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1. Zusammenfassung

Mutationen im nf2-Genprodukt Merlin verursachen das autosomal-dominante
Tumorsyndrom Neurofibromatose Typ 2, und verschiedene, sporadisch auftretende
Tumoren wie Meningeome oder Mesotheliome. Merlins physiologische,
antiproliferative Funktion weist ihm eine besondere Rolle innerhalb seiner ERM
(Ezrin, Radixin und Moesin)-Protein-Familie zu. Wahrend die Expression der ERM-
Proteine und Merlins in Gliazellen des PNS und ZNS bekannt ist, weil3 man bisher
nur wenig Uber die neuronale Expression und Funktion von Merlin.

Die vorliegende Arbeit beschreibt das Vorkommen Merlins in sich entwickelnden und
ausgereiften Nervenzellen des ZNS. In cerebellaren Purkinje-Zellen ist Merlin im
Zellsoma, sowie in auswachsenden Dendriten und Axonen lokalisiert. Die Expression
von Merlin ist wahrend der Phase der initialen Dendritenrtckbildung auffallig hoch
und nimmt im Zeitraum des intensiven Dendritenwachstums deutlich ab. In
Engrailed-2-uberexprimierenden Purkinje-Zellen, die durch einen verkleinerten
Dendritenbaum charakterisiert sind, ist die Merlin-Expression in vivo signifikant
verstarkt. Des Weiteren fiihrt die Uberexpression von Merlin in Primérzellkulturen von
Neuronen und in der nervenzellahnlichen P19-Zelllinie zu einer relevanten Abnahme
des Fortsatzwachstums. Umgekehrt fuhrt die Hemmung der Merlin-Expression zu
einer Zunahme der Neuritenzahl und -lange. Dieser Effekt ist abhangig vom
Phosphorylierungszustand Merlins am Serinrest 518 und involviert die Inaktivierung
des kleinen G-Proteins Rac1, welches bekannt dafur ist, das Auswachsen von
Fortsatzen zu fordern. Diese Arbeit liefert somit erstmals einen Beweis daflr, dass
Merlin in verschiedenen Neuronen des Maus-ZNS exprimiert wird und eine
entscheidende Rolle bei der Verschaltung neuronaler Netzwerke im reifenden Hirn

spielt.



2. Einleitung

Entstehung neuronaler Fortsatze

Um einen suffizienten Informationsfluss zwischen zwei oder mehreren Nervenzellen
zu gewahrleisten, Ubertragen Neurone empfangene Signale im Regelfall
unidirektional vom dendritischen zum axonalen Pol der Zelle. Dendriten und Axone
als Fortsatze der Nervenzellen sind aus diesem Grunde von immenser Bedeutung fur
die Verschaltung und Verknupfung von neuronalen Netzwerken (Abb. 1). Dies zeigt
sich nicht zuletzt darin, dass verschiedene psychische Krankheiten und mentale
Retardierungssyndrome mit einer Veranderung des Aufbaus von neuronalen
Fortsatzen einhergehen bzw. deren Ursache sind (Newey et al., 2005). Patienten, die
an Autismus, Schizophrenie, mentaler Retardierung oder Depressionen leiden,
zeigen haufig eine veranderte Dendritenstruktur (Kaufmann und Moser, 2000). Der
Zerfall von Axonen selbst oder deren Myelinscheiden verursachen eklatante
Symptome wie etwa Lahmungen beim Krankheitsbild Multiple Sklerose oder
Ganganomalien bei diversen Ataxieformen. Wahrend Dendriten zahlreiche und
bisweilen unzahlige Verzweigungen aufweisen, mit denen sie Botschaften von
anderen Nervenzellen empfangen, verfugen Neurone meist Uber lediglich ein Axon,

mit dem Signale vom Zellkdrper weggeleitet werden.

Verglichen mit einer Fllle an bisher identifizierten Signalstoffen, die sowohl in
extrinsischer als auch in intrinsischer Weise das Entstehen von neuronalen
Fortsatzen beeinflussen (Jan und Jan, 2003), sind Regulatoren, die entweder direkt
oder indirekt auf das dynamische Aktin-Zytoskelett Einfluss nehmen, von
besonderem Interesse (Etienne-Manneville and Hall, 2002; Fukata et al., 2003;
Ridley et al., 1992; Ridley and Hall, 1992; Luo, 2000). Die Zytoskelett-Regulatoren
konnen die Vielzahl an Signalstoffen integrieren und das Signal auf das Zytoskelett
und die Struktur der neuronalen Fortsatze ubertragen. Die Experimente von Bradke
und Dotti (1999) haben gezeigt, dass lokale Aktininstabilitaten Startpunkte fur das
Auswachsen von Nervenzellfortsatzen sind. Die Zugabe einer Substanz, die das
empfindliche Gleichgewicht von polymerisiertem 2zu depolymerisiertem Aktin



verschiebt (z.B. Cytochalasin D oder Latrunculin B), kann eine Zellpolarisation
induzieren und zum Auswachsen eines Axons fuhren, das Ublicherweise der erste
Fortsatz ist, der ausgebildet wird. Die Rho-Familie der kleinen G-Proteine, die als
molekulare Schalter agieren, indem sie zwischen einem aktiven, GTP-beladenen und
einem inaktiven, GDP-beladenen Zustand rotieren, Ubermitteln extrazellulare Stimuli
auf das Aktinzytoskelett. Da die Regulation des Verhaltnisses zwischen F- und G-
Aktin eine entscheidende Rolle fur Fortsatzentwicklung spielt, schreibt man den Rho-
GTPasen eine Schlusselposition in der Regulation von neuronaler Morphogenese,
Polaritat, Neuritenentwicklung und Synaptogenese zu. Die bekanntesten Mitglieder
dieser Familie sind Cdc42 und Rac1, die das Ausbilden von Fortsatzen begunstigen,
und RhoA, das inhibierend auf Neuritenwachstum wirkt (Luo, 2000). Insgesamt
gesehen ist die Fulle von fordernden Signalen fur das Auswachsen von Neuriten
erstaunlich grof3, gegenuber der kleinen Gruppe von bekannten Molekilen mit

hemmendem Einfluss.

Abb. 1: Immunhistochemische Darstellung von Merlin in
zahlreichen, zellverbindenden Fortsatzen einer neuronalen
Primarzellkultur (eigene Aufnahme)



Purkinje-Zellen als Modell neuronaler Morphogenese

Das Kleinhirn (lateinisch: Cerebellum) ist diejenige Hirnstruktur, die mafigeblichen
Anteil an der motorischen Koordination unseres Korpers hat. Um diese Aufgabe zu
bewaltigen, muss die Kleinhirnrinde alle empfangenen Afferenzen aus Moos- und
Kletterfasern zu adaquaten Signalen integrieren. Von entscheidender Bedeutung
hierbei sind Purkinje-Zellen, GABAerge Neurone, welche die einzigen efferenten
Fasern der Kleinhirnrinde fuhren. Ihre Axone enden an den tiefen Kleinhirnkernen
oder an Hirnstammneuronen (Voogd und Glickstein, 1998).

Purkinje-Zellen sind die grofdten und morphologisch auffalligsten Zellen der
Kleinhirnrinde aufgrund ihres weit verzweigten Dendritenbaumes (Abb. 2). Zwischen
dem Zeitpunkt der Geburt und Postnataltag 5 (P5) arrangieren sich die cerebellaren
Purkinje-Zellen im Maushirn zu einer charakteristischen Einzellschicht. Daruber
hinaus beginnt in dieser Zeit die Entwicklung des Dendritenbaumes, welche sich in
zwei Phasen vollzient (Armengol and Sotelo, 1991). Wahrend Purkinje-Zellen
perinatal multiple, kurze Dendriten ausbilden, die nachfolgend zurickgezogen
werden, entwickeln sich die tatsachlichen und dauerhaft angelegten Verzweigungen
nach P5. Die morphologische Zytoarchitektur umfasst schlussendlich einen einzelnen
Stammdendrit, von dem radial orientierte Verzweigungen abgehen. Die
morphologische Ausdifferenzierung ist etwa am Postnataltag 17 abgeschossen.
Purkinje-Zellen tragen auf ihren Dendriten spezialisierte, synaptische Kontaktstellen,
so genannte Spines, durch die sie bis zu 200 000 elektrische Signale auf ein einziges
Axon zu integrieren in der Lage sind (Altman and Bayer, 1985). Neben ihrer
faszinierenden Integrationsfahigkeit sind Purkinje-Zellen ideale zellulare Systeme,
anhand derer sich Mechanismen wie neuronale Polaritat, Synaptogenese und
Dendritenentwicklung untersuchen lassen. Dies beruht insbesondere darauf, dass
die Majoritat der Kleinhirnentwicklung erst postnatal ablauft. Obwohl eine Reihe von
intrinsischen und extrinsischen Molekulen und Signalstoffen identifiziert werden
konnten, welche die Entwicklung der Purkinje-Zellen beeinflussen (Kapfhammer,
2004), sind bis dato wenige Proteine bekannt, welche ihr Aktinzytoskelett

beeinflussen.



Basierend auf Microarray-Analysen wurde postuliert, dass das Tumorsuppressorgen
neurofibromatosis type 2 (nf2) in Purkinje-Zellen, die den Transkriptionsfaktor
Engrailed-2 (En-2) in vivo Uberexprimieren, hochreguliert wird (Holst et al., 2008).
Eine anhaltende Expression von En-2 durch den Purkinje-Zell-spezifischen Promotor
L7 hat eine verzogerte und signifikant verminderte Dendritenentwicklung zur Folge
(Jankowski et al., 2004).
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Abb. 2: Zeichnung einer Purkinje-Zelle der Katze von Santiago
Ramén y Cajal (1888).

