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ABSTRACT

No previous studies have examined the effect of Hippophae rhamnoides fruit extract (HRE), which contains both water
and fat soluble vitamins, on cisplatin-induced ototoxicity. Therefore, the aim of the study was to investigate the effects of
HRE on cisplatin-induced ototoxicity in Guinea pigs and to evaluate the biochemical, gene expression and histopathological
changes associated with cisplatin use. Experimental animals were divided into three groups: healthy (HG), HRE+cisplatin
(HRC) and cisplatin control (CCG) groups. Biochemical, gene expression and histopathological examinations were carried
on the removed inner ear tissues. In the HRC group, the oxidant parameter was lower and the anti-oxidant parameter was
higher than in the CCG. These results are supported by gene expression levels and histopathological results. The use of
HRE against cisplatin-induced oxidative ototoxicity may be easier, more cost effective and more beneficial than the use of
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vitamins alone or in combination with each other.
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INTRODUCTION

Cisplatin is a platinum derivative anticancer
compound commonly used for the treatment of many
malignant diseases (Sakamoto et al. 2000). However, serious
toxic effects on the ears have been observed secondary to
cisplatin use. These side effects have decreased its popularity.
Hearing loss is observed in 15% of patients administered
cisplatin (Blakley et al. 1994).This indicates that cisplatin
is rather cochleotoxic. Kuduban et al.(2013) argued that this
toxic effect created by cisplatin in the inner ear was the result
of oxidative stress that develops through the increase of
malondialdehyde (MDA), an oxidant parameter. They further
suggested that the oxidative stress may also be caused by
decreased concentrations of antioxidants, such as reduced
glutathione (tGSH), glutathione reductase (GR) and
superoxide dismutase (SOD) (Kuduban et al. 2013).
Cisplatin has been reported to increase the cellular production
of cytokines, including proinflammatory interleukin 1 beta
(IL-1B) and tumour necrosis factor alpha (TNF o) (Kim et
al. 2015). In the current study, Hippophae rhamnoides fruit
extract (HRE), which we will test for its effects against
cisplatin toxicity, contains carotenoids, vitamins and fatty
acids, which protect the tissue against inflammation and
oxidative stress damage (Kwon et al. 2011; Yilmaz et al.

2014). Tocopherol is also an important antioxidant (Maurya
et al. 2015).This suggests that the use of HRE may be more
beneficial than the use of either vitamins or antioxidants to
treat cisplatin ototoxicity. Therefore, the aim of the study
was to investigate the effects of HRE on cisplatin-induced
ototoxicity in ats and to evaluate the biochemical, gene
expression and histopathological aspects of this form of
ototoxicity.

MATERIALSAND METHODS

Animals: For this study, we used 18 male Guinea pigs
weighing 750-1000 g that were obtained from the Atatlrk
University Medical Experimental Application and Research
Centre. Each animal was assigned to one of the three groups,
and all animals were fed and housed at normal room
temperature (22°C) throughout the study. All experiments
were carried out in accordance with the National Guidelines
for the Use and Care of Laboratory Animals. The study was
conducted under the approval of the Local Animal Ethics
Committee of Atatiirk University (Ethics Committee
Number: 2015/181).

Chemical agents: Cisplatin (50 mg/100 ml) was supplied
from Liba, Turkey, thiopental sodium was provided by I.E.
Ulagay, Turkey and H. rhamnoides extract was supplied from
Karen Bilim, Turkey.
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Experimental groups: Guinea pigs were divided into three
groups: healthy (HG), HRE+cisplatin (HRC) and cisplatin
control (CCG) groups.

Experimental procedure: The HRC group was administered
HRE (50 mg/kg; n = 6) and the CCG (n =6) and HG (n = 6)
groups were given saline by gavage as a solvent. One hour
after the administration of HRE and distilled water, the HRC
and CCG groups were intraperitoneally injected with a dose
of 5 mg/kg cisplatin. HRE and cisplatin administration was
repeated once a day. This procedure was performed for 7
days. After, all Guinea pigs were sacrificed with 50 mg/kg
dose of thiopental sodium, and their inner ears were removed.
Biochemical, gene expression and histopathological
examinations were carried out in the removed inner ear
tissues. The results of the HRC group were compared with
the results of the CCG and HG groups.

Biochemical analysis
Malondialdehyde analysis: The amount of MDA was
measured with the method used by Ohkawa et al (1979) .

Total Glutathione analysis: Analysis of GSH was
performed according to the method of Sedlak and Lindsay
(1968).

IL-1f and TNF-a gene expression analysis: Tissue extracts
were obtained by tissue fragmentation. RNA isolation was
performed from the extract using a MagNA Pure Compact
automatic RNA isolation device and kit. cDNA synthesis
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was performed from the RNA using the Transcriptor First
Strand cDNA Synthesis Kit and the reverse transcription
PCR instrument, in accordance with the instruction
manual.

