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ORIGINAL RESEARCH

Antagonistic Roles of Human Platelet Integrin 
αIIbβ3 and Chemokines in Regulating Neutrophil 
Activation and Fate on Arterial Thrombi Under Flow
Claudia Schönichen , Samantha J. Montague, Sanne L.N. Brouns, James J. Burston , Judith M.E.M. Cosemans ,  
Kerstin Jurk , Beate E. Kehrel, Rory R. Koenen , Fionnuala Ní Áinle, Valerie B. O’Donnell , Oliver Soehnlein ,  
Steve P. Watson , Marijke J.E. Kuijpers, Johan W.M. Heemskerk ,*  Magdolna Nagy * 

BACKGROUND: Platelets and neutrophils are the first blood cells accumulating at sites of arterial thrombus formation, and both 
cell types contribute to the pathology of thrombotic events. We aimed to identify key interaction mechanisms between these 
cells using microfluidic approaches.

METHODS: Whole-blood perfusion was performed over a collagen surface at arterial shear rate. Platelet and leukocyte (in 
majority neutrophil) activation were microscopically visualized using fluorescent markers. The contributions of platelet-
adhesive receptors (integrin, P-selectin, CD40L) and chemokines were studied by using inhibitors or antibodies and using 
blood from patients with Glanzmann thrombasthenia lacking platelet-expressed αIIbβ3.

RESULTS: We observed (1) an unknown role of activated platelet integrin αIIbß3 preventing leukocyte adhesion, which was 
overcome by short-term flow disturbance provoking massive adhesion; (2) that platelet-expressed CD40L controls the 
crawling pattern and thrombus fidelity of the cells on a thrombus; (3) that continued secretion of platelet substances promotes 
activation of identified neutrophils, as assessed by (fMLP induced) [Ca2+]i rises and antigen expression; (4) and that platelet-
released chemokines activate the adhered cells in the order of CXCL7>CCL5>CXCL4. Furthermore, postsilencing of the 
platelets in a thrombus suppressed the leukocyte activation. However, the leukocytes on thrombi did no more than limitedly 
form neutrophil extracellular traps, unless stimulated with phorbol ester of lipopolysaccharide.

CONCLUSIONS: Together, these findings reveal a multifaceted regulation of adhesion and activation of neutrophils by platelets in 
a thrombus, with a balanced role of several platelet-adhesive receptors and a promoting role of platelet-released substances. 
This multivalent nature of neutrophil-thrombus interactions offers novel prospects for pharmacological intervention.

Key Words: chemokines ◼ integrins ◼ neutrophils ◼ thrombasthenia ◼ thrombosis

Platelets and neutrophils are the first blood cells 
accumulating at sites of murine and human arterial 
thrombus formation and stroke.1,2 Both platelets and 

neutrophils are considered to contribute to the pathology 
of thrombotic events in arterial and venous thrombosis, 

myocardial infarction, and stroke.3,4 Blood counts of the 
neutrophils were found to correlate with the risk of car-
diovascular events.5,6 In addition, neutrophil extracellular 
traps (NETs), large extracellular protrusions of nuclear 
material, are regularly observed in both venous and 
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arterial thrombi distortion.7–9 However, little is still known 
about the mechanisms of how leukocytes, in particular 
neutrophils, incorporate into a thrombus and their early 
responses.

Previously, the interactions of platelets with neutro-
phils have been studied in thrombotic, inflammatory, and 
infection processes.10–12 Cell-based studies indicated 
that these interactions can occur via several adhesive 
receptors. Described are platelet P-selectin (CD62P) 
interacting with neutrophil PSGL1 (P-selectin glycopro-
tein ligand-1);13 platelet CD40L recognizing leukocyte 
CD4014; synchronized integrin engagement15; and fur-
thermore platelet glycoprotein Ib and JAM-C interacting 
with integrin αMβ2 on leukocyte populations.16,17 This 
interplay is considered to be important for neutrophils to 
scan for activated, CD62P-exposing platelets.18 Inves-
tigators have thus come to the concept of neutrophils 
screening for platelet-released chemokines, where in 
particular interleukin 8, CXCL4 (platelet factor 4), CXCL7 
(NAP2), and CCL5 (RANTES) are mentioned.19–21 Yet, 
how these manyfold intercellular interactions act in the 
early setting of thrombus formation is unclear.

Using microfluidics techniques, we have previously 
assessed the activation processes of platelets and 
coagulation in shear-dependent thrombus formation.22,23 
Common platelet activation markers here are rises 
in cytosolic Ca2+, agonist-induced activation of integ-
rin αIIbβ3, CD62P expression, and phosphatidylserine 
exposure.24 Because leukocytes were generally absent 
during the thrombus buildup in vitro, we hypothesized 
that platelets may regulate the adhesion of neutrophils 
and other leukocytes by a tunable set of negative and 
positive regulatory mechanisms. In the present article, we 
further developed the microfluidic technique to disclose 
properties of adhering neutrophils in the setting of arte-
rial thrombosis. We first considered the role of the high-
est expressed platelet integrin αIIbβ3, using blood from 
patients with Glanzmann thrombasthenia lacking this 
integrin.25 Subsequently, we examined the effect of flow 
disturbance and studied the contribution to leukocyte 
responses of platelet activation markers (CD62P and 
CD40L) and platelet-released chemokines. Our findings 

point to a multifaceted regulation of activation by plate-
lets and of mostly neutrophil adhesion on a thrombus.

MATERIALS AND METHODS
The authors declare that their materials and data are available 
on reasonable request from the authors.

Major Resources
This article contains an Extended Materials and Methods sec-
tion in the Supplemental Material. Please also see the Major 
Resources Table in the Supplemental Material.

Blood Collection and Cell Preparation
Blood from healthy volunteers or patients was collected into 
10% 129 mmol/L trisodium citrate. All blood donors gave 
full informed consent according to the Helsinki Declaration. 
Permission for experiments was obtained from the local 
Medical Ethical Committees. The approval for in vitro blood cell 
studies did not allow registration of any medical or sex-based 
information (except mutations for patients with GT and blood 
cell counts) of the blood samples. As for common platelet and 
neutrophil function studies, no sex-related phenotypes are 
expected, the data from all donors were pooled. Specifically 
included were 3 patients with Glanzmann thrombasthenia with 
absent platelet integrin αIIbβ3. Confirmed mutations were for 
patient 1 (ITGA2B, c.2943G>A and 2943G>A, homozygous), 
patient 2 (ITGA2B, c.213C>G and c.2051T>G, compound 
heterozygous), patient 3 (ITGA2B, c.621C>T, homozygous).26 
Citrated platelet-rich plasma and washed platelets were pre-
pared, as described elsewhere.27

Formation of Heterogenous Platelet Thrombi
Thrombus formation was induced in a parallel-plate flow cham-
ber by perfusion of whole blood over microspots (1.2 mm diam-
eter) of collagen type I at a high wall shear rate of 1000 s−1 
for 4 minutes.28,29 For the formation of type I thrombi without 
coagulation, citrated blood was recalcified (3.75 mmol/L MgCl2 
and 7.5 mmol/L CaCl2, f.c.) in the presence of D-Phe-Pro-Arg 
chloromethyl ketone anticoagulant (40 µmol/L). Type II thrombi 
were formed similarly but using blood that was coinfused with 3 
(1 µmol/L, f.c.) to enhance platelet aggregation. Type III thrombi 
were produced by coinfusion (9:1, vol/vol) of citrated blood 
with a coagulation medium (3.75 mmol/L MgCl2, 7.5 mmol/L 
CaCl2, 2 pmol/L tissue factor, f.c.).23 For thrombi of each type, 

Nonstandard Abbreviations and Acronyms

CRP-XL collagen-related peptide cross-linked
FITC fluorescein isothiocyanate
mAb monoclonal antibody
MYO myeloperoxidase
NET neutrophil extracellular trap
PE phycoerythrin
PMA phorbol myristate acetate
PSGL1 P-selectin glycoprotein ligand-1

Highlights

• After temporary flow disturbance, leukocytes adhere 
to and crawl on thrombi with activated platelets.

