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1  |  INTRODUC TION

Cerebrovascular diseases include a number of conditions that involve 
thrombosis and inflammation, including stroke, intracranial stenosis, 
aneurysms, carotid and vertebral stenosis, and vascular malforma-
tions. Ischemic stroke is one of the leading causes of morbidity and 
mortality worldwide, and the leading cause of adult disability, re-
sulting in a significant socioeconomic burden.1,2 Rapid recanalization 
with intravenous thrombolysis or endovascular thrombectomy is the 
mainstay of current and evolving acute ischemic stroke manage-
ment.3 However, there is limited indication of rapid recanalization 
therapies due to a shorter time window and availability of stroke 
centers, and a large number of patients with ischemic stroke re-
ceive no acute therapy resulting in significant residual neurological 

damage, a long- term recovery period, and further risk of recurrent 
events and complications.4 Therefore, there is a rapidly growing clin-
ical need of additional therapies which may not be time- sensitive 
and can be given to a wider number of stroke patients and in non- 
specialty centers. In recent years, there has been a considerable 
advancement in the research and development of neuroprotective 
and anti- inflammatory agents as potential adjunctive therapies in 
both pre- clinical clinical models.5,6 In our own work, we have shown 
that pharmacologically targeting the Annexin A1/formyl peptide re-
ceptor (FPR)- 2 pathway can significantly attenuate cerebrovascular 
thrombo- inflammation by modifying neutrophil- platelet phenotype 
from pro- inflammatory to pro- resolutory.7,8

The cerebral microcirculation (comprising of neurovasculature 
within the brain <100 μm in diameter) is the most critical part of neuro-
vascular bed, providing all metabolic needs to the cerebral parenchyma. 
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Abstract
The intertwined processes of thrombosis and inflammation (termed “thrombo- 
inflammation”) are significant drivers of cerebrovascular diseases, and as such, they 
represent prime targets for drug discovery programs focusing on treatment and 
management of cerebrovascular diseases. Most cerebrovascular events result from 
chronic systemic microcirculatory dysfunction due to underlying conditions, for exam-
ple, hypertension, diabetes mellitus, coronary artery disease, dyslipidemia, and sickle 
cell disease. Immune cells especially neutrophils play a critical role in the onset and 
maintenance of neuroinflammatory responses in the microcirculation. Neutrophils 
have the ability to drive both inflammatory and anti- inflammatory/pro- resolution 
effects depending on the underlying vascular state (physiological vs. pathological). 
In this article, we highlight the pathophysiological role of neutrophils in stroke and 
discuss ongoing pharmacotherapeutic strategies that are focused on identifying po-
tential therapeutic targets for enhancing neuroprotection, mitigating inflammatory 
pathways, and enabling resolution.
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Therefore, cerebral microvascular dysfunction plays a significant role in 
the setting of common neurovascular abnormalities, with thrombosis 
and inflammation working in a concerted fashion. Consequently, under-
standing the relationship between thrombosis and inflammation, that is, 
“thrombo- inflammation,” in the cerebral microcirculation is critical in de-
vising therapeutic strategies that can aggressively target and resolve any 
evolving cerebral thrombotic events such as ischemic stroke (Figure 1).9

1.1  |  Stroke

Stroke is one of the leading causes of death and long- term disability 
worldwide. In the United States alone, almost 800,000 stroke- related 
events occur each year.2 In the majority of cases, stroke is the result 
of multiple underlying risk factors including hypertension, obstructive 
sleep apnea, dyslipidemia, atrial fibrillation, and genetic disorders, for ex-
ample, sickle cell disease (SCD).10- 14 There are two main types of stroke: 

acute ischemic or hemorrhagic stroke, with the former bringing ten times 
more prevalent than the latter, but the latter having worse prognosis.15 
Acute ischemic stroke is further classified into etiologic subtypes such as 
cardioembolic, atherosclerotic, lacunar, cryptogenic, and unusual cases 
(eg, vasculitis, dissection, drug abuse, SCD, Alzheimer's disease).16 The 
type of stroke suffered is dependent upon several factors including dif-
ferent populations, underlying risk factors, and events leading up to the 
stroke itself. Most of the stroke- related pre- clinical and clinical work is 
focused on the related pathophysiology, including the involvement of 
the neurovascular unit and blood- borne cells, for example, neutrophils.17

1.2  |  Brain microvascular endothelial cells and 
cerebral blood flow in stroke

Brain microvascular endothelial cells are a central part of the neuro-
vascular unit (formed by neurones, interneurons, astrocytes, basal 

F I G U R E  1 Role	of	thrombo-	inflammation	in	cerebral	microcirculatory	dysfunction	I.	Initiation:	Under	thrombo-	inflammatory	conditions,	
there is increased pathophysiological infiltration of circulating leukocytes (including neutrophils) and platelets into the brain through the 
BBB. II. Activation and propagation: The severe recruitment of neutrophils at the inflammatory site results in increased expression of 
adhesion molecules such as L- selectin, P- selectin, and intracellular adhesion molecule- 1, on microvascular brain endothelial cells (MBECs). 
Additionally, neutrophils activated at the site of neuro- inflammation express various mediators including neutrophil extracellular traps (NETs) 
and reactive oxygen species (ROS). NETs are laced with pro- coagulant/pro- thrombotic factors such as citrullinated histone (H3Cit), cathepsin 
G, and neutrophil elastase (NE) which interact with platelets resulting in platelet activation and aggregation. Activated platelets in itself 
cause further NET production from neutrophils in a vicious cycle. III. Microvascular Occlusion: This persistent response eventually leads to 
activation of coagulation cascade culminating in fibrin formation and clot development (thrombus). Within the cerebral microvasculature, 
neural activity can itself regulate neurovascular flow and activation by releasing neurotransmitters, cytokines, including angiogenesis 
mediators. In response to cerebral ischemia, microglia produce variety of pro- inflammatory cytokines (eg, interleukin [IL]- 1, IL- 6, tumor 
necrosis factor- alpha, ROS, and proteolytic enzymes), which further escalates the pro- thrombo- inflammatory phenotype
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lamina covered with smooth muscular cells and pericytes, endothe-
lial cells, and extracellular matrix) and the associated blood- brain 
barrier (BBB) structures (including tight junctions, basal lamina, 
pericytes, and parenchymal cells including astrocytes, neurons, and 
interneurons).18 This complex neurovasculature regulates cerebral 
blood flow and nutrient delivery via a wide range of transport mech-
anisms. In contrast to peripheral endothelial cells, brain microvascu-
lar endothelial cells express specific ion transporters and receptors, 
and contain fewer fenestrations and pinocytotic vesicles, which 
makes cerebral blood vessels a highly selective molecular transport 
process, thereby maintaining cerebral homeostasis.19,20 Much cer-
ebral blood flow regulation is also attained by autoregulation which 
ensures adequate delivery of oxygen and nutrients through changes 
in the cerebral vascular tone.21,22

The BBB makes the central nervous system (CNS) an immuno-
logically privileged center.18 Additionally, the absence of traditional 
lymphatics, lack of major histocompatibility complex class II– 
expressing antigen- presenting cells, metabolic demands, and other 
factors contribute to CNS sterilization.18 Thus, under a normal phys-
iological state there is less communication between the peripheral 
immune system and the CNS. However, during the setting of acute 
cerebrovascular events (eg, ischemic stroke), thrombo- inflammatory 
pathways become activated resulting in pathophysiological infiltra-
tion of circulating leukocytes (including neutrophils, monocytes, and 
lymphocytes) into the brain through the BBB. Neuroinflammatory 
responses are further orchestrated by the production of cytokines 
from infiltrated leukocytes within the brain, increased expression of 
the adhesion molecules on the cerebral endothelium, followed by 
further migration and recruitment of the leukocytes across the en-
dothelium.20,23 Neural activity in itself can control the neurovascula-
ture by releasing neurotransmitters (mainly glutamate excitotoxicity 
from neurons and glial cells)24 and growth factors (vascular endo-
thelial growth factor) further amplifying cerebrovascular patterning 
based on the pathophysiological milieu (Figure 1).25,26

