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Abstract

Background: Until recently, a gene polymorphism in the promoter region of endothelial nitric oxide synthase
has been suggested as a risk factor for thromboangiitis obliterans (TAQO) development. The aim of this study
was to compare the metabolites of nitric oxide (NO) and its backup, heme-oxygenase-1 (HMOX1), between
TAO patients and those of a smoking control group matched by race, age, sex, and smoking habits.

Methods: Twenty-four male Caucasian TAO patients and 20 male Caucasian controls enrolled in the
study. Their smoking habits were matched based on the serum cotinine levels of 17 of the TAO patients
and the 20 controls. A colorimetric kit was used to measure NO, and an enzyme-linked immunosorbent
assay kit was used to measure cotinine and HMOX1 levels.

Results: The mean serum level of NO metabolites in the TAO group was significantly less than in the controls
(p=10.03) and also significantly less in the patients with below-knee amputations than in non-amputees (p=0.018).
Also, HMOX1 was significantly greater in the TAO patients than in the controls (p=0.01). No significant correlation
was found between NO and HMOX1 (p = 0.054).

Conclusions: Nitric oxide may play a pivotal role in TAO development and its outcome. However, the intact
HMOX1 pathway may demonstrate the unique role of NO, which cannot be compensated for by HMOX1 and
whose absence may make patients susceptible to developing TAO. In addition, another pathway besides NO,
with influence on vascular tone and hemostasis, might be involved in TAO development, such as the
autonomic nervous system. Further studies are suggested regarding these issues.
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Introduction

Thromboangiitis obliterans (TAO), also known as
Buerger's disease, is an inflammatory and
thrombotic occlusive peripheral arterial disease
(PAD) usually seen in male smokers from the
Middle East, the Far East, southeast Asia, eastern
Europe, and South America (1, 2). The etiology
and pathophysiology of the disease are not well
understood (3); however, patients are almost
always cigarette smokers, and better outcomes are

seen in patients who stop smoking than in those
who do not (4). Given the millions of smokers
worldwide, it is not known why only a small
number develop TAQO. It has been demonstrated
that some gene polymorphisms, such as the
polymorphism in the promoter region of
endothelial nitric oxide synthase, may increase the
risk of TAO development (5). Because nitric oxide
(NO) is responsible for vascular tone and inhibition
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of platelet activation and aggregation, as well as
inhibition of vascular oxidative stress (6, 7), it has
been suggested that NO may play a role in the
pathophysiology of TAO (5). Due to the critical
role of NO in the body, it is little wonder that NO
has a backup system: the so-called heme
oxygenase (HMOX) system (8). Heme oxygenase
1 (HMOX1) is an enzyme that degrades heme into
carbon monoxide (CO), biliverdin, and ferrous iron
(9). It has been demonstrated that the isoform
HMOX1 has anti-inflammatory, anti-apoptotic,
and antioxidant functions (10-12), and the CO
produced by this enzyme can induce vasodilation
by activating cGMP synthesis (13-18).

Because NO is relatively unstable, in this study,
the serum levels of the NO metabolites nitrate and
nitrite, and its backup, HMOX1, were compared
between TAO patients and controls matched for
race, age, sex, and smoking habits.

Materials and Methods

Subjects

Because the storage duration can affect the
serum NO concentrations, we could not use
samples from our TAO patient biobank; hence,
we sampled both the TAO patients and controls
over a six-month period to reduce the storage
duration effect on NO metabolites. In this study,
a total of 26 male Caucasian TAO patients
reported to the Buerger’s disease clinic from
August 2016 to January 2017. The diagnosis of
TAO was based on Shionoya’s clinical criteria
with angiography confirmation. The inclusion
criterion for TAO patients was having received
no antiplatelet or vasodilator treatments for at
least six months before coming to the clinic. For
the control group, the inclusion criteria were
normal fasting blood sugar, normal lipid profile,
normal blood pressure, the absence of a history
of cardiovascular disease, and the absence of
antiplatelet or vasodilator medications. Based on
the primary evaluations, 24 TAO patients were
initially included in the study. Twenty-four
control smokers matched to the TAO patients by
race, age, sex, and smoking habits, based on self-
reports, were also initially included. However,
because the self-reported data regarding smoking
habits were not reliable, we decided to match the
smoking habit based on serum cotinine, a major
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nicotine metabolite with a long half-life (19, 20).
For seven TAO patients with very high serum
cotinine levels, we could not find proper
matched controls, although we evaluated more
than 50 healthy smokers. Therefore, the 17 TAO
patients were matched with 20 controls by race,
sex, and age, as well as serum cotinine level.
Written consent forms were signed by all
participants (ethical code: 950482).

