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Dystonia is generally regarded as a disorder of the basal ganglia and their efferent connections to the
thalamus and brainstem, but an important role of cerebellar-thalamo-cortical (CTC) circuits in the
pathophysiology of dystonia has been invoked. Here in a sham controlled trial, we tested the effects of
two-weeks of cerebellar continuous theta burst stimulation (cTBS) in a sample of cervical dystonia (CD)
patients. Clinical evaluations were performed by administering the Toronto Western Spasmodic Torti-
collis Rating Scale (TWSTRS) and the Burke-Fahn-Marsden Dystonia Rating Scale (BFMDRS). We used
TMS to measure the inhibitory connectivity between the cerebellum and the contralateral motor cortex
(cerebellar brain inhibition [CBI]), and the excitability of the contralateral primary motor cortex assessing
intracortical inhibition (SICI), intracortical facilitation (ICF) and cortical silent period (CSP). Paired
associative stimulation (PAS) was tested to evaluate the level and the topographical specificity of cortical
plasticity, which is abnormally enhanced and non-focal in CD patients. Two weeks of cerebellar stimu-
lation resulted in a small but significant clinical improvement as measured by the TWSTRS of approxi-
mately 15%. Cerebellar stimulation modified the CBI circuits and reduced the heterotopic PAS
potentiation, leading to a normal pattern of topographic specific induced plasticity. These data provide
novel evidence CTC circuits could be a potential target to partially control some dystonic symptoms in
patients with cervical dystonia.
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Introduction

Dystonia is a movement disorder characterized by excessive
involuntary muscle contraction. It is generally considered as a dis-
order of the basal ganglia and their efferent connections to the
thalamus and brainstem, so that the direct pathway is relatively
overactive [1]. This imbalance should lead to excessive movement
and, in particular, a loss of inhibition at different levels of the ner-
vous system. An interrelated feature of the loss of inhibition is the
altered cortical plasticity. Animal models of dystonia have revealed
altered patterns of cortical reorganization in the primary somato-
sensory cortex [2]| and abnormal synaptic plasticity at cortico-
striatal synapses [3]. Subsequent support for abnormalities in
cortical plasticity has derived from studies of primary dystonia
patients, using indirect measures of long-term potentiation (LTP)
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and depression (LTD), obtained by using techniques such as paired
associative stimulation (PAS). PAS combines pairs of peripheral
electrical pulses delivered over a nerve (the median nerve, in this
case) with magnetic pulses (TMS) delivered over the primary motor
cortex (M1). Repeating the pairing of stimuli over an extended
period may induce a long-lasting increase or decrease of the
excitability of M1 in manner that depends on the interstimulus
interval (ISI) [4]. These studies have assessed PAS in focal dystonia,
finding enhanced effects consistent with increased plasticity that is
evident for the facilitatory PAS with inter-stimulus interval of
20—-25 ms [5,6]. Moreover, a key feature of PAS is its topographically
organization. Changes in excitability are restricted to the cortical
representations of muscles innervated by the peripheral nerve that
was stimulated electrically. This topographic specificity of plasticity
may be related to the functional somatotopical mapping of so-
matosensory and motor areas and is markedly reduced in dystonic
patients [5,6].

Recent evidence suggested that cerebellar circuits may play a
prominent role in the pathophysiology of dystonia [7,8]. For
instance, patients affected by primary dystonia have structural,
metabolic and functional changes of cerebellar circuits, and MRI
investigations revealed that patients with writer’'s cramp show a
gray matter decrease in cerebellum [9]. Indeed, changes in
microstructural imaging and metabolic activity of cerebellar-
thalamo-cortical (CTC) pathways have been observed in primary
torsion dystonia [10] and in hereditary dystonia [11]. Using diffu-
sion tensor imaging and probabilistic tractography to identify the
specific circuit abnormalities underlying clinical penetrance in
carriers of genetic mutations for dystonia, Argyelan and colleagues
[12] revealed that the integrity of CTC fiber tracts is reduced in
both manifesting and clinically non-manifesting dystonia muta-
tion carriers. Reductions in CTC connectivity correlated with
increased motor activation responses, consistently with loss of
inhibition at the cortical level. The role of the cerebellum in the
pathophysiology of dystonia has also been recognized in cases in
which dystonia occurs following a brain lesion (secondary dysto-
nia) [13]. Indeed, dystonia can be seen in cerebellar disorders such
as Friederich’s ataxia [13] or after cerebellar stroke [14]. In animal
models of tottering mice, surgical removal of the cerebellum
eliminates the dystonic attacks [15] and there is also evidence for
abnormally increased cerebellar activity [16]. Pathological evi-
dence provided strong support for the involvement of the cere-
bellum in a large sample of patients with cervical dystonia (CD).
The CD brains appeared to have a relatively large number of
Marinesco bodies in the substantia nigra and showed reduced
cerebellar Purkinje neurons, along with related findings of
increased torpedo bodies and focal regions of gliosis. Notably,
extensive stains failed to reveal any consistent defects in the basal
ganglia and in the cerebral cortex [17]. Taken together, these data
support the hypothesis that the CTC are involved in the patho-
genesis of dystonia [18].

