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ABSTRACT

Purpose: The present study explored the role of melatonin in cisplatin-induced cardiac injury along with the possible role of
brain-derived neurotrophic factor (BDNF) in melatonin-mediated effects. Methods: Wistar rats were administered cisplatin
(10 mg/kg), and cardiac injury was assessed by measuring the levels of cardiac troponin (cTnT) and lactate dehydrogenase (LDH-1).
The extent of apoptosis was measured by measuring caspase-3 (pro-apoptotic) and Bcl-2 (anti-apoptotic) in hearts. The levels
of BDNF, tumour necrosis factor o (TNF-o) and reduced glutathione were measured in heart. Melatonin (5 and 10 mg/kg) was
administered for 15 days, and the role of BDNF was identified by co-administering BDNF inhibitor, ANA-12 (0.25 and 0.5 mg/kg).
Results: Melatonin attenuated cTnT and LDH-1 levels along with reduction in caspase-3 and increase in Bcl-2. It also increased
cisplatin-induced decrease in BDNF, increase in TNF-o. and decrease in reduced glutathione levels. Moreover, ANA-12 abolished
the cardioprotective effects, anti-inflammatory and antioxidant effects of melatonin suggesting the role of BDNF in melatonin-
mediated effects in cisplatin-induced cardiac injury. Conclusion: Melatonin is useful in cisplatin-induced cardiac injury, which may
be due to an increase in BDNF, decrease in inflammation and increase in antioxidant activities.
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Introduction

Chemotherapeutic agents are increasingly employed in patients due to the increase in the number of cancer patients.
Amongst chemotherapeutic agents, cisplatin is very commonly used in number of malignancies such as including bladder,
head and neck, lung, ovarian, and testicular cancers'. However, cisplatin is associated with a number of adverse effects
including nephrotoxicity?, neurotoxicity’ and ototoxicity*. Cardiac injury is one of the important side effects of cisplatin®s,
and it may severely hamper the use of cisplatin in cancer patients. Therefore, there is a need to identify new targets or new
therapeutic interventions to prevent or attenuate deleterious effects of cisplatin on the heart.

Melatonin is a neurohormone which is secreted by pineal gland and is reported to maintain circadian cycle in the body’.
Apart from that, studies have explore the multifunctional role of melatonin in the brain including neuroprotective action in
chemical-induced brain damage®, traumatic brain injury’, ischemic brain injury' and neurodegeneration''. The protective
functions of melatonin have also been identified in the heart'. It is reported to produce beneficial effects in heart failure®,
ischemia-reperfusion induced myocardial injury'* and diabetic cardiomyopathy'*. Based on these reports, it was hypothesized
that melatonin may possibly produce protective actions in cisplatin-induced cardiac injury.

Brain-derived neurotrophic factor (BDNF) is a neurotrophic factor, and its role in producing neuroprotection has
been well established'®”. Moreover, it has also been shown to confer cardioprotection in ischemia-reperfusion injury'®*.
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However, its role in cisplatin-induced cardiac injury has not been explored. Based on this, the present study was designed
to explore the role of melatonin in cisplatin-induced cardiac injury along with the possible role of BDNF in melatonin-

mediated protective effects in rats.

Methods

Animals and drugs

Male Wistar albino rats (200-250 g) were employed and kept in the animal house of an institute. Since there is hormonal variation in
females that may alter the physiological and pathological effects, only male rats were employed in this study. The standard animal house
conditions were met, and all experiments were performed as ethical norms of the Institutional Ethical Committee. The experimental
protocols were approved by Shandong Second Provincial General Hospital (Shandong ENT Hospital) animal ethical committee,
approval No. XYK20210112. The doses of melatonin®?*' and ANA-12% were selected according to previously published studies.

Cisplatin-induced cardiac injury model

A single dose of cisplatin (10 mg/kg i.p.) was given to rats to induce cardiac injury, and the extent of injury was assessed

after five days on injection?.

Assessment of cardiac injury parameters in plasma

Cardiac troponin (cTnT) and lactate dehydrogenase (LDH-1) are specific biomarkers of cardiac injury and widely
employed in clinical and animal studies to assess the extent of cardiac injury?>*. The release of these markers in the plasma
is an indication of cardiac injury, and their levels are in proportion to extent of cardiac injury. The levels of ¢TnT in the
plasma were measured using a sandwich enzyme-linked immunosorbent assay (ELISA) kit (ab246529; Abcam Inc, Toronto,
Canada), and the levels of LDH-1 in the plasma were measured by a colorimetric method using a commercially available
kit (ab102526; Abcam Inc, Toronto, Canada).

