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Abstract

Objective: The rate of acquired von Willebrand disease (aVWD) among myeloproliferative patients is substantial
enough to merit serious consideration, as it is thought to play a role in hemorrhage. We aimed to investigate the rate of
acquired von Willebrand disease (aVWD) in chronic myeloproliferative disorders (MPD)

Materials and Methods: The present study was conducted prospectively on 70 patients admitted to hematology clinic.
Complete blood count, PT, aPTT, vVWF:Ag level, VWF:RCoF test, and factor VIII levels were analyzed for all patients.
A finding of VWF:RCoF / Ag < 0.7 was accepted as predisposition to aVWD.

Results: Of the patients, 33 (47.1%) were male, 37 (52.8%) were female, and the mean age was 50 + 16.25. We detected
aVWD in 19 (VWF:RCoF / Ag test < 0.7) (28%) of the 70 patients in the study group. Predisposition to aVWF was
present in 7 of the 16 patients in the ET group(43.7%), in 4 of the 11 PV patients (36%), and in 8 of the 43 CML patients
(18.6%). There was no statistically significant difference in the presence of aVWD between the three disease groups (p:
0.079).

Conclusion: The underlying mechanism of aVWD is still not fully resolved. Myeloproliferative diseases are one of the
few diseases that can cause avWS. It should be kept in mind that aVWD may play a role in pathogenesis in people with

chronic myeloproliferative disease, especially in cases of hemorrhage occurring in ET and PV patients.
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Introduction

Acquired von Willebrand disease (aVWD) is a bleeding
diathesis disorder associated with von Willebrand factor
(VWF) deficiency or functional failure as a result of
underlying disease. These underlying diseases have been
found to be primarily monoclonal gammopathies,
lymphoproliferative diseases, myeloproliferative diseases,
autoimmune disorders, solid tumors, infectious diseases,
heart valve diseases, or other unidentifiable conditions (1).
People diagnosed with aVWD do not have a family history
of the disease and have complaints of bleeding that
develops subsequent to other conditions. The type of
underlying disease is closely related to the severity of VWF
deficiency and the general condition of the patient (2).

Chronic myeloproliferative disorders (CMD) such as
polycythemia vera (PV), essential thrombocytosis (ET),
and chronic myeloid leukemia (CML) may co-occur with
aVWD, although such cases are rare. In aVWD, which
develops secondary to chronic myeloproliferative disorders,

critical deficiencies in the molecular structure of VWF are
seen; this is thought to cause bleeding problems (3). CMDs
are characterized by normal factor VIII (FVIII) and VWF
antigen (VWF:Ag) levels; however, ristocetin cofactor
activity (VWF:RCoF) and collagen binding activity
(VWF:CBA) are decreased. The increased cell burden in
CMD patients predisposes them to aVWD. In CMD, the
normally large multimeric and functional VWF structure is
either absorbed by malignant of hyperproliferative cells or
undergoes proteolysis. The result is the development of
VWE structures separated into small fragments that are less
functional in the hemostatic system (4).

CMD is also implicated in a number of developing
antibodies as well as increased clearance and proteolysis
resulting from degeneration in the VWF structure. In
people with aVWD, the structure of VWF in the multimeric
structure has been observed to decrease.
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These antibodies increase the breakdown of large VWF
multimers in circulation or lead to proteolysis by making
them more sensitive. This situation is related to VWF
production and the reduction in binding of the VWF
produced to cells. As a result of this extensive paucity of
production, malfunctioning, and proteolysis, aVWD
develops (5). This is also encountered in cases of clonal
lymphoproliferative and autoimmune diseases (e.g.,
systemic lupus erythematosus). Although laboratory
findings resemble the hereditary type of von Willebrand
disease, the absence of bleeding abnormalities in patients’
pasts and the lack of a family history support a diagnosis of
avVWD (6).

Only a few studies have reported on the association of
aVWD with myeloproliferative diseases. In this study, we
aimed to identify the presence of acquired von Willebrand
disease in  patients  diagnosed  with  chronic
myeloproliferative disease.