Das Tumorsuppressorprotein Merlin

Das nf2 Gen codiert fur das Protein Merlin (Akronym aus ,Moesin-Ezrin-Radixin like
protein®), welches eine Lange von 595 Aminosauren hat. Merlin ist ein Aktin
bindendes Protein aus der Gruppe der ERM-Proteine, mit denen es im N-terminalen
Bereich (FERM-Domane) groRe Homologie teilt. Ahnlich den ERM-Proteinen
vermittelt Merlin die Assoziation von Membranproteinen mit dem kortikalen
Zytoskelett (McClatchey and Fehon, 2009). Merlin wird maf3geblich in zwei Isoformen
exprimiert, die sich in ihrem C-Terminus unterscheiden (Abb. 3). Isoform 1 enthalt am
C-Terminus die Exone 15 und 17, und wird allein fur die das Protein



charakterisierende, tumorsuppressive Funktion verantwortlich gemacht. Der Isoform
2, die das Exon 16 enthalt und dessen Translation deshalb verfriht endet, konnte bis
heute keine relevante Aufgabe zugeteilt werden (Bashour et al., 2002; Gutmann et
al., 1999; Sherman et al., 1997).

Entscheidend fur den Aktivierungszustand des Tumorsuppressors ist sein
Phosphorylierungszustand am Serinrest 518. Ist diese Phosphorylierung z.B. durch
PAK (p21-activated kinase) erfolgt, befindet sich Merlin in einer offenen Konformation
und ist inaktiv (Kissil et al., 2002). Wird Merlin an Ser518 jedoch durch die Myosin-
Phosphatase MYPT-PP16 dephosphoryliert, wandelt sich seine Konformation in eine
geschlossene Form um, indem eine intramolekulare Bindung zwischen der FERM-
Domane und dem C-Terminus etabliert wird. Das Protein ist fortan aktiv (Jin et al.,
2006).
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Abb. 3: Die Proteinstruktur der beiden Merlin-Isoformen
(Lallemand et al., 2009)

Im Falle seiner Mutation auf Chromosom 22 verursacht Merlin das autosomal-
dominante Tumorsyndrom Neurofiboromatose Typ 2, welches durch das Auftreten von
bilateralen Akustikusschwannomen sowie multiplen Meningeomen gekennzeichnet
ist. Die Erkrankung betrifft einen von 25000 Neugeborenen und hat eine Penetranz
von nahezu 100%. Entsprechend der Knudson-Hypothese bedarf es zur
Tumorentwicklung der Inaktivierung beider Allele des Gens (Knudson, 1971).
Betroffenen Patienten fehlt ein funktionstichtiges Allel entweder aufgrund einer
Keimzellmutation oder einer de novo Mutation (,first hit“). Spater im Leben kann es
dann zur Tumorentstehung aus denjenigen Zellen kommen, welche auch die

Funktion des verbliebenen, normalen (Wildtyp-) NF2-Allels verlieren (,second hit").



Merlin ist in der Lage, auf verschiedene Signalwege hemmenden Einfluss
auszuuben. Es vermittelt Signale zur Kontaktinhibition, reguliert Zellmigration und
verhindert die Zellproliferation durch Inhibierung der G-Proteine Ras und Rac
(Morrison et al., 2007). Diese kleinen GTPasen haben entscheidenden Anteil an der
Regulation des Aktin-Zytoskeletts in diversen Zelltypen und sind assoziiert mit
Vorgangen bei der Tumorprogression (Karnoub and Weinberg, 2008). Da Mutationen
des Proteins Merlin vornehmlich die Entstehung von Tumoren aus Schwann- sowie
Ependym- und Meningealzellen bewirken, ist die Expression und Funktion Merlins in
glialen Zelltypen des PNS und ZNS gut beschrieben (Ramesh, 2004). Allerdings ist
das Expressionsmuster einschlieBlich der daraus folgenden, funktionalen
Konsequenzen des Tumorsuppressors in Neuronen weitestgehend unbekannt.



3. Ziele der Arbeit

Ziel der vorliegenden Arbeit war die Expressions- und Funktionsanalyse des
Tumorsuppressorproteins Merlin im Maus-ZNS. In verschiedenen Veroffentlichungen
werden zwar vereinzelt Hinweise geliefert, dass das Protein nicht nur in Gliazellen,
sondern ebenfalls in Nervenzellen eine Rolle spielen kdnnte (Gronholm et al., 2003;
Yamauchi et al., 2008). Insgesamt betrachtet war die Literatur zu diesem Thema bis
zum Beginn dieser Arbeit aber inkonsistent und teilweise widerspruchlich.

Um die Expression von Merlin in neuronalen Gewebeschnitten darzustellen, wurden
immunhistochemische Farbungen an Paraffin- und Vibratomschnitten sowie In-situ-
Hybridisierungen an Gewebeschnitten unterschiedlichen Alters durchgefihrt.
Dadurch konnte die Zelltyp-spezifische Expression, die zellulare Verteilung von
Merlin und das entwicklungsabhangige Expressionsmuster untersucht werden. Diese
Expertise wurde im Folgenden auf die Analyse einer transgenen Mauslinie
ubertragen, in der durch den Purkinje-Zell-spezifischen Promotor L7 der
Transkriptionsfaktor Engrailed-2 Gberexprimiert wird. Jene transgenen Mause (L7En-
2) weisen als Besonderheiten exakt umschriebene Defizite in der
Kleinhirnentwicklung sowie morphologische Charakteristika auf, die auch bei
autistischen Patienten beschrieben worden sind. Basierend auf diesen
Expressiondaten konnte im Folgenden an primaren Nervenzellen aus der Maus und
an Zelllinien der Einfluss von Merlin auf das Fortsatzwachstum und potentielle daran
beteiligte Signalwege von Merlin untersucht werden.
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Merlin Inhibits Neurite Outgrowth in the CNS
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The neurofibromatosis type 2 gene product merlin is known to provoke gliogenic tumors as a result of its mutagenic loss. Merlin’s
physiological anti-mitogenic function makes it unique among its ezrin-radixin-moesin (ERM) family members. Although ERM proteins
and merlin are known to be expressed in glial cells of the peripheral nervous system and CNS, the neuronal expression pattern and
function of merlin have been less well investigated. We report here expression of merlin in developing and mature neurons of the murine
CNS. Within cerebellar Purkinje cells (PCs), merlin was localized in the soma, sprouting dendrites and axons. Merlin expression in PCs
was high during the period of initial dendrite regression and declined during later phases of dendrite elongation. Consistently, merlin
expression in vivo was increased in Engrailed-2-overexpressing PCs, which are characterized by a reduced dendritic extension. Further-
more, overexpression of merlin in dissociated cerebellar cultures and in neurogenic P19 cells caused a significant decline in neurite
outgrowth, while, conversely, inhibition of merlin expression increased process formation. This effect was dependent on phosphoryla-
tion of serine 518 and involved the inactivation of the growth-promoting GTPase Rac. We thus provide evidence that merlin playsa pivotal

role in controlling the neuronal wiring in the developing CNS.

Introduction

Neurons unidirectionally transmit signals from the dendritic to
the axonal pole of a cell. Dendrites and axons are therefore of
fundamental importance for the wiring and networking of neu-
ronal circuits. Considering the bulk of extrinsic and intrinsic fac-
tors identified to be involved in establishing neuronal processes, a
dynamic actin cytoskeleton and its regulatory machinery seem to
play a decisive role; either promoting or depleting actin polymer-
ization results in altered neuronal development and function
(Ridley and Hall, 1992; Ridley et al., 1992; Luo, 2000; Etienne-
Manneville and Hall, 2002; Fukata et al., 2003).

Purkinje cells (PCs) are the largest and most prominent
neurons of the cerebellar cortex because of their intricate den-
dritic arborization. Between birth and postnatal day 5 (P5),
mouse PCs arrange in a single layer and begin to elaborate
their characteristic dendritic arbores in a biphasic pattern { Ar-
mengol and Sotelo, 1991). Although PCs perinatally form
multiple dendrites emerging from around the cell soma, these
early processes regress and new dendrites are formed after
postnatal day 5. The basic morphological setup characterized
by a single stem dendrite and multiple radially oriented
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branches is completed at approximately postnatal day 17. PCs
are rich in dendritic spines integrating =200,000 electrical
signals to only one axon. Beyond this fascinating integration
capacity, postnatal cerebellar development and PC differenti-
ation and morphogenesis have turned into an ideal model
system to study mechanisms underlying neuronal polarity,
synaptogenesis, and dendrite development. Although numer-
ous intrinsic and extrinsic signals impinging on PC develop-
ment have been identified, proteins that influence the actin
cytoskeleton in PCs have been poorly investigated.

We have reported recently differential expression of the tu-
mor suppressor gene neurofibromatosis type 2 (Nf2) in develop-
ing PCs after in vivo overexpression of the transcription factor
Engrailed-2 (En-2) (Holst et al., 2008). Persistent expression of
En-2 has been shown to signiticantly delay postnatal PC dendritic
development (Jankowski et al., 2004). Nf2 gene expression corre-
lates with this delayed PC morphogenesis, suggesting that Nf2
may function in an intrinsic signaling network critical for den-
dritic morphogenesis. Merlin is the protein product of the Nf2
gene, which, when mutated, causes autosomal dominant familial
cancer syndrome neurofibromatosis 2 (NF2), which is characterized
by the formation of bilateral schwannomas and multiple meningio-
mas. Merlin is an actin-binding protein belonging to the ezrin—ra-
dixin—moesin family of proteins that organizes and links membrane
proteins to the cortical cytoskeleton (McClatchey and Fehon,
2009). Merlin is able to counteract several signaling pathways
involved in cell migration, cell proliferation, and oncogene-
induced transformation, including the signaling of the small
GTPases Ras and Rac (Morrison et al., 2007). Small GTPases are
critical regulators of the actin cytoskeleton in multiple cell types
and are in addition indispensably linked to tumor progression
(Karnoub and Weinberg, 2008).