In humans, the functions of the CTC pathway can be studied
non-invasively using TMS. It has been proposed that cerebellar TMS
activates the Purkinje cells of the posterior cerebellum (lobules VIII
and Crus II); such activation results in an inhibition of the dentate
nucleus, which is known to exert a background tonic facilitatory
drive onto the contralateral motor primary cortex (M1) through
synaptic relay in the ventral lateral thalamus [19,20]. This in turn
leads to an inhibition of the contralateral M1, due to a reduction in
the dentate-thalamo-cortical facilitatory drive [21—23]. This form
of cortical inhibition has been called cerebellar-brain inhibition
(CBI) [21]. Recently, considering previous animal studies showing
the existence of both LTP and LTD mechanisms in the cerebellum
[24—26], we and others applied over the lateral cerebellum [27,28]
different protocols of theta burst stimulation (TBS), a novel form of

I'TMS that is capable to induce LTP- and LTD-like effects of the
stimulated portion of the human cortex [29]. We found that cere-
bellar TBS induces bi-directional and long-lasting changes in the
excitability of the CTC circuits, possibly activating different mech-
anisms of synaptic plasticity [27,30]. In particular there was a strong
bidirectional modulation of the intracortical inhibitory circuits of
the contralateral motor cortex. Further investigations demon-
strated that TBS of the cerebellum changes also the CBI interactions
[28]. Moreover, it was recently shown that cerebellar TBS modulate
the excitability of the posterior cerebellar cortex and condition an
ongoing M1 plasticity, changing the PAS induced M1 plasticity [31].
These results gave way to the prospect of modulating the excit-
ability of CTC circuits in vivo, with clear implications to study the
physiology of cerebellar plasticity and with possible translational
approaches to treat some movements disorders, as recently
demonstrated in the case of Parkinson’s disease (PD) with levo-
dopa induced dyskinesias [32,33].

On the basis of this background, here we reasoned that cere-
bellar TBS, by reducing the increased activity of the cerebellum [13]
could be able to modulate the functioning of the CTC pathways and
eventually lead to a significant clinical improvement in a sample of
CD patients.

Materials and methods
Patients

Twenty patients affected by primary cervical dystonia as
confirmed by clinical examination were enrolled in this double-
blind dual-center placebo-controlled randomized trial since May
2010 until December 2012 (Table 1). All subjects were right-
handed, according to the Edinburgh inventory. They all under-
went a standard clinical neurologic examination and were recorded
during the assessment. The assessment in each video-recorded
session consisted of a complete Toronto Western Spasmodic Torti-
collis Rating Scale (TWSTRS) [34] and the Burke-Fahn-Marsden
Dystonia Rating Scale (BFMDRS) [35]. All patients gave informed
consent for participation in the study. Experimental procedures
were approved by both local ethics committees and conducted in
accordance with the Declaration of Helsinki. As a control group for
comparison of baseline neurophysiological examinations we stud-
ied 10 age matched healthy subject (7 M, 3 F; mean age:
51.2 + 12.2).

Experimental design

Patients underwent a two-week course of bilateral cerebellar
CTBS to evaluate the hypothesis that the long-term modulation of
cerebello-cortical interactions could induce some clinical and
neurophysiological changes in patients with cervical dystonia.
Clinical rating of dystonia was assessed with the TWSTRS and the
BFMDRS. These scales were performed by blinded raters during the
week before the starting of the first two-week bilateral cerebellar
CTBS (pre-cTBS), the Monday following the 2 weeks of stimulation
(post-cTBS), 2 weeks and 4 weeks after the end of the stimulation
period. Testing sessions required approximately 1 h for patient. Two
experts in the field of movement disorders rated videotapes inde-
pendently to provide scores. Both video raters were blinded to rTMS
condition, and the scores were generated after a consensus was
reached comparing the individual scores. The Friday before and the
Monday after the cTBS sessions, patients were evaluated with
standard TMS methods to explore the functional connectivity be-
tween the cerebellar hemisphere and the contralateral M1 (CBI)
[21], to measure the excitability of the contralateral primary motor
cortex assessing intracortical inhibition (SICI), intracortical
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Clinical characteristics of dystonic patients enrolled in the study.

