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ABSTRACT

Purpose: We evaluated the role of serum amyloid A1 (SAA1) in the pathogenesis of airway 
inflammation according to the phenotype of asthma.
Methods: One hundred twenty-two asthmatic patients and 60 healthy control subjects (HCs) 
were enrolled to measure SAA1 levels. The production of SAA1 from airway epithelial cells 
(AECs) and its effects on macrophages and neutrophils were investigated in vitro and in vivo.
Results: The SAA1 levels were significantly higher in sera of asthmatic patients than in 
those of HCs (P = 0.014); among asthmatics, patients with neutrophilic asthma (NA) 
showed significantly higher SAA1 levels than those with non-NA (P < 0.001). In vitro, 
polyinosinic:polycytidylic acid (Poly I-C) treatment markedly enhanced the production 
of SAA1 from AECs, which was further augmented by neutrophils; SAA1 could induce the 
production of interleukin (IL)-6, IL-8, and S100 calcium-binding protein A9 from AECs. 
Additionally, SAA1 activated neutrophils and macrophages isolated from peripheral blood of 
asthmatics, releasing neutrophil extracellular traps (NETs) and secreting proinflammatory 
cytokines presenting M1 phenotype, respectively. In ovalbumin-induced asthma mice, Poly 
I-C treatment significantly increased SAA1 levels as well as IL-17A/interferon-gamma/IL-33 
levels in bronchoalveolar lavage fluid (BALF), leading to airway hyperresponsiveness and 
inflammation. The highest levels of SAA1 and neutrophilia were noted in the BALF and sera 
of the NA mouse model, followed by the mixed granulocytic asthma (MA) model. Especially, 
SAA1 induced IL-17/retinoic acid receptor-related orphan receptor γt expression from 
activated CD4+ T lymphocytes in asthmatic mice.
Conclusions: The results show that SAA1 could induce neutrophilic airway inflammation 
by activating neutrophils along with NET formation, M1 macrophages, and Th2/Th17 
predominant cells, contributing to the phenotype of NA or MA.

Keywords: Serum amyloid A protein; asthma; phenotype; neutrophils; macrophages; 
epithelial cells; Poly I-C; inflammation; biomarkers

INTRODUCTION

Asthma is traditionally characterized by eosinophilic inflammation in the airways; however, 
adult asthmatic patients are classified into various subtypes based on cellular profiles in the 
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sputum: eosinophilic asthma (EA), neutrophilic asthma (NA), mixed granulocytic asthma (MA), 
and pauci-granulocytic asthma.1-3 Especially, NA is associated with airway microbiology that 
may influence the response to steroid resistance with more severe asthma (SA) symptoms.4,5 
Moreover, tumor necrosis factor-α (TNF-α) and interleukin (IL)-8 (released from macrophages), 
as well as IL-17 (released from CD4+ T lymphocytes), have been known to be involved in 
neutrophilic airway inflammation.6-8 Nevertheless, persistent airway inflammation and frequent 
asthma exacerbations in NA representing SA have not been completely understood.9,10

Acute-phase serum amyloid A (SAA) proteins, including SAA1 and SAA2, are released 
from airway epithelial cells (AECs), macrophages, monocytes, and dendritic cells.11,12 
The association between higher SAA1 levels and asthma prevalence has been reported in 
several studies.13,14 To date, SAA has been proposed as a biomarker for NA, which acts via 
N-formyl peptide receptor 2 signaling, and relates to lower forced expiratory volume in the 
first second (FEV1) (%) among asthmatic patients.15-17 Moreover, SAA1 could bind to house 
dust mite (HDM) allergens, driving type 2 responses via inducing the production of IL-33 
from AECs in vitro.18 In addition to asthma, SAA levels were elevated in acute exacerbation of 
chronic obstructive pulmonary disease with induced neutrophilic airway inflammation.15,17,19 
Therefore, there is a need to clarify the contribution of SAA1 to neutrophilic airway 
inflammation according to the asthma phenotypes and the degree of airway inflammation.

AECs act as the key upstream in asthma pathogenesis by producing not only alarmins (e.g., 
thymic stromal lymphopoietin [TSLP], IL-33 and IL-25) but also predominant source cells 
of proinflammatory cytokines and chemokines, which characterize infiltrating cells and 
asthma phenotypes.20 In addition, AECs produce chemokines, such as C-C motif chemokine 
ligand 5 and IL-8, following respiratory syncytial virus infection, which drives eosinophil 
and neutrophil/monocyte recruitment.21 Currently, pulmonary macrophages have been 
supposed to be central cells for regulating airway inflammation in asthma pathogenesis as 
they are in the host defense and produce abundant pro-inflammatory cytokines in response 
to surrounding environments; overproduction of these cytokines loses their protective 
properties and enhances innate and adaptive immune responses in the asthmatic airway.22,23

Here, we evaluated serum SAA1 levels according to various asthma phenotypes with clinical 
relevance. Moreover, the effects of SAA1 on neutrophils and macrophages in induction of 
airway inflammation were investigated in vitro and in vivo.

MATERIALS AND METHODS

Study subjects
Human studies were approved by the Institutional Review Board of Ajou University Hospital 
(AJIRB-GEN-SMP-13-108). All patients provided written informed consent at the time of 
recruitment. In this study, adult asthmatic patients (n = 122) and healthy control subjects 
(HCs, n = 60) were enrolled. A diagnosis of asthma was based on the Global Initiative for 
Asthma (GINA) 2020 guideline.24 According to sputum neutrophil count, adult asthmatic 
patients were classified into NA (sputum neutrophils ≥ 65% among the leukocytes counted) 
and non-NA (sputum neutrophils < 65%).25 Severe asthma was determined on the basis 
of the American Thoracic Society/European Respiratory Society guideline.26 Atopy status 
was defined when a positive skin prick test to at least one of the following common 
inhalant allergens: 2 HDMs (Dermatophagoides pteronyssinus, Dermatophagoides farinae), cat, 
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dog, cockroach, aspergillus, and alternaria, mugwort and ragweed pollens, and tree and 
grass pollen mixtures (Bencard, Bradford, UK). Spirometry was performed to evaluate the 
degree of airway obstruction, and methacholine bronchial challenge test was performed 
to examine the degree of airway hyperresponsiveness (AHR) as previously described.27 
Serum samples from all subjects were collected, stored at −70°C, and thawed before use. 
Total Immunoglobulin E (IgE) levels in serum were measured by the ImmunoCAP system 
(ThermoFisher Scientific, Waltham, MA, USA) in the detection range of 2–5,000 kU/L.

Epithelial cell culture and stimulation
Two kinds of AECs were used in this study, primary small airway epithelial cells (SAECs) 
and human AEC line (A549), both of which were purchased from the American Type Culture 
Collection (ATCC, Manassas, VA, USA). SAECs were cultured in basal medium (ATCC) 
plus bronchial epithelial cell growth kit (ATCC), 10 UI/mL penicillin G sodium, 10 μg/mL 
streptomycin sulfate (Gibco, Grand Island, NY, USA), and 25 ng/mL amphotericin B (Sigma 
Aldrich, St. Louis, MO, USA) at 37°C in humidified air with 5% CO2. A549 cells were cultured 
in RPMI-1640 medium supplemented with 10% fetal bovine serum, penicillin G sodium (100 
UI/mL), and streptomycin sulfate (100 μg/mL). SAECs (1 × 105 cells) or A549 (2 × 105 cells) 
were seeded onto a 12-well plate and stimulated with 50 ng/mL IL-5/IL-13/IL-6/IL-1β (Sigma 
Aldrich), or 50 μg/mL Poly I-C (Sigma Aldrich) for 24 hours. In some experiments, AECs were 
stimulated with 50 μg/mL Poly I-C with/without 50 ng/mL human recombinant SAA1/SAA 
(LifeSpan Biosciences, Franklin Lakes, NJ, USA).

