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Abstract

Background: It has long been suspected that exposure to stress is a major factor that can increase the risk of Multiple Sclerosis (MS)
and exacerbate it, as a stress-related disorder. Therefore, we conducted this study to investigate the response of the hypothalamic-
pituitary-adrenal (HPA) axis and sympathetic-adrenal-medullar (SAM) system to acute social stress.
Methods: A total of 46 MS patients and 23 age-sex-matched healthy controls were recruited in the study. The Trier Social Stress
Test (TSST) was used to induce acute psychosocial stress. We measured salivary cortisol (SC) to evaluate the HPA axis. In addition,
electrocardiography (ECG) was recorded to evaluate the SAM system based on the linear and non-linear features of Heart Rate Varia-
tion (HRV). Then, SC and HRV were measured before and after the stress exposure. We also used the Depression Anxiety Stress Scale
(DASS) and Emotional Visual Analog Scale (EVAS) to conduct the psychometric assessment and evaluate the perceived stress level,
respectively.
Results: The mean age of the MS group was 35.38± 15 years, with a mean disease duration of 7.4± 60. Besides, the HC group’s mean
age was 35.8 ± 9 years. There were no significant differences in demographic features and DASS scores between the two groups. In
response to TSST, both MS and healthy individuals showed a significant increase in the SC levels and EVAS scores, as well as changes
in the HRV indices. Notably, significant differences were also found between the two groups regarding the basic and post-stress SC
levels, EVAS score, and HRV indices. Unlike the HC group, the SC level returned to its baseline after recovery in the MS group, and the
sympathetic tone was more sensitive.
Conclusions: Our results indicated that both MS and healthy individuals respond to acute stress regarding neuroendocrine assess-
ment; however, patients with multiple sclerosis show some impairments in this response.
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1. Background

Multiple sclerosis (MS) is the most common inflamma-
tory autoimmune disease in the central nervous system
(CNS) of young adults (1). Patients with MS usually expe-
rience several attacks, leading to severe disability, which
is highly associated with morbidity and decreased qual-
ity of life (2). There is a growing body of literature in-
dicating the association between stress, brain inflamma-
tion, immune system, and worsening of psychological dis-
orders (3-5). In response to stress, neuropeptides such as
corticotrophin-releasing hormone (CRH) and neurotensin
(NT) activate microglia and mast cells to release inflam-
matory molecules. Then, it results in the activation of T17
autoimmune cells, breakdown of the blood-brain barrier,
and the invasion of T-cells into the brain, all of which con-
tribute to MS pathology (6). Previous studies have also ex-

plored the relationships between stressful life events and
exacerbations of MS (7). Moreover, it has been suggested
that stressful life events may increase the risk of the occur-
rence of a new gadolinium-enhanced magnetic resonance
imaging (MRI) brain lesion (8).

Whilst some research has been carried out on the rela-
tionship between MS and stress, the mechanism by which
stress affects MS has not been established well. In fact, psy-
chological, social, and biological factors may affect the re-
lationship between stressful life events and MS. It is well-
known that the hypothalamic-pituitary-adrenal (HPA) axis
and sympathetic-adrenal-medullar (SAM) system are in-
volved in the response to stress (9). One of the most sig-
nificant current discussions in stress research is the in-
teraction between the HPA axis and MS. It has commonly
been assumed that a decrease in cortisol secretion under
chronic stress suppresses the immune response to inflam-

Copyright © 2021, Author(s). This is an open-access article distributed under the terms of the Creative Commons Attribution-NonCommercial 4.0 International License
(http://creativecommons.org/licenses/by-nc/4.0/) which permits copy and redistribute the material just in noncommercial usages, provided the original work is properly
cited.

http://dx.doi.org/10.5812/ans.115781
https://crossmark.crossref.org/dialog/?doi=10.5812/ans.115781&domain=pdf
https://orcid.org/0000-0002-0210-9005
https://orcid.org/0000-0002-5483-5367
https://orcid.org/0000-0002-2638-3463


Ashtiani AA et al.

mation (10). Therefore, chronic stress may be associated
with the increased risk of inflammation and exacerbation
in MS patients. In this context, it has been suggested that
reduced production of adrenal steroids can cause impair-
ments in the HPA axis, followed by a neurological worsen-
ing in MS patients (11). Another explanation for this inter-
action is the glucocorticoid resistance hypothesis (12).