Materials and methods

This single-center study was conducted prospectively at the
department of hematology. Patients diagnosed with CMD
who agreed to participate were recruited into the study.
Informed consent was obtained in writing from all
participants. Ethical approval was granted by medical
faculty clinical research ethics board (07/03/2017, decision
no: 002). The present study was supported by the university
scientific research projects department (SRP). Patients
diagnosed with bleeding disorders prior to CMD diagnosis
were not included in the study. Complete blood count
(CBC), prothrombin time (PT), active partial
thromboplastin time (aPTT), VWF:Ag level, VWF:RCoF
test, and FVIII levels were analyzed for all patients. A
finding of VWF:RCoF / Ag < 0.7 was accepted as
predisposition to aVWD.

For complete blood count, venous blood was placed in
tubes containing ethylenetetraacetic acid and analyzed
using an Abbot Cell-Dyn 3700 automated blood count
machine. For analysis of VWF:Ag, PT, and aPTT levels,
venous blood samples were placed into tubes containing
sodium citrate. STA-Compact and STA-R Evolution brand
autoanalyzer commercial Kits were used to test VWF:Ag
and FVIII levels. PT and aPTT levels were analyzed using
the Dade Behring BCS XP system. Ristocetin cofactor
levels were tested using the ELISA method and the Helena
AggRAM analyzer.

Statistical Method: Descriptive statistics for continuous
variables in the study were expressed as mean, standard
deviation, minimum, and maximum values, while
categorical variables were expressed as number and
percentage. One-way analysis of variance (ANOVA) was
performed to compare group averages in terms of
continuous variables. Following analysis of variance, the
Duncan test was used to identify the different groups.
Pearson correlation coefficients were calculated separately
for the groups in determining the relationship between
these variables. The Chi-square test was conducted to
determine the relationship between groups and categorical
variables. A p value lower than 0,05 was accepted as
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statistically significant, and the SPSS statistical package
program (version 20.0) was used for the calculations.

Results

The median age of all 70 patients studied was 51.18 *
16.47. Of the patients, 33 (47.2%) were male (mean age
50.67 + 15.13) and 37 (52.8%) were female (mean age
49.56 + 17.31). Sixteen (22.8%) of the patients had a
diagnosis of ET, 11 (15.8%) had PV, and 43 (61.4%) had
CML. No significant difference in age with respect to the
type of diagnosis was found (p: 0.082). There was no
statistically significant difference in age between the sexes
when mean ages of all patients were compared on the basis
of gender (p: 0.79) (Table 1). In terms of gender
distribution, no statistically significant difference between
the overall disease groups was observed (p = .498) except
PV group that number of female patients were higher (p:
0.009). In the present study, predisposition to aVWD was
found in 7/16 (43.7%) of the ET patients, in 4/11 of the
PV patients (36.3%), and in 8/43 of the patients with CML
(18.6%). There was no statistically significant difference
between the three disease groups with regard to the
presence of aVWD (p: 0.079). The distribution of the red
blood cell numbers(RBCs), hemoglobin levels, platelets
numbers, mean corpuscular volume (MCV), and hematocrit
values in the patients hemogram samples were evaluated
for all three disease groups (PV, ET, and CML). RBCs
were significantly higher in PV patients than in ET and
CML patients (p: 0.01). Hemoglobin values were
significantly higher in PV patients compared with CML
patients (p: 0.004). The difference in hematocrit levels
between the three disease groups was also significant; the
highest hematocrit value was found in PV and the lowest
value was observed in CML patients (p: 0.001). Platelets
values were higher in ET patients than in PV and CML (p:
0.001), significantly. Similar MCV values were obtained
for all three groups (p: 0.320).

