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Abstract: Background: Transcranial magnetic stimulation (TMS) can non-invasively probe cortical
excitability in movement disorders, although clinical significance is still controversial, especially at early
stages. We compare single-pulse TMS in two prototypic synucleinopathy and tauopathy—i.e., Parkinson’s
disease (PD) and Progressive Supranuclear Palsy (PSP), respectively—to find neurophysiological
differences and identify early measures associated with cognitive impairment. Methods: 28 PD
and 23 PSP de novo patients were age-matched with 28 healthy controls, all right-handed and
drug-free. Amplitude and latency of motor evoked potentials (MEP), central motor conduction time,
resting motor threshold (rMT), and cortical silent period (CSP) were recorded through a figure-of-eight
coil from the First Dorsal Interosseous muscle (FDI), bilaterally. Results: Mini Mental Examination and
Frontal Assessment Battery (FAB) scored worse in PSP; PD had worse FAB than controls. Higher MEP
amplitude from right FDI in PD and PSP than controls was found, without difference between them.
CSP was bilaterally longer in patients than controls, but similar between patient groups. A positive
correlation between FAB and rMT was observed in PSP, bilaterally. Conclusions: Despite the small
sample size, PD and PSP might share, at early stage, a similar global electrocortical asset. rMT might
detect and possibly predict cognitive deterioration in PSP.

Keywords: transcranial magnetic stimulation; cortical excitability; electrophysiology; neurodegeneration;
parkinsonian syndrome; atypical parkinsonism

1. Introduction

Among movement disorders, an accurate and early diagnosis of the most common
tauopathy—i.e., Progressive Supranuclear Palsy (PSP)—and the differential diagnosis from the
prototypic α-synucleinopathy—i.e., Parkinson’s disease (PD)—is often challenging, particularly at their
early stages [1–3]. In addition to the typical histopathological lesion observed in PD (i.e., degeneration of
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the substantia nigra pars compacta), the thinning of the medial frontal (premotor and supplementary
motor) and posterior cingulate cortex has been described [4]. Furthermore, dopamine depletion can
induce a functional reorganization of the motor maps [5]. In PSP, argyrophilic and tau-positive tufted
astrocytes, neurofibrillary tangles, coiled bodies, and thread-like processes are found not only in the basal
ganglia and brainstem nuclei, but also in the primary motor cortex (M1) [6]. The different histological
substrates of these diseases might be associated with specific neurophysiological characteristics. In this
context, the role of non-invasive brain stimulation techniques, such as transcranial magnetic stimulation
(TMS), may help in disentangling this complex pathophysiology.

TMS is a non-invasive electrophysiological technique able to assess the intracortical excitability
and the cortico-spinal conductivity in vivo and in “real time”, thus being used in clinical practice [7–11],
research settings [12–15], and experimental treatments [16,17]. Single-pulse stimulation is routinely
used to assess basic features of motor evoked potentials (MEPs), including MEP latency and amplitude,
central motor conduction time (CMCT), and some global measures of excitability, such as the resting
motor threshold (rMT) and the cortical silent period (CSP). rMT and MEP reflect not only the
conductivity of the cortico-spinal tract, but also the excitability of the M1 and nerve roots, as well as
the conduction along the peripheral motor pathway till the muscles [8]. While CSP is believed to be
due to inhibitory mechanisms at the M1 level, spinal components (such as the Renshaw inhibition) are
thought to contribute, although only to the first 50–60 ms of this suppression [18].

Since the early studies [19], indeed, TMS has been used to explore the inhibitory and excitatory
interactions of both motor and non-motor cortical regions, within and across cerebral hemispheres,
thus providing insights into the intracortical and intercortical mechanisms underlying the role of
different brain regions in cognitive processes, motor control, and plastic changes after a brain lesion
or during the course of a neurodegenerative process [20]. Used in combination with neuroimaging,
TMS also provides information on the functional connectivity between different motor and non-motor
regions and on the relationship between pathophysiological processes and specific brain areas [20].
Although the abnormalities revealed by TMS are not disease-specific [18], there may be distinct
neurophysiological changes that co-segregate in each dementing illness, consistent with the involvement
of specific neurobiological substrates [19,21–24]. These indexes have also been proposed for the early
detection of cognitive impairment, the monitoring of disease progression, and the evaluation of
treatment response [25,26].

