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ABSTRACT

Acute Myeloblastic Leukemia is an abnormality of haematological malignancy that often causes
bleeding and death. Coagulation and fibrinolysis examinations are screening parameters that need
to be reviewed related to the incidence of bleeding events in AML patients in a hypercoagulability
assessment.This was a cross-sectional study conducted at Ulin Regional Hospital Banjarmasin on
patients with a recent diagnosis of AML patients for the first time using a consecutive sampling
method. The measurement of PT, aPTT, fibrinogen, and D-dimer levels were done at the
Diponegoro National Hospital using Coalab-1000 tool. The analysis of the correlation between the
incidence of bleeding events with coagulation and fibrinolysis parameters used Fisher's exact
test.The significance of the correlation test of the incidence of bleeding events with PT, aPTT,
Fibrinogen, and D-dimer were 0.731; 0.086; 0.617; 0.587, and 0.731, respectively.The parameters of
PT, aPTT, Fibrinogen and D-dimer were not associated with the incidence of bleeding events. The
extension of PT and aPTT in most AML patients is suspected due to the deficiency of coagulation
factors. Screening tests of PT, aPTT, fibrinogen and D-dimer levels should be performed in AML
patients, although the results do not always show abnormalities.
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INTRODUCTION

Leukemia is a disease of hematopoietic tissue malignancy characterized by the replacement of
normal bone marrow elements by abnormal blood cells or leukemic cells. Acute Myeloblastic Leukemia
(AML) is an acute haematological malignancy dominated by immature myeloid cells[1]. The number of
new cases of leukemia is 14.1 cases per 100,000 people per year in the United States and ranks 10th of all
newly detected cancers in 2019 with AML dominating the acute leukemia in the adult population (80-
90%)[2-4].

One of the clinical manifestations of leukemia is bleeding caused by various abnormalities of
hemostasis, where bleeding in AML often causes death[5-7].Leukemia is related to hypercoagulable

conditions and high risk for thromboembolic complications[8,4]. Abnormalities of hemostasis can occur in
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leukemia in the form of thrombocytopenia, platelet dysfunction, disseminated intravascular coagulation
(DIC), coagulation protein defect, primary fibrinolysis and thrombosis [7-10].

Previous studies showed that DIC often occurred in M3 AML (acute promyelocytic leukemia)[11],
with a thrombosis incident of only 9.6%. Incidence of DIC was 10-50% in non-M3 AML depended on the
subtypes of leukemia, with the incidence of thrombosis of 3.2%][7,12,13]. The recommended examination
for DIC is PT, aPTT, fibrinogen, platelet count, fibrin degradation product (FDP), and D-dimer levels[7].
The study of Akanni et al. generally showed that leukemia patients experienced the extension of PT, aPTT,
and INR; Increased D-dimer levels; and decreased platelet count[14]. The study of Libourel et al
suggested that high D-dimer levels predicted the incidence of venous and arterial thrombosis in
AML[15,16].Some studied suggested that hemostasis profile needed to be examined in leukemia to detect
complications immediately.

The number of AML patients in Kalimantan area, especially Banjarmasin, South Kalimantan has
increased in the past three years. The incidence of hypercoagulability often occurs in AML patients who
need further investigation. This was a prelimmary study to determine the profile of hemostasis including
PT, aPTT, fibrinogen and D-dimer in patients diagnosed with AML for the first time associated with the
hypercoagulability state of bleeding.

METHODS

This was an analytical observational study with a cross-sectional approach. The subject of this
study was 13 adult patients diagnosed with AML for the first time from November 2019 to February 2020.
AML diagnosis was established by the internist and clinical pathologist based on BMP examination.

The subjects were collected by consecutive sampling based on the inclusion and exclusion criteria.
The inclusion criteria were 1) a minimum age of 18 years old, 2) male and female sex, 3) steroid-free, and
4) normal menstruation according to age. Patients with a history of drugs consumption leading to
coagulation abnormalities, or anticoagulant and antiplatelet agents (e.g., aspirin, heparin, warfarin and
clopidogrel), a history of autoimmune diseases, history or suffering from coronary heart disease and stroke
or other vascular abnormalities, history or suffering from renal abnormalities, trauma, history or suffering
from liver abnormalities and history or suffering from malignancy other than leukemia were not included
in the study.

