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membranous labyrinth from archival temporal bones occur
more commonly in ARHL patients relative to controls [28].

5. Basic Research in Animals on the Role
of Oxidative Stresses and Mitochondrial
Dysfunction in ARHL

Although details of the aging process differ in various organ-
isms, there is a common understanding that oxidative stress
and mitochondrial dysfunction play a major part in aging.
The auditory system is no exception and it is thought that
oxidative damage caused by ROS and mitochondrial dysfunc-
tion plays a causal role in ARHL. The fast-aging senescence-
accelerated mouse-prone 8 (SAMPS8) strain that is a useful
model for probing the effects of aging on biological processes
displays premature hearing loss associated with strial, sen-
sory, and neural degeneration [29]. The molecular mecha-
nisms associated with premature ARHL in SAMPS strain
mice involve oxidative stress, altered levels of antioxidant
enzymes, and decreased activity of complexes I, II, and 1V,
which lead to triggering of apoptotic cell death pathways.

In the organ of Corti of CBA/J mice, glutathione-conju-
gated proteins, markers of H,O,-mediated oxidation, were
shown to begin to increase at 12 months, and 4-hydroxyn-
onenal and 3-nitrotyrosine, products of hydroxyl radical and
peroxynitrite action, respectively, were elevated by 18 months
[30]. On the other hand, apoptosis-inducing factor and SOD2
were decreased by 18 months in the organ of Corti and SGNs
[30]. Mice lacking superoxide dismutase 1 (SodI) showed
premature ARHL [31, 32]. Age-related cochlear hair cell loss
was observed in Sodl knockout mice [32] and a reduced
thickness of the stria vascularis and severe degeneration of
SGNs were observed at middle age [31]. A previous study
showed that increased GPX activity was observed in the stria
vascularis and spiral ligament of the cochlea in aged Fischer
344 rats [33]. Two-month-old knockout mice with a targeted
inactivating mutation of the gene coding for glutathione
peroxidase 1 (GpxI) showed a significant increase in hearing
thresholds at high frequency [34]. Mice lacking senescence
marker protein 30 (SMP30)/gluconolactonase (GNL), which
are not able to synthesize vitamin C, showed a reduction of
vitamin C in the inner ear, an increase of hearing thresholds,
and loss of spiral ganglion cells, suggesting that depletion of
vitamin C accelerates ARHL [35]. Oxidative stress induces the
expression of BCL2-antagonist/killer 1 (Bak); the mitochon-
drial proapoptotic gene, in primary cochlear cells and Bak
deficiency prevents apoptotic cell death [36]. C57BL/6] mice
with a deletion of Bak exhibit reduced age-related apoptotic
cell death of SGNs and hair cells in the cochlea and prevention
of ARHL [36]. A mitochondrially targeted catalase transgene
suppresses Bak expression in the cochlea, reduces cochlear
cell death, and prevents ARHL [36]. Collectively, these find-
ings indicate that age-related increases in ROS levels play an
important role in the development of ARHL.

It has been shown that accumulation of mtDNA muta-
tions leads to premature aging in mice expressing a proof-
reading-deficient version of the mtDNA polymerase g (POLG
D257A mice), indicating a causal role of mtDNA mutations

142

in mammalian aging [37, 38]. POLG D257 A mice accumulate
mitochondrial mutations more rapidly than wild-type mice.
At 9-10 months old, POLG D257A mice showed a variety
of premature aging phenotypes, including the early onset
of ARHL. Histological findings in the cochlear basal turn
confirmed that POLG D257A mice at the age of 9-10 months
showed a severe loss of SGNs and hair cells and significant
elevation in TUNEL-positive cells and cleaved caspase-3-
positive cells in the cochlea [39].