Human immune cell isolation and culture
Blood from asthmatic patients was layered on a lymphoprepTM solution (Axis-Shield, Oslo, 
Norway), followed by centrifugation at 2,500 rpm, at 20°C for 25 minutes without braking. 
The red layer was sedimented in Hank's balanced salt solution (HBSS from Gibco) buffer 
containing 2 mM ethylenediaminetetraacetic acid and 2% dextran at room temperature for 
45 minutes. Then, peripheral blood eosinophils (PBEs), neutrophils (PBNs) and monocytes 
were isolated using Eosinophil or Monocyte Isolation Kit (Miltenyi Biotec Inc., Auburn, CA, 
USA) according to the manufacturer's instructions. The cells were maintained in RPMI-1640 
medium supplemented with 10% heat-inactivated fetal bovine serum, 100 IU/mL penicillin, 
and 100 μg/mL streptomycin.

Induction of neutrophil extracellular traps (NETs)
To investigate formation of NETs, PBNs were treated with 100 nM phorbol myristate acetate 
(PMA; Sigma Aldrich) or 50 ng/mL SAA1 with/without 1 μM dexamethasone (dex) for 5 
hours as previously described.28 Supernatants were harvested for ELISA. The images of NETs 
were taken by using a Zeiss LSM710 confocal microscope (Cal Zeiss Microscopy GmbH, 
Jena, Germany) and the images were analyzed by microscope software ZEN lite. To detect 
NET formation by using immunofluorescence, cells were incubated overnight with anti-
myeloperoxidase (MPO) from Abcam (Cambridge, UK), and anti-neutrophil elastase (NE) 
from Santa Cruz (Biotechnology, Inc, Dallas, TX, USA), followed by Alexa fluor 488 donkey 
anti-rabbit and 594 donkey anti-goat antibodies (Thermo-Life Technology, Waltham, MA, 
USA) for 1 hour. The nuclear DNA was stained with 4′,6-diamidino-2-phenylindole (DAPI 
with 1.000-fold dilution) for 5 minutes. PicoGreen assay was performed to measure cell-
free DNAs in the NETs using Quanti-iTTM PioGreen® double stranded DNA (dsDNA) kits 
(Invitrogen, Paisley, UK) according to the manufacturer's instructions. In some experiments, 
PBNs were stimulated with 50 ng/mL SAA1 for 30 minutes, followed by being pretreated 30 
minutes with/without 1 μM dex to detect SAA1-induced signaling expression in PBNs.
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Quantification for reactive oxygen species (ROS) production
The production of ROS from isolated PBNs were stained with 2'7′ dichlorofluorescein 
diacetate (H2DCFDA) (Life Technologies, Eugene, OR, USA) within 30 minutes at 37°C, 
followed by one wash with 1× HBSS, and then treated with 50 ng/mL SAA1 in phenol red-free 
RPMI medium for 30 minutes. After that 100 μL medium in each well was transferred to a 
black-plate (Thermo Fisher Scientific). The signal was read at 480 nm of excitation, and 520 
nm of emission wavelengths under a fluorescence microplate reader (BioTek Instrument, 
Inc., Winooski, VT, USA)

Neutrophil migration assay
The transwell system with a pore size of 3.0 μm (Neuro Probe, Gaithersburg, MD, USA) was 
used to evaluate PBN migration rate, according to the manufacturer's instructions. Isolated 
PBNs were stained with 2 μmol calcium aceto-methyl ester (Life Technologies) and seeded on 
the upper chamber of the transwell system in phenol red-free RPMI medium, while the lower 
chamber contained 50 ng/mL SAA1 in phenol red-free RPMI medium. The transwell plate was 
incubated at 37°C for 2 hours. Then, 100 μL medium of the lower chamber was transferred 
to a black-wall plate, and the signal was read at 485-nm excitation and 528-nm emission 
wavelengths under a fluorescence microplate reader (BioTek Instrument).

Macrophage polarization and activation protocol
For macrophage polarization, monocytes were maintained in RPMI medium for 7 days without 
any stimulation to differentiate into M0 macrophages. After that, M0 macrophages were treated 
with 50 μg/mL Poly I-C, 100 ng/mL lipopolysaccharides (LPS; Sigma Aldrich) and 50 ng/mL 
SAA1 alone for 48 hours. To detect M1 macrophage polarization by using immunofluorescence, 
cells were stimulated overnight with anti-inducible nitric oxide synthase (iNOS) and anti-
CD68 from Abcam, followed by Alexa fluor 488 donkey anti-rabbit and 594 donkey anti-mouse 
antibodies (Thermo-Life Technology) for 1 hour. For western blotting, M0 macrophages were 
treated with SAA1 in dose-dependent assays (0.5, 5 and 50 ng/mL).

Asthma mouse models
Female BALB/c mice at 6 weeks old (weight 20 ± 2 g) were purchased from the Jackson 
Laboratory (Bar Harbor, ME, USA) and maintained under specific pathogen-free conditions. 
All animal experimental protocols were approved by the Institutional Animal Care and Use 
Committee of Ajou University (IACUC2018-0041). To evaluate the effect of viral infection 
on airway inflammation, asthma mouse model was established as a previous protocol.29 
Briefly, on days 0 and 14, 6-week-old female BALB/c mice were intraperitoneally sensitized 
with 10 μg/mL ovalbumin (OVA; Sigma Aldrich) with aluminum hydroxide solution (Sigma 
Aldrich). On days 28–30, the mice were challenged with 2% OVA for 30 minutes using an 
ultrasonic nebulizer (KTMED Inc., Seoul, South Korea). Prior to sensitization/challenge, 
mice were intranasally treated with Poly I-C (100 μg/mouse). To investigate the significance 
of SAA1 according to inflammatory phenotypes of asthma including EA, NA, and MA, mice 
were treated with/without LPS as described in Supplementary Fig. S1.30 Briefly, mice were 
intraperitoneally sensitized with 10 µg of OVA in aluminum hydroxide solution on days 0 
and 7. From days 14 to 17, the mice were challenged with 6% OVA for 30 minutes using an 
ultrasonic nebulizer for the EA group. Mice were intranasally administered 10 µg of LPS from 
days 15 to 17 for NA groups, while 0.1 µg of LPS on day 15 for MA groups. The mice from 
NA and MA were challenged with 6% OVA for 30 minutes using an ultrasonic nebulizer 30 
minutes after LPS administration. Mice were assayed at 24 hours after the last challenge. 
Hematoxylin and eosin (H&E) staining was conducted for lung tissues to investigate immune 
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cell infiltration. To determine the expression of SAA1 in neutrophils in lung tissues by using 
immunofluorescence, slides were stained with anti-SAA1 (LifeSpan BioSciences) and anti-
MPO antibodies.

Measurement of AHR
Airway resistance to inhaled methacholine (Sigma Aldrich) was measured using the FlexiVent 
System (SCIREQ, Montreal, Canada) as previously described.29 Each mouse was anesthetized 
with pentobarbital sodium, followed by intubating with a cannula, and then aerosol 
methacholine at increasing concentrations (0, 1.56, 3.12, 6.25, 12.5 and 25 mg/mL), and the 
peak airway responses to the inhaled methacholine were noted.

Differential cell count
To collect cell-free bronchoalveolar lavage fluid (BALF), BALF was centrifuged at 1,200 
rpm within 5 minutes at 4°C. The cell pellets were used to stain with H&E. These cells were 
counted and classified as macrophages, eosinophils, neutrophils, or lymphocytes.