1.3  |  Cerebral microcirculation and thrombo- 
inflammation

The microcirculation is the terminal vascular network of the sys-
temic circulation. Recent studies have given a clearer understand-
ing of cerebral microcirculatory circuits and flow mainly involving 
leukocytes, platelets, and erythrocytes and their interaction with 
brain microvascular endothelial cells.9,18 Leukocytes (in particular 
neutrophils) are the most abundant and the first line of defensive 
cells to be recruited (within minutes), transported and transmigrated 
through the endothelium.9 Neutrophils have been classified as the 
main armor of the innate immune system with diverse functions 
in both acute and chronic inflammatory responses.27 Neutrophils 
enable thrombo- inflammation, by their ability to express various 
pro- thrombotic/pro- inflammatory mediators such as neutrophil 
extracellular traps (NETs), reactive oxygen species (ROS), and neu-
trophil serine proteases which can all independently, or collectively, 

upregulate thrombo- inflammatory processes.7,8,28- 31 Neutrophils 
are rarely found in the brain parenchyma under a physiological set-
ting, due to the presence of the BBB, and are only sparsely seen in 
cerebral spinal fluid, meninges, and pia mater where they provide 
immune surveillance.32 However, during neurovascular insults, such 
as ischemic stroke or traumatic brain injury, there is a huge influx of 
neutrophils which can significantly influence and impede normal mi-
crocirculatory rheology along the affected neurovascular sites.32,33 
These interactions have been shown to lead to an increase in se-
lectins (eg, P-  and E- selectin) and adhesion molecule (eg, intracel-
lular adhesion molecule- 1) expression on murine brain endothelial 
cells hindering vascular flow and predisposing the brain to the vaso- 
occlusive phenomena.34 The initial neutrophil response also leads to 
interactions with platelets via a variety of different mechanisms such 
as Mac- 1 (CD11b/CD18)/glycoprotein Ib (CD42) and P- Selectin/P- 
selectin glycoprotein ligand- 1, formation of fibrin cross- links (via 
Mac- 1/fibrin interaction), and induction of extrinsic Tissue factor/
factor IIa pathway, generating thrombin.30 These neutrophil- platelet 
aggregates have been associated with stroke progression, but it is 
still unclear as to whether the direct interaction between platelets 
and neutrophils is critical for the pathogenesis of ischemic stroke, 
although evidence suggests they are heavily involved.

1.4  |  Neutrophil cross- talk in stroke

Neutrophils are one of the earliest players of stroke pathogenesis, 
interacting with platelets, microvascular brain endothelial cells, 
microglial cells, and the cerebral microvessels.35 Blood- borne neu-
trophils can migrate within few minutes of ictus (stroke onset) with 
the zenith achieved between 48 and 72 h after the ischemic stroke 
event.36 The interaction of activated neutrophils with surrounding 
vascular milieu actively promotes BBB disruption, collagen deg-
radation, and hemorrhagic transformation through the release of 
proteases such as matrix metalloproteases, neutrophil serine pro-
teinases (eg, neutrophil elastase, cathepsin G, and proteinase 3), and 
ROS. Neutrophil- dependent ROS can further disrupt neurovascular 
architecture in stroke through modification of microvascular brain 
endothelial cells, pericytes, astrocytes, and neurons.36 This rich 
thrombo- inflammatory milieu results in further platelet aggregation 
and coagulation, aided by the production of NETs and contributing 
to secondary thrombotic events.28,37 Presence of citrullinated his-
tone H3 which is characteristic of NETs, in thrombi, is known to be 
associated with adverse stroke prognosis and usually secondary to 
cardioembolic etiology (Figure 1).38

1.5  |  Neutrophil- platelet interactions in cerebral 
thrombo- inflammation

Compelling evidence from in vivo animal models and in vitro human 
studies has demonstrated neutrophils work intimately with platelets 
via three distinct mechanisms to promote thrombo- inflammation: 
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(1) The first mechanism involves the production of NETs, which are 
composed of DNA filaments laced with histones, proteases, and 
granular and cytosolic proteins (all of which are known to be pro- 
thrombotic in nature).39 In vitro and in vivo models have been used 
to provide compelling evidence demonstrating the abundance of 
pathological NETs in stroke thrombi, including clots obtained from 
ischemic stroke patients.40,41 The pro- thrombotic nature of NETs 
has been attributed to the presence of citrullinated histone pro-
teins, neutrophil elastase, and cathepsin G.42,43 Furthermore, NETs 
are decorated with phosphatidylserine which provides functional 
platforms for platelet microparticles and coagulation factor deposi-
tion, aiding thrombogenesis.41 (2) The second mechanism involves 
neutrophil serine proteases which can regulate pro- thrombotic 
and pro- inflammatory responses by interacting with platelets and 
coagulation factors28 and binding with, for example, FPRs on neu-
trophils and monocytes.44,45 Cathepsin G and neutrophil elastase 
are the most common neutrophil serine proteases and can induce 
a pro- thrombotic environment by stimulating platelet aggregation 
and activating the coagulation cascade.28 Cathepsin G may also be 
producing some of these effects by interacting with FPRs44 or its 
agonists such as Annexin A1.45 (3) Finally, the third mechanism in-
volves tissue factor, a cell- surface, integral- membrane protein, and 
the initiator of the extrinsic pathway. Neutrophils can passively 
acquire tissue factor from activated monocytes, transferring it to 
platelets during thrombus formation via tissue factor containing 
microparticles.46,47

1.6  |  The role of resolution biology in thrombo- 
inflammation

There is a growing evidence of the importance of resolution biol-
ogy in vascular inflammation. Classic resolution is defined as the 
“period between peak inflammatory cell influx and the clearance of 
immune cells from the site of tissue injury and the restoration of 
functional homeostasis.” It involves a tightly regulated engagement 
of specialized lipid mediators (eg, resolvins, lipoxins, maresins, pro-
tectins) and resolver proteins (eg, Annexin 1 and Annexin 1- derived 
peptides),7,48- 53 which are actively involved in the recovery phase 
of inflammation in acute and chronic conditions.49,54- 57 Annexin 1 
holds a special position in the resolution family of mediators due to 
the ability of the parent protein and its mimetic peptides to act as a 
pivotal homeostatic mediator targeting both endogenous inflamma-
tory and pro- resolving pathways, and in so doing is associated with a 
lower degree of secondary effects. Our own studies have shown that 
Annexin A1 and its mimetic peptide (Ac2- 26) afford cerebrovascular 
protection against ischemic stroke by modifying both neutrophil and 
platelet phenotypes by engaging endogenous pro- resolving, anti- 
thrombo- inflammatory circuits.7,8 A number of other studies have 
demonstrated an alteration or dysregulation of resolution biology 
in a mixture of inflammatory conditions including, but not limited to, 
cerebrovascular diseases, neurodegenerative conditions, metabolic 
syndromes, and autoimmune diseases.7,58- 62

More recently, the field has coined a third resolution phase (the 
first two being inflammation and resolution) in which the affected 
tissue develops adaptive immunity (whereby innate and adaptive 
immunity is bridged by the production of local pro- resolution pro-
cesses, as well as tissue reprogramming).54 This third phase is termed 
“post- resolution,” and currently evidence suggests that in certain 
situations, “frustrated resolution” may occur in which adaptive im-
munity is not fully achieved.63 Further work is needed in order to 
continue to develop and expand pharmacological strategies involv-
ing resolution biology, for example, in maladaptive immunity, are 
the roles and mechanisms used by neutrophils and other leukocyte 
subtypes parallel those in acute inflammation, or is there a shift in 
immune function?

