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Abstract

Background: Nictric oxide (NO), synthesized by endothelial nitric oxide synthase
(eNOS) is important for maintaining of endothelial homeostasis. It mediates vaso-
dilatation and supresses smooth muscle cells proliferation. Defects in the produc-
tion of NO may influence progression of atherosclerosis and in turn coronary ar-
tery disease (CAD). Thus, polymorphisms within eNOS (NOS3) gene are suggested
to be associated with the CAD development. However, data are often contradic-
tory. The aim of the present study was to perform meta-analysis of available data
addressing possible association between 894G>T polymorphism (Glu298Asp)
within NOS3 gene and coronary artery disease in younger adults.

Methods: Pubmed, Medline and Google Scholar, were searched using specific
keywords. Ten case-control studies with a total number of 1473 patients with
angiographically confirmed CAD and 1174 controls were included according
to the inclusion/exclusion criteria. Statistical analyses were conducted using
MedCalc software. Heterogeneity between the studies was evaluated using the
Dersimonian and Laird’s Q test. The pooled ORs were estimated with a random
or fixed effects models in dependence to heterogeneity.

Results: In case of dominant model analysis (GT+TT vs GG) significant hetero-
geneity between the analysed studies was observed, thus pooled OR was ana-
lysed using random effects model. Carrier-state of 894T allele was found to be
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related to coronary artery disease (p=0.014, OR=1.421 95%Cl 1.07-1.88). In the
allelic model (T vs G) random effects model was also used. In this case similar
relation with the disease was observed (p=0.011, OR=1.463 95%Cl 1.06-1.96).
Conclusions: The carrier state of T allele of 894G>T polymorphism in NOS3
gene is related to coronary artery disease in younger adults.

Introduction

Coronary artery disease (CAD) is still one of the
leading causes of death worldwide despite the fact
that in the years 1980-2000 the number of deaths due
to CAD decreased in the USA and nearly 50% of this
number decreased as a result of the treatment [1].

The progression of atherosclerotic lesions, leading
to CAD and myocardial infarction (MI), arises from
the interactions between many risk factors, i.e. en-
vironmental, biochemical as well as inherited [2-4].
Among genetic risk factors, it has been suggested that
almost 60 genetic loci are associated with CAD [5].
The data however indicate that less than 10% of the
heritability of CAD can be explained by these factors
[6]. The role of genetic risk factors seems to have par-
ticularly significant impact on aetiology of CAD in
younger patients due to the shorter exposure time to
environmental factors. Determining possible inter-
play of gene-candidate and the disease is also of great
importance although it may rise some difficulties in
the reliable assessment since the particular polymor-
phism may increase the risk of CAD in one popula-
tion while not in another.

Nitric oxide (NO) is a molecule synthesized enzy-
matically from l-arginine (I-Arg) by three isoforms
of NO synthase (NOS), i.e. neuronal NOS (nNOS),
inducible NOS (iNOS), and endothelial NOS (eNOS)
[7]. One of the NOS inhibitors is asymmetric di-
methylarginine (ADMA) which can compete with 1-
arginine as a substrate. In a situation of elevated level
of ADMA the bioavailability of NO decreases. NO
synthesized by eNOS is important for maintaining
of endothelial homeostasis. It mediates vasodilata-
tion and supresses smooth muscle cells proliferation.
In addition, NO exerts an antioxidant effect because
it reduces the production of free radicals in the ves-
sels and protects low density lipoprotein (LDL) from
the oxidation. Low concentrations of NO promotes
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among others aggregation and proliferation of throm-
bocytes or inhibition of apoptosis of myocytes as well
as may influence progression of atherosclerosis and
in turn CAD. Thus, polymorphisms within eNOS
gene are suggested to be associated with the CAD
development. The gene encoding eNOS (NOS3) is
located on chromosome 7 at q35-q36 and consists of
26 exons [8]. The 894G>T polymorphism in exon 7
is one of the common polymorphisms within NOS3
gene which results in substitution of glutamate by
aspartate at codon 298 (Glu298Asp). However, data
regarding the role of NOS3 894G>T polymorphism
are often contradictory. Some papers demonstrated
an association between polymorphic variant of NOS3
894G>T polymorphism and CAD [9, 10]. On the
other hand, there are also data showing no correla-
tion [11, 12].