T-cell stimulation
The spleen was ground completely in RPMI-1640 media plus 1% antibiotic and 10% of fetal 
bovine serum, followed by expelling several times with a 19-G needle and filtering with a 
mesh nylon screen to collect single cells. Then, CD4+ T cells were isolated from mononuclear 
cells by using a T-cell isolation kit (Miltenyi Biotec). These cells (2 × 105) were treated with 
or without 50 ng/mL mouse recombinant SAA/SAA1 (R&D Systems, Minneapolis, MN, USA) 
for 48 hours in the presence of anti-CD3/anti-CD28 antibodies from eBioScience (San Diego, 
CA, USA). In addition, CD4+ T cells were stimulated with 50 ng/mL SAA1 for 24 hours in the 
presence of anti-CD3/anti-CD28 antibodies, followed by flow cytometry.

Flow cytometry
To analyze activated CD4+ T-cell cytokine patterns by intracellular cytokine staining and 
flow cytometry, antibodies were used as follows: fluorochrome-conjugated anti-IL-5 (PE 
signal), anti-IL-17 (PerCP-Cy 5.5 signal) or anti-interferon gamma (IFN-γ) (APC signal). All 
monoclonal antibodies were purchased from BioLegend (San Diego, CA, USA). Stained cells 
were analyzed with BD FACSCantoTM II (BD Bioscience), and graphs were produced using 
FlowJo software.

Enzyme-linked immunosorbent assay
To measure concentration of the inflammatory cytokines, ELISA kits were used as 
follows: human SAA1, S100 calcium-binding protein A9 (S100A9), MPO, IL-6, IL-1β, IL-8, 
transforming growth factor-beta 1 (TGF-β1), and TNF-α (R&D Systems), mouse SAA1/SAA 
(LifeSpan BioSciences), and human/mouse IL-5, IFN-γ, IL-17A and IL-33 (R&D Systems).

Western blot analysis
For the detection of several proteins, the antibodies were used as follows: SAA1 (LifeSpan 
BioSciences), iNOS, MPO, CD68, CD163, CD86, eosinophil-derived neurotoxin (EDN), 
IL-17, GATA binding protein 3 (GATA-3) from Abcam, retinoic acid receptor-related orphan 
receptor γt (RORγt) (Invitrogen), phosphor-extracellular-signal-regulated kinase (ERK), total 
ERK, phosphor-p38 mitogen-activated protein kinase (MAPK), total p38 MAPK from Cell 
Signaling (Minneapolis, MN, USA), NE, and β-actin from Santa Cruz.
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Statistical analysis
All statistical analyses were performed using IBM SPSS, version 22 for Windows (IBM SPSS 
Statistics, IBM Corporation, Chicago, IL, USA) and GraphPad Prism 8 software. Categorical 
variables were analyzed by using Pearson's chi-square test. In clinical data, continuous 
variables showing normal distribution are presented as means ± standard deviations 
and were analyzed by Student t-test; those not normally distributed were analyzed by the 
Mann-Whitney U test. One-way ANOVA with post hoc Tukey HSD test was used for multiple 
comparisons of data from multiple groups. In in vitro and in vivo experiments, all values are 
represented as mean values ± SEM. P values of less than 0.05 were considered significant.

RESULTS

Clinical characteristics of the study subjects
The demographic data of the study subjects are depicted in Table 1. In this study, a total of 
122 adult asthmatic patients and 60 HCs were enrolled. When compared between the NA 
and non-NA groups, no statistical significance was detected in age, sex, atopic status, serum 
total IgE, or total eosinophil counts. FEV1(%) values were significantly lower in the NA group 
than in the non-NA group (P = 0.044); PC20 methacholine values tended to be lower in the 
NA group (P = 0.072). In addition, the serum SAA1 levels were significantly higher in the NA 
group than in the non-NA group (P = 0.001). The asthmatic patients were divided into high- 
and low-SAA1 groups based on serum cutoff value at 2.6 ng/mL (the mean plus standard 
deviation of log-transformed SAA1 in HCs), and their clinical characteristics are summarized 
in Table 2. High-SAA1 group showed significantly lower FEV1 (%) (P = 0.018), but had a 
higher prevalence of SA (P = 0.008), a larger number of sputum neutrophils (P = 0.031), and 
higher levels of serum IL-6 (P = 0.001) and S100A9 (P = 0.013) than low-SAA1 group.

Factors for inducing SAA1 production from AECs
Significant release of SAA1 was noted from both AECs treated with Poly I-C, IL-1β or IL-6  
(Fig. 1A and B). Moreover, PBNs, but not PBEs, significantly increased SAA1 production  
(Fig. 1C and D). Sequentially, SAA1 stimulated AECs to induce IL-6, IL-8, and S100A9 
production, which was further elevated by Poly I-C treatment. However, dex did not effectively 
suppress these responses (Fig. 1E-K). In addition, SAA1 increased the phosphorylation of 
ERK and p38 MAPK in AECs (Fig. 1L). These results suggest that SAA1 levels are increased in 

45https://e-aair.org https://doi.org/10.4168/aair.2022.14.1.40

SAA1 in Neutrophilic Airway Inflammation

Table 1. Characteristics of the study subjects
Characteristics Asthma (n = 122) HCs (n = 60) P value NA (n = 78) Non-NA (n = 44) P value
Age (year) 45.1 ± 15.8 48.2 ± 9.5 0.191 45.8 ± 15.6 43.1 ± 16.1 0.357
Sex (male) 41 (34) 25 (42) 0.303 25 (31) 16 (39) 0.367
Atopy (positive) 53 (43) 20 (33) 0.567 35 (43) 18 (44) 0.363
FEV1 (% predicted) 86.7 ± 17.0 - - 84.5 ± 17.4 91.9 ± 15.1 0.044
PC20 (mg/mL) 7.3 ± 8.3 - - 6.4 ± 7.8 9.9 ± 9.4 0.072
Severe asthma 40 (33) - - 28 (36) 12 (27) 0.319
Sputum neutrophil counts (%)* 66.9 ± 33.3 - - 82.9 ± 16.1 30.3 ± 32.5 0.001
Sputum eosinophil counts (%)* 22.1 ± 24.3 - - 12.5 ± 26.1 30.1 ± 39.8 0.472
TEC (cells/µL)* 439.5 ± 593.1 - - 369.9 ± 442.0 427.7 ± 304.1 0.307
Serum total IgE (kU/L)* 457.8 ± 825.7 - - 444.7 ± 650.5 488.9 ± 17.8 0.122
Log† (SAA1, ng/mL)* 2.6 ± 0.3 2.4 ± 0.2 0.014 2.7 ± 0.3 2.3 ± 0.5 0.001
Values are given as number (%) for categorical variables and as mean ± standard deviation for continuous variables.
FEV1, forced exhaled volume at 1 second; HCs, healthy controls; IgE, immunoglobulin E; NA, neutrophilic asthma; PC20, concentration of methacholine to induce 
a 20% decline in FEV1; SAA1, serum amyloid A1; TEC, total eosinophil count.
P values were applied by Pearson chi-square test for categorical variables and Student's t test or *Mann-Whitney U test for continuous variables. Neutrophilic 
asthma was classified in asthma patients with sputum neutrophil count ≥ 65%; †Log: skewed data were log-transformed.



neutrophilic airway inflammation and they may promote Poly I-C-induced inflammation in 
AECs through activating ERK/p38MAPK signaling pathway.

