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In the nerve roots of vertebrates, the peripheral nervous system (PNS) and central ner-
vous system (CNS) interface at the PNS-CNS transitional zone (PCTZ), which consists of
cell boundaries with various myelin components. \We have recently shown that the mouse
cochlear nerve presents an exceptionally long segment of the CNS tissue extending into
the PNS using light microscopy. However, it is unclear how oligodendrocytes and Schwann
cells contribute to the formation of myelin components of the PCTZ. It is undetermined
how myelination is initiated along the cochlear nerve, and when it adopts a mature pattern.
In this study, immunofluorescence using antibodies specific to oligodendrocyte marker
myelin oligodendrocyte glycoprotein (MOG) and Schwann cell marker myelin protein zero
(MPZ) were used to detail the expression of myelin components along the postnatal mouse
cochlear nerve. We found that the expression of MPZ was initially observed in the soma
of bipolar spiral ganglion neurons at postnatal day 0 (PO) and progressed to the central and
peripheral processes after P8—P10. Myelination of the CNS tissue was initiated in close
proximity to the PCTZ from P7 to P8 and then extended centrally. Myelination of the PCTZ
reached a mature style at P14, when the interface of the expression of MOG and MPZ
was clearly identified along the cochlear nerve. This knowledge of PCTZ formation of the
cochlear nerve will be essential to future myelination research, and it will also gain clini-
cal interest because of its relevance to the degeneration and regeneration of the auditory

pathway in hearing impairment.
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INTRODUCTION

In the nervous system of vertebrates, the peripheral nervous sys-
tem (PNS) and central nervous system (CNS) transitional zone
(PCTZ) constitutes the boundary of the CNS and PNS. The PCTZ
of cranial nerves, such as oculomotor, trochlear, and abducent
nerves, is usually dome shaped with the CNS compartment extend-
ing peripherally along the nerve trunks (1, 2). In most nerve roots,
the PCTZ is located within a few millimeters from the CNS sur-
face. The nerve fibers usually continue at the PCTZ, while myelin
components of the CNS and PNS interface to form the PCTZ (3,
4). Oligodendrocytes and Schwann cells are the myelinating glia
of the CNS and PNS respectively, which form unique heminodes
at the PCTZ (5, 6). During development, oligodendrocytes origi-
nate from the neural tube and Schwann cells are derived from the
neural crest, which contribute to the distinct properties of their
morphology and molecular components (7). For example, myelin
protein zero (MPZ) is specifically expressed in Schwann cells
while myelin oligodendrocyte glycoprotein (MOG) is detected in
oligodendrocytes (4).

Cochlear nerve is responsible for auditory signals transferring
from the cochlea to the cochlear nucleus (CN). A light microscopy
study suggested that the rat cochlear nerve presented an excep-
tionally long segment of CNS tissue extending into the PNS, and

the PCTZ located within the internal acoustic meatus (8, 9). Our
recent light microscopy study in the mouse model confirmed
this observation. In addition, we found that the PCTZ of the
mouse cochlear nerve was located within the modiolus at the basal
cochlear turn level (10).

In a previous study using antibodies specific to PNS and CNS
myelin, it was observed that peripheral myelin proteins were
specifically expressed in the segment between the perikaryon of
spiral ganglion neurons and the PCTZ along the cochlear nerve,
while the central type myelin was expressed between the PCTZ and
the brainstem. However, it is unclear how oligodendrocytes and
Schwann cells contribute to the formation of myelin components
along the cochlear nerve. It remains unknown how myelination is
initiated along the cochlear nerve, and when it adopts a mature pat-
tern. In this study, we harvested the postnatal mouse cochlear nerve
and used immunofluorescence analyses to address these questions.

MATERIALS AND METHODS

ANIMAL AND GROUPS

All animal procedures were approved by local Institutional Animal
Care and Use Committee (IACUC). Swiss Webster mice were used
in this study at the following ages: postnatal day 0 (PO, the day of
birth), 1, 3,5, 7, 8, 10, 14, and 30 of either sex. The tissues from PO
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mice were harvested at approximately 3—4 h after birth. Each age
point comprised of five replicates.

