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Abstract: Synaptic degeneration is an early phenomenon in Parkinson’s disease (PD) pathogenesis.
We aimed to investigate whether levels of synaptic proteins contactin-1 and contactin-2 in cerebrospinal
fluid (CSF) of PD patients are reduced compared to dementia with Lewy bodies (DLB) patients and
controls and to evaluate their relationship with α-synuclein aggregation. Contactin-1 and -2 were
measured in CSF from PD patients (n = 58), DLB patients (n = 72) and age-matched controls (n = 90).
Contactin concentration differences between diagnostic groups were assessed by general linear models
adjusted for age and sex. Contactin immunoreactivity was characterized in postmortem substantia
nigra, hippocampus and entorhinal cortex tissue of PD patients (n = 4) and controls (n = 4), and its
relation to α-syn aggregation was evaluated using confocal laser scanning microscopy. Contactin-1
levels were lower in PD patients (42 (36–49) pg/mL) compared to controls (52 (44–58) pg/mL, p = 0.003)
and DLB patients (56 (46–67) pg/mL, p = 0.001). Contactin-2 levels were similar across all diagnostic
groups. Within the PD patient group, contactin-1 correlated with t-α-syn, tTau and pTau (r = 0.30–0.50,
p < 0.05), whereas contactin-2 only correlated with t-α-syn (r = 0.34, p = 0.03). Contactin-1 and -2
were observed within nigral and cortical Lewy bodies and clustered within bulgy Lewy neurites in
PD brains. A decrease in CSF contactin-1 may reflect synaptic degeneration underlying Lewy body
pathology in PD.
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1. Introduction

Parkinson’s disease (PD) is the most common neurodegenerative disorder after Alzheimer’s
disease and its prevalence increases with age [1]. The pathological hallmarks of PD consist of
loss of nigro-striatal dopaminergic neurons and intraneuronal Lewy bodies (LBs) and intraneuritic
Lewy neurites (LNs), fibrillary aggregates in predilected brain regions [2]. The presynaptic protein
alpha-synuclein (α-syn) is the main component of LBs and LNs and is implicated in the pathogenesis
of PD [3]. Synaptic protein alteration may result from synaptic α-syn accumulation, leading to synaptic
and subsequent axonal damage [4]. Synapse loss [5] and axonal damage [6] are prominent early
pathological changes that could contribute to the various motor and non-motor symptoms [7,8] in
early-stage PD.

The clinical diagnosis of PD is primarily based on the presence of Parkinsonism. In addition,
PD patients experience a wide range of non-motor symptoms, including sleep, as well as autonomic,
psychiatric and cognitive dysfunction. There is a large variability in disease-onset and progression
among PD patients [8]. Early diagnosis of PD is needed to provide an early window for therapeutic
intervention aiming at slowing down or halting disease development. Therefore, there is a strong
need for cerebrospinal fluid (CSF) biomarkers to support an earlier diagnosis and detect underlying
pathogenic mechanisms in PD. Promising biomarker candidates for early diagnosis of PD that
have emerged are: alpha-synuclein species (total α-syn, oligomeric α-syn and phosphorylated
α-syn), β-amyloid 1–42, axonal damage markers (tau, neurofilament light (NfL)) and lysosomal
enzymes [9–11]. However, the overlap in CSF levels of these biomarkers between PD and controls
indicates that additional biomarkers are needed, which should be combined to fully capture the
different underlying pathologies of PD [11,12].

Since synaptopathy and axonal degeneration are early events in PD [6,13–17], biofluid biomarkers
that mirror synaptic and axonal degeneration may hold potential as early diagnostic markers for
PD. Contactin-1 and contactin-2 are cell adhesion molecules involved in synaptic plasticity and
axonal organization [18]. They are expressed on synaptic membranes and (juxta)paranodal regions of
axons [18]. Previous CSF proteomics-based studies showed lower levels of contactin-1 in PD compared
to controls and dementia with Lewy bodies (DLB) [19]. To our knowledge, CSF contactin-2 levels have
not been investigated in PD patients before, although a proteomics-based study found a tendency
towards lower levels of contactin-2 in the post-mortem prefrontal cortex of PD patients, compared
to controls [20]. Based on these previous findings, we hypothesized that contactin-1 and -2 might be
reduced in CSF of PD patients compared to controls, reflecting synaptic and axonal loss. Since DLB
is a synucleinopathy, closely related to PD [21], we additionally investigated contactin levels in CSF
of DLB patients. The aims of this study were to investigate (i) whether CSF levels of contactin-1 and
contactin-2 are reduced in CSF of PD patients, (ii) whether contactins can discriminate PD patients
from controls and DLB patients, and (iii) their relationship with clinical outcome measures of disease
severity, and with CSF markers of neurodegeneration α-syn, tTau and pTau, which are also associated
with synucleinopathies [22,23]. In addition, we explored whether contactin-1 and -2 are associated
with Lewy pathology in post-mortem brain tissue of patients diagnosed with PD.

2. Materials and Methods

2.1. Subjects

We included PD patients (n = 58) based on clinical diagnosis, and age-matched volunteers without
neurological symptoms (n = 50) from the outpatient clinic for movement disorders of the Amsterdam
UMC, location VUmc [24]. Patients with DLB (n = 72) and non-demented controls with subjective
cognitive decline (SCD) (n = 40) were selected from the Amsterdam Dementia Cohort [25]. In total,
the control group consisted of 90 subjects. Controls with SCD and healthy volunteers were analyzed
as one control group as CSF levels of core Alzheimer’s disease (AD) biomarkers (Aβ42, tTau, pTau),
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Mini Mental State Examination (MMSE) scores, contactin-1 and contactin-2 levels did not differ
(Figure S7).

The demographic details of all the subjects are outlined in Table 1. All subjects provided written
informed consent for use of biomaterial and clinical data for research and the study was approved by
the local medical ethical review board. The study was conducted according to the revised Declaration
of Helsinki and Good Clinical Practice guidelines. The details of clinical diagnosis are provided in
Appendix A.

Table 1. Demographic details of subjects.

PD DLB Controls

n 58 72 90

Sex (female %) 38 10 41

Age (years)
(mean ± SD) 63 ± 10 e 68 ± 6 c 64 ± 7

MMSE
(mean ± SD) 29 ± 2 23 ± 4 a,d 29 ± 1

Disease duration
(median(IQR)) 4 (2–10) 2.5 (2.0–4.0) –

H&Y
(mean ± SD) 2 ± 0.5 – –

UPDRS-III
(mean ± SD) 23 ± 9 – –

tTau (pg/mL) (median(IQR)) 190 (157–274) 306 (224–369) a,d 229 (174–272)

pTau (pg/mL) (median(IQR)) 40 (28–51) 47 (35–61) 44 (34–50)

Aβ42 (pg/mL) (median(IQR)) 967 (794–1076) 710 (560–937) a,d 1009 (848–1139)

Contactin-1(ng/mL)
(median(IQR)) 42 (36–49) b 56 (46–67) e 52 (45–58)

Contactin-2 (ng/mL)
(median(IQR)) 72 (59–94) 87 (66–106) 84 (66–106)

t-α-syn (pg/mL)
(median(IQR)) 1.47 (1.25–1.77) c 1.40 (1.10–1.70) b 1.71 (1.40–1.93)

MMSE, Mini Mental State Examination; H&Y, Hoehn and Yahr; UPDRS-III, Unified Parkinson’s Disease Rating
Scale. a p < 0.001 dementia with Lewy bodies (DLB)/Parkinson’s disease (PD) versus controls, b p < 0.01 DLB/PD
versus controls, c p < 0.05 DLB/PD versus controls; d p < 0.001: PD versus DLB, e p < 0.01: PD versus DLB.

