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Axonal surface proteins encompass a group of heterogeneous molecules, which exert a variety of different functions in the
highly interdependent relationship between axons and Schwann cells. We recently revealed that the tumour suppressor protein
merlin, mutated in the hereditary tumour syndrome neurofibromatosis type 2, impacts significantly on axon structure mainten-
ance in the peripheral nervous system. We now report on a role of neuronal merlin in the regulation of the axonal surface
protein neuregulin 1 important for modulating Schwann cell differentiation and myelination. Specifically, neuregulin 1 type IlI
expression is reduced in sciatic nerve tissue of neuron-specific knockout animals as well as in biopsies from seven patients with
neurofibromatosis type 2. In vitro experiments performed on both the P19 neuronal cell line and primary dorsal root ganglion
cells demonstrate the influence of merlin on neuregulin 1 type Ill expression. Moreover, expression of ERBB2, a Schwann
cell receptor for neuregulin 1 ligands is increased in nerve tissue of both neuron-specific merlin knockout animals and
patients with neurofibromatosis type 2, demonstrating for the first time that axonal merlin indirectly regulates Schwann
cell behaviour. Collectively, we have identified that neuronally expressed merlin can influence Schwann cell activity in a
cell-extrinsic manner.
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Axonal merlin regulates neuregulin 1 type IIl expression

Introduction

The development and lifelong integrity of myelinated peripheral
nerves rely on the co-ordinated, reciprocal communication be-
tween axons and Schwann cells. In addition to intrinsic factors
that modify the properties of myelin-producing Schwann cells,
several extrinsic regulators of myelination derived from axons
have been described. Axons provide signalling cues to Schwann
cells influencing proliferation, differentiation and survival of
Schwann cells during development as well as in the adult ensuring
the lifelong maintenance and preservation of a functional nerve
(Michailov et al., 2004; Taveggia et al., 2005).

One of the best characterized signalling cascades between axons
and Schwann cells is the neuregulin 1 (NRG1)-ERBB2/3 pathway,
interference of which results in Schwann cell defects leading to
degeneration of motor and sensory neurons (Corfas et al.,
2004). The NRG1 growth factor-like family exists in various iso-
forms due to alternative splicing (Kerber et al., 2003). NRG1 type |
and Il are shed by axons, acting as paracrine signals, whereas type
Il is cleaved but remains tethered to the axon surface, acting as a
juxtacrine signal (Nave and Salzer, 2006). All of these axon-derived
NRG1 family members influence multiple and distinct phases of
Schwann cell development by binding and signalling through the
ERBB2/3 receptor tyrosine kinases on Schwann cells (Morrissey
el al., 1995; Vartanian et al., 1997; Rahmatullah et al., 1998).

NRG1 type Ill is a key instructive signal for Schwann cell mye-
lination through phosphoinositide 3-kinase (PI-3K)/Akt activity
downstream of the ERBB2/3 receptor (Taveggia et al, 2005).
Moreover, the expression levels of NRG1 type Ill are thought to
determine the myelination fate of axons (Quintes et al., 2010).
Large calibre axons will only be myelinated when expressing high
levels of NRG1 type Il compared with the low levels found on small
calibre fibres that are organized in Remak bundles. Forced expres-
sion of NRG1 type Ill in normally non-myelinated fibres results in
ectopic myelination (Taveggia et al., 2005), whereas reductions in
NRG1 type lll result in significant hypomyelination. These findings
indicate that Schwann cells can sense and then decide to myelinate
dependent on the amount of NRG1 type Il presented to them.

Neurofibromatosis type 2 (NF2) is an autosomal dominant in-
herited syndrome characterized by mutations in the gene coding
for the tumour suppressor merlin located on chromosome 22q
11.2. Patients with NF2 typically develop tumours of the PNS
and CNS (Baser et al.,, 2003). A diagnostic hallmark of NF2 is
bilateral schwannomas of the vestibular nerve. Some patients
with NF2 additionally suffer from severe generalized peripheral
polyneuropathy, which does not correlate with tumour burden
(Hagel et al.,, 2002). As a possible cause for a non-tumorigenic
aetiology of the polyneuropathy, recent studies have revealed that
merlin expressed in neurons is capable of regulating different steps
of neuromorphogenesis through small GTPase activity control
(Schulz et al., 2010). Furthermore, merlin in PNS neurons has
been shown to impact on axon structure maintenance through
neurofilament  phosphorylation in an axon-intrinsic manner
(Schulz et al., 2013). Specifically, the loss of one merlin splice
variant, namely merlin isoform 2, results in both irregular-shaped
PNS axons and altered ultrastructural neurofilament composition,
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leading to neuropathic symptoms in a merlin-mutant mouse
model. These findings indicate that reduced gene dosage of
merlin in neurons contributes to the pathogenesis of NF2-related
polyneuropathy even in the absence of nerve-damaging
schwannomas.

Axonal pathologies have been shown to precede demyelination
or cause secondary Schwann cell effects (Vavlitou et al., 2010).
We therefore hypothesized that the reduction of neuronal merlin
resulting in axonal atrophy may also affect the crosstalk between
axons and Schwann cells. Using merlin-mutant mouse models, we
therefore investigated whether any Schwann cell changes could be
detected in vivo. Moreover, because it has been proposed that,
dependent on the axonal dimension, neurons regulate NRG1 type
1l expression (Michailov et al., 2004), we further examined if the
expression of this axonal membrane-associated growth factor is
altered, possibly leading to aberrant NRG1-ERBB2/3 signalling be-
tween axons and Schwann cells. Such a deregulation of axonally-
derived Schwann cell fate determinants could mechanistically play
a role in the development of neuropathies. Furthermore, Schwann
cell detachment from axons may constitute an important early
event for Schwann cell-derived tumours observed in NF2 (Miller
et al., 2003).

Materials and methods

Experimental animals

All mice used in this study were handled in strict adherence to local
governmental and institutional animal care regulations. Animals had
free access to food and water and were housed under constant tem-
perature and humidity conditions on a 12/12-h light/dark cycle. The
following transgenic mouse strains were used for the study: Nf2 iso1
knockout and Nf2 iso2 knockout mice, generated by Dr. Michiko Niwa-
Kawakita and Dr. Marco Giovannini, were purchased from RIKEN
BioResource Centre. Nf2flox animals (RIKEN BioResource Centre) were
used to obtain conditional, Schwann cell-specific merlin knockout by
crossing with the PO-Cre line (The Jackson Laboratory, stock 017928).
To achieve neuron-specific loss of merlin in vivo, we mated Nf2flox
animals with a mouse strain that expresses Cre recombinase under the
neurofilament heavy class promoter (Nefh-Cre) (The Jackson Laboratory,
stock 009102). Offspring of Nf2flox and Stra8-Cre animals were used to
produce Nf2*" mice. The Stra8-Cre mouse line deletes the targeted
gene—in this case the Nf2 gene—in germ cells of males, thus resulting
in the same gene disruption in all progeny.

All animals were on a C57BL/6 background. The day of birth, on
average the 19th day of pregnancy, was defined as post-natal Day 0.
Tissue was taken from 8-week-old, adult mice unless stated otherwise.
Genotyping was performed according to the recommendations of the
manufacturer or depositor, respectively.

Sural nerve biopsies from patients with
neurofibromatosis type 2

Nine sural nerve biopsies from seven patients with NF2 were investi-
gated. The patients that met the NIH criteria for NF2 (Gutmann et al.,
1997) and were diagnosed according to the Manchester criteria (Baser
et al., 2003}, were included in this study. Informed consent was ob-
tained from all patients. Clinical characteristics of the patients, including
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age al operation, gender and severity of disease, were obtained by
review of the medical records. Neurological examination was performed
in all patients and electrophysiological examination was conducted in
patients with suspected polyneuropathy. Metabolic, inflammatory, toxic
or genetic reasons other than NF2 were excluded as a reason for poly-
neuropathy by medical history and examination of blood and CSF
(Hagel et al., 2002). The cohort comprised five male and two female
patients; the mean age of patients at operation was 44 + 11.6 years.

As controls, 12 sural nerve specimens with normal histomorphology
were selected (mean age 55+11.96 years, male:female =9:3).
Further, to study possible changes in NRG1 expression in other patho-
logical conditions, 10 samples with chronic inflammatory demyelinat-
ing polyneuropathy and nine samples with non-inflammatory chronic
axonopathy were investigated (mean age 66 + 12.87 years for pa-
tients with chronic inflammatory demyelinating polyneuropathy,
male:female = 3:7; 58 £ 14.45 years for patients with axonopathy,
male:female = 8:1).

Histopathology and
immunohistochemistry of sural nerve
biopsies

All sural nerve specimens were primarily diagnosed in the Institute of
Neuropathology, University Medical Centre Hamburg-Eppendorf, by
two neuropathologisls. For routine diagnostics, formalin-fixed and par-
affin-embedded material was stained with haematoxylin and eosin,
periodic acid-Schiff, Elastica van Gieson, Masson-Goldner, Turnbull,
Congo red, thioflavin-S and Bodian's stains. Semi-thin sections of the
NF2 sural nerves were stained with toluidine blue. In addition, the
samples were labelled with antibodies against neurofilament, $-100 pro-
tein, leukocyte common antigen, CD79a, CD45R0, HLA-DR/DP/DQ,
CD68, CD4, CD8, CD20, Ki-67 and epithelial membrane antigen.