In the present study, a meta-analysis of avail-
able data addressing possible association between
894G>T polymorphism in NOS3 gene and coronary
artery disease in younger adults was performed.

Materials and Methods

Search strategy

Databases (Pubmed, Medline, Google Scholar) were
searched using the following keywords: (“NOS3 poly-
morphism” or “894G>T polymorphism” or “Glu-
298Asp polymorphism”) and (“coronary artery dis-
ease” or “atherosclerosis” or “myocardial infarction”)
and (“premature” or “young aults” or “adults”) (last
search was performed on March 2020). The publica-
tion was included in the meta-analysis when the fol-
lowing criteria were met: a) CAD diagnosed in adult
patients with angiographic confirmation, b) case-
control study c) age of the patients approximately 60
years or younger and d) full-length paper written in




English. In turn, publications were excluded in case
of: a) unavailability of genotyping results, b) type of
the publication other than case-control study (i.e.
conference proceedings, review articles, case reports,
meta-analyses or animal studies) c) mean age of CAD
patients above 60 years and d) language of the article
other than English.

Eventually, 10 case-control studies [10-19] with
a total number of 1473 patients with angiographically
confirmed CAD and 1174 controls met the inclusion
criteria.

Data extraction and
methodological quality

From the studies included to the present meta-
analysis the following data were extracted: first au-
thor’s name, year of publication, population, age of
cases and control subjects, size of analysed group
of patients and controls, and number of particular
genotype in the group. The Newcastle-Ottawa scale
(NOS) for case-control studies was used to establish
methodological quality of the studies included [20,
21]. The scores of this scale ranges from 0 points to 11
points. The study was accepted as a high quality one
when the NOS score was 5 or higher. The calculation
of Hardy-Weinberg equilibrium (HWE) in control
subjects was additionally performed for each study.

Statistical analyses

Statistical analyses were conducted twice using Med-
Calc software. Heterogeneity between the studies was
evaluated using the Dersimonian and Laird’s Q test
with the assessment of I> metric which describes the
percentage (from 0% to 100%) of the observed be-
tween-study variability resulting from heterogeneity.
In case of significant heterogeneity observed between
the studies, the pooled OR was estimated with a ran-
dom effects model, otherwise, a fixed effects model
was used. The strength of the correlation between the
NOS3 polymorphism and CAD was assessed with the
pooled OR together with the 95% confidence interval
(CI) in the dominant (GT+TT vs GG), recessive (TT
vs. GG + GT), additive (TT vs. GG) as well as allelic
(T vs G) models. The result was considered to be sta-
tistically significant when the p value was below 0.05.
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Results

Characteristics of the
studies included

Characteristics of the studies included to the present
meta-analysis along with the NOS quality scores is
shown in Table 1. Different racial populations were
analysed in all studies included. The youngest pa-
tients were recruited by Zigra et al. [16] from Greece
population as well as from Egypt population [13].
The largest groups of CAD patients and control sub-
jects were recruited by Salimi et al. [10], Vasilakou
et al. [14], and Higorani et al. [17]. In turn, the low-
est numbers of patients and control subjects were re-
cruited by Saini et al. [15]. Saini et al. [15] observed
also no TT allele in patient group nor in controls.
One of the studies [19] demonstrated lack of agree-
ment with HWE in the frequency of genotypes in
control group however, according to an assumption
of Minelli et al. [22], it was not excluded from the
meta-analysis. The correlation between NOS3 poly-
morphism and CAD was demonstrated in five stud-
ies [10, 13, 15, 17, 18] with the values of OR ranging
from 1.83 to 17 (Table 2).

Association between NOS3
polymorphism and CAD

The mutant TT genotype of NOS3 gene was present
in almost 18% of CAD patients studied in the meta-
analysis while only in 8% of healthy controls. Also,
carriers of T allele (subjects with GT or TT geno-
types) were more frequent in cases than in controls
(50% vs 41%).

