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When the heart inhibits the brain: Cardiac phases
modulate short-interval intracortical inhibition

Mario Paci,’’” Pasquale Cardellicchio,*>¢/-8* Paolo Di Luzio,® Mauro Gianni Perrucci,’? Francesca Ferri,’-?
and Marcello Costantini?>*

SUMMARY

The phasic cardiovascular activity influences the central nervous system through the systolic baroreceptor
inputs, inducing widespread inhibitory effects on behavior. Through transcranial magnetic stimulation
(TMS) delivered during resting-state over the left primary motor cortex and across the different cardiac
phases, we measured corticospinal excitability (CSE) and distinct indices of intracortical motor inhibition:
short (SICI) and long (LICI) interval, corresponding to GABA 5 and GABAg neurotransmission, respectively.
We found a significant effect of the cardiac phase on short-intracortical inhibition, without any influence
on LICI. Specifically, SICl was stronger at systole compared to diastole. These results show a tight relation-
ship between the cardiac cycle and the inhibitory neurotransmission within M1, and in particular with
GABA s-ergic-mediated motor inhibition. We hypothesize that this process requires greater motor control
via the gating mechanism and that this, in turn, needs to be recalibrated through the modulation of intra-
cortical inhibition.

INTRODUCTION

The processing of incoming stimuli in the brain’s cortex is not isolated, but rather influenced by the ongoing activity within the same neural
substrate.” This phenomenon, known as state dependency, has been demonstrated in the visual stream, where inhibitory alpha oscillations
play a role in limiting and prioritizing the neuronal processing of sensory representations in complex visual scenes.®© Furthermore, state de-
pendency has also been observed in the motor system, where motor activity can influence sensory integration” and action observation.®

This state dependency effect can be influenced, as previously pointed out, by both top-down factors™'® such as brain oscillations or neuro-
transmitter modulation, and bottom-up factors'' such as interoception.'? In fact, fluctuations in the internal physiological state of the body
can have a widespread impact on the central nervous system."”

One example of this is the influence of cardiovascular activity on cognition and behavior mediated by variations in baroreceptor inputs to
brainstem nuclei.'” Sensory events occurring at different phases of the cardiac cycle, specifically systole (approximately 250/300 ms after the
cardiac R-peak) and diastole (approximately 500 ms after the R-peak), have been found to be processed differently.'>'®

Research has demonstrated that systolic baroreceptor activity particularly affects sensorimotor functions, exerting inhibitory effects on
behavior.'? This can be attributed to the stronger and longer-lasting inhibitory effects produced by the phasic firing of arterial baroreceptors
during systole compared to diastole.

These variations in phasic interoceptive signals driven by the cardiac cycle can even influence motor actions. For instance, reaction times
have been observed to be slower during systole compared to diastole in early reports,”>* but see the study by Salzman and Jaques.”
Consistently, linear decreases in RTs relative to the R-peak were reported in later studies® “ and in more recent detailed investigations.”’ >’
However, the scenario is far complex as perception and action might be dynamically influenced by visceral drives according to recent per-
spectives,” questioning the relevance of simple reaction times as indices of cardiac cycle effects on motor domain. On this matter, some
inconsistencies have arisen studying the behavioral correlates of active and passive action tendencies.’'*? Interestingly, there is evidence
to believe that the heart cycle might have an impact on motor control, as response inhibition efficiency seems to significantly improve
when stop cues are presented at systole during the stop signal task (SST).>* These results support the hypothesis that the physiological fluc-
tuations in the baroreceptor inputs conveyed to the brainstem nuclei and driven by phasic cardiovascular activity could have an impact on
motor control and reactive inhibition. Specifically, the increase in the state of physiological arousal which occurs at systole seems to improve
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Figure 1. Results of MEPs with t test analyses
Group MEPs as a function of cardiac phase with individual data points. Data are represented as mean + SEM.

