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This study was designed to investigate the impact of the preexisting use of beta-blockers, angiotensin-converting enzyme inhibitors
(ACEIs), or angiotensin receptor blockers (ARBs) on the cellular immune response in peripheral blood and the clinical outcomes
of patients with acute ischemic stroke. We retrospectively collected clinical data from a cohort of 69 patients with premorbid beta-
blockers and 56 patients with premorbid ACEIs/ARBs. Additionally, we selected a cohort of 107 patients with acute ischemic
stroke to be the control of the same age and sex. We analyzed cellular immune parameters in peripheral blood 1 day after the
appearance of symptoms, including the frequencies of circulating white blood cell subpopulations, the neutrophil-to-lymphocyte
ratio (NLR), and the lymphocyte-to-monocyte ratio (LMR). We found that the count of lymphocytes and the lymphocyte-to-
monocyte ratio were significantly higher in the peripheral blood of patients treated with beta-blockers before stroke than in
matched controls. However, the premorbid use of ACEIs/ARBs did not considerably impact the circulating immune parameters
listed above in patients with acute ischemic stroke. Furthermore, we found that premorbid use of beta-blockers or ACEIs/ARBs did
not significantly change functional outcomes in patients 3 months after the onset of stroke. These results suggest that premorbid
use of beta-blockers, but not ACEIs/ARBs, reversed lymphopenia associated with acute ischemic stroke. As cellular immune
changes in peripheral blood could be an independent predictor of stroke prognosis, more large-scale studies are warranted to
further verify the impact of premorbid use of beta-blockers or ACEIs/ARBs on the prognosis of patients with ischemic stroke. Our
research is beneficial to understanding the mechanism of the systemic immune response induced by stroke and has the potential
for a therapeutic strategy in stroke interventions and treatment.

1. Introduction

Stroke is the second leading cause of death and disability
worldwide, causing a substantial economic burden on fami-
lies and society [1-4]. Acute ischemic stroke is the most
common type, accounting for 70%-80% of all strokes and
can cause severe neurological deficits [1, 4, 5]. Among survi-

vors, the ability to work is compromised in 70% of victims,
and 30% need help with self-care [1, 4, 6]. Thrombolysis
and recanalization therapy are the only two FDA-approved
treatment approaches with proven clinical benefits, but they
must be performed within a narrow therapeutic window.
Furthermore, thrombolysis and recanalization therapy have
strict eligibility criteria and bleeding complications [4].
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Therefore, it is critical to explore new therapeutic
approaches, including prestroke interventions for patients
with acute ischemic stroke.

Inflammation is essential in the pathophysiological pro-
cess of ischemic stroke [7-10]. Evidence has indicated that
increased sympathetic activity induced by ischemic stroke
may contribute to the poststroke alteration of the systemic
immune system, including changes in the percentages or
counts of circulating neutrophils, lymphocytes, and mono-
cytes [10-14]. On the contrary, alterations in the cellular
immune system affect the outcomes of patients with acute
ischemic stroke [10, 15]. A previous study has reported that
stroke-induced sympathetic nervous system hyperactivity
increased hematopoietic stem and progenitor cell activity
in the bone marrow, consequently increasing neutrophil
and monocyte counts in peripheral blood [16]. Further
research revealed that a higher neutrophil count and an
increase in monocyte numbers were independently associ-
ated with an adverse prognosis [17, 18]. Furthermore, a
higher neutrophil-to-lymphocyte ratio (NLR) and a lower
lymphocyte-to-monocyte ratio (LMR) value can be associ-
ated with worse outcomes 3 months after ischemic stroke
[19, 20]. These studies suggested that the systemic immune
response regulated by sympathetic activity may serve as a
potential therapeutic target for ischemic stroke.

Additionally, increased sympathetic activity is associated
with worse outcomes in patients with ischemic stroke [10].
Beta-blockers could inhibit hyperactivation of the sympa-
thetic system and reverse chronic heart failure-induced lym-
phopenia [21]. However, the influence of beta-blockers on
the peripheral cellular immune system is unclear in patients
with acute ischemic stroke nor is the impact of beta-blockers
on the prognosis of patients with acute ischemic stroke.

The sympathetic nervous system can also regulate the
activation of the renin-angiotensin-aldosterone system
(RAS), including serum angiotensin II (ATII) levels [22].
The ATII-stimulated angiotensin II receptor is necessary
for monocyte exit from the spleen, potentially promoting sys-
temic inflammatory responses [23]. The study has shown that
the use of angiotensin-converting enzyme inhibitors/angio-
tensin receptor blockers (ACEIs/ARBs) independently
improved the prognosis and reduced mortality in patients
with high-risk coronary heart disease [24]. However, few stud-
ies have investigated the influence of ACEIs/ARBs on the
peripheral cell immune system and the prognosis of patients
with acute ischemic stroke. Knowledge of the impact of beta-
blockers or ACEIs/ARBs on systemic immune changes and
the outcomes of patients with acute ischemic stroke will fur-
ther our understanding of the biological importance of these
changes in patients with acute ischemic stroke.

Prestroke intervention with aspirin, metformin, statins,
and physical activity has been shown to potentially aid in
the prevention or treatment of stroke [25-28]. Given the
documented influence premorbid factors have on stroke,
the primary objective of this study was to systematically
evaluate the influence of premorbid use of beta-blockers or
ACEIs/ARBs on the subpopulations of circulating white
blood cells and the prognosis of patients with ischemic
stroke. First, we retrospectively evaluated the circulating
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immunocyte counts of patients with premorbid use of
beta-blockers and ACEIs/ARBs. Then, we assessed the asso-
ciation between these variables and clinical covariates on
admission or the outcomes of patients on day 90 after acute
ischemic stroke. This study will help us to understand the
innate and adaptive immune response in the periphery after
ischemic stroke and to identify potential therapeutic targets
to facilitate translational research.

