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Polysialic acid (PSA) and its major protein carrier, the neural cell adhesion molecule NCAM, play
important roles in many nervous system functions during development and in adulthood. Here, we show
. that a PSA-carrying NCAM fragment is generated at the plasma membrane by matrix metalloproteases
. and transferred to the cell nucleus via endosomes and the cytoplasm. Generation and nuclear import of
: this fragment in cultured cerebellar neurons is induced by a function-triggering NCAM antibody and a
. peptide comprising the effector domain (ED) of myristoylated alanine-rich C kinase substrate (MARCKS)
- which interacts with PSA within the plane of the plasma membrane. These treatments lead to activation
. of the fibroblast growth factor (FGF) receptor, phospholipase C (PLC), protein kinase C (PKC) and
phosphoinositide-3-kinase (PI3K), and subsequently to phosphorylation of MARCKS. Moreover, the
NCAM antibody triggers calmodulin-dependent activation of nitric oxide synthase, nitric oxide (NO)
production, NO-dependent S-nitrosylation of matrix metalloprotease 9 (MMP9) as well as activation
of matrix metalloprotease 2 (MMP2) and MMP9, whereas the ED peptide activates phospholipase D
(PLD) and MMP2, but not MMP9. These results indicate that the nuclear PSA-carrying NCAM fragment is
generated by distinct and functionally defined signal transducing mechanisms.

In mammals, NCAM is the predominant carrier of PSA, a polymer of «2,8-linked sialic acid monomers. PSA

and its carrier NCAM play important roles not only during development, but also in adult central and periph-
. eral nervous system by regulating cell interactions and by affecting synaptic activities and regeneration after
. trauma!”’. PSA modulates the functions of NCAM and influences cell interactions by direct binding to histone
: H1, brain-derived neurotrophic factor (BDNF), FGF-2 and MARCKS®!%.

Proteolytic processing of NCAM by different proteases at the cell surface modulates cell interactions, and
the resulting fragments influence several cellular events, such as neurite outgrowth'?'”. We had found that
PSA-lacking and -carrying proteolytic NCAM fragments comprising the intracellular and transmembrane
domains as well as part of the extracellular domain enter the cell nucleus after their generation at the plasma

° membrane'®!?. The PSA-lacking transmembrane NCAM fragment is generated by a serine protease at the plasma
. membrane upon stimulation of cultured cerebellar neurons or NCAM-expressing transfected CHO cells with
© surrogate ligands, e.g. function-triggering NCAM antibody, and reaches the cell nucleus via the endoplasmic
. reticulum and cytoplasm in a calmodulin-dependent manner'®. In the present study, we addressed the question
. by which mechanisms and pathways the PSA-carrying transmembrane NCAM fragment is generated and reaches
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the nucleus. Our results show that generation and nuclear import of the PSA-carrying and PSA-lacking NCAM
fragments are mediated by different mechanisms.

Results

Generation of the nuclear PSA-carrying NCAM fragment involves MMP2 and MMP9.  After having
shown that NCAM fragments with or without PSA enter the nucleus'®°, we here tested whether these fragments
are generated and transferred to the nucleus by the same or different mechanisms. Since the PSA-lacking NCAM
fragment is generated by a serine protease'®, we first analysed whether the nuclear PSA-carrying NCAM fragment
derives from proteolytic cleavage by a serine protease activity. Hence, nuclear fractions were subjected to immu-
noblot analysis with PSA-specific antibody after treatment of cultured cerebellar neurons with a function triggering
NCAM antibody in the absence or presence of the serine protease inhibitor aprotinin, which inhibits the generation
of the PSA-lacking transmembrane NCAM fragment'®. The nuclear PSA-NCAM levels were enhanced after stimu-
lation with NCAM antibody in the absence and presence of aprotinin relative to the nuclear levels of non-stimulated
neurons (Fig. 1a,c), indicating that serine proteases are not involved in the generation of the PSA-carrying NCAM
fragment. Since in vitro and in vivo studies have shown cleavage of NCAM by MMP2 and MMP9'% 17, we deter-
mined whether these proteases are involved in the generation of the nuclear PSA-carrying NCAM fragment using
the broad range metalloprotease inhibitor GM6001 or inhibitors specific for MMP2 and/or MMP9. In the presence
of either inhibitor, nuclear PSA-NCAM levels were not significantly enhanced by the NCAM antibody treatment
relative to the nuclear levels of non-stimulated neurons and in contrast to the enhanced levels observed after NCAM
antibody stimulation in the absence of inhibitors (Fig. 1b,c). Similarly, nuclear PSA-NCAM levels were increased by
stimulation with NCAM-Fc in the absence of inhibitors relative to Fc treatment, whereas no enhancement in nuclear
PSA-NCAM levels was observed after NCAM-Fc treatment in the presence of MMP2-, MMP9- or MMP2/9-specific
inhibitors (Fig. 1d). To substantiate that the nuclear PSA is indeed attached to the NCAM fragment that is gener-
ated by MMP2- and MMP9-mediated cleavage, we performed immunoprecipitations with PSA antibody using the
nuclear fractions from cultured cerebellar neurons after treatment with NCAM-Fc in the absence and presence of
MMP2 or MMP?9 inhibitors and treated the immunoprecipitates with peptide-N-glycosidase F to remove N-glycans
including PSA. Levels of the major N-deglycosylated NCAM fragment were higher in immunoprecipitates from
neurons stimulated with NCAM-Fc in the absence of inhibitors than in those treated with Fc, whereas levels of the
N-deglycosylated NCAM fragment were not increased upon NCAM antibody stimulation in the presence of the
MMP2- or MMP9-specific inhibitors (Fig. le).

In summary, these results indicate that MMP2 and MMP9 are both involved in the generation of the
PSA-carrying NCAM fragment and that activation of these MMPs and generation of the PSA-carrying NCAM
fragment are triggered by binding of a surrogate NCAM ligand, e.g. NCAM antibody, and the homophilically
acting NCAM-Fc to PSA-NCAM.

