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ABSTRACT

Background: the use of combined transcranial magnetic stimulation (TMS) and electroencephalography
(EEG) for the functional evaluation of the cerebral cortex in health and disease is becoming increasingly
common. However, there is still some ambiguity regarding the extent to which brain responses to
auditory and somatosensory stimulation contribute to the TMS-evoked potential (TEP).
Objective/Hypothesis: to measure separately the contribution of auditory and somatosensory stimulation
caused by TMS, and to assess their contribution to the TEP waveform, when stimulating the motor cortex
(M1).
Methods: 19 healthy volunteers underwent 7 blocks of EEG recording. To assess the impact of auditory
stimulation on the TEP waveform, we used a standard figure of eight coil, with or without masking with a
continuous noise reproducing the specific time-varying frequencies of the TMS click, stimulating at 90%
of resting motor threshold. To further characterise auditory responses due to the TMS click, we used
either a standard or a sham figure of eight coil placed on a pasteboard cylinder that rested on the scalp,
with or without masking. Lastly, we used electrical stimulation of the scalp to investigate the possible
contribution of somatosensory activation.
Results: auditory stimulation induced a known pattern of responses in electrodes located around the
vertex, which could be suppressed by appropriate noise masking. Electrical stimulation of the scalp alone
only induced similar, non-specific scalp responses in the in the central electrodes. TMS, coupled with
appropriate masking of sensory input, resulted in specific, lateralized responses at the stimulation site,
lasting around 300 ms.
Conclusions: if careful control of confounding sources is applied, TMS over M1 can generate genuine,
lateralized EEG activity. By contrast, sensory evoked responses, if present, are represented by non-
specific, late (100—200 ms) components, located at the vertex, possibly due to saliency of the stimuli.
Notably, the latter can confound the TEP if masking procedures are not properly used.
© 2020 The Author(s). Published by Elsevier Inc. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

Introduction

synaptic potentials arising from pyramidal and interneuronal
activation [1,2]. However, there are several potential confounding

A growing body of evidence suggests that EEG activity evoked
by TMS reflects the summation of excitatory and inhibitory post-
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factors. First, the TMS pulse produces a clear “click” sound each
time it is discharged, thus eliciting an auditory-evoked potential
(AEP) through air and bone conduction [3]. TMS also produces a
tapping sensation on the scalp which might, at least in principle,
evoke a somatosensory-evoked potential (SEP), defined as
modality-specific activation of the contralateral primary somato-
sensory cortex following non-noxious stimulation of a body area
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[4,5]. Additionally, the magnetic field gives rise to artefacts due to
activation of scalp muscles, especially when lateral areas are
stimulated [6]. These may contaminate the direct response of the
brain to TMS and confound its interpretation. While muscle arte-
facts need to be removed offline, strategies can be employed to
reduce the auditory and somatosensory stimulation with the
application of noise masking and a thin layer of foam between the
coil and cap, respectively. Nevertheless, these strategies are
imperfect, and disentangling the contributions of AEP and so-
matosensory stimulation from the signal reflecting direct cortical
activation would strengthen the conclusions that can be drawn
from TMS-EEG studies.

Previous investigations into the origins of the EEG activity
produced by TMS (the TMS evoked potential or TEP) have produced
conflicting results. Gordon and colleagues [7] showed significant
differences between TEPs obtained by standard TMS and a sham
stimulation designed to control for auditory and somatosensory
stimulation. In contrast, a recent work by Conde and colleagues [8]
used a similar study design and did not find significant differences
in TEP components between sham and real stimulation; therefore,
the authors suggested that TEP largely results from the auditory
and somatosensory stimulation that is incidental in TMS.

These contrasting findings leave several questions open but may
be partially explained by differing methodologies. As highlighted in
arecent commentary by Belardinelli and colleagues [9], the studies
differed in coil size, coil location and orientation, and intensity of
stimulation in TMS and sham conditions. The TEP waveforms pro-
duced were also inconsistent across the studies, and analytically
different approaches were taken such that one study performed a
comparative analysis to look for similarities in the responses to
different stimulation types, while the other simply looked for dif-
ferences between conditions. Due to the divergent findings from
these studies, the question whether the TEP reflect at least in part
direct cortical activation still remains. Additionally, both studies
employed a sham stimulation with simultaneous somatosensory
and auditory input; while it is useful to consider this, as it mimics
the combination of sensations that the TMS coil produces, it is also
important to apply auditory and somatosensory stimulation sepa-
rately to quantify their respective contribution to the TEP.
Addressing these questions is essential to understand how to
control for sensory stimulation in TMS-EEG and, ultimately, deter-
mine how the technique may be optimally used to understand
cortical physiology.

Here we explore the contributions of confounding factors to the
TEP waveform evoked from subthreshold stimulation over the
primary motor cortex (M1). We compared conditions with varying
contributions from somatosensory and auditory components: TEPs
from real TMS stimulation with and without noise masking, pure
auditory stimulation with and without noise masking, electrical
stimulation of the scalp, and sham coil stimulation. To better assess
possible residual AEP during TMS, due to incomplete suppression of
the TMS click, we also correlated pure AEP with responses obtained
with masked TMS, as done previously [8]. With this approach, we
sought to isolate the contributions of auditory and somatosensory
stimulation to the TEP waveforms in order to determine their
respective contributions and to explore to what extent the AEP can
be minimised by noise masking. Generally, we hypothesised that,
while auditory and somatosensory stimuli would contribute to the
TEP response, there would also be TEP components reflecting direct
cortical activation. Our data suggest that, at least for subthreshold
stimulation of the M1 hand area, it is possible to obtain genuine
brain responses by using appropriate masking of the TMS click; in
this location, the somatosensory stimulation by the TMS pulse
contributes only marginally to the TEP. These results are further
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supported by additional experiments and analyses detailed in the
Supplementary Material.

Materials and methods
Participants

Nineteen healthy right-handed individuals [10] (10 female, age:
29.7 + 4.2) were enrolled in the study. Participants had no history of
neurological or psychiatric diseases and were not taking drugs
active at the central nervous system. All procedures were per-
formed in accordance with the Declaration of Helsinki and
approved by the human subjects review board of the University
College London. Participants gave written informed consent prior
to the experimental session.

Experimental design

Participants were sitting in a comfortable chair, in a quiet room,
with forearms resting on a pillow placed on their lap. They were
asked to fixate a white cross (6 x 6 cm) in the middle of a blank
screen, to avoid eye movements during the EEG recordings. Par-
ticipants wore earphones which, in some recording blocks (named
“masked”, see below), continuously played a masking noise,
composed of white noise mixed with specific time-varying fre-
quencies of the TMS click, to minimize the AEP [11]. Unlike most
TMS-EEG studies, subjects also wore ear defenders (SNR = 30) on
top of the earphones, to further improve masking of the TMS click.
The intensity of the masking noise was adjusted for each partici-
pant by increasing the volume (always below 90 dB) until the
participant was sure that s/he could no longer hear the TMS click
[12].

The experiment consisted of a single session in which subjects
underwent a total of 7 blocks of EEG recording, each consisting of
120 trials, organised as follows (Fig. 1): 1) stimulation with a
standard coil on a 5 cm thick pasteboard cylinder placed on the
scalp without noise masking (TMS-AEP NOT MASKED; see below:
responses in this block were similar to block 2, so it has not been
used for statistical comparisons), 2) stimulation with a sham coil on
the pasteboard cylinder placed on the scalp without noise masking
(AEP NOT MASKED), 3) stimulation with a sham coil on the
pasteboard cylinder placed on the scalp with noise masking (AEP
MASKED), 4) stimulation with a sham coil placed directly on the
EEG cap with noise masking (SHAM), 5) stimulation with a stan-
dard coil directly on the EEG cap and using noise masking (TEP
MASKED), 6) stimulation with a standard coil placed on the cap
without noise masking (TEP NOT MASKED), and 7) electrical
stimulation of the scalp (ES).

