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Abstract: Recently, the increased prevalence of chronic civilization diseases triggered by environ-
mental pollution has been observed. In this context, the role of air pollution in the pathogenesis of
autoimmune and/or inflammatory disorders is poorly elucidated. Here, we asked whether seasonal
changes in the air quality of the city of Cracow affect the polarization of T cell subsets in healthy
donors (HD) and patients with rheumatoid arthritis (RA), multiple sclerosis (MS), and atherosclerosis
(AS). Peripheral blood mononuclear cells (PBMCs) from HD and patients were exposed in vitro to
particulate matter isolated from the air of Cracow (PM CRC). Blood samples were collected in two
seasons (winter and summer), with differences in air concentration of particulate matter of 10 um
(PM10) (below or above a daily limit of 50 pg/ m?). The obtained data showed a significantly elevated
frequency of CD4* lymphocytes specific for IFN-y and IL-17A after the exposure of PBMCs to PM
CRC. This was observed for all patients” groups and HD. In the case of patients, this effect was
dependent on the seasonal concentration of PM in the air, paradoxically being less pronounced in the
season with a higher concentration of air pollution. These observations may suggest the role of air
pollution on the course of inflammatory and autoimmune disorders.

Keywords: air pollution; CD4" T cell subsets; rheumatoid arthritis; multiple sclerosis; atherosclerosis

1. Introduction

According to the European Environment Agency and the World Bank Group, in many
cities of Poland, the concentration of particulate matter (PM) in the air exceeds a daily limit
of 50 ug/m?> for PM10 and 25 pg/m? for PM2.5 [1-4]. In addition, many Polish cities belong
to the most polluted urban areas in Europe, which is related to high incidence of civilization
diseases [5] and despite the continuous efforts to reduce air pollution in the most polluted
cities, the PM concentration values still do not meet the World Health Organization (WHO)
guidelines [6,7]. The limits are exceeded mostly in southern Poland, most often during
the winter season [6]. One of such cities is Cracow. Its specific location, which limits
the movement of the air masses, in connection with steel mills, power plants, chemical
factories, and the combustion of solid fuels for house heating (banned only in September
2019), are among the main reasons for high pollution and bad air quality in Cracow [8].
Numerous studies have documented a negative impact of inhalation of air pollutants on
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human health. Air pollution significantly increases the social burden and leads to the
deterioration of the quality of life. Exposure to PM is mainly associated with increased risk
of cardiopulmonary disease morbidity and mortality [9-11]. Furthermore, air pollution
in association with genetic predispositions, environmental and epigenetic factors may
play a role in the initiation and development of allergy and inflammatory or autoimmune
disorders [12-14]. The impact of environmental factors must not be underestimated,
especially as air pollution has been considered as a risk factor for either development or
exacerbation of these conditions [15]. Fine, ultrafine-, and nanoparticles contain transition
metals that can modulate functions of the immune system [16,17]. Moreover, the inhaled
PM may be deposited in the lower respiratory tract where it may have a toxic effect on
local cells, e.g., macrophages [18,19]. Smaller PM can penetrate the lower respiratory tract
and directly translocate from the lungs into the bloodstream, where it may interact with
circulating leukocytes [20]. Our previous report showed that monocytes play a crucial role
in the response of T cells to standard air pollution preparations, leading to the polarization
of CD4* T lymphocytes into Th1 and Th17 subsets [21].

The balance in the activation of Th cell subsets (Th1/Th2 and Th17/Treg) is a key
mechanism responsible for maintaining the immune system homeostasis. Dysregulation of
the Th1/Th2 and Th17/Treg ratios often results in the development of inflammatory or
autoimmune disorders [22,23]. Moreover, it was shown that ambient PM which are compo-
nents of air pollution, may contribute to the initiation and development of atherosclerosis
(AS) [24], theumatoid arthritis (RA), and multiple sclerosis (MS) [11,25]. Although the
impact of PM has been well documented in many animal models [26,27], the effect of air
pollution on human immune cells has been poorly investigated.

This report presents data on the effect of local air pollutants from the city of Cracow
(PM CRC) on the polarization of CD4" T lymphocytes in patients with atherosclerosis (AS),
rheumatoid arthritis (RA), and multiple sclerosis (MS), concerning the seasonal variation in
air PM concentration.

