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Patients who have experienced a first cerebral ischemic event are at increased risk of
recurrent stroke. There is strong evidence that low-level inflammation as measured by
high sensitivity C-reactive protein (hs-CRP) is a predictor of further ischemic events. Other
mechanisms implicated in the pathogenesis of stroke may play a role in determining
the risk of secondary events, including oxidative stress and the adaptive response to it
and activation of neuroprotective pathways by hypoxia, for instance through induction
of erythropoietin (EPO). This study investigated the association of the levels of CRP,
peroxiredoxin 1 (PRDX1, an indicator of the physiological response to oxidative stress)
and EPO (a neuroprotective factor produced in response to hypoxia) with the risk of
a second ischemic event. Eighty patients with a diagnosis of lacunar stroke or transient
ischemic attack (TIA) were included in the study and a blood sample was collected within
14 days from the initial event. Hs-CRP, PRDX1, and EPO were measured by ELISA.
Further ischemic events were recorded with a mean follow-up of 42 months (min 24,
max 64). Multivariate analysis showed that only CRP was an independent predictor of
further events with an observed risk (OR) of 1.14 (P = 0.034, 95% CI 1.01-1.29). No
association was observed with the levels of PRDX1 or EPO. A receiver operating curve
(ROC) determined a cut-off CRP level of 3.25 ug/ml, with a 46% sensitivity and 81%
specificity. Low-level inflammation as detected by hs-CRP is an independent predictor
of recurrent cerebrovascular ischemic events.

Keywords: TIA, lacunar stroke, cerebral ischemia, inflammation, oxidative stress, CRP, peroxiredoxin 1,
erythropoietin

INTRODUCTION

Stroke is a leading cause of death and long-term disability worldwide (1, 2). Of the total number of
prevalent strokes, more than 80% are ischemic (1). Patients who have experienced a cardiovascular
event are at higher risk for further events, with a cumulative recurrence rate of ~5% at 1 year
(3, 4). Established risk factors include smoking, hypertension (HTN), high body mass index (BMI),
atrial fibrillation, diabetes mellitus, atherosclerosis (1, 5). Finding predictive markers for recurrent
cardiovascular events could be vital in identifying potential preventive measures.
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There is evidence to suggest that stroke is associated with
inflammation (6). High sensitivity C-reactive protein (hs-CRP)
detects low level inflammation and correlates with cardiovascular
risk in the general population (7-10). In a recent meta-
analysis, high levels of CRP were associated with ischemic
but not haemorrhagic stroke (9). CRP and other inflammatory
biomarkers, such as IL-6 and IL-8, are increased after stroke and
have been linked to recurrent vascular events (11-16). However,
in one study IL-6 (but not CRP) was associated with higher risk
of cerebrovascular events (17) and in patients with large-artery
atherosclerotic stroke CRP was associated with poor functional
disability but not with recurrent vascular events (18).

Oxidative stress has also been implicated in stroke (19).
Peroxiredoxins (PRDXs) are intracellular antioxidant enzymes
that can be secreted, and their circulating levels are increased
under oxidative stress (20). Circulating levels of PRDX1 are
elevated in patients following acute stroke (21) and a recent
study highlighted PRDX1 as a biomarker of stroke onset
early after stroke (22). Secreted PRDXs may then contribute
to the inflammatory pathway by activating the production of
inflammatory cytokines (23).

Erythropoietin (EPO) is an hypoxia-induced cytokine and
has neuroprotective activities in various models of brain injury,
including hypoxia and stroke (24, 25). In a clinical trial, EPO
administration after ischemic stroke improved clinical recovery
and brain damage in patients not receiving thrombolysis (26, 27).
In another study, EPO administration did not affect recurrent
stroke or mortality but improved long-term neurological
outcome (28). A recent meta-analysis confirmed the protective
role of exogenously administered EPO in stroke (29). However,
the significance of circulating EPO levels as a cardiovascular risk
biomarker is not understood. A study reported that an increase
in serum EPO levels after ischemic stroke was associated with a
favorable outcome (30). However, high serum EPO levels are also
associated with impaired prognosis in patients with chronic heart
failure (31).

In this study, we investigated the possible significance of
biomarkers related to various mechanisms that could increase the
risk of a second stroke after recovery from one. We looked in
particular at the role of hs-CRP as a biomarker of inflammation,
PRDXI1 as a marker of oxidative stress and EPO as a potential
neuroprotective mediator in predicting further ischemic events
in patients who had experienced a transient ischemic attack (TIA)
or lacunar stroke.

MATERIALS AND METHODS

Ethics Statement

The Arterial Stiffness In lacunar Stroke and TIA study
(ASIST) was an observational prospective cohort study
undertaken at the Brighton and Sussex University NHS
Trust. The study was approved by the UK National Research
Ethics Service (NRES; 14/L0O/0189) and was conducted in
accordance with Good Clinical Practice Guidelines and
with the Declaration of Helsinki. All patients gave written
informed consent.

