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Abstract: Objectives: This study aimed to elucidate the mechanisms of chiropractic care using resting
electroencephalography (EEG), somatosensory evoked potentials (SEPs), clinical health assessments
(Fitbit), and Patient-reported Outcomes Measurement Information System (PROMIS-29). Methods:
Seventy-six people with chronic low back pain (mean age + SD: 45 + 11 years, 33 female) were
randomised into control (n = 38) and chiropractic (n = 38) groups. EEG and SEPs were collected
pre and post the first intervention and post 4 weeks of intervention. PROMIS-29 was measured pre
and post 4 weeks. Fitbit data were recorded continuously. Results: Spectral analysis of resting EEG
showed a significant increase in Theta, Alpha and Beta, and a significant decrease in Delta power
in the chiropractic group post intervention. Source localisation revealed a significant increase in
Alpha activity within the Default Mode Network (DMN) post intervention and post 4 weeks. A
significant decrease in N30 SEP peak amplitude post intervention and post 4 weeks was found in the
chiropractic group. Source localisation demonstrated significant changes in Alpha and Beta power
within the DMN post-intervention and post 4 weeks. Significant improvements in light sleep stage
were observed in the chiropractic group along with enhanced overall quality of life post 4 weeks,
including significant reductions in anxiety, depression, fatigue, and pain. Conclusions: These findings
indicate that many health benefits of chiropractic care are due to altered brain activity.

Keywords: chiropractic; electroencephalogram (EEG); somatosensory evoked potentials (SEPs);
default mode network (DMN); PROMIS-29

1. Introduction

Chiropractic care is based on the premise that correcting vertebral subluxations im-
proves central neural function, improving human performance and clinical outcomes [1-3].
Vertebral subluxation is recognised by the World Health Organization as a biomechanical
lesion within the vertebral column and is classified under the ICD-10-CM code M99.1 [4]. It
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is characterised by abnormal movement or function of spinal segments which is identified
by clinical markers such as restricted intersegmental range of motion, tenderness upon
palpation, palpable asymmetric intervertebral muscle tension, and altered joint play and
end feel [5,60]. Vertebral subluxation involves altered afferent input from muscle spindles
in the paraspinal muscles at the subluxated levels [2,7]. This disruption in sensory input
can cause maladaptive central neural plastic changes, resulting in impaired sensorimotor
integration and control [2,8-10]. These maladaptive central plastic changes in the central
nervous system (CNS) can worsen over time [2,7,11-13], which is thought to contribute to
dysfunction, pain, and other symptoms by disrupting normal sensorimotor control [2,7].
These maladaptive central plastic changes are thought to be reversed or improved through
chiropractic care [2,12-14].

Over the past decade, multiple studies have shown that chiropractic adjustments
alter central neural function and improve the ability of peripheral muscles to produce
force [2,15-20]. Chiropractic adjustments have been shown to influence various aspects
of neurophysiology, including somatosensory processing, sensorimotor integration, and
motor control [1,2,18,19,21-23], all crucial for executing motor tasks accurately and recover-
ing from central nervous system injuries [24,25]. Notably, a single session of chiropractic
spinal adjustment was found to increase plantar flexor muscle strength in college stu-
dents [18], in elite athletes [15] and in stroke survivors [20]. Moreover, when chiropractic
spinal adjustments were combined with physical therapy over four weeks in people with
chronic stroke, it led to greater improvements in motor function compared to physical
therapy alone or physical therapy combined with sham chiropractic care [26]. Despite these
promising findings, it is still unclear how neurophysiological alterations after chiropractic
care translate into clinically significant improvements in function and overall quality of life;
i.e., the mechanisms involved are not yet fully elucidated.

Work to date, using techniques such as transcranial magnetic stimulation and so-
matosensory evoked potentials (SEPs), have studied the effects of chiropractic care and
found that neuroplastic brain changes occur in structures such as the primary somatosen-
sory cortex, primary motor cortex, prefrontal cortex (PFC), and cerebellum [16,17,27,28].
Improvements in either prefrontal cortex or cerebellar function could explain many of
the clinically relevant changes that have been documented following chiropractic care,
such as improved joint position sense error [29], cortical processing [17,30], reflex excitabil-
ity [31], reaction time [30], cortical sensorimotor integration [17,28], motor control [2],
upper and lower limb muscle functions [2,15,18,20,32-35], and pain changes, particularly
changes in unpleasantness feelings and catastrophising [36]. The PFC is considered the
central hub for mental comorbidities associated with chronic pain, including not only
pain unpleasantness feelings but also depressive mood, impaired cognition, and pain
catastrophising, among others [36]. Both the PFC and the Cerebellum are fundamental
structures responsible for multimodal integration and an accurate inner body schema and
external world schema [37-39]. It is also becoming increasingly evident that both the PFC
and cerebellum influence emotional control and mental health [40-42], as well as neu-
roendocrine responses [43,44], autonomic nervous system function [45,46], and immune
function [47,48].

To examine the neuroplastic alterations that occur following chiropractic adjustments,
neurophysiological measures such as functional magnetic resonance imaging (fMRI) and
electroencephalography (EEG) can be used. More recently, the literature has begun to
emphasise the importance of synchronised activities across brain regions, which can be
measured using functional connectivity analysis [49]. Connectivity analysis is a power-
ful method for examining the communication and collaboration between different brain
regions, i.e., networks within the brain [50]. It involves measuring functional connectiv-
ity (communication between brain sources or sensors), including linear and non-linear
processes within the brain [51]. Using fMRI, Gay and colleagues [52] found changes in
resting functional connectivity within the pain processing network (PPN) and decreased
pain intensity after manual therapy in people with experimentally induced muscle-related
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low back pain. Even though functional connectivity can be analysed directly from fMRI
measurements, EEG is considered a superior method to study functional connectivity as it
provides better temporal resolution, accessibility, and lower examination costs [53,54].

With EEG, functional connectivity analysis can be performed at the sensor level [55]
or the source level [56]. EEG signals at the sensor level express a complex mixture of
overlapping signals from other EEG sensors due to volume conduction [57]. Therefore,
EEG source reconstruction is considered more robust for calculating functional connectivity
between sources [56]. Irrespective of sensor and source-based approaches, two widely used
approaches to measure functional connectivity are (1) Coherence and (2) Phase lag index
(PLI). Coherence, a commonly used method, evaluates the linear relationships between
signals by measuring the consistency of phase variances between two signals over time [58].
In contrast, PLI evaluates non-linear relationships by quantifying the asymmetry of the
distribution of phase variances between signals. It focuses on genuine interactions and
avoids spurious correlations caused by volume conduction effects [58]. Therefore, PLI is
the preferred method to measure functional connectivity.

Two previous studies have explored EEG connectivity changes before and after chi-
ropractic care using PLI at source level [59,60]. One of these studies explored the effects
of chiropractic care on tonic pain [59], and the other explored the effects of chiropractic
care in stroke survivors [60]. In the first study, a single session of chiropractic adjustments
appeared to alter the way the brain processes tonic pain signals [59]. In the stroke survivors,
there was a significant increase in functional connectivity in the Alpha band within the
default mode network (DMN), in particular, an increase in functional connectivity between
the posterior cingulate cortex (PCC) and parahippocampal (ParaH) regions [60]. However,
these findings have only been examined in stroke survivors to date.

Therefore, this study aimed to investigate the immediate and prolonged effect of
chiropractic care on various neurophysiological (resting state EEG and SEPs) and clinical
health parameters (using a Fitbit and patient-reported outcome measure (PROM)) in people
with non-specific chronic low back pain (CLBP), to better understand the mechanisms of
chiropractic care.

2. Materials and Methods
2.1. Design and Setting

This parallel-group randomised controlled design study was conducted at a private
chiropractic clinic in Henley-on-Thames, England, in 2022 /2023. The study was approved
by the Research Ethics Panel of King’s College London (HR-20/21-20326, 2 November
2020). The New Zealand College Chiropractic Research Committee also approved the study.
The study was conducted in accordance with the Declaration of Helsinki.