Mitochondrial biogenesis and degradation are involved
in mitochondrial turnover. In the SGNs of SAMP8 strain
mice, mitochondrial biogenesis, characterized by the ratio
of mtDNA/nuclear DNA and the activity of citrate synthase,
was increased at younger ages and decreased in old age [29].
Age-related reductions of peroxisome proliferator-activated
receptor ¢ coactivator a (PGC-la), one of the key regulators of
mitochondrial biogenesis, might be an important factor for
mitochondrial function in age-related diseases [40]. When
it comes to mitochondrial function in the cochlea, the over-
expression of PGC-la with a consequent increase of nuclear
respiratory factor 1 (NRF1) and mitochondrial transcription
factor A (TFAM) caused a significant decrease in the accumu-
lation of damaged mtDNA and the number of apoptotic cells
in the strial marginal cells senescence model [41]. Autophagy
is one of the major intracellular degradation pathways along
with the ubiquitin-proteasome system [42]. Unnecessary
cytoplasmic proteins and organelles are enclosed by the
autophagosome and then delivered to the lysosome by auto-
phagy. It has been reported that the SGNs of SAMP8 undergo
autophagic stress with accumulation of lipofuscin inside
these cells [29]. Downregulation of mitophagy, the selective
removal of damaged and dysfunctional mitochondria by
autophagosomes will cause abnormal mitochondrial mor-
phological changes. Impairment of mitophagy might result
in the formation of giant mitochondria, which have been
characterized as having low ATP production, a loss of cristae
structure, and a swollen morphology [43]. Accumulation of
abnormally functioning and shaped mitochondria accelerates
apoptosis [44], which merits further investigation in the
cochlea.

6. Prevention and Retardation of ARHL by
Supplementation or Caloric Restriction

Several studies have reported the effects of supplementation
of antioxidants against ARHL. A cross-sectional and 5-year
longitudinal study in Australia demonstrated that dietary
vitamin A and vitamin E has a significant association with
the prevalence of hearing loss, although dietary antioxi-
dant intake did not increase the incidence of hearing loss
[45]. Another cross-sectional study in Australia showed that
higher carbohydrate, vitamin C, vitamin E, riboflavin, mag-
nesium, and lycopene intakes were significantly associated
with larger transiently evoked otoacoustic emission (TEOAE)
amplitudes and better pure tone averages (PTAs) whereas
higher cholesterol, fat, and retinol intakes were significantly

‘associated with lower TEOAE amplitude and worse PTAs

[46]. Another further cross-sectional study in the United
States showed that higher intakes of beta-carotene, vitamin C,



and magnesium were associated with better PTAs at both
speech and high frequencies, and high intakes of beta-
carotene or vitamin C combined with high magnesium com-
pared with low intakes of both nutrients were significantly
associated with better PTAs at high frequencies [47].

In animal studies, Fischer 344 rats given vitamin C,
vitamin E, melatonin, or lazaroid had better auditory sensi-
tivities and a trend for fewer mtDNA deletions in comparison
with placebo subjects [48]. Fischer 344 rats of 18-20 months
old supplemented orally for 6 months with lecithin, a poly-
unsaturated phosphatidylcholine (PCP) which has anti-
oxidant effects, showed significantly better hearing sensi-
tivities, higher mitochondrial membrane potentials, and
reduced frequency of the common aging mtDNA deletion in
the cochlear tissues compared with controls [49]. Aged dogs
fed a high antioxidant diet for the last 3 years of their life
showed less degeneration of the spiral ganglion cells and stria
vascularis in comparison with dogs fed a control-diet [50].
In C57BL/6 mice, supplementation with vitamin C did not
increase vitamin C levels in the cochlea or slow ARHL [35],
but animals fed with a diet comprising 6 antioxidant agents
(L-cysteine-glutathione mixed disulfide, ribose-cysteine,
NW-nitro-L-arginine methyl ester, vitamin BI2, folate, and
ascorbic acid) showed significantly better auditory sensitivity
[51]. When C57BL/6 mice were fed with a diet containing one
of 17 antioxidant agents (acetyl-L-carnitine, alpha-lipoic acid,
beta-carotene, carnosine, coenzyme Q10, curcumin, d-alpha-
tocopherol, epigallocatechin gallate, gallic acid, lutein, lyco-
pene, melatonin, N-acetyl-L-cysteine, proanthocyanidin,
quercetin, resveratrol, and tannic acid), ARHL was nearly
completely prevented by alpha-lipoic acid and coenzyme
QI0 and partially by N-acetyl-L-cysteine, but not by other
agents [36]. When CBA/J mice were fed with an antioxidant-
enriched diet containing vitamin A, vitamin C, vitamin E,
L-carnitine, and a-lipoic acid from 10 months through 24
months of age, the antioxidant capacity of the inner ear tissues
was significantly increased, but the loss of hair cells and
spiral ganglion cells and the magnitude of ARHL were not
improved [52]. These studies show that the prevention and
retardation of ARHL by supplementation with antioxidants
can be influenced by many factors such as the type and
dosage of antioxidant compounds, the timing and duration
of the treatment, and the species and strains involved.