2. Materials and Methods
2.1. Patients and Control Groups

Overall, 47 patients were enrolled in the study between 14 June 2019 and 15 February
2021. This group contained 11 patients with RA (recruited in the Department of Rheuma-
tology and Immunology, Jagiellonian University Medical College in Cracow, classified
with new-onset RA, before introducing treatment with glucocorticosteroids (GC) and/or
Disease-Modifying Anti-Rheumatic Drugs (DMARD)), 16 patients with MS and 20 patients
with AS (diagnosed at the Department of Clinical Neurology, Jagiellonian University Medi-
cal College in Cracow, based on the McDonald criteria for MS [28] and TOAST criteria for
AS [29], respectively). Patients” blood (10 mL) was drawn into EDTA-containing Vacutainer
tubes (BD Vacutainer, San Jose, CA, USA) and processed within 2 h. In parallel, blood
samples from 20 healthy donors (HD) were commercially purchased from the Regional
Centre of Blood Donation and Blood Therapy in Cracow, Poland, and used as controls.
All the procedures involving patients were approved by the local Jagiellonian University
Bioethical Committee (approval no. 122.6120.261.2015). Basic characterization of patients
and healthy donors (mean age, sex ratio) and the frequency of the disease’s occurrence in
the local population are presented in Table 1.

2.2. Preparation of the PM from the Air of Cracow

Pollution from the air of Cracow (PM CRC) was collected between 2018 and 2019
in the urban area (city centre) of Cracow (marked as Urban B), by a custom-designed
system, using 16 polytetrafluoroethylenes (PTFE) filters (diam. 47 mm, pore size 2.2 um),
as described previously [30], without size fractioning. Filters were changed every week
and air pollutants were extracted from the filters, dried, and pooled in the Department
of Inorganic Chemistry, Faculty of Chemistry, Jagiellonian University in Cracow, Poland,
as described previously [30]. A general physicochemical analysis of the collected PM,
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covering carbon, hydrogen, nitrogen, and sulphur content was performed by our partners
from the Faculty of Chemistry, Jagiellonian University [30]. Preparations of PM CRC were
suspended in RPMI 1640 medium (Corning, Manassas, VA, USA). The final concentration
of PM CRC (10 pg/mlL) was established experimentally as non-toxic for PBMCs.

Table 1. Basic clinical characteristics of the groups of patients and healthy donors participated

in the study.
Frequency of Number Female to Age
Group Disease in the Male Ratio [Mean Years + SD]
Population [%] Overall Female Male [%] Overall Female Male
MS 0.13* 16 10 6 1.670 30.88 + 7.36 31.00 +7.97 30.5£7.78
RA 044~ 11 7 4 1.750 43.55 + 10.51 4050 £9.75 4529 £11.27
AS 3.00 ** 20 7 13 0.538 69.90 +11.02 75.14 £10.30 67.08 £ 10.70
HD 20 7 13 0.538 3890 +11.17 39.57 +11.87 38.54 4+ 11.25

MS—multiple sclerosis; RA—rheumatoid arthritis; AS—atherosclerosis; HD—healthy donors. * frequency of the
disease in the population of Lesser Poland [23,24]. ** frequency of the disease in the population of Poland [25].

2.3. Cell Isolation

Blood samples were collected in two different seasons when the concentration of
PM10 in the air of Cracow was lower than the daily limit of 50 pg/m3 (summer), and
when it was higher than 50 ug/m3 (winter). Peripheral blood mononuclear cells (PBMCs)
were isolated by standard gradient centrifugation using Pancoll (Panbiotech, Aidenbach,
Germany), washed and resuspended in complete RPMI 1640 medium (Corning), containing
2 mM of L-glutamine, 5% heat-inactivated fetal bovine serum (EURx, Gdansk, Poland),
and 25 pg/mL gentamycin (Sigma, St. Louis, MO, USA).

2.4. Cell Viability Assessment

Cell viability was assessed by flow cytometry, using Annexin V Apoptosis Detection
Kit I (BD Pharmingen, San Diego, CA, USA) according to the manufacturer’s instructions.
Briefly, PBMCs after 3 h of culture with or without PM CRC were harvested, washed in PBS
(Corning), resuspended in binding buffer, stained with Annexin V-FITC and propidium
iodide (PI) (15 min. at room temperature) and examined by flow cytometry (FACSCalibur,
BD Biosciences Immunocytometry Systems, San Jose, CA, USA). Typically, 10,000 events
were acquired for analysis. On the day of blood collection, the concentration of PM10 in
the air of Cracow, in the summer and winter periods in 2019-2021, was recorded.