Effect of SAA1 on the induction of immune responses in neutrophils and 
macrophages
SAA1 significantly induced the release of MPO and dsDNA from PBNs (isolated from 
asthmatics), which were not suppressed by dex (Fig. 2A and B). In addition, SAA1 significantly 
enhanced ROS production and migration of PBNs, which were not suppressed by dex (Fig. 2C 
and D). The NET-positive cell numbers were remarkably larger in the SAA1-treated group than in 
the control group, which were not suppressed by dex (Fig. 2E and F). SAA1 remarkably enhanced 
the phosphorylation of ERK and p38 MAPK in PBNs (Fig. 2G). Here, we also found that SAA1 
activated macrophages to produce pro-inflammatory cytokines such as IL-1β, IL-6, TNF-α, and 
TGF-β1 (Fig. 3A-D) as well as IL-8 (Fig. 3E). Especially, levels of IL-1β and IL-6 induced by 100 ng/
mL SAA1 were similar with those by 50 μg/mL Poly I-C stimulation, but they were significantly 
lower than those by 100 ng/mL LPS stimulation, while SAA1-induced levels of TNF-α, TGF-β1 
and IL-8 were significantly higher than Poly I-C-induced ones without any differences from 
LPS-stimulated ones (Fig. 3A-E). Moreover, the shape of SAA1-activated macrophages tended to 
be similar to that of LPS-activated macrophages detected by immunofluorescent (Fig. 3F). SAA1 
remarkably enhanced the expression of iNOS (M1 marker) and CD68 (maturation marker) in M0 
macrophages (Fig. 3F) and the expression of CD86 (M1 marker) in a dose-dependent manner 
(Fig. 3G). These findings indicate that SAA1 may play a role in neutrophilic airway inflammation 
via activating neutrophils (NET formation), M1 macrophages and AECs.

Effect of virus infection on airway inflammation in allergic asthmatic mice
In allergic asthma mouse model, treatment of Poly I-C further increased AHR in allergic 
asthmatic mice (Fig. 4A). Moreover, more markedly enhanced total cell, eosinophil, and 
neutrophil counts in BALF were noted in the OVA/IC group than in the OVA group (Fig. 4B). 
Regarding cytokine patterns, elevated levels of IFN-γ, IL-17A, and IL-33, but not IL-5 were 
observed in the BALF of the OVA/IC group compared to those of the OVA group (Fig. 4C-F). In 
addition, the SAA1 levels in both BALF and sera were significantly higher in the OVA/IC group 
compared to the OVA group (Fig. 4G and H). Western blot analysis showed that expression 
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Table 2. Comparison of demographic characteristics between high- and low-SAA1 groups
Characteristics High-SAA1 (n = 40) Low-SAA1 (n = 82) P value
Age (year) 47.6 ± 15.2 43.6 ± 16.0 0.162
Sex (male) 13 (33) 28 (34) 0.857
Atopy (positive) 36 (55) 70 (47) 0.392
FEV1 (% predicted) 81.4 ± 20.5 89.4 ± 14.3 0.018
PC20 (mg/mL) 5.8 ± 7.5 8.4 ± 8.7 0.254
Severe asthma 18 (45) 22 (27) 0.008
Sputum neutrophil counts (%)* 77.3 ± 28.0 61.8 ± 34.7 0.031
Sputum eosinophil counts (%)* 32.8 ± 38.7 15.3 ± 30.1 0.060
TEC (cells/µL)* 361.8 ± 324.0 380.0 ± 418.8 0.866
Serum total IgE (kU/L)* 409.1 ± 705.0 471.3 ± 847.5 0.141
Log† (S100A9, pg/mL)* 1.4 ± 0.8 0.9 ± 1.0 0.013
Log† (IL-6, pg/mL)* 0.8 ± 1.0 0.3 ± 0.5 0.001
Identification of high and low SAA1 responders based on cutoff point at 2.6 that calculated by sum of mean and 
standard deviation of log (SAA1, ng/mL) in healthy controls. Values are given as number (%) for categorical 
variables and as mean ± SD for continuous variables.
SAA1, serum amyloid A1; FEV1, forced exhaled volume at 1 second; PC20, concentration of methacholine to induce 
a 20% decline in FEV1; TEC, total eosinophil count; IgE, immunoglobulin E; S100A9, S100 calcium-binding protein 
A9; IL, interleukin.
P values were applied by Pearson chi-square test for categorical variables and Student's t test or *Mann-Whitney 
U test for continuous variables; †Log: skewed data were log-transformed.



of SAA1 was more remarkably enhanced in the lung tissues of the OVA and OVA/IC groups 
compared to those of the control group. Furthermore, the expressions of EDN, NE and MPO 
were increased in the OVA/IC group, while only EDN expression was increased in the OVA 
group (Fig. 4I-K).

Comparison between EA, NA, and MA mouse models
The SAA1 levels were compared among 3 mouse models. AHR and immune cell counts in 
the BALF were higher in the 3 mouse models than in the control group (Fig. 5A, B, and G); 
significantly higher eosinophil counts were noted in the BALF of the EA and MA models, 
whereas the highest neutrophil counts were noted in the BALF of the NA model (P < 0.001; 
Fig. 5B). The SAA1 levels in the BALF and sera were highest in the NA group; moreover, those 
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of the MA and EA models were significantly higher compared to the control group (P < 0.050; 
Fig. 5C and D). In addition, the expression of SAA1 was more markedly enhanced in lung 
tissues of the NA, and MA groups compared to those of the control group. The IL-17 family (IL-
17A, B, C, D, E and F) exerts their functions with a molecular weight of the monomer ranging 
from 17 to 21 kDa; however, IL-17A and IL-17F can form heterodimers that migrate between 25 
and 37 kDa in which the upper band is IL-17F and the lower band is IL-17A.31,32 When anti-IL-17 
antibody was used for western blotting, 2 bands were detected (migrated between 30 and 37 
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kDa) in the control group. Meanwhile, lower band (#30 kDa) was detected in asthma mouse 
models and markedly increased in the NA and MA groups, suggesting a higher expression of 
IL-17A in the NA and MA models compared to the control group (Fig. 5E and F). Furthermore, 
more significantly increased expression of MPO was noted in the NA group (not MA group) 
compared to the control group (Fig. 5F). SAA1 expression was significantly higher in the NA 
and MA groups than in the EA and control groups and was localized with MPO expression 
in the lung tissues (Fig. 5H). These results suggest the associations of neutrophilic airway 
inflammation with SAA1 production and expression of IL-17A/MPO in the airway.
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Effect of SAA1 on Th2/Th17 cytokine releases
T helper (Th) cytokine patterns in response to SAA1 were evaluated using the activated 
CD4+ T cells in the asthma mouse models. As a result, SAA1 strongly enhanced intracellular 
expression of IL-5/IL-17 (not IFN-γ) in the control group, whereas it increased intracellular 
IL-17 expression (not IL-5 or IFN-γ) in the OVA group (Fig. 6A). When evaluating released 
cytokines from activated CD4+ T cells, SAA1 significantly induced IL-13 and IL-17A (not 
INF-γ) production in the OVA group (P < 0.010 for all, Fig. 6B-E). In addition, SAA1 markedly 
increased expression of IL-17 and RORγt (Th17 differentiation) in activated CD4+ T cells from 
the OVA group, but not GATA-3 (Th2 differentiation) (Fig. 6F and G).
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DISCUSSION

The study demonstrates a significant association of high SAA1 levels with neutrophilic 
airway inflammation and lower lung function in adult asthmatics. The serum SAA1 levels 
were higher in patients with NA compared to those with non-NA; high-SAA1 group had 
significantly higher levels of serum S100A9/IL-6/sputum neutrophil counts and prevalence 
of SA as well as lower FEV1% than their counterparts, indicating that adult asthmatics having 
higher SAA1 levels could present neutrophilic airway inflammation, lower lung function, and 
poor clinical outcomes.

