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Abstract N
Anticoagulant treatment increases the risk of intracerebral hemorrhage (ICH), but whether the treatment, more specifically non- |
vitamin K oral anticoagulants (NOACs), increases the risk of cerebral microbleeds (CMBs) remains uncertain. We performed this
study to investigate the development of new CMBs due to NOACs or warfarin treatment in patients with atrial fibrillation (AF).

We prospectively recruited AF patients before anticoagulation from June 2016 to June 2018. We performed susceptibility-
weighted imaging (SWI) examinations on all enrolled AF patients and re-examined SWI 1 year later. We compared demographic
features and new CMBs between the NOACs group and the warfarin group. Univariate analysis of clinical factors was performed
according to the development of new CMBs; and age, a HAS-B(L)ED score, warfarin use, and the presence of baseline CMBs were
then selected for inclusion in the multivariate logistic regression model.

A total of 72 AF patients were recruited, 29 of whom were assigned to the NOACs group and 43 to the warfarin group. Finally, 1
patient in the NOACs group (3.4%) and 9 patients (20.9%) in the warfarin group developed new CMBs after 1 year follow-up (P=.08).
Univariate analysis showed that age, a HAS-B(L)ED score >4, the presence of baseline CMBs were associated with the development
of new CMBs (P < .05). And multivariate regression analysis showed baseline CMBs (P=.03, odds ratio=6.37, 95% confidence
interval 1.15-35.36) was independently related to the increase in new CMBs.

AF patients treated with NOACs may have a decreased trend in the development of new CMBs compared with those treated with
warfarin. Baseline CMBs increased the frequency of new CMBs during anticoagulant treatment. The development of new CMBs in AF

patients with anticoagulation requires further longitudinal studies with longer follow-up in larger samples.

Abbreviations:

susceptibility-weighted imaging.
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AF = atrial fibrillation, CMBs = cerebral microbleeds, FLAIR = fluid-attenuated inversion recovery, ICH =
intracerebral hemorrhage, INR = international standard ratio, LA = leukoaraiosis, NOACs = non-vitamin K oral anticoagulants, SWI
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1. Introduction

Atrial fibrillation (AF) is a common type of cardiac arrhythmia,
with an incidence that increases with age.''! The prevalence rate
of older people over 80 years is about 7.5%.%! Furthermore, AF is
a strong risk factor for ischemic strokes. The risk of AF-related
stroke is 5 times that of the general population, and about 25% of
ischemic stroke originates from AF.>** Oral anticoagulation can
effectively reduce the incidence of ischemic stroke in AF patients,
and various guidelines recommend prompt utilization of anti-
coagulation therapy to prevent ischemic stroke in AF patients.!>*°!
Nowadays, warfarin and non-vitamin K antagonist oral anti-
coagulants (NOAC:s) are the 2 main kinds of anticoagulants used
for cardiogenic embolism prevention. The latter are novel oral
anticoagulants and are used widely for their efficacy and
convenience. However, oral anticoagulants increase the risk of
bleeding, including minor bleeding of the skin or gums, as well as
severe bleeding, such as intracranial hemorrhages (ICHs). ICH
complications from anticoagulation cause death or disability in
75% of ICH patients.[”! Therefore, the prevention of ICH in
patients on anticoagulation is important. Furthermore, it is also
necessary to identify the risk factors of bleeding.

Cerebral microbleeds (CMBs) appear as small, round or ovoid,
hypointense lesions on T2*gradient-recalled echo-weighted or
susceptibility-weighted imaging and have been proven to be
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associated with future intracranial hemorrhage.!®! Studies in ICH
patients with MRI showed that the prevalence of CMBs ranged
from 23% to 90%.'% Moreover, it was observed that the
presence of more than 5 CMBs was closely related to the
development of ICH,!*"! and CMBs were seen as a risk factor for
subsequent ICH among patients. A meta-analysis showed CMBs
increased more in warfarin users than in non-antithrombotic
users,'? and the presence of CMBs was associated with a
subsequent ICH in warfarin users.!"3! Some large sample-based
studies have confirmed that the incidence of ICH during NOACs
treatment was lower than that during warfarin treatment.!**1°!
However, we know little about the CMBs in NOACs users with
AF. A small sample study that utilized gradient echo T2*weighted
imaging (T2*WI) suggested that NOACs do not increase CMBs
in AF patients.['®! Recently, the CMB-NOW Study showed that
the proportion of increase in the number of CMBs with NOACs
treatment was lower than that in warfarin treatment.'”’
However, the patients recruited in these studies were mainly
afflicted with ischemic stroke, and the development of CMBs in
non-ischemic stroke patients was not investigated. Moreover,
CMB was detected by T2*WI in these studies, and there is
evidence reporting that susceptibility-weighted imaging is more
sensitive than T2*WI in a number of different patient cohorts
with CMBs.["® The association between the use of anticoagulant
drugs and the risk of development of CMBs remains uncertain.
Thus, in this study, we aimed to investigate the development of
new CMBs in NOACs patients compared with warfarin users.

