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Abstract: Introduction: Venous thromboembolism (VTE), including deep vein thrombosis (DVT)
and/or pulmonary embolism (PE), is a common, acute, multifactorial disease with a five-years
cumulative incidence of recurrence of approximately 25%. Actually, no single genetic defect can
predict the risk of recurrence of VTE. Therefore, individual genetic risk profiling could be useful for
the prediction of VTE recurrence. Aim of the study: To assess the combined effect of the common
prothrombotic genotypes on the risk of recurrence of VTE in recently diagnosed unprovoked VTE
patients. Patients and methods: This population based, prospective follow-up study was carried out
from January 2015 to December 2020 in (internal medicine, cardiovascular medicine and anesthesia
and ICU departments, Tanta University Hospital, Egypt) on 224 recently diagnosed unprovoked
VTE patients. Whole blood was collected by standard venipuncture at the time of admission prior
to the beginning of anticoagulant therapy. Genomic DNA was extracted and was genotyped for
the 5-SNPs Genetic risk score (GRS), previously validated for first venous thrombosis (FVL rs6025,
PTM rs1799963, ABO rs8176719, FGG rs2066865 and FXI rs2036914). Results: The main important
finding in the present study was that patients having ≥3 risk alleles were associated with higher
risk of VTE recurrence compared to those having ≤2 risk alleles (the reference group) (HR 2.5,
95% CI 1.48–4.21) (p = 0.001). Patients with GRS ≥ 3 had a significantly shorter time recurrence free
survival (43.07 months) compared to the low risk group of patients with GRS (0–2) (p < 0.001).
Conclusion: GRS model could be an effective and useful model in risk stratification of VTE patients,
and genetic risk profiling of VTE patients could be used for the prediction of recurrence of VTE.

Keywords: venous thromboembolism; genetic risk score

1. Introduction

Venous thromboembolism (VTE), including deep vein thrombosis (DVT) and/or
pulmonary embolism (PE), is a common, multifactorial disease, with a five-years cumu-
lative incidence of recurrence of approximately 25% [1,2]. Thrombophilia is a typical
multifactorial disease; the pathogenesis of VTE involves genetic and environmental risk
factors [3]. In familial thrombophilia, gene–gene and gene–environment interactions play a
vital role; coexistence of different prothrombotic defects increases the risk of developing
VTE either in the presence or the absence of transient acquired risk factors. This means
that inherited thrombophilia, differently from inherited hemophilia, does not follow the
single-gene defect model. In brief, the multifactorial and polygenic nature of VTE, in which
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inherited and acquired conditions act in synergism, strongly modulate the onset and pro-
gression of VTE [4,5]. The most prominent genetic risk factors for VTE are deficiencies
of the natural anticoagulants (antithrombin, protein C and protein S), Factor V Leiden
(FVL), Factor II G20210A mutation (PTM), ABO, fibrinogen-γ (FGG) and Factor XI (FXI)
mutations. Acquired risk factors associated with VTE comprise major surgery, malignancy,
hormonal replacement therapy, antiphospholipid syndrome, myeloproliferative disorders,
age, trauma and immobilization [6].

Anticoagulant therapy is an effective treatment for the first thrombotic event as well
as for prevention of recurrence of VTE with a minimum duration of 3 months [7]. Continu-
ation of anticoagulant therapy after the initial treatment of VTE decreases the risk of recur-
rence; however, it should be carefully done to maintain the hemostatic balance and guard
against the catastrophic side effects, i.e., anticoagulant therapy-related bleeding [8–10].
The current guidelines advise to stratify VTE patients into only two groups, with either
high (unprovoked) or low (provoked) risk of VTE recurrence. Simply, the provoked/low-
risk group is advised to stop the anticoagulant therapy and the unprovoked/high-risk
group is advised to continue unless bleeding risk is expected [11,12]. VTE is a complex
multifactorial disease with integrating genetic and environmental risk factors. The well-
known genetic risk factors, Factor V Leiden (FVL), Factor II G20210A mutation (PTM),
protein C, protein S and antithrombin deficiency, does not appear to predict the risk of
recurrence of VTE [13–15]. Indeed, the genetic defects involved in the thrombotic disor-
ders with their complexity of underlying mechanisms represents a major great obstacle to
ascribe to the classical causative-gene-defect-model that can predict the risk of recurrence
of VTE. Therefore, individual genetic risk profiling could be useful for the prediction of
VTE recurrence [16,17]. Van Hylckama Vlieg et al. proposed a simplified genetic risk
score model (5-SNP GRS), i.e., FVL rs6025, PTM rs1799963, ABO rs8176719, fibrinogen-γ
(FGG rs2066865) and FXI rs2036914, which could be useful for risk classification of VTE
patients [18]. Unfortunately, a little information in the literature discusses this point ex-
actly, and most studies were performed at a single center with patients of similar ethnic
background and applied to patients of white descent.

The aim of this study was to assess the combined effect of the common prothrombotic
genotypes (the five genetic variants that were most strongly associated with the risk of a
first venous thrombosis in literature) on the risk of recurrence of VTE in recently diagnosed
unprovoked VTE patients.

2. Patients and Methods

This population based, prospective follow-up study was carried out from January
2015 to December 2020 in (internal medicine, cardiovascular medicine and anesthesia
and ICU departments, Tanta University Hospital, Egypt) on 224 patients of both sexes,
aged ≥18 years at the time of first thrombotic event. The study followed Guidelines regard-
ing participation, drug administration and sample collection which meet the requirements
of the declaration of Helsinki. The ethical committee of Tanta University Hospital approved
the study protocol and the written consent form by volunteers.

