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ABSTRACT

Background: Paraoxonase is an enzyme associated with high density lipoprotein. It has been shown to
prevent atherosclerosis by inhibiting oxidation of low density lipoprotein. Patients with chronic renal
failure are at increased risk for developing atherosclerosis. Cardiovascular disease is the main cause of
mortality and morbidity in patients with chronic renal failure and in patients undergoing hemodialysis.
Reduced activity of serum Paraoxonase is considered to play a role in the development of atherosclerosis
and other cardiovascular complications in these patients.

Materials and Methods: 30 patients with chronic renal failure, 30 patients with chronic renal failure
undergoing hemodialysis and 30 age and sex matched healthy control subjects were taken for the study.
Serum Paraoxonase activity was estimated in these study groups. Blood urea, serum creatinine, uric acid
were also analysed. Serum Paraoxonase activity was correlated with urea, creatinine and uric acid levels.
Results: There was a significant decrease in the serum Paraoxonase activity in patients with chronic renal
failure compared to controls (P<0.001). There was also a significant decrease in the Paroxonase activity
in patients with chronic renal failure undergoing hemodialysis compared to controls (P<0.001). There was
a negative correlation between serum Paraoxonase activity and urea, creatinine and uric acid in patients
with chronic renal failure and in patients undergoing hemodialysis.

Conclusion: Serum Paraoxonase activity is decreased in patients with chronic renal failure and in patients
undergoing hemodialysis. Paraoxonase is an predictor of cardiovascular risk in chronic renal failure.
Measurement of the enzyme activity is recommended for the prevention and treatment of cardiovascular
complications in these patients.
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INTRODUCTION (PON3). The most studied member of the

The human serum Paraoxonase family is PON1.%Y PON1 is associated with
(PON) is a calcium dependent esterase apolipoprotein A-1 present in high density
synthesized in the liver. The PON family lipoprotein (HDL). It has been shown to
consists  of  Paraoxonasel  (PON1), prevent  atherosclerosis by inhibiting

Paraoxonase2 (PON 2), Paraoxonase3
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oxidation of low density lipoprotein
(LDL).®

Oxidation of LDL is recognized as
the key stage in the early development of
atherosclerosis leading to uptake of LDL by
the macrophage scavenger receptor and
hence to the formation of foam cells.®
PONL1 is principally responsible for the
breakdown of lipid peroxides before they
accumulate on LDL. It also inhibits
macrophage foam cell formation which
contributes to its antiatherogenic property.

Patients with chronic renal failure
(CRF) are at increased risk for developing
atherosclerosis.  An increase in the
susceptibility for oxidation of LDL has been
reported in  CRF.®)  Accelerated
atherosclerosis and altered lipoprotein
metabolism is responsible for the increased
cardiovascular events and cardiac death in
chronic renal failure.® Patients with CRF
have a 10-20 fold increased cardiovascular
mortality compared to healthy population.‘”
It has been reported that there is a significant
reduction of serum PON1 activity in CRF
explaining for the high incidence of
atherosclerosis in these patients.®

Renal replacement therapy using
dialysis has prolonged the lives of patients
with CRF. Hemodialysis is often used to
remove excess toxins, metabolic products
and blood components from patients with
CRF. However dialysis itself may further
contribute to atherosclerosis by oxidative
stress, cytokine stimulation and other events
inherent to hemodialysis.®

Hemodialysis is associated with
excess production of reactive oxygen
species reflected by increased serum indices
of lipid peroxidation.’” Mortality still
remains high among dialysis patients and
many of these deaths involve cardiac
disease. Cardiovascular disease is by far the
leading cause of morbidity and mortality in
dialysis patients, accounting for around 30%
of hospitalizations and 50% of deaths."

It was found that the PON1 activity
was significantly reduced in hemodialysis
patients compared to healthy controls.®?
Reduced activity could lead to accelerated
atherosclerosis in these patients. The aim of
this study was to measure serum PONL1
activity in patients with CRF and in patients
with chronic renal failure undergoing
hemodialysis and to compare it with healthy
controls.

MATERIALS AND METHODS

The present study was conducted on
diagnosed patients of chronic renal failure
attending the outpatient and inpatient
Department of Nephrology at JSS Medical
College and Hospital, Mysore.

