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Studies of functional neurosurgery and electroencephalography in Parkinson’s disease
have demonstrated abnormally synchronous activity between basal ganglia and motor
cortex. Functional neuroimaging studies investigated brain dysfunction during motor
task or resting state and primarily have shown altered patterns of activation and
connectivity for motor areas. L-dopa administration relatively normalized these functional
alterations. The aim of this pilot study was to examine the effects of L-dopa
administration on functional connectivity in early-stage PD, as revealed by simultaneous
recording of functional magnetic resonance imaging (fMRI) and electroencephalographic
(EEG) data. Six patients with diagnosis of probable PD underwent EEG-fMRI acquisitions
(1.5 T MR scanner and 64-channel cap) before and immediately after the intake of
L-dopa. Regions of interest in the primary motor and sensorimotor regions were used for
resting state fMRI analysis. From the EEG data, weighted partial directed coherence was
computed in the inverse space after the removal of gradient and cardioballistic artifacts.
fMRI results showed that the intake of L-dopa increased functional connectivity within
the sensorimotor network, and between motor areas and both attention and default
mode networks. EEG connectivity among regions of the motor network did not change
significantly, while regions of the default mode network showed a strong tendency to
increase their outflow toward the rest of the brain. This pilot study provided a first insight
into the potentiality of simultaneous EEG-fMRI acquisitions in PD patients, showing for
both techniques the analogous direction of increased connectivity after L-dopa intake,
mainly involving motor, dorsal attention and default mode networks.
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INTRODUCTION

Alterations in the temporal pattern of neuronal discharge have
been found to be associated with parkinsonian symptoms
(Marsden and Obeso, 1994; Obeso et al., 1997), but the central
mechanisms underlying motor deficits in Parkinson’s Disease
(PD) is still unclear (Brown and Marsden, 1998; Jankovic, 2008).

Findings based on functional neurosurgery in PD patients
suggest the existence of excessive neuronal synchronization
mainly in the subthalamic nucleus (STN) and globus pallidus
(Levy et al, 2002b; Williams et al, 2002; Brown, 2003), in
particular within the beta band (13-30 Hz). It has been
demonstrated that treatment with L-dopa not only reduces
this synchronization, but it is also associated with a stronger
synchronization within the gamma band (30-100 Hz) (Brown
et al,, 2001; Levy et al,, 2002a,b; Priori et al., 2002; Williams
et al., 2002; Brown, 2003). Moreover, abnormal synchronized
activity in the basal ganglia may be coupled to activity in the
motor cortex: oscillatory synchronization within and between
cortical areas is increasingly recognized as a key mechanism in
motor organization (Ohara et al., 2001; Serrien and Brown, 2003)
and over the last few decades, electroencephalographic (EEG)
studies have shown a high incidence of background and focal
intermittent EEG slowing in PD (Yeager et al., 1966; McPherson,
1970). The correlation between motor disability and slowing of
the background EEG suggests that this effect may be related to
failure of nigrostriatal modulation of basal ganglia inputs to the
cortex (Neufeld et al., 1988). In PD patients, relevant changes may
also occur in the pattern of synchronization across distributed
areas of the cortex (cortico—cortical coherence) (Silberstein
et al., 2005; Hirschmann et al,, 2011, 2013). This finding is
especially significant in the beta and gamma bands, given the
importance of cortico—cortical coherence at these frequencies in
motor organization and the evidence that basal ganglia activity
is preferentially synchronized in these bands. In particular, it
has been shown that, when exploring resting state scalp EEG,
there is a correlation between EEG-EEG coherence over the
10-35 Hz range and the severity of parkinsonism, and that the
reduction of cortical coupling correlates with L-dopa therapy,
STN stimulation and with the consequent clinical improvement
(Silberstein et al., 2005). The frequency-specific functional
connectivity between basal ganglia and cortex was investigated
in PD patients also using simultaneous magnetoencephalography
(MEG) and local field potentials recordings (Hirschmann et al.,
2011, 2013). Coherent activity was observed in the beta range
in the ipsilateral sensorimotor and premotor cortices, as well as
in the alpha range in the ipsilateral temporal lobe, and, besides,
it was found that beta coherence between primary motor cortex
(M1) and STN was suppressed after the administration of L-dopa.