They were diagnosed as unprovoked VTE patients. DVT was confirmed by objective
methods: venography or compression ultrasonography. PE was confirmed by a ventila-
tion/perfusion lung scan, spiral computed tomography or angiogram. All details about the
patients were recorded within the patients’ files: date of occurrence of the first thrombotic
event, site of the episode and presence of other situations predisposing to DVT or PE in the
months preceding the event. Our patients were recently diagnosed as unprovoked VTE
patients. They were defined as none of them had any of the provoking factors: surgery,
trauma, hospitalization, plaster cast, immobilization (bed confinement for at least 7 days),
hormonal replacement therapy, and pregnancy within 3 months preceding the first event,
puerperium (4 weeks after delivery) or malignancy within 5 years before the first event.
VTE patients were treated according to the standard protocol; they were initially treated
with LMWH then with warfarin as OAC for at least 3 months. All patients were eligible for
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the study after approval by the hospital ethical committee, and the study was performed
according to the principles of the declaration of Helsinki; a written informed consent of
the patients was obtained. All patients were invited to enter the study at the time of first
thrombotic event; they were observed for a period of five years at three-month intervals
in the first year and every six months in the following years until the date of recurrence,
death of the patient due to recurrent fatal PE (counted as recurrent event) or the end of the
five years which is the end point of the study.

2.1. Blood Collection, DNA Extraction and Genotyping

Whole blood was obtained at the time of admission prior to the beginning of anticoag-
ulant therapy. Whole blood was collected by standard venipuncture, and genomic DNA
was extracted by using QIAamp DNA Mini Kit (Cat No: 51306, QIAGEN GmbH, Hilden,
Germany) DNA samples were stored at −20 ◦C until the time of the assay. DNA samples
were genotyped for FVL rs6025, PTM rs1799963, ABO rs8176719, FGG rs2066865 and FXI
rs2036914 on Applied Biosystems StepOne™Real-Time PCR Systems (Applied Biosystems,
Foster City, CA, USA) at molecular biology unit, clinical pathology department, Tanta uni-
versity hospital, Egypt. In brief, Predesigned/Custom TaqMan® SNP Genotyping Assays
kit (catalog No.4351379/4331349, Thermo Fisher Scientific, Waltham, MA, USA) for FVL
rs6025, PTM rs1799963, ABO rs8176719, FGG rs2066865, and FXI rs2036914 were designed
to identify the point substitutions in the respective genes. PCR reaction (Polymerase Chain
Reaction) was done in a final volume of 25 µL 5 µL of purified DNA was added to a vol-
ume of 20 µL of the amplification mix according to manufacturer’s instructions. Thermal
profile for PCR was programmed as follow: denaturation at 95 ◦C for 10 min (Polymerase
activation), followed by 40 cycles of 95.5 ◦C for 15 s (denaturation) and 60◦C for 1 min
(Annealing/extension). Data was analyzed and SNPs were determined.

2.2. Statistical Analysis

Data were fed to the computer and analyzed using IBM SPSS software package ver-
sion 20.0. (Armonk, NY, USA: IBM Corp). The Kolmogorov–Smirnov was used to verify
the normality of distribution of variables. Comparisons between groups for categorical
variables were assessed using Chi-square test (Monte Carlo). Student t-test was used to
compare two groups for normally distributed quantitative variables. Mann–Whitney test
was used to compare two groups for abnormally distributed quantitative variables. For nor-
mally distributed variables, data was presented as mean ± SD whereas for asymmetrical
variable, data was presented as median and IQR (interquartile range). For the individual
associations of each of the five SNPs with the risk of recurrent VTE, Cox regression models
were performed to calculate the hazard ratios (HR) with 95% confidence intervals (95% CI)
either univariate and multivariate (adjusted for age and sex). We calculated the number
of risk-increasing alleles carried and compared this between patients with and without a
recurrence. In addition, the risk of recurrent VTE associated with the 5-SNP (GRS) was
calculated after stratification of the whole group of patients according to the number of
risk increasing alleles associated with recurrent VTE (GRS) into high and low risk group
by calculating HRs, adjusted for age and sex. Kaplan–Meier curve was obtained to esti-
mate the recurrence-free survival of the five SNPs (GRS) in the whole group of patients.
Significance of the obtained results was judged at the 5% level.

3. Results

In total, 224 patients recently diagnosed as unprovoked VTE, 51.8% were females,
48.2% were males, and the mean of age (At the time of the diagnosis of the 1st thrombotic
event) was 51.7 years ± 6.0. There were no statistically significant differences between the
two studied groups as regard the gender and age (p = 0.991 and p = 0.650, respectively)
(Table 1). They were followed for 49.57 ± 19.39 months. VTE recurred in 58 (25.8%) patients
and 166 (74.2%) were recurrence-free during the follow-up period. VTE patients were
subjected to three or six months of warfarin as OAC; they were asked to start warfarin on
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the day one of the predesigned scheduled five days of heparin according to the clinical
setting of each patient. There was no detectable difference between the studied groups
of patients in respect to the duration of warfarin (p > 0.05) suggesting that three months
of anticoagulant therapy is sufficient and has the same benefit as six months. The first
important finding obtained from the present study was that, by genotyping of the five
SNPs; ABO rs8176719, FVL rs6025, PTM rs1799963, FGG rs2066865 and FXI rs2036914,
among the two studied groups of patients, FVL mutation was significantly higher in
patients with recurrent VTE (p = 0.014) (Table 2). The prevalence of risk alleles for each
of the five SNPs were studied in Table 3. The risk allele for ABO, FVL, FGG and FXI
was significantly frequent in patients with recurrent VTE (p = 0.01, p = 0.013, p = 0.025
and p = 0.043, respectively). Theoretically, such patient might have 0 to 2 risk alleles for
each SNP. As a consequence, after calculating the overall risk alleles for the five SNPs,
such patient might have 0 to10 risk alleles. Results obtained from the present work
revealed that the number of risk increasing alleles ranged from 0 to 8 with median value 2.
Furthermore, we stratified the whole group of patients according to the sum of the number
of risk increasing alleles associated with recurrent VTE (GRS) into high and low risk group.
Interestingly, by comparing the two studied groups of patients, patients carrying ≥3 risk
alleles were more frequent in the recurrent group of patients compared to those carrying
≤2 risk alleles (p < 0.001) (Table 4). An additional interesting finding was that in the five
SNPs scores, there was a tendency toward more risk alleles in patients with recurrence
compared to patients without recurrence suggesting that the more risk alleles, the higher
the risk of recurrence of VTE (Figure 1).