the performance on the SST. This task is used to estimate individuals’ ability to suppress a response already initiated, that is, the time required
to inhibit a response, namely the stop signal reaction time (SSRT; shorter SSRT = better inhibition). Crucially, the inhibitory processes under-
lying the SST seem to be mainly modulated by the circuits of short-interval intracortical inhibition (SICI).>*~° SICl is elicited by pairing a
subthreshold conditioning stimulus (CS) with a suprathreshold test stimulus (TS) delivered after 1-6 ms and it is thought to reflect fast-acting
inhibitory postsynaptic potentials mainly mediated by GABAA neurotransmission. A significant increase in SICI has been measured online
during stop trials compared to go trials, and it has been even hypothesized that the trait-like individual differences in the neurophysiological
markers of intracortical inhibition (and in SICl in particular) might predict behavioral motor inhibition capacities,”’**" as supported by several
negative correlations reported between SICI, measured at rest, and SSRT.2*38:42

However, despite the frequent aforementioned behavioral associations between the cardiac cycle and motor reactivity, no studies
have yet investigated whether the heart cycle has an impact on the motor system by means of the GABAergic neurotransmitter
modulation. To date, these cardiac-behavioral associations do not seem to have a neurophysiological counterpart, at least with regard
to corticospinal excitability (CSE). In fact, converging studies reported no interactions between the cardiac cycle and CSE** (
the study by Al et al.*’). Thus, we decided to focus not only on the excitability but also, and foremost on the neurophysiological markers
of motor inhibition, measuring these across the different phases of cardiovascular activity. We here addressed the neurophysiological
counterparts of this cardiac-behavioral association by investigating the relationship between the cardiac cycle and intracortical inhibition
within the primary motor cortex (M1) by measuring SICI, long-interval intracortical inhibition (LICI), and motor evoked potential (MEP) eli-
cited at systole and at diastole, respectively. While the amplitude of the MEPs provides an instantaneous readout of the state of the motor
system by CSE,*®*? SICI and LICI consist in a reduction of CSE modulated by different GABAergic neurotransmission. LIC, differently from
SICI that recruits faster GABA receptors,”® ™ is thought to reflect slower inhibitory postsynaptic potentials within M1 mainly mediated
by the activity of GABAg receptors, and it is elicited by pairing a suprathreshold CS with a second suprathreshold TS delivered after
100 ms 515356

Specifically, since SICI and LICl were both acquired through paired-pulses transcranial magnetic stimulation (TMS) procedures, we locked
the respective CS either at systole or diastole, 250 and 500 ms after the R-peak of the electrocardiogram. MEP amplitudes were measured
from the CS of LICI for each cardiac phase. The relative TS was delivered 3 (SICI) and 100 ms (LICI) after the CS. In this way, both SICI and
LICI were evoked precisely at either systole or diastole, so as to test the hypothesis that GABAergic neurotransmitter modulation, and in
particular fast-acting inhibitory postsynaptic potentials GABAA neurotransmission, might be affected by the physiological fluctuations of
the baroreceptor inputs induced by phasic cardiovascular activity.

see also

RESULTS

One participant (M) was excluded from the data analysis since heart rate (HR) was higher than 100 bpm.** Overall, the average HR was 72 bpm,
while the average resting motor threshold was 45% of the maximum stimulator output (ranging from 39% to 55%, SD = 5%). Mean MEP ampli-
tude was 0.59 mV (SD = 0.39) at systole and 0.58 mV (SD = 0.40) at diastole. Paired sample t tests showed no difference in MEP amplitude
between systole and diastole (tp = —1.04, p = 0.31 Cohen’s d = 0.22). The MEP data are shown in Figure 1. Mean SICI ratio was 0.28
(SD =0.18) at systole and 0.34 (SD = 0.18) at diastole. Paired sample t tests showed a significant difference in SICl between systole and diastole
(tog = —2.52, p = 0.02, Cohen’s d = 0.55). Mean LICl ratio was 0.19 (SD = 0.15) at systole and 0.19 (SD = 0.17) at diastole. Paired sample t tests
showed no significant differences in LICI (tpg = —0.15, p = 0.88 Cohen’s d = 0.03). SICl and LICI data are shown in Figure 2.

DISCUSSION

The present study was designed to study how an internal physiological body state could interact with the brain at rest.
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Figure 2. Results of intracortical inhibition with t test analyses
Average LICI (left side) and SICI (right side) as a function of cardiac phase, with individual data points. Lower values indicate stronger LICI or SICI. Data are
represented as mean + SEM and asterisks show significant differences (p < 0.05).