The PSA-carrying NCAM fragment is generated at the plasma membrane and is transferred to
the nucleus via endosomes and the cytoplasm.  Next, we addressed the question by which pathway the
PSA-carrying NCAM fragment is transported to the cell nucleus. To monitor the PSA-NCAM fragment on its
way from the plasma membrane to the nucleus, PSA-NCAM-expressing CHO cells were subjected to cell surface
biotinylation and treatment without or with NCAM antibody followed by subcellular fractionation. Thereafter,
biotinylated proteins were isolated from the fractions and subjected to immunoblot analysis with the PSA anti-
body. The levels of biotinylated PSA-NCAM in plasma membrane-enriched fractions were reduced after NCAM
antibody stimulation relative to the levels in fractions from non-treated cells, while the levels of biotinylated
cell surface-derived PSA-NCAM in nuclear and cytoplasmic fractions were enhanced after antibody treatment
(Fig. 2a), indicating that the PSA-NCAM fragment is generated at the plasma membrane and transported to
the nucleus via the cytoplasm. Since the PSA-lacking NCAM fragment is translocated to endosomes and the
endoplasmic reticulum (ER) after its generation at the plasma membrane'8, we also tested fractions enriched in
ER or endosomes for the presence of biotinylated PSA-NCAM. No biotinylated PSA-NCAM was detectable in
ER-enriched fractions (Fig. 2a), while biotinylated cell surface-derived PSA-NCAM was found in a fraction show-
ing high levels of the late endosomal marker rab7 (Fig. 2b). These results indicate that the PSA-carrying NCAM
fragment is transferred to endosomes, but not to the ER after its generation at the plasma membrane.

Immunogold staining and electron microscopy revealed high levels of PSA-NCAM in oval or round late
endosome-like structures of ~100 to ~400 nm? and gold grain clusters in nuclei after NCAM antibody stimulation
(Fig. 2¢). In contrast, PSA-NCAM was hardly detectable in endosome-like structures or nuclei of non-stimulated
neurons (Fig. 2d,e). However, clusters of PSA-NCAM were observed at the cell surface of non-stimulated neu-
rons, but not of neurons treated with the NCAM antibody (Fig. 2¢,d). These results support the notion that the
PSA-NCAM fragment is translocated from the plasma membrane to the nucleus via endosomes.

By in vitro translocation assays'®*! we analysed whether the PSA-NCAM fragment is released from endo-
somes into the cytoplasm and imported from the cytoplasm into nuclei. Since calmodulin mediates the release of
the PSA-lacking NCAM fragment from the ER membrane into the cytoplasm and is required for the import of
this fragment from the cytoplasm into the nucleus'®, we in parallel used a function-blocking calmodulin antibody
and the calmodulin inhibitor CGS9343B"® to test whether the release of the PSA-carrying NCAM fragment from
endosomes and the nuclear import of this fragment depend on calmodulin. To analyse the release from endo-
somes into the cytoplasm, a fraction enriched in endosomes was isolated from PSA-NCAM-expressing CHO cells
after cell surface biotinylation and NCAM antibody treatment and was incubated with a cytoplasmic fraction
from PSA-lacking NCAM-expressing CHO cells in the absence or presence of the calmodulin antibody or inhibi-
tor. Immunoblot analysis with an antibody against the endosomal cargo marker transferrin showed the intactness
of the endosomes after incubation and centrifugation (Fig. 3a). The samples were then subjected to ultracen-
trifugation followed by isolation of biotinylated proteins from the resulting pellets and supernatants as well as
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Figure 1. Generation and nuclear import of the PSA-carrying NCAM fragment depends on metalloproteases.
(a—e) Wild-type cerebellar neurons were pre-treated without (no inhibitor) or with aprotinin (1 uM), GM6001
(100nM), and MMP2 inhibitor (25n1M), MMP9 inhibitor (10 nM) or MMP2/MMP?9 inhibitor (MMP2/9)
(100uM) and then incubated without (—Ab) and with chicken NCAM antibody (12.5 pg/ml IgY) (4+-Ab) (a-c)

or with NCAM-Fc (10 ug/ml) or Fc (2 pg/ml) (d,e). Nuclear fractions were subjected to immunoblot (IB)
analysis with the PSA antibody or with histone H3 or hnRNPA antibody to control for loading (a,b,d) or to
immunoprecipitation (IP) with PSA antibody, treatment of the PSA immunoprecipitates with PNGase F and
immunoblot analysis of the N-deglycosylated proteins with a rabbit antibody against the extracellular NCAM
domain (e). (a,b,d,e) Representative immunoblots out of three experiments are shown. Lanes that were not
adjacent to each other but derived from the same blot are indicated by dividing lines. (c) Nuclear PSA levels were
quantified by densitometry and normalized to the histone H3 levels. Mean values with standard deviation from 3
independent experiments are shown for the PSA levels relative to the PSA level of non-treated cells (set to 100%).
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Figure 2. The PSA-carrying NCAM fragment is transported from the cell surface to the nucleus via endosomes.
(a,b) PSA-NCAM-expressing CHO cells were subjected to cell surface biotinylation, stimulation with chicken
NCAM antibody (12.5 ug/ml IgY) and subcellular fractionation. Biotinylated proteins from membrane,
cytoplasmic, nuclear and ER fractions (a) and from fractions of an iodixanol step gradient (b) were subjected
to immunoblot analysis with the PSA antibody or rab7 antibody. Representative immunoblots out of three
independent experiments are shown. Lanes that were not adjacent to each other but derived from the same blot
are indicated by dividing lines. (c—e) Representative electron microscopic images of a cerebellar neuron after
treatment with chicken NCAM antibody (c) and of a non-treated neuron (d,e) are shown (Scale bar: 500 nm).
Arrows indicate PSA-NCAM detected by immunogold grains in nuclei and endosome-like structures (c) or at
the cell surface (d). (e) Part of the nucleus of a non-treated neuron is shown. (c-e) Boxes indicate sections at
higher magnification and scale bars in the boxes represent 100 nm.
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Figure 3. The release of the PSA-carrying NCAM fragment from endosomes is mediated by calmodulin, while
the nuclear import is not mediated by calmodulin. (a,b) A cytoplasmic fraction was isolated from untreated
PSA-deficient CHO cells and an endosome-enriched fraction was isolated from PSA-expressing CHO cells
after cell surface biotinylation and treatment with NCAM antibody. The cytoplasmic fraction was incubated
with buffer (ctrl) or with the endosomal fraction in the absence (—) or presence of 10 uM calmodulin inhibitor
CGS9343B (CGS), 8 ug/ml calmodulin antibody (aCaM) or 8 ug/ml of a non-immune control antibody (Ig).
After ultracentrifugation, biotinylated proteins were isolated from the resulting pellets and supernatants and
subjected to immunoblot analysis with the PSA antibody. Before isolation of biotinylated proteins, aliquots