Table 1. Demographic data of the two studied groups of patients.

Total
(n = 224)

Recurrence
(n = 58)

Non
Recurrence

(n = 166)
Test of Sig. p

Gender

Male 108 (48.2%) 28 (48.3%) 80 (48.2%) χ2 = 0.0
0.991

Female 116 (51.8%) 30 (51.7%) 86 (51.8%)

Age (years)

Mean ± SD. 51.7 ± 6 52.1 ± 6.3 51.6 ± 6 t = 0.455 0.650

Median
(Min.–Max.) 50 (41–66) 51 (41–66) 50 (42–66)

χ2: Chi square test; t: Student t-test.

Table 2. Genotyping of the five SNPs among the two studied groups of patients.

Total
(n = 224)

Recurrence
(n = 58)

Non
Recurrence

(n = 166)
χ2 p

ABO

O 71 (31.7%) 15 (25.9%) 56 (33.7%)

χ2 = 24.189 * <0.001 *A 67 (29.9%) 15 (25.9%) 52 (31.3%)

B 60 (26.8%) 11 (19%) 49 (29.5%)

AB 26 (11.6%) 17 (29.3%) 9 (5.4%)

Non O 153 (68.3%) 43 (74.1%) 110(66.3%) χ2 = 1.231 0.267
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Table 2. Cont.

Total
(n = 224)

Recurrence
(n = 58)

Non
Recurrence

(n = 166)
χ2 p

FVR506 Q

RR 163 (72.8%) 35 (60.3%) 128 (77.1%)
7.684 * MC p = 0.011 *RQ 60 (26.8%) 22 (37.9%) 38 (22.9%)

QQ 1 (0.4%) 1 (1.7%) 0 (0%)

RQ + QQ 61(27.2%) 23(39.7%) 38 (22.9%) 6.095 * 0.014 *

FIIG20210 A

GG 199 (88.8%) 49 (84.5%) 150 (90.4%)
1.498 0.221GA 25 (11.2%) 9 (15.5%) 16 (9.6%)

AA 0(0%) 0(0%) 0(0%)

GA + AA 25 (11.2%) 9 (15.5%) 16 (9.6%) 1.498 0.221

FG G

CC 134 (59.8%) 30 (51.7%) 104 (62.7%)
5.257 0.072CT 68 (30.4%) 18 (31%) 50 (30.1%)

TT 22 (9.8%) 10 (17.2%) 12 (7.2%)

CT + TT 90(40.2%) 28(48.3%) 62(37.3%) 2.135 0.144

FX I

TT 112 (50%) 26 (44.8%) 86 (51.8%)
8.473 * 0.014 *CT 91 (40.6%) 21 (36.2%) 70 (42.2%)

CC 21 (9.4%) 11 (19%) 10 (6%)

CT + CC 112(50%) 32(55.2%) 80(48.2%) 0.838 0.360

χ2: Chi square test; MC: Monte Carlo; * Statistically significant at p ≤ 0.05.

Table 3. Risk allele frequency of the five SNPs among the two studied groups of patients.

Total
(n = 224)

Recurrence
(n = 58)

Non
Recurrence

(n = 166)
χ2 p

ABO

Allele

O 269(60%) 56(48.3%) 213(64.2%)
χ2 = 9.116 * 0.010 *

Non O 179 (40%) 60 (51.7%) 119 (35.8%)

FVR506Q

Allele

R 386(86.2%) 92(79.3%) 294(88.6%)
6.160 * 0.013 *

Q 62(13.8%) 24(20.7%) 38(11.4%)

FIIG20210A

Allele

G 423(94.4%) 107(92.2%) 316(95.2%)
1.410 0.235

A 25(5.6%) 9(7.8%) 16(4.8%)
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Table 3. Cont.

Total
(n = 224)

Recurrence
(n = 58)

Non
Recurrence

(n = 166)
χ2 p

FGG

Allele

C 336(75%) 78(67.2%) 258(77.7%)
5.025 * 0.025 *

T 112(25%) 38(32.8%) 74(22.3%)

FXI

Allele

T 315(70.3%) 73(62.9%) 242(72.9%)
4.086 * 0.043 *

C 133(29.7%) 43(37.1%) 90(27.1%)

χ2: Chi square test; * Statistically significant at p ≤ 0.05.

Table 4. Comparison between the two studied groups according to No of risk Allele (GRS).

Total
(n = 224)

Recurrence
(n = 58)

Non
Recurrence

(n = 166)
Test of Sig. p

No of risk Allele (GRS)

Low risk (0–2) 160(71.4%) 31(53.4%) 129(77.7%)
χ2 = 12.398 * <0.001 *

High risk (3–8) 64(28.6%) 27(46.6%) 37(22.3%)

Mean ± SD. 2.3 ± 1.2 3 ± 1.9 2 ± 0.7
U = 3631.0 * 0.003 *Median (Min.–Max.) 2 (0–8) 2 (1–8) 2 (0–4)

χ2: Chi square test; U: Mann–Whitney test; * Statistically significant at p ≤ 0.05.
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Figure 1. Risk Alleles distribution among recurrent and non-recurrent VTE patients.

