Platelet activation markers overexpressed specifically in
patients with aspirin-exacerbated respiratory disease
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Background: Aspirin-exacerbated respiratory disease (AERD)
is characterized by respiratory reactions on ingestion of COX-1
inhibitors and cysteinyl leukotriene overproduction. The
hypersensitivity reaction is induced by low doses of aspirin that
inhibit COX-1 in platelets.

Objective: We sought to explore the role of platelets in the
pathogenesis of AERD in patients under stable conditions and
during an aspirin challenge test.

Methods: Stable patients with AERD (n = 30), aspirin-tolerant
asthma (ATA; n = 21), or idiopathic chronic eosinophilic
pneumonia (n = 10) were enrolled. Platelet activation was
estimated based on expression levels of P-selectin (CD62P),
CD63, CD69, and GPIIb/IIIa (PAC-1) in peripheral platelets;
percentages of circulating platelet-adherent leukocytes; and
plasma levels of soluble P-selectin (sP-selectin) and soluble
CD40 ligand (sCD40L).

Results: In the stable condition, expression of all surface
markers on platelets, the percentage of platelet-adherent
eosinophils, and the plasma levels of sP-selectin and sCD40L
were significantly higher in patients with AERD compared with
those in patients with ATA. P-selectin and CD63 expression on
platelets and plasma sP-selectin and sCD40L levels were
positively correlated with the percentage of platelet-adherent
eosinophils. Among these markers, P-selectin expression and
plasma sP-selectin levels positively correlated with urinary
concentrations of leukotriene E;. Additionally, plasma sP-
selectin and sCD40L levels were negatively correlated with lung
function. In contrast, platelet activation markers in patients
with AERD did not change during the aspirin challenge test.
Conclusion: Peripheral platelets were activated more in patients
with stable AERD compared with those in patients with stable
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ATA, patients with idiopathic chronic eosinophilic pneumonia,
and control subjects. Platelet activation was involved in
cysteinyl leukotriene overproduction and persistent airflow
limitations in patients with AERD. (J Allergy Clin Immunol
2015;umm; uuN-EEN,)
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Aspirin-exacerbated respiratory disease (AERD) is character-
ized by persistent eosinophilic inflammation both in the upper and
lower airways combined with hypersensitivity to aspirin and other
COX-1 inhibitors.' Most patients with AERD present with severe
asthma,'> and AERD is one of the risk factors for persistent
airflow limitations.* The pathogenesis of AERD involves an
imbalance in eicosanoid metabolism™°; the urinary concentration
of leukotriene (LT) E,4, which is excessive even under stable
disease conditions,”*® further increases after aspirin-induced reac-
tions.”'” Leukotriene C,4 synthase (LTC,4S) is markedly overex-
pressed in eosinophils and mast cells from bronchial biopsy
specimens of patients with AERD, and eosinophils in particular
have been implicated as the main source of cysteinyl leukotrienes
(cysLTs) under stable conditions.!! However, the mechanisms
responsible for eosinophil activation and cysLT overproduction
in patients with AERD are not yet completely understood.

Platelets play an important role in asthma, contributing to
airway hyperreactivity, bronchoconstriction, airway inflamma-
tion, and airway remodeling.]2 Large numbers of pulmonary
megakaryocytes have been detected in lung sections from patients
who have died from status asthmaticus.'> Activated platelets bind
to leukocytes through P-selectin (CD62P)-P-selectin glycopro-
tein ligand 1, GPIIb/Illa-Mac-1, and CD40 ligand (CD40L)—
CD40."*!> Platelet surface P-selectin is overexpressed and
contributes to pulmonary eosinophil recruitment in patients
with allergic asthma.'® In addition, plasma soluble P-selectin
(sP-selectin) and soluble CD40L (sCD40L) levels are increased
in asthmatic patients after exercise and allergen challenge.'” "’

Recently, Laidlaw et al”” have reported that the percentage of
platelet-adherent leukocytes is markedly increased in blood and
nasal polyps and correlates with cysLT overproduction in patients
with AERD. We hypothesized that platelets might contribute to
the pathogenesis of AERD in consideration of the facts. The me-
dian cumulative dose of aspirin is usually low (median, 60 mg;
range, 45-100 mg) in patients with AERD.”"** Although low-
dose aspirin, which is clinically used for antiplatelet therapy, irre-
versibly inhibits COX-1 and downregulates thromboxane (TX)
A, biosynthesis in platelets, it does not inhibit COX-2 activity
in endothelial cells and leukocytes.zl24 Moreover, patients with
AERD have a highly characteristic refractory period to aspirin
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Abbreviations used
AERD: Aspirin-exacerbated respiratory disease
ATA: Aspirin-tolerant asthma
CD40L: CD40 ligand
CEP: Idiopathic chronic eosinophilic pneumonia
cysLT: Cysteinyl leukotriene
FEF,s.75: Mean forced expiratory flow between 25% and 75% of
forced vital capacity
L-ASA: Lysine-aspirin
LT: Leukotriene
LTC,S: Leukotriene C4 synthase
sP-selectin: Soluble P-selectin
sCD40L: Soluble CD40L
TX: Thromboxane
uLTE,: Urinary leukotriene E4

after an aspirin challenge, lasting for several days to 1 week,”
which is almost equivalent to the platelet lifespan.”® Furthermore,
patients with AERD can be successfully desensitized with as little
as 81 mg of aspirin per day.”’~*®

The aim of the present study was to explore the possible role of
platelets in the pathogenesis of AERD under stable conditions.
Furthermore, we also assessed platelet activation markers in
plasma during an aspirin challenge test.

METHODS

For more details, see the Methods section in this article’s Online Repository
at www.jacionline.org.

Assessment of platelet activation markers at stable

condition

Thirty patients with AERD and 21 patients with aspirin-tolerant asthma
(ATA), both with stable disease, were recruited at Sagamihara National
Hospital. The diagnosis of aspirin intolerance was confirmed by using the
lysine-aspirin (L-ASA) intravenous challenge test (n = 24), aspirin oral
challenge test (n = 6), or both, as previously described.'”?’ The L-ASA test
has not been available in Japan since April 2012, and therefore patients who
visited our hospital after April 2012 underwent oral aspirin challenge testing.
ATA is defined as asthma with no apparent history of respiratory reaction
induced by nonsteroidal anti-inflammatory drugs and a history of using
aspirin, nonsteroidal anti-inflammatory drugs, or both at typical doses without
any adverse effects within the previous 12 months. The definition of refractory
asthma was based on the American Thoracic Society criteria.”’ We also re-
cruited 10 patients with idiopathic chronic eosinophilic pneumonia (CEP)
and 14 healthy control subjects, all of whom were aspirin tolerant. The diag-
nosis of CEP was consistent with the clinical classification proposed by Allen
and Davis,”" and all of these patients had undergone clinical remission.