The conditions in this study were designed to inform about the
contribution of auditory, somatosensory and direct cortical activa-
tion to the TEP waveform by altering somatosensory and auditory
stimulation in the various blocks. Briefly, the comparison between
conditions where only auditory stimuli were provided, with or
without noise masking, allowed the characterization of AEP and the
extent to which the AEP could be cancelled by noise masking.
Placing the sham coil on the head ensured current was not induced,
while investigating the potential influence of vibration arising
when the TMS coil is placed directly on the head. Comparing
standard TMS blocks with and without noise masking allowed for
the assessment of the contribution of AEP to the TEP and, impor-
tantly, allowed us to investigate specifically which TEP components
were influenced by AEP. Finally, the ES block was designed to
investigate somatosensory responses to scalp stimulation.
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Recording blocks

1. Auditory stimulation without noise masking
TMS-AEP NOT MASKED (standard coil)

2. Auditory stimulation without noise masking
AEP NOT MASKED (sham coil)

3. Auditory stimulation with noise masking
AEP MASKED (sham coil)

4. Sham stimulation
SHAM (sham caoil)

5. TEP with noise masking
TEP MASKED (standard coil)

6. TEP without noise masking
TEP NOT MASKED (standard coil)

7. Electrical stimulation of the scalp
ES (electrical stimulation)
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——>» Auditory responses

——» Masked auditory responses

——>» Mixed responses

————>» Somatosensory responses

Fig. 1. Experimental protocol. Subjects underwent seven TMS-EEG recording blocks, in a randomised order: 1) stimulation with a standard coil on a 5 cm thick pasteboard cylinder
placed on the scalp without noise (TMS-AEP NOT MASKED), 2) stimulation with a standard coil on the pasteboard cylinder placed on the scalp without noise masking (AEP NOT
MASKED), 3) stimulation with a sham coil on the pasteboard cylinder placed on the scalp with noise masking (AEP MASKED), 4) stimulation with a sham coil placed directly on the
EEG cap with noise masking (SHAM), 5) stimulation with a standard coil directly on the EEG cap and using noise masking (TEP MASKED), 6) stimulation with a standard coil placed
on the cap and without noise masking (TEP NOT MASKED), and 7) electrical stimulation of the scalp (ES).

Transcranial magnetic stimulation and electromyography

Single-pulse, monophasic TMS was delivered using a Magstim
2007 device connected to a 70-mm figure-of-eight coil held with
the handle backwards at 45° to the midline, inducing current in the
posterior-anterior direction (Magstim Company Limited, Whitland,
UK). Sham stimulation was delivered with a dedicated sham coil
(70 mm alpha sham coil, Magstim UK), which uses unique coil
winding to impart a very small, shallow magnetic field and diverts
part of the current to an inner device to produce the auditory click.
Importantly, when placed on the EEG cap, the sham coil does not
induce current in the brain, but retains the auditory component
associated with the standard coil. TMS was delivered over the
cortical hotspot, defined as the site within the left M1 where TMS
elicited the largest motor evoked potential (MEP) in the right first
dorsal interosseous (FDI) muscle. This location was sampled in the
MNI space and the coil was maintained in the correct position
throughout the stimulation by using a Brainsight neuronavigation
system (Rogue Research Inc, Montreal, Canada) coupled with a
Polaris Spectra optical measurement system (Northern Digital inc,
Waterloo, Canada). An estimated individualised MRI scan in the
MNI space was used for all the participants. Resting motor
threshold (RMT) was calculated as the lowest stimulation intensity
that produced a MEP of at least 50 pV in 5 out of 10 consecutive
trials in the relaxed FDI [4,13]. When using the standard coil, the
stimulation intensity was set at 90% RMT. In the recording blocks
where the sham coil was used, the stimulation intensity was
increased to match the sound generated by the standard coil. Sur-
face EMG was recorded through a pair of Ag/AgCl 10 mm cup
electrodes placed over the right FDI muscle in a belly-tendon
montage using a Digitimer D360 (Digitimer Ltd. Welwyn Garden
City, UK). Raw EMG signal was sampled at 5000 Hz, amplified (gain:
1000x), and bandpass filtered between 5 and 2000 Hz before being
digitally converted with a CED 1401 analog-to-digital laboratory
interface (Cambridge Electronic Design). Loudness of the TMS click
was assessed by each participant by means of a visual analogue

scale (VAS) ranging from O (no perception) to 10 (maximal
perception) in the recording blocks where auditory masking was
used (AEP MASKED, SHAM, TEP MASKED), and a possible correla-
tion between VAS scores and RMT was investigated by means of the
Spearman’s correlation coefficient. AVAS assessment was also done
to assess discomfort due to stimulation, and all blocks were
considered. A Friedman’s ANOVA was performed to investigate
possible difference in the two variables across different blocks.

Electrical stimulation of the scalp

Electrical stimulation of the scalp was performed using 10 mm
Ag/AgCl cup electrodes. The electrode placement was chosen to
approximate the location of the coil and the direction of the cur-
rent. In order to localise the position of the electrodes, the EEG cap
was placed on the head, and measurements were made from Cz to
the midpoint between electrodes C1, C3, CP1, CP3 (anode) and Cz,
FCz, C1, FC1 (cathode). Stimulating electrodes were placed directly
on the scalp and underneath the EEG cap at each of these two lo-
cations. Care was taken to keep the stimulating electrodes in the
middle of the described recording electrode clusters, to minimize
the stimulation artefact. Electrical stimulation intensity was set to
be similar to the intensity of somatosensory stimulation evoked by
the TMS stimulation. In order to determine this intensity, we first
found the electrical stimulation threshold (eST), defined as the
lowest electrical stimulation intensity at which the participant
could consistently perceive the electrical pulse in 5 out of 5 trials
(square-wave, 200 us, Digitimer DS7A, Digitimer Ltd. Welwyn
Garden City, UK). Next, TMS somatosensory threshold (tST), defined
as the smallest TMS intensity at which the subject could consis-
tently perceive the pulse, was measured. This was done with noise
masking to ensure individuals were only focusing on the somato-
sensory feedback. Then, as TEP were evoked with a stimulation
intensity of 90% RMT, we determined the ratio between the tST and
90% RMT, and this ratio was applied to the electrical stimulation.
Therefore, the electrical stimulation intensity (eSI) was derived
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Fig. 2. Global mean field power averaged across subjects in block 6 (TEP NOT MASKED). Dotted lines represent boundaries of Tol (15—65 ms; 65—120 ms; 120—270 ms). Shadowing

represents the standard error of the mean.

from the following formula: eSI = eST*(RMT*90/100)/tST). The
equation relies on the assumption that somatosensory perception
scales linearly with changes in both TMS and electrical stimulation
intensity, at least in the range of 90—100% RMT. Compared to other
methods used in previous papers [7,8], the present one has the
advantage of calculating an individualised intensity for electrical
stimulation which is not reliant on subjective matching of
perceived somatosensory input from electrical and magnetic
stimulation. At the end of the recording, participants were asked
whether they could perceive any difference in the location or in-
tensity between the TMS blocks where the standard coil was used
and the electrical stimulation block.