• The leukocyte (neutrophil) adhesion is enhanced by 
blocking integrin αIIbβ3 or Glanzmann thrombas-
thenia platelets.

• Neutrophil activation is mediated by the release of 
platelet chemokines, causing no more than limited 
neutrophil extracellular trap formation.
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leukocyte adhesion was introduced by 10 s of flow disturbance, 
induced by cessation of the perfusion pump, causing a gradual 
decline of blood flow. This was followed by 2 minutes of flow 
continuation, after which the blood was removed by rinsing with 
HEPES buffer pH 7.45, supplemented with 2 mmol/L CaCl2. 
The period of flow disturbance allowed leukocytes present in 
the 50-mm depth flow chamber to attach to the thrombi that 
were confined to the collagen microspots.

Platelet activation of thrombi was verified by triple label-
ing, as appropriate with fluorescein isothiocyanate (FITC)–
anti CD62P monoclonal antibody (mAb), PE (phycoerythrin) 
fibrinogen, and Alexa Fluor 647–annexin A5, as described.22 
Representative bright-field and requested fluorescence micro-
scopic images were recorded with an inverted Zeiss LSM 510 
line-scanning confocal microscope, equipped with 488, 532, 
and 647 nm laser lines and a ×63 oil objective.30 Alternatively, 
where indicated, an EVOS inverted digital fluorescence micro-
scope was used, provided with bright-field illumination and 470, 
531, and 626 nm LEDs (×60 oil objective). Images were ana-
lyzed using scripts written in Fiji/ImageJ software.31

Imaging of Neutrophil Activation and NETs
Leukocytes adhered to type I to III thrombi were stained directly 
after blood perfusion, or after 2 to 24 hours incubation at 37 °C 
(storage in HEPES buffer containing streptomycin and penicil-
lin, in a humid box). Neutrophil presence and activation directly 
after flow was assessed with Alexa Fluor 647 anti-LFA1 or 
anti-CD15 mAb, FITC anti-CD66b mAb, PE anti-CD162 mAb, 
and PE anti-CD11b mAb. After staining, the microfluidic cham-
bers were rinsed, and representative microscopic images were 
acquired. To confirm the activation of platelets and adhered 
neutrophils, incubated chambers were stained with Alexa Fluor 
647 annexin A5 (1 µg/mL), 4ʹ,6-diamidino-2-phenylindole (1 
µg/mL), Sytox Green (1 µmol/L), FITC anti-MYO (myeloperoxi-
dase) mAb (2.5 µg/mL), anti-CD66b mAb (5 µg/mL), and anti-
citrullinated histone-3 antibody (1 µg/mL). The adhered cells 
were furthermore checked for high responsiveness to fMLP. 
For confirmation of the ability of NET formation, the neutrophil-
containing thrombi were poststimulated with phorbol myristate 
acetate (PMA) or lipopolysaccharide (50 nmol/L, 1 µg/mL, 
respectively) and imaged after 4 hours using staining with PE 
anti-MPO mAb (2.5 µg/mL) and anticitrullinated histone-3 
antibody (1 µg/mL), followed by secondary FITC-labeled mAb 
and 4ʹ,6-diamidino-2-phenylindole (1 µg/mL).

Cytosolic Ca2+ Rises in Single Leukocytes and 
Platelets
For measurement of single-cell [Ca2+]i transients, buffy coats 
from control blood samples were incubated with 8 µmol/L 
Fluo-4 acetoxymethyl ester in the presence of pluronic (0.4 µg/
mL) for 40 minutes. Leukocyte count and differentiation was 
determined with a Sysmex-XP300 hematology analyzer. After 
a centrifugation step, all Fluo-4–loaded leukocytes were resus-
pended in the double volume of Hepes buffer pH 7.45.

For fluorescence recordings, the Fluo-4–loaded leukocytes 
(1×106/mL) were perfused over autologous type III thrombi at 
a shear rate of 200 s−1 for 5 minutes. This resulted in adhesion 
of >98% fluorescent leukocytes (in majority fMLP-respon-
sive, indicative of neutrophils) compared with the nonlabeled 

leukocytes. Fluorescence changes in microscopic fields were 
then recorded for 10 minutes at 0.2 Hz, using a Zeiss LSM 
510 confocal microscope (488 nm excitation, ×63 oil objec-
tive).30 The recorded stacks of time series contained both fluo-
rescence and overlay bright-field images. In addition, isolated 
suspensions of Fluo-4–loaded leukocytes were imaged on 
coverslip-containing incubation chambers. Where indicated, 
the coverslips were precoated with immobilized recombinant 
receptor ligands, perfused with Fluo-4–loaded cells, and, after 
adhesion, poststimulated with fMLP, CXCL7, CCL5, or platelet 
releasate (see below).

To measure rises in [Ca2+]i in platelets, 20% of washed 
Fluo-4–loaded platelets were added to autologous blood sam-
ples32 and flowed over collagen under coagulant conditions in 
the presence of tissue factor.23 Fluorescence changes in the 
presence or absence of iloprost were video-imaged over time 
for 10 minutes and pseudoratioed.32

To measure rises in [Ca2+]i in response to chemokine stimu-
lation, isolated and Fluo-4–labeled leukocytes were incubated 
with HEPES buffer (control), CXCL7 (100 ng/mL), or CCL5 
(100 ng/mL). Alternatively added was the centrifuged releasate 
from washed platelets (1.5×109/mL) stimulated with thrombin 
(4 nmol/L) and CRP-XL (collagen-related peptide cross-linked; 
3 µg/mL). Images were recorded for 5 to 10 minutes at 0.2 
Hz with a Zeiss LSM 510 confocal microscope (488 nm exci-
tation). For a global overview, confocal time stacks of Fluo-4 
fluorescence images were analyzed for [Ca2+]i transients per 
region of interest, representing single cells or a thrombus. To 
assess the activation stage of the adhered leukocytes, videos 
were observed for the type of oscillatory pattern of fluorescence 
intensity above resting level (set at F/Fo>1.15), using rainbow 
color thresholding. Cells with a Ca2+ score of 4 showed mul-
tiple, high amplitude rises in [Ca2+]i; a score of 3 indicated a 
single, high amplitude rise in [Ca2+]i; a score of 2 represented 
low-amplitude rises in [Ca2+]i; a score 1 was for no fluorescence 
change above F/Fo 1.15. Fractions of cells per score were inte-
grated to obtain an overall weighted score. For further detailed 
analysis of single-cell rises in [Ca2+]i and movement patterns, 
see Supplemental Material.

Statistics
Significance of difference between groups was determined 
with a nonparametric Mann-Whitney U test (2 groups) or a 
Kruskal-Wallis test (>2 groups), using GraphPad Prism 7 or 
higher. Scored fractions and classified Ca2+ traces were com-
pared by a χ2 test. Statistical significance was set at P<0.05 
and shown as applicable in the graphs. NS P values are not 
shown unless indicated.

RESULTS
Suppressed Leukocyte Adhesion to Thrombi by 
Platelet Integrin αIIbß3 Activation
To examine the interactions of autologous leukocytes 
with activated platelets at arterial flow conditions, we 
perfused blood from control subjects and 3 unrelated 
patients with Glanzmann thrombasthenia (lacking plate-
let integrin αIIbβ3) at a wall shear rate of 1000 s−1 over a 
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collagen surface, using a previously described microfluid-
ics setup.31 Representative bright-field and fluorescence 
microscopic images after 4 minutes of flow with control 
blood showed the presence of large thrombi, with aggre-
gated platelets showing high fibrinogen binding and 
CD62P expression (Figure 1A and 1B). A different pic-
ture was seen with the Glanzmann thrombasthenia blood 
samples, giving a monolayer of spread platelets essen-
tially devoid of fibrinogen binding but with high CD62P 
expression and phosphatidylserine exposure (Figure S1).