1.7  |  SCD and thrombo- inflammation

Sickle cell disease is a hereditary hemoglobin defect associated with 
early- onset cerebrovascular events including acute ischemic strokes, 
silent cerebral infarcts, moyamoya disease, and intracerebral hemor-
rhages.64 Sickle hemoglobin polymerizes, causing structural damage 
and altering the erythrocyte membrane. These effects result in ex-
cessive hemolysis which activates the vascular milieu via production 
of heme microparticles and arginase into the plasma. This persistent, 
cyclical, and chronic process results in unresolved inflammation,53 
and leukocytes (especially SCD neutrophils) have been associated 
with the pathogenesis of SCD.65- 67 Neutrophilia in SCD is considered 
a significant risk factor for evolution of cerebrovascular diseases,64 
and SCD neutrophils are hyperinflammatory particularly during 
the vaso- occlusive crisis.68 SCD neutrophils stimulate surrounding 
platelets and endothelium, therefore activating coagulation cascade. 
Additionally, heme released from lysed red blood cells activates neu-
trophils to produce NETs that may bind with sickled red blood cells 
and platelets, further provoking thrombus formation within the cer-
ebral microvessels.69 Interestingly, as with other chronic inflamma-
tory conditions, SCD has been known to be associated with impaired 
resolution process resulting in excessive uncontrolled inflamma-
tion.53 Our work (Ansari et al.) will further highlight the importance 
of pathological neutrophil function and hampered resolution biology 
in SCD cerebral phenotype and how exogenous Annexin A1 mimetic 
peptide Ac2- 26 can mitigate neutrophil- dependent thrombo- 
inflammatory responses and attenuate thrombosis in SCD.70

1.8  |  History and current treatment options for 
acute ischemic stroke patients

Prompt reperfusion is the cornerstone of acute ischemic stroke 
patient management. Recanalization with intravenous thromboly-
sis with tissue plasminogen activator (tPA) or endovascular treat-
ment in combination with intravenous thrombolysis is the mainstay 
of acute ischemic stroke management. Despite these approaches, 
there has been a historic gap between evolution of therapies for 
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stroke vs. myocardial infarction.71 Intravenous thrombolysis with 
tPA has been the most important breakthrough treatment for is-
chemic stroke since the Food and Drug Administration approval 
in 1996 based on multiple studies showing significant clinical out-
comes.72 Subsequent studies have emphasized the rapid treatment 
and favorable outcomes with as much as up to 4.5 h after the onset 
of ischemic stroke, although with a risk of intracranial hemorrhage 
in some patients.73 Recent work has suggested superiority in treat-
ment with a new clot buster “tenecteplase” (TNK). TNK is a vari-
ant of alteplase (tPA), but possesses greater fibrin specificity and a 
longer half- life, making it potentially safer and a more effective drug 
for stroke. It is highly likely that TNK will be the standard of care in 
the near future with higher rates of recanalization and reperfusion 
coupled with ease of intravenous administration.74 There are also 
ongoing research and clinical trials on the combination of tPA with 
other treatment modalities such as hypothermia, eptifibatide, and 
activated protein C.75- 77

One of the most common adverse outcomes of recanalization 
therapy is reperfusion injury which in some patients results in life- 
threatening complications such as hemorrhagic transformation (for 
which there is a tenfold increased risk after tPA administration).36 
Ischemia- reperfusion injury is a well- known phenomenon observed 
with microcirculatory dysfunction in almost all cerebrovascular ab-
normalities and mainly consists of two fundamental processes: the 
initial ischemic insult and the subsequent revascularization with 
enhanced activation of both innate and adaptive immune systems 
and cell death programs.78 Initial tissue hypoxia and production of 
ROS activate innate and adaptive immune systems, and both leu-
kocytes (mainly neutrophils) and platelets have been observed and 
quantified in post- ischemic cerebral microvessels. Interestingly, 
increased neutrophil counts at the time of reperfusion with tPA 
are known to be associated with increased risk of hemorrhagic 
transformation (incidence ranging from 8.5% to 40%)79 and high 
neutrophil- to- lymphocyte ratio is predictive of hemorrhagic trans-
formation in acute ischemic stroke patients.79 Thus, targeting neu-
trophils at ischemic stroke onset may mitigate reperfusion- related 
complications.80,81

Endovascular treatment approaches such as mechanical throm-
bectomy have rapidly changed the overall management strategy and 
prognosis of AIS, with substantial improvement in functional neu-
rological outcomes. Additionally, the mechanical thrombectomy has 
longer window period with up to 24 h if evidence of sizable isch-
emic penumbra.82 There is also evidence of benefit of collateral flow 
augmentation and hemodynamic regulation during proximal vessel 
acute ischemic stroke.83

Secondary stroke prevention is the most important risk- reducing 
strategy for management of strokes. The major modifiable risk fac-
tors include hypertension, diabetes mellitus, smoking, dyslipidemia, 
and physical inactivity. Two additional mechanisms that are amena-
ble to secondary prevention include atrial fibrillation and carotid ar-
tery stenosis. The risk of stroke is particularly increased if there is 
presence of two or more risk factors.3,84 The current guidelines for 
secondary stroke prevention include blood pressure control, use of 

anti- thrombotics (such as aspirin and clopidogrel), statin therapy (eg, 
atorvastatin), and lifestyle modification including smoking cessation. 
Some patients with symptomatic carotid artery stenosis may benefit 
from revascularization, and atrial fibrillation with long- term antico-
agulation85 or left atrial appendage closure devices.86

1.9  |  Evolving therapeutics and diagnostics 
for targeting the vascular inflammation and 
microcirculatory factors for the management and 
prevention of stroke

The management of cerebrovascular diseases has undergone a 
significant progress in last two decades due to research and drug 
discovery programs with the production of various systemic and 
local thrombolytic (both medical and mechanical) and neuropro-
tective strategies.87 Furthermore, there has been considerable 
advancement of high- resolution imaging techniques (including 
computed tomography, magnetic resonance imaging, and func-
tional magnetic resonance imaging) and their tracers, resulting in 
accurate assessment of core- penumbra volumes and more rapid 
and appropriate therapy with less complications.88 In our recent 
work, we created a viable fluorescent probe that has the ability to 
target and detect activated neutrophils by binding with Fpr2/ALX 
surface receptors and track inflammation.89 Development of such 
novel small molecule imaging probes will further help in detecting 
neurovascular inflammation and guide appropriate therapeutics. 
Clinical trials and designs have targeted neuro- inflammation in-
cluding decreased leukocyte recruitment, inhibiting the production 
of neutrophil- derived thrombo- inflammatory mediators and en-
hancement of anti- inflammatory/pro- resolving pathways in stroke 
(Table 1). Additional focus has been given on targeting platelets and 
endothelial cells for mitigation of ongoing inflammation. Here, we 
will focus more on the neutrophil- dependent targets and pathways 
including manipulation of resolution biology to attenuate thrombo- 
inflammation (Figure 2).