Electroencephalographic recording and analysis

EEG was recorded using a DC-coupled, TMS-compatible ampli-
fier (Actichamp, Brain Products, GmbH). Signals were recorded
from 63 active electrodes mounted on a cap (actiCAP), in accor-
dance with the international 10-10 system, including: Fp1, Fz, F3,
F7, FT9, FC5, FC1, C3, T7, TP9, CP5, CP1, Pz, P3, P7, O1, FCz, 02, P4, P8,
TP10, CP6, CP2, Cz, C4, T8, FT10, FC6, FC2, F4, F8, Fp2, AF7, AF3, AFz,
F1, F5, FT7, FC3, C1, C5, TP7, CP3, P1, P5, PO7, PO3, POz, PO4, POS, P6,
P2, CPz, CP4, TP8, C6, C2, FC4, FT8, F6, AF8, AF4, F2. Recordings were
online referenced to Oz and the ground electrode was placed on

Table 1

Summary of stimulation parameters. eST: electrical stimulation threshold; tST: TMS
somatosensory threshold; eSI: electrical stimulation intensity, given by the formula
eSI = eST*(RMT*90/100)/tST). (see text for details). AV = average; SD: standard
deviation; SE: standard error.

tST TMS RMT SHAM RMT TMS/SHAM RMT ST €SI

($MSO) (%MSO) (% MSO) (mA) (mA)
AV 2605 48.79 78.21 1.63 317 578
SD 418 9.66 12.32 0.03 1.09 220
SE 096 222 2.83 0.01 025 051

Fpz. In the offline analysis, an average reference was used. Skin
impedances were kept below 5 kQ and the sampling frequency
during recording was 5000 Hz. When required, in order to mask the
TMS-induced noise and avoid possible AEPs, participants wore in-
ear headphones continuously playing a masking noise, as previ-
ously explained [14,15]. Additionally, a 0.5 cm foam layer was
placed underneath the coil to minimize bone conduction of the
TMS click and scalp sensation caused by coil vibration.

Offline EEG pre-processing was performed with EEGLAB 14.1.1
[16] with the addition of some functions included in the TMS-EEG
signal analyser (TESA) toolbox [17] and in Fieldtrip open source
MATLAB toolbox [18], all running in MATLAB environment (Version
2016b, MathWorks Inc., Natick, USA).

EEG signal recorded in all blocks was epoched (—1.3 to 1.3 s)
using a baseline from —1000 to —10 ms. Epochs were visually
inspected and those with excessively noisy EEG were excluded
(remaining epochs were on average 116.4 + 2.37, ranging from 113
to 120). A Friedman’s ANOVA was performed to verify that there
were no significant differences in the number of residual epochs in
different blocks. The TMS artefact was removed from —5 to 10 ms
around the trigger and interpolated by means of a cubic function. At
this point, a first independent component decomposition analysis
was run, using a fastlCA algorithm. Only the 15 components
explaining the largest variance were plotted, in a time window
ranging from —200 to 500 ms, and those reflecting residual scalp
muscle or decay were eliminated after visual inspection, based on
time, frequency, scalp distribution and amplitude criteria. Albeit
the use of ICA to remove these short-latency artefacts may lead to
decrease of some of the TEP components, this effect has been
demonstrated to be small [19] and, despite this limitation, ICA is
widely used for the removal of early TMS-EEG artefacts [20,21]. ICA
has also been used to remove artefacts caused by electrical stimu-
lation of the scalp in an experimental setting similar to the present
one [7]. After this, a band-pass (1-100 Hz) and a band-stop
(48—52 Hz) fourth order Butterworth filter were applied. The
signal was further epoched (-1 to 1 s) to reduce possible edge
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A TMS-AEP NOT MASKED
B AEP NOT MASKED
C 3 AEP MASKED
D 3 SHAM
E TEP MASKED
F
G 3 ES
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Fig. 3. Descriptive summary of results. Each of the seven rows correspond to a different recording block (A: block 1, auditory stimulation, standard coil, no noise masking (TMS-AEP
NOT MASKED); B: block 2, auditory stimulation, sham coil, no noise masking (AEP NOT MASKED); C: block 3, auditory stimulation, sham coil, noise masking (AEP MASKED); D:
block 4, sham stimulation (SHAM); E: block 5, TMS, standard coil, noise masking (TEP MASKED); F: block 6, TMS, standard coil, no noise masking (TEP NOT MASKED); G: block 7,
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artefacts and a second round of fastICA was performed to remove
residual artefacts (e.g. eyeblinks, continuous muscle activity, etc.).
Lastly, EEG signals were rereferenced to the common average
reference.

The TEP was first averaged in a cluster of electrodes surrounding
the area of the stimulation (C1, C3, CP1, CP3)[14]. This allowed us to
recognise the most common peaks described in the literature (N15,
P30, N45, P60, N100, P200) [2] and to give a qualitative description
of the signals at the stimulation site (Fig. 4, first column). We then
calculated the global mean field power (GMFP), averaged across
subjects, based on the following formula:

J [ (Vi(O) = Vinean (6)?) ]
GMFP = (1)
K

where t is time, K the number of channels, V; the voltage in channel
i and Vipeqn is the mean of the voltage in all channels [22]. To this
purpose we used the recording obtained from block 6 (TEP NOT
MASKED) since we anticipated that it would contain a larger signal
compared to the other blocks, resulting from the sum of direct
cortical activation, AEP and, potentially, SEP. Based on the GMFP
waveform (Fig. 2), we selected three time regions of interest (Tol)
for the following analysis (early: 15—65 ms; middle: 65—120 ms;
late: 120—270 ms), as previously done [8]. In each Tol we calculated
map-based statistics using the whole set of electrodes. This
approach was chosen in an attempt to reduce bias due to the fact
that TEP components can vary in terms of scalp distribution, the
latter not necessarily corresponding to the stimulation site [2]. We
used permutation statistics as implemented in Fieldtrip open
source MATLAB toolbox [18]; correction for multiple comparisons
was performed using a cluster-based algorithm [23]. We used t-
tests for cluster-based statistics. To rank the found clusters, the sum
of t values of all points in a cluster were computed. A p value of 0.05
was used to find clusters and the minimal number of channels per
cluster was 1. The permutation was performed in the channel x
time domains for the entire set of channels recorded and for the
time intervals of interest. Corrected p values < 0.05 (two-tailed)
were considered significant. By using the described procedure, in
most of our analyses, we performed pairwise comparisons between
the same Tols of different conditions (Fig. 4). In a further analysis,
aimed to define the duration of significant activity in the TEP
MASKED condition, pairwise comparisons were performed be-
tween each Tol and a baseline of the same condition, of the same
duration of the Tol compared and ending 5 ms before the TMS
pulse.

We also performed two different correlation analyses, as
described before [8]. In the first, designed to assess similarity be-
tween conditions at the scalp map level, correlation coefficients
were calculated for each electrode and were averaged in the same
Tol described before (early: 15—65 ms; middle: 65—120 ms; late:
120—270 ms), plus for the global time window (15—270 ms). In the
second analysis, designed to give a more accurate assessment of
correlation in time, correlation coefficients were calculated in each
time point and averaged across channels. In both analyses, the
coefficients’ z-transform (Fisher’s z-transform) were averaged and
subsequently inverse z-transformed. To assess statistical signifi-
cance, correlation coefficients were compared with those calcu-
lated in a baseline ranging from —400 to —100 ms by means of
paired t-tests with false discovery rate correction for multiple
comparisons. The analyses were performed with two different

Brain Stimulation 14 (2021) 4—18

metrics: the Spearman’s correlation coefficient, and the concor-
dance correlation coefficient (CCC). The former is the non-
parametric version of the Pearson’s correlation coefficient and
essentially quantifies association between distributions, based on
covariance [24]. The CCC is a form of intraclass correlation coeffi-
cient optimally tuned to assess agreement between distributions
and is calculated with the following formula:

20'12

CCC =
03+ 03+ (g — Mp)?

(2)

where ¢, is the covariance between two distributions, ¢2 is the
variance of distribution x, and , is the average of distribution x
[25—27]. By using this procedure, we computed correlation and
concordance in three pairs of conditions: 1) TMS-AEP NOT MASKED
vs AEP NOT MASKED, to investigate the similarity between the AEP
generated by the standard and the sham coil; 2) AEP NOT MASKED
vs AEP MASKED, to assess the effectiveness of AEP suppression by
noise masking; 3) TEP MASKED vs AEP NOT MASKED, to check a
possible relation between potentials putatively generated only by
direct cortical activation and pure auditory responses.