When using the control blood samples, rolling or 
adhered leukocytes were hardly detected on the formed 
thrombi. Leukocyte numbers amounted to only 0.03±0.01 
(mean±SD, n=10 subjects) per microscopic field (1.49 
mm2). However, in the case of blood from the 3 patients 
with Glanzmann thrombasthenia, devoid of platelet integrin 
αIIbβ3 (Figure S2A), there was a profound increase up to 
7.2±0.7 leukocytes per field (mean±SD, n=3), which was 
significantly higher than the number of adhered leukocytes 
using blood samples from healthy controls measured on 
the same day (Figure 1A through 1D). For all 3 patients, 
hematologic variables and counts of white and red blood 
cells and platelets were within normal ranges (Table S1).

These data suggested a suppressive effect of plate-
let integrin αIIbβ3 on the leukocyte adhesion to thrombi 
under flow. This suggestion was confirmed by the obser-
vation that αIIbβ3 blockage with the RGD mimetic tiro-
fiban or the cyclic hArgGlyAsp hexapeptide eptifibatide 
(binding to different integrin epitopes)33 led to a substan-
tial increase in leukocyte adhesion to collagen-attached 
platelets under flow (Figure 1E and 1F). Enforcement 
of integrin activation with 2 mmol/L MnCl2 did neither 
increase nor decrease the leukocyte attachment (not 
shown), which can be explained by studies that this cation 
did not support agonist-induced platelet aggregation.34

The finding that (collagen induced) activation of 
αIIbβ had a suppressive effect on leukocyte interaction 
was indirectly supported by flow-cytometric analysis of 
thrombin-activated blood from patients with Glanzmann 
thrombasthenia, indicating an increased formation of 
platelet-neutrophil conjugates when compared with con-
trol subjects (Figure S2A through S2C).

Based on observations that during blood flow leuko-
cytes incidentally adhered at sites of flow disturbance 
downside of a thrombus, we decided to provoke a tem-
porary flow disturbance by switching off the perfusion 
pump for 10 s, which led to a gradual slowing down of 
blood flow until stasis. This intervention resulted in a 
marked increase in adhered leukocytes (see next sec-
tion) and, therefore, was used in further experiments.

Adhesion of Neutrophils to Thrombi With Highly 
Activated Platelets
To determine whether leukocyte adhesion was depen-
dent on the activation state of platelets in a thrombus, 

we generated thrombi by whole-blood perfusion over 
collagen spots (4 minutes, wall-shear rate of 1000 s−1). 
When using D-Phe-Pro-Arg chloromethyl ketone–anti-
coagulated blood, the thrombi formed with few phos-
phatidylserine-exposing platelets and were prone to 
disaggregate (Figure S3A and S3B); these were termed 
as type I thrombi.22 Coperfusion of the blood with ADP 
resulted in a more stabilized thrombus type (type II). By 
also initiating the coagulation process using coperfu-
sion of recalcified blood with tissue factor,23 stable and 
contracted thrombi were formed, which were termed as 
type III. We observed that initial platelet deposition to the 
collagen was similar for all thrombus types, whereas the 
thrombus stability increased from type I to type III, as 
deduced from analysis of the surface area coverage of 
contracted thrombi (Figure S3B). Platelet phosphatidyl-
serine exposure increased during incubation from type I 
to type II to III.

When monitoring the attachment of leukocytes by 
temporary flow disturbance after 4 minutes of blood per-
fusion, we noted a marked increase from type I to type 
II and III thrombi. By staining for CD15, we established 
that at all conditions >97% of the attached leukocytes 
were polymorphonuclear cells (Figure S3C). For the type 
II to III thrombi with activated platelets, the adhered cells 
stayed around the thrombus sites even on long-term 
incubation. As a control surface, we used immobilized 
fibrinogen, which gave a monolayer of platelets with low 
CD62P expression, not supporting leukocyte attachment 
(<0.05 per field of view).

Considering that the contracted type III thrombi con-
tained highly activated platelets, these were used for 
further characterization of leukocyte interactions. In agree-
ment with earlier data,31 we confirmed that the thrombi 
with activated platelet αIIbβ3 also bound fibrin(ogen) by 
making overlays of FITC PAC1 mAb and Alexa Fluor 647 
fibrinogen images (Figure S4A). Multicolor confocal imag-
ing indicated that the platelets in thrombi had undergone 
secretion of their α- and δ-granules, while a population of 
the platelets also showed phosphatidylserine exposure 
(Figure S4B). Multicolor staining indicated that the vast 
majority of the leukocytes on type III thrombi displayed 
CD11b and CD66b expression next to CD15 (Figure 
S4C). Furthermore, they expressed MPO and responded to 
fMLP (see below), identifying this majority as neutrophils.

Considering that platelet activation can induce NET 
formation of neutrophils,8 we examined this process for 
the cells adhered to type I to III thrombi. Interestingly, at 
an early time point and after 2 to 16 hours of incubation, 
no more than few cells with a distorted nucleus could 
be observed (Figure S5A). To confirm the scarcity of 
NET-forming cells on platelets, the leukocytes attached 
to type III thrombi were postincubated with the protein 
kinase C activator PMA or the bacterial endotoxin lipo-
polysaccharide, both of which as established inducers of 
NET formation.35 These treatments profoundly increased 
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the number of adhesive cells with a distorted nucleus 
(4ʹ,6-diamidino-2-phenylindole), staining highly for MPO 
and citrullinated histone 3, indicative of the excretion of 

long DNA filaments (Figure S5B and S5C). Together, 
these results pointed to stasis-enforced, continued neu-
trophils interacting with the thrombi of activated platelets.

Figure 1. Suppression of leukocyte adhesion to thrombi by integrin αIIbβ3 activation.
Recalcified whole blood from control subjects or patients with Glanzmann thrombasthenia was perfused over collagen at 1000 s−1 for 4 
minutes. Thrombi were stained with fluorescein isothiocyanate (FITC)–labeled antifibrinogen monoclonal antibody (mAb) and Alexa Fluor 647 
anti-CD62P mAb and observed by bright-field and multicolor fluorescence microscopy. A, Representative images of bright-field thrombi and 
bound fibrinogen (activated αIIbβ3) and CD62P (P-selectin) fluorescence. B, Bright-field images and quantified data of leukocyte count per 
field of 1.49 mm2. Scale bars, 25 µm. C, Surface area coverage (%SAC) of platelet adhesion. D, Leukocyte attachment. Counted were 4 
microspots with blood from 3 day-control subjects (C1–C3) and 3 patients with Glanzmann thrombasthenia (P1–P3). Effect of tirofiban (1 
mg/mL) or eptifibatide (10 mmol/L) on platelet fibrinogen binding (E) and leukocyte adhesion (F) with blood from control subjects. Mean±SD 
(n=9), Kruskal-Wallis test with Dunn pairwise comparison test to control.
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Platelet CD40L Controlling the Movement 
Pattern of Neutrophils on Thrombi
Given the ability of leukocytes to interact with surface 
receptors present on (activated) platelets, such as inte-
grins, CD62P, and CD40L,14,36 we studied how these 
receptors contributed to the adhesion to type III thrombi. 
Therefore, videos from the thrombi (10 minutes) were 
analyzed for cellular movements. Analysis of single-cell 
movement patterns showed a mean crawling velocity of 
90 µm/h of single leukocytes, regularly visiting an adja-
cent thrombi (Figure 2A through 2C). Antibody blockage 
of platelet-expressed CD40L did not reduce the number 
of cells per field but increased their overall movement 
velocity, hence suggesting a weakened interaction with 
the thrombi. Interestingly, such an increased crawling 
rate was not observed on blockage of platelet CD62P 
(Figure 2B and 2C). As a measure of the chemotactic 
activity of thrombi, we also analyzed videos for the fidelity 
of individual cells to stay at or around a given thrombus. 
The blockage of CD40L, but not of CD62P, significantly 
reduced the fraction of cells staying attached to any 
thrombus (Figure 2D), which we interpreted as a high 
thrombus fidelity (Figure 2E). The movement patterns 
were also confirmed by time-dependent distance profile 

analyses (Figure S6). Jointly, these data pointed to a 
more important role of platelet CD40L than of CD62P 
in the time-dependent microlocation of the cells, in 
majority neutrophils.

