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AIMS
Aspirin is widely used as an anti-platelet agent for cardiovascular prophylaxis.
Despite aspirin treatment, many patients experience recurrent thrombotic
events, and aspirin resistance may contribute to this. We examined the
prevalence of aspirin resistance in a healthy population, and investigated
whether the platelet proteome differed in aspirin-resistant subjects.

METHODS
Ninety-three healthy subjects received aspirin 300 mg daily for 28 days.
Before and at the end of treatment, urine was taken to determine
11-dehydrothromboxane B2, and blood was taken to measure arachidonic acid
(AA)-induced aggregation of platelet-rich plasma and to interrogate the platelet
proteome by mass spectrometric analysis with further confirmation of findings
using Western blotting.

RESULTS
In two of the 93 subjects, neither AA-induced aggregation nor urinary
11-dehydrothromboxane B2 was effectively suppressed by aspirin, despite
measurable plasma salicylate concentrations, suggesting the presence of true
aspirin resistance. Despite no detectable differences in the platelet proteome at
baseline, following aspirin a marked increase was seen in platelet glycoprotein
IIIa expression in the aspirin-resistant but not aspirin-sensitive subjects. An
increase in platelet glycoprotein IIIa expression with aspirin resistance was
confirmed in a separate cohort of 17 patients with stable coronary artery
disease on long term aspirin treatment, four of whom exhibited aspirin
resistance.

CONCLUSIONS
In a healthy population, true aspirin resistance is uncommon but exists.
Resistance is associated with an increase in platelet glycoprotein IIIa expression
in response to aspirin. These data shed new light on the mechanism of aspirin
resistance, and provide the potential to identify aspirin-resistant subjects using
a novel biomarker.

WHAT IS ALREADY KNOWN ABOUT
THIS SUBJECT
• Decreased platelet responsiveness to aspirin,

so called aspirin resistance, is believed to
contribute to the occurrence of recurrent
thrombotic events in patients treated with
aspirin. However, its true prevalence in a
healthy population and its underlying
mechanism are not known. We examined the
prevalence of aspirin resistance in a cohort
of healthy subjects, using two independent
methods to verify its presence, and examined
differences in the platelet proteome between
subjects found to be sensitive and resistant to
aspirin.

WHAT THIS STUDY ADDS
• Our study demonstrates that aspirin resistance

exists in healthy subjects, but is uncommon.
We found an apparently higher prevalence in
an older population of patients with
established coronary heart disease on long
term aspirin therapy. The presence of aspirin
resistance is associated with an increase in
platelet expression of glycoprotein IIIa, and
this not only reveals an underlying previously
unrecognized mechanism but may form the
basis for a future diagnostic test for aspirin
resistance.
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Introduction

Aspirin is widely used and highly effective for cardiovas-
cular prophylaxis [1–4]. It irreversibly inhibits platelet pro-
duction of thromboxane A2 (TXA2) through acetylating the
enzyme cyclo-oxygenase-1 (COX-1) at the Ser-529 residue
[5, 6]. However, 5–45% of patients exhibit reduced anti-
platelet effectiveness of aspirin, so-called aspirin resistance
[7–9]. This wide variation in reported prevalence can be
explained to a large extent by there being no standard
definition of, or validated methodology for defining,
aspirin resistance.

Some studies originally defined aspirin resistance at a
clinical level [10]. However, clinical lack of effect of aspirin
can often be due to factors external to the platelet [11].
The current prevailing view, therefore, is to define aspirin
resistance biochemically and/or functionally, measuring
platelet function and/or TXA2 production. Platelet light
transmission aggregometry is the gold standard test for
measuring the effect of antiplatelet drugs on platelet
function [12, 13]. However, it is labour-intensive and not
readily applied in the clinical situation. Newer point of care
tests including PFA-100 [14, 15] and VerifyNow® [16] are
increasingly being used. The measurement of the TXA2

metabolites, thromboxane B2 (TXB2) in the serum or
11-dehydro TXB2 (a spontaneous breakdown product) in
the urine, are also useful indicators of aspirin resistance
[17]. However, the different assays often give widely diver-
gent results as regards aspirin sensitivity/resistance within
individual patients. Moreover, the mechanism(s) underly-
ing aspirin resistance at the level of the platelet remain
entirely unclear.