It should be noted that a limited number of stud-
ies have assessed the acute response of the stress system
in MS patients. Among them, only one study showed
a vigorous SAM activation in response to acute stress
(13). None of them found the difference between MS and
healthy individuals in terms of the stress-related corti-
sol/catecholamine levels (13-15). According to the results of
these studies, the degree of HPA system activity depends
on disease duration so that its activity increases in the first
year after MS diagnosis. On the other hand, circulating cor-
tisol levels decrease during the second year or later (15).

To conclude, the data regarding the relationship be-
tween acute stress, the HPA axis, and the SAM system are
either scarce or inadequate. Therefore, we conducted this
study to assess the responses of the HPA axis (index: cor-
tisol level) and SAM system (index: HRV indices), as two
stress response systems, to acute stress and determine
the baseline stress levels (using Depression Anxiety Stress
Scale, DASS) in MS and healthy individuals. Thus, the study
hypothesized that MS patients have defective responses to
acute stress.

2. Methods

2.1. Study Participants

In this study, we surveyed convenience MS patients
who were referred to the MS clinic of Kashani Hospital, af-
filiated with Isfahan University of Medical Sciences, Isfa-
han, Iran, between July 2019 and September 2020. In par-
allel, an age- and gender-matched sample of healthy in-
dividuals was recruited. The inclusion criteria for MS pa-
tients in this study were (1) a definite diagnosis of MS based
on the McDonald criteria in the remission phase with no
attacks in the last year (16, 17), (2) age of over 18 years,
(3) no other autoimmune disorders or endocrine dysfunc-
tion and current exacerbations, (4) no history of smoking,
and (5) no use of corticosteroid drugs in the last year. All
cases were men to exclude the effect of different sex hor-
mones on the stress system. This study was approved by
the Bioethics Committee of Baqiyatallah University of Med-
ical Sciences with a code of IR.BMSU.REC.1398.277 and code
of IRCT IRCT20171128037666N2. The participants were ade-
quately informed of the study. Written informed consent
was taken from all individuals.

2.2. Demographic and Clinical Characteristics

Demographic information was obtained, including
age, gender, employment status (employed/unemployed),
and education level (basic/advance). A diploma degree or
lower was considered a basic level of education. Clinical
features including disease severity, disease duration, and
disease course were also recorded. The disease severity
was measured using the Expanded Disability Status Scale
(EDSS) (18) by a single neurologist.

2.3. Procedure

The participants were asked to have good sleep without
stress one day before the test, not to eat anything one hour
before the test, and to wash their mouth before the test. We
used the Trier Social Stress Test (TSST) to induce the acute
psychosocial stress condition in the participants (19). This
test consisted of three components, including five min-
utes to prepare a presentation (anticipatory stress compo-
nent), two minutes to speech (self-introduction presenta-
tion component), and eight minutes of mental arithmetic
component (in which the participants must count aloud
backward from 2023 to 0 in 17-step sequences) in front of
two judges. To control the circadian rhythm, this test was
performed between 13:00 and 16:00 in the same room at
23 – 25°C. The procedure was described previously in detail
(20).

Before stress exposure, immediately after stress expo-
sure, and 20 minutes after recovery, 5 ml of saliva was taken
for salivary cortisol measurement to assess HPA responses.
Electrocardiography (ECG) was recorded three times (be-
fore and after TSST and 20 minutes after recovery) and dur-
ing TSST to evaluate the SAM response. For psychometric
assessments, we then used the Depression Anxiety Stress
Scale (DASS) after the test. In addition, the Emotional Vi-
sual Analog Scale (EVAS) was used for rating the intensity of
emotions. This measurement instrument included a hori-
zontally scaled line between 0 and 10 scores, while higher
scores indicated higher and unbearable distress. The dia-
gram of the study is shown in Figure 1.