The risk of recurrent VTE associated with the five SNPs was assessed as shown in
Table 5. It is noteworthy that the risk of recurrent VTE was significantly higher with FVL
mutation (HR 1.95, 95% CI 1.14–3.33) (p = 0.015), suggesting that FVL mutation could be an
independent risk factor for recurrent VTE. Next, we investigated the potential synergistic
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effect of different prothrombotic genotypes. We observed that the risk of recurrent VTE
associated with combined genetic defects (FVL + PTM), (FVL + FGG), (FVL + FXI) and
(FXI + FGG) mutations were (HR 6.83, 95% CI 2.44–19.09), (HR 2.92, 95% CI 1.65–5.15),
(HR 5.36, 95% CI 3.05–9.41) and (HR 5.21, 95% CI 3.04–8.94) (p < 0.001, respectively).
In addition, patients carrying (FVL + ABO), (PTM + ABO), (PTM + FGG), (PTM + FXI),
(ABO + FXI) and (ABO + FGG) mutations did not have any significant risk of recurrence
(p > 0.05, respectively); data are not shown. In addition, patients having ≥3 risk alleles
were associated with higher risk of VTE recurrence compared to those having ≤2 risk
alleles (the reference group) (HR 2.5, 95% CI 1.48–4.21) (p = 0.001) (Table 5) suggesting that
our GRS model could be an effective and useful model in risk stratification of VTE patients.
Ultimately, Kaplan–Meier curve was plotted to estimate the recurrence-free survival of the
five SNPs. Patients with GRS ≥3 had a significantly shorter time recurrence free survival
(43.07 months) compared to the low-risk group of patients with GRS (0–2) (p < 0.001)
as shown in (Table 6, Figure 2). This result confirmed that genetic risk profiling of VTE
patients could be used for the prediction of recurrence of VTE.

Table 5. The Risk of Recurrent VTE Associated With the five SNPs among the two studied groups
of patients.

SNP p HR (95% CI) p HR # (95% CI)

FV rs6025 0.019 * 1.877(1.109–3.178) 0.015 * 1.951(1.141–3.338)
FII rs1799963 0.198 1.595(0.784–3.248) 0.207 1.593(0.773–3.284)

FGG rs2066865 0.128 1.492(0.892–2.498) 0.137 1.482(0.883–2.487)
ABO rs8176719 0.239 1.424(0.791–2.563) 0.232 1.431(0.795–2.577)
FXI rs2036914 0.432 1.230(0.733–2.064) 0.416 1.241(0.738–2.085)

GRS (≥3) 0.001 * 2.472(1.475–4.145) 0.001 * 2.503(1.486–4.217)

#: Adjusted hazard ratio by age and sex; CI: Confidence interval; LL: Lower limit; UL: Upper Limit; * Statistically
significant at p ≤ 0.05.
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Table 6. Kaplan–Meier survival curve for recurrence free survival with GRS.

GRS Mean %
Log Rank

χ2 p

Low risk (0–2) 52.163 80.6
12.657 * <0.001 *High risk (3–8) 43.078 57.8

* Statistically significant at p ≤ 0.05.

4. Discussion

Risk stratification of VTE patients and the prediction of recurrent VTE would allow
proper use of VTE prophylaxis and selective management of high-risk patients. The risk for
recurrent VTE varies according to the clinical setting of each patient whether the first event
was associated with an acquired risk factor (provoked) or in the absence of any provoking
risk factors (unprovoked) [19]. Anticoagulant therapy is the mainstay for the treatment of
VTE and very effective at prevention of recurrence, but it is associated with an increased
bleeding risk [20]. Once the anticoagulant therapy is started, the risk of VTE recurrence
falls rapidly and then falls slowly until a new baseline risk is reached [7,21]. In general,
patients with VTE should be treated either for three or six months or indefinitely [22]. Re-
sults obtained from the present work revealed no detectable difference between the studied
groups in respect to the duration of warfarin (p > 0.05). In agreement with our findings,
Campbell IA et al. [23] and Agnelli G et al. [24] reported a similar risk of recurrence of VTE
with three months compared with six to twelve months of anticoagulant therapy during one
to three years of follow-up. On the other side, Levine MN et al. [25], Schulman S et al. [26]
and Kearon C et al. [27] demonstrated that the shorter course of anticoagulant therapy
was associated with increased risk of recurrence during nine to twenty-four months of
follow-up. Genetic risk profiling could be useful in the identification of individuals at
high risk for the first thrombotic event as well as the recurrence of VTE. In the present
study, we used only the five prothrombotic genotypes that were most strongly associated
with the risk of a first venous thrombosis in literature and applied previously to the pre-
diction of first thrombotic events [28] and we developed GRS based on these five SNPs
(FVL rs6025, PTM rs1799963, ABO rs8176719, FGG rs2066865 and FXI rs2036914). Both
FV and FII have essential role in the coagulation pathway [29] Non-O blood group has
an elevated risk of VTE events. It has been attributed to higher levels of FVIII and von
Willebrand factor [30,31]. FXI plays an essential role in hemostasis independent of the
contact pathway, and it has been described as a strong risk factor in venous thrombosis.
Patients with severe FXI deficiency had a lower incidence of VTE. On the contrary, higher
levels of FXI were associated with increased VTE risk [32,33]. Low levels of fibrinogen γ