AECs are the first-line affected cells in response to external stimuli (allergens, pollution, 
viruses, etc.) and endogenous cytokines (IL-1β, IL-6), driving airway inflammation.33 
Respiratory viruses are the most common cause of acute exacerbation in patients with 
asthma.34 Virus-induced airway inflammation is characterized by numerous alarmin 
production and neutrophil inflammation as well as activation of Th2/group 2 innate lymphoid 
cells.35 Regarding the source of SAA1, the present study showed that Poly I-C, representing 
a viral infection (neither bacteria nor HDM), is a major triggering factor for inducing SAA1 
production from AECs. Moreover, the production of S100A9 and IL-6/IL-8 were induced by 
SAA1 stimulation in AECs, which was further increased after Poly I-C exposure, while these 
responses could not be suppressed by corticosteroid treatment. S100A9 released from AECs 
is known as a key mediator for neutrophilic airway inflammation in asthma via inducing 
IL-1β, IL-17 and INF-γ productions.36 Higher serum levels of S100A9 are noted in wheat 
flour-exposed workers with significant correlations with serum MPO and IL-8 levels.37,38 
Moreover, IL-6 and IL-8 (major epithelial cytokines) could promote neutrophil activation and 
recruitment to the lungs, subsequently inducing epithelial dysfunction.39,40 Taken together, 
respiratory viral infection plays a role in SAA1 production from AECs, leading to neutrophilic 
airway inflammation via producing S100A9, IL-6, and IL-8 in asthmatic airway, which may 
not be suppressed by steroid administration.

Increased sputum/blood neutrophil counts were higher in patients with SA compared to 
those with non-SA, and those with neutrophilic airway inflammation did not respond 
to conventional anti-inflammatory medications including inhaled corticosteroids.41 The 
present study demonstrated that SAA1 could activate PBNs via increasing ROS production 
and PBN migration in asthmatics. In addition, SAA1 induced the phosphorylation of ERK 
and p38 MAPK in PBNs (derived from asthmatics). ROS-induced activation of ERK and p38 
MAPK (protein arginine deiminase 4 dependent mechanism) has been reported to mediate 
NET release from human neutrophils.42 SAA1 is known as a pro-inflammatory ligand of 
formyl peptide receptor 2 (FPR2) and Toll-like receptors (TLR-2, -4),12 while ROS production 
through FPR2 (decreased nuclear factor erythroid 2–related factor 2 [Nrf2] expression) 
and TLR-2/-4 (MAPK/ERK activation) has been reported.42,43 Moreover, attenuated Nrf2 
expression relates to steroid resistance.44,45 Regarding the role of NETs in asthma, NET-
forming neutrophil counts were significantly higher in patients with SA than with non-SA.28 
In addition, NET induced epithelial dysfunction, eosinophil degranulation, and neutrophil 
activation, suggesting that NET formation may be a driving mechanism of type 2/eosinophilic 
airway inflammation and neutrophilic inflammation, contributing to steroid-resistance in 
patients with NA.28 Taken together, SAA1 could enhance neutrophilic airway inflammation 
via neutrophil activation along with NET formation through the ROS-dependent manner, 
contributing to steroid resistance and progression to SA.
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Along with neutrophil activation, the effect of SAA1 on macrophage-mediated airway 
inflammation was evaluated in the present study, suggesting that macrophages play an 
important role in chronic airway inflammation and remodeling in asthma pathogenesis.23,46 
In the present study, macrophage-derived proinflammatory cytokines and chemokine as well 
as M1 markers (iNOS, CD86), and macrophage maturation marker (CD68) were evaluated.47 
SAA1 served as an immune mediator to induce the production of pro-inflammatory cytokines 
and chemokine (IL-1β, IL-6, TNF-α, TGF-β1 and IL-8) from M0 macrophages, and could 
stimulate the differentiation process of M0 macrophages shifting to M1 (iNOS, CD86) 
phenotype. TGF-β1 has been reported to enhance goblet cell proliferation, to regulate AEC 
adhesion, and to induce fibroblast proliferation, promoting airway remodeling in asthma.48 
Moreover, human monocytes and monocytes-derived macrophages express SAA1 gene in 
an inflammatory milieu, especially after M1 differentiation.49 These findings suggest that 
SAA1 may contribute to persistent neutrophilic airway inflammation via shifting toward M1 
macrophages and TGF-β1- mediated airway modeling.

The present study investigated the mechanisms underlying SAA1-induced neutrophilic 
inflammation in in vivo asthma models. Increased SAA1 levels were noted in the allergic asthma 
model which were further increased by viral infection with increased production of IL-5, IL-17 
and IL-33 (not IFN-γ). The highest SAA1 levels were noted in the NA model, followed by MA, 
although SAA1 levels were slightly increased in the EA model. Moreover, SAA1 up-regulated 
IL-13/IL-17 release and IL-17/RORγt expression from activated CD4+ T cells in the allergic 
asthma mice. A recent study showed that SAA1 induces IL-17 production from the splenocytes 
of naive mice (C57BL/6).50 In addition, RORγt is well known in Th17 differentiation; however, 
recently, it is required for optimal Th2 cell differentiation through suppressing B cell lymphoma 
6 (Bcl6) expression.51 These findings suggest that SAA1 may serve as a factor for inducing Th2/
Th17 subtype of asthma (MA type) following virus infections. Therefore, SAA1 may be a new 
therapeutic target for better control of airway inflammation in NA or MA.

The present study has 2 limitations. One is that SAA1 levels were measured in the sera 
of adult asthmatics, not confirmed in airway secretion. The other is that monocytes and 
neutrophils were isolated from the peripheral blood of asthmatics, not from sputum or 
airway mucosa. Therefore, the SAA1 level will not be able to represent each phenotype 
of airway inflammation. However, the effects of SAA1 were evaluated in in vitro settings, 
including AECs, neutrophils and macrophages, as well as in vivo settings, including various 
mouse models of asthma.

In conclusion, SAA1 triggered by viral infection is an endogenous danger to induce 
neutrophilic airway inflammation, leading to present NA or MA phenotype via stimulating 
pro-inflammatory cytokine production from AECs, neutrophil activation/NET formation and 
macrophages differentiating to M1.
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SUPPLEMENTARY MATERIALS

Supplementary Fig. S1
Experimental design. 100 μg/mouse Poly I-C was administered intranasally to mice either 
for 5 days or prior to OVA sensitization/challenge to induce the Poly I-C -infected asthma 
mouse model (A). Mouse models of each asthma phenotype (e.g., eosinophilic asthma [EA], 
neutrophilic asthma [NA] and mixed granulocytic asthma [MA]). On days 0 and 7, mice were 
intraperitoneally sensitized with 10 µg of OVA in aluminum hydroxide solution. From days 14 
to 17, the mice were challenged with 6% OVA for 30 minutes using an ultrasonic nebulizer for 
the EA group (B). To establish the mouse models of the NA (C) and MA groups (D), mice were 
intranasally administered LPS. The MA group received 0.1 µg of LPS on day 15, while the NA 
group received 10 µg of LPS from days 15 to 17. The mice were challenged with 6% OVA for 30 
minutes using an ultrasonic nebulizer 30 minutes after LPS administration.