1.10  |  Targeting neutrophil- dependent thrombo- 
inflammatory mediators

Neutrophils play a major role in cerebral thrombo- inflammatory pro-
cesses by promoting thrombosis and atherosclerosis. Thrombosis in 
particular is enhanced by the release of pro- thrombotic mediators 
and direct interaction with platelets and clotting factors. Targeting 
thrombo- inflammatory mediators have an important role in pre-
venting and treating various stroke- related complications by miti-
gating inflammation and enhancing neuroprotection. As discussed 
above, all major players of thrombo- inflammation including NETs, 
neutrophil serine proteases, and ROS, when targeted have shown 
to significantly reduce stroke complications and preserve neurologi-
cal functions. Furthermore, neutrophil- derived anti- inflammatory/
pro- resolving mediators, which are known to be altered in chronic 
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inflammatory/metabolic disease, have been studied to counter 
regulate stroke pathogenesis by enabling resolution, clearance, and 
homeostasis.

A number of studies (some of which are included in Table 2, 
that focuses on emerging therapeutics targeting ischemic stroke 
pathogenesis) have shown neutrophil- derived serine proteases and 

nucleosomes contribute to cerebrovascular thrombosis by enhanc-
ing coagulation pathways. Specifically, pre- clinical models have 
shown targeting cathepsin G and neutrophil elastase can potentially 
inhibit platelet thrombus formation. Pharmacologic inhibition of 
cathepsin G improved CBF and attenuated brain injury in an animal 
stroke model.90 In a similar fashion, neutrophil elastase has shown 

TA B L E  1 Selected	clinical	trials	targeting	thrombo-	inflammatory	mediators	in	stroke

Clinical trial Phase Intervention Primary outcome Protocol no.

Combining Fingolimod with Alteplase 
Bridging with Mechanical 
Thrombectomy in Acute Ischemic 
Stroke (FAMTAIS)

2 Fingolimod Salvaged ischemic tissue index (%) NCT02956200

Efficacy and safety of FTY720 for acute 
stroke

2 Fingolimod Clinical improvement NCT02002390

Safety and efficacy of intravenous 
natalizumab in acute ischemic stroke 
(ACTION2)

2 Natalizumab Percentage of participants with 
composite global measure of 
functional disability excellent 
outcome at day 90

NCT02730455

Vinpocetine inhibits NF- κB- dependent 
inflammation in acute ischemic stroke

2,3 Vinpocetine Changes in lesion volume changes 
in lesion volume from baseline 
(DWI) to day 7 (Flair), brain 
inflammatory level, brain 
inflammatory level (MRS) 
at day 7, extent of clinical 
improvement

NCT02878772

SCIL- STROKE (subcutaneous 
interleukin−1	receptor	antagonist	in	
ischemic stroke)

2 IL−1Ra Difference in concentration of log 
(interleukin−6)	as	area	under	
the curve to day 3

NCT74236229

Minocycline to Improve Neurologic 
Outcome in Stroke (MINOS)

2 Minocycline Maximally tolerated dose of IV 
minocycline, response to 
therapy at 90 days on the 
Modified Rankin Scale

NCT00630396

Use	of	anti-	ICAM−1	therapy	in	ischemic	
stroke

3 Enlimomab Response to therapy at 90 days on 
the Modified Rankin Scale

Enlimomab acute stroke trial

Hu23F2G phase III stroke trial (HALT) 3 Hu23F2G Response to therapy at 90 days on 
the Modified Rankin Scale

Monoclonal antibody 
(humanized) against the 
neutrophil CD11/CD18 
cell adhesion molecule 
(Hu23F2G, LeukArrest®)

Colchicine for Prevention of Vascular 
Inflammation in Non- cardio Embolic 
Stroke (CONVINCE)

3 Colchicine Recurrence of non- fatal ischemic 
stroke, any recurrence of non- 
fatal ischemic stroke, non- fatal 
hospitalization for unstable 
angina, myocardial infarction, 
cardiac arrest, vascular death

NCT02898610

Atorvastatin in acute stroke treatment 4 Atorvastatin NIHSS at 72 h, differences in 
msRankin score

NCT02225834

Secondary prevention with HMG- CoA 
reductase inhibitor against stroke

3 Atorvastatin Incidence Rate of Stroke and TIA NCT00221104

Neuroprotection of pioglitazone in acute 
ischemic stroke

2 Pioglitazone Modified Rankin Scale (mRS) NCT02195791

Intravenous autologous bone marrow- 
derived stem cells therapy for patients 
with acute ischemic stroke

2 Bone Marrow– 
derived 
Stem Cells

Modified Barthel Index score at six- 
month post- randomization

NCT01501773

Pilot investigation OF STEM CELLS IN 
STROKE

1 CTX0E03 
neural 
stem cells

Incidence of adverse events NCT01151124
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to mount a pro- thrombotic environment with the ability of neutro-
phil elastase to colocalize and facilitate degradation of tissue factor 
pathway inhibitor.28 At present, no clinical trials are in place testing 
the effects of inhibiting serine proteases in the management of cere-
brovascular diseases.

Neutrophil extracellular traps are chromatin structures laced 
with pro- thrombotic, pro- coagulant factors and are known to sig-
nificantly contribute to venous and arterial thrombosis. A large body 
of pre- clinical work has been focused on targeting NETs to alleviate 
thrombo- inflammation. One of the earlier evidences was based on 
using PAD4 knockout mice and PAD4 inhibitors which demonstrated 
reduced thrombosis in murine model.91,92 In our own work, we have 
demonstrated the important role that neutrophils play in SCD, re-
vealing that making sickle cell mice neutropenic significantly reduce 
the thrombotic potential in the cerebral microvessels, our more 
recent findings have further reported on the mechanistic insights 

and pharmacological approaches of targeting neutrophil- dependent 
thrombo- inflammation to promote resolution.69

1.11  |  Targeting neutrophil transmigration

Under chronic inflammatory states and especially during heightened 
crisis such as uncontrolled glucose, severe hypertension, or uncon-
trolled hyperlipidemia, there is increased activation and recruitment 
of neutrophils in the cerebrovascular milieu.93 In addition, during 
acute stroke events, there is an enhanced neutrophil recruitment 
into the ipsilateral side resulting in localized inflammation, which is 
often coupled to a secondary ischemic insult of the penumbra. As 
such, preventing neutrophil recruitment, adhesion, and transmigra-
tion has been considered a viable strategy by many pre- clinical and 
clinical models.

F I G U R E  2 Schematic	depiction	of	potential	thrombo-	inflammatory	targets	in	neurovascular	inflammation.	Depiction	of	various	aspects	
of neurovascular inflammation that can be therapeutically targeted. (1) Blockade of CXCR2 can reduce neutrophil activation and migration 
to the neurovascular insult site and mitigate inflammation. (2) Targeting platelet- dependent resolution with FPR2/ALX agonists such as 
Annexin A1 has shown to significantly impede cerebral thrombo- inflammatory processes and maybe neuroprotective in ischemic events. (3) 
CD11/CD18 antagonists have shown diminished neutrophil infiltration and transmigration. (4) Targeting reactive oxygen species attenuates 
neurovascular inflammation by reducing oxidative stress, inflammation, maintaining blood- brain barrier, reducing edema formation, and 
finally enabling apoptosis and autophagy. (5) Enabling neutrophil resolution by Annexin A1 treatment can reduce neutrophil activation 
and release of pro- thrombotic mediators subsequently resulting in neutrophil apoptosis and clearance
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P- selectin and intracellular adhesion molecule- 1 are main driv-
ers to neutrophil adhesion to the MBECs and inhibiting P- selectin 
or intracellular adhesion molecule- 1– mediated neutrophil recruit-
ment has been studied as a possible anti- neutrophil adhesive strat-
egy.87,94,95 Using this hypothesis, CD18 (leukocyte counter- ligand 
to endothelial intracellular adhesion molecule- 1) knockout mice 
showed diminished neutrophil recruitment and significant neuropro-
tection in the setting of a cerebral ischemia/reperfusion.94 However, 
earlier clinical trials with anti- ICAM antibody enlimomab proved in-
effective with no improvement in functional outcome and stroke se-
verity.96 Additional studies involving anti– E- selectin, anti– L- selectin, 
and chemokine receptors had none to minimal response in animal 
models.36