Brain magnetic resonance techniques are valuable methods to
explore the pathophysiological bases of PD for both structural
and functional aspects, and might provide new potential
biomarkers for the in vivo differential diagnosis with atypical
parkinsonism (Bajaj et al., 2017; Heim et al., 2017; Zanigni et al.,
2017; Morisi et al., 2018). In particular, functional neuroimaging
techniques have been mostly applied to give further insights
into the pathophysiology of motor dysfunction in PD and to

explore brain dysfunction underlying core motor symptoms such
as bradykinesia and rigidity by using specific motor tasks during
the MRI acquisitions (Rizzo et al., 2012). Overall, these studies
mainly reported altered functional activation in supplementary
motor area (SMA), pre-SMA, M1, premotor cortex, prefrontal
cortex, parietal cortex, cingulum, basal ganglia, thalamus and
cerebellum. Some discrepancies in the findings could be related to
the stage of disease and/or to differences between the motor fMRI
paradigms. L-dopa administration relatively normalized the
functional activation patterns (Haslinger et al., 2001; Buhmann
et al., 2003; Wu and Hallett, 2005). More recently, resting state
fMRI has been used to investigate brain functional connectivity
in PD patients. Typically, such patients show lower functional
connectivity, compared to healthy subjects, for M1, SMA, dorso-
lateral prefrontal cortex, temporal lobe, putamen, substantia
nigra, striatum, STN, thalamus, cerebellum and the default
mode network, and alterations in connectivity were likewise
appreciably normalized by L-dopa administration (Wu et al,
2009, 2011, 2012; Sharman et al., 2013). The differences among
the results reported by resting state fMRI studies might depend,
in addition to clinical samples and methodological differences,
on resting state being an uncontrolled condition, with a risk of
unstable wakefulness (Tagliazucchi and Laufs, 2014).

The combined acquisition of EEG and fMRI was originally
developed with a clinical interest to investigate the neuronal
activity and the hemodynamic response simultaneously to try
to detect and localize epileptic discharges (Rosenkranz and
Lemieux, 2010; Huster et al., 2012; Vitali et al., 2015). In the
recent years, however, EEG-fMRI became a promising techniques
also in experimental neuroscience, in psychiatric and behavioral
disorders related to mesocorticolimbic dopamine pathway
dysfunction, such as attention-deficit hyperactivity disorder
or schizophrenia, in narcolepsy, and in neurodegenerative
disorders, such as Alzheimer’s disease (Boecker et al., 2014; Lei
et al., 2014; Schneider et al., 2015; Drissi et al., 2016; Brueggen
et al., 2017; Syed Nasser et al., 2019).

Given the evidence that both fMRI and EEG independently
provided important insights into PD pathophysiology and
specific functional alterations, the aim of this exploratory
pilot study was to investigate the effect of acute L-dopa
administration on functional connectivity in early-stage PD
patients as revealed by simultaneous recording of hemodynamic
(fMRI) and electrical (EEG) activity. The combined use of
EEG and fMRI techniques guaranteed a controlled resting state
acquisition and might provide a more comprehensive perspective
on functional connectivity changes in PD: the simultaneous
acquisition of these techniques gives the possibility to have
both high temporal resolution EEG electrical measure and
fMRI whole-brain neurometabolic evaluation with good spatial
resolution at the same time and in the same group of patients.

MATERIALS AND METHODS
Subjects

Eight PD patients were recruited at the Movement Disorders
outpatients center, IRCCS Istituto delle Scienze Neurologiche
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di Bologna, DIBINEM, University of Bologna, Italy. Inclusion
criteria were: diagnosis of probable idiopathic PD, according to
Gelbs criteria (Gelb et al., 1999); ongoing L-dopa therapy at stable
dosage in at least two previous months (other drug therapies,
such as dopaminergic agents, MAO or COMT inhibitors, were
stopped during the week before the EEG-fMRI session); L-dopa
efficacy documented by kinetic-dynamic monitoring within
1 year from the session. Exclusion criteria were: cognitive
impairment and/or inability to provide informed consent; MR
contraindications; neuroimaging findings inconsistent with PD
diagnosis, severe involuntary movements; antidepressant or
other therapies acting on central nervous system.

The same neurologist (GR) performed neurological evaluation
of all patients using the Unified Parkinson’s Disease Rating Scale
(UPDRS) - I testing and the Hoehn and Yahr scale (HY)
(Hoehn and Yahr, 1967).