Platelet-Released Substances From Thrombi 
Inducing Neutrophil Activation
To further examine the intercellular communication, we 
purified granulocytes from whole blood and loaded the 
collected cells with the cytosolic Ca2+ probe Fluo-4-AM. 
Markedly, the combined addition of platelets and throm-
bin (4 nmol/L)—but not of platelets or thrombin alone—
induced a high [Ca2+]i rise in the Fluo-4–loaded cells 
(Figure S7A and S7B). As a control condition, we used 
the neutrophil-specific G-protein–coupled receptor ago-
nist, fMLP (1 µmol/L).37 This agonist-induced a strong 
Ca2+ response in essentially all fluorescent cells (Figure 
S7C). The platelet inhibitor iloprost (10 nmol/L), evoking 
cyclic AMP elevation in platelets, had no effect on the 
granulocyte Ca2+ response (not shown). In confirmation 
with the neutrophil responses to fMLP, in flow cytom-
etry with FITC anti-CD66b mAb we observed an fMLP-
induced fluorescence increase from 15.2±1.6 MFI to 
32.7±6.6 MFI (mean±SD, n=3).

Figure 2. Role of platelet-expressed 
CD40L in leukocyte movement at 
thrombi.
Type III thrombi with leukocytes were 
generated (Figure S3), and movements 
of the cells were recorded as bright-field 
movies for 10 minutes. Blocking with 
anti-CD62P or anti-CD40L monoclonal 
antibody (mAb), or control mAb (each 
10 µg/mL), as indicated. A, Bright-field 
images with movement patterns of several 
thrombus-adhered cells (red traces). Bar, 
50 µm. B, Average crawling velocity of 
moving cells per condition. C, Movement 
directionality of representative cells 
per condition over time. D, Analysis of 
leukocyte microlocation with temporary 
or permanent location at a thrombus, and 
of cells with single-thrombus fidelity (E) 
during 10 minutes. Mean±SE (n=10–15 
cells), Kruskal-Wallis test.
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Subsequently, we supplemented the Fluo-4–loaded 
granulocytes (in majority neutrophils) with autologous 
blood samples and perfused these over type III thrombi 
while recording bright-field and fluorescence video 
images. Video analysis of pseudoratioed [Ca2+]i traces 

revealed a marked heterogeneity between the adhered 
cells that were crawling on and around thrombi (Fig-
ure 3A; Video S1). About 50% of the cells displayed 
repetitive, high amplitude [Ca2+]i transients, catego-
rized as Ca2+ score 4 (Figure 3B). A quarter of the cells 

Figure 3. Inhibited leukocyte activation by thrombus treatment with iloprost.
Type III thrombi containing leukocytes were left untreated (control) or postperfused with iloprost (10 nmol/L) for 10 minutes, and activation 
markers of leukocytes (neutrophils) or platelets were measured. A through C, Effect of iloprost (t=0) on rises in [Ca2+]i of Fluo-4–loaded cells 
adhered to thrombi. Recorded were 10-minute fluorescence and bright-field movies. A, Representative images at 10 minutes after iloprost, 
and [Ca2+]i transients of single cells with high or lower Ca2+ scores. Bars, 25 µm. Scores 1–4 were defined on the amplitude and time fraction 
of signal above resting level (see methods), which was set as F/Fo 1.15 (dotted lines). Distribution profiles of Ca2+ scores (B) and calculated 
weighted Ca2+ scores (C) of >50 neutrophils per condition. D and E, Effect of iloprost on leukocyte microlocation, temporary or permanent at 
a thrombus (D), and on cell fidelity to a thrombus (E). F, Effect of iloprost on [Ca2+]i rises in Fluo-4–loaded platelets in thrombi. Representative 
images and overall changes in F/Fo (Fo=basal fluorescence t=0). G, Effect of iloprost on the production of reactive oxygen species (ROS), 
measured from H2DCFDAR fluorescence in postlabeled thrombi. Shown are representative images and rise in ROS production. Note near-
complete silencing of thrombi after iloprost treatment. Mean±SE (n=3–5), Mann-Whitney U test.
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showed a single, high amplitude (F/Fo>1.5) rise in [Ca2+]i 
(ie, Ca2+ score 3), and another quarter had continuous 
low-amplitude [Ca2+]i transients (ie, Ca2+ score 2). Less 
than 10% of the cells were considered essentially silent 
with no marked increase of [Ca2+]i (F/Fo<1.1, that is, 
Ca2+ score 1).

Immune staining at these conditions confirmed that 
the majority of adhered cells were neutrophils (not 
shown), in agreement with the high responsiveness to 
fMLP. To find out whether the prolonged Ca2+ signaling 
relied on the production of platelet-derived mediators, 
we posttreated the thrombi with iloprost (10 nmol/L), 
which acutely changed the Ca2+ response patterns in the 
adhered cells (Video S2). After iloprost postperfusion, 
only ≈20% of the Fluo-4–loaded cells were scored 4, 
whereas over 40% of the cells scored 1 (Figure 3A and 
3B). The reduced responsiveness was also reflected by 
a lower weighted Ca2+ score (Figure 3C). Interestingly, 
iloprost treatment also increased the cells that stayed 
at a given thrombus, although their (high) fidelity was 
unchanged (Figure 3D and 3E).

These findings suggested a long-term high activation 
and secretion of platelets in the thrombi, being reverted 
by cAMP elevation with iloprost. To confirm the iloprost 
effect, we generated type III thrombi containing 20% 
autologous Fluo-4–loaded platelets. Imaging analysis 
now indicated that the labeled platelets had an overall 
high Ca2+ signal, which stayed high during a 10-minute 

interval (Figure 3F). In contrast, on iloprost treatment, the 
Fluo-4 fluorescence started to decline, until a basal level 
of fluorescence was reached. In addition, iloprost treat-
ment suppressed the production of reactive oxygen spe-
cies by activated platelets, as detected with the probe 
H2DCFADA (Figure 3G). Together, these findings indi-
cate that iloprost suppressed the activation of platelets 
in a thrombus, with as a consequence diminished [Ca2+]i 
transients in adhered neutrophils.

Platelet-Released Chemokines Triggering 
Neutrophil Activation
Considering that platelet-released chemokines can trig-
ger neutrophils,38,39 we studied this for the platelets in type 
III thrombi. We first confirmed the presence of secreted 
CCL5 (RANTES) and CXCL7 (NAP2) on thrombi by 
immunostaining (Figure S8). Using blocking antibod-
ies, we examined the effects on the leukocyte activation 
responses. Analysis of the changes in Fluo-4 fluorescence 
indicated that the blockage of CCL5 or CXCL7, but not of 
CXCL4 resulted in lower Ca2+ signals (Figure 4A and 4B). 
For CXCL7 blockage, this resulted in a significant reduc-
tion in cells with a permanent location and hence lower 
thrombus fidelity (Figure 4C and 4D). Regarding CCL5 
blockage, the location effect was not significant.

To confirm these findings, we stimulated purified, Fluo-
4–loaded granulocytes with CXCL7 or CCL5 in static 

Figure 4. Regulation of leukocyte Ca2+ rises and location by platelet-released chemokines.
Type III thrombi were perfused for 2 minutes with control IgG (vehicle) or blocking antibody against CXCL4, CCL5, or CXCL7 (1 mg/mL) and 
postperfused with autologous Fluo-4–loaded neutrophils. Transient rises in [Ca2+]i and chemotactic responses in leukocytes were evaluated for 
10 minutes by bright-field and fluorescence imaging (see Figure 3). A and B, Effect of blocking antibodies on distribution profile of Ca2+ scores 
(A) and on weighted Ca2+ score (B) of >50 neutrophils from 3 to 4 independent experiments. C and D, Effect of blocking antibodies on preferred 
cell location with temporary or permanent location at a thrombus (C), and of cells with single-thrombus fidelity (D). Mean±SE (n=3–4). P values 
relative to control condition (Kruskal-Wallis test with Dunn pairwise comparison test to control for B and D, or χ2 test for A and C).
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conditions. Both chemokines induced strong but distinct 
[Ca2+]i rises. Exposure of the cells to CXCL7 resulted in 
a synchronous single, large transient rise in [Ca2+]i, which 
halted the movement pattern (Figure S9A through S9D). 
However, exposure to CCL5 led to a [Ca2+]i spiking pat-
tern, which in this case was accompanied by crawling dur-
ing the [Ca2+]i rises (Figure S9E through S9H). In addition, 
we perfused the Fluo-4–loaded cells with the releasate 
from activated platelets. This also resulted in repetitive 
[Ca2+]i spiking of relatively high amplitude, accompanied 
by cell movements in between the spikes (Figure S9I 
through S9L). Also, in this condition, a consistent high 
responsiveness to fMLP confirmed the neutrophil nature 
of most of the cells with high CD66b expression (not 
shown). Taken together, these data point to a combined 
effect of platelet-released chemokines—including CCL5 
and CXCL7—on neutrophil signaling responses.