Values for VWF:Ag, VWF:RCoF, RCoF/VWF (ratio),
aPTT and FVIIlI (%), are showed in Table Il. The
VWEF:RcoF was significantly lower in ET and PV than in
CML patients (p: 0.009). Values for aPTT were
significantly higher in the ET and PV groups compared
with CML (p: 0.001). For other values, no significant
difference between the disease groups was found (p< 0.05).
Correlation relationship between VWF:Ag, aPTT, FVIII
(%), RCoF, RCoF/VWF ratio measurements and
hemogram parameters values are shown in Table I11. There
was a statistically significant negative correlation between
platelets levels and RCoF measurements (p< 0.01). There
was a significant positive correlation between VWF:Ag and
FVIII (%) (p< 0.001), and a significant negative correlation
was found between VWF:Ag and RCoF/VWF (p< 0.01).
The negative correlation between the RCoF/VWF:Ag ratio
and FVIII was statistically significant (p< 0.05). A
significant negative correlation was observed between
FVIIl  and RBCs, aPTT, and RCoF/VWF:Ag
measurements, the positive correlation between FVIII and
VWF:Ag was significant (p: 0.01). There was no
significant correlation between FVIII and hemoglobin,
hematocrit, platelets, and RCoF measurements (p> 0.05).
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Table 1. Patients characteristics and distribution of disease subtype to gender and age

Parameters

CMD patients, n
ET
PV
CML

Gender
Male
Female

Number of patients, (%)

70
16 (22.8)
11 (15.8)
43 (61.4)

33 (47.2)
37 (52.8)

Mean Age = SD

50.18 + 16.47
53.19 £ 17.40
58.45 £8.75
47.07 £16.63

50.67 +15.13
49.56 +17.31

23-86
23-77
24 - 86
40 - 68

23 -86
26 - 86

P value

0.082

0.79

CMD: Chronic Myeloproliferative Disorders, PV: Polycythemia Vera, ET: Essential Thrombocytosis, CML: Chronic Myeloid Leukemia

Table 2. Analysis of VWF:Ag, VWF:RCoF, RCoF/VWF, aPTT, FVIII (%) values by disease group

Parameters

ET
PV
CcML
FVIII (%)
ET
PV
CML

Von Willebrand ristocetin cofactor (%)

ET
PV
CML

Ristocetin cofactor / von Willebrand Ag (%)

ET
PV
CML

Activated partial thromboplastin time (s)

ET
PV
CML

116.06
123.00
116.06

80.75
70.36
81.49

78.90a*
72.54a*
102.30b*

0.808
0.729
1.313

34.44a*
33.49a*
30.37b*

71.767
58.346
49.377

55.213
43.470
41.838

35.01
23.05
35.27

0.401
0.448
1.160

4.052
2.767
1.850

Min- Max.

31-328
47 - 253
20-258

15-254
4 - 156
27 - 242

33-177
46 - 126
44 - 232

0.32-1.99
0.27-1.86
0.33-6.26

25.9-40.3
29.9 -38.8
26.4 -33.8

p value
Von Willebrand Ag (%)

0.57

0.76

0.009

0.078

0.001

PV: Polycythemia Vera, ET: Essential Thrombocytosis, CML: Chronic Myeloid Leukemia *There is a significant difference between patient groups

with different letters, but no significant difference between groups assigned the same letter.

Table 3. Correlation relationship between VWF:Ag, aPTT, FVIII (%), RCoF, RCoF/VWF ratio measurements and hemogram

parameters

Parameters

Platelets - aPTT

Platelets - VWF:Ag
Platelets - FVIII

Platelets - RCoF

Platelets - RCoF/VWF:Ag
VWF:Ag - aPTT

VWF:Ag - FVIII

VWF:Ag - RCoF

VWF:Ag - RCoF/VWF:Ag
RCoF/VWF:Ag - WBCs
RCoF/VWF:Ag - RBCs
RCoF/VWF:Ag - hemoglobin
RCoF/VWF:Ag - hematocrit
RCoF/VWF:Ag - aPTT
RCoF/VWF:Ag - FVIII

FVIII - WBCs
FVIII - RBCs
FVIII - aPTT

FVIII - RCoF

r
0.427**
0.015
-0.062
-0.383**
-0.210
-0.13
0.630**
0.154
-0.549**
-0.15
-0.16
-0.15
-0.19
-0.072
-0.243*
-0.15
-0.243*
-0.374**
0.161