2. Methods

2.1. Patient enrollment

AF patients who were admitted to the Neurology or Cardiovas-
cular department of Zhejiang Hospital who needed anti-
coagulation were enrolled consecutively from June 2016 to
June 2018. AF was defined as a pre-existing AF or one that was
newly detected on an electrocardiogram or by continuous cardiac
rhythm monitoring. The inclusion criteria were:
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(1) age over 40years;

(2) met the diagnostic criteria for AF;
(3) CHA,DS,-VASc score >2;

(4) never had anticoagulant therapy.

Exclusion criteria were:

(1) patients diagnosed with valvular AF;

(2) anticoagulant contraindications, such as coagulation dys-
function, gastrointestinal bleeding, amyloidosis, and so on.

(3) patients who refused anticoagulation therapy;

(4) patients that were unable to undergo MRI scan due to metal
implants, claustrophobia, or some other reason;

(5) patients with no baseline CMBs, as the development of new
CMBs was confirmed by comparing follow-up CMBs to
baseline CMBs, and baseline CMBs may also be a
confounding factor that should be excluded or adjusted in
2 groups.

(6) patients refused to participate in the study.

A baseline MRI assessment was performed before anti-
coagulation. Warfarin or NOACs were prescribed according
to the patient’s liver and kidney function, economic conditions,
and personal will. Patients in the warfarin group were treated
with an adjusted dose of warfarin that made the INR
(international standard ratio) between 2 and 3, while patients
taking dabigatran or rivaroxiban were assigned into the NOACs
group. A second MRI assessment was performed after anti-
coagulation at around 1 year+ 1 month. The number of CMBs
that changed after anticoagulation was analyzed in the enrolled
patients who had AF. A total of 207 patients were eligible for
inclusion, while 93 patients were excluded as they fit the
exclusion criteria. Among the remaining 114 patients, 10 patients
discontinued anticoagulant therapy, 25 patients were lost to
follow-up, and 7 patients did not undergo a second MR after 1
year. Finally, 72 patients completed the study (Fig. 1), and all
patients signed the informed consent for the study. The entire
study was approved by the Ethical Review Board (No. 2016-C-
42) of the Zhejiang Hospital.

AF patients eligible for inclusion

n=207

Patients excluded:
Valvular AF patients: n =8
» Anticoagulant contraindications: n =16

Patients remained atter exclusion

n=114

Patients refused anticoagulation: n =31
Unable to take MR: n =27
Patients refused study: n =11

. Patients lost follow-up: n =25

3

Patients completed the study
n=72

" Patients did not complete second MR: n =7
Patients stopped anticoagulation: n =10

Patients in NOACs group

n=29

Patients in warfarin group

n=43

Figure 1. Flow chart of the study population.
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2.2. Definition of variables

Hypertension was defined as having a systolic blood pressure
>140mm Hg, or a diastolic blood pressure >90mm Hg, or the
current use of antihypertensive agents based on the WHO
hypertension definition. Diabetes mellitus was defined as having a
twice fasting plasma glucose levels >126 mg/dL (7.0 mmol/L), a
random plasma glucose >200mg/dL (11.1mmol/L), or the
current use of anti-diabetic agents based on the ADA guidelines.
Hypercholesterolemia was defined as having a total cholesterol
level >240mg/dL or the current use of a lipid-lowering
medication. Chronic kidney disease was defined as having an
estimated glomerular filtration rate level of less than 60 mL/min/
1.73m? and/or overt albuminuria continuing longer than 3
months. Stroke was defined as a history of ischemic or
hemorrhage stroke with neurological deficits. Coronary disease
was defined as a history of myocardial infarction or acute
coronary syndrome. Congestive heart failure was defined as
previously diagnosed by a cardiovascular specialist. A history of
smoking was coded if the patient was a current smoker or an ex-
smoker who had quit smoking within 5years of admission.
Alcohol was set as current consumption that reached 300 g/week.
Antiplatelet treatment was defined as aspirin or clopidogrel
treatment. HAS-B(L)ED score was a cumulative score, including
hypertension, abnormal renal and/or liver function, previous
stroke, bleeding history or predisposition, labile INR (if on
warfarin), elderly age, use of drugs (antiplatelet or NSAIDs), and/
or excessive alcohol intake.!”!