(fibrinogen-γ)—a subunit of fibrinogen—have been described as a risk factor for venous
thrombosis [34]. Results obtained from the present work revealed that VTE recurred in
58 (25.8%) patients and 166 (74.2%) were recurrence-free during the follow-up period, in
addition, neither the gender nor the age had significant differences among the two studied
groups of patients (p = 0.991 and p = 0.650 respectively). This result differs somewhat from
that reported by van Hylckama Vlieg et al. and Ahmad A et al. [18,35] who reported the
risk of recurrence was higher in men than in women. This difference may be explained
by the little number of patients enrolled in the study, or it might be the real picture of
the patients in our hospital in that period of time although the underlying mechanism
of these findings is still unknown. Interestingly, we found that FVL mutation could be
an independent risk factor for recurrent VTE while PTM, ABO, FGG and FXI variants
were not. This finding may agree with the fact that FVL mutation is the most prevalent
genetic defect associated with venous thrombosis in the literature. Near to our finding, van
Hylckama Vlieg et al. and Coppens M [15,18] recorded that neither FVL nor PTM variants
were unable separately to predict the risk of VTE recurrence. Additionally, we reported
elevated risk of recurrent VTE in patients with double carriers of (FVL + PTM), (FVL +
FGG), (FVL + FXI) and (FXI + FGG) mutations. The impact of thrombophilia on the risk of
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VTE recurrence has been examined in several studies. Similar findings were obtained by
De Stefano et al., Simioni et al. and Lindmarker et al. [36–38] who demonstrated that the
presence of both FVL and/or the PTM mutations were associated with increased risk of
recurrent DVT. In addition, Prandoni et al. [2] reported that thrombophilia was associated
with an increased risk of recurrence among patients with unprovoked VTE, and patients
with multiple abnormalities had higher risk for VTE recurrence compared with patients
with single abnormality. This result is not supported by any other prospective studies by
Baglin et al., Santa Maria et al. and Lijfering et al. [19,39,40]. These contradictory points of
view could be attributed to the differences in the study design, definition of the patients
(provoked/unprovoked), documentation of the first event as well as the second event,
definition of outcome and type and duration of anticoagulant therapy. Very interestingly,
by using the 5-SNP GRS, previously validated for first venous thrombosis, our results
suggest that the GRS model could be an effective and useful model in risk stratification of
VTE patients, and genetic risk profiling of VTE patients could be used for the prediction
of recurrence of VTE. In agreement with our results, van Hylckama Vlieg et al. [18] stated
that by using this 5-SNP GRS model, they were able to stratify patients into high and low
risk of recurrence. This 5-SNP model is sufficient for the prediction of VTE recurrence in
both provoked and unprovoked first events. Close to our findings, Ahmad A et al. [35]
demonstrated that the 8-SNP GRS had a better performance in risk prediction of VTE recur-
rence compared to the previously described 5-SNP GRS, and they revealed this improved
performance of the 8-SNP GRS with the inclusion of 3 additional SNPs.

5. Conclusions

GRS model could be an effective and useful model in risk stratification of VTE patients,
and genetic risk profiling of VTE patients could be used for the prediction of recurrence
of VTE.

Limitations of the study: The present study has several limitations that should be
acknowledged. First, we did not assess other thrombophilic conditions (e.g., antithrombin,
protein C and S deficiency). Second, this study involved a relatively small number of
patients. Third, our study period was only five years with a short follow-up period; thus,
we may have missed recurrent events that occurred afterwards. Fourth, the study revealed
a relatively low (~60%) sensitivity of diagnostic measures (compression sonography) for
distal DVT. Ultimately, it is a single center study applied to population with similar
ethnic background.

Author Contributions: Conceptualization, H.H., M.A.T. and M.F.A.; data curation, H.H., A.A.A.,
A.S., M.A.T., M.F.A., S.S. and O.A.E.; formal analysis, A.Y., M.F.A., A.E., M.S.A.E., S.S. and O.A.E.;
investigation, H.H., A.Y., A.A.A., A.S. and O.A.E.; methodology, H.H., A.Y., A.A.A., A.S., M.A.T.,
A.E., M.S.A.E., S.S. and O.A.E.; validation, M.A.T. and M.F.A.; visualization, M.F.A., A.E., M.S.A.E.
and S.S.; writing—original draft, H.H., M.A.T. and M.F.A.; writing—review and editing, H.H., A.A.A.,
A.S., M.A.T., M.F.A., A.E., M.S.A.E., S.S. and O.A.E. All authors have read and agreed to the published
version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Institutional Review Board.

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available in References [1–40].
Below are suggested Data Availability Statements: (1) Data available in a publicly accessible repository.
The data presented in this study are openly available in [repository name e.g., FigShare] at [doi],
reference number [reference number]. (2) Data available in a publicly accessible repository that does
not issue DOIs. Publicly available datasets were analyzed in this study. This data can be found here:
[link/accession number]. (3) Data available on request due to restrictions e.g., privacy or ethical.
The data presented in this study are available on request from the corresponding author. The data
are not publicly available due to [insert reason here]. (4) 3rd Party Data. Restrictions apply to the



Genes 2021, 12, 874 10 of 11

availability of these data. Data was obtained from [third party] and are available [from the authors/at
URL] with the permission of [third party]. (5) Data sharing not applicable. No new data were created
or analyzed in this study. Data sharing is not applicable to this article. (6) Data is contained within
the article. The data presented in this study are available in this article.

Acknowledgments: The authors would like to thank the nurses at Clinical pathology, Internal medicine,
cardiovascular medicine and anesthesia/ICU Department, Tanta University Hospital, for their assistance
in conducting the study. In addition, we thank Amgad Hamza for his assistance in statistical analysis.

Conflicts of Interest: We (the authors) declare that we have no conflict of interest.

References
1. Hansson, P.O.; Sörbo, J.; Eriksson, H. Recurrent venous thromboembolism after deep vein thrombosis: Incidence and risk factors.

