damage, apoptosis, and enzyme activity in the liver and
kidney tissues of rainbow trout (Oncorhynchus mykiss). Specifically, the study measured 8-hydroxy-
2-deoxyguanosine (8-OHdG) levels, caspase-3 activation, acetylcholinesterase (AChE) activity,

and oxidative stress indicators (ONOO~, MDA, GSH, SOD, and CAT) following exposure to three

Cd concentrations (1, 3, and 5 mg/L) over three time points (24, 48, and 96 h). Tissue samples were
collected post-exposure, and the analysis revealed a significant decrease in MDA levels in both
tissues. GSH concentrations declined with prolonged exposure, while SOD activity increased,
indicating a response to oxidative stress, contrasted by a reduction in CAT activity. An initial increase
in ONOO" levels was observed at 24 h, followed by a subsequent decrease at the 48 and 96 h marks.
These results suggest that cadmium induces oxidative stress in the liver and kidney tissues of fish.
Cadmium exposure also significantly elevated 8-OHdG levels, signaling DNA damage, and increased
caspase-3 activity, indicative of apoptosis, across all doses and time points (p < 0.05). The histological
examination of liver and kidney showed tissue injury. Additionally, a negative correlation between
AChE activity and exposure duration was noted, with prolonged exposure resulting in substantial AChE
inhibition. Given the role of AChE in behavior regulation, these findings underscore the importance

of exploring time-dependent, tissue-specific changes in AChE activity to further elucidate the
mechanisms underlying cadmium-induced behavioral abnormalities.
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The presence of various harmful compounds in the environment due to chemical pollution poses a risk to
living organisms, exposing them to numerous hazardous substances over time. Many organisms inhabit
regions where environmental pollution surpasses safe thresholds, with a significant portion attributed to the
buildup of heavy metals. These metals are prevalent in numerous locations globally, particularly in proximity
to industrial and urban centers!. Cadmium (Cd) is a highly toxic metal prevalent in the environment, entering
aquatic ecosystems through both natural processes and anthropogenic activities, and posing significant risks
to environmental and human health?. Aquatic organisms absorb cadmium primarily in its ionic form (Cd2*)
directly from the water®. Exposure to cadmium can lead to several detrimental effects, including the inhibition
of metal-dependent enzymes and the induction of oxidative stress. This stress arises from the generation of
reactive oxygen species (ROS), such as superoxide anions (O, ") and hydroxyl radicals**. To counteract oxidative
stress, aerobic organisms have developed sophisticated antioxidant defense mechanisms. These systems typically
include a variety of antioxidant enzymes such as superoxide dismutase (SOD), catalase (CAT), glutathione
reductase (GR), and glutathione peroxidase (GPx)®8. Glutathione (GSH) also plays a critical role in this defense,
acting as an antioxidant, enzyme cofactor, and the primary redox buffer. Although GSH is synthesized in most
vertebrate tissues, the liver and kidney are particularly active sites for its production®!?. Cd can infiltrate the
body via air, water, soil, and food. With a prolonged half-life ranging from 10 to 30 years, it predominantly
accumulates in organs such as the liver, bones, and other tissues, leading to irreversible harm. The kidneys
and liver are particularly vulnerable to the toxic effects of Cd. Cd exerts diverse effects on cellular functions,
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which vary depending on the specific cell type. It interferes with antioxidant defense systems, promotes the
generation of reactive oxygen species (ROS), and increases the synthesis of nitric oxide (NO)!"'2. One of the
key oxidants produced as a result is peroxynitrite (ONOO"), a potent oxidizing agent that contributes to toxicity
through mechanisms such as lipid peroxidation (LPO) and the depletion of GSH. Research in animal models has
demonstrated that the liver and kidney are particularly vulnerable to chronic cadmium toxicity!?.

Oxidative stress can induce DNA damage, generating various byproducts. Among these, 8-hydroxy-
2’-deoxyguanosine (8-OHdG), formed from the oxidation of guanine, is a crucial biomarker for detecting
DNA injury. This modification occurs when hydroxyl radicals attack DNA, leading to the formation of
8-hydroxyguanine, which is subsequently converted to 8-OHdG!'#-16.

Caspases, a family of proteases, are central to programmed cell death or apoptosis. Initially produced as
inactive precursors, they become activated through proteolytic cleavage. By dismantling proteins involved in
DNA repair, caspases facilitate the release of endonucleases, enzymes that degrade DNA. Apoptosis serves as a
cellular defense mechanism to eliminate DNA-damaged cells!”~*°.