Results

The test session was well-tolerated and no participants reported
any side effects. Thresholds and stimulation intensities are sum-
marized in Table 1. TMS pulses induced a known pattern of negative
and positive deflections [2,15,28]. Time-domain signals are repre-
sented as butterfly plots and scalp distributions in Fig. 3. Overall,
evoked activity in the middle and late Tol was observed when
auditory stimulation only was delivered (blocks 1 and 2, rows A and
B respectively). These potentials were much smaller when the TMS
click was masked (blocks 3 and 4, rows C and D respectively) and
when only eletrical stimulation of the scalp was delivered (block 7,
row G). A different pattern resulted when the standard coil was
used, i.e. TEP in the early Tol were observed, with vertex potentials
in late Tol being present only when noise masking was not used
(blocks 5 and 6, rows E and F respecvitely). Subjects judged the
location of TMS and electrical stimulation of the scalp to be roughly
the same. Importantly, 10 subjects out of 19 reported that electrical
stimulation resulted in stronger scalp sensation than TMS delivered
with the standard coil, whereas the remaining 9 reported the
opposite. Since there were no statistically significant differences
between TMS-AEP NOT MASKED (Fig. 3, row A) and AEP MASKED
(Fig. 3, row B) conditions, and the two showed very high correlation
and concordance (Figs. 6 and 7), only the latter (block 2) was used
for further comparisons.

The Friedman’s ANOVA performed on the number of residual
epochs did not show significant effects (XZ (6) = 1.821, p = 0.935).
The VAS scores for the perceived click intensity were 0.42 + 0.69
(range 0—2) for the AEP MASKED condition, 0.42 + 0.61 for the
SHAM condition (range 0—2), and 0.37 + 0.68 for the TEP MASKED
condition (range 0—2), with the Friedman’s ANOVA again not
showing a significant effect (3%(2) = 0.286, p = 0.867). There was a
significant positive correlation, investigated with the Spearman’s
correlation coefficient, between the VAS score and RMT, in the
three conditions where VAS for perceived click intensity was
administered (AEP MASKED: r = 0.563, p = 0.012; SHAM: r = 0.795,
p < 0.001; TEP MASKED: r = 0.666, p = 0.002). Since the VAS scores
for discomfort were O for all subjects in all blocks, no statistical
analysis was performed.

electrical stimulation of the scalp (ES)). Column 1 represents butterfly plots of time-domain signals from the whole set of electrodes. Columns 2 to 4 include scalp maps of time
domain signals averaged in the early (15—65 ms), middle (65—120) and late (120—270) time regions of interest, respectively.
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Fig. 4. Comparisons of several stimulation blocks. The first column represents time-domain signals averaged across four channels corresponding to the stimulation site (C1, C3, CP1,
CP3). Shadowing indicates standard error of the mean. Vertical dashed lines indicate separation of the three Tol (early: 15—65 ms; middle: 65—120 ms; late: 120—270 ms). Columns
2 to 4 illustrate comparisons between two blocks at a scalp map level, averaged across the three Tol. Black dots represent significant clusters, either positive or negative. Note that,
for graphical reasons, only one cluster for each map is shown, i.e. the one corresponding to the area of interest (see text and Table 2 for full details). Row A: comparison between AEP
NOT MASKED (block 2, green line) and AEP MASKED (block 3, purple line) conditions. A significant positive cluster in the middle Tol (65—120 ms, p = 0.001) and a significant
negative cluster in the late Tol (121-270 ms, p = 0.001) were found in the electrodes surrounding the vertex. Row B: comparison between SHAM (block 4, pink line) and AEP
MASKED (block 3, purple line) conditions. No significant clusters were found. Row C: comparison between TEP MASKED (block 5, black line) and AEP NOT MASKED (block 2, green
line) conditions. A significant positive cluster at the stimulation site in the early Tol (16—57 ms, p = 0.001) and a significant negative cluster around the vertex in the late Tol
(121-203 ms, p = 0.001) were found. Row D: comparison between TEP MASKED (block 5, black line) and TEP NOT MASKED (red line, block 6) conditions. A significant positive
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Table 2
Summary of results (see text for details).
Conditions compared Blocks Cluster Early Tol Middle Tol Late Tol
compared direction (ms, p value) (ms, p value) (ms, p value)
AEP NOT MASKED vs AEP MASKED 2vs3 Positive — 65—120 ms 121-270 ms
p = 0.001 p = 0.001
Negative - 65—114 ms 121-264 ms
p = 0.001 p = 0.001
SHAM vs AEP MASKED 4vs3 Positive - - -
Negative — — —
TEP MASKED vs AEP NOT MASKED 5vs2 Positive 16—57 ms — 121-203 ms
p = 0.001 p = 0.001
Negative 15—54 ms - 121-203 ms
p = 0.001 p = 0.002
TEP MASKED vs TEP NOT MASKED 5vs6 Positive — 65—106 ms 124—-242 ms
p = 0.004 p = 0.001
Negative - — 125-249 ms
p = 0.001
TEP MASKED vs ES 5vs7 Positive 18—55 ms 67—120 ms -
p = 0.001 p = 0.002
Negative 18—59 ms 76—119 ms —
p = 0.001 p = 0.009
SHAM vs ES 4vs7 Positive 22—-54 ms - 126—225 ms
p = 0.022 p = 0.005
Negative — — —
TEP MASKED vs BASELINE 5 Positive 17—65 ms 65—120 ms 147—-270 ms
P = 0.001 P = 0.004 P = 0.001
Negative 17—54 ms 72—108 ms 191-264 ms
P = 0.001 P = 0.004 P =0.015

Results of map comparisons and cluster statistics are reported in
Table 2 and briefly described here. In some cases where a highly
significant cluster was found in the location of interest (either the
stimulation site or the vertex), a further significant cluster in the
same Tol was noted in the surrounding electrodes; the latter re-
flects an opposite dipole due to the use of an average reference. For
the sake of clarity in the presentation of our results and given that
these additional clusters surrounding the ones over the area of
interest did not add any meaningful information, we chose not to
graphically represent their significance in Fig. 4.

AEP NOT MASKED vs AEP MASKED

When comparing AEP NOT MASKED and AEP MASKED condi-
tions (blocks 2 and 3; Fig. 4, row A), no significant clusters were
found in the early Tol. In the middle Tol, a significant positive
cluster was found in the central electrodes, with a negative one in
the surrounding peripheral electrodes. In the late Tol, an inverse
pattern was observed: a negative cluster in the central area and a
positive one in the peripheral electrodes (Table 2, row 1). This result
indicates that a clear scalp potential due to the TMS click is
observed, including a negative peak around 100 ms and a positive
peak around 200 ms, both distributed around the vertex. Impor-
tantly, these AEP components could be effectively suppressed with
noise masking.

SHAM vs AEP MASKED

In the comparison between SHAM and AEP MASKED conditions
(blocks 4 and 3; Fig. 4, row B) no significant clusters were found.

This means that in both cases it was possible to effectively mask the
AEP by using the masking noise, and that the position of the coil
(directly over the cap or separated by means of a pasteboard cyl-
inder) did not lead to differences in the recorded potentials.

TEP MASKED vs AEP NOT MASKED

TEP MASKED condition induced a different scalp response than
AEP NOT MASKED (blocks 5 and 2; Fig. 4, row C). There was a
significant positive cluster in the early Tol around the left central
area, corresponding to the site of the stimulation, with a significant
negative cluster in the right frontal region. This corresponds to an
early cortical activation at the TMS site, which was not present with
auditory stimulation alone. Although a clear negative potential was
found at the site of the stimulation in the middle Tol, indicating a
negative response around 100 ms caused by TMS, this did not reach
statistical significance. In the late Tol there was a large significant
negative cluster at the vertex and a large positive one in the pe-
ripheral electrodes, indicating a positive component at the vertex
evoked by auditory stimulation (Table 2, third row). Overall, this
indicates that standard TMS elicits early TEP components larger
than auditory stimulation, whereas the late central positive
component induced by the latter is not present when standard TMS
is delivered during noise masking.

