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Abstract

Background and Objectives

In Parkinson disease (PD), a-synuclein spreading through connected brain regions leads to
neuronal loss and brain network disruptions. With diffusion-weighted imaging (DWI), it is
possible to capture conventional measures of brain network organization and more advanced
measures of brain network resilience. We aimed to investigate which neuropathologic processes
contribute to regional network topologic changes and brain network resilience in PD.

Methods

Using a combined postmortem MRI and histopathology approach, PD and control brain
donors with available postmortem in situ 3D T1-weighted MRI, DWI, and brain tissue were
selected from the Netherlands Brain Bank and Normal Aging Brain Collection Amsterdam.
Probabilistic tractography was performed, and conventional network topologic measures
of regional eigenvector centrality and clustering coeflicient, and brain network resilience
(change in global efficiency upon regional node failure) were calculated. PSer129 a-synuclein,
phosphorylated-tau, p-amyloid, neurofilament light-chain immunoreactivity, and synapto-
physin density were quantified in 8 cortical regions. Group differences and correlations
were assessed with rank-based nonparametric tests, with age, sex, and postmortem delay as
covariates.

Results

Nineteen clinically defined and pathology-confirmed PD (7 F/12 M, 81 + 7 years) and 15 control (8
F/7 M, 73 £ 9 years) donors were included. With regional conventional measures, we found lower
eigenvector centrality only in the parahippocampal gyrus in PD (d = —1.08,95% CI 0.003-0.010, p =
0.021), which did not associate with underlying pathology. No differences were found in regional
clustering coefficient. With the more advanced measure of brain network resilience, we found that
the PD brain network was less resilient to node failure of the dorsal anterior insula compared with the
control brain network (d = —1.00, 95% CI 0.0012-0.0015, p = 0.018). This change was not directly
driven by neuropathologic processes within the dorsal anterior insula or in connected regions but
was associated with higher Braak a-synuclein staging (r, = —0.40, p = 0.036).

Discussion

Although our cohort might suffer from selection bias, our results highlight that regional
network disturbances are more complex to interpret than previously believed. Regional
neuropathologic processes did not drive regional topologic changes, but a global increase in
a-synuclein pathology had a widespread effect on brain network reorganization in PD.
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Glossary

AGE = change in global efficiency after node failure; AR = p-amyloid; AD = Alzheimer disease; CDR = Clinical Dementia
Rating; DAB = 3.3’-diaminobenzidine; DAPI = 4’,6-diamidino-2-phenylindole; DWI = diffusion-weighted imaging; FDR =
false discovery rate; FOD = fiber orientation distribution; GE = global efficiency; LB = Lewy body; NABCA = Normal Aging
Brain Collection Amsterdam; NBB = Netherlands Brain Bank; NfL = neurofilament light chain; NFT = neurofibrillary tangles;
PD = Parkinson disease; p-tau = phosphorylated tau; ROI = region of interest; TE = echo time; TI = inversion time; TR =

repetition time; WM = white matter.

Introduction

Parkinson disease (PD) is a neurodegenerative disorder char-
acterized by a-synuclein accumulation in specific neurons.'
The characteristic spatial pattern of a-synuclein aggregation'
suggests that a-synuclein spreads across trans-synaptically
connected brain mgions,2 leading to neuronal loss and dis-
ruption of connecting white matter (WM) pathways.® Ad-
vances in diffusion-weighted imaging (DWI) and graph
theory have allowed the study of these WM pathways as
interconnected structural brain networks,” showing altered
regional network topologic properties in PD.>” Graph the-
ory in combination with computational manipulations of the
structural brain network can also quantify the ability of the
brain network to withstand external perturbations 489 giving
a measure of brain resilience. Brain resilience is essential in
neurodegenerative diseases because the brain needs to cope
with neuropathologic accumulation while retaining its
functional properties and performance.'® While brain resil-
ience to tau neuropathologic burden was shown to be altered
and linked to age and sex in Alzheimer disease (AD),"
studies on structural brain network resilience in PD have not
been performed yet.

Besides a-synuclein accumulation, AD copathology, in-
cluding B-amyloid (AB) plaques'? and phosphorylated-tau
(p-tau) neurofibrillary tangles (NFT),"? is often present in
PD."* Moreover, neuroaxonal® and synaptic degeneration'®
also occur across several cortical regions in PD. Studies
combining MRI and CSF show that a-synuclein and tau
levels are associated with changes in global network topo-
logic properties in PD."” However, which (combination) of
these neuropathologic processes contributes to regional
changes in network topologic properties and brain network
resilience is unclear. Understanding the neuropathologic
drivers of network topology and resilience could give us
further insights into the neuropathologic underpinnings of
WM disconnections in PD.

Using a unique combination of within-subject postmor-
tem in situ MRI and histopathology,18 this study aimed
to investigate which neuropathologic measures, including
neuropathology burden and neuroaxonal and synaptic
degeneration, contribute to regional network topologic
and brain network resilience differences in PD and control
decedents.
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Methods

Donor Inclusion

In collaboration with the Netherlands Brain Bank (NBB)'®
and Normal Aging Brain Collection Amsterdam (NABCA )
we included a total of 34 brain donors, of which 19 were
PD brain donors, based on clinical presentation.20 Age at
symptom onset and disease duration (age at death minus age at
diagnosis) were extracted from the clinical files of the donors.
Clinical Dementia Rating (CDR) scores™ were available for 11
of the 19 PD donors. The PD cases presented with a spectrum
of cognitive impairment (CDR ranged from 0.5 to 3), among
which 7 cases presented with dementia.>* An expert neuro-
pathologist confirmed the clinical diagnosis, according to the
international guidelines of the Brain Net Europe II consor-
tium.'® In addition, 15 non-neurologic control donors with
available DWI and DWI reference scans were included from
NABCA."® For donor characteristics, see eTable 1.

Standard Protocol Approvals, Registrations,
and Patient Consents

All donors signed an informed consent form for brain do-
nation and the use of material and clinical information for
research purposes. The Medical Ethical Committee of
Amsterdam UMC, Vrije Universiteit Amsterdam, has ap-
proved the procedures for brain tissue collection of NBB
and NABCA.