2.2. Participants

Seventy-six people with non-specific CLBP participated in the study. They were
recruited from the surrounding areas of Henley-on-Thames, England, through local adver-
tising. Participants were divided into the following two groups: an intervention + usual
care group (n = 38) and a usual care control group (n = 38). Participants were included if
they were aged between 18 and 60 years, had pain located between the lower rib margins
and the buttock crease [61] present for at least three months in the last year to be counted
as CLBP [62], and had no identifiable patho-anatomical cause for the pain [63]. Participants
were excluded from the study if their current pain was above 7/10 on a visual analogue
pain scale, had a history of previous fractures, previous spinal surgery, high blood pressure,
and metabolic, inflammatory, or neoplastic disease, or they were unable to perform the
assessment procedures due to contraindications or movement limitations. All participants
gave their written informed consent prior to participating in the study.
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2.3. Procedure

Following recruitment and screening, eligible participants were randomly divided to
receive either four weeks of usual care (control) or four weeks chiropractic + usual care
(intervention) using a computer-generated block randomisation scheme (5 blocks). The
EEG data (resting + SEPs) was measured before (pre-intervention), immediately after the
first session (post intervention), and after 4 weeks of intervention or control (post 4 weeks
intervention) by an investigator with over 10 years of experience in the field. The PROMIS-
29 was completed before and after the 4 weeks of intervention. Sleep stages and physical
activity were continuously recorded by Fitbit watches for four weeks in both groups.
Blinding the chiropractor or participants to intervention assignment was not feasible due
to the manual nature of the intervention. Nonetheless, all essential study investigators and
data analysts remained unaware of the intervention group allocation details throughout
the study period and until the final analysis was concluded. All recorded data underwent
anonymisation and were assigned a pre-established code to conceal group allocation and
ensure appropriate blinding.

2.4. Interventions

The chiropractic care and usual care control interventions were similar to those used
in previous studies that have investigated the neurophysiological effects of chiropractic
spinal adjustments [1,2,20,26,60,64—66].

2.4.1. Chiropractic Care

The participants in this group underwent usual care in addition to four weeks of the
chiropractic care that included manual high-velocity low-amplitude (HVLA) adjustments to
the spine or pelvic joints (pubic symphysis, sacroiliac joints, and sacrococcygeal joints) iden-
tified as being subluxated [6,67]. These HVLA directed at vertebral subluxations rapidly
stretch the surrounding paraspinal tissues and, in particular, the deep small paraspinal
muscles [68-74]. This results in a “bombardment” of proprioceptive input to the CNS
that elicits the changes in central neural excitability and motor control changes [2,68-78].
The sites selected for spinal adjustment were based on the chiropractors experience and
included clinical indicators of vertebral subluxations [6], such as tenderness to palpation
of the relevant joints, manual palpation for restricted intersegmental range of movement,
palpable asymmetric intervertebral muscle tension, and any unusual or blocked joint play
and end feel of the joints [5,6]. Chiropractors routinely use these biomechanical and neu-
rophysiological markers to identify vertebral subluxations and as clinical indicators for
chiropractic care [5,6]. Multiple levels of the spine were adjusted in each participant if
required. Chiropractic care was provided approximately three times per week for four
weeks, with each visit lasting about 15 min. The chiropractor who performed all the experi-
mental interventions and the first control intervention session was a highly accomplished
practitioner with 30 years of clinical experience. He is trained in multiple different chiro-
practic techniques and has created his own system for pragmatically determining what
each patient needs clinically.

2.4.2. Usual Care (Control)

Usual care referred to any care recommended or prescribed by non-chiropractic health
providers for CLBP, including self-management advice, pharmacologic pain management,
physical therapy, or referral to a pain clinic. Along with usual care, participants underwent
the same assessment for spinal and pelvic dysfunction as the chiropractic care group
for the first control session only. This group’s first control session, therefore, acted as a
physiological control for possible changes occurring due to the cutaneous, muscular, or
vestibular input that would have occurred with the passive and active movements involved
in preparing a patient for chiropractic spinal adjustments. Thus, the only difference between
the first intervention and the first usual care control is the application of the HVLA thrusts
to the dysfunctional spinal segments. During this first control session, this group, therefore,
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acted as a control for the time it takes to perform the HVLA adjustments, and the touch and
movement of the participant that occurs as the chiropractor moves them into an adjustment
setup. During the adjustment setups for this first control intervention, the chiropractor
was careful not to thrust on the spine or take a vertebral segment to end-range tension.
The duration of the first control intervention was similar to that of the chiropractic care.
For the rest of the four-week control period, the control group had no interaction with
the chiropractor or researchers, carrying on with any recommendations prescribed by
non-chiropractic health providers for their CLBP.

2.5. Outcome Measures
2.5.1. Electroencephalogram (EEG)

EEG was recorded using a 64 channel Brainwave EEG cap coupled with a REFA
amplifier (TMSi, Oldenzaal, The Netherlands) at a sampling rate of 2.048 Hz. The recordings
were obtained from 64 scalp sites, following the 10-20 electrode system [79], with the
ground electrode situated at AFz and both mastoids (M1 and M2) employed as reference
points. Electrode impedance was consistently maintained below 10 k). Participants were
seated comfortably in a chair, in front of a screen, and were asked to focus on a white
fixation cross with black background displayed in the centre of a computer screen while
minimising eye blinks, eye movements, and facial movements for three minutes (resting
state EEG).

2.5.2. Somatosensory Evoked Potentials (SEPs)

The median nerve was stimulated using electrical pulses delivered by the electrical
stimulator (Digitimer DS7AH, Welwyn Garden City, UK) to evoke SEPs, as done in our pre-
vious studies from our research group [17,22,80,81]. The stimulation electrodes (Neuroline
700, AMBU A/S, Ballerup, Denmark) were placed at the left wrist. The motor threshold
was defined as the lowest current intensity, which elicited a visible twitch of the thumb.
Before and after chiropractic care or control, 1000 electrical pulses were given to the median
nerve. The stimulation pulse was monophasic, with a width of 0.2 ms and a frequency of
2.3 Hz.

2.5.3. Sleep and Physical Activity Using Fitbit

The use of commercially available wearable devices that monitor physiological activity,
such as heart rate, number of steps taken, and sleep stages, is growing [82]. These wearable
devices are an easy and non-invasive method for capturing a wide range of physiological
measures from the wearer [82]. Using the Fitabase analytics system (Small Steps Labs,
San Diego, CA, USA), data from physical activity trackers were remotely collected and
aggregated whenever data were transmitted to the users’ personal Fitbit dashboards. Data
captured included time in different sleep stages (awake, light, deep, rapid eye movement
(REM)) per 30 s, time spent on different levels of physical activity (lightly active, fairly
active, very active) per day, and heart rate per 5 s (the lowest resolution available using the
Fitabase platform [83].

2.5.4. Patient-Reported Outcome Measure

Patient-reported Outcomes Measurement Information System (PROMIS-29 v2.0) was
used to measure Health-related quality of life (QOL). It assesses pain intensity using a
single 0-10 numeric rating item and seven health domains (physical function, fatigue,
pain interference, depressive symptoms, anxiety, ability to participate in social roles and
activities, and sleep disturbance), using four items per domain [84]. These comorbidities
are highly correlated with CLBP [85,86]. The total score for all questions was calculated
by summing individual scores, and subscores for each domain were also calculated. The
PROMIS-29 v2.0 is a reliable and valid instrument that can be used to assess the impacts of
health care and track changes in health over time [84].
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2.6. Data Analysis
2.6.1. EEG Data Preprocessing

The overall flow graph of the EEG data processing for the study is shown in Figure 1.

Cleaning
Re-referencing o Give 68 x 68
ICA/Artifact removal Source localization connectivity matrices
Get 68 Regions of Perform PLI analysis
Preprocessing interest data from biﬁg:‘g:{ﬁgiigﬂs an each frequency
brainstorm band
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- - - -

Highlight significant e Add PLI connectivity
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b A b A

Brain sources name
of DMN (14 x 14)

Figure 1. Data Analysis Pipeline for EEG.

The raw EEG data were preprocessed offline using EEGLAB (version 14.1.1) [87] and
ERPLAB (version 6.1.4) [88] running on MATLAB (2015b) (The MathWorks, Inc., Natick,
MA, USA).

For the EEG preprocessing, 62 electrodes were re-referenced to achieve a common
average reference excluding the two mastoids. PREP pipeline (version 0.55.1) [89] was used
to remove and interpolate bad channels and remove line noise. After running the PREP
pipeline, epochs were extracted for SEPs from —20 to 300 ms to the stimulus and were
baseline-corrected using the pre-stimulus period. The bad epochs were visually removed
from the data before running the independent component analysis (ICA). Custom-written
ICA code was then used to remove bad components from the SEPs and continuous EEG
data. The SEP data obtained after ICA were subjected to the ERPLAB artifact detection
algorithm of moving window threshold [88]. A 20 ms window width and a 5 ms step were
defined with a threshold of £100 uV. The epochs in which the signal exceeded 100 nV on
any channel were rejected. This preprocessed data were then used for multiple analyses,
including (1) resting-state EEG spectral analysis, as well as (2) resting-state EEG and SEPs
source localisation and functional connectivity analysis.