A new concept of the M1 has also emerged, in which motor cortical output is influenced also by
non-primary motor areas, including ventral and dorsal premotor cortex, and supplementary motor area,
and even by non-motor regions (such as the cingulate cortex) [20]. Accordingly, although not always
clinically evident, the involvement of motor areas in dementia has been demonstrated, with changes
in motor areas that may be secondary to direct structural alterations caused by the disease process
or, more often, to indirect plastic remodeling mechanisms [19]. Finally, by evaluating the effects of
agonists or antagonists for specific neurotransmitters, TMS can selectively and non-invasively probe
the functioning of glutamatergic, gamma-aminobutyric acid (GABA)-ergic and cholinergic cortical
circuits [27], which are all implicated in cognitive and movement disorders.

When applied to movement disorders, TMS can characterize the cortical excitability at the final
motor output stage and its modulation by altered basal ganglia activity [28]. Histology [29] and
functional imaging in vivo studies [30] demonstrated that the direct dopaminergic innervation of
M1 degenerates relatively early in PD patients, a finding which is in line with a local reduction in
its metabolism [31]. Furthermore, electrophysiological effects of dopaminergic degeneration also on
subcortical motor structures are well documented, as well as the evidence that M1 activity is influenced
by existing PD therapies, including not only l-3,4-dihydroxyphenylalanine (l-DOPA) but also deep
brain stimulation of the subthalamic nucleus, as very recently reviewed [32].

Overall, in PD patients, the majority of TMS studies suggests an imbalance of M1 excitability
towards a state of reduced inhibition. Specifically, a marked reduction in the short-interval intracortical
inhibition (SICI), which is a measure of the GABA-A receptor transmission, has been reported,
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suggesting an impaired intracortical inhibitory activity which partially reverted after dopaminergic
therapy [33–36]. Shortening of CSP duration has been reported in PD patients, particularly in the
early untreated stages, and correlated with limb rigidity [37]. Regarding the short-latency afferent
inhibition (SAI), which is thought to reflect the central cholinergic functioning, evidence is conflicting,
with researchers reporting reduced [38,39], normal [40], or increased values [41]. Finally, most studies
have reported that rMT is normal in PD [34,36,42], whereas increased MEP amplitude at rest has
been found [43,44].

In PSP, earlier studies revealed CMCT abnormality, although only in a subgroup of patients
with a long disease duration [37,45,46]. Reduced SICI, changes in CSP duration, and increased
MEP amplitude have been reported and appeared to correlate with the disease progression [46–48].
More recent work also showed changes in cortical excitability and synaptic plasticity [47,49–51].
Regarding CSP, a longer duration has been reported in PSP, whereas the opposite has been observed in
PD patients [52]. However, CSP is highly variable depending on several factors (e.g., TMS intensity,
selection of target muscle, coil shape, and position) [53], and its significance in clinical practice is
still controversial.

As TMS can detect early electrophysiological changes of movement disorders, we examined and
compared single-pulse TMS in de novo patients with PD and PSP with a relatively short disease
duration. As mentioned, indeed, studies directly comparing PD and PSP at their early stages are
scarce and rather conflicting, whereas those correlating clinical-cognitive data with TMS findings
in early non-demented patients are lacking. We hypothesized that the two groups of patients may
show different neurophysiological patterns and that specific TMS measures might be associated with
cognitive impairment, which is known to be more prominent in PSP than in PD.

2. Materials and Methods

2.1. Subjects and Assessment

We consecutively recruited 28 de novo patients with idiopathic PD (median age 63.5 years,
range 59.0–69.5; 18 males) and 23 de novo patients with PSP (median age 67 years, range 63.0–72.0;
11 males) from the Neurology Department of the “Azienda Ospedaliera Universitaria Policlinico
Gaspare Rodolico-San Marco” of Catania (Italy), from November 2018 to September 2020. The control
group consisted of 28 age-matched healthy subjects (median age 65 years, range 58.5–69.0; 16 males),
recruited from the TMS Lab of the above-mentioned Institution. All participants were right-handed,
as assessed by the Edinburgh Handedness Inventory [54]. Controls were drug-free, did not have any
history of neurological or psychiatric disorders, and their neurological examination and brain magnetic
resonance imaging (MRI) were both normal.