Acetylcholinesterase (AChE) is another critical enzyme involved in various cellular processes, including
apoptosis, cell communication, and proliferation. AChE is a crucial enzyme that plays a vital role in the nervous
system of organisms. Due to its sensitivity to various pollutants, AChE has become a valuable tool in toxicological
assessments. By measuring changes in AChE activity, scientists can detect the presence of harmful substances in
the environment, particularly in aquatic ecosystems. A decline in AChE activity often indicates exposure to toxic
chemicals, such as pesticides like glyphosate. This makes AChE a reliable biomarker for monitoring water quality
and evaluating the overall health of aquatic environments. Researchers widely utilize AChE measurements,
coupled with spectrophotometric analysis, to assess the impact of pollutants and inform water management
strategies?024.

The use of multiple biomarkers such as 8-OHdG, Caspase 3 Activation, AChE, and Antioxidant Enzyme
Activity together in the study will allow us to obtain more comprehensive information about the different
mechanisms triggered by cadmium in the fish body. In this way, not only the effects of cadmium on growth and
development, but also more detailed mechanisms such as oxidative stress, apoptosis, and neurological damage
can be examined. Histopathological examinations will support biochemical findings by visualizing the structural
damage caused by cadmium in fish tissues and will provide a clearer picture. In this way, it can be better
understood which organs and tissues are affected more by cadmium and what the long-term consequences
of these effects may be. The originality of this study is revealed by the fact that there is no study in the current
literature that examines the effects of cadmium on rainbow trout in such a comprehensive way and evaluates
such a large number of biomarkers together.

Materials and methods

Chemicals and fish

Cadmium was purchased in a pure standard solution in concentration 1000 mg/L from Sigma-Aldrich (St.
Louis, MO, USA). Rainbow trout (n=216), with an average weight of 230.25+12.10 gr., were obtained from
a local aquaculture facility in Turkey. Upon receipt, the fish were relocated to the Fisheries Laboratory of the
Faculty of Agriculture and were acclimated to laboratory settings in 600-L holding tanks for a period of two
weeks. During this acclimatization phase, the fish were provided ad libitum with pelleted trout feed (Ecobio
Inc.) twice daily. For the experimental procedures, three fish were used for each exposure duration, and each
experiment was conducted in triplicate. Water circulation in the tanks was maintained at a flow rate of 1.5 L per
minute. The physicochemical properties of the water, such as pH, dissolved oxygen, hardness, temperature, and
alkalinity, were within the optimal range for fish survival?>. Additionally, these parameters remained relatively
stable, as shown in Supplementary Table 1.

Cadmium exposure

After a two-week acclimatization period, the fish were divided into two groups: one group served as a control
and received no treatment, while the second group was exposed to a sub-lethal concentration fish were exposed
to Cd doses of 1, 3, and 5 mg/L for 24, 48, and 96 h?°. The lethal cadmium concentration for trout is 8 mg/L?’.
A stock solution of the anesthetic agent Tricaine methanesulfonate (MS-222) was prepared at a concentration
of 10 g/L in 0.5 M NaHCO3 buffer (pH=7.4). Fish were euthanized by placing them in 0.5 g/L anesthetic
solution. Tissues were immediately frozen at — 80 °C after exposure for subsequent analysis. This study was
executed in strict accordance with the ethical guidelines and protocols approved by the Bingél University Animal
Experiments Local Ethics Committee (2018/02-02/10), all the methods and results stated in the study were in
accordance with ARRIVE guidelines and regulations.

Tissue preparation

Kidney and liver tissues from each fish were homogenized in physiological saline using a double-walled
homogenizer kept in an ice bath. The homogenate was then centrifuged at 17,000 for 15 min at 4 °C (Micro
Star 17R centrifuge, VWR) to analyze the supernatant. Protein concentrations were determined using the Folin
reagent with bovine serum albumin as a standard?s.

Biochemical assays
GSH measurement: Concentrations of total and reduced glutathione (GSH) were measured according to the
method described by?.

Enzyme activities: CAT activity was evaluated using the method by*® and SOD activity was assessed following
the protocol®!. MDA concentrations, indicative of lipid peroxidation, were determined according to the method

of*2,
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ONOO" production: ONOO" levels were quantitatively determined by diluting samples in 1.0 M NaOH and
measuring absorbance increase at 302 nm.