Postmortem In Situ MRI Acquisition

The workflow of the methods is visualized in Figure 1. Post-
mortem in situ (brain in cranium) MRI scans were acquired
according to a previously described pipeline,"® with a maximum
postmortem delay (interval between death and autopsy) of 11
hours. In brief, scans were acquired on a 3T scanner (Signa-
MR750; General Electric Medical Systems, Chicago, IL) with an
8-channel phased-array head coil. The following pulse sequences
were performed for all subjects: (1) sagittal 3D T1-weighted fast
spoiled gradient echo (repetition time [TR] = 7 milliseconds,
echo time [TE] = 3 milliseconds, flip angle = 15°, I-mm-thick
axial slices, in-plane resolution = 1.0 x 1.0 mm?); (2) sagittal 3D
fluid attenuation inversion recovery (TR = 8,000 milliseconds,
TE = 130 milliseconds, inversion time [TI] = 2,000-2,500
milliseconds, 1.2-mm-thick axial slices, in-plane resolution =
111 x 1.11 mm?), with TI corrected for postmortem delay;
and (3) DWI axial 2D echo-planar imaging with TR/TE =
7,400/92 milliseconds, slice thickness of 2.0 mm, in-plane
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Figure 1 Workflow
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Postmortem in situ MRI (3D-T1 and DWI) of the brain was performed in consenting brain donors." (A) Gray matter was parcellated on 3D-T1 scans based on
the Brainnetome Atlas, and probabilistic tractography was performed on DWI. A connectivity matrix was derived, which was binarized and thresholded.
Finally, regional eigenvector centrality and clustering coefficient and brain network resilience to node failure were calculated with the Brain Connectivity
Toolbox and Matlab. (B) After the MRI, autopsy was performed, and 8 cortical regions were dissected from the right hemisphere. (C) Brain tissue was
processed for immunohistochemistry against pSer129 a-synuclein, p-tau, and AB, and neuropathology load was quantified using QuPath. Neuroaxonal
degeneration was assessed by NfL immunoreactivity, quantified using QuPath. Synaptic density was assessed by synaptophysin+ puncta per pm?, quantified
with NIS elements. The correlations between MRI and pathology outcome measures were investigated with rank-based estimation tests with age, sex, and
postmortem delay as covariates. Scale bar: 50 pm for a-synuclein, p-tau, AB, and NfL; 5 um for synaptophysin. A = -amyloid; BNA = Brainnetome Atlas; DWI

= diffusion-weighted imaging; LB = Lewy body; NfL = neurofilament light chain; p-tau = phosphorylated tau.

resolution = 2.0 x 2.0 mm?, diffusion gradients applied in 30 non-
collinear directions with b = 1,000 s/mmz, and § b = 0 s/mm”>
images. To allow for offline distortion correction of the images, b0
images with reversed phase-encoding direction (acquired along
anterior-posterior and posterior-anterior directions) were also
obtained. To minimize the impact of age-related white matter
abnormalities (e.g, vascular change), the 3D-T1 images were
lesion-filled™ as previously described.”*

Neurology.org/N

DWI Preprocessing and

Probabilistic Tractography

DWI preprocessing included denoising and removal of Gibbs
ringing artifacts, followed by b1 field inhomogeneity, eddy
current (using oppositely phase-encoded images), and bias
field correction, using MRtrix3.>* Cortical gray matter was
linearly transformed from FreeSurfer into donors’ native T1
space and segmented using the Brainnetome Atlas.*® Fourteen
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deep gray matter regions were segmented using FSL’s FIRST?’
and added to the cortical atlas, which together with the cere-
bellum resulted in a total of 225 regions. The segmented re-
gions were then nonlinearly transformed into donors’ native
DWI space using Advanced Normalization Tools.”® Next,
multitissue fiber response functions were produced using the
dhollander algorithm and fiber orientation distributions
(FODs) through constrained spherical deconvolution with an
unsupervised multitissue method and subsequent intensity
normalization.”® After this, probabilistic tractography was
conducted in MRtrix3 using the normalized white matter
FODs, by applying iFOD2 probabilistic tracking to generate 10
million streamlines. A hybrid surface/volume segmentation
provided anatomical constraints. Finally, streamline weights
were calculated using SIFT2,%° and a 225 x 225 structural
connectivity matrix for each subject was created signifying the
weighted number of streamlines connecting each pair of brain
regions.

Graph Theoretical Analysis

The structural connectivity matrix of each patient was
thresholded to keep the top 20% strongest connections”' and
binarized using in-house developed Matlab scripts (version
R2022B).*> Graph theoretical measures were calculated using
the Brain Connectivity Toolbox (version 2016_12_09)* and
were extracted only for the regions of interest in the right
hemisphere from which brain tissue was available.

Global Conventional Measures

Global efficiency and mean clustering coefficient across all
brain regions (i.e., nodes) were extracted, representing whole-
brain integration and segregation, respectively. Global effi-
ciency is defined as the average inverse number of white matter
connections (i.e., edges) that need to be traveled to go from
one node to the other in the network, and the clustering
coeflicient is defined as the fraction of triangles around a node.*

Regional Conventional Measures

Eigenvector centrality and clustering coefficient were extracted
for 8 right-hemisphere cortical regions of interest (ROIs) com-
monly affected in PD"* from which brain tissue was available:
the superior frontal gyrus, anterior and posterior cingulate gyrus,
dorsal anterior insula, middle temporal gyrus, entorhinal cortex,
parahippocampal gyrus, and fusiform gyrus (details on the

Brainnetome Atlas®® labels are provided in eTable 2).