Collection of serum samples

A blood sample was collected from each participant
between 9:00 and 11:00 am., and the serum was
isolated and immediately stored at —80°C.

Biochemical examination

Serum cotinine, NO metabolite, and HMOX1
concentrations were determined by ELISA using
the following kits from ZellBio GmbH-Germany:
Human Cotinine ELISA Kit, cat. no. ZB-12043S-
H9648, Total Nitric Oxide (NO), cat. no. ZB-NO-
96A, and Human HMOX1, cat. no. ZB-10932S-
HI648, respectively.

Statistical analysis

Statistics were analyzed with SPSS for Windows,
version 11.5. The data were described as mean +
SD. According to the Kolmogorov-Smirnov test, a
parametric independent T-test was performed to
evaluate the serum levels of cotinine and NO
metabolites in the two groups, and a nonparametric
Mann-Whitney test was used to evaluate HMOX1
between the groups. To compare the levels of
cotinine between the TAO and control groups, an
independent T-test was used. Spearman’s test was
used to calculate the correlation between NO and
HMOX1. A p value less than 0.05 was considered
significant.

Results
Twenty-four male Caucasian TAO patients and 20
male Caucasian controls were enrolled. Seven of the
24 TAO patients had undergone below-knee
amputations (BKAs). The mean ages in the TAO
and control groups were 41.4 +£ 1.3, and 42.7 + 1.2
years, respectively. The age difference between the
two groups was not significant (p = 0.91).

To match the cotinine levels between the
patients and controls, we omitted the outliers;
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thus, seven TAO cases were omitted from the
comparison of the TAO patients and controls. The
mean serum cotinine concentrations in the 17 TAO
patients and 20 controls were 182 + 18.4 and 151.9
+ 8.2 pg/ml, respectively. This difference was not
significant (p = 0.12) (not shown).

The mean serum NO nitrate and nitrite
metabolite concentrations in the TAO and control
groups were 29.3 + 1.3 and 35.7 = 2.3 UM. This
difference was significant (p = 0.031) (Fig. 1A). The
mean serum HMOX1 concentrations in the TAO
and control groups were approximately 2 and 1
ng/ml. This difference was also significant (p =

0.02) (Fig. 1B).

Additionally, of the 24 TAO patients, the
mean concentrations of the NO metabolites in the
17 non-amputee and seven BKA patients were 31
+ 1.3 and 239 = 1.6 uM, respectively. This
difference was significant (p = 0.018) (Fig. 1C).
The mean HMOX1 concentrations in the non-
amputee and BKA patients were approximately 2
and 3 ng/ml, respectively. This difference was not
statistically significant (p = 0.4) (Fig. 1D).

The correlation between NO metabolites and
HMOX1 was not quite significant (p = 0.054,
CC=-03).
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Fig. 1. Serum levels of nitrate and nitrite NO metabolites and HMOX1 in the TAO and control groups and in below-knee and non-
amputation patients: NO metabolites were significantly less (A), while HMOX1 was significantly greater (B), in the TAO patients than
in controls. Nitric oxide metabolites were significantly greater in major amputation the than in the non-amputation than in the below-
knee amputation patients (C), while HMOX1 was not significantly different between the two groups (D).
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Discussion

Diseases develop through interactions between host
characteristics, triggers, and environmental risk
factors (3). Smoking has been suggested as the main
risk factor for developing TAO (4); however, the
trigger is not yet known (3). In this study, we
focused on host characteristics. In TAO, a
polymorphism in the promoter region of endothelial
NO synthase, eNOS-786, which may consequently
reduce NO production, has been suggested as a
possible risk factor for developing the disease (5).
Because TAO is uncommon and polymorphism
studies on TAO are usually conducted on small
samples, we started by evaluating NO, which plays
a role in vascular tone and hemostasis, as the first
step of host characteristics assessment in TAQ.

Alterations in NO levels in PAD patients have
been investigated in several studies. For instance, in
the study by Lofferdo et al., NO was lower in PAD
patients than in healthy controls (21), while in the
studies by Joaquin et al. and Akkoca et al., NO was
greater in the PAD groups than in controls (22).
However, the smoking habits of the patients and
controls were not matched in these studies. Because
smoking influences NO levels, reported differences
in NO levels in PAD patients may be due to
different smoking habits between patients and
controls.

To eliminate age, race, sex, and smoking habit
biases on NO levels, we matched the patients and
controls based on cotinine levels. In addition to NO,
HMOX1, was also measured.