This study was carried out in accordance with the Declaration
of Helsinki. The protocol was approved by the Local Public
Health Service (AUSL) of Bologna Ethics Committee and all
participants provided written informed consent. No healthy
controls were included, as the primary goal of the study
was to compare connectivity patterns before and after the
administration of L-dopa in PD patients.

EEG-fMRI Acquisitions

Each participant was instructed to go to bed at his or her
preferred time on the evening before the examination, to fast
after midnight, and not to take the first daily dose of L-dopa
tablet (100 mg) in the morning. All acquisitions were performed
between 8 am and 1 pm. Patients first underwent UPDRS-
III and HY testing before taking L-dopa (ie., in the OFF
state), then the MR compatible EEG cap was set-up. This was
followed by the positioning in the MR scanner and the OFF state
acquisition. Immediately afterward, L-dopa was administered
and patients underwent UPDRS-III retesting every 10 min in
order to identify the ON state (i.e., under L-dopa effect). Within
15 min following the onset of the effect of the medication,
patients were repositioned in the MR scanner and the ON state
EEG-fMRI was acquired. Scalp EEG was recorded with an MR-
compatible 64-channel cap (Brain Vision), according to the 10-20
International System (reference: central top electrode, near Cz).
The recording resolution was 0.1 0V and the sampling frequency
was 5 kHz. The ECG trace was continuously recorded at the same
sampling frequency by means of a specific ECG cable.

Brain MRI acquisitions were performed using a 1.5 T scanner
(GE Medical Systems Signa HDx 15) equipped with an 8-
channel phased array brain coil. Participants were instructed to
stay during the scan awake, relaxed and motionless with their
eyes closed, and to avoid goal-directed attention. Simultaneously
to the EEG recordings, two resting state runs were acquired
during the OFF and the ON conditions (13 min for each
condition) with a pure axial GE-EPI sequence (Gradient Echo-
Echo Planar Imaging, TR/TE = 3000/40 ms, flip angle = 90°,
FOV = 24 cm, voxel = 1.875 x 1.875 x 4 mm); for each run the
first five volumes were discarded. A high-resolution volumetric
sequence was acquired at the end of the session (T1-weighted

Fast SPoiled Gradient, TR/TE/TI = 12/5/600 ms, FOV = 25.6 cm,
voxel = 1 mm?).

Data Analysis
Subjects’ UPDRS rating was compared between OFF and ON
states with the Wilcoxon test.

EEG

Electroencephalographic signal preprocessing was performed
with Brain Vision Analyzer 2.0 software. This included gradient
artifact off-line correction and EEG signal filtering (Allen
et al, 2000). A 50-Hz low-pass filter was also applied to
remove the remaining artifact. The ballistocardiogram and
eye—movements and blinking artifacts were removed by
Independent Components Analysis (ICA) (Bénar et al., 2003).
Finally, signals were down—sampled to 250 Hz and examined
by visual inspection to remove sections containing muscular
artifacts and sleep patterns. In both conditions, the artifact-free
sections were concatenated.

To perform EEG-directed connectivity analysis, a previously
published approach (Coito et al., 2015, 2016) was used, and
is summarized below. For regional electrical source imaging
(ESI), the forward model consisted of a simplified realistic head
model [Locally Spherical Model with Anatomical Constraints,
LSMAC (Birot et al., 2014)]. Based on the MNI template,
about 5000 solution points were equally distributed within gray
matter, which represented the solution space. A linear distributed
inverse solution with biophysical constraints was then used
to calculate the 3D current density distribution [Local Auto-
Regressive Averages, LAURA (Grave de Peralta Menendez et al.,
2004)]. The brain was then parcellated into 82 regions of interest
(ROIs) using the AAL atlas, and the source activity of the solution
point closest to the geometric center of each ROI was considered
as the representative source activity of the ROL To account for
the changing tridimensional orientation of the source dipoles,
these were projected at each time point on the predominant
dipole direction of each ROI to obtain scalar values of the current
density. Directed functional connectivity was determined with
a Granger-causality measure: the time-varying weighted Partial
Directed Coherence (WPDC) (Astolfi et al., 2008; Van Mierlo
etal., 2011; Plomp et al., 2014). This gave a 4-dimensional matrix
(82 ROIs x 82 ROIs x time X frequency) that was then reduced
to the theta, alpha and beta frequency bands and averaged over
time. Specifically, The time-frequency distribution of the power
spectral density (PSD) was calculated using the S-transform (ST).
To determine the PSD for each voxel in the inverse space, ST
was computed for each scalp electrode, and source estimation
was then applied to this frequency-domain complex data. The
mean PSD for each patient was computed and normalized (0-1)
across regions, time, and frequencies (1-100 Hz) by subtracting
the minimum power and dividing by the range. The PDC
(partial directed coherence) was analyzed for each frequency
band. Time-varying PDC estimates directed interactions between
pairs of signals in the time and frequency domain using adaptive
multivariate autoregressive models (AMVAR). We estimated the
time-varying AMVAR parameters by means of a recursive least
squares (RLS) algorithm (Astolfi et al., 2008). PDC values were
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scaled, in the same way as the ST, and multiplied by the spectral
power (weighted PDC, wPDC) (Van Mierlo et al., 2011; Plomp
et al., 2014). The summed outflow for a given ROI and time
point was defined as the sum of wPDC values from that ROI
to all others ROIs at that time point. For each time point, the
summed outflow for a given ROI and time point was then
computed, as the sum of wPDC values from that ROI to all
others. For each patient, the summed outflow of each region at
each time point of the OFF segments was compared to each time
point of the ON segments with a non-parametric test (Mann-
Whitney-Wilcoxon, p < 0.05). As 82 different regions are tested
at each band, a Bonferroni multiple comparisons correction is
considered. EEG connectivity analysis and ESI were carried out
using the software Cartool' and Matlab 2012b (MathWorks Inc.).