2.2. CSF Collection and Assays

CSF was collected by lumbar puncture and stored in polypropylene tubes according to previous
published JPND-BIOMARKAPD guidelines until analysis [26]. Commercially available analytically
validated ELISAs [27] were used for measuring contactin-1 (ELH-CNTN1-1, RayBiotech, Norcross,
GA, USA) and contactin-2 (Cat Nos. DY1714-05, DY008, R&D Systems, Inc., Minneapolis, MN,
USA). CSF samples were diluted 1:20 in reagent diluent provided in the kit and the assay was
performed according to the manufacturer’s protocols. CSF amyloid beta-42 (Aβ42), total tau (tTau) and
phosphorylated tau (pTau) were measured as part of routine diagnosis at the neurochemistry laboratory
at Amsterdam University Medical Center, The Netherlands, using commercially available enzyme-linked
immunosorbent assay (ELISA; Innotest, Fujirebio, Ghent, Belgium) [28]. Total alpha-synuclein (t-α-syn)
was measured in triplicate by time-resolved fluorescence energy transfer (TR-FRET) immunoassay and
the mean of the triplicate was used, as previously published [24].
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2.3. Immunohistochemistry (IHC), Immunofluorescence (IF) and Microscopy

The details of post-mortem brain tissue, IHC protocol and microscopy are provided in
Appendices A and B. Anti-contactin-1 (1:100, cat no. ab66265, Abcam, Cambridge, UK) and
anti-Contactin-2 (1:100, HPA001397, Atlas Antibodies, Stockholm, Sweden) were used as primary
antibodies for IHC. Labeling of primary antibody was detected using DAKO anti-rabbit/mouse
EnVision+ System-HRP (DAKO, 45007, Glostrup, Denmark). Nuclei were visualized by Mayer’s
hematoxylin counterstain (Merck, MHS1, Zwijndrecht, The Netherlands). Finally, the slides were
mounted with coverslips (Thermo Fisher Scientific Gerhard Menzel B.V. & Co. KG, Braunschweig,
Germany) using Entellan mounting medium (cat no. 107960, EMD Millipore, Burlington, MA, USA).

The following primary antibodies were used for evaluation of colocalization using IF between
contactin-1/-2 and pathological α-synuclein: rabbit polyclonal anti-contactin-1 (1:40; cat no. ab66265,
Abcam, Cambridge, UK), rabbit polyclonal anti-contactin-2 (1:40; HPA001397, Atlas Antibodies,
Stockholm, Sweden) in combination with mouse monoclonal anti-p-Ser129-aSyn (11A5 1:30,000,
courtesy of Prothena Biosciences [29]). Donkey anti-rabbit IgG Alexa-594 (1:200, cat no. A-21207,
Thermo Fisher Scientific, Landsmeer, The Netherlands) and donkey anti-mouse IgG Alexa-488
(1:200; A21202, Mol. Probes, Thermo Fisher Scientific) were used as the secondary antibody. Slides were
mounted with coverslips using Mowiol as a mounting medium.

2.4. Statistics

The Kolmogorov–Smirnov test was used to check normal distribution of the data. Contactin-1 and
contactin-2 were found to be normally distributed. t-α-syn, Aβ42, tTau and pTau were not normally
distributed and therefore were log-transformed for group comparisons. Differences in CSF contactin-1
and -2 levels between several diagnostic groups (or two diagnostic groups) were tested by the general
linear model (GLM) adjusted for age and sex with the Bonferroni correction for multiple comparisons.
Correlation analyses were done using the Spearman correlation test. Receiver-operating characteristic
(ROC) analyses were performed to evaluate the diagnostic performance of contactins for discrimination
of PD from controls and DLB. The statistical tests were two-tailed and values with p < 0.05 were
considered significant. Statistical analyses were performed using SPSS version 22 (IBM SPSS Statistics
for Windows, Version 21.0. Armonk, NY: IBM Corp). Graphs were plotted using GraphPad Prism
version 6.07.

3. Results

The mean age of patients with PD was lower than the age of the DLB patients (p= 0.02). There were
more males than females in every diagnostic group (See Table 1 for demographic and clinical details).
Contactin-1 levels were higher in males than females in the control group (p = 0.01) and DLB group
(p < 0.001), whereas contactin-2 levels were similar in males and females across all diagnostic groups.

Median values and group differences of the CSF biomarkers- contactin-1, contactin-2, tTau,
pTau and t-α-syn are shown in Table 1. Contactin-1 levels were lower in PD patients compared to
controls (19% lower, p = 0.003) and DLB patients (7% lower, p = 0.001) (Figure 1A). Contactin-1 levels in
different diagnostic groups, with the control group stratified into SCD and healthy controls, are shown
in Figure S8. Next, we evaluated the performance of contactin-1 in discriminating PD from controls
and DLB. Contactin-1 could not discriminate PD from controls alone (area under the curve (AUC)
(confidence interval (CI)) = 0.65 (0.54–0.0.76), p = 0.009). Although it slightly improved the model
(comprising t-α-syn, tTau and pTau) (combined AUC (CI) = 0.73 (0.62–0.82), p = 0.0002) (Figure S1).
The combination of contactin-1 with t-α-syn, tTau, pTau and Aβ42 yielded AUC (CI) = 0.88 (0.80–0.94,
p < 0.0001) to discriminate PD from DLB (Figure S1).

Contactin-2 levels were not significantly different after correction for multiple comparisons,
sex and age (Figure 1B). In line with the weak reduction of contactin-2 in PD, AUCs were 0.61 (0.50–0.72)
for PD versus controls, and 0.62 (0.51–0.73) for PD versus DLB.
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scores (r = −0.009 to 0.11, p = 0.96 to 0.32) in any of the groups. 

Figure 1. Levels of cerebrospinal fluid (CSF) contactin-1 (A) and contactin-2 (B) in PD, DLB and
controls. The long horizontal line represents the median and the short horizontal lines represent the
inter-quartile range (IQR), respectively. ** p < 0.01. The p-values displayed are corrected for multiple
comparisons (Bonferroni correction), sex and age.