For the present investigation, the NF2 samples, controls, chronic
inflammatory demyelinating polyneuropathy and axonopathy cases
were double-labelled immunohistochemically with antibodies against
neurofilament and myelin protein zero, NRG1 and myelin protein
zero or single labelled with antibodies against ERBB2. Specimens of
breast cancer metastases previously found to express ERBB2 served as
a positive control for labelling with ERBB2 antibodies (Maguire and
Greene, 1990). As a second positive control, sural nerve biopsies
with severe vasculitic changes were selected (Massa et al., 2006).
The sciatic nerves from four mice were single-labelled with antibodies
against neurofilament, NRG1 and ERBB2.

All slides were coated with poly-L-lysine (10%, Sigma Aldrich, #P8920)
for improved adhesion of the sections. Staining of human tissue took
place in an automated stainer (Ventana Medical Systems) using a stand-
ard antigen retrieval protocol (CC1). The specimens were double-labelled
with antibodies against neurofilament (1:800, DakoCytomation) and
myelin protein zero (1:300, Bioss Antibodies) or NRG1 (1:200, Acris
Antibodies) and myelin protein zero and single-labelled against ERBB2
(1:100, DakoCytomation). Bound neurofilament-, NRG1- and ERBB2-
antibodies were detected by the peroxidase method using diaminobenzi-
dine as chromogen (Ventana Medical Systems), whereas myelin protein
zero was demonstrated using the alkaline phosphatase method and fast
red as chromogen (Ventana Medical Systems). All slides were counter-
stained with alum-haematoxylin.

Immunohistochemistry of mouse nerve specimens was performed in
a similar way for neurofilament, whereas NRG1 and ERBB2 labelling
was conducted using Shandon cover plate immunostaining chambers
(Thermo Scientific). Tissue was processed and sectioned similarly to
human samples. After rehydration and blocking of endogenous
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peroxidase with 0.3% H,O, for 15min, the slides were boiled in a
microwave oven for 60min at 640W in 10% citrate buffer (pH 6.0)
for antigen retrieval. NRG1 (1:100) and ERBB2 antibodies (1:50) were
applied overnight at 5°C. Ventana Medical Systems' kit (see above)
was applied as secondary antibody for S0 min at 5"C. Bound second-
ary antibodies were visualized with diaminobenzidine. Slides were
counterstained with Mayer’s haemalum (1:1, Merck) for 30s.

Evaluation of stainings

Two out of nine sural nerve biopsies of patients with NF2 were devoid
of axons and so were excluded from the present study. Double-labelled
sections were evaluated quantitatively by calculating the percentage of
nerve fibres positive for NRG1 and myelin protein zero against all
myelin protein zero-positive fibres in the same fascicle. To ensure
that all myelin protein zero-positive myelin sheaths contained an
axon, NRG1/myelin protein zero labelling was compared with samples
double-labelled with myelin protein zero and neurofilament antibodies.
ERBB2-labelled sections were assessed in a similar way by calculating
the percentage of ERBB2-positive fibres in relation to all fibres in the
same fascicle analysed for neurofilament and NRG1 expression.
Single-stained mouse nerve sections were evaluated quantitatively in
three fascicles. Each fascicle was photographed and the images were
combined using AxioVision Software V4.6.2. Myelinated nerve fibres
were marked with red or green dots in the images to denote NRG-
positive (strong or moderate labelling) or NRG-negative (no or slight
labelling), respectively. The dots were counted with AxioVision and
related to the total area of the fascicle to obtain the fibre density.
Fibre densities of NRG-positive and NRG-negative fibres were
summed to attain the total fibre density. Finally, the percentages of
NRG-positive fibres were calculated by dividing the density of NRG-
positive fibres by the density of all fibres and multiplying by 100.
ERBB2-labelled sections were analysed as described above.

Immunoblotting

Immunoblotting was performed as described by Morrison et al.
(2001). The following primary antibodies were used: anti-merlin
(1:500, Santa Cruz Biotechnology, clone A-19), anti-actin (1:2000,
Santa Cruz Biotechnology, clone 1-19), anti-Nrg1 (1:250, Santa Cruz
Biotechnology, clone C-20), anti-Notch1 (1:1000, Santa Cruz
Biotechnology, clone C-20), anti-Akt (1:500, Cell Signaling), anti-phos-
pho-Akt (5473, 1:500, Cell Signaling), anti-Erk (1:500, Cell Signaling),
anti-phospho-Erk  (T202/Y204, 1:500, Cell Signaling), anti-Nrg1
(1:250, clone C-20), anti-ErbB2 (1:500, Cell Signaling), and anti-Tau
(1:500, Cell Signaling). Western blot results were quantified using Gel
analysis software by Imagel). Density values were normalized to actin
and appropriate controls of transfection or wild-type tissue, respect-
ively. In case of phospho-specific detection of proteins, their acquired
densities were referred to signals derived from related pan-antibodies
(e.g. phospho-Akt to Akt signals).

Reverse-transcription polymerase chain
reaction analysis

Total RNA was isolated from cultured and transfected P19 cells using
RNA Mini Kit (Qiagen) according to the manufacturer's instructions.
Complementary DNA was reverse transcribed with random hexamers
by reverse transcriptase SuperScript™ 11l (Invitrogen). PCR amplification
was performed with Tag DNA polymerase (Fermentas) for 35 cycles at
94°C for 1 min, 60°C for 1 min, and 72°C for 1 min. Oligonucleotides
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for amplifying the EGF domain of Nrg1 were 5-GCA TGT CTG AGC
GCA AAG AAG-3' (forward) and 5'-CGT TAC TTG CAC AAG TAT
C-3' (reverse) as previously described (Zhang et af., 2011).

P19 cell culture

P19 cells were purchased from ATCC (CRL-1825) and maintained in
Dulbecco’s modified Eagle's medium supplemented with 10% foetal
calf serum, For induction of a neuronal phenotype, aggregates were
generated on bacterial-grade dishes and treated with 5 x 1077 M all-
trans retinoic acid (Sigma Aldrich) for 4 days. Subsequently, cells were
replated on dishes of cell culture grade in the absence of retinoic acid.

Site-directed mutagenesis

QuikChange® Site-Directed Mutagenesis Kit (Stratagene) was used
according to the manufacturer's instructions to generate C-terminal
merlin point mutation carrying mutants Q324L, K413E and L535P,

Dorsal root ganglion culture

Preparation of dorsal root ganglion cells from 4- to 6-day-old mice
(P4-P6) was performed as described in Malin ef al. (2007).
Arabinofuranosyl cytidine (working concentration of 10uM, Sigma
Aldrich) was used to ensure glia-free conditions.

Transfection procedure

P19 and primary dorsal root ganglion cells were transfected 3—4 days
after plating using Lipofectamine®™ 2000 (Invitrogen) according to the
manufacturer's protocol. Transfection efficiency averaged between 40
and 50%.

Immunocytochemistry

Primary dorsal root ganglion cells were grown on coverslips and fixed
with 4% paraformaldehyde in PBS for 20 min. After washing in PBS,
cells were permeabilized with 0.3% Triton"™ X-100 for 1min and
incubated for 2h in 1% bovine serum albumin. Subsequently, cells
were incubated with the primary antibodies at room temperature for
1h. The following antibodies were used: anti-phospho neurofilament
(1:200, Hiss Diagnostics) and anti-Nrg? (1:40, Santa Cruz
Biotechnology, clone C-20, sc-348). Following extensive rinsing in
PBS, cells were incubated with secondary antibodies linked to Alexa
Fluor® 488 (1:500, anti-rabbit) or Alexa Fluor® 546 (1:500, anti-
mouse) for 1h. Cells were then washed in PBS and counterstained
with Hoechst 34580 (1:1000 in PBS) for Smin. Finally, cells were
mounted on cover plates with a Mowiol*-based mounting medium.

Microscopy and image acquisition

Fluorescent images of dissociated neurons were obtained with a Zeiss
Axio Imager ApoTome microscope (Zeiss). All digital processing of the
photomicrographs was performed using Adobe Photoshop 6.0. For all
images, only linear adjustments of the brightness and contrast were
performed.