Click here to view

Supplementary Fig. S2
Effect of SAA1 on Th2 cytokine release from the Jurkat T cell line. Jurkat cells (2 x 105 
cells) were seeded onto a 24-well plate and stimulated with 10 ng/mL PMA, followed by 
stimulation of 50 ng/mL SAA1 for 24 hours. Supernatants were harvested for T helper (Th) 
cytokine quantification by ELISA, including IL-2 (A), IL-5 (B), IL-13 (C) and IL-10 (D). Data 
are presented as means ± SEM, n = 6 per group. P values were calculated by using one-way 
ANOVA with Bonferroni's post hoc test.

Click here to view

Supplementary Fig. S3
SAA1-induced proinflammatory cytokine and chemokine release from Mo macrophages in 
asthmatics. SAA1-induced production of IL-1β (A), IL-6 (B), TNF-α (C), IL-8 (D) and TGF-β1 
(E) from M0 macrophages in a time-dependent manner (24, 48 and 72 hours). Data are 
presented as means ± SEM, n = 6. P values were calculated by using one-way ANOVA with 
Bonferroni's post hoc test. Increased expression of iNOS from M0 macrophages in response 
to SAA1 in a time-dependent manner (F).

Click here to view

REFERENCES

 1. Svenningsen S, Nair P. Asthma endotypes and an overview of targeted therapy for asthma. Front Med 
(Lausanne) 2017;4:158. 
PUBMED | CROSSREF

 2. Aleman F, Lim HF, Nair P. Eosinophilic endotype of asthma. Immunol Allergy Clin North Am 
2016;36:559-68. 
PUBMED | CROSSREF

 3. Hur GY, Ye YM, Yang E, Park HS. Serum potential biomarkers according to sputum inflammatory cell 
profiles in adult asthmatics. Korean J Intern Med 2020;35:988-97. 
PUBMED | CROSSREF

 4. Taylor SL, Leong LE, Choo JM, Wesselingh S, Yang IA, Upham JW, et al. Inflammatory phenotypes in 
patients with severe asthma are associated with distinct airway microbiology. J Allergy Clin Immunol 
2018;141:94-103.e15. 
PUBMED | CROSSREF

55https://e-aair.org https://doi.org/10.4168/aair.2022.14.1.40

SAA1 in Neutrophilic Airway Inflammation

https://e-aair.org/DownloadSupplMaterial.php?id=10.4168/aair.2022.14.1.40&fn=aair-14-40-s001.ppt
https://e-aair.org/DownloadSupplMaterial.php?id=10.4168/aair.2022.14.1.40&fn=aair-14-40-s002.ppt
https://e-aair.org/DownloadSupplMaterial.php?id=10.4168/aair.2022.14.1.40&fn=aair-14-40-s003.ppt
http://www.ncbi.nlm.nih.gov/pubmed/29018800
https://doi.org/10.3389/fmed.2017.00158
http://www.ncbi.nlm.nih.gov/pubmed/27401626
https://doi.org/10.1016/j.iac.2016.03.006
http://www.ncbi.nlm.nih.gov/pubmed/31722514
https://doi.org/10.3904/kjim.2019.083
http://www.ncbi.nlm.nih.gov/pubmed/28479329
https://doi.org/10.1016/j.jaci.2017.03.044


 5. Son JH, Kim JH, Chang HS, Park JS, Park CS. Relationship of microbial profile with airway immune 
response in eosinophilic or neutrophilic inflammation of asthmatics. Allergy Asthma Immunol Res 
2020;12:412-29. 
PUBMED | CROSSREF

 6. Dejager L, Dendoncker K, Eggermont M, Souffriau J, Van Hauwermeiren F, Willart M, et al. Neutralizing 
TNFα restores glucocorticoid sensitivity in a mouse model of neutrophilic airway inflammation. Mucosal 
Immunol 2015;8:1212-25. 
PUBMED | CROSSREF

 7. Liu R, Bai J, Xu G, Xuan L, Zhang T, Meng A, et al. Multi-allergen challenge stimulates steriod-resistant 
airway inflammation via NF-κB-mediated IL-8 expression. Inflammation 2013;36:845-54. 
PUBMED | CROSSREF

 8. Chambers ES, Nanzer AM, Pfeffer PE, Richards DF, Timms PM, Martineau AR, et al. Distinct endotypes 
of steroid-resistant asthma characterized by IL-17A(high) and IFN-γ(high) immunophenotypes: potential 
benefits of calcitriol. J Allergy Clin Immunol 2015;136:628-637.e4. 
PUBMED | CROSSREF

 9. Lee Y, Park Y, Kim C, Lee E, Lee HY, Woo SD, et al. Longitudinal outcomes of severe asthma: real-world 
evidence of multidimensional analyses. J Allergy Clin Immunol Pract 2021;9:1285-1294.e6. 
PUBMED | CROSSREF

 10. Hastie AT, Mauger DT, Denlinger LC, Coverstone A, Castro M, Erzurum S, et al. Mixed sputum 
granulocyte longitudinal impact on lung function in the severe asthma research program. Am J Respir 
Crit Care Med 2021;203:882-92. 
PUBMED | CROSSREF

 11. Urieli-Shoval S, Cohen P, Eisenberg S, Matzner Y. Widespread expression of serum amyloid A in 
histologically normal human tissues. Predominant localization to the epithelium. J Histochem Cytochem 
1998;46:1377-84. 
PUBMED | CROSSREF

 12. Sack GH Jr. Serum amyloid A - a review. Mol Med 2018;24:46. 
PUBMED | CROSSREF

 13. Büyüköztürk S, Gelincik AA, Genç S, Koçak H, Oneriyidogan Y, Erden S, et al. Acute phase reactants in 
allergic airway disease. Tohoku J Exp Med 2004;204:209-13. 
PUBMED | CROSSREF

 14. Ozseker F, Buyukozturk S, Depboylu B, Yilmazbayhan D, Karayigit E, Gelincik A, et al. Serum amyloid A (SAA) 
in induced sputum of asthmatics: a new look to an old marker. Int Immunopharmacol 2006;6:1569-76. 
PUBMED | CROSSREF

 15. Ricklefs I, Barkas I, Duvall MG, Cernadas M, Grossman NL, Israel E, et al. ALX receptor ligands define a 
biochemical endotype for severe asthma. JCI Insight 2017;2:e93534. 
PUBMED | CROSSREF

 16. Alam R, Good J, Rollins D, Verma M, Chu H, Pham TH, et al. Airway and serum biochemical correlates of 
refractory neutrophilic asthma. J Allergy Clin Immunol 2017;140:1004-1014.e13. 
PUBMED | CROSSREF

 17. Bozinovski S, Uddin M, Vlahos R, Thompson M, McQualter JL, Merritt AS, et al. Serum amyloid A 
opposes lipoxin A4 to mediate glucocorticoid refractory lung inflammation in chronic obstructive 
pulmonary disease. Proc Natl Acad Sci U S A 2012;109:935-40. 
PUBMED | CROSSREF

 18. Smole U, Gour N, Phelan J, Hofer G, Köhler C, Kratzer B, et al. Serum amyloid A is a soluble pattern 
recognition receptor that drives type 2 immunity. Nat Immunol 2020;21:756-65. 
PUBMED | CROSSREF

 19. Bozinovski S, Hutchinson A, Thompson M, Macgregor L, Black J, Giannakis E, et al. Serum amyloid a is 
a biomarker of acute exacerbations of chronic obstructive pulmonary disease. Am J Respir Crit Care Med 
2008;177:269-78. 
PUBMED | CROSSREF

 20. Mills PR, Davies RJ, Devalia JL. Airway epithelial cells, cytokines, and pollutants. Am J Respir Crit Care 
Med 1999;160:S38-43. 
PUBMED | CROSSREF

