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Abstract: Obstructive sleep apnea (OSA) is a risk factor of hypertension, coronary
artery disease and stroke. OSA is also considered a cause of accelerated
atherogenesis. Advanced oxidation protein products (AOPP) are among the
biochemical indicators of higher risk of atherogenesis as an independent risk factor
for coronary artery disease. 20 men suffering from OSA were examined using
night polygraphy, the AOPP were determined from their morning blood samples.
The mean AOPP concentration in the patients group was 91.8 (SD=42.3) umol/l,
in the control group 76.2 (SD=35.3) umol/l, the difference was not significant. The
AOPP were found correlated with the AHI (apnoe/hypopnoe index) (R=0.485,
P=0.030). The results support the hypothesis that OSA increases the oxidative
stress and atherogenesis.

Introduction

Obstructive sleep apnea (OSA) results from recurrent episodes of increased upper
airways resistance in the course of sleep, leading to spells of apnea or hypopnea
which again are responsible for nocturnal sleep fragmentation. OSA is regarded as
an independent risk factor of hypertension and coronary artery disease [1]. OSA
significantly increases the risk of stroke or death from any cause, this increase
being independent of other risk factors, including hypertension [2, 3, 4, 5].

The pathophysiology of a greater risk of stroke in OSA still awaits full
elucidation. Potential explanations pertain to vascular supply or also parameters
of blood-erythrocyte deformability and plasma viscosity [6, 7].

The hallmark of OSA is intermittent hypoxia and increased formation of
reactive oxygen species, which may injure surrounding tissues and act as signalling
molecules, activating hypoxia-adaptive and inflammatory pathways that affect
cellular and molecular mechanisms. Activation of inflammatory responses results
in increased expression of inflammatory cytokines and adhesion molecules, which
facilitates endothelial cells/leukocytes/platelets interactions. These cell
interactions, which promote endothelial dysfunction and are a component of the
mechanisms underlying atherosclerosis, are probably amplified in patients who
have OSA [8, 9]. OSA is, indeed, associated with a higher incidence of
atherosclerosis in vivo — proved by greater carotid intima-media thickness
[10, 11, 12].

Advanced oxidation protein products (AOPP) are one of the biochemical
parameters indicative of oxidation stress. AOPP are proteins, predominantly
albumin and its aggregates damaged by oxidative stress [13, 14]. They contain
quantities of dityrosines which allow crosslinking, disulfide bridges and carbonyl
groups, and are formed mainly by chlorinated oxidants-hypochloric acid and
chloramines resulting from myeloperoxidase activity. AOPP have several
characteristics similar to those of advanced glycation end products (AGE)-modified
proteins. Apart from a common formation mechanism (oxidative stress) leading to
protein damage, they share some biological effects as well, including interaction
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with receptors for AGE (RAGE). Induction of proinflammatory activities, adhesive
molecules and cytokines is even more intensive than that caused by AGEs. They
are referred to as oxidative stress markers as well as markers of neutrophil
activation. Protein oxidation products mediated by chlorinated species generated
by the enzyme myeloperoxidase were found in the extracellular matrix of human
atherosclerotic plaques [14], and increased levels of AOPP were described as an
independent risk factor for coronary artery disease [15].

A recent study describes AOPP elevation in the plasma and cerebro-spinal fluid
of patients with amyotrophic lateral sclerosis [16], thus suggesting conceivable
AOPP connection with not only premature atherosclerosis but also nerve tissue
damage.

Material and Methods

Enrolled in the study were adult men indicated for nocturnal polygraphy for
suspected OSA. Enrolment was preceded by detailed examination with special
respect to the subjects’ history of neurological impairment and sleep disorders.
Not included in the study were patients suffering from the following diseases and
conditions, past and present: stroke, craniocerebral injury, major cardiological
pathologies including cardiac insufficiency, pulmonary arterial hypertension and
coronary artery disease, treatment with antipsychotics, drug or alcohol abuse,
and abnormal neurological physical findings. The patients rated their sleepiness
according to the Epworth sleepiness scale [17]. During the night (23:00 to 06:00
hours), they were examined using the method of nocturnal polygraphy (air flow,
chest and abdomen movements, heart rate, hemoglobin oxygen saturation,
respiratory noises and body position). At 07:00 the following day, each patient
had blood samples taken from the cubital vein for assaying their serum levels of
AOPP and for the estimation of the basic biochemical and hematological
parameters.