Gene expression was performed using cDNA with
real-time PCR reactions according to the method described
by Yapca et al (2015).

Histopathological examination :The tympanic cavity was
fixed with 10% buffered formaldehyde for 24 hours at +4°C.
After fixation, the preparate was decalcified with 10% EDTA
(ethylenediamine tetra-acetic acid) solution for 7 days. It
was rinsed with tap water for 3 hours to eliminate
decalcification solution and fixed with 10% buffered
formaldehyde again for 1 more day. Following a routine
tissue monitoring process, 5 pum sections were obtained for
histopathological evaluation and stained with hematoxylin-
eosin (H&E). The Corti organ, stria vascularis, spinal ganglia,
Reissner’s membrane, epithelial intermediary layer and
lamina propria were evaluated with light microscopy
(Olympus BX 51, Japan) by a pathologist who did not know
the treatment protocol.

Statistical analysis: The differences between the groups
were determined using a one-way ANOVA test followed by
Tukey’s multiple comparison test using SPSS 18.0 software.
Results were expressed as mean + standard error of the mean
(x £ SEM) and significance was declared at p<0.05.
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Fig 1: The MDA and tGSH levels in the cochlear tissue of the experimental rat groups.
* p < 0.001 according to the CCG group; p > 0.05 according to the HG group; **p < 0.001 according to the HG group.
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Fig 2: The IL-1P and TNF-o gene expression levels in the cochlear tissue of the experimental rat groups.
*p <0.001 according to the HRC group; p > 0.05 according to the HG group; ** p < 0.001 according to the HG group.

RESULTS AND DISCUSSION

Biochemical results

MDA and tGSH levels: The MDA amount was 4.6 = 0.3
nmol/ml (p <0.001) in the cochlear tissue of the CCG group;
however, these values were only 2.3 + 0.2 nmol/ml and
2.6 £ 0.3 nmol/ml in the HG and HRC groups, respectively
(Fig 1). Additionally, tGSH levels were significantly lower
(1.4 £0.3 mg/l, p<0.001) in the group that received cisplatin.
However, no significant difference was observed in tGSH
amounts between the HG (5.7 + 0.4 mg/l) and HRC
(5.2 + 0.5 mg/1) groups (Fig 1).

IL-1B and TNF-a gene expression: Cisplatin increased IL-
1B gene expression in the cochlear tissue by 6.2 + 0.4,
whereas this value was 3.0 + 0.2 (p < 0.001) in animals given
HRE. This indicates that the level of IL-1a. gene expression
was almost identical between the HRC and HG (2.8 £ 0.1)
groups. Whereas TNF-a gene expression was elevated with
cisplatin (5.4 + 0.7, p<0.001), this value was 1.9 + 0.3 and
1.7 £0.5 in the HG and HRC groups, respectively (Fig 2).

Histopathological results: Histopathological appearance
was normal in the organ of Corti (Fig 3a), the intermediary
layer and the lamina propria of the stria vascularis and lamina
propria (Fig 3b), Reissner’smembrane (Fig 3c) and the spiral
ganglion (Fig 3d) in the inner ear tissue of the HG.

Marked destruction (arrow) was observed in the
inner and outer hair cells in the organ of Corti of the CCG
group (Fig 4a). There was also damage to the intermediary

epithelial layer of the stria vascularis (long arrow) and
advanced destruction in the lamina propria (short arrow) of
this group (Fig 4b). Additionally, degeneration characterized
by swelling (arrow) was observed in the Reissner’s
membrane of the CCG group (Fig 4c). Cisplatin was also
found to cause vacuolization in the ganglion cells (arrow)
(Fig 4d).

As seen in Fig 5a, the organ of Corti had a normal
appearance (arrow) in the HRC group. Additionally, normal
stria vascularis (arrow) and lamina propria (arrow) were
observed in the HRC group (Fig 5b). However, a mild
degeneration was observed in the cells of Reissner’s
membrane (arrow) (Fig 5c¢), whereas the spiral ganglion was
found to be healthy (Fig 5d).

In this study, the effect of HRE on cisplatin-induced
ototoxicity in Guinea pigs was investigated according to
biochemical, gene expression and histopathological aspects.
The biochemical results of this experiment demonstrate that
MDA levels were higher and GSH levels were lower in the
cochlear tissue of animals administered cisplatin than in the
HG and HRC groups. MDA is known to be an oxidant
andtGSH an antioxidant parameter (Kotb et al. 2016; Sangha
and Kalra 2016).