10
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The expression of merlin has been documented for glial cell
types of the peripheral nervous system and CNS. However, to
date, the neuronal expression pattern of merlin has not been
addressed in detail. Furthermore, merlin interacts with the actin
cytoskeleton and regulates small GTPases, which are important
signaling mechanisms in neurite formation. Again, Nf2 function
within neurons of the CNS has not been tackled so far. We now
investigated the expression and function of merlin in neurons of
the CNS, in particular in cerebellar PCs.

Materials and Methods

Experimental animals. All animals used in the present study were housed
under constant temperature and humidity conditions on a 12 h light/
dark cycle. Animals had access to food and water ad libifum. All mice
used for this study were handled in strict adherence to local governmen-
tal and institutional animal care regulations. L7En-2 transgenic mice
{Baader et al., 1998) were generated by breeding heterozygote L7En-2
mice with FVB/N wild-type (WT) animals (Janvier Elevage], thereby
keeping a pure FVB/N background. For experiments, pups of the same
litter were compared, regardless of their gender. The day of birth, occur-
ring on average on day 19 of pregnancy, was defined as P0. Animals older
than & weeks were classified as adult. Genotype characterization was
performed by PCR of tail biopsies (Baader et al., 1998 ). Each experiment
was performed with at least two (when using WT mice only) or two pairs
of (when using transgenic mice ) animals. For making primary cerebellar
cultures, C37BL/6 mice of both genders were used.

Immunohistochenustry. For immunohistochemistry, animals were
perfused transcardially using standard Ringer’s solution for mammals,
followed by 4% paraformaldehyde in PBS. After dissection, brains were
postfixed in the same fixative overnight at room temperature. Sections
were cut to 50 pm thickness on a vibratome (VT 1000 5; Leica). Sections
were heated in 10 mm Na-citrate buffer, pH 9, at 80°C for 30 min and,
after cooling, incubated in 2% nonfat dry milk for 30 min. Sections were
then treated with ¢.5% Triton X-100 for 30 min and incubated in 0.2%
gelatin and 2% goat serum diluted in PBS for at least 2 h. Afterward,
sections were submersed in the primary antibody solution overnight at
4°C. The following antibodies were used: anti-calbindinD-28k (rabbit
polyclonal, 1:4000; Swant), anti-myelin basic protein (MBP) (mouse
monoclonal, 1:500, clone MAB384; Millipore Bioscience Research Re-
agents), and anti-merlin (rabbit polyclonal antibody raised against a pep-
tide mapping at the C terminus of merlin of human origin, 1:50, clone
C-18; Santa Cruz Biotechnology). After vigorous washings, sections were
incubated with the secondary antibody solution (Alexa Fluor 488- and
Alexa Fluor 546-conjugated goat anti-mouse and anti-rabbit antibodies,
1:500 in PBS; Invitrogen ) at room temperature for 2 h. Finally, sections
were counterstained using Hoechst 34580 (1 pg/ml PES, 5 min), washed
for atleast | h, and embedded in Mowiol. Although calbindin and MBP
immunohistochemical stainings are well established (Bouslama-
Oueghlani et al., 2003; Jankowski et al., 2009, we checked for merlin-
specific staining using several procedures. First, omitting the primary
antibody revealed no signal; and second, incubating sections with a
merlin-specific peptide ( 10-fold excess) diminished the specific binding
to background levels (supplemental Fig. 1, available at www.jneurosci.
org as supplemental material). In addition, we fixed tissue in varying
concentrations of paraformaldehyde (2 and 4% ) and glutaraldehyde (0.2
and 0.5%), and we also used paraffin-embedded tissue. In all cases, the
staining pattern was comparable. Finally, we used small interfering RNA
(siIRNA) to specifically knockdown merlin expression in P19 cells and
showed that the postulated band for merlin was diminished in immuno-
blots {see Fig. 61).

DImmunoblotting. Immunoblotting was performed as described previ-
ously (Morrison et al,, 2001). The following primary antibodies were
used: anti-merlin (clone C-18, 1:500; see above), anti-actin (clone I-19,
1:1500; Santa Cruz Biotechnology), anti-glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) (clone C9848, 1:10,000; Sigma), and anti-
RhoA ( 1:500; Pierce Biotechnology).

Reverse-transcription PCR analysis. Total RNA was isolated from
mouse cerebella at the ages indicated in the text using the RNA-Solv
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extraction kit (Omega Bio-Tek). cDNAs were prepared from 1 pg of total
RNA using 200 U of RevertAid H Minus Moloney murine leukemia virus
reverse transcriptase (Fermentas) according to the instructions of the
manufacturer. PCR amplification was performed with TagDNA poly-
merase (Fermentas) for 35 cycles at 94°C for 1 min, 50°C for 1 min, and
72°C for 1 min. Oligonucleotides for amplifying exons 1-6 (73-1128 bp)
were 3'-AGG TCGCTG AGG TGG GGG TTG-3" iforward) and 5'-GGT
GCT CCG CAT ACC AAG CCG-3' (reverse). To synthesize exons 4—13,
the following primers were used: 3"-CGT CCG TGC TCT TGG CGT
CAT-3" and 5"-GGT GGG CTT GGT GGC GAT TTC-3" (952-1982).
Primer pair 3 (1832-2348; 5'-GCT GGA GGC TGA AGT GCT GGC-3'
and 5'-TGG CCGGGT CACCTG CTA GAG-3") amplified exons 12-17.

Affinity precipitation. For pulldowns of active Racl and Cdc42, a com-
mercial detection kit was used [ Active Racl/Cdecd2 Pull-Down and De-
tection kit; Pierce Biotechnology). The procedure was performed as
recommended by the manufacturer. Briefly, P19 cells were lysed in 23
mm Tris-HCI, pH 7.5, 150 mm NaCl, 5 mm MgCl,, 1% Nonidet P-40, and
5% glycerol. The supernatant was incubated with 20 pg of glutathione
S-transferase—human Pakl-p21-binding domain to specifically pull
down GTP-loaded Racl and Cdc42. Both the precipitates and total
lysates were resolved on a 10% SDS-PAGE gel, followed by Western
blotting using antibodies against Racl and Cdc42 (1:500; Pierce Biotech-
nology). Total lysates were used as loading controls. The pulldown assay
for overexpressing P19 cells was repeated three times, and that for
merlin-deficient cells was repeated twice.

Cell culture. P19 cells were purchased from American Type Culture
Collection (CRL-1825) and maintained in DMEM supplemented with
10% fetal 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) for 4 d. Subsequently, cells were replated
on dishes of cell culture grade in the absence of retinoic acid. Within 4-6
d, neuritogenesis was analyzed.

Immunocytochemistry of P19 cells. For immunocytochemistry, P19
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 1 min and incubated for 2 h in 1%t bovine serum
albumin. Subsequently, cells were incubated with the primary antibodies
at room temperature for 1 h. The following antibodies and solutions were
used: anti-merlin (clones A-19, C-18, and B-12, 1:50 each; Santa Cruz
Biotechnology ), anti-growth-associated protein { GAP-43) (clone H- 100,
1:400; Santa Cruz Biotechnology), anti-a-tubulin (clone TU-02, 1:50;
Santa Cruz Biotechnology), anti-microtubule-associated protein
(MAP-2) (clone AP-20, 1:200; Sigma}), and anti-phalleidin 594 (1:200;
Invitrogen). After extensive rinsing in PBS, cells were incubated with
secondary antibodies linked to Alexa Fluor-488 {anti-rabbit, 1:500; In-
vitrogen) and Alexa Fluor 546 (anti-mouse, 1:500; Invitrogen) for 1 h.
Afterward, cells were washed in PBS and counterstained with Hoechst
34580 (1:1000 in PBS) for 5 min. Finally, cells were mounted on cover
plates with a Mowiol-based mounting medium.

Transfection of P19 cells. Changes in merlin expression were achieved
by transfecting differentiating P19 cells with either a cytomegalovirus-
driven eukaryotic expression system or with sequence-specific siRNA
probes. Therefore, P19 cells were differentiated with retinoic acid as
described above and transfected 4 d later using Lipofectamine 2000 (In-
vitrogen) according to the protocol of the manufacturer. For overexpres-
sion of merlin, a pcDNA3-based N2 full-length sequence was used
(Morrison et al., 2001). Isoforms 1 and 2 were cloned into the same
vector. The backbone vector pcDNA3 was used in control experiments.
For inhibition of merlin expression, the following oligonucleotides were
used: si-nf2, 5"-UAC CGA GCU UCG ACA UUA UUG-3" scrambled
(scr)nf2, 3"-AAU CCG GUU GCA UAG UUC AUG-3" (Morrison et al.,
2007). Compensation of si-nf2 effects were achieved with a human Nf2
sequence. The medium was replaced 12 or 24 h after plasmid and siRNA
transfection, respectively. Afterward, P19 cells were cultured for an ad-
ditional 72— 84 h. The transfection efficiency averaged ~45-50%.