fMRI

Functional magnetic resonance imaging data processing and
analysis were mainly performed using FSL (version 4.1.4)
(Jenkinson et al., 2012). Functional connectivity was investigated
with a seed-based approach, using four distinct ROIs: right and
left supplementary motor area (R-SMA, L-SMA), and right and
left precentral gyri (R-PG, L-PG). Seeds were drawn in the
MNI space as spheres of radius 5 mm centered at the following
coordinates: R-SMA (6, 0, 54), L-SMA (-6, 0, 54), R-PG (44, —8,
38), and L-PG (—44, —8, 38).

The measured ECG trace was used to remove cardiac
physiological noise from fMRI data by means of a retrospective
method ~ [RETROICOR,  RETROspective  Image-based
CORrection (Glover et al., 2000)]. We used the RETROICOR
implementation in AFNI [version AFNI_2008_07_18_1710),
that follows the original method described by Glover et al.
(2000)]. The input data were raw fMRI data with only volume
registration performed. Since respiration could not be monitored
during the acquisitions due to technical limitations, breathing
noise was estimated with PESTICA [Physiologic EStimation by
Temporal ICA (Beall and Lowe, 2007)] from the data themselves.
The respiration timecourses obtained in this way were then
included in RETROICOR correction as well.

For two patients (Table 1, subjects 2 and 5) the disease
symptoms were on the left at onset, corresponding to the right
brain hemisphere, so we flipped MR functional and structural
images in the right/left direction, in order to have all patients’
predominantly affected hemisphere on the left side of the brain.
Structural images were then registered to a symmetrical version
of MNI template created by copying, flipping along the x axis and
averaging the original and the mirrored version of the template,
similarly to the procedure used by Kwak et al. (2012).

Functional MR data preprocessing also included high-pass
filtering (cut-off = 100 s), motion correction (motion parameters
were then added as confounding variables to the model),
slice timing correction, brain extraction and spatial smoothing
(Gaussian filter, FWHM = 6 mm). Functional data were aligned to
structural images using a linear registration (flirt) and structural
images were non-linearly aligned to standard MNI space (fnirt),
so that, combining the two steps, functional images could be

Uhttps://sites.google.com/site/cartoolcommunity/home

registered to MNI as well. Once ROIs were aligned to fMRI
space, their voxel time series were averaged. The first-level of the
analysis was based on a general linear model, constructed with
the time series of each seed used separately as a regressor. Clusters
were determined in Z-statistic images (|Z| > 2.3) and the family
wise-error was controlled with a cluster significance threshold
of p = 0.05. A second level within-subject fixed-effects analysis
was then performed, in order to combine the results of the two
OFF resting state runs and the two ON runs, giving each subject’s
mean response for each of the two conditions. Finally, the third-
level analysis was a mixed-effects group statistics: a two-sample
paired -test was performed to compare the connectivity with
each seed before and after L-dopa. Clusters were determined with
a threshold of Z = 2.3 then family wise-error was controlled with
a cluster significance threshold of p = 0.05. We did not explore
whether the variations of brain connectivity correlated with the
disease severity because of the small cohort and the homogeneity
of the UPDRS motor score in the OFF state.