1.12  |  Targeting oxidative stress

Leukocyte (especially neutrophil) recruitment to the cerebro-
vascular inflammatory sites results in overwhelming oxidative 
stress due to production of ROS. Brain resident cells such as mi-
croglia and astrocytes are the main sources of ROS within the 
CNS.97 Furthermore, during the reperfusion phase of ischemia- 
reperfusion injury, there is rapid increase in the production of 
ROS, damaging the vascular and parenchymal structures causing 
widespread damage.98 In acute ischemic stroke, ROS has been 
further implicated in the hemorrhagic transformation and cer-
ebral edema, which are both major complications of revasculari-
zation therapy.98 As with other forms of vascular inflammation, 
role of oxidative stress and therapeutically targeting ROS has 

been widely studied in neurovascular inflammatory conditions. As 
eluded by various studies, targeting ROS production attenuates 
neurovascular inflammation by reducing oxidative stress, inflam-
mation, maintaining BBB, reducing edema formation, and finally 
enabling apoptosis and autophagy.99 Remote ischemic condition-
ing (which inhibits activation of nicotinamide adenine dinucleo-
tide phosphate oxidase in neutrophils)100 and hypothermia (which 
decreases the generation of free radicals, inhibits the induction 
of oxidative DNA lesions, and suppresses immune system)101 are 
non- pharmacologic adjunctive ROS directed therapies that are 
currently being tested to enhance neurovascular protection in is-
chemic stroke. Edaravone,102 uric acid,103 and citicoline104 have 
been utilized to eliminate free radicals and have shown to mitigate 
ischemic- reperfusion injury and promote neurovascular recovery 
after stroke.98

1.13  |  Enhancing resolution of thrombo- 
inflammation

Endogenous- specialized pro- resolving mediators which enhance the 
ability of vascular milieu to clear inflammatory phase and enable ho-
meostasis have shown to be of benefit in many pre- clinical models 
of vascular inflammation.54,105,106 These mediators act on differ-
ent stages of the inflammatory cascade, restoring physiological re-
sponses by, for example, reducing neutrophil recruitment, inhibiting 
cytokine release, promoting apoptosis and phagocytosis, decreasing 
vascular permeability, regulating neutrophil- platelet complexes, and 
delaying the overall cerebral thrombotic responses.7,8,57,107,108 More 

TA B L E  2 Emerging	therapeutics	ischemic	stroke	pathogenesis

Pathophysiology Intervention Therapeutic mechanism Clinical situation Ref

Neutrophil migration CXCR2 blockade Decreased neutrophil recruitment, increased 
neutrophil apoptosis, reduced CXCR2 levels, 
inducible NOS and NOX2 expression of BM 
neutrophils

Ischemic stroke 1

Neutrophil infiltration CD11/CD18	blockade	(LFA−1) Reduced adhesivity for both quiescent and 
cytokine- activated endothelial monolayers

Ischemic stroke 2

Neutrophil resolution AnxA1 treatment Reduces infarct size and edema
Reduces neutrophil migration
Reduces leukocyte- platelet interaction, 

Restoration of BBB
Inhibits lipopolysaccharide and SCD- induced 

cerebral inflammation
Inhibits neutrophil- dependent cerebral thrombosis
Reduces H3Cit+ rich NET production

Ischemic stroke 3- 5

Platelet resolution AnxA1 treatment Reduced platelet activation and aggregate 
formation, delayed thrombosis, enhanced 
phagocytosis by neutrophils

Ischemic stroke 4

ROS inhibition ROS scavengers, NADPH 
inhibitors, iNOS inhibitors, 
XO inhibitors

Inhibition of initial and later phase ROS- induced 
inflammatory damage

Ischemic stroke 6

Abbreviations: AnxA1, Annexin A1; BBB, blood- brain barrier; CXCR2, CXC chemokine receptor 2; iNOS, inducible isoform nitric oxide synthase; 
NADPH, nicotinamide adenine dinucleotide phosphate; NETs, neutrophil extracellular traps; NOX2, NADPH oxidase 2; ROS, reactive oxygen species; 
XO, xanthine oxidase.
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specifically, in our study models, we have shown that Annexin A1 
(and its N- terminal– derived peptide) modifies neutrophil- platelet 
interaction by activating the Annexin A1/FPR- 2 pathway in both 
neutrophils and platelets, with AnxA1 administration leading to re-
duced platelet activation and aggregate formation, delayed throm-
bosis, and enhanced platelet phagocytosis by neutrophils.7,106 Some 
of these mechanisms were dependent upon AKT, intracellular Ca2+, 
and Rap1 and suggested a role for Annexin A1 to affect integrin 
(αIIbβ3) activation.7 In addition, we also showed that aspirin- triggered 
lipoxin, a specific FPR- 2, markedly attenuated inflammatory re-
sponses, including neutrophil- platelet aggregates in a murine model 
of ischemic stroke.8

2  |  CONCLUDING REMARKS

Neutrophils play a significant role in the pathogenesis of cerebrovas-
cular abnormalities and participate in the onset and propagation of 
cerebrovascular thrombo- inflammation (especially in the context of 
ischemic stroke) in the acute and chronic setting. Neutrophils work 
in a “dichotomous” fashion and have the capacity to exhibit pro-  and 
anti- inflammatory (resolution) phenotype. Although understanding 
neutrophil resolution in the context of cerebrovascular inflammation 
has resulted in promising pre- clinical studies, further investigation 
is necessary to unravel the pathophysiological responses contribut-
ing to neurovascular thrombo- inflammation. More specifically, the 
potential use of endogenous biosynthetic circuits (such as Annexin 
A1/FPR- 2 pathway) may play a significant role in guiding therapies 
targeting the major players (such as neutrophils and platelets) on the 
thrombo- inflammatory stage.

ACKNOWLEDG MENT
FNEG acknowledges the support of The Royal Society Wolfson 
Foundation: RSWF\R3\183001.

CONFLIC T OF INTERE S T
None.

ORCID
Felicity N. E. Gavins  https://orcid.org/0000-0001-7008-5423 

R E FE R E N C E S
 1. WHO. The top 10 causes of death. 2018. https://www.who.int/

news- room/fact- sheet s/detai l/the- top- 10- cause s- of- death
 2. Benjamin EJ, Blaha MJ, Chiuve SE, et al. Heart disease and 

stroke statistics- 2017 update: a report from the American Heart 
Association. Circulation. 2017;135:e146- e603.

 3. Powers WJ, Rabinstein AA, Ackerson T, et al. Guidelines for the 
early management of patients with acute ischemic stroke: 2019 
update to the 2018 guidelines for the early management of acute 
ischemic stroke: a guideline for healthcare professionals from the 
American Heart Association/American Stroke Association. Stroke. 
2019;50:e344- e418.

 4. Sennfalt S, Norrving B, Petersson J, Ullberg T. Long- term survival 
and function after stroke. Stroke. 2019;50:53- 61.

 5. Fisher M, Saver JL. Future directions of acute ischaemic stroke 
therapy. Lancet Neurol. 2015;14:758- 767.

 6. Anrather J, Iadecola C. Inflammation and stroke: an overview. 
Neurotherapeutics. 2016;13:661- 670.

 7. Senchenkova EY, Ansari J, Becker F, et al. A novel role for the 
AnxA1- Fpr2/ALX signaling axis as a key regulator of platelet 
function to promote resolution of inflammation. Circulation. 
2019;140:319- 335.