TEP MASKED vs TEP NOT MASKED

When comparing TEP MASKED and TEP NOT MASKED condi-
tions (blocks 5 and 6; Fig. 4, row D), there were no significant
clusters in the early Tol, meaning that early TEP components were

cluster in the middle Tol (65—106 ms, p = 0.004) and a significant negative cluster in the late Tol (125—249 ms, p = 0.001) were found in the electrodes surrounding the vertex. Row
E: comparison between TEP MASKED (block 5, black line) vs ES (block 7, yellow line) conditions. A significant positive cluster in the early Tol at the stimulation site (18—55 ms,
p = 0.001) and a significant negative cluster between the stimulation site and the vertex in the middle Tol (76—119 ms, p = 0.009) were found. Row F: comparison between SHAM
(block 4, pink line) and ES (block 7, yellow line) conditions. A significant positive cluster in the posterior-left electrodes in the early Tol (22—54 ms, p = 0.022) and a significant
negative cluster in the late Tol (126—255 ms, p = 0.005) in the central-anterior electrodes were found. (For interpretation of the references to colour in this figure legend, the reader

is referred to the Web version of this article.)
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Fig. 5. Comparisons of activity in each Tol in the TEP MASKED condition with a baseline of the same condition, of the same duration of each Tol compared and ending 5 ms before
the TMS pulse. Note that, for graphical reasons, only one cluster for each map is shown, i.e. the one corresponding to the area of interest (see text and Table 2 for full details). Panel
A: early Tol. A significant positive cluster (17—65 ms, p = 0.001, plotted) and a significant negative cluster (17—54 ms, p = 0.001, plotted) were found. Panel B: middle Tol. A
significant positive cluster (65—120 ms, p = 0.004) and a significant negative cluster (72—108 ms, p = 0.004, plotted) were found. Panel C: late Tol. A significant positive cluster
(147-270 ms, p = 0.001) and a significant negative cluster (191-264 ms, p = 0.015, plotted) were found.

not significantly affected by the TMS click. The middle Tol showed a
significant positive cluster around the vertex, indicating a larger
negativity when noise masking was not applied. In the late Tol
there was a large significant negative cluster at the vertex and a
large positive one in the peripheral electrodes, indicating a strong
positive component at the vertex evoked by auditory stimulation
(Table 2, fourth row).

TEP MASKED vs ES

The comparison between TEP MASKED and ES conditions
(blocks 5 and 7; Fig. 4, row E) resulted in a significant positive
cluster in the early Tol around the left central area, at the site of the
stimulation, with a negative cluster in the right frontal region. In
the middle Tol there was a large, significant negative cluster close to
the stimulation site, surrounded by a significant positive cluster at
the posterior periphery of the right hemisphere. This indicates that
TMS, differently from electrical stimulation, was able to activate the
cortex at the site of stimulation not just early after the stimulus but
also around 100 ms. Notably, the latter activation is different from
the negative peak around the same latency induced at the vertex by
auditory stimulation (Fig. 4, row A). There were no significant
clusters in the late Tol, again indicating that noise masking effec-
tively suppressed the positive peak at the vertex around 200 ms
(Table 2, fifth row).

SHAM vs ES

In the early Tol, the comparison between SHAM and ES condi-
tions (blocks 4 and 7; Fig. 4, row F) showed a weakly significant
positive cluster in the posterior midline-left electrodes, reflecting a
posterior negative potential present in the ES condition. There were
no significant differences in the middle Tol, whereas in the late Tol
we found a weakly significant negative cluster at the vertex, indi-
cating a small positive component evoked by the scalp ES (Table 2,
sixth row). It should be noted that the statistical significance of
these clusters was weaker than those listed in the other compari-
sons and would not hold if a Bonferroni correction for multiple
comparisons was applied to control for inflation of type I error.
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TEP MASKED vs BASELINE

When comparing activity in each Tol with baseline in the TEP
MASKED condition (Fig. 5), we found a significant positive cluster in
the left central area, at the site of the stimulation, with a negative
cluster in the right frontal region. The same analysis on the middle
Tol showed a significant negative cluster close to the stimulation
site, surrounded by a significant positive cluster at the posterior
periphery of the right hemisphere. In the late Tol, we observed a
significant negative cluster in the left central-posterior electrodes,
and a significant positive one in the central-anterior electrodes of
the right hemisphere. Statistics are summarized in Table 2. Overall,
significant and lateralized activity was observed in all the Tol,
suggesting that direct brain activation due to TMS lasts for the
whole time window considered.

Correlation analyses

AEP obtained with the standard and sham coil (TMS-AEP NOT
MASKED and AEP NOT MASKED conditions, blocks 1 and 2) showed
statistically significant correlation (Fig. 6) and concordance (Fig. 7).
In analysis 1, the correlation was clear in all three Tol, and partic-
ularly in the middle and late ones, where higher correlation and
concordance values were found in electrodes around the vertex,
corresponding to the main potentials following auditory stimula-
tion (N100/P200). In analysis 2, significant correlation and
concordance were obtained for time points ranging between 15 and
approximately 250 ms, with islands of significance up to 400 ms. By
contrast, AEP NOT MASKED and AEP MASKED conditions (blocks 2
and 3) showed no correlation (Fig. 8) or concordance (Fig. 9); this
suggests that auditory responses were effectively suppressed by
noise masking and confirms the results obtained in the comparison
between the two conditions (Fig. 4, row A). Similarly, there was no
correlation (Fig. 10) or concordance (Fig. 11) between conditions
TEP MASKED and AEP NOT MASKED (blocks 5 and 2), indicating
that potentials in the two blocks have independent sources; this
further support the conclusion that AEPs were effectively sup-
pressed by noise masking.
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TMS-AEP NOT MASKED vs AEP NOT MASKED, Spearman’s Correlation Coefficient
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Fig. 6. Similarity between conditions TMS-AEP NOT MASKED and AEP NOT MASKED, investigated with the Spearman'’s correlation coefficient. Panel A: global mean field power of
the two conditions (AEP - Real = TMS-AEP NOT MASKED; AEP - Sham = AEP NOT MASKED). Panel B: upper chart: correlation coefficient, averaged across all channels and calculated
in each time point; the red bar shows statistically significant correlation between the two conditions, in the range of 15—-400 ms. Lower chart: t statics (see text for details). Panel C:
correlation investigated in all electrodes, in four different Tol, one in each column (early: 15—65 ms; middle: 65—120 ms; late: 120—270 ms; global: 15.270 ms). Electrodes with
statistically significant correlations are plotted in black, while those not showing statistically significant correlations are plotted in white. (For interpretation of the references to

colour in this figure legend, the reader is referred to the Web version of this article.)

Discussion

We evaluated the EEG responses due to auditory and somato-
sensory stimulation produced by TMS and measured their impact
on the TEP. Overall, we found that standard TMS evoked a clear and
pronounced early cortical activity at the stimulation site, which was
not contaminated by AEP, provided that appropriate masking of the
TMS click is performed. A negative peak around 100 ms was
observed close to the stimulation site, which was not suppressed by
noise masking and likely represents another direct cortical
response. Auditory stimulation alone induced potentials between
100 and 200 ms; however, it was possible to suppress these com-
ponents by appropriate noise masking. Electrical stimulation of the
scalp alone did not induce SEP, as one would have expected if there
had been substantial activation of the somatosensory pathways.
Overall, our data suggest that, by careful control of confounding
sources, it is possible to obtain a good estimate (over the first
300 ms or so) of the “true” brain responses produced by TMS on M1.
These responses show a high degree of lateralization, whereas re-
sponses distributed around the vertex mostly derive from indirect
brain activation caused by auditory and somatosensory input.