of the pellets and supernatants were subjected to immunoblot analysis with transferrin antibody to check for
integrity of endosomes. (c,d) Nuclei were isolated from NCAM-deficient cerebellar neurons and a cytoplasmic
fraction was isolated from wild-type cerebellar neurons after treatment with chicken NCAM antibody

(12.5 ug/ml IgY). Nuclei were incubated with buffer (ctrl) or with the cytoplasmic fraction in the absence or
presence of 10 uM calmodulin inhibitor CGS9343B (CGS) or 8 ug/ml calmodulin antibody (aCaM) or 8 pg/

ml control antibody (Ig) followed by centrifugation at 1,000 x g. The pellets and supernatants were subjected
to immunoblot analysis with the PSA antibody. (a-d) Representative immunoblots out of two independent
experiments are shown. Lanes that were not adjacent to each other but derived from the same blot are indicated
by dividing lines.

immunoblot analysis of the biotinylated proteins with the PSA antibody. In the presence of the calmodulin anti-
body or inhibitor, the PSA-NCAM levels in the supernatants were lower and the levels in the pellets were higher
than those in the absence of the calmodulin antibody and inhibitor (Fig. 3a), indicating that the calmodulin anti-
body and inhibitor blocked the release of PSA-NCAM from endosomes. In contrast to the calmodulin antibody, a
non-immune control antibody only slightly affected the release of PSA-NCAM from endosomes (Fig. 3b). These
results suggest that PSA-NCAM is released from the endosomal membrane in a calmodulin-dependent manner.
To investigate the import of PSA-NCAM from the cytoplasm into the nucleus, a cytoplasmic fraction was
isolated from cultured wild-type cerebellar neurons after NCAM antibody treatment and incubated with nuclei of
PSA-NCAM-lacking cerebellar neurons from NCAM-deficient mice in the absence or presence of the calmodulin
antibody. After incubation, the samples were centrifuged and the resulting pellet and supernatant fractions were
subjected to immunoblot analysis with the PSA antibody. The PSA-NCAM levels in the supernatant and pellet
fractions in the absence of the calmodulin antibody were only slightly higher and lower, respectively, when com-
pared to the levels in the absence of antibody (Fig. 3¢), indicating that the calmodulin antibody does not inhibit
the nuclear import of PSA-NCAM. Similarly, the calmodulin inhibitor and a non-immune control antibody also
did not affect the nuclear import of PSA-NCAM (Fig. 3d). These results indicate that the PSA-NCAM fragment is
imported from the cytoplasm into the nucleus and that calmodulin plays no or only a minor role in this process.

The NCAM antibody-triggered generation of the PSA-carrying NCAM fragment depends on
calmodulin and on the activation of the FGF receptor, PLC and PKC. Since PSA interacts with the
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Figure 4. NCAM antibody and the MARCKS-derived ED peptide trigger the generation and nuclear import of
PSA-NCAM by different pathways. (a—e) Cerebellar neurons were treated without (—) (a,b,e) or with chicken
NCAM antibody (12.5 ug/ml IgY) (Ab) (b,c), ED peptide (25ug/ml) (ED) (a,b,d,e) or ED control peptide

(25 ug/ml) (ctrl) (a,b). (a) Nuclear fractions were isolated and subjected to immunoblot analysis with PSA
antibody or with histone H3 antibody to control loading. (b) Cell lysates were probed by immunoblot analysis
with an antibody against phosphorylated MARCKS (pMARCKS) or total MARCKS. Levels of phosphorylated
MARCKS were quantified by densitometry and normalized to the levels of total MARCKS. Mean values with
standard deviation from 3 independent experiments are shown for the levels of phosphorylated MARCKS in
treated neurons relative to the levels in non-treated cells (set to 100%). (c,d) Cerebellar neurons were pretreated
without (no inhibitor) or with inhibitors of FGF receptor (100 nM), calmodulin (10 uM), PLC (10 uM), PKC
(1.5uM), NOS (100 uM), FAK (10 uM), PLD (40 nM) or PI3K (4 uM) and then treated without (—) or with
chicken NCAM antibody (12.5 pg/ml IgY) (Ab) (c) or ED peptide (25 pg/ml) (ED) (d) or were pretreated
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without (no inhibitor) or with inhibitors of MMP2 (25nM) or MMP9 (10 nM) and then treated with the ED
peptide (25 pg/ml) (e). Nuclear fractions were subjected to immunoblot analysis with the PSA-specific antibody
or histone H3 antibody to control loading. Nuclear PSA levels were quantified by densitometry and normalized
to the histone H3 levels. Mean values with standard deviation from 3 independent experiments are shown for
the normalized PSA levels in treated cells relative to the PSA level of non-treated cells (set to 100%). (a,b,e)
Representative immunoblot out of three experiments is shown. Lanes that were not adjacent to each other but
derived from the same blot are indicated by dividing lines.