Clinical Measurements

Patients for the ASIST study each attended a laboratory visit
within 14 days of their diagnosed TIA or lacunar stroke. Baseline
clinical and demographic information was collected and clinical
measures such as blood pressure (BP), BMI etc. were performed
as previously described (32). Arterial stiffness was calculated
using cfPWV (carotid-femoral pulse wave velocity) measured
with Complior® Artech, France, and with the CAVI® Fukuda,
Japan (cardio-ankle vascular index) method. Blood samples were
taken for measurement of various biomarkers by ELISA assays.
Blood was collected in EDTA-containing tubes and plasma was
frozen at —80°C until use.

Participants

Ninety-six patients with a diagnosis of lacunar stroke or TIA
confirmed by a stroke physician were recruited to the ASIST
study. Of these, 80 patients with plasma samples were evaluated
in this study. The follow-up period ranged from 24 to 64
months (mean 42 months). The patients received standard
National Institute for Health and Clinical Excellence (NICE)
guidance therapy for stroke or TIA depending on type of event
and comorbidities.

ELISAs

High sensitivity C-reactive protein (hs-CRP), erythropoietin
(EPO), and peroxiredoxin 1 (PRDX1) were measured in plasma
samples with commercially available ELISA kits (hs-CRP: DRG

TABLE 1 | Descriptive analysis of patients and univariate analyses of variables
associated with further ischemic events.

Further events P-value
Total,n =78 (-),n =54 (+),n=24

Previous stroke 26.9 (21) 25.9 (14) 29.2(7) 0.397
Previous TIA 73.1(57) 74.1 (40) 70.8 (17) 0.648
Age (years) 702+ 11.2 69.5 +10.6 71.8+12.7 0.412
Male sex 67.9 (563) 70.4 (38) 62.5 (15) 0.493
Smoking status 65.4 (51) 66.7 (36) 62.5 (15) 0.721
Diabetes 24.4 (19) 16.7 (9) 41.7 (10) 0.021*
BMI (Kg/m?) 2724+ 4.8 27.1+4.7 27.4+£52 0.746
Atrial fibrillation 17.9 (14) 20.4 (11) 12,5 @3) 0.408
Diagnosis of 47.4 (37) 42.6 (23) 58.3 (14) 0.202
HTN
Average systolic ~ 143.0 £ 18.5 142.3 £ 19.0 144.4 £17.7 0.650
BP
Average diastolic 79.3 [73.3-88.0] 80.0 [75.1-88.1] 77.3[71.5-87.6] 0.241
BP
Hs-CRP (ng/ml) 1.91[0.8-3.4] 1.6 [0.7-3.0] 2.8[1.2-9.9] 0.019*
EPO (miU/mi) 8.7[6.3-12.0] 9.1[6.4-12.6] 8.2[5.8-11.7]  0.362
PRDX1 (lug/ml) 6.3+ 1.0% 6.2+ 1.0" 6.5+ 0.8% 0.627

Values are given as mean + SD or median [interquartile range] for continuous data normally
or not normally distributed, respectively, and as percentages (n) for categorical data. TIA,
transient ischemic attack; BMI, body mass index; HTN, hypertension; BR, blood pressure;
hs-CRR, high sensitivity C-reactive protein; EPO, erythropoietin; PRDX1, peroxiredoxin 1.
P-value from univariate logistic regression. Values with statistical significance are in bold
(P <0.05). n =40; "n=31;8n = 9.

Frontiers in Immunology | www.frontiersin.org

July 2020 | Volume 11 | Article 1403


https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

Mengozzi et al.

CRP Predicts Further Ischemic Events

>

S

o
|
*

Hs-CRP (ug/ml)
¢

104 i
o EEEEEE  mme
No Yes

Further Events

B 50-

= 40-

E

S 30

E

o 20' ——

o

W 0+

c 1 1

No Yes
Further Events

C 10—

_— 8_ .:. °®

£ -5

D g —iH— _:E

= L

F °

X  4- .

(m)

14

o 2-

0 T 1

No Yes

Further Events

FIGURE 1 | CRP, EPO, and PRDX1 levels in patients. Since the plasma levels
of hs-CRP and EPO are not normally distributed, the data in (A,B) are
presented as box and whiskers plot (minimum, 1st quartile, median, 3rd
quartile, maximumy); n = 54 for the group with no further events and n = 24 for
the group with further events. The plasma levels of PRDX1 are normally
distributed and therefore the data in (C) are presented as mean + SD; n = 31
(Continued)

FIGURE 1 | for no further events and n = 9 for further events. In all panels,
each dot indicates individual data from each subject. *P < 0.05 by
Mann-Whitney U-test. No significant difference between the two groups of
data was detected in (B,C) by Mann-Whitney U-test and Student’s t-test,
respectively.

Instruments GmbH, Oxford Biosystems; EPO: R&D Systems,
Bio-Techne; PRDX1: Antibodies-online, Caltag Medsystems).
PRDX1 was measured only in 40 patients samples selected
at random.