2.3. MRI protocol

Imaging of the brain was performed on 3.0T MRI scanners
(Siemens, Skyra) with a standard head coil. The image protocol
included T1-weighted, T2-weighted, fluid-attenuated inversion
recovery (FLAIR), and susceptibility weighted imaging (SWI).
The T1-weighted sequence parameters were as follows: TR, 1600
ms; TE, 9ms; field of view, 220 mm; matrix, 240 x 320; slice
thickness, Smm; interslice gap, 1.5mm. The T2-weighted
sequence parameters were as follows: TR, 4210ms; TE, 89 ms;
field of view, 220 mm; matrix, 384 x 384; slice thickness, 5 mm;
interslice gap, 1.5 mm. The fluid-attenuated inversion recovery
sequence parameters were as follows: TR, 8000 ms; TE, 97 ms;
field of view, 220 mm; matrix, 240 x 320; slice thickness, 5 mm;
interslice gap, 1.5 mm. SWI sequence parameters were as follows:
sequence, TR, 27 ms; TE, 20 ms; flip angle, 15°; field of view, 220
mm; matrix, 223 x 256; slice thickness, 1.5 mm; interslice gap,
0.3 mm. Minimum intensity projection (MinIP) was used on post
processing of SWIL

CMBs were defined as punctuate, hypointense lesions <10 mm
in size located in the lobar (cortex, subcortex, and white matter),
deep (basal ganglia and thalamus), or infratentorial (brain stem
and cerebellum) regions on SWI. Hypointense lesions considered
as iron or calcium deposits, bone, or vessel flow were excluded.
The number of CMBs over the whole brain was counted
separately by 2 trained observers who were blinded to the clinical
information. Leukoaraiosis (LA) in our study was assessed based
on the FLAIR imaging according to the Fazekas’ scale.*”!

2.4. Statistical analysis

Statistical analyses were performed using SPSS version 21.0
software (Chicago, IL). Chi-squared (x2) tests or Fisher’s exact
tests were used to analyze categorical variables, and continuous
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variables were analyzed using # tests or Mann—-Whitney tests for
group comparisons. The odds ratio (OR) and 95% confidence
interval (CI) of the development of CMBs was obtained using
logistic regression analysis. Age, sex, vascular risk factors,a HAS-
B(L)ED score >4, leukoaraiosis, warfarin use, and the presence of
baseline CMBs were tested by univariate analysis. Then age, a
HAS-B(L)ED score >4, warfarin use, and the presence of baseline
CMBs with P value less than .1 were entered into multivariate
logistic regression analysis. A P value of <.05 was set as the
threshold of statistical significance.

3. Results

A total of 72 patients were recruited into this study, with 45 males
(62.5%). A total of 29 AF patients were in the NOAC group
including 2 who were treated with dabigatran 300 mg/day, 19
with dabigatran 220 mg/day, 5 with rivaroxaban 15 mg/day, and
3 with rivaroxaban 10mg/day. The other 43 patients in the
warfarin group and the dose of warfarin administered depended
on the INR of each patient. The mean follow-up time was 373 +
12 days. Baseline CMBs was detected by SWI scanning in 18
patients (25 %) before anticoagulation. Among these patients, 10
(13.9%) developed new CMBs after 1 year (Fig. 2), while 7 of
them already had CMBs before anticoagulation. No patient
developed symptomatic intracranial hemorrhage.