Primary dissociated cell cultures. Primary dissociated cerebellar cul-
tures were established from cerebellar tissue of 8-d-old pups of C37BL/6
mice as described ( Baader and Schilling, 1996). Similarly, forebrain cul-
tures were prepared according to the same protocol using newborn pups
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of C57BL/6 mice. Cells were grown at a density of 200,000 cellsfcm 2 in
defined Neurobasal medium (Invitrogen). After 3—4 d in vitro, cells were
transfected with Lipofectamine LTX (Invitrogen) and the following plas-
mid DMNAs. For overexpression of merlin, a flag-tagged version of the
full-length Ni2 sequence was used and compared with either cells trans-
fected with an empty vector or an enhanced green fluorescent protein
(EGFP)-driving construct of the same basic vector (pcDNA3Z.1). For
evaluation, only the EGFP-transfected cells were included, because there
was no difference between them and the empty vectors. For merlin
knockdown experiments, cells were transfected 1 d after plating with
Dharmatect 3 according to the instructions of the manufacturer { Dhar-
macon, Thermo Fisher Scientific). Using siGLO RNA, a transfection rate
of 73% could be obtained. Two days after transfection, cells were stained
for MAP-2 and analyzed as follows. For immunostaining, primary cul-
tures were fixed with 4% paraformaldehyde and double stained with
antibodies against the flag tag (clone M2, 1:500; Sigma) and/or MAP-2
(clone AP-20, 1:500; Sigma). The flag signal of merlin-overexpressing
cells turned out to be present in all MAP-2-positive processes of a
single neuron. The same was true for the cellular distribution of the
EGFP signal within neurons. We thus counted and measured only the
flag and EGFP-positive neurites because they were clearly distin-
guishable from untransfected cells. In siRNA-treated cultures, all
MAP-2-stained cells were evaluated. Details regarding the evaluation
are described below.

Micrascopy and image acquisition. Confocal images were obtained with
a Leica TCS SP5 laser scanning microscope ). Images were acquired with
2 40 objective (HCX Apo 40.0 % 0.75 dry; numerical aperture 0.75) at
a pinhole size of three airy discs and a resolution of 0.73 % 0.73 % 0.50
pm®. Images were taken from single optical planes (voxel size, 189 nm).
Epifluorescent images of dissociated neurons were obtained with a Leica
DMIREZ? microscope equipped with a Leica DFC350FX camera. All dig-
ital processing of the photomicrographs was performed using Adobe
Photoshop 6.0 (Adobe Systems). For all images, only linear adjustments
of the brightness and contrast were performed.

Quantification of the dendrite/soma and PClpyramidal cell ratios. To
measure and compare the signal intensity over cell somata and dendrites,
regions of interest were defined manually using the NIH Image] polygon
selection tool. For the soma, a region within the cell body was chosen
that encompassed parts of the cytoplasm and nucleus. Dendritic areas
contained parts of the molecular layer where dendrites could be
clearly identified. The “mean grayscale value” was taken as the read-
out. Ratios were obtained for the PC soma and the corresponding PC
dendrite and for the PC soma and somata within the cornu ammonis
(CA3) of the hippocampus.

Quantification of the neurite/cell and axon/cell ratios. Because dendrites
and axons cannot be clearly distinguished in vitro, we used immunocy-
tochemical stainings of P19 cells with either MAP-2-specific or GAP-43-
specific antibodies. MAP-2 is localized in all neurites in vitro, whereas
GAP-43 is mainly positioned within very narrow long processes resem-
bling an axonal appearance (Jacobson et al., 1986). P19 cell nuclei were
visualized by Hoechst 34580 counterstaining. For quantification, only
those P19 cells that had at most two neighboring cells were counted. This
way we were able to clearly distinguish cells without processes and those
with processes emanating from a particular cell. Within a given transfec-
tion experiment, we did not distinguish between merlin-positive and
merlin-negative cells but rather evaluated randomly chosen cell popula-
tions with the characteristics described. The neurite/cell ratio was defined
as the average number of MAP-2-positive processes per P19 cell that were
larger than twice the soma diameter. The same rule applied to the axon/
cell ratio analyzing only GAP-43-stained fibers.

Quantification of neurite length. The lengths of neuron-like processes
of retineic acid-treated P19 cells were measured in differentiated and
transfected P19 cells 4 d after transfection. Using the NIH Image] plugin
MNeuron ], neurites that were longer than a cell nucleus were traced and
scaled in micrometers. In primary cultures, only those processes were
evaluated that could be clearly distinguished from processes of neighbor-
ing cells. The average length of neurites was calculated from =200 {pri-
mary cell cultures) or 1000 (P19 cell cultures) processes that were
measured in each experimental condition.
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Figure 1. Merlin expression in neurons of the developing murine CNS. Immunohistochem-
ical stainings of cerabella obtained from 3-d-old mice revealed medinexpression in the PClayer
{PCL) throughout the mstrocaudal axis of the cerebellar cortex (arrowhead in ). Lobules are
marked by roman numerals. A higher magnification (B) also revealed expression within cells
and fibers of the extzmal granule cell layer (EGL), the internal granule cell layer (1GL), and the
white matter (WM). As in the cerebellar cortex, merlin was also expressed in neurons of the
Ammon’s horn (CA), in particular the CA3 region (C, D), and less significantly in the dentate
ayrs (D) of the hippocampus (C). Tissue was taken from 15-d-old pups. The cortical amyg-
dalar area also showed prominent expression of merlin (PY; £, F). The arrowheads in D and F
point out neurons with distinctly visible nuclei. Scale bars: 4, €, £, 200 m; B, D, F, 50 pem.

Statistical evaluation. For all quantitative analyses, we compared two
independent groups of experiments. To demonstrate their comparable
distribution, we performed Levene’s test for equal variances and the
Student’s ¢ test using SPS5 software (Statistical Package for the Social
Sciences). All values given in the text are means and SEs.

Results

Merlin expression in neurons of the murine CN§

Although merlin has been found previously to be expressed in the
peripheral nervous system and shown to regulate cell growth and
proliferation, merlin expression in the developing and adult CNS
has been less well investigated. Because merlin expression has
been described to be regulated in cerebellar tissue after overex-
pressing the segment polarity and autism-associated gene En-2
(Holst et al., 2008), we performed for the first time a detailed
analysis of merlin expression in the CNS, in particular in the
cerebellar cortex. Throughout development, merlin was clearly
attributed to the gray matter and nuclear regions of the CNS in
which high numbers of neurons can be found (Fig. 1). In partic-
ular, merlin was found in the PC layer, the external and internal
granule cell layers of the cerebellar cortex and the deep cerebellar
nuclei starting at P3 (Fig. 1A, B). Merlin was also expressed in the
cornu ammonis (Fig. 1C,D), the cortical amygdalar area (Fig.
1E,F),and toalesser extent in the dentate gyrus of the hippocampus
and the cortical layers of the neocortex. This distribution was con-
sistent with stainings achieved by in situ hybridization and im-
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Figure 2.

Merlin expression in the murine cerebellar cortex. Double immunostainings
revealed overlapping staining patterns of merlin (A, €, E) with calbindin-positive (B) and
MAP-2-pasitive (D) neurons but not with GFAP-pasitive Bergmann glia cells (F). Arrow-
heads point to P(s. Scale bars, 20 pm. EGL, External granule cell layer; IGL, internal
granule cell layer.

munchistochemistry on paraffin and vibratome sections (data
not shown). Merlin expression clearly colocalized with the ex-
pression of the neurenal markers MAP-2 and calbindin (Fig.
2A-D)), but it showed no similarity in the distribution pattern
when using the reactive and radial glial marker glial fibrillary
acidic protein (GFAP) (Fig. 2E, F). Merlin was thus clearly visible
in Purkinje neurons and granule cells, but it was absent from
Bergmann glia.

Developmental expression of merlin and its isoforms in the
cerebellar cortex

Because merlin was highly expressed in cerebellar PCs, we inves-
tigated next merlin expression during cerebellar development to
compare its expression profile with distinct steps of neuronal
maturation. PCs are suitable for this purpose because their mat-
uration mainly occurs postnatally. As shown in Figure 3, merlin
was expressed in PCs throughout postnatal cerebellar develop-
ment. [nterestingly, merlin was clearly localized in somata and
dendrites during the first and second postnatal weeks (Fig. 34),
and it was present in PC axons although to a lower extent (Fig.
3A,B, arrows). After P9, high levels of merlin were now detected
in fibers of the internal granule cell layer and around the PC layer,
whereas merlin staining in somata and dendrites diminished
(Fig. 3C,D). The localization of these fibers and the fact that they
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Figure 3.  Developmental expression of merlin and merlin isoforms in the murine cerebellar

cortex. Immunohistochemical stainings with a merlin-specific antibody revealed that merin
was clearly localized to the somata (amowheads) and dendrites [molecular layer (MLI] of PCs of
5-d-old (P5) and 9-d-old (P9) pups (4, B, respactively). AtP15(C) and in adult mice (D), merlin
staining in soma and dendrites was more diffuse and appeared diminished but could promi-
nently be seen in fiber tracts within the granule celllayer and the white matter (amows). Scale
bars: A, B, 20 pm; €, D, 50 g, As in histochemical stainings, Westem blotting revealed high
levels of merlin expression in newborn mice up to P9 and a drop by half at P9, P15, and adult
(Ad) stages (F). Actin was used as a loading control. Merlin appeared as a double band in
immunoblotting. The upper band could be diminished by phosphatase treatment [calf
intestine phosphatase ( +CIP)] demonstrating different phosphorylation states of merlin
(F). Please note that, for demonstrating the different phosphorylation states, the bands
were resolved maximally in the CIP-treated samples but was only resolved poorly in the
developmental blot because the actin band should be visualized on the same gel. To
investigate the exprassion of Nf2 isoforms, PCR analysis was performed using three pairs
of primers. The positioning of the primers can be seen in the exon—intron scheme shown
in G (numbers depict exons). These primers revealed a major PCR product for exons 1-6
and 4 =13 and a double band when amplifying exons 12-17 (H ). These two latter bands
result from hopping exon 16, which contains a stop coden (F; exon 12-17; isoform 1, top
band; isoform 2, bottomn band). The relative quantity of splice variants remained unal-
tered during development.