Studies of platelet expression of candidate proteins for
aspirin resistance have proved negative or at best incon-
clusive in identifying differences between aspirin-sensitive
and resistant individuals [18–20]. Modern technology
allows analysis of the whole platelet proteome and such an
approach, using two-dimensional gel electrophoresis in
19 aspirin-sensitive and 19 aspirin-resistant subjects with
underlying ischaemic heart disease, revealed that aspirin-
resistant subjects had increased expression of fibrinogen γ
chain, haptoglobin and vitamin D binding protein [21].
However, this study employed PFA-100 testing for identi-
fying aspirin resistance and this technique has proved
highly non-specific in this regard [22].

The isobaric labelling reagent Tandem Mass Tags
(TMT®) enables global quantitation of protein expression
levels in entire proteomes. Available in six isobaric flavours
(TMT®sixplex), TMT tags label peptides and proteins at
amino groups, allowing a multiplexed comparison of up to
six different samples in the same experiment [23]. In the
present study, an intact protein labelling approach was
adopted in order to profile the platelet proteome with the
aim of identifying novel protein biomarkers of aspirin
resistance. Labelling at an intact protein level reduces
sample complexity and minimizes variation between

different experimental groups as a result of sample pro-
cessing [24, 25].

The aims of the present study were threefold. Firstly,
to identify the prevalence of aspirin resistance in a cohort
of healthy subjects being treated with aspirin. Secondly,
using a mass spectrometry (MS) approach, to identify pro-
teins whose expression may differ between platelets from
aspirin-resistant and aspirin-sensitive healthy subjects.
Finally, to confirm our findings from a study of a healthy
young population in a cohort of older patients being
treated long term with aspirin for coronary heart disease.

Methods

An expanded Methods section is available in Appendix S1.
Ninety-three healthy subjects of either gender with no

history of heart disease, stroke or any other significant
medical condition were recruited by email advertisement
of staff and students at King’s College London. Their char-
acteristics are shown in Tables 1 and 2. They were on
no regular medication and had not taken any anti-
inflammatory drugs or antiplatelet agents within 30 days
of enrolment in the study. All study procedures were

Table 1
Healthy subject characteristics

Number of subjects 93 (61 female, 32 male)

Age (years) 29.9 ± 1.2
Body mass index (kg m−2) 22.9 ± 0.4

Ethnicity Caucasians 78, Asian 9, African/Caribbean 6
Smokers 17

Table 2
Haematological and biochemical profile of healthy subjects

Reference range

Homocysteine (μmol l−1) 15.85 ± 0.69 0.0–17.0
Total cholesterol (mmol l−1) 4.47 ± 0.09

HDL cholesterol (mmol l−1) 1.72 ± 0.04 0.9–2.00
LDL cholesterol (mmol l−1) 2.27 ± 0.09

Triglycerides (mmol l−1) 1.02 ± 0.8 <1.7
Glucose (mmol l−1) 4.58 ± 0.15 3.3–5.5

HbA1c (mmol mol−1) 30.9 ± 5.0 22–44
Platelets (×109 l−1) 251 ± 7.01 150–400

White blood cells (×109 l−1) 6.12 ± 0.16 4.0–11.0
Neutrophils (×109 l−1) 3.41 ± 0.12 1.5–7.0

Lymphocytes (×109 l−1) 2.04 ± 0.070 1.2–3.5
Monocytes (×109 l−1) 0.50 ± 0.042 0.2–1.0

Urea (mmol l−1) 4.48 ± 0.12 1.7–8.3
Creatinine (μmol l−1) 74.05 ± 1.53 45–84

HbA1C, glycated haemoglobin; HDL, high density lipoprotein; LDL, low density
lipoprotein.
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performed at the Department of Clinical Pharmacology, St
Thomas’ Hospital, London, UK.