Immunofluorescence of murine sciatic
nerve cross-sections

Paraffin-embedded sections were rehydrated, boiled in 10 mM sodium
citrate buffer (pH 9) for 30min in a microwave and subsequently
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treated with 0.5% Triton'™ X-100 for 10 min. Sections were incubated
in 0.2% gelatine and 2% goat serum diluted in PBS for at least 2h.
The sections were submersed in the primary antibody solution over-
night at 4°C. The following primary antibodies were used: anti-
phospho-Akt (5473, 1:200, Cell Signaling), anti-phospho-Erk (1:200,
Santa Cruz Biotechnology, clone E4, sc-7383), anti-S100 (1:200, Santa
Cruz Biotechnology, clone N-15, sc-7852) and anti-phospho neurofila-
ment (1:500, Hiss Diagnostics). After vigorous washing, sections were
incubated with secondary antibody solution (Alexa Fluor® 488- and
Alexa Fluor™ 546-conjugated goat anti-mouse and -rabbit antibodies,
1:500 in PBS, Invitrogen) at room temperature for 2h. Finally
specimens were washed in PBS, counterstained using Hoechst 34580
(1 pg/ml PBS, 5min), dehydrated and embedded.

Analysis of myelination in merlin
knockout mice

Analysis of axon calibre and myelination was conducted on semi-thin
and ultra-thin sections of the sciatic nerve removed from transcardially
perfused mice. Mice were perfused with a solution containing 3%
paraformaldehyde and 3% glutaraldehyde in 0.1 M phosphate buffer
(pH 7.4). Sections were postfixed for 1h and kept in fixative including
3% sucrose. Sections were obtained from the mid-part of the sciatic
nerve reaching from the gluteal to the popliteal regions. Sectioning
and staining were performed as described, Images of toluidine blue-
stained semi-thin sections were taken using an Axioskop 2 MOT (Carl
Zeiss) equipped with a x 100 immersion oil objective and an Olympus
XC50 digital camera (Olympus). Standardized settings for camera sen-
sitivity, resolution (2576 x 1932 pixels) and brightness of illumination
were used for all micrographs. Ultra-thin sections were analysed with
an electron microscope (EM910, Carl Zeiss) equipped with an inte-
grated TRS 1K digital camera (Carl Zeiss). Image analysis was con-
ducted with Imagel version 1.43u. RGB colour images obtained from
semi-thin sections were split into single channels and the green chan-
nel was chosen for measurements. The image was contrasted using
the auto function. Using the freehand selection tool, the axon and the
myelin were grossly circumscribed and the area adapted using the
ABSnake plugin (the gradient threshold varied between 20 and 30,
10 to 20 iterations were used per image). Low contrasted myelin
sheaths were surrounded manually. Based on the measured areas,
the thicknesses of the axons and myelin sheaths were calculated.

Statistical evaluation

All statistics were performed using SPSS for Windows version 20.
Significance levels were calculated using Student t-test or one-way
ANOVA. Multiple correlations between the variables were computed
using the Kendall tau-b test,

Results

Neuregulin 1 expression in merlin
knockout animals

To investigate whether the expression of axonal surface proteins is
dependent on merlin levels in neurons, we first analysed sciatic
nerve lysates derived from adult merlin isoform-specific knockout
mice. We focused on the neuregulin family of proteins as well as
NOTCH1 as obvious axonal membrane molecules. In particular,
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NRG1 type Ill represented a reasonable candidate to study be-
cause it is thought to act as a biochemical sensor of axon calibre
(Michailov et al., 2004). The NRG1 type Ill full-length protein is
processed to its biologically active form (75kDa) by proteolytic
cleavage (Velanac et al., 2012). Developmental analysis of
NRG1 isoforms revealed a clear correlation between the active
form of NRG1 type Il and the onset of myelin basic protein
expression, a marker for myelination, in sciatic nerves
(Supplementary Fig. 1). Except for early post-natal time points,
NRG1 type Il showed the highest expression levels when com-
pared with NRG1 types | and Il (Supplementary Fig. 1), which is in
line with previous reports (Liu et al., 2011).

It has been previously suggested that—dependent on their
axonal diameter—neurons themselves can regulate NRG1 type
Il expression (Michailov et al., 2004). We therefore expected
that only merlin isoform 2 (merlin-iso2) knockout mice, associated
with axon-intrinsic pathology (Schulz et al., 2013), would carry
altered NRG1 type Ill. Surprisingly, however, we found that
nerve lysates of both merlin isoform 1 (merlin-iso1)-deficient ani-
mals and merlin-iso2-deficient animals showed decreased levels of
NRG1 type IIl (Fig. 1A), indicating that axonal integrity is
uncoupled from NRG1 type Ill regulation. The PI-3K/Akt signalling
pathway downstream of ERBB2/3 receptor has been shown to be
a key signalling event for myelination of Schwann cells (Taveggia
et al., 2005). As expected, lysates with reduced NRG1 type Il also
carried reduced phosphorylation levels of Akt (p-Akt; Fig. 1A).
Another prominent axonal surface protein, Notch1, also appeared
to be decreased in sciatic nerve lysates following the loss of either
merlin isoform 1 or 2 (Fig. 1B).

Although NRG1 type Il exclusively appears on axonal surfaces
as a juxtacrine signalling molecule, both Schwann cells and neu-
rons express NOTCH1 (Yoon and Gaiano, 2005; El Bejjani
and Hammarlund, 2012). To identify the cellular compartment
responsible for the merlin-dependent deregulation of the re-
spective axonal surface proteins, we used an established mouse
model mimicking NF2 disease where the Schwann cell-specific
promoter myelin protein zero (P0) conditionally deletes merlin in
Schwann cells (PO-Cre;Nf2flox). The loss of merlin in Schwann
cells (PO-Cre;Nf2"™ had no effect on NRG1 type Il levels
(Fig. 1C), whereas NOTCH1 expression was markedly reduced
(Fig. 1D) compared to wild-type littermates (PO-Cre;Nf2'""),
These findings suggest that axonal NRG1 is not influenced by
the loss of merlin in Schwann cells. On the other hand, diminished
expression of NOTCH1 in the isoform-specific merlin knockout
nerve lysates (Fig. 1B) might be caused by merlin deficiency in
Schwann cells.

To further validate our observations, we conditionally deleted
merlin in the neuronal cell compartment using a mouse line that
expresses Cre recombinase under the neuron-specific promoter
Nefh (Nefh-Cre;Nf2flox). The neuron-specific loss of merlin
(Nefh-Cre;Nf2""y resulted in a considerable reduction of NRG1
type Ill in sciatic nerve lysates when compared with wild-type
control mice (Nefh-Cre;Nf2" /). This reduction in NRG1 type Il
was again accompanied by a simultaneous decrease of Akt phos-
phorylation (Fig. 1E). Most strikingly, a comparable decline in
NRG1 type Ill expression also occurred in mice bearing heterozy-
gous loss of merlin in neurons (Nefh-Cre:Nf2" ), indicating that
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Figure 1 Loss of merlin in sciatic nerve lysates is accompanied
by decreasing NRG1 type Il levels. (A-F) Immunoblots of sciatic
nerve lysates taken from adult mice. (A) Loss of each major
merlin isoform in transgenic animals (nf2 iso1 KO; nf2 iso2 KO)
results in decreased expression of NRG1 type Ill and reduced Akt
phosphorylation (p-Akt). Actin was used as loading control

(n = 3). (B) Loss of merlin-iso1 or merlin-iso2 in vivo leads to
reduced expression of NOTCH1 (n = 2). (C and D) Schwann
cell-specific loss of merlin (PO-Cre;Nf2"™) has no effect on
NRG1 type Il level but lowers NOTCH1 expression compared
with wild-type littermates (PO-Cre;Nf2*"*: n=3). (E and F)
Neuron-specific merlin knockout (Nefh-Cre:Nf2flox"") reduces
levels of NRG1 type 1ll and p-Akt. NOTCH1 levels are un-
changed in sciatic nerves after loss of merlin in the neuronal
compartment (n = 2). (G) Isoform-specific loss of merlin reduces
NRG1 type Ill amounts in hind-brain lysates of adult mice

(n = 3). Blot quantifications (density values) are depicted below
respective lanes and are normalized to actin and wild-type
controls. KO = knockout.
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reduction of merlin gene dosage to one allele is sufficient to alter
NRG1 expression. Please note that the neuron-specific loss of
merlin is reflected only by a slight reduction in the overall merlin
protein level detected by western blot from sciatic nerve lysates
(Fig. 1E and F). This in turn suggests that the majority of the
merlin protein found in the lysates is of non-neuronal origin
(Schwann cells, fibroblasts etc.).

To further underscore the functional importance of heterozy-
gous merlin mutations in vivo, we studied mice bearing only
one functional merlin allele in all cells of the body (Nf22"
described above), a condition that mimics NF2 germline mutations
where only one functional merlin allele remains. Loss of one func-
tional merlin allele was again sufficient to detect reduced NRG1
type Il levels (Nf2*" in Supplementary Fig. 2). In contrast, the
neuron-specific loss of merlin had no obvious effect on Notch1
expression in sciatic nerve lysates (Fig. 1F), confirming that the
reduction of expression of Notch1 in complete isoform merlin
knockout nerve lysates (Fig. 1B) is caused by reduced expression
in Schwann cells.