Patient Age Gender  Duration of Predominant Additional symptoms Time from Pharmacological treatment
(years) disease (years) dystonic pattern botulinum toxin

1 66 Female 4 Leftward torticollis None 2 months Tetrabenazine

2 63 Female 4 Leftward torticollis None 3 months Tetrabenazine, trihexyphenidyl

3 53 Female 13 Leftward torticollis None 3 months —

4 54 Female 40 Right torticollis None 2 months —

5 33 Male 6 Leftward torticollis None 2 years -

6 66 Female 15 Lateral torticollis Blepharospasm, spasmodic dystonia 3 months —

7 54 Female 27 Right segmental dystonia None 2 months Lorazepam

8 53 Female 1 Leftward torticollis None 3 months —

9 63 Female 4 Leftward torticollis None 3 months Tetrabenazine, trihexyphenidyl

10 33 Male 6 Leftward torticollis None 2 years —

11 59 Female 13 Lateral torticollis Blepharospasm 2 months Venlafaxine

12 39 Female 13 Lateral torticollis Hands dystonia - Clonacepam, trihexyphenidyl

13 61 Female 36 Right torticollis Axial dystonia 3 months Trihexyphenidyl

14 54 Female 5 Lateral torticollis None 11 months —

15 64 Female 6 Right torticollis None 3 months -

16 34 Female 14 Right torticollis None 14 months -

17 45 Female 4 Lateral torticollis Axial dystonia 2 months Clonacepam, trihexyphenidyl

18 74 Female 7 Right torticollis Blepharospasm 4 months Clonacepam, tetrabenazine

19 40 Male 3 Lateral torticollis None 4 months -

20 73 Male 60 Right torticollis Generalized dystonia 11 months Clonacepam, trihexyphenidyl

facilitation (ICF) [36] and cortical silent period (CSP), and to assess
cortical plasticity involving sensory processing using the PAS pro-
tocol [4]. Patients were randomly assigned to real or sham bilateral
cerebellum cTBS: ten were assigned to real cTBS and, and the other
ten to sham cTBS. CD patients with left and right torticollis were
equally distributed in the Sham and Real groups.

Two patients (one in each group) refused to perform all the TBS
sessions and were discarded from the study. Patients were un-
aware of their group assignment. There were 10 days of bilateral
cerebellar cTBS stimulation (5 days per week, Monday to Friday),
performed at the same hour in the morning for each patient. Two
trains of ¢TBS were applied over the left and the right lateral
cerebellum with a pause of 2 min between the 2 trains. The order
of stimulation was pseudo-randomized in each subject in every
session.

Cerebellar theta burst stimulation

A MagStim Super Rapid magnetic stimulator (Magstim Com-
pany, Whitland, Wales, UK), connected with a figure-of-eight coil
with a diameter of 70 mm was used to deliver cTBS. Three-pulse
bursts at 50 Hz repeated every 200 ms for 40 s (600 pulses) were
delivered over the lateral cerebellum at 80% active motor threshold
(AMT) [36,37] of the ipsilateral M1 [29,27]. The AMT was deter-
mined in the first dorsal interosseous muscle (FDI) as the minimum
stimulation intensity that evoked a clearly distinguishable MEP
from the background EMG with a tonic muscular contraction of 10%
of maximal voluntary contraction (MVC). cTBS was applied over the
lateral cerebellum using the same scalp coordinates (1 cm inferior
and 3 cm left/right to the inion) adopted in previous MRI studies
showing that this site targets the posterior and superior lobules of
the lateral cerebellum [39]. Although cerebellar stimulation has
been originally performed with a double cone coil [21] we used the
figure-of-eight coil because this approach has been adopted in
previous investigations in which cerebellar rTMS was shown to be
effective in modulating the excitability of the contralateral motor
cortex [27,31-33,40]. The coil was positioned tangentially to the
scalp, with the handle pointing upwards [27,32]. Sham stimulation
was delivered with the coil angled at 90°, with only the edge of the
coil resting on the scalp. Stimulus intensity, expressed as a per-
centage of the maximum stimulator output, was set only at 40%
AMT for the FDI [32].

EMG recordings

MEPs, elicited by TMS over the left M1, were recorded from the
right FDI and abductor pollicis brevis (APB) muscles, using two
Ag—AgCl surface cup electrodes (9 mm diameter). Responses were
amplified with a Digitimer D360 amplifier (Digitimer Ltd., Wel-
wyn Garden City, Hertfordshire, UK) through a band-pass filter set
at 30 Hz (low-pass) and 1 kHz (high-pass) and then recorded by a
computer using SIGNAL software for an off-line analysis. The
electrophysiological parameters were measured only on the do-
minant side, given that in dystonic patients the abnormalities of
cortical excitability are known to be widespread even to the non-
affected side [6].