2.4. Salivary Cortisol (SC) Level Assessment

A minimum of 5 ml of saliva sample was collected three
times from the patients and healthy controls (HCs) for SC
level measurement. All samples were immediately cooled
and stored at -80°C until analysis. Salivary cortisol concen-
trations were determined using a commercial enzyme im-
munoassay assay (IBL, Hamburg, Germany) according to
the manufacturer’s instructions. The concentration of free
saliva cortisol was reported in nanomoles per liter. The re-
portable range of SC with this kit was 0.015 – 3µg/dL.
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Figure 1. Study procedure

2.5. Heart Rate Variability Assessment

Biomedical wireless ECG (made in Iran) was used to
record the heart rate digitally (21). According to the vector-
cardiogram system, the electrodes were fixed by a chest lid,
and the instrument was then fixed by a belt to the chest.
The participants were asked to stay in a sitting position
without deep breathing or speaking during the test. In
each phase, data were saved and then transferred to an
analog-to-digital converter (ADC) with a 256 HZ sampling
rate. We used MATLAB software to calculate heart rate vari-
ability (HRV). The linear features extracted from the RR se-
ries in the time domain were the mean and SD of RR. In the
frequency domain, the HF power (0.15 – 0.5 Hz), LF power
(0.05 – 0.15 Hz), very LF power (0 – 0.04 Hz), and finally, the
ratio of LF/HF components were analyzed (22). The non-
linear features extracted in the time domain were SD1 and
SD2 of Poincaré Plot (23) and the alpha 1 of detruded fluctu-
ation analysis (DFA) (24). In the frequency domain, spectral
entropy (SpeEn) was extracted as a non-linear feature (25).

2.6. DASS Questionnaire

A self-administered questionnaire was used with 42
questions to assess depression, anxiety, and stress over the

last week. Each of the three scales contained 12 items.
The patients were asked to rate their chances of dozing
on a four-point scale (0 - 3), where higher scores indicated
higher severity/frequency of items. The score of each scale
could range from 0 to 36 points, and a higher score indi-
cated the more severity of the scale. The validity and reli-
ability of this scale were tested in an Iranian investigation
(26, 27).

2.7. Statistical Analysis

Data were presented as the mean± standard deviation
(SD) and frequency (%) for interval and categorical vari-
ables, respectively. We used the independent sample t-test
to compare the means of normally distributed continu-
ous variables, as well as those continuous variables that
were not normally distributed. The Mann–Whitney U test
was also used. A chi-square test or two-tailed Fisher’s exact
test was used to analyze the differences between categor-
ical variables. Pearson correlation was performed to find
associations between continuous variables. We used two-
way mixed-model ANOVA to compare repeated variables,
including cortisol levels and HRV between the two groups.
All statistical calculations were done using SPSS 24.0 for
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windows (SPSS, Chicago, IL, USA). The P < 0.05 was consid-
ered significant.

3. Results

3.1. Study Population Characteristics

A total of 43 MS patients and 23 healthy individuals
were recruited in the study. The mean age of all MS patients
and HCs was 35.38± 15 and 35.8±9, respectively. The mean
disease duration and EDSS were 7.4 ± 60 and 1.68 ± 1.7, re-
spectively. No significant difference was observed between
the two groups in terms of demographic features and DASS
scores (P-value > 0.05). The basic clinical and para-clinical
findings are summarized in Table 1.

3.2. TSST-related Changes in SC and EVAS Score

As shown in Figure 2, both MS and HC groups showed
increased levels of SC in response to TSST. Further analy-
sis showed that MS patients had higher levels of SC than
the HC group in HPA response to acute stress (Table 2) (P <
0.01).

In Figure 3, there is a marked increase in the EVAS score
in response to TSST in both groups. Further statistical tests
revealed higher EVAS scores in MS patients than in healthy
subjects (Table 2).

3.3. TSST-related Changes in Heart Rate Variability

Figure 4 shows the responses of the SAM system to TSST.
A significant decrease was observed in the mean of R-R in-
terval, the SD of the mean of R-R interval, SD1 of Poincare
plot, and spectral entropy of HRV in response to TSST, in
both MS patients and HCs. The LF/HF ratio significantly in-
creased only in MS patients. In addition, the alpha 1 of DFA
of HRV increased in both study

4. Discussion

This study aimed to evaluate the responses of the HPA
axis and SAM system to acute stress in MS patients. Accord-
ing to the key findings of the present study, MS patients had
higher SC levels at the baseline than healthy controls. Both
MS and HC groups revealed an increase in the SC levels and
EVAS scores. In addition, an alteration of the SAM system
occurred in MS patients to increase the sympathetic tone
immediately in response to the TSST. Two significantly dif-
ferent responses were observed in the two groups as fol-
lows: (1) A decline and return of cortisol to baseline after
recovery in the MS group, but not in the HC group, and (2) a
more sensitive LF/HF ratio of HRV to stress in the MS group.