effector domain of MARCKS in the plane of the plasma membrane and since a synthetic peptide comprising the
effector domain (ED peptide) binds to PSA®, we investigated whether the MARCKS-derived PSA-binding peptide
triggers the generation of the nuclear PSA-carrying NCAM fragment. Thus, we treated cerebellar neurons with
the ED peptide and the ED control peptide, which does not bind to PSA. Relative to the nuclear PSA-NCAM
fragment level of non-treated cells, the nuclear PSA-NCAM levels were enhanced by treatment of neurons with
the ED peptide, but not by the ED control peptide (Fig. 4a). Quantification of the nuclear PSA-NCAM levels
from independent experiments revealed that the ED peptide-triggered increase of nuclear PSA-NCAM levels
(219 £ 36%; n = 8; p < 0.005, one-way ANOVA with Dunnett’s multiple comparison test) was very similar to the
increase triggered by the NCAM antibody (235 £ 58%; n=11; p < 0.001) (data not shown). This result shows that
the ED peptide triggers the generation of the PSA-carrying NCAM fragment like the NCAM antibody.

Non-phosphorylated MARCKS, which is predominantly found at the plasma membrane, binds to calmodulin
and acts as a reservoir of ‘inactive’ calmodulin®*?*. Phosphorylation of MARCKS by PKC leads to the release of
MARCKS from the plasma membrane into the cytoplasm and to the dissociation of calmodulin from MARCKS?.
To test whether phosphorylation of MARCKS and the subsequent release of calmodulin from MARCKS are
required for the generation of the PSA-NCAM fragment, we determined the level of phosphorylated MARCKS
as an indicator of the level of free ‘active’ calmodulin in the cytoplasm. Relative to the level in non-stimulated
neurons, the levels of phosphorylated MARCKS were increased after stimulation with the NCAM antibody and
the ED peptide, but not with the ED control peptide (Fig. 4b). This result suggests that NCAM antibody and ED
peptide trigger the phosphorylation of MARCKS and the dissociation of calmodulin from MARCKS.

Since surrogate NCAM ligands trigger co-signalling with the FGF receptor?* which in turn activates PLC
and leads to activation of PKC?, we used inhibitors of the FGF receptor, PLC and PKC to analyse whether the
generation of the PSA-carrying fragment depends on activation of the FGF receptor, PLC or PKC. In the presence
of these inhibitors, nuclear PSA-NCAM levels were not enhanced by NCAM antibody or ED peptide treatment
when compared to the levels after treatment without inhibitors (Fig. 4¢,d). These results indicate that the genera-
tion of the PSA-carrying NCAM fragment by NCAM antibody and ED peptide depends on the activation of FGF
receptors and subsequent activation of PLC and PKC.

MARCKS sequesters phosphatidylinositol-4,5-bisphosphate (PIP2)?*-?? which is not only the substrate of
PLC, but also serves as a docking platform and substrate for activated PI3K. Since phosphorylation of MARCKS
by PKC leads to liberation of sequestered PIP2 and to activation of PI3K**3!, we determined whether NCAM
antibody- and ED peptide-triggered generation of the PSA-NCAM fragment depend on the activation of PI3K
using an inhibitor of PI3K and found that the inhibitor blocked the generation of the nuclear PSA-carrying
NCAM fragment by either stimulation (Fig. 4c,d).

Given that the generation and nuclear import of PSA-lacking NCAM fragment depend on calmodulin and acti-
vation of fyn/fak'®, we investigated whether the enhancement of nuclear PSA-NCAM fragment levels by treatment
with NCAM antibody or ED peptide was blocked in the presence of the FAK or calmodulin inhibitor. The FAK
inhibitor had only a slight effect on the enhancement of nuclear PSA-NCAM levels by either stimulation (Fig. 4c,d).
In the presence of the calmodulin inhibitor, the nuclear PSA-NCAM fragment levels were not enhanced after
NCAM antibody stimulation when compared to the enhanced levels observed in the absence of inhibitors (Fig. 4c).
However, enhanced nuclear PSA-NCAM levels were found in neurons after treatment with the ED peptide in the
presence of the calmodulin inhibitor (Fig. 4d). These results indicate that the activation of the fyn/fak pathway
is not required for the generation of the PSA-NCAM fragment and that calmodulin is required for the NCAM
antibody-triggered, but not for the ED peptide-triggered generation of the PSA-NCAM fragment.

NCAM antibody-induced generation of the PSA-NCAM fragment depends on NOS-mediated
signalling pathways, while ED peptide-induced generation depends on PLD-mediated sig-
nalling pathways. Phosphorylation of MARCKS by PKC not only triggers the release of calmodulin from
MARCKS but also contributes to activation of calmodulin-mediated signalling, such as activation of NOS*> %,
Thus, we investigated whether the calmodulin- and PKC-dependent enhancement of nuclear PSA-NCAM frag-
ment levels by NCAM antibody depends on calmodulin-triggered activation of NOS. In the presence of the NOS
inhibitor, nuclear PSA-NCAM levels were not enhanced by NCAM antibody stimulation (Fig. 4c). In contrast,
enhanced nuclear PSA-NCAM levels were found in neurons after treatment with the ED peptide in the presence
of the NOS inhibitor (Fig. 4d).

To examine whether NCAM antibody treatment of neurons triggers NO synthesis, we determined the intra-
cellular NO levels. A strong increase in NO levels was observed in neurons after addition of the NCAM antibody,
whereas only a slight increase was observed when a control antibody was applied (Fig. 5a). These results indicate
that the NCAM antibody triggers the activation of NOS and generation of NO, suggesting that NO production is
required for the generation of the PSA-NCAM fragment by NCAM antibody treatment.