2.6.2. Resting EEG Spectral Analysis

The EEG power spectral analysis used FieldTrip toolbox (version 20180912). To es-
timate the differences in the power spectrum of the five EEG frequency bands between
the conditions mentioned in the section above, the power spectra between 1 and 32 Hz of
the resting state EEG were calculated using a Fourier basis with a Hanning window of 1s,
which was followed by computation of the average power of each frequency band. Differ-
ence plots of each frequency band were used across two sessions at a time (for example,
Post vs. Pre in the chiro—control group), and so on. This comparison identifies any changes
between the two groups.

2.6.3. EEG Source Localisation Analysis
EEG Source Reconstruction

Volume conduction at the sensor level of EEG makes it inappropriate to analyse the
functional connectivity [57]. Furthermore, the sensor signals are a complex mixture of
signals from multiple brain regions overlapping each other [56]. Therefore, functional
connectivity does not represent activity within the brain well. In this study, the concept
of source localisation was used to avoid issues associated with volume conduction. EEG
source reconstruction was performed using Brainstorm in MATLAB R2022a [90]. Source
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reconstruction is a method used in neuroscience to estimate the location and activity of
underlying neural sources based on measurements obtained from multiple sensors or elec-
trodes [91]. Using advanced mathematical models and algorithms, source reconstruction
can provide a more comprehensive understanding of brain activity by identifying the
specific regions and networks involved in specific tasks [92]. There are two main steps in
EEG source reconstruction: forward modelling and inverse modelling, both dependent on
each other for accurate source reconstruction [93]. Forward modelling involves the human
head, including its scalp, skull, cortex, and electromagnetic properties [56]. The inverse
modelling uses the information about cortical activity from forward modelling to identify
the most likely locations and strengths of brain activity [93]. Both forward and inverse
modelling are highlighted in Figure 2.

EEG Source Localization

Inverse Modelling
Forward Modelling

Channel locations Head Model
Scalp EEG _—

[rrrmm s A ]
%{ e
- PAAMAANIA AR AN
A rnan

y 4 AV AR AN AN e AAn]

Figure 2. Source localisation (Forward and inverse modelling).

Forward Modelling

This section outlines the forward modelling process for EEG source reconstruction. The
goal was to determine the location and orientation of EEG sensors relative to the cortical
source, which required defining the location and orientation of current dipoles [90,93].
This was accomplished by placing source dipoles on a voxel grid space approximating
the cortical space, ensuring they were oriented perpendicular to the cortex. Symmetric
boundary element method (Open MEEG BEM) was used to model the dipoles [90]. A
default generic head model from Brainstorm May 2019, which featured 15,000 vertices and
a three-layer compartment (scalp, skull, and brain), was employed. Tissue conductivities
were set based on a previous study by Sadleir and Argibay [93]: scalp =1, skull = 0.0125,
and brain = 1. The forward model was calculated after defining the 64 electrode locations
(including ref: M1 and M2) on the scalp using the 10-20 electrode placement system and
the Colin27 Neuroscan Quick-Cap 64.

Inverse Modelling

The inverse problem is a technique used in neuroscience to estimate activity from
the brain based on measurements taken from EEG sensors [94]. This technique solves an
underdetermined and ill-posed problem where the number of estimated sources exceeds
the number of electrodes used to record the data. To achieve a solution, the method of
minimum-norm estimation is utilised, which involves applying a linear kernel to the spatial
data at each point in time [95]. This technique estimates cortical current source densities by
minimising the overall power of the estimated sources while using an identity matrix as the
noise covariance matrix [90]. However, the minimum-norm estimate tends to locate sources
in the superficial regions of the cortex, leading to inaccurate results. We, therefore, used
the standardised low-resolution brain electromagnetic tomography (sSLORETA) method to
adjust current density maps of source dipoles, representing them as normalised current
densities perpendicular to the cortex [96]. To efficiently assess functional connectivity, we
grouped the high-resolution sources based on the Desikan Killiany atlas, which defines
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68 regions of interest (ROIs) on the cortex surface. Averaging the time series within each
ROI, we formed a [ROIs x time] matrix. As suggested by the literature, we also flipped the
sign of dipoles with opposite directions before averaging to prevent activity cancellation.
This approach enabled accurate estimation of brain activity and provided an understanding
of how different brain regions are connected.

Functional Connectivity Analysis

Before the functional connectivity calculation, the DMN was derived from sources
only considering brain regions within this network. We used the same brain regions as in
the study from [97] listed in Table 1.

Table 1. Default Mode Network brain regions and their abbreviations.

Brain Regions Abbreviations
Right Medial Orbitofrontal R MOF
Left Medial Orbitofrontal L MOF
Right Lateral Orbitofrontal R LOF
Left Lateral Orbitofrontal L LOF
Right Parahippocampal R ParaH
Left Parahippocampal L ParaH
Right Isthmus Cingulate Cortex RICC
Left Isthmus Cingulate Cortex LICC
Right Precuneus R Precun
Left Precuneus L Precun
Right Posterior Cingulate Cortex R PCC
Left Posterior Cingulate Cortex L PCC
Right Rostral Anterior Cingulate Cortex RRACC
Left Rostral Anterior Cingulate Cortex L RACC
Phase Lag Index (PLI)

The PLI is a measure of connectivity that quantifies asymmetry based on the phase
difference distribution between two signals, denoted as ‘x ()" and ‘y (t)’. To compute
the PLI, we first calculate the average phase difference using Equation (1). This requires
obtaining the signal’s phase information, which is derived from the ratio phase between
the signal’s Hilbert transform and the signal itself.

N
PLIyy = |1/ s sign[sin(#x(1) = ¢,(0)] M

Depending on the sign, the resulting phase difference can be either positive, negative,
or zero. The phase differences are evaluated across a specific window to determine the
PLI, and the calculation is performed over N total samples contained within that window.
This process enables us to quantify the extent of connectivity and asymmetry between the
signals, providing valuable insights into the functional interactions of brain regions.

In this study, we divided the data into narrow-band signals using a 4th-order But-
terworth filter before PLI computation. This step allowed us to extract specific frequency
bands, including the following: Alpha (7.5-12.5 Hz), Beta (12.5-30 Hz), and Gamma
(30-40 Hz [98]). The computation of PLI was conducted between every reconstructed
EEG source signal in a pair. The result of the computed PLI lies in the interval from zero
to one, where zero indicates no connectivity and one indicates maximum connectivity
between signals. After the computation of PLI between every source pair, the PLI data
were stored in a connectivity matrix of dimension 14 x 14 with zeros along the diagonal,
giving a symmetric square matrix corresponding to the number of sources within DMN.
This resulted in three 14 x 14 connectivity matrices corresponding to pre, post, and post
4 weeks within each frequency band for every participant.
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2.6.4. N30 Peak Amplitude Analysis

In this study, we analysed the amplitudes and latencies of the N30 SEP peak. The P22-
N30 peak amplitude was calculated from the frontal electrode, as done previously [80]. The
most negative (N30) peak with respect to the stimulus were identified in the time window
of 15-25 ms and 25-45 ms, respectively. Afterwards, manual inspection was performed,
and the identified peaks were verified by an expert in SEP analysis. The P22-N30 peak
amplitude was defined as the absolute difference in the amplitude of these peaks.

2.6.5. Fitbit Data

Fitbit variables were analysed at the day level. Total wear time was used to temporally
normalise the start of recording of the other variables such as heart rate across participants.
The first 30 days of data for each participant were included for analysis. Sleep stage
(awake, light, deep, REM) data captured per 30 s were aggregated per day by summing
up the number of minutes recorded in each stage out of the 24 h per day. For intuitive
communication, it was expressed as a percentage of 8 h, which is generally understood
as recommended sleep duration [99]. This percentage of recommended 8 h can be taken
as a proxy measure of sleep efficiency. Thus, a time of 50% per day in light sleep implies
4 h of light sleep per day out of the 24 h. Similarly, different levels of physical activity
(lightly active, fairly active, very active) were also aggregated per day across participants
and groups.