2.5. Cell Culture and Immunostaining for Intracellular Proteins

For intracellular detection of IFN-y, IL-4, IL-17A, and FoxP3, PBMCs (1 x 100/ mL)
were cultured for 3 h in ultra-low-attachment tubes (37 °C, 5% CO,) with or without PM
CRC (10 pg/mL) in the presence of 2 uM Golgi Stop (containing monensin; BD Biosciences,
San Jose, CA, USA) to inhibit protein secretion, as described previously [21,31]. Cells
stimulated with phorbol 12-myristate 13-acetate (PMA; 50 ng/mL; Sigma St. Louis, MO,
USA) and Ionomycin (100 ng/mlL; Sigma) were cultured in parallel and served as positive
control. Thereafter, the cells were harvested, washed in PBS with 5% heat-inactivated foetal
bovine serum (EURx), and stained with fluorescently conjugated monoclonal antibodies,
using Human Th1/Th2/Th17 and Human Th17/Treg Phenotyping Kits (BD Biosciences),
according to the manufacturer’s instruction. After washing in PBS, cells were analysed
by 10-colour FACS CantoX flow cytometer (BD Biosciences, Immunocytometry Systems)
using BD FACSDiva software version 8.0.1 (BD Biosciences). Typically, 10,000 gated CD4*
cells were acquired and the expression of intracellular proteins (IFN-y, IL-4, IL-17A, and
FoxP3), corresponding to Th1, Th2, Th17 and Treg, respectively, was evaluated.
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2.6. Statistics

A minimum sample size of patients with MS, RA, and AS to reach the required
power was estimated (https:/ /select-statistics.co.uk/calculators /sample-size-calculator-
population-proportion/; accessed on 28 February 2022), based on previous epidemiological
data [32-34]. Assuming a level of significance of 5%, confidence level of 95%, power of
test of 80%, the population of Lesser Poland with 3,410,441 inhabitants, the proportion
of patients with MS (0.13%) [32] and RA (0.44%) [33] in Lesser Poland and AS (3%) in
Poland [34] (lack of the data for Lesser Poland), the calculated minimal number of patients
to be enrolled to the study was 3 for MS, 7 for RA and 45 for AS. A minimum sample size
of 20 individuals for healthy donors was calculated and rounded as a mean number of
patients from all groups.

For flow cytometry analysis, the normal distribution of data was checked by the
Shapiro-Wilk test. Statistical analysis was performed by the Mann-Whitney test for data
without normal distribution and student’s T-test for data with normal distribution, using
PRISM GraphPad 6.01 software (GraphPad Software Inc., San Diego, CA, USA). Data were
presented as the median with the interquartile range. Statistically significant differences
were considered at the following p values: p < 0.05; p < 0.01; p < 0.001; p < 0.0001.

3. Results
3.1. Characterization of Patients and Healthy Donors

According to the epidemiological data for Lesser Poland, the calculated number of
patients with MS, RA, and AS to be enrolled in the study was 3, 7, and 45, respectively.
The number of patients with MS (16) and with RA (11) who participated in the study was
much higher than the minimal requirements for statistical power. Unfortunately, due to
the SARS-CoV-2 outbreak, we were not able to recruit the required number of patients
with AS. Despite this discrepancy, the analysis of the results obtained from 20 patients
with AS revealed a similar pattern in the activity of Th cell subsets after in vitro exposure
of PBMC to PM CRC, as observed for other groups of patients. All patients and healthy
donors that participated in the study were residents of the Lesser Poland region. The
basic characterization of all study participants was presented in Table 1. The female to
male ratio highlights the prevalence of disease in a general population. In the case of RA
and MS groups, the number of females was almost 2 times higher than men, which is
associated with a significantly higher prevalence of RA and MS in females [35,36]. The
lower female-to-male ratio in patients with AS resulted from the higher prevalence of
this disease in men [37]. Moreover, RA and MS most often affect young and middle-aged
women, while AS is diagnosed mainly in the elder population.

