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Vestibular function of patients with profound deafness related
to GJB2 mutation

MISATO KASAI', CHIERI HAYASHI!, TAKASHI IIZUKA!, AYAKO INOSHITA',
KAZUSAKU KAMIYA!, HIROKO OKADA!, YUKINORI NAKAJIMA', KIMITAKA KAGA?
AND KATSUHISA IKEDA!

' Department of Otorhinolaryngology, Funtendo University School of Medicine, Tokyo and *National Institute of Sensory
Organs, National Tokyo Medical Center, Tokyo, Fapan

Abstract

Conclusion: G¥B2 mutations are responsible not only for deafness but also for the occurrence of vestibular dysfunction.
However, vestibular dysfunction tends to be unilateral and less severe in comparison with that of bilateral deafness. Objectives:
The correlation between the cochlear and vestibular end-organs suggests that some children with congenital deafness may have
vestibular impairments. On the other hand, G¥B2 gene mutations are the most common cause of nonsyndromic deafness. The
vestibular function of patients with congenital deafness (CD), which is related to G¥B2 gene mutation, remains to be
elucidated. The purpose of this study was to analyze the relationship between G¥B2 gene mutation and vestibular dysfunction
in adults with CD. Methods: A total of 31 subjects, including 10 healthy volunteers and 21 patients with CD, were enrolled in
the study. A hearing test and genetic analysis were performed. The vestibular evoked myogenic potentials (VEMPs) were
measured and a caloric test was performed to assess the vestibular function. The percentage of vestibular dysfunction was then
statistically analyzed. Results: The hearing level of all CD patients demonstrated a severe to profound impairment. In seven CD
patients, their hearing impairment was related to G¥B2 mutation. Five of the seven patients with CD related to GJB2 mutation
demonstrated abnormalities in one or both of the two tests. The percentage of vestibular dysfunction of the patients with CD
related to G¥B2 mutation was statistically higher than in patients with CD unrelated to G¥B2 mutation and in healthy controls.

Keywords: Vestibular evoked myogenic potentials, caloric test

Introduction the disease is caused by gene mutation. In partic-
ular, mutation in the GJB2 gene, which encodes
Cx26 in the gap junction, is known to be a most

common cause (up to 50% of such cases) [2,3].

Since a correlation between the peripheral auditory
and vestibular systems has been identified both

anatomically and phylogenetically, a subgroup of
children with congenital deafness (CD) may be asso-
ciated with vestibular and balance impairments [1-3].
Interestingly, the vestibular disturbance in these chil-
dren gradually disappears as they grow up, probably
because of a compensatory mechanism of the central
nervous system. However, there have been only a few
reports that conducted a detailed analysis of the
vestibular function in adults with CD.

CD has been reported in approximately one child
per 1000 births [1]. In more than half of these cases,

Gap junction channels enable the neighboring cells
to exchange small signaling molecules. Immuno-
histochemical studies have revealed that Cx26 exists
not only in the cochlea but also in the vestibular
organs [4]. K* cycling involving gap junction pro-
tein Cx26 in the vestibular labyrinth, which is sim-
ilar to that in the cochlea, is thought to play a
fundamental role in the endolymph homeostasis
and sensory transduction [5]. These findings suggest
that mutations in the GJB2 gene may thus cause
vestibular dysfunction.
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In this study, the relationship between G¥B2 gene
mutation and vestibular dysfunction in adults with
CD was investigated to confirm whether or not there
are any abnormalities associated with the vestibular
function.

Material and methods
Subjects

The subjects in this prospective study included 21
patients with CD and 10 healthy volunteers. The
patients were excluded from the study if they were
being treated with ototoxic drugs or if they had a
cytomegalovirus infection, bacterial meningitis, exter-
nal and middle ear pathological findings, or other risk
factors for inner ear damage. No participants had
syndromic deafness due to pigmentary retinopathy,
nephropathy, goiter, or any other diseases. Patients
with vestibular dysfunction due to head trauma, brain
tumor, Meniere’s disease, or other conditions were
also excluded from the study. All subjects underwent
an otoscopic examination and were found to have a
normal tympanic membrane. Audiometric testing was
performed in a double-walled, sound-treated booth.
All patients gave their informed consent in writing and
the study was approved by the Ethics Committee of
Juntendo University School of Medicine.