The oxidant/antioxidant balance is maintained with
the superiority of antioxidants under physiological
conditions. Cisplatin is known to increase the production of
oxidants in tissues and inhibit the production of antioxidants



1364 INDIAN JOURNAL OF ANIMAL RESEARCH

Fig 3; 3a: Normal histopathological view of the organ of Corti containing inner and outer hair cells in the healthy group
(HG) (H&EX100). 3b: Intermediary epithelial layer of normal stria vascularis and lamina propria in the HG group (H&Ex40).
3c: Normal histopathological view of Reissner’s membrane in the HG group (H&Ex20). 3d: Normal histopathological

view of spiral ganglion in the HG group (H&Ex40).

Fig 4; 4a: Destruction in the inner and outer hair cells of the organ of Corti in the cisplatin control group (CCG) (H&EXx40).
4b: Damage in the intermediary epithelial layer of the stria vascularis and advanced destruction in the lamina propria in the
CCG group (H&EXx40). 4c: Degeneration characterized by swelling in Reissner’s membrane in the CCG group (H&Ex40).
4d: Vacuolization in the cells of the spiral ganglion in the CCG group (H&Ex40).
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Fig 5; 5a: Normal histopathological view of the organ of Corti containing inner and outer hair cells in the HRC group
(H&Ex10). 5b: Normal intermediary epithelial layer of stria vascularis and lamina propria at the lower part in the HRC
group (H&Ex40). 5¢: Mild degeneration in the cells of Reissner’s membrane in the HRC group (H&Ex40). 5d: Normal
histopathological view of the spiral ganglion in the HRC group (black arrow) (H&Ex40).

(Teranishi and Nakashima 2003) . In a study by Rybak et
al. (1995) with Guinea pigs, cisplatin increased the amount
of MDA and decreased the amount of tGSH in the cochlea
(Rybak et al. 1995) .These findings support the results of
our study. Again, in the present study, the gene expression
of proinflammatory cytokines, such as IL-1p and TNF-q,
was also higher in the CCG group, with high MDA and low
tGSH amounts observed. In the literature, expression of IL-
1B and TNF-o has been shown to play a role in the ototoxicity
of cisplatin (So et al. 2007). In our study, increased levels of
IL-1B and TNF o gene expression in the CCG group are
consistent with the findings of the literature.

HRE, which was administered against cisplatin-
induced ototoxicity, prevented the increase in MDA and the
decrease of tGSH in the cochlear tissue of Guinea pigs. No
study has been found regarding the effects of HRE on
oxidants/antioxidants and cytokines in cochlear tissue.
However, HRE contains carotenoids (a, 3, y) riboflavins,
vitamin C, tocopherol, tocotrienol, folic acid, tannin and fatty
acids, which feature antioxidant, anti-inflammatory, antiulcer
and proinflammatory cytokine antagonist properties (Kwon
et al. 2011; Yilmaz et al. 2014) . Liu et al. (2015)
demonstrated that H. rhamnoides extract both produces
antioxidant effects and decreases the production of IL-1p
and TNF-a (Liu et al. 2015). Numerous studies have

suggested that palmitic, oleic, stearic and myristic acid
produce anti-inflammatory effects by the inhibition of IL-
1B and TNF- o (Hua et al. 2006).

Histopathologically, the HRC group had lower
MDA, IL-1p and TNF-a levels and higher tGSH levels.
However, a mild degeneration was observed in cells of the
Reissner’s membrane in this group. Cisplatin is known for
causing damage in the organ of Corti and inner and outer
cells of the organ of Corti (Laurell and Bagger-Sjobéck
1991). Studies concerning cisplatin have also reported that
this drug causes damage in the stria vascularis, Reissner’s
membrane and spiral ganglion cells (Laurell and Bagger-
Sjobéck 1991; van Ruijven et al. 2004; van Ruijven et al.
2005).

CONCLUSION

In the present study, we performed biochemical,
gene expression and histopathological examinations to
demonstrate the damage caused by cisplatin within the inner
ear tissue. Additionally, HRE prevented this cisplatin-induced
oxidative damage. The beneficial effects of HRE against
cisplatin toxicity might be the result of its antioxidant
vitamins, fatty acids and other chemical contents. This
information suggests that the use of HRE may be beneficial
against cisplatin-induced oxidative ototoxicity.



1366 INDIAN JOURNAL OF ANIMAL RESEARCH

REFERENCES

Blakley,B.W., Gupta, A.K., Myers, S.F. and Schwan, S. (1994). Risk factors for ototoxicity due to cisplatin. Arch Otolaryngol Head
Neck Surg. 120: 541-546.

Hua,K-F, Hsu,H-Y., Su, Y-C., Lin, I-F, Yang, S-S., Chen, Y-M. and Chao,L.K. (2006). Study on the antiinflammatory activity of
methanol extract from seagrass Zostera japonica. J Agric Food Chem. 54: 306-311

Kim,S-J., Park, C., Lee, J.N., Lim,H., Hong, G-y., Moon, S.K., Lim, D.J., Choe, S-K. and Park,R.(2015). Erdosteine protects HEI-
OC1 auditory cells from cisplatin toxicity through suppression of inflammatory cytokines and induction of Nrf2 target
proteins. Toxicol Appl Pharmacol. 288: 192-202

Kotb, GA., Gh, FA., Ramadan, K.S. and Farid, H.E. (2016). Protective role of garlic against malathion induced oxidative stress in
male albino rats. Indian J. Anim. Res. 50: 3 24-329.