The nocturnal polygraphic record was scored visually. The following parameters
were processed: the apnoea/hypopnea index (AHI — average number of spells of
apnea and hypopnea per hour of subjective sleep duration), and the oxygen
desaturation index (ODI — average number of oxygen hemoglobin saturation
drops of 3% and more per hour of subjective sleep duration).

Only patients meeting the current diagnostic criteria for OSA [18] were included
in the study cohort. A total of 20 men aged 37-79 years (mean age 50.9;
SD==+11.5 years, mean BMI 30.1+3.5) were studied. 9 patients had well
compensated hypertension, and one had satisfactorily treated diabetes type 2.
Serum creatinine was below 110 mmol/l in all subjects.

The results were compared with those of 20 age-matched healthy men (mean
age 50.3+11.8 years) using Student’s T-test and other parametric tests, since the
value in both groups showed normal distribution. Pearson’s correlation was used to
assess the relationship between measured parameters.
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AOPP were determined with a spectrophotometric method based on their
reaction with potassium iodide and acetic acid according to Witko-Sarsat et al.
[13]. 200 ul of plasma diluted 1:5 with PBS, pH 7.4, 200 ul of chloramine T
(0-100 umol/l) for calibration; 200 ul of PBS as blank was applied onto a microtiter
plate. 10 ul of 1.16 mol/l potassium iodide and 20 ul of acetic acid were added,
and absorbance at 340 nm was measured (Multiscan Ascent, Labsystems, Finland).
The intra-assay and inter-assay variations were less than 3.3% and 8.0%,

respectively.

Table 1 — Mean values of biochemical (serum) and hematological test
results (blood) in patients with OSA (SD=standard deviation)

Mean value (£SD)

Normal range

Urea (mmol/l) 5.08 (+0.87) 2.8-8
Creatinine (mmol/l) 86.20 (=10.27) 44-110
Uric acid (mmol/l) 385.14 (+50.38) 220-420
Total bilirubin (mmol/l) 15.83 (£7.02) 2-17
ALT (ukat/l) 0.71 (+0.35) 0.1-0.78
AST (ukat/l) 0.51 (+0.81) 0.05-0.72
GGT (ukat/l) 0.87 (+0.65) 0.14-0.84
Total protein (g/l) 70.85 (£5.51) 65-85
C-reactive protein (mg/l) 3.76 (+£2.83) 0-7
Cholesterol (mmol/l) 4.95 (+£0.96) 3.83-5.8
Triacylglycerol (mmol/l) 1.96 (£1.32) 0.68-0.69
Thyroid stimulating hormone (mlIU/I) 1.58 (+0.83) 0.37-5
Ferritin (ug/l) 275.10 (=185.4) 22-322
Glucose (mmol/l) 4.96 (+£0.48) 4.2-6
Leukocytes 8.14 (=1.87) 4.1-10.2
Erythrocytes 4.91 (+0,30) 4.19-5.75
Hemoglobin (g/l) 147.00 (£39.9) 135-174
Hematocrit 0.75 (=1.19) 0.39-0.51
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The study was approved by the local ethics committee, and the patients gave
their written consent each to being enrolled in the study.

Results
The average AHI was 21.9 (SD=14.0), the average ODI 23.1 (SD=17.0). The
average ESS value in all of the patients cohort was 7.4+3.8.

The average values of the biochemical and haematological tests are shown in
Table1. All but one (GGT) measured values were in the normal range.

The mean AOPP concentration in the patients group was 91.8 (SD=42.3) umol/l,
in the control group 76.2 (SD=35.3) umol/l, the difference being of no statistical
significance (Student’s T-test).