Inclusion and exclusion criteria for patients and control subjects in the
study are listed in the Methods section in this article’s Online Repository at
www.jacionline.org. Permission to conduct this study was obtained from the
ethics committee of our hospital.

Antibodies, ELISA, and flow cytometry

Expression levels of 4 surface markers (P-selectin [CD62P], CDG63,
CD69 and GPIIb/IIla [PAC-1]) on platelets and percentages of platelet-
adherent leukocytes, including eosinophils, neutrophils, basophils, and T
lymphocytes, were analyzed by using flow cytometry. Plasma sP-selectin
and sCD40L levels were measured by using ELISAs. Urinary leukotriene
E4 (uULTE,4) levels were also measured by using an enzyme immunoassay
kit after purification by using high-performance liquid chromatography,
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as previously described.”” Methodology pertaining to antibodies, ELISAs,
and flow cytometry are described in the Methods section in this article’s
Online Repository at www.jacionline.org.

Assessment of platelet activation markers during

aspirin challenge tests

Twenty-four patients with AERD and 7 patients with ATA underwent an
intravenous L-ASA challenge test, which was performed as previously
described.'’ Baseline and postchallenge urine and blood samples were
collected. Blood samples were collected for measurement of plasma sP-
selectin and sCD40L levels atOto 1, 1 to 3, 3 to 6, and 9 to 24 hours after inges-
tion of the dose that produced a positive reaction in patients with AERD or af-
ter ingestion of the last dose of L-ASA in patients with ATA. Eight patients
with AERD, 4 of them given diagnoses based on an L-ASA challenge test
and the others given diagnoses based on an oral aspirin challenge test, were
also analyzed for 4 surface markers (P-selectin [CD62P], CD63, CD69 and
GPIIb/IIIa [PAC-1]) on platelets at O to 1, 1 to 3, and 9 to 24 hours after inges-
tion of the dose that produced a positive reaction in patients with AERD. Addi-
tionally, several patients were also analyzed for the frequency of platelet-
adherent leukocytes (eosinophils, n = 4; neutrophils, n = 3; T lymphocytes,
n = 3; and basophils, n = 2). The positive reaction was induced approximately
0.5 to 1 hour after the ingestion of the last aspirin dose, and blood at 0 to 1 hour
after the last dose was collected within 5 to 20 minutes from the occurrence of
the reaction in patients with AERD. Urine samples were also collected for
measurements of LTE, concentrations during the following periods: 0 to 3,
3t06,61t09, and 9 to 24 hours.

Statistical analyses

Data were analyzed by using SPSS for MS windows, version 21 (SPSS,
Chicago, Ill). Data are presented as median values with ranges or mean
values + SDs. Categorical variables were assessed by using x* tests. The
means (or medians) of continuous variables were compared by using the Stu-
dent 7 test or Mann-Whitney U test. ANOVA or the Kruskal-Wallis test was
used for comparing more than 2 groups of patients. The Wilcoxon signed-
rank test was used for time-course experiments. Correlations were evaluated
by using the Spearman rank correlation test. P values of .05 or less were
considered statistically significant. The significance threshold was further
calculated for the number of group comparisons by using the Bonferroni
procedure.

RESULTS
Patients’ characteristics under stable conditions
The demographic and clinical characteristics of the study
patients are presented in Table I. There were no significant differ-
ences among the 4 groups with respect to age, sex, smoking his-
tory, and atopic status. Asthma severity was similar in patients
with AERD and in patients with ATA. Among patients with
CEP, 5 of 10 also had asthma, and the severity did not differ in
comparison with that seen in patients with AERD or ATA.
Regarding lung function, 25 patients with AERD and 18 patients
with ATA showed similar prebronchodilator and postbronchodi-
lator lung function. Patients with CEP had higher prebronchodi-
lator and postbronchodilator lung function compared with
patients with AERD (percent predicted prebronchodilator and
postbronchodilator FEV;: P = .006 and P = .027; percent pre-
dicted prebronchodilator and postbronchodilator mean forced
expiratory flow between 25% and 75% of forced vital capacity
[FEF;,5.75]: P =.019 and P = .048, respectively). The uLTE, level
in patients with AERD was higher than that in patients with ATA
(P =.005) and control subjects (P <.001), respectively. Although
the uLTE, level was higher in patients with AERD than in patients
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TABLE I. Demographic data and inflammation markers
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Patients with

Patients with Patients with Healthy control

AERD (n = 30) ATA (n = 21) CEP (n = 10) subjects (n = 14)

Age (y) 52 £ 13 53 £ 17 52 £ 14 41 *= 14*
Age at onset (y) 33 £ 15 40 = 15 40 = 13 NA
Duration of asthma (y) 19 = 11 12 = 11 10 = 8* NA
Male sex (%) 23 14 0 7
BMI (kg/m?) 22 x4 23 £3 20 * 2% 21 £ 2
Smoking history (%)

Never 57 71 70 100*

Past 33 29 30 0

Current 10 0 0 0
Atopy (%) 60 81 78 100
Comorbidity (%)

Atopic dermatitis 10 15 10 14

Allergic rhinitis 50 65 20 79*

Rhinosinusitis 90 38 107 18
Family history of asthma (%) 39 50 20 0F
Pediatric asthma (%) 10 19 10 0
Refractory asthma (%) 43 24 44 NA
Prebronchodilator (%)

FEV, 89 * 20 92 £ 19 110 = 137 ND

FEF,5.759, 47 = 24 57 £ 25 68 £ 12% ND
Postbronchodilator (%)

FEV, 106 = 39 106 * 39 113 * 20* ND

FEF,5.759, 57 £ 29 85 + 77 78 *+ 19% ND
Exhaled NO (bpm) 48 = 29 49 *+ 34 61 * 36 ND
Serum total IgE (kU/L) 369 £ 770 385 £ 506 321 *+ 333 ND

Baseline uLTE, level (pg/mg creatinine)

198 (58-4288)

98 (48-1129)+ 147 (54-2361) 74 (37-101)1

ICS dose (g/d)§ 720 (0-3600) 640 (0-1600) 321 (0-1600) 0 (0-0);
Continuous OCS treatment (mg/d) 0 (0-10) 0 (0-6) 4 (0-20) 0 (0-0)
Patients conducted with L-ASA intravenous challenge test, no. (%) 24/30 (80) 7121 (33) NA NA
Cumulative dose of aspirin (mg) 120 (25-400) NA NA NA

P values surviving Bonferroni correction are shown in boldface (P <.05/24). Data are presented as means = SDs (baseline uLTE, level, daily ICS dose, continuous OCS treatment,

and cumulative dose of aspirin are presented as medians with ranges).