2.7. Statistical Analyses
2.7.1. EEG Spectral Power Analysis

A non-parametric cluster-based permutation test was used to identify the differences
in the EEG power spectrum between the pre-sessions of chiropractic and control group,
the post-sessions, and the post 4 weeks sessions. The clusters were defined as two or
more continuous channel-power pairs, each with p < 0.05 from the paired two-tailed t-test
with respect to the conditions. The t-values within each cluster were added to get the
cluster-level statistics, and the maximum of cluster-level statistics was used as the test
statistic. A cluster was considered significant if its Monte Carlo probability for each tail
exceeded the threshold of 0.025 compared to the reference distribution approximated by
the Monte Carlo method with 5000 permutations.

2.7.2. EEG Source Level Analysis

In this study, we employed the GraphVar-2.03a toolbox to analyse 14 x 14 PLI connec-
tivity matrices statistically [100]. We examined the connections between each pair of nodes
within the matrix. To handle the challenge of multiple comparisons, GraphVar used cluster-
based permutation, which organised significant links into Graph-Components, which can
be considered sub-networks. These components were measured like how clusters are
identified in fMRI [101]. To assess whether the size of a graph component was non-random,
we compared it to randomly generated data within GraphVar. We computed a p-value for
each non-random component. This allowed us to pinpoint significant connectivity patterns.
In the statistical section of GraphVar, we used a within-subject design, where data from
subjects were collected across multiple sessions (pre, post, and post 4 weeks). GraphVar
calculated the mean PLI difference between two sessions simultaneously (e.g., post—pre).
Importantly, these calculations only considered significant non-random graph components.
The results highlighted the brain connections where the mean PLI significantly differed
between sessions, helping us identify changes in connectivity patterns over time. The same
analysis was run for both the chiropractic and control groups.
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2.7.3. EEG N30 Peak Amplitude Analysis

The mixed effect model was used to identify the effects of the intervention on the N30
amplitude using intervention (Chiropractic and Control) and session (pre, post, and post
4 weeks) as fixed factors. The between-subject variance was estimated using random inter-
cept in the model. The models were implemented using Ime4 package version 1.1.35.5 [102]
in R version 4.4.1 [103]. The pairwise comparisons were obtained using the emmeans
package version 1.10.3 [104], adjusted for multiple comparisons using Tukey’s HSD.

2.7.4. Fitbit Data Analysis

We imported data into the R environment for statistical computing and fitted linear
mixed regression to elucidate between-group differences. To account for variation across
time, we included natural splines as fixed effects at the group level and as random effects at
the participant level. Participant-wise random intercepts were also included in each model.
Fully saturated interaction effects for the fixed effects were included in all the models. The
wear time was modelled using the Beta family with a logit link function. All other variables
were modelled with the assumption of normal homoscedastic residuals. The model for
time recorded in sleep stages also fitted sleep-stage-wise correlated random intercepts for
participants and sleep-stage-wise residual variances. All aspects of model construction
were based on Akaike’s Information Criterion (AIC). The between-group mean differences
estimated from the models at day 30 were adjusted for differences on day 1 and are reported
along with their 95% confidence intervals, t-values and p-values corresponding to the null
hypothesis of no between-group differences.

2.7.5. Patient Reported Outcome Measure Analysis

Similar to the Fitbit data, the questionnaire data were also analysed in R using linear
regression for the total score and linear mixed regression for questionnaire components.
Assumptions of normality and homogeneity of variance of residuals across fitted values
were evaluated with QQ plots and fitted-versus-residuals plots. Between-group differences
estimated from the models are reported along with their 95% confidence intervals, t-values
and p-values corresponding to the null hypothesis of no between-group differences.

3. Results

Ninety-seven participants were assessed for eligibility, of which 76 (mean age £ SD:
45 £ 11 years, 33 females) met the eligibility criteria and were enrolled in the study. The
participant recruitment flow diagram is given in Figure 3. For participant characteristics,
refer to Table 2.

Table 2. Characteristics of participants who completed the full study.

Group Chiro Control
Age (mean =+ SD, years) 46 + 11 42+9
Gender (F:M) 19:13 14:21

Legend: Female (F), male (M), standard deviation (SD).
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[ Enrollment Assessed for eligibility (n=97)

Excluded (n=21)

-Patients with pain above 7/10 (10)

-Patients with High blood pressure history (7)

#| -Patients with Contraindication with Chiropractic
care {4=spinal fracture)

‘ Randomized (n=76) ‘

|
y Allocation | v

1 J
Allocated to chiropractic + Usual Care (n=38) Allocated to sham chiropractic + Usual Care
(n=38)
v Post-intervention/Analysis v
" )
Four weeks post-intervention Four weeks post-intervention
-Withdrew from the study due to lack of compliance -Withdrew from the study due to lack of compliance
(6 3
Analysed (n=32) Analysed (n=35)

Figure 3. CONSORT flow diagram.

3.1. Resting EEG Spectral Power Analysis

The resting EEG spectral power analysis results indicated a significant increase (rep-
resented by * in Figure 4) in the Theta, Alpha and Beta band power and a significant
decrease in the Delta band in the chiropractic group compared to the control group at
post intervention. Although there were noticeable changes in the pre and post 4 weeks
between group comparison, none of these changes were statistically significant. These
between-group results are shown in Figure 4.

Min Power (pvz) Max

Between (Chiro- Ctrl) Group (Post-Pre)

soeee

Delta Theta Alpha Beta Gamma

Between (Chiro- Ctrl) Group (Post-4-weeks-Pre)

POeLce

Delta Theta Alpha Beta Gamma

Figure 4. Between-group Spectral analysis. Red indicates increased activity and blue indicates
decreased activity. Asterisks represent significant clusters.
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3.2. Source Localisation of Resting State EEG

The resting state EEG analysis revealed an increase in Alpha activity in the chiropractic
group after intervention (Pre vs. Post) between (1) the right Parahippocampal cortex
and right posterior cingulate cortex and (2) the left Parahippocampal cortex and right
medial orbitofrontal. An increase in Alpha activity was also found in the chiropractic
group after four weeks of chiropractic care (pre vs. post 4 weeks) between (1) the right
Parahippocampal cortex and right Precuneus, (2) the left rostral anterior cingulate cortex
and right medial orbitofrontal, (3) the left rostral anterior cingulate cortex and left medial
orbitofrontal, and (4) the right lateral orbitofrontal and left isthmus cingulate cortex. These
resting state EEG results are shown in Figure 5. No significant changes were found in any
other frequency band for the resting state EEG of the chiropractic and the control group.
Statistical comparisons for the Alpha band with significant brain regions within the DMN
can be found in Table 3.

Pre vs Post comparison
(Chiropractic Group)

Post - Pre Post-4-week - Pre
o O
Alpha L MOF R MOF L MOF R MOF
L LOF R LOF L LOF / R LOF
Q

LRAC R RACC LRACC  RRACC

L J
g L PCC Rpcc'\‘. L PCC RPGC
L Paral R ParaH L ParaH R ParaH
L Precun R Precun L Precun R Precun

LICC RICC LICC RICC

Figure 5. Resting state EEG connectivity analysis of the chiropractic group. A significant increase in
connectivity is shown as red. R ICC—Right Isthmus Cingulate Cortex; L ICC—Left Isthmus Cingulate
Cortex; R LOF—Right Lateral Orbitofrontal; L LOF—Left Lateral Orbitofrontal; R MOF—Right
Medial Orbitofrontal; L MOF—Left Medial Orbitofrontal; R PCC—Right Posterior Cingulate Cortex;
L PCC—Left Posterior Cingulate Cortex; R Precun—Right Precuneus; L Precun—Left Precuneus; R
ParaH—Right Parahippocampal Cortex; L ParaH—Left Parahippocampal cortex; R RACC—Right
Rostral Anterior Cingulate Cortex; L RACC—Left Rostral Anterior Cingulate Cortex.

3.3. EEG SEPs Analysis
3.3.1. N30 Peak Amplitude

The mixed model analysis revealed a significant interaction between the intervention
and session (F (2,104) = 7.97, p < 0.001) (Table 4). Pairwise comparisons (Table 5) indicated
that there was a significant decrease in the N30 amplitude immediately after the chiropractic
care (p = 0.002). The average N30 amplitude decreased further at post 4 weeks intervention
in the chiropractic group (p < 0.001). There were no changes observed in the control group
(post intervention: p = 0.4; at post 4 weeks intervention: p = 0.657) (Figure 6).
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Table 3. Statistical information within DMN for resting state EEG. R ICC—Right Isthmus Cingulate
Cortex, L ICC—Left Isthmus Cingulate Cortex; R LOF—Right Lateral Orbitofrontal; L LOF—Left
Lateral Orbitofrontal; R MOF—Right Medial Orbitofrontal; L MOF—Left Medial Orbitofrontal; R
PCC—Right Posterior Cingulate Cortex; L PCC—Left Posterior Cingulate Cortex; R Precun—Right
Precuneus; L Precun—Left Precuneus; R ParaH—Right Parahippocampal cortex; L ParaH—Left
Parahippocampal Cortex; R RACC—Right Rostral Anterior Cingulate Cortex; L RACC—Left
Rostral Anterior Cingulate Cortex; PLI—Phase lag index.