AChE activity: AChE activity was determined using Ellman’s method®.

DNA damage: Levels of DNA damage were evaluated using the 8-OHdG ELISA kit (Beyotime Biotechnology).

Caspase-3 activity: Caspase-3 enzyme activity was measured using a commercial fish ELISA kit (Beyotime
Biotechnology).

Histopathological examination

The livers, and kidneys were preserved in a chemical solution called formalin. Five micron thick sections of the
sample tissues were obtained using rotary microtome (Leica RM 2125) and affixed to alcohol washed clean glass
slides pre-coated with Mayor’s albumin and allowed to dry at room temperature for 12-16 h. The section was
deparaffinised followed staining with Harris haematoxylin-eosin (HE) for histological studies and examined
under a microscope (EclipseE100; Nikon, Tokyo, Japan). The damage to the tissues was assessed>*.

Statistical analysis

Statistical evaluations were conducted using SPSS version 20.0. Results were expressed as mean =+ standard
error of the mean. A one-way ANOVA was employed to examine the impact of concentration and exposure
time across various experimental groups. Duncan Test was utilized to ascertain the significance of differences
between control and treatment groups at different concentrations and time intervals. Statistical significance was
defined as p <0.05.

Results

In liver tissue exposed to cadmium for 24 h, MDA levels exhibited a statistically significant decrease compared
to the control group, whereas a significant increase was observed in kidney tissue. However, after 48 and 96 h of
exposure, while no statistically significant difference was observed between the control and 1 mg/L and 3 mg/L
at 48 and 96 h of exposure, a significant difference occurred between the control and 5 mg/L in MDA levels were
detected in liver tissue, a significant decrease was observed in kidney tissue (Fig. 1).

GSH concentrations showed no statistically significant change in the liver after 24 h of treatment compared
to the control group, while in the kidney they increased significantly compared to the control group in all three
groups after exposure. While there was no statistically significant difference between the control and 3 mg/L
in the liver after 48 h of exposure, 1 mg/L and 5 mg/L showed a statistically significant decrease both among
themselves and compared to the control group. In the kidney, only 3 mg/L showed a significant increase after 48
h of exposure. While a significant decrease was observed in both liver and kidney compared to the control group
after 96 h of exposure, there was no significant difference between the doses (Fig. 2).

SOD activity was significantly elevated in both liver and kidney tissues after 24 h of treatment compared to
the control group. However, no statistically significant changes were observed in SOD activity in either tissue
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Fig. 1. The MDA (nmol/mg protein) production in the control and experimental groups (Values are expressed
as means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 2. The GSH (umol/g protein) concentrations in the control and experimental groups (Values are
expressed as means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).

after 48 h relative to the control group. At the 96-h mark, a significant increase in SOD activity was noted in
liver tissue only at the 3 mg/L cadmium dose. Conversely, a significant decrease in SOD activity was observed in
kidney tissue at the 1 mg/L dose level (Fig. 3).

CAT activity significantly increased in both liver and kidney tissues following 24 h of treatment compared
to the control group. After 48 h, no significant changes in CAT activity were detected in kidney tissue relative to
the control group, whereas a significant decrease was observed in liver tissue at the 3 mg/L dose level. Following
96 h of treatment, liver and kidney tissues exhibited a significant reduction in CAT activity at the 3 and 5 mg/L
dose levels compared to the control group (Fig. 4).

ONOO" levels significantly increased in both liver and kidney tissues after 24 h of treatment compared to
the control group. After 48 h, a significant increase in ONOO™ levels was observed in liver tissue only at the 5
mg/L dose level, while no significant changes were detected in kidney tissue. Following 96 h of treatment, liver
tissue exhibited a significant decrease in ONOO™ levels at the 1 mg/L dose level compared to the control group,
whereas kidney tissue showed a significant decrease at the 3 and 5 mg/L dose levels relative to the control group
(Fig. 5).

While there was no significant change in AChE activity in the liver between the control and 1 mg/L dose at
24-h exposure, a significant decrease was observed at doses 3 mg/L and 5 mg/L. At 48 and 96 h of exposure, there
was a statistically significant difference between both control groups and doses. In the kidney, at 24-h exposure,
there was a significant decrease between the control, 1 mg/L and 3 mg/L doses, while the 5 mg/L dose showed
an insignificant decrease with the control, it showed a greater increase than the 1 mg/L and 3 mg/L doses. At 48
and 96-h exposure, a significant difference was observed only between the 3 mg/L dose and the other dose and
the control group. (Fig. 6).