CBI protocol

TMS was performed with two MagStim 200 (Magstim Co.,
Whitland, Dyfed, UK) connected to two standard figure-of-eight flat
coils (70 mm diameter). One coil stimulated the left M1 and MEPs
were recorded from the right FDI. The direction of the induced
current was from posterior to anterior and was optimal to activate
the motor cortex trans-synaptically. We set the intensity for the
motor cortical test stimulus (TS) at the intensity that produced MEP
of 1 mV, with the muscles relaxed. The second coil was used to
deliver the conditioning stimuli and it was placed over the right
cerebellar hemisphere [21]. For cerebellar stimulation the handle
was positioned upwards with the coil placed tangentially to the
skull. It was applied over the right lateral cerebellum using the
same scalp co-ordinates (1 cm inferior and 3 cm left/right to the
inion) [39]. The cerebellar conditioning stimulus intensity was set
at 90% of resting motor threshold (RMT) obtained in the ipsilateral
motor cortex [40,41]. CS preceded the TS by different interstimulus
intervals (ISIs) ranging from 3 to 10 ms (3, 5, 10 ms). There were four
conditions, corresponding to the three different ISIs and the TS
alone. Ten responses were collected for each different ISI condition
and 20 responses were collected with TS alone.

SICI/ICF protocol
Paired TMS of the left M1 was performed with a 7-cm figure-of-

eight coil and 2 Magstim 200 stimulators connected via a Bistim
module. The magnetic stimuli had a nearly monophasic pulse
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configuration. The coil was placed at the optimal position for elic-
iting motor evoked potentials (MEPs) from the right contralateral
FDI. SICI was tested using paired TMS with CS preceding a TS by
1-15ms(1,2,3,5,7,10,15 ms) [38]. CS was set at 80% of AMT while
the intensity of TS was adjusted to evoke an MEP of approximately
1 mV peak to peak in the relaxed FDI. There were eight conditions,
corresponding to the seven different ISI and the TS alone. Ten re-
sponses were collected for each different ISI condition and 20 re-
sponses were collected with TS alone.

Cortical silent period (CSP)

CSP was defined as from the onset of MEP to the visible return
of interrupted EMG activity, at a display gain of 500 pV/div. MEPs
were recorded using surface electrodes from the right FDI muscles
after TMS via a figure-of-eight coil (mean diameter of 70 mm)
connected to a Magstim 200 stimulator (Magstim Company,
Whitland, Dyfed, UK). The coil was placed tangentially to the scalp,
with the handle pointing backward for FDI. The scalp stimulation
was delivered on the site where the largest MEPs were obtained
for each FDI. In order to measure the CSP, ten pulses were deliv-
ered at 130% of RMT while the subject maintained constant FDI
tonic activity at 50% of MVC [42].

PAS protocol

PAS consisted of 225 electrical stimuli applied to the right
median nerve at the wrist, paired with focal TMS of the left hand
area (M1) at the hot spot optimal for generating MEPs in the right
abductor pollicis brevis (APB) muscle. The rate of paired stimula-
tion was 0.25 Hz applied over a period of 15 min [43]. Electrical
stimulation was delivered through a bipolar electrode (cathode
proximal), using constant current square wave pulses (duration,
1 ms) at an intensity just above motor threshold to elicit a small
(<200 pV) M wave [43]. TMS was delivered at ISI = 25 ms through
a focal figure-eight coil (diameter 70 mm) connected to a Magstim
200 magnetic stimulator with a near monophasic current wave-
form (The Magstim Company). The coil was held tangential to the
scalp with the handle pointing backward and 45° away from the
midline. MEP amplitudes were measured in the right APB and FDI
muscles to assess PAS-induced changes in corticospinal excitability
of the hand area of the left M1. The APB was selected as a target
muscle because is innervated by the median nerve. The FDI was
selected as a control muscle because is innervated by the ulnar
nerve [4]. MEPs were elicited in the relaxed APB and FDI muscles
of the right hand by TMS applied to the hot spots of the left M1
hand area for each muscle. The excitability of APB and FDI repre-
sentation was measured for each hot spot independently. TMS
intensity was adjusted to elicit MEP 1 mV. In both muscles 20
MEPs were recorded before and immediately after PAS. The order
of recordings was pseudo-randomized for the presentation of
muscle across subjects.