. Frequency . Mean
Group Sessions Band Regions t-Value p-Value Difference PLI
Alpha R PCC-R ParaH 0.43 0.03 0.004
Post—Pre
Alpha R MOEF-L ParaH 1.46 0.02 0.01
Chiro Alpha R ParaH-R Precun 0.26 0.04 0.002
Post 4 Alpha L RACC-R MOF 0.64 0.02 0.006
weeks-Pre Alpha L RACC-L MOF 0.42 0.03 0.003
Alpha R LOF-L ICC 0.5 0.01 0.002
Table 4. Model results.
F Df Df.res Pr F)
Intervention 3.26 1 55.94 0.077
Session 11.08 2 104.93 <0.001
Intervention: Session 7.97 2 104.93 <0.001
Table 5. Differences between groups based on estimated N30 amplitude. SE: Standard error, CL:
Confidence limit.
Group Contrast Estimate SE Lower CL Upper CL t-Ratio p-Value
Chiro Post-Pre —1.08 0.31 —1.81 —0.35 —3.52 0.002
Chiro Post 4 weeks—Pre —1.85 0.32 —2.62 —1.08 —5.72 <0.001
Control Post-Pre 0.40 0.31 —0.34 1.14 1.30 0.40
Control Post 4 weeks—Pre —0.28 0.32 —1.04 0.48 —0.88 0.66
A. B.
Intervention r
= E:le X
s /
o £ A HE =
£ 2 -
- H % : / 2
; 2 - — .:'
= Intervention -‘: L - -
1 — Control .?__ “_ - —
— Chiropractic | &

Pre Post Post 4 Weeks

Session Session

Figure 6. N30 amplitude. (A) The N30 SEP peak amplitude changed from baseline to post interven-

tion session and post 4 weeks of intervention. The error bars represent the estimated mean + 95%
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confidence interval from the statistical model. (B) Dots represent N30 amplitude from all participants.
Boxplots show the median, 25th and 75th percentiles. The distribution plots show the density
distribution estimated by a Gaussian kernel.

3.3.2. EEG Source Localisation on SEPs Data

The chiropractic group showed an increase in Alpha activity and a decrease in Beta
activity in SEPs as compared to the control group (Pre vs. Post) (Figure 7). In the chiropractic
group, an increase in Alpha activity was found between (1) the right isthmus cingulate
cortex and the left medial orbitofrontal and (2) the left Parahippocampal cortex and the left
rostral anterior cingulate cortex. A decrease in Beta was found between (1) the left posterior
cingulate cortex and the right lateral orbitofrontal cortex and (2) the left precuneus and
the right medial orbitofrontal cortex. The pre- vs. post 4 weeks comparison revealed that
Alpha activity increased between the left isthmus cingulate cortex and the right posterior
cingulate cortex, and decreased between (1) the left lateral orbitofrontal cortex and the
right Parahippocampal cortex and (2) the left and right posterior cingulate cortex in the
chiropractic group (Figure 8).

Pre vs Post comparison

Chiropractic Group Control Group
Alpha
P LMQF  RMOF L MOF 5MOF
LLOF R LOF LLOF RLOF
':/"fc RRACC Lracc/” RRACC
Lpce| RPCC @ irco rpPfC
L ParaH R ParaH L ParaH R ParaH
L Precun R Precun L Precun R Precun
[ ]
Licc RICC Licc  RicC
L MOF R MOF L MOF R MOF
Beta

L LOF LLOF RLOF

LRACC R RACC

LPCC o
R PCC
L ParaH A L ParaH R ParaH
2
L Precun R Precun L Precun R Precun
()
Licc  RicC Licc  Ricc

Figure 7. Pre vs. post comparison for control and chiropractic group in SEPs. A significant increase in

connectivity is shown as red and a decrease in connectivity is shown as blue. R ICC—Right Isthmus

Cingulate Cortex; L ICC—Left Isthmus Cingulate Cortex; R LOF—Right Lateral Orbitofrontal; L LOF—
Left Lateral Orbitofrontal; R MOF—Right Medial Orbitofrontal; L MOF—Left Medial Orbitofrontal;
R PCC—Right Posterior Cingulate Cortex; L PCC—Left Posterior Cingulate Cortex; R Precun—Right

Precuneus; L Precun—Left Precuneus; R ParaH—Right Parahippocampal cortex; L ParaH—Left

Parahippocampal cortex; R RACC—Right Rostral Anterior Cingulate Cortex; L RACC—Left Rostral

Anterior Cingulate Cortex.
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Pre vs Post-4-week comparison

Chiropractic Group Control Group

Alpha L MOF RMOF L MOF R MOF
LLoF®. RLOF LLOF RLOF
R CE e LRACC = RRACC
L.PCC .R PccC @ LPCC RPCC
L ParaH R ParaH L ParaH R ParaH
L Precun R Precun L Precun R Precun
LicC RICC LICC  RICC
L MOF R MOF L MOF R MOF
[ ]
Beta LLOF @ RLOF LLOF® RLOF
LRACC RACC L RACC RRACC
[} L ch ]
L PCG/RPCC RPCC
L ParaH R ParaH LRarat} R ParaH
L Precun R Precun L Precun R Precun
Licc  RICC Licc RIcC

Figure 8. Pre- vs. post 4 weeks comparisons within both groups in SEPs. A significant increase in

connectivity is shown as red and a decrease in connectivity is shown as blue. R ICC—Right Isthmus

Cingulate Cortex; L ICC—Left Isthmus Cingulate Cortex; R LOF—Right Lateral Orbitofrontal; L LOF—
Left Lateral Orbitofrontal; R MOF—Right Medial Orbitofrontal; L MOF—Left Medial Orbitofrontal;
R PCC—Right Posterior Cingulate Cortex; L PCC—Left Posterior Cingulate Cortex; R Precun—Right

Precuneus; L Precun—Left Precuneus; R ParaH—Right Parahippocampal cortex; L ParaH—Left

Parahippocampal Cortex; R RACC—Right Rostral Anterior Cingulate Cortex; L RACC—Left Rostral

Anterior Cingulate Cortex.

Statistical comparisons with both groups for significant frequency bands and brain
regions within the DMN can be found in Table 6.

Table 6. Statistical information within DMN for SEPs. R ICC—Right Isthmus Cingulate Cortex;
L ICC—Left Isthmus Cingulate Cortex; R LOF: Right Lateral Orbitofrontal; L LOF: Left Lateral
Orbitofrontal; R MOF: Right Medial Orbitofrontal; L MOF: Left Medial Orbitofrontal; R PCC: Right
Posterior Cingulate Cortex; L PCC: Left Posterior Cingulate Cortex; R Precun: Right Precuneus, L
Precun; Left Precuneus: R ParaH; Right Parahippocampal Cortex; L ParaH: Left Parahippocampal
Cortex; R RACC: Right Rostral Anterior Cingulate Cortex; L RACC: Left Rostral Anterior Cingulate
Cortex; PLI: Phase lag index.

. Frequency . . Mean PLI
Group Sessions Band Brain Regions t-Value p-Value Difference
Alpha L ParaH-L RACC 1.04 0.043 0.03
Chiro Post-Pre

Alpha R ICC-L MOF 0.29 0.03 0.006
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Table 6. Cont.
. Frequency . . Mean PLI
Group Sessions Band Brain Regions t-Value p-Value Difference
Alpha L PCC-RPCC —0.62 0.017 —0.027
Post 4 weeks—Pre Alpha RPCC-LICC 0.29 0.009 0.007
Alpha R ParaH-L LOF —0.28 0.03 —0.0069
Chiro Beta RMOF—L Precun —243 0.02 —0.061
Post—Pre
Beta R LOF-L PCC —-2.21 0.035 —0.074
Beta L Precun-R RACC —04 0.04 —0.01
Post 4 weeks—Pre
Beta R LOF-L ParaH 0.08 0.009 —0.0022
Alpha R Precun-R RACC —0.36 0.011 —0.007
Post—Pre
Alpha L ParaH RMOF —0.76 0.04 —0.018
Beta L MOF-RPCC 1.2 0.02 0.04
Control Post_Pre Beta L Precun-RICC —0.36 0.007 —0.011
Beta L Precun-R ParaH 0.81 0.004 0.02
Beta L LOF-R ParaH 1.66 0.038 0.05
Post 4 weeks—Pre
Beta L PCC-R MOF —3.74 0.031 -0.1

3.4. Fitbit Data

The Fitbit data were continuously recorded for four weeks. We observed significant

differences between the control and chiropractic groups, with the chiropractic group show-
ing significantly increased light sleep stage duration (Table 7). The comparison is shown in
Figure 9. There was no significant difference in activity levels between groups.

o) ~ @
o o o

o
o

Sleep Time (% of 8-hours) with 95% Cls
s S 8 8

(=}

light deep REM
Group
Chiropractic
Control
10 20 30 0 10 20 30 0 10 20 30

Days since start

Figure 9. Comparison of sleep stages: light, deep, rapid eye movement (REM)) between groups.