Arch. Intern. Med. 2000, 160, 769–774. [CrossRef] [PubMed]
2. Prandoni, P.; Noventa, F.; Ghirarduzzi, A.; Pengo, V.; Bernardi, E.; Pesavento, R.; Iotti, M.; Tormene, D.; Simioni, P.; Pagnan, A.

The risk of recurrent venous thromboembolism after discontinuing anticoagulation in patients with acute proximal deep vein
thrombosis or pulmonary embolism. Haematologica 2007, 92, 199–205. [CrossRef]

3. Rosendaal, F.R. Venous thrombosis: A multicausal disease. Lancet 1999, 353, 1167–1173. [CrossRef]
4. Gemmati, D.; Serino, M.L.; Moratelli, S.; Mari, R.; Ballerini, G.; Scapoli, G.L. Coexistence of antithrombin deficiency, factor V

Leiden and hyperhomocysteinemia in a thrombotic family. Blood Coagul. Fibrinolysis 1998, 9, 173–176. [CrossRef]
5. Gemmati, D.; Serino, M.L.; Moratelli, S.; Tognazzo, S.; Ongaro, A.; Scapoli, G.L. Coexistence of Factor V G1691A and Factor

II G20210A Gene Mutations in a Thrombotic Family Is Associated with Recurrence and Early Onset of Venous Thrombosis.
Haemostasis 2001, 31, 99–105. [CrossRef]

6. Rosendaal, F.R.; Reitsma, P.H. Genetics of venous thrombosis. J. Thromb. Haemost. 2009, 7 (Suppl. 1), 301–304. [CrossRef]
7. Boutitie, F.; Pinede, L.; Schulman, S.; Agnelli, G.; Raskob, G.; Julian, J.; Hirsh, J.; Kearon, C. Influence of preceding length of

antico-agulant treatment and initial presentation of venous thromboembolism on risk of recurrence after stopping treatment:
Analysis of individual participants’ data from seven trials. BMJ 2011, 342, d3036. [CrossRef] [PubMed]

8. Palareti, G.; Leali, N.; Coccheri, S.; Poggi, M.; Manotti, C.; D’Angelo, A.; Pengo, V.; Erba, N.; Moia, M.; Ciavarella, N.; et al.
Bleeding complications of oral anticoagulant treatment: An inception-cohort, prospective collaborative study (ISCOAT). Italian
Study on Complications of Oral Anticoagulant Therapy. Lancet 1996, 348, 423–428. [CrossRef]

9. Kearon, C.; Gent, M.; Hirsh, J.; Weitz, J.; Kovacs, M.J.; Anderson, D.R.; Turpie, A.G.; Green, D.; Ginsberg, J.S.; Wells, P.; et al.
A Comparison of Three Months of Anticoagulation with Extended Anticoagulation for a First Episode of Idiopathic Venous
Thromboembolism. N. Engl. J. Med. 1999, 340, 901–907. [CrossRef]

10. Fahrni, J.; Husmann, M.; Gretener, S.B.; Keo, H.H. Assessing the risk of recurrent venous thromboembolism—A practical
approach. Vasc. Health Risk Manag. 2015, 11, 451–459.

11. Kearon, C.; Akl, E.A.; Ornelas, J.; Blaivas, A.; Jimenez, D.; Bounameaux, H.; Huisman, M.; King, C.S.; Morris, T.A.; Sood, N.; et al.
Antithrombotic therapy for VTE disease: CHEST guideline and expert panel report. Chest 2016, 149, 315–352. [CrossRef]

12. Konstantinides, S.V.; Torbicki, A.; Agnelli, G.; Danchin, N.; Fitzmaurice, D.; Galiè, N.; Gibbs, J.S.R.; Huisman, M.V.; Humbert,
M.; Kucher, N.; et al. Task Force for the Diagnosis and Management of Acute Pulmonary Embolism of the European Society of
Cardiology (ESC) 2014 ESC guidelines on the diagnosis and management of acute pulmonary embolism. Eur. Heart J. 2014, 35,
3033–3080.

13. Souto, J.C.; Almasy, L.; Borrell, M.; Blanco-Vaca, F.; Mateo, J.; Soria, J.M.; Coll, I.; Felices, R.; Stone, W.; Fontcuberta, J.; et al.
Genetic Susceptibility to Thrombosis and Its Relationship to Physiological Risk Factors: The GAIT Study. Genetic analysis of
idiopathic thrombophilia. Am. J. Hum. Genet. 2000, 67, 1452–1459. [CrossRef] [PubMed]

14. Zoller, B.; Ohlsson, H.; Sundquist, J.; Sundquist, K. A sibling based design to quantify genetic and shared environmental effects of
venous thromboembolism in Sweden. Thromb. Res. 2017, 149, 82–87. [CrossRef] [PubMed]

15. Coppens, M.; Reijnders, J.H.; Middeldorp, S.; Doggen, C.J.M.; Rosendaal, F.R. Testing for inherited thrombophilia does not reduce
the recurrence of venous thrombosis. J. Thromb. Haemost. 2008, 6, 1474–1477. [CrossRef]

16. Zee, R.Y.; Bubes, V.; Shrivastava, S.; Ridker, P.M.; Glynn, R.J. Genetic risk factors in recurrent venous thromboembolism: A
multilocus, population-based, prospective approach. Clin. Chim. Acta 2009, 402, 189–192. [CrossRef]

17. van Hylckama Vlieg, A.; Baglin, C.A.; Bare, L.A.; Rosendaal, F.R.; Baglin, T.P. Proof of principle of potential clinical utility of
multiple SNP analysis for prediction of recurrent venous thrombosis. J. Thromb. Haemost. 2008, 6, 751–754. [CrossRef]