Data analysis

Non parametric Friedman ANOVAs with Wilcoxon tests were
performed between the values of TWSTRS and those of BFMDRS
obtained before and 2, 4, and 6 weeks after cTBS in each group.
Repeated measures ANOVAs were performed for baseline SICI, SP,
PAS and CBI on mean percentage of change in respect to TS with
GROUP (cTBS vs. sham vs. HS) and ISI as main factors. For testing the
effects on TBS in CD patients other repeated measures ANOVAs
were performed for each TMS protocol with GROUP (cTBS vs. sham)
as between subjects main factor and with TIME (pre vs. post) and ISI
as within subjects’ main factors. When a significant main effect was
reached, post hoc t-tests were employed to characterize the
different effects of the specific ISIs. For all statistical analyses, a P
value of <0.05 was considered to be significant. Mauchley’s test
examined for sphericity. The Greenhouse—Geisser correction was
used for non-spherical data.

Results

The procedure was well tolerated by all subjects. The mean
patients’ and healthy subjects’ AMT and RMT taken with the Mag-
Stim Super Rapid magnetic stimulator did not differ across groups
and did not vary before and after the cTBS sessions (Table 2).

We found that two weeks of cerebellar stimulation resulted in a
clinical improvement as measured by the TWSTRS only in the cTBS
(X2 (N = 9; df = 3) = 10.34; P = 0.01) but not in the sham group (X?
(N =9; df =3) =5.2; P=0.12). Notably, Mann—Whitney U test did
not show any significant difference among the baseline scores in
the two groups. Wilcoxon post hoc test showed that in the cTBS
group TWRTS were reduced in comparison with baseline after the
end of the period of stimulation at the first evaluation (33.6 + 4.2 vs.
38.8 + 4.1; P = 0.008), but not at later follow-up. The analysis
performed on the global BEMDRS failed to show any significant
change, although there was a trend for the cTBS group (X?> (N = 9;
df = 3) = 6.52; P = 0.08) but not for the sham group (X (N = 9;
df = 3) = 1.69; P = 0.63) (Fig. 1).

ANOVA performed on baseline SICI/ICF measures revealed
a significant main effect of ISI (F(6,138) = 10.62; P = 0.00001) but
not of GROUP (F(2,23) = 0.07; P = 0.92) and GROUP x ISI
(F(12,138) = 0.94; P = 0.5) interaction (Fig. 2A). ANOVA performed
on baseline CSP measures did not show any effect for GROUP main
factor (F(2,25) = 0.63; P = 0.53) (Fig. 2B). When comparing baseline
CBI values in CD patients and in healthy subjects repeated measures
ANOVA showed an effect of ISI (F(2,42) = 5.02; P = 0.011) but not of
GROUP (F(2,21) = 2.60; P = 0.15) nor of GROUP x ISI interaction
(F(4,42) = 0.80; P = 0.53) (Fig. 2C). Therefore the baseline values of
SICI/ICF, CSP and CBI did not differ between CD patients and healthy
controls. This finding is consistent with the majority of the previous
studies, although some reported decreased inhibition of SICI and
CSP [1].

PAS protocol showed that at baseline as expected patients with
CD in both groups showed the described phenomenon of increased
plasticity with loss of spatial specificity, consistently with loss of

Table 2
Neurophysiological parameters in the TMS experiments.
Groups Age Cases Time FDI (mV) ABP (mV) RMT 90% RMT 70% RMT AMT 80% AMT
cTBS 552 +13.0 9 PRE 52.0 + 13.5 52.0 + 13.2 42.2 +10.2 38.0+9.2 295+ 7.1 475 +74 38.0+59
POST 52,5+ 13.2 52.0 +£13.2 440 + 114 39.6 + 10.3 30.8 + 8.0 432+ 78 348 + 6.4
SHAM 52.6 + 11.8 9 PRE 53.0 + 133 56.2 + 16.2 47.0 + 7.7 423 +£6.9 329 +54 462 +54 370+ 44
POST 54.6 + 14.6 56.0 + 16.0 44.6 + 11.1 40.1 + 10.0 359 + 16.7 384 +77 30.7 £ 6.2
HS 51.2 +12.2 10 PRE 504 + 9.7 53.0 £ 8.2 403 £ 9.1 362 +£7.1 282 +£82 394 +43 31.5+47

PRE = pre cTBS; POST = post cTBS; FDI = first dorsal interosseous; APB = abductor pollicis brevis; RMT = resting motor threshold; AMT = active motor threshold.
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Figure 1. Effects of two-week sessions of bilateral real or sham cerebellar continuous theta burst stimulation (cTBS). Real but not sham cTBS ameliorated at the first evaluation after
two weeks of treatment TWRST scores (A) but not the BEMDRS scores (B). *P < 0.05. Error bars indicate SEM.

surround inhibition [5]. As reported previously we found that pa-
tients with CD in comparison with HS had an increased response to
the median nerve PAS protocol, with enhanced facilitation of MEPs
in both the median innervated APB muscle as well as the ulnar
innervated FDI [5,44] as revealed by ANOVA showing that there
were no effects for the GROUP (F(2,25) = 1.52; P = 0.23) and
MUSCLE (F(1,25) = 0.34; P = 0.56) main factors, while there was
a significant GROUP x MUSCLE interaction: (F(2,25) = 3.95;
P = 0.030). Post-hoc analysis showed that healthy controls in
comparison with CD patients had no facilitation for the FDI muscle
(P < 0.05 in comparison with both the cTBS and the sham groups)
(Fig. 2D).