The AOPP levels were found correlated with the AHI (R=0,485, P=0,030)
(Figure 1) but not with the ODI and BMI (Pearson’s correlation).

Discussion

The study showed that AHI, as a main parameter of rated OSA intensity, is
correlated with the morning levels of AOPP. These parameters were found higher
in patients with OSA, but the difference was not significant. With regard to our
cohort’s small size and age heterogeneity, we regard the results obtained as
another indicator of higher risk of atherosclerosis in OSA. Despite the limited
number of patients, the study suggests that atherogenesis in OSA patients does
depend on its intensity. As follows from the measurements of carotid intima-media
thickness, even moderate OSA leads to measurable atherosclerotic manifestations
[19], quite in agreement with our results. Nevertheless, AOPP elevation is not
specific of the atherosclerotic process; it is seen as a risk factor of several diseases
[20]. It can be also connected with hypoxia [21] which is also typical of OSA. Our
results do not support this hypothesis because there is no correlation with oxygen
saturation parameters and AOPP.

Our cohort of patients falls short of providing sufficient data for comparing other
clinical manifestations of OSA with AOPP levels as that would call for more
research on a more compact group of patients. Nor can any statements be made
as to the extent, to which oxidative stress affects the brain. However, more
specific markers for the degree of oxidative stress, microinflammation and
endothelial dysfunction should be used when focusing on vascular damage in
OSA patients.

Conclusion

This study supports the hypothesis that OSA increases the oxidative stress and
atherogenesis.

Acknowledgement: The authors are thankful to Mrs. Miskovskd for her technical

assistance.

OPP in Obstructive Sleep Apnea



164)  Prague Medical Report / Vol. 109 (2008) No. 2-3, p. 159-165

References

1. COCCAGNA G., POLLINI A., PROVINI F.: Cardiovascular disorders and obstructive sleep apnea
syndrome. Clin. Exp. Hypertens. 28: 217-224, 2006.

2. YAGGI H. K., CONCATO J., KERNAN W. N., LICHTMAN J. H., BRASS L. M., MOHSENIN V.:
Obstructive sleep apnea as a risk factor for stroke and death. N. Engl. . Med. 353: 2034-2041, 2005.

3. ARZT M., YOUNG T, FINN L., SKATRUD ]. B., BRADLEY T. D.: Association of sleep-disordered
breathing and the occurrence of stroke. Am. J. Resp. Crit. Care Med. 172: 1447-1451, 2005.

4. MARIN J. M., CARRIZO S. J., VICENTE E., AGUSTI A. G. N.: Long-term cardiovascular outcomes in
men with obstructive sleep apnea with or without treatment with continuous positive airway pressure:
an observational study. Lancet 365: 1046—1053, 2005.

5. PARRA O., ARBOIX A., BECHICH S., GARCIA-EROLES L., MONTSERRAT J. M., LOPEZ ]. A,,
BALLESTER E., GUERRA J. M., SOPENA |. ].: Time course of sleep-related breathing disorders
in first-ever stroke or transient ischemic attack. Am. J. Resp. Crit. Care Med. 161: 375-380, 2000.

6. DIKMENOGLU N., CIFTCI B., ILERI E., GUVEN S. F, SERINGEC N., AKSOY Y., ERCIL D.:
Erythrocyte deformability, plasma viscosity and oxidative status in patients with severe obstructive
sleep apnea syndrome. Sleep Med. 7: 255-261, 2006.

7. NOBILI L., SCHIAVI G., BOZANO E., DE CARLI F, FERRILLO F, NOBILI F.: Morning increase of
whole blood viscosity in obstructive sleep apnea syndrome. Clin. Hemorheol. Microcirc. 22: 21-27,
2000.

8. LAVIE L.: Obstructive sleep apnoea syndrome — an oxidative stress disorder. Sleep Med. Rev. 7: 35-51,
2003.

9. LAVIE L.: Sleep-disordered breathing and cerebrovascular disease: A mechanistic approach. Neurol.
Clin. 23: 1059-1075, 2005.