Specifically, we were interested in determining whether the neurophysiological pattern of GABAergic-mediated intracortical inhibition
within M1 varies across the different phases of the cardiac cycle. We here addressed this experimental question by measuring CSE, SICI,
and LICl at systole and diastole, following the hypothesis that SICI could be stronger at systole rather than at diastole. This hypothesis is sup-
ported by the association between the strength of SICI and the efficiency of reactive response inhibition®~* and the improvement of this
behavioral inhibition during the systolic phase.*

In line with these converging pieces of evidence, our results showed a significant difference in SICl evoked across the two cardiac phases.
Specifically, we observed stronger SICI during systole compared to diastole, which supports the hypothesis that the cardiac cycle might in-
fluence the neurophysiological pattern of intracortical inhibition within M1. These results imply that cardiac interoceptive signals might influ-
ence motor cortex inhibition and, crucially, the effect seems to be specific for SICI only, namely for fast-acting GABAa-ergic-mediated motor
inhibition. Conversely, there was no significant difference in LICI measured at systole and diastole.

On a physiological level, two separate receptor types play a role in GABAergic inhibition, namely GABAA and GABAg. These receptors
are responsible for enabling different form of inhibition®” since GABA, is acting through ionotropic mechanism and GABAg is a metab-
otropic receptor, leading respectively to a fast and powerful synaptic inhibition in contrast to a slow and mild modulation of neuronal
function.®

Itis widely accepted that SICl is primarily mediated by type A receptors
transmission via the GABAg receptor.®® Given this, our results suggest that cardiac-related signals interact selectively with a specific inhibitory
mechanism (i.e., GABAs-mediated) which is associated with the phasic shaping of neuronal firing within a brief interval (e.g., systole). This
could be plausible as it appears that SICI can be rapidly downregulated (activation phase) or upregulated (deactivation phase) depending
on the movement phase, differently from LICI which does not exhibit significant modulation between rest and activation, nor between the
activation and deactivation phases of the movement.®> Therefore, it could be supposed that heart-driven activity tunes motor cortical excit-
ability by inhibition, carried by the most feasible substrate to achieve fast modulations (i.e., GABA,). We cannot, however, exclude that the
influence of visceral signaling may be circumscribed solely on type-A receptors as they are more sensitive to GABA fluctuations relative to
type-B receptors, which requires a higher concentration or a longer exposure to GABA.*

Moreover, our findings could be linked to motor-related beta oscillations®’*“® as this rhythm in M1 has been associated with drives of
GABAergic modulation.®”"" Crucially, it was found that movement-related beta desynchronizations, which are electroencephalogram pre-
motor correlates, are coupled with GABA, modulation.”” Hence, it seems reasonable that we traced a specific effect on a GABA, readout
measure (i.e., SICI), since the same receptor system may be functional for the modulation of the rhythms associated with motor control.

Our study also found the amplitude of MEPs to be consistent across different phases of the cardiac cycle. This observation aligns with pre-
vious literature”*™*® and underscores the non-variability of MEP amplitude in relation to cardiac dynamics. Conversely, findings reported in
another study”’ diverge from our own. This variance could likely be ascribed to differences in the experimental methodology. Specifically,
the timing of TMS in relation to the cardiac cycle is a critical variable that might complicate the direct comparison of outcomes. In our research,
to preclude ambiguous interpretations, we intentionally administered TMS pulses outside the time window immediately adjacent to the
R-peak. This approach was taken to ensure a clear delineation of the systolic phase. We based our definition on a time frame that correlates
with the processing of central baroreceptors, a decision supported by a range of psychophysiological studies.”*”® Moreover, the potential for
|lateralization effects to contribute to the observed differences cannot be entirely dismissed.”” The pattern of corticospinal activation we docu-
mented, which did not differ between systole and diastole, indicates that the cardiac-related modulation of the SICl ratio is a specific effect,
rather than a byproduct of altered CSE.