**:p<.01, *: p<.05, r:correlation coefficient
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Discussion

The von Willebrand factor is a factor in the construction of
large multimeric glycoproteins, which have two important
functions in the hemostatic process. The first of these is to
function as a bridge for thrombocyte adhesion in places
where there is vascular damage, while the second is to
support thrombocyte aggregation. At the same time, VWF
also contributes to hemostasis by transporting FVIII in the
circulation and prolonging its half-life (7). Acquired von
Willebrand disease is a bleeding diathesis caused by a
deficiency of VWF or functional impairment due to
disease. Although rare, aVWD may be associated with PV,
ET, and CML. The most common subtype of aVWD in
myeloproliferative disorders is ET (8). Tests for routine
VVWEF deficiency should be performed in such cases. These
tests are VWF:Ag, VWF activity, VWF:RCoF, multimer
analysis, and collagen binding activity tests (9). In the
present study, patients were evaluated by comparing the
ratios calculated from VWF:Ag and VWF: RcoF test values
and other parameters.

The VWF multimers test is considered the gold standard for
diagnosing aVWD. When VWF:RCoF/Ag or VWF:CB/Ag
values are at normal levels, the quality of this test as an
indicator is enhanced. Under normal conditions,
VWEF:RCoF and VWF:Ag are in proportion; in this case
their ratios are generally accepted as "1". However, change
in the multimeric structure results in a decrease to levels
below 0.6 or 0.7 due to inhibitors that could not be
completely immobilized, thus leading to avVWD (5).
Castaman et al. conducted a study of 10 PV, 11 ET, and 8
CML patients. For PV patients they reported the following
mean values: platelets were 568x103/uL, VWF:Ag was
167%, VWF:RCoF was 103%, and a VWF: RcoF/Ag ratio
was of 0.66. The mean platelet for ET patients were
997x103/uL, VWF:Ag was 138%, VWF:RcoF was 85%,
and the VWF:RcoF/Ag ratio was 0.61 (10). Their findings
for CML patients were a mean platelets of 334x103/uL,
VWF:Ag 248%, VWF:RcoF 157%, and the VWF:RcoF/Ag
ratio was 0.64 (10). In our study, for patients diagnosed
with PV (11 cases), the mean platelets were 337x103/uL,
VWF:Ag was 110%, VWF:RCoF was 72%, and
VWF:RcoF/Ag was 0.77. The mean platelets for our
patients with ET (16 cases) were 572x103/uL, VWF:Ag
was 116%, VWF:RCoF was 78%, and the VWF:RcoF/Ag
ratio was 0.80, while those values for patients with CML
(43 cases) were 222x103/uL, 104%, 102%, and 1.31,
respectively.

According to our findings, an increase in platelet counts
showed a significant negative correlation with VWF:RCoF
levels (p< 0.01). The VWF:RcoF/Ag ratios were 0.77 and
0.80 for the PV and ET patient groups, respectively.
Although not to a statistically significant extent, the ratios
were found to negatively correlate with the platelets and
RBCs parameters. These findings are similar to those of
Castaman et al. (10), Franchini et al. (11), Fabris et al. (12),
and Tatewaki et al. (13). In their study of 142 PV patients,
Mital et al. determined that VWF:RcoF/Ag ratios supported
a diagnosis of aVWD in 17 (12%) patients (VWF:RcoF/Ag
ratio < 0.7) (3).
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In the present study we found that 4 of the 11 PV patients
(36%) had VWF:RcoF/Ag ratios suggesting aVWD.
According to a study by Mital et al., of 160 ET patients
(mean platelets 700%103/uL), 32 patients (20%) had a
mean VWF:RcoF/Ag ratio of 0.62 (4). In patients with low
VWEF:RcoF/Ag, FVIII levels were found to be considerably
lower than normal (p< 0.01) (4). In the present study, the
mean VWF:RcoF/Ag ratio was 0.52 in 7 out of 16 (43%)
ET patients (mean platelets 781x103/uL). Seven patients
with low VWF:RcoF/Ag in our study were also found to
have significantly lower FVIII levels than normal (p<
0.05).