Since MMP9 is activated by NO via S-nitrosylation of cysteine thiols**~*, we tested whether enhanced NO
levels after NCAM antibody treatment would lead to enhanced S-nitrosylation of MMP9, which indicates the
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Figure 5. NCAM antibody treatment triggers NO production and S-nitrosylation of MMP9. (a) Cerebellar
neurons were incubated with guinea pig NCAM antibody (25 pg/ml IgG) or control antibody (25 ug/ml IgG)
and the intracellular NO levels were determined before and after antibody treatment (every 30s for 15min).
Mean values with standard deviation from 3 independent experiments are shown for the NO levels. (b,c)
Cerebellar neurons were incubated without (—Ab) or with guinea pig NCAM antibody (25 ug/ml IgG) (+Ab)
for 10 min. Cell culture supernatants were collected and subjected to modification of S-nitrosyl residues of
proteins and exchange by biotin (b) or to immunoprecipitation with MMP9 antibody followed by immunoblot
analysis of the immunoprecipitates with S-nitroso-cysteine antibody (c). (b) Biotinylated proteins were isolated
and probed by immunoblot analysis with MMP9 antibodies for detection of S-nitrosylated MMP9.

activation of this protease. To determine extracellular S-nitrosylation of MMP9, culture supernatants from
non-treated and NCAM antibody-treated cerebellar neurons were subjected to conversion of S-nitrosylated
cysteines into biotinylated cysteines followed by isolation and immunoblot analysis of biotinylated proteins using
a MMP9-specific antibody. A biotinylated MMP9-immunopositive band of approximately 80 kDa was detecta-
ble in the supernatant from NCAM antibody-treated neurons, but not in supernatant from untreated neurons
(Fig. 5b). Culture supernatants from non-treated and NCAM antibody-treated cerebellar neurons were also
subjected to immunoprecipitation using a MMP9 antibody and to immunoblot analysis with antibody against
S-nitroso-cysteine. An S-nitroso-cysteine-immunopositive band of approximately 80 kDa was only detectable in
the MMP9 immunoprecipitate from supernatants of NCAM antibody-treated neurons (Fig. 5¢). These results
suggest that NCAM antibody enhances MMP? activity via S-nitrosylation of MMP9.

Since the ED peptide triggers the generation of the PSA-carrying NCAM fragment via calmodulin- and
NOS-independent pathways, we examined the ED peptide-induced generation of the PSA-NCAM fragment in
more detail. First, we examined whether the ED peptide triggers the cleavage of PSA-NCAM by MMP9 and MMP2.
After treatment with the ED peptide, nuclear PSA-NCAM fragment levels were not enhanced in the presence of
the MMP2 inhibitor, while the levels were enhanced in the presence of the MMP9 inhibitor (Fig. 4e), indicating
that the ED peptide triggers the activation of MMP2, but not MMP?9. Since activation of PLD and generation of
phosphatidic acid by PLD regulate production and activity of MMP237%, we asked whether the ED peptide triggers
PLD-dependent signal pathways to stimulate MMP2-mediated generation of the nuclear PSA-NCAM fragment. To
this aim, we treated neurons with ED peptide in the presence or absence of PLD inhibitor and found that this inhib-
itor blocked the generation of the nuclear PSA-NCAM fragment (Fig. 4d). Interestingly, a less pronounced effect
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Figure 6. Proposed working model for the generation of the PSA-carrying NCAM fragment. (a) PSA-carrying
NCAM interacts with the FGF receptor and the effector domain (ED) of non-phosphorylated MARCKS which
sequesters calmodulin to the plasma membrane. Binding of NCAM ligands to PSA-NCAM leads to dissociation
of the FGF receptor and PSA-NCAM and detachment of the PSA moiety from MARCKS followed by activation
of the FGF receptor, PLC, PKC, and PI3K. PKC-mediated phosphorylation of the MARCKS effector domain
triggers the release of membrane-bound MARCKS and dissociation of calmodulin from MARCKS. Free
calmodulin binds to NOS leading to activation of NOS and production of NO, which is released into the
extracellular space. S-nitrosylation of MMP-9 by NO leads to activation of MMP-9 and subsequent activation
of MMP2 and cleavage of PSA-NCAM by active MMP2. After cleavage, the PSA-carrying NCAM fragment

is internalized, transported to endosomes and released from the endosomal membrane into the cytoplasm
involving calmodulin and imported calmodulin-independently from the cytoplasm into the nucleus. (b) The
MARCKS-derived ED peptide like endogenous stimuli affects the interaction of the PSA moiety and MARCKS
and thereby not only triggers the dissociation of the FGF receptor and PSA-NCAM, the activation of the

FGF receptor, PLC and PKC and phosphorylation of the MARCKS effector domain, but also the activation

of PLD, which produces phosphatidic acid. Activation of PLD and production of phosphatidic acid may lead

to inhibition of calmodulin to activate NOS, but triggers the direct activation of MMP2 which cleaves PSA-
NCAM.

]

. endosome

of PLD inhibitor on PSA-NCAM fragment levels were observed after stimulation with NCAM antibody (Fig. 4¢),
indicating that the NCAM antibody treatment does not trigger the activation of PLD.