Genetic analysis

DNA was extracted from peripheral blood leukocytes
of the subjects. The coding region of G¥B2 was
amplified by PCR using the primers G¥B2-2F 5'-
GTGTGCATTCGTCTTTTCCAG-3" and G¥B2-
2R 5-GCGACTGAGCCTTGACA-3". The PCR
products were sequenced using the PCR primers
and sequence primers G7B2-A 5-CCACGC-
CAGCGCTCCTAGTG-3" and GJB2-B 5-GAA-
GATGCTGCTGCTTGTGTAGG-3". These were
visualized using an ABI Prism 310 Analyzer (PE
Applied Biosystems, Tokyo, Japan).

Vestibular evoked myogenic potentials

The vestibular evoked myogenic potentials (VEMPs)
were measured as described in a previous report [6].
Both sound stimuli of clicks (0.1 ms, 95 dBnHL) and
short tone burst (500 Hz; rise/fall time, 1 ms, 95
dBnHL) were presented to each side of the ear
through the headphones using a Neuropack
evoked-potential recorder (Nihon Kohden Co. Ltd,
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Tokyo, Japan). The surface electromyographic activ-
ity was recorded with the patient in the supine posi-
tion from symmetrical sites over the upper half of each
sternocleidomastoid (SCM) muscle with a reference
electrode on the lateral end of the upper sternum.
During recording, the subjects were instructed to lift
their head up or to turn the contralateral side to
induce hypertonicity of the SCM. Thereafter, the
electromyographic signals from the stimulated side
of the SCM muscle were amplified.

Caloric test

The caloric test in the current study was performed as
described elsewhere [7]. Briefly, 2 ml of ice-water (at
4°C) was irrigated in the external auditory meatus to
induce a thermal gradient across the horizontal semi-
circular canal of one ear. The duration of horizontal
and vertical nystagmus was recorded. The results
were compared between the right and left ears.

Statistical analysis

The data are expressed as the mean + SD. Statistical
analyses were conducted using a non-repeated mea-
sures analysis of variance (ANOVA). Significant
effects were further analyzed by post hoc multiple
comparison tests using the Student-Newman-Keuls
test. A value of p <0.05 was considered to indicate
statistical significance.

Results
Hearing test

The pure-tone averages of 0.5, 1.0, and 2.0 kHz are
shown in Table I. The hearing impairments of CD
patients ranged from severe (71-95 dB) to profound
(>95 dB). The hearing levels of all controls were at
the normal level (<30 dB; data not shown).

Genetic analysis

GJB2 mutations were found in nine CD patients
(Table I). All three mutations have been described
previously in association with deafness. Among these
mutations, 235delC mutation was found in eight
patients. One nonsense mutation (Y136X) and one
frameshift mutation (176-191del) were also identi-
fied. In six patients with a homozygous G¥B2 muta-
tion and one patient with a compound heterozygous
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Table I. Results of hearing level, genetic analysis, and vestibular function of subjects with congenital deafness (CD)

Hearing level

(dB)

Case no. Left Right Sex Age (years) Mutation in G¥B2 VEMPs Caloric test

Patients with G¥B2-related CD

Acta Otolaryngol Downloaded from informahealthcare.com by Juntendo University on 05/10/10
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1 86 98 M 26 Homo 235delC Right decreased Left CP

2 106 108 M 25 Homo 235delC Right decreased Normal

3 108 106 M 28 Homo 235delC Right decreased Normal

4 108 106 M 37 Homo 235delC Normal Right CP

5 100 106 M 32 Homo 235delC Normal Right poor/left CP
6 80 91 M 25 Homo 235delC Normal Normal