3.2. PM CRC Activate CD4* T Lymphocytes, Skewing the Balance of Th1/Th2 and Th17/Treg
Subsets in Patients and Healthy Donors

The effect of local air pollution on the polarization of CD4" T lymphocytes was
evaluated after a 3 h exposure of patients” and HD PBMCs to PM CRC. The concentration
of PM CRC (10 pug/mL) was established experimentally as non-cytotoxic (Figure S1). The
population of CD4" T cells is highly heterogenic, being composed of several subsets, mainly
Th1, Th2, Th17, and Treg. With this in mind, we checked first if exposition of PBMCs to PM
CRC cause CD4" T cell subset polarization, as defined by the expression of intracellular
proteins such as IFN-y, IL-4, IL-17A, and FoxP3. The obtained data show that exposure
of PBMCs to PM CRC caused a significant increase in the proportion of cells positive for
IFN-y and IL-17A, similarly as was described previously for NIST and LAP particles [21].

As the ratio of Th1/Th2 and Th17/Treg subsets correlates well with the functional
status of the immune system [22,38,39], we further compared these parameters in HD and
patients, after exposure of PBMC to PM CRC (Figures 1 and 2). Cells stimulated with PMA
+ Ionomycin were used as a positive control (Figure S2).
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Figure 1. Effect of the exposure of PBMCs to PM CRC on the ratio of Th1/Th2 cells in patients and
HD. After PBMCs stimulation, the proportion of CD4* cells positive for IFN-y (Th1) and IL-4 (Th2),
and the corresponding Th1/Th2 ratio were determined in HD (A) and patients with AS (B), RA (C),
and MS (D). Data are presented as median =+ interquartile range from 20 independent experiments
for HD (A) and AS (B), 11 for RA (C), and 16 for MS (D). Statistically significant difference was
estimated at p < 0.05.

Figure 1 shows a significant increase in the Th1/Th2 ratio in all studied groups after
cell exposure to PM CRC, being highly skewed to the Thl type. The most significant
difference between stimulated and unstimulated samples was detected for patients with
AS—a 71.4 fold increase (median value of the Th1/Th2 ratio 112.8 vs. 1.58, respectively) and
for patients with MS—a 34.2 fold increase (89.09 vs. 2.6) (Figure 1B,D). The lowest increase
in the Th1/Th2 ratio was detected in patients with RA—a 18.3 fold increase (median ratio
25.11 vs. 1.37), and HD—a 19.5 fold increase (median ratio 42.81 vs. 2.19) (Figure 1A,C).

Additionally, PBMCs exposed to PM CRC showed an increase in Th17/Treg ratio
when compared to the unexposed control group (Figure 2). This was most significant
for HD and patients with MS, where the Th17/Treg ratio increased by 3.8 (median ratio
2.66 vs. 0.69) and by 3.7 fold (median ratio 3.78 vs. 1.03), respectively (Figure 2A,D). In the
case of patients with AS and RA—a 2.4-fold increase (median ratio 1.74 vs. 0.72), and a
2.5-fold increase (median ratio 2.07 vs. 0.84) was observed, respectively (Figure 2B,C).
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Figure 2. Effect of the exposure of PBMCs to PM CRC on the ratio of Th17/Treg cells in patients
and HD. After PBMCs stimulation, the proportion of CD4* cells positive for IL-17 (Th17) and FoxP3
(Treg), and the corresponding Th17/Treg ratio were determined in HD (A) and patients with AS
(B), RA (C), and MS (D). Data are presented as median + interquartile range from 20 independent
experiments for HD (A) and AS (B), 11 for RA (C), and 16 for MS (D). Differences between the groups
were considered statistically significant at p < 0.05.

3.3. Polarization of CD4* T Cells in Patients with Inflammatory or Autoimmune Disorders
Depends on the Seasonal Changes in the Concentration of PM in the Air of Cracow

When referring to the air quality in Cracow, one must keep in mind that there is a
significant difference in the daily concentration of PM during winter and summertime [7,40].
This is mainly due to smog covering the city in the winter. To answer whether a seasonal
variation in the concentration of PM in the air of Cracow may affect the polarization of
CD4* T cells, blood samples were collected in two seasons when the concentration of PM
in the air was lower (summer) and higher (winter) than the daily limit (50 jtg/m?3) (Table 2).
To this end, PBMCs were exposed to PM CRC for 3 h (as above). Next, the CD4" T cells
positive for the cytoplasmic expression of IFN-y; IL-4; IL-17A; FoxP3 were analysed and
the corresponding Th1/Th2 and Th17/Treg ratios were calculated.
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Table 2. Mean concentration of PM10 and PM2.5 (mean in pg/ m? + SD) in the air of Cracow in the
summer and wintertime between 2019-2021.