Contribution of auditory stimulation to the TEP

The first interesting finding is the clear definition of scalp re-
sponses generated by the TMS click. AEP are generally described in
terms of early, middle and late, based on their latency. The early
ones reflect brainstem activation; they last for a few ms after the
stimulation [29] and are not considered here, since pre-processing
of TMS-EEG data usually removes data in that time window [21,30].
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Using both a standard and sham coil, we reproduced the known
pattern of middle- (N15, P30, N40, P50) and late-latency responses
(N100, P200) [3,31]. Since the two sets of responses showed no
significant differences and exhibited very high and significant
correlation and concordance values, we propose that, at least in this
context, psychophysically matched sound intensity is the most
important factor in generation of AEP, regardless of the coil used.
Interestingly, with noise masking, middle- and late-latency AEP
were suppressed. This demonstrates that, when stimulating at 90%
RMT, with appropriate noise masking, it is possible to obtain TEPs
that are not contaminated by AEP. Additionally, the same result was
obtained in the sham condition, where the coil lay directly over the
EEG cap. Both these results indicate that bone conduction of sound
was effectively suppressed by the use of the foam layer, as
demonstrated in a previous report [31]. The contribution of the AEP
to the TEP was clarified by two other observations. The first comes
from the comparison between TEP obtained by using a standard
coil with noise masking and pure auditory stimulation without
noise masking. In this case, it was clear that the first elicited larger
early responses, especially the P30 peak; by contrast, the second
induced very small amplitude early responses, but substantial N100
and P200 components around the vertex. This is confirmed by the
comparison between the TEP obtained using the standard coil, with
and without noise masking. Here, there was no difference in the
components earlier than 60 ms, and again this makes it unlikely
that they received a significant contribution from the AEP. The
N100 was larger and located in the midline central electrodes when
no noise masking was used; by contrast, the N100 present in the
block with noise masking is smaller and lateralized (as can be
further noticed in the comparison between TEP with noise masking
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TMS-AEP NOT MASKED vs AEP NOT MASKED, Concordance Correlation Coefficient
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Fig. 7. Similarity between TMS-AEP NOT MASKED and AEP NOT MASKED, investigated with the concordance correlation coefficient. Panel A: global mean field power of the two
conditions (AEP - Real = TMS-AEP NOT MASKED; AEP - Sham = AEP NOT MASKED). Panel B: upper chart: correlation coefficient, averaged across all channels and calculated in each
time point; the red bar shows statistically significant correlation between the two conditions, in the range of 15-400 ms. Lower chart: t statics (see text for details). Panel C:
correlation investigated in all electrodes, in four different Tol, one in each column (early: 15—65 ms; middle: 65—120 ms; late: 120—270 ms; global: 15.270 ms). Electrodes with
statistically significant correlations are plotted in black, while those not showing statistically significant correlations are plotted in white. (For interpretation of the references to

colour in this figure legend, the reader is referred to the Web version of this article.)

and electrical stimulation of the scalp). Finally, the central P200 was
present only when no noise masking was used.

Overall, the present data demonstrate the presence of two
distinct negative peaks, around 100 ms, that likely involve different
mechanisms. The first is close to the stimulation site and likely
reflects direct cortical activation by TMS; the second, by contrast,
has a wider distribution around the vertex and is followed by a
P200 with the same distribution. This conclusion is based on
several independent arguments: a) the auditory N100 is sup-
pressed by noise masking, as indicated by the significant difference
(row A of Fig. 4) and by the absence of correlation or concordance
(Figs. 8 and 9) between AEP MASKED and AEP NOT MASKED con-
ditions. By contrast, the TMS N100 is not suppressed by noise
masking, as it is present in a condition where masking noise is used
(TEP MASKED); b) the auditory N100 is always followed by a vertex
P200 (see Fig. 3, rows A and B, and supplementary figure 3),
whereas the TMS N100 is not (see TEP MASKED condition); c) the
latency of the TMS N100 is significantly longer than that of the
auditory N100 (supplementary figure 1); d) there is no correlation
or concordance between conditions TEP MASKED and AEP NOT
MASKED (Figs. 10 and 11). This finding suggests that the N100
observed in the TEP MASKED condition was not significantly
contaminated by the AEP.

In conclusion, considering previous literature, it is likely that the
N100 found at the stimulation site reflects direct cortical activation
by TMS [2], whereas the central N100 and P200 represent saliency-
related multimodal responses (SRMR), which are non-specific re-
sponses, possibly linked to arousal and/or attentional reorientation
following an external stimulus, regardless of its modality [32].
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Our set of results appear different from those obtained by Conde
and coworkers [8], who found a substantial correlation between
cortical responses obtained by using a standard coil and those
following a “realistic sham” stimulation, similar to the one used
here (see Supplementary Material). A possible reason for this is that
masking of the TMS click was more effective in the present study:
indeed, in the paper by Conde and coworkers, VAS scores for re-
sidual TMS click were much higher than in the present study
(respectively up to 3.82 on average, with values of 8 in some sub-
jects, against an average of 0.42, with maximal individual values of
2). At least part of this difference might be due to the use, in our
study, of ear defenders on top of the earphones playing the masking
noise, which probably helped in suppressing the AEP.

Contribution of electrical stimulation of the scalp to the TEP

It has previously been suggested that somatosensory activation
due to TMS could contribute to the TEP waveform. However, pre-
vious reports [7,8] were focussed on the impact of simultaneous
somatosensory and auditory stimulation and did not assess the
possible effects of electrical stimulation alone; the latter represent
a novel contribution of the present work. To the best of our
knowledge, only one study described responses to electrical scalp
electrical stimulation. However, only one subject was tested, and
details of the stimulation, such as intensity and location, were not
mentioned [12]; thus, a comparison with the present findings is
difficult. An advantage of our protocol is that we measured indi-
vidual thresholds for electrical stimulation and scaled the stimu-
lation intensity according to the ratio between somatosensory and
motor thresholds to TMS, in an attempt to give an electrical pulse
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Fig. 8. Similarity between conditions AEP NOT MASKED and AEP MASKED, investigated with the Spearman’s correlation coefficient. Panel A: global mean field power of the two
conditions (AEP - Sham = AEP NOT MASKED; AEP - Masked: AEP MASKED). Panel B: upper chart: correlation coefficient, averaged across all channels and calculated in each time
point; no statistically significant correlation was found. Lower chart: t statics (see text for details). Panel C: correlation investigated in all electrodes, in four different Tol, one in each
column (early: 15—65 ms; middle: 65—120 ms; late: 120—270 ms; global: 15.270 ms). Electrodes with statistically significant correlations are plotted in black, while those not
showing statistically significant correlations are plotted in white.
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Fig. 10. Similarity between conditions TEP MASKED and AEP NOT MASKED, investigated with the Spearman’s correlation coefficient. Panel A: global mean field power of the two
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which, in terms of intensity, closely resembled the intensity
perceived with TMS. The attempt was successful and confirmed by
the fact that participants were evenly split over whether they
perceived the electrical stimulus to be stronger or weaker than the
TMS. Electrical stimulation of the scalp alone elicited a very small
response compared to other blocks where standard TMS was used
(Fig. 3). When compared to sham stimulation, there was a signifi-
cant negative potential in the posterior electrodes in the early Tol,
around 40 ms. This probably represents a resetting of the resting
alpha rhythm, as observed with stimuli of other sensory modalities
[33]. A second weak potential was found in comparison to sham,
represented by a positivity around 200 ms in the central electrodes.
Again, this is interpretable as SRMR [32], although its amplitude
was considerably less than that after auditory stimulation. We can
conclude that a positive wave recorded around 180—200 ms and
distributed around the vertex represents a SRMR due to peripheral
input [32]; thus, it is shared by several of the experimental condi-
tions in our work (see Fig. 3 and supplementary figure 2). This
finding is also in line with a previous report, where a similar vertex
activation was found with electrical stimulation in the shoulder
region [34].

It is very important to note that EEG responses following elec-
trical stimulation of the scalp were not observed at the site of
stimulation. This was expected since the intensity necessary to
obtain direct cortical responses with electrical stimulation is much
higher than that used here [35]. We also did not obtain SEP, making
it unlikely that the potentials observed were due to activity in the
primary somatosensory cortex . This is not surprising considering
two lines of evidence. First, EEG signals following stimulation in the
cranio-facial region are difficult to obtain. Clear SEP have been
observed only by stimulating branches of the trigeminal nerve with
needle electrodes [36,37]; this is very different from TMS, where
stimuli are not applied on a nerve trunk. Secondly, somatosensory
threshold at the scalp level is much higher compared to other body
areas, due to the low density of cutaneous receptors [38]. For these
reasons, we believe that our electrical stimulation was not suffi-
cient to elicit a synchronous afferent volley large enough to elicit a
SEP.