could be double stained with MBP and calbindin revealed that
these fibers were PC axons and their myelin sheets. The overall
staining intensity after P9 appeared reduced. This developmental
expression profile was reproduced by immunoblotting, which
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Figure4,  Merlin expression in P(s deficientin dendritogenasis. Inmunoblotting revealed that merlinexpression was increased
inLTEn-2transqenic mice tg) comparedwith wild-type littermates (wt) at P9 (). Immunostaining of cerebellar tissue of the same
age showed intense staining within the Purkinje cell somata (amowheads), dendrites [molecular layer (ML]], and initial axon
segments (armows) of wild-type (8] and transgenic L7En-2 (€) mice. Measurements of the staining intensity in dendrites revealed
asiqnificantincrease in the intensity ratios (dendrites to somata) of L7En-2 PG (for more data, see Results). Asshown previously,
the molecular layer was smaller in L7En-2 compared with wild-type cerabella, resembling its reduced dendritogenesis. Scale bar:
B, €, 20 pm.
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Figure 5.
expression in differentiated P19 cells by PCR (). Expression of merlin was also shown by immuneblotting (8). Whereas merlin
expression increased up to 8 d after plating of retinoic acid-treated cells, actin expression remained unchanged. Concomitantly
with merlin expression, RhoA expression increasad,

Expression of merlin in transfected P19 cells. The same primer pairs used for Figure 4 were used to analyze N2

showed merlin expression throughout postnatal cerebellar devel-
opment with the highest levels at approximately PO and a de-
crease by half at P9 and thereafter (Fig. 3E). When performing
immunaoblots, it was apparent that merlin always appeared as a
double band that has been suggested previously to be caused by
ditferent phosphorylation states (Jin et al., 2006). This could in-
deed be shown with treatment of cerebellar extracts with calf
intestine phosphatase, which eliminated the higher migrating
merlin band only (Fig. 3F). Thus, the upper merlin band was a
phosphorylated form of merlin, and the lower band was a hypo-
phosphorylated form of merlin. A comparisen of the phosphor-
ylated and hypophosphorylated versions of merlin showed that
both versions were equally abundant early postnatally. However,
the hypophosphorylated form of merlin was scarce in adult cer-
ebella (Fig. 3E).

Merlin appears as two major isoforms that are generated by
alternative splicing. This splicing event eliminates exon 16, which
contains a 45 nt sequence, including a stop codoen (isoform 1)
(Gutmann et al., 1995). Reports have suggested that isoforms 1
and 2 differ in their ability to suppress cellular growth, in which
isoform 1 is thought to contain the tumor suppressor activity
(Sherman et al., 1997). Others have revealed that merlin isoforms
1 and 2 bind actin filaments differentially and have shown that
intramolecular interactions in isoform 1 hinder its ability to bind
actin (James et al., 2001). Additional studies have also indicated
that isoform 2 and not isoform 1 binds along actin filament
lengths, affecting actin filament dynamics by slowing filament
disassembly (James et al., 2001).
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To examine whether both iseforms are
present in cerebellar tissue, we analyzed
the relative expression levels of Nf2 splice
variants in cerebellar tissue at different
time points of postnatal development
(Fig. 3G,H). As shown previously for dif-
ferent tissue and tumor types (Bianchi et
al., 1994; Gutmann et al., 1995), we also
observed two bands in native cerebellar
tissue when amplifying exons 12-17 by
PCR. These bands differed by 45 bp and
represented the two splice variants as
proven by DNA sequencing. Notably, the
relative expression level of isoforms 1 and 2
was comparable throughout postnatal de-
velopment. Furthermore, using a semi-
quantitative PCR technique, it was apparent
that, at PO, the band intensity representing
the first six exons was relatively high, al-
though it decreased during later stages. This
was contrary to the other primer pairs used.
Subsequent sequencing of the exons 1-6
band revealed at least two splice variants
bearing sequence similarity within the first
three but not the following exons, suggest-
ing the existence of other so far unknown
merlin splice variants in the early period of
cerebellar development.

Merlin expression in a cerebellar
mutant deficient in PC dendritogenesis
We found that merlin was not only ex-
pressed in cerebellar neurons, but it was
present in two phosphorylation states and
isoforms that have been shown previously

to regulate merlin activity. In addition, merlin has been suggested
to be differentially expressed in L7En-2 mice, which are deficient
in PC dendritogenesis (Baader et al., 1998; Jankowski et al., 2004;
Holst et al., 2008). This implies an involvement of merlin in
process outgrowth. To show a correlation between PC dendrito-
genesis and merlin expression, we investigated the expression of
merlin in transgenic L7En-2 mice. Immunoblotting experiments
revealed that the expression level of merlin was increased at P9
(Fig. 4 A), reflecting the results obtained by array analysis (Holst
etal., 2008). As for the WT animals, the ratio between hypophos-
phorylated and hyperphosphorylated merlin was equal in L7En-2
mice at P9. To allocate differences in merlin expression to distinct
cellular compartments, immunochistochemical stainings were
evaluated by measuring the fluorescent intensities over the soma
and dendritic compartments of PCs and calculating the dendrite/
soma ratio. This dendrite/soma ratio was significantly higher in
L7En-2 PCs (1.56 = 0.17) compared with WT PCs (1.03 £ 0.01;
n = = 98; p < 0.01 according to Student’s i test; measurements
were done at P5) (the same result could be obtained from P9
animals as shown in Fig. 4B,C). In addition, the ratios of inten-
sities measured in PC somata and hippocampal neurons were
also significantly higher in L7En-2 cerebella (1.53 * 0.02) com-
pared with WT tissue (1.17 + 0.02; 1 = = 61; p << 0.01, Student’s
t test), showing that changes in staining intensities were not at-
tributable to technical reasons. Comparing the absolute staining
intensity of hippocampal neurons of WT and L7En-2 mice in-
stead revealed no difference. Hence, merlin expression in den-
drites was inversely related to PC dendritogenesis.



10182 - 1. Neurosci,, July 28, 2010 « 30(30):10177-10186

Merlin expression in differentiating
P19 cells

The localization of merlin to the dendritic
and axonal neuronal compartment and
the regulation of merlin in dendritoge-
nesis-deficient PCs prompted us to inves-
tigate the effects of merlin misexpression
on neurite outgrowth in the cell line P19.
Murine embryonic carcinoma P19 cells
containing the pluripotency of malignant
teratocarcinomas are known for their
ability to differentiate into neurcnal cells
during retinoic acid treatment and cellu-
lar aggregation (Jones-Villeneuve et al.,
1982). These retinolc acid-treated cells
have been used frequently to study the
events determining cellular differentia-
tion (de Grootetal., 1990; Weietal., 2002;
da Silva etal., 2007 ). We first showed that
merlin was indeed expressed in this cell
line when differentiated into a neuronal
phenotype (Fig. 5A). As expected from the
PCR results, merlin was also detected in
P19 cells by immunoblotting; although
sparsely found in differentiating cells within
the first 3 d of neuritogenesis, a distinct in-
crease in expression was observed at day 4
(Fig. 5B). At this time point, P19 cells al-
ready showed large processes emanating
from the cell soma. RhoA, a member of the
Rho GTPase family and a proposed inhibi-
tor of neurite extension (da Silva and Dotti,
2002), showed a similar expression profile.
Merlin could also be detected in differenti-
ated P19 cells by immunocytochemistry
(supplemental Fig. 2, available at www.
jneurosciorg as supplemental material).
Apart from its localization beneath the cell
plasma membrane, it mainly appeared in
granular structures, notably in the perinu-
clear region, shown previously in undiffer-
entiated schwannoma cells and normal
astrocytes only (Stemmer-Rachamimov et
al., 1997, Obremski et al., 1998).

Merlin expression affects neurite
formation in differentiating P19 cells
and dissociated cerebellar cultures
Because merlin was localized within neu-
rites and was expressed during neurite
outgrowth, we investigated next whether
overexpression and suppression of merlin
would affect neurite outgrowth. After trans-
fecting differentiating P19 cells with either
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Figure 6.  Process formation in merlin-overexpressing and -deficient P19 cells. P19 cells were treated with retinoic acid and
transfected with the N2 coding sequence (nf2), the coding sequences for the isoforms 1 (iso1) and 2 (iso2), and a control vector
(ertl) 4 d after retinoic acid treatment. Cells were analyzed 72— 84 h after transfection. P19 cells revealed processes that were
stained for MAP-2 (4] and GAP-43 (B; scale bar, 25 ,um). P19 cells displayed a differentiated phenotype characterized by processes
that were hoth GAP-43 and MAP-2 positive (resembling axons, arrows) or only MAP-2 pesitive (dendritic-like structures, armow-
heads). Counting the number of MAP-2-positive and GAP-43-positive neurites per cell revealed a highly significant decrease in
process formation by merlin overexpression (C) (**p < 0.001; n = 1700). Transfecting an Nf2-specific siRNA probe (si nf2) into
P19 cells reduced the amount of merlin protein producedin P19 cells compared with transfecting a scrambled RNA probe (scrnf2).
This reductioncould be reversed by cotransfacting human N2 (nf2h) into P19 cells, which is shown by Westem blotting (D). Process
formationwas increased after transfaction of si-nf2 compared with scr-nf2 (E) (**p << 0.001; n == 600). This siRNA effect could be
reversad by cotransfacting human N&2 (nf2h; F) (**p < 0.001; » = 240). Transfecting isoforms 1 and 2 into P19 cells equally
increased the amount of merlin protein produced in P19 cells as shown by Western blotting (G). Both isoforms 1 and 2 reduced
neurite outgrowth (#) (**p << 0.001;n = 700]. In addition to the amountof neurite percell, the length of MAP-2-positive neurites
was decreased in isoform 1- and 2-treated P19 cells (1) (**p << 0.01; n = 1000). Asterisks mark highly significant differences as
obtained by Student’s ¢ test,

merlin or an siRNA against merlin, we quantified the average num-
ber of processes emanating from a single soma (Caceres and Kosik,
1990). Additionally, we distinguished GAP-43-positive neurites
from MAP-2-positive neurites taking into account that fn vitre axons
and dendrites express MAP-2, whereas only axons express GAP-43
(Jacobson et al, 1986; Przyborski and Cambray-Deakin, 1994).
GAP-43 immunocytochemistry revealed at most one distinct GAP-
43-positive fiber emanating from a single cell soma (Fig. 6 B). MAP-
2-positive fibers, however, were present at higher numbers (Fig. 6 A),

demonstrating that differentiated P19 cells display a highly polarized
phenotype in culture. To reveal differences in the activity of merlin
ondendrite and axon formation, we evaluated the neurite (MAP-2)/
cell ratio and the axon (GAP-43)/cell ratio.