Note: Daily sleep time is expressed as a percentage of 8 h.
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Table 7. Between-group differences in sleep stage duration expressed as a percentage of 8 h.
Contrast Difference + SE (95% CI) t (df), p-Value
Light [Chiro-Control] 20 + 8 (5, 35) t(2438) = 2.54, 0.01
Deep [Chiro-Control] 0+3(-7,6) t (2438) = —0.13, 0.90
REM [Chiro-Control] 3+4(-6,11) t (2438) = 0.65, 0.52

3.5. Patient Reported Outcome Measure

There was an overall improvement in quality of life in the chiropractic care group,
as measured by PROMIS-29, compared to the control group. Post 4 weeks, there was a
minimal clinically important difference (MCID) [105] between groups of 9.0 in the total
score shown in Table 8. The comparison between groups is shown in Figure 10. Chiropractic
care had a significant effect on the PROMIS-29 domains of anxiety, depression, fatigue, pain
intensity, and pain interference (see details in the Supplementary Materials File S1).

Table 8. Between-group differences in total quality of life score.

Contrast Difference + SE (95% CI) t (df), p-Value
PROMIS Score [Chiro-Control] -9+ 3(-15,—-4) t (63) = —3.31, 0.002
total_score
100
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75
70 |
o
S 60
§ 55 - ' Group
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O 40 1 E Control
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o
30
25
20
15
10
5
0
-5
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Time

Figure 10. Total quality of life score between groups.

4. Discussion

In this comprehensive exploration of the mechanisms of chiropractic care, our study
revealed a spectrum of outcomes spanning behavioural, subjective, and neurophysiolog-
ical domains. Neurophysiological assessments, including EEG spectral power analysis,
unveiled a significant increase in the Theta, Alpha, and Beta band power and a significant
decrease in Delta straight after the first chiropractic session. Moreover, the N30 SEP peak
amplitude decreased post the first chiropractic care session, as previously found in multiple
studies [17,21,27,106], and further decreased over the four weeks of chiropractic interve-
tion. SEPs source connectivity analysis indicated alterations within the DMN activity,
particularly an increase in Alpha and a decrease in Beta activity in specific brain regions.
Resting state EEG source connectivity analysis further detailed changes in Alpha activity
within defined brain regions after the first intervention and after 4 weeks of intervention,
also suggesting changes within the DMN. The Fitbit data revealed notable distinctions
between the control and chiropractic groups after 4 weeks of the intervention, including
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an increase in the light sleep stage in the chiropractic group. Subjective assessment using
PROMIS-29 highlighted significantly improved overall QOL in the chiropractic group after
4 weeks of care, with significant improvements in the domains of anxiety, depression,
fatigue, pain intensity and pain interference. This significant improvement also reached
MCID, indicating this improvement in quality of life was clinically meaningful for this
group. These results further our understanding of the multifaceted impacts of chiropractic
care on various health parameters, as well as improving our understanding about the
mechanisms for these changes, as will be discussed below in greater detail.

4.1. Resting State EEG Source Localisation

The resting state EEG source localisation connectivity analysis detailed significant
changes in Alpha activity within defined brain regions after the first intervention and after
4 weeks of intervention, suggesting changes within the DMN following the chiropractic
intervention (Figure 5). No changes were found in the control condition, suggesting these
changes within the DMN occurred exclusively following the chiropractic care intervention.

Large-scale brain networks offer a powerful paradigm for understanding and investi-
gating many chronic musculoskeletal, psychiatric, and neurological disorders [107-109].
Multiple chronic disorders such as low back pain, anxiety and depression are thought to
be caused by aberrant interactions within or between the default mode network, sensory
networks, pain networks, the salience network and the fronto-parietal (goal oriented) net-
work [107-109]. In the current study, our analysis focused on any possible changes within
the DMN, because changes within the DMN had been found in a previous chiropractic
study in a chronic stroke population [60]. In this study, in the stroke survivors, there was
a significant increase in functional connectivity in the Alpha band within the DMN with
increases in functional connectivity between the PCC and ParaH regions [60]. Thus, in the
current study, it was imperative to assess whether ‘regular’ chiropractic patients (e.g., CLBP
patients with varying degrees of anxiety and depression) also responded to chiropractic
care with changes within the DMN. The current study clearly demonstrates that this is the
case, with increased Alpha power functional connectivity affecting all the defined regions
within the DMN studied. Changes in functional connectivity were found between right
ParaH and right PCC, between the left ParaH and the right MOF, between the right ParaH
and the right Precun, between right LOF and left ICC, between the left rostral ACC and
right MOF and between the left rostral ACC and left MOF.

The DMN involves this collection of brain regions, mentioned above, that are active
when a person is not paying attention to an external or internal stimulus or in the absence
of goal-oriented thoughts and behaviours [108]. The DMN is active when one engages in
self-reflection, mind-wandering, daydreaming, recall of personal experiences, reflection
of social interactions and envisaging the future [108]. Chronic problems, such as chronic
musculoskeletal pain [109], as well as common chronic disorders such as anxiety and
depression [107] have been found to have clear deficits in access, engagement and disen-
gagement of the DMN. Not only have such disorders shown changes within the DMN,
but also between the DMN and other networks including various sensory networks, pain
networks, the salience network and the fronto-parietal (goal oriented) networks [107-109].
The changes within the DMN and between the DMN and other networks provide a neuro-
biological explanation for why these problems (e.g., pain, anxiety and depression) become
embodied, i.e., they become an integral part of the persons sense of self, making treatment
difficult [109]. It is thought that when suffering is ongoing long-term the feelings of pain
may become part of one’s internal self-story, and, similarly, ongoing worry can develop
into anxiety and ongoing sadness can become depression [109]. It is, therefore, fascinating
to see that chiropractic care can alter functional connectivity within the DMN in a manner
that coincides with improvements in pain, depression, anxiety, fatigue and sleep. It is
likely that the functional connectivity changes found within the DMN in the current study
between the pre-intervention recording and post 4 weeks of chiropractic care reflects a
difference in how the study participants were reflecting on themselves and their everyday
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experiences over time. The participants appear to be altering their constructed sense of self
and how they understand their own mental states over the four weeks of care. At the end
of the 4 weeks of chiropractic care, these participants reported significantly less depressive,
anxious and pain symptoms. Thus, their self-reflection after 4 weeks of care appears now to
be more positive, since they also reported experiencing less pain, less fatigue, less anxiety
and less depression and improved sleep.

Alpha rhythms are known to play a key role in scene perception [110] and are also
commonly found to be lower in individuals with chronic pain, localised in the insula and
particularly in the frontal lobes, when compared with healthy controls [111-114]. In the
current study, there were clear increases in Alpha power connectivity involving the frontal
lobes. Thus, the Alpha power frequency changes found in this study likely reflect changes
in pain perception in the chiropractic patients. However, some argue that changes in Alpha
power may not be exclusively found in pain patients, as it is also found in attention deficit
hyperactivity disorder, depression, cognitive function, and with age [114]. It is, therefore,
most likely that the change in Alpha activity in our study reflects a combination of changes
in processing internal body signals, emotional processing, and spatial awareness after the
first adjustment session, resulting in the clinically meaningful improvements found in
QOL and sleep over the four weeks of intervention. It is clear, following the current study,
that we must also investigate potential changes in other large brain networks, such as the
salience network and the fronto-parietal (goal oriented) networks. For a more detailed
discussion of the resting state EEG connectivity analysis changes found in the current study,
please see Supplementary Materials File S2.

