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ARTICLE INFO ABSTRACT

Keywords: Objective: This study aimed to investigate the healing effect of metformin on noise induced hearing loss (NIHL)
ABR by measuring audiological, biochemical and histological parameters.

DNA damage Materials and methods: 32 rats were divided into four groups (Group 1: Noise, Group 2: Noise + Metformin, Grup
DP_OA'_E . 3: Metformin, Grup 4: Control). Broadband noise was applied to Group 1 and Group 2 after basal measurements.
ﬂifé:ﬁsm hearing loss Measuring audiological (distortion product otoacoustic emission (DPOAE) and Auditory Brainstem Response
Rat (ABR)), biochemical (total antioxidant status (TAS), total oxidant status (TOS), oxidative status index (OSI), DNA

damage, IL-1 beta, IL-6, TNF alfa, HSF-1 and COX-2) and histological parameters.

Results: Group 2had significant decreases in ABR thresholds on day 7 and day 14 compared to day 1. DPOAE
values of Group 2 on the 7th and 14th days were significantly higher than the post-noise levels. DNA damage,
TOS and OSI values of Group 1 were significantly higher than the other groups. The Cox-2 value of Group 1 was
higher than all other groups. The HSF-1 value of Group 2 was significantly higher than that of Group 1. In terms
of IL-1 Beta, IL-6 and TNF-alpha values, there was no significant difference between groups 2, 3 and 4 and these
values were significantly lower than group 1. In histopathological results of our study, no significant difference
was found between the groups being exposed to noise and the control group.

Conclusion: This study showed that early period of Metformin treatment has therapeutic effect on NIHL.

1. Introduction

Noise-induced hearing loss (NIHL) is the most common cause of
sensorineural hearing loss (SNHL). The World Health Organization re-
ported that 360 million people worldwide experienced the problem of
hearing loss and that 91% of them were predicted to be adults and 9%
predicted to be children [1].

The noise-induced cochlear injury is considered to be a reflection of
mechanical and metabolic injury. Mechanical injury is the direct de-
struction to the cellular and intracellular structures of the organ of
corti. Whereas metabolic injury is caused by the injury in the metabolic
process required to maintain homeostasis in the inner ear [2].

Commonly accepted mediator of hair cell injury is ROS and these
free radicals cause injury by reacting chemically with cells, DNA, pro-
teins, cytosolic molecules, cell surface receptors and numerous
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compounds in membrane lipids, and thereby, causing damage and thus
affecting many intracellular processes [3].

The prophylactic use of certain antioxidant substances was proven
to reduce NIHL. It was also indicated that, in the NIHL model, the co-
chlea is mechanically damaged by severe noise, that metabolic stress
caused the death of hair cells whereas antioxidant substances protected
the cochlea from hair cell loss after exposure to severe noise by redu-
cing ROS [4].

Metformin is an oral antihyperglycemic agent used in the treatment
of type 2 diabetes. It produces metabolic activity in the liver through
the regulation of glucose and fat metabolism. Metformin [5], one of the
hypoglycemic drugs used in the world, is also taken into consideration
for preventing and treating cancer [6].

Metformin also has beneficial effects on endothelium. Metformin
therapy suppresses the production of proinflammatory cytokines. It
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increases the synthesis of endothelial nitric oxide and production of
nitric oxide in the endothelial cells. This helps to reduce the rate of
atherosclerotic injuries. It regulates mitochondrial homeostasis and
thereby, reduces apoptosis by preventing oxidative stress and cell
death. It supports the antioxidant system and mitochondrial function
complementing each other [5].

The diabetic patients receiving and not receiving metformin were
compared and according to this result that the oxidative status of the
patients receiving metformin improved, it was suggested that met-
formin might have had antioxidant properties or regulated ROS pro-
duction in stress situations [7].

Metformin was proven to reduce cell death in cortical neurons and
prevent oxidative stress. The in vitro studies indicated that metformin
increased survival in the cochlear auditory hair cells rows following the
administration of gentamicin by reducing the production of ROS [7].