In our literature search on CML, we found case studies but
not any studies consisting of large patient groups. Of the 43
CML patients in our study, 8 (18.6%) had a VWF:RcoF/Ag
ratio of less than 0.7 (mean: 0.48). For those 8 patients, the
mean platelets were 237x103/uL, RBCs were 4.69x106/pL,
and WBCs were 6.81x103/uL. The reason that these values
were normal, however, because those patients were being
treated with drugs. In spite of their normal hemogram
values, the fact that a VWF:RcoF/Ag ratio < 0.7 was
detected in 18.6% of this patient group suggests that not
only the number of cells but also different mechanisms had
an effect on the current condition of the CML patients. We
believe that the details of these mechanisms could be
revealed by further studies incorporating greater numbers
of patients and more advanced tests.

Acquired von Willebrand disease is frequently reported in
ET patient groups (5-30%) (14). In our study, aVWD
(defined as VWF:RCoF/Ag < 0.7) frequency was 43% in
the ET patient. The fact that similar results have been
reported in other studies indicates that newly developing
aVWD should be considered in ET patients with
complaints of bleeding, except in disorders of plateletes
function or drug-induced diseases. ADAMTS13 activity
has been shown to increase the clearing of von Willebrand
multimers proportional to the increase in platelets count,
especially in ET patients (15, 16).

Although the situation in PV patients is not as clear as that
in ET patients, the pathophysiology is thought to be similar
to that of ET, and includes multimer deficiencies,
absorption by over-produced cells, and specific and non-
specific antibody systems. The possibility of aVWD as the
underlying pathology should be considered, although it is
less common in bleeding cases in PV patients than in cases
of ET.

As a result of our findings, we determined the presence of
aVWD based on low VWF:RCoF/Ag ratios in patients with
CMD. However, we should note the weaknesses of the
present study. The first is the fact that due to the inability to
analyze VWF:CB at the medical center where we
conducted our study, the VWF:CB/vVWF:Ag ratio could not
be checked; this test provides confirmation of the
VWF:RCoF/Ag test, thus eliminating the margin of error.
The second weakness is that the VWF multimer structure
could not be analyzed. This test, by identifying a reduction
in the multimeric structure, represents the gold standard for
aVWD diagnosis, as it may help to confirm aVWD even in
cases where the VWF:RCoF/Ag ratio is normal (> 0.7).

126



http://dx.doi.org/10.17546/msd.584596

Ekinci et al.

Conclusion 3. Mital A, Prejzner W, Swiatkowska-Stodulska R, Hellmann A.
Factors predisposing to acquired von Willebrand syndrome during

This study aimed to determine the presence of von the course of polycythemia vera — retrospective analysis of 142

Willebrand disease in patients with chronic consecutive cases. Thromb Res. 2015;136(4):754-757.

myeloproliferative diseases. Acquired von Willebrand 4. Mmital A, Prejzner W, Bieniaszewska M, Hellmann A. Prevalence of

disease (VWF:RcoF/Ag < 0.7) was detected in 19 (28%) of acquired  von  Willebrand  syndrome  during essential

the 70 patients in the study group. A value of 0.7 or greater thrombocythemia: a retrospective analysis of 170 consecutive

T : . . patients. Pol Arch Med Wewn. 2015;125(12):914-920.

indicating a normal VWF:RcoF/Ag ratio was in accordance

with the literature. Eight of the 43 CML patients (18.6%) in 5. Tiede A, Priesack J, Werwitzke S, et al. Diagnostic workup of

the present study were diagnosed with avVWD, but due to patients with acquired von Willebrand syndrome: a retrospective

insufficient data on this patient group in the literature, no single-centre cohort study. J Thromb Haemost. 2008;6(4):569-576.

comparisons could be made with our findings. In light of i AB. Acquired von Willebrand  syndrome:  an

our study, in CML, aVWD may also develop by means of a underdiagnosed and misdiagnosed bleeding complication in patients

mechanism similar to other chronic myeloproliferative with lymphoproliferative and myeloproliferative disorders. Semin

diseases. We believe that this pathogenesis can be better Hematol. 2006;43(1):48-58.