In case of NOS3 GT+TT vs GG analysis signifi-
cant heterogeneity between the analysed studies
was observed (I’=64.23%, p=0.003), thus pooled OR
was calculated using random effects model. It was
observed that carrier-state of 894T allele may be re-
lated to coronary artery disease (p=0.014, OR=1.421
95%CI 1.07-1.88) (Fig. 1). In case of recessive model
(TT vs. GG + GT) the significant heterogeneity was
also demonstrated (I’=75.49%, p<0.001) and again
random effects model was used to calculate the
strength of the association. The pooled OR equalled
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Table 2.
The results of the correlation between NOS3 894G>T polymorphism and CAD obtained by authors of the included studies

Study (year) Relationship between NOS3
polymorphism and CAD OR; p
(yes/no)

Mathew et al. (2008) N losslo |
Vasilakou et a. (2008) No I NAj0s9 |
Zigra et al. (2013) No*
_Joshaghanietal 2018) | No 0510650

Kacmaz et al. (2019) No NA ; 0.697

NA - not available; * the authors observed however significant correlations in subgroups’ analysis.

Meta-analysis Meta-analysis

A B | :
Salimi et al. (2010} - Salimi et al. (2010) : -+
Mathew et al. (2008) L Mathew et al. (2008) —
Abdel-Aziz et al. (2013) —B— Abdel-Aziz et al. (2013)
Vasilakou et al. (2008) —E— Wasilakou et al. (2008)
Saini et al. (2011} Saini et al. (2011)
Zigra et al. (2013) —— Zigra et al. (2013)
Higorani et al. (1999} 1 Higorani et al. (1999)
Joshaghani et al. (2018) —— Joshaghani et al. (2018)
Cam et al. (2005) — - Cam et al. (2003)

Kacmaz et al. (2019) — Kacmaz et al. (2019)
Total {fixed effects) - Total (fixed effects)
Total (random effects) e Total (random effects)
L il L L L 1L sl dvnml B I
0.1 1 10 0,01 01 1 10 100
Odds ratio Odds ratio
Meta-analysis Meta-analysis
C
Salimi et al. (2010} ~HE- Salimi et al. (2010} D -
Mathew et al. (2008) o— Mathew et al. (2008} ——
Abdel-Aziz et al. (2013) | Abdel-Aziz et al. (2013) .
Vasilakou et al. (2008) —— Wasilakou et al. (2008) 1
Saini et al. (2011) Sainiet a. (2011) a
Zigraet al. (2013) —0— Zigra et al. (2013) —O—
Higorani et al. (1999) -+ Higorani et al. (1999) - -
Joshaghani et al. (2018) Joshaghani et al. (2018) —a—
Cam et al. (2005) = Cam et al. (2003) ——
Kacmaz et al. (2019) —-- Kacmaz et al. (2019) —E—
Total (fixed effects) - Total (fixed efiects) *
Total (random effects) e Total {random effects) Y
| il FETEE AT L MR BT T | N .I N — |
0 B | 1 10 100 a1 1 10
Odds ratio Odds ratio

Fig. 1.
Forest plots of association between the NOS3 894G>T polymorphism and CAD in younger adults in four statistical mod-
els: dominant (A), recessive (B), additive (C) and allelic (D)
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1.743 (95% CI 0.95-3.18) however was on bound
of significance (p=0.071). Similarly, in the additive
model (TT vs GG) the results was on the border of
statistical significance (OR=1.835 95% CI 0.99-3.39,
p=0.052). In the case of allelic model (T vs G), the
T allele was found to be related to CAD in younger
adults (p=0.011, OR=1.463 95%CI 1.06-1.96) (Fig. 1).