Brain Network Resilience

To assess the ability of the brain network to withstand external
perturbations, we calculated brain network resilience as the
change in global efficiency (AGE) after regional node failure of
each ROL This was calculated by subtracting the global effi-
ciency of the intact brain network (GE) from the global effi-
ciency after computationally removing (masking out) a single
region from the structural connectivity matrix (GEjegion):

AGE = GElesion — GE
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When AGE values are similar to zero, that is, global efficiency after
regional node failure is similar to the global efficiency of the intact
brain network, high brain network resilience to node failure is
indicated. When AGE values differ from zero, alterations of global
efficiency after regional node failure is indicated, and therefore, a
lower brain network resilience to regional node failure.

Tissue Sampling and Immunohistochemistry
Brain tissue was collected at autopsy. Eight formalin-fixed paraffin-
embedded tissue blocks (4%, 4 weeks fixation) of the superior
frontal gyrus, anterior and posterior cingulate gyrus dorsal anterior
insula (dysgranular), middle temporal gyrus, entorhinal corte,
parahippocampal gyrus, and fusiform gyrus matching the Brain-
natome Atlas regions for MRI analysis (eTable 2) were selected.
Six-micrometer—thick sections were cut and mounted on
superfrost+ glass slides (Thermo Scientific, Waltham, MA). All
sections were immunostained for a-synuclein phosphorylated at
serine 129 (pSer129 a-synuclein, clone EP1536Y), AR (clone
4G8), p-tau (clone AT8), neurofilament light chain (NfL, amino
acid sequence 1-376), and synaptophysin (C-terminal). For in-
formation on primary antibodies see eTable 3. In brief, brightfield
immunostainings were performed for pSer129 a-synuclein, Ap,
p-tau, and NfL. Brightfield immunostainings were visualized with
Envision (Dako) and 3.3'-diaminobenzidine (DAB, Dako)
with imidazole (50 mg DAB, 350 mg imidazole, and 30 pL of
H,O, per 100 mL of Tris-HCI 30 mM, pH 7.6), and sections
were counterstained with hematoxylin. Fluorescent stainings
were performed for synaptophysin, which was visualized with
donkey anti-mouse Alexa 488 (eTable 3). Sections were
counterstained with 4',6-diamidino-2-phenylindole (DAPI)
(for details, see eMethods).

Image Analysis

Neuropathology Load and Neuroaxonal Degeneration
Using a whole-slide scanner (Vectra Polaris, 20x objective),
images of brightfield immunostained sections (pSer129
a-synuclein, AB, p-tau, and NfL) were obtained and quantified
using QuPath 0.2.3 stardist.>> ROIs including cortical layers
I-VI were delineated in straight areas to avoid overestimation
or underestimation of pathology in sulci and gyri, as described
1516 The parahippocampal subregions were segmented
according to a previously described method,>* where the
entorhinal cortex, parahippocampal gyrus, and fusiform gyrus
were delineated as previously described'>'® (segmentation
explained in eMethods). As done previously, DAB immuno-
reactivity was quantified with in-house QuPath scripts, using
pixel and object classifiers.">'® The outcome measure for
pSer129 a-synuclein staining was Lewy body (LB) density
(LB count/mm”) while outcome measures for AP and p-tau
stainings were area load (%) (Figure 1C). The outcome
measure for NfL staining was area load (%), expressed in the
article as immunoreactivity (%).

before.

Synaptic Density
Imaging of fluorescent stainings (synaptophysin) was performed
using Olympus V$200 (Evident) as previously described.'® In
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brief, a whole-slide overview fluorescence scan was performed
using a 10x objective (NA 0.40) on the DAPI channel. Then, 10
ROIs (200 x 160 pm) were drawn, of which S in cortical layer III
and S in cortical layers V-VI within the same cortical mini-
column, corresponding to the superficial and deep pyramidal
layers of the cortex, commonly affected in synucleinopathies."
Slides were scanned overnight with a 60x oil objective (NA 1.42)
(see eTable 4 for scanning details). Two images were acquired
up and down the focus point, with a step size of 0.28 pm in the
z-direction. Image preprocessing was performed in Huygens
Professional.*® Preprocessing consisted of cross-talk correction
for subtraction of the autofluorescence signal (such as blood
vessels, lipofuscin, and artifacts) from the synaptic channel, and
color deconvolution. Subsequently, NIS-elements AR analysis
version 5.42.00° was used to quantify synaptophysin® puncta
density over neuropil volume. To do so, the neuropil volume was
established (excluding nuclei and holes). Subsequently,
synaptophysin” puncta were counted with the “bright spots”
function, based on average size (0.6 ym) and intensity. The final
outcome measure was number of synaptophysilfr puncta/ pm3
per ROL Finally, outcome measures were averaged first per layer
(I and V-VI) and then per region, to obtain 1 synaptophysin”
puncta/ pm3 value per case per region.

Statistics

Statistical analyses were performed in R-Studio 4.2.1.*” Nor-
mality was tested, and demographics between groups were
compared using Mann-Whitney U test for continuous data and
Fisher exact test for categorical data. Group differences in pa-
thology load and neuroaxonal and synaptic degeneration were
assessed globally with linear mixed models and regionally with
nonparametric rank-based estimation tests, both with age and sex
as covariates. Group differences in regional MRI measures be-
tween PD and control groups were assessed with nonparametric
rank-based estimation tests for linear models, with age, sex, and
postmortem delay as covariates. To assess which regions con-
tributed to brain network resilience in controls, deviation from
zero of regional control AGE values was tested. Cohen d was
calculated to determine effect sizes. False discovery rate (FDR)*®
correction was applied for multiple testing, after which p-values
(pepR) less than 0.05 were considered significant. Correlations of
regional conventional measures (regional eigenvector centrality
and regional clustering coefficient) and brain network resilience
with regional neuropathology load and neuroaxonal and synaptic
degeneration were assessed with rank-based estimation for linear
models, with age, sex, and postmortem delay as covariates. FDR
correction was applied for multiple marker testing. Correlations
of brain network resilience with neuropathologic staging were
tested with rank-based estimation for linear models, with age, sex,
and postmortem delay as covariates. Correlations of brain net-
work resilience with demographics and clinical data were tested
with rank-based estimation for linear models, with postmortem
delay as the covariate.