2. Material and method
2.1. Animals

This study was initiated after receiving approval from the Local
Ethics Board for Animal Experiments. 32 Spraque Dawley female rats
were used in the study. Rats were PND 90 and their average weight
ranged from 200 to 240 g. All rats' ears were examined by an ENT
doctor. If there was ear wax or otitis in the rat, the animal was excluded
from the study. All of the rats' outer ear canals and tympanic mem-
branes were normal. Rats were divided into 4 groups.

2.2. Groups

Group 1 (n = 8): exposed to only noise

Group 2 (n = 8): exposed to noise and administered metformin
Group 3 (n = 8): only administered metformin

Group 4 (n = 8) (control group): not exposed to noise and not ad-
ministered metformin

2.3. Noise exposure

After the basal audiological measurements were completed, all of
the rats in Group 1 and Group 2 were exposed to wide band noise for
8h via two loudspeakers in a sound proof room.

2.4. Metformin application

Group 2 and Group 3 rats were given Metformin via the oral gavage,
at a dosage of 70 mg/kg/day during the first 14 days of noise exposure.

2.5. Audiological evaluation

At the beginning of the study, DPOAE and ABR measurements were
performed on all of the rats. Before the DPOAE and ABR measurements
the rats were anesthetized using intraperitoneal ketamin hydrochloride
(40 mg/kg) and xylazine (5 mg/kg). After the noise exposure session, on
the 1st, 7th and the 14th day of DPOAE and ABR measurements were
performed on all of the rats. Group 3 and Group 4 rats were not exposed
noise exposure because of this 1st day of DPOAE and ABR measure-
ments were not performed none of them in Group 3 and Group 4 rats.

Intelligent Hearing System (IHS) device was used in DPOAE and
ABR measurements. The measurements were done in a sound proof
room.

2.6. DPOAE
During the measurements a ratio of 1.2 for f2/f1 was chosen and the

intensity level was set at L2 =L1 — 10, where L2 =55dB and
L1 = 65dB. During the measurements, SNR ratio of 2f1-f2 for the
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frequency and DPOAE amplitudes of 6 dB and above were accepted as
positive. DPOAE measurements were done at 2834, 4002, 5636, 7988,
11.288, 15.991, 22.608 Hz. SNR ratio was taken in consideration to
evaluate DPOAE results.

2.7. ABR

In ABR measurements subcutaneous needle electrodes were used.
Passive electrode was put in vertex, active electrodes were put in under
both mastoid skin and ground electrode was put in forehead. Neonate
probe was used during measurements. All measurements were done in a
sound proof room. Click stimulus, 8, 16, 20 and 32 kHz tone burst sti-
mulus were used. Alternate polarity, for averaging 400 sweep, for fil-
tering 30-3000 Hz were used. 37.1/s was chosen for rate. During the
measurements, ipsilateral recording was used. ER 3 insert earphones
were used for click and 8 kHz tone burst stimulus and high frequency
transducers were used for 16, 20 and 32kHz tone burst stimulus.
Stimulus started at 80dB SPL level and decreased in increments of
20 dB until the threshold of II. waves was reached.

3. Biochemical evaluation
3.1. Preparation of tissue

Rat cochlea tissues were taken from rat inner ears and homogenized
by steel beads in %0,9 NaCl. Than centrifuged (Beckman Coulter,
Krefeld, Germany) at 14.000 RPM for 10 min at 4 °C, and the final su-
pernatant was used as total protein. Protein quantities measured with
Bradford method (1976).