All patients had a diagnosis of probable PD based on the clinical diagnostic criteria of the Movement
Disorder Society [55], or PSP following the criteria of the National Institute of Neurological Disorders
and Stroke—Society for PSP [56]. The median disease duration was 2 years (range 2–4) in the PD group
and 3 years (range 2–4) in the PSP group. DaTscan single-photon emission computed tomography and
magnetic resonance parkinsonism index, performed in all patients, were compatible with an early stage
of the diseases [57,58]. Among PD patients, 22 had an akinetic-rigid form, whereas the other 6 exhibited
a mixed presentation, with a predominant akinetic-rigid phenotype; brain MRI was normal in all of
them. The majority of PD patients (25 out of 28) presented an asymmetry of their motor manifestations,
being the right side more clinically affected than the left side; the remaining three exhibited a bilateral
presentation. All PSP patients had a bilateral akinetic-rigid syndrome with predominant symptoms in
the right limbs, which poorly responded to l-DOPA; brain MRI showed varying degrees of brainstem,
basal ganglia, and frontal lobe atrophy. All patients were clinically evaluated by using the Unified
Parkinson’s Disease Rating Scale (UPDRS)—part III (motor examination) [59] and the Hoehn and Yahr
(H-Y) scale [60].
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None of the participants had major neurocognitive disorder (dementia) on the basis of the latest
diagnostic criteria of the Diagnostic and Statistical Manual of Mental Disorders, Fifth Edition [61].
The Mini Mental State Examination (MMSE) [62] was administered to all subjects in order to screen
cognitive functioning, as well as the Frontal Assessment Battery (FAB) [63] to assess the frontal lobe
abilities, and the Hamilton Depression Rating Scale [64] to quantify any symptom of depression.
Both MMSE and FAB scores were adjusted for age and educational level for each subject. Clinical and
neuropsychological variables were evaluated independently by different investigators (AN and RB),
and the TMS operators (GL and MP) were blinded to the clinical scores. Patients were drug-naïve and
no other medication able to affect cortical excitability was assumed before TMS [27,65,66].

Exclusion criteria were: other neurological diseases (e.g., traumatic head or back injury, stroke or
chronic cerebrovascular disease, spinal cord injury or any other spinal cord disease, any other
movement disorder, any inflammatory or demyelinating disease, tumors, etc.); peripheral neuropathies,
radiculopathies, or neuromuscular disorders; previous cranial or spinal surgery; major psychiatric
diseases; acute, advanced, or chronic not compensated medical illnesses (including diabetes,
hypothyroidism, and neoplasm); history or presence of seizures, implanted biomedical devices
(i.e., pacemaker, prosthesis, intracranial clips), pregnancy at the time of testing, or any other
contraindication to TMS [7]. Although evidence of cervical disc protrusions was present in some patients,
none had any clinical or radiological sign of cervical cord or spinal root compression. A conventional
electroencephalography was preliminary performed prior to TMS to exclude predisposition to seizures.

The study was carried out by trained operators in accordance with the latest recommendations of
the International Federation of Clinical Neurophysiology (IFCN) for the diagnostic use of TMS [8].
All the experimental procedures were approved by the Ethics Committee of the “Azienda Ospedaliera
Universitaria Policlinico Gaspare Rodolico-San Marco” (approval number: 9/2018/PO) and carried
out following the rules of the Declaration of Helsinki of 1975, revised in 2013. All subjects gave their
signed informed consent for inclusion before they participated in the study.

2.2. Transcranial Magnetic Stimulation

TMS was performed using a high-power Magstim 220 mono-pulse magnetic stimulator
(Magstim Co., Whitland, Dyfed, UK). A figure-of-eight coil (external loop diameter 90 mm) was
held tangentially over the M1 of each hemisphere, at the optimum scalp position (“hot spot”) to elicit
MEPs in the contralateral First Dorsal Interosseous (FDI) muscle of each hand, with the induced current
flowing in a posterior–anterior direction, as recommended [8]. Once located, the hot spot was marked
on the scalp with a soft-tip pen.