Dual Role of Integrin αIIbβ3 in Neutrophil 
Adhesion and Activation
Taking further the experiments with Glanzmann blood, 
we examined the effects of integrin αIIbβ3 blockage with 

tirofiban on the [Ca2+]i transients of leukocytes. Although 
tirofiban treatment prevented the platelet aggregate for-
mation, resulting in a monolayer of platelets (Figure 5A 
through 5C), the multiple adhered leukocytes had a low 
Ca2+ score (Figure 5D and 5E) and a minimal move-
ment pattern (Figure 5F). This was confirmed in Rose 
plots and traveling distance profiles (Figure S10). Inter-
estingly, in this condition, a relatively large fraction of 
the cells were attaching to phosphatidylserine-exposing 
platelets (Figure 5G), which could be confirmed by mul-
ticolor fluorescence imaging (Figure S11) and recorded 
videos (Video S3). In addition, we found that the tirofi-
ban-induced leukocyte attachment was nonsignificantly 
reduced up to 62% on the blockage of platelet CD62P 
(Figure 5H).

To check for the ability of platelet release substances 
on the Ca2+ responses, we postperfused the cells with 
freshly prepared autologous serum—enriched in platelet 
secretion products—which greatly increased the [Ca2+]i 
transients of the leukocytes (Figure 6A through 6C). 
This postperfusion also induced attachment and activa-
tion/spreading of cells in a similar manner as did fMLP 
(Figure S12). Jointly, our results suggest a dual effect of 

Figure 5. Suppression of leukocyte 
adhesion and activation by αIIbβ3 
inhibition.
Whole-blood containing vehicle medium 
or tirofiban (1 µg/mL) was flowed over 
collagen to generate type III thrombi 
and adhesion and activation of (Fluo-
4–loaded) leukocytes were monitored. A, 
Representative bright-field images after 
flow showing increased cell attachment 
in the presence of tirofiban; bar, 25 
µm. B, Quantification of all deposited 
platelets and multilayered thrombi. C, 
Leukocyte count per field. D, Distribution 
profile of Fluo-4–loaded neutrophils 
according to Ca2+ scores. E, Overall 
weighted Ca2+ score. Mean±SE (n=3), 
Mann-Whitney U test F, Directionality of 
movements of representative cells (10 
minutes) with vehicle or tirofiban (1 mg/
mL), as for Figure 2C. G, Distribution 
profile of cells over time interacting with 
phosphatidylserine-exposing platelets, as 
detected with fluorescein isothiocyanate 
(FITC)–annexin A5. H, Single or combined 
effect of added tirofiban (1 µg/mL) and 
blocking anti-CD62P monoclonal antibody 
(mAb; 10 µg/mL). Mean±SE (n=8–12), 
Kruskal-Wallis test followed by Dunn 
multiple comparison test. SAC indicates 
surface area coverage.
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activated platelet αIIbβ3, by one side preventing adhe-
sion of the in majority neutrophils and the other side sup-
pressing the platelet release of neutrophil-stimulating 
substances.

DISCUSSION
In this article, using microfluidics approaches, we identi-
fied several mechanisms regulating the interactions of 
human leukocytes—in majority neutrophils—with platelets 
in a thrombus under flow conditions: (1) A to date undis-
closed role of activated platelet integrin αIIbβ3 suppress-
ing leukocyte adhesion, an effect that could be overcome 
by short-term flow disturbance. (2) A role of platelet-
expressed CD40L in controlling the movement pattern 
and fidelity of leukocytes adhered to a thrombus. (3) 
An activation but not adhesion-stimulating effect on the 
cells by platelet secretion substances, which continued 
until inhibition of the platelets with iloprost. (4) A likely 
role of platelet-derived chemokines on the leukocytes in 
the order of CXCL7>CCL5>CXCL4. (5) A no more than 
limited NET formation despite activation of the identified 
neutrophils, such in contrast to posttreatment of the cells 
with PMA or lipopolysaccharide. Together, these findings 

reveal an unexpected, multifaceted pattern of leukocyte 
(neutrophil)-platelet interactions during and after throm-
bus formation, involving the functional activities of these 
cell types.

Neutrophils, as active secretory cells, are known to 
respond to receptor agonists via CXCR2 and other G-pro-
tein–coupled receptors by way of [Ca2+]i rises, degranula-
tion, and migration.40,41 Here, we observed spiking [Ca2+]i 
transients in such cells evoked by applied chemokines in 
the order of CXCL7>CCL5>>CXCL4. Because we also 
observed that some of the chemokines were attached 
to thrombi, and blocking antibodies impacted the leuko-
cyte movements, there may be a role for chemokines in 
the adhesion. Indeed, activated platelets are known to 
present chemokines that recruit other blood cells.42 In 
support of our findings, other authors have shown that 
the chemokine CXCL7, acting via CXCR1/2, promotes in 
vivo leukocyte migration into a platelet thrombus at sites 
of vascular injury.43 Confirming a role of platelet-derived 
CCL5 is the observation that this chemokine regulates 
neutrophil activation in acute experimental colitis.44 While 
our findings point to nonredundant roles of platelet-
released CXCL7 and CCL5 in the activation of in major-
ity adhered neutrophils, there likely are additive roles of 

Figure 6. Serum-induced activation of leukocytes at thrombi.
Type III thrombi with adhered Fluo-4–loaded leukocytes, formed under control conditions or in the presence of tirofiban (1 µg/mL), were 
postperfused with vehicle medium or autologous serum (10 minutes, 200 s−1). Shown are (A) representative fluorescence images (bar, 25 
µm); (B) Ca2+ transients of a representative cell; and (C) quantified rises in [Ca2+]i. Mean±SD (n=4–7 cells from 2 independent experiments), 
Kruskal-Wallis test followed by Dunn multiple comparison test to tirofiban treatment.
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other platelet substances, such as platelet-activating 
factor,45 TREM-1 ligand,46 and cyclooxygenase or lipoxy-
genase products.47,48

A new result was the observed inhibitory role of acti-
vated integrin αIIbβ3 on platelets in suppressing the 
attachment of leukocytes under flow conditions. In line 
with this, also flow-cytometric observations under sta-
sis indicated that the formation of platelet-neutrophil 
conjugates after thrombin stimulation is increased in 
patients with Glanzmann thrombasthenia (Figure S2). 
Platelets from these patients with a bleeding pheno-
type,25 lacking integrin αIIbβ3, are reported on activa-
tion to display normal expression levels of CD62P and 
CD40L.49,50 Although the inhibitory counter-receptor 
or mechanism for αIIbβ3 on neutrophils is unknown, 
we propose that this integrin functions in concert with 
known positive interactions between activated platelets 
and neutrophils, such as the axes ICAM2-αLβ2 and 
glycoprotein Ib-αMβ2, for instance in the context of 
thromboinflammation.51,52

Whereas posttreatment of the adhered neutrophils 
with PMA or lipopolysaccharide provoked NETosis, as 
observed by nuclear distortion, the mere interaction of 
the cells with a thrombus did no more than limitedly 
cause this response. Apparently, the neutrophil stimula-
tion by platelet substances, leading to [Ca2+]i transients, 
is a too weak or a too short protein kinase C stimulus for 
inducing the NET formation. A large body of research 
points to the role of NETs in inflammatory and thrombotic 
diseases,9,53 for instance, promoted by platelet-expressed 
CD62P35 or chemokines.15 However, our in vitro findings 
suggest that this process is not an initial event in throm-
bus formation.