Data Availability
The data supporting the findings of this study are available
from the corresponding author, upon reasonable request.
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Results

Cohort Description

Clinical and pathologic data of control and PD donors are
summarized in Table 1 (and per donor in eTable 1). Sex (p =
0.3) and postmortem delay (p = 0.5) did not differ between
groups. PD donors were significantly older at death than
controls (81 + 7 years vs 73 + 9, p = 0.009). Regarding copa-
thology, PD donors showed a significantly higher Braak NFT
stage compared with controls (p = 0.009), but not Thal phase
(p = 0.400). LB density ranged between 0 and 80 LBs/ mm” in
PD brain regions (Figure 2, A and B). Cortical A (p = 0.288)
and p-tau load (p = 0.535) did not differ between controls and
patients with PD (eFigure 1). NfL immunoreactivity was in-
creased in patients with PD compared with controls in the
parahippocampal gyrus (d = 0.89, +48%, p = 0.040), but sig-
nificance did not survive multiple testing corrections (prpr =
0.326) (Figure 2, C and D). Average synaptophysin density did
not differ between controls and patients with PD in any region

(p = 0.602) (Figure 2, E and F).

Conventional Regional Network Topology
Measures Do Not Reflect Neuropathologic
Alterations in PD

Global efficiency did not differ between controls and patients
with PD (p = 0.472) while the global clustering coefficient was
significantly higher in patients with PD compared with con-
trols (d = 0.59, p = 0.018). Regionally, eigenvector centrality
was significantly lower in patients with PD compared with
controls in the parahippocampal gyrus (d = —1.08, pepg =
0.021), but did not differ in other regions (prpr > 0.0S,
Figure 3A, eTable S). The clustering coefficient did not differ
regionally between patients with PD and controls in any re-
gion (prpr > 0.1, eTable 6). Because only eigenvector cen-
trality of the parahippocampal gyrus discerned PD from
controls, we explored whether this measure was reflected by
regional neuropathologic burden and neuroaxonal and syn-
aptic degeneration. However, no correlations with any neu-
ropathologic outcome measures were found (all p > 0.0S,
eTable 7).

The PD Brain Network Is Less Resilient to Node
Failure of the Dorsal Anterior Insula

AGE (a measure of brain network resilience) tended to be
lower in patients with PD compared with controls after node
failure of the dorsal anterior insula (d = —0.65, prpg = 0.064).
However, the control group had an outlier (control number 8
in eTable 1), and after this donor was excluded, AGE was
significantly lower in PD compared with controls (d = —1.00,
prpr = 0.018) (Figure 3B), indicating a less resilient and less
efficient network after node failure of the dorsal anterior
insula. AGE did not differ between PD and controls after node
failure of the other regions (all pgpg > 0.1). In controls, node
failure of the posterior cingulate and superior frontal cortices
showed AGE values significantly lower than zero, confirming
the importance of these regions for an optimal brain network
(for details, see eFigures 2 and 3).
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Table Donor Characteristics

Control PD p Value
N 15 19(12PD,7PDD) —
Sex, male/female 7/8 (47%) 12/7 (63%) 0.3
(% male)
Age at symptom onset,y, — 65 [54-84]1 (2 NA) —
mean [range]
Disease duration, y, — 16 [8-231 2 NA) —
mean [range]
CDR (n total) n=0 n=11 —
0.5/1/2/3 (n) — 5/2/2/2 (8 NA)
Age at death, y, 73+9 81+7 0.009**
mean + SD
Postmortem delay, h, 8.5 [5-11] 8[3.5-10.5] 0.5
mean [range]
Pathologic characteristics
Braak a-synuclein stage’
0/1/2/3/4/5/6 (n) 13/1/1/0/0/0/0 0/0/0/1/2/16 —
Thal phase'?
0/1/2/3/4/5 (n) 2/8/3/1/1/0 1/6/4/6/2/0 0.4
Braak NFT stage'®
0/1/2/3/4/5/6 (n) 3/7/4/1/0/0/0  0/2/10/4/3/0/0 0.009**
LATE-NC stage®®
0/1/2/3 15/0/0/0 16/0/3/0 —

Abbreviations: CDR = Clinical Dementia Rating; h = hours; LATE-NC = limbic-
predominant age-related TDP-43 encephalopathy neuropathologic change;
LB = Lewy body; NA = not available; NFT = neurofibrillary tangle; PD = Par-
kinson disease; PDD = Parkinson disease dementia; y = years.

Data are mean and range.

*p <0.05, **p < 0.01, ***p < 0.001.

Lower Brain Network Resilience After Node
Failure Does Not Reflect Neuropathologic
Alterations Within the Insula or in

Connected Regions

In the previous paragraph, we showed that the PD brain
network was less resilient and less efficient to the node failure
of the dorsal anterior insula compared with the control brain
network. Therefore, we set out to explore if any neuropath-
ologic processes within the dorsal anterior insula or in brain
areas that are connected to it, such as the anterior cingulate
and the entorhinal cortex,* were driving the decrease in PD
brain network resilience.

Pathology Within the Insula

In PD, LB density, Ap load, p-tau load, NfL immunoreactivity,
and synaptophysin density in the dorsal anterior insula did not
correlate with AGE after node failure of the dorsal anterior
insula (all pppg > 0.1). Across the whole cohort, similar results
were found (all pgpgr > 0.1).

Pathology Within the Anterior Cingulate Cortex
In PD, LB density, AP load, p-tau load, NfL immunoreactivity,
and synaptophysin density within the anterior cingulate cortex

Neurology | Volume 103, Number4 | August27,2024

did not correlate with AGE after node failure of the dorsal
anterior insula (all prpg > 0.1). Across the whole cohort, similar
results were found (all pgpr > 0.1).