Caloric restriction (CR) extends the lifespan of various
organisms including yeast, worms, flies, rodents and non-
human primates. It has been reported that CR plays an
important role in reducing age-related diseases such as cancer
[53], protecting age-related mitochondrial dysfunction [54]
and reducing mtDNA damage [55]. It has also been reported
that CR can protect neurons against degeneration in animal
models of neurodegenerative diseases, as well as promote
neurogenesis and enhance synaptic plasticity [56]. The ability
of CR to prevent cochlear pathology and ARHL has been
extensively studied using laboratory animals [57]. C57BL/6
mice with CR by 15 months of age maintained normal hearing
and showed no obvious cochlear degeneration and a signifi-
cant reduction in the number of TUNEL-positive and cleaved
caspase-3-positive cells in the spiral ganglion cells in compar-
ison with controls [58]. Fischer 344 rats with CR to 70% of
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the control intake beginning at one month of age and then
housed for 24-25 months showed significantly better hearing
thresholds, reduced hair cell loss, and decreased mtDNA
common deletion in the auditory nerve and stria vascularis
of the cochlea than control rats [48]. Beneficial effects of CR
for the prevention of ARHL has been reported in the AU/Ss,
CBA/] strains of mice as well as the C57BL/6 strain, but not in
the DBA/2], WB/Re], or BALB/cBy] strains [57]. The effects of
CR may depend on genetic background. On the other hand,
a high fat diet given to Sprague Dawley rats for 12 months
resulted in elevated hearing thresholds in the high-frequency
region, increased ROS generation, expression of reduced
nicotinamide adenine dinucleotide phosphate (NADPH) oxi-
dase and UCP, accumulation of mtDNA common deletion,
and cleaved caspase-3 and TUNEL-positive cells in the inner
ear [59]. A microarray analysis study of the cochlea revealed
that CR down-regulated the expression of 24 apoptotic genes,
including Bak and BCL2-like 11 (Bim), suggesting that CR
could prevent apoptosis of cochlear cells [58]. It has been
reported that the mitochondrial deacetylase Sirtuin 3 (Sirt3)
mediates reduction of oxidative damage and prevention of
ARHL under CR [60]. CR failed to reduce oxidative DNA
damage or prevent ARHL in C57B/6 mice lacking Sirt3 [60].
In response to CR, Sirt3 directly deacetylated and activated
mitochondrial isocitrate dehydrogenase 2 (Idh2), leading to
increased NADPH levels and an increased ratio of reduced-
to-oxidized glutathione in mitochondria [60]. In cultured
human kidney cells (HEK293), overexpression of Sirt3 and/or
Idh2 increased NADPH levels and gave protection from
oxidative stress-induced cell death [60].

7. Putative Role of Oxidative Stress and
Mitochondrial Dysfunction in ARHL

The important role of oxidative stress and mitochondrial
dysfunction in the development of ARHL has been estab-
lished by reviewing previous studies. The severity of hear-
ing loss is probably associated with cochlear degeneration.
Accumulation of mtDNA damage, ROS production, and
decreased antioxidant function are primarily involved in
the process of cochlear senescence in response to aging
stress. Mitochondria play a crucial role in the induction of
intrinsic apoptosis in cochlear cells. ARHL in laboratory
animals can be prevented by certain interventions, such as
CR and supplementation with antioxidants. Further large
clinical studies are needed to confirm whether ARHL can be
prevented by the above-mentioned interventions in humans.
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