2. Materials and Methods

2.1. Study Population. This study was a retrospective analysis
of the collected data from consecutive patients with acute
ischemic stroke admitted to the Department of Neurology
of the Fifth Affiliated Hospital of Zhengzhou University.
The medical records of 1211 patients with acute ischemic
stroke were reviewed at this academic center between Janu-
ary 2013 and December 2018. Patients were eligible if (1)
they were older than 18 years, (2) had symptoms and signs
of neurological deficits, (3) had a known time of symptom
onset and were admitted to the hospital within 24 hours
after stroke onset, (4) underwent magnetic resonance image
(MRI) scan within 24 hours after stroke symptom onset, (5)
met the requirements for the diagnosis of acute ischemic
stroke [4]. Exclusion criteria were (1) a history of stroke with
neurologic deficits, (2) clinical signs of infection at admis-
sion (e.g., pneumonia and urinary tract infection), (3) use
of immunosuppressive agents, steroids, or antipsychotics
before stroke, (4) malignant tumor or autoimmune disease
before stroke, (5) severe cardiac, liver, renal, pulmonary dys-
function, or blood system diseases, (6) patients who under-
went recombinant tissue plasminogen activator (rtPA)
thrombolysis and/or endovascular therapy. Sixty-nine
patients with premorbid use of beta-blockers and fifty-six
patients with premorbid use of ACEIs/ARBs were recruited
into this study. One hundred and seven patients with ische-
mic stroke without premorbid use of beta-blockers or
ACEIs/ARBs were recruited as matched controls. Forty-five
sex- and age-matched healthy subjects were recruited as
healthy controls. All healthy controls came from the Health
Checkup Center of the Fifth Affiliated Hospital of Zheng-
zhou University. Their health status was evaluated with a
physical examination and routine laboratory tests. The
exclusion criteria were the same as those described above.
The flow chart for selecting patients in different groups is
shown in Figure 1. The study protocol was approved by
the Ethics Committee of the Fifth Affiliated Hospital of
Zhengzhou University (K20180032). The study was carried
out in accordance with the published International Health
Guidelines (Declaration of Helsinki, 2008).

2.2. Clinical Data Collection. Baseline data and demographic
data were collected, including age, sex, and a variety of risk
factors including, but not limited to, hypertension, diabetes
mellitus, coronary heart disease (CHD), hyperlipidemia,
atrial fibrillation, smoking, alcohol use, and current use of
medications such as statins and antiplatelet therapies. The
clinical data collected included systolic blood pressure, dia-
stolic blood pressure, a National Institutes of Health Stroke
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1211 patients with ischemic stroke assessed for eligibility

229 not eligible
(i) 2 younger than 18 years old,
(ii) 227 MRI not done within 24 hours
after stroke symptom onset.

A

A A

982 patients with ischemic stroke available for analysis

233 excluded from further analysis
(i) 82 with a history of stroke with neurologic deficits,
(ii) 24 with clinical signs of infection at admission
(e.g., pneumonia, urinary tract infection),
(iii) 29 with premorbid use of immunosuppressive
agents, steroids, or antipsychotics before stroke,

A4

(iv) 16 with malignant tumor or autoimmune disease
prior to stroke,

(v) 21 with severe cardiac, hepatic, renal, pulmonary
dysfunction or blood system diseases,

(vi) 61 patients underwent rtPA thrombolysis and/or
endovascular therapy.

624 patients without the

A 4

premorbid use of beta-
blockers and ACEIs/ARBs

v v v
45 matched 69 patier?ts with 56 patle.nts with 107 matched
healthy controls premorbid beta- premorbid ACEI/ controls
Y blocker use ARB use
v A v v

A 4

Final analysis

F1GURE 1: Flow chart of the study. rtPA: recombinant tissue plasminogen activator; ACEIs: angiotensin-converting enzyme inhibitors; ARBs:

angiotensin receptor blockers.

Scale score (NIHSS) at admission, and a modified Rankin
Scale (mRS) score 90 days after the onset of symptoms. Lab-
oratory panels were also collected and included general char-
acteristics such as total cholesterol (TC), triglycerides (TG),
high-density lipoprotein cholesterol (HDL-C), low-density
lipoprotein cholesterol (LDL-C), and fasting blood glucose
(FBG). Additional laboratory panels to measure the frequen-
cies of circulating white blood cell subpopulations, including
leukocyte, neutrophil, lymphocyte, monocyte, basophil, and
eosinophil counts, measured as cells x 10° per liter, were also
retrospectively collected according to previous records. The
neutrophil-to-lymphocyte ratio (NLR) was calculated as

the neutrophil count divided by the lymphocyte count. The
value of the lymphocyte-to-monocyte ratio (LMR) was cal-
culated as the lymphocyte count divided by the monocyte
count. The classification of ischemic stroke subtypes was
based on the criteria of the Org 10172 Trial in Acute Stroke
Treatment (TOAST) [29].

2.3. Measurement of Lesion Volume and Evaluation of
Neurological Function. We gathered a panel of magnetic res-
onance images performed within 24 hours of stroke symp-
tom onset using a standardized data collection form. All
patients underwent a  diffusion-weighted imaging



examination, and a qualified neurologist determined the
lesion volume. The infarct volume was calculated using the
ABC/2 formula (A is the maximal longitudinal diameter, B
is the maximal transverse diameter perpendicular to A, and
C is the number of 5-mm slices containing the infarct)
[30]. As previously described, the NTHSS was used to evalu-
ate neurologic deficits in patients admitted to the neurology
department [31]. This was followed by an mRS, a 7-point
scale ranging from 0 (no symptoms) to 6 (death) [32], to
assess neurologic outcomes 90 days after the onset of symp-
toms. To satisty the proportional odds assumption, we
reclassified the mRS scores as follows: mRS 0-3 (good out-
come) and mRS 4-6 (poor outcome) [33, 34].