Subjects received aspirin 300 mg daily for 28 days.
Before and at the end of the treatment period, urine
samples were taken to determine 11-dehydroTXB2 con-
centrations, and blood samples were taken for light trans-
mission aggregometry of platelet-rich plasma and for
proteomic analysis of platelet lysates.

No subjects were lost to follow-up and none experi-
enced complications of treatment necessitating drop-out
from the study.

To confirm the proteomic association identified in
platelets from healthy subjects, patients were identified
from the database of patients in the Cardiology Depart-
ment at St Thomas’ Hospital who had stable coronary
artery disease and were receiving anti-platelet mono-
therapy with 75 mg aspirin once daily long term. Seven-
teen such patients were recruited. Their characteristics
are shown in Table S1. Aspirin resistance was identified
in platelets from these patients by light transmission
aggregometry, and Western blotting for glycoprotein IIIa
was performed on platelet lysates, as described fully in
Appendix S1.

Ethical approval for the study was obtained from the
Riverside Research Ethics Committee, London, UK. All sub-
jects gave written informed consent.

Statistical methods
Intra- and inter-assay coefficients of variation for platelet
aggregation, urinary 11-dehydroTXB2 and serum salicylate
measurements were all < 10%. All platelet aggregation and
urinary 11-dehydroTXB2 data were expressed as mean ±
SEM, and analyzed by one way analysis of variance (ANOVA)
with repeated measures and Bonferroni post hoc test. Data
for the proteomic assays were analyzed as outlined in the
individual sections. In all cases, P < 0.05 (two-tailed) was
taken as significant.

Results

Aspirin resistance is rare but does occur in
healthy subjects
In our cohort of 93 healthy subjects, after 28 days’ treat-
ment with aspirin (300 mg daily), platelet aggregation in
response to 1.6 mmol l−1 AA decreased markedly when
compared with basal levels (76.07 ± 0.99% and 75.74 ±
1.04% at visits 1 and 2 respectively vs. 8.96 ± 1.37% at visit
3, P < 0.001). Three subjects exhibited AA-induced aggre-
gation >20% following aspirin, suggesting the presence
of aspirin resistance. In each of these three subjects,
AA-induced aggregation was very similar pre- and post-
aspirin, and AA-induced aggregation post-aspirin was
markedly higher than all other subjects (Figure 1A). Basal
levels of aggregation in response to AA did not differ sig-
nificantly between visits 1 and 2.

Platelet aggregation in response to ADP 30 μmol l−1

also decreased after 1 month’s treatment with aspirin,
when compared with basal levels at visits 1 and 2 (79.43 ±
0.73% and 79.40 ± 0.77% at visits 1 and 2 respectively vs.
72.86 ± 0.81% at visit 3, P < 0.001) (Figure 1B). Although
significant, this decrease was small in magnitude and
much less than the effect seen with AA. Basal levels of
aggregation in response to ADP did not differ significantly
between visits 1 and 2.

Urinary levels of 11-dehydro TXB2 decreased after 1
month of 300 mg aspirin daily when compared with basal
levels measured at visits 1 and 2 (Figure 1C): 139.17 ± 5.40
and 150.50 ± 4.43 ng mmol−1 creatinine at visits 1 and 2
respectively vs. 33.47 ± 2.69 ng mmol−1 creatinine at visit 3,
P < 0.001. Four subjects had 11-dehydroTXB2 concentra-
tions >68 ng mmol−1 creatinine, suggesting the presence
of aspirin resistance by this criterion. Of these, the two
subjects with the highest levels of 11-dehydroTXB2

were also identified as aspirin resistant as defined by
AA-induced aggregation.