EIUCIdat?d thro”gh further s_tUdles Wlth more patients. 7.  De Meyer SF, Deckmyn H, Vanhoorelbeke K. von Willebrand factor

Undgrlylng -acquwed von Wl!lebrand d!sease ShOl.J|d L‘.)e to the rescue. Blood. 2009;113(21):5049-5057.

considered in cases of acquired bleeding occurring in _ _ _ _

patients with chronic myeloproliferative disorders. 8. G_oldman JM, Melo JV. Chronic myeloid leukemia—advances in
biology and new approaches to treatment. N Engl J Med. 2003 v.

Conflict of Interest: The authors declare no potential 349(15):1451-1464.

conflicts of interest with respect to the research, authorship, o rice A Rand JH, Budde U, Ganser A, Federici AB. How | treat the

and/or publication of this article. acquired von Willebrand syndrome. Blood. 201;117(25):6777-6785.

Ethical 'Ss_ueS: All AUthor_S declare that originality of 10. Castaman G, Lattuada A, Ruggeri M, et al. Platelet von Willebrand

research/article etc... and ethical approval of research, and factor abnormalities in myeloproliferative syndromes. Am J

responsibilities of research against local ethics commission Hematol. 1995;49(4):289-293.

re under the Authors r nsibilities. Th w

a edu Sed '(:je tUté)?. %spo IS b btesth i Stl:dyEth.aS 11. Franchini M, Lippi G. Acquired von Willebrand syndrome: an

con UC_e. ue_ 0_ ehine ru. es by the Loca ICs update. Am J Hematol. 2007; 82 (5): 368-375.

Commission guidelines and audits.

" . . L. 12. Fabris F, Casonato A, Del Ben MG, et al. Abnormalities of von
Author’s Co{ltrlb“tlm{sz Aslanboga M and I_EkInCI 0, Willebrand factor in myeloproliferative disease: a relationship with
analyzes and interpretation of the data, preparation of the bleeding diathesis. Br J Haematol. 1996;63(1):75-83.
manuscript, application of the statistical analyses. ) ) _ o »

13. Tatewaki W, Takahashi H, Shibata A, et al. Multimeric composition
Consent: Written informed consent form was obtained of plasma von Willebrand factor in chronic myelocytic
from the patients who participated in this study. leukaemia. Thromb Res. 1988;52(1):23-32.
14. Rupa-Matysek J, Lewandowski K, Lewandowska M, et al. Bleeding
References complications after arthroscopy in a JAK2V617F-positive patient
1. Federici AB, Rand JH, Bucciarelli P, Budde U, van Genderen PJ, with essential thrombocythemia and acquired von Willebrand
Mohri H, Meyer D, Rodeghiero F, Sadler JE; Subcommittee on von syndrome (AVWD). Int J Hematol. 2015;101(4):405-410
Willebrand Factor. Acquired von Willebrand syndrome: data from . . ,
an international registry. Thromb Haemost. 2000;84(2):345-349. 15. Budde U, Schaefer G, Mueller N, et al. Acquired von Willebrand’s
disease in the myeloproliferative syndrome. Blood. 1994;64(5):981-
2. Van Genderen PJ, Michiels JJ. Acquired von Willebrand disease. 985.
Baillieres Clin Haematol. 1998;11(2):319-330. i i i .
16. Levy GG, Nichols WC, Lian EC, et al. Mutations in a member of the

ADAMTS gene family cause thrombotic thrombocytopenic purpura
Nature. 2001 Oct 4;413(6855):488-494.

Copyright © 2019 The Author(s); This is an open-access article distributed under the terms of the Creative Commons Attribution License
(http://creativecommons.org/licenses/by/4.0), (CC BY NC)which permits unrestricted use, distribution, and reproduction in any medium, provided the
original work is properly cited. International journal of Medical Science and Discovery.

Medical Science and Discovery, 2019; 6(7):123-7

127