The levels of 8-OHAG exhibited a statistically significant increase in fish tissues relative to the control group,
with variations dependent on both the duration of exposure and the dose administered (Fig. 7).

Caspase-3 activity In liver and kidney at 24-h exposure, no significant difference was observed between
control and 1 mg/L dose, while a statistically significant increase was observed between control and 3 mg/L and
5mg/L doses. In liver at 48-h exposure, no significant difference was observed between control and 1 dose, while
a statistically significant decrease was observed between control and 3 mg/L. and 5 mg/L doses. In kidney at 48
h, doses caused a significant increase compared to control. In liver and kidney at 96-h exposure, no significant
difference was observed between control and 1 mg/L dose, while a statistically significant increase was observed
between control and 3 mg/L and 5 mg/L doses. (Fig. 8).

The histopathological examination of the liver and kidney of control and exposed Rainbow trout is presented
in Fig. 9. In the liver tissue, the control group exhibited normal hepatocytes and nuclei (Fig. 9a), while the
exposed group displayed congestion of blood vessels and necrosis (Fig. 9 b). These findings suggest that an
excessive amount of heavy metals leads to histological alterations primarily through the production of reactive
oxygen species. Histopathological examinations of liver and kidney of reference and exposed rainbow trout are
shown in Fig. 9. In liver tissue, reference fish showed normal hepatocytes and nuclei (Fig. 9a), whereas exposed
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Fig. 3. The SOD (U/mg protein) activities in the control and experimental groups (Values are expressed as
means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 4. The CAT (k/mg protein) activities in the control and experimental groups (Values are expressed as
means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 5. The ONOO~ (mmol/L) values in the control and experimental groups (Values are expressed as
means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 6. The AChE (U/mg protein) values in the control and experimental groups (Values are expressed as
means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 7. The 8-OHdG (U/mg protein) values in the control and experimental groups (Values are expressed as
means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 8. The caspase 3 (U/mg protein) values in the control and experimental groups (Values are expressed as
means + SEM. Different letters (a, b, ¢, d) express the difference between the groups (p <0.05).
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Fig. 9. Histopathology of liver and kidney of R. trout reference and exposed. (a) Reference liver; (b) Liver of
exposed fish; H (hepatocyte), N (Nucleus), Necrosis. (¢) Reference kidney; Bs (bowman’s space), KT (kidney
tubule). (d) Kidney of exposed fish; DT (damaged tubule), Necrosis. Magnification =40X.

fish showed congestion of blood vessels and necrosis (Fig. 9b). Kidney sections of the reference group shown
in Fig. 9 c showed a normal structure, including smooth renal tubules and Bowman’s space. Conversely, the
primary distinguishing characteristics observed in the exposed fish tissue were a reduced or absent Bowman’s
space, necrosis, and damaged tubules (Fig. 9d).

Discussion

Cadmium exposure has been extensively studied across different fish species, revealing varied toxic effects on
antioxidant defenses depending on factors such as developmental stage, tissue type, exposure medium, and both
concentration and duration of exposure. Cd, a metal lacking redox potential, primarily induces oxidative damage
by disrupting antioxidant defenses, particularly those involving thiol-containing antioxidants and enzymes®”.
Environmental pollutants are known to induce oxidative stress through the production of ROS*. An imbalance
between antioxidant and prooxidant systems can result in oxidative stress, causing ROS to damage nucleic acids,
lipids, and proteins®’. Oxidative stress results from an imbalance between oxidants and antioxidants, with an
increase in reactive oxygen species (ROS) leading to oxidative damage®®*. Highly reactive free radicals can
interact with unsaturated fatty acids in cell membranes, initiating lipid peroxidation and resulting in secondary
products such as MDA***!, Notably, MDA levels decreased significantly in exposed fish compared to controls,
which is often linked to heightened antioxidant activity that reduces oxidative by-products. Although this
hypothesis is plausible, it remains unproven, despite some studies reporting significant correlations between
enhanced antioxidant defenses and reduced MDA levels in aquatic species*>**,