Preparation of heart homogenates

After five days of cisplatin injection, rats were sacrificed to isolate hearts. Rats were sacrificed by an overdose of 4.5%
isoflurane (gaseous anaesthetic). The hearts were homogenised in a buffer solution (phosphate buffer solution-PBS), and
the solution was centrifuged at 5,000 g for 15 minutes at 4°C to obtain a clear supernatant. The supernatant was employed
to quantify the biochemical parameters in heart.

Assessment of apoptosis in heart

Apoptosis constitutes an important type of cell death, and induction of apoptosis is well reported to participate in
cardiac injury®’. The extent of activation of apoptosis was assessed by measuring the activities of pro-apoptotic caspase-3
and anti-apoptotic, Bcl-2 in the heart homogenates. The increase in caspase-3 and the decrease in Bcl-2 activities indicate
the induction of apoptosis. The caspase-3 activity was done using colorimetric assay kit (ab39401; Abcam Inc, Toronto,
Canada), which was based on the formation of chromophore p-nitroaniline (p-NA) from DEVD-pNA in the presence of
caspase-3 enzyme. The absorbance of p-NA was measured at 405 nm using a spectrophotometer. The quantification of
Bcl-2 was done using commercially available ELISA kit (MBS2881713, MyBioSource, Inc. CA, United States of America).

Assessment of BDNF, TNF-o. and reduced glutathione levels in heart

The levels of BDNF (ab213899; Abcam Inc, Toronto, Canada) and tumour necrosis factor o (TNF-o;) (ab46070; Abcam
Inc, Toronto, Canada) were measured by commercially available sandwich based-ELISA kits, and procedure was adapted as
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the instructions of these kits. The levels of reduced glutathione levels were quantified by fluorometric assay kit (ab235670;
Abcam Inc, Toronto, Canada). It was based on the formation of fluorescent product as a result of a reaction between reduced
glutathione and a fluorophore. The intensity of fluorescence was measured at Excitation/Emission=535/587 nm, and the

intensity was directly proportional to the amount of reduced glutathione in the sample.

Experimental protocol

Six groups were employed, and each group comprised of eight animals. Thus, total 48 animals were employed.

Normal rats: They were kept for 15 days, and no intervention was given. On 15" day, these rats were killed for isolation
of heart and removal of blood for biochemical analysis;

Cisplatin-injected rats: On the 10" day of protocol, a single injection of cisplatin (10 mg/kg) was given to rats to induce
acute cardiac injury. Rats were sacrificed on 15" day to isolate heart and blood for analysis;

Melatonin (5 mg/kg) in cisplatin-injected rats: Rats were treated with melatonin (5 mg/kg oral) for 15 days of experimental

study. On the 10™ day, cisplatin (10 mg/kg) was given, and rest of protocol was same as in group 2;

Melatonin (10 mg/kg) in cisplatin-injected rats: Rats were treated with melatonin (10 mg/kg oral for 15 days of experimental
study. On the 10" day, cisplatin (10 mg/kg) was given, and the rest of protocol was same as in group 2.

ANA-12 (0.25 mg/kg) and melatonin (10 mg/kg) in cisplatin-injected rats: ANA-12 (0.25 mg/kg) was co-administered

along with melatonin (10 mg/kg) for 15 days. The rest of procedure was same as in group 4;

ANA-12 (0.5 mg/kg) and melatonin (10 mg/kg) in cisplatin-injected rats: ANA-12 (0.5 mg/kg) was co-administered
along with melatonin (10 mg/kg) for 15 days. The rest of procedure was same as in group 4.

Statistical analysis

The GraphPad Prism 8 was employed for statistical analysis. The data were presented as mean + standard deviation
(SD). The data were statistically compared using one-way analysis of variance (ANOVA) followed by Tukey’s post hoc test.
P<0.05 was considered as statistically significant.

Results

Effect of cisplatin and other pharmacological interventions on cardiac injury

A single dose of cisplatin led to significant myocardial injury, which was assessed on the fifth day of cisplatin administration
(15" day of experimental protocol). Indeed, there was a significant increase in the levels of ¢TnT (Fig. 1) and LDH-1 (Fig. 2)
in the plasma following cisplatin administration in comparison to normal rats. Moreover, there was a significant increase in
the caspase-3 activity (Fig. 3) and decrease in the Bcl-2 activity (Fig. 4) in the homogenates of cisplatin-injected rat hearts,

suggesting the significant increase in apoptosis in these hearts.