Electromyographic (EMG) activity was recorded with silver/silver-chloride disposable self-adhesive
and self-conductive surface electrodes. The active electrode was placed over the muscular belly of the
target muscle, the reference was positioned distally at the metacarpal-phalangeal joint of the index
finger, and the ground was on the dorsal face of the wrist. MEPs were amplified and filtered (bandwidth
3–3000 Hz), and recorded by using a 2-channel Medelec Synergy system (Oxford Instruments Medical,
Inc, Surrey, UK).

The rMT was defined as the lowest stimulus intensity able to elicit MEP at rest of an amplitude
>50 µV in at least 5 of 10 trials, according to the above-mentioned guidelines [8]. Five reproducible
MEPs during moderate active muscle contraction (about 10–20% of the subject’s maximum voluntary
contraction, by using a strain gauge) were elicited. Among them, the MEP with the shortest latency
was considered for CMCT calculation, according to the IFCN guidelines [8]. CMCT was calculated by
subtracting the conduction time in peripheral nerves obtained by magnetic stimulation of the cervical
root, from the shortest MEP cortical latency obtained with a stimulus intensity set at 130% of the
rMT. To ensure reproducibility, three peripheral motor responses were recorded at rest and averaged.
Peak-to-peak MEP amplitude during active contraction level was also calculated.

The CSP was determined with an approximately 50% of maximum tonic voluntary contraction
of the FDI muscle, induced by single TMS pulses delivered at 130% of rMT. As recommended [8],
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the mean CSP duration of 7 rectified trials was calculated. Namely, in a single trial, the CSP was
measured as the time elapsing from the onset of the MEP until the recurrence of voluntary tonic
EMG activity.

Since PD and, to a lesser extent, PSP are characterized by an asymmetry of the motor manifestations,
side-to-side difference was also considered for each TMS index, with “right” and “left” referred to the
recording side of the target muscle. To avoid motor fatigue and inter-trial variability, a pause of 20 s
was taken after every stimulus. A continuous EMG audio–visual feedback at high gain assisted the
participants in maintaining a complete muscle relaxation. Trials containing any type of artifact were
removed. Similarly, we excluded trials contaminated by EMG activity at rest (indicating a non-relaxed
muscle), as well as those “active” trials (during contraction) with excessive EMG voluntary activity
that made a reliable recognition of the onset of MEP cortical latency difficult or doubtful.

In sum, the following TMS measurements and repetitions were obtained for each participant:

- rMT (%): at least 5 of 10 trials with a MEP amplitude >50 µV at rest;
- MEP latency (ms): 5 reproducible recordings during active contraction;
- MEP amplitude (mV): 5 reproducible recordings during active contraction;
- peripheral motor latency (ms): 3 reproducible recordings at rest;
- CSP (ms): 7 reproducible rectified trials during active contraction.

All measurements were conducted while subjects were seated in a comfortable armchair, with their
arms maintained relaxed in the same position throughout the procedure. All recordings were performed
in the same laboratory, equipment, and experimental conditions, by the same operators and at the
same time of the day (09:30–11:30 a.m.), in order to exclude possible confounding due to the circadian
rhythm. All data were collected on a dedicated PC and stored with an ad hoc software for off-line
analysis [67].

2.3. Statistical Analysis

Because of the non-normal distribution of some variables, the differences between the continuous
variables obtained in the different groups of subjects (patients and controls) were evaluated by means
of the non-parametric Kruskal–Wallis ANOVA, followed by the Mann–Whitney test for independent
datasets, used as a post hoc test for the comparison of each pair of groups, when appropriate.
Within-group comparisons were carried out by means of the Wilcoxon test, and correlations were
evaluated by means of the Spearman’s rho. P values were considered statistically significant when <0.05.

Because of the relatively low number of subjects and in order to limit the possibility to miss
significant differences, we computed the effect size for all comparisons by calculating the Cohen’s d
and checked for instances in which a “large” effect size was present, which is commonly accepted to be
indicated by a Cohen’s d value >0.8 [68].