RESULTS

Two out of eight patients were unable to complete the EEG-fMRI
acquisition protocol. Demographic and clinical data are reported
in Table 1.

Patients’ motor performances as assessed by the UPDRS were
significantly ameliorated when on medication than when off
medication (UPDRS score reduction after L-dopa: 49%, p < 0.05).

fMRI

A significantly higher connectivity with all four seeds was found
for the contrast ON vs. OFF (Figure 1 and Table 2). Brain
areas showing increased connectivity with both L-PG and R-PG
after L-dopa intake were right angular gyrus, middle cingulate
gyrus, posterior cingulate gyrus, bilateral middle frontal gyrus,
superior frontal gyrus, superior occipital cortex, superior parietal
gyrus, postcentral gyrus, precentral gyrus, precuneus and SMA,
while left middle and posterior cingulate gyri showed increased
connectivity only with L-PG.

As for the SMA, L-SMA showed increased connectivity with
right angular gyrus, posterior cingulate gyrus, left superior
occipital cortex, bilateral middle cingulate gyrus, middle and
superior frontal gyri, superior parietal gyrus, postcentral gyrus,
precentral gyrus, precuneus and SMA, while R-SMA had an
increased connectivity only with right middle and superior
frontal giri and right precentral gyrus. The group analysis
showed no significant variations in connectivity for the
contrast OFF vs. ON.

EEG

When evaluating the connections among the four seeds of the
motor system (R-PG, L-PG, R-SMA, and L-SMA) we did not
find any significant difference in PDC in ON vs. OFF (p > 0.05)
for all the studied frequencies (alpha, beta, and theta). Although
not significant, a trend toward a decreased FC in ON vs. OFF
among the different structures of the motor system was observed
for each frequency.
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TABLE 1 | Demographic and clinical data of the patients at the time of the MR session.

N 1 2 3 4 5 6 Mean (SD)
Age (yrs) 46 58 52 46 48 57 51.2 (5.4)
Sex F M F M M M - -
Age at onset (yrs) 60 55 48 41 54 51 51.5 (6.5)
Side of onset R L R L R - -
Disease duration (yrs) 6 3 4 5 4 6 4.7 (1.2)
HY stage 2 2 2 2 2 2

UPDRS Il - OFF 19 17 18 17 19 15 17.5 (1.5)
UPDRS Il - ON 9 6 10 10 10 8.8 (1.6)
UPDRS Ill reduction (%) 53 65 44 53 48 33 49.3* (10.7)

Yrs, years, HY, Hoehn and Yahr staging of severity of Parkinson disease; UPDRS, unified Parkinson’s Disease Rating Scale reported as score; *significant (p < 0.05).

lobe).

FIGURE 1 | Functional connectivity in the group analysis of ON state vs. OFF state; images show sagittal views of the main areas with significant clusters of voxels,
superimposed on the MNI template; box R-PG: connectivity with seed in right precentral gyrus (a: occipital cortex -green arrow-, motor areas -orange arrow-, b:
angular gyrus, c: superior parietal lobe, d: precuneus, e: superior frontal gyrus); box L-PG: connectivity with seed in left precentral gyrus (a: motor areas, b: superior
frontal gyrus, c: superior parietal lobe, d: angular gyrus, e: precuneus, f: cingulum, g: occipital cortex); box R-SMA: connectivity with seed in right SMA (a: frontal
pole — superior frontal gyrus); box L-SMA: connectivity with seed in left SMA (a,b: motor areas, c: precuneus, d: middle/superior frontal gyrus, e: superior parietal

R-SMA

L-SMA

Similarly, no significant differences for ON vs. OFF were
observed when evaluating whether the motor system was
changing its outflow (in term of summed outflow from the four
ROIs) toward the remaining regions of the brain. In this case
as well, we can observe a tendency toward a decreased summed
outflow from the motor system, especially concerning the alpha
and the theta bands, after L-dopa intake.

As for the PDC from each ROI of the whole brain, we observed
a strong tendency (p < 0.06) toward a change in the summed
outflow between ON and OFF conditions mainly in the following
structures: posterior cingulate, left amygdala, left hippocampus,
right anterior cingulate and right lingual gyrus in the alpha
band; left amygdala, bilateral hippocampi and right anterior
cingulate in the beta band; posterior cingulate, left amygdala,

bilateral hippocampi and right anterior cingulate in the theta
band (Supplementary Figures 1-3).