TISSUE HARVEST AND SAMPLE PREPARATION

A novel cochlea-cochlear nerve-CN cryosection model was used
in this study (10). PO-P14 mice were euthanized with decapita-
tion, and P30 mice were euthanized with an overdose of CO,.
The inner ear, brainstem, and the connecting cochlear nerve were
identified and fixed in 4% paraformaldehyde (Sigma) overnight
at 4°C. The specimens from P7 to P30 were treated with 0.1 M
EDTA (Sigma) for approximately 5 days for decalcification. The
samples were incubated in 30% sucrose (Sigma) for cryoprotec-
tion followed by cryosectioned on a cryostat (Leica) at a thickness
of approximately 10 wm. The sectioning was started on the sur-
face of round window and parallel to the modiolus. The sections
containing the entire cochlea, the cochlear nerve, and the CN were
collected for the following immunofluorescence study.

IMMUNOFLUORESCENCE STUDY

Cryosections were incubated in PBS containing 5% normal don-
key serum (Jackson ImmunoResearch) and 0.2% Triton X-100
(Sigma) for 30 min, and then in the primary antibodies overnight
at 4°C. The primary antibodies used in this study included mono-
clonal mouse anti-MOG (1:100, Millipore) and chicken anti-MPZ
(1:200, Millipore). Dylight conjugated secondary antibodies (Jack-
son ImmunoResearch) were applied to cryosections for 2 h atroom
temperature. The samples were observed using an epifluorescence
microscopy (Leica) or confocal microscopy (Leica).

RESULTS

EXPRESSION OF SCHWANN CELL PROTEIN MPZ

The expression of PNS Schwann cell protein MPZ was detected
at the spiral ganglion area from PO (Figure 1). During PO-P3, the
expression of MPZ was at very low levels and restricted to the soma

region of spiral ganglion neurons (Figures 1B,D). During P5-P7,
the expression level of MPZ was increased but still confined to
the soma area of spiral ganglion neurons (Figures 2B,E). From
P8 to P10, the expression of MPZ was observed at the peripheral
processes to the organ of Corti and the central processes to the CN
(Figures 2H,K). The expression of MPZ reached a mature pattern
from P14, which was strong around the soma, the peripheral and
central processes of spiral ganglion neurons (Figure 2N). At P30,
MPZ immunostaining was stably observed at spiral ganglion neu-
rons, including the soma area, the peripheral and central processes
(Figure 2Q).

EXPRESSION OF OLIGODENDROCYTE PROTEIN MOG

The expression of the CNS oligodendrocyte protein MOG was
hardly detectable before P5 (Figures 2A,C). MOG expression was
weak on P7 (Figures 2D,F), gradually became stronger from P8 to
P14 (Figures 2G,],M), and stayed consistent after P14 (Figure 2P).
The expression of MOG in the CNS portion was initially observed
at the distal part of the central projections that was close to the
PCTZ at P7-P8 (Figures 2D,G). During P10-P14, MOG expres-
sion extended centrally toward the CN (Figures 2G,J,M,P) and
obtained a mature pattern after P14.

DETERMINATION OF PCTZ USING OLIGODENDROCYTE AND SCHWANN
CELL MARKERS

Using antibodies for oligodendrocytes and Schwann cells, the
interface of PCTZ was hard to observe before P7 because the
low expression level of MOG and MPZ. At P8, the expression
of MOG and MPZ was increased but a gap existed along the
cochlear nerve between the portions stained with MOG and MPZ
(Figures 2G-I). At P10, the area labeled with MOG and MPZ was
getting closer but did not form an apparent boundary along the
cochlear nerve (Figures 2J-L). At P14, the expression of MOG
and MPZ was strong and formed a distinct boundary along the

Cochlear nerve

FIGURE 1 | The expression of MPZ in the inner ear of postnatal
mouse. (A) A light microscopy image showed the anatomy of
postnatal day 1 (P1) mouse cochlea, spiral ganglion region (arrows),
cochlear nerve, and cochlear nucleus (CN). The myelination of the

AL

Cochlear nerve

cochlear nerve distal to the PCTZ, which was determined by
immunostaining of MPZ [red, arrows in (B-D)], was found around the
soma of the spiral ganglion neurons in PO (B), P1 (C), and P3 (D) mice.
Scale: 50 wm shown in (D).
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FIGURE 2 | Determination of PCTZ formation along the postnatal mouse
cochlear nerve using MOG and MPZ immunostaining. The expression of
MOG was weak and hardly detectable during postnatal days 5-7 (P5-P7)
[arrows in (A), (C), (D), and (F)]. From P8 to P10, the expression of MOG was
increased and located at the level of basal cochlear turn [arrows in (G), (1), (J),
and (L); dotted lines indicate the boundary]. The expression of MOG was
strong and obtained the mature pattern at P14-P30 [arrows in (M), (O), (P),
and (R)]. The expression of MPZ around the spiral ganglion region was weak