Season

Summer Winter
PM10 PM2.5 PM10 PM2.5
17.53 £9.27 9.98 +5.46 76.43 £ 36.77 50.46 + 27.02

The daily concentration of PM10 and PM2.5 was recorded each time when blood sampling from patients and
healthy donors occurred. Calculated based on the daily reports from the measurement data archives of the Chief
Inspectorate of Environmental Protection in Poland [41].

The obtained results show an increase in Th1/Th2 and Th17/Treg ratios after the
exposure of PBMCs to PM CRC, being highly skewed into Th1 and Th17 cells in all groups
in summer when the concentration of PM in the air was lower than the daily acceptable
limit (Figures 3 and 4). In respect to the Th1/Th2 ratio, the most pronounced effect of PM
CRC was detected in the group of AS—a 97.5-fold increase (median ratio 159.0 vs. 1.63),
MS—a 36-fold increase (median ratio 90.2 vs. 2.5) and HD—a 33.3-fold increase (median
ratio 88.61 vs. 2.66) (Figure 3A,C,G). The lowest effect of PM CRC—an increase of 21.8-fold
(median ratio 31.56 vs. 1.45)—was observed in patients with RA (Figure 3E).

Moreover, in the season with high PM concentration (above a daily limit), stimulation
of patients” PBMCs with PM CRC was less effective than in the summer.

This effect was more pronounced for patients with RA and AS, where the increase
in the Th1/Th2 ratio by 5.0-fold (median ratio 2.0 vs. 0.4) and 44.0-fold (median ratio
48.4 vs. 1.1), respectively (Figure 3D,F), was much lower compared to the corresponding
21.8 and 97.5-fold increase in the summer. In the case of RA patients, however, the observed
stimulatory effect in the wintertime reached statistical significance at the lowest level
compared to other groups. No statistically significant stimulatory effect of PM CRC was
observed in the group of MS patients (Figure 3H). In respect to the Th17/Treg ratio, in the
season with low PM concentration, this parameter was significantly increased in all groups
after PBMCs stimulation, reaching the highest value for MS—a 3.8-fold increase (median
ratio 4.06 vs. 1.06) and RA patients—a 3.6-fold increase (median ratio 3.0 vs. 0.84), and
HD—a 3.5-fold increase (median ratio 2.66 vs. 0.76). In the case of AS, the level of increase
was the lowest—2.1-fold (median ratio 1.57 vs. 0.74) (Figure 4). On the other hand, in the
season with high PM concentration in the air (winter), the Th17 response of patients with
AS increased after stimulation with PM CRC by 3.0-fold (median ratio 2.17 vs. 0.71), while
the response of patients with RA and HD increased by 1.75-fold (median ratio 1.4 vs. 0.8)
and 4.3 (median ratio 3.0 vs. 0.7), respectively and was lower than in the summer. In the
case of patients with MS, no difference between the stimulated and unstimulated group
(median ratio 0.5 vs. 0.6) was observed (Figure 4H). The cell response in HD was at a
similar level in both periods. No role of seasonal changes in the concentration of PM in the
air was shown for Th2 and Treg cells, as their levels were undetectable in PBMCs of the
studied groups despite the stimulation with PM CRC.

Taken together, the exposure of PBMCs from patients and HD to PM CRC caused
the upregulation of Thl and Th17 cells, indicating changes in the polarization of CD4* T
cell subsets towards proinflammatory status. This effect was dependent on the seasonal
changes in the concentration of PM in the air of Cracow, being more pronounced in the
season with the air pollution lower than a daily limit.
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Figure 3. Effect of the exposure of PBMCs to PM CRC on the ratio of Th1/Th2 cells in patients and HD
in relation to the seasonal changes in the concentration of PM in the air. After PBMCs stimulation, the
proportion of CD4* T cells positive for IFN-y (Th1) and IL-4 (Th2), and the corresponding Th1/Th2
ratio were determined in HD (A,B) and patients with AS (C,D), RA (E,F), and MS (G,H). Results are
presented concerning seasonal changes in PM10 concentration in the air, lower (A,C,E,G) or higher