926162 and conversely, that LICI most likely occurs through neuro-
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A multitude of converging results support the hypothesis that a stronger intracortical inhibition predicts higher motor control.”® Specif-
ically, a lower SICl ratio is associated with a better inhibitory performance during the SST.* Moreover, this heightened modulation of SICI
during systole, as opposed to the diastole, aligns with the observed improvement in reactive motor inhibition performance when stop
cues are presented during systole.*® With regard to behavior, it is worth mentioning that other authors reported how the inhibitory perfor-
mance could not be impacted,”” or even impaired,”® depending on cardiac activity. The discrepancies among results may be related to the
different types of tasks or stimuli used, possibly recruiting complementary mechanisms such as conflict resolution or deliberate inhibition. In
fact, behavioral suppression is achieved by a series of subprocesses, encompassing either low-level perceptual processes (e.g., signal detec-
tion) or high-level cognitive control functions.®'

In some circumstances, the actual effect of the cardiac cycle on response inhibition might be overshadowed by the presence of other
subprocesses. This view aligns with the notion that the heart-dependent effects are moderate and susceptible to additional cognitive pro-
cesses.” It also highlights the necessity for further investigation on which inhibitory mechanisms are specifically influenced by cardiac con-
tractions signals, since reactive™ and volitional’” motor control appear to be differently affected. Suitable attempts should assess distinct
subprocesses related to motor control, matching as much as possible stimuli characteristics and task demands to avoid any bias of intervening
processes.

In the present study, we can primarily interpret the results from a neurophysiological perspective that correspond with the aim of the work,
proposing a GABA substrate accountable for the heart-driven SICI modulation. This in turn hints to a plausible behavioral scenario related to
higher motor inhibition®***’® that should be carefully examined in future research.

Lastly, the neural modulation found here supports the principles of the gating-by-inhibition hypothesis.”“ Originally observed in the
visual system, this phenomenon is believed to improve spatial and temporal discrimination of various sensory inputs in the visual system.®
While initially proposed in relation to phase-coding and the organization of sequential sensory processing using alpha oscillations,®™
the same working mechanism could be applicable to the motor system. According to this mechanism, inhibitory oscillations restrict
and prioritize neuronal processing. At oscillatory peaks, inhibition effectively suppresses neuronal firing, preventing activation. During sys-
tole, the blood is ejected from the two ventricles, flowing into both the pulmonic and aortic circulation systems. Based on our findings, we
hypothesize that this process requires greater motor control via the gating mechanism and that this, in turn, needs to be recalibrated
through the modulation of intracortical inhibition. This recalibration serves two potential purposes: first, to prevent undesired muscle ac-
tivations,®* and second, to enhance the differentiation between activity and rest, or more precisely, between engaged muscles and mus-
cles at rest.®®

Overall, these results show that cardiac interoceptive signals influence motor cortex inhibition and that this effect is specific for SICI, an
index of GABAx-ergic-mediated motor inhibition, supporting the hypothesis that there might be a tight relationship between the phases
of the cardiac cycle and the inhibitory neurotransmission within M1. This suggests that at systole, stronger physiological arousal signals
prompt faster and more efficient responses to stop cues. This is in line not only with an increased likelihood of detecting and responding
to salient events but also, at the neural level, with a stronger reactive SICl-mediated inhibition. To date, the present study has been the first
one to show that the cardiac phasic interoceptive signals might influence not only behavior and cognition but also modulate intracortical in-
hibition within M1.

Limitations of the study

In this study, we investigated how the cardiovascular activity influences the central nervous system through intracortical-inhibition modulation.
We delivered TMS pulse at fixed time points (250 and 500 ms) following the R-peak. Although these time windows correspond, respectively, to
the time phases of systole and diastole, we cannot rule out any temporal variability that may have introduced noise into our results. Addition-
ally, the scope of the present study could be extended by integrating an appropriate behavioral task into its design, to root this cardiac-driven
neurophysiological effect into more functional and operative interpretations. Future studies will hopefully address these limitations.

STARXxMETHODS

Detailed methods are provided in the online version of this paper and include the following:

o KEY RESOURCES TABLE
o RESOURCE AVAILABILITY
O Lead contact
O Materials availability
O Data and code availability
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O Participants
o METHOD DETAILS
O ECG and EMG recordings
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o QUANTIFICATION AND STATISTICAL ANALYSIS
O Data pre-processing and analysis
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REAGENT or RESOURCE SOURCE IDENTIFIER

Deposited data

Raw data This paper Reserved https://doi.org/10.17632/csb2w8f53m. 1
https://data.mendeley.com/drafts/csb2w8f53m

Software and algorithms

Psychtoolbox (version 3.0.14) Psychophysics Toolbox http://psychtoolbox.org/ RRID: SCR_002881

Signal software

MATLAB R2018a

Cambridge Electronic Design Limited
MathWorks

http://ced.co.uk/products/sigovin RRID:SCR_017081
https://www.mathworks.com/ RRID:SCR_001622