BMI, Body mass index; ICS, inhaled corticosteroid; NO, nitric oxide; OCS, oral corticosteroid; NA, not applicable; ND, no data.

*P <.05.

TP <.01.

1P <.001 compared with patients with AERD.
§Dose in budesonide equivalents.

with CEP, the difference was not statistically significant. The me-
dian cumulative provocative dose of aspirin in patients with
AERD was 120 mg (range, 25-400 mg). Table E1 in this article’s
Online Repository at www.jacionline.org shows peripheral blood
profiles of patients with AERD, ATA, or CEP.

There were no differences in total platelet, eosinophil, and
basophil counts among the 3 groups; however, lymphocyte and
monocyte counts were significantly higher in patients with AERD
compared with those in patients with ATA (P =.020 and P =.008,
respectively) and patients with CEP (P = .007 and P = .020,
respectively). White blood cell, eosinophil, and neutrophil counts
were also increased in patients with AERD compared with those
in patients with ATA (P = .002, P = .021, and P = .014,
respectively).

Platelet activation in patients with AERD under
stable conditions

Plasma levels of sP-selectin and sCD40L in patients with
AERD were higher than those in patients with ATA (P = .017
and P = .013, respectively) and control subjects (P = .015 and
P = .010, respectively; Fig 1, A and B, and Table II). In the

comparison of patients with AERD and those with CEP, the
only significant difference observed was in the plasma
sCD40L level, which was higher in patients with AERD
(P = .028). There were no significant differences in plasma
markers among patients with ATA, patients with CEP, and con-
trol subjects.

In the flow cytometric analysis, expression levels of all surface
markers (P-selectin, CD63, CD69, and PAC-1) on platelets from
patients with AERD were higher than those from patients with
ATA (P =.022, P =.001, P = .029, and P = .014, respectively;
Fig 1, C-F, and Table II). In the comparison between patients
with AERD and those with CEP, expression levels of CD63 and
CD69 in patients with AERD were higher than those in patients
with CEP (P <.001 and P = .008; Fig 1, D and E, respectively).
There were no differences in expression levels of these markers
on platelets among patients with ATA, patients with CEP, and
control subjects.

Eosinophils, neutrophils, basophils, and T lymphocytes
were distinguished based on differential light scatter character-
istics and relative membrane expression of chemoattractant
receptor—-homologous molecule expressed on T2 lymphocytes,
CD16b, CRA1, and CD3, respectively. Because these cell types
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FIG 1. Comparison of plasma levels of sP-selectin (A) and sCD40L (B) and expression levels of P-selectin (C),
CD63 (D), CD69 (E), and PAC-1 (F) on platelets among patients with AERD (n = 30), patients with ATA (n =
21), patients with CEP (n = 10), and healthy control subjects (HC; n = 14). *P<.05, **P<.01, and ***P<.001.

Bars indicate median of data.

also could be distinguished from one another based solely on their
light scatter characteristics, we considered that this parameter was
sufficient to identify leukocyte cell types. Although platelet-
adherent leukocytes were identified in all groups, the percentage
of all platelet-adherent leukocyte types, except for lymphocytes,
was higher in patients with AERD compared with that seen in
the other groups (Fig 2 and Table II). The percentage of
platelet-adherent eosinophils was particularly increased in pa-
tients with AERD compared with those in patients with ATA
and control subjects (P =.025 and P = .016, respectively), and
platelets adhered to 51% of eosinophils in patients with AERD
(Fig 2, A).

We also analyzed expression levels of surface markers on
platelets adherent to leukocytes (Table II). The P-selectin expres-
sion level on platelets adherent to basophils was highest in patients
with AERD among the 4 groups (P = .019) and was positively
correlated with the percentage of platelet-adherent basophils in
patients with AERD (r = 0.582, P = .004, data not shown).

Correlation of platelet activation markers with
uLTE, levels and lung function under stable
conditions

There were several significant correlations between platelet
activation markers; CD63 expression levels correlated positively
with P-selectin and CD69 expression levels on platelets (P-
selectin: » = 0.575, P =.001; CD69: r = 0.604, P <.001; data not
shown). There was also a correlation between 2 of the plasma
markers: sP-selectin and sCD40L (r = 0.839, P <.001).

Several platelet activation markers were correlated with the
percentage of platelet-adherent eosinophils and with the uLTE,
concentration (see Table E2 in this article’s Online Repository
at www.jacionline.org); P-selectin and CD63 expression levels
on platelets and sP-selectin and sCD40L levels in plasma were
positively correlated with the percentage of platelet-adherent eo-
sinophils (P-selectin: » = 0.308, P =.019; CD63: r = 0.361, P =
.005; sP-selectin: r = 0.276, P = .036; sSCD40L: r = 0.263, P =
.046, respectively; Fig 3, A, B, E, and F). P-selectin expression
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TABLE Il. Platelet activation markers in patients
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Patients with Patients with Patients with Health control

AERD (n = 30) ATA (n = 21) CEP (n = 10) subjects (n = 14)
Plasma sP-selectin level (ng/mL) 63 (34-266) 48 (23-89)* 57 (31-86) 41 (35-83)*
Plasma sCD40L level (pg/mL) 1529 (285-6782) 824 (167-2655)* 829 (278-1695)* 867 (245-1204)*
P-selectin expression on platelets (%) 13£9 7 £ 8* 9 + 7 5 * 2%
CD63 expression on platelets (%) 32 £ 16 16 = 13+ 11 * 63 15 = 16+
CD69 expression on platelets (%) 82 * 17 62 £ 34% 53 *+ 36F 48 *= 387
PAC-1 expression on platelets (%) 19 £ 15 10 £ 13* 15 €15 11 £ 10
Platelet adhesion on eosinophils (%) 51 £ 23 36 £ 15* 41 = 16 34 £ 11*
Platelet adhesion on basophils (%) 70 = 21 60 £ 18 67 £ 20 62 £ 19
Platelet adhesion on neutrophils (%) 58 = 25 51 =22 52 =23 48 + 18
Platelet adhesion on T lymphocytes (%) 32 £ 10 29 £ 8 335 326
P-selectin expression on platelet-adherent eosinophils (%) 12 £ 15 11 £ 14 66 9 +8
CD63 expression on platelet-adherent eosinophils (%) 39 + 29 35 £29 32 £ 21 45 =23
CD69 expression on platelet-adherent eosinophils (%) 17 £ 13 17 £ 20 23 £ 10 15 £ 12
P-selectin expression on platelet-adherent basophils (%) 20 £ 18 12 £9 9%5 8 + 6*
CD63 expression on platelet-adherent basophils (%) 60 * 27 58 *£ 26 67 £ 27 42 *+ 26*
CD69 expression on platelet-adherent basophils (%) 18 = 10 159 17 = 13 6 = 2F
PAC-1 expression on platelet-adherent basophils (%) 7*7 6 £ 9% 7*8 4x2

P values surviving Bonferroni correction are shown in boldface (P <.05/17). Data are presented as means * SDs (plasma levels of sP-selectin and sSCD40L are presented as

medians with ranges).