In seeming contrast to our findings, other authors 
reported an increased neutrophil and T-cell adhesion of 
preactivated platelets via SLC44A2 to αIIbβ3, resulting 
in NET formation in a time frame of 2 hours.54 We specu-
late that those data concern more severe neutrophil-acti-
vating conditions in the microchannels used, which may 
have overcome an inhibitory effect of αIIbβ3 on flow-
dependent neutrophil adhesion.

A limitation of our study was the application of 
momentary flow interruption to obtain a consistently 
high adhesion of leukocytes in the absence of integrin 
blockage. Yet, flow disturbances are well known—and 
have been modeled in whole-blood studies—under con-
ditions of venous and arterial thrombosis.30 Given the 
thrombogenic consequences of neutrophil-thrombus 
interactions,7 pharmacological intervention in these 
interactions is becoming interesting. The here pre-
sented microfluidic approach to simultaneously deter-
mine adhesion, movement, and activation responses of 
neutrophil-enriched leukocytes may, therefore, present a 
powerful tool for further investigation of thromboinflam-
matory disease states and possible pharmacological 
interventions.

ARTICLE INFORMATION
Received November 25, 2021; accepted June 14, 2023.

Affiliations
Department of Biochemistry, Cardiovascular Research Institute Maastricht 
(CARIM), Maastricht University, the Netherlands (C.S., S.L.N.B., J.M.E.M.C., R.R.K., 
S.P.W., M.J.E.K., J.W.M.H., M.N.). Center for Thrombosis and Hemostasis, University 
Medical Center of the Johannes Gutenberg-University of Mainz, Germany (C.S., 
K.J., M.J.E.K.). Institute of Cardiovascular Sciences, The Medical School, Univer-
sity of Birmingham, United Kingdom (S.J.M., S.P.W.). Systems Immunity Research 
Institute, School of Medicine, Cardiff University, United Kingdom (J.J.B., V.B.O.). 
Department of Anaesthesiology and Intensive Care, University Hospital Muen-
ster, Germany (K.J., B.E.K.). School of Medicine, University College Dublin, Ireland 
(F.N.Á.). Department of Haematology, Mater Misericordiae University Hospital and 
Rotunda Hospital, Dublin, Ireland (F.N.Á.). Institute for Cardiovascular Prevention, 
Ludwig-Maximilians-Universität München, Germany (O.S.). Institute for Experimen-
tal Pathology, Center for Molecular Biology of Inflammation, Westfälische Wilhelms 
Universität, Münster, Germany (O.S.). Department of Physiology and Pharmacol-
ogy, Karolinska Institutet, Stockholm, Sweden (O.S.). Centre of Membrane Proteins 
and Receptors (COMPARE), Universities of Birmingham and Nottingham, the Mid-
lands, United Kingdom (S.P.W.). Thrombosis Expertise Centre, Heart and Vascular 
Centre, Maastricht University Medical Centre+, the Netherlands (M.J.E.K.). Synapse 
Research Institute, Maastricht, the Netherlands (J.W.M.H.).

Acknowledgments
C. Schönichen and M. Nagy performed experiments, analyzed and interpreted data, 
and wrote the article. S.L.N. Brouns and S.J. Montague performed experiments and 
analyzed data. R.R. Koenen provided essential materials, contributed with ideas, 
and revised the article. J.J. Burston and V.B. O’Donnell contributed with ideas and 
revised the article. F. Ní Áinle provided essential materials. K. Jurk and B.E. Kehrel 
recruited patients, performed experiments, and revised the article. O. Soehnlein 
designed research, supervised research, and interpreted data. J.M.E.M. Cosemans 
designed research, supervised research, interpreted data, and revised the article. 
S.P. Watson contributed with ideas, supervised research, interpreted data, and re-
vised the article. M.J.E. Kuijpers supervised research and revised the article. J.W.M. 
Heemskerk designed and coordinated the research and wrote the article.

Sources of Funding
This work was supported by the Cardiovascular Center (HVC), Maastricht Uni-
versity Medical Center+; the Interreg program Euregio Meuse-Rhin (Polyvalve); 
the European Union’s Horizon 2020 research and innovation program under the 
Marie Skłodowska-Curie grant agreement 813409. C. Schönichen is enrolled in 
a joint PhD program of the Universities of Maastricht and Mainz. S.J. Montague is 
supported by the British Heart Foundation, AA/18/2/34218. J.M.E.M. Cosemans 
is supported by the Netherlands Organization for Scientific Research (NWO; Vidi 
91716421).

Disclosures
J.W.M. Heemskerk is scientific advisor of the Synapse Research Institute Maas-
tricht. The other authors report no conflicts.

Supplemental Material
Supplemental Methods
Figures S1–S12
Videos S1–S3
Table S1
Major Resources TableSupplemental References 1–3

REFERENCES
 1. Darbousset R, Thomas GM, Mezouar S, Frère C, Bonier R, Mackman N, 

Renné T, Dignat-George F, Dubois C, Panicot-Dubois L. Tissue factor-posi-
tive neutrophils bind to injured endothelial wall and initiate thrombus forma-
tion. Blood. 2012;120:2133–2143. doi: 10.1182/blood-2012-06-437772

 2. Maugeri N, Campana L, Gavina M, Covino C, De Metrio M, Panciroli C, 
Maiuri L, Maseri A, D'Angelo A, Bianchi ME, et al. Activated platelets pres-
ent high mobility group box 1 to neutrophils, inducing autophagy and pro-
moting the extrusion of neutrophil extracellular traps. J Thromb Haemost. 
2014;12:2074–2088. doi: 10.1111/jth.12710

 3. Döring Y, Noels H, van der Vorst EP, Neideck C, Egea V, Drechsler M, Mandl M, 
Pawig L, Jansen Y, Schröder K, et al. Vascular CXCR4 limits atherosclerosis 
by maintaining arterial integrity: evidence from mouse and human studies. 
Circulation. 2017;136:388–403. doi: 10.1161/circulationaha.117.027646

D
ow

nloaded from
 http://ahajournals.org by on A

ugust 18, 2023



OR
IG

IN
AL

 R
ES

EA
RC

H 
- T

Schönichen et al Human Platelets and Neutrophils Under Flow

12  September 2023 Arterioscler Thromb Vasc Biol. 2023;43:00–00. DOI: 10.1161/ATVBAHA.122.318767

 4. Tang C, Wang C, Zhang Y, Xue L, Li Y, Ju C, Zhang C. Recognition, inter-
vention and monitoring of neutrophils in acute ischemic stroke. Nano Lett. 
2019;19:4470–4477. doi: 10.1021/acs.nanolett.9b01282

 5. Friedman GD, Klatsky AL, Siegelaub AB. The leukocyte count as a pre-
dictor of myocardial infarction. N Engl J Med. 1974;290:1275–1278. doi: 
10.1056/NEJM197406062902302

 6. Guasti L, Dentali F, Castiglioni L, Maroni L, Marino F, Squizzato A, Ageno W, 
Gianni M, Gaudio G, Grandi AM, et al. Neutrophils and clinical outcomes 
in patients with acute coronary syndromes and/or cardiac revascularisa-
tion. A systematic review on more than 34,000 subjects. Thromb Haemost. 
2011;106:591–599. doi: 10.1160/TH11-02-0096

 7. Döring Y, Soehnlein O, Weber C. Neutrophil extracellular traps in ath-
erosclerosis and atherothrombosis. Circ Res. 2017;120:736–743. doi: 
10.1161/CIRCRESAHA.116.309692

 8. Von Bruhl ML, Stark K, Steinhart A, Chandraratne S, Konrad I, Lorenz M, 
Khandoga A, Tirniceriu A, Coletti R, Köllnberger M, et al. Monocytes, neutro-
phils, and platelets cooperate to initiate and propagate venous thrombosis in 
mice in vivo. J Exp Med. 2012;209:819–835. doi: 10.1084/jem.20112322