4.2. SEPs Measures and SEPs Source Localisation

The N30 SEP peak is associated with various neural generators, including the primary
sensory cortex, basal ganglia, thalamus, premotor areas including the prefrontal cortex, and
primary motor cortex [115,116]. The PFC, which plays a crucial role in executive functions,
is recognised as a significant contributing structure [117]. Any alteration in prefrontal
activity after chiropractic care could potentially elucidate or establish connections with the
diverse enhancements in neural function previously observed [17,28-31,33].

The N30 SEP peak amplitude changes that occur with chiropractic care were ini-
tially documented in 2007 [17], and repeated in multiple other studies over the next
decade [21,27,80,106]. They are thought to reflect an improvement in early sensorimotor
integration, that occurs predominantly involving the prefrontal cortex [2,80,118]. In the
current study, the N30 SEP peak amplitude was again shown to be decreased both after
the first chiropractic session and after the four weeks of chiropractic care. The SEPs source
localisation analysis also revealed significant changes in functional connectivity within the
DMN following the chiropractic care. This suggests that the altered proprioceptive input
from the paraspinal tissues is powerful enough to alter interoception and processing within
the DMN.

The chiropractic group showed an increase in Alpha activity and a decrease in Beta
activity in the SEP data as compared to the control group (Figure 7). In the chiropractic
group, an increase in Alpha activity was found between the right ICC and left MOF, and
between the left ParaH and left rostral ACC. A decrease in Beta was found between the
left PCC and the right LOF and between the left Precun and the right MOF. After the four
weeks of care, there were also changes in Alpha activity with an increased connectivity
between the left ICC and right PCC, and decreased connectivity between the left LOF and
right ParaH, as well as between left and right PCC in the chiropractic group (Figure 8).

Both the RACC and the ParaH areas are known to be involved in the descending
pain inhibitory pathway [109,119,120]. This is particularly interesting, because it is well
known that the descending modulatory pain pathway is malfunctional in chronic pain
patients [109,121-124]. In addition, the malfunction of the descending modulatory pain
pathway has been implicated in the ‘chronification” of acute to chronic pain [125]. The cur-
rent study provides some support for the notion that part of the mechanisms of chiropractic
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care is that it might improve the descending modulatory pain pathway in CLBP patients,
and this may be why it has been found to be clinically effective for both acute and CLBP
problems and is a recommended option in relevant clinical guidelines [126-136].

The fact that, yet again, the study participants show clear alterations within the DMN
suggest that chiropractic care is altering brain regions that are responsible for self-referential
processing and emotional evaluation of internal and external stimuli, and regulation of
emotions and memories over the four weeks of chiropractic care. The HVLA adjustments
of vertebral subluxations over the four weeks has likely altered the sensory stimuli coming
from the spine, and this appears to have changed the way the DMN is assessing the
emotional significance of that altered spinal sensory input, thus altering the way the person
reflects on their sense of self. Their internal narrative sense of self appears to have been
altered over the four weeks of care, with changes in the emotional processing associated
with internal and external stimuli which are influencing how they perceive themselves and
the world around them, reflected by the reported decrease in fatigue, depression, anxiety,
and pain. For a more detailed discussion of the SEPs source localisation connectivity
analysis, please see Supplementary Materials File S2.

4.3. Resting EEG Spectral Power Analysis

The EEG spectral power analysis results indicated a significant increase in the Theta,
Alpha, and Beta band power and a significant decrease in the Delta band in the chiropractic
group compared to the control group after the first session of chiropractic care. There were
no significant changes after the four weeks of either intervention. Beta power is commonly
found to be higher in chronic pain patients [114]. However, the most consistent finding
across reviews is an increase in Theta power in chronic pain patients [114]. Alpha power
has also been implicated in both acute and chronic pain, and is considered a bio-marker
for pain sensitivity, which has been hypothesised to be a key factor in the transition from
acute to chronic pain [137-140]. However, the observed changes in EEG spectral power
may not simply reflect changes in pain processing or perception. It is also possible that the
observed changes in Beta and Theta power are due to alterations in multimodal sensory
integration [141]. In a recent study, Michail and colleagues investigated the influence of
limited cognitive resources on audiovisual integration by measuring high-density EEG in
healthy participants performing the sound-induced flash illusion [141]. They found changes
in both Beta and Theta power to be associated with mismatch signals and subsequent
top-down influences involving the ACC, prefrontal cortex, and auditory cortex [141].
Interestingly, a previous chiropractic study has shown that 12 weeks of chiropractic care in
older adults significantly improved multimodal sensory integration, also using the sound
induced flash illusion [142]. Michail and colleagues suggested that Theta and Beta power
band changes might reflect multimodal integration mechanisms that are recruited when
the integration of conflicting audiovisual stimuli requires more processing resources [141].
Thus, if multisensory integration engages top-down Theta and Beta oscillations when
cognitive resources are scarce, it is possible that the chiropractic adjustments, reducing
multimodal mismatch, and thereby improving cognitive resources may have resulted in
the reduced Theta and Beta oscillations as seen in our current study.

4.4. Fitbit Data

Fitbit data revealed that the light sleep stage significantly increased in duration in the
chiropractic group over the four weeks of this study. Improved sleep length is consistent
with existing research indicating that chiropractic adjustments help to alleviate tension
from within the body, encouraging blood flow, enabling the muscles to relax and making it
easier to also mentally relax and fall asleep [143]. As the participants in this study reported
improvements in CLBP over the four weeks of the study, the chiropractic adjustments
appear to have positively influenced pain processing, another factor known to improve
sleep quality. A large USA-based survey previously found that 40% of those who see
chiropractors report that they sleep better when under chiropractic care [144]. The current
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study supports this finding and suggests that chiropractic care does have an impact on
sleep quality.

4.5. Patient-Reported Outcome Measure

The improvement in overall quality of life measured by PROMIS-29 in the chiropractic
group provides evidence that the participants in this study subjectively felt better after four
weeks of chiropractic care. This significant improvement also reached MCID, suggesting
this improvement in quality of life was clinically meaningful for this group. Numerous
previous studies have also reported enhanced quality of life and well-being following chi-
ropractic care, possibly linked to reduced pain and improved mobility [144-148]. However,
several studies have found quality of life improvements beyond just improvements in pain
or pain related disability [145,148], similar to what has been documented in the current
study. In the subsections of the PROMIS-29 tool, there were significant improvements
following the four weeks of chiropractic care in anxiety, depression, fatigue, as well as
improvements in pain intensity, and pain interference. Major depressive disorder, anxiety
disorders, and chronic pain are known to be closely related disorders with both high de-
grees of comorbidity as well as shared risk factors [149,150]. From a large-scale multimodal
meta-analysis, there have been common changes found in intrinsic functional connectivity
in people with major depression, anxiety disorders, and chronic pain [149]. These com-
mon changes were located mainly within the DMN. The authors argue that such common
changes suggest a neural correlate for comorbidity and possibly shared neuro-behavioural
‘chronification” mechanisms [149]. Our results support this notion, as chiropractic care not
only improved symptoms of pain and unpleasantness, but also resulted in improvements in
fatigue, anxiety, and depression. Our study adds to a growing body of research pointing to
the association between depression and anxiety, and chronic pain, with several mechanisms
contributing to a multimodal aetiology for chronic pain in humans [151]. This is important,
as pain and pain-related diseases are considered to be the leading causes of disability
and the greatest disease burden worldwide [152]. It is estimated that at least 10% of the
world’s population is affected by chronic pain (varying from 20% to 25% in some countries
and regions). Additionally, each year, approximately one in ten people develop chronic
pain [153,154]. The transition from acute to chronic pain results from permanent changes
in the nervous system that include peripheral and central sensitisation, central facilitation
of nociceptive pathways and dysfunction in descending pain modulatory circuits [155].
Chiropractic care may potentially prevent pain from becoming chronic and the current
study provides some insight into the mechanisms of this. For example, the current study
changes in functional connectivity between the ACC and other DMN brain regions may
reflect changes or increases in the descending pain modulatory circuits, and through these
mechanisms provide the relief from pain intensity and unpleasantness. This might be why
having ongoing maintenance chiropractic care (i.e., after the initial care period improves
symptoms) results in less days of pain and improved QOL on an ongoing basis [156-158]. It
may also be why those who initiated long-term care for CLBP by seeking chiropractic care
compared with initially seeking opioid analgesics experience significantly lower rates of
hospitalisations, emergency department visits, advanced diagnostic imaging, specialist vis-
its, lumbosacral surgery, interventional pain medicine techniques, i.e., a reduced escalation
of care [159]. Ongoing chiropractic care, even after the initial pain symptoms improve, will
likely continue to impact somatosensory networks, the DMN, and, potentially, the Salience
Network, thus maintaining positive neuroplastic changes that prevent such escalations of
care, worsening of symptoms, and decreases in QOL.