Pathology Within the Entorhinal Cortex

In PD, LB density, AB load, p-tau load, NfL immunoreactivity,
and synaptophysin density within the entorhinal cortex did
not correlate with AGE after node failure of the dorsal ante-
rior insula (all pgpg > 0.1). Across the whole cohort, AB load
within the entorhinal cortex tended to correlate with AGE
after node failure of the dorsal anterior insula (r, = —0.38, prpr
= 0.054). No correlations were found for the other markers

(aH PFDR > 01)

Lower Brain Network Resilience After Node
Failure Reflects Global Braak

a-Synuclein Staging

In the previous paragraph, we showed that the decreased
resilience of the PD brain network to node failure of the dorsal
anterior insula was not driven by neuropathologic processes
occurring within the dorsal anterior insula or in regions
connected to it. Therefore, we set out to explore whether
specific demographics and clinical data or global neuropath-
ologic stages were driving the decrease in brain network
resilience in PD.

Demographics and Clinical Data

In the PD group, sex (prpr = 1.000), disease duration (prpr =
0.672), CDR score (pgpg = 1.000), and age at death (prpgr =
1.000) did not correlate with AGE after node failure of the
dorsal anterior insula. Across the whole cohort, AGE after
node failure of the dorsal anterior insula did not correlate with
sex (pepr = 1.000) and age at death (prpgr = 1.000).

Neuropathologic Staging

AGE after node failure of the dorsal anterior insula negatively
correlated with Braak a-synuclein stages across the combined
cohort (r, = —0.40, pppr = 0.036; eFigure 4), but did not
correlate with Braak NFT stage (prpg = 0.344) or Thal phase
(prpR = 1.000).

Taken together, our results show that decreasing resilience of
the PD brain network to node failure of the dorsal anterior
insula correlated with higher global Braak a-synuclein staging.

Discussion

In this study, we investigated whether neuropathologic processes
contribute to brain regional topologic properties of integration
and segregation and brain network resilience in PD, by using a
combined within-subject postmortem MRI and histopathology
approach. Using conventional regional network topology mea-
sures, we found a lower eigenvector centrality in the para-
hippocampal gyrus, but this was not related to regional
pathologic accumulations. Using the more advanced measure of
brain network resilience, we found that the brain network of PD
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Figure 2 Overall and Regional LB Density, NfL Immunoreactivity, and Synaptophysin Density in Patients With PD and

Control Donors
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donors was less resilient to node failure of the dorsal anterior
insula compared with the control brain network. Neuropatho-
logic processes within the dorsal anterior insula itself or within
brain areas that are connected to it did not directly drive this
change, but seemed related to a global increase in a-synuclein.

With conventional regional network topology measures, we found
lower regional eigenvector centrality in the parahippocampal gyrus
in patients with PD compared with controls and no difference in
clustering coefficient. The parahippocampal gyrus was reported to
be part of a subnetwork with lower connectivity in de novo PD,°
which also involved several striatal and limbic regions, suggesting

Neurology.org/N

that the parahippocampal gyrus is affected already in early disease
stages. However, the lower eigenvector centrality of the para-
hippocampal gyrus did not correlate with regional pathologic load
and neuroaxonal and synaptic degeneration. While regional
topologic changes in the brain network are usually hypothesized to
be driven by regional pathologic processes, such as neuronal and
synaptic loss, our results indicate that this is likely not the case.

We found that the brain network of PD donors was less re-
silient to node failure of the dorsal anterior insula compared
with the control brain network. The human brain is highly
resistant to targeted and random attacks, by virtue of how the
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Figure 3 Conventional Regional Network Topology and Brain Network Resilience in Patients With PD and Controls

A. Conventional regional network topology
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structural brain network is organized.*** However, this ability
has yet to be investigated in PD. Only 1 study investigated brain
resilience in functional networks of patients with PD using
resting-state functional MRI in combination with targeted at-
tacks*' and found that the resilience of the frontoparietal net-
work was associated with the absence of cognitive decline in

Neurology | Volume 103, Number4 | August27,2024

PD. In our study, we took a different approach to assess brain
resilience: first, by using structural rather than functional net-
work topology and second, by using the change in global effi-
ciency after masking out key regions affected in PD, rather than
targeted or random attacks (i.e., targeted removal of hub re-
gions, or random removal of regions), similar to studies in the
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context of stroke.* By using this approach, we found that the
PD brain network is not as resilient as the control brain net-
work to the failure of the dorsal anterior insula, suggesting that
this region might acquire a more central role in the structural
connectome of patients with PD. The dorsal anterior insula has
been shown to have an increased eigenvector centrality in pa-
tients with PD compared with non-demented controls.*®
Moreover, the salience network, which includes the insula as
the hub region, was shown to have structural and functional
alterations in PD, which associated with depression and cog-
nitive impairment.%45

With our postmortem MRI and pathology approach, we have
shown that decreased resilience of the PD brain network to
node failure of the dorsal anterior insula was not driven by
neuropathologic processes such as pathology load and neuro-
axonal or synaptic degeneration within the dorsal anterior insula
itself or within brain areas connected to it. Our results are in line
with previous studies that have consistently shown that the
effect of a lesion is not only driven by its topologic location but
importantly also by the global organizational structure of the
brain network.** Translating this back to neurodegenerative
diseases, our results suggest that the fact that the dorsal anterior
insula becomes more central within the PD network is probably
not because of the regional pathologic processes within the
dorsal anterior insula itself but more likely because of the global
effect of a-synuclein pathology on the reorganization of the
whole connectome. Supporting this theory, we found that de-
creased resilience of the PD brain network to node failure of the
dorsal anterior insula was associated with higher Braak a-synu-
clein staging. In fact, at high Braak stages, not only a vast number
of regions are affected by LB pathology but also regions affected
at earlier stages show higher pathologic burden.'