*P <.05.

P < .01

1P <.001 compared with patients with AERD.
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FIG 2. Comparison of platelet adhesion on leukocytes analyzed by using flow cytometry. Platelet adhesion
on eosinophils (A), neutrophils (B), basophils (C), and T lymphocytes (D) from patients with AERD (n = 30),
patients with ATA (n = 21), patients with CEP (n = 10), and healthy control subjects (HC; n = 14). *P < .05.

Bars indicate median of data.

levels on platelets (r = 0.310, P = .015) and plasma levels of sP-
selectin (r = 0.300, P = .019) were positively correlated with
uLTE, concentrations (Fig 4, A and E). CD63 expression levels
showed a weak correlation with uLTE, concentrations (r =
0.240, P = .063; Fig 4, B).

Some platelet activation markers were correlated with
prebronchodilator and postbronchodilator lung function in all
patients (see Table E3 in this article’s Online Repository at
www.jacionline.org). Plasma sP-selectin levels were negatively
correlated with pulmonary function, including percent
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lets and plasma levels of sP-selectin (E) and sCD40L (F) are shown. P values surviving after Bonferroni

correction are shown in boldface.

predicted prebronchodilator and postbronchodilator FEV, (r =
—0.324, P = .019 and r = —0.370, P = .007, respectively; Fig
5, A and B) and percent predicted prebronchodilator and post-
bronchodilator FEF,5.75 (r = —0.381, P = .005 and r =
—0.472, P < .001, respectively; Fig 5, C and D). Plasma
sCD40L levels were negatively correlated only with percent
predicted postbronchodilator FEF,s;5 (r = —0.336, P =
.015 and r = —0.367, P = .007; Fig 5, G and H). Among sur-
face markers measured, expression levels of CD63 and CD69
were also associated with percent predicted prebronchodilator
and postbronchodilator FEF,s_;5, although the correlation be-
tween the CD63 expression level and percent predicted pre-
bronchodilator FEF,s5.;5 was marginally nonsignificant (see

Table E3, and Figs E1 and E2, in this article’s Online Repos-
itory at www.jacionline.org).

Changes in platelet activation marker levels during
an aspirin challenge test

Plasma levels of sP-selectin and sSCD40L and uLTE, concentra-
tions were measured in 24 patients with AERD and 7 patients with
ATA during an L-ASA challenge test (see Tables E4 and E5 in this
article’s Online Repository at www.jacionline.org). Plasma sP-
selectin and sCD40L levels did not change relative to baseline
during the time course after a positive reaction in either patients
with AERD or those with ATA (Fig 6, A and B). As reported
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previously, uLTE, concentrations in patients with AERD at 0 to 3,
310 6,6t09, and 9 to 24 hours increased significantly from the
baseline concentration (Fig 6, C). There was no change in the
uLTE, concentration during the L-ASA challenge test in patients
with ATA (Fig 6, C).

Fluorescence-activated cell sorting analysis was also conduct-
ed in 8 patients with AERD; 4 of these patients underwent an
L-ASA challenge test, and 4 received an oral aspirin challenge
test (see Tables E6 and E7 in this article’s Online Repository at
www.jacionline.org). Expression levels of all 4 surface markers
(ie, P-selectin, CD63, CD69, and PAC-1) on platelets from the
8 patients with AERD showed no significant changes during the
aspirin challenge test (Fig 6, D-G). In addition, platelet-

adherent leukocyte numbers also did not increase during the
aspirin challenge test (see Table E7).

DISCUSSION

This study demonstrated platelet activation in patients with
AERD compared with those with ATA or CEP and identified
adhesion molecules on platelets that contribute to the pathogen-
esis of AERD. Some platelet activation markers were correlated
with the uLTE, concentration and the decrease in lung function.
Additionally, this is the first study that analyzed changes in
platelet activation markers during an aspirin challenge test in pa-
tients with AERD.
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We found that 2 plasma markers, all 4 surface markers on
platelets, and the percentage of platelet-adherent eosinophils were
significantly higher in patients with AERD compared with those in
patients with ATA under stable conditions or control subjects (Figs
1 and 2, A, and Table II). Furthermore, there were no significant
differences in any of these markers between patients with ATA
and control subjects. These findings indicate that platelet

activation occurred very specifically in patients with AERD.
Because activated platelets rapidly shed surface P-selectin after
platelet activation,™ it seems that ongoing platelet activation takes
place specifically in patients with AERD. However, the cause of
platelet activation in patients with AERD has not been clarified.
Platelets express numerous adhesion molecules and ligands
that facilitate interactions among platelets, leukocytes, and
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endothelium. P-selectin on activated platelets adheres to P-
selectin glycoprotein ligand 1 on leukocytes and subsequently
regulates integrin expression and accelerates firm adhesion to the
endothelium.'” Platelets lack 5-lipoxygenase; however, adherent
platelets contribute to transcellular metabolism of LTs from
leukocyte-derived LTA, through LTC,S in platelets.‘”’35 There-
fore an increase in platelet-adherent leukocyte counts is involved
in cysLT overproduction and infiltration of inflammatory cells
into the airway.