In addition to lysates derived from PNS nerves, NRG1 type IIl
expression was also reduced in hind-brain lysates of merlin-
deficient adult mice (Fig. 1G), indicating that merlin's involvement
in NRG1 expression applies to both PNS and CNS neurons. The
expression of NRG1 types | and Il, however, appeared mostly
unchanged after the loss of merlin. In conclusion, these results
indicate that the loss of both major merlin isoforms in the neuronal
compartment affects the expression of the axonal surface protein
NRG1 type lIl.

Hypermyelination in merlin knockout
animals

According to the literature, the NRG1 type Ill axonal signal con-
trols the fine-tuning of myelin membrane growth. We therefore
expected that the observed reduction of NRG1 type Ill levels
in vivo should result in hypomyelination (thinner myelin) during
development (Michailov et al., 2004). The g-ratio is a measure of
myelin thickness and is proportional to fibre size (axon diameter/
myelinated fibre diameter). We therefore analysed this typical
myelination parameter in sciatic nerve cross-sections from both
merlin-iso2- and merlin-iso1-deficient animals (Fig. 2A and
Supplementary Fig. 3).

Surprisingly, visual inspection of myelinated axons of both
merlin isoform-specific knockout animals did not show a drop in
myelination. Instead, a slight but significant increase in myelin
thickness could be observed (Fig. 2B, left panel). Consequently,
the g-ratio was decreased in both mouse strains (Fig. 2B, right
panel). The myelination of PO-Cre;Nf2flox mice, where merlin is
specifically deleted in Schwann cells only, instead appeared
decreased (Fig. 2C), resulting in a g-ratio gain because the axon
diameter was also statistically reduced (not shown).

Collectively, our data indicate a specific reduction in NRG1 type
Il as well as a decrease in the signalling cascades downstream of
the ERBB2/3 receptor with loss of merlin isoform 1 or 2. However,
surprisingly we can detail the resulting Schwann cell phenotype is
hypermyelination rather than hypomyelination.
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Figure 2 Merlin knockout animals show altered myelination.
(A) Schematic diagram indicating important nerve fibre param-
eters. (B and C) Myelination thickness and g-ratio quantifica-
tions of sciatic nerves taken from (B) merlin isoform-specific
knockout animals (iso1 -/-; iso2 -/-) and wild-type littermates
(iso1 +/+;is02 +/+) as well as from (C) PO-Cre;Nf2flox mice
bearing a Schwann cell-specific merlin loss (data represent
mean = SEM; **P < 0.01; ¥**P < 0.001; n = 300).

NRG1 expression following merlin
overexpression in vitro

To further test whether merlin can affect the levels of NRG1 type
Il in vitro, we performed cell culture experiments with neuronally
differentiated P19 cells (Jones-Villeneuve et al., 1982) and primary
dorsal root ganglion cells. Overexpression of either full length
merlin-iso1 or merlin-iso2 in P19 cells resulted in elevated protein
expression of NRG1 type lll compared to vector control (Fig. 3A).
Moreover, we transfected FLAG-tagged merlin fragments into P19
cells to identify the protein domain important to this effect. We
found that the C-terminal fragments of both major merlin isoforms
predominantly increased NRG1 type Il expression in P19 cells
whereas the N-terminus, which is shared by both major merlin
isoforms, showed no significant effect (Fig. 3A). We additionally
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Figure 3 Merlin overexpression in vitro induces NRG1 type Ill expression. (A) Immunoblot of P19 cell lysates after transfection of
different FLAG-tagged merlin fragments. Transfection of empty vector was used as control (vc); actin indicates equal loading. Anti-FLAG
staining shows transfection rate of each construct (n = 3). (B) Wild-type merlin isoform 1 (merlin wt) and meriin constructs bearing
indicated C-terminal point mutations were transfected into P19 cells. Immunoblot shows NRG1 type [1l levels as well as merlin and actin as
transfection and loading control, respectively (n = 2). Blot quantifications (density values) are depicted below respective lanes and are
normalized to actin and transfection controls (vc). (C) Reverse-transcription PCR of P19 cell lysates following overexpression of merlin-iso1
or merlin-iso2 constructs. EGF domain-specific primers were used to detect Nrg7 transcripts. Actin was used as loading control (n = 3). (D)
Immunoblot of lysates derived from primary dorsal root ganglion (DRG) cells after merlin overexpression in vitro (n = 3). Blot quantifi-
cations (density values) are depicted below respective lanes and are normalized to actin and transfection controls (vc). (E) Immunostaining
of primary dorsal root ganglion cells shows localization of NRG1 (green) in axons of cultured dorsal root ganglions (4 days in vitro). Axons
were stained for phosphorylated neurofilaments as an axonal marker (pNF-H, red). Scale bar =5 um. N-term = N-terminal fragment;

C-Term = C-terminal fragment; FL = full length.

tested whether known C-terminal merlin missense mutations
derived from patients with NF2 (Yang et al, 2011) (Q324L,
K413E and L535P) affected merlin’s ability to increase NRG1
type Ill levels in vitro. However, these NF2-derived point muta-
tions showed no alteration with respect to NRG1 type Il expres-
sion when compared with wild-type merlin (Fig. 3B). Taken
together, these results verify that merlin can indeed modulate
NRG1 type lIl and that the C-terminus of both isoforms 1 and 2
are important for this regulation. In addition, we conclude that
complete loss of merlin or large truncations of merlin because of
nonsense or frameshift mutations might have a functional
consequence.

As NRG1 protein expression can be regulated both at the tran-
scriptional and translational level (Velanac et al, 2012), we

examined whether merlin overexpression in P19 cells induces tran-
scriptional upregulation of Nrg7 messenger RNA levels. Using
Nrg1-specific primers amplifying a product within the EGF
domain, shared by Nrg? types |, Il and Ill (Kerber et al., 2003),
we found that Nrg7 messenger RNA expression appeared un-
changed following merlin overexpression (Fig. 3C). These findings
indicate that merlin does not regulate Nrg7 at the messenger RNA
level, but rather possibly influences its protein stability and/or
cleavage.

To further verify our finding we analysed the actions of merlin
in primary dorsal root ganglion cells. Overexpression of one major
merlin isoform in dorsal root ganglion cells consistently led to
increased NRG1 type IlI levels (Fig. 3D). In addition, immunostain-
ing of NRG1 with phosphorylated neurofilaments as an axonal
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marker in cultured dorsal root ganglion cells showed an expression
pattern clearly resembling an axonal surface molecule (Fig. 3E).

We next performed a morphometric analysis of NRG1 expres-
sion on nerve specimens of merlin-iso1 knockout mice as repre-
sentative for merlin loss in vivo and corresponding wild-type
littermates (Fig. 4A). Evaluation of the stainings revealed no sig-
nificant difference in 3-week-old animals concerning the percent-
age of NRG1-positive myelinated fibres (Fig. 4B). However, in
8-week-old mice a significant decrease in the percentage of
NRG1-positive fibres was found in merlin-iso1-deficient animals
compared with wild-type controls (Fig. 4C). This indicates that
sciatic nerve tissue of merlin knockout mice exhibits an age-
dependent downregulation of NRG1 type IIl.

NRG1 expression in human sural nerve
biopsies

To underline the clinical relevance of our findings, we analysed
human sural nerve biopsies from seven patients with NF2, healthy
control individuals, and reference samples showing neuropathies of
different aetiologies. The age and gender of the investigated pa-
tients with NF2 did not differ significantly from those of the control
group (mean age NF2: 44 + 11.63 years, controls: 55+ 11.96

A 3 week old mice
nf2 iso1 KO

wild-type

Nrg1 NF

8

% myelinated Nrg1+ axons @
Y
8 8

0-

nf2 Iso1 KO

wild-type
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years). The percentage of NRG1-positive myelinated fibres as indi-
cated by expression of myelin protein zero was significantly lower
in NF2 samples compared with controls and with chronic inflam-
matory demyelinating polyneuropathy and axonopathy samples
(mean value for NF2: 20% + 13%, for controls: 77% =+ 16%,
for chronic  inflammatory  demyelinating  polyneuropathy:
61% = 12% and for axonopathy; 45% = 13%; NF2 versus con-
trols: P < 0.001, NF2 versus chronic inflammatory demyelinating
polyneuropathy: P < 0.001, NF2 versus axonopathy: P=0.004).
In addition, chronic inflammatory demyelinating polyneuropathy
and axonopathy samples showed significantly reduced percentages
of NRG1-positive myelinated fibres when compared with controls
(P =0.014 for controls versus chronic inflammatory demyelinating
polyneuropathy, P < 0.001 for controls versus axonopathy).
Comparing all four groups, the reduction of NRG1-positive fibres
was most prominent in patients with NF2 (Fig. 5A and B). Besides,
fibre density quantifications of the same samples revealed that
biopsies taken from patients with NF2 show the lowest number
of axons per mm’ indicating a severe chronic axonopathy
(Fig. 5C). To verify the histomorphological results in terms of
NRG1 levels, we also conducted immunoblotting to determine
the expression of NRG1 type Ill in sural nerve biopsies of patients
with NF2 and healthy control ssubjects. Consistently, lysates of