MOG+

on P5 (B), strengthened from P7 to P10 [arrowheads in (E), (H), and (K);
dotted lines indicate the boundaryl], and held stable after P14 [arrowheads in
(N) and (Q); dotted lines indicate the boundaryl. MPZ expression was initially
observed along the cochlear nerve in close proximity to the apical turn of the
cochlea as early as P5 [arrowhead in (B)]. Its expression extended centrally
toward PCTZ from P7 to P10 [arrowheads in (E), (F), (H), (1), (K), and (L)], and
reached the PCTZ after P14 [arrowheads in (N), (0), (Q), and (R)]. Scale:

50 wm shown in (R).

cochlear nerve (Figures 2M,0). At P30, the PCTZ interface was
identified by the boundary interfaced with the expression of MOG
and MPZ (Figures 2P-R).

DISCUSSION

In this study, we investigated the formation of myelin components
along the postnatal mouse cochlear nerve using antibodies spe-
cific for the myelin of the PNS and CNS. We found that MPZ was
detected in the soma region of spiral ganglion neurons as early as
PO, while the peripheral and central processes of spiral ganglion
neurons were labeled by MPZ from P8 to P10. Myelination of
the CNS tissue was initiated from P7 to P8 and located in close

proximity to the PCTZ region. The formation of the PCTZ and
myelination of the mouse cochlear nerve reached a mature pattern
after P14.

In a previous study using a rat cochlear nerve model, no
MPZ immunoreaction was observed at P0. On P8, many spiral
ganglion neurons appeared to be surrounded by MPZ immunos-
taining (9). In our mouse model, myelination of the PNS por-
tion of the cochlear nerve, which was formed by Schwann
cells, was observed around the soma of spiral ganglion neu-
rons as early as PO. In this study, it was also observed that
myelination by Schwann cells along the peripheral and cen-
tral processes of the spiral ganglion neurons began around

www.frontiersin.org

December 2013 | Volume 1 | Article 43 | 3


http://www.frontiersin.org
http://www.frontiersin.org/Pediatric_Otolaryngology/archive

Wang et al.

PNS-CNS transitional zone of the cochlear nerve

P8-P10 and then extended centrally toward the PCTZ. After
P14, myelination of PNS portion of the mouse cochlear nerve
reached a mature state. The reason for this different MPZ expres-
sion pattern between the rat and mouse models is obscure. It
may be related to the species difference, which requires further
investigation.

Our previous study has shown that the CNS tissue extended
an exceptionally long distance along the cochlear nerves into
the inner ear in the rat and mouse models (10). We found
that the mouse PCTZ migrated peripherally from PO to P5,
from the sub-arachnoid segment of the cochlear nerve to the
internal auditory meatus, and then toward the basal cochlear
turn to reach a mature pattern after P7 (10). In this study,
we found that myelination of the CNS portion of the mouse
cochlear nerve was initiated on P7-P8, which was indicated by
the MOG expression along the central portion of the cochlear
nerve. Myelination of oligodendrocytes was initiated in close
proximity to the PCTZ, then extended centrally to the CN,
and obtained a mature pattern after P14. These results revealed
that the acquisition of mature CNS tissue projection pattern
observed in the light microscopy is consistent with myelina-
tion of the central portion of the cochlear nerve using MOG
immunostaining.

In summary, we found that the expression of MPZ was detected
around the soma of spiral ganglion neurons as early as PO and at
the peripheral and central processes during P8—P10. Myelination
of CNS projections, which was indicated by MOG immunos-
taining, was initiated in close proximity to the PCTZ at P7-P8.
Understanding of cochlear nerve myelination around the PCTZ
will be helpful for future myelination studies at the molecular lev-
els. Additionally, the knowledge of myelination along the cochlear
nerve has clinical significance owing to its relevance to cochlear
nerve disorders in hearing loss, neurofibromatosis type II, head
injuries, and other inner ear disorders. Moreover, advances in stem
cell technology provide novel opportunities for auditory pathway
regeneration (11, 12). The information on cochlear nerve myelina-
tion and PCTZ formation will therefore assist in developing novel
treatment options for auditory pathway regeneration using stem
cell-based strategies.
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