It is well-known that there is an HPA axis abnormality
in patients with MS (28). Glucocorticoid, as an end-product

of the HPA system, plays a broad role in the regulation of
the immune system (29). Although some studies revealed
the hypo-reactivity of the HPA axis in some MS patients (28,
30), more recent studies have indicated HPA axis hyper-
activity in MS patients. These studies demonstrated that
the HPA axis hyperactivity acts as a predisposing factor in
the development of MS and the accumulation of disease
disability (28). It was shown that the basic levels of corti-
sol and adrenocorticotropic hormone (ACTH) were higher
in MS patients than in people without any health prob-
lems (31). In an experimental study, increases in the lev-
els of Interleukin (IL)-1β and tumor necrosis factor (TNF)-
α were observed in the hypothalamus of experimental au-
toimmune encephalomyelitis (EAE) mouse. Besides, they
found an increase in the levels of plasma cortisol in com-
parison with the normal mouse (32). In agreement with
these studies, we found that those MS patients with higher
levels of pretest salivary cortisol showed more increases in
the cortisol level and sympathetic tone after the acute so-
cial stress compared to healthy individuals (33).

It should be noted that the response of the HPA axis to
acute social stress is not still clear in MS patients. It has
been suggested that MS and general populations have dif-
ferent responses to chronic and severe stressors (34). Also,
the effects of acute and chronic stress on the immune sys-
tem are different. The hormonal response to acute stress
is mainly mediated by the HPA axis through the release
of both neurotransmitter and endocrine mediators, which
are peripheral but central actions (35).

We found robust responses to acute stress in both MS
and healthy groups, as well as higher levels of cortisol in
MS patients than in the HC group. The increased levels of
cortisol in response to acute stress in MS patients may be
related to peripheral inflammation (36). There is fine co-
ordination between the HPA axis and the immune system.
Chronic and autoimmune disorders such as MS can cause
disturbance in this fine-tuned circuit. Peripheral inflam-
mation cytokines can induce HPA axis activation, and in
turn, cortisol can suppress inflammation (35). It has been
proposed that elevated cortisol levels in MS patients are
a compensatory mechanism against inflammation by the
inhabitation of NF-κB, AP1, several signal transducers and
activators of transcription (STATs), and proinflammatory
cytokines such as TNF-α, IL-1, IL-2, IL-6, IL-12, and IFN-γ (36,
37). Besides, the HPA axis can affect the immune system by
increasing the production of anti-inflammatory cytokines
such as IL-4 and IL-10 (38).

In a similar study using TSST to induce acute stress, a
time-dependent condition was observed in glucocorticoid
response. The researchers found that MS patients with a
disease duration of less than one year showed elevated cor-
tisol in response to stress, compared to the healthy individ-
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Figure 2. The level of salivary cortisol (SC) in response to TSST. The levels of SC increased after TSST in both groups (**: P < 0.01 between post-stress and pre-stress state in HC
group, ***: P < 0.0000 between post-stress and pre-stress and recovery state in MS group). The SC level was higher in the MS group than in the HC group (*: P < 0.01).
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Figure 3. The score of EVAS in response to TSST; The EVAS score increased after TSST in both groups (** P < 0.0000 between post-stress and two other states and recovery with
the pre-stress state in HC group, and between post-stress and pre-stress and recovery state in MS group). The EVAS level was higher in the MS group than in the HC group (**: P
< 0.00001).
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Table 1. Demographic and Clinical Characteristics of Participants a