Statistical Analysis

The normality distribution of the data was determined with
GraphPad Prism v8.3.0, using the D’Agostino & Pearson test.
Normally distributed data were presented as mean £ SD and
not normally distributed data as median [interquartile range].
The statistical significance between the groups with and without
further cerebrovascular events was assessed with the Mann-
Whitney U-test for data not normally distributed and with the
Student’s ¢-test for data normally distributed, both in GraphPad
Prism. Prism was also used to create a receiver operating
characteristic (ROC) curve, in order to establish a cut-off
point for hs-CRP that optimally predicted the occurrence of
further events.

Pearson correlation analysis and univariate and multivariate
binary logistic regression analyses were carried out using
SPSS v25. Odd ratios (ORs) and 95% confidence intervals
(95% CI) were determined. Analysis was adjusted for previous
stroke, previous TIA, age, sex, smoking status, diabetes, BMI,
atrial fibrillation, diagnosis of HTN, average systolic BP, and
average diastolic BP. For all analyses, P < 0.05 was considered
statistically significant.

RESULTS

This study aimed to investigate whether plasma biomarkers
could predict further ischemic events in patients diagnosed
with a TIA or lacunar stroke. PRDX1 was measured in
40 patients and hs-CRP and EPO were measured in 80
patients. Of these, two were excluded because they presented
hs-CRP >50 pg/ml associated with white blood cell (WBC)
count >10,000/ml, a marker of acute bacterial infections (33),
leaving 78 patients. In the mean follow-up of 42 months, 24
further cerebrovascular events occurred. Among the 40 patients
where PRDX1 was measured, nine further cerebrovascular
events occurred.

Table 1 displays the baseline patient characteristics and the
univariate analysis of variables associated with further ischemic
cerebrovascular events during follow-up. Among the plasma
biomarkers measured, only hs-CRP was associated with an
increased risk of recurrent TTIA/stroke (P < 0.05).

Figure 1 shows the levels of the three biomarkers in patients
with and without further events. CRP levels (Figure 1A) were
significantly higher in the group of patients who experienced a
further ischemic event (P = 0.041 by Mann-Whitney U-test).
CRP median levels and interquartile range in the two groups are
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TABLE 2 | CRP is an independent predictor of further cerebrovascular events.

B SE P-value OR 95% CI for OR

Lower Upper
Previous stroke 0.214 0.707 0.762 1.238 0.310 4.953
Previous TIA 0.255 0.683 0.709 1.290 0.339 4917
Age —0.019 0.039 0.618 0.981 0.909 1.059
Sex —0.669 0.685 0.329 0.512 0.134 1.963
Smoking status 0.094 0.635 0.882 1.099 0.317 3.813
Diabetes 1.025 0.689 0.137 2.786 0.723 10.742
BMI —0.024 0.071 0.734 0.976 0.850 1.121
Atrial fibrillation —0.783 0.912 0.390 0.457 0.076 2.729
Diagnosis of HTN 0.621 0.612 0.310 1.861 0.561 6.178
Average systolic BP 0.030 0.025 0.245 1.080 0.980 1.083
Average diastolic BP —0.048 0.047 0.311 0.953 0.869 1.046
Hs-CRP (g/ml) 0.131 0.062 0.034* 1.140 1.010 1.286

Multivariate binary logistic regression analysis. All patients (n = 78) were included in the analysis. B, estimated regression coefficient; SE, standard error; OR, odds ratio. Other
abbreviations as in the legend to Table 1. Values reaching statistical significance are in bold (*P < 0.05).

100+

Sensitivity%

0+ T T T T 1
0 20 40 60 80 100

100% - Specificity%
FIGURE 2 | ROC curve for predicting further cerebrovascular events through

measure of plasma hs-CRP levels. The arrow shows the cut-off point of
hs-CRP = 3.25 ng/ml corresponding to 46% sensitivity and 81% specificity.

shown in the figure and also reported in Table 1. There were no
significant differences in the levels of EPO (Figure 1B) or PRDX1
(Figure 1C).

We therefore analyzed further the significance of CRP
as a predictor of further events. In a multivariate binary
logistic regression analysis, after correcting for previous stroke,
previous TIA, age, sex, smoking status, diabetes, BMI, atrial
fibrillation, diagnosis of HTN, average systolic BP, and average
diastolic BP, only CRP was an independent predictor of further
cerebrovascular events, with OR 1.14 (P = 0.034, 95% CI 1.01-
1.29; Table 2). The Pearson correlation between CRP and further
events was 0.34 (P = 0.002).

We then plotted the levels of CRP as a ROC curve to determine
the optimal cut-off value. As shown in Figure 2, a cut-oft point of
CRP level of 3.25 ug/ml was determined, with a 46% sensitivity

and 81% specificity. To further explore the role of CRP in
predicting further ischemic events, its levels were assessed as
a binary variable using the cut-off value obtained from the
ROC curve, and this categorized variable was included in the
multivariate analysis (Table 3). This increased the OR from 1.14,
obtained using CRP as a continuous variable (Table 2), to 8.32 (P
=0.005, 95% CI 1.93-35.91; Table 3).

DISCUSSION

This study shows that CRP levels after a minor first
cerebrovascular event (TIA or lacunar stroke) can contribute
to identifying patients at high risk of a second ischemic event.
Elevated levels of CRP (3-6g/ml) are a known predictor of
ischemic stroke and TIA, as shown in a large study based on the
Framingham cohort (7). Subsequent studies have investigated
whether CRP levels after an initial ischemic event predict the
risk of a second event, in patients with diverse stroke etiologies,
measuring CRP at different times after stroke and with different
follow-up times.