 21. Glaser L, Coulter PJ, Shields M, Touzelet O, Power UF, Broadbent L. Airway epithelial derived cytokines 
and chemokines and their role in the immune response to respiratory syncytial virus infection. Pathogens 
2019;8:106. 
PUBMED | CROSSREF

 22. Balhara J, Gounni AS. The alveolar macrophages in asthma: a double-edged sword. Mucosal Immunol 
2012;5:605-9. 
PUBMED | CROSSREF

56https://e-aair.org https://doi.org/10.4168/aair.2022.14.1.40

SAA1 in Neutrophilic Airway Inflammation

http://www.ncbi.nlm.nih.gov/pubmed/32141256
https://doi.org/10.4168/aair.2020.12.3.412
http://www.ncbi.nlm.nih.gov/pubmed/25760421
https://doi.org/10.1038/mi.2015.12
http://www.ncbi.nlm.nih.gov/pubmed/23456484
https://doi.org/10.1007/s10753-013-9611-5
http://www.ncbi.nlm.nih.gov/pubmed/25772594
https://doi.org/10.1016/j.jaci.2015.01.026
http://www.ncbi.nlm.nih.gov/pubmed/33049391
https://doi.org/10.1016/j.jaip.2020.09.055
http://www.ncbi.nlm.nih.gov/pubmed/33545021
https://doi.org/10.1164/rccm.202009-3713OC
http://www.ncbi.nlm.nih.gov/pubmed/9815279
https://doi.org/10.1177/002215549804601206
http://www.ncbi.nlm.nih.gov/pubmed/30165816
https://doi.org/10.1186/s10020-018-0047-0
http://www.ncbi.nlm.nih.gov/pubmed/15502420
https://doi.org/10.1620/tjem.204.209
http://www.ncbi.nlm.nih.gov/pubmed/16919829
https://doi.org/10.1016/j.intimp.2006.05.006
http://www.ncbi.nlm.nih.gov/pubmed/28724795
https://doi.org/10.1172/jci.insight.93534
http://www.ncbi.nlm.nih.gov/pubmed/28163052
https://doi.org/10.1016/j.jaci.2016.12.963
http://www.ncbi.nlm.nih.gov/pubmed/22215599
https://doi.org/10.1073/pnas.1109382109
http://www.ncbi.nlm.nih.gov/pubmed/32572240
https://doi.org/10.1038/s41590-020-0698-1
http://www.ncbi.nlm.nih.gov/pubmed/18006888
https://doi.org/10.1164/rccm.200705-678OC
http://www.ncbi.nlm.nih.gov/pubmed/10556168
https://doi.org/10.1164/ajrccm.160.supplement_1.11
http://www.ncbi.nlm.nih.gov/pubmed/31331089
https://doi.org/10.3390/pathogens8030106
http://www.ncbi.nlm.nih.gov/pubmed/22910216
https://doi.org/10.1038/mi.2012.74


 23. Saradna A, Do DC, Kumar S, Fu QL, Gao P. Macrophage polarization and allergic asthma. Transl Res 
2018;191:1-14. 
PUBMED | CROSSREF

 24. Kaplan A, van Boven JF, Ryan D, Tsiligianni I, Bosnic-Anticevich S; REG Adherence Working Group. GINA 
2020: potential impacts, opportunities and challenges for primary care. J Allergy Clin Immunol Pract 
2021;9:1516-9. 
PUBMED | CROSSREF

 25. Thomson NC. Novel approaches to the management of noneosinophilic asthma. Ther Adv Respir Dis 
2016;10:211-34. 
PUBMED | CROSSREF

 26. Holguin F, Cardet JC, Chung KF, Diver S, Ferreira DS, Fitzpatrick A, et al. Management of severe asthma: a 
European Respiratory Society/American Thoracic Society guideline. Eur Respir J 2020;55:1900588. 
PUBMED | CROSSREF

 27. Pham DL, Kim SH, Losol P, Yang EM, Shin YS, Ye YM, et al. Association of autophagy related gene 
polymorphisms with neutrophilic airway inflammation in adult asthma. Korean J Intern Med 2016;31:375-85. 
PUBMED | CROSSREF

 28. Pham DL, Ban GY, Kim SH, Shin YS, Ye YM, Chwae YJ, et al. Neutrophil autophagy and extracellular DNA 
traps contribute to airway inflammation in severe asthma. Clin Exp Allergy 2017;47:57-70. 
PUBMED | CROSSREF

 29. Trinh HK, Nguyen TV, Kim SH, Cao TB, Luu QQ, Kim SH, et al. Osteopontin contributes to late-onset 
asthma phenotypes in adult asthma patients. Exp Mol Med 2020;52:253-65. 
PUBMED | CROSSREF

 30. Yu QL, Chen Z. Establishment of different experimental asthma models in mice. Exp Ther Med 
2018;15:2492-8. 
PUBMED | CROSSREF

 31. Brembilla NC, Senra L, Boehncke WH. The IL-17 family of cytokines in psoriasis: IL-17A and beyond. 
Front Immunol 2018;9:1682. 
PUBMED | CROSSREF

 32. Wright JF, Guo Y, Quazi A, Luxenberg DP, Bennett F, Ross JF, et al. Identification of an interleukin 17F/17A 
heterodimer in activated human CD4+ T cells. J Biol Chem 2007;282:13447-55. 
PUBMED | CROSSREF

 33. Calvén J, Ax E, Rådinger M. The airway epithelium-a central player in asthma pathogenesis. Int J Mol Sci 
2020;21:8907. 
PUBMED | CROSSREF

 34. Ritchie AI, Farne HA, Singanayagam A, Jackson DJ, Mallia P, Johnston SL. Pathogenesis of viral infection 
in exacerbations of airway disease. Ann Am Thorac Soc 2015;12 Suppl 2:S115-32.
PUBMED

 35. Singh AM, Busse WW. Asthma exacerbations. 2: aetiology. Thorax 2006;61:809-16. 
PUBMED | CROSSREF

 36. Lee TH, Chang HS, Bae DJ, Song HJ, Kim MS, Park JS, et al. Role of S100A9 in the development of 
neutrophilic inflammation in asthmatics and in a murine model. Clin Immunol 2017;183:158-66. 
PUBMED | CROSSREF

 37. Pham DL, Yoon MG, Ban GY, Kim SH, Kim MA, Ye YM, et al. Serum S100A8 and S100A9 enhance innate 
immune responses in the pathogenesis of baker's asthma. Int Arch Allergy Immunol 2015;168:138-46. 
PUBMED | CROSSREF

 38. Lee Y, Quoc QL, Park HS. Biomarkers for severe asthma: lessons from longitudinal cohort studies. Allergy 
Asthma Immunol Res 2021;13:375-89. 
PUBMED | CROSSREF

 39. Jevnikar Z, Östling J, Ax E, Calvén J, Thörn K, Israelsson E, et al. Epithelial IL-6 trans-signaling defines a 
new asthma phenotype with increased airway inflammation. J Allergy Clin Immunol 2019;143:577-90. 
PUBMED | CROSSREF

 40. Ullah MA, Revez JA, Loh Z, Simpson J, Zhang V, Bain L, et al. Allergen-induced IL-6 trans-signaling 
activates γδ T cells to promote type 2 and type 17 airway inflammation. J Allergy Clin Immunol 
2015;136:1065-73. 
PUBMED | CROSSREF