The demographic, evaluating score, and clinical and radiolog-
ical characteristics of the patients in the NOACs and warfarin
groups are presented in Table 1. There were no significant
differences between the 2 groups in terms of age, sex, antiplatelet
treatment, and baseline CMBs numbers. There were also no
statistical differences in risk factors, including hypertension,
diabetes mellitus, hypercholesterolemia, coronary heart disease,
congestive heart failure, alcohol, smoking, ischemic stroke or
hemorrhage history, and chronic kidney disease. Among all the
risk factors, hypertension was the most common in both groups
(62.1% vs 55.8%, P=.597). HAS-B(L)ED scores in these 2
groups were also not significantly different. A total of 9 (20.9%)
patients developed new CMBs in the warfarin group, which was
greater than in the NOACs group (1; 3.4%). However, no
significant difference was observed in these 2 groups (P=.08).

Univariate and multivariate logistic regression analysis
regarding the development of the CMBs are presented in Table 2.
The P value of age >75 years, HAS-B(L)ED score >4, and
warfarin and baseline CMBs were <.1. A multivariate regression
analysis with these 4 factors above showed that the baseline
CMBs (P=.034, OR 6.37, 95% CI 1.15-35.36) were indepen-
dently related to the new development of CMBs.

4. Discussion

This is a longitudinal prospective study of the risk of occurrence
of CMBs as influenced by the administration of NOACs or
warfarin in patients with NVAF. In our study, the rate of
development of new CMBs of patients undergoing anticoagulant
treatment was 13.9%. This is similar to some longitudinal studies
that have reported a rate of 10.5% to 13%."*! Compared to
patients without anticoagulant treatment in a community-based
Rotterdam study,?*! the incidence of new CMBs was higher in
the patients in this study. Postmortem histological analyses found
focal effusions of intact erythrocytes in the CMBs that were
detected on MRL?®! Thus, we hypothesize that anticoagulants
may accelerate red blood cell extravasation by disrupting
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Figure 2. A 72-year-old AF patient with CMB in the right cerebellum before anticoagulant treatment (A). A new CMB had developed after 1 year of warfarin use (B).

hemostatic mechanisms, contributing to the formation and
accumulation of CMBs among anticoagulant patients./*"!
However, the mechanism of how CMBs are affected by
anticoagulants remains unclear; therefore, more studies, espe-
cially animal studies, are needed.

Furthermore, we found that the rate of development of new
CMBs in the NOACs group (3.4%) was lower than in the
warfarin group (20.9%). However, no observable differences
were found between these 2 groups. This may be due to the small
sample size in our study. Soo et al’**! reported that there was no
significant correlation between the duration of NOAC exposure
and the quantity of CMBs. Furthermore, Lioutas et al’®®! found
that the median CMB number was significantly lower in patients
who developed a NOACs-related ICH than in warfarin-related
cases (2 vs 7). A meta-analysis regarding anticoagulants and
CMBs also found no association for NOACs.!*”! However, these

AF patients’ characteristics in the NOAC group compared with the
warfarin group.

Characteristic NOACs (n=29) Warfarin (n=43) P

Age (mean+ 3D, yr) 71.93+13.47 7314+9.14 651
Female 10 (34.5%) 17 (39.5%) 664
Hypertension 18 (62.1%) 24 (55.8%) 597
Diabetes mellitus 5 (17.2%) 10 (23.3%) 538
Hypercholesterolemia 12 (41.4%) 14 (32.6%) 445
Coronary heart disease 15 (51.7%) 18 (41.9%) 410
Congestive heart failure 4 (13.8%) 9 (20.9%) 440
Alcohol 7 (24.1%) 13 (30.2%) 571
Smoking 8 (27.6%) 16 (37.2%) .396
Ischemic stroke history 16 (55.2%) 23 (53.5%) .888
Hemorrhage history 4 (13.8%) 1 (2.3%) 160
Chronic kidney disease 6 (20.7%) 7 (16.3%) 633
Leukoaraiosis 8 (27.6%) 15 (34.9%) 515
Antiplatelets 7 (24.1%) 14 (32.6%) 441
HAS-B(L)ED (median) 3 3 .091
Baseline CMBs 6 (20.7%) 12 (27.9%) 488
New CMBs 1 (3.4%) 9 (20.9%) 079

CMBs =cerebral microbleeds, HAS-B(L)ED = hypertension, abnormal renal and/or liver function,
previous stroke, bleeding history, or predisposition, labile INR, elderly age, drugs and/or alcohol
excess, NOACs = non-vitamin K oral anticoagulants.

studies were mainly retrospective studies, and more longitudinal
studies on how new CMBs develop are still needed. The CMB-
NOW study,™”" as one of the longitudinal studies, reported the
proportion of AF patients with an increased number of CMBs
were 28.6% and 66.7% in NOACs and warfarin groups,
respectively. Although this study lacked statistical comparisons
between the 2 groups because of the small sample size and the
presence of recruited patients who had at least 1 CMB, the trend
of development of new CMBs was consistent with our study.
Moreover, another study!® reported that CMBs did not develop
in 23 patients with NOAC:s for 1 year, and that the rate of new
CMBs was significantly lower than in patients treated with
warfarin (23.8%). Thus, we speculate that NOACs may have less
effect on the development of CMBs. However, we still need
further studies with a larger-sample size for confirmation.