Although this difference was not statistically significant, an
interesting common behavior is that in the OFF state, the
strongest connections originated from the posterior regions of
the default mode network (DMN), while in ON they came from
the anterior cingulate, part of the anterior portion of the DMN
(Figure 2). Specifically, in the alpha band the main driver of
connection is the posterior cingulate in the OFF state and the
anterior cingulate in the ON state; in the beta band the main
driver of connections is the right hippocampus in the OFF state
and the anterior cingulate in the ON state; in the theta band the
main driver of connections is the right hippocampus in the OFF
state and the anterior cingulate in the ON state.
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DISCUSSION

This exploratory pilot study is the first that describes the
potentialities of resting state functional connectivity measured
simultaneously with EEG and fMRI in early-stage PD patients to
describe acute L-dopa effect.

Resting state fMRI results showed, after the administration of
L-dopa, an increased bilateral connectivity of PG and SMA with
cortical areas that belong to three resting state brain networks:
sensorimotor, DMN and dorsal-attention network (Figure 1 and
Table 2). The sensorimotor network deals with the integration
of sensitive and motor stimuli and its characteristic spatial
pattern includes pre- and post-central gyri, extending from the
superior bank of the sylvian fissure to the medial wall of the
interhemispheric fissure and the SMA (Damoiseaux et al., 2006).

Our findings of increased connectivity within the
sensorimotor system after the intake of L-dopa are in line
with previous results (Esposito et al, 2013) that showed
enhanced function connectivity within the SMA in drug-
naive PD patients after acute L-dopa administration. Effects
of L-dopa administration on resting connectivity were also
investigated in patients with advanced PD, and a higher resting
state functional connectivity was found between striatum and
prefrontal cortex, and a lower connectivity between pallidum,
STN, and supplementary and primary motor cortices (Akram
et al,, 2017). Compared to previous studies (Wu et al., 2012;

Esposito et al.,, 2013; Akram et al,, 2017) we detected limited
variations of functional connectivity between the motor cortex
and deep brain structures: this result may be related to differences
in clinical samples and methodological approaches.

The DMN is typically constituted by ventro-medial prefrontal
cortex, cingulate cortex, inferior parietal lobule, lateral temporal
cortex, dorsal medial prefrontal cortex and hippocampus, and it is
particularly active during rest condition while it deactivates when
specific goal-directed behavior is needed (Damoiseaux et al.,
2006). For PD patients, a stronger connection of DMN with PG
and SMA after the administration of L-dopa may contribute to an
increased readiness to plan and perform movements. In line with
this hypothesis, Krajcovicova et al. (2012) found no differences in
DMN integrity between PD patients on dopaminergic medication
and healthy controls, suggesting that dopaminergic therapy
may have specific effects on restoring default mode functional
integrity. It has also been shown (Van Eimeren et al., 2009) that
in PD patients, deficits in executive tasks such as planning and
set-shifting were associated with less deactivation of posterior
cingulate cortex and precuneus. On the other hand, a resting
state fMRI study in cognitively unimpaired PD patients (Tessitore
et al., 2012b) showed lower DMN functional connectivity in
patients compared to healthy controls, and this impairment was
uncorrelated with the L-dopa dosage.

The dorsal attention system is crucial in voluntary orientation
and attention and it mainly involves the intraparietal sulcus,

TABLE 2 | Brain areas showing a significant variation in fMRI connectivity with the four seeds (R-PG, L-PG, R-SMA, and L-SMA) when comparing the ON and the

