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Abstract

Mutations in mitochondrial DNA (mtDNA), particularly those in the 12S rRNA gene, have been
shown to be associated with sensorineural hearing loss. Recently, a systematic and extended mutation
screening of the mitochondrial 12S rRNA gene has been initiated in the large clinical population of
the Otology Clinic at the Chinese PLA General Hospital with the aim of identifying mtDNA
mutations associated with hearing loss. Here we report the clinical and molecular characterization
of a Chinese patient with auditory neuropathy. Sequence analysis of mtDNA in this patient identified
a T-to-C transition at position 1095 (T1095C) in the 12S rRNA gene and other nucleotide changes.
The T1095C mutation is expected to disrupt an evolutionarily conserved A-to-U base-pair, which is
atthe highly conserved P-site of 12SrRNA. TheT1095C mutation has also been found to be associated
with hearing loss in several unrelated families. Among other nucleotide changes, two novel variants:
the 1175V mutation in the CO2 and the V112M mutation in the ND6 localize at highly evolutionarily
conserved residues from different organisms. Furthermore, the absence of mutation in the otoferlin
related to auditory neuropathy showed that otoferlin may not be involved in the phenotypic expression
of T1095C mutation in this subject. These data suggest that the T1095C mutation may be associated
with auditory neuropathy in this subject, and two novel variants 1175V and V112M may play a role
in the phenotypic expression of the T1095C mutation.
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INTRODUCTION

Mitochondrial DNA (mtDNA) mutations are likely to be one of the important causes of
sensorineural hearing loss, especially nonsyndromic forms [Fischel-Ghodsian, 1999; Guan,
2004]. In particular, the 12S rRNA gene has been shown to be a hot spot for aminoglycoside
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induced and nonsyndromic hearing loss. Several deafness-associated mtDNA mutations have
been identified in this gene. Of those, an A to G transition at position 1555 (A1555G) in the
highly conserved decoding site of the 12S rRNA has been associated with both aminoglycoside
induced and nonsyndromic hearing loss in many families of different ethnic origins [Prezant
et al., 1993; Matthijs et al., 1996; Pandya et al., 1997; Estivill et al., 1998; del Castillo et al.,
2003; Li et al., 2004b]. Recently, the C1494T mutation in the same gene has been associated
with both aminoglycoside induced and nonsyndromic hearing loss in a large Chinese family
[Zhao et al., 2004]. In addition, a C-insertion or deletion at position 961 of the 12S rRNA gene
has been shown to be associated only with aminoglycoside-induced deafness [Bacino et al.,
1995; Casano et al., 1999], while the novel T961G mutation has been implicated to be
responsible for the nonsyndromic hearing loss in five Caucasian pediatric subjects [Li et al.,
2004a]. Furthermore, the T1095C mutation has also been shown to be associated with hearing
impairment [Thyagarajan et al., 2000; Tessa et al., 2001].

With the aim of identifying mtDNA mutations associated with hearing loss, a systematic and
extended mutation screening of the mitochondrial 12S rRNA gene has been initiated in the
large clinical population of Otology Clinic at the Chinese PLA General Hospital. As a
consequence of this study, 34 pedigrees with a maternally inherited pattern of nonsyndromic
and aminoglycoside-induced hearing loss have been identified, including 15 pedigrees carrying
the A1555G mutation and one pedigree carrying the C1494T mutation in the 12S rRNA gene
[Zhao et al., 2004]. In the present study, we have performed a clinical and molecular analysis
of a Chinese patient with auditory neuropathy associated with the T1095C mutation in the 12S
rRNA gene.