Correlations of contactin-1 and -2 with commonly used CSF markers (t-α-syn, tTau and pTau) and
clinical measures of disease severity such as MMSE score, disease duration, Hoehn and Yahr (H&Y)
scale (only in the PD group) and Unified Parkinson’s Disease Rating Scale (UPDRS-III) (only in the PD
group) were calculated within each diagnostic group. Within the PD group, contactin-1 positively
correlated with t-α-syn (r = 0.43, p = 0.002), tTau (r = 0.53, p < 0.0001) and pTau (r = 0.35, p = 0.02).
Contactin-2 correlated positively only with t-α-syn (r = 0.34, p = 0.03), and no correlations were found
with tTau and pTau (Figure 2). Similarly to the PD group, positive correlations were seen in the control
group with t-α-syn, tTau and pTau (r = 0.40–0.67, p < 0.001) and in the DLB group (r = 0.42–0.58,
p < 0.001) group (Table 2). No correlations between contactin-1 and -2 levels and clinical measures of
PD severity, i.e., H&Y scale (r = 0.002, p = 0.98) and UPDRS-III (r = 0.16, p = 0.39) and disease duration
(r = −0.01, p = 0.93) were observed. No correlations were observed with MMSE scores (r = −0.009 to
0.11, p = 0.96 to 0.32) in any of the groups.
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Figure 2. Correlation of CSF contactin-1 (A–C) and contactin-2 (D–F) with CSF t-α-syn, tTau and pTau
in PD patients. Each dot in the scatter plot represents a sample. r = Spearman’s correlation coefficient.

Table 2. Correlations between contactins and other CSF biomarkers in DLB and control groups.

DLB Controls

Contactin-1 Contactin-2 Contactin-1 Contactin-2

t-α-syn r = 0.55
p = 0.001

r = 0.26
p = 0.13

r = 0.66
p < 0.001

r = 0.41
p = 0.02

tTau r = 0.55
p < 0.001

r = 0.46
p < 0.001

r = 0.62
p < 0.001

r = 0.44
p < 0.001

pTau r = 0.58
p < 0.001

r = 0.43
p < 0.001

r = 0.67
p < 0.001

r = 0.50
p < 0.001

r = Spearman’s correlation coefficient.

Considering the CSF contactin changes observed in PD patients, we next characterized contactin-1
and contactin-2 expression in post-mortem PD and control brain sections and evaluated their
expression in relation to p-Ser129-aSyn, which is one of the main components of LBs and bulgy
LNs [30] (Figure 3). Punctate synaptic-like staining was observed for contactin-1 and -2 in the
substantia nigra (SN), hippocampus CA2 region and entorhinal cortex (Figure 3, Figures S3 and S4).
Interestingly, both contactin-1 and contactin-2 were found within p-ser129-aSyn immunoreactive LBs
(Figure 3A–C,G–I; shown with white arrowheads), bulgy LNs (Figure 3D–F,J–L; shown with white
arrowheads), but not in thin threads (data not shown), in PD SN. The distributions of contactin-1 and
contactin-2 were observed throughout LBs. However, we observed that the pattern of distribution of
contactins in bulgy LNs was quite variable. Sometimes, both contactins clustered in the center of bulgy
LNs and sometimes the distribution was more dispersed (Figures S3 and S4). No apparent differences
in staining patterns of contactin-1 and contactin-2 between PD and controls were visible. Further
synaptic-like immunoreactivity of contactin-1, observed via light microscopy, in both controls and PD
brain tissue samples is shown in Figure S5. We observed a similar staining pattern for contactin-2 in
controls and PD in the SN, CA2 and entorhinal cortex (data not shown).
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lower in PD patients compared to controls and DLB patients, but contactin-2 levels were similar 

Figure 3. Representative photomicrographs of sections immunostained for contactin-1, contactin-2
and p-Ser129-aSyn in the substantia nigra (SN) of post-mortem human PD brain sections. (A–C)
Contactin-1 shows punctate staining which co-localizes with p-Ser129-aSyn within Lewy bodies (LBs).
(D–F) Contactin-1 in bulgy Lewy neurites (LNs). (B) A Lewy body and diffuse cytoplasmic (shown by
blue arrowhead) stain of p-Ser129-aSyn is visible. (G–I) Contactin-2 similarly shows punctate staining,
which co-localizes with α-syn within LBs. (J–L) Contactin-1 in bulgy LNs. White arrowheads indicate
the presence of Contactin-1/-2 within LBs/LNs. Scale bar: 5 uM. Colocalization quantification is shown
in Figure S6.

4. Discussion

In this cross-sectional study, analyzing CSF levels of contactin-1 and -2 in a large cohort of patients
with PD and DLB, we found that the levels of synaptic protein contactin-1 in CSF were lower in PD
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patients compared to controls and DLB patients, but contactin-2 levels were similar across diagnostic
groups. Contactin-1 and contactin-2 levels did not correlate with disease duration, MMSE, H&Y or
UPDRS-III scores of PD patients. However, contactin-1 significantly correlated with CSF t-α-syn,
tTau and pTau in PD patients. Interestingly, both contactin-1 and contactin-2 were present within LBs
and bulgy LNs and colocalized with α-syn pathology (Figure S6).

Our result of lowered contactin-1 levels in PD compared to controls is supported by the results
of a previous proteomics-based study, where contactin-1 levels tended to be reduced in CSF of PD
patients versus controls [19]. To our knowledge, alterations in CSF contactin-2 levels in PD patients
have not been investigated before. However, we have previously reported lower CSF contactin-2 levels
in AD patients compared to SCD patients [31]. A decreased contactin-1 level could be due to lower
axonal volume, due to synaptic and axonal loss, which are well-known pathological mechanisms
involved in PD pathogenesis [32]. Alternatively, the reduced levels in CSF could be due to trapping of
synaptic proteins within LBs [33,34] in the brain, leading to diminished release of contactins in the CSF.
We did not find similar reductions in contactin-1 levels in CSF of DLB patients like those we found in
PD. We have previously shown that contactins are absent or reduced in and around amyloid plaques
in AD brain tissue [31]. It can be speculated that contactin sequestration in Lewy bodies may not occur
due to more abundant beta amyloid co-pathology in DLB brains. Thus, future studies should directly
compare contactin expression in Lewy bodies and Lewy neurites in both PD and DLB brains.

Our findings of higher levels of contactin-1 in DLB compared to PD were in contrast to the
expected reductions such as those seen in PD. This increase in contactin-1 was similar to the pattern of
CSF tTau levels, which was higher in DLB compared to the other diagnostic groups and correlated
with contactin-1 levels (Table 2), which may indicate that contactin-1 could be a marker for ongoing
neurodegeneration in DLB.

The pattern of lower contactin-1 levels in PD compared to DLB was similar to that observed for CSF
t-α-syn, where lower levels were also seen in PD compared to the other diagnostic groups [12,35–37].
Our correlation analyses similarly showed positive correlations of contactin-1 with t-α-syn in PD
patients. Therefore, from these results, it can be speculated that contactins and t-α-syn might both
be markers of synaptic protein accumulation in LBs, possibly as a consequence of synaptic loss.
Interestingly, contactin-1 was positively correlated with tTau and pTau within the PD group, whereas
contactin-2 was not. These correlations appeared moreover to be the strongest within controls
(Figure 2 and Table 2). These results indicate that contactins may be physiologically associated with
these proteins.