2.4. Statistical Analysis. Statistical analysis was performed
with SPSS Statistics 13.0 software (SPSS Inc., Chicago, IL).
Continuous variables were expressed as mean + standard
deviation or median (interquartile range). The Kolmogo-
rov-Smirnov test was used to test the normality of the distri-
bution. A Student’s t-test or Mann-Whitney U test and one-
way ANOVA or Kruskal-Wallis test followed by Bonferroni
correction were appropriate for univariate analysis. Categor-
ical variables were expressed as frequency or percentage, and
differences between these variables were evaluated using the
chi-square test or Fisher’s exact test. Binary logistic regres-
sion was used to identify predictor variables for long-term
outcomes. We performed a univariate analysis using appro-
priate tests for variables associated with the results on day
90. All associations significant at p < 0.10 were entered into
a binary logistic model that adjusted for the correct vari-
ables. A value of p<0.05 was considered statistically
significant.

3. Results

3.1. Study Population. A total of 1211 consecutive patients
with acute ischemic stroke were retrospectively screened.
We enrolled 69 patients with premorbid beta-blocker use
and 56 with premorbid ACEI/ARB use based on eligibility
criteria. Other age-matched groups of 107 acute ischemic
stroke patients and 45 healthy controls served as matched
and healthy control groups, respectively. The beta-blocker
cohort includes 43 men and 26 women, with an average
age of 64.7 (+13.3) years. Patients in the beta-blocker cohort
were more likely to have a history of arterial hypertension
(p <0.001), coronary artery disease (p <0.001), atrial fibril-
lation (p <0.001), diabetes mellitus (p =0.001), previous
stroke (p=0.041), antiplatelet drug therapy (p <0.001),
and statin therapy (p <0.001) than comparative matched
controls. But serum levels of total cholesterol and low-
density lipoprotein cholesterol in patients with premorbid
beta-blocker use were significantly lower than in the
matched controls (all p < 0.05). The patient group with pre-
morbid use of ACEIs/ARBs consisted of 40 men and 16
women with a mean age of 63.0 (£11.8). Compared to the
matched controls, more patients in the ACEI/ARB group
have a history of arterial hypertension (p < 0.001), coronary
artery disease (p = 0.005), diabetes mellitus (p < 0.001), atrial
fibrillation (p=0.037), or previous stroke (p =0.005). The
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baseline characteristics of the matched controls, the beta-
blocker group, and the ACEI/ARB group are shown in
Table 1. A comparison of demographic characteristics and
comorbidities between matched controls and healthy con-
trols is presented in Supplementary Table 1. The doses of
premorbid use of different beta-blockers and ACEIs/ARBs
are summarized in Supplementary Table 2.

3.2. Impact of Beta-Blockers and ACEIs/ARBs on
Immunocyte Subpopulations in Peripheral Blood from
Patients with Acute Ischemic Stroke. Although there were
no significant differences in the absolute count of leukocytes
between the matched controls and healthy controls, total
neutrophil count and NLR (all p<0.05, Supplementary
Table 1) were significantly higher in the matched controls
than in healthy controls. We also found that lymphocyte
count and LMR decreased significantly in matched
controls compared to healthy controls (all p<0.05,
supplementary table 1). We then observed changes in the
peripheral cellular immune system of the matched controls
and patients with premorbid use of beta-blockers or
ACEIs/ARBs. Compared to the matched controls, the
premorbid use of beta-blockers only increased the absolute
count of circulating lymphocytes and LMR (all p < 0.05,
Table 1). However, we did not find differences in the
frequencies of the immunocyte subpopulations between
patients with premorbid ACEIs/ARBs and matched
controls (all p > 0.05, Table 1).

3.3. Analysis of Immunocyte Subpopulations in Patients with
Anterior Circulation Stroke (ACS) and Posterior Circulation
Stroke (PCS). The frequency of lymphocytes in peripheral
blood and LMR of patients with ACS with premorbid beta-
blocker use was significantly higher than that of the matched
controls (all p <0.05, Figure 2). Likewise, the LMR of PCS
patients with premorbid ACEIs/ARBs were significantly
higher than that of the matched controls (p=0.010,
Figure 2). However, no differences in the immunocyte sub-
population counts of patients with ACS and PCS patients
were found between patients with premorbid use of ACEIs/
ARBs and matched controls (all p > 0.05, Figure 2). These
results suggest that the location of the lesion may not have
an influence on the frequencies of peripheral immunocyte
subpopulations in patients with acute ischemic stroke.

3.4. Impact of Beta-Blockers and ACEIs/ARBs on Outcomes
in Patients with Acute Ischemic Stroke. The functional out-
comes of patients with ischemic stroke 90 days after onset
are shown in Figure 3. The differences were not significant
between patients with premorbid use of beta-blockers or
ACEIs/ARBs and the matched controls (Figure 3). Patients
with premorbid beta-blockers and matched controls were
dichotomized using the modified Rankin Scale (mRS) as
having a favorable outcome (mRS=0-3, n=125) or an
unfavorable outcome (mRS=4-6, n=51) 90 days after
the onset of stroke. Univariate analysis revealed that patients
with favorable outcomes were significantly younger than
those with unfavorable outcomes (p = 0.002, Table 2). How-
ever, patients with unfavorable outcomes were more likely to
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TaBLE 1: Baseline data for matched controls and patients with premorbid use of beta-blockers and ACEIs/ARBs.