SUBJECTS AND METHODS

As the part of genetic screening program for the hearing impairment, a 27-year-old female was
ascertained at the Otology Clinic at PLA General Hospital. A comprehensive history and
physical examination were performed to identify any syndromic findings or genetic factors
related to the hearing loss. An age-appropriate audiological examination was performed, and
this examination included pure-tone audiometry (PTA) and/or auditory brainstem response
(ABR), immittance testing, and distortion product otoacoustic emissions (DPOAE). The PTA
was calculated from the sum of the audiometric thresholds at 500, 1,000 and 2,000, 4,000, and
8,000 Hz. The severity of hearing impairment was classified into five grades: normal <26 dB;
mild = 26-40 dB; moderate = 41-70 dB; severe = 71-90 dB; and profound >90 dB. Informed
consent was obtained from the participant prior to their participation in the study, in accordance
with the Cincinnati Children’s Hospital Medical Center Institutional Review Board and Ethnic
Committee of Chinese PLA General Hospital.

Genomic DNA was isolated from whole blood of participants using the Puregene DNA
Isolation Kits (Gentra Systems, Minneapolis, MN). First, the subject’s DNA fragments
spanning the entire mitochondrial 12S rRNA gene or tRNAS"(UCN) gene were amplified by
PCR using oligodeoxynucleotides corresponding to the mitochondrial genome at positions
618-635 and 1988-2007 [Guan et al., 1996; Zhao et al., 2004] and 7148-7167 and 8076—-8095
[Guanetal., 1998; Li et al., 2004c], respectively. Each fragment was purified and subsequently
analyzed by direct sequencing in an ABI 3700 automated DNA sequencer using the Big Dye
Terminator Cycle sequencing reaction kit. mtDNA sequence alignments were carried out using
seqweb program GAP (GCG).

The entire mitochondrial genomes of the subject carrying the T1095C mutation were PCR
amplified in 24 overlapping fragments by use of sets of the light-strand and the heavy strand
oligonucleotide primers, as described elsewhere [Rieder et al., 1998]. Each fragment was
purified and subsequently submitted for sequence analysis as described above. The resultant
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sequence data were compared with the updated consensus Cambridge sequence (GenBank
accession number: NC_001807) [Anderson et al., 1981].

The DNA fragments spanning the entire coding region of the otoferlin (OTOF) gene were PCR-
amplified in this subject, and subsequent sequencing analysis was performed as detailed
elsewhere [Varga et al., 2003]. The results were compared with the wild-type OTOF sequence
(GenBank accession number: AF183185) to identify the mutations.

RESULTS AND DISCUSSION

A female Chinese subject came to the otology clinic at the Chinese PLA General Hospital at
the age of 27 years old. She had suffered from speech discrimination difficulties for 6 months
before visiting this clinic. Clinical characterization showed that her speech discrimination
disorder was out of proportion to her hearing level. As shown in Figure 1, the audiological
evaluation, including pure-tone audiomery, revealed a reverse “cookie bite” pattern (worse in
the low and high frequencies) sensorineural hearing loss in right ear, and a primary low and
mid frequency sensorineural hearing loss in the left ear. Auditory brainstem responds (ABR)
were absent in both sides. DPOAE was normal on the left side with a decrease in amplitude at
4,000 Hz. It was not inhibited by noise from opposite side. She had no history of exposure of
aminoglycosides, including gentamicin, streptomycin, and kanamycin. The results of other
clinical and biochemical examinations, such as blood biochemistry tests, magnetic resonance
imaging (MRI), electrophoresis of anti-membranous labyrinth protein, were normal.
Comprehensive medical examinations of this individual showed no other neurological
disorders. Thus, this subject showed a typical phenotype of auditory neuropathy.