 8. Vital SA, Becker F, Holloway PM, et al. Formyl- peptide receptor 
2/3/Lipoxin A4 receptor regulates neutrophil- platelet aggregation 
and attenuates cerebral inflammation: impact for therapy in car-
diovascular disease. Circulation. 2016;133:2169- 2179.

 9. Gavins F, Yilmaz G, Granger DN. The evolving paradigm for blood 
cell- endothelial cell interactions in the cerebral microcirculation. 
Microcirculation. 2007;14:667- 681.

 10. Wajngarten M, Silva GS. Hypertension and stroke: update on 
treatment. Eur Cardiol. 2019;14:111- 115.

 11. Nieto FJ, Young TB, Lind BK, et al. Association of sleep- 
disordered breathing, sleep apnea, and hypertension in a large 
community- based study. Sleep heart health study. JAMA. 
2000;283:1829- 1836.

 12. Tziomalos K, Athyros VG, Karagiannis A, Mikhailidis DP. 
Dyslipidemia as a risk factor for ischemic stroke. Curr Top Med 
Chem. 2009;9:1291- 1297.

 13. Powars D, Wilson B, Imbus C, Pegelow C, Allen J. The natural his-
tory of stroke in sickle cell disease. Am J Med. 1978;65:461- 471.

 14. Wolf PA, Dawber TR, Thomas Jr HE, Kannel WB. Epidemiologic 
assessment of chronic atrial fibrillation and risk of stroke: the 
Framingham study. Neurology. 1978;28:973- 977.

 15. Andersen KK, Olsen TS, Dehlendorff C, Kammersgaard LP. 
Hemorrhagic and ischemic strokes compared: stroke severity, 
mortality, and risk factors. Stroke. 2009;40:2068- 2072.

 16. Adams HP Jr, Biller J. Classification of subtypes of ischemic stroke: 
history of the trial of org 10172 in acute stroke treatment classifi-
cation. Stroke. 2015;46:e114- e117.

 17. Campbell BCV, De Silva DA, Macleod MR, et al. Ischaemic stroke. 
Nat Rev Dis Primers. 2019;5:70.

 18. Forrester JV, McMenamin PG, Dando SJ. CNS infection and im-
mune privilege. Nat Rev Neurosci. 2018;19:655- 671.

 19. Yu QJ, Tao H, Wang X, Li MC. Targeting brain microvascular en-
dothelial cells: a therapeutic approach to neuroprotection against 
stroke. Neural Regen Res. 2015;10:1882- 1891.

 20. Abbott NJ, Patabendige AA, Dolman DE, Yusof SR, Begley DJ. 
Structure and function of the blood- brain barrier. Neurobiol Dis. 
2010;37:13- 25.

 21. Armstead WM. Cerebral blood flow autoregulation and dysauto-
regulation. Anesthesiol Clin. 2016;34:465- 477.

 22. Sundt Jr TM, Waltz AG. Cerebral ischemia and reactive hyperemia. 
Studies of cortical blood flow and microcirculation before, during, 
and after temporary occlusion of middle cerebral artery of squirrel 
monkeys. Circ Res. 1971;28:426- 433.

 23. Lopes Pinheiro MA, Kooij G, Mizee MR, et al. Immune cell traffick-
ing across the barriers of the central nervous system in multiple 
sclerosis and stroke. Biochim Biophys Acta. 2016;1862:461- 471.

 24. Belov Kirdajova D, Kriska J, Tureckova J, Anderova M. Ischemia- 
triggered glutamate excitotoxicity from the perspective of glial 
cells. Front Cell Neurosci. 2020;14:51.

 25. Lacoste B, Gu C. Control of cerebrovascular patterning by neu-
ral activity during postnatal development. Mech Dev. 2015;138(Pt 
1):43- 49.

 26. Ogunshola OO, Stewart WB, Mihalcik V, Solli T, Madri JA, Ment 
LR. Neuronal VEGF expression correlates with angiogene-
sis in postnatal developing rat brain. Brain Res Dev Brain Res. 
2000;119:139- 153.

 27. Nauseef WM, Borregaard N. Neutrophils at work. Nat Immunol. 
2014;15:602- 611.

https://orcid.org/0000-0001-7008-5423
https://orcid.org/0000-0001-7008-5423
https://www.who.int/news-room/fact-sheets/detail/the-top-10-causes-of-death
https://www.who.int/news-room/fact-sheets/detail/the-top-10-causes-of-death


10 of 11  |     ANSARI ANd GAVINS

 28. Massberg S, Grahl L, von Bruehl ML, et al. Reciprocal coupling of 
coagulation and innate immunity via neutrophil serine proteases. 
Nat Med. 2010;16:887- 896.

 29. Winterbourn CC, Kettle AJ, Hampton MB. Reactive oxy-
gen species and neutrophil function. Annu Rev Biochem. 
2016;85:765- 792.

 30. De Meyer SF, Denorme F, Langhauser F, Geuss E, Fluri F, 
Kleinschnitz C. Thromboinflammation in stroke brain damage. 
Stroke. 2016;47:1165- 1172.

 31. Mezger M, Nording H, Sauter R, et al. Platelets and im-
mune responses during thromboinflammation. Front Immunol. 
2019;10:1731.

 32. Liu YW, Li S, Dai SS. Neutrophils in traumatic brain injury (TBI): 
friend or foe? J Neuroinflammation. 2018;15:146.

 33. del Zoppo GJ. Acute anti- inflammatory approaches to ischemic 
stroke. Ann N Y Acad Sci. 2010;1207:143- 148.

 34. Mazzoni MC, Schmid- Schonbein GW. Mechanisms and conse-
quences of cell activation in the microcirculation. Cardiovasc Res. 
1996;32:709- 719.

 35. Strecker JK, Schmidt A, Schabitz WR, Minnerup J. Neutrophil 
granulocytes in cerebral ischemia— evolution from killers to key 
players. Neurochem Int. 2017;107:117- 126.

 36. Jickling GC, Liu D, Ander BP, Stamova B, Zhan X, Sharp FR. 
Targeting neutrophils in ischemic stroke: translational insights from 
experimental studies. J Cereb Blood Flow Metab. 2015;35:888- 901.

 37. Fuchs TA, Brill A, Duerschmied D, et al. Extracellular DNA traps pro-
mote thrombosis. Proc Natl Acad Sci USA. 2010;107:15880- 15885.

 38. Laridan E, Denorme F, Desender L, et al. Neutrophil extracellular 
traps in ischemic stroke thrombi. Ann Neurol. 2017;82:223- 232.

 39. Jorch SK, Kubes P. An emerging role for neutrophil extracellular 
traps in noninfectious disease. Nat Med. 2017;23:279- 287.

 40. Valles J, Lago A, Santos MT, et al. Neutrophil extracellular traps 
are increased in patients with acute ischemic stroke: prognostic 
significance. Thromb Haemost. 2017;117:1919- 1929.

 41. Zhou P, Li T, Jin J, et al. Interactions between neutrophil extra-
cellular traps and activated platelets enhance procoagulant ac-
tivity in acute stroke patients with ICA occlusion. EBioMedicine. 
2020;53:102671.

 42. van Montfoort ML, Stephan F, Lauw MN, et al. Circulating nu-
cleosomes and neutrophil activation as risk factors for deep vein 
thrombosis. Arterioscler Thromb Vasc Biol. 2013;33:147- 151.

 43. Jimenez- Alcazar M, Kim N, Fuchs TA. Circulating extracellular 
DNA: cause or consequence of thrombosis? Semin Thromb Hemost. 
2017;43:553- 561.

 44. Sun R, Iribarren P, Zhang N, et al. Identification of neutrophil 
granule protein cathepsin G as a novel chemotactic agonist 
for the G protein- coupled formyl peptide receptor. J Immunol. 
2004;173:428- 436.