Characteristic and variables

Matched controls (n = 107)

Beta-blockers (1 = 69)

ACEIs/ARBs (1 = 56)

Male, gender, n (%)
Age (years, mean + SD)
Hypertension, n (%)
Coronary heart disease, n (%)
Atrial fibrillation, #n (%)
Diabetes, n (%)
Hyperlipidemia, #n (%)
Previous stroke, n (%)
Prior antiplatelets, n (%)
Prior statins, n (%)
Smoking, 1 (%)

Alcohol drinking, n (%)

Infection while in the hospital, n (%)
Systolic blood pressure at admission, mean + SD, mmHg
Diastolic blood pressure at admission, mean + SD, mmHg

Fasting blood glucose, mean + SD, mmol/L

Admission blood lipid

TC, mean + SD, mmol/L

TG, mean + SD, mmol/L
LDL-C, mean + SD, mmol/L
HDL, mean + SD, mmol/L
Admission NTHSS, median (IQR)
mRS at 3 months, median (IQR)
Infarct volume, mL, median (IQR)
Stroke subtype (TOAST)

A large vessel, n (%)

A small vessel, n (%)
Cardioembolic, n (%)

Other reasons, n (%)
Undetermined, n (%)
Leukocytes (x10°%)

Neutrophils (x10%)
Lymphocytes (x10%)

Monocytes (x10%)

Eosinophils (x10°)

Basophils (x10°)

NLR

LMR

68 (63.6) 43 (62.3) 40 (71.4)
61.4+11.6 64.7 +13.3 63.0+11.8
64 (59.8) 64 (92.8)*** 56 (100.0) "
19 (17.8) 40 (58.0)*** 21 (37.5)""
19 (17.8) 30 (43.5)*** 18 (32.1)°
11 (10.3) 20 (29.0)*" 19 (33.9)""
45 (42.1) 27 (39.1) 27 (48.2)
16 (15.0) 19 (27.5)* 19 (33.9)""
11 (10.3) 29 (42.0)*** 11 (19.6)
10 (9.3) 25 (36.2)"** 9 (16.1)
49 (45.8) 25 (36.2) 24 (42.9)
37 (34.6) 23 (33.3) 21 (37.5)
27 (25.2) 17 (24.6) 19 (33.9)
155.2 +24.6 150.6 + 20.6 152.6 +24.5
90.7 +14.8 88.3+16.1 88.8+13.6
6.02+2.10 5.95 + 1.84 5.85+1.96
4.48+0.83 4.12+0.98" 4.43 +1.00
1.54 +0.79 1.64 +1.05 1.74+1.21
2.79 £0.70 2.46 +0.83** 2.73+0.85
1.06 +0.20 1.02 +0.23 1.04 +0.20
5 (4-8) 5 (4-7) 6 (4.25-7)
2 (1-4) 2 (1-4) 2 (1-4)

2.02 (1.50-4.64)

2.16 (1.43-5.58)

1.95 (1.50-3.97)

35 (32.7) 12 (17.4) 14 (25.0)
45 (42.1) 25 (36.2) 21 (37.5)
15 (14.0) 24 (34.8) 15 (26.8)
2(1.9) 1 (1.4) 1(1.8)
10 (9.3) 7 (10.1) 5(8.9)
7.17 +1.95 7.74 +2.25 7.72 +2.08
4.79+1.76 5.15+2.23 5.28+1.77
1.70 +0.53 1.92 +0.69* 1.70 £ 0.68
0.52+0.17 0.49+0.16 0.53+0.19
0.15+0.12 0.16+0.13 0.16+0.13
0.02 +0.02 0.02 +0.02 0.03+0.03
3.18+1.79 3274258 3.48+1.74
3.48+1.18 4.17 +1.78* 3.55+ 1.63

*p < 0.05, matched controls versus beta-blockers. **p < 0.01, matched controls versus beta-blockers.

p <0.001, matched controls versus beta-blockers.

Tp < 0.05, matched controls versus ACEI/ARB. ﬁp < 0.01, matched controls versus ACEI/ARB. 1L”p <0.001, matched controls versus ACEI/ARB. SD:
standard deviation; IQR: interquartile range; NIHSS: National Institutes of Health Stroke Scale score; TC: total cholesterol; TG: triglyceride; LDL-C: low-
density lipoprotein cholesterol; HDL: high-density lipoprotein cholesterol; NLR: neutrophil-to-lymphocyte ratio; LMR: lymphocyte-to-monocyte ratio.

have a history of coronary artery disease (p = 0.002, Table 2),
atrial fibrillation (p =0.004, Table 2), or diabetes mellitus
(p=0.002, Table 2). Additionally, the hospital infection rate,
NIHSS score, and infarct volume of patients with favorable
outcomes were significantly lower than those with unfavor-

able outcomes (all p <0.001, Table 2). Furthermore, the
counts of circulating leukocytes, neutrophils, and NLR were
lower in patients with favorable outcomes than in patients
with unfavorable outcomes (all p <0.001, Table 2). Binary
logistic analysis revealed that higher NIHSS scores on
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FIGURE 2: Analysis of peripheral immunocyte subpopulations in patients with anterior circulation stroke (ACS) and posterior circulation
stroke (PCS). (a) Leukocyte counts, (b) neutrophil counts, (c) lymphocyte counts, (d) monocyte counts, (e) eosinophil counts, (f)
basophil counts, (g) neutrophil-to-lymphocyte ratio (NLR), and (h) lymphocyte-to-monocyte ratio (LMR). ACS: matched controls, n =
81, beta-blockers, n=>52; ACEIs/ARBs, n=37; PCS: matched controls, n =26, beta-blockers, n=17; ACEIs/ARBs, n=19. One-way
ANOVA followed by Bonferroni correction for the analysis of different immunocyte subpopulations. *p < 0.05, beta-blockers (ACS)
versus matched controls. #p < 0.05, ACEIs/ARBs (PCS) versus matched controls.
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Beta-blocker use SN 21.7%

Patients (%)

FiGUre 3: Distributions of the modified Rankin Scale (mRS) score
in patients with ischemic stroke on day 90 after the onset of
symptoms. Functional outcomes of matched controls (n=107),
patients with beta-blocker use before stroke (n=69) and ACEIs/
ARBs (n=56) on day 90 after the onset of symptoms. The chi-
square test was used for the analysis of functional outcomes. The
significance did not differ between the 3 groups (all p > 0.05).

admission (adjusted odds ratio [OR]=1.862; 95% confi-
dence interval 1.436-2.415, p<0.001; Figure 4(a)) and
larger infarct volume on admission (adjusted OR =1.178;
95% CI 1.075-1.291, p < 0.001; Figure 4(a)) were indepen-
dently associated with poor functional outcomes on day 90
after the onset of stroke. However, we did not find a significant
association between the premorbid beta-blocker use and func-
tional outcomes of patients on day 90 after the onset of stroke
(adjusted OR=0.346; 95% CI 0.074-1.624, p=0.179;
Figure 4(a)).