Sensitivity analysis

Sensitivity analysis, performed by sequential exclud-
ing of each study, was used to evaluate the stability
of the results. I found no change in the OR value in
the case of both dominant and allelic models. Thus,
these analyses were stable. However, in the recessive
model after omitting the study by Kacmaz et al. [19],
a significant association in the prevalence of 894TT
genotype of NOS3 gene between the analysed groups
(OR 1.948 95% CI 1.02-3.74, p = 0.045 in the random
effects model) was observed. The results of additive
model (TT vs. GG) should be treated with caution
since some instability appeared during the sensitivity
analysis. When omitting studies by Joshaghani et al.
[11], Mathew et al. [12], Vasilakou et al. [14], Zigra
etal. [16], and Kacmaz et al. [19] positive correlations
were observed. Removing all the above mentioned
studies from additive analysis allowed to obtain the
pooled OR=3.884 (95% CI 1.91-7.88, p<0.001).

Discussion

Previously, the 894G>T polymorphism in NOS3
gene was suggested to be related to ischemic stroke
also in young adults [23, 24]. The meta-analysis by
Zhao et al. [25] based on 17 studies confirmed that
894G>T polymorphism may be considered as a risk
factor for venous thrombosis, and the polymorphism
may increase the risk of developing thrombotic dis-
ease in Asia. On the other hand, the NOS3 polymor-
phism was not related to gestational diabetes mellitus
among pregnant Iranian women [26]. In the study of
Campedelli et al. [27] the GG genotype of 894G>T
polymorphism in NOS3 gene showed greater sus-
ceptibility to atherosclerosis. However there are also
data showing that T allele of the analysed NOS3
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polymorphism may be a protective factor for diabetic

foot ulcer in diabetic patients [28].

Although available data show that assessment the
role of a single gene-candidate in a development of
CAD is insufficient, most case—control studies focus
to analyse only one genetic polymorphism in regard-
ing to the disease. To draw meaningful conclusions
in the field several polymorphisms with specific
gene—gene as well as gene-environment interactions
should be studied. This has been confirmed by earlier
researches. Data from Poland showed that specific
multi-genotype patterns within the genes encoding
intercellular adhesion molecule-1 (ICAM1), apolipo-
protein E (APOE), peroxisome proliferator-activated
receptor alpha (PPARA) and plasminogen activator
inhibitor-1 (PAI-1) increased the risk of CAD in pa-
tients from Upper Silesia [29]. Other studies indicate
that the carrier of four polymorphic gene variants
for: APOE, butyrylcholinesterase K (BChE), receptor
activated by y2 peroxisome proliferators (PPARy2)
and eNOS significantly increases the risk of prema-
ture CAD compared to contribution of a single gene
in the development of the disease [30]. In a study
by Berdeli et al. [31] synergistic effect of the renin-
angiotensin system genes and the eNOS gene in the
development of premature CAD has also been dem-
onstrated. In turn, Jia et al. [32] found an additive
interactions between the mutant genotypes of eNOS
T-786C polymorphism and the fast form of ADH2
Arg47His polymorphism in the risk of premature
CAD in the Chinese population.

Most often case-control studies regarding the role
of genetic risk factor are performed in a small num-
ber of patients and controls which may reflect the re-
sults (in a positive or negative way). This may result
from the fact that in most studies CAD patients are
recruited in one medical centre. Thus, meta-analysis
enables, as an objective and quantitative statistical
method, to pool data from many studies analysing
small groups to overcome this problem. It has also
a great statistical power.

The present meta-analysis aimed to analyse the
role of the 894G>T polymorphism in NOS3 gene and
coronary artery disease in younger adult patients.
The results based on a sizeable groups of patients
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with coronary artery disease (n=1473) and healthy
controls (n=1174) showed higher frequency of NOS3
TT genotype as well as carrier-state of T allele in cas-
es than in controls. Statistical analyses confirmed that
younger adults carrying the 894T allele (subjects with
GT and TT genotypes) had over 1.4-fold higher risk
of CAD. Similarly, 894T allele itself increases the risk
of premature CAD almost 1.5-fold.