8 week old mice
wild-type nf2 iso1 KO

wild-type ni2 iso1 KO

Figure 4 Sciatic nerve axons of merlin knockout mice show reduced axonal NRG1 expression. (A) Representative pictures of immuno-
histochemical stainings for neurofilaments (NF) and NRG1 on sciatic nerves of merlin isoform1-deficient mice (nf2 iso1 KO) and wild-type
controls. Visualization of bound antibodies with diaminobenzidine (brown), counterstained with Mayer’s haemalum. Scale bar = 20 um.
Arrows indicate examples of unstained axons. (B and C) Percentage of NRG1-positive myelinated fibres in sciatic nerve samples of

3-week-old (B) and 8-week-old (C) nf2 iso1 knockout (KO) mice and corresponding wild-type littermates (data represent mean + SEM;

*P = 0.05).
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Figure 5 Sural nerve biopsies of NF2 patients show reduced NRG1 type Ill levels. (A) Percentage of NRG1-positive myelinated fibres in
nerve samples of healthy control individuals versus chronic inflammatory demyelinating polyneuropathy (CIDP), axonopathy and patients
with NF2 (data represent mean = SEM; for significance levels see ‘Results’ section). (B) Expression of NRG1/myelin protein zero (P0)
versus neurofilament (NF)/myelin protein zero in sural nerve biopsies of healthy control individuals as well as chronic inflammatory
demyelinating polyneuropathy, axonopathy and patients with NF2. Typical examples of immunohistochemical double-labelling.
Visualization of bound neurofilament (NF) and NRG1 antibodies with diaminobenzidine (brown) and of myelin protein zero antibodies
with fast red (red), counterstained with Mayer’s haemalum. Scale bar = 20 um. (C) Sural nerve fibre densities per mm? of indicated disease
conditions (data represent mean = SEM). (D) Sural nerve biopsies of patients with NF2 and healthy control subjects were lysed and
immunoblotted for NRG1 type Ill. Actin and the axonal marker tau served as loading control (n = 3). Blot quantifications (density values)
are depicted below respective lanes and are normalized to actin and healthy control samples.

sural nerves from two patients showed significantly reduced NRG1
type Il protein levels as compared to two control specimens
(Fig. 5D).

ERBB2 receptor upregulation following
neuronal loss of merlin
Upon loss of neuronal merlin a reduction in NRG1 type III levels

was detected. Surprisingly we observed a hypermyelination of
nerve fibres in these merlin-deficient animals in vivo. We therefore

speculated that the ERBB2 receptor expression on Schwann cells
might be increased in compensation to the reduced levels of NRG1
type Ill. We first performed morphometric analysis of ERBB2 re-
ceptor expression on nerve specimens of merin-iso1 knockout
mice and corresponding wild-type littermates (Fig. 6A). The
number of ERBB2-positive myelinated fibres appeared significantly
upregulated in 8-week-old knockout mice (Fig. 6B). Consistently,
sciatic nerve lysates of mice lacking merlin in an isoform-specific
manner also show elevated levels of ERBB2 detected by western
blotting (Fig. 6C).
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Figure 6 ERBB2 expression is upregulated in sural nerve biopsies of patients with NF2. (A) Representative examples of immunohisto-

chemical stainings for ERBB2 on mouse sciatic nerves deficient of merlin isoform 1 (nf2 iso1 KO) and wild-type controls. Visualization of
bound antibodies with diaminobenzidine (brown), counterstained with Mayer's haemalum. Scale bar = 20 um. (B) Related quantifications
to (A) of ERBB2-positive fibres in wild-type mice and merlin isoform1 knockout animals (data represent mean = SEM; *P < 0.05; n =3).
(C) Immunoblot of sciatic nerve lysates showing that the loss of both major merlin isoforms in vivo is accompanied by increased ERBB2
levels (n = 2). Blot quantifications (density values) are depicted below respective lanes and are normalized to actin and wild-type samples.
(D) Representative examples of immunohistochemical labelling of human sural nerve biopsies for ERBB2. Visualization of bound antibodies
with diaminobenzidine (brown), counterstained with Mayer's haemalum. Scale bar = 20 pm. (E) Quantifications of ERBB2-positive fibres in
biopsies of controls as well as patients suffering from chronic inflammatory demyelinating polyneuropathy (CIDP), axonopathy, NF2 and

vasculitis (data represent mean & SEM; *P < 0.05; n = 3).

In addition, we analysed human sural nerve biopsies of patients
with NF2, healthy control individuals, and reference samples
showing neuropathies of various aetiologies. Immunohistochemi-
cally, no ERBB2 labelling was detected in normal nerve tissue
(Fig. 6D), but ERBB2 appeared markedly increased in pathological
conditions with highest levels occurring in vasculitis followed by
NF2, axonopathy and chronic inflammatory demyelinating poly-
neuropathy (Fig. 6E). Strikingly, upregulation of ERBB2 correlated
with the decrease in NRG1-positive myelinated fibres (P = 0.003).

To verify our results and to exclude Schwann cell-intrinsic sig-
nalling events, we tested peripheral nerve tissue from mice bearing
neuron-specific loss of merlin (Nefh-Cre;Nf2flox) for ERBB2 levels.
Intriguingly, ERBB2 receptor expression was found to be upregu-
lated following neuron-specific loss of merlin, whereas NRG1
levels appeared consistently lower (Fig. 7A and B). By immuno-
blotting we further found that merlin downregulation in neurons
in both heterozygous and homozygous conditional merlin knock-
out mice, is associated with increased ERBB2 expression (Fig. 7C).
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Figure 7 Neuron-specific loss of merlin is sufficient to increase
ErbB2 levels on Schwann cells. (A) Representative pictures of
immunohistochemical staining of mouse sciatic nerves taken
from neuron-specific merlin knockout animals (Nefh-Cre;Nf2™)
and wild-type littermates (Nefh-Cre;Nf2 /). Visualization of
antibodies raised against NRG1 and ERBB2 with diaminobenzi-
dine (brown), counterstained with Mayer's haemalum. Scale
bar =20 um. (B) Quantifications of NRG1 and ERBB2-positively
labelled fibres in neuron-specific merlin knockout mice (Nefh-
Cre;Nf2""") and controls (data represent mean + SEM,

**P < 0.01; n = 3). (C) Immunoblot of sciatic nerve lysates
derived from homozygous (Nefh-Cre;Nf2"") and heterozygous
neuron-specific merlin knockout mice (Nefh-Cre;Nf2" *) indi-
cates elevated ERBB2 protein levels and decreased phosphoryl-
ation of Erk (pErk) compared with wild-type littermates (Nefh-
Cre;Nf2*/*: n =3).
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This indicates that increased ERBB2 levels in Schwann cells are a
clear consequence of merlin loss in the neuronal compartment.

However, despite ERBB2 upregulation, sciatic nerve lysates of
neuron-specific merlin knockout mice showed a reduced activation
of the downstream signals indicated by reduced phosphorylation
of Akt (Fig. 1A and E) as well as a member of the MAP kinase
pathway Erk1/2 (Fig. 7C). Together our findings show that at least
the two best known downstream target cues of ERBB2/3 recep-
tors—PI-3K/Akt and MAP kinase pathway (Mei and Xiong,
2008)—show reduced activity despite increased ERBB2 levels. By
immunohistochemistry on sciatic nerve cross-sections we could
qualitatively show the primary source of Akt and Erk signalling
to be of Schwann cell rather than axonal origin (Supplementary
Figs 4 and 5).

Discussion

We report here a novel and clinically relevant finding concerning
the tumour suppressor protein merlin, mutations of which are the
cause of the hereditary tumour syndrome NF2. In addition to its
well-established, growth-restricting functions in Schwann cells, we
identified that axonally expressed merlin modifies Schwann cell
activity. Taken together, we link merlin to one of the best-
characterized signalling pathways of crosstalk between Schwann
cells and axons, the NRG1-ERBB2/3 pathway. Our findings are of
great importance because a highly interdependent relationship be-
tween Schwann cells and axons is required to maintain proper
integrity and functionality of peripheral nerves throughout lifetime.
In line with this notion, damage to one cell type invariably leads to
pathophysiological changes in the other (Fricker and Bennett,
2011).

First of all, through regulation of decisive axonal surface pro-
teins—namely NRG1 type Ill—the Nf2 gene product determines
the expression of growth factor-like molecules on axons important
for Schwann cell actions such as proliferation and myelination. By
means of different mouse models as well as sural nerve biopsies of
patients with NF2, we could show that the loss of merlin or even
reduction of merlin gene dosage in the neuronal compartment
results in the downregulation of NRG1 type Ill. In contrast, loss
of merlin specifically in Schwann cells had no effect on NRG1 type
Il expression.