Serum salicylate concentrations were measured at visit
3 in all 93 subjects, in order to assess their adherence to
aspirin treatment. Salicylate concentrations were only
detectable in 29 of the 93 subjects (Table S2), reflecting
both the relative insensitivity of the assay at these doses of
aspirin and the short half-life of salicylate in the circulation
(2–4 h following therapeutic doses). The 64 subjects who
had undetectable levels nevertheless all had significant
and marked inhibition of AA-induced aggregation follow-
ing aspirin treatment, suggesting aspirin was being taken
by all of these subjects, at least to some degree. Detectable
salicylate concentrations were, however, present in all
three subjects defined as aspirin resistant by AA-induced
aggregation (subjects 59, 85 and 99). Pill counts performed
at visit 3 also suggested that all subjects were fully adher-
ent to treatment.

For the purposes of all further experiments and analy-
ses, only the two subjects in whom aspirin failed to
adequately suppress both AA-induced aggregation and
urinary 11-dehydroTXB2 were considered to be truly
aspirin resistant.

To determine whether responses to aspirin when
applied in vitro differ between aspirin-resistant and
aspirin-sensitive subjects, 31 of the subjects who took
part in the original study (including the two subjects who
were identified as aspirin-resistant by both AA-induced
aggregation and by urinary 11-dehydro TXB2) were
invited back after at least 3 months off aspirin treatment
and, following incubation of PRP with different concen-
trations of aspirin in vitro, AA-induced aggregation
responses were assessed. All concentrations of aspirin
above 50 μmol l−1 caused a reduction in AA-induced
aggregation, compared with basal in the absence of
aspirin. A concentration-dependent inhibition of AA-
induced aggregation was seen. However, there was no
difference between the effects of 500 and 1000 μmol l−1

C. N. Floyd et al.

322 / 78:2 / Br J Clin Pharmacol



aspirin, both concentrations reducing aggregation by
approximately 90% (Figure 2A). At the lower aspirin con-
centrations (50, 100 and 200 μmol l−1), considerable het-
erogeneity was seen in AA responses. This was not the
case at higher concentrations (500 and 1000 μmol l−1) of
aspirin (Figure 3). In the case of the two aspirin-resistant
subjects, AA-induced aggregation was inhibited to a con-
siderably lesser extent at both 50 and 100 μmol l−1 as
compared with the 29 aspirin-sensitive subjects; whereas
at higher aspirin concentrations, response to AA was
inhibited in all subjects (Figure 2B).

Platelet glycoprotein IIIa expression is
increased following aspirin therapy
in aspirin-resistant but not
aspirin-sensitive subjects
Proteomic analysis of platelet lysates revealed an in-
crease in expression of the A isoform of glycoprotein IIIa
in aspirin-resistant compared with aspirin-sensitive sub-
jects, following (but not prior to) aspirin treatment.
This finding was confirmed by Western blotting analysis.

Full details are given in the expanded Results section in
Appendix S1.

To confirm the validity of this finding in patients
receiving long term aspirin, we studied 17 patients with
stable coronary artery disease receiving ongoing treat-
ment with 75 mg aspirin (but no other concomitant anti-
platelet therapy). Apart from aspirin, seven of these
subjects were also taking a proton pump inhibitor, 13
were on a β-adrenoceptor blocker, 13 were taking a
calcium channel blocker, 11 were on a statin and 10 were
taking an angiotensin converting enzyme inhibitor or
angiotensin receptor blocker. Five of these 17 individuals
were found to be aspirin-resistant by light transmission
aggregometry. PRP aggregation in one of these subjects
normalized following incubation with acetylsalicylic acid
100 μmol l−1, suggesting poor medication adherence or
possibly pharmacokinetic factors as the principal underly-
ing mechanism. The four patients whose platelets did
not respond to acetylsalicylic acid added in vitro were
assigned the status of aspirin-resistant. As compared with
the other subjects, we observed an increase in platelet

100 ***

%
 A

gg
re

ga
ti

o
n

A
n = 93

Pre
-a

sp
iri

n 
vis

it 
1

Pre
-a

sp
iri

n 
vis

it 
2

Po
st-

as
pi

rin
 vi

sit
 3

75

50

25

0

–25

100 ***

%
 A

gg
re

ga
ti

o
n

B
n = 93

Pre
-a

sp
iri

n 
vis

it 
1

Pre
-a

sp
iri

n 
vis

it 
2

Po
st-

as
pi

rin
 vi

sit
 3

75

50

25

0

400

***

11
-d

eh
yd

ro
T

X
B

2

(n
g 

m
m

o
l–1

cr
ea

ti
ni

ne
)