3. Results

All participants underwent TMS without any discomfort or undesired effect. The clinical and
demographic features of participants are summarized in Table 1. As shown, the three groups were
similar in terms of age, height, disease duration and severity, motor impairment, and mood status.
MMSE and FAB scored worse in PSP patients than controls, but they did not significantly differ from
the scores of PD subjects. PD patients exhibited a significantly lower FAB score than controls.

As shown in Table 2, single-pulse TMS revealed a significantly higher MEP amplitude from the
right FDI muscle in both PD and PSP patients compared to controls, but not between the two groups
of patients. Similarly, CSP duration was significantly and bilaterally longer in patients than controls,
but it was similar between PD and PSP. No other difference was observed.

Table 3 shows the right-to-left differences within the patients’ groups. In the PSP group,
MEP amplitude from the right FDI was significantly higher and MEP latency was significantly
prolonged compared to the contralateral side, although these differences did not have a large effect size.
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Table 1. Clinical-demographic and neuropsychological features of the three groups.

Variable

Group 1 (Controls; n = 28) Group 2 (PD; n = 28) Group 3 (PSP; n = 23) Kruskal–Wallis ANOVA post hoc

Median Lower Upper Median Lower Upper Median Lower Upper H(2,79) p Effect Size
Cohen’s d

1 vs. 2 1 vs. 3 2 vs. 3

p p p

Age, years 65.0 58.5 69.0 63.5 59.0 69.5 67.0 63.0 72.0 3.113 NS 0.244 - - -

Height, cm 162.0 160.0 170.0 163.5 160.0 170.0 163.0 155.0 170.0 0.105 NS - - - -

Disease duration, years - - - 2.0 2.0 4.0 3.0 2.0 4.0 - - - - - NS

Hoehn-Yahr - - - 2.0 2.0 2.5 2.5 2.0 3.0 - - - - - NS

UPDRS-ME - - - 31.0 25.5 38.5 32.0 25.0 45.0 - - - - - NS

MMSE 28.6 27.0 30.0 27.5 25.9 28.9 27.2 25.4 28.3 6.263 0.044 0.488 NS 0.022 NS

FAB 16.9 14.3 18.0 15.0 11.4 16.4 12.6 9.6 14.9 18.657 0.0001 1.060 0.04 0.00005 NS

HDRS 4.0 2.0 6.5 5.0 3.0 8.5 5.0 2.0 7.0 3.409 NS 0.275 - - -

Legend (in alphabetical order): FAB: Frontal Assessment Battery; HDRS: Hamilton Depression Rating Scale; MMSE: Mini Mental State Examination; NS: not significant; PD: Parkinson’s
disease; PSP: Progressive Supranuclear Palsy; UPDRS-ME: Unified Parkinson’s Disease Rating Scale–part III (motor examination); numbers in bold: statistically significant p values and
large (>0.8) effect sizes.

Table 2. Single-pulse transcranial magnetic stimulation (TMS) data obtained from all participants.

Variable

Group 1 (Controls; n = 28) Group 2 (PD; n = 28) Group 3 (PSP; n = 23) Kruskal–Wallis ANOVA post hoc

Median Lower Upper Median Lower Upper Median Lower Upper H(2,37) p Effect Size
Cohen’s d

1 vs. 2 1 vs. 3 2 vs. 3

p p p

Right FDI MEP amplitude, mV 3.9 2.3 5.1 7.9 6.4 10.2 7.9 5.6 11.1 23.879 0.00001 1.272 0.00001 0.00015 NS

Right FDI MEP latency, ms 20.7 19.9 21.9 20.4 19.3 21.3 19.7 18.6 21.2 4.407 NS 0.362 - - -

Right FDI CMCT, ms 6.5 6.0 7.3 5.9 5.3 6.3 5.9 5.2 6.8 8.063 NS 0.589 - - -

Right FDI rMT, % 43.0 39.0 45.5 37.5 35.0 45.5 39.0 34.0 49.0 3.178 NS 0.251 - - -

Right FDI CSP, ms 69.4 58.5 87.2 125.4 95.0 135.2 131.8 92.8 162.0 23.131 0.0001 1.241 0.00007 0.00004 NS