In four of the studies included to the meta-analy-
sis no relation between the 894G>T polymorphism
in NOS3 gene and CAD in younger patients was
demonstrated [11, 12, 14, 19]. In the study by Zigra
et al. [16] no association was found in the case of
analysing the whole CAD group. However, the au-
thors demonstrated that prevalence of TT homo-
zygotes were significantly more common only in
patients with ‘normal’ or ‘near normal’ coronary ar-
teries compared to controls (21%vs.10%, p<0.001)
[16]. In turn, a strong significant association be-
tween NOS3 894TT genotype and the disease was
found by Cam et al. [18]. The authors obtained
results of the multivariate analysis with other con-
founding variables which indicated that NOS3 TT
genotype was an independent risk factor for prema-
ture CAD with OR=15.356. In one study, analysing
patients from India, no TT genotypes, both in cases
and controls were genotyped [15]. This finding is in-
teresting since it confirms the heterogeneity of the
disease and differences in genotypes distribution in
various populations. Among studies included, Saini
etal. [15] observed also that mean NO level was sig-
nificantly lower in subject with GT genotype than
in those bearing GG genotype. However, the mean
NO levels in the CAD patients with GT genotype
were lower (7.727 + 4.452 umol/L) comparing to the
control group (11.833 * 3.868 pmol/L). According
to authors, the T allele of 894G>T polymorphism
in NOS3 gene may be a marker for endothelial dys-
function which is characteristic for CAD.

The mean age of the CAD patients analysed in
the present meta-analysis was below 60 years. The
study of Jaramillo et al. [33] was excluded from the
meta-analysis since it analysed both, patients and
controls with wide range of age from 33 years to
74 years. In the literature patients aged 50 years [34]
are considered as “young adults”. However, data are
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available which indicates that even patients under

the age of 60 can be considered as “young adults”
[35]. Thus, due to increasing lifetime, the assump-
tion of Fromm et al. [35] was adopted, and in the
current meta-analysis the results obtained from pa-
tients below 60 years of age were included.

The present study has some limitations, patients
were inhabitants of different sides of the world with
possible genetic differences, which may bring plausi-
ble selection biases between the studies. In addition,
no information about environmental factors in par-
ticular patient can be extracted from particular study
included. Performing meta-analyses of interactions
between particular gene and factors present simul-
taneously would be more accurate in understanding
the role of the polymorphism in the development of
the disease. However, very precise data from each in-
cluded study would be then needed.

In conclusion, the carrier-state of T allele of
894G>T polymorphism within NOS3 gene is related
to coronary artery disease in younger adults.

References

1. Ford ES, Ajani UA, Croft JB, Critchley JA, Labarthe
DR, et al. Explaining the decrease in U.S. deaths
from coronary disease, 1980-2000. N Engl J Med.
2007; 356(23): 2388-2398.

2. Chen H, Ding S, Liu X, Wu Y, Wu X. Association of
Interleukin-6 Genetic Polymorphisms and Envi-
ronment Factors Interactions with Coronary Arte-
ry Disease in a Chinese Han Population. Clin Exp
Hypertens. 2018; 40(6): 514-517.

3. Ying Y, Luo Y, Peng H. EBF1 gene polymorphism
and its interaction with smoking and drinking on
the risk of coronary artery disease for Chinese pa-
tients. Biosci Rep. 2018; 38(3). pii: BSR20180324.
doi: 10.1042/BSR20180324.

4. Iwanicka J, lwanicki T, Niemiec P, Nowak T, Krau-
ze J, et al. Relationship between rs854560
PON1 Gene Polymorphism and Tobacco Smo-
king with Coronary Artery Disease. Dis Markers.
2017;2017:1540949. doi: 10.1155/2017/1540949.
Epub 2017 Sep 29.

5. Khera AV, Kathiresan S. Genetics of coronary arte-
ry disease: discovery, biology and clinical transla-
tion. Nat Rev Genet. 2017; 18(6): 331-344.




10.

11.

12.

13.

14.

15.

CARDIoGRAMplusC4D Consortium. Large-sca-
le association analysis identifies new risk loci for
coronary artery disease. Nat Genet. 2013; 45(1):
25-33.

Forstermann U, Sessa WC. Nitric oxide synthases:
regulation and function. Eur Heart J. 2012; 33(7):
829-837, 837a-837d.