The strength of this study lies in the combined within-subject
postmortem MRI and histopathologic data spanning from
common neuropathologic accumulations to neuroaxonal and
synaptic loss, which are commonly hypothesized substrates of
MRI regional topologic changes. However, there are a few lim-
itations that are worth mentioning. First, although we included a
total of 34 brain donors with both postmortem MRI and his-
topathology, the sample size is limited and might suffer from
selection bias because of the donation programs, inevitably in-
troducing heterogeneous disease duration and advanced disease
stage. Clinical information of the donors was also limited (in-
cluding no reliably collected years of education), and CDR scores
were available only for a part of the PD donors. In addition, one
could speculate that brain network resilience may vary with
disease stage, with a more active response to PD pathology at
early stages and a more passive response at later stages. To
explore this further, an ideal study design would include PD
donors at different stages of disease. The correlation between
brain network resilience and Braak a-synuclein staging should be
interpreted with caution because most of the cases were either
controls (ie., Braak stage 0) or advanced PD (i.e., Braak stage 6),
and only S cases showed intermediate Braak a-synuclein stages

(although their data points fall close to the regression line).

Neurology.org/N

Moreover, although postmortem DWI was acquired in situ,
several factors (such as lower body temperature, tissue de-
composition, swelling, hypoxia, and partial volume effects) might
have influenced diffusivity properties.*” To minimize these ef-
fects, we took into account postmortem delay as a covariate in
the analyses, but this should be kept in mind when comparing
our results with those of in vivo studies. Finally, even if one of our
aims was to investigate brain network resilience in PD, this
measure could also be interpreted as brain network robustness
because the 2 terms share a robust conceptual overlap,™® and as
connectomal diaschisis because our measure also describes the

. . 4
remote effects of a lesion on the structural brain connectome.*’

The brain network of PD donors was less resilient to node failure
of the dorsal anterior insula compared with that of controls;
however, this was not driven by any neuropathologic processes
within the dorsal anterior insula itself or in connected brain areas
but more by an overall global increase in a-synuclein accumu-
lation. Therefore, our results highlight that regional network
disturbances are more complex to interpret than previously be-
lieved and that PD neuropathology probably has a widespread
effect on brain network reorganization rather than regional ef-
fects on topologic measures.

Acknowledgment

The authors thank Ema Podobnik, Ruby Noordemeer, and
Joline Twaalfhoven for their contribution to immunohisto-
chemistry and microscopy data collection, and all brain donors
and their next of kin for brain donation. The authors also thank
Annemieke Rozemuller for the neuropathological definition of
the cohort. The authors also thank the postmortem MRI and
autopsy teams of the Netherlands Brain Bank (NBB) and
Normal Aging Brain Collection Amsterdam (NABCA).

Study Funding
This study was funded by the Michael J. Fox Foundation
(grant 17253) and Stichting ParkinsonFonds (grant 1881).

Disclosure
The authors report no relevant disclosures. Go to Neurology.
org/N for full disclosures.

Publication History

Received by Neurology December 21, 2023. Accepted in final form
May 20, 2024. Submitted and externally peer reviewed. The handling
editor was Associate Editor Peter Hedera, MD, PhD.

Appendix Authors

Name Location Contribution

Irene Department of Anatomy and Drafting/revision of the
Frigerio, MSc Neurosciences, Amsterdam  manuscript for content,
UMC location Vrije including medical writing for
Universiteit Amsterdam, the  content; major role in the
Netherlands acquisition of data; study
concept or design; analysis
or interpretation of data

Continued

Neurology | Volume 103, Number 4 | August 27,2024

€209678(9)


https://n.neurology.org/lookup/doi/10.1212/WNL.0000000000209678
https://n.neurology.org/lookup/doi/10.1212/WNL.0000000000209678
http://neurology.org/n

Downloaded from https://www.neurology.org by University College London (ucl) / England on 8 August 2024

Appendix (continued)

Name Location Contribution

Tommy A.A. Department of Anatomy and Major role in the acquisition
Broeders, Neurosciences, Amsterdam  of data

MSc UMC location Vrije

Universiteit Amsterdam, the
Netherlands

Chen-Pei Lin,
MSc

Department of Anatomy and
Neurosciences, Amsterdam
UMC location Vrije
Universiteit Amsterdam, the
Netherlands

Major role in the acquisition
of data

Maud M.A. Department of Anatomy and  Major role in the acquisition
Bouwman, Neurosciences, Amsterdam  of data
MSc UMC location Vrije

Universiteit Amsterdam, the

Netherlands
Ismail Department of Anatomy and  Major role in the acquisition
Koubiyr, PhD Neurosciences, Amsterdam  of data

UMC location Vrije

Universiteit Amsterdam, the

Netherlands
Frederik Department of Radiology and Analysis or interpretation of
Barkhof, Nuclear Medicine, data
MD, PhD, Amsterdam UMC location
FRCR Vrije Universiteit Amsterdam,

the Netherlands; Institutes of

Neurology and Healthcare

Engineering, University

College London, United

Kingdom
Henk W. Department of Neurology, Analysis or interpretation of
Berendse, Amsterdam UMC location data
MD, PhD Vrije Universiteit Amsterdam,

the Netherlands
Wilma D.J. Department of Anatomy and  Study concept or design;

Van De Berg,
PhD

Neurosciences, Amsterdam
UMC location Vrije
Universiteit Amsterdam, the
Netherlands

analysis or interpretation of
data

Linda Douw,
PhD

Department of Anatomy and
Neurosciences, Amsterdam
UMC location Vrije
Universiteit Amsterdam, the
Netherlands

Study concept or design;
analysis or interpretation of
data

Laura E. Department of Anatomy and  Study concept or design;
Jonkman, Neurosciences, Amsterdam  analysis or interpretation of
PhD UMC location Vrije data

Universiteit Amsterdam, the

Netherlands
References

1.