3.2. Comet assay

Blood samples were processed within 2 h. Lymphocyte isolation for
the comet assay was performed using the Histopaque 1077 (Sigma).
1 ml heparinized blood was carefully layered over 1 ml Histopaque and
centrifugal for 35min at 500 X g at room temperature. The interface
band containing lymphocyte were washed with phosphate buffered
saline (PBS) and then collected by 15 min centrifugation at 400 x g. The
comet assay was performed according to Singh et al., with the following
modifications. Thus, 10yl of fresh blood (around 20,000 cells) were
mixed with 80pul of 0.7% low-melting agarose in PBS at 37°C.
Subsequently, 80 pl of mixture was layered onto a slide pre-coated with
thin layers of 1% normal melting point agarose (NMA), and im-
mediately covered with a coverslip. Slides were left for 5min at 4 °C to
allow the agarose to solidify. After removing the coverslips, the slides
were submersed in freshly prepared cold (4 °C) lysing solution (2.5M
NaCl, 100 mM EDTA-2Na, 10 mM Tris-HCI, pH 10-10.5, 1% Triton X-
100 and 10% DMSO added just before use) for at least 1 h. Slides were
than immersed in freshly prepared alkaline electrophoresis buffer
(0.3 mol/1 NaOH, and 1 mmol/1 Na2ETDA, pH > 13) at 4°C for un-
winding (40 min) and then electrophoresed (25 V/300 mA, 25 min). All
the steps were carried out under minimal illumination. After electro-
phoresis, the slides were stained with ethidium bromide (2pg/ml in
distilled H,O; 70 pl/slide), covered with a coverslip and analyzed using
a fluorescence microscope (Nikon). Images of 100 randomly elected
cells (50 cells from each of two replicate slides) were analyzed visually
from each subject. Each image was classified according to the intensity
of the fluorescence in the comet tail and was given a value of either 0, 1,
2, 3 or 4 (form un damaged class O to maximally damaged class 4), so
that the total score of slide could be between 0 and 400 arbitrary units
(AU).

3.3. ELISA

Samples were thawed and enzyme immunoassay was used for the
quantitative measurement IL-6, IL-1 Beta, TNF Alpha in rat serum
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Fig. 1. Alterations in the SNR values of DPOAEs results in over time of all groups.

samples. Biochemical analyzes were performed in a plate reader
(Thermo Scientific Multiskan FC, 2011-06, USA) using Enzyme-Linked
Immunosorbent Assay (ELISA) using rat serum samples for study. Each
assay was performed according to the instructions on its prospectus.

3.4. TAS, TOS, OSI

Totatl antioxidant status (TAS) and Total oxidant status (TOS) levels
were determined using commercially available kits (Rel Assay
Diagnostics; Mega Tip, Gaziantep, Turkey), and the Oxidative stress
index (OSI) was calculated. Serum TAS and TOS levels were determined
colourimetrically method by using a Varioskan Flash Multimode
Reader; (Thermo Fisher Scientific Inc., Waltham, Massachusetts, USA)
and the measurement methods developed by Erel [8,9].

4. Western blot

Western blots were used to analyze the expression HSF1 and Cox-2
and R-Actin proteins. Cellular proteins were prepared from cochlea cells
in inner ear. The total sample volume was 25 pL at a concentration of
2pg/uL. All cellular proteins were electrophoresed on 4-12% SDS-
PAGE acrylamide gels, transferred onto polyvinylidene fluoride mem-
branes (PVDF), and incubated for 1h in tris-buffered saline and 5%
Tween (TBS-T) containing 5% skim milk (Sigma). Membranes were
then incubated overnight at 4 °C with primary antibodies against HSF1
(Santa Cruz, 1:1000) and Cox-2 (Santa Cruz 1:1000), B-Actin (Santa
Cruz 1:1000) washed in TBS-T, and incubated for 1h at room tem-
perature with corresponding HRP conjugated anti-rabbit antibodies
(Santa Cruz Biotechnology, 1:5000). The membranes were developed
with the Western Blotting Luminol Reagent (Santa Cruz Biotechnology,
Santa Cruz, CA, USA) and each membrane was filmed with a chemi-
luminescent imaging system (Fusion Fx7; Vilber Lourmat), and the blots
were quantified using Image J (Glyko, Novato, CA, USA) software
package.