C

n = 93

Pre
-a

sp
iri

n 
vis

it 
1

Pre
-a

sp
iri

n 
vis

it 
2

Po
st-

as
pi

rin
 vi

sit
 3

300

200

100

0

Figure 1
Aspirin resistance in a cohort of 93 healthy subjects. Aggregation responses are shown to (A) arachidonic acid (AA, 1.6mmol l−1) and (B) ADP 30 μmol l−1 in
platelet-rich plasma. Also shown are urinary 11-dehydrothromboxane B2 (11-dehydroTXB2) (C). Visits 1 and 2 represent values 1 week apart. Visit 3
represents values after subjects were treated with 300 mg aspirin daily for 28 days. ***P < 0.001 as compared with both visit 1 and visit 2
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glycoprotein IIIa expression in those identified as being
aspirin-resistant (Figure 4).

Discussion

Aspirin remains the drug of first choice for the prophylaxis
of cardiovascular events in those at risk [2–4]. However,
recent studies have shown that the antiplatelet effect of
aspirin is not equal in all patients and this has given rise to
the term ‘aspirin resistance’ [26]. Its reported prevalence
has varied greatly between studies due to the lack of a
standard definition or validated methodology for identi-
fying it. The first aim of this work was therefore to inves-
tigate the prevalence of aspirin resistance within a
healthy population, on the basis of two independent
criteria. In order to determine the degree of inhibition
of COX-1 by aspirin, AA-induced platelet aggregation
and urinary 11-dehydroTXB2 were measured. The results
suggest that prevalence is low in healthy subjects, with
only two out of 93 subjects being identified as truly
aspirin resistant.

A number of other studies have defined aspirin resist-
ance by investigating platelet pathways activated by
agonists indirectly inhibited by aspirin, which has resulted
in many more subjects being defined as aspirin resistant. In
the majority of these studies, the PFA-100 has been used
[27–31]. The apparent differences in prevalence between
studies, based on using these different techniques,
suggest that many of these techniques may give unreli-
able results or, at any rate, are measuring parameters other
than COX-1 inhibition.

Recent studies have suggested that in clinical practice,
individual patients may require different doses of aspirin in
order to achieve an adequate antiplatelet effect [32]. Our

data are consistent with these findings. When investigat-
ing the effects of different concentrations of aspirin in vitro
on AA-induced aggregation, we found that the higher
aspirin concentrations used inhibited platelet aggregation
to AA in almost all subjects tested, whilst lower concentra-
tions of aspirin inhibited platelet responses to different
degrees in different subjects. When translated to the in
vivo situation, these results suggest that heterogeneity
may occur in responses to low doses of aspirin as used for
cardiovascular prophylaxis. However this requires confir-
mation through further in vivo studies, and insufficient
dosage is unlikely to explain the whole phenomenon of
aspirin resistance.

To date, very little information is available as to
whether differences in the platelet proteome between
aspirin-resistant and sensitive subjects could be a contrib-
uting factor in aspirin resistance and where such studies
have been done, the definition of aspirin resistance has
been suboptimal, since non-specific tests such as the
PFA-100 have been used for definition. Nevertheless, in
recent years, major technological advances in the field
of proteomics have allowed the identification and
quantitation of a greater number of proteins within
complex samples [33–35]. Therefore, we used relative
quantitative MS to investigate differences in the platelet
proteome between the aspirin-resistant and aspirin-
sensitive subjects, in conjunction with strict definition of
aspirin resistance based on high levels of both AA-induced
aggregation and urinary 11-dehydroTXB2 coupled with
measurable concentrations of serum salicylate in subjects
taking aspirin.