Platelets are activated by distinct mechanisms in different
settings and express P-selectin on their surfaces. Cummings
et al’® revealed that LTC,, but not LTD4 and LTE,, binds to
cysLT receptor 2 and subsequently causes an autocrine ADP-
mediated response through P,Y |, receptors, which induce sur-
face expression of P-selectin on murine platelets, although
cysLTs, including LTE,, do not directly amplify human platelet
adhesion on leukocytes or their recruitment into the airways.”’
A functional impairment of the protein kinase A system through
prostaglandin E receptors on granulocytes might cause release of
mediators from leukocytes, which results in platelet activation.*®
CDA40L, which is a GPIIb/IIIa ligand, is also associated with P-
selectin expression on platelets. The trimeric form of sCD40L
also enhances P-selectin expression on platelets and platelet
adhesion to neutrophils, which is caused by a pathway distinct
from signaling through GPIIb/IIIa.*’

In our study, platelet surface expression of P-selectin and CD63
and plasma levels of sP-selectin and sCD40L were positively
correlated with the percentage of platelet-adherent eosinophils
(Fig 3, A, B, E, and F, and see Table E2). Platelet surface P-selec-
tin expression and plasma sP-selectin levels were positively
correlated with uLTE, concentrations (Fig 4, A and E, and see
Table E2). Our results fit with those of Laidlaw et al, >’ indicating
that the percentage of platelet-adherent leukocytes correlates with
uLTE, levels. These findings suggest that platelets adhere subse-
quently to eosinophils through P-selectin and CD40L and
contribute to cysLT overproduction through synthesis of LTC4
from leukocyte-derived LTA, (see Fig E3).

In asthmatic patients platelets migrate into the lung tissue and
contribute to remodeling of the airway by releasing mitogens and
enzymes, which induce a synthetic response in airway structural
cells.'? In our study only plasma sP-selectin was associated with
large- and small-airway obstructions (Fig 5 and see Table E3).
These results suggest that plasma sP-selectin levels are the most
useful marker for the assessment of remodeling caused by platelet
activation.

CEP and AERD resemble each other in that they both show
airway eosinophilia and cysLT overproduction.’’ However, the
present study revealed a difference in the profiles of platelet
activation markers between patients with CEP and those with
AERD; namely, the expression level of CD63 on platelets
was significantly higher in patients with AERD than in patients
with CEP. It has been reported that CD63 is an essential
cofactor for P-selectin and that together they cooperate to pro-
mote migration of platelet-adherent leukocytes.”' In our study,
platelet surface P-selectin and CD63 expression levels were
correlated with each other and positively correlated with the
percentage of platelet-adherent eosinophils and uLTE, levels
(Figs 3, A and B, and 4, A and B, and see Table E2). These
2 markers might cooperate to produce severe eosinophil infil-
tration into the airway and cysLT overproduction in patients
with AERD.

J ALLERGY CLIN IMMUNOL
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This is the first study in which platelet activation was
estimated during an aspirin challenge test in patients with
AERD. Kowal et al'® reported that platelet activation markers
were increased 30 minutes after mite challenge, and the activa-
tion persisted until the late phase in some patients. Another study
also revealed a significant increase in platelet-adherent leuko-
cytes at 8 hours after allergen challenge.’” Conversely, platelet
activation markers in plasma, expression levels of surface
markers on platelets, and frequencies of platelet-adherent leuko-
cytes did not change after the aspirin-induced reaction in our
study (see Tables E5 and E7). A previous study showed that pros-
tacyclin, which has an antagonist action to TXA,, does not pre-
vent asthmatic attacks induced by aspirin."” In addition, aspirin
does not affect P-selectin expression on platelets from patients
with aspirin-intolerant chronic urticaria.”* These studies are in
good agreement with the results of our study. Plasma markers
do not necessarily reflect platelet activation in the airways, and
further study is needed to investigate local platelet activation.
In the aspirin challenge test aspirin further suppresses prosta-
glandin E, synthesis and uncouples the downregulation of
LTC,S activity through inhibition of TXA, formation.*” Addi-
tionally, arachidonic acid derived from adherent platelets acti-
vates 5-lipoxygenase in granulocytes and results in cysLT
overproduction in patients with AERD (see Fig E3).””

The results of our study suggest that antiplatelet therapy,
especially with P-selectin antagonist, could be therapeutically
beneficial in patients with AERD. Among antiplatelet agents,
P2Y12 antagonist and P-selectin antagonist, but not GPIIb/IIIa
antagonist, reduce the formation of the platelet-leukocyte com-
plex in human subjects.*®"’ P-selectin antagonist was shown to
significantly reduce allergen-induced airway hyperreactivity
and peribronchial eosinophilic inflammation in a murine model
of asthma.”® However, a recent study in an allergic model mouse
showed that a P, Y antagonist, but nota P,Y |, or P,X; antagonist,
inhibited both platelet adhesion on leukocytes through P-selectin
and P-selectin—dependent leukocyte migration.”” The effects of
purinergic receptor antagonists on patients with AERD remains
controversial, and further studies are needed.

There are several limitations to this study. First, the patients
were limited to the Japanese population, and interpopulational
differences might exist. Additionally, because of the small sample
size, some P values in multiple statistical comparisons did not sur-
vive after Bonferroni correction.

Second, platelets are easily activated by blood drawing.
However, the effect of blood drawing might be minimal in this
study because we carefully drew blood with a 21-gauge needle
into a container with 3.2% sodium citrate and stained the platelets
within 10 minutes.

Third, platelet activation in the airways was not estimated
during the aspirin challenge test. Furthermore, the results could
have been affected by epinephrine and corticosteroid use after the
aspirin-induced reaction because these drugs can induce phar-
macologic aggregation.’®

In summary, platelet activation markers were significantly
increased in patients with AERD compared with those in patients
with ATA or CEP. More importantly, we also demonstrated that
P-selectin is the key molecule that correlates with uLTE, levels
and persistent airflow limitations in patients with AERD with sta-
ble disease. Suppression of platelet activation is a potential ther-
apeutic target for severe eosinophilic inflammation in patients
with AERD.
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We thank Ms Itsuko Ito for excellent technical assistance.

Clinical implications: This study indicated that activated plate-
lets are involved in the pathogenic processes underlying AERD,

particularly cysLT overproduction and persistent airflow
limitation.
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Methods
Subjects

Prior to enrollment, all subjects were asked about their regular
medications and medical history. Subjects with autoimmune disease,
1schemic cardiovascular disease, cerebrovascular disease, or undertreatment
of hypertension, hyperlipidemia, or diabetes mellitus were excluded from the
study. Undertreatment of hypertension was defined by casual blood pressure
> 140/90 mmHg. Undertreatment of hyperlipidemia was defined by a fasting
blood triglyceride level >150 mg/dl or low density lipoprotein level >140
mg/dl. Undertreatment of diabetes mellitus was defined by a fasting blood
glucose level 2126 mg/dl. None of the subjects were regular users of aspirin,
nonsteroidal anti-inflammatory drugs or cyclooxygenase-2 selective
inhibitors. Subjects who had asthma exacerbation or lower respiratory tract
infection within the previous 6 weeks were also excluded from the study.
Idiopathic chronic eosinophilic pneumonia (CEP) patients had been
diagnosed using the following criteria (based on the classification proposed
by Allen et al.El: 1) a suggestive radiological profile; 2) blood and/or alveolar

eosinophilia; 3) general and respiratory symptoms for > 2 weeks; 4) a prompt
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response to corticosteroids; and 5) uncertain cause, and were treated to

induce remission prior to the study.