In general, in patients with major strokes, CRP levels correlate
with stroke severity and can be a marker of stroke etiology,
with higher CRP in more severe cardioembolic or large artery
disease stroke than in stroke caused by small artery disease
(13, 34-36). CRP levels increase in the first 48 h after onset,
are still elevated at 7 days and remain high for 3-6 months
after stroke (11, 34). CRP levels measured after stroke correlated
with recurrence both in studies limited to cardioembolic stroke
(16) or to large-artery occlusive disease (12) and also in studies
where patients with ischemic stroke of different etiologies were
included (11, 13). Interestingly, CRP was measured at different
times after stroke in different studies, either in the early hours
after stroke (11, 13) or between 7 days and 3-6 months from onset
(12, 16).

This study was focused on minor stroke, either TIA or lacunar
stroke. Since CRP levels are associated with severity and size of
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TABLE 3 | Levels of hs-CRP >3.25 jug/ml optimally predict further ischemic events.

B SE P-value OR 95% CI for OR

Lower Upper
Previous stroke —0.038 0.743 0.959 0.962 0.224 4132
Previous TIA 0.322 0.710 0.650 1.380 0.343 5.550
Age —0.046 0.041 0.264 0.955 0.881 1.035
Sex —0.832 0.709 0.241 0.435 0.109 1.746
Smoking status 0.279 0.651 0.668 1.322 0.369 4.734
Diabetes 1.335 0.678 0.049* 3.800 1.005 14.361
BMI —0.039 0.073 0.593 0.962 0.834 1.110
Atrial fibrillation —0.852 0.887 0.337 0.427 0.075 2.427
Diagnosis of HTN 0.758 0.626 0.226 2.138 0.626 7.275
Average systolic BP 0.035 0.026 0.183 1.035 0.984 1.089
Average diastolic BP —0.082 0.051 0.103 0.921 0.834 1.017
Hs-CRP >3.25 pg/ml 2.119 0.746 0.005* 8.321 1.928 35.907

Multivariate binary logistic regression analysis including hs-CRP as a categorized binary variable using the cut-off value of 3.25 ug/ml. All patients (n = 78) were included in the analysis.
Patients were divided into two groups and hs-CRP was given value 0 in patients with CRP <3.25 ug/ml (n = 57) and value 1 in patients with CRP >3.25 ug/ml (n = 21). B, estimated
regression coefficient; SE, standard error; OR, odds ratio. Other abbreviations as in the legend to Table 1. Values with statistical significance are in bold (P < 0.05).

the lesion (36), in minor stroke CRP levels are less likely to reflect
stroke severity but might be a marker of underlying inflammation
and therefore are less subject to variation depending on time from
onset. In previous studies in patients with TIA (14) or lacunar
stroke (37) CRP levels measured within 24 h or <3 weeks after
stroke, respectively, were an independent predictor of further
events. Our study, where both patients with TIA or lacunar stroke
were included and CRP was measured within 14 days from stroke
or TIA onset, confirms the results obtained by Purroy et al. in
TIA patients and by Elkind et al. in patients with lacunar stroke
(14, 37). Using a ROC curve our study identified a cut-off of
CRP of 3.25 ug/ml, measured within 14 days from onset, as an
independent predictor of further events. Purroy et al. (14) also
used a ROC curve to identify a cut-off of 4.1 wg/ml and Elkind
et al. (37) found that higher risk was associated with levels of
CRP> 4.85png/ml (top quartile). Our results show that even
lower levels of CRP (>3.25pug/ml), measured within 14 days
from onset, can help identify patients at risk of second ischemic
events after experiencing a minor stroke and support the finding
that even low levels of inflammation should be considered a
vascular risk factor both in primary prevention and for stroke
recurrence (8-10, 37, 38).

Interestingly, in a study focused on TIA patients, Cucchiara
et al. found no association between levels of CRP> 3 pg/ml
measured within 48h from onset and risk of second events
(39). However, the follow-up in that study was 3 months. In
our study the patients were followed up for a longer period
of time (mean 42 months, min 24, max 64 months), that was
longer than the 1 year follow-up reported by most studies
(11-14, 16).

In our study monovariate analysis showed that diabetes is
also a predictor of the risk of a further event, in agreement
with studies showing that diabetes is associated with recurrent
stroke after a first ischemic event (40-42). Higher CRP
levels are also known to be associated with the risk of

diabetes (43, 44). However, in our study, multivariate analysis
showed that CRP is an independent predictor (Table 2), again
supporting the view that low-level inflammation is associated
with cardiovascular risk.