Patients who met the inclusion and exclusion criteria underwent blood sampling. 6 ml of blood
from each patient was taken and divided mto two namely 3 ml of EDTA blood for a complete
haematology assessment and 3 ml of sodium citrate 3.6% blood to determine PT, aPTT, fibrinogen, and D-
dimer levels. We perform a complete haematology assessment in the laboratory of Uln Regional Hospital
Banjarmasin, coagulation and fibrinolysis assessments in Diponegoro National Hospital Semarang. We

analyzed the citrated blood samples in the laboratory of Ulin Regional Hospital Banjarmasin to obtain
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citrate plasma samples. The citrate plasma samples were stored in temperatures of -20 °C for 2 weeks and
taken to the laboratory of Diponegoro National Hospital of Semarang for coagulation and fibrinolysis
parameters assessment with a preservative method. The data on illness history and physical examimation
were taken from the patient's medical records and confirmed directly to the patient.

We performed a haematology assessment with Hematological Analyzer XS-800i The
measurement of PT, aPTT, fibrinogen levels used the Coalab 1000 tool by LABiTec®, Germany. PT
reagent used TEClot PT-S, aPTT reagent used TEClot APTT-S, fibrinogen levels used TEClot FIB, D-
dimer levels used Blue D-dimer.

We performed coding, entry, cleaning, and editing the data of the study using a computer statistics
program. We also performed a univariate analysis as a characteristic of the study subject. Bivariate
analysis of the correlation between the incidence of bleeding with the parameters of PT, aPTT, fibrinogen
as well as D-Dimer performed using the Fisher's exact test. The analysis of this correlation used the cut-off
value for PT of 12 seconds, aPTT of 37.5 sec, fibrinogen of 200 mg/dl, D-dimer of 500 ug/L and platelet
of 150,000/ul with the p-value of <0.05 was considered significant.

This study was approved by the Medical and Health Research Ethics Committees of Dr. Kariadi
Hospital, Semarang. All subjects of the study gave their written informed consents. The researchers bore

all research costs and guaranteed the confidentiality of the research.

RESULTS

A total of 13 AML patients were diagnosed for the first time when they experienced the symptoms
and visited the hospital in Banjarmasin, South Kalimantan. The age of the patient ranged from 18 to 67
years. The number of female patients was seven and the male patients were six. The characteristic of the
patients shown in Table 1. Diagnosis of AML established from the history taking, physical examination,
and laboratory examination. We found various clinical symptoms such as malaise, fatigue, fever, coughing
up blood, vomiting blood, and bleeding gum. From the physical examination, we found pale skin, bleeding
manifestations, skin lesions, organomegaly, lymphadenopathy, and gingival hypertrophy. Eight patients
(61.5%) experienced manifestations of bleeding looked like melena, hematochezia, hematemesis, bleeding
gum, and menometrorrhagia. This showed that bleeding is an important concern in the treatment of
patients.

Complete blood count showed various results. The results showed leukocytosis in 61.5% of AML
patients (8 of 13 patients), but an increase of more than 100,000 cells/mm’ obtained only in 1 patient. It
also found decreasedleukocytes in 4 patients (30.8%). Cytopenia is a sign of bone marrow failure
contributed to the symptoms and signs of AML. Normocytic normochromic anemia found very dominant
in almost entire patients (12 patients; 92.3%). The patients with normocytic normochromic anemia also

had neutropenia (8 patients; 66.7%) and thrombocytopenia. Six of them had severe thrombocytopenia
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(below 50,000 cells/mm’). Patients with severe thrombocytopenia experienced manifestations of bleeding
such as melena, hematochezia, hematemesis, bleeding gum as well as menometrorrhagia.