Assessments

All the patients were evaluated by chest radiograph, spirometry
analyses, and exhaled nitric oxide (FeNO). Pulmonary function tests
(according to the American Thoracic Society (ATS) guidelinesE2?) were
performed before and after administration of 400 ug salbutamol.E3 Data that
were evaluated included forced expiratory volume in 1 second (FEV:) and
mean forced expiratory flow between 25% and 75% of forced vital capacity
(FVC) as a percentage of predicted values. FeNO was collected and measured
by offline methods at a flow rate of 50 mL/s (Sievers Instruments, Boulder,
CO).E4 Total white blood cell, differential, and platelet counts were also
measured. Total serum immunoglobulin E (IgE) levels were measured with
the Uni-CAP system (Phadia, Uppsala, Sweden). Atopy was defined as
showing a positive response to at least one aeroallergen in a skin test or IgE
CAP RAST. Urine and blood samples were collected between 08:00 am and

12:00 noon for measurement of urinary leukotriene E; (ULTE,)
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concentrations and platelet activation markers in patients with stable
disease. Blood was carefully obtained using a 21G needle by several

physicians experienced with this procedure.

Aspirin challenge test

All of the patients were in clinically stable condition at the time of the
challenge test, and their FEVi/FVC ratio was higher than 70%. All
medications except for daily oral corticosteroids were stopped for at least 24
h prior to the aspirin challenge test. At the beginning of the study, we
collected blood samples and urine samples from stored urine between 08:00
am and 10:00 am.

Twenty-four AERD patients, who visited our hospital between 2002 and
2012 March, underwent an intravenous lysine-aspirin (L-ASA) challenge
test, as reported previously.E5 After intravenous injection of 1 ml saline, if
FEV: did not change by more than 5% from the pre-challenge baseline,
doubling doses of L-ASA (25-200 mg equivalent to aspirin) were
intravenously administered. As L-ASA became unavailable in Japan after

2012, 6 AERD patients, who visited our hospital after 2012 April, underwent



73

74

75

76

77

78

79

80

81

82

83

84

85

86

87

88

89

90

an oral aspirin challenge test.E6 The dosage of ASA was started at 30 mg, and
the dose was doubled at 2-hour intervals up to 480 mg until a positive
reaction occurred. FEV: was measured by spirometry 3 times at each time
point, and the highest value was used. A decrease in FEV1 by 20% or greater
as compared with the baseline or a decrease in FEV: by 10% to 20% with
exacerbating clinical symptoms, such as nasal obstruction, were defined as a
positive reaction.

Blood samples were collected for measurements of plasma soluble
P-selectin (sP-selectin) and soluble CD40 ligand (sCD40L) levels at 0-1, 1-3,
3-6, and 9-24 hours after the ingestion of the dose producing a positive
reaction in 24 AERD patients, or after the last dose (cumulative dose of 375
mg) of L-ASA in 7 ATA controls. Additionally, we analyzed expression levels
of 4 surface markers on platelets [P-selectin (CD62P), CD63, CD69 and
GPIIb/IIIa (PAC-1)] at 0-1, 1-3, and 9-24 hours after the ingestion of the dose
producing a positive reaction in 8 AERD patients. L-ASA was administered
to 4 of them and oral aspirin was administered to the remaining patients.
Some of the patients were also assessed to determine the percentage of

platelet-adherent leukocytes, including eosinophils (n = 4), neutrophils (n =
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3), T lymphocytes (n = 3), and basophils (n = 2). Urine samples were also
collected for measurement of LTE4 levels during the following periods: 0-3,
3-6, 6-9, and 9-24 h after the dose producing a positive reaction in AERD

patients, or after the last dose in ATA patients.

Antibodies

For fluorescence-activated cell sorter (FACS) analysis studies, the
following antibodies were used; phycoerythrin-cyanine 7 (PC7)-conjugated
anti-CD61 (GPIIIa); phycoerythrin (PE)-conjugated anti-CD63 and
anti-CD69; fluorescein isothiocyanate (FITC)-conjugated anti-CD3 and
anti-CD16b (FcyRIIIb) were purchased from Beckman Coulter (Fullerton,
CA). PE-conjugated anti-CD62P (P-selectin) and FITC-conjugated PAC-1
(activated form of GPIIblIla) were from BD Biosciences (San Jose, CA).
FITC-conjugated anti-chemoattractant receptor-homologous molecule
expressed by Th2 (CRTH-2) was from Santa Cruz Biotechnology (Santa Cruz,
CA). FITC-conjugated anti-FceRla chain (CRA-1) was from eBiosciences
(San Diego, CA). The corresponding isotypes (Beckman Coulter) were used

as controls.
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Flow cytometric analysis of platelets

Samples were analyzed using a FACSCalibur flow cytometer with
CellQuest software (Becton Dickinson, San Jose, CA). Whole peripheral
blood was drawn using a 21G needle into 3.2% sodium citrate tube, and
were stained within 10 min after collection. Unstimulated whole blood (10 pl)
was incubated with directly-conjugated specific antibodies to CD61 and
P-selectin (CD62P), CD63, CD69, or GPIIbIIIa (PAC-1) for 15 minutes, and
then fixed by the addition of 1% paraformaldehyde. Platelets were detected
on the basis of forward/side scatter characteristics and expression of CD61.
At least 20000 CD61* platelet events were collected in each determination.
The percentage of cells positive for each surface marker and the mean
fluorescence intensity (MFI) in the platelet gate (determined by

CD61-staining) were quantified as a measure of platelet activation.

Flow cytometric analysis of platelet-leukocyte aggregates
Whole peripheral blood was drawn using a 21G needle into tubes

containing EDTA anticoagulant solution and assayed within 30 minutes of
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collection. Whole blood (100 pl) was incubated with directly-labeled
antibodies against CD61 and CRTH-2, FceRla (CRA-1), CD16b, or CD3 for
20 minutes. Erythrocytes were lysed in 1 ml of 1X red blood cell lysis solution
(BD Biosciences). Cell samples were washed with 1 ml PBS and then fixed in
0.1% paraformaldehyde in PBS. At least 10000 of each leukocyte-specific
markers-positive cell type was measured. Eosinophils, neutrophils, basophils,
and T lymphocytes were distinguished based on their typical appearance in
the forward/side scatter and their relative membrane expression of CRTH-2,
CD16b, CRA1 and CD3, respectively. Each leukocyte was gated into
CD61-negative and -positive populations, and assessed for the presence of

adherent platelets by relative expression of CD61.