In the cTBS group two weeks of cerebellar stimulation modi-
fied the CBI circuits over contralateral M1. There was a significant
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P = 0.62) main factor and a significant GROUP x TIME x ISI
interaction (F(2,32) = 4.28; P = 0.02). Post hoc analysis showed
that changes occurred after real and not sham cerebellar cTBS at
ISI = 10 ms (P = 0.03) in which CBI was reduced (Fig. 3). Cerebellar
stimulation did not modify SICI/ICF data in the two CD groups.
There was only a significant effect for the ISI main factor
(F(6,96) = 12.44; P = 0.00001) but not for the GROUP
(F(1,16) = 0.87; P = 0.36) nor TIME (F(1,16) = 1.44; P = 0.24) main
factors, although in the cTBS group SICI values tended to be
reduced across all ISIs. However, this effect did not reach statis-
tical evidence (TIMEx ISI interaction (F = 1.28; P = 0.24)) (Fig. 4).
CSP was not modified by the two weeks of cerebellar cTBS as
revealed by ANOVA failing to show any effect for both the GROUP
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Figure 2. Baseline neurophysiological parameters in the CD patients treated with real or sham cerebellar TBS and in age matched healthy controls. A) SICI/ICF intracortical circuits;

B) cortical silent period; C) cerebellar brain inhibition; D) paired associative stimulation.
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Figure 3. Effects of two-week session of bilateral cerebellar continuous theta burst stimulation on CBI. A: Real, B: Sham. Real but not sham condition reverted the pattern of CBI at

10 ms, leading to a facilitation of M1. *P < 0.05. Error bars indicate SEM.

(F(1,16) = 0.007; P = 0.94) nor TIME (F(1,16) = 1.62; P = 0.22) main
factors and no interaction (Fig. 5).

After two weeks of cerebellar stimulation we found for PAS that
in the cTBS group the potentiation on the ulnar innervated FDI
disappeared, leading to a normal pattern of topographic specific
induced plasticity. On the other hand this was not the case in the
sham group, in which the same altered pattern was observed after
two weeks of stimulation. ANOVA performed on PAS data revealed
no significant GROUP (F(1,16) = 0.14; P = 0.71), MUSCLE
(F(1,16) = 0.16; P = 0.79) and TIME (F(1,16) = 2.74; P = 0.11) main
factors, but significant MUSCLE x TIME (F(1,16) = 4.38; P = 0.05)
and MUSCLE x TIME x GROUP interactions (F(1,16) = 4.12;
P = 0.04). Post hoc analysis showed that only the FDI muscle
differed in the cTBS group before and after PAS (P < 0.05) (Fig. 6).
The correlation analysis performed between the percentage of
change of PAS and the percentage of change in the TWTRS scores
after two weeks of real stimulation did not show any significant
effect.

Discussion

Our findings demonstrate that in patients with dystonia the
long-lasting modulation of CTC circuits induces some clinical and
neurophysiological effects. These data provide novel evidence that
non-invasive stimulation of the cerebellum could be a potential
way to control some symptoms and to modulate altered mecha-
nisms of cortical plasticity in CD patients.

Notably, the current study represents one of the first attempts in
which non-invasive brain stimulation was applied during two weeks
in a controlled design to test the clinical efficacy of TMS in patients

>

S)
g 8 B

MEP amplitude {%T
8 B8

o

1SI {ms)

with CD. Previous studies reported behavioral improvements in pa-
tients with focal hand dystonia, especially when rTMS was applied
over the premotor cortex, but most were single-session proof of
principle studies with small samples of patients [45—47]. The anal-
ysis of clinical scores resulting from our dual-center double-blind
randomized controlled showed that cerebellar ¢TBS induced a sig-
nificant improvement that was evident on the first evaluation after
the end of the two weeks of cerebellar stimulation, but disappeared
in the following evaluations. In contrast with the long lasting
beneficial effect induced by cerebellar cTBS in PD patients with
levodopa-induced dyskinesias (LIDs) [32,33], here we found that the
clinical impact on dystonic symptoms was more transient. This dif-
ference could be ascribed to the same mechanisms underlying a late
clinical response to deep brain stimulation that characterizes pa-
tients with dystonia; while in Parkinson’s disease the maximal
clinical response occurs within hours of switching on the device, it
can take weeks or months to achieve maximal clinical benefit in
dystonia [48,49]. Therefore an open question is whether more pro-
longed sessions of cerebellar cTBS could be effective in inducing
more profound and sustained clinical changes. In alternative it is
possible that different clinical result could also emerge when
applying over the cerebellum other protocols of TMS, such as 1 Hz
r'TMS or intermittent TBS [27,40], or other methods of non-invasive
stimulation such as transcranial direct current stimulation (TDCS)
[50,51].