Table 1. Characteristics of the AML patients included in this study

Frequency
Subject characteristics (number); Mediant SE (min; max)
Percentage (%)

General characteristics
Age (years) 36 (18;67)
Sex

Male 6;46,2

Female 7;53,8
Complete Blood Count
Hb (gr%) 8,1 +0,84 (3,3; 13,2)
Ht (%) 253 +2,63 (10,7; 42)
Erythrocyte count 2,73 £0,34 (1,09; 5,22)
(million/mm”)
MCV (fL) 88,2 £2,11 (78,2; 99.4)
MCH (pg) 27,8 +1,03 (23,9; 34,2)
MCHC (%) 32 40,71 (28; 36)
Leukocyte count (cells/mm’) 12.500 £16.567,95 (351; 215.500)
Platelet count (cells/mm®) 42.000 +£15.911,27 (8.000;191.000)
Blast cell count in peripheral 3248,16 (11; 93)
blood smear (%)
Blast cell count in bone marrow 43+7,33 (13; 89)
(%)
Clinical manifestations of
bleeding

Yes 8;61,5

No 5;38,5

There were 13 AML patients had sub-types as shown in Figure 1 dominated by AML-MI1 and the least
number of subtypes were AML-M4, AML-MO, and AML-M5b with the same percentage of 7.7%.

Subtype of AML

= AML-MO = AML-M1 = AML-M3 AML-M4 = AML-M5a = AML-M5b

Fig. 1. Subtype of AML in the study
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The results of the coagulation and fibrinolysis profiles in AML patients can be seen in table 2.

Table 2. Hemostasisprofile of AML patients

Fre quency
(number); .
Hemostasis profile Percentage Me.d iant SE
(%) (min; max)

PT (seconds) 13,9 £ 0,58 (11,1; 18,8)

9,8-12,0 2;:154
>12,0 11;84,6
aPTT (seconds) 38,2+ 3,05 (17,9; 60,9)

264-37,5 6;46,2
>37.5 7;53,8
Fibrinogen (mg/dL) 225 + 48,15(26; 568)
<200 6;46,2

200-450 5;384
>450 2;154
D-dimer (ug/L) 995+4.640,86(77; 61.180)

0-500 6;46,2
>500 7;53,8
Platelet count (/ul) 42.000 £15.911,27 (8.000;191.000)

<150.000 2,154

>150.000 11; 846

AML patients showed more prevalent of prolonged PT value compared to normal PT value.

Meanwhile, the extended aPTT value had a significant difference because the total patients who had an

extended aPTT value differ by 1 person with the total patients who had normal aPTT values. Fibrinogen

levels in AML patients varied with predominant hypofibrinogenemia and the least hyperfibrinogenemia.

D-dimer levels of more than 50% increased compared to normal levels (Table 2).

Table 3.Correlation between bleeding events and hemostasis profiles of AML patients

Hemostasis parameters

Bleeding events

Yes No P
PT (seconds)
9,8-12,0 1 1 0,731
>12,0
aPTT (seconds)
<37,5 1 4 0,086
>37.5 6 2
Fibrinogen levels (mg/dl)
<200 3 3 0,617
>200 4 3
D-dimer levels (ug/L)
0-500 3 3 0,587
>500 4 3
Platelet count (/ul) 0,731
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<150.000
>150.000

1

O\ —

Table 3 shows that the hemostasis screening parameters of PT, aPTT, fibrinogen, D-dimers and

platelets in hypercoagulability state do not have a significant correlation with bleeding events.

DISCUSSION

The results of the study found thrombocytopenia in only two patients, which is usually dominant in
AML, in addition to anemia. Thrombocytopenia in leukemia is a result of infiltration of the leukemic cells
to the bone marrow causes a decreased number of megakaryocytes and platelet production. Patients often
require repeated platelet transfusions which increases the risk of alloimmunization and finally leads to the
platelet destruction by alloantibodies[17]. AML patients have low thrombopoietin levels due to c-mpl
thrombopoietin receptors in myeloblast[18].