OFF state.
BRAIN AREAS BRODMANN AREAS R-PG L-PG R-SMA L-SMA
VOXELS Z MAX VOXELS Z MAX VOXELS Z MAX VOXELS Z MAX
Angular gyrus L 39,19, 22 72 2.83 33 2.86 0 0 0 0
Angular gyrus R 39, 19, 22 685 3.29 195 2.97 0 0 51 2.80
Middle Cingulate L 31, 32,23, 24 0 0.00 7 2.50 0 0 78 3.19
Middle Cingulate R 31,32, 23,24 13 2.57 3 2.46 0 0 31 2.60
Posterior Cingulate L 31, 23, 118 0 0.00 4 2.74 0 0 0 0
Posterior Cingulate R 31,23, 118 40 3.01 23 2.91 0 0 5 2.63
Middle Frontal L 6,8,9, 10 259 2.88 696 3.29 0 0 469 3.36
Middle Frontal R 6,8,9, 10 211 3.04 361 3.31 363 3.09 398 3.32
Superior Frontal L 6,8,9, 10 132 2.97 413 3.20 0 0 196 3.12
Superior Frontal R 6,8,9, 10 257 2.91 356 3.05 158 2.99 233 3.24
Superior Occipital L 18,19, 7, 31 187 2.98 130 3.04 0 0 144 3.07
Superior Occipital R 18,19, 7, 31 53 2.81 39 2.91 0 0 0 0
Superior Parietal L 7,19 167 2.91 207 2.90 0 0 162 3.35
Superior Parietal R 7,19 115 2.95 17 2.77 0 0 191 3.12
Postcentral gyrus L 1,2,3,40,43 201 2.90 235 2.86 0 0 373 3.23
Postcentral gyrus R 1,2, 3,40, 43 121 2.93 134 3.1 0 0 164 3.19
Precentral gyrus L 3,4,6 15 2.54 154 2.99 0 0 370 3.38
Precentral gyrus R 3,4,6 61 3.05 264 3.08 11 2.61 250 3.46
Precuneus L 31,7,28,29 57 2.79 59 2.96 0 0 8 2.46
Precuneus R 31,7,28,29 141 2.85 6 2.35 0 0 62 2.81
SMA L 6 18 2.81 150 3.30 0 0 57 2.88
SMAR 6 1 2.33 58 3.25 0 0 97 2.84

L, left; R, right; SMA, supplementary motor area, PG, precentral gyrus.
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FIGURE 2 | Connections between each ROl in OFF (left) and ON (right). Only
the strongest 30% connections are shown. Alpha band: the main driver of
connections is the posterior cingulate in the OFF state and the anterior
cingulate in the ON state. Beta band: the main driver of connections is the
right hippocampus in the OFF state and the anterior cingulate in the ON state.
Theta band: the main driver of connections is the right hippocampus in the
OFF state and the anterior cingulate in the ON state.

the frontal eye field, the junction of precentral and superior
frontal sulci, and middle and superior frontal gyri (Damoiseaux
et al, 2006). In our study, structures of attentive and
executive systems showed increased functional connectivity with
cortical motor areas after L-dopa administration. This may
suggest that dopaminergic medication could be of help to
PD patients as for their executive dysfunction, by improving

the cognitive, attentional and executive steps, essential for
movements preparation. When activations and connectivity were
investigated during the performance of a motor-attentional task
(Rowe et al., 2002), an attentional modulation of connectivity
was observed only in the healthy subjects, but not in PD
patients. In particular, the attention to action led to further
activations of prefrontal, parietal, and para-cingulate cortices
and SMA. The engagement of the attentional control network
was also investigated in PD and a lower activation of
frontal and parietal hubs of the dorsal attention network was
described (Shine et al., 2014). Reduced functional connectivity
has been reported within both the executive-attention and
visual networks in PD patients with freezing compared
to those without (Tessitore et al., 2012a), suggesting that
freezing may be related to a dysfunction of the visuo-spatial
network. As none of our early-stage PD patients presented
freezing, the freezing related network may be impaired before
clinical manifestation.

Partial directed coherence analysis of EEG data acquired
during the fMRI scans revealed no statistically significant motor
network changes when comparing ON vs. OFF. Nevertheless,
the results suggest an interesting tendency toward a decreased
coherence after the intake of L-dopa within the motor system
and between the motor system and the rest of the brain.
However, the effect of L-dopa on cortico-cortical coherence
is still debated and opposing results can be found in the
literature. Previous resting state scalp EEG studies (Silberstein
et al, 2005; Hirschmann et al., 2013) have shown that
STN-cortical and cortico-cortical coherence correlate with the
severity of parkinsonism and that this coupling was modulated
by L-dopa therapy and STN stimulation. When MEG and
subthalamic local field potential recordings were used to
investigate connectivity in PD patients (Litvak et al, 2011),
two major spatio-temporal patterns of coupling between cortex
and STN were observed, in alpha and beta bands. In the
alpha band, coherence between STN and bilateral temporo-
parietal cortex and brainstem has been described, suggesting
a possible attentional role; in the beta band the pattern
involved the STN and the ipsilateral anterior parietal and
frontal cortices, suggesting an involvement in the executive
functions. In this study, dopaminergic medication increased
beta coherence between STN and prefrontal cortex. However,
later studies did not confirm this effect of pharmacological
intervention on cortical coherence. For example, the evaluation
of the direct transfer function between STN and cortex at rest
and during movement (Lalo et al, 2008), with and without
pharmacological dopaminergic input, showed that the beta
band coherence did not change after dopaminergic therapy.
MEG coherence among SMA and other motor areas has
also been investigated during resting and during isometric
muscular contraction (Pollok et al., 2013), before and after
L-dopa intake. Interestingly, an increased SMA-M1 coherence
in OFF during isometric contraction was found, and it
was remedied by L-dopa. Nevertheless, coherence strength
for the resting state did not differ after L-dopa intake,
suggesting that SMA-M1 coherence might be more related
to movement execution than to the rest condition. Besides,