Statistica Statsoft http://www.statsoft.com/Products/STATISTICA/
Product-Index RRID:SCR_014213

Other

Figure-of-eight TMS coil (7 cm diameter) Magstim https://www.magstim.com

Magstim 2007 stimulator Magstim https://www.magstim.com

CED power1401
Biopac MP160
DTU100 Digital Trigger Unit

Cambridge Electronic Design Limited
Biopac Systems Inc

Biopac Systems Inc

http://ced.co.uk/ RRID:SCR_017282
https://www.biopac.com RRID:SCR_014829
https://www.biopac.com RRID:SCR_014829

RESOURCE AVAILABILITY
Lead contact

Further information and requests for resources should be directed to and will be fulfilled by the Lead Contact, Mario Paci (mario.paci@
unich.it).

Materials availability
This study did not generate new unique reagents.

Data and code availability
Original data have been deposited at Mendeley Data and are publicly available as of the date of publication. The accession numbers or URL
for the datasets are listed in the key resources table.

This paper does not report the original code.

Any additional information required to reanalyze the data reported in this paper is available from the lead contact upon request.

EXPERIMENTAL MODEL AND STUDY PARTICIPANT DETAILS

Participants

We recruited 21 white/Caucasian right-handed participants (6 males, mean age 25.9 £ 3.2) with no history of cardiovascular or neuropsychi-
atric diseases, and no other contraindications to TMS,% as self-reported. Handedness was assessed with the Edinburgh Handedness Inven-
tory.” Participants were informed about the experimental procedure and provided their written consent before taking part in the study. The
study took place at ITAB (Institute for Advanced Biomedical Technologies) in Chieti. The number of participants was in line with previous
works showing how individual differences in motor cortex inhibition measured at rest can predict motor inhibition performance.®>*® The study
was approved by the Ethics Committee of the Department of Psychological Sciences, Health and Territory, University G. d’Annunzio, Chieti-
Pescara and was conducted in accordance with the ethical standards of the last update of the Helsinki Declaration (2013).

METHOD DETAILS
ECG and EMG recordings

The electrocardiogram (ECG) was recorded using three disposable ECG surface electrodes set according to the standard lead Il configuration
and connected to a Biopac MP160 System (BIOPAC Systems, Inc., Goleta, CA, USA) supplied with a DTU100 Digital Trigger Unit (BIOPAC
Systems, Inc., Goleta, CA, USA) module. Surface EMG activity from the right First Dorsal Interosseous (FDI) muscle was recorded using three
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disposable EMG electrodes placed in a belly-tendon montage and connected to a CED Micro 1401 (Cambridge Electronic Design, Cam-
bridge, UK). ECG raw signals were amplified and band-pass filtered (0.5-40 Hz) while EMG raw signals were amplified (1000x), digitized at
a sampling rate of 8 kHz, and filtered using an analogical online band-pass (20-250 Hz) and a 50 Hz notch filter. Both ECG and EMG recorded
throughout the TMS procedure were stored for off-line analyses performed with AcgKnowledge software program (BIOPAC Systems, Inc.,
Goleta, CA, USA) and Signal 6.04 software (Cambridge Electronic Design, Cambridge, UK), respectively.

TMS protocol

Paired-pulse TMS was delivered over the left primary motor cortex using a 70 mm figure-of-eight coil with poster-anterior orientation con-
nected to two 2007 monophasic Magstim stimulators (Magstim, Whitland, UK) integrated into a BiStim? module. The coil was positioned
tangentially to the scalp following the orthodox method,**®? with the handle pointed backward, angled 45 degrees from the midline, perpen-
dicular to the central sulcus. The hotspot of the right FDI muscle was identified by manoeuvring the coil around the left M1 hand area in steps
of 0.5 cm until eliciting the maximum amplitude motor-evoked potentials (MEPs) using slightly suprathreshold stimuli. For each subject, FDI
hotspot was marked on a head cap to maximize coil placement consistency through the testing sessions.