Overexpression of merlin in retinoic acid-treated P19 cells
decreased the neurite/cell ratio by 36% compared with P19 cells
transtected with an empty vector (Fig. 6C). Similarly, merlin
overexpression during neuronal differentiation caused a signifi-
cant decline in the axon/cell ratio by 41% (0.17 in control cells,
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by Student's £ test (**p < 0.007;0 = 70).

0.10 in merlin-overexpressing cells; p < 0.001, n = 2000 cells).
When we used Nf2-specific siRNA, we specifically could block
endogenous merlin expression in P19 cells (Fig. 6 D). Blocking of
merlin expression by Nf2-specific siRNA increased the neurite/
cell ratio to 0.62 neurites per cell (Fig. 6 E). In contrast, the ex-
pression of an scrRNA led to a neurite/cell ratio of 0.34 (Student’s
¢ test, p << 0.001; n = 600). Again, the axon/cell ratio increased
from 0.16 in the vector control group to 0.42 in cells with blocked
merlin expression (Student’s ¢ test, p < 0.001; n = 600). To test
for off-target effects of the siRNA used, we cotransfected P19 cells
with murine NfZ-specific siRNA and a plasmid expressing the
human merlin sequence (Nf2h). Overexpression of merlin pro-
tein (human) rescued the (mouse) siRNA-dependent effect on
protein expression (Fig. 6 D) and its effect on neurite outgrowth
(Fig. 6F). Thus, merlin expression in P19 cells inhibited neurite
outgrowth during neuronal differentiation.

[soforms 1 and 2 were both expressed within the cerebellar cor-
tex, and, because it has been suggested that they are functionally
different, we investigated whether isoforms 1 and 2 were both able to
inhibit neurite outgrowth. Transfecting the two isoforms in P19 cells
revealed a prominent equal increase in merlin expression (Fig. 6G).
Both iseforms induced a significant decrease in the outgrowth of
neuron-like processes, with a tendency for isoform 2 to be slightly
more potent than isoform 1 (Fig. 6 H). This was also true for the
neurite/cell ratio and the axon/cell ratio (neurite/cell ratio: isoform
1, 0.29; isoform 2, 0.20; Student’s ¢ test, p << 0.001; axon/cell ratio:
isoform 1, 0.15; isoform 2, 0.11; p = 0.006, n = 700). As for the
number of process-bearing cells, the length of neurites significantly

scr si-nf2
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decreased in Nf2-transfected cells by 19%
(isoform 1) and 30% (isoform 2) (Fig. 61)
(Student’s rtest, p < 0.01; 1 = 1000).

To prove the relevance of the activity of
merlin on neurite formation, we prepared
dissociated primary cultures of cerebellar
and forebrain tissue. We compared neurite
formation of control-treated primary neu-
ronal cultures expressing low levels of en-
dogenous merlin with cultures that were
transfected with a flag-tagged version of
merlin (Fig. 74). We counted the number
of MAP-2-positive neurites per cell and
measured the mean neurite length of these
processes. Dissociated cerebellar cells
overexpressing merlin showed a highly
significant reduction in both the number

of neurites per cell (control, 6.19 + 0.23;

merlin 122,18 = 0.15; p < 0.01, Student’s test)

and in the length of cellular neurites (con-

actin

Process farmatien in merin-overexpressing and merin-deficient dissociated primary neurons of the murine cerebellum.
Cuttures of cerebellar tissue () were transfected with the N2 coding sequence tagged with flag (nf2-flag), the nf2-specific siENA (si-nf2),
or the appropriate control nuclaic acids [a control vector driving EGFP expression (artl) and an unspecific RNA sequence (sar)]. Cultures were
stained forflag (nf2-flag) or MAP-2 (crtl, scr, si-nf2). Cellsin A clearlyshow a reduction inneurite formation when meslin wias overexpressed.
Scale bar, 50 em. Bar charts are given in Bfor the evaluation of the neurite/cell ratio and in € for measurements of the neurite length
(mean = SEM) after merlin overexpression and repression. Asterisks mark highly significant differences to control conditions a o btained
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trol, 61 * 3 pm; nf2, 20 = 1 pm; p < 0.01,
Student’s t test) compared with control
cells (Fig. 7B,C). A similar reduction of
neurite/cell ratio and neurite length was
also observed in cultured forebrain neu-
ron after merlin overexpression (neurite/
cell ratio: control, 6.00 = 0.29; nf2, 2.28 =
0.24; neurite length: control, 58 * 4 um;
nf2, 25 + 2 pm). When merlin expression
was reduced by transfecting nf2-specific
siRNAs into cerebellar cells, the neurite/
cell ratio and the neurite length increased
significantly (neurites per cell: scr, 5.83 =
0.21; si-nf2, 8.15 £ 0.30; neurite length:
scr, 58 & 2 s si-nt2, 79 £ 3 pm) (Fig.
7B,C). These results taken together indicate that merlin reduces
neuritogenesis in neuron-like cell lines as well as in dissociated
neuronal cultures.

Merlin phosphorylation is important for its effect on

neurite outgrowth

To experimentally address the issue of whether the phosphorylation
status of serine 518 of merlin is important for neurite outgrowth as it
is for growth regulation, we transfected a constitutively active ver-
sion of merlin into P19 cells (merlin 518A, in which serine was re-
placed by alanine, preventing phosphorylation of merlin) and a
version mimicking phosphorylation by replacing serine with aspar-
tate (merlin 518D). Although both versions were equally overex-
pressed in P19 cells (Fig. 84, NF2 blot), only the 518D version
showed an intensive staining with a phosphorylation-specific anti-
bady, suggesting that the 518D version indeed mimics a phosphor-
ylated conformation (Fig. 8B, P-NF2). Measuring the neurite/cell
ratio, only the active version of merlin (518A) showed a significant
decrease in neurite outgrowth, whereas the phosphorylation-
mimicking version showed no difference to a control experiment
(Fig. 8C). These results indicate that merlin activity regarding inhi-
bition of neurite cutgrowth is clearly dependent on dephosphoryla-
tion of serine 518 in differentiated P19 cells.

Merlin interferes with the Rac signaling pathway

Merlin interferes with several signaling pathways, among which
the Rac and Cdc42 pathways have been well described (Shaw et
al., 2001; Morrison et al., 2007). We tested whether overexpres-
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sion of merlin would interfere with the
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c et
activation of either Rac and/or Cdc42. Us- T @ nf2 518D
ing affinity precipitations, merlin overex- 0.4 - B ni2 518A
pression reduced the amount of activated !
Rac by 53%, whereas totalamounts of Rac J .
and actin were unchanged in P19 cells [ra- o
tio of Rac/GTP in nf2-overexpressing vs = 0.2 1
control cells: 0.47 = 0.06 (mean * SD; '
n = 3) after densitometric evaluation of i
Western blots] (Fig. 8D). When merlin P-NF2
expression was diminished by transfecting i 0,0 -
nf2-specific siRNA into P19 cells, the ratio actin neurite-cell  axon-cell
of Rac/GTPpp 4 versus Rac/GTP, g, was ratio ratio
increased (3.0 £ 0.6, mean + SD; v = 2) D E 1% o F
(Fig. 8E). In contrast, the amount of acti- r}@ ._5':‘“ & §
vated Cdc42 was unchanged in merlin- ' A g =
overexpressing cells (Fig. 8 F). We can thus ‘merlin = — merin = |merlin
conclude that Rac, but not Cdc42, is likely a . ; i
member of the signaling machinery of mer- - - actn | acin P =cin
lin in neurite outgrowth. - = Rgc - W= |Rac == == Cdc42
Discussion - Rac-GTP |~ -~ == Rac-GTP |&= == |Cdc42-GTP

Merlin was originally identified as a tumor
suppressor and as such has been primarily
analyzed within the context of proliferation
and malignant transformation through
regulation of small GTPases (McClatchey
and Giovannini, 2005; Morrison et al.,
2007). Observations in schwannomas
have pointed out an effect of merlin on
cell morphology in which merlin levels
have been associated with cell sprouting,
motility, and membrane ruffling (Pelton etal., 1998; Gutmann et
al., 1999). We can now provide evidence that merlin plays a role
in controlling the neuronal wiring in the developing CNS. Al-
though Yamauchi et al. (2008) observed that merlin facilitated
neurite outgrowth in neuroblastoma cells, we report here that
merlin acts to negatively regulate neuritogenesis in terminally
differentiated neurons. We document the developmental corre-
lation of merlin expression and dendritogenesis in wild-type
mice and in a mutant that exhibits a specific disruption of PC
dendrite formation. Furthermore, we provide evidence for a di-
rect effect of merlin on neuritogenesis in P19 cells, and we dem-
onstrate that merlin also inhibits neurite outgrowth in primary
dissociated cultures. We can further clarify that this effect is de-
pendent on merlin phosphorylation status and that merlin can
inhibit the activity of the small GTPase Rac, a signaling pathway
known to function in regulating dendritic morphogenesis. The
developmentally regulated phosphorylation of merlin in vivo
suggests that this regulatory mechanism is also active in sitie.