Braak H, Del Tredici K, Riib U, de Vos RAI, Jansen Steur ENH, Braak E. Staging of
brain pathology related to sporadic Parkinson’s disease. Neurobiol Aging. 2003;24(2):
197-211. doi:10.1016/s0197-4580(02)00065-9

Okuzumi A, Kurosawa M, Hatano T, et al. Rapid dissemination of alpha-synuclein
seeds through neural circuits in an in-vivo prion-like seeding experiment. Acta Neu-
ropathol Commun. 2018;6(1):96. doi:10.1186/s40478-018-0587-0

Zheng YQ, Zhang Y, Yau Y, et al. Local vulnerability and global connectivity jointly
shape neurodegenerative disease propagation. PLoS Biol. 2019;17(11):e3000495. doi:
10.1371/journal.pbio.3000495

Rubinov M, Sporns O. Complex network measures of brain connectivity: uses and inter-
pretations. Neuroimage. 2010;52(3):1059-1069. doi:10.1016/j.neuroimage.2009.10.003

Li C, Huang B, Zhang R, et al. Impaired topological architecture of brain structural
networks in idiopathic Parkinson’s disease: a DTI study. Brain Imaging Behav. 2017;
11(1):113-128. doi:10.1007/511682-015-9501-6

Nigro S, Riccelli R, Passamonti L, et al. Characterizing structural neural networks in de
novo Parkinson disease patients using diffusion tensor imaging. Hum Brain Mapp.
2016;37(12):4500-4510. doi:10.1002/hbm.23324

Neurology | Volume 103, Number4 | August27,2024

€209678(10)

10.

11.

12.

13.

14.

1S.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

Vriend C, van den Heuvel OA, Berendse HW, van der Werf YD, Douw L. Global and
subnetwork changes of the structural connectome in de novo Parkinson’s disease.
Neuroscience. 2018;386:295-308. doi:10.1016/j.neuroscience.2018.06.050

Joyce KE, Hayasaka S, Laurienti PJ. The human functional brain network demon-
strates structural and dynamical resilience to targeted attack. PLoS Comput Biol. 2013;
9(1):¢100288S. doi:10.1371/journal.pcbi.1002885

Menardi A, Reineberg AE, Vallesi A, Friedman NP, Banich MT, Santarnecchi E.
Heritability of brain resilience to perturbation in humans. Neuroimage. 2021;235:
118013. doi:10.1016/j.neuroimage.2021.118013

Arenaza-Urquijo EM, Vemuri P. Improving the resistance and resilience framework
for aging and dementia studies. Alzheimers Res Ther. 2020;12(1):41. doi:10.1186/
$13195-020-00609-2

Ossenkoppele R, Lyoo CH, Jester-Broms J, et al. Assessment of demographic, genetic,
and imaging variables associated with brain resilience and cognitive resilience to
pathological tau in patients with Alzheimer disease. JAMA Neurol. 2020;77(S):
632-642. doi:10.1001/jamaneurol.2019.5154

Thal DR, Riib U, Orantes M, Braak H. Phases of A beta-deposition in the human brain
and its relevance for the development of AD. Neurology. 2002;58(12):1791-1800. doi:
10.1212/wnl.58.12.1791

Braak H, Alafuzoff I, Arzberger T, Kretzschmar H, Del Tredici K. Staging of Alz-
heimer disease-associated neurofibrillary pathology using paraffin sections and
immunocytochemistry. Acta Neuropathol. 2006;112(4):389-404. doi:10.1007/
$00401-006-0127-z

Walker L, Attems J. Prevalence of concomitant pathologies in Parkinson’s disease:
implications for prognosis, diagnosis, and insights into common pathogenic mecha-
nisms. ] Parkinsons Dis. 2024;14(1):35-52. doi:10.3233/JPD-230154

Frigerio I, Laansma MA, Lin CP, et al. Neurofilament light chain is increased in the
parahippocampal cortex and associates with pathological hallmarks in Parkinson’s
disease dementia. Transl Neurodegener. 2023;12(1):3. doi:10.1186/s40035-022-
00328-8

Frigerio I, Bouwman MMA, Noordermeer RTGMM, et al. Regional differences in
synaptic degeneration are linked to alpha-synuclein burden and axonal damage in
Parkinson’s disease and dementia with Lewy bodies. Acta Neuropathol Commun. 2024;
12(1):4. doi:10.1186/s40478-023-01711-w

Abbasi N, Mohajer B, Abbasi S, Hasanabadi P, Abdolalizadeh A, Rajimehr R. Re-
lationship between cerebrospinal fluid biomarkers and structural brain network
properties in Parkinson’s disease. Mov Disord. 2018;33(3):431-439. doi:10.1002/
mds.27284

Jonkman LE, Graaf YGd, Bulk M, et al. Normal Aging Brain Collection Amsterdam
(NABCA): a comprehensive collection of postmortem high-field imaging, neuro-
pathological and morphometric datasets of non-neurological controls. Neuroimage
Clin. 2019;22:101698. doi:10.1016/j.nicl.2019.101698

The Netherlands Brain Bank. Updated April 16, 2024. Accessed April 24, 2024.
brainbank.nl/.

Postuma RB, Berg D, Stern M, et al. MDS clinical diagnostic criteria for Parkinson’s
disease. Mov Disord. 2015;30(12):1591-1601. doi:10.1002/mds.26424

Morris JC. The clinical dementia rating (CDR): current version and scoring rules.
Young. 1991;41:1588-1592.

Emre M, Aarsland D, Brown R, et al. Clinical diagnostic criteria for dementia asso-
ciated with Parkinson’s disease. Mov Disord. 2007;22(12):1689-1837. doi:10.1002/
mds.21507

Steenwijk MD, Pouwels PJW, Daams M, et al. Accurate white matter lesion seg-
mentation by k nearest neighbor classification with tissue type priors (kNN-TTPs).
Neuroimage Clin. 2013;3:462-469. doi:10.1016/j.nicl.2013.10.003

Lin CP, Frigerio I, Boon BDC, et al. Structural (dys)connectivity associates with
cholinergic cell density of the nucleus basalis of Meynert in Alzheimer’s disease.
bioRxiv. 2021. doi:10.1101/2021.08.02.454716

Tournier JD, Smith R, Raffelt D, et al. MRtrix3: a fast, flexible and open software
framework for medical image processing and visualisation. Neuroimage. 2019;202:
116137. doi:10.1016/j.neuroimage.2019.116137

Fan L, Li H, Zhuo J, et al. The human brainnetome atlas: a new brain atlas based on
connectional architecture. Cereb Cortex. 2016;26(8):3508-3526. doi:10.1093/cercor/
bhw157

FSL. Updated December 15, 2023. Accessed April 24, 2024. fsl.fmrib.ox.ac.uk/fsl/
fslwiki/.