than the daily limit (50 ug/m?) (B,D,F,H). Data are presented as median + interquartile range from
10 independent experiments for HD (A,B), 13 (C) and 7 (D) for AS, 8 (E) and 3 (F) for RA, 13 (G) and
3 (H) for MS. Statistically significant difference was estimated at p < 0.05.
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Figure 4. Effect of the exposure of PBMCs to PM CRC on the ratio of Th17/Treg cells in patients and
HD with the seasonal changes in PM concentration in the air. After PBMCs stimulation, the frequency
of CD4" cells positive for IL-17A (Th17) and FoxP3 (Treg) and the corresponding Th17/Treg ratio
were determined in HD (A,B) and patients with AS (C,D), RA (EF), and MS (G,H). Results are
presented concerning seasonal changes in PM10 concentration in the air, lower (A,C,E,G) or higher
than the daily limit (50 pg/m?3) (B,D,F,H). Data are presented as median + interquartile range from
10 independent experiments for HD (A,B), 13 (C) and 7 (D) for AS, 8 (E) and 3 (F) for RA, 13 (G) and
3 (H) for MS. Statistically significant difference was estimated at p < 0.05.
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4. Discussion

A growing list of evidence suggests that environmental pollution and increasing con-
centration of PM in the air have an impact on the initiation, development, and exacerbation
of allergies, inflammatory, cardiovascular, and autoimmune disorders [9-14]. Nowadays,
air pollution is recognized as a major public health problem, with a strong influence on
people’s life quality [42]. So far, our and other studies have documented a strong polar-
ization of CD4+ T cells into Th1l and Th17 subsets in PBMCs of HD after the exposure
to NIST and LAP particles, which differed in the content of organic components [21,43].
In this report, we assessed the effect of local air pollution in Cracow on the polarization
of human CD4+ T cell subsets after in vitro exposure of PBMCs from patients with AS,
RA, and MS. The diseases were selected based on evidence suggesting a role of the urban
pollution on their prevalence in society [44-50]. This effect was determined by flow cytom-
etry analysis of IFN-y, IL-4, IL-17A, and Foxp3, characteristic for Th1, Th2, Th17, and Treg
cells, respectively. Furthermore, Th1/Th2 and Th17/Treg ratios were assessed to estimate
changes in the balance of Th1 to Th2 and Th17 to Treg subsets, caused by the exposure of
PBMCs to PM CRC. These ratios were analysed seasonally (winter and summer), where
differences in the concentration of PM10 in the air of Cracow (lower and higher than a daily
limit of 50 pg/m?).

The obtained data revealed that the exposure of PBMCs to PM CRC shifted the
balance of T cell subsets towards proinflammatory Th1l and Th17 cells, both in patients
and HD. This was documented by elevated proportion of IFN-y and IL-17A producing
cells, with no concomitant changes in the level of Th2 and Treg cells in the studied groups.
Simultaneously, an increase in the ratio of Th1/Th2 cells was detected in all groups, being
most evident in AS (a 71.4-fold increase) and MS patients (a 34.2-fold increase), while
cells from HD and patients with RA presented similar but less pronounced responses
(a 18.3- and a 19.5-fold increase, respectively). For the Th17/Treg ratio, the stimulatory
effect of PM CRC was much less indicated, with the most robust response observed in
the group of patients with MS (a 3.7-fold increase), and HD (a 3.8-fold increase), while
for patients with AS and MS, it was lower (a 2.4- and a 2.5-fold increase, respectively). It
seems, that despite the health status, the exposition of PBMCs to PM CRC leads to the
induction of inflammatory reaction, albeit with a different magnitude. In patients and HD,
the difference in the Thl polarization between unstimulated and PM CRC-stimulated cells
was more significant than for the Th17 type. This suggests that Th1 cytokines might be
more relevant in some of the studied diseases. In keeping, in the case of AS, the majority
of pathogenic T cells are of the Th1 profile producing high levels of IFN-y [51]. IFN-y
activates monocytes/macrophages and DCs, leading to the perpetuation of the pathogenic
Th1 response. Although postulated, the role of Th17 cytokines in the pathogenesis of AS
has not been unequivocally confirmed [52]. Additionally, in MS, much evidence has been
obtained for a role of IFN-y in the pathogenesis of the disease [53-55], however more
recent studies have also suggested a role of Th17 cells in MS pathogenesis, involving the
aberrations of IL-17 and IL-23 production in the disease [56]. In this context, it was shown
that the exposure of innate immune cells to PM10 induces production of Th17 cytokines,
causing progression of MS [50]. Currently, it is postulated that Th17 cells might play a
role in the initial phases of MS, while Th1 cells might be important in later phases of the
inflammation in the CNS [57].