Figure 8.

Merlin affects cell morphology

The developmentally regulated expression of merlin protein doc-
umented here is consistent with previous reports describing ex-
pression of its mRNA (Claudio et al., 1995; Gutmann et al., 1995;
den Bakker et al.,, 1999). Our data extend these previous studies
by also documenting a developmentally regulated redistribution
of merlin within differentiating neurons, in particular PCs. Early
postnatally, somata, dendrites, and, to some extent, PC axons
were shown to be merlin immunopositive. During this period of
differentiation, PCs retract a complex network of radially ori-
ented primary processes and form a single stem dendrite. Within
the early second postnatal week, dendritic and somatic expres-
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Signaling mechanisms invalved in effect of merlin on neurite outgrowth. Transfection of retinoic acid-treated P19
cells with merlin mutated at serine 518 to either aspartate (S18D) or alanine {S18A] revealed high levels of merlin in protein
extracts (Western blot, 4). A phosphorylation-specific antibody only revealed anincrease in 5180 transfected cells, consistent with
an overexpression of a phosphorylation-mimicking mutant. In contrast to the 5180 version, overexpression of the 5184 mutant
caused a highly significant decrease an neurite formation in P19 cells (**p << .01; n = 700; Student's r test). Using a pulldown
assay, activated Rac (Rac—GTP) was diminishad in merlin-overexpressing P19 cells (D), whereas total amounts of Rac and actin
were comparable in merlin-transfected and empty-vector-transfected cells (crtl). When decreasing the amount of merlin in P19
cells by siRNA transfection, the Rac—GTP level was increased (F). In contrast to the Rac pulldown assay, the amount of activated
(ded2 (Cdcd 2-GTP) was not changed in merlin-overexpressing P19 cells (iso1) compared with control cells (ertl; F).

sion declined. This coincides with an extensive branching activity
of dendrites that, at this time, grow radially toward the pial sur-
face (Sotelo and Dusart, 2009). Merlin was highly expressed dur-
ing a phase of PC differentiation in which PC primary dendrites
regress before terminal dendrites form, suggesting a negative ef-
fect of merlin on dendrite formation. A suppressive role of merlin
in dendritogenesis is further supported by our observation that
PCs of L7En-2 transgenic animals, which show a well character-
ized delay of dendritogenesis (Jankowski et al., 2004}, expressed
elevated levels of merlin during the critical period of delayed
dendrite formation. These in vivo observations indicate that mer-
lin expression profoundly represses neurite outgrowth in neuro-
nally differentiated P19 cells and neurons of primary dissociated
cultures. Because various types of neurons in cerebellar and fore-
brain cultures were found to behave in the same way, merlin may
regulate neurite growth ubiquitously within the CNS.

We compared the neuritogenic effects of merlin isoforms 1
and 2, which have been described to differ in their C terminus and
their capability to form intramolecular bridges (Gonzalez- Agosti
et al., 1999). Both isoforms repressed neurite formation compa-
rably, suggesting that the signaling mechanism controlling neu-
rite outgrowth is independent of merlin self-association. In
contrast, the influence of merlin on neuritogenesis in vitro was
critically regulated by the phosphorylation status of merlin,
which was originally observed for the effect of merlin on glia cell
proliferation and tumor suppression (Jin et al., 2006). A molec-
ular variant engineered to lack the critical phosphorylation site
(serine 518 to alanine) was highly effective in suppressing neuri-
togenesis, whereas a variant with a negatively charged substitu-
tion at position 518 (serine to aspartate ), mimicking permanent
phosphorylation, was not active. The observation that the phos-
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phorylation of merlin is developmentally regulated in the intact
brain provides a first indication that this mechanism is actually
active in situ.

Regulation of the level of merlin and regulation of its phos-
phorylation are in fact two attractive novel molecular targets to
fine-tune dendritogenesis. Merlin is known to bind the actin and
microtubule cytoskeleton and to do so in a phesphorylation-
dependent manner (Shaw et al., 2001; Muranen et al., 2007).
Studies on merlin—actin interactions have indicated that merlin
prevents filamentous actin disassembly (James et al., 2001). Be-
cause active and dynamic actin turnover has been associated with
neurite extension (Bradke and Dotti, 1999), actin stabilization
through lateral association is consistent with, and may be mech-
anistically related to, the inhibition of neurite outgrowth by mer-
lin. Moreover, critical regulators upstream of the dynamic actin
cytoskeleton are the Rho family of small GTPases. In maturing
neurens, the small GTPase Rac is already known to be required
for dendrite formation and maintenance. Our observation that
merlin negatively regulated Rac activity indicates that merlin may
restrict neurite outgrowth during controlled PC dendrite regres-
sion by inhibiting Rac activity.

Although merlin ebviously interacts with and controls the
cytoskeleton, it also integrates signals from growth factors and
adhesion molecules localized at the plasma membrane (Morrison
etal., 2001; McClatchey and Fehon, 2009). Many growth factors
and adhesion molecules transmit their effect by phosphorylating
intracellular mediators. Merlin is expressed in a primarily active,
hypophesphorylated form during the initial phase of PC dendri-
togenesis, when immature process formation is suppressed
(Sotelo and Dusart, 2009). In contrast, later in development,
merlin is hyperphosphorylated and inactive when dendrite ar-
borization takes place. The phosphorylation state of merlin and
consequent activity concerning proliferation control is known to
be regulated by, for example, the kinase PAK2 (Kissil et al., 2002)
and myosin phosphatase (MYPT-1-PP18) (Jinetal., 2006). Both
PAK2 and MYPT-1-PP18 are expressed in cerebellar PCs {Allen
Brain Library, Seattle, WA) (our unpublished observations)
(Lontay et al., 2004). Our present data suggest a scenario in which
merlin could function as a context-dependent signal integrator
thatlinks a cell-intrinsic genetic program for developmental neu-
ritogenesis to environmental signaling. Such a control of process
formation is a sine qua non for the building of proper neuronal
circuits.

Potential clinical implications

Taking all of our observations together, we postulate that the
tumor suppressor protein merlin has a regulatory function in
neurite formation. As shown for cerebellar PCs, merlin plays a
restrictive role in developing and mature neuronal processes and
thus counteracts the many known positive regulators of dendrite
formation (Jan and Jan, 2003). In addition, by mediating positive
and negative signals on dendritogenesis via its phosphorylation
status, merlin mayalso support the stability of already established
neurenal processes or even spines and thus impact synaptic com-
munication within the CNS. Synaptic strength again is closely
assoclated with the normal function of the CNS and peripheral
nervous system, and alterations in synaptic communication are
supposed to cause psychiatric pathologies and learning deficits.
Furthermore, clinical findings suggest that merlin provokes ax-
onopathy in NF2 patients lacking normal expression, indicating
functions beyond Schwann cell growth control in the CNS (Hagel
etal., 2002). It is interesting to note that recently Exn-2 mutations
have beenlinked to the autistic spectrum disorder (Gharani etal.,
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2004; Benayed et al., 2005). As shown here, En-2 affects merlin
expression, and Nf2 mutations have again been linked to autism
(Wassink et al., 2004). Furthermore, autistic patients frequently
show a reduced PC size, which is caused by a reduced elaboration
of the dendritic tree (Fatemi et al., 2002). This abservation di-
rectly links the function of merlin in establishing a functional
neuronal network to a psychiatric disorder of increasing preva-
lence and socioeconomic importance.
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5. Diskussion

Das Protein Merlin wurde ursprunglich als Tumorsuppressor in verschiedenen
Gliazelltypen identifiziert und primér in diesem Kontext analysiert. Uberdies zeigen
Studien an Schwannoma-Zelllinien, dass Merlin entscheidenden Einfluss auf die
Morphologie von Zellen ausuben kann und Vorgange wie Zellmotilitat sowie
Membrangestaltung steuert (Gutmann et al., 1999; Pelton et al., 1998).

Yamauchi et al. (2008) postulierten erstmals, dass Merlin in kultivierten
Neuroblastomzellen, entarteten Neuralleistenzellen, einen Einfluss auf das
Auswachsen von neuronalen Fortsatzen hat, zeigten jedoch, dass Merlin einen
aktivierenden Einfluss ausubt. Die hier beschriebenen Experimente legen
demgegenuber dar, dass Merlin in terminal differenzierten Nervenzellen des ZNS
einen negativen Einfluss auf die Neuritogenese ausubt. Es konnte gezeigt werden,
dass Merlin entwicklungsabhangig exprimiert wird, und diese Expression mit der
Dendritogenese von Purkinje-Zellen in Wildtyp-Mausen einhergeht. Diese Korrelation
bestatigte sich in einer Mausmutante, die bei erhdhter Merlin-Expression spezifische
Entwicklungsstorungen des Dendritenbaumes von Purkinje-Zellen  zeigte.
Entsprechend dieser Korrelation konnte demonstriert werden, dass Merlin das
Neuritenwachstum in kultivierten Nervenzellen hemmt, und die Hemmung der
Merlinexpression das Faserwachstum fordert. Die mit Merlin assoziierten
Signalmolekule spielen interessanterweise ebenfalls eine entscheidende Rolle beim
Fortsatzwachstum.