The study was conducted on 30
patients with CRF (23 males,7 females), 30
patients with CRF undergoing hemodialysis
(21 males,9 females) 3 times a week for 4
hours and 30 age and sex matched healthy
controls(25 males,5 females). The age group
was between 20-65 years. Patients with
conditions that could affect the PONL1
activity such as hepatic, respiratory, acute
inflammatory disease were excluded from
the study. An equal number of age and sex
matched healthy subjects without any
history of hepatic disease and other major
illness formed the control group. This study
was approved by the Institutional Ethical
Committee and informed consent was taken
from all the subjects involved in this study.

Under aseptic precautions around
5ml of venous blood was collected in serum
gel tubes. The blood was allowed to clot for
30 minutes and after which the blood was
centrifuged at 3000 rpm for 15 minutes for
the separation of serum. The serum was used
for the various biochemical analysis.

Serum PON1 Assay

Paraoxonase activity was estimated
spectrophotometrically using assay mixture
consisting of 5.5mM 4-nitrophenylacetate as
the substrate in 20mM Tris-HCL buffer
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containing 1mMCacCl, at pH of 8.0 and 50pl
of fresh serum sample. The increase in
absorbance due to the formation of yellow
4-nitrophenol was monitored at 405nm for
three minutes. PON1 was taken as 1 U/ml
when the rate of formation of the product 4-
nitrophenol was 1nanomol/ml of the serum
under the assay conditions.*® 4-nitropheny!
acetate was procured from Sigma Aldrich
Chemicals. All other chemicals used for the
assay of PON1 activity were of analytical
grade.

Blood urea, serum creatinine and
uric acid were estimated using Randox
Daytona autoanalyzer. Blood Urea was
estimated by Urease / Glutamate
dehydrogenase method.** Serum Creatinine
was estimated by modified Jaffe’s
method."® Uric acid was estimated by
Uricase method.®®

Statistical Methods

The statistical analysis was carried
out by using the SPSS (Statistical package
for social sciences) software. Independent
sample ‘t’ test was used to compare mean
values. Pearson’s correlation coefficient

analysis was used to find out the degree of
correlation between parameters.

RESULTS

The mean age of the patients with
CRF, patients undergoing hemodialysis and
healthy controls were 33.57+10.88 vyears,
39.03+11.58 years and 36.57+9.41 years
respectively. The serum PON1 activity
,blood urea, serum creatinine, uric acid were
estimated and expressed as mean + SD, the
results are depicted in Table-1.The mean
PON1 activity was 33.38+ 8.8U/ml in
patients with CRF. The mean PONL1 activity
was 34.19+8.13U/ml in patients undergoing
hemodialysis and 53.09 £8.42U/ml in
control group .The PONL1 activity was
significantly decreased in patients with
chronic renal failure when compared to
controls (P<0.001). The PONL1 activity was
also significantly decreased in patients
undergoing hemodialysis when compared to
controls (P<0.001).There was no significant
difference in the PON1lactivity between the
patients with CRF and in patients
undergoing hemodialysis (p=0.713).

Table. 1. Serum PONL1 activity, urea, creatinine, uric acid in patients with CRF, hemodialysis and healthy controls.

Patients with CRF | CRF patients on Healthy Controls

Parameters (n=30) Hemodialysis (n=30)
(n=30)

Age (years) 33.57+10.88 39.03+11.58 36.57+9.41
Sex(M/F) 2317 21/9 25/5
PONL1 activity(U/ml) | 33.38+8.8 * 34.19+8.13* 53.09+8.42
Urea(mg/dI) 140.30+31.79* 129.97+34.15 * 24.23+3.41
Creatinine(mg/dl) 8.47+4.49* 10.02+4.19* 1.05+0.14
Uric acid(mg/dl) 9.25+2.64* 6.99+1.55* 4.15+0.67

*P < 0.001 compared to healthy control

The blood urea, serum creatinine and
uric acid was significantly increased in
patients with chronic renal failure and in
patients undergoing hemodialysis when
compared to controls (P<0.001).There was a
negative correlation between PON1 activity

and urea in CRF patients (p<0.001, r = -
0.58) and patients undergoing hemodialysis
(p<0.0001,r = -0.74) (Fig 1). There was a
negative correlation between PON1 activity
and creatinine in CRF patients (p<0.0001, r
=-0.62) and patients undergoing
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hemodialysis (p<0.0001, r = -0.66) (Fig 2).
There was a negative correlation between
PONL activity and uric acid in CRF patients
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Figure 1.Correlation between PON1 activity and Urea levels in
patients with Chronic Renal Failure and patients undergoing
Hemodialysis.