5. Histopathological Assesment

For light microscopic investigations, samples were placed in 10%
formaldehyde, dehydrated in ascending alcohol series (70%, 90%, 96%
and 100%), cleared in xylene and embedded in paraffin. Tissue sections
(5 um) were stained with hematoxylin and eosin (H&E) and examined
with a light microscope (Nikon Eclipse i5, Tokyo, Japan) coupled with a
camera (Nikon, DS-Filc).

5.1. Statistical analysis

The statistical analysis was carried out using Statistical Package for
the Social Sciences 13.0 version package (SPSS Inc., Chicago, Illinois,
USA) in the windows program. All quantitative variables were calcu-
lated using the central location (such as mean and median) and dis-
tribution measures (such as standard deviation (SD)). The normality of
the distribution was checked using the Kolmogorov — Smirnov tests.

For comparing the DPOAE and ABR values within the groups
themselves, one-way analysis of ANOVA was used in repeated mea-
surements (p < .05 was considered significant). The Tukey HSD test
was used for the post-hoc analysis and Bonferroni correction was per-
formed (p < .008 was considered significant).

ANOVA was used for the comparison of intergroup biochemical and
histopathological data (p < .05 were considered significant). For the
post-hoc analysis, the Tukey HSD test was used and Bonferroni cor-
rection was performed (p < .008 was considered significant).

6. Results
6.1. Audiological results

6.1.1. DPOAE

A statistically significant difference between basal and 1th, 7th and
14th days of noise exposure was found in DPOAE results in Group 1
(p < .008). A statistically significant difference between basal and 1th
day of noise exposure and between 1th and 7th days of noise exposure
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were found in DPOAE results (p < .008). A statistically significant
difference between 7th and 14th days of noise exposure was not found
in DPOAE results in Group 2. (p > .008). A statistically significant
difference between basal and 7th and 14th days of implementation of
Metformin was not found in DPOAE results in Group 3 (p > .05). A
statistically significant difference between basal, 7th and 14th days was
not found in DPOAE results in Group 4 (p > .05) (Fig. 1).

6.1.2. ABR

A statistically significant difference between basal and 1th, 7th and
14th days of noise exposure at 8, 16, 20 and 32 kHz tone burst stimulus
ABR thresholds was found in Group 1 (p < .008). A statistically sig-
nificant difference between basal and 1th days of noise exposure and
between 1th day and 7th and 14th days of noise exposure at 8, 16, 20
and 32 kHz tone burst stimulus ABR thresholds was found in Group 2
(p < .008). A statistically significant difference between basal and 7th
and 14th days of metformin implementation at 8, 16, 20 and 32kHz
tone burst stimulus ABR thresholds was not found in Group 3
(p > .05). A statistically significant difference between basal, 7th and
14th days at 8, 16, 20 and 32 kHz tone burst stimulus ABR thresholds
was not found in Group 4 (p > .05). A statistically significant differ-
ence between basal and 1th, 7th and 14th days of noise exposure at
click stimulus ABR thresholds was not found in any groups (p > 0,008)
(Fig. 2).

In the comparison of ABR thresholds between groups; There was no
significant difference between basal measurements at 8, 16, 20,32 kHz
(p > .05). Noise was applied only to group 1 and group 2. There was
no significant difference between group 1 and group 2 between ABR
thresholds after noise application (p > .05). On the 7th day ABR
threshold (8,16,20,32 kHz), the ABR thresholds of Group 1 were sig-
nificantly higher than the other groups (p < .008). There was no sig-
nificant difference between ABR thresholds of group 2 and ABR
thresholds of groups 3 and 4 (p > .05). On the 14th day, ABR
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thresholds of Group 1 were significantly higher than those of the other
groups (p < .008). There was no significant difference between ABR
thresholds of group 2 and ABR thresholds of groups 3 and 4 (p > .05).
There was no significant difference between the groups in the basal, 7th
and 14th day evaluations of ABR with click stimulus (p > .05).