7 115 108 M 25 Y136X/235delC Normal Normal
Patients without G¥B2-related CD

8 98 98 F 24 Left decreased Bilateral CP
9 98 115 M 26 Normal Bilateral CP
10 97 97 M 20 Normal Normal

11 111 108 M 31 Normal Normal

12 100 104 F 34 Normal Normal

13 98 95 M 21 Normal Normal

14 91 91 M 24 Normal Normal

15 99 101 F 26 Normal Normal

16 99 95 F 23 Normal Normal

17 80 68 M 27 Normal Normal

18 96 95 M 27 Normal Normal

19 85 73 M 23 Normal Normal
Patients with heterozygous G¥B2 mutation

20 73 100 M 25 Hetero 235delC Normal Normal

21 97 98 M 25 Hetero 176-191dell6 Normal Normal

CP, canal paresis; Poor, nystagmus was obviously weak.

mutation (case nos 1-7); their profound deafness was
thought to be caused by a G¥B2 mutation. No G¥B2
mutation was identified in any of the controls.

Vestibular function

No patients or controls had any subjective symptoms
of vertigo. Table I shows the results of the vestibular
function in all CD patients. Abnormal responses of
VEMPs and the caloric test in CD with a G¥B2-
related mutation were observed in three patients
each (case nos 1-5). Three patients with a homozy-
gous G¥B2 mutation showed asymmetrical responses
in VEMPs (case nos 1-3). Three patients with a
homozygous G¥B2 mutation showed asymmetrical
responses in the caloric test (case nos 1, 4, and 5).
One of them showed both VEMPs and the caloric test
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asymmetrical responses (case no. 1). One patient with
a homozygous G¥B2 mutation and one patient with
compound heterozygous G¥B2 mutation showed nor-
mal responses in both VEMPs and the caloric test
(case nos 6 and 7). It is notable that five of the six
patients with a homozygous 235delC mutation
showed no abnormalities in either test. Two hetero-
zygous patients (case nos 20 and 21) showed normal
responses in both tests.

Two CD patients with no G¥B2 mutation exhibited
abnormal findings for the vestibular tests (case nos. 8
and 9). One patient showed a unilateral reduction in
VEMPs and bilateral canal paresis (case no. 8). Bilat-
eral canal paresis was also observed in another patient
(case no. 9).

All the controls with normal hearing showed nor-
mal responses in both the VEMPs and the caloric test
(data not shown).
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Figure 1. Comparison of the incidence of abnormality in the
vestibular tests among the three groups. (A) Percentage showing
abnormality in VEMPS and/or caloric test. (B) Percentage showing
abnormality in VEMPs. (C) Percentage showing abnormality in the
caloric test. a, Controls; b, G¥B2-related CD subjects; ¢, CD
subjects without G¥B2 mutations.
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Statistical analysis of vestibular function in the three
groups

Figure 1 shows a comparison of the controls, patients
with CD related to a G¥B2 mutation, and those with
CD without a G¥B2 mutation. The CD patients with
GJB2 heterozygous mutation were excluded from this
statistical analysis, since their symptoms of hearing
impairment are not necessarily caused by the G¥B2
mutation alone. Vestibular dysfunction showing an
abnormality in VEMP and/or the caloric test signif-
icantly increased in patients with G¥B2-related CD in
comparison with those with CD without G¥B2 muta-
tion (p <0.05) and the controls (p <0.01), whereas no
difference was observed between CD without a G¥B2
mutation and the controls (Fig. 1A). No differences in
the incidence of abnormality in VEMPs were
observed among the three groups (Fig. 1B). The
incidence of abnormalities in the caloric test in
patients with G¥B2-related CD differed significantly
from that in the controls, but the other two compar-
isons were not significant (Fig. 1C).