Significantly less NO metabolites in the TAO
patients vs. the controls and also in the BKA vs. the
non-BKA patients may indicate an important role
for NO in both disease development and TAO
outcome. However, HMOX1 was significantly
greater in the TAO patients than in the controls, and
a borderline significant negative correlation was
found between NO and HMOX1, which may be
explained by HMOX1 attempting to compensate for
the low level of NO and an intact HMOX1 pathway
in TAO patients.

In contrast to our results, Signorelli et al. showed
that HMOX1 was significantly less in PAD patients
than in controls (23). However, in their study NO
levels and subjects’ smoking habits were not
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reported. Hence, these results may not represent the
impaired HMOX1 in PAD patients individually.

However, the question remains regarding why,
with intact NO backup in TAO, patients suffer from
vasoconstriction, vascular  inflammation, and
thrombotic events. This may be explained by the
unique role of NO, such as that of eliminating
intracellular pathogens as an important component
of innate immunity (24), which cannot be
compensated for by HMOX1, and whose absence
makes patients susceptible to developing TAO.
Because various infectious pathogens have been
suggested as the main trigger for TAO (25, 26), low
NO in TAO patients may be a risk factor for the
disease. In addition, other pathways besides NO
may be responsible for vasoconstriction in TAO,
such as neurogenic vasoconstriction — and
inflammation, and consequent platelet activation.
Neurogenic vasoconstriction and inflammation may
also explain the considerable sensitivity of the
clinical manifestation and outcome of the patients
towards smoking and also the favorable response of
TAQ patients to sympathectomy. Further studies are
needed to compare the autonomic nervous
systems in TAO patients, patients with other
PADs, and healthy controls.

The most significant limitation of this study
was its small sample size due to its restricted
inclusion criteria. Because TAO is uncommon
and because we omitted samples that were more
than six months old and samples from patients
who took vasodilator medications up to Six
months before sampling, our patient population
was limited. Our approach to matching smoking
habits by cotinine levels additionally limited the
sample size. However, although our restricted
inclusion criteria led to a small sample size, by
controlling the confounding factors, the results
can be considered reliable and could provide a
basis for further multi-center studies on this issue.

This study provides evidence that NO may play
a pivotal role in TAO development and its outcome.
However, the intact HMOX1 pathway, which backs
up NO by controlling vascular tone and hemostasis
and reducing vascular oxidative stress, may indicate
a unique role for NO that cannot be compensated for
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by HMOX1 and whose absence makes patients
susceptible to developing TAO. In addition, other
pathways besides the NO pathway that influence on
vascular tone and hemostasis might be involved in
TAO, such as the autonomic nervous system.
Further studies are suggested regarding these issues.

References

1. Fazeli B, Rezaee SA. A review on thromboangiitis
obliterans  pathophysiology: thrombosis and angiitis,
which is to blame? Vascular. 2011;19(3):141-53.

2. Olin JwW, Shih A. Thromboangiitis obliterans
(Buerger's disease). Current opinion in rheumatology.
2006;18(1):18-24.

3. Fazeli B, Ravari H. Mechanisms of thrombosis,
available treatments and management challenges
presented by thromboangiitis obliterans. Current
medicinal chemistry. 2015;22(16):1992-2001.

4. Fazeli B. Buergers disease as an indicator of
socioeconomic development in different societies, a cross-
sectional descriptive study in the North-East of Iran. Arch
Med Sci. 2010;6(3):343-7.

5. Masoudian M, Fazeli B, Sharebiani H, Rajabnejad
Ao, Ravari H, Akbarin MM, et al. Association of the five
gene related endothelial cell dysfunction polymorphisms
with Buerger's disease development. International
angiology: a journal of the International Union of
Angiology. 2016;35(2):205.

6. Forstermann U. Nitric oxide and oxidative stress in
vascular disease. Pfliigers Archiv-European Journal of
Physiology. 2010;459(6):923-39.

7. Benz D, Cadet P, Mantione K, Zhu W, Stefano G.
Tonal nitric oxide and health-a free radical and a
scavenger of free radicals. Med Sci  Monit.
2002;8(1):RA14.

8. Pae H-O, Son Y, Kim N-H, Jeong HJ, Chang KC,
Chung H-T. Role of heme oxygenase in preserving
vascular bioactive NO. Nitric oxide. 2010;23(4):251-7.

9. Chung SW, Hall SR, Perrella MA. Role of haem
oxygenase-1 in microbial host defence. Cellular
microbiology. 2009;11(2):199-207.