On the other hand, RA is considered a Thl-associated disease [58] and it was docu-
mented that the frequency of IFN-y producing CD4* T cells is significantly elevated in the
synovial fluid compared to the peripheral blood [59,60]. However, the frequencies of IFN-y
producing PBMCs in early arthritis correlated with disease activity, supporting the role of
Th1 cells in the initiation of RA [61].

The present results also imply the crucial role of seasonal variation in the PM CRC
concentration in the air on the polarization of T cell subsets in all investigated groups. In
the area of the city of Cracow, the concentration of PM is 4-times higher in winter than
during summer [62]. The obtained data show that the most pronounced effect of PM CRC
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on the upregulation of the Th1/Th2 and Th17/Treg ratios was observed in patients in the
season with the concentration of PM10 lower than a daily limit of 50 pg/m?3. This was not
the case for HD, where the seasonal changes in the PM concentration in the air did not affect
the magnitude of cell response. In the season with a concentration of PM10 higher than
the daily limit, the effect of the PM CRC on the Th1/Th2 ratio in the patients” groups was
much lower compared to the summertime; the most significant reduction of the response
level was detected for RA (c.a. 4 times less) and AS (c.a. 2 times less) patients.

The high concentration of air pollution also affected patients’ Th17/Treg responses,
and this was either higher (AS—fold increase 3.0) or lower (RA—fold increase 1.75) than
observed in the season with low air pollution (fold increase 2.1 vs. 3.6, respectively).
Similarly to the Th1/Th2 response, no stimulatory effect of PM CRC in this season was
observed in the group of patients with MS.

Our data may suggest that in the case of patients, especially with MS, lasting exposure
to the air pollution with a daily concentration of PM10 higher than 50 pg/m? makes T cells
less sensitive to stimulation of PBMCs with PM CRC in vitro. These results indirectly
corroborate the data, showing that a higher concentration of air pollution during winter is
associated with the increased manifestation of MS [25,63,64].

It is worth mentioning that the activation of CD4* T cells in response to PM requires
monocytes and their accessory function. This was already confirmed by our previous
report, where the exposition of T lymphocytes to the reference PM material resulted in their
activation, only in the presence of monocytes. This effect was largely dependent on the
organic compounds content in PM preparations [21].

In comparison to those data, PM CRC contain much more organic compounds than
standard reference urban particulate matter; the carbon content in NIST SRM 1648a is
certified as 12.7%, while PM CRC samples collected in Cracow (UrbanB) contain more than
40% of carbon [61]. One of the major organic components of PM is bacterial endotoxin
(Lipopolysaccharide—LPS) [21]. Although we have no formal proof, we cannot exclude
that the lower frequency of cytokine producing CD4* T cells after stimulation with PM CRC
in the season with high concentration of PM10 in the air (winter) is a result of T cell exhaus-
tion due to the permanent signals driven by natural exposure to PM, containing LPS and/or
other antigens [65]. The LPS-responding human blood T cells, occurring with a frequency
less than 1:1000, were described by Ulmer et al., and the feature of this activation pathway is
the MHC-unrestricted accessory cell activity of monocytes, providing costimulatory signals
via direct cell-to-cell contact and release of soluble cytokines [66]. Another possible expla-
nation of this observation is monocyte tolerance, a phenomenon described also in respect
to LPS and TLR4 binding [67,68]. The tolerance and cross-tolerance phenomena might be
induced via Pattern Recognition Receptors (PRRs), including Toll-like receptors (TLRs)
TLR2, TLR4, and TLR9 [69], which recognize many, not only microbial products. Shoenfelt
et al., suggested that PM might use distinct receptors and pro-inflammatory signalling
pathways based on particle composition. For example, exposure of murine peritoneal
macrophages to PM2.5, which had high levels of redox-active metals and low levels of
endotoxin, induced cytokine secretion in a TLR2-dependent mechanism. Conversely, PM10,
which contains high level of endotoxin, induced cytokine secretion in a TLR4-dependent
mechanism [70].