How the loss of merlin in neurons mechanistically leads to a
decrease in NRG1 type Il levels is presently not clear. Our
in vitro experiments showed that merlin overexpression in primary
dorsal root ganglion cells and a neuronal cell line results in an
increased level of the active NRG1 type Ill; a finding apparently
independent of Nrg?7 gene expression regulation. Several studies
have already identified a post-transcriptional regulation of neure-
gulins by different proteases such as BACE1 (Velanac et al., 2012)
or TACE (La Marca et al., 2011) mediating cleavage and process-
ing of NRG1 type Il to its active form. Whether merlin modifies
NRG1 type lll levels through fine-tuning the activity of proteases
remains to be established.

Several findings have suggested that reduced expression of
axonal NRG1 type Il in the PNS results in thinner myelination
(Michailov et al., 2004). It is therefore obscure why the in vivo
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reduction of neuronal merlin, which is accompanied by reduced
NRG1 type Il levels, results in increased myelination. Intriguingly
we detected an increase in ERBB2 receptor in Schwann cells, a
likely compensatory reaction towards the reduced axonal expres-
sion of the ligand—NRG1 type Ill. This increase in ERBB2 receptor
that functions as a co-receptor with EGFR, ERBB3 and ERBB4
could theoretically induce aberrant promyelination signals leading
to the observed hyper-myelination.

However, when we traced the typical signalling activity down-
stream of ERBB2 in Schwann cells, such as phosphorylation of Akt
or Erk, we found that these signals were rather decreased. It is
plausible that an increase of ERBB2 may lead to other distinct
downstream promyelinating signalling activities, for example the
small GTPase RAC1. Moreover it is possible that there might exist
other neuronal factors affected by merlin independent of the neur-
egulin network that determine myelination. For instance laminin/
integrin (McKee et al., 2012) and GPR126 (Monk et al., 2011)
signalling in Schwann cell myelination have already been shown.
These extracellular cues may function independently and/or co-
operatively with NRG1/ERBB2 signalling cascade to control mye-
lination. These potentially key extracellular signalling alterations
have not yel been tested in our system. Nonetheless it is clear
that changes in merlin activity, specifically in the axon, modifies
Schwann cell behaviour in part through an abnormal NRG1 type
I1I-ERBB2 network leaving the peripheral nerve possibly vulnerable
to abnormal maintenance and repair.

Interestingly, increased ERBB2 expression appears to be very
specific to the loss of merlin in NF2 disease because sural nerve
biopsy samples of patients with chronic inflammatory demyelinat-
ing polyneuropathy and axonopathy with decreased NRG1 type IlI
levels did not show an upregulation of ERBB2 expression. Again,
whether merlin regulates axonal factors in addition to NRG1 type
Il influencing ERBB2 expression on Schwann cells remains to be
elucidated.

However, it is clear that particularly the loss of axonal merlin
increases Schwann cell susceptibility towards mitogenic factors indi-
cated by elevated ERBB2 levels. Merlin-deficient Schwann cells and
human NF2 schwannomas have been previously shown to over-
express ERBB2 and ERBB3 receptor molecules (Lallemand et af.,
2009). Consequently, the ERBB2/3 receptor has been identified as
a potential target for NF2 therapy (Clark et al., 2008). The use of
trastuzumab, a monoclonal antibody interfering with ERBB2 recep-
tor activity, is already in clinical use in breast cancer therapy.

Taken together, our data indicate that ERBB2/3 expression
levels in Schwann cells are controlled by both merlin levels
within Schwann cell themselves (Lallemand et al., 2009) as well
as by the axonal compartment through the NRG1 type Il signal-
ling, as identified here.

Further functional studies are required to elucidate a possible
contribution of axonal meriin to the early events of NF2-related
tumour development. Presently, existing NF2 mouse models pri-
marily focus on merlin loss in Schwann cells. Neuronal merlin,
which is also affected by Nf2 germline mutations, is not taken
into account. New mouse models of the disease addressing the
importance of the microenvironment of peripheral nerves are
therefore required.
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2. Description of the paper

Myelination depends on the integrity and communication between axon and its
glia cells (either oligodendrocytes in the central nervous system (CNS) or
Schwann cells (SC) in the peripheral nervous system (PNS)) not only during
embryogenesis and development but also postnatal. These mechanisms are
diverse and many of them still remain unclear.

There are four different classes of SC:

- myelinating SC that wrap around the axon building a myelin sheath necessary
for conducting a saltatory nerve impulse

- non-myelinating SC that form Remak bundle

- perisynaptic or terminal SC

- satellite cells of peripheral ganglia

During the postnatal development axons send different signals to surrounding
premature SC regulating their phenotype differentiation (Corfas et al., 2004).
Impairment of one cell type or its aberrant signals inevitably lead to
pathophysiological changes in the other (Fricker and Bennett, 2011).

Neurofibromatosis 2 (NF2) is an autosomal dominantly inherited tumour
syndrome characterized by development of multiple low grade tumours of CNS
and PNS (schwannomas, ependymomas, meningeomas), ophthalmic
abnormalities (reduced visual acuity and cataract) and skin tumours, leading to
progredient morbidity, reduced life quality and life expectancy. Patients with
NF2 usually present with hearing loss, tinnitus or imbalance due to the
development of usually multifocal bilateral vestibular schwannomas or specific
neurological failures depending on the localization of the tumour (Corfas et al.,
2004; Evans, 2009; Gijtenbeek et al., 2001). Diagnosis of NF2 is complex.
Standardised criteria have been defined for everyday clinical practice (Fig. 1).

Not only PNS and CNS tumours develop in NF2 patients, but many of the
patients will also suffer from peripheral neuropathy and muscle wasting during
their lifetime. This cannot be completely explained by the tumours itself, as it
was primarily thought because clinical signs of polyneuropathy usually present
in locations not affected by schwannomas (Hagel et al., 2002). An even higher
percentage of NF2 patients suffers from pre-clinical polyneuropathy as revealed
by electrophysiological examination (Sperfeld et al., 2002).

17



(A) Bilateral vestibular schwannomas

(B) First-degree family relative with NF2 and unilateral vestibular schwannoma or any two of
the following: meningioma, schwannoma, glioma, neurofibroma, posterior subcapsular
lenticular opacities

(C) Unilateral vestibular schwannoma and any two of the following: meningioma, schwannoma,
glioma, neurofibroma, posterior subcapsular lenticular opacities/juvenile cortical cataract

(D) Multiple meningiomas (two or more) and unilateral vestibular schwannoma or any two of
the following: schwannoma, glioma, neurofibroma, cataract

Figure 1. The Manchester criteria for NF2 (modified by the National Institute of
Health) (Evans et al., 1992; Report, 1988).

In childhood a polio-like illness with lower limb muscle wasting may develop and
in adulthood a severe polyneuropathy could be the symptom of NF2 before the
vestibular schwannomas become apparent, especially in case of a severe
disease (Evans, 2009; Gijtenbeek et al., 2001).

The above mentioned pathologies are linked to a loss of constitutional
heterozygosity of Chromosome 22 (Seizinger et al., 1986). A number of
truncating, missense, nonsense, in frame deletions and frameshift germline and
somatic mutations of the NF2 gene lead either to lack of protein product or to
non-functional tumour suppressor protein merlin (or schwannomin) resulting in
different disease severity (Baser et al., 2003; Evans, 2009; Trofatter et al.,
1993).

The NF2 gene on chromosome 22q12.2 codes for a tumour suppressor protein
merlin that consists of 595-amino acids and is localized in the cell membrane in
the regions of cell-cell contact and interaction linking the cell membrane to the
cytoskeleton (Castelnovo et al., 2017). Merlin is highly expressed during
embryonal development in many tissues as well as in mature SC, meningeal
cells, lens and nerve tissue (Baser et al., 2003). Due to its structure it is closely
related to the family of ERM proteins. These proteins create a link between
actin filaments of cytoskeleton and cell-surface molecules (Gautreau et al.,
2002; Trofatter et al., 1993).

Merlin consists of a glycoprotein-binding FERM domain, alpha-helical region
and a carboxyterminal domain. It interacts with multiple cell-surface proteins:

CD44 and B1-integrin, and molecules involved in cell-cytoskeleton dynamics:
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Bll-spectrin, paxillin, actin and syntenin (Baser et al., 2003; James et al., 2001;
Jannatipour et al., 2001; Morrison et al., 2001; Obremski et al., 1998; Scoles et
al., 1998).

One of the main merlin activities is inhibition of proliferation in different cell
types by targeting multiple signalling pathways (Morrison et al., 2001; 2007).