10. Chen YH, Hung SC, Tang DC. Length
polymorphism in heme oxygenase-1 and cardiovascular
events and mortality in hemodialysis patients. Clinical
journal of the American Society of Nephrology: CJASN.
2013;8(10):1756-63.

11. Chung HT, Pae HO, Cha YN. Role of heme
oxygenase-1 in vascular disease. Current pharmaceutical
design. 2008;14(5):422-8.

12. Kapitulnik J, Maines MD. The role of bile pigments
in health and disease: effects on cell signaling,

Acknowledgement

The authors would like to express their sincere
gratitude to Babak Ebrahimi, Maryam Ahmadi and
Masoud Pourreza the lab specialists of Hossein-lbn-
Alli Clinic, for their assistance in preparing the blood
samples of control groups.

cytotoxicity, and  cytoprotection.  Frontiers  in
pharmacology. 2012;3.

13. Ryter SW, Morse D, Choi AM. Carbon monoxide
and bilirubin; potential therapies for pulmonary/vascular
injury and disease. American journal of respiratory cell
and molecular biology. 2007;36(2):175-82.

14. Zakhary R, Gaine SP, Dinerman JL, Ruat M,
Flavahan NA, Snyder SH. Heme oxygenase 2:
endothelial and neuronal localization and role in
endothelium-dependent relaxation. Proceedings of the
National Academy of Sciences. 1996;93(2):795-8.

15. Motterlini R, Gonzales A, Foresti R, Clark JE, Green
CJ, Winslow RM. Heme oxygenase-1-derived carbon
monoxide contributes to the suppression of acute
hypertensive responses in vivo. Circulation Research.
1998;83(5):568-77.

16. Sammut 1A, Foresti R, Clark JE, Exon DJ, Vesely
MJ, Sarathchandra P, et al. Carbon monoxide is a major
contributor to the regulation of vascular tone in aortas
expressing high levels of haeme oxygenase-1. British
journal of pharmacology. 1998;125(7):1437-44.

17. Furchgott RF, Jothianandan D. Endothelium-
dependent and-independent vasodilation involving cyclic
GMP: relaxation induced by nitric oxide, carbon
monoxide and light. Journal of Vascular Research.
1991;28(1-3):52-61.

18. Foresti R, Motterlini R. The heme oxygenase
pathway and its interaction with nitric oxide in the control
of cellular homeostasis. Free radical research.
1999;31(6):459-75.

19. Zhang Y, Florath I, Saum K-U, Brenner H. Self-
reported smoking, serum cotinine, and blood DNA
methylation. Environmental research. 2016;146:395-403.
20. Benowitz NL. Biomarkers of environmental tobacco
smoke exposure. Environmental health perspectives.
1999;107(Suppl 2):349.

21. Loffredo L, Pignatelli P, Cangemi R, Andreozzi P,
Panico MA, Meloni V, et al. Imbalance between nitric
oxide generation and oxidative stress in patients with
peripheral arterial disease: effect of an antioxidant
treatment. Journal of vascular surgery. 2006;44(3):525-30.

22. de Haro Miralles J, Martinez-Aguilar E, Florez A,
Varela C, Bleda S, Acin F. Nitric oxide: link between
endothelial dysfunction and inflammation in patients with

Rep. Biochem. Mol. Biol, Vol. 6, No. 2, Apr 2018 201


http://rbmb.net/article-1-186-en.html

[ Downloaded from rbmb.net on 2024-05-03 ]

Aliee A et al.

peripheral arterial disease of the lower limbs. Interactive
cardiovascular and thoracic surgery. 2009;9(1):107-12.

23. Signorelli SS, Li Volsi G, Fiore V, Mangiafico M,
Barbagallo |, Parenti R, et al. Plasma heme oxygenase-1
is decreased in peripheral artery disease patients.
Molecular Medicine Reports. 2016;14(4):3459-63.

24. Bogdan C, Rollinghoff M, Diefenbach A. The role of
nitric oxide in innate immunity. Immunological reviews.
2000;173(1):17-26.

202 Rep. Biochem. Mol. Biol, Vol. 6, No. 2, Apr 2018

25. Pavlic V, Vujic-Aleksic V, Zubovic N, Gojkov-
Vukelic M. Periodontitis and Buerger’s disease: recent
advances. Acta Informatica Medica. 2013;21(4):250.

26. Fazeli B, Ravari H, Farzadnia M. Does a species of
Rickettsia play a role in the pathophysiology of Buerger's
disease? Vascular. 2012;20(6):334-6.


http://rbmb.net/article-1-186-en.html
http://www.tcpdf.org