Some subjects had impaired hemostasis profiles in the form of thrombocytopenia, an extension of
PT and aPTT, hypofibrinogenemia, and increased levels of D-dimer. These conditions indicated the
activation of the hemostatic system as reported in previous studies. Activation of the hemostatic system
was due to the expression of tissue factor (TF) and cancer procoagulant (CP) by blast cells activated both
extrinsic and intrinsic coagulation pathways. Fibrinolysis was also stimulated by the presence of blast cells
activated plasmmogen into plasmin and increased fibrinolysis due to the increased coagulation
activity[7,19,20]. These abnormalities in coagulation and fibrinolysis indicated a possible DIC occurrence
which was a complication of leukemia. However, this study did not find such conditions. The results of the
hemostasis examinations of the study were similar to the study of Rashidi et al. (2013) and Lee at al
(2015) which stated that routine coagulation examination found in DIC characterized by the various
extension of PT and aPTT, low fibrinogen and platelets as well as increased D-dimer levels. However, this
variable was not correlated either with the severity of bleeding or thrombosis[21,22].

AML patients also had normal PT and aPTT values. There was suspicion of deficiency in the
coagulation factors involved in the formation of the fibrin clot. It was in line with the study of Elting et al
(2002) and Mansour et al. (2007) which stated that in leukemia, the deficiency of coagulation factors such
as the VII, VIII, IX, XII and XI factors could occur. There was no correlation between the parameters of
coagulation examination and fibrinolysis with the incidence of bleeding in AML patients[23,24].

We did not examine each coagulation factor in this study. It takes a study with larger samples and a
longer period to evaluate coagulation and fibrinolysis parameters which are likely that might have varying

results than the present study results.
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CONCLUSION

The parameters of PT, aPTT, fibrinogen and D-dimer were not related to the incidence of
bleeding, although, in some AML patients, PT, aPTT and D-dimer levels could be extended or increased.
The extension of PT and aPTT in most AML patients is suspected due to the deficiency of coagulation
factors.Screening tests of PT, aPTT, fibrinogen and D-Dimerlevels should be performed in AML patients,

although the results do not always show abnormalities.

CONFLICT OF INTEREST

No potential conflicts of interest relevant to this article were reported.

ACKNOWLEDGEMENTS
The authors thank the laboratory analyst, nurse, and doctor in Ulin Regional Hospital Banjarmasin for
assisting in sampling, as well as laboratory analyst of Diponegoro National Hospital Semarang for helping

in sample assessment for coagulation and fibrinolysis parameters.

REFERENCES

[1]  Simanjorang C, Kodim N, Tehuteru E. Perbedaan Kesintasan 5 Tahun Pasien Leukemia
Limfoblastik Akut dan Leukemia Mieloblastk AKut pada Anak di Rumah Sakit Kanker
"Dharmais", Jakarta, 1997-2008. JOC2013;7(1):15-21.

[2] National Cancer Institute. Cancer Stat Facts: Leukemia [Internet]. Surveillance, Epidemiologi,
and End Results Program. 2019. Available from:
https://seer.cancer. gov/statfacts/html/leuks. html

[3] Coutre SE. Acute Lymphoblastic Leukemia in Adults. In: Greer JP, Rodgers GM, Glader B,
Arber DA, Means RT, List AF, et al, editors. Wintrobe’s Clinical Hematology. 14th ed.
Philadelphia: Wolters Kluwer, 2019:7072.

[4] Emadi A, Baer MR. Acute Myeloid Leukemia in Adults. In: Greer JP, Rodgers GM, Glader B,
Arber DA, Means RT, List AF, et al, editors. Wintrobe’s Clinical Hematology. 14th ed.
Philadelphia: Wolters Kluwer, 2019:7072.

[5] Franchini M, Frattim F, Crestani S, Bonfanti C. Bleeding Complications in Patients with
Hematologic Malignancies.SeminThrombHemost2013;39(01):94—-101.

[6] Falanga A, Marchetti M VA. Coagulation and cancer: biological and clinical aspects. J Thromb
Haemost 2013;11(2):223-33.

[7] Lad D, Jan A, Varma S. Complications and management of coagulation disorders in leukemia
patients. Blood Lymphat Cancer 2017;7:61-72.
[8] Barbui T, Falanga A. Disseminated Intravascular Coagulation in Acute Leukemia. Semin

613


https://www.researchgate.net/journal/1098-9064_Seminars_in_Thrombosis_and_Hemostasis

[9]

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

(18]

[19]

[20]

[21]

European Journal of Molecular & Clinical Medicine
ISSN 2515-8260 Volume 08, Issue 03, 2021

Thromb Hemost 2001;27(6):593—-604.