Treatment with melatonin (5 and 10 mg/Kg oral) for 15 days, 10 days before cisplatin injection and five days after cisplatin
injection significantly attenuated cisplatin-induced cardiac injury in a dose-dependent manner. There was a significant decline
in the levels of cTnT (Fig. 1) and LDH-1 (Fig. 2), suggesting the cardioprotection in melatonin-treated rats. Moreover, there
was a significant decrease in the caspase-3 activity (Fig. 3) and increase in Bcl-2 activity (Fig. 4) in melatonin-treated rats,
suggesting the significant reduction in apoptosis. However, co-administration of ANA-12 (0.25 and 0.50 mg/kg), BDNF
blocker, significantly attenuated the cardioprotective and anti-apoptotic effects of melatonin (10 mg/Kg) in a significant
manner, and there was a rise in the ¢cTnT levels, LDH-1 levels, increase in caspase-3 activity and decrease in Bcl-2 activity
in ANA-12 treated rats in a dose-dependent manner.
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Figure 1 - Effect of cisplatin and other pharmacological agents on the release
of ¢TnT in the plasma. The values are in mean + SD.

¢TnT: cardiac troponin; Mela: melatonin; SD: standard deviation;
a: p< 0.05 vs. normal; b: p< 0.05 vs. cisplatin; c: p< 0.05 vs. mela (10 mg) in cisplatin.
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Figure 2 - Effect of cisplatin and other pharmacological agents on the release
of LDH-1 in the plasma. The values are in mean * SD.

LDH-1: lactate dehydrogenase; Mela: melatonin; SD: standard deviation;
a: p< 0.05 vs. normal; b: p< 0.05 vs. cisplatin; c: p< 0.05 vs. mela (10 mg) in cisplatin.
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Figure 3 - Effect of cisplatin and other pharmacological agents on the caspase-3
activity in the heart homogenates. The values are in mean * SD.

Mela: melatonin; SD: standard deviation; a: p< 0.05 vs. normal;
b: p< 0.05 vs. cisplatin; ¢: p< 0.05 vs. mela (10 mg) in cisplatin.
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Figure 4 - Effect of cisplatin and other pharmacological agents on the Bcl-
2 activity in the heart homogenates. The values are in Mean + SD.

Mela: melatonin; SD: standard deviation; a: p< 0.05 vs. normal;
b: p< 0.05 vs. cisplatin; c: p< 0.05 vs. mela (10 mg) in cisplatin.

Effect of cisplatin and other pharmacological interventions on biochemical parameters in heart homogenates

In cisplatin-injected rats, there was a significant decrease in the BDNF levels (Fig. 5), increase in the TNF-o. levels
(Fig. 6) and decrease in the reduced glutathione levels (Fig. 7). Treatment with melatonin (5 and 10 mg/kg) for 15 days
significantly attenuated cisplatin-induced deleterious changes in the heart homogenates, and there was a significant
restoration of BDNF levels, decrease in TNF-otand increase in the reduced glutathione levels. However, co-administration
of ANA-12 (0.25 and 0.5 mg/kg) abrogated the restorative effects of melatonin on the biochemical parameters in cisplatin-

injected rats in a significant manner.
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Figure 5 - Effect of cisplatin and other pharmacological agents on the levels of

BDNF in the heart homogenates. The values are in means £ SD.

BDNE: brain-derived neurotrophic factor; Mela: melatonin; SD: standard deviation;
a: p< 0.05 vs. normal; b: p< 0.05 vs. cisplatin; c: p< 0.05 vs. mela (10 mg) in cisplatin.
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Figure 6 - Effect of cisplatin and other pharmacological agents on the TNF-o
levels in the heart homogenates. The values are in mean * SD.
TNE-oi: tumour necrosis factor o; Mela: melatonin; SD: standard deviation;
a: p< 0.05 vs. normal; b: p< 0.05 vs. cisplatin; c: p< 0.05 vs. mela (10 mg) in cisplatin.
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Figure 7 - Effect of cisplatin and other pharmacological agents on the reduced
glutathione levels in the heart homogenates. The values are in mean * SD.