Advanced Normalization Tools. Updated April 24, 2024. Accessed April 24, 2024.
stnava.github.io/ANTSs/.

Dhollander T. A novel iterative approach to reap the benefits of multi-tissue CSD
from just single-shell (+b=0) diffusion MRI data. In: Connelly A, editor. Proc
ISMRM; 2016.

Smith RE, Tournier JD, Calamante F, Connelly A. SIFT2: enabling dense quantitative
assessment of brain white matter connectivity using streamlines tractography. Neu-
roimage. 2015;119:338-351. doi:10.1016/j.neuroimage.2015.06.092

Achard S, Bullmore E. Efficiency and cost of economical brain functional networks.
PLoS Comput Biol. 2007;3(2):e17. doi:10.1371/journal.pcbi.0030017

MATLAB. Updated 2024. Accessed April 24, 2024. mathworks.com/products/mat-
lab.html.

Bankhead P, Loughrey MB, Fernandez JA, et al. QuPath: open source software for
digital pathology image analysis. Sci Rep. 2017;7(1):16878. doi:10.1038/s41598-017-
17204-S

Adler DH, Pluta J, Kadivar S, et al. Histology-derived volumetric annotation of the
human hippocampal subfields in postmortem MRI. Neuroimage. 2014;84:505-523.
doi:10.1016/j.neuroimage.2013.08.067

Neurology.org/N


https://www.brainbank.nl/
https://fsl.fmrib.ox.ac.uk/fsl/fslwiki/
https://fsl.fmrib.ox.ac.uk/fsl/fslwiki/
https://stnava.github.io/ANTs/
https://www.mathworks.com/products/matlab.html
https://www.mathworks.com/products/matlab.html
http://neurology.org/n

Downloaded from https://www.neurology.org by University College London (ucl) / England on 8 August 2024

35.

36.

37.

38.

39.

40.

41.

42.

43.

Huygens Professional. Scientific Volume Imaging. Updated 2024. Accessed April 24,
2024. svi.nl/Huygens-Professional.

NIS-Elements | Software | Microscope Products | Nikon Instruments Inc. Updated 2024. Accessed
April 24, 2024. microscope.healthcare.nikon.com/products/software/nis-elements.
R-STUDIO. Updated April 15, 2024. Accessed April 24, 2024. r-studio.com/.
Benjamini Y, Hochberg Y. Controlling the false discovery rate: a practical and pow-
erful approach to multiple testing. ] R Stat Soc Series B Stat Methodol. 1995;57(1):
289-300. doi:10.1111/j.2517-6161.1995.tb02031.x

Mufson EJ, Mesulam MM. Insula of the old world monkey. II: afferent cortical input
and comments on the claustrum. ] Comp Neurol. 1982;212(1):23-37. doi:10.1002/
cne.902120103

Achard S, Salvador R, Whitcher B, Suckling J, Bullmore E. A resilient, low-frequency,
small-world human brain functional network with highly connected association cor-
tical hubs. ] Neurosci. 2006;26(1):63-72. doi:10.1523/JNEUROSCI.3874-05.2006
Cascone AD, Langella S, Sklerov M, Dayan E. Frontoparietal network resilience is
associated with protection against cognitive decline in Parkinson’s disease. Commun
Biol. 2021;4(1):1021. doi:10.1038/s42003-021-02478-3

van Assche M, Klug J, Dirren E, Richiardi J, Carrera E. Preparing for a second attack:
a lesion simulation study on network resilience after stroke. Stroke. 2022;53(6):
2038-2047. doi:10.1161/STROKEAHA.121.037372

Jonkman LE, Fathy YY, Berendse HW, Schoonheim MM, van de Berg WD]. Struc-
tural network topology and microstructural alterations of the anterior insula associate

Neurology.org/N

€209678(11)

4S.

46.

47.

48.

49.

50.

with cognitive and affective impairment in Parkinson’s disease. Sci Rep. 2021;11(1):
16021. doi:10.1038/s41598-021-95638-8

Chang YT, Lu CH, Wu MK, et al. Salience network and depressive severities
in Parkinson’s disease with mild cognitive impairment: a structural covari-
ance network analysis. Front Aging Neurosci. 2017;9:417. doi:10.3389/
fnagi.2017.00417

Putcha D, Ross RS, Cronin-Golomb A, Janes AC, Stern CE. Salience and default
mode network coupling predicts cognition in aging and Parkinson’s disease. ] Int
Neuropsychol Soc. 2016;22(2):205-215. doi:10.1017/S1355617715000892

Aerts H, Fias W, Caeyenberghs K, Marinazzo D. Brain networks under attack: ro-
bustness properties and the impact of lesions. Brain. 2016;139(pt 12):3063-3083. doi:
10.1093 /brain/aww194

Boon BDC, Pouwels PJW, Jonkman LE, et al. Can post-mortem MRI be used as a
proxy for in vivo? A case study. Brain Commun. 2019;1(1):fcz030. doi:10.1093/
braincomms/fcz030

Liu X, Li D, Ma M, Szymanski BK, Stanley HE, Gao J. Network resilience. Phys Rep.
2022;971:1-108. doi:10.1016/j.physrep.2022.04.002

Carrera E, Tononi G. Diaschisis: past, present, future. Brain. 2014;137(pt 9):
2408-2422. doi:10.1093 /brain/awul01

Nelson PT, Lee EB, Cykowski MD, et al. LATE-NC staging in routine neuropath-
ologic diagnosis: an update. Acta Neuropathol. 2023;145(2):159-173. doi:10.1007/
s00401-022-02524-2

Neurology | Volume 103, Number 4 | August 27,2024


https://svi.nl/Huygens-Professional
https://www.microscope.healthcare.nikon.com/products/software/nis-elements
https://www.r-studio.com/
http://neurology.org/n