6.2. Biochemical results

Group 1 had the biggest DNA damage of the groups. Group 2had
bigger DNA damage than Group 3 and 4 (p < .008). Group 1 had the
lowest TAS level of the groups. Group 2had higher TAS level than
Group 1. Group 3 had higher TAS level than Group 2 (p < .008). A
statistically significant difference at TAS levels and DNA damage be-
tween Group 3 and 4 was not found (p > .008). Group 1had the
highest TOS level of the groups (p < .008). Group 1 had the highest
OSI level of the groups (p < .008). A statistically significant difference
between Group 2, 3 and 4 at OSI and TOS levels was not found
(p > .008) (Fig. 3).

Group 1had the highest Cox-2 level of the groups (p < .008).
Group 2had higher Cox-2 level than Group 3 and 4 (p < .008). A
statistically significant difference between Group 3 and 4 at Cox-2 le-
vels was not found (p > .008). Group 1 had the lowest HSF 1 level of
the groups. A statistically significant difference between Group 2 and 3
was not found and this level was higher than the HSF 1 level of Group 1.
Group 4 had the highest HSF 1 level (p < .008) (Fig. 4).

Group 1 had the highest IL-6, IL 1 Beta and TNF alpha levels of the
groups (p < .008). A statistically significant difference between Group
2, 3 and 4 at IL-6, IL 1 Beta and TNF alpha levels was not found
(p > .008) (Fig. 5).

6.3. Histological results

There was no difference between control group and the other groups

GROUP 1 (NOlSE) GROUP 2 (NOlSE+METFORM|N)
) ©
= * p<0.008 . * p<0.008
@ ]" }’ + ]” il ) | * e
2 B . io + r B
é” * * * 'J + E” : - +
5 ‘ ) izo - ’_lﬁ
»
- 1l | (TN LT
) k! o ]
sz 1644 Wi i x s 14 Wi Rk x
whasal wistday Wity o Mthday stasal mistdey Mhdey My
GROUP 3 (METFORMIN) GROUP 4 (CONTROL)
» » —
+ p0.05 + + p00S
5 s +

a

ABR Theeshold

I

+
+
n
16k 0 R e

whasd s dy w My

L
2
10 I |
S
0
Blsiz

ABK Theashold
13 U

U

+
+ + +
iy ] A
[T Fey Qe R

sl almaw flMmay

L

Fig. 2. Alterations in the ABR values of DPOAEs results in over time of all groups.
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Fig. 3. DNA damage, TAS, TOS and OSI values of all groups.

on stria vascularis, spiral ganglion and organ of corti via the light mi-
croscopic examination.

There was no apoptotic cell in stria vascularis, spiral ganglion and
organ of corti in none of the groups (Fig. 6).

7. Discussion

The literature reported that the hair cell damage in the organ of
corti started as a small lesion, that the lesion spread during the exposure
to the noise and continued to progress also after the cessation of ex-
posure. Also, it was noted that the lesion started in the characteristic
frequency part corresponding to the dominant frequency of the noise,
the damage at onset was composed of one or several lesions and that it
spread to the apical and basal part of the cochlea [10].

In the study by Lu et al. (2014), a substantial improvement was

always observed in the DPOAE levels at every time point in the animals
of the antioxidant treatment group compared to the control group, this
effect was striking especially on the seventh and twenty-first days. The
effect of antioxidant treatment was demonstrated by a reduction in the
number of loss of both outer and inner hair cells in the basal part of the
cochlea after 21 days of exposure to noise [11]. In our study, a statis-
tically significant decrease was observed in the DPOAE SNR values in
the DPOAE measurement performed on the first day after noise ex-
posure compared to the baseline measurements in the group which
received metformin at the dose of 70 mg/kg/day for 14 days after 8 h of
exposure to 100 dB SPL (Group 2). Whereas the measurements made on
the seventh and fourteenth days after exposure to noise revealed no
difference in the DPOAE SNR values compared to the baseline mea-
surement values. A statistically significant decrease was noted in the
DPOAE SNR values compared to the baseline measurements made on
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the first, seventh, fourteenth days after noise exposure in the group
which was exposed to noise only (Group 1). These results indicate that
metformin, an antioxidant derivative, provided an improvement in
hearing thresholds.