Enzyme-linked immunosorbent assay (ELISAs)

Plasma was prepared from blood drawn into tubes containing EDTA
anticoagulant solution (1.5mg/ml) and centrifuged for 10 min at room
temperature at 1600 X g. The final supernatant was stored in aliquots at

-35°C for up to 4 weeks until measurement. The concentrations of sP-selectin

and sCD40L were determined by ELISA kit (R&D Systems, Minneapolis,
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MN) both in patients with stable disease and during an aspirin challenge
test. Samples were diluted with ELISA buffer to a final dilution of 1:20 for
sP-selectin analysis, and 1:2 for sCD40L analysis. The absorbance of the
colored product was measured at 450nm in a microplate reader, (model
3550-UV, Bio-Rad Laboratories, Hercules, CA). Each dilution was run in
duplicate. The detection limits of the assays were 0.5 ng/ml for sP-selectin

and 10.1 pg/ml for sCD40L, respectively.

Quantification of uLTE4

Urine samples were collected in polypropylene bottles containing
4-hydroxy-TEMPO (Sigma-Aldrich, St Louis, MO) at a final concentration of
1mmol/L, and stored at -35°C until measurement. LTE, in urine (2 ml) was
purified using an Empore C18 disk cartridge and high-performance liquid
chromatography system (Shimadzu LC 6A) equipped with a NOVA-PACK
C18 column (Waters, Milford, MA), and quantified using a commercial
enzyme immunoassay kit (Cayman, Ann Arbor, MI).E7 The concentrations of
uLTE4 was normalized to the urinary creatinine concentration and expressed

as pg per mg of creatinine.
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186  TableE1. Peripheral blood profiles of patients
AERD ATA CEP
N=30 N=21 N=10
Total WBC, /ul 7715 +2753 5629 £1531** 6896 £1556
Peripheral platelet count, X104/ul 25+ 6 22+3 22+2
Peripheral eosinohil count, /ul 465 +402 303 £374* 557 +618
Peripheral neutrophil count, /pl 4885 £2476 3497 £1208* 4663 £1556
Peripheral basophil count, /jl 40 £24 37 £26 39 £20
Peripheral lymphocyte count, /ul 1936 +£586 1510 +464* 1340 £369**
Peripheral monocyte count, /ul 389 £142 282 £120%* 267 £173*
187 P values surviving Bonferroni correction are shown in boldface (P <.05/7).
188 Definition of abbreviations: AERD, aspirin-exacerbated respiratory disease; ATA,
189 aspirin-tolerant asthma; CEP, chronic eosinophilic pneumonia; WBC, white blood count;
190 Data are presented as mean+SD.
191 *P<0.05, **P<0.01 compared with AERD patients.

192



193 Table E2. Correlation of platelet activation markers with platelet-adherent eosinophils and
194 uLTE4 levels among AERD patients or all patients
Platelet-adherent eosinophils uLTE4
AERD patients All patients AERD patients All patients
r p-value r p-value r p-value r p-value

P-selectin expression levels, % 0.461 0.014 0.308 0.019 0.085 0.656 0.310 0.015
CD63 expression levels, % 0.395 0.037 0.361 0.005 0.199 0.291 0.240 0.063
CD69 expression levels, % 0.063 0.749 0.137 0.307 0.020 0.917 0.075 0.565
PAC-1 expression levels, % 0.033 0.866 0.106 0.428 -0.066 0.730 0.110 0.397
sP-selectin levels, ng/ml 0.187 0.340 0.276 0.036 0.181 0.338 0.300 0.019
sCD40L levels, pg/ml 0.322 0.095 0.263 0.046 0.172 0.362 0.226 0.080

195 P values surviving Bonferroni correction are shown in boldface (P < .05/6).

196  Definition of abbreviations: AERD, aspirin-exacerbated respiratory disease; uLTE4, urinary

197 leukotriene E4 sP-selectin, soluble P-selectin; sCD40L, soluble CD40 ligand

198

199

200

201
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203 Table E3. Correlation of pre- and post-bronchodilator pulmonary function with platelet

204 activation markers among AERD patients or all patients

Pre-bronchodilator Post-bronchodilator
AERD patients All patients AERD patients All patients

r p-value r p-value r p-value r p-value
FEV1, %
P-selectin expression -0.052 0.807 -0.017 0.905 -0.073 0.727 -0.048 0.737
levels, %
CD63 expression levels, % -0.208 0.319  -0.158 0.264 -0.228 0.274 -0.147 0.297
CD69 expression levels, % -0.140 0.504  -0.214 0.127 -0.190 0.363 -0.145 0.306
PAC-1 expression levels, % 0.345 0.091 0.068 0.632 0.303 0.141 0.042 0.769
sP-selectin levels, ng/ml -0.349 0.087 -0.324 0.019 -0.447 0.025 -0.370 0.007
sCD40L levels, pg/ml -0.297 0.149 -0.171 0.226 -0.378 0.063 -0.143 0.311
FEFa5-75%, %
P-selectin expression -0.140 0.504 -0.130 0.357 -0.182 0.385 -0.190 0.178
levels, %
CD63 expression levels, % -0.286 0.166  -0.248 0.076 -0.318 0.121 -0.285 0.040
CD69 expression levels, % -0.330 0.107  -0.325 0.019 -0.301 0.143 -0.309 0.026
PAC-1 expression levels, % 0.315 0.125 0.023 0.870 -0.244 0.241 -0.032 0.822
sP-selectin levels, ng/ml -0.302 0.142 -0.381 0.005 -0.426 0.034 -0.472 <0.001
sCD40L levels, pg/ml -0.251 0.226  -0.336 0.015 -0.363 0.074 -0.367 0.007

205 P values surviving Bonferroni correction are shown in boldface (P < .05/6).

206 Definition of abbreviations: AERD, aspirin-exacerbated respiratory disease; FEVi, forced
207  expiratory volume in 1 second; FEFsas5-75%, mean forced expiratory flow between 25% and 75%
208  of forced vital capacity; sP-selectin, soluble P-selectin; sCD40L, soluble CD40 ligand

209



210  Table E4. Demographic data of patients assessed for platelet activation during the L-ASA

211 challenge test

AERD ATA

N=24 N=7
Age, year 52+ 12 55+ 19
Male, % 21 14
BMI, kg/m?2 23 +4 25+ 3
Smoking History,%
Never 67 71
Past 21 29
Current 13 0
Refractory asthma, % 38 43
Atopy, % 63 86
Continuous OCS treatment, % 25 14
Cumulative dose of aspirin, mg 125 (25-420) N.A.
Peripheral eosinophil count, /ul 350 (193-2070) 390 (160-1000)
FEV1, % 85+ 14 79 + 25
FEFa5-75%, % 45 + 24 49 + 26

212 P values surviving Bonferroni correction are shown in boldface (P < .05/9).

213 Abbreviations: L-ASA, lysine-aspirin; AERD, aspirin-exacerbated respiratory disease; ATA,

214 aspirin-tolerant asthma; BMI, body mass index; OCS, oral corticosteroid; FEV1, forced

215 expiratory volume in 1 second; FEFs25-75%, mean forced expiratory flow between 25% and 75%

216 of forced vital capacity; N.A., not applicable;

217 Data are presented mean = SD. (Cumulative dose of aspirin and peripheral eosinophil count

218 are presented as median with range.)