According to conventional criteria, individuals’ resting motor threshold (rMT) was identified by gradually adjusting the intensity of the stim-
ulator until reaching the minimum percentage of the maximum stimulator output necessary to elicit consistent MEPs with a peak-to-peak
amplitude > 50 pV during muscle relaxation in 5 out of 10 consecutive stimuli.”*"’

For each participant, rMT was used to determine the specific intensity of TMS subthreshold and suprathreshold stimulations, which were
set at 80% and 120% of this individual value, respectively. Specifically, the subthreshold conditioning stimuli of SICI was set at an intensity of
80% rMT, a percentage which has been confirmed not to induce MEPs.*>”° The intensity of the suprathreshold stimuli was set to 120% of rMT,
a percentage that is considered appropriate for the SICI and LICI.>>"%?° The combinations of these different levels of stimulation intensity
paired at the appropriate interstimulus interval (ISI) are considered appropriate to measure SICI (CS = 80% rMT, ISI = 3 ms, TS = 120%
rMT) and LICI (CS = 120% rMT, ISI = 100 ms, TS = 120% rMT), respectively.g4 76

TMS pulses were synchronized with the ECG signal using the cardiac R-peak as a digital trigger, to lock the CS at either systole or diastole
(250 and 500 ms after the R-peak, respectively). This was implemented through a custom-made E-Prime script capable to integrate the signal
received from the DTU100 module of the BIOPAC MP160 System with a Trigger Station™ (BrainTrends Ltd., Rome, Italy) used to trigger the
TMS. SICI and LICI were measured across two distinct blocks of 50 stimulations each (100 total paired-pulses); CS were randomly locked at
either systole or diastole, 250 or 500 ms after the cardiac R-peak, for a total of 25 SICl and 25 LICl for each cardiac phase. The resulting number
of repetitions was considered optimal to obtain a reliable measure of ICI.?” Paired-pulses TMS stimulations were delivered with an interval
jittered between 8 and 13 seconds in order to avoid any habituation or hysteresis effect. In each block of stimulation (i.e., SICI and LICI)
the coil was controlled to adhere on the marked position of the cap. In order to reduce coil movements from the marked hotspot, coil position
was fixed by a mechanical support and was continuously monitored by the experimenter. The whole procedure was performed while partic-
ipants were resting, looking at a fixation cross. None of the participants reported any negative side effects during or after the TMS procedure.

QUANTIFICATION AND STATISTICAL ANALYSIS

Data pre-processing and analysis

MEPs were calculated as peak-to-peak amplitudes in a time window of 18 to 35 ms after the TMS pulse. Trials were rejected if during the
acquisition stage any pronounced head movement occurred before or during the stimulation. Moreover, for each TMS-evoked parameter
(MEP; SICI, LICI) trials were excluded from data analysis if any of the following conditions were not met: (1) root mean squared of the back-
ground EMG activity in the window of -50 to -5 ms prior the conditioning stimulus within mean + 2 SD of all stimuli; (2) TMS-evoked activity not
larger nor smaller than Mean + 2.5 SD of all stimuli of the respective corresponding evoked activity.”® MEPs (in mV) were calculated as peak-
to-peak amplitudes from the CS of LICI, within a time window from 20 to 35 ms after the TMS pulse, and averaged for each cardiac phase.”””*
SICl was calculated as the ratio between the mean TS of SICl (i.e., conditioned MEP) averaged for each cardiac phase and the respective aver-
aged control MEP (i.e., CS of LICI) matching the cardiac phase, so as the lowest the value of this ratio, the higher the corresponding mediated
inhibition in that condition. Conversely, LICI was calculated for each trial as the ratio between the TS and the respective CS and then averaged
for each cardiac phase. Preliminary inspection, analysis, and offline extraction were all carried out using Signal 6.04 software (Cambridge Elec-
tronic Design, Cambridge, UK). Three independent paired two-tailed t-tests were performed to compare differences in MEP, SICI, and LICI
between systole and diastole.

iScience 27, 109140, March 15, 2024 9




	ISCI109140_proof_v27i3.pdf
	When the heart inhibits the brain: Cardiac phases modulate short-interval intracortical inhibition
	Introduction
	Results
	Discussion
	Limitations of the study

	Acknowledgments
	Author contributions
	Declaration of interests
	References
	STAR★Methods
	Key resources table
	Resource availability
	Lead contact
	Materials availability
	Data and code availability

	Experimental model and study participant details
	Participants

	Method details
	ECG and EMG recordings
	TMS protocol

	Quantification and statistical analysis
	Data pre-processing and analysis