Discussion

In this study, vestibular tests were performed in CD
patients with or without a G¥B2 mutation by mea-
suring the VEMPs and using the caloric test. Only one
report has previously investigated the vestibular func-
tion of patients with G¥B2-related CD [8]. The
authors noted that five of the seven patients showed
no VEMP responses bilaterally and that only one case
had a unilateral pathological response in the caloric
test, which led to the conclusion that CD with a G¥B2
mutation is associated with severe saccular dysfunc-
tion. However, in the present study, there were no
patients showing the absence of both VEMP and a
caloric response. Todt et al. [8] showed the existence
of GYB2 mutations that do not cause CD (polymorph-
isms), thus suggesting a considerable bias. Further-
more, patients with low-grade hearing loss were
included in their study. In contrast, all of the G¥B2
mutations detected in the present study are known to
cause CD in the Asian population [9]. In addition, the
present study included only patients with severe to
profound hearing loss, which would therefore clarify
the correlation between CD and G¥B2 mutations.
Among the seven patients with G¥B2-related CD,
five (71.4%) showed abnormal responses in either
or both tests. The incidence was apparently and
significantly higher than that in patients with CD
without a G¥B2 mutation (2/13: 15.4%). Moreover,
the incidence in the controls significantly differed
from that in patients with CD related to a G¥B2
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mutation but not in those with CD without G¥B2
mutation. Therefore, these findings support the
hypothesis that G¥B2 mutations play a critical role
in the disturbance of the vestibular function.

G¥B2 mutations cause profound deafness and the
associated mechanism has been discussed in several
studies [10,11]. A recent study showed that G¥B2 is
indispensable in the normal development of the
organ of Corti and normal hearing on the basis of
the study in Gjb2 dominant-negative mutant mice
[12]. Despite the widespread expression of Cx26 in
both the cochlear and vestibular organs [4], the
vestibular function impairment of the patients with
a G¥B2 mutation is not as severe as the hearing
dysfunction observed in the present study. Two
hypotheses have been proposed to explain this incon-
sistency between hearing and balance function. One
hypothesis is based on the fact that two temporal
bone studies performed in patients with GJB2-
related hearing impairment in the previous study
revealed that one patient had mild vestibular hydrops
and saccular degeneration, while another patient had
a dysplastic neuroepithelium of the saccule [13,14].
This suggests that a G¥B2 mutation can cause mor-
phological dysplasia in not an entire organ, but in
part of the vestibular organs. This is contrast to the
cochlea of these patients, which showed nearly total
dysplasia of the organ of Corti. These histopatholog-
ical studies support the results of the vestibular
dysfunction of patients with G¥B2-related CD in
the present study. The other hypothesis is based
on the presence of several connexins such as
Cx26, Cx30 (encoded by G¥B6), Cx31 (encoded
by G¥B3), and Cx32 (encoded by G¥B1) in the inner
ear. A previous study showed all of these connexins
to be distributed in the vestibular organs [15]. Cx30
gene knockout mice had hair cell loss in the saccule,
which was restored by the over-expression of the
Cx26 gene [16]. Therefore, the specific loss of
Cx30 causes vestibular dysfunction, which can be
compensated by other types of connexins. The pres-
ent clinical study in which a complete defect of Cx26
resulted in a definitive but partial dysfunction of
vestibular end organs can be explained by the com-
pensation of other connexins normally expressed in
the vestibule. Further studies are required to clarify
the relationship between connexins and the vestibu-
lar function.

Although there was a statistically significant
difference in the objective examination of the vestib-
ular function among patients with G¥B2-related CD,
those with CD without a G¥B2 mutation, and
healthy controls, none of these subjects had any
vestibular symptoms regardless of the presence or
absence of a G¥B2 mutation. The peripheral
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vestibular dysfunction predicted in individuals with
the G¥B2 mutation may be compensated by the
central vestibular system in young patients with deaf-
ness, as shown in the present study. However, aging
is known to affect both the peripheral and central
vestibular system [17]. In patients with a G¥B2
mutation, the vestibular symptoms may progress
with aging. Another problematic point regarding
patients with CD related to G¥B2 mutations is
cochlear implantation, which has been reported to
cause vestibular dysfunction, such as a reduction of
the caloric responses [18] and a decrease in the
VEMP responses [19]. It is thought that the mechan-
ical damage caused by the insertion of the electrode
may induce vestibular dysfunction [20]. In the pres-
ent study, four patients with G¥B2-related deafness
showed unilateral vestibular dysfunction, while only
one of them had bilateral dysfunction. Therefore, it
should be emphasized that the assessment of
the vestibular function in patients with G¥B2-related
CD is important to determine which side of the
ear should be selected to insert the cochlear implant.