Baseline Characteristics HC Group (N = 23) MS Group (N = 43) P-Value

Age 35.38 ± 15 35.8 ± 9 0.9

Weight 180.56 ± 10 176.58 ± 9 0.16

Height 80.5 ± 15 76.16 ± 16 0.35

Marital status (married) 50 58.1 0.39

Education (basic/advance) 37.5/62.6 51.2/48.9 0.63

EDSS - 1.68 ±

Duration of disease, y - 7.4 ± 6

DASS-stress 14.8 ± 12 16.3 ± 9 0.6

DASS-anxiety 11.2 ± 9 9.5 ± 5 0.47

DASS-depression 11.4 ± 12 9 ± 8 0.5

Pre-stress salivary cortisol 5.11 ± 1.3 7.46 ± 4.1 0.001

Abbreviations: EDSS, expanded disability status scale; DASS, depression anxiety stress scale; y, year; SD, standard deviation.
aValues are expressed as No. (%) and mean ± SD.

Table 2. Results of Two-way Mixed Model ANOVA of Interaction of Repeated Measurements and Study Groups

Variable
P-Value

Time Group Time × Group

EVAS (score) 0.00000 0.00002 0.05

Salivary cortisol (µg/dL) 0.00000 0.01 0.09

R-R Interval (ms) 0.00004 0.47 0.4

SD of R-R interval 0.00008 0.74 0.49

Heart rate (beats/second) 0.001 0.36 0.45

Relative very low, No. (%) 0.26 0.19 0.4

Relative low, No. (%) 0.051 0.29 0.3

Relative high, No. (%) 0.01 0.89 0.46

LF/HF ratio 0.066 0.74 0.036

SD1 of poincare plot 0.001 0.6 0.81

SD2 of poincare plot 0.0001 0.7 0.43

Sample entropy 0.0004 0.57 0.25

Alpha 1of DFA 0.016 0.25 0.49

Spectral entropy 0.42 0.17 0.035

Abbreviation: DFA, detrended fluctuation analysis.

uals. This difference was not found in MS patients with a
disease duration of more than one year, compared to HCs
(15). These results differ from the perspective of Heesen
et al. (13), who did not find significant changes in both
patients and healthy participants in terms of neuroen-
docrine parameters including catecholamines, prolactin,
IL-6, and TNF-a during exposure to acute stress. Moreover,
they found declines in the levels of neuroendocrine param-
eters in response to stress (13). Ackerman et al. found an
increase in the levels of neutrophils, monocytes, CD8+ sup-

pressor/cytotoxic T-lymphocytes, and NK-cells in MS as well
as healthy subjects, in response to acute stress (14).

Regarding HRV analysis, we found an important
change in the SAM system responding to acute stress
in both MS and healthy controls. In addition, during
the stress challenge, there was a significant difference
between MS and HC groups in terms of the ratio of LF/HF,
as an index of sympathetic tone. Autonomic impairment
is a common feature of MS, affecting about 7% to 60% of
patients (39). It has commonly been assumed that auto-
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Figure 4. The response of the SAM system to TSST; (A) A difference was found between recovery state and all five time-sets of 10 minutes. (B) A difference was found between the
first time-set of TSST and the second to fifth time-sets. (C) A difference was found between the third time-set and recovery state. (D) A difference was found between recovery
state and the second to fifth time-sets of TSST and pre-stress state. (E) There is a difference between recovery state and the first and fourth time-sets of TSST. (F) There is a
difference between pre-stress state and the third and fifth time-sets of TSST in the HC group and the fourth time-set of TSST in the MS group. Also, a difference was found
between recovery state and the fifth time-set in the HC group and the fourth time-set of TSST in the MS group; *: P < 0.05; **: P < 0.01; ***: P < 0.0005

nomic impairment may be due to demyelinating lesions
in the areas that mediate autonomic functions, such as
the brainstem and spinal cord (40). In turn, autonomic
sensitivity can lead to the enhancement of inflammation
and progression of disease (41).

It should be noted that the present study has some
limitations. The major limitation is its small sample size.
Another limitation is the inclusion of only male patients.
Since the responses of the HPA and SAM system to stress
might be different in females (33), our findings might
not be extended to female MS cases. Generally, females
have a more robust HPA and SAM response to acute stress
than males (42, 43). Here, we assessed neuroendocrine re-
sponse in male patients to exclude the effect of gonadal
hormones. Notwithstanding these limitations, the study
suggests that there is an altered neuroendocrine response

in MS patients during acute stress.
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