Furthermore, patients with premorbid use of ACEIs/ARBs
and matched controls were also dichotomized by the modified
Rankin Scale (mRS) as having a favorable outcome (n=117)
or an unfavorable outcome (# = 46) on day 90 after ischemic
stroke. Univariate analysis revealed that patients with favor-
able outcomes were also significantly younger than patients
with unfavorable outcomes (p = 0.004, Table 3). Additionally,
more patients had a history of atrial fibrillation (p=0.006,
Table 3) or diabetes mellitus (p = 0.042, Table 3) in patients
with unfavorable outcomes than in patients with favorable
outcomes. The infection rate, NIHSS score, and infarct volume
of patients with favorable outcomes were significantly lower
than those with unfavorable outcomes (p < 0.001, Table 3).
Furthermore, leukocyte, neutrophil, and NLR counts were
lower in patients with favorable outcomes than those with
unfavorable outcomes (all p < 0.05, Table 3). However, the
LMR was higher in patients with favorable outcomes than
those with unfavorable outcomes (p = 0.016, Table 3). Binary
logistic analysis also revealed that infection while in hospital
(adjusted OR=3.397; 95% CI 1.067-10.812, p=0.038;
Figure 4(b)), higher NIHSS scores at admission (adjusted
OR =2.004; 95% CI 1.498-2.682, p < 0.001; Figure 4(b)), and
larger infarct volume (adjusted OR =1.141; 95% CI 1.052-
1.238, p = 0.001; Figure 4(b)) were independently associated
with poor functional outcomes on day 90 after stroke onset.
The premorbid use of ACEIs/ARBs had no impact on func-
tional outcomes on day 90 after stroke (adjusted OR = 0.586;
95% CI 0.161-2.132, p = 0.417; Figure 4(b)).

4. Discussion

As in a previous study [35], we found notable changes in the
cellular immune system of patients with acute ischemic

stroke compared to healthy controls. Premorbid use of
beta-blockers, but not ACEIs/ARBs, also significantly
reversed changes in absolute lymphocyte count and LMR
after acute ischemic stroke compared to matched controls.
However, we did not determine how the location of the
injury influences the overall effect on the cellular immune
system in peripheral blood of patients with acute ischemic
stroke. Furthermore, we did not find a significant correlation
between the use of beta-blockers before stroke and ACEIs/
ARBs on the clinical outcomes of patients with acute ische-
mic stroke on day 90 after ischemic stroke.

Ischemic stroke triggers a complex neuroinflammatory
response involving changes in both immunocyte count and
function, as well as an increase in proinflammatory cyto-
kines, chemokines, proteases, and reactive oxygen species
(ROS) [7, 36]. The local inflammatory response at sites
injured by hypoxia-induced ischemia contributes to neuro-
nal death, blood-brain barrier breakdown, hemorrhagic
transformation, and neurologic deficits after ischemic stroke
[2, 3, 37]. In addition to the activation of innate immuno-
cytes, infiltrated macrophages, lymphocytes, and neutrophils
in the peri-infarct region also participated in the local
inflammatory response after ischemic stroke [7, 8, 36, 38].
Furthermore, circulating cells recruited to injured sites pro-
moted local inflammatory events by increasing the produc-
tion of cytokines such as interleukin (IL)-1f3, IL-4, IL-6,
and IL-10; tumor necrosis factor (TNF); interferons; mono-
cyte chemotactic protein-1 (MCP-1) [8, 39]. The results
indicate that infiltrating immunocytes into brain tissues is
essential in the pathophysiology of ischemic stroke.

Previous studies have indicated that ischemic stroke
causes profound changes in the peripheral blood [35]. These
changes have been commonly found in patients with ische-
mic stroke and include pathologies such as a reduction in
absolute lymphocyte count and increases in absolute neutro-
phil and monocyte counts [35]. As a stressor, ischemic
stroke led to increased activation of the sympathetic nervous
system and the renin-angiotensin-aldosterone system,
including increased serum catecholamine and angiotensin
II (Ang II) levels in patients with ischemic stroke [22,
40-44]. The beta-adrenergic receptor (3-AR) and the Ang
IT type 1 receptor (AT1) are commonly expressed by immu-
nocytes and play a key role in driving these observed pathol-
ogies [45, 46]. Elevated catecholamines act on lymphocytes
through B-AR inhibited T lymphocyte proliferation and
promoted lymphocyte apoptosis by inducing an increase in
the intracellular concentration of adenosine 3,5,-cyclic
monophosphate (cAMP) and promoting activation of pro-
tein kinase A (PKA) [47, 48]. A previous study illustrated
that using beta-receptor antagonists prevented the decrease
in absolute lymphocyte counts in the peripheral blood of
animals with ischemic stroke [49]. However, no study has
investigated the influence of beta-receptor antagonists on
cellular immunocytes in the peripheral blood of patients
with acute ischemic stroke. Our study showed that the pre-
morbid use of beta-blockers also increased the absolute
count of lymphocytes in the peripheral blood of patients
with ischemic stroke compared to matched controls.
Changes induced by an ischemic stroke in the peripheral
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TaBLE 2: Univariate analysis for the characteristics of patients with premorbid use of beta-blockers and matched controls.