Marsden PA, Heng HH, Scherer SW, Stewart RJ,
Hall AV, et al. Structure and chromosomal localiza-
tion of the human constitutive endothelial nitric
oxide synthase gene. J Biol Chem. 1993; 268(23):
17478-17488.

Angeline T, Isabel W, Tsongalis GJ. Endothelial
nitric oxide gene polymorphisms, nitric oxide
production and coronary artery disease risk in
a South Indian population. Exp Mol Pathol. 2010;
89(3): 205-208.

Salimi S, Firoozrai M, Zand H, Nakhaee A, Shafiee
SM, et al. Endothelial nitric oxide synthase gene
Glu298Asp polymorphism in patients with coro-
nary artery disease. Ann Saudi Med. 2010; 30(1):
33-37.

Joshaghani HR, Salehi A, Samadian E, Gharaei R,
Ahmadi AR. Association between NOS3 G894T,
T786C and 4a/4b Variants and Coronary Artery Di-
seases in Iranian Population. Iran J Public Health,
2018,47(12): 1891-1898.

Mathew J, Narayanan P, Sundaram R, Jayaraman
B, Dutta TK, et al. Lack of association between
Glu(298) asp polymorphism of endothelial nitric
oxide synthase (eNOS) gene and coronary arte-
ry disease in Tamilian population. Indian Heart J.
2008; 60(3): 223-227.

Abdel-Aziz TA, Mohamed RH. Association of en-
dothelial nitric oxide synthase gene polymorphi-
sms with classical risk factors in development of
premature coronary artery disease. Mol Biol Rep.
2013; 40(4): 3065-3071.

Vasilakou M, Votteas V, Kasparian C, Pantazo-
poulos N, Dedoussis G, et al. Lack of association
between endothelial nitric oxide synthase gene
polymorphisms and risk of premature coronary
artery disease in the Greek population. Acta Car-
diol. 2008 Oct;63(5):609-14.

Saini V, Bhatnagar MK, Bhattacharjee J. Associa-
tion of endothelial dysfunction with endothelin,
nitric oxide and eNOS Glu298Asp gene polymor-
phism in coronary artery disease. Dis Markers.
2011;31(4): 215-222.

37

16

17.

18.

19.

20.

21.

22.

23.

24,

25.

Zigra AM, Rallidis LS, Anastasiou G, Merkouri E,
Gialeraki A. eNOS gene variants and the risk of
premature myocardial infarction. Dis Markers.
2013;34(6):431-6.

Hingorani AD, Liang CF, Fatibene J, Lyon A, Mon-
teith S, et al. A common variant of the endothelial
nitric oxide synthase (Glu298-->Asp) is a major
risk factor for coronary artery disease in the UK.
Circulation. 1999; 100(14): 1515-1520.

Cam SF, Sekuri C, Tengiz |, Ercan E, Sagcan A, et al.
The G894T polymorphism on endothelial nitric
oxide synthase gene is associated with premature
coronary artery disease in a Turkish population.
Thromb Res. 2005; 116(4): 287-292.

Kacmaz Y, Gurlertop HY, Yildirim OT, Aksit E, Ay-
din F. Glu 298-Asp And T786-C Polymorphisms Of
Endothelial Nitric Oxide Synthase Gene In Coro-
nary Artery Disease Patients. Acta Medica Alanya
2019;3(1):40-48

Wells GA, Shea B, O’Connell D et al. The Newca-
stle-Ottawa Scale (NOS) for assessing the quality
of nonrandomised studies in meta-analyses. Ava-
ilable: http://www.ohri.ca/programs/clinical_epi-
demiology/oxford.asp. Assessed: July 15, 2019.
Sarecka-Hujar B, Kopyta |, Skrzypek M. Is the
1298A>C polymorphism in the MTHFR gene a risk
factor for arterial ischaemic stroke in children?
The results of meta-analysis. Clin. Exp. Med. 2018;
18(3): 337-345.