Our study also explored EPO and PRDX1 levels as potential
indicators of the role of hypoxia response and oxidative stress
in the occurrence of further events. EPO is typically induced
by hypoxia. Activation of hypoxia-inducible factor (HIF)-1a by
hypoxia is an adaptive response that leads to the induction of
several mediators that can afford protection against hypoxia,
including EPO (24). The study by Aberg et al. reported a small
increase in circulating EPO in stroke patients compared to
healthy controls (mean 9.3 vs. 7.7 mIU/mL, respectively) (30).
In that study, higher EPO levels were associated with a more
favorable outcome, which would agree with the many preclinical
studies on a protective effect of EPO in stroke (25, 45). On
the other hand, data from the PREVEND study in patients
with heart failure showed that higher EPO levels are associated
with an increased risk of stroke in women (46). Our study did
not show any association between EPO levels and the risk of
further events.

Another transcription factor whose activation may be
protective in cerebral ischemia is nuclear factor erythroid 2-
related factor 2 (NRF2). NRF2 target genes include several
antioxidant enzymes including PRDX1, thioredoxin 1 (TXN1),
and heme oxygenase 1 (HMOXI1) and its activation affords
protection in animal models of stroke (47, 48). Although a
previous study reported that the circulating levels of the NRF2
target gene PRDX1 are almost doubled in stroke patients (21), we
could not find any significant association in its levels and the risk
of further events.

There are some limitations in this study. This is a relatively
small study since only 78 patients were included. Blood was
taken at the first laboratory visit and therefore within 14
days from onset which was not at the same time from
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onset for all patients. In addition, PRDX1 was measured
in only 40 patients of which nine experienced a further
event. The very high variability of PRDXI1 levels in patients
with no further events, observed after measuring PRDX1 in
approximately half of the patients, strongly suggested that
PRDXI1 was not a good discriminator between the two groups
and therefore no further measurements were undertaken;
however, we cannot exclude the possibility that significant
results could be obtained in a significantly larger study. It
is also important to highlight that in our study we did not
have a control population; only patients who had an ischemic
event were included. Nevertheless, these findings suggest that
inflammation, rather than neuroprotective or antioxidant factors
(at least EPO and PRDX1), is a possible determinant of the
occurrence of secondary ischemic events in patients with TIA or
lacunar stroke.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

REFERENCES

1. Collaborators GS. Global, regional, and national burden of stroke, 1990-2016:
a systematic analysis for the Global Burden of Disease Study 2016. Lancet
Neurol. (2019) 18:439-58. doi: 10.1016/S1474-4422(19)30034-1

2. Gorelick PB. The global burden of stroke: persistent and disabling. Lancet
Neurol. (2019) 18:417-8. doi: 10.1016/S1474-4422(19)30030-4

3. Amarenco P, Lavallee PC, Labreuche J, Albers GW, Bornstein NM, Canhao P,
et al. One-year risk of stroke after transient ischemic attack or minor stroke.
N Engl ] Med. (2016) 374:1533-42. doi: 10.1056/NEJMoal412981

4. Khanevski AN, Bjerkreim AT, Novotny V, Naess H, Thomassen L, Logallo
N, et al. Recurrent ischemic stroke: incidence, predictors, and impact on
mortality. Acta Neurol Scand. (2019) 140:3-8. doi: 10.1111/ane.13093

5. O’Donnell MJ, Xavier D, Liu L, Zhang H, Chin SL, Rao-Melacini P, et al. Risk
factors for ischaemic and intracerebral haemorrhagic stroke in 22 countries
(the INTERSTROKE study): a case-control study. Lancet. (2010) 376:112-23.
doi: 10.1016/S0140-6736(10)60834-3

6. Chamorro A, Dirnagl U, Urra X, Planas AM. Neuroprotection in acute stroke:
targeting excitotoxicity, oxidative and nitrosative stress, and inflammation.
Lancet Neurol. (2016) 15:869-81. doi: 10.1016/S1474-4422(16)00114-9

7. Rost NS, Wolf PA, Kase CS, Kelly-Hayes M, Silbershatz H, Massaro JM, et al.
Plasma concentration of C-reactive protein and risk of ischemic stroke and
transient ischemic attack: the Framingham study. Stroke. (2001) 32:2575-9.
doi: 10.1161/hs1101.098151

8. Kaptoge S, Di Angelantonio E, Lowe G, Pepys MB, Thompson SG, Collins
R, et al. C-reactive protein concentration and risk of coronary heart disease,
stroke, and mortality: an individual participant meta-analysis. Lancet. (2010)
375:132-40. doi: 10.1016/S0140-6736(09)61717-7

9. Zhou Y, Han W, Gong D, Man C, Fan Y. Hs-CRP in stroke: a meta-analysis.
Clin Chim Acta. (2016) 453:21-7. doi: 10.1016/j.cca.2015.11.027

10. Li Y, Zhong X, Cheng G, Zhao C, Zhang L, Hong Y, et al. Hs-CRP
and all-cause, cardiovascular, and cancer mortality risk: a meta-analysis.
Atherosclerosis. (2017) 259:75-82. doi: 10.1016/j.atherosclerosis.2017.02.003

11. Winbeck K, Poppert H, Etgen T, Conrad B, Sander D. Prognostic
relevance of early serial C-reactive protein measurements after first ischemic
stroke. Stroke. (2002) 33:2459-64. doi: 10.1161/01.STR.0000029828.51
413.82

12. Arenillas JE, Alvarez-Sabin J, Molina CA, Chacon P, Montaner J, Rovira A,
et al. C-reactive protein predicts further ischemic events in first-ever transient

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by UK National Research Ethics Service (NRES;
14/L0/0189). The patients/participants provided their written
informed consent to participate in this study.