 45. Woloszynek JC, Hu Y, Pham CT. Cathepsin G- regulated release 
of formyl peptide receptor agonists modulate neutrophil effector 
functions. J Biol Chem. 2012;287:34101- 34109.

 46. Egorina EM, Sovershaev MA, Olsen JO, Osterud B. Granulocytes 
do not express but acquire monocyte- derived tissue factor in whole 
blood: evidence for a direct transfer. Blood. 2008;111:1208- 1216.

 47. Noubouossie DF, Reeves BN, Strahl BD, Key NS. Neutrophils: back 
in the thrombosis spotlight. Blood. 2019;133:2186- 2197.

 48. Perretti M, Chiang N, La M, et al. Endogenous lipid-  and peptide- 
derived anti- inflammatory pathways generated with glucocorti-
coid and aspirin treatment activate the lipoxin A4 receptor. Nat 
Med. 2002;8:1296- 1302.

 49. Norris PC, Libreros S, Chiang N, Serhan CN. A cluster of immu-
noresolvents links coagulation to innate host defense in human 
blood. Sci Signal. 2017;10:eaan1471.

 50. Dalli J, Zhu M, Vlasenko NA, et al. The novel 13S,14S- epoxy- 
maresin is converted by human macrophages to maresin 1 (MaR1), 

inhibits leukotriene A4 hydrolase (LTA4H), and shifts macrophage 
phenotype. FASEB J. 2013;27:2573- 2583.

 51. Qin CX, Finlayson SB, Ai- Sharea A, et al. Endogenous annexin- A1 
regulates haematopoietic stem cell mobilisation and inflamma-
tory response post myocardial infarction in mice in vivo. Sci Rep. 
2017;7:16615.

 52. Gavins FN, Dalli J, Flower RJ, Granger DN, Perretti M. Activation 
of the annexin 1 counter- regulatory circuit affords protection in 
the mouse brain microcirculation. FASEB J. 2007;21:1751- 1758.

 53. Matte A, Recchiuti A, Federti E, et al. Resolution of sickle cell 
disease associated inflammation and tissue damage with 17R- 
Resolvin D1. Blood. 2019;133:252- 265.

 54. Fullerton JN, Gilroy DW. Resolution of inflammation: a new thera-
peutic frontier. Nat Rev Drug Discov. 2016;15:551- 567.

 55. Jones HR, Robb CT, Perretti M, Rossi AG. The role of neutrophils 
in inflammation resolution. Semin Immunol. 2016;28:137- 145.

 56. Vago JP, Nogueira CR, Tavares LP, et al. Annexin A1 modulates 
natural and glucocorticoid- induced resolution of inflammation by 
enhancing neutrophil apoptosis. J Leukoc Biol. 2012;92:249- 258.

 57. Serhan CN. Pro- resolving lipid mediators are leads for resolution 
physiology. Nature. 2014;510:92- 101.

 58. Kain V, Liu F, Kozlovskaya V, et al. Resolution agonist 15- epi- lipoxin 
A4 programs early activation of resolving phase in post- myocardial 
infarction healing. Sci Rep. 2017;7:9999.

 59. Goicoechea M, Sanchez- Nino MD, Ortiz A, et al. Low dose as-
pirin increases 15- epi- lipoxin A4 levels in diabetic chronic kid-
ney disease patients. Prostaglandins Leukot Essent Fatty Acids. 
2017;125:8- 13.

 60. Perucci LO, Sugimoto MA, Gomes KB, Dusse LM, Teixeira MM, 
Sousa LP. Annexin A1 and specialized proresolving lipid mediators: 
promoting resolution as a therapeutic strategy in human inflam-
matory diseases. Expert Opin Ther Targets. 2017;21:879- 896.

 61. Chamani S, Bianconi V, Tasbandi A, et al. Resolution of inflamma-
tion in neurodegenerative diseases: the role of resolvins. Mediators 
Inflamm. 2020;2020:3267172.

 62. Patel HB, Kornerup KN, Sampaio AL, et al. The impact of endoge-
nous annexin A1 on glucocorticoid control of inflammatory arthri-
tis. Ann Rheum Dis. 2012;71:1872- 1880.

 63. Park J, Langmead CJ, Riddy DM. New advances in targeting the 
resolution of inflammation: implications for specialized pro- 
resolving mediator GPCR drug discovery. ACS Pharmacol Transl Sci. 
2020;3:88- 106.

 64. Ansari J, Moufarrej YE, Pawlinski R, Gavins FNE. Sickle cell dis-
ease: a malady beyond a hemoglobin defect in cerebrovascular 
disease. Expert Rev Hematol. 2018;11:45- 55.

 65. Zhang D, Xu C, Manwani D, Frenette PS. Neutrophils, platelets, 
and inflammatory pathways, at the nexus of sickle cell disease 
pathophysiology. Blood. 2016;127:801- 809.

 66. Chen G, Zhang D, Fuchs TA, Manwani D, Wagner DD, Frenette 
PS. Heme- induced neutrophil extracellular traps con-
tribute to the pathogenesis of sickle cell disease. Blood. 
2014;123:3818- 3827.

 67. Ansari J, Gavins FNE. Ischemia- reperfusion injury in sickle cell dis-
ease: from basics to therapeutics. Am J Pathol. 2019;189:706- 718.

 68. Lard LR, Mul FP, de Haas M, Roos D, Duits AJ. Neutrophil activa-
tion in sickle cell disease. J Leukoc Biol. 1999;66:411- 415.

 69. Gavins FN, Russell J, Senchenkova EL, et al. Mechanisms of en-
hanced thrombus formation in cerebral microvessels of mice ex-
pressing hemoglobin- S. Blood. 2011;117:4125- 4133.

 70. Ansari J, Senchenkova EY, Vital SA, et al. Targeting AnxA1/Fpr2/
ALX pathway regulates neutrophil function promoting thrombo- 
inflammation resolution in sickle cell disease. Blood. 2021. https://
doi.org/10.1182/blood.20200 09166

 71. Catanese L, Tarsia J, Fisher M. Acute ischemic stroke therapy 
overview. Circ Res. 2017;120:541- 558.

https://doi.org/10.1182/blood.2020009166
https://doi.org/10.1182/blood.2020009166


    |  11 of 11ANSARI ANd GAVINS

 72. National Institute of Neurological Disorders and Stroke rt- PA 
Stroke Study Group. Tissue plasminogen activator for acute isch-
emic stroke. N Engl J Med. 1995;333:1581- 1587.

 73. Powers WJ, Rabinstein AA, Ackerson T, et al. Guidelines for the early 
management of patients with acute ischemic stroke: a guideline for 
healthcare professionals from the American Heart Association/
American Stroke Association. Stroke. 2018;2018(49):e46- e110.

 74. Campbell BCV, Mitchell PJ, Churilov L, et al. Tenecteplase versus 
alteplase before thrombectomy for ischemic stroke. N Engl J Med. 
2018;378:1573- 1582.

 75. Hemmen TM, Raman R, Guluma KZ, et al. Intravenous throm-
bolysis plus hypothermia for acute treatment of ischemic stroke 
(ICTuS- L): final results. Stroke. 2010;41:2265- 2270.

 76. Adeoye O, Sucharew H, Khoury J, et al. Combined approach to 
lysis utilizing eptifibatide and recombinant tissue- type plasmin-
ogen activator in acute ischemic stroke- full dose regimen stroke 
trial. Stroke. 2015;46:2529- 2533.