Limitations

It is important to note that the present results have been ob-
tained using a 90% RMT stimulation intensity. The use of a higher
intensity might lead to changes in the TEP waveform due to
incomplete suppression of AEP by noise masking and the intro-
duction of reafference potentials that accompany peripheral EMG
activity; thus, caution should be used in extending the present
results to different experimental conditions, such as stimulation of
different scalp sites and the use of larger currents. Additionally,
stimulation of peripheral nerves supplying the scalp by the sham
coil used in the present paper is not comparable to that induced by
the standard coil; hence, the need to control for somatosensory
activation by using electrical stimulation of the scalp in several
recording blocks. Finally, the present work relies on the assumption
that ICA can be used to remove artefacts associated to TMS stimu-
lation, with reasonable preservation of the underlying EEG signal.
While this approach has theoretical limitations, its applicability has
been empirically demonstrated [21,39].

It should also be noted that TMS applied over M1, as in the
present work, results in a substantial artefact due to scalp muscle
activation, which needs to be removed to properly assess the TEP.
ICA has proven to be efficient to achieve this and, importantly, other
methods have not been shown to be definitely superior [21,34]. As a
consensus on the matter has yet to be reached [40], further studies
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comparing and validating different approaches to TMS-EEG arte-
facts removal are certainly warranted.

Conclusions

In conclusion, the present findings suggest that, when TMS is
applied over M1 with an intensity slightly lower than motor
threshold, it is possible to obtain genuine cortical EEG responses
which are lateralized, specific for the stimulation site and last about
300 ms, provided that procedures to minimize indirect cortical
activation (noise masking and foam layer) are properly adopted.
These responses include a positive peak around 30 ms, a negative
one around 100 ms, and a shallower negativity peaking around
250 ms, whereas other TEP components appear less reliable. This
topography is replaced by non-specific central components (in
particular, a prominent positivity around 200 ms) in conditions
where the brain is only indirectly activated by peripheral stimula-
tion (AEP NOT MASKED, TMS-AEP NOT MASKED, ES and control
experiments listed in the Supplementary Material). The same
pattern becomes prominent when TMS is performed with a stan-
dard coil, without noise masking (TEP NOT MASKED condition).
Thus, sensory evoked components, if present, are associated with a
late, negative-positive waves with symmetrical central distribution,
compatible with a SRMR [32]. Importantly, these components,
particularly the auditory N100, can contaminate signals generated
by direct brain activation, if masking procedures of sensory stim-
ulation are not carefully applied.

Funding

This research was partly supported by HCA International Itd.

CRediT authorship contribution statement

Lorenzo Rocchi: Conceptualization, Methodology, Software,
Formal analysis, Investigation, Writing - original draft, Writing -
review & editing, Visualization. Alessandro Di Santo: Investigation,
Writing - original draft, Writing - review & editing. Katlyn Brown:
Investigation, Writing - original draft, Writing - review & editing.
Jaime Ibanez: Methodology, Software, Formal analysis, Writing -
original draft, Writing - review & editing, Visualization. Elias Cas-
ula: Conceptualization, Investigation, Writing - original draft,
Writing - review & editing. Vishal Rawji: Methodology, Investiga-
tion, Writing - original draft, Writing - review & editing. Vincenzo
Di Lazzaro: Conceptualization, Writing - review & editing. Gia-
como Koch: Conceptualization, Writing - review & editing. John
Rothwell: Conceptualization, Resources, Writing - review & edit-
ing, Supervision, Funding acquisition.

Declaration of competing interest

None.

Acknowledgements

We gratefully acknowledge the technical assistance of Mr Paul
Hammond.

Appendix A. Supplementary data

Supplementary data to this article can be found online at
https://doi.org/10.1016/j.brs.2020.10.011.


https://doi.org/10.1016/j.brs.2020.10.011

L. Rocchi, A. Di Santo, K. Brown et al.

References

[1]
2

i3

[4

[5

[6

[7

(8

[9

[10]
[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

Kirschstein T, Kohling R. What is the source of the EEG? Clin EEG Neurosci
2009;40(3):146—9.

Hill AT, Rogasch NC, Fitzgerald PB, Hoy KE. TMS-EEG: a window into the
neurophysiological effects of transcranial electrical stimulation in non-motor
brain regions. Neurosci Biobehav Rev 2016;64:175—84.

Nikouline V, Ruohonen ], llmoniemi RJ. The role of the coil click in TMS
assessed with simultaneous EEG. Clin Neurophysiol 1999;110(8):1325-8.
Rocchi L, Erro R, Antelmi E, Berardelli A, Tinazzi M, Liguori R, et al. High fre-
quency somatosensory stimulation increases sensori-motor inhibition and
leads to perceptual improvement in healthy subjects. Clin Neurophysiol
2017;128(6):1015-25.

Cruccu G, Aminoff M], Curio G, Guerit JM, Kakigi R, Mauguiere F, et al. Rec-
ommendations for the clinical use of somatosensory-evoked potentials. Clin
Neurophysiol 2008;119(8):1705—19.

Salo KS, Mutanen TP, Vaalto SMI, [lmoniemi R]. EEG artifact removal in TMS
studies of cortical speech areas. Brain Topogr 2020;33(1):1-9.

Gordon PC, Desideri D, Belardinelli P, Zrenner C, Ziemann U. Comparison of
cortical EEG responses to realistic sham versus real TMS of human motor
cortex. Brain stimulation 2018;11(6):1322—30.

Conde V, Tomasevic L, Akopian I, Stanek K, Saturnino GB, Thielscher A, et al.
The non-transcranial TMS-evoked potential is an inherent source of ambiguity
in TMS-EEG studies. Neuroimage 2019;185:300—12.

Belardinelli P, Biabani M, Blumberger DM, Bortoletto M, Casarotto S, David O,
et al. Reproducibility in TMS-EEG studies: a call for data sharing, standard
procedures and effective experimental control. 2019. Brain stimulation.
Oldfield RC. The assessment and analysis of handedness: the Edinburgh in-
ventory. Neuropsychologia 1971;9(1):97—-113.

Massimini M, Ferrarelli F, Huber R, Esser SK, Singh H, Tononi G. Breakdown of
cortical effective connectivity during sleep. Science 2005;309(5744):2228—32.
Paus T, Sipila PK, Strafella AP. Synchronization of neuronal activity in the
human primary motor cortex by transcranial magnetic stimulation: an EEG
study. ] Neurophysiol 2001;86(4):1983—90.

Rossini PM, Barker AT, Berardelli A, Caramia MD, Caruso G, Cracco RQ, et al.
Non-invasive electrical and magnetic stimulation of the brain, spinal cord and
roots: basic principles and procedures for routine clinical application. Report
of an IFCN committee. Electroencephalogr Clin Neurophysiol 1994;91(2):
79-92.

Rocchi L, Ibanez ], Benussi A, Hannah R, Rawji V, Casula E, et al. Variability and
predictors of response to continuous theta burst stimulation: a TMS-EEG
study. Front Neurosci 2018;12:400.

Casula EP, Rocchi L, Hannah R, Rothwell JC. Effects of pulse width, waveform
and current direction in the cortex: a combined cTMS-EEG study. 2018. Brain
stimulation.

Delorme A, Makeig S. EEGLAB: an open source toolbox for analysis of single-
trial EEG dynamics including independent component analysis. ] Neurosci
Methods 2004;134(1):9-21.

Rogasch NC, Sullivan C, Thomson RH, Rose NS, Bailey NW, Fitzgerald PB, et al.
Analysing concurrent transcranial magnetic stimulation and electroencepha-
lographic data: a review and introduction to the open-source TESA software.
Neuroimage 2017;147:934—51.