AUTHOR CONTRIBUTIONS

PG and CR designed and supervised the study. MM, EG, and JT
did the experimental work. MM, FK, and EG analyzed the data.
FK, EB, ED, and JT collected and analyzed clinical data. MM, FK,
PG, and CR wrote the manuscript. All authors contributed to the
article and approved the submitted version.

FUNDING

This work was supported by a start-up grant from the British
Geriatrics Society. This research was adopted by the National
Institute for Health Research. PG was supported by the RM
Phillips Trust.

ischemic attack or stroke patients with intracranial large-artery occlusive
disease. Stroke. (2003) 34:2463-8. doi: 10.1161/01.STR.0000089920.93927.A7

13. Masotti L, Ceccarelli E, Forconi S, Cappelli R. Prognostic role of C-reactive
protein in very old patients with acute ischaemic stroke. J Intern Med. (2005)
258:145-52. doi: 10.1111/j.1365-2796.2005.01514.x

14. Purroy E Montaner ], Molina CA, Delgado P, Arenillas JF Chacon
P et al. C-reactive protein predicts further ischemic events in
transient ischemic attack patients. Acta Neurol Scand. (2007) 115:60-6.
doi: 10.1111/j.1600-0404.2006.00715.x

15. Maas MB, Furie KL. Molecular biomarkers in stroke diagnosis and prognosis.
Biomark Med. (2009) 3:363-83. doi: 10.2217/bmm.09.30

16. Kuwashiro T, Sugimori H, Ago T, Kuroda ], Kamouchi M, Kitazono
T. Predictive role of C reactive protein in stroke recurrence after
cardioembolic stroke: the Fukuoka Stroke Registry. BM] Open. (2013)
3:003678. doi: 10.1136/bmjopen-2013-003678

17. Miwa K, Tanaka M, Okazaki S, Furukado S, Sakaguchi M, Mochizuki H, et al.
Association between interleukin-6 levels and first-ever cerebrovascular events
in patients with vascular risk factors. Arterioscler Thromb Vasc Biol. (2013)
33:400-5. doi: 10.1161/ATVBAHA.112.300350

18. Ye Z, Zhang Z, Zhang H, Hao Y, Zhang J, Liu W, et al. Prognostic value of
C-reactive protein and homocysteine in large-artery atherosclerotic stroke: a
prospective observational study. J Stroke Cerebrovasc Dis. (2017) 26:618-26.
doi: 10.1016/j.jstrokecerebrovasdis.2016.11.016

19. Casas Al, Dao VT, Daiber A, Maghzal GJ, Di Lisa E Kaludercic
N, et al. Reactive oxygen-related diseases: therapeutic targets and
emerging clinical indications. Antioxid Redox Signal. (2015) 23:1171-85.
doi: 10.1089/ars.2015.6433

20. Frijhoff J, Winyard PG, Zarkovic N, Davies SS, Stocker R, Cheng D, et al.
Clinical relevance of biomarkers of oxidative stress. Antioxid Redox Signal.
(2015) 23:1144-70. doi: 10.1089/ars.2015.6317

21. Dayon L, Turck N, Garci-Berrocoso T, Walter N, Burkhard PR, Vilalta A, et al.
Brain extracellular fluid protein changes in acute stroke patients. ] Proteome
Res. (2011) 10:1043-51. doi: 10.1021/pr101123t

22. Richard S, Lapierre V, Girerd N, Bonnerot M, Burkhard PR, Lagerstedt L,
et al. Diagnostic performance of peroxiredoxin 1 to determine time-of-onset
of acute cerebral infarction. Sci Rep. (2016) 6:38300. doi: 10.1038/srep38300

23. Shichita T, Hasegawa E, Kimura A, Morita R, Sakaguchi R, Takada I,
et al. Peroxiredoxin family proteins are key initiators of post-ischemic
inflammation in the brain. Nat Med. (2012) 18:911-7. doi: 10.1038/nm.2749

Frontiers in Immunology | www.frontiersin.org

July 2020 | Volume 11 | Article 1403


https://doi.org/10.1016/S1474-4422(19)30034-1
https://doi.org/10.1016/S1474-4422(19)30030-4
https://doi.org/10.1056/NEJMoa1412981
https://doi.org/10.1111/ane.13093
https://doi.org/10.1016/S0140-6736(10)60834-3
https://doi.org/10.1016/S1474-4422(16)00114-9
https://doi.org/10.1161/hs1101.098151
https://doi.org/10.1016/S0140-6736(09)61717-7
https://doi.org/10.1016/j.cca.2015.11.027
https://doi.org/10.1016/j.atherosclerosis.2017.02.003
https://doi.org/10.1161/01.STR.0000029828.51413.82
https://doi.org/10.1161/01.STR.0000089920.93927.A7
https://doi.org/10.1111/j.1365-2796.2005.01514.x
https://doi.org/10.1111/j.1600-0404.2006.00715.x
https://doi.org/10.2217/bmm.09.30
https://doi.org/10.1136/bmjopen-2013-003678
https://doi.org/10.1161/ATVBAHA.112.300350
https://doi.org/10.1016/j.jstrokecerebrovasdis.2016.11.016
https://doi.org/10.1089/ars.2015.6433
https://doi.org/10.1089/ars.2015.6317
https://doi.org/10.1021/pr101123t
https://doi.org/10.1038/srep38300
https://doi.org/10.1038/nm.2749
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

Mengozzi et al.