4.6. Possible Mechanisms

As discussed above, the results from this study, exploring the impact of chiropractic
care on subjective, behavioural, and brain network functional connectivity, help to explain
the mechanisms of the wide-ranging clinical improvements observed following chiropractic
care. For example, the DMN, which is responsible for self-representational processing has
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been suggested to become pathologically coupled to pain provoking networks in chronic
pain [109]. This provides a neurobiological explanation for why chronic pain becomes
embodied and why it lasts beyond the initial injured tissue healing has taken place [109].
If changes within the DMN make pain an integral part of the self, this also makes it
very difficult to eliminate. Similarly, when suffering is ongoing (i.e., becomes chronic),
not only may the pain become a part of one’s identity, but fear and worry can develop
into anxiety problems and sadness can turn into clinical depression [109]. The current
findings provide compelling evidence for why chiropractic care, that includes the HVLA
adjustments directed towards subluxated segments, can impact not only chronic pain
symptoms, but also influence anxiety and depression symptoms.

The contemporary model of the vertebral subluxation suggest that a vertebral sub-
luxation can lead to abnormal multisensory processing and filtering of interoceptive and
exteroceptive stimuli that can ultimately lead to poor motor control of the vertebral column
as well as other muscles in the body [2]. There is evidence in the literature that propriocep-
tive input from the deep paraspinal muscles (i.e., those that connect between individual
vertebrae) is essential for intervertebral motor control [160]. It is also known that the
activity of deep back muscles is different in people with recurrent low back pain, despite
the resolution of symptoms [161]. This change in proprioceptive input to the CNS may
ultimately be responsible for the development and maintenance of musculoskeletal pain
syndromes [162], especially if they become part of the narrative sense of self [109]. This
makes sense, as over time, abnormal or reduced proprioceptive input from dysfunctional
spinal regions (i.e., vertebral subluxations) would be capable of causing ongoing central
maladaptive changes, and the brain’s DMN can embody these ‘perceptions’. Furthermore,
with ongoing poor motor control, as the CNS is less accurately aware of what is occurring
at the vertebral column level (due to the reduced/abnormal proprioceptive inputs from
that paraspinal region); this would likely lead to repeated microtraumas at the subluxated
spinal levels as well as other areas of the body that require accurate sensory input from the
spine, such as accurate upper and lower limb motor control [2]. Over time, it makes sense
that this could explain the development of chronic musculoskeletal pain problems.

This contemporary model also explains how spinal adjustments, i.e., HVLA thrusts
delivered to subluxated spinal segments, can improve vertebral column motor control by
bombarding the CNS with mechanoreceptive input from the segments that are dysfunc-
tional [75-78,163]. This is likely a highly salient signal able to activate the brain regions
within the Salience Network (which should be explored in future research) to focus at-
tention on the spinal sensory inputs that could lead to changes within the DMN, which
is consistent with the current study findings discussed above. It also follows that once
the CNS is more accurately aware of the vertebral column, and it changes the body and
world schemas, and therefore controls spinal movement better this will also naturally
improve whole body perception and functions as well [29,164]. For example, the studies
showing improved audio-visual processing or mental rotation task performance following
chiropractic care/adjustments support this notion [9,30,142]. Particularly, since there is also
evidence to suggest that spinal dysfunction is related to poor audio-visual integration and
processing that does not get better over four weeks with no intervention [10]. The results
from the current study support this contemporary model and suggest that chiropractic
care provided to the study participants has altered the way their brains integrate both
interoceptive and exteroceptive sensory information in a multimodal fashion, including the
consideration of past memories and future expectations, that have resulted in an altered
narrative sense of self (i.e., altered DMN function).

4.7. Limitations

Although this research utilised a comprehensive methodology, diverse outcome mea-
sures, and a nuanced interpretation of findings, it is important to note certain limitations.
For instance, the study relies on EEG data, which, despite its high temporal resolution, low
cost and ease of data collection [165], lacks the spatial accuracy of fMRI. Specifically, EEG
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cannot precisely localize the specific areas within the brain where neural activity originates.
The scalp electrodes record the combined electrical activity of numerous neurons, making it
difficult to pinpoint exact sources, particularly for signals from deeper brain structures [166].
This limitation leads to challenges in distinguishing overlapping signals from adjacent
regions and accurately identifying smaller, specific areas involved in cognitive or emotional
processes. For example, the current study cannot reliably locate the Precuneus changes
to the anterior or posterior parts. Only an fMRI study could elucidate such nuances. Fur-
thermore, the inverse problem of EEG source localisation is mathematically complex and
does not yield unique solutions, introducing potential inaccuracies. EEG is also more
sensitive to cortical surface activity and may not fully capture important neural processes in
deeper regions like the hippocampus and amygdala, crucial for the affective-emotional and
cognitive-evaluative components of chronic pain [167,168]. Additionally, the assumption
that specific architectonically defined brain areas have specialised functions is often based
on group averages. Individual differences mean that the exact brain regions involved
in specific DMN tasks can vary from person to person [169]. It is also important to note
that only the DMN was explored. Future studies should also explore possible changes
in functional connectivity within the Salience Network and even the Central Executive
(Fronto-Parietal) Networks. Therefore, the findings in this study should be interpreted
with some caution, and the suggested interpretations will need to be validated in future
studies. It is also important to note that there could be some placebo effects impacting
the results of the current study, especially after four weeks. There was only a control for
placebo interactive effects during the first control intervention. Following this, there was
no attempt to control for placebo, as this was not the focus of this study. Furthermore,
the absence of long-term follow-up data beyond four weeks is a significant constraint.
Acknowledging these limitations is essential, given the potential individual variability in
response to chiropractic care due to broad eligibility criteria. Moreover, the study primarily
focuses on individuals with CLBP, limiting the generalisability of the findings to broader
chiropractic patient populations. Lastly, although rigorous randomisation procedures were
used, the study was not registered due to its mechanistic focus. Future research could
consider registration. Despite these limitations, this research contributes significantly to
the scientific discourse on the mechanisms of chiropractic care, paving the way for further
investigations into its holistic impacts on health and well-being.

5. Conclusions

This study evaluated the underlying neurophysiological mechanisms of chiropractic
care using a multifaceted approach, recording behavioral, subjective, and neurophysiologi-
cal data. The behavioral data, recorded through Fitbit, revealed a significant improvement
in light sleep stage length within the chiropractic care group throughout the 4-week in-
tervention. There was also a significant increase in overall QOL among chiropractic care
participants, with clinically meaningful improvements in anxiety, depression, fatigue, as
well as decreases in pain intensity, and pain interference. These subjective and behavioral
improvements were recorded alongside neurophysiological findings obtained through EEG
spectral and source-level analysis. Chiropractic adjustments most likely act as a salient
signal that is able to activate the Salience Network, so that the CNS focuses attention on
the vertebral column sensory inputs. This needs to be explored in future analyses. All
of the results in this study suggest there was an increased attention towards the spinal
proprioceptive input from the adjustments that have altered the way the participants
brains integrated both interoceptive and exteroceptive sensory information in a multimodal
fashion, including the consideration of past memories and future expectations, that have
resulted in an altered narrative sense of self, i.e., altered DMN function that has resulted in
improved symptoms and better health. It suggests that once the CNS is more accurately
aware of the vertebral column, it has resulted in updated body and world schemas, thus the
CNS will be able to control vertebral column movement better, reducing microtraumas and
improving function and symptomatology. Over the four weeks of care, this altered DMN



Brain Sci. 2024, 14, 1124 24 of 31

function and improved body schema and external world schema appear to have enabled
improved overall whole body perception, emotional control and functions as well, reflected
in less pain intensity and less unpleasantness, less anxiety, less depression, increased energy,
and more light sleep and light activity. These results provide support for the contemporary
model of the vertebral subluxation and help to explain how chiropractic HVLA adjust-
ments impact the way the brain integrates both interoceptive and exteroceptive sensory
information in a multimodal fashion, including the consideration of past memories and
future expectations. The current study’s findings within the DMN suggest that chiropractic
care alters a person’s narrative sense of self, that can enable that person to think, feel and
function better.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390 /brainsci1l4111124/s1. File S1: Results of PROMIS-29 domains
of anxiety, depression, fatigue, pain intensity, and pain interference has been attached and File S2:
Detailed discussion about EEG and SEPs source localisation changes.
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