Characteristic and variables

mRS < 3(n=125) mRS >3 (n=51)

Male, gender, 1 (%)

Age, (years, mean + SD)
Hypertension, n (%)

Coronary heart disease, n (%)
Atrial fibrillation, n (%)

Diabetes, n (%)

Hyperlipidemia, #n (%)

Previous stroke, n (%)

Prior antiplatelets, n (%)

Prior statins, 7 (%)

Smoking, #n (%)

Alcoholic drinking, n (%)
Infection while hospitalized, n (%)
Prior beta-blockers, n (%)

Systolic blood pressure at admission, mean + SD, mmHg
Diastolic blood pressure at admission, mean + SD, mmHg
Fasting blood glucose, mean + SD, mmol/L
Admission blood lipid

TC, mean + SD, mmol/L

TG, mean + SD, mmol/L

LDL-C, mean + SD, mmol/L

HDL, mean + SD, mmol/L
Admission NTHSS, median (IQR)
Infarct volume, mL, median (IQR)
Stroke subtype (TOAST)

Large vessel, n (%)

Small vessel, n (%)
Cardioembolic, n (%)

Other reasons, n (%)
Undetermined, n (%)

Leukocytes (x10°)

Neutrophils (x10°)

Lymphocytes (x10%)

Monocytes (x10%)

Eosinophils (x10°)

Basophils (x10°)

NLR

LMR

81 (64.8) 30 (58.8)
60.9 +12.0 67.2+12.4"*
92 (73.6) 36 (70.6)
33 (26.4) 26 (51.0)*"
27 (21.6) 22 (43.1)**
15 (12.0) 16 (31.4)*"
55 (44.0) 17 (33.3)
24 (19.2) 11 (21.6)
31 (24.8) 9 (17.6)
26 (20.8) 9 (17.6)
57 (45.6) 17 (33.3)
47 (37.6) 13 (25.5)
19 (15.2) 25 (49.0)*"*
49 (39.2) 20 (39.2)
152.0 +23.5 156.8 +22.2
89.5+15.7 90.4 +14.5
5.91 +2.02 6.19+1.94
4.37+0.85 427+1.04
1.59 +0.89 1.55+0.94
2.67+0.76 2.64 +0.81
1.05+0.21 1.03+0.23

4 (3-6) 9 (7-13)***

7.24 (2.28-28.92)***

—

.72 (1.32-2.53)

28 (22.4) 19 (37.3)
61 (48.8) 9 (17.6)
23 (18.4) 16 (31.4)

2 (1.6) 1(2.0)

11 (8.8) 6 (11.8)
6.94+1.79 8.52+2.32""*
4.43 £1.67 6.15+2.09**
1.81+0.53 1.72+0.75
0.52+0.14 0.49 +0.21
0.16 +0.12 0.14 +0.13
0.02 +0.02 0.02 +0.02
2.75+1.73 4.34+2.56%
3.69+1.24 3.91+1.95

**p<0.01, mRS < 3 versus mRS > 3; ***p < 0.001, mRS < 3 versus mRS > 3. SD: standard deviation; IQR: interquartile range; NIHSS: National Institutes of
Health Stroke Scale score; TC: total cholesterol; TG: triglyceride; LDL-C: low-density lipoprotein cholesterol; HDL: high-density lipoprotein cholesterol;

NLR: neutrophil-to-lymphocyte ratio; LMR: lymphocyte-to-monocyte ratio.

blood cell immune system can contribute to stroke-
associated immunosuppression and increase the incidence
of pneumonia or urinary tract infection [40, 50, 51]. Regula-
tory T cells (Treg) and alternatively activated macrophages
(phenotype similar to M2) may exhibit immunosuppressive
and neuroprotective effects after ischemic stroke [52, 53].

Activation of the sympathetic nervous system induced by
ischemic stroke could reduce the frequency of circulating
lymphocytes [10]. Studies also illustrated that catechol-
amines increased the frequency of circulating Treg cells
and promoted the polarization of circulating macrophages
to an alternatively activated M2-like (anti-inflammatory)
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OR (95% CI) p

Beta-blocker use —af- 0.346 (0.074-1.624) 0.179

Age 1.004 (0.956-1.054) 0.875

Coronary heart disease 4,006 (0.946-16.967)  0.060

Atrial fibrillation B s 1.618 (0.438-5.984) 0.471

Diabetes 3.936 (0.869-17.814)  0.075

Infection _—t - 2.078 (0.595-7.256) 0.252

NIHSS score - 1.862 (1.436-2.415)  <0.001

Infarct volume m 1.178 (1.075-1.292)  <0.001

Leukocytes R — 1.305 (0.339-5.029) 0.699

Neutrophils — 1.015 (0.174-5.916) 0.987

NLR —-— 1.117 (0.560-2.225) 0.754

T T T T 1
0 5 10 15 20
OR (95% CI) p
ACEI/ARB use — 0.586 (0.161-2.132) 0.417
Age 0.977 (0.922-1.035) 0.432
Coronary heart disease 2.250 (0.593-8.534) 0.233
Atrial fibrillation 3.458 (0.919-13.009)  0.066
Diabetes 1.247 (0.276-5.638) 0.774
Infection 3.397 (1.067-10.812)  0.038
HINSS score — = 2.004 (1.498-2.682) <0.001
Infarct volume ~ 1.141 (1.052-1.238) 0.001
Leukocytes _—— 1.072 (0.260-4.428) 0.923
Neutrophils 1.001 (0.134-7.460) 0.999
NLR — 0.910 (0.389-2.132) 0.829
LMR —mt 0.659 (0.388-1.120) 0.123
T T T 1
0 5 10 15

FIGURE 4: Binary logistic regression analysis of variables associated with functional outcomes on day 90 after ischemic stroke. The results
showed that only a higher NTHSS score, a larger infarct volume at admission, and infection while in the hospital were independently
associated with poor functional outcomes on day 90 after the onset of ischemic stroke (a, b). We did not find the influence of premorbid
use of beta-blockers (a) or ACEIs/ARBs (b) on functional outcomes on day 90 after the onset of stroke.

phenotype in the acute phase of ischemic stroke [41, 54].
Future research on the influence of the use of beta-receptor
antagonists on lymphocyte subpopulations and macrophage
polarization in patients with ischemic stroke is warranted
and may provide further insights.