CRP Predicts Further Ischemic Events

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Marti HH. Erythropoietin and the hypoxic brain. J Exp Biol. (2004) 207:3233-
42. doi: 10.1242/jeb.01049

Byts N, Siren AL. Erythropoietin: a multimodal neuroprotective agent. Exp.
Transl. Stroke Med. (2009) 1:4. doi: 10.1186/2040-7378-1-4

Ehrenreich H, Weissenborn K, Prange H, Schneider D, Weimar
C, Wartenberg K, et al. Recombinant human erythropoietin in the
treatment of acute ischemic stroke. Stroke. (2009) 40:e647-656.
doi: 10.1161/STROKEAHA.109.564872

Ehrenreich H, Kastner A, Weissenborn K, Streeter ], Sperling S, Wang KK,
et al. Circulating damage marker profiles support a neuroprotective effect
of erythropoietin in ischemic stroke patients. Mol Med. (2011) 17:1306-10.
doi: 10.2119/molmed.2011.00259

Tsai TH, Lu CH, Wallace CG, Chang WN, Chen SE Huang CR, et al.
Erythropoietin improves long-term neurological outcome in acute ischemic
stroke patients: a randomized, prospective, placebo-controlled clinical trial.
Crit Care. (2015) 19:49. doi: 10.1186/s13054-015-0761-8

Yao X, Wang D, Li H, Shen H, Shu Z, Chen G. Erythropoietin treatment
in patients with acute ischemic stroke: a systematic review and meta-
analysis of randomized controlled trials. Curr Drug Deliv. (2017) 14:853-60.
doi: 10.2174/1567201813666160822104813

Aberg ND, Stanne TM, Jood K, Schioler L, Blomstrand C, Andreasson U,
et al. Serum erythropoietin and outcome after ischaemic stroke: a prospective
study. BMJ Open. (2016) 6:¢009827. doi: 10.1136/bmjopen-2015-009827

van der Meer P, Voors AA, Lipsic E, Smilde TD, van Gilst WH, van
Veldhuisen DJ. Prognostic value of plasma erythropoietin on mortality in
patients with chronic heart failure. J Am Coll Cardiol. (2004) 44:63-7.
doi: 10.1016/j.jacc.2004.03.052

Kirkham FA, Rankin P, Parekh N, Holt SG, Rajkumar C. Aortic
stiffness and central systolic pressure are associated with ambulatory
orthostatic BP fall in chronic kidney disease. ] Nephrol. (2019) 33:317-24.
doi: 10.1007/s40620-019-00655-6

Takemura Y, Kakoi H, Ishida H, Kure H, Tatsuguchi-Harada Y, Sugawara
M, et al. Immediate availability of C-reactive protein and leukocyte count
data influenced physicians’ decisions to prescribe antimicrobial drugs
for new outpatients with acute infections. Clin Chem. (2004) 50:241-4.
doi: 10.1373/clinchem.2003.021956

Eikelboom JW, Hankey GJ, Baker RI, McQuillan A, Thom J, Staton J, et al.
C-reactive protein in ischemic stroke and its etiologic subtypes. J Stroke
Cerebrovasc Dis. (2003) 12:74-81. doi: 10.1053/jscd.2003.16

Terruzzi A, Valente L, Mariani R, Moschini L, Camerlingo M. C-reactive
protein and aetiological subtypes of cerebral infarction. Neurol Sci. (2008)
29:245-9. doi: 10.1007/s10072-008-0975-5

den Hertog HM, van Rossum JA, van der Worp HB, van Gemert HM, de
Jonge R, Koudstaal PJ, et al. C-reactive protein in the very early phase of acute
ischemic stroke: association with poor outcome and death. ] Neurol. (2009)
256:2003-8. doi: 10.1007/s00415-009-5228-x

Elkind MS, Luna JM, McClure LA, Zhang Y, Coffey CS, Roldan A, et al.
C-reactive protein as a prognostic marker after lacunar stroke: levels of
inflammatory markers in the treatment of stroke study. Stroke. (2014) 45:707-
16. doi: 10.1161/STROKEAHA.113.004562

Yeh ET, Willerson JT. Coming of age of C-reactive protein: using
inflammation markers in cardiology. Circulation. (2003) 107:370-1.
doi: 10.1161/01.CIR.0000053731.05365.5A

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

Cucchiara BL, Messe SR, Sansing L, MacKenzie L, Taylor RA, Pacelli
], et al. Lipoprotein-associated phospholipase A2 and C-reactive protein
for risk-stratification of patients with TIA. Stroke. (2009) 40:2332-6.
doi: 10.1161/STROKEAHA.109.553545