Animal experimental studies showed that exposure to severe noise
caused structural changes in the outer hair cells of the cochlea and
involved the inner and outer hair cells by progressing firstly to the first
row, then to the second row and third row [12].

In our study, no significant difference was found in the DPOAE SNR
values compared to the baseline values in Group 3 (metformin) and
Group 4 (control group) in the 14-day follow-up period. According to
this, no change was detected in the DPOAE SNR values secondary to
metformin in the group receiving metformin only. This suggests that
metformin has no negative effect on the outer hair cell function, which
can be assessed by the DPOAE test.

Similar to our study, 8, 16 and 32 kHz tone burst stimuli were used
and an increase was observed in all stimulus types in the ABR thresh-
olds after noise exposure in the study by Xiong et al. [13]. Unlike this
study, there was no significant difference in the threshold values in the
ABR measurements made with the click stimulus on the first, seventh
and fourteenth days compared to the baseline measurement threshold
value in our study. In the literature, the area most severely affected by

GROUP 1 (NOISE)

noise was reported to be the first turn [14-16]. Whereas Strose et al.
analyzed the number of damaged hair cells in each cochlear turn and
found that the most damaged part of the cochlea secondary to noise was
the third turn, that the second turn was moderately damaged, and that
the first turn (basal) was damaged at the least. When the outer hair cell
damage in each row was observed, they stated that the third row was
mostly affected by noise trauma and that the number of damaged ste-
reocilia cells in the first and second row were almost equa [17].

In our study, a statistically significant difference was found in the
ABR threshold values of 8, 16, 20 and 32 kHz made on the first day of
the 14-day follow-up period in the rats of Group 1 and Group 2 com-
pared to the basal measurement results. Whereas in the ABR mea-
surement made with the click stimulus, there was no significant dif-
ference in the threshold values measured on the first, seventh and
fourteenth days in both groups compared to the baseline measurements
of threshold values. No significant difference was detected in the ABR
threshold values obtained at 8, 16, 20 and 32kHz on the seventh,
fourteenth day in Group 2 compared to the baseline measurements of
ABR threshold values. Whereas in Group 1, no significant difference
was noted in the ABR threshold values obtained on the seventh and
fourteenth days compared to those obtained on the first day. When
compared with Group 1, metformin was observed to provide a

GROUP 2 (NOISE+METFORMIN)

GROUP 4 (CONTROL)

N W o

Fig. 6. Histological images of all groups.
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significant improvement in noise-induced hearing thresholds obtained
on the fourteenth day after metformin treatment.

It was reported in the literature that hair cell damage spread to both
apical and basal parts of the organ of corti but the basal spread was
more prominent than the apical spread. It was also stated that the
spread of active cell death pattern spread from the junction point of the
first and second turns to the basal part of the cochlea within the first
two days following the noise exposure at 110 dB SPL, that it showed
structural and metabolic differences between the apical and basal parts
of the cochlea as the damage spread towards the basal part of the organ
of corti, and, in this respect, the basal part showed a lesser antioxidant
capacity and, as a result, this region suffered more from the oxidative
stress [10].

No significant difference was found in terms of the ABR threshold
values in the ABR measurements made at 8, 16, 20 and 32 kHz with
tone burst and click stimuli in Group 3 (metformin) and Group 4
(control group) during the 14-day follow-up period compared to the
baseline values. According to this, no change was detected in the ABR
threshold values secondary to metformin in the group receiving met-
formin only. These results indicate that metformin has no negative
impact on the auditory function.