Next, we studied the localization of contactin-1 and contactin-2 in SN, hippocampus and entorhinal
cortex of PD patients and controls, to understand if there could be a pathobiological correlate for the
CSF findings. To our knowledge, this is the first study showing contactin-1 and -2 expression patterns
in the PD brain. We observed a punctate synaptic-like staining in these brain areas in PD patients,
as well as in non-demented controls, similar to what was previously observed in the hippocampus and
temporal cortex of AD patients and non-demented controls [31]. Interestingly, we additionally found
contactin expression within LBs and bulgy LNs. This finding is in accordance with recent studies that
observed localization of another synaptic protein, synapsin, within LBs and LNs [33,34], indicating
that these structures contain various types of vesicular entities comprising synaptic proteins, which we
now extend to contactin-1 and contactin-2 proteins. Moreover, another study has similarly shown
co-localization of contactin-1 and synapsin in hippocampal cell cultures, confirming the comparable
localization pattern of contactins to that of synapsin [38].

Both CSF t-α-syn and contactin-1 were significantly decreased in PD patients compared to controls
in our cohort, indicating that both these proteins could be sequestered together in Lewy bodies. It is
known that a Lewy bodies may also show tau immunoreactivity, especially in neuronal populations
vulnerable to both neurofibrillary tangles and Lewy Bodies [39,40]. In future, tau immunoreactivity
should be tested along with contactin immunoreactivity within Lewy bodies to better understand the
pathological relationship of contactin and tTau and pTau in PD.
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The major strength of our study was that analytically validated, commercially available ELISAs
were used for measuring contactin levels in CSF, leading to easier replication in larger cohorts compared
to previous proteomics-based contactin studies [19]. Moreover, we used a larger sample size compared
to previous studies. A limitation of our study was that even though we included 220 subjects that
were well-characterized in terms of clinical data, we did not yet validate the findings in another
independent cohort. Another limitation was that PD and healthy controls were obtained from one
cohort, whereas DLB and SCD were obtained from another cohort. However, all these samples were
collected at the same center, following exactly same protocols, excluding pre-analytical variation as a
possible confounder. There was a lack of longitudinal data, which did not allow us to examine the
value of contactins as predictive biomarkers. It remains to be investigated in future studies how these
biomarkers differentiate PD from clinically relevant diagnostic groups such as multiple system atrophy
(MSA), essential tremor, etc.

5. Conclusions

Our results indicate that synaptic degeneration might be reflected by CSF contactin-1 in PD
patients, but its performance in clinical practice will be limited. Our results suggest the possible use of
contactin-1 to complement panels for monitoring synaptic dysfunction or protection in therapeutic
paradigms, rather than as a single diagnostic biomarker. Our findings further support the suggestion
that synaptic proteins are affected and may start accumulating within neurons in PD. Considering
that contactin levels in CSF did not vary in a similar fashion in PD and DLB, studies unraveling
a mechanistic relation between contactins, α-syn, tau and Aβ are required to understand the cell
signaling pathway underlying PD and DLB pathogenesis.

Supplementary Materials: The following are available online at http://www.mdpi.com/2218-273X/10/8/1177/s1,
Figure S1: Area under receiver-operating characteristic (ROC) curves for contactin-1 for discriminating PD
from controls (A) and PD from DLB (B). Figure S2: Representative photomicrographs of negative controls
(substantia nigra (SN)). (A,D) were immunolabelled with only donkey anti-rabbit alexa-594 secondary antibody
(contactin primary antibodies were omitted). (B,E) were immunolabelled for p-Ser129-aSyn with subsequent
addition of the corresponding secondary antibody; (C,F) shows the merged images of red and green channels.
Contactin-1- and contactin-2-specific signals cannot be seen (A,D) in the absence of contactin primary antibodies,
indicating the absence of non-specific signals from the secondary antibody only. Scale bar: 5 uM. Figure S3:
Representative photomicrographs of sections immunostained for contactin-1 and p-Ser129-aSyn in the substantia
nigra (SN) (A–C), hippocampus CA2 region (D–F) and entorhinal cortex (ENT) (G–I) of post-mortem human
PD brain sections. The distribution of contactin-1 was seen throughout the bulgy Lewy neurites, whereas in
others the distribution pattern was more clustered. Figure S4: Representative photomicrographs of sections
immunostained for contactin-2 and p-Ser129-aSyn in the substantia nigra (SN) (A–C), hippocampus CA2 region
(D–F) and entorhinal cortex (ENT) (G–I) of post-mortem human PD brain sections. The pattern of contactin-2
expression is different in different types of Lewy neurites. Figure S5: Representative photomicrographs of sections
immunostained for contactin-1 in the substantia nigra (SN) (A,B), hippocampus CA2 region (C,D) and entorhinal
cortex (ENT) (E,F) of post-mortem human control (left panel) and PD (right panel) brain sections. Synaptic-like
punctate contactin-1 expression can be seen in the extracellular matrix, cell body, nucleus and axonal processes
(shown with black arrowheads). Possible neuromelanin-positive cells in the SN are shown with blue arrowheads.
Figure S6: (A) Colocalization quantification using ‘colocalization threshold’ plug-in in ImageJ-Fiji. M1, M2 are
Mander’s coefficients and tM1, tM2 are thresholded Mander’s coefficients. The bar plots represent mean±SD
values of Mander’s coefficients for all images quantified (n = 6 images quantified per group). The overall
Pearson’s correlation coefficient ranged between 0.1 and 0.4. (B) Representative photomicrographs of sections
immunostained for contactin-1 and contactin-2. The rightmost panels show the colocalized signal above the
threshold (in white). Figure S7: Levels of CSF contactin-1 (A), contactin-2 (B), normalized Aβ42 (C), normalized
tTau (D), normalized pTau (E) and MMSE scores (F) in controls and SCD. The long horizontal line represents
the median and the short horizontal lines represent the inter-quartile range (IQR), respectively. The p-values
displayed are corrected for sex and age. Figure S8: Levels of CSF contactin-1 in PD, DLB, SCD and healthy
controls. The long horizontal line represents the median and the short horizontal lines represent the inter-quartile
range (IQR), respectively. * p < 0.05, ** p < 0.01. The p-values displayed are corrected for multiple comparisons
(Bonferroni correction), sex and age.
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Appendix A

Appendix A.1. Clinical Diagnosis

PD patients were diagnosed according to the United Kingdom Parkinson’s Disease Society Brain
Bank (UK-PDSBB) clinical diagnostic criteria; data were collected in 2010 by movement disorders
specialists [41]. The high Mini Mental State Examination (MMSE) (>28) scores of PD patients did
not indicate dementia. Disease duration was defined as the time-period between the first subjective
complaints of motor symptoms and the time of lumbar puncture. UPDRS-III [42] and the modified
H&Y [43] classification were used for rating the severity of Parkinsonism and disease stage in the
‘on’ state. Patients with DLB were diagnosed based on the 2005 consensus criteria and additionally
fulfilled new consensus criteria [44,45]. Subjects were labeled as SCD when cognitive complaints
could not be confirmed by cognitive testing and criteria for mild cognitive impairment, dementia
or any other neurological or psychiatric disorder known to cause cognitive complaints were not
fulfilled. SCD patients were included in this study when they remained cognitively stable for at
least two years and dementia could be excluded using extensive neuropsychological testing. Healthy
volunteers underwent a standardized clinical assessment that included medical history and neurological
examination. Dementia was excluded in healthy controls using the Cambridge Cognitive Examination
(CAMCOG) scale [46].