Discussion

In previous studies, we showed that PSA-lacking and -carrying NCAM fragments enter the cell nucleus after their
generation at the plasma membrane'® . The PSA-lacking NCAM fragment is generated by a serine protease
and the translocation of this fragment from the plasma membrane via the ER and the cytoplasm to the nucleus
depends on calmodulin and the fyn/fak pathway's. Here, we show that the PSA-carrying NCAM fragment is
generated and transported to the nucleus via a pathway which differs from the pathway by which the PSA-lacking
NCAM fragment is generated and transported to the nucleus. Based on our results we propose the following
sequence of events triggered by NCAM and a surrogate ligand or by the MARCKS-derived ED peptide leading to
the generation and nuclear import of the PSA-NCAM fragment. Binding of NCAM or PSA ligands to the NCAM
protein backbone or the PSA glycan cause conformational changes and/or interfere with the interaction of
NCAM with the FGF receptor leading to activation of the FGF receptor (Fig. 6a,b). Changes in NCAM’s structure
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and activation of the FGF receptor signalling pathway lead to activation of PLC, PKC and PI3K. PKC-mediated
MARCKS phosphorylation results in the dissociation of PSA from MARCKS, detachment of MARCKS from the
membrane, and liberation of calmodulin and PIP2 from MARCKS (Fig. 6a,b). Activated PI3K binds to liberated
PIP2 and produces the signal molecule PIP3 (Fig. 6a,b). Free calmodulin activates NOS and NO produced by
NOS is released into the extracellular space and stimulates the activation of MMP9 and MMP2 (Fig. 6a). Due to
the fact that MMP9 is activated by NO via S-nitrosylation of cysteine thiols*~*¢ and our observation that MMP9
is S-nitrosylated upon stimulation with NCAM antibody, it is likely that the attachment of NO to cysteine residues
of MMP?9 leads to activation of this protease. Based on our results, we propose that NO-dependent activation of
MMP9 results in activation of MMP2 and that MMP2 cleaves cell surface full-length PSA-NCAM (Fig. 6a).

The MARCKS-derived ED peptide triggers MMP2-mediated and MMP9-independent cleavage of full-length
PSA-NCAM via activation of PLD which produces the signal molecule phosphatidic acid. Activation of PLD
depends on PIP3 which is produced from PIP2 by activated PI3K. Since the ED peptide binds to PSA within
the plane of the plasma membrane’, we suppose that this peptide interferes with the interaction of PSA and
MARCKS within the plane of the plasma membrane and thereby triggers PLD-dependent signal transduction
pathways leading to the generation of the PSA-NCAM fragment (Fig. 6b), suggesting that the generation of the
PSA-NCAM fragment can also be triggered by physiological stimuli which may affect the association of PSA
with MARCKS in the plasma membrane. Since the ED peptide-induced generation of the PSA-NCAM fragment
is calmodulin- and NOS-independent, it is likely that ED peptide-induced signalling leads to inhibition of the
calmodulin-induced activation of NOS and the subsequent NO-dependent activation of MMP9, probably by
phosphorylation of calmodulin which blocks NOS activation® (Fig. 6b).

After its generation, the PSA-carrying NCAM fragment is translocated to the nucleus via the endosomal com-
partment and the cytoplasm. The release of the fragment from the endosomes into the cytoplasm is mediated by
calmodulin, while the nuclear import of the fragment is not mediated by calmodulin.

In summary, our results indicate that the generation of the PSA-carrying and PSA-lacking NCAM fragments
is mediated by different pathways and mechanisms in vitro.

Surrogate PSA-NCAM ligands, e.g. NCAM-Fc, NCAM antibody and the MARCKS-derived ED peptide, used
in the present study may mimic the functions of endogenous NCAM ligands and PSA ligands that trigger different
signal pathways leading to the generation and nuclear import of the PSA-carrying NCAM fragment in vivo. Since
soluble extracellular NCAM forms with and without PSA have been documented in the brain and cerebrospinal
fluid®, it is conceivable that soluble NCAM forms act as PSA-NCAM ligands in vivo besides other endogenous
ligands. Soluble NCAM forms with and without PSA may bind to the protein core of PSA-NCAM and thereby
trigger NO-dependent, MMP9-mediated generation of the PSA-NCAM fragment, while the PSA moiety of solu-
ble PSA-NCAM forms may interfere with the interaction of membrane-bound PSA-NCAM and MARCKS within
the plasma membrane and thereby triggers NO-independent, MMP2-mediated generation of the PSA-NCAM
fragment. Since NO regulates numerous processes in the nervous system including synaptic plasticity and con-
trol of circadian rhythm?" %2, NCAM-induced NO production may be involved in regulation of NO-dependent
processes. MMP2 and MMP9 which have numerous substrates play important roles in the nervous system during
development and in the adulthood as well as after injury and have been implicated in neurological disorders and
diseases®. Thus, the activation of MMP9 and MMP2 through NCAM-induced signal pathways not only leads to
cleavage of NCAM but also to cleavage of other cell surface and extracellular matrix proteins and may contribute to
PSA-NCAM’s role in regulation of processes in normal, injured or diseased developing and adult nervous system.
In this context it is important to mention that elevated levels of soluble NCAM have been found in brains or cere-
brospinal fluids of patients with Alzheimer disease, schizophrenia or medulloblastoma*’, and that overexpression
of soluble extracellular NCAM in mice causes defects in synaptic connectivity and produces abnormal behaviour
relevant in schizophrenia and other neuropsychiatric disorders*%. Based on these findings it can be speculated that
the PSA-NCAM fragment upon import into the nucleus contributes to PSA-NCAM’s functions in the developing
and adult nervous system. Since PSA participates in regulation of cell interactions during development, affects syn-
aptic activities and regeneration after trauma in the adult nervous system and is important in regulating the diurnal
internal clock, it is likely that the generation and nuclear import of the PSA-NCAM fragment is required for these
PSA-NCAM-mediated functions. Moreover, dysregulated generation and altered nuclear levels of the PSA-NCAM
fragment may be involved in the development of neural disorders.

Methods

Animals and cell lines. Mice were maintained as described!®. C57BL/6] mice or NCAM-deficient mice*

and their wild-type littermates of both sexes were used for all experiments which were conducted in accordance

with the German and European Community laws on protection of experimental animals and approved by the

responsible committee of the State of Hamburg (animal permit number ORG 679 Morph).
PSA-NCAM-expressing CHO cells and PSA-negative NCAM-expressing CHO have been described*®*” and

were a gift of Martina Miithlenhoff (Institut fiir Zelluldre Chemie, Medizinische Hochschule, Hannover, Germany).