Oostenveld R, Fries P, Maris E, Schoffelen JM. FieldTrip: open source software
for advanced analysis of MEG, EEG, and invasive electrophysiological data.
Comput Intell Neurosci 2011;2011:156869.

Casula EP, Bertoldo A, Tarantino V, Maiella M, Koch G, Rothwell JC, et al. TMS-
evoked long-lasting artefacts: a new adaptive algorithm for EEG signal
correction. Clin Neurophysiol 2017;128(9):1563—74.

18

[20]

[21]

[22]

[23]

[24]

[25]
[26]

[27]

(28]

[29]

[30]

[31]

[32]

[33]

(34]

[35]

(36]

(371

[38]
(39]

[40]

Brain Stimulation 14 (2021) 4—18

Rogasch NC, Thomson RH, Daskalakis Z], Fitzgerald PB. Short-latency artifacts
associated with concurrent TMS-EEG. Brain stimulation 2013;6(6):868—76.
Rogasch NC, Thomson RH, Farzan F, Fitzgibbon BM, Bailey NW, Hernandez-
Pavon JC, et al. Removing artefacts from TMS-EEG recordings using inde-
pendent component analysis: importance for assessing prefrontal and motor
cortex network properties. Neuroimage 2014;101:425—39.

Lehmann D, Skrandies W. Reference-free identification of components of
checkerboard-evoked multichannel potential fields. Electroencephalogr Clin
Neurophysiol 1980;48(6):609—-21.

Maris E, Oostenveld R. Nonparametric statistical testing of EEG- and MEG-
data. ] Neurosci Methods 2007;164(1):177—90.

Bonita JD, Ambolode 2nd LC, Rosenberg BM, Cellucci CJ, Watanabe TA,
Rapp PE, et al. Time domain measures of inter-channel EEG correlations: a
comparison of linear, nonparametric and nonlinear measures. Cogn Neurodyn
2014;8(1):1-15.

King TS, Chinchilli VM, Carrasco JL. A repeated measures concordance corre-
lation coefficient. Stat Med 2007;26(16):3095—113.

Lin LI. A concordance correlation coefficient to evaluate reproducibility. Bio-
metrics 1989;45(1):255—68.

Kerwin L], Keller CJ, Wu W, Narayan M, Etkin A. Test-retest reliability of
transcranial magnetic stimulation EEG evoked potentials. Brain stimulation
2018;11(3):536—44.

Casula EP, Maiella M, Pellicciari MC, Porrazzini F, D’Acunto A, Rocchi L, et al.
Novel TMS-EEG indexes to investigate interhemispheric dynamics in humans.
Clin Neurophysiol 2020;131(1):70—7.

Picton TW, Hillyard SA, Krausz HI, Galambos R. Human auditory evoked po-
tentials. I. Evaluation of components. Electroencephalogr Clin Neurophysiol
1974;36(2):179-90.

Farzan F, Vernet M, Shafi MM, Rotenberg A, Daskalakis Z], Pascual-Leone A.
Characterizing and modulating brain circuitry through transcranial magnetic
stimulation combined with electroencephalography. Front Neural Circ
2016;10:73.

ter Braack EM, de Vos CC, van Putten M]. Masking the auditory evoked po-
tential in TMS-EEG: a comparison of various methods. Brain Topogr
2015;28(3):520—-8.

Mouraux A, lannetti GD. Nociceptive laser-evoked brain potentials do not
reflect nociceptive-specific neural activity. J Neurophysiol 2009;101(6):
3258-609.

Brandt ME. Visual and auditory evoked phase resetting of the alpha EEG. Int ]
Psychophysiol 1997;26(1—3):285—98.

Biabani M, Fornito A, Mutanen TP, Morrow ], Rogasch NC. Characterizing and
minimizing the contribution of sensory inputs to TMS-evoked potentials.
Brain stimulation 2019.

Day BL, Dressler D, Maertens de Noordhout A, Marsden CD, Nakashima K,
Rothwell JC, et al. Electric and magnetic stimulation of human motor cortex:
surface EMG and single motor unit responses. ] Physiol 1989;412:449—73.
Leandri M, Parodi CI, Favale E. Early evoked potentials detected from the scalp
of man following infraorbital nerve stimulation. Electroencephalogr Clin
Neurophysiol 1985;62(2):99—107.

Zhu J, Zhang X, Zhao H, Tang YD, Ying TT, Li ST. Utility of brainstem trigeminal
evoked potentials in patients with primary trigeminal neuralgia treated by
microvascular decompression. J Craniofac Surg 2017;28(6):e571—7.
Mehrabyan A, Guest S, Essick G, McGlone F. Tactile and thermal detection
thresholds of the scalp skin. Somatosens Mot Res 2011;28(3—4):31—47.
Rogasch NC, Fitzgerald PB. Assessing cortical network properties using TMS-
EEG. Hum Brain Mapp 2013;34(7):1652—69.

Tremblay S, Rogasch NC, Premoli I, Blumberger DM, Casarotto S, Chen R, et al.
Clinical utility and prospective of TMS-EEG. Clin Neurophysiol 2019;130(5):
802—44.


http://refhub.elsevier.com/S1935-861X(20)30278-3/sref1
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref1
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref1
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref2
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref2
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref2
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref2
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref3
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref3
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref3
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref4
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref4
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref4
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref4
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref4
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref5
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref5
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref5
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref5
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref6
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref6
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref6
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref7
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref7
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref7
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref7
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref8
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref8
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref8
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref8
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref9
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref9
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref9
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref10
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref10
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref10
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref11
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref11
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref11
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref12
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref12
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref12
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref12
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref13
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref13
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref13
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref13
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref13
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref13
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref14
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref14
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref14
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref15
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref15
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref15
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref16
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref16
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref16
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref16
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref17
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref17
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref17
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref17
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref17
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref18
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref18
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref18
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref19
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref19
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref19
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref19
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref20
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref20
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref20
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref21
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref21
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref21
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref21
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref21
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref22
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref22
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref22
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref22
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref23
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref23
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref23
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref24
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref24
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref24
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref24
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref24
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref25
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref25
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref25
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref26
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref26
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref26
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref27
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref27
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref27
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref27
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref28
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref28
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref28
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref28
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref29
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref29
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref29
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref29
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref30
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref30
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref30
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref30
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref31
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref31
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref31
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref31
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref32
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref32
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref32
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref32
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref33
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref33
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref33
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref33
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref34
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref34
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref34
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref35
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref35
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref35
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref35
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref36
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref36
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref36
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref36
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref37
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref37
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref37
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref37
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref38
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref38
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref38
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref38
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref39
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref39
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref39
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref40
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref40
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref40
http://refhub.elsevier.com/S1935-861X(20)30278-3/sref40

	Disentangling EEG responses to TMS due to cortical and peripheral activations
	Introduction
	Materials and methods
	Participants
	Experimental design
	Transcranial magnetic stimulation and electromyography
	Electrical stimulation of the scalp
	Electroencephalographic recording and analysis

	Results
	AEP NOT MASKED vs AEP MASKED
	SHAM vs AEP MASKED
	TEP MASKED vs AEP NOT MASKED
	TEP MASKED vs TEP NOT MASKED
	TEP MASKED vs ES
	SHAM vs ES
	TEP MASKED vs BASELINE
	Correlation analyses

	Discussion
	Contribution of auditory stimulation to the TEP
	Contribution of electrical stimulation of the scalp to the TEP

	Limitations
	Conclusions
	Funding
	CRediT authorship contribution statement
	Declaration of competing interest
	Acknowledgements
	Appendix A. Supplementary data
	References