Appendix A.2. Post-Mortem Brain Tissue

Formalin-fixed paraffin-embedded post-mortem substantia nigra (SN) and hippocampal tissue of
clinically diagnosed and pathologically confirmed PD patients (n = 4) and age-matched non-demented
controls (n = 4) were obtained from the Netherlands Brain Bank (NBB; www.brainbank.nl). Written
informed consent for brain autopsy and use of medical records for research purposes were obtained from
all donors or their next of kin. For pathological assessment, staining of selected regions was performed
using hematoxylin and eosin, Gallyas silver stain and immunohistochemistry against α-synuclein
(clone KM51, 1:500, Monosan, Uden, The Netherlands), amyloid-β (clone 6f/3d, 1:100, DAKO,
Amstelveen, The Netherlands) and hyperphosphorylated tau (clone AT8, 1:100, Innogenetics, Ghent,
Belgium). For pathological staging of α-synuclein, amyloid-β, neurofibrillary and neuritic plaque
pathology, diagnostic criteria were used according to the BrainNet Europe and the National Institute
on Aging-Alzheimer’s Association guidelines [47–49]. Patient details, such as clinical and pathological
diagnosis, age, sex and post-mortem delay, are outlined in Table A1.

www.amsterdamresearch.org
www.brainbank.nl
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Table A1. Clinical details of patients included in the post-mortem study.

Patient
Number

Clinical
Diagnosis

Pathological
Diagnosis Sex Age

Braak
NFT
Stage

CERAD
Amyloid

Braak
Alpha-Synuclein

Stage

Post Mortem
Delay

(Hours:Minutes)

pH of
CSF

Brain
weight

(g)

Disease
Duration
(years)

Cause of
Death

1 PD PD F 76 1 O 6 5:30 6.16 1248 15

Aspiration
pneumonia,

cardiac
arrest

2 PDD PDD M 80 1 O 6 5:25 6.43 1180 13 Aspiration
pneumonia

3 PDD PDD M 80 2 B 6 5:30 6.29 1279 13

4 PDD PDD M 72 1 A 6 4:00 6.22 1210 8

5 Control Control F 85 3 A 0 6:25 6.60 1080 NA

Euthanasia,
ischemic

changes in
F2

6 Control Control M 89 2 O 0 6:50 6.23 1185 NA Urosepsis

7 Control Control M 80 1 B 0 7:00 6.22 1354 NA

Dehydration
by epilepsy

by brain
tumor

8 Control Control F 78 1 A 0 7:10 6.32 1120 NA

Appendix B

Appendix B.1. Immunohistochemistry (IHC), Immunofluorescence (IF) and Microscopy

Formalin-fixed and paraffin-embedded brain tissue was cut into 10-µm-thick sections and
processed for immunohistochemistry. All sections were baked at 56 ◦C on a heated plate for 60 min.
Deparaffinization was carried out in 100% xylene substitute and decreasing concentrations of ethanol.
Antigen retrieval was performed by steaming (98 ◦C) for 30 min in 10 mM citrate buffer at pH 6.0.
Blocking was done using 2% normal donkey serum in tris buffer saline before adding the primary
antibodies for overnight incubation at 4 ◦C. The sections were washed with TBS between incubation
steps. Anti-contactin-1 (1:100, cat no. ab66265, Abcam, Cambridge, UK) and anti-Contactin-2
(1:100, HPA001397, Atlas Antibodies, Stockholm, Sweden) were used as primary antibodies for IHC.
Labelling of primary antibody was detected using DAKO anti-rabbit/mouse EnVision+ System-HRP
(DAKO, 45007, Glostrup, Denmark). Nuclei were visualized by Mayer’s hematoxylin counterstain
(Merck, MHS1, Zwijndrecht, The Netherlands). Finally, the slides were dehydrated with increasing
series of ethanol solution and mounted with coverslips (Thermo Fisher Scientific Gerhard Menzel B.V.
& Co. KG, Braunschweig, Germany) using Entellan mounting medium (cat no. 107960, EMD Millipore,
Massachusetts, United States). Transmitted light microscopy images were taken using a Leica DM500
microscope with a 20× and 40× oil lens (HC PL-APO, numerical aperture 1.40) and Leica Application
Suite version 44 software.

The following primary antibodies were used for evaluation of colocalization using IF between
contactin-1/2 and pathological α-synuclein: rabbit polyclonal anti-contactin-1 (1:40; cat no. ab66265,
Abcam, Cambridge, UK), rabbit polyclonal anti-contactin-2 (1:40; HPA001397, Atlas Antibodies,
Stockholm, Sweden) in combination with mouse monoclonal anti-p-Ser129-aSyn (11A5 1:30,000,
courtesy of Prothena Biosciences [29]. Donkey anti-rabbit IgG Alexa-594 (1:200, cat no. A-21207, Thermo
Fisher Scientific, Landsmeer, Netherlands) and donkey anti-mouse IgG Alexa-488 (1:200; A21202,
Mol. Probes, Thermo Fisher Scientific) were used as the secondary antibody. Slides were mounted
with coverslips using Mowiol as a mounting medium. LBs and LNs were first identified in neurons in
the SN, CA2 and entorhinal cortex of PD cases using p-α-syn signal in the immunostained sections.
Next, the contactin-1 or -2 signal was evaluated. Negative controls lacking primary antibodies were
performed to control for background/autofluorescence levels and aspecific staining.

Immunofluorescent images were acquired using a Leica TCS SP8 STED 3X microscope
(Leica Microsystems) with HC PL-APO CS2 100× 1.4 NA oil objective lens, with a 1024 × 1024
pixel format for the images. All signals were detected using gated hybrid detectors in counting mode.
Sections were sequentially scanned for each fluorophore, by irradiation with a pulsed white light laser
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at different wavelengths (488 or 594). Stacks in the Z-direction were made for each image. To obtain
CSLM images of the DAPI signal, sections were irradiated with a solid-state laser at a wavelength of
405 nm. Final figures were composed using Adobe Photoshop (CS6, Adobe Systems Incorporated).
Negative controls (without contactin-1 or contactin-2 primary antibody) are shown in Figure S2.