Hier DB, Foulkes MA, Swiontoniowski M, Sacco RL, Gorelick PB, Mohr JP,
et al. Stroke recurrence within 2 years after ischemic infarction. Stroke. (1991)
22:155-61. doi: 10.1161/01.STR.22.2.155

Hankey GJ, Jamrozik K, Broadhurst R], Forbes S, Burvill PW, Anderson CS,
et al. Long-term risk of first recurrent stroke in the perth community stroke
study. Stroke. (1998) 29:2491-500. doi: 10.1161/01.STR.29.12.2491

Hart RG, Pearce LA, Bakheet ME, Benavente OR, Conwit RA, McClure LA,
et al. Predictors of stroke recurrence in patients with recent lacunar stroke
and response to interventions according to risk status: secondary prevention
of small subcortical strokes trial. J Stroke Cerebrovasc Dis. (2014) 23:618-24.
doi: 10.1016/j.jstrokecerebrovasdis.2013.05.021

Pradhan AD, Manson JE, Rifai N, Buring JE, Ridker PM. C-reactive protein,
interleukin 6, and risk of developing type 2 diabetes mellitus. JAMA. (2001)
286:327-34. doi: 10.1001/jama.286.3.327

Festa A, D’Agostino R Jr, Tracy RP, Haffner SM. Elevated levels of acute-phase
proteins and plasminogen activator inhibitor-1 predict the development of
type 2 diabetes: the insulin resistance atherosclerosis study. Diabetes. (2002)
51:1131-7. doi: 10.2337/diabetes.51.4.1131

Sargin D, Friedrichs H, El-Kordi A, Ehrenreich H. Erythropoietin as
neuroprotective and neuroregenerative treatment strategy: comprehensive
overview of 12 years of preclinical and clinical research. Best Pract Res Clin
Anaesthesiol. (2010) 24:573-94. doi: 10.1016/j.bpa.2010.10.005

Grote Beverborg N, van der Wal HH, Klip IT, Voors AA, de Boer RA, van
Gilst WH, et al. High serum erythropoietin levels are related to heart failure
development in subjects from the general population with albuminuria: data
from PREVEND. Eur ] Heart Fail. (2016) 18:814-21. doi: 10.1002/ejhf.484
Shih AY, Li P, Murphy TH. A small-molecule-inducible Nrf2-
mediated  antioxidant response  provides effective  prophylaxis
against cerebral ischemia in vivo. ] Neurosci. (2005) 25:10321-35.
doi: 10.1523/JNEUROSCI.4014-05.2005

Satoh T, Okamoto SI, Cui J, Watanabe Y, Furuta K, Suzuki M, et al. Activation
of the Keap1/Nrf2 pathway for neuroprotection by electrophilic [correction of
electrophillic] phase II inducers. Proc Natl Acad Sci USA. (2006) 103:768-73.
doi: 10.1073/pnas.0505723102

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

The reviewer DA declared a past co-authorship with two of the authors MM
and PG to the handling editor.

Copyright © 2020 Mengozzi, Kirkham, Girdwood, Bunting, Drazich, Timeyin,
Ghezzi and Rajkumar. This is an open-access article distributed under the terms
of the Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal
is cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org

July 2020 | Volume 11 | Article 1403


https://doi.org/10.1242/jeb.01049
https://doi.org/10.1186/2040-7378-1-4
https://doi.org/10.1161/STROKEAHA.109.564872
https://doi.org/10.2119/molmed.2011.00259
https://doi.org/10.1186/s13054-015-0761-8
https://doi.org/10.2174/1567201813666160822104813
https://doi.org/10.1136/bmjopen-2015-009827
https://doi.org/10.1016/j.jacc.2004.03.052
https://doi.org/10.1007/s40620-019-00655-6
https://doi.org/10.1373/clinchem.2003.021956
https://doi.org/10.1053/jscd.2003.16
https://doi.org/10.1007/s10072-008-0975-5
https://doi.org/10.1007/s00415-009-5228-x
https://doi.org/10.1161/STROKEAHA.113.004562
https://doi.org/10.1161/01.CIR.0000053731.05365.5A
https://doi.org/10.1161/STROKEAHA.109.553545
https://doi.org/10.1161/01.STR.22.2.155
https://doi.org/10.1161/01.STR.29.12.2491
https://doi.org/10.1016/j.jstrokecerebrovasdis.2013.05.021
https://doi.org/10.1001/jama.286.3.327
https://doi.org/10.2337/diabetes.51.4.1131
https://doi.org/10.1016/j.bpa.2010.10.005
https://doi.org/10.1002/ejhf.484
https://doi.org/10.1523/JNEUROSCI.4014-05.2005
https://doi.org/10.1073/pnas.0505723102
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

	C-Reactive Protein Predicts Further Ischemic Events in Patients With Transient Ischemic Attack or Lacunar Stroke
	Introduction
	Materials and Methods
	Ethics Statement
	Clinical Measurements
	Participants
	ELISAs
	Statistical Analysis

	Results
	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	References