 77. Lyden P, Pryor KE, Coffey CS, et al. Final results of the RHAPSODY 
trial: a multi- center, phase 2 trial using a continual reassessment 
method to determine the safety and tolerability of 3K3A- APC, a 
recombinant variant of human activated protein C, in combination 
with tissue plasminogen activator, mechanical thrombectomy or 
both in moderate to severe acute ischemic stroke. Ann Neurol. 
2019;85:125- 136.

 78. Eltzschig HK, Eckle T. Ischemia and reperfusion– from mechanism 
to translation. Nat Med. 2011;17:1391- 1401.

 79. Liu YL, Lu JK, Yin HP, et al. High neutrophil- to- lymphocyte ratio 
predicts hemorrhagic transformation in acute ischemic stroke 
patients treated with intravenous thrombolysis. Int J Hypertens. 
2020;2020:5980261.

 80. Guo Z, Yu S, Xiao L, et al. Dynamic change of neutrophil to lym-
phocyte ratio and hemorrhagic transformation after thrombolysis 
in stroke. J Neuroinflammation. 2016;13:199.

 81. Ruhnau J, Schulze J, Dressel A, Vogelgesang A. Thrombosis, neu-
roinflammation, and poststroke infection: the multifaceted role of 
neutrophils in stroke. J Immunol Res. 2017;2017:5140679.

 82. Goyal M, Menon BK, van Zwam WH, et al. Endovascular throm-
bectomy after large- vessel ischaemic stroke: a meta- analysis 
of individual patient data from five randomised trials. Lancet. 
2016;387(10029):1723- 1731.

 83. Rordorf G, Koroshetz WJ, Ezzeddine MA, Segal AZ, Buonanno FS. 
A pilot study of drug- induced hypertension for treatment of acute 
stroke. Neurology. 2001;56:1210- 1213.

 84. Kernan WN, Ovbiagele B, Black HR, et al. Guidelines for the 
prevention of stroke in patients with stroke and transient isch-
emic attack: a guideline for healthcare professionals from the 
American Heart Association/American Stroke Association. Stroke. 
2014;45:2160- 2236.

 85. Abdul- Rahim AH, Fulton RL, Frank B, et al. Association of improved 
outcome in acute ischaemic stroke patients with atrial fibrillation 
who receive early antithrombotic therapy: analysis from VISTA. 
Eur J Neurol. 2015;22:1048- 1055.

 86. Litwinowicz R, Bartus M, Malec- Litwinowicz M, et al. Left atrial 
appendage occlusion for secondary stroke prevention in pa-
tients with atrial fibrillation: long- term results. Cerebrovasc Dis. 
2019;47:188- 195.

 87. Drieu A, Levard D, Vivien D, Rubio M. Anti- inflammatory treat-
ments for stroke: from bench to bedside. Ther Adv Neurol Disord. 
2018;11:1756286418789854.

 88. Kamalian S, Lev MH. Stroke imaging. Radiol Clin North Am. 
2019;57:717- 732.

 89. Boltersdorf T, Ansari J, Senchenkova EY, et al. Targeting of formyl 
peptide receptor 2 for in vivo imaging of acute vascular inflamma-
tion. Theranostics. 2020;10:6599- 6614.

 90. Faraday N, Schunke K, Saleem S, et al. Cathepsin G- dependent 
modulation of platelet thrombus formation in vivo by blood neu-
trophils. PLoS One. 2013;8:e71447.

 91. Martinod K, Demers M, Fuchs TA, et al. Neutrophil histone mod-
ification by peptidylarginine deiminase 4 is critical for deep vein 
thrombosis in mice. Proc Natl Acad Sci USA. 2013;110:8674- 8679.

 92. Knight JS, Luo W, O'Dell AA, et al. Peptidylarginine deiminase 
inhibition reduces vascular damage and modulates innate im-
mune responses in murine models of atherosclerosis. Circ Res. 
2014;114:947- 956.

 93. Herz J, Sabellek P, Lane TE, Gunzer M, Hermann DM, Doeppner TR. 
Role of neutrophils in exacerbation of brain injury after focal cere-
bral ischemia in hyperlipidemic mice. Stroke. 2015;46:2916- 2925.

 94. Prestigiacomo CJ, Kim SC, Connolly Jr ES, Liao H, Yan SF, Pinsky 
DJ. CD18- mediated neutrophil recruitment contributes to the 
pathogenesis of reperfused but not nonreperfused stroke. Stroke. 
1999;30:1110- 1117.

 95. Suzuki H, Hayashi T, Tojo SJ, et al. Anti- P- selectin antibody atten-
uates rat brain ischemic injury. Neurosci Lett. 1999;265:163- 166.

 96. Enlimomab Acute Stroke Trial Investigators. Use of anti- ICAM- 1 
therapy in ischemic stroke: results of the Enlimomab Acute Stroke 
Trial. Neurology. 2001;57:1428- 1434.

 97. Yenari MA, Kauppinen TM, Swanson RA. Microglial activation in 
stroke: therapeutic targets. Neurotherapeutics. 2010;7:378- 391.

 98. Sun MS, Jin H, Sun X, et al. Free radical damage in ischemia- 
reperfusion injury: an obstacle in acute ischemic stroke after revas-
cularization therapy. Oxid Med Cell Longev. 2018;2018:3804979.

 99. Rodrigo R, Fernandez- Gajardo R, Gutierrez R, et al. Oxidative 
stress and pathophysiology of ischemic stroke: novel therapeutic 
opportunities. CNS Neurol Disord Drug Targets. 2013;12:698- 714.

 100. Hoda MN, Siddiqui S, Herberg S, et al. Remote ischemic percon-
ditioning is effective alone and in combination with intravenous 
tissue- type plasminogen activator in murine model of embolic 
stroke. Stroke. 2012;43:2794- 2799.

 101. Han Z, Liu X, Luo Y, Ji X. Therapeutic hypothermia for stroke: 
where to go? Exp Neurol. 2015;272:67- 77.

 102. Watanabe K, Tanaka M, Yuki S, Hirai M, Yamamoto Y. How is eda-
ravone effective against acute ischemic stroke and amyotrophic 
lateral sclerosis? J Clin Biochem Nutr. 2018;62:20- 38.

 103. Logallo N, Naess H, Idicula TT, Brogger J, Waje- Andreassen U, 
Thomassen L. Serum uri acid: neuroprotection in thrombolysis. 
The Bergen NORSTROKE study. BMC Neurol. 2011;11:114.

 104. Davalos A, Castillo J, Alvarez- Sabin J, et al. Oral citicoline in acute 
ischemic stroke: an individual patient data pooling analysis of clin-
ical trials. Stroke. 2002;33:2850- 2857.

 105. Basil MC, Levy BD. Specialized pro- resolving mediators: endoge-
nous regulators of infection and inflammation. Nat Rev Immunol. 
2016;16:51- 67.

 106. Vital SA, Senchenkova EY, Ansari J, Gavins FNE. Targeting AnxA1/
formyl peptide receptor 2 pathway affords protection against 
pathological thrombo- inflammation. Cells. 2020;9:2473.

 107. Ansari J, Kaur G, Gavins FNE. Therapeutic potential of annexin A1 
in ischemia reperfusion injury. Int J Mol Sci. 2018;19:1211.

 108. Smith HK, Gil CD, Oliani SM, Gavins FN. Targeting formyl peptide 
receptor 2 reduces leukocyte- endothelial interactions in a murine 
model of stroke. FASEB J. 2015;29:2161- 2171.

How to cite this article: Ansari J, Gavins FN. The impact of 
thrombo- inflammation on the cerebral microcirculation. 
Microcirculation. 2021;28:e12689. https://doi.org/10.1111/
micc.12689

https://doi.org/10.1111/micc.12689
https://doi.org/10.1111/micc.12689