References

1. Dorsey, E.R.; Sherer, T.; Okun, M.S.; Bloem, B.R. The Emerging Evidence of the Parkinson Pandemic.
J. Parkinsons. Dis. 2018, 8, 3–8. [CrossRef]

2. Spillantini, M.G.; Crowther, R.A.; Jakes, R.; Hasegawa, M.; Goedert, M. Synuclein in filamentous inclusions
of Lewy bodies from Parkinson’s disease and dementia with Lewy bodies. Proc. Natl. Acad. Sci. USA 1998,
95, 6469–6473. [CrossRef] [PubMed]

3. Spillantini, M.G.; Schmidt, M.L.; Lee, V.M.-Y.; Trojanowski, J.Q.; Jakes, R.; Goedert, M. α-Synuclein in Lewy
bodies. Nature 1997, 388, 839–840. [CrossRef] [PubMed]

4. Bellucci, A.; Mercuri, N.B.; Venneri, A.; Faustini, G.; Longhena, F.; Pizzi, M.; Missale, C.; Spano, P. Parkinson’s
disease: From synaptic loss to connectome dysfunction. Neuropathol. Appl. Neurobiol. 2016, 42, 77–94.
[CrossRef] [PubMed]

5. Calo, L.; Wegrzynowicz, M.; Santivañez-Perez, J.; Grazia Spillantini, M. Synaptic failure and α-synuclein.
Mov. Disord. 2016, 31, 169–177. [CrossRef]

6. Prots, I.; Grosch, J.; Brazdis, R.M.; Simmnacher, K.; Veber, V.; Havlicek, S.; Hannappel, C.; Krach, F.;
Krumbiegel, M.; Schütz, O.; et al. α-Synuclein oligomers induce early axonal dysfunction in human
iPSC-based models of synucleinopathies. Proc. Natl. Acad. Sci. USA 2018, 115, 7813–7818. [CrossRef]

7. Berg, D.; Adler, C.H.; Bloem, B.R.; Chan, P.; Gasser, T.; Goetz, C.G.; Halliday, G.; Lang, A.E.; Lewis, S.; Li, Y.;
et al. Movement disorder society criteria for clinically established early Parkinson’s disease. Mov. Disord.
2018, 33, 1643–1646. [CrossRef]

8. Postuma, R.B.; Berg, D.; Stern, M.; Poewe, W.; Olanow, C.W.; Oertel, W.; Obeso, J.; Marek, K.; Litvan, I.;
Lang, A.E.; et al. MDS clinical diagnostic criteria for Parkinson’s disease. Mov. Disord. 2015, 30, 1591–1601.
[CrossRef]

9. Parnetti, L.; Castrioto, A.; Chiasserini, D.; Persichetti, E.; Tambasco, N.; El-Agnaf, O.; Calabresi, P.
Cerebrospinal fluid biomarkers in Parkinson disease. Nat. Rev. Neurol. 2013, 9, 131–140. [CrossRef]

10. Bech, S.; Hjermind, L.E.; Salvesen, L.; Nielsen, J.E.; Heegaard, N.H.; Jørgensen, H.L.; Rosengren, L.;
Blennow, K.; Zetterberg, H.; Winge, K. Amyloid-related biomarkers and axonal damage proteins in
parkinsonian syndromes. Park. Relat. Disord. 2012, 18, 69–72. [CrossRef]

11. van Steenoven, I.; Majbour, N.K.; Vaikath, N.N.; Berendse, H.W.; van der Flier, W.M.; van de Berg, W.D.J.;
Teunissen, C.E.; Lemstra, A.W.; El-Agnaf, O.M.A. α-Synuclein species as potential cerebrospinal fluid
biomarkers for dementia with lewy bodies. Mov. Disord. 2018, 33, 1724–1733. [CrossRef] [PubMed]

12. van Dijk, K.D.; Teunissen, C.E.; Drukarch, B.; Jimenez, C.R.; Groenewegen, H.J.; Berendse, H.J.;
van de Berg, W.D.J. Diagnostic cerebrospinal fluid biomarkers for Parkinson’s disease: A pathogenetically
based approach. Neurobiol. Dis. 2010, 39, 229–241. [CrossRef] [PubMed]

13. Schulz-Schaeffer, W.J. The synaptic pathology of α-synuclein aggregation in dementia with Lewy bodies,
Parkinson’s disease and Parkinson’s disease dementia. Acta Neuropathol. 2010, 120, 131–143. [CrossRef]
[PubMed]

14. Dijkstra, A.A.; Voorn, P.; Berendse, H.W.; Groenewegen, H.J.; Netherlands Brain Bank; Rozemuller, A.J.;
van de Berg, W.D. Stage-dependent nigral neuronal loss in incidental Lewy body and parkinson’s disease.
Mov. Disord. 2014, 29, 1244–1251. [CrossRef]

15. Milber, J.M.; Noorigian, J.V.; Morley, J.F.; Petrovitch, H.; White, L.; Ross, G.W.; Duda, J.E. Lewy pathology is
not the first sign of degeneration in vulnerable neurons in Parkinson disease. Neurology 2012, 79, 2307–2314.
[CrossRef]

16. Burke, R.E.; O’Malley, K. Axon degeneration in Parkinson’s disease. Exp. Neurol. 2013, 246, 72–83. [CrossRef]
17. Caminiti, S.P.; Presotto, L.; Baroncini, D.; Garibotto, V.; Moresco, R.M.; Gianolli, L.; Volonté, M.A.; Antonini, A.;

Perani, D. Axonal damage and loss of connectivity in nigrostriatal and mesolimbic dopamine pathways in
early Parkinson’s disease. NeuroImage Clin. 2017, 14, 734–740. [CrossRef]

http://dx.doi.org/10.3233/JPD-181474
http://dx.doi.org/10.1073/pnas.95.11.6469
http://www.ncbi.nlm.nih.gov/pubmed/9600990
http://dx.doi.org/10.1038/42166
http://www.ncbi.nlm.nih.gov/pubmed/9278044
http://dx.doi.org/10.1111/nan.12297
http://www.ncbi.nlm.nih.gov/pubmed/26613567
http://dx.doi.org/10.1002/mds.26479
http://dx.doi.org/10.1073/pnas.1713129115
http://dx.doi.org/10.1002/mds.27431
http://dx.doi.org/10.1002/mds.26424
http://dx.doi.org/10.1038/nrneurol.2013.10
http://dx.doi.org/10.1016/j.parkreldis.2011.08.012
http://dx.doi.org/10.1002/mds.111
http://www.ncbi.nlm.nih.gov/pubmed/30440090
http://dx.doi.org/10.1016/j.nbd.2010.04.020
http://www.ncbi.nlm.nih.gov/pubmed/20451609
http://dx.doi.org/10.1007/s00401-010-0711-0
http://www.ncbi.nlm.nih.gov/pubmed/20563819
http://dx.doi.org/10.1002/mds.25952
http://dx.doi.org/10.1212/WNL.0b013e318278fe32
http://dx.doi.org/10.1016/j.expneurol.2012.01.011
http://dx.doi.org/10.1016/j.nicl.2017.03.011


Biomolecules 2020, 10, 1177 13 of 14

18. Chatterjee, M.; Schild, D.; Teunissen, C. Contactins in the central nervous system: Role in health and disease.
Neural Regen. Res. 2019, 14, 206–216. [CrossRef]

19. Dieks, J.K.; Gawinecka, J.; Asif, A.R.; Varges, D.; Gmitterová, K.; Streich, J.; Dihazi, H.; Heinemann, U.; Zerr, I.
Low-abundant cerebrospinal fluid proteome alterations in dementia with Lewy bodies. J. Alzheimer’s Dis.
2013, 34, 387–397. [CrossRef]

20. Bereczki, E.; Branca, R.M.; Francis, P.T.; Pereira, J.B.; Baek, J.H.; Hortobágyi, T.; Winblad, B.; Ballard, C.;
Lehtiö, J.; Aarsland, D. Synaptic markers of cognitive decline in neurodegenerative diseases: A proteomic
approach. Brain 2018, 141, 582–595. [CrossRef]