The hypothalamic-pituitary-adrenal axis activation by
ischemic stroke also increased cortisol secretion from the
adrenal tract. Subsequently, it promoted apoptosis of B lym-
phocytes in peripheral blood [10, 41]. A previous study illus-
trated that using beta-blockers to block peripheral
sympathetic nerves did not reverse the effects on the fre-
quency of B lymphocytes in the peripheral blood of mice
with transient middle cerebral artery occlusion (tMCAO).
On the contrary, the frequency of B lymphocytes increased
in the peripheral blood of mice lacking the glucocorticoid
receptors CD19-Cre loxP Nr3cl after tMCAO [55]. Cate-
cholamines and cortisol increased remarkably after ischemic
stroke [56]. Furthermore, B lymphocytes also account for a
large proportion of lymphocytes. The contribution of the
sympathetic nervous system to the peripheral immune sys-
tem may warrant further study after an ischemic stroke.

Angiotensin II (Ang II), an essential component of the
renin-angiotensin-aldosterone system, can also regulate the
differentiation, activation, and chemotaxis of immunocytes,

including macrophages, dendritic cells, T lymphocytes, and
Thl and Thl7 cells [46]. Previous studies have illustrated
that lisinopril, an ACEI inhibitor, protected the kidneys by
alleviating macrophage infiltration and reduced MCP-1
expression in the renal interstitial of animals with progres-
sive nephropathy [57]. Additionally, studies revealed that
high doses of losartan (60 mg/kg) or perindopril (6 mg/kg)
inhibited monocyte release from the spleen into peripheral
blood [58]. Mechanism-wise, ACEIs/ARBs can inhibit
immunocyte differentiation, chemotaxis, and infiltration by
inhibiting proinflammatory cytokine secretion, diminishing
the expression of adhesion molecules, and normalizing
CRP concentration in blood plasma [59]. A separate previ-
ous study has also illustrated that the sympathetic nervous
system can enhance the activation of the renin-
angiotensin-aldosterone system under stress [60].

In contrast, the renin-angiotensin-aldosterone system
could also increase serum catecholamines and cortisol levels
by improving the activation of the sympathetic nervous sys-
tem and the hypothalamic-pituitary-adrenal axis [61, 62]. It
merges into the idea that the role of the renin-angiotensin-
aldosterone system and the sympathetic nervous system in
the immune response is contradictory in patients with car-
diovascular disease. The sympathetic nervous system and
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TaBLE 3: Univariate analysis for the characteristics of patients with premorbid use of ACEIs/ARBs and matched controls.

Characteristic and variables

mRS<3 (n=117) mRS >3 (n=46)

Male, gender, 1 (%)

Age, (years, mean + SD)
Hypertension, n (%)

Coronary heart disease, n (%)
Atrial fibrillation, n (%)

Diabetes, 1 (%)

Hyperlipidemia, #n (%)

Previous stroke, n (%)

Prior antiplatelets, n (%)

Prior statins, n (%)

Smoking, n (%)

Alcoholic drinking, n (%)

Infection while hospitalized, n (%)
Prior ACEI/ARB, n (%)

Systolic blood pressure at admission, mean + SD, mmHg
Diastolic blood pressure at admission, mean + SD, mmHg
Fasting blood glucose, mean + SD, mmol/L
Blood lipid on admission

TC, mean + SD, mmol/L

TG, mean + SD, mmol/L

LDL-C, mean + SD, mmol/L

HDL, mean + SD, mmol/L

NIHSS on admission, median (IQR)
Infarct volume, mL, median (IQR)
Stroke subtype (TOAST)

Large vessel, n (%)

Small vessel, n (%)

Cardioembolic, n (%)

Other reasons, n (%)
Undetermined, n (%)

Leukocytes (x10°)

Neutrophils (x10°)

Lymphocytes (x10%)

Monocytes (x10°)

Eosinophils (x10°)

Basophils (x10°)

NLR

LMR

77 (65.8) 31 (67.4)
60.3+10.9 66.1+12.7*
87 (74.4) 33 (71.7)
24 (20.5) 16 (34.8)
20 (17.1) 17 (37.0)**
17 (14.5) 13 (28.3)*
54 (46.2) 18 (39.1)
22 (18.8) 13 (28.3)
15 (12.8) 7 (15.2)
12 (10.3) 7 (15.2)
55 (47.0) 18 (39.1)
43 (36.8) 15 (32.6)
23 (19.7) 23 (50.0)***
41 (35.0) 15 (32.6)
153.1+25.8 157.6 + 21.0
89.4+14.8 91.7+13.2
5.82+2.06 6.30 £2.00
4.48+0.79 444+ 1.11
1.60 +0.82 1.64 +1.26
2.78 +0.69 2.76 +0.90
1.05+0.20 1.05+0.21

5 (4-6) 9 (6.75-12)***

—

.72 (1.36-2.72) 6.08 (2.24-17.50)***

32 (27.4) 17 (37.0)
57 (48.7) 9 (19.6)
18 (15.4) 12 (26.1)

1(0.9) 2 (4.3)

9 (7.7) 6 (13.0)
7.16 +1.86 7.87 +2.27"
4.73+1.67 5.53 +1.92"
1.74 +0.55 1.59 +0.65
0.51+0.16 0.55 +0.22
0.15+0.12 0.16 £ 0.15
0.02 +0.02 0.02 +0.02
3.00 +1.53 4.00 +2.13**
3.66+1.38 3.10+1.18"