Minelli C, Thompson JR, Abrams KR, Thakkin-
stian A, Attia J. How should we use information
about HWE in the meta-analyses of genetic asso-
ciation studies? Int J Epidemiol. 2008;37:136-46.
Jiménez-Gonzalez MC, Santiago-Germén D, Ca-
stillo-Henkel EF, Alvarado-Moreno JA, Hernandez-
-Judrez J, et al. Identification of genetic risk factors
associated with ischaemic stroke in young Me-
xican patients. Neurologia. 2018; doi: 10.1016/j.
nrl.2018.01.010.

Esparza-Garcia JC, Santiago-Germén D, Guadalu-
pe Valades-Mejia M, Hernandez-Juarez J, Aguilar-
-Sosa E, et al. GLU298ASP and 4G/5G Polymor-
phisms and the Risk of Ischemic Stroke in Young
Individuals. Can J Neurol Sci. 2015; 42(5): 310-316.
Zhao L, Li C, Yin Q, Zhang Q, Shao R, Fang Y. En-
dothelial nitric oxide synthase 894G>T polymor-
phism and thrombotic disease: a Meta-Analysis of
17 studies involving 8808 subjects. Thromb Res.
2014; 134(5): 1057-1065.

&/

¥




26.

27.

28.

20.

30.

Mirfeizi M, Hasanzad M, Sattari M, Afshari M, Abbasi
D, et al. Association of eNOS and ACE gene poly-
morphisms as a genetic risk factor in gestational
diabetes in Iranian women. J Diabetes Metab Di-
sord. 2018; 17(2): 123-127.

Campedelli FL, E Silva KSF, Rodrigues DA, Martins
JVM, Costa IR, et al. Polymorphism of the gene
eNOS G894T (Glu298Asp) in symptomatic pa-
tients with aterosclerosis. Genet Mol Res. 2017;
16(2). doi: 10.4238/gmr16029550.

Sadati SM, Radfar M, Hamidi AK, Abdollahi M, Qor-
bani M, et al. Association Between the Polymor-
phism of Glu298Asp in Exon 7 of the eNOS Gene
With Foot Ulcer and Oxidative Stress in Adult Pa-
tients With Type 2 Diabetes. Can J Diabetes. 2018;
42(1):18-22.

Zak|, Balcerzyk A, Sarecka B, Niemiec P, Ciemniew-
ski Z, Dylag S. Contemporaneous carrier-state of
two or three “proatherosclerotic” variants of APOE,
ICAM1, PPARA and PAI-1 genes differentiate CAD
patients from healthy individuals. Clin Chim Acta.
2005; 362(1-2): 110-118.

Nassar BA, Rockwood K, Kirkland SA, Ransom TP,
Darvesh S, et al. Improved prediction of early-on-

set coronary artery disease using APOE epsilon4,

31.

32.

33.

34.

35.

BChE-K, PPARgamma2 Pro12 and ENOS T-786C
in a polygenic model. Clin Biochem. 2006; 39(2):
109-114.

Berdeli A, Sekuri C, Sirri Cam F, Ercan E, Sagcan A,
et al. Association between the eNOS (Glu298Asp)
and the RAS genes polymorphisms and prematu-
re coronary artery disease in a Turkish population.
Clin Chim Acta. 2005; 351(1-2): 87-94.

Jia G, Liu T, Liu Z, Li M, Hu M. Joint effects of eNOS
gene T-786C and ADH2 Arg47His polymorphisms
on the risk of premature coronary artery disease.
Thromb Res. 2007; 120(5): 679-684.

Jaramillo PC, Mufioz M A, Lanas M C, Lanas Z F, Sa-
lazar LA. Endothelial nitric oxide synthase G894T
gene polymorphism in Chilean subjects with co-
ronary artery disease and controls. Clin Chim Acta.
2006; 371(1-2): 102-106.

Yano. Blood pressure phenotype associated with
cardiovascular risk in young adults. J Hypertens,
2016; 34 Suppl 1: €188.

Fromm A, Thomassen L, Naess H, Meijer R, Eide
GE, et al. The Norwegian Stroke in the Young Stu-
dy (NOR-SYS): rationale and design. BMC Neurol.
2013; 13: 89.