21. Jellinger, K.A.; Korczyn, A.D. Are dementia with Lewy bodies and Parkinson’s disease dementia the same
disease? BMC Med. 2018, 16, 34. [CrossRef] [PubMed]

22. Kawakami, F.; Suzuki, M.; Shimada, N.; Kagiya, G.; Ohta, E.; Tamura, K.; Maruyama, H.; Ichikawa, T.
Stimulatory effect of α -synuclein on the tau-phosphorylation by GSK-3 β. FEBS J. 2011, 278, 4895–4904.
[CrossRef] [PubMed]

23. Li, X.; James, S.; Lei, P. Interactions between α-Synuclein and Tau Protein: Implications to Neurodegenerative
Disorders. J. Mol. Neurosci. 2016, 60, 298–304. [CrossRef] [PubMed]

24. Van Dijk, K.D.; Bidinosti, M.; Weiss, A.; Raijmakers, P.; Berendse, H.W.; van de Berg, W.D. Reduced
α-synuclein levels in cerebrospinal fluid in Parkinson’s disease are unrelated to clinical and imaging
measures of disease severity. Eur. J. Neurol. 2014, 21, 388–394. [CrossRef]

25. Van der Flier, W.; Pijnenburg, Y.A.L.; Prins, N.; Lemstra, A.W.; Bouwman, F.H.; Teunissen, C.E.; van
Berckel, B.N.; Stam, C.J.; Barkhof, F.; Visser, P.J.; et al. Optimizing Patient Care and Research: The Amsterdam
Dementia Cohort. J. Alzheimer’s Dis. 2018, 41, 313–327. [CrossRef] [PubMed]

26. Reijs, B.L.R.; Teunissen, C.E.; Goncharenko, N.; Betsou, F.; Blennow, K.; Baldeiras, I.; Brosseron, F.; Cavedo, E.;
Fladby, T.; Froelich, L.; et al. The Central Biobank and Virtual Biobank of BIOMARKAPD: A Resource for
Studies on Neurodegenerative Diseases. Front. Neurol. 2015, 6, 216. [CrossRef]

27. Chatterjee, M.; Koel-Simmelink, M.J.; Verberk, I.M.; Killestein, J.; Vrenken, H.; Enzinger, C.; Ropele, S.;
Fazekas, F.; Khalil, M.; Teunissen, C.E. Contactin-1 and contactin-2 in cerebrospinal fluid as potential
biomarkers for axonal domain dysfunction in multiple sclerosis. Mult. Scler. J. Exp. Transl. Clin. 2018, 4,
205521731881953. [CrossRef]

28. Mulder, C.; Verwey, N.A.; van der Flier, W.M.; Bouwman, F.H.; Kok, A.; van Elk, E.J.; Scheltens, P.;
Blankenstein, M.A. Amyloid-beta(1-42), total tau, and phosphorylated tau as cerebrospinal fluid biomarkers
for the diagnosis of Alzheimer disease. Clin. Chem. 2010, 56, 248–253. [CrossRef]

29. Anderson, J.P.; Walker, D.E.; Goldstein, J.M.; de Laat, R.; Banducci, K.; Caccavello, R.J.; Barbour, R.; Huang, J.;
Kling, K.; Lee, M.; et al. Phosphorylation of Ser-129 is the dominant pathological modification of α-synuclein
in familial and sporadic lewy body disease. J. Biol. Chem. 2006, 281, 29739–29752. [CrossRef]

30. Fujiwara, H.; Hasegawa, M.; Dohmae, N.; Kawashima, A.; Masliah, E.; Goldberg, M.S.; Shen, J.; Takio, K.;
Iwatsubo, T. Alpha-Synuclein is phosphorylated in synucleinopathy lesions. Nat. Cell Biol. 2002, 4, 160–164.
[CrossRef]

31. Chatterjee, M.; Del Campo, M.; Morrema, T.H.J.; de Waal, M.; van der Flier, W.M.; Hoozemans, J.J.M.;
Teunissen, C.E. Contactin-2, a synaptic and axonal protein, is reduced in cerebrospinal fluid and brain tissue
in Alzheimer’s disease. Alzheimers. Res. Ther. 2018, 10, 52. [CrossRef]

32. Ghiglieri, V.; Calabrese, V.; Calabresi, P. Alpha-Synuclein: From Early Synaptic Dysfunction to
Neurodegeneration. Front. Neurol. 2018, 9, 295. [CrossRef] [PubMed]

33. Shahmoradian, S.H.; Genoud, C.; Graff-Meyer, A.; Hench, J.; Moors, T.E.; Navarro, P.P.; Castaño-Díez, D.;
Schweighauser, G.; Graff-Meyer, A.; Goldie, K.N.; et al. Lewy Pathology in Parkinson’s Disease Consists of
Crowded Organelles and Lipid Membranes. Nat Neurosci. 2019, 22, 1099–1109. [CrossRef] [PubMed]

34. Longhena, F.; Faustini, G.; Varanita, T.; Zaltieri, M.; Porrini, V.; Tessari, I.; Poliani, P.L.; Missale, C.; Borroni, B.;
Padovani, A.; et al. Synapsin III is a key component of α-synuclein fibrils in Lewy bodies of PD brains. Brain
Pathol. 2018, 28, 875–888. [CrossRef] [PubMed]

35. Chiasserini, D.; Biscetti, L.; Eusebi, P.; Salvadori, N.; Frattini, G.; Simoni, S.; De Roeck, N.; Tambasco, N.;
Stoops, E.; Vanderstichele, H.; et al. Differential role of CSF fatty acid binding protein 3, α-synuclein, and
Alzheimer’s disease core biomarkers in Lewy body dis.orders and Alzheimer’s dementia. Alzheimer’s Res.
Ther. 2017, 9, 52. [CrossRef] [PubMed]

http://dx.doi.org/10.4103/1673-5374.244776
http://dx.doi.org/10.3233/JAD-121810
http://dx.doi.org/10.1093/brain/awx352
http://dx.doi.org/10.1186/s12916-018-1016-8
http://www.ncbi.nlm.nih.gov/pubmed/29510692
http://dx.doi.org/10.1111/j.1742-4658.2011.08389.x
http://www.ncbi.nlm.nih.gov/pubmed/21985244
http://dx.doi.org/10.1007/s12031-016-0829-1
http://www.ncbi.nlm.nih.gov/pubmed/27629562
http://dx.doi.org/10.1111/ene.12176
http://dx.doi.org/10.3233/JAD-132306
http://www.ncbi.nlm.nih.gov/pubmed/24614907
http://dx.doi.org/10.3389/fneur.2015.00216
http://dx.doi.org/10.1177/2055217318819535
http://dx.doi.org/10.1373/clinchem.2009.130518
http://dx.doi.org/10.1074/jbc.M600933200
http://dx.doi.org/10.1038/ncb748
http://dx.doi.org/10.1186/s13195-018-0383-x
http://dx.doi.org/10.3389/fneur.2018.00295
http://www.ncbi.nlm.nih.gov/pubmed/29780350
http://dx.doi.org/10.1038/s41593-019-0423-2
http://www.ncbi.nlm.nih.gov/pubmed/31235907
http://dx.doi.org/10.1111/bpa.12587
http://www.ncbi.nlm.nih.gov/pubmed/29330884
http://dx.doi.org/10.1186/s13195-017-0276-4
http://www.ncbi.nlm.nih.gov/pubmed/28750675