*p <0.05, mRS <3 versus mRS > 3. **p <0.01, mRS < 3 versus mRS > 3. ***p < 0.001, mRS < 3 versus mRS > 3. SD: standard deviation; IQR: interquartile
range; NIHSS: National Institutes of Health Stroke Scale score; TC: total cholesterol; TG: triglyceride; LDL-C: low-density lipoprotein cholesterol; HDL:
high-density lipoprotein cholesterol; NLR: neutrophil-to-lymphocyte ratio; LMR: lymphocyte-to-monocyte ratio.

the renin-angiotensin-aldosterone system have different
effects on the immune response under stress. The sympa-
thetic nervous system can reduce the frequency of circulat-
ing lymphocytes by inhibiting T lymphocyte proliferation
and promoting lymphocyte apoptosis in patients with
chronic heart failure or ischemic stroke [21, 48]. However,

the renin-angiotensin-aldosterone system can increase the
frequency of circulating monocytes by stimulating the
release of monocytes from the spleen after myocardial
infarction [21, 58]. Although ACEILs and ARBs can antago-
nize the activation of the renin-angiotensin-aldosterone sys-
tem, no studies have observed the influence of ACEIs and
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ARBs on the peripheral immune system after acute ischemic
stroke. In this study, we found that ACEIs/ARBs did not
influence the systemic immune response of peripheral blood
in patients with ischemic stroke.

Alternatively, acute stroke can influence the immune
response by promoting shrinkage of the spleen volume via
the activation of the sympathetic nervous system [10]. Fur-
thermore, changes in the activation of the parasympathetic
nervous system can also affect stroke outcomes by regulating
the local and systemic immune response [10]. However, the
efficacy of premorbid beta-blocker use on the prognosis of
patients with ischemic stroke is currently controversial. An
animal study revealed that beta-blockers decreased the inci-
dence of spontaneous pneumonia after cerebral infarction
[63]. A clinical study illustrated that atenolol alleviated sys-
temic inflammatory response syndrome, inhibited the
occurrence of pneumonia, and reduced mortality in patients
with cerebral hemorrhage [64]. A large cohort retrospective
analysis showed that using beta-blockers reduced mortality
in stroke patients, suggesting that beta-blockers may influ-
ence the prognosis of patients with ischemic stroke [65].
Although these previous studies have shown promise, Maier
et al. [66] found that beta-blockers did not reduce the inci-
dence of poststroke pneumonia, sepsis, and death, while
increasing the incidence of poststroke urinary tract infec-
tions. Additional clinical studies showed that premorbid
beta-blockers did not influence stroke severity and neurolo-
gic function in patients with ischemic stroke [67, 68]. These
findings are in line with our own study’s findings, that when
compared to a matched control group, the premorbid use of
beta-blockers does not influence the functional outcomes of
patients on day 90 after ischemic stroke. A previous study
has revealed that catecholamines may regulate immune sys-
tem activation through S2AR on immunocytes [47]. The use
of B1AR blockers (e.g., metoprolol) in some patients may
explain why the results of this study differ from previous
studies.

Multiple trials have shown that antihypertensive drugs
targeting the renin-angiotensin system significantly reduced
the incidence of stroke [69, 70]. However, an animal study
revealed that the infarct volume of Ang II-infused mice
was greater than that of vehicle controls after tMCAO [71].
Furthermore, a significant reduction in infarct volume was
also observed in mice with AT1R gene deficiency than in
wide-type mice with tMCAO [71]. Moreover, an animal
study revealed that premorbid use of ACEIs worsened neu-
rologic functions after traumatic brain injury [72]. To date,
no study has observed the influence of ACEIs/ARBs on the
functional outcomes of patients with ischemic stroke. In this
study, we found that the premorbid use of ACEIs/ARBs did
not have an impact on the functional outcomes of patients
with ischemic stroke on day 90. The effects of premorbid
use of ACEIs/ARBs on stroke outcomes warrant further
investigation.

Our study has limitations due to the small sample size.
However, this small sample size may partially explain why
premorbid use of beta-blockers only reversed changes in
absolute lymphocyte count and LMR but did not affect clin-
ical outcomes in patients with acute ischemic stroke. As this
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study is carried out retrospectively, prospective studies with
larger sample sizes and extended follow-up periods are needed
to validate our findings. Furthermore, stroke has a complex
disease process, and the index of the absolute count of circulat-
ing lymphocytes and LMR in this study may not be sufficient
to adequately evaluate the peripheral immune system. How-
ever, we limited our study to the effects of beta-blockers and
ACEIs/ARBs on leukocyte subtypes in peripheral blood within
24 hours after stroke. We did not measure the cellular immune
response at multiple time points.

The small sample size of this study imposes a limit on the
further analysis of the influence of different AR blockers on
the systemic immune response and outcomes of patients with
ischemic stroke. In this study, we calculated infarct volume
with the ABC/2 formula but not with more professional soft-
ware like RAPID. In future research, we will study the influ-
ence of B2AR blockers, S1AR blockers, and nonselective
beta-receptor blockers on the immune response and outcomes
of patients with ischemic stroke. We will calculate the infarct
volume with more professional software such as RAPID. We
will also determine the association between changes in serum
catecholamine or cortisol levels and the cellular immune sys-
tem in peripheral blood from patients with ischemic stroke.

5. Conclusions

Our study suggested that the premorbid use of beta-blockers
before stroke increased the frequency of lymphocytes and
LMR in the peripheral blood of patients with acute ischemic
stroke. However, we did not observe the impact of premor-
bid use on the prognosis of patients with ischemic stroke.
In addition, we did not find a significant effect of the pre-
morbid use of ACEIs/ARBs on peripheral immunocyte sub-
populations or neurological functions of patients with
ischemic stroke on day 90. Therefore, preclinical models
should be used to determine the effects of beta-blockers or
ACEIs/ARBs on the peripheral immune system and func-
tional outcomes after ischemic stroke.
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