219
220



221 Table E5. Changes in platelet activation marker levels in plasma and uLTE4 concentrations
222 during the L-ASA challenge test
Plasma marker Before 0-1h 1-3h 3-6h 12-24 h
Onset of
reaction
AERD / ATA, number 24117 19/7 24 /17 13/4 10/4
sP-selectin, ng/ml
AERD 65 (25-219) 90 (32-153) 88 (33-159) 88 (36 -260) 64 (41-241)
ATA 88 (56-140) 93 (44 -274) 97 (45-228) 107 (56-175) 116 (56-191)
sCD40L, ng/ml
AERD 1.6 (0-4.1) 1.8 (0.1-6.1) 1.8 (0.5-5.8) 1.6 (0.4-8.7) 1.2(0.3-3.2)
ATA 1.1 (0.2-3.0) 0.7 (0.2-5.5) 1.0 (0.7-4.8) 2.0 (0.8-4.2) 1.5 (0.5-5.7)
ulTE4 Before 0-3h 3-6h 6-9h 9-24h
AERD / ATA, number 24117 24117 24117 24117 24117
uLTE4, pg/mg creatinine
AERD 315 3393%** 5063*** 2017*** 823***
(71-13257) (346-111202)  (254-163334)  (246-90943) (107-18925)
ATA 89 (7-2171) 97 (0-1149) 55 (0-952) 51 (23-703) 70 (12-744)
223 P values surviving Bonferroni correction are shown in boldface (P < .05/10).
224  Abbreviations: ulTE4, urinary leukotriene L-ASA; lysine-aspirin; AERD,
225 aspirin-exacerbated respiratory disease; ATA, aspirin-tolerant asthma; sP-selectin, soluble
226  P-selectin; sCD40L, soluble CD40 ligand
227  Data are presented as median with range.
228 ***P <0.001 compared to baseline.
229

230
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Table E6. Demographic data of patients assessed for platelet activation using flow cytometry

during the aspirin challenge test

AERD
N=8

Age, year 38*+11
Male, n (%) 1(12)
BMI, kg/m?2 23*+4
Smoking History,%
Never 63
Past 25
Current 12
Refractory asthma, % 12
Atopy, % 75
Continuous OCS treatment, % 0
L-ASA challenge test, n (%) 4 (50)
Cumulative dose of aspirin, mg 120 (45-350)
Peripheral eosinophil count, /ul 410 (193-1040)
Basal ulLTE4 level, pg /mg creatinine 267 (75-3239)
FEV1, % 95+9
FEFs5-75%, % 6619

Abbreviations: AERD, aspirin-exacerbated respiratory disease; BMI, body mass index; OCS,
oral corticosteroid; L-ASA, lysine-aspirin; uLLTE4, urinary leukotriene Es+ FEVi, forced
expiratory volume in 1 second; FEFs5-75%, mean forced expiratory flow between 25% and 75%
of forced vital capacity

Data are presented mean + SD. (Cumulative dose of aspirin, peripheral eosinophil count,

and basal uLTEs level are presented as median with range.)



240  Table E7. Changes in expression levels of platelet activation marker on platelets and the

241 percentage of adherent platelets on leukocytes during the challenge test in AERD patients

Before 0-1h 1-3h 9-24 h
) . 11.4+£10.9 14.5+23.0 10.5 + 8.7 10.9+9.8
P-selectin expression on platelets, %
n=_§ n=_§ n=_8 n="17
28.2 £ 26.2 23.7+19.5 31.6+21.7 29.3 £ 31.7
CD63 expression on platelets, %
n=_§ n=_§ n=_8 n="17
57.1+30.6 64.6 £ 19.9 64.5+29.9 64.1+ 355
CD69 expression on platelets, %
n=_§ n=_§ n=_8 n="17
16.0+12.5 8.2+12.5 10.1+12.7 13.8+23.5
PAC-1 expression on platelets, %
n=_§ n=_§ n=_8 n="17
37.7+84 37.2+24.8 38.1+9.9 48.3 +23.3
Platelet adhesion on eosinophils, %
n=4 n=4 n=4 n=4
37.7+5.3 36.9+15.4 40.3+ 14.5 39.3+6.8
Platelet adhesion on neutrophils, %
n=3 n=3 n=3 n=3
33.4+10.1 33.9+11.8 34.5+2.3 32.7+ 7.6
Platelet adhesion on lymphocytes, %
n=3 n=3 n=3 n=3
47.3*+1.6 75.3+28.3 54.1+t5.8 57.7+15.4
Platelet adhesion on basophils, %
n=2 n=2 n=2 n=2

242 Abbreviations: AERD, aspirin-exacerbated respiratory disease

243 Data are presented as mean+SD.
244
245
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Figure legends

FIG E1. Correlations of surface markers on platelets with percentage
predicted FEV; in all patients. A, B, P-selectin, C, D, CD63, E, F, CD69, and
G, H, PAC-1 expression levels on platelets had no relation to the percentage
predicted FEV: in pre- and post-bronchodilator spirometry.

FIG E2. Correlations of surface markers on platelets with percentage
predicted FEF25-75% in all patients. A, B, P-selectin, C, D, CD63, E, F, CD69,
and G, H, PAC-1 expression levels on platelets were assessed the association
with percentage predicted FEF25-75% 1n pre- and post-bronchodilator

spirometry.

FIG E3. Platelet-adherent eosinophils may be involved in cysLT
overproduction and eosinophil recruitment into the airway in AERD patients.
Activated platelets adhere to leukocytes mainly via P-selectin/PSGL-1 and
contribute  to  transcellular = metabolism of leukotrienes from
leukocyte-derived LTA4 via LTC4S in platelets.
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