Phosphorylation of merlin either on a serine 518 or serine 10 residue by Rac 1-
dependent p21-activated kinase (PAK) and cAMP-dependent protein kinase A

leads to its open and therefore inactive form (Alfthan et al., 2004; Laulajainen et
al., 2008; Rong et al., 2004; Sher et al., 2012). Figure 2 shows a summary of its

most important signalling targets.
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Figure 2. A. Merlin consists of three structural regions: FERM domain, an a-
helical domain and a C-terminal domain. It becomes inactive (open form)
through PKA=cAMP dependent protein kinase A and PAK=p21-activated
kinases phosphorylation and is activated (closed form) through
dephosphorylation due to MYPT-1-PP1 d=myosin phosphatase-1 protein
phosphatase-1. B. In its active state merlin acts as a tumour suppressor through
the downregulation of multiple mitogenic signalling pathways, most prominent of
which are its effects on the phosphoinositide-3 kinase (PI13K)-signalling pathway
(PISBK-Akt—-MTOR) and the mitogen-activated protein kinase (MAPK) signalling
pathway (Ras—Raf-MEK—-ERK). EGFR=endothelial growth factor receptor.
PIKE-L=phosphatidylinositol 3-kinase enhancer long form. eiF3c=eukaryotic
initiation factor 3 subunit c. TRBP=transactivation responsive RNA binding
proteins. RalGDS=Ral guanine-nucleotide dissociation stimulator. Rho
GTPases=Rho guanosine triphosphatases. N-WASP=Neuronal Wiskott-Aldrich
syndrome protein (Asthagiri et al., 2009).
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A wide spectrum of cell proliferation signalling pathways are inhibited by merlin:
PIKE-L/PI3K, mTORCA1, Src/Fak, Mst1/2, ERK1/2, AKT and CRL-4DCAF (Li et
al., 2012; Okada et al., 2007; Zhou and Hanemann, 2012).

Some researches state that merlin enfolds its tumour suppressor activity due to
its regulation of Ras or Rho GTPase family proteins, as well as the Hippo
pathway (Meng et al., 2016; Schulz et al., 2014b; Yin et al., 2013).
Hypophosphorylated active merlin in contrast to the phosphorylated inactive
merlin was shown to be able to associate with CD44 in SC leading to the growth
arrest (Rong et al., 2004).

Merlin functions also as a potent stabilizer of microtubules through reduction of
the rates of microtubule polymerization and depolymerization and by decreasing
the frequency of microtubule catastrophes (Smole et al., 2014). So it is an
essential protein for maintaining the bipolar spindle morphology of SC and their
stable align with axons (Thaxton et al., 2011). Denisenko et al. described the
crucial role of merlin for controlling SC numbers as well as for the correct

regulation of axo-glial heterotypic contacts (Denisenko et al., 2008).

Due to its structure there are two different merlin isoforms that come as a result
of alternative splicing and differ in their last 11 (for merlin isoform 1) and 16 (for
merlin isoform 2) amino acids (Gutmann et al., 1995). Though it is not
completely clear, whether both merlin isoforms have the same tumour
suppressive activity (Schulz et al., 2014Db). Initially only isoform 1 was described
having proliferation inhibiting functions, but most recent studies state that both
isoforms have similar proliferation suppressive potential (Gutmann et al., 1999;
Laulajainen et al., 2012; Zhan et al., 2011).

Primarily merlin was found and studied in glial cells as its loss causes benign
glial cell tumours, but recent studies using in-situ-hybridization and
immunohistochemistry detected merlin in various types of neuronal cells in CNS
and PNS, for instance in sciatic nerve axons, neurons of the intestinal tract
ganglia and in dorsal root ganglion cells of the PNS (Bakker et al., 1999; Schulz
et al., 2010; 2013; Schulz et al., 2014b).

There are at least three known types of genetic alterations of the NF2 gene
leading to disease development. Inherited germline mutations in one allele
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combined with a somatic mutation of the other allele resulting in hereditary NF2;
sporadic mutations in both NF2 alleles leading to sporadic schwannomas, NF2
related neuropathy might be caused by mutations in one allele as a result of cell
type-specific haploinsufficiency in neuronal cell types (Hanemann et al., 2007,
Schulz et al., 2014b; Young et al., 2017). The latter was suggested to be a
reason for neuronal merlin to have other functions unrelated to its tumour

suppressor role.

NF2-associated polyneuropathy is mostly symmetric and distal indicating rather
a systemic than focal disorder. The mechanism of development of neuropathy is
not completely understood and the data concerning its frequency varies
considerably from 6% up to 66%, suggesting diverse factors to be involved like
compression of nerve fibres by tumourlets, possible local toxic or metabolic
influences or altered myelination (Evans et al., 1992; Sperfeld et al., 2002).
Recently Minods et al. showed that loss of Merlin leads to altered myelination
and axonal regeneration accompanied by an ongoing inflammatory process with
macrophage infiltration of the nerve after nerve injury, which could be a possible
trigger for a tumour development in NF2 due to nerve compression or minor

injury (Hilton and Hanemann, 2014; Mindos et al., 2017).

Polyneuropathy may also be caused by the cell type specific haploinsufficiency
in neuronal cells due to a loss of one allele (Schulz et al., 2014b). Studies have
also described a GTPase activity control of neuronal merlin as a possible cause
of non-tumourigenic aetiology of polyneuropathy (Schulz et al., 2010). Hagel et
al. showed that polyneuropathy in NF2 might be a result of development of
small tumourlets and/or proliferation of SC and perineurial cells (Hagel et al.,
2002). The development of onion bulbs could be caused by mutations in NF2
gene as well (LaPoint et al., 2000).

Schulz A. et al showed that neurofilament phosphorylation through GTPase
Rho-associated kinase can be impaired due to the axonal merlin-isoform-2 loss
causing damage to axon structure maintenance and leading to NF2-related
polyneuropathy even in the absence nerve-damaging tumours. Nerve biopsies
of NF2 patients revealed axon-intrinsic irregularities in electron microscopy and
hypophosphorylation of neurofilaments indicating that the nerve damage has an
axonal origin resulting from reduced merlin levels (Schulz et al., 2013).
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It has also been discovered that heterozygosity for Merlin in both axons and SC

in NF2 might cause the tumour formation in PNS (Schulz et al., 2016).

Interestingly it was shown that somatic NF2 mutations are present in a variety of
different cancer types, but these mutations do not cause the typical tumours for
the hereditary NF2, for example breast and colorectal cancer, hepatobiliar
cancer, melanoma and medullary thyroid carcinoma (Petrilli and Fernandez-
Valle, 2015; Schroeder et al., 2014).

As merlin interacts with a great variety of proteins and mediates multiple
signalling pathways it is possible that it is not a particular altered function in a
mutated merlin that leads to tumour development, but probably a combination of
many changed signalling pathways and regulated processes.

Isoforms of the axonal growth factor neuregulin (NRG), encoded by four genes
(NRG1-4) are key regulators of axon-SC interaction influencing development,
growth, myelination, neurotransmission, synaptic plasticity and differentiation of
SC through hetero- and homodimers of the tyrosine kinase receptors ErbB on
every stage of neurogenesis and myelination. Proteins of the NRG1 family are
the best described and studied by now. Defects in this interaction due to the
lack of NRG1-ErbB signalling result in degeneration of sensory and motor
neurons (Corfas et al., 2004). NRG1 stays on the cell surface functioning as a
juxtacrine signal binding to all ErbB ligands with its EGF-like domain to ErbB3
and Erbb4 receptors, which can heterodimerize with Erbb2 receptors (Nave and
Salzer, 2006). Six different types of NRG1 were described, type Il and Ill having
the highest rates of expression (73% for NRG1 type Ill and 21% for NRG1 type
Il) and being better studied than the other ones (Liu et al., 2011).

NRG 1 type Il was shown to be one of the most important factors for SC
myelination through the MAP kinase and phosphoinositide-3-kinase activity
determining first the proliferation and later differentiation of SC and therefore
regulating the myelination fate of axons. Interestingly the levels of NRG1 type Il
and not only the axon diameter provide a key instructive signal that determines
the ensheathment fate of axon (Fig.3). Large axons are known not only to have
increased surface area, but also express larger amounts of NRG1 per unit

membrane area. Its high levels are necessary for myelination, whereas low
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levels trigger only the ensheathment of axons (Nave and Salzer, 2006;
Taveggia et al., 2005).
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Figure 3. NRG1 regulates steps of SC differentiation and axonal myelination.
(a) SC (blue) develop from neural crest cells (green) and interact with small and
large calibre axons. In this phase, NRG1 regulates SC differentiation and
expansion through ErbB signalling. The NRG1 type lll levels and axon size
leads either to myelination of single axons or to formation of Remak bundles.
(b) In mice lacking NRG1 (-/-), in heterozygous NRG1 (+/-) mice and in
transgenic NRG1 overexpressing mouse mutants, the amount of myelin
depends mostly on the amount of axonal NRG1 rather than on the axonal
diameter (Michailov et al., 2004; Nave and Salzer, 2006; Taveggia et al., 2005).

Michailov et al. suggested that downregulation of axonal NRG1 type Il leads to
thinner myelination in the PNS (Michailov et al., 2004). On the contrary, our in
vivo experiments showed that decreased levels of NRG 1 type Ill due to
neuronal merlin reduction were associated with increased myelination. This
could be a result of a compensatory upregulation of the Erbb2 receptor, leading
to aberrant promyelinating signals and resulting in hypermelination and
development of onion bulbs.