Left FDI MEP amplitude, mV 4.6 4.0 6.0 6.1 4.2 8.2 6.4 4.0 9.2 3.234 NS 0.257 - - -

Left FDI MEP latency, ms 19.2 18.4 20.6 20.1 19.5 21.1 19.3 18.1 21.1 5.262 NS 0.424 - - -

Left FDI CMCT, ms 5.5 5.1 6.5 5.9 5.1 6.5 5.8 4.9 6.8 0.406 NS - - - -

Left FDI rMT, % 40.0 38.0 43.5 38.0 35.0 41.5 41.0 36.0 44.0 3.247 NS 0.258 - - -

Left FDI CSP, ms 74.5 60.5 117.0 131.5 79.3 139.0 146.3 101.0 151.0 12.807 0.0017 0.814 0.035 0.00062 NS

Legend (in alphabetical order): CMCT: central motor conduction time; CSP: cortical silent period; FDI: First Dorsal Interosseous muscle; K–W: Kruskal–Wallis; MEP: motor evoked
potential; NS: not significant; PD: Parkinson’s disease; PSP: Progressive Supranuclear Palsy; rMT: resting motor threshold; TMS: transcranial magnetic stimulation; numbers in bold:
statistically significant p value sand large (>0.8) effect sizes.
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Table 3. Right-to-left difference of TMS parameters within the PD and PSP group.

Variable
PD Group PSP Group

Wilcoxon’s Test
Effect Size Cohen’s d

Wilcoxon’s Test
Effect Size Cohen’s d

Valid Z p Valid Z p

Right versus left FDI MEP amplitude 27 1.670 0.095 0.321 22 2.581 0.001 0.550

Right versus left FDI MEP latency 25 0.740 0.459 0.148 21 2.468 0.0135 0.539

Right versus left FDI CMCT 28 0.079 0.936 0.015 20 0.317 0.751 0.071

Right versus left FDI rMT 25 0.673 0.501 0.135 23 0.395 0.693 0.082

Right versus left FDI CSP 28 0.285 0.776 0.054 23 0.426 0.670 0.089

Legend (in alphabetical order): CMCT: central motor conduction time; CSP: cortical silent period; FDI: First Dorsal Interosseous muscle; MEP: motor evoked potential; PD: Parkinson’s
disease; PSP: Progressive Supranuclear Palsy; rMT: resting motor threshold; TMS: transcranial magnetic stimulation; NS: not significant; numbers in bold: statistically significant p values.
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Finally, the correlation analysis between clinical-cognitive and TMS data in the three groups
disclosed a significant positive correlation between FAB score and rMT from both hemispheres in PSP
patients (Figure 1).J. Pers. Med. 2020, 10, x FOR PEER REVIEW 8 of 16 
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4. Discussion

4.1. Main Findings

Compared to the existing literature, we first documented a similar global electrocortical asset
in PD and PSP patients at their early stage and proposed the potential role of the rMT in the early
detection and possibly prediction of cognitive deterioration in PSP subjects. We also confirm that
the excitability of specific cortical networks is abnormal in both PD and PSP patients, although they
did not exhibit distinctive electrocortical patterns to single-pulse TMS. In this scenario, a previous
study suggested that some global measures of motor cortex inhibition (i.e., CSP) differed between the
two conditions, the CSP being longer in PSP and shorter in PD with respect to healthy controls [52].
However, our findings support the hypothesis that, at their early stages, a similar level of impairment
of motor cortex inhibition might occur. Interestingly, patients’ MEP latency and CMCT were similar to
those of healthy controls, suggesting a normal cortico-spinal conductivity. This finding might help
the differential diagnosis with other atypical parkinsonisms (APs)—i.e., Multiple Systemic Atrophy,
which typically exhibits prolonged CMCT [52].