18. van Hylckama Vlieg, A.; Flinterman, L.E.; Bare, L.A.; Cannegieter, S.C.; Reitsma, P.H.; Arellano, A.R.; Tong, C.H.; Devlin,
J.J.; Rosendaal, F.R. Genetic variations associated with recurrent venous thrombosis. Circ. Cardiovasc. Genet. 2014, 7, 806–813.
[CrossRef]

19. Baglin, T.; Luddington, R.; Brown, K.; Baglin, C. Incidence of recurrent venous thromboembolism in relation to clinical and
throm-bophilic risk factors: Prospective cohort study. Lancet 2003, 362, 523–526. [CrossRef]

20. Piran, S.; Schulman, S. Treatment of bleeding complications in patients on anticoagulant therapy. Blood 2019, 133, 425–435.
[CrossRef] [PubMed]

http://doi.org/10.1001/archinte.160.6.769
http://www.ncbi.nlm.nih.gov/pubmed/10737276
http://doi.org/10.3324/haematol.10516
http://doi.org/10.1016/S0140-6736(98)10266-0
http://doi.org/10.1097/00001721-199803000-00008
http://doi.org/10.1159/000048050
http://doi.org/10.1111/j.1538-7836.2009.03394.x
http://doi.org/10.1136/bmj.d3036
http://www.ncbi.nlm.nih.gov/pubmed/21610040
http://doi.org/10.1016/S0140-6736(96)01109-9
http://doi.org/10.1056/NEJM199903253401201
http://doi.org/10.1016/j.chest.2015.11.026
http://doi.org/10.1086/316903
http://www.ncbi.nlm.nih.gov/pubmed/11038326
http://doi.org/10.1016/j.thromres.2016.10.014
http://www.ncbi.nlm.nih.gov/pubmed/27793415
http://doi.org/10.1111/j.1538-7836.2008.03055.x
http://doi.org/10.1016/j.cca.2009.01.011
http://doi.org/10.1111/j.1538-7836.2008.02920.x
http://doi.org/10.1161/CIRCGENETICS.114.000682
http://doi.org/10.1016/S0140-6736(03)14111-6
http://doi.org/10.1182/blood-2018-06-820746
http://www.ncbi.nlm.nih.gov/pubmed/30559261


Genes 2021, 12, 874 11 of 11

21. Kearon, C. A conceptual framework for two phases of anticoagulant treatment of venous thromboembolism. J. Thromb. Haemost.
2012, 10, 507–511. [CrossRef]

22. Kearon, C.; Akl, E.A. Duration of anticoagulant therapy for deep vein thrombosis and pulmonary embolism. Blood 2014, 123,
1794–1801. [CrossRef]

23. Campbell, I.A.; Bentley, D.P.; Prescott, R.J.; Routledge, P.A.; Shetty, H.G.M.; Williamson, I.J. Anticoagulation for three versus six
months in patients with deep vein thrombosis or pulmonary embolism, or both: Randomised trial. BMJ 2007, 334, 674. [CrossRef]
[PubMed]

24. Agnelli, G.; Prandoni, P.; Becattini, C.; Silingardi, M.; Taliani, M.R.; Miccio, M.; Imberti, D.; Poggio, R.; Ageno, W.; Pogliani, E.M.;
et al. Extended Oral Anticoagulant Therapy after a First Episode of Pulmonary Embolism. Ann. Intern. Med. 2003, 139, 19–25.
[CrossRef] [PubMed]

25. Levine, M.N.; Hirsh, J.; Gent, M.; Turpie, A.G.; Weitz, J.; Ginsberg, J.; Geerts, W.; Leclerc, J.; Neemeh, J.; Powers, P.; et al. Optimal
Duration of Oral Anticoagulant Therapy: A Randomized Trial Comparing Four Weeks with Three Months of Warfarin in Patients
with Proximal Deep Vein Thrombosis. Thromb. Haemost. 1995, 74, 606–611. [CrossRef] [PubMed]

26. Schulman, S.; Rhedin, A.-S.; Lindmarker, P.; Carlsson, A.; Lärfars, G.; Nicol, P.; Loogna, E.; Svensson, E.; Ljungberg, B.;
Walter, H.; et al. A Comparison of Six Weeks with Six Months of Oral Anticoagulant Therapy after a First Episode of Venous
Thromboembolism. N. Engl. J. Med. 1995, 332, 1661–1665. [CrossRef] [PubMed]

27. Kearon, C.; Ginsberg, J.S.; Anderson, D.R.; Kovacs, M.J.; Wells, P.; Julian, J.A.; MacKinnon, B.; Demers, C.; Douketis, J.; Turpie,
A.G.; et al. Comparison of 1 month with 3 months of anticoagulation for a first episode of venous thromboembolism associated
with a transient risk factor. J. Thromb. Haemost. 2004, 2, 743–749. [CrossRef]

28. de Haan, H.G.; Bezemer, I.D.; Doggen, C.J.; Le Cessie, S.; Reitsma, P.H.; Arellano, A.R.; Tong, C.H.; Devlin, J.J.; Bare, L.A.;
Rosendaal, F.R.; et al. Multiple SNP testing improves risk prediction of first venous thrombosis. Blood 2012, 120, 656–663.
[CrossRef]

29. Emmerich, J.; Rosendaal, F.R.; Cattaneo, M.; Margaglione, M.; De Stefano, V.; Cumming, T.; Arruda, V.; Hillarp, A.; Reny, J.L.
Combined effect of factor V Leiden and prothrombin 20210A on the risk of venous thromboembolism–pooled analysis of 8
casecontrol studies including 2310 cases and 3204 controls. Study Group for Pooled-Analysis in Venous Thromboembolism.
Thromb. Haemost. 2001, 86, 809–816.