Conclusions

A G¥B2 mutation is responsible not only for deafness
but also for vestibular dysfunction. However, such
vestibular dysfunction is likely to be unilateral and less
severe in patients with a G¥B2 mutation than in those
with bilateral deafness.

Declaration of interest: The authors report no
conflicts of interest. The authors alone are responsible
for the content and writing of the paper.
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Experimental Approaches to Inner Ear Cell Therapy Using Laboratory Animals

Kazusaku Kamiya and Katsuhisa Ikeda

(Juntendo University School of Medicine)

Recently, a number of clinical studies on cell therapy have been reported and used in clinical practice
for several intractable diseases. Inner ear cell therapy for sensorineural hearing loss also has been studied
using some laboratory animals, although to date reports on successful hearing recovery have been few.

Previously, we developed a novel rat model of acute sensorineural hearing loss due to fibrocyte dys-
function induced by a mitochondrial toxin and performed cell therapy with bone marrow mesenchymal
stem cells (MSCs). In this study, we injected MSCs into the lateral semicircular canal; a number of these
stem cells were then detected in the injured area in the lateral wall. Rats with transplanted MSCs in the
lateral wall demonstrated a significantly higher hearing recovery ratio than the untreated controls. These
results suggested that mesenchymal stem cell transplantation into the inner ear may be a promising ther-
apy for patients with sensorineural hearing loss due to degeneration of cochlear fibrocytes.

In this article, we review studies on inner ear cell therapy using some laboratory animals including
rodents such as mice and rats, and primates such as cynomologus monkeys (Macaca fascicularis).

Key words : inner ear, cell therapy, sensoryneural hearing loss, stem cell

Lo
B MO BRI S T b B4, FEOREBETHR
EHIBIR A O RS BOEF VBN ORRICL Y
% < OIRIEA B = XABBPNE SN TS, §9To
S R B O T b I OV EHR M I BV T,
HEREZ SO MA T BT~ 7 ADRE TR ICE > TS
< DEEHHEREREFPRESRTHS, JHics
AEhic@EEEEOREOS < RN EAEMILOZ
TR - TRRENBE ThoTelcd, L DHfRE
B 2 M 2 e M BE R DR BB A T = K SR I B Y AL
ATE, WILEOHEMIMIEER D ERROED
BARFEAR 810 X B HBHIEFEORHE DR A I
ST, 2O—FTHE~OMEBHIZ L35S
MDBEORA D FHI TN B, HHARY LV SIET
Wite SNz M E ORBERIGEI b, AR REE Lo
IR I BN 2 BHE S ML & E 5 2 LRAS T

7. FokHEEHROBEIIIZEOTTAVENE
AW ORFHERPBHELEZEZOND, EEHEEM
HALLA 1z b AR AT 7 & OBERE BLE A3 BUM CRETER
OB EELRDZEDHLEPLERSTBY, SRR
RERBE SR D TS, Bl OEER~OBERE S
MBS (= v ¥ =, niche) ITXBHMEFEE LR+ iT
Bt T VSR R I N BRI B W IT D IS
AgeZ 2 b3, FE S OHE CIXERAITHAR
MO RITBEEE X 5 v PRHEN Y %
B LiclamesEmseAns Z itk y, BER0E
HEEAREREZED D Z LIEI LY, BERe b
BRBIGE W B RIS T N BY~ O S MOBHaR
IR EATNS, £k, SAEERVWEHERET
u—FORHH b S RIGAEEZED S EHICITERICEE
THBHEDBIE, W=7 A NI L BHREET-O TS,
BROEFNVEWOREE LR L MRS RERR =

JER SRS H R IR 2 g

59