Kuduban, O., Kucur, C., Sener, E., Suleyman, H. and Akcay, F. (2013). The role of thiamine pyrophosphate in prevention of cisplatin
ototoxicity in an animal model. The Scientific World Journal. 2013.

Kwon, D-J., Bae, Y-S., Ju, S.M., Goh, A.R., Choi, S.Y. and Park, J. (2011). Casuarinin suppresses TNF-a-induced ICAM-1 expression
via blockade of NF-éB activation in HaCaT cells. Biochem Biophys Res Commun. 409: 780-5.

Laurell, G. and Bagger-Sjobéck, D. (1991). Dose-dependent inner ear changes after iv administration of cisplatin. The J Otolaryngol.
20:158-67.

Liu, H., Zhang, W., Dong, S., Song, L., Zhao, S., Wu, C., Wang, X., Liu, F, Xie, J. and Wang, J. (2015). Protective effects of sea
buckthorn polysaccharide extracts against LPS/d-GalN-induced acute liver failure in mice via suppressing TLR4-NF-éB
signaling. J. Ethnopharmacol. 176: 69-78.

Maurya, P.K., Aggarwal, A., Singh, S., Chandra, G, Singh, A. and Chaudhari, B. (2015). Effect of vitamin E and zinc on cellular
antioxidant enzymes in karan fries cows during transition period. Indian J. Anim. Res. 48: 109-119.

Ohkawa, H., Ohishi, N. and Yagi, K. (1979). Assay for lipid peroxides in animal tissues by thiobarbituric acid reaction. Anal Biochem.
95: 351-8.

Rybak, L.P., Ravi, R. and Somani, S.M. (1995). Mechanism of protection by diethyldithiocarbamate against cisplatin ototoxicity:
antioxidant system. Fundam Appl Toxicol. 26: 293-300.

Sakamoto, M., Kaga, K. and Kamio, T. (2000). Extended high-frequency ototoxicity induced by the first administration of cisplatin.
Otolaryngol Head Neck Surg. 122: 828-33.

Sangha, G. and Kalra, S. (2016). Evaluation of oxidative stress in rats (Rattus rattus) inhabiting Bathinda region of Punjab, India.
Indian J. Anim. Res. 50: 2.

Sedlak, J. and Lindsay, R.H. (1968). Estimation of total, protein-bound, and nonprotein sulfhydryl groups in tissue with Ellman’s
reagent. Anal Biochem. 25: 192-205.

So, H., Kim, H., Lee, J-H., Park, C., Kim, Y., Kim, E., Kim, J-K., Yun, K-J., Lee, K-M. and Lee, H-Y. (2007). Cisplatin cytotoxicity of
auditory cells requires secretions of proinflammatory cytokines via activation of ERK and NF-&B. J Assoc Res Otolaryngol.
8: 338-355.

Teranishi, M-a. and Nakashima, T. (2003). Effects of trolox, locally applied on round windows, on cisplatin-induced ototoxicity in
guinea pigs. Int J Pediatr Otorhinolaryngol. 67:133-139.

Van Ruijven, M.\W., de Groot, J.C., Klis, S.F. and Smoorenburg, G.F. (2005). The cochlear targets of cisplatin: an electrophysiological
and morphological time-sequence study. Hear Res. 205: 241-248.

Van Ruijven, M.W.,, de Groot, J.C. and Smoorenburg, G.F. (2004). Time sequence of degeneration pattern in the guinea pig cochlea
during cisplatin administration.: A quantitative histological study. Hear Res. 197: 44-54.

Yapca, O.E., Kumbasar, S., Salman, S., Yarali, O., Sener, E., Mammadov, R., Tekin, Y.B., Aksoy, A., Albayrak, A. and Cetin, N.
(2015). Controlled reperfusion for different durations in the treatment of ischemia—reperfusion injury of the rat ovary: evaluation
of biochemical features, molecular gene expression and histopathology. Canadian Journal of Physiology and Pharmacology.
93: 269-274.

Yilmaz, 1., Demiryilmaz, I., Sener, E., Cetin, N., Ucuncu, Y., Altuner, D., Kurt, N., Kunak, S.C., Kisaoglu,A. and Ozogul, B. (2014).
The Effect of Hippophae rhamnoides Extract on Oxidative Damage on Rat’s Gastric Tissue Depending on Co-Implementation
of Methotrexate and Indomethacin. Lat Am J Pharm. 33: 453-458.