Negaard HFS, Iversen PO, @stenstad B, Iversen N, Holme PA, Sandset PM. Hypercoagulability
in patients with haematological neoplasia: No apparent imitiation by tissue factor. Thromb
Haemost 2008;99:1040-8.

Oyarzin CPM, Heller PG. Platelets as Mediators of Thromboinflammation in Chronic
Myeloproliferative Neoplasms. Front Immunol 2019;10(6):1-9.

Tallman MS. Bleeding in Acute Leukemia. Pathophysiol Haemost Thromb2003;33(suppl 1)48—
9.

Breen KA, Grimwade D, Hunt BJ. The pathogenesis and management of the coagulopathy of
acute promyelocytic leukemia. BJH2011;34:24-36.

Dicke C, Amirkhosravi A, Spath B, Alcdzar MJ, Fuchs T, Davila M, et al. Tissue factor-

dependent and-independent pathways of systemic coagulation activation in acute myeloid

leukemia : a single-center cohort study. Exp Hematol Oncol 2015;1-15.
Akanni OE, Oluwaseyi BE, Olawale YN, Abdulazeez Al, Azuka N, Adebisi A. Disseminated

Intravascular Coagulopathy; a Condition to Monitor in the Management of Leukemia Patients.
JAMMR2018;26(9):1-6.

Libourel EJ, Klerk CPW, Norden Y Van, Maat MPM De, Kruip MJ, Sonneveld P, et al
Disseminated intravascular coagulation at diagnosis is a strong predictor for thrombosis in acute
myeloid leukemia. Blood 2016;128(14):1854—-62.

Bain BJ. Acute Myeloid Leukemia, The Myelodysplastic Syndromes and Histiocytic
Neoplasms. In: Bain BJ, Clark DM, Lampert 1A, Wikins BS, editors. Bone Marrow Pathology
3rd edition. 3th ed. Malden: Blackwell Science, 2006:141-90.

Rofinda ZD. Tinjauan Pustaka Kelainan Hemostasis pada Leukemia. Jurnal Kesehatan Andalas
2012;1(2):68-74.

Rickles FR, Falanga A, Montesinos P, Sanz MA, Brenner B, Barbui T. Bleeding and thrombosis
mn acute leukemia: what does the future of therapy look lke? Thromb Res 2007;120(Suppl
2):599-106.

Sehgal S, Sharma S, Chandra J, Nangia A. Coagulation Profile at Diagnosis in Patients with
Acute Lymphoblastic Leukemia. Indian J Pediatr 2016;83(10):1082—6.

Ikezoe T. Pathogenesis of disseminated intravascular coagulation in patients with acute
promyelocytic leukemia, and its treatment using recombinant human soluble thrombomodulin.
Int J Hematol 2014;100:27-37.

Lee EJ, Smith BD, Merrey JW. Patterns of Venous Thromboembolism Prophylaxis During
Treatment of Acute Leukemia: Results of a North American Web-Based Survey. Clin
Lymphoma Myeloma Leuk2015;15(12):766-70.

614



[22]

[23]

[24]

European Journal of Molecular & Clinical Medicine
ISSN 2515-8260 Volume 08, Issue 03, 2021

Rashidi A, Silverberg ML, Conkling PR, Fisher SI. Thrombosis in acute promyelocytic
leukemia. Thromb Res 2013;131(4):281-9.

Mansour SS, Musa RJ, Al-Sammerai WF. Bleeding and thrombosis in patients with chronic
myelogenous Leukemia. Iraqi J Med Sci2007;5:28-33.

Elting, LS, Martin CG, Kurtin DJ, Cantor SB, Rubenstein EB, Rodriguez S, er al. The Bleeding
Risk IndexA Clinical Prediction Rule to Guide the Prophylactic Use of Platelet Transfusions
inPatients with Lymphoma or Solid Tumors. Cancer2002;94(12):3252-62.

615