In the present study, the baseline CMBs of AF patients before
anticoagulation was 25%. This is significantly associated with
the development of CMBs according to multivariate logistic
regression analysis. CMBs are the radiological manifestation of
hemosiderin deposits that had leaked from damaged small
vessels!*®! and are highly associated with small vessel disease,
intracranial hemorrhage, and dementia.”*”! In previous longitu-
dinal studies, patients with CMBs at baseline were at risk of
developing new CMBs, but these studies mainly investigated
patients with stroke, dementia, and cerebral amyloid angiop-
athy.’732] There was 1 study that found that AF patients with
CMBs at baseline developed significantly more new CMBs than
patients without CMBs at baseline during warfarin treatment.!*!!
Thus, baseline CMBs may have an important influence on the
development of subsequent CMBs in anticoagulant patients.
Clinicians need to pay more attention to baseline CMBs before
anticoagulation treatment, and CMBs should be screened by SWI
may be beneficial for AF patients before anticoagulation
treatment.

Our study expounds the roles of warfarin and NOACs in the
development of CMBs and provides new evidence for the
bleeding risk of anticoagulant therapy. However, our study has
several limitations. First, our study is a single-center study
comprising a few participants; thus, generalizing the results to all
anticoagulant patients with AF must be done with caution.
Moreover, we will continue to recruit more AF patients for future
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Univariate and multivariable logistic regression analyses for new CMBs.

Univariate Multivariate
Variates P OR (95% Cl) P OR (95% CI)
Age >75 yr .020 12.46 (1.49-104.51) 189 5.08 (0.45-57.39)
Female .383 1.82 (0.47-6.97)
Hypertension 151 3.29 (0.65-16.78)
Diabetes mellitus 944 0.94 (0.18-4.99)
Hypercholesterolemia 330 1.95 (0.51-7.51)
Coronary heart disease 11 3.23 (0.76-13.698)
Congestive heart failure 485 0.46 (0.05-4.01)
Alcohol .358 1.92 (0.48-7.67)
Smoking 124 0.19 (0.02—1.58)
Ischemic stroke history 287 2.19 (0.52-9.25)
Hemorrhage history .685 1.61 (0.16-16.09)
Chronic kidney disease 299 2.23 (0.49-10.11)
Leukoaraiosis 196 2.44 (0.63-9.48)
HAS-B(LED >4 022 5.14 (1.27-20.82) 317 2.45 (0.42-14.13)
Warfarin .065 7.41 (0.89-62.10) 077 7.81 (0.80-76.08)
Baseline CMBs .002 10.82 (2.41-48.55) .034 6.37 (1.15-35.36)

CMBs = cerebral microbleeds, HAS-B(L)ED = hypertension, abnormal renal and/or liver function, previous stroke, bleeding history, or predisposition, labile INR, elderly age, drugs and/or alcohol excess.

studies. Second, the NOACs and warfarin groups were not
divided randomly, and patients in the NOACs group received
either dabigatran or rivaroxaban. These factors may all lead to
selection bias and may have influenced the outcome. Because of
the small sample size, we are currently unable to reduce this bias
through subgroup analysis; however, it can be achieved by
increasing the sample size in future studies. Third, the follow-up
time in our study was 1 year, and it remains uncertain if a longer
duration of NOAC or warfarin treatment may affect the
development of CMBs in AF patients; hence, we will follow
up patients in further studies for longer periods.

In conclusion, AF patients treated with NOACs may have a
decreased rate of development of new CMBs compared with
those treated with warfarin. The presence of baseline CMBs was
associated with an increased number of new CMBs during
anticoagulant treatment. Larger longitudinal studies with longer
follow-up are needed to confirm the development of new CMBs
in AF patients with anticoagulation.
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