In all tested frequencies on the rats, among five waves forming the
ABR, wave II had the highest amplitude, followed by the formation of I,
IV and V waves, respectively and these waves had similar amplitudes.
Wave III was reported to have the smallest amplitude [18]. In our study,
consistently with the literature, the most apparent wave was observed
to be wave II in all rats and at all frequencies.

According to the literature, the number of ROS positive spiral
ganglion cells, apoptotic spiral ganglion cells and outer hair cells cov-
ered with stereocilia and the changes of ABR threshold were positively
correlated [13]. Consistently with the literature, the DNA damage value
was found to be higher in Group 1 and Group 2 DNA compared to those
of Group 3 and Group 4 in our study.

It was reported in the literature that metformin rapidly affected the
blood-brain barrier and accumulated in different manners and thus
metformin helped to reduce vascular inflammation. Metformin therapy
was indicated to provide a functional benefit without significantly al-
tering the volume of the big infarct area or blood glucose level at the
beginning. Metformin therapy was stated to improve phagocytosis in
the dead tissue by helping to improve recovery and increasing the ratio
of surviving cells and contributing to a decrease in the ratio of in-
tracranial pressure [19].

Generally, the thresholds were observed to worsen gradually and
morphological damage increased after noise exposure. Although these
changes were present for the next 30 days after exposure to noise, it is
an important period in the first 10-day acute acoustic trauma treatment
after exposure to noise. 10 days after exposure to noise, the ROS /RNS
formation reaches the maximum level and permanent threshold change
and loss of outer hair cells reach the plateau. It is possible to observe the
benefits of antioxidant treatment for 10 days due to the increase in free
radicals in the next 7-10 days after exposure to noise [20]. Consistently
with the literature, the DNA damage in Group 1 was found to be higher
compared to all other groups of our study. The DNA damage value in
Group 2 was found to be significantly higher than Group 3 and 4. ROS
initiating the apoptosis of spiral ganglion cells was proven to exist in the
cochlea exposed to severe noise. These results suggest that metformin
treatment may be an antioxidant with healing feature for noise-induced
hearing loss since the DNA damage was lesser in the group receiving
metformin therapy for 14 days compared to the group exposed to noise
only as well as the DPOAE SNR amplitudes and ABR thresholds were
improved.

In response to exposure to noise, it was stated that ROS production
could reduce blood flow and that the vasodilator agents reducing va-
soconstriction improved NIHL and that antioxidants converted ROS into
less dangerous forms [21]. In our study, the TAS values in Group 2 were
found to be significantly higher than Group 1. Oxidative stress factors
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were reported to cause DNA damage leading to hearing loss, degrada-
tion of lipids and proteins, and death of triggering cells and thus,
hearing loss occurred [22]. In our study, the OSI value of Group 1 was
found to be significantly higher than the other groups. These results
indicated that metformin administered at the dose of 70 mg/kg/day via
oral gavage for 14 days improved the antioxidant capacity of the tis-
sues. Auditory function impairment is considered to occur with the
increase in the oxidative stress parameters in the group exposed to noise
only but did not receive metformin.

In our study, the Cox-2 value of Group 1 was found to be sig-
nificantly higher than the other groups. The Cox-2 values of Group 2
were found to be significantly higher than Group 3 and 4. However, no
significant difference was found between Group 3 and 4 in terms of the
Cox-2 value.