10. MINOGUCHI K., YOKOE T., TAZAKI T., MINOGUCHI H., TANAKA A., ODA N., OKADA S.,
OHTA S., NAITO H., ADACHI M.: Increased carotid intima-media thickness and serum inflammatory
markers in obstructive sleep apnea. Am. J. Resp. Crit. Care Med. 172: 625-630, 2005.

11. KAYNAK D., GOKSAN B., KAYNAK H., DEGIRMENCI N., DAGLIOGLU S.: Is there a link between
the severity of sleep-disordered breathing and atherosclerotic disease of the carotid arteries? Eur. J.
Neurol 10: 487—493, 2003.

12. SZABOOVA E., TOMORI Z., DONIC V., PETROVICOVA ., SZABO P: Sleep apnoea inducing
hypoxemia is associated with early signs of carotid atherosclerosis in males. Resp. Physiol. Neurobiol.
155: 121-127, 2007.

13. WITKO-SARSAT V., FRIEDLANDER M., CAPEILLERE-BLANDIN C., NGUYEN-KHOA T,
NGUYEN N. T., ZINGRAFF J., JUNGERS P, DESCAMPS-LATSCHA B.: Advanced oxidation protein
products as a novel marker of oxidative stress in uremia. Kidney Int. 49: 1304-1313, 1996.

14. KALOUSOVA M., ZIMA T., TESAR V., DUSILOVA-SULKOVA S., SKRHA J.: Advanced glycoxidation
end products in chronic diseases-clinical chemistry and genetic background. Mutat. Res. Fund.-Mol. M.
579: 3746, 2005.

15. KANEDA H., TAGUCHI J., OGASAWARA K., AIZAWA T., OHNO M.: Increased level of advanced
oxidation protein products in patients with coronary artery disease. Atherosclerosis 162: 221-225,
2002.

16. SICILIANO G., PIAZZA S., CARLESI C., DEL CORONA A., FRANZINI M., POMPELLA A.,
MALVALDI G., MANCUSO M., PAOLICCHI A., MURRI L.: Antioxidant capacity and protein oxidation
in cerebrospinal fluid of amyotrophic lateral sclerosis. J. Neurol. 254: 575-580, 2007.

17. JOHNS M. W.: A new method for measuring daytime sleepiness: The Epworth Sleepiness Scale. Sleep
14: 540-545, 1991.

Sonka K.; Fialova F; Volna J.; Jiroutek P; Vavrova J.; Kemlink D.; Pretl M.; Kalousova M.



Prague Medical Report / Vol. 109 (2008) No. 2-3, p. 159-165 165)

18. American Academy of Sleep Medicine. International classification of sleep disorders, 2nd ed.:
Diagnostic and coding manual. American Academy of Sleep Medicine, Wetchester (ll), 2005, 1-297.

19. SALETU M., NOSISKA D., KAPFHAMMER G., LALOUSCHEK W., SALETU B., BENESCH T.,
ZEITLHOFER J.: Structural and serum surrogate markers of cerebrovascular disease in obstructive
sleep apnea (OSA) — Association of mild OSA with early atherosclerosis. J. Neurol. 253: 746-752, 2006.

20. DESCAMPS-LATSCHA B., WITKO-SARSAT V., NGUYEN-KHOA T., NGUYEN A. T., GAUSSON V,,
MOTHU N., LONDON G. M., JUNGERS P.: Advanced oxidation protein products as risk factors for
atherosclerotic cardiovascular events in nondiabetic predialysis patients. Am. J. Kidney Dis. 45: 39-47,
2005.

21. BUONOCORE G., PERRONE S., LONGINI M., TERZUOLI L., BRACCI R.: Total hydroperoxide and
advanced oxidation protein products in preterm hypoxic babies. Pediatr. Res. 47: 221-224, 2000.

OPP in Obstructive Sleep Apnea