Oxidative damage is associated with ROS formation** and occurs when antioxidant and detoxification
systems fail to neutralize active intermediates from xenobiotics and their metabolites. Lipid peroxidation serves
as a critical marker of oxidative damage to cellular components. Key antioxidant enzymes such as SOD, CAT, and
GSH play crucial roles in mitigating oxidative stress®*. Increased activity of these enzymes indicates oxidative
stress. SOD, a group of metalloenzymes, is a primary antioxidant, while CAT, found in peroxisomes, converts
hydrogen peroxide into water and molecular oxygen. In this study, SOD activity increased, whereas CAT activity
generally decreased. The rise in SOD activity suggests that superoxide anion radicals are being produced, leading
to a compensatory increase in antioxidant defenses*®. This pattern aligns with typical responses to oxidative
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stress, where SOD activity rises to manage ROS levels, as observed in Japanese flounder (Paralichthys olivaceus)
larvae, Mozambique tilapia, and gibel carp*’~*°. GSH is an essential endogenous antioxidant that protects cells
from oxidative damage by interacting with free radicals and peroxides and maintaining protein sulthydryl
groups in their reduced state®®>!.

ONOO, formed from the reaction between NO and O, is a significant biological oxidant. While ONOO~
formation is usually minimal, it can rise dramatically under conditions where ONOO™ and O, levels are
elevated or SOD activity is reduced, which often occurs in pathological states. ONOO™ can not only initiate
radical reactions but also cause nitration of biomolecules®. The study data revealed a significant increase in
ONOO-™ levels at 24 h, followed by a decrease at 48 and 94 h, indicating an initial response of tissues to cadmium
exposure.

Caspases are critical enzymes involved in apoptosis, a regulated process essential for tissue development,
homeostasis, and immune responses. Excessive oxidative stress, often induced by environmental pollutants, can
trigger apoptosis by disrupting antioxidant defenses®*>*. The significant increase in caspase-3 activity observed
in fish tissues suggests heightened apoptosis, likely a result of oxidative stress leading to cellular damage and
dysfunction.

AChE, found predominantly at nerve-muscle junctions and synapses, is essential for terminating nerve
impulses by breaking down acetylcholine into choline and acetic acid®. AChE is crucial for various physiological
functions, including predator avoidance and prey location®®. The observed decrease in AChE activity in all
examined tissues aligns with findings from previous studies, which reported changes in AChE activity in response
to environmental pollutants?#>’~>°. These alterations in AChE activity may have significant implications for fish
health and behavior.

DNA is a primary target for oxidative damage, with 8-OHdG serving as a key biomarker for assessing such
damage®®5!. Exposure to pollutants, including pesticides, can induce oxidative stress and elevate 8-OHdG levels,
indicating DNA damage®>°. This study observed increased 8-OHdG activity in all tissues examined, suggesting
a correlation between oxidative damage and DNA damage®*®°. The direct effect of MDA on DNA, combined with
the correlation between 8-OHdG and MDA, suggests a link between lipid peroxidation and 8-OHdG formation.
The data from this study on MDA aligns with the findings for 8-OHdG, supporting the hypothesis that the
relationship between 8-OHdG and MDA can explain the contribution of lipid peroxidation to DNA damage®®:”.

The study revealed that control fish exhibited normal hepatocytes and nuclei, while exposed fish displayed
obstructed blood vessels and necrosis. These findings suggest that an excessive amount of heavy metals leads
to histological alterations primarily through the production of reactive oxygen species. Previous research has
documented hepatocellular damage caused by heavy metal overload in other fish species®®72 Similarly, in
the kidney sections, while the control group demonstrated normal structures like regular renal tubules and
Bowman’s space, the findings of decreased or absent Bowman’s space, necrosis, and damaged tubules in the
exposed fish align with the results of other studies examining the kidney structures of fish exposed to metal-
contaminated water. These studies have reported similar effects, such as a reduced renal hematopoietic system,
tissue damage, necrosis, glomerular injury, proliferation of connective tissue, and narrowing of glomerular and
epithelial tubules’®73-7. These results demonstrate consistent organ-specific damage patterns that expand our
understanding of heavy metal toxicity in aquatic species.

Conclusion

The study’s significance lies in its comprehensive assessment of cadmium toxicity in rainbow trout, providing
valuable insights into the mechanisms of heavy metal-induced organ damage and offering crucial information
for environmental monitoring and management. These findings provide valuable insights into the molecular
mechanisms underlying cadmium toxicity and form a foundation for future ecotoxicological research. To better
understand the complex interactions between oxidative stress and observed biochemical and physiological
responses, further studies are recommended on various aquatic organisms under prolonged cadmium exposure.

Data availability

The data produced in this study can be obtained from the corresponding author upon reasonable request.
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