Mela: melatonin; SD: standard deviation; a: p< 0.05 vs. normal;
b: p< 0.05 vs. cisplatin; c: p< 0.05 vs. mela (10 mg) in cisplatin.

m Discussion

In the present study, a single dose injection of cisplatin led to significant cardiac injury as assessed by a significant increase
in the cardiac injury biomarkers, i.e., cTnT and LDH-1, in the plasma of cisplatin-injected rats. Moreover, cisplatin also led to

increase in apoptosis in rat hearts as assessed by increase in pro-apoptotic, caspase-3 activity and decrease in anti-apoptotic,
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Bcl-2 activity. It suggests that cisplatin may trigger apoptotic cell injury in the rat hearts to induce cardiac injury. Cisplatin is
an antineoplastic drug and widely used in the treatment of different types of tumors®*?*. However, chemotherapy with

27,28

cisplatin leads to various side effects including increase in cardiac injury??. There are earlier studies showing that cisplatin

leads to cardiac injury including increase in apoptosis in rats*'.

In this investigation, treatment with melatonin for 15 days produced significant protection against cisplatin-induced
cardiac injury. Indeed, in melatonin-treated rats, there was a significant decrease in cardiac injury biomarkers along with
decrease in the apoptosis markers. These results suggest that melatonin has the cardioprotective potential against cisplatin-
induced cardiac injury. Melatonin is a neurohormone and it is important in maintaining the circadian cycle®. In the
cardiovascular system, melatonin has been shown to produce cardioprotective effects in cardiac heart failure, ischemia-
reperfusion injury®, sepsis-induced heart injury* and calcium overload heart injury*. However, to best of our knowledge,

it is the first study depicting the cardioprotective effects of melatonin in cisplatin-induced cardiac injury model in rats.

In the study, there was a significant decrease in the BDNF levels in the hearts of cisplatin-injected rats. BDNF is an important
neurotrophic factor and, apart from its brain protective effects®, it has been shown to confer protection to heart in different disease
models'®*. The decrease in BDNF levels in cisplatin-injected rats suggests that a decrease in the expression of BDNF may possibly
contribute in inducing cisplatin-induced cardiac injury. However, treatment with melatonin significantly restored cisplatin-induced
decrease in the expression of BDNF in the rat hearts. It possibly suggests that melatonin may increase the expression of BDNF to
produce protection against cisplatin-induced cardiac injury. To further explore the possible role of BDNF in melatonin-mediated
cardioprotection, ANA-12, a pharmacological antagonist of BDNE was co-administered along with melatonin in cisplatin-injected
rats. Co-administration of ANA-12 was shown to significantly abolish the cardioprotective effects and anti-apoptotic effects
of melatonin in cisplatin-injected rats. It further suggests that melatonin-mediated increase in the BDNF levels may possibly
contribute to cardioprotection in cisplatin-induced cardiac injury in rats. To best of our knowledge, it is the first study showing

that melatonin may protect the heart from cisplatin-induced cardiac injury through an increase in BDNF expression.

Furthermore, in this study, cisplatin-induced cardiac injury was associated with an increase in the expression of
inflammatory marker, i.e., TNF-a, and decrease in antioxidant activities, i.e., in reduced glutathione levels. An increase in
inflammation and an decrease in antioxidant activities are crucial in inducing cardiac injury of diverse etiology including
cisplatin-induced cardiac injury®. However, treatment with melatonin prevented rise in inflammation and decline in
antioxidant activities in the rat hearts in cisplatin model. Previous studies have shown that melatonin has the potential to
prevent inflammation’® and increase antioxidant activities in hearts””. Accordingly, it is possible to suggest that melatonin-
mediated decrease in inflammation and increase in antioxidant activities may contribute in decreasing cisplatin-induced
cardiac injury. Moreover, co-administration of ANA-12 abolished melatonin-induced decrease in inflammation and
antioxidant activities, suggesting that melatonin-mediated anti-inflammatory and antioxidant effects may be possibly due to
increase in BDNF levels. This contention is supported by the previous studies showing that BDNF decreases inflammation
and increases antioxidant activities®*. Accordingly, it may be proposed that melatonin may increase the expression of
BDNE which may contribute in decreasing inflammation and increasing antioxidant activities, and these actions may be

important in conferring protection against cisplatin-induced cardiac injury in rats.

Conclusion

Melatonin may be useful in attenuating cisplatin-induced cardiac injury, and these protective actions may be due to

increase in the expression of BDNE which may contribute in decreasing inflammation and increasing antioxidant activities.
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