 9. Laridan E, Martinod K, De Meyer SF. Neutrophil extracellular traps in arte-
rial and venous thrombosis. Semin Thromb Hemost. 2019;45:86–93. doi: 
10.1055/s-0038-1677040

 10. Ley K, Laudanna C, Cybulsky MI, Nourshargh S. Getting to the site of 
inflammation: the leukocyte adhesion cascade updated. Nat Rev Immunol. 
2007;7:678–689. doi: 10.1038/nri2156

 11. Lisman T. Platelet-neutrophil interactions as drivers of inflamma-
tory and thrombotic disease. Cell Tissue Res. 2018;371:567–576. doi: 
10.1007/s00441-017-2727-4

 12. Deppermann C, Kubes P. Start a fire, kill the bug: the role of platelets 
in inflammation and infection. Innate Immun. 2018;24:335–348. doi: 
10.1177/1753425918789255

 13. Abou-Saleh H, Theoret JF, Yacoub D, Merhi Y. Neutrophil P-selectin-
glycoprotein-ligand-1 binding to platelet P-selectin enhances metallopro-
teinase 2 secretion and platelet-neutrophil aggregation. Thromb Haemost. 
2005;94:1230–1235. doi: 10.1160/th05-05-0344

 14. Gerdes N, Seijkens T, Lievens D, Kuijpers MJE, Winkels H, Projahn D, 
Hartwig H, Beckers L, Megens RTA, Boon L, et al. Platelet CD40 exac-
erbates atherosclerosis by transcellular activation of endothelial cells 
and leukocytes. Arterioscler Thromb Vasc Biol. 2016;36:482–490. doi: 
10.1161/atvbaha.115.307074

 15. Rossaint J, Herter JM, van Aken H, Napirei M, Doring Y, Weber C, Soehnlein O, 
Zarbock A. Synchronized integrin engagement and chemokine activation is 
crucial in neutrophil extracellular trap-mediated sterile inflammation. Blood. 
2014;123:2573–2584. doi: 10.1182/blood-2013-07-516484

 16. Santoso S, Sachs UJ, Kroll H, Linder M, Ruf A, Preissner KT, Chavakis T. The 
junctional adhesion molecule 3 (JAM-3) on human platelets is a counter-
receptor for the leukocyte integrin Mac-1. J Exp Med. 2002;196:679–691. 
doi: 10.1084/jem.20020267

 17. Wang Y, Sakuma M, Chen Z, Ustinov V, Shi C, Croce K, Zago AC, Lopez J, 
Andre P, Plow E, et al. Leukocyte engagement of platelet glycoprotein Ibα via 
the integrin Mac-1 is critical for the biological response to vascular injury. Cir-
culation. 2005;112:2993–3000. doi: 10.1161/circulationaha.105.571315

 18. Sreeramkumar V, Adrover JM, Ballesteros I, Cuartero MI, Rossaint J, Bilbao I, 
Nácher M, Pitaval C, Radovanovic I, Fukui Y, et al. Neutrophils scan for acti-
vated platelets to initiate inflammation. Science. 2014;346:1234–1238. 
doi: 10.1126/science.1256478

 19. Koenen RR, von Hundelshausen P, Nesmelova IV, Zernecke A, Liehn EA, 
Sarabi A, Kramp BK, Piccinini AM, Paludan SR, Kowalska MA, et al. Disrupting 
functional interactions between platelet chemokines inhibits atherosclerosis 
in hyperlipidemic mice. Nat Med. 2009;15:97–103. doi: 10.1038/nm.1898

 20. Hartwig H, Drechsler M, Lievens D, Kramp B, von Hundelshausen P, 
Lutgens E, Weber C, Doring Y, Soehnlein O. Platelet-derived PF4 reduces 
neutrophil apoptosis following arterial occlusion. Thromb Haemost. 
2014;111:562–564. doi: 10.1160/TH13-08-0699

 21. Ghasemzadeh M, Kaplan ZS, Alwis I, Schoenwaelder SM, 
Ashworth KJ, Westein E, Hosseini E, Salem HH, Slattery R, McColl SR, et 
al. The CXCR1/2 ligand NAP-2 promotes directed intravascular leukocyte 
migration through platelet thrombi. Blood. 2013;121:4555–4566. doi: 
10.1182/blood-2012-09-459636

 22. de Witt SM, Swieringa F, Cavill R, Lamers MM, van Kruchten R, Mastenbroek T, 
Baaten C, Coort S, Pugh N, Schulz A, et al. Identification of platelet function 
defects by multi-parameter assessment of thrombus formation. Nat Com-
mun. 2014;5:4257. doi: 10.1038/ncomms5257

 23. Brouns S, van Geffen JP, Campello E, Swieringa F, Spiezia L, 
van Oerle R, Provenzale I, Verdoold R, Farndale RW, Clemetson KJ, et al. 
Platelet-primed interactions of coagulation and anticoagulation pathways 

in flow-dependent thrombus formation. Sci Rep. 2020;10:11910. doi: 
10.1038/s41598-020-68438-9

 24. Provenzale I, Brouns SL, van der Meijden PE, Swieringa F, Heemskerk JW. 
Whole blood based multiparameter assessment of thrombus formation in a 
standard microfluidic device to proxy in vivo haemostasis and thrombosis. 
Micromachines (Basel). 2019;10:e787. doi: 10.3390/mi10110787

 25. Botero JP, Lee K, Branchford BR, Bray PF, Freson K, Lambert MP, Luo M, 
Mohan S, Ross JE, Bergmeier W, et al. Glanzmann thrombasthenia: genetic 
basis and clinical correlates. Haematologica. 2020;105:888–894. doi: 
10.3324/haematol.2018.214239

 26. Westrup D, Santoso S, Follert-Hagendorff K, Bassus S, Just M, Jablonka B, 
Kirchmaier CM. Glanzmann thrombasthenia Frankfurt I is associated with a 
point mutation Thr176Ile in the N-terminal region of αIIb subunit integrin. 
Thromb Haemost. 2004;92:1040–1051. doi: 10.1160/TH04-03-0170

 27. Gilio K, Munnix IC, Mangin P, Cosemans JMEM, Feijge MAH, 
van der Meijden PEJ, Olieslagers S, Chrzanowska-Wodnicka MB, Lillian R, 
Schoenwaelder S, et al. Non-redundant roles of phosphoinositide 3-kinase 
isoforms α and β in glycoprotein VI-induced platelet signaling and 
thrombus formation. J Biol Chem. 2009;285:33750–33762. doi: 
10.1074/jbc.M109.048439

 28. Van Kruchten R, Cosemans JM, Heemskerk JW. Measurement of whole blood 
thrombus formation using parallel-plate flow chambers: a practical guide. 
Platelets. 2012;23:229–242. doi: 10.3109/09537104.2011.630848

 29. Swieringa F, Spronk HM, Heemskerk JW, van der Meijden PE. Integrating 
platelet and coagulation activation in fibrin clot formation. Res Pract Thromb 
Haemost. 2018;2:450–460. doi: 10.1002/rth2.12107

 30. Westein E, van der Meer AD, Kuijpers MJ, Frimat JP, van den Berg A, 
Heemskerk JW. Atherosclerotic geometries spatially confine and exac-
erbate pathological thrombus formation poststenosis in a von Willebrand 
factor-dependent manner. Proc Natl Acad Sci USA. 2013;110:1357–1362. 
doi: 10.1073/pnas.1209905110

 31. Van Geffen JP, Brouns S, Batista J, McKinney H, 
Kempster C, Nagy M, Sivapalaratnam S, Baaten CCFMJ, Bourry N, Frontini M, 
et al. High-throughput elucidation of thrombus formation reveals sources 
of platelet function variability. Haematologica. 2019;104:1256–1267. doi: 
10.3324/haematol.2018.198853

 32. Heemskerk JW, Willems GM, Rook MB, Sage SO. Ragged spiking in 
free calcium in ADP-stimulated platelets: regulation of puff-like cal-
cium signal in vitro and ex vivo. J Physiol. 2001;535:625–635. doi: 
10.1111/j.1469-7793.2001.00625.x