To elucidate the molecular basis of the auditory neuropathy, we performed a mutation analysis
of the mitochondrial genome in this subject. Firstly, DNA fragments spanning mitochondrial
12S rRNA and tRNASE"(UCN) genes, which are the hot spots for deafness-associated mutations
[Guan, 2004], were PCR amplified and each fragment was purified and subsequently analyzed
by DNA sequencing. We failed to detect the presence of the A7445G, T7510C, 7472insC,
T7511C mutations in the tRNASE(UCN) gene and the A1555G, C1494T, and961 mutations in
this 12S rRNA gene [Guan, 2004]. However, the T1095C mutation in the 12S rRNA gene was
found in this subject apparently in the homoplasmic form (Fig. 2). This mutation was absent
in 364 Chinese control [Zhao et al., 2004]. This mutation has been found in an Italian family
with auditory neuropathy, aminoglycoside-induced hearing loss and Parkinsonism
[Thyagarajan et al., 2000], and other Italian family with maternally inherited deafness but in
the absence of auditory neuropathy phenotype [Tessa et al., 2001]. This T-to-C transition
disrupted an evolutionarily conserved base-pair at stem loop of the helix 25 of 12S rRNA
[Neefs et al., 1991]. This nucleotide is also located at the P-site of ribosome, suggesting an
important role in the initiation of mitochondrial protein synthesis [Thyagarajan et al., 2000].
The alteration of the tertiary or quaternary structure of this rRNA by the T1095C mutation may
lead to impairing mitochondrial protein synthesis, thereby causing the mitochondrial
dysfunction associated with hearing impairment. In fact, the occurrence of the T1095C
mutation in these several genetically unrelated pedigrees affected by hearing impairment
strongly indicates that this mutation is involved in the pathogenesis of hearing impairment,
especially in auditory neuropathy.

To understand the role of mitochondrial haplotype in the phenotypic expression of the T1095C
mutation, we also performed a PCR-amplification of fragments spanning entire mitochondrial
genome and subsequent DNA sequence analysis in this subject. The comparison of the resultant
sequence with the Cambridge consensus sequence [Anderson et al., 1981] identified a number
of nucleotide changes as shown in Table I. Apart from T1095C mutation, there are two variants
AT750G and A1438G in the 12S rRNA gene and variant A2706G in the 16S rRNA gene, which
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are previously reported in control population [Kogelnik et al., 1998]. Of other nucleotide
changes in this mitochondrial genome, 10 variants in the D-loop and 18 variants in the protein
encoding genes were previously found in the Chinese control populations [Kogelnik et al.,
1998]. Furthermore, the following mutations are novel missense polymorphisms in the Chinese
population: A8108G (1175V) mutation in the CO2, G11969A (A406T) in the ND4, and
C14340T (V112M) inthe ND6. These variants were further evaluated by phylogenetic analysis
of these mtDNA variants and mtDNAs from other organisms. The A406T mutation in the ND4
was not highly conserved, whereas the 1175V mutation in the CO2 and the V112M mutation
in the ND6 are localized at sites that are highly conserved in human [Anderson et al., 1981],
mouse [Bibb etal., 1981], bovine [Gadaleta et al., 1989], and Xenopus [Roe et al., 1985]. There
is an increasing evidence showing that the background sequences (haplotype) of the mtDNA
modulate the severity and penetrance of the phenotypic expression of pathogenic mtDNA
mutation(s) associated with some clinical abnormalities including hearing loss [Guan et al.,
1998; Li et al., 2004c] and blindness [Torroni et al., 1997]. Here, the 1175V mutation in the
CO02 and the V112M mutation in the ND6, showing high evolutionary conservation, may
contribute to the phenotypic expression of the T1095C mutation in this patient.

Furthermore, the mutations in the otoferlin have been shown to be associated with auditory
neuropathy [Varga et al., 2003]. To examine the role of the otoferlin in the phenotypic
expression of the T1095C mutation, we performed the mutational screening of the otoferlin in
this subject. Sequence analysis revealed the absence of mutation in the otoferlin gene in this
subject, ruling out the possible involvement of otoferlin in the phenotypic expression of
T1095C mutation.

In summary, our data indicated that the T1095C mutation in the 12S rRNA gene may be
associated with auditory neuropathy in this patient. Two novel variants, the 1175V mutation
in the CO2 and the V112M mutation in the ND6, may play a role in the pathogenesis of this
disorder. Furthermore, it seems that the otoferlin may not be involved in the phenotypic
expression of T1095C mutation in this subject.
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Fig. 1.

Air conduction audiogram of the affected subject with the T0195C mutation. Symbols: X-left,
O-right ear.
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Fig. 2.
Identification of T1095C mutation in the mitochondrial 12S rRNA gene. Partial sequence
chromatograms of the 12S rRNA gene from control and auditory neuropathy subjects.
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