Biomolecules 2020, 10, 1177 14 of 14

36. Majbour, N.K.; Chiasserini, D.; Vaikath, N.N.; Eusebi, P.; Tokuda, T.; van de Berg, W.; Parnetti, L.; Calabresi, P.;
El-Agnaf, O.M. Increased levels of CSF total but not oligomeric or phosphorylated forms of alpha-synuclein
in patients diagnosed with probable Alzheimer’s disease. Sci. Rep. 2017, 7, 40263. [CrossRef] [PubMed]

37. Majbour, N.K.; Vaikath, N.N.; Van Dijk, K.D.; Mustafa, A.T.; Varghese, S.; Vesterager, L.B.; Montezinho, L.P.;
Poole, S.; Safieh-Garabedian, B.; Tokuda, T.; et al. Oligomeric and phosphorylated alpha-synuclein as
potential CSF biomarkers for Parkinson’s disease. Mol. Neurodegener. 2016, 11, 7. [CrossRef]

38. Murai, K.K.; Misner, D.; Ranscht, B. Contactin supports synaptic plasticity associated with hippocampal
long-term depression but not potentiation. Curr. Biol. 2002, 12, 181–190. [CrossRef]

39. Ishizawa, T.; Mattila, P.; Davies, P.; Wang, D.; Dickson, D.W. Colocalization of tau and alpha-synuclein
epitopes in Lewy bodies. J. Neuropathol. Exp. Neurol. 2003, 62, 389–397. [CrossRef]

40. Arima, K.; Hirai, S.; Sunohara, N.; Aoto, K.; Izumiyama, Y.; Uéda, K.; Ikeda, K.; Kawai, M. Cellular
co-localization of phosphorylated tau- and NACPra-synuclein-epitopes in Lewy bodies in sporadic
Parkinson’s disease and in dementia with Lewy bodies. Brain Res. 1999, 843, 53–61. [CrossRef] [PubMed]

41. Hughes, A.J.; Daniel, S.E.; Kilford, L.; Lees, A.J. Accuracy of clinical diagnosis of idiopathic Parkinson’s
disease: A clinico-pathological study of 100 cases. J. Neurol. Neurosurg. Psychiatry 1992, 55, 181–184.
[CrossRef] [PubMed]

42. Christopher, G.G. Unified Parkinson’s Disease Rating Scale (UPDRS) and Movement Disorder Society
Revision of the UPDRS (MDS-UPDRS). In Rating Scales in Parkinson’s Disease; Academic Press: Cambridge,
MA, USA, 2012; pp. 62–83. [CrossRef]

43. Jankovic, J.; McDermott, M.; Carter, J.; Gauthier, S.; Goetz, C.; Golbe, L.; Huber, S.; Koller, W.; Olanow, C.;
Shoulson, I.; et al. Variable expression of Parkinson’s disease: A baseline analysis of the DATATOP cohort.
The Parkinson Study Group. Neurology 1990, 40, 1529–1534. [CrossRef] [PubMed]

44. McKeith, I.G.; Dickson, D.W.; Lowe, J.; Emre, M.; O’Brien, J.T.; Feldman, H.; Cummings, J.; Duda, J.E.;
Lippa, C.; Perry, E.K.; et al. Diagnosis and management of dementia with Lewy bodies: Third report of the
DLB consortium. Neurology 2005, 65, 1863–1872. [CrossRef] [PubMed]

45. McKeith, I.G.; Boeve, B.F.; Dickson, D.W.; Halliday, G.; Taylor, J.P.; Weintraub, D.; Aarsland, D.; Galvin, J.;
Attems, J.; Ballard, C.G.; et al. Diagnosis and management of dementia with Lewy bodies. Neurology 2017,
89, 88–100. [CrossRef] [PubMed]

46. Huppert, F.A.; Brayne, C.; Gill, C.; Paykel, E.S.; Beardsall, L. CAMCOG—A concise neuropsychological test
to assist dementia diagnosis: Socio-demographic determinants in an elderly population sample. Br. J. Clin.
Psychol. 1995, 34, 529–541. [CrossRef] [PubMed]

47. Alafuzoff, I.; Thal, D.R.; Arzberger, T.; Bogdanovic, N.; Al-Sarraj, S.; Bodi, I.; Boluda, S.; Bugiani, O.;
Duyckaerts, C.; Gelpi, E.; et al. Assessment of β-amyloid deposits in human brain: A study of the BrainNet
Europe Consortium. Acta Neuropathol. 2009, 117, 309–320. [CrossRef]

48. Alafuzoff, I.; Ince, P.G.; Arzberger, T.; Al-Sarraj, S.; Bell, J.; Bodi, I.; Bogdanovic, N.; Bugiani, O.; Ferrer, I.;
Gelpi, E.; et al. Staging/typing of Lewy body related α-synuclein pathology: A study of the BrainNet Europe
Consortium. Acta Neuropathol. 2009, 117, 635–652. [CrossRef]

49. Alafuzoff, I.; Arzberger, T.; Al-Sarraj, S.; Bodi, I.; Bogdanovic, N.; Braak, H.; Bugiani, O.; Del-Tredici, K.;
Ferrer, I.; Gelpi, E.; et al. Staging of Neurofibrillary Pathology in Alzheimer’s Disease: A Study of the
BrainNet Europe Consortium. Brain Pathol. 2008, 18, 484–496. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1038/srep40263
http://www.ncbi.nlm.nih.gov/pubmed/28071698
http://dx.doi.org/10.1186/s13024-016-0072-9
http://dx.doi.org/10.1016/S0960-9822(02)00680-2
http://dx.doi.org/10.1093/jnen/62.4.389
http://dx.doi.org/10.1016/S0006-8993(99)01848-X
http://www.ncbi.nlm.nih.gov/pubmed/10528110
http://dx.doi.org/10.1136/jnnp.55.3.181
http://www.ncbi.nlm.nih.gov/pubmed/1564476
http://dx.doi.org/10.1093/med/9780199783106.003.0112
http://dx.doi.org/10.1212/WNL.40.10.1529
http://www.ncbi.nlm.nih.gov/pubmed/2215943
http://dx.doi.org/10.1212/01.wnl.0000187889.17253.b1
http://www.ncbi.nlm.nih.gov/pubmed/16237129
http://dx.doi.org/10.1212/WNL.0000000000004058
http://www.ncbi.nlm.nih.gov/pubmed/28592453
http://dx.doi.org/10.1111/j.2044-8260.1995.tb01487.x
http://www.ncbi.nlm.nih.gov/pubmed/8563660
http://dx.doi.org/10.1007/s00401-009-0485-4
http://dx.doi.org/10.1007/s00401-009-0523-2
http://dx.doi.org/10.1111/j.1750-3639.2008.00147.x
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Subjects 
	CSF Collection and Assays 
	Immunohistochemistry (IHC), Immunofluorescence (IF) and Microscopy 
	Statistics 

	Results 
	Discussion 
	Conclusions 
	
	
	References