In the literature, it was reported that heat shock transcription factor
1 (HSF 1) is an important transcription factor controlling the inducible
stress response and that it protected the cells and tissues from major
cellular and environmental stresses. Also, it was noted that this re-
sponse was often named as heat shock response which protected hu-
mans from bacteria during development, that stress factors activated
HSF 1, relocated the nuclei, and bound the heat shock elements in the
genes for the heat shock proteins. Stress factors of both heat and noise
were stated to activate the heat shock response in the cochlea and
protect it from noise trauma [23]. Consistent with the literature, the
HSF 1 value of Group 1 was found to be significantly higher than all
other groups in our study. There was no significant difference between
the HSF 1 values of Group 2 and 3 and these values were found to be
significantly higher than Group 1. The HSF 1 value of Group 4 was
found to be significantly higher than all other groups. According to
these results obtained, it was concluded that the fact that HSF 1 was
found to be higher in the group receiving metformin at the dose of
70 mg/kg/day for 14 days than the group exposed to noise only pro-
vided the increase in HSF 1 which is known to play a protective role
against cochlear stressors.

The literature indicated that stress-activated the endocrine, neu-
ronal and immunological systems and caused the release of certain
active biological compounds such as hormones, neurotransmitters, and
cytokines. Also, stress was reported to stimulate the production of
proinflammatory cytokines called as tumor necrosis factor-a (TNF-a),
interleukin 1 B (IL-1-f) and interleukin 6 (IL-6) [24]. In our study, the
values of IL-6, IL-1 B, and TNF-a in Group 1 were found to be sig-
nificantly higher than all other groups. No significant difference was
found in Group 2, 3 and 4 in terms of these values. The higher levels of
cytokines obtained in the group not receiving metformin were con-
sidered to impair auditory function in accordance with the DPOAE and
ABR results obtained. Whereas the lower levels of cytokines in the
group receiving metformin were considered to originate from the sup-
pression of cytokine production by metformin which is considered to
have antioxidant feature.

Sekiya et al. (2012) reported that after 9 weeks of exposure to noise
in rats exposed to 137 dB of noise at 4 kHz for 1 min, the outer hair cells
completely disappeared while the inner hair cells were proven to be
partially preserved in the apical part and to be completely lost in the
basal and middle part [25]. In our study, no difference was observed in
the cells of stria vascularis, spiral ganglion and organ of corti at the
light microscopic level morphologically in the groups exposed to Noise,
Metformin and Noise +Metformin compared to the control group. The
examination performed with the caspase-3 immunohistochemical
staining method in an attempt to detect apoptotic cells revealed no
apoptotic cell within the stria vascularis, spiral ganglion, and organ of
corti. Chen et al. stated that pathological changes in the cochlea were
not significant under the light microscope [26]. We suggest that mor-
phological differences undetected under the light microscope in the
morphological analysis can be detected by electron microscopy.

In the literature, it was reported that the apoptosis and necrosis of
hair cells were important factors in the hearing loss caused by exposure
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to noise, that apoptosis started on the first day after exposure to noise
and that the increase in the ABR thresholds and decrease in the DPOAE
amplitudes were the consequences of the apoptosis after exposure to
noise [27].

Xiong et al. reported that they did not find immunoreactivity for
Cas-3 in the spiral ganglion in the groups that were not exposed to
severe noise and that they observed a strong immunoreactivity for Cas-
3 in the spiral ganglions of the groups exposed to severe noise. They
proved that they could not detect a visible morphologic change in the
hair cells of the rats of the groups not exposed to noise in the electron
microscope and that normal appearing intact hair cell rows with ste-
reocilia were observed in every turn of the cochlea. However, they
noted that a substantial outer hair cell with stereocilia was observed in
the first and second turns of the cochlea in the group exposed to noise,
that a great portion of the damage was observed in the first and second
of rows of the hair cells whereas the inner hair cells preserved their
morphological integrity throughout the cochlea [13].

It was reported in the literature that the therapeutic effects of an-
tioxidant drugs depended on the timing and duration of treatment and
that the therapeutic effect window appeared within 1-4h after ex-
posure to noise. Although the target and effect of each antioxidant
agent treat and prevent the acute acoustic trauma with different injury
mechanism, it was reported that the efficacy could be maximum in
combination with other antioxidant agents [20].

8. Conclusion

Metformin, known to have an antioxidant feature, has a healing
effect for the hearing loss occurring after exposure to noise.
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