Despite these considerations, it is likely that the clinical bene-
ficial effects observed here could involve a direct inhibitory effect of
cTBS on an abnormal enhanced activity of the cerebellar cortex [13].
It has been noticed that the types of lesions affecting the cerebellum
and causing dystonia more commonly cause a distortion or increase

N
=)

| peTBS
@ pod TBS

- - o
8 3 8

MEP amplitude (%TS)
(2]
(=]

o

1 2 3 5 7 10 15
18I {ms)

Figure 4. Effects of two-week session of real or sham continuous theta burst stimulation on SICI/ICF intracortical circuits tested over the contralateral motor cortex. A: Real, B: Sham.
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Figure 5. Effects of two-weeks of bilateral real or sham cerebellar continuous theta
burst stimulation on the CSP tested over the contralateral motor cortex.

in Purkinje neuron activity (i.e. posterior fossa tumors) rather than
a loss of activity (as in stroke). Interestingly, several years ago it was
proposed that there is a key difference between “irritative” and
“paralytic” cerebellar lesions in relation to cervical dystonia [13].
Accordingly, experimental evidence in animal models of dystonia
demonstrated that cerebellar activity is increased in relation with
the occurrence of dystonic postures [16,52]. Indeed, in animal
models the surgical removal of the cerebellum eliminated the
dystonic attacks, suggesting the cerebellum was the source of the
problem [15].

Clinical changes were paralleled by relevant neurophysiological
modifications. We found that CBI was modulated by cerebellar
CTBS. This finding is in agreement with previous observations in
healthy controls [28]. It has been proposed that cerebellar cTBS
changes these CBI interactions trough a local effect on the Purkinje
cells [28]. Indeed, using PET we recently observed that cerebellar
CTBS causes a decrease in local metabolism that is confined to the
cerebellum [53]. Therefore, it is likely that the observed effects
could involve a direct modulation of Purkinje cells. However, there
is no conclusive evidence that CBI interactions could be directly
related to other mechanisms of cortical plasticity or other inter-
connected inhibitory circuits. For instance, other investigations in
healthy controls showed that bidirectional change of CBI after
anodal (CBI increase) vs. cathodal TDCS (CBI decrease) of the lateral
cerebellum [51], or a reduction of CBI after 1 Hz rTMS or continuous
theta-burst stimulation [28] can be seen without changes in MEP
amplitude, suggesting hat the modifications of M1 excitability
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(indexed by MEP amplitude) and CBI are often dissociated [54].
Moreover we observed a reversal of the CBI toward facilitation at
ISI = 10 ms. This result was rather unexpected, since the most
prominent inhibitory interaction is usually observed at shorter ISIs
of 5—7 ms [21,22]. It is possible that the interaction at ISI = 10 ms
could involve polysynaptic circuits involving an additional relay in
the premotor areas, that are markedly modulated by the cerebellar
projections [24]. It has to be noticed that the CBI interactions at
ISI = 10 ms have not been sufficiently investigated in previous
studies, especially in healthy controls, although some abnormalities
have been observed in patients with parkinsonism [55]. Therefore,
we cannot exclude that the effect reported in our study could
involve the activation of some other structures adjacent to the
cerebellum, such as the neck muscles.

Two weeks of cerebellar stimulation in the cTBS group abolished
the potentiation on the ulnar innervated FDI, leading to a normal
pattern of topographic specific induced plasticity. Several studies
have tested the PAS protocols in focal dystonic patients, reporting
reliable and consisting findings [5,6,43,56]. First, associative plas-
ticity after PAS is increased; more importantly there is a profound
loss of spatial specificity so that the facilitation can be seen in both
median and ulnar innervated muscles and not only in the target
muscle as in healthy controls [5,43]. Such loss of spatial specificity is
considered one of the most important and robust finding. Its
pathophysiology has been put in direct relation with the abnor-
malities of neuronal inhibition identified previously both in the
motor and somatosensory system in dystonic patients [57], in the
context of a failure of neuronal inhibition. Remarkably, this excess
of motor cortex plasticity is not restricted to the circuits clinically
affected by dystonia but generalize across the entire sensorimotor
system, suggesting that it may represent an endophenotypic trait of
the disease [6,58].