 41. Nabe T. Steroid-resistant asthma and neutrophils. Biol Pharm Bull 2020;43:31-5. 
PUBMED | CROSSREF

 42. Tan C, Aziz M, Wang P. The vitals of NETs. J Leukoc Biol 2021;110:797-808. 
PUBMED | CROSSREF

57https://e-aair.org https://doi.org/10.4168/aair.2022.14.1.40

SAA1 in Neutrophilic Airway Inflammation

http://www.ncbi.nlm.nih.gov/pubmed/29066321
https://doi.org/10.1016/j.trsl.2017.09.002
http://www.ncbi.nlm.nih.gov/pubmed/33373689
https://doi.org/10.1016/j.jaip.2020.12.035
http://www.ncbi.nlm.nih.gov/pubmed/26929306
https://doi.org/10.1177/1753465816632638
http://www.ncbi.nlm.nih.gov/pubmed/31558662
https://doi.org/10.1183/13993003.00588-2019
http://www.ncbi.nlm.nih.gov/pubmed/26701229
https://doi.org/10.3904/kjim.2014.390
http://www.ncbi.nlm.nih.gov/pubmed/27883241
https://doi.org/10.1111/cea.12859
http://www.ncbi.nlm.nih.gov/pubmed/32009132
https://doi.org/10.1038/s12276-020-0376-2
http://www.ncbi.nlm.nih.gov/pubmed/29456654
https://doi.org/10.3892/etm.2018.5721
http://www.ncbi.nlm.nih.gov/pubmed/30127781
https://doi.org/10.3389/fimmu.2018.01682
http://www.ncbi.nlm.nih.gov/pubmed/17355969
https://doi.org/10.1074/jbc.M700499200
http://www.ncbi.nlm.nih.gov/pubmed/33255348
https://doi.org/10.3390/ijms21238907
http://www.ncbi.nlm.nih.gov/pubmed/26595727
http://www.ncbi.nlm.nih.gov/pubmed/16936237
https://doi.org/10.1136/thx.2005.045179
http://www.ncbi.nlm.nih.gov/pubmed/28847516
https://doi.org/10.1016/j.clim.2017.08.013
http://www.ncbi.nlm.nih.gov/pubmed/26745257
https://doi.org/10.1159/000441678
http://www.ncbi.nlm.nih.gov/pubmed/33733634
https://doi.org/10.4168/aair.2021.13.3.375
http://www.ncbi.nlm.nih.gov/pubmed/29902480
https://doi.org/10.1016/j.jaci.2018.05.026
http://www.ncbi.nlm.nih.gov/pubmed/25930193
https://doi.org/10.1016/j.jaci.2015.02.032
http://www.ncbi.nlm.nih.gov/pubmed/31902928
https://doi.org/10.1248/bpb.b19-00095
http://www.ncbi.nlm.nih.gov/pubmed/33378572
https://doi.org/10.1002/JLB.3RU0620-375R


 43. Liu H, Lin Z, Ma Y. Suppression of Fpr2 expression protects against endotoxin-induced acute lung injury 
by interacting with Nrf2-regulated TAK1 activation. Biomed Pharmacother 2020;125:109943. 
PUBMED | CROSSREF

 44. Luu Quoc Q, Cao Thi Bich T, Kim SH, Park HS, Shin YS. Administration of vitamin E attenuates airway 
inflammation through restoration of Nrf2 in a mouse model of asthma. J Cell Mol Med 2021;25:6721-32. 
PUBMED | CROSSREF

 45. Liao W, Lim AY, Tan WS, Abisheganaden J, Wong WS. Restoration of HDAC2 and Nrf2 by 
andrographolide overcomes corticosteroid resistance in chronic obstructive pulmonary disease. Br J 
Pharmacol 2020;177:3662-73. 
PUBMED | CROSSREF

 46. Haimerl P, Bernhardt U, Schindela S, Henkel FD, Lechner A, Zissler UM, et al. Inflammatory macrophage 
memory in nonsteroidal anti-inflammatory drug-exacerbated respiratory disease. J Allergy Clin Immunol 
2021;147:587-99. 
PUBMED | CROSSREF

 47. Orecchioni M, Ghosheh Y, Pramod AB, Ley K. Macrophage polarization: different gene signatures 
in M1(LPS+) vs. classically and M2(LPS–) vs. alternatively activated macrophages. Front Immunol 
2019;10:1084. 
PUBMED | CROSSREF

 48. Makinde T, Murphy RF, Agrawal DK. The regulatory role of TGF-beta in airway remodeling in asthma. 
Immunol Cell Biol 2007;85:348-56. 
PUBMED | CROSSREF

 49. Jumeau C, Awad F, Assrawi E, Cobret L, Duquesnoy P, Giurgea I, et al. Expression of SAA1, SAA2 
and SAA4 genes in human primary monocytes and monocyte-derived macrophages. PLoS One 
2019;14:e0217005. 
PUBMED | CROSSREF

 50. Ather JL, Ckless K, Martin R, Foley KL, Suratt BT, Boyson JE, et al. Serum amyloid A activates the NLRP3 
inflammasome and promotes Th17 allergic asthma in mice. J Immunol 2011;187:64-73. 
PUBMED | CROSSREF

 51. Na H, Lim H, Choi G, Kim BK, Kim SH, Chang YS, et al. Concomitant suppression of TH2 and TH17 cell 
responses in allergic asthma by targeting retinoic acid receptor-related orphan receptor γt. J Allergy Clin 
Immunol 2018;141:2061-2073.e5. 
PUBMED | CROSSREF

58https://e-aair.org https://doi.org/10.4168/aair.2022.14.1.40

SAA1 in Neutrophilic Airway Inflammation

http://www.ncbi.nlm.nih.gov/pubmed/32106380
https://doi.org/10.1016/j.biopha.2020.109943
http://www.ncbi.nlm.nih.gov/pubmed/34089243
https://doi.org/10.1111/jcmm.16675
http://www.ncbi.nlm.nih.gov/pubmed/32335896
https://doi.org/10.1111/bph.15080
http://www.ncbi.nlm.nih.gov/pubmed/32540397
https://doi.org/10.1016/j.jaci.2020.04.064
http://www.ncbi.nlm.nih.gov/pubmed/31178859
https://doi.org/10.3389/fimmu.2019.01084
http://www.ncbi.nlm.nih.gov/pubmed/17325694
https://doi.org/10.1038/sj.icb.7100044
http://www.ncbi.nlm.nih.gov/pubmed/31100086
https://doi.org/10.1371/journal.pone.0217005
http://www.ncbi.nlm.nih.gov/pubmed/21622869
https://doi.org/10.4049/jimmunol.1100500
http://www.ncbi.nlm.nih.gov/pubmed/28943467
https://doi.org/10.1016/j.jaci.2017.07.050

	Serum Amyloid A1: A Biomarker for Neutrophilic Airway Inflammation in Adult Asthmatic Patients
	INTRODUCTION
	MATERIALS AND METHODS
	Epithelial cell culture and stimulation
	Human immune cell isolation and culture
	Induction of neutrophil extracellular traps (NETs)
	Quantification for reactive oxygen species (ROS) production
	Neutrophil migration assay
	Macrophage polarization and activation protocol
	Asthma mouse models
	Measurement of AHR
	Differential cell count
	T-cell stimulation
	Flow cytometry
	Enzyme-linked immunosorbent assay
	Western blot analysis
	Statistical analysis

	RESULTS
	Factors for inducing SAA1 production from AECs
	Effect of SAA1 on the induction of immune responses in neutrophils and macrophages
	Effect of virus infection on airway inflammation in allergic asthmatic mice
	Comparison between EA, NA, and MA mouse models
	Effect of SAA1 on Th2/Th17 cytokine releases

	DISCUSSION
	SUPPLEMENTARY MATERIALS
	Supplementary Fig. S1
	Supplementary Fig. S2
	Supplementary Fig. S3

	REFERENCES