30. Souto, J.C.; Almasy, L.; Muniz-Diaz, E.; Soria, J.M.; Borrell, M.; Bayén, L.; Mateo, J.; Madoz, P.; Stone, W.; Blangero, J.; et al.
Func-tional effects of the ABO locus polymorphism on plasma levels of von Willebrand factor, factor VIII, and activated partial
throm-boplastin time. Arterioscler. Thromb. Vasc. Biol. 2000, 20, 2024–2028. [CrossRef]

31. Miller, C.H.; Haff, E.; Platt, S.J.; Rawlins, P.; Drews, C.D.; Dilley, A.B.; Evatt, B. Measurement of von Willebrand factor activity:
Relative effects of ABO blood type and race. J. Thromb. Haemost. 2003, 1, 2191–2197. [CrossRef] [PubMed]

32. Salomon, O.; Steinberg, D.M.; Zucker, M.; Varon, D.; Zivelin, A.; Seligsohn, U. Patients with severe factor XI deficiency have a
reduced incidence of deep-vein thrombosis. Thromb. Haemost. 2011, 105, 269–273. [CrossRef]

33. Meijers, J.C.; Tekelenburg, W.L.; Bouma, B.N.; Bertina, R.M.; Rosendaal, F.R. High Levels of Coagulation Factor XI as a Risk Factor
for Venous Thrombosis. N. Engl. J. Med. 2000, 342, 696–701. [CrossRef] [PubMed]

34. Uitte de Willige, S.; de Visser, M.C.H.; Houwing-Duistermaat, J.J.; Rosendaal, F.R.; Vos, H.L.; Bertina, R.M. Genetic variation in
the fi-brinogen gamma gene increases the risk for deep venous thrombosis by reducing plasma fibrinogen gamma’ levels. Blood
2005, 106, 4176–4183. [CrossRef]

35. Ahmad, A.; Sundquist, K.; Palmér, K.; Svensson, P.J.; Sundquist, J.; Memon, A.A. Risk prediction of recurrent venous throm-
boembolism: A multiple genetic risk model. J. Thromb. Thrombolysis 2019, 47, 216–226. [CrossRef] [PubMed]

36. De Stefano, V.; Martinelli, I.; Mannucci, P.M.; Paciaroni, K.; Chiusolo, P.; Casorelli, I.; Rossi, E.; Leone, G. The risk of recurrent
deep venous thrombosis among heterozygous carriers of both factor V Leiden and the G20210A prothrombin mutation. N. Engl.
J. Med. 1999, 341, 801–806. [CrossRef] [PubMed]

37. Simioni, P.; Prandoni, P.; Lensing, A.W.A.; Manfrin, D.; Tormene, D.; Gavasso, S.; Girolami, B.; Sardella, C.; Prins, M.; Girolami, A.
Risk for subsequent venous thromboembolic complications in carriers of the prothrombin or the factor V gene mutation with a
first episode of deep-vein thrombosis. Blood 2000, 96, 3329–3333.

38. Lindmarker, P.; Schulman, S.; Sten-Linder, M.; Wiman, B.; Egberg, N.; Johnsson, H. DURAC (Duration of Anticoagulation)
Trial Study Group. The Risk of Recurrent Venous Thromboembolism in Carriers and Non-carriers of the G1691A Allele in the
Coagulation Factor V Gene and the G20210A Allele in the Prothrombin Gene. Thromb. Haemost. 1999, 81, 684–689.

39. Santamaria, M.G.; Agnelli, G.; Taliani, M.R.; Prandoni, P.; Moia, M.; Bazzan, M.; Guazzaloca, G.; Ageno, W.; Bertoldi, A.; Silingardi,
M.; et al. Thrombophilic abnormalities and recurrence of venous thromboembolism in patients treated with standardized
anticoagulant treatment. Thromb. Res. 2005, 116, 301–306. [CrossRef]

40. Lijfering, W.M.; Middeldorp, S.; Veeger, N.J.G.M.; Hamulyák, K.; Prins, M.H.; Büller, H.R.; van der Meer, J. Risk of Recurrent
Venous Thrombosis in Homozygous Carriers and Double Heterozygous Carriers of Factor V Leiden and Prothrombin G20210A.
Circulation 2010, 20, 1706–1712. [CrossRef]

http://doi.org/10.1111/j.1538-7836.2012.04629.x
http://doi.org/10.1182/blood-2013-12-512681
http://doi.org/10.1136/bmj.39098.583356.55
http://www.ncbi.nlm.nih.gov/pubmed/17289685
http://doi.org/10.7326/0003-4819-139-1-200307010-00008
http://www.ncbi.nlm.nih.gov/pubmed/12834314
http://doi.org/10.1055/s-0038-1649783
http://www.ncbi.nlm.nih.gov/pubmed/8584992
http://doi.org/10.1056/NEJM199506223322501
http://www.ncbi.nlm.nih.gov/pubmed/7760866
http://doi.org/10.1046/j.1538-7836.2004.00698.x
http://doi.org/10.1182/blood-2011-12-397752
http://doi.org/10.1161/01.ATV.20.8.2024
http://doi.org/10.1046/j.1538-7836.2003.00367.x
http://www.ncbi.nlm.nih.gov/pubmed/14521604
http://doi.org/10.1160/TH10-05-0307
http://doi.org/10.1056/NEJM200003093421004
http://www.ncbi.nlm.nih.gov/pubmed/10706899
http://doi.org/10.1182/blood-2005-05-2180
http://doi.org/10.1007/s11239-018-1762-7
http://www.ncbi.nlm.nih.gov/pubmed/30368761
http://doi.org/10.1056/NEJM199909093411104
http://www.ncbi.nlm.nih.gov/pubmed/10477778
http://doi.org/10.1016/j.thromres.2004.12.012
http://doi.org/10.1161/CIRCULATIONAHA.109.906347

	Introduction 
	Patients and Methods 
	Blood Collection, DNA Extraction and Genotyping 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