We identified glycoprotein IIIa as increasing in expres-
sion in platelets after aspirin treatment. Although possible
changes in certain other proteins were suggested by
our discovery experiments, these were not confirmed
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by selective reaction monitoring (SRM). However, SRM
of platelet lysates suggested that, whereas baseline
glycoprotein IIIa expression was not different between
aspirin-resistant and aspirin-sensitive subjects, its level
of expression was increased after 28 days of aspirin
treatment, in aspirin-resistant as compared with aspirin-
sensitive subjects. This increase was confined to the A
isoform. This finding was confirmed by Western blotting,

which showed that, despite no difference in baseline ex-
pression, post-aspirin there was an increase in glycopro-
tein IIIa (isoform A) expression in aspirin-resistant but not
aspirin-sensitive subjects. In our cohort of 17 patients with
stable coronary artery disease, we found that four had
functional aspirin resistance and these exhibited increased
glycoprotein IIIa expression as compared with aspirin-
sensitive patients. From a mechanistic viewpoint, admin-
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istration of aspirin to aspirin-resistant patients, by giving
rise to an increase in platelet expression of glycoprotein
IIIa, may be expected to augment platelet aggregability by
increasing binding of (and hence cross-linking of platelets
by) fibrinogen, thereby overcoming the antiplatelet effect
of aspirin. Platelet glycoprotein IIIa upregulation may also
explain, at least in part, why major adverse cardiovascular
events in aspirin-treated patients appear to be predicted
especially well by COX-1-independent indices of platelet
function, in particular PFA-100 collagen-ADP closure time
[36].

The results presented here demonstrate the discovery
and evaluation of selected candidates for aspirin resist-
ance by monitoring changes in protein expression pre- to
post-aspirin treatment. Application of TMT® technology
enabled the same sample set to be used for both the dis-
covery and evaluation stage. Samples were labelled at an
intact protein level to reduce the technical variation often
seen as a result of sample processing and digestion when
labelling at the peptide level. To reduce sample complex-
ity and maximize the number of proteins identified in
the discovery phase, labelled samples were mixed and
analyzed by GeLC-MS/MS. This approach enabled the

identification of 406 platelet proteins. To our knowledge,
these results represent the most comprehensive profiling
of the platelet proteome to date. Furthermore, quantita-
tive proteomics using TMTsixplex® enabled identification
of novel candidate protein biomarkers of aspirin resist-
ance, and of those identified, glycoprotein IIIa expression
was most clearly different between aspirin-resistant and
aspirin-sensitive subjects, post-aspirin treatment.

The most important limitation of this work was the fact
that only two truly aspirin-resistant subjects were identi-
fied, out of 93. The fact that only two subjects were iden-
tified limited the statistical analyses that could be
undertaken. However, the fact that our finding as regards
platelet glycoprotein IIIa expression was replicated in a
separate, patient cohort in a small series of subjects receiv-
ing aspirin for coronary artery disease bears out the valid-
ity of this finding. Also, it should be noted that the doses of
aspirin were different in the two cohorts studied: 300 mg
daily in the healthy subjects and 75 mg daily in those with
coronary artery disease. We used a higher than normal
dose in the healthy subject cohort simply to reduce the
possibility that any observed decrease in aspirin respon-
siveness might be attributable to pharmacokinetic rather
than pharmacodynamic factors but in the patient cohort,
subjects were being treated according to standard clinical
care.

In conclusion, we have found that aspirin resistance, as
defined by strict criteria, exists in healthy subjects and is
associated with an increase in platelet expression of glyco-
protein IIIa in response to aspirin treatment. Similar results
were observed in patients with stable coronary artery
disease. This provides not only novel insight into the
molecular basis of aspirin resistance, but in principle a
novel diagnostic test to identify aspirin resistance. This
may be of particular applicability to certain patient groups,
such as those with diabetes, in whom aspirin resistance
appears to be particularly common [37]. However, the
precise mechanism by which aspirin treatment causes
upregulation of platelet glycoprotein IIIa expression in
aspirin-resistant subjects remains to be elucidated. Moreo-
ver, further work is required to define the specificity of
platelet glycoprotein IIIa expression as a diagnostic marker
of aspirin resistance.
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sensitive subjects
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