NRG1 interacts with multiple signalling pathways, most notable of which are
Notch, integrin and cAMP (Fricker and Bennett, 2011). Overexpression of
axonal neuregulin is able to activate a phosphatidylinositol kinase pathway and
a RAS-MAPK pathway leading to proliferation and differentiation of Schwann

cells, that result in enlargement of peripheral nerves and development of
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neurofibroma-like lesions and peripheral nerve sheath tumours (Gomez-
Sanchez et al., 2009; Taveggia et al., 2005).

As mentioned above NRG1 is described to be the major regulating ligand of the
ErbB receptor family required for SC development in the peripheral nervous
system (Fricker and Bennett, 2011; McClatchey and Giovannini, 2005). SC
express ErbB2 and ErbB3 receptors that signal as a heterodimerizing complex
and leading to activation of multiple signalling pathways (Monje et al., 2008).
Interestingly ErbB2 and ErbB3 complement each other, as ErbB2 lacks a
binding domain and ErbB3 a catalytically active intracellular kinase domain (Citri
et al., 2003).

It has been shown that overexpression of ErbB2 receptor in Schwann cells
leads to the development of peripheral nerve tumours, hypoexpression to
hypomyelination (Ling et al., 2005). Lallemand et al. also described
overexpression of ErbB2 and ErbB3 in schwannomas of NF2 patients.
(Lallemand et al., 2009). In cases of Charcot-Marie-Tooth disease type 1,
overexpression of ErbB2/3 receptor has been linked to the pathogenesis of the
demyelination (Massa et al., 2006). It was also suggested that altered regulation
of ErbB receptor signalling might lead to a dedifferential state resulting in
increased SC proliferation and development of vestibular schwannomas
(Ahmad et al., 2010).

ErbB2/3 receptor expression levels are influenced by merlin levels in the SC
themselves, being increased as a result of the loss of merlin activity (Lallemand
et al., 2009) and through the axonal NRG1 type lll levels (Michailov et al., 2004;
Nave and Salzer, 2006). Membrane glycoprotein CD44 was also shown to
enhance neuregulin-induced ErbB2 phosphorylation (Sherman et al., 2000).
Therefore CD44 and merlin regulate cell growth arrest or proliferation in a

concerted way (Morrison et al., 2001).

Taking into consideration that SC and axons have a very tight interaction it is
possible that axons or axon derived signals may contribute to the SC tumour
development as well (Schulz et al., 2014b) as it is shown in the Fig.4.
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Figure 4. Interaction of neuronally expressed merlin with axonal proteins is
essential for axon-Schwann cell signalling. Merlin is known to interact with
Caspr/paranodin (Denisenko-Nehrbass et al., 2003) and Bll-spectrin (Scoles et
al., 1998) in the paranode region. Merlin regulates also the expression of NRG1
type 1lI(Schulz et al., 2014a). The receptors of NRG1 type Ill on SC, ErbB2/3
(Lallemand et al., 2009), and its co-receptor CD44 (Morrison et al., 2001) are
regulated by merlin expressed in the SC (Schulz et al., 2014b).

Drugs targeting merlin and NRG1 signalling pathways as well as the tumour
angiogenesis are under preclinical and clinical investigation and might be
potential treatments for NF2 and other cancer types with mutations of NF2 gene
(Asthagiri et al., 2009; Karajannis and Ferner, 2015).

Following the hypothesis that not only Schwannoma development can lead to
nerve damage resulting in polyneuropathy, but also a reduced amount of
neuronal merlin can impair the myelinating signals, we investigated a possible
interaction of merlin with a well known signalling pathway between SC and
axons — the NRG1/ErbB pathway, suggesting that merlin could influence
NRG1 type IIl expression and lead to aberrant NRG1/ErbB signalling, resulting
in demyelination or insufficient remyelination (onion bulbs) and therefore

polyneuropathy.
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3. Summary

Neurons and glial cells form an interdependent and highly interacting unit both
during development and later life. Concerning the interplay between peripheral
axons and Schwann cells several positive and negative regulators of
myelination have been described to be dependent on extrinsic axonal signals.
Aberrant expression of surface proteins is accompanied by misregulation of
their reciprocal communication eventually leading to diseases. In the present
study it could be shown that in hereditary tumour syndrome Neurofibromatosis 2
(NF2) axon surface protein neuregulin1(NRG1) is downregulated. In particular
NRG1 type Il expression in human sural nerve biopsies and in sciatic nerve
tissue of merlin knock out animals was decreased. The defect could be
assigned to neurons since the Schwann cell-specific knock out of merlin had no
effect on NRG1 expression in mice, while the neuron-specific loss of merlin was
accompanied by a significant reduction of NRG1.

In vitro experiments performed both on the P19 cell line and on primary dorsal
root ganglion cells clearly underlined the importance of merlin for NRG1 type Il
expression. Further human sural nerve biopsies taken from NF2 patients
showed a strong and consistent reduction of NRG1 type Ill in contrast to
samples with acquired polyneuropathies like chronic inflammatory
demyelinating polyneuropathy or axonopathies of different aetiology. We also
discovered an increased expression of NRG1 receptor on Schwann cells
(ErbB2 receptor) in both, patients with NF2 and in nerve tissue of neuron-
specific merlin knockout mice, showing a possible influence of axonal merlin on

Schwann cell activity.
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3. Zusammenfassung

Neurone und Gliazellen bilden ein vielfaltig interagierendes System nicht nur
wahrend der embryonalen Entwicklung, sondern auch im weiteren Verlauf des
Lebens. Neben den Faktoren, die die Produktion von Myelin in den
Schwannzellen steuern, wurden mehrere positive und negative axonale
Regulatoren der Myelinisierung beschrieben.

Eine aberrante Expression von Oberflachenproteinen fuhrt zu einer
Fehlregulation der Myelinisierung, die sich schliel3lich klinisch prasenteren
kann.

In der vorliegenden Arbeit konnte gezeigt werden, dass im erblichen
Tumorsyndrom Neurofibromatose Typ 2 (NF2) das axonale Oberflachenprotein
Neuregulin 1 (NRG1) herunterreguliert ist. Insbesondere ist die NRG1 Typ Il
Expression in Biopsien des Nervus suralis bei Patienten mit NF2 und im
Nervengewebe von Merlin knockout Tieren verringert.

Wahrend der Schwannzell-spezifische Knock out von Merlin keinen Einfluss auf
die NRG1 Expression hat, wird der Neuron-spezifische Verlust von Merlin von
einer signifikanten Minderung der NRG1 Expression begleitet. In vitro
Experimente, die sowohl an der P19-Zelllinie als auch an primaren
Ganglienzellen der Dorsalwurzeln durchgefuhrt wurden, unterstreichen die
Bedeutung von Merlin fur die NRG1 Typ Ill Expression.

Weiterhin zeigten die Nervenbiopsien von NF2 Patienten eine auffallig starke
Herunterregulierung der NRG1 Typ Ill Expression im Vergleich zu Biopsien bei
erworbenen Polyneuropathien wie der chronischen inflammatorischen
demyelinisierenden Polyneuropathie oder bei Axonopathien unterschiedlicher
Genese.

Daruber hinaus konnte eine erhdhte Expression des NRG1-Rezeptors auf den
Schwannzellen (ErbB2-Rezeptor) der Patienten mit NF2 und im Nervengewebe
der Neuron-spezifischen Merlin Knockout-Mause festgestellt werden.
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4. Explanation of own contribution

In order to further investigate the polyneuropathy that is found in a large
percentage of Neurofibromatosis 2 (NF2) patients a literature research was
performed to identify proteins that support integrity of peripheral nerves and that
may show alterations in NF2. Neuregulin 1 (NRG1) was identified as a
promising candidate. Next immunohistochemistry double labelling of nerves
with NRG and antibodies against other important proteins as Protein Zero,
Neurofilament and Ki-67 was established.

The cohort comprised sural biopsies from seven patients with NF2 diagnosed
according to NIH (Gutmann et al., 1997) and Manchester criteria (Baser et al.,
2003). For comparison controls of normal peripheral nerves, as well as cases
with chronic inflammatory demyelinationg polyneuropathy and axonopathy were
double labelled with antibodies against neurofilament and myelin protein zero,
NRG1 and myelin protein zero or single labelled with antibodies against ErbB2.
As positive control for ErbB2 labelling we stained breast cancer metastases,
which are known to express ErbB2 (Maguire and Greene, 1990).

In addition to biochemical analyses of NRG1 expression, performed by the co-
authors, we investigated sciatic nerves of NF2-wild type and knock-out mice
immunohistochemically.

We performed the semi-quantitative and statistical evaluation of all stained
samples, prepared figures and graphs and wrote our part of the manuscript.
Additional staining with Neurofilament, Protein Zero, Nestin, NRG1 Type Il and
ErbB2 antibodies were performed on vestibular and spinal schwannomas of
patients with and without NF2, as well as on peripheral schwannomas of NF2
patients. These showed no relevant Nestin, Neurofilament or Protein Zero
expression in any of the tumour types and did not reveal significant differences
between the controls and the NF2 group.
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