Antibodies and reagents. Production of NCAM-Fc has been described!> '¥. Polyclonal chicken and
guinea pig antibodies against NCAM-Fc were produced by Pineda (Berlin, Germany). Polyclonal rabbit NCAM
antibody 132 against the extracellular domain has been described?. Antibodies against calmodulin (FL-149;
sc-5537), transferrin (F-8; sc-373785), hnRNPA (H-200; sc-15385) and histone H3 (C-16; sc-8654) were from
Santa Cruz Biotechnology (Heidelberg, Germany). Rabbit polyclonal antibody against MARCKS*® was a kind
gift of Perry J. Blackshear (Departments of Medicine and Biochemistry, Duke University, Durham, NC, USA).
Phospho-MARCKS antibody (Ser152/156; #2741) and Rab7 antibody (D95F2) were from Cell Signaling
Technology (New England BioLabs, Frankfurt). The mouse monoclonal PSA antibody 735% was a gift of Rita
Gerardy-Schahn (Zentrum Biochemie, Institut fiir Zellulire Chemie, Medizinische Hochschule, Hannover,
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Germany). Rabbit anti-S-nitrosylated-cysteine:UC (SNO-Cys) (ADI-NISC11-A) was from Linaris (Dossenheim,
Germany). All secondary antibodies, sera and human Fc were from Dianova (Hamburg, Germany).

Peptide-N-glycosidase F was from New England BioLabs. Protein A/G agarose beads, biotin-5-[(3aS,4S,6aR)-
2-0x0-1,3,3a,4,6,6a-hexahydrothieno[3,4-d]imidazol-4-yl]-N- [6-[3-(pyridin-2-yldisulfanyl) propanoylamino]
hexyl]pentanamide (biotin-HDPP), the PLD inhibitor FIPI (CAS939055-18-2) and the PI3K inhibitor LY294002
(CAS154447-36-6) were from Santa Cruz Biotechnology. Neocuproine, methanethiosulfonate (MMTS), sodium
ascorbate, the NOS inhibitor N-nitro-L-arginine methyl ester hydrochloride (L-NAME) and the FAK inhibitor 14
(CAS 4506-66-5) were from Sigma-Aldrich. The FGF receptor tyrosine kinase inhibitor PD173074 (CAS 192705-
79-6), the PLC inhibitor U-73122 (CAS 112648-68-7) and PKC inhibitor PKC 19-36 (CAS 113731-96-7) were from
Tocris (Bristol, UK). The MMP2 Inhibitor III (CAS 704888-90-4), MMP2/MMP9 Inhibitor I (CAS 193807-58-8),
MMP9 Inhibitor I (CAS 1177749-58-4), GM6001 (CAS 142880-36-2) and aprotinin were from Merck Chemicals
(Darmstadt, Germany). The calmodulin inhibitor CGS9343B was a kind gift of Jacob Zijlstra (Novartis Consumer
Health, Rotkreuz, Switzerland). The MARCKS-derived ED peptide (KKKKKRFSFKKSFKLSGFSFKKNKK) and
the corresponding control peptide (KKKKKRASAKKSAKLSGASAKKNKK) were purchased from Schafer-N
(Copenhagen, Denmark). The NO-indicator 4-amino-5-methylamino-2/,7’-difluorofluorescein diacetate
(DAF-AM) was from ThermoFisher Scientific (Darmstadt, Germany).

Preparation, treatment and subfractionation of cerebellar granule cell cultures.  Cerebellar granule
neurons were prepared from 6- to 8-day-old C57BL/6 ] mice and maintained in poly-L-lysine-coated 6-well plates in
2 ml serum-free medium for 30 h'°. For pre-treatments, cells were incubated for 1 h with aprotinin (1 uM), GM6001
(100 nM), MMP2 inhibitor III (25 n1M), MMP9 inhibitor I (10 nM), MMP2/MMP?9 inhibitor I (100 uM), calmodulin
inhibitor CGS9343B (10 uM), NOS inhibitor L-NAME (100 uM), FAK inhibitor 14 (10 uM), PKC inhibitor PKC
19-36 (1.5uM), PLC inhibitor U-73122 (10 uM), PLD inhibitor FIPI (40 nM), PI3K inhibitor LY294002 (4 uM) or
FGF receptor inhibitor PD173074 (100 nM) or with phosphate-buffered saline, pH 7.4 (PBS). Cells were then incu-
bated for 30 min without or with chicken or guinea pig NCAM antibody (1:1,000; corresponding to 25 ug/ml IgG
or 12.5ug/ml IgY) or with NCAM-Fc (10 pug/ml), Fc (2 ug/ml), MARCKS-derived ED peptide (25 ug/ml) or control
peptide (25 ug/ml) in PBS. Previous experiments showed that the used NCAM antibody and MARCKS-derived
ED peptide concentration were optimal for robust and maximal stimulation. For subcellular fractionation the
Subcellular Protein Fractionation Kit for Cultured Cells was used (ThermoPFisher Scientific).

Immunoprecipitation and peptide-N-glycosidase F treatment. Immunoprecipitation and
peptide-N-glycosidase F treatment of immunoprecipitates were performed as described!s°.

Immunoblot analysis, immunogold labelling and electron microscopy. Immunoblot analysis
and quantification as well as pre-embedding, immunogold labelling and electron microscopic analysis were per-
formed as described!. Intensities relative to loading controls were calculated.