Die entwicklungsabhangige Regulierung der Merlinexpression auf mRNA-Ebene, die
in der vorliegenden Arbeit beschrieben wird, ist konsistent mit fruheren
Untersuchungen anderer Gruppen (Gutmann et al., 1995; Claudio et al., 1995; den
Bakker et al., 1999). Unsere Daten erweitern diese Analyse jedoch auf die
Proteinebene Merlins in ZNS-Nervenzellen, speziell in Purkinje-Zellen des Kleinhirns.
Frih postnatal kann Merlin mittels Immunhistochemie im Zellkérper, Dendriten und
einigen Axonen von Purkinje-Zellen gefunden werden. In dieser Phase der
Differenzierung ziehen Purkinje-Zellen ein komplexes Netzwerk aus radial

orientierten Primarfortsatzen zurick und bilden einen Stammdendriten. Innerhalb der
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nachsten, zweiten Postnatalwoche sinkt die Merlinproteinmenge in Purkinje-Zellen
dramatisch. Zeitgleich findet eine exzessive Verzweigung des Dendritenbaumes
statt, der radial in Richtung Piaoberflache auswachst (Sotelo and Dusart, 2009). Die
Hypothese eines inhibierenden Effektes von Merlin auf das Auswachsen von
Dendriten wird aul3erdem durch die Beobachtung gestutzt, dass Purkinje-Zellen der
transgenen Mauslinie L7En-2, die verkleinerte Dendriten aufweisen, erhohte
Merlinexpression in der fur das Dendritenwachstum kritischen Phase aufweisen.
Diese in vivo Daten, zusammen mit den Ergebnissen der Zellkulturversuche an P19-
Zellen und primaren Neuronen aus Klein- und Vorderhirn, deuten daraufhin, dass
Merlin in verschiedenen Neuronenpopulationen das Auswachsen von Neuriten

wahrend der Hirnentwicklung reguliert.

Interessanterweise zeigen unsere in vitro Experimente, dass Merlin nicht nur das
Auswachsen von Dendriten, sondern auch das von Axonen hinsichtlich ihrer Zahl
und Lange in limitierender Weise beeinflusst. Sperfeld und Kollegen (2002) berichten
in diesem Zusammenhang, dass NF2-Patienten neben der stark belastenden
Tumorsymptomatik auch an peripherer Neuropathie leiden, deren Atiologie
mechanistisch bislang nicht geklart werden konnte. Neuere Metaanalysen gehen von
einer Neuropathiepravalenz unter NF2-Patienten von bis zu 66% aus (Asthagiri et al.,
2009). Elektrophysiologische Untersuchungen enthullten, dass jene Neuropathien
vorrangig vom axonalen und nicht, wie aufgrund der essentiellen Funktion Merlins in
Schwann-Zellen zu erwarten ware, vom demyelinisierenden Typ sind (Sperfeld et al.,
2002). Ferner konnte gezeigt werden, dass die Tumorbelastung der betroffenen
Nerven allein nicht die Ursache fur die Polyneuropathiesymptomatik sein kann (Hagel
et al.,, 2002). Diese Erkenntnisse untermauern unsere eigenen Ergebnisse auf
interessante Weise, da sie darauf hin deuten, dass Merlin im Falle einer Inaktivierung
nicht nur zur Proliferation der Nervenfortsatz umhillenden Schwannzellen fuhrt,
sondern sich eventuell auch negativ auf die Struktur der Nervenzellfortsatze per se
auswirkt. In der Tat zeigen meine eigenen, noch nicht veroffentlichten Ergebnisse,
dass Merlin direkt mit axonalen Neurofilamenten interagiert und, ohne endogene
Kinaseaktivitat, eine Phosphorylierung derselbigen bewirkt. Auf diese Weise ist
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Merlin in der Lage den Axondurchmesser von Neuronen zu beeinflussen.
Zellkulturversuche an Neuronen des Kleinhirns haben dieses Resultat bestatigt: eine
Uberexpression von Merlin bewirkt eine Zunahme, eine Defizienz von Merlin eine
massive Abnahme des Axonkalibers. Interessanterweise spielt bei diesen Vorgangen
fast ausschliel3lich Merlins Isoform 2 eine Rolle, womit dieser Isoform erstmals
uberhaupt eine Funktion zugewiesen werden konnte, die nicht auch durch Isoform 1

Ubernommen werden kann.

Auffalligerweise hat aber die unabhangige Uberexpression beider Isoformen von
Merlin im Hinblick auf Neuritogenese die gleichen Konsequenzen zur Folge. Die
Gesamtanzahl der pro Zelle ausgebildeten Fortsatze sowie deren Lange vermindern
sich signifikant. Dies ist erstaunlich, da in proliferierenden Zellen gezeigt wurde, dass
die tumorsuppressive und antiproliferative Wirkung nur auf Isoform 1 beschrankt ist
(Sherman et al., 1997). In differenzierten Nervenzellen erscheint ihre Funktion jedoch
redundant. Beide Isoformen unterscheiden sich lediglich in den letzten elf bzw. 16
Aminosauren sowie in ihrer Fahigkeit intramolekulare Bricken zu bilden, um ihre
Konformation zu andern (Gonzalez-Agosti et al.,, 1999). Somit zeigen unsere
Versuche, dass der Einfluss Merlins auf das Auswachsen neuronaler Fortsatze
unabhangig von der Fahigkeit zur Selbstassoziation ist. Im Gegensatz dazu scheint
jedoch der Phosphorylierungszustand Merlins eine entscheidende Rolle zu spielen,
der bisher nur entscheidend fur die Proliferationskontrolle von Gliazellen galt (Jin et
al., 2006). Durch gezielte Mutagenese der Aminosaure Serin an Stelle 518 konnten
wir Mutanten des Merlin-Proteins erzeugen, die entweder nicht phosphorylierbar sind
oder eine bereits bestehende Phosphorylierung simulieren. Es ergab sich, dass die
nicht phosphorylierbare Mutante S518A (die 518te Aminosaure Serin wurde durch
Alanin ausgetauscht) einen signifikant erhoht inhibierenden Einfluss auf das
Neuritenwachstum hat, verglichen mit der Vektorkontrolle und der Mutante, die
schein-phosphoryliertes Merlin darstellt (S518D). Der bisher angenommene Einfluss
der Konformation auf die Phosphorylierbarkeit von Merlin muss folglich neu
uberdacht werden.
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Die in vitro- und in vivo-Korrelation zwischen Merlinexpression und verringertem
Fortsatzwachstum wirft abschlieRend die Frage auf, welche Auswirkungen eine
homo- oder heterozygote Mutation im nf2 Gen fur betroffene Patienten hinsichtlich
ihrer kognitiven Fahigkeiten haben. Da eine suffiziente Morphologie des
Dendritenbaumes essentielle Voraussetzung fur intakte und funktionierende
Signalubertragung zwischen Nervenzellen ist, hat eine Veranderung derselben
oftmals pathologischen Wert (Newey et al., 2005). Bis heute gibt es jedoch weder
objektive Studien noch klinische Fallbeschreibungen, die Neurofibromatose Typ 2 mit
auffallig von der Norm abweichenden, kognitiven Fahigkeiten assoziiert hat. Da
Merlin nur eines von vielen bekannten Proteinen ist, das in den Prozess der
Dendritogenese involviert ist, konnten die Auswirkungen eines Ausfalls nur gering
sein und daher bis dato unentdeckt geblieben sein. Beobachtungen ausgewiesener
klinischer Experten zufolge soll der Grad an Akademikern unter NF2-Patienten
jedoch Uberdurchschnittlich hoch sein (unverotffentlichte Daten). Diese Hypothese
sollte sich bei Mausen mit einer Neuronen-spezifischen Merlin-Defizienz mittels

etablierter Lerntestverfahren Uberprufen lassen.

Interessanterweise assoziieren mehrere Veroffentlichungen der letzten Jahre
Mutationen im Transkriptionsfaktor Engrailed-2 mit der Entstehung von autistischen
Syndromen (Gharani et al., 2004; Benayed et al., 2005). Wie hier gezeigt wird,
beeinflusst Engrailed-2 die Expression von Merlin, und nf2 Mutationen sind wiederum
verknupft mit der multifaktoriellen Pathogenese von Autismus (Wassink, 2004).
AuRerdem haben autistische Patienten haufig verkleinerte Purkinje-Zellen, was
primar durch einen verkleinerten Dendritenbaum hervorgerufen wird (Fatemi et al.,
2002). Diese Beobachtung verknupft die Funktion Merlins im ZNS direkt mit einer

psychiatrischen Krankheit steigender Pravalenz und sozio-0konomischer Wichtigkeit.
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6. Schlussfolgerungen

Auf Grundlage der in dieser Arbeit gezeigten Experimente und Resultate postulieren
wir, dass das Tumorsuppressorprotein Merlin nicht nur eine wichtige, Tumor
verhindernde Aufgaben in Gliazellen, sondern auch eine bis jetzt weitestgehend
unbekannte, regulative Funktion beim Auswachsen von neuronalen Fortsatzen hat.
Am Beispiel von reifenden Purkinje-Zellen zeigen wir die restriktive Rolle Merlins in
auswachsenden Neuriten, womit das Protein eine mogliche gegenregulative Arbeit
leistet zu der Fulle an bekannten fordernden Molekullen fur das Auswachsen von
Dendriten und Axonen.

Bis dato beschrankten sich die Untersuchungen zur Funktion Merlins groRtenteils auf
Zellen glialen Ursprungs. Die eindeutigen und signifikanten Auswirkungen der
Expression Merlin auf die Entwicklung von Dendriten und Axonen lassen jedoch eine
Beteiligung am Aufbau von neuronalen Netzwerken vermuten. Zwar gibt es bis heute
keine objektiven Studien uber veranderte, kognitiven Fahigkeiten von NF2-Patienten,
bei denen Merlin mutiert ist, eine solche Untersuchung auf Basis der Ergebnisse
dieser Arbeit ware aber durchaus interessant. Immerhin wurden Mutationen im nf2
Gen bereits mit autistischen Syndromen assoziiert.

Das haufige Auftreten NF2-assoziierter Polyneuropathie, welche vornehmlich
axonalen Ursprungs ist und nicht mit Kompressionsschaden der Nerven durch
Tumorgewebe erklart werden kann, ist ein weiterer Aspekt, weshalb die neuronale

Funktion Merlins weiter untersucht werden sollte.
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