A role was previously proposed for neurophysiological testing in the differential diagnosis
between PD and APs and between the various APs [37,46,69]. However, owing to the relatively
low sensitivity of the majority of findings and the lack of post mortem diagnostic confirmation
in most of the studies, it is not yet possible to conclude that neurophysiological techniques can
reliably differentiate between these disorders [52]. The inconsistencies may be in part due to the
heterogeneity of the patients studied, the high inter-individual variability of parameters, the differences
in disease severity, the pre-activation of target muscles, and the dopaminergic state. Conversely,
some follow-up studies indicate that longitudinal assessments using neurophysiological techniques
may provide useful surrogate biomarkers [52], although further evidences are needed. Based on the
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results of the present study, we would suggest that PD and PSP could not be early differentiated on
the basis of single-pulse TMS alone and that more advanced protocols (e.g., paired-pulse TMS, SAI,
paired-associative stimulation) should be considered.

The significant increase in MEP amplitude in both groups of patients compared to controls,
along with the previous finding of abnormally enhanced MEP amplitude after theta-burst stimulation
in PSP patients [47], may be interpreted as a status of M1 hyperexcitability, likely through the basal
ganglia-motor cortex loop [51,70], similarly to that posited in PD patients [42,71]. A possible explanation
is that the enhanced excitability may reflect an increased glutamatergic excitatory interneuronal activity.
The excessive glutamate release, indeed, is a key feature in the excitotoxicity model in cultured
cortical neurons, as reported in several neurodegenerative diseases [72–74]. Therefore, an imbalanced
glutamatergic activity may take place in both synucleinopathy and tauopathy [47]. Translationally,
the increased MEP amplitude in both PD and PSP might suggest that the motor output neurons and
the cortico-spinal tract are not severely affected [46], as also confirmed by the lack of any clinical
motor deficit in our patients. In this context, the fact that both groups of patients had higher MEP
amplitude from the right FDI compared to controls can be ascribed to the right handedness of these
subjects, as previously reported in normal subjects [75,76], and possibly to the clinical asymmetry of
their motor manifestations.

The same factors might explain the higher MEP amplitude obtained from the right side compared
to the contralateral side within patients’ groups, although with a statistically significant difference in the
PSP group only. In this context, pioneer neuroanatomical studies showed that the dominant hemisphere
may have higher corticospinal tract density [77,78], although the neurophysiology underlying brain
asymmetries is still controversial, with some authors suggesting that the dominant hemisphere
exhibits larger cortical representation areas with lower excitability [79], while others report the
opposite [80,81], or even no difference [82–84]. It has been recently demonstrated that a laterality
asymmetry possibly leads to a more pronounced MEP distribution on the dominant hemisphere
compared to the non-dominant side in healthy right-handers [85], and that patients with motor and
movement disorders exhibit disruptions of motor unit recruitment and discharge patterns [86–89],
which may affect dominant and non-dominant sides differently [90]. However, the lack of similar data
in PSP precludes a better understanding of laterality asymmetries in these patients and stimulates
further studies on this intriguing topic.

However, these observations do not fully explain why a markedly prolonged CSP in both PD
and PSP patients with respect to controls was also found. Regarding the inhibitory components of the
cortical excitability, one should keep in mind that, although these measures are known to reflect the
activity of a main transmission pathway, they are actually influenced by different neurotransmitters,
since they are sensitive to the global weight of several neurochemical pathways and circuitries from
both cortical and subcortical inputs [66]. Therefore, the significant prolongation of CSP observed in PD
and PSP patients, but without differences between them, might suggest that unbalanced excitatory
and inhibitory cortical activity in M1 would occur similarly in these patients. Accordingly, a reduced
SICI has been reported in both PD [33–36] and PSP [47], adding further support the hypothesis of an
unbalanced cortical facilitatory and inhibitory circuitry within the M1 of both disorders. Translationally,
this would imply the involvement of both glutamatergic and GABAergic systems in the cortical
pathology of PD and PSP.

Regarding cognition, although not demented, a lower MMSE was detected in PSP subjects
and a lower FAB in both groups of patients compared to controls. This finding is in line with the
evidence of a worse global cognitive status and executive performance in PSP than PD and other APs,
thus supporting a neuropsychological profile at higher risk for progression into dementia in these
patients [91]. Accordingly, a novel finding of our study is the significant correlation between FAB and
rMT in PSP patients. In particular, with worse FAB scores, PSP patients tended to exhibit a reduced rMT
bilaterally, thus suggesting a global higher excitability from both hemispheres. Given that a reduced
rMT, although not disease-specific, is a finding stably observed in degenerative dementias [19] and
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that, unlike MMSE, FAB has been considered a reliable test to assess cognitive impairment in these
patients [91], the correlation we found might possibly disclose early cognitive and TMS markers of
cognitive deterioration in PSP.