Measurement of NO levels. NO levels of were determined using the NO-indicator DAF-AM®-52,
Neurons were seeded onto poly-L-lysine-coated black 96-well plates with optical bottom (Greiner Bio-One;
Kremsmiinster, Austria) and maintained for 29 h. Cells were loaded with DAF-AM (10 uM) for 50 min at 37°C
and 5% CO,, washed two times with pre-warmed Krebs-Henseleit buffer (KHB; Sigma-Aldrich) containing
additional 2.5 mM CaCl, and 7.5% sodium bicarbonate and incubated with fresh KHB with additives at 37°C
for 10 min. Background NO levels were determined in a multimode plate reader (Tecan Spark 10 M; Tecan,
Minnedorf, Switzerland) using an excitation of 485nm and an emission of 520 nm. Cells were then treated with
KHB, guinea pig NCAM-antibody (10 ug/well) or control antibody (guinea pig serum, 10 ug/well) and the fluo-
rescence of NO-bound DAF was determined every 30s for 15 min using the same settings as for the background
reading. Fluorescence signals obtained from untreated cells were subtracted from the values obtained for treated
cells to control for unspecific NO production. All treatments were performed in triplicates.

Determination of S-nitrosylation of proteins. A three step biotin switch method®® was used for the
detection of S-nitrosylated proteins. Cerebellar neurons were maintained in culture medium for 30 h. The culture
medium was exchanged against Hanks’ Balanced Salt solution (HBSS) without phenol red and the neurons were
treated NCAM or control antibody for 10 min. The cell culture supernatants were collected and 5ml HEN buffer
(25mM HEPES, pH 7.7, 0.1 mM EDTA, 10 uM neocuproine) containing 2% SDS and 100 ul of 2M MMTS in
dimethylformamide were added to 1 ml of sample and incubated for 20 min at 50 °C to block free thiol groups.
The samples were then incubated with 10 ml ice-cold acetone for 30 min at —20°C and centrifuged at 13,000 x g
for 10 min at 4 °C. Pellets were resuspended in 5 ml HENS buffer (HEN buffer containing 1% SDS) and incubated
for 1 h at 25°C with 1 mM sodium ascorbate and 5mM biotin-HPDP (freshly prepared from a 50 mM stock in
dimethylformamide by diluting in dimethyl sulfoxide). After acetone precipitation and centrifugation, the pellets
were resuspended in 0.5 ml HENS buffer and 1 ml neutralization buffer (20 mM HEPES pH 7.7, 100 mM NaCl,
1 mM EDTA, 0.5% Triton X-100) and 80 ul streptavidin-coupled magnetic beads (ThermoFisher Scientific) were
added. After overnight incubation at 4 °C with rotation, beads were washed 5 times with washing buffer (neutral-
ization buffer containing 600 mM NaCl). The biotinylated proteins were eluted by boiling the beads in 30 ul LDS
non-reducing sample buffer (ThermoFisher Scientific) for 10 min at 98°C.

Cell surface biotinylation and subcellular fractionation of CHO cells.  Cell surface biotinylation of
CHO cells was performed as described'®. Briefly, cells were serum deprived at a confluence of 80% for 16 h,
washed thrice with HBSS supplemented with 0.5 mM CaCl, and 2mM MgCl, (HBSS-2+), and incubated for 1h
at 4°C with 0.5 mg/ml of sulfo-NHS-LC-biotin (Pierce) in HBSS-2+-. After washing twice with 100 mM glycine,
cells were washed with HBSS-24- and incubated without or with chicken NCAM antibody for 30 min.
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The Subcellular Protein Fractionation Kit for Cultured Cells (ThermoFisher Scientific) was used for the
isolation of membrane, cytoplasmic and nuclear fractions, and the ER isolation kit (Sigma-Aldrich) was used
for the isolation of ER-enriched fractions. The isolation of endosomal fractions was performed as described'®.
Briefly, cells were homogenized and centrifuged at 1,000 x g for 10 min followed by centrifugation of the resulting
supernatant at 17,000 x g for 15min and centrifugation of the 17,000 x g supernatant at 100,000 x g for 1 h. The
100,000 x g pellet was layered on a step gradient of 10, 15, 20 and 30% iodixanol (Axis-Shield, Oslo, Norway) and
centrifuged at 100,000 x g for 3h and the material from the interphases was collected. Isolation of biotinylated
proteins using streptavidin-conjugated magnetic beads (Invitrogen) has been described'®.

In vitro retro-translocation and nuclear import assays. For the analysis of translocation from the
endosomal membrane to the cytoplasm, an endosomal fraction isolated from PSA-expressing CHO cells after cell
surface biotinylation and treatment with NCAM antibody was incubated with the 100,000 x g cytoplasmic super-
natant from untreated PSA-lacking CHO cells for 60 min at 4°C in translocation buffer (10 mM HEPES, pH 7.2,
40 mM magnesium acetate, 2mM CaCl,, 1 mM DTT, 0.1 mM PMSF) without or with 10 uM CGS9343B or 8 ug/
ml calmodulin or control antibody. The samples were then centrifuged at 100,000 x g for 1 h at 4 °C. Biotinylated
proteins were isolated from the pellets and supernatants using streptavidin-conjugated magnetic beads and sub-
jected to immunoblot analysis.

For the analysis of nuclear import, untreated NCAM-deficient cerebellar neurons and NCAM antibody-treated
wild-type neurons were resuspended in cell lysis buffer (10 mM HEPES, pH 7.5, 10 mM KClI, 0.1% Triton X-100,
1 mM EDTA, 0.1 mM PMSF), homogenized using a Dounce homogenizer, passed through a 27-gauge needle
and centrifuged. The 1,000 x g nuclear pellets of untreated NCAM-deficient neurons were incubated with the
100,000 x g cytoplasmic supernatant of NCAM antibody-treated wild-type neurons for 1h at 37 °C in nuclear
translocation buffer (25 mM HEPES, pH 7.4, 12.5mM KCl, 2.5 mM MgCl,, 1.25mM CaCl,, 0.1 mM ATP) with
and without 10 uM CGS9343B or 8 ug/ml calmodulin or control antibody. After centrifugation at 1,000 x g for
10 min at 4 °C, the pellets and supernatants were subjected to immunoblot analysis.
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