Cerebellar cTBS was effective in counteracting the loss of spatial
specificity observed in our sample of CD patients. This strong
interplay among cerebellar TBS and cortical plasticity was not un-
expected, given that recent evidence showed that the lateral cere-
bellum controls some cortical plastic mechanisms. For instance
Hamada et al. [50] showed that simultaneous TDCS (2 mA) over the
cerebellum can abolish the PAS effect entirely. Surprisingly, the
effect is seen when the PAS interval is 25 ms but not when it is
21.5 ms, suggesting that these protocols involve different neural
circuits, one under the control of the cerebellar projections and the
other by-passing the cerebellum. Similarly, Popa et al. [31] found
that in healthy controls the plasticity induced in M1 by PAS was
enhanced by inhibitory stimulation of cerebellar cortex. Such a
plasticity-enhancing effect of cerebellar stimulation was not seen
when TBS, which does not involve peripheral sensory input, was
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Figure 6. Effects of two-weeks session of bilateral real (A) or sham (B) cerebellar continuous theta burst stimulation on PAS protocol. Real but not sham reduced the potentiation on

the ulnar innervated FDI.
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used instead of PAS to stimulate M1. Taken together, these findings
provided strong evidence that the cerebellum or interconnected
structures, such as the thalamus or the dentato-olivary nuclear
complex could have an important role in controlling the plastic
changes occurring within the cortex, essentially by modulating the
sensory afferents upstream of M1.

Notably, cerebellar cTBS has also been reported to reduce
levo-dopa induced dyskinesias in PD patients [32,33],
providing evidence for a dysfunctional interplay between the
striato-thalamo-cortical and the cerebello-thalamo-cortical
networks.

In particular it has been proposed that abnormal signaling in
the basal ganglia circuits could result in some alterations in the
sensory processing function of the cerebellum. This would lead to
an inappropriate filtering of the relevant sensory volley, which
could be responsible for a maladaptive state of cortical plasticity
and thus generate abnormal and unwanted motor programs [33].
Within this view it is plausible that in focal dystonic patients
cerebellar stimulation, by increasing the gain of the sensory
afferent volley to M1, could permit a better sensorimotor inte-
gration [59].

The long lasting modulation of the CTC pathways did not
change local inhibitory activity in M1. This is in contrast with
previous studies showing that especially GABA(B) dependent
inhibitory interneurons in M1 are modulated by cerebellar TBS
[27]. In healthy controls cerebellar cTBS is supposed to increases
the activation of presynaptic GABA(B) receptors as showed by a
decrease of SICI, while increases GABA(B) receptor mediated
inhibitory post-synaptic potentials as revealed by changes in long
intracortical inhibition (LICI) [27,60]. This explanation is also
supported in other studies reporting that dystonic patients have
shortened cortical silent period (CSP) [43,61], implying a
decreased efficiency of GABA(B) inhibitory activity in M1 [60]. In
the current study, cerebellar cTBS failed to modulate these circuits
in our sample of dystonic patients, although there was a trend in
the same direction as previously described in healthy controls.
This could suggest that the cerebellum controls the mechanisms of
cortical plasticity and of cortical inhibition trough different in-
teractions. A limitation of the current study is that the electro-
physiological effects of cTBS were only assessed in patients. It
would have been relevant to contrast the effects in dystonia to
those in age matched healthy controls.

The current data could be taken as a novel evidence in favor of
a “network model” at the basis of dystonia, extending the view
that consider the basal ganglia dysfunction as the sole cause
[7,10,13]. This model accommodates the possibility that dystonia
may result from dysfunction of other nodes in the network, from
combined dysfunction of multiple nodes, or from aberrant
communication among the nodes. Notably, a strong anatomo-
functional interplay among the basal ganglia and the cere-
bellum has been recently described in primates [62]. An
anatomical substrate exists for cerebellar output to influence the
input stage of the basal ganglia and vice-versa. These in-
terconnections provide the neural basis for cerebellar involve-
ment in what have typically been considered to be basal ganglia
operations, such as reward-related learning, and in so-called basal
ganglia disorders, such as Parkinson’s disease, dystonia, or Tour-
ette syndrome [63].

In conclusion our study provide novel physiological evidence
that in dystonia the cerebellum could be a potential target to con-
trol some altered mechanisms of cortical plasticity. Further studies
are needed to evaluate the impact of cerebellar cTBS in other forms
of generalized or inherited dystonia and to better clarify the
interaction between the CTC pathways and the basal ganglia
circuits.
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