On the other hand, earlier independent investigations have demonstrated that different
neurological diseases may exhibit similar TMS profiles. For instance, among cognitive disorders,
it has been shown that patients with Alzheimer’s disease and subcortical ischemic vascular dementia
can share common TMS features [92]. This suggests the existence of mechanisms that partially
overlap and probably act in the same neurophysiological way, although they are, at least in principle,
different in both localization (cortical versus subcortical) and origin (degenerative versus vascular) [93].
This alteration might promote a functional neuroplastic rearrangement allowing the preservation
of motor programming and execution despite disease progression [92,94,95]. Conversely, the lack
of correlation between clinical and MEP features in both PD and PSP patients can be explained by
considering that TMS basically explores the M1, whereas the UPDRS–part III and the H-Y scale evaluate
several aspects of motor and functional status, respectively. Since there is as yet little evidence of the
clinical-neurophysiological correlations in PD and APs [46,96], the present study provides further
insights, although further research is warranted.

4.2. Limitations

Some limitations should be mentioned. First, as usual in TMS studies, the sample size was
small, although the patients were carefully screened, thus making the samples very homogeneous.
Accordingly, in order to examine comparable groups, patients were selected to be as homogeneous
as possible in terms of clinical features, disease duration, and severity. Additionally, control subjects
were matched for age, sex, and height to both groups of patients. Furthermore, in order to limit
the possibility of missing significant differences, we included a careful evaluation of the effect size
by calculating the Cohen’s d. Indeed, the statistical analysis indicated a significant difference in all
instances in which a “large” effect size was present, which is commonly accepted to be indicated by
a Cohen’s d value >0.8. Nevertheless, further stratifications could not be performed—e.g., based on
clinical phenotype or on the clinically affected side. Therefore, since the low population size remains
a major limitation of the study, this should be considered as a pilot study needing further validation.

Second, a more precise estimation of the MEP size was obtained through the amplitude ratio—i.e.,
the ratio between the maximal transcranially evoked MEP amplitude and the maximal distally evoked
compound motor action potential. Similarly, CMCT was not calculated by eliciting the F-waves.
Additionally, a peripheral nerve conduction velocity study was not performed, although all subjects
recruited did not have any sign or history of peripheral nerve pathology.

Another caveat is that only de novo patients with non-severe clinical phenotypes were enrolled
and, therefore, longitudinal clinical, cognitive, and TMS investigations are needed. As a consequence,
the present results should be considered as descriptive and the monitoring with serial MEP recordings
will clarify the role and the pathophysiological weight of our findings over time.

Given that the right side was more clinically affected, we cannot exclude that the evaluation of the
rMT from the right FDI muscle might have been influenced by the difficulty to obtain a complete muscle
relaxation. However, in addition to the continuous EMG audio-visual feedback at high gain, we checked
continuously that subjects remained relaxed as much as possible during the exam. Moreover, as stated,
all the trials containing any type of artifact, as well as those trials contaminated by EMG activity at rest,
were removed.

Finally, this study used basic MEP features, which represent a routine diagnostic application of
TMS. As known, TMS can evaluate different parameters, such as the paired-pulse-derived measures,
SAI, and indexes of interhemispheric functioning, although that was beyond the primary target of this
clinically-oriented study. Overall, we acknowledge that errors in the study design might still have
been present, although all possible measures to prevent them have been adopted.
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5. Conclusions

Notwithstanding the limitations of the study (especially the small sample size), PD and PSP might
share, at their early stage, a similar global electrocortical asset. Specific TMS metrics may be useful for
monitoring PSP subjects at risk for cognitive deterioration. Advanced TMS, together with clinical-cognitive
and structural-functional neuroimaging data, may lead to the detection of abnormalities more closely
related to the specific pathological substrate of these diseases. Future translational applications will
include the identification of markers of disease progression and response to pharmacological treatment
in a wide range of movement disorders.
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