The data suggest that PM induces the release of proinflammatory cytokines, including
TNF-«, IL-1, IL-6, and IL-8 [21,71,72]. Here, we also observed increased TNF-« and IL-
6 release after 3 h exposure of PBMCs to PM CRC, being the highest in patients with
AS and MS (Figure S3). In the population of PBMCs, the main producers of TNF-«
and IL-6 are monocytes [73]. Our unpublished data indicate that monocytes exposed to
high concentrations of PM produce these cytokines and rapidly die through pyroptosis.
Dying cells release damage-associated molecular patterns (DAMPs) that can protect the
neighbouring, still alive monocytes, allowing for rechallenge with PM, and activate them
for further production of the inflammatory mediators relevant for the activation of CD4*
Th cells (manuscript in preparation).
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In the case of MS, TNF-« is a major mediator of the inflammatory response and is
important in the pathogenesis and progression of MS [74]. Although TNF-« and IL-6 are
also main pathogenic cytokines in RA, having a destructive effect on bones [75], and the
“anti-cytokine therapy”, such as the anti-TNF-« or the anti-IL-6 therapy has revolutionized
current RA treatment [76], we did not observe any significant increase in the secretion of
these cytokines to the culture medium after stimulation of PBMCs with PM CRC, indicating
that cells in the local environment in synovial and bone tissues in RA might respond
differently to certain stimuli than those in vitro.

In summary, our results indicate that treatment of human PBMCs with PM CRC affects
the balance of Th1/Th2 and Th17/Treg cells, promoting activity of Th1l and Th17 subsets
both in patients with AS, RA and MS, and HD. Although the cells from HD and patients
responded to stimulation with PM CRC in a similar fashion, the magnitude of Th1 and
Th17 response in patients was different as compared to HD, suggesting the disease-related
specificity. This effect was dependent on the seasonal concentration of PM in the air of
Cracow (variations in PM10 and PM2.5 content).

However, due to some limitations, our results should be treated tentatively. An
important factor that might have an impact on the obtained data is the gender of patients
and HD. It is well documented that autoimmunity positively correlates with females, while
inflammatory disorders, including AS, are correlated with male patients. This was reflected
also in our study by the composition of RA, MS, and AS groups, with the two formers
contained in the majority women, while the latter was dominated by men. Recently Kim
etal. reported gender-related differences in the effects of air pollution on cognitive functions
in elderly persons in South Korea [77]. In their succinct study, they showed that women
were at a higher risk for decreased cognitive function associated with increased exposure
to PM10 and PM2.5—10. In our study, we did not find a similar correlation (Figures S4
and S5). This may be due to the relatively low number of patients in our study groups
and/or due to a lack of exclusion of potential confounding factors, e.g., age, geographical
location, smoking status, drinking habits, body mass index, blood pressure, co-morbidities,
etc. from the analysis. Another important aspect is that CD4* T cells do not directly
respond to PM; their activity requires monocytes, and their cytokines as accessory signals.
However, a precise mechanism of monocyte interactions with ambient air pollution needs
to be elucidated.

5. Conclusions

In vitro exposure of PBMCs to PM CRC promotes the Thl and Th17-type response
in HD and patients with AS, RA, and MS. In the case of patients, polarization of CD4* T
cells was also dependent on the seasonal variation in the concentration of PM (PM10 and
PM2.5) in the air of Cracow, being more pronounced in the season with low air pollution.
These findings further support the observations that air pollution induces a complex pro-
inflammatory response, which may contribute to the development and/or exacerbation of
many pathologies, including inflammatory and autoimmune disorders.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/atmos13040529/s1, Figure S1: Flow cytometry analysis of viability
of cells after exposure of PBMCs to PM CRC; Figure S2: Flow cytometry analysis of intracellular
proteins characteristic for specific Th subsets after exposure of PBMC to PM CRC; Figure S3: Effect of
the PM CRC treatment on PBMCs production of TNF« and IL-6; Figure S4: Effect of the exposure of
PBMCs to PM CRC on the ratio of Th1/Th2 cells by gender in patients and HD; Figure S5: Effect of
the exposure of PBMCs to PM CRC on the ratio of Th17/Treg cells by gender in patients and HD.
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