Frontiers in Neuroscience | www.frontiersin.org

June 2019 | Volume 13 | Article 611


https://www.frontiersin.org/journals/neuroscience/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/neuroscience#articles

Evangelisti et al.

Parkinson’s Disease EEG-fMRI L-Dopa Effect

a high-density EEG study investigated the effect of acute
L-dopa administration on movement-related cortical oscillations,
showing that L-dopa reduce the exaggerated movement-
related beta-band desynchronization in the SMA that was
observed in PD patients compared to healthy subjects (Chung
et al., 2018) and that functional brain activity in the basal
ganglia pathways relate to the response of beta-band cortical
activity to levodopa.

When whole brain outflow was considered, the regions that
showed a stronger tendency to change their connectivity
are the posterior and anterior cingulate, and the right
hippocampus, mainly ascribable to the DMN. This is
quite interesting as changes in the connectivity with the
DMN were also observed in our fMRI results, and we
discussed above the crucial role of this network and its
connections with the sensorimotor areas in PD patients.
Moreover, there seems to be a shift of the involvement in
connections toward the anterior subpart of DMN after the
intake of L-dopa. Structural and functional alterations of
cingulate cortex has been previously shown in PD patients.
For example, increased functional connectivity and higher
eigenvector centrality (a network measure that allow to
identify prominent nodes in the whole brain network) in
the posterior cingulate gyrus and lower centrality for the
anterior cingulate gyrus (de Schipper et al, 2018), white
matter microstructural alterations in the cingulate bundle
near the orbital and anterior cingulate gyrus (Albrecht
et al, 2019), or a loss of integrity in cingulate structural
covariance network, for both anterior and posterior cingulate
cortices (de Schipper et al., 2017). It would be suggestive to
hypothesize that what we see is a relative normalization of
the connectivity pattern, speculating about different roles
of anterior and posterior cingulate cortices, but it might
be a rash speculation, as a group of healthy controls is
not available and there are no similar findings in literature
to compare with.

The absence of clear PDC findings in the present study
may be related to methodological limitations. Simultaneous
recordings to MRI induces artifacts in the EEG, reducing
the quality of the trace. The gradient artifact is the most
important one, with an amplitude of about 50 times the
background EEG. The most widely used method to remove
it consists of estimating the artifact and subtracting it
from each frame (Bénar et al, 2003). In our case, the
frequency removed by the gradient artifact correction
was within the beta band. Furthermore, when removing
the cardioballistic artifact by ICA, there is also a risk of
removing components of signal which are actually coming
from the brain. A precise description of the influence
of MRI gradients and ECG artifacts on multivariate
measures performed on EEG signals, such as PDC, is
still lacking. Further exploration of these effects by using
various acquisition protocols and scanning equipment are
necessary to properly evaluate the method’s sensitivity to
these artifacts.

The main limit of this exploratory study is the small
number of recruited patients. This poses substantial limitation

to the generalizability of the results, indeed the present
study should be considered a pilot investigation, that might
show the potentialities of EEG and fMRI combination in
PD patients, but without any presumptions of fully reliable
and solid conclusions. Further studies in larger samples are
needed to confirm and expand the present results. However,
the sample is very homogeneous as all PD patients are in
an early stage of the disease course with comparable motor
impairment. Despite the small cohort, both fMRI and EEG
findings are directionally similar, showing increased connectivity
after L-dopa intake in PD patients, particularly for motor
areas and their connections with dorsal attention and DMN
areas. Taking into consideration the novelty of this approach in
PD patients, this pilot study showed the potentialities of this
methodology to better understand the mechanisms underlying
electrical and hemodynamic functional connectivity changes
in these patients.
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