 33. Estevez B, Shen B, Du X. Targeting integrin and integrin signaling in 
treating thrombosis. Arterioscler Thromb Vasc Biol. 2015;35:24–29. doi: 
10.1161/atvbaha.114.303411

 34. Ye F, Kim C, Ginsberg MH. Reconstruction of integrin activation. Blood. 
2012;119:26–33. doi: 10.1182/blood-2011-04-292128

 35. Etulain J, Martinod K, Wong SL, Cifuni SM, Schattner M, Wagner DD. 
P-selectin promotes neutrophil extracellular trap formation in mice. Blood. 
2015;126:242–246. doi: 10.1182/blood-2015-01-624023

 36. Lievens D, Zernecke A, Seijkens T, Soehnlein O, Beckers L, Munnix ICA, 
Wijnands E, Goossens P, van Kruchten R, Thevissen L, et al. Platelet CD40L 
mediates thrombotic and inflammatory processes in atherosclerosis. Blood. 
2010;116:4317–4327. doi: 10.1182/blood-2010-01-261206

 37. Forsman H, Dahlgren C. The FPR2-induced rise in cytosolic calcium in 
human neutrophils relies on an emptying of intracellular calcium stores 
and is inhibited by a gelsolin-derived PIP2-binding peptide. BMC Cell Biol. 
2010;11:52. doi: 10.1186/1471-2121-11-52

 38. Von Hundelshausen P, Schmitt MM. Platelets and their chemokines 
in atherosclerosis-clinical applications. Front Physiol. 2014;5:294. doi: 
10.3389/fphys.2014.00294

 39. Bakogiannis C, Sachse M, Stamatelopoulos K, Stellos K. Platelet-
derived chemokines in inflammation and atherosclerosis. Cytokine. 
2019;122:154157. doi: 10.1016/j.cyto.2017.09.013

 40. Sage SO, Pintado E, Mahaut-Smith MP, Merritt JE. Rapid kinetics of 
agonist-evoked changes in cytosolic free Ca2+ concentration in Fura-
2-loaded human neutrophils. Biochem J. 1990;265:915–918. doi: 
10.1042/bj2650915

 41. Lawson MA, Maxfield FR. Ca2+- and calcineurin-dependent recycling of an 
integrin to the front of migrating neutrophils. Nature. 1995;377:75–79. doi: 
10.1038/377075a0

 42. Gleissner CA, von Hundelshausen P, Ley K. Platelet chemokines in vas-
cular disease. Arterioscler Thromb Vasc Biol. 2008;28:1920–1927. doi: 
10.1161/atvbaha.108.169417

 43. Ghasemzadeh M, Hosseini E. Intravascular leukocyte migration through 
platelet thrombi: directing leukocytes to sites of vascular injury. Thromb 
Haemost. 2015;113:1224–1235. doi: 10.1160/TH14-08-0662

D
ow

nloaded from
 http://ahajournals.org by on A

ugust 18, 2023



ORIGINAL RESEARCH - T
Schönichen et al Human Platelets and Neutrophils Under Flow

Arterioscler Thromb Vasc Biol. 2023;43:00–00. DOI: 10.1161/ATVBAHA.122.318767 September 2023  13

 44. Yu C, Zhang S, Wang Y, Zhang S, Luo L, Thorlacius H. Platelet-derived 
CCL5 regulates CXC chemokine formation and neutrophil recruitment 
in acute experimental colitis. J Cell Physiol. 2016;231:370–376. doi: 
10.1002/jcp.25081

 45. Kulkarni S, Woollard KJ, Thomas S, Oxley D, Jackson SP. Conversion of 
platelets from a proaggregatory to a proinflammatory adhesive phenotype: 
role of PAF in spatially regulating neutrophil adhesion and spreading. Blood. 
2007;110:1879–1886. doi: 10.1182/blood-2006-08-040980

 46. Haselmayer P, Grosse-Hovest L, von Landenberg P, Schild H, Radsak MP. 
TREM-1 ligand expression on platelets enhances neutrophil activation. 
Blood. 2007;110:1029–1035. doi: 10.1182/blood-2007-01-069195

 47. Duchez AC, Boudreau LH, Naika GS, Bollinger J, Belleannée C, Cloutier N, 
Laffont B, Mendoza-Villarroel RE, Lévesque T, Rollet-Labelle E, et al. Plate-
let microparticles are internalized in neutrophils via the concerted activity of 
12-lipoxygenase and secreted phospholipase A2-IIA. Proc Natl Acad Sci 
USA. 2015;112:e3564–e3573. doi: 10.1073/pnas.1507905112

 48. Hinz C, Aldrovandi M, Uhlson C, Marnett LJ, Longhurst HJ, Warner TD, Alam S, 
Slatter DA, Lauder SN, Allen-Redpath K, et al. Human platelets utilize cyclo-
oxygenase-1 to generate dioxolane A3, a neutrophil-activating eicosanoid. 
J Biol Chem. 2016;291:13448–13464. doi: 10.1074/jbc.m115.700609

 49. Nurden P, Stritt S, Favier R, Nurden AT. Inherited platelet diseases with nor-
mal platelet count: phenotypes, genotypes and diagnostic strategy. Haema-
tologica. 2021;106:337–350. doi: 10.3324/haematol.2020.248153

 50. Furman MI, Krueger LA, Linden MD, Barnard MR, Frelinger AL, Michelson AD. 
Release of soluble CD40L from platelets is regulated by glycoprotein IIb/
IIIa and actin polymerization. J Am Coll Cardiol. 2004;43:2319–2325. doi: 
10.1016/j.jacc.2003.12.055

 51. Li J, Kim K, Barazia A, Tseng A, Cho J. Platelet-neutrophil interactions under 
thromboinflammatory conditions. Cell Mol Life Sci. 2015;72:2627–2643. 
doi: 10.1007/s00018-015-1845-y

 52. Mandel J, Casari M, Stepanyan M, Martyanov A, Deppermann C. Beyond 
hemostasis: platelet innate immune interactions and thromboinflammation. 
Int J Mol Sci. 2022;23:3868. doi: 10.3390/ijms23073868

 53. Vallés J, Lago A, Santos MT, Latorre AM, Tembl JI, Salom JB, Nieves C, 
Moscardó A. Neutrophil extracellular traps are increased in patients with 
acute ischemic stroke: prognostic significance. Thromb Haemost. 
2017;117:1919–1929. doi: 10.1160/TH17-02-0130

 54. Constantinescu-Bercu A, Grassi L, Frontini M, Salles-Crawley II, Woollar K, 
Crawley JT. Activated αIIbβ3 on platelets mediates flow-dependent NETo-
sis via SLC44A2. Elife. 2019;9:e53353. doi: 10.7554/eLife.53353

D
ow

nloaded from
 http://ahajournals.org by on A

ugust 18, 2023


	Antagonistic Roles of Human Platelet Integrin αIIbβ3 and Chemokines in Regulating Neutrophil Activation and Fate on Arterial Thrombi Under Flow
	Materials and Methods
	Major Resources
	Blood Collection and Cell Preparation
	Formation of Heterogenous Platelet Thrombi
	Imaging of Neutrophil Activation and NETs
	Cytosolic Ca2+ Rises in Single Leukocytes and Platelets
	Statistics

	Results
	Suppressed Leukocyte Adhesion to Thrombi by Platelet Integrin αIIbß3 Activation
	Adhesion of Neutrophils to Thrombi With Highly Activated Platelets
	Platelet CD40L Controlling the Movement Pattern of Neutrophils on Thrombi
	Platelet-Released Substances From Thrombi Inducing Neutrophil Activation
	Platelet-Released Chemokines Triggering Neutrophil Activation
	Dual Role of Integrin αIIbβ3 in Neutrophil Adhesion and Activation

	Discussion
	ARTICLE INFORMATION
	Affiliations
	Acknowledgments
	Sources of Funding
	Disclosures
	Supplemental Material

	References