15
r=-059 r=-0%
=
T 12 He W O ¢
o0
E * . * CRF
o] «* +
) L L]
G .‘ L B Hemodialysis
o
3 T g " ue —
. n a . Linear (CRF
o ~— N
nt o l: + —Linear
um L (Hemodialysis)
3
0
10 20 30 40 50 60
PON 1 actwvity (U/ml)

Figure 3.Correlation between PON1 activity and Uric acid levels
in patients with Chronic Renal Failure and patients undergoing
Hemodialysis.

DISCUSSION

Chronic renal failure is characterised
by irreversible loss of renal function.
Cardiovascular disease accounts for the
majority of mortality and morbidity in these
patients. Reduced PON1 activity is
implicated in the development of
atherosclerosis in this condition.

In the present study, the activity of
PON1 was significantly reduced in patients
with chronic renal failure compared to
healthy controls. Our finding is comparable

(p<0.001, r = -0.59) and patients undergoing
hemodialysis (p<0.001, r = - 0.51) (Fig 3).
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Figure 2.Correlation between PONL1 activity and Creatinine
Levels in patients with Chronic Renal Failure and patients
undergoing Hemodialysis.

with the previous study done by Juretic et al
who have demonstrated a significant
decrease in PON1 activity in CRF
patients."”)  Schiavon et al have also
observed reduced PONL1 activity in CRF
patients.®)  Chronic  renal failure s
accompanied by a complex pattern of altered
lipoprotein  metabolism. It has been
suggested that there is an enhanced
oxidative stress and insufficient enzyme
activities which contributes to the enhanced
tendency to atherosclerosis in this
condition.*® Reduced activity of the enzyme
in CRF may be the result of various factors
such as the consumption of antioxidants
during free radical production and exposure
to uremic toxins.®?

In the present study the PONL1
activity was significantly reduced in patients
undergoing hemodialysis compared to
healthy controls. Our results are similar to
that of Suehiro et al who have demonstrated
significantly reduced PONL1 activity in
patients undergoing hemodialysis compared
to controls.™?
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Gulcin et al have found that PON1
activity was lower in both the CRF patients
and in patients undergoing hemodialysis and
there was no significant difference in the
enzyme activity between these groups.®”
Our findings were similar to this study in
which there was no significant difference
between the PON1 activity in CRF patients
and in patients undergoing hemodialysis.
Dantoine et al have found that the reduction
of the enzyme activity was more pronounced
in  patients undergoing  hemodialysis
compared to patients with CRF.?V

It has been proposed that there is an
increased oxidative stress and enhanced
lipid peroxidation in patients undergoing
hemodialysis. Dialysis itself may further
contribute to atherosclerosis by enhanced
oxidative stress and changes in the enzyme
activity.® Reduced PON1 activity is
expected to contribute to the increased risk
of premature atherosclerosis found in these
patients.®")

In the present study there was a
negative correlation between PON1 activity
and urea, creatinine, uric acid levels in
patients with CRF and in patients
undergoing hemodialysis. Our results were
similar with the results obtained by Dirican
et al who demonstrated a negative
correlation between  PONL1 activity and
urea, creatinine, uric acid.?? Jamall et al
have also demonstrated negative correlation
between the enzyme activity and urea and
creatinine.®® They  suggested that the
retention of uremic toxins in CRF and
hemodialysis could play a role in reducing
the PONL1 activity. It has been proposed that
the enzyme activity is inhibited in the
uremic environment.®® The enzyme activity
inhibition through posttranslational
modification of Paraoxonase as a result of
reactions with advanced glycation end
products or urea derived cyanate remains
possible.®?

CONCLUSION

In the present study Paraoxonase
activity was decreased in patients with
chronic renal failure and in patients
undergoing hemodialysis. This could lead to
accelerated tendency for atherosclerosis in
these patients. Paraoxonase activity could be
a good predictor of the cardiovascular
disease in these patients. Estimation of this
enzyme activity is useful to predict and
prevent cardiovascular complications arising
from chronic renal failure.

REFERENCES

1. Durrington P.N, Mackness B, Mackness
M.l. Paraoxonase and atherosclerosis.
Avrterioscler Thromb Vasc
Biology.2001; 21:473-480.

2. Litvinov D, Mahini H, Garelnabi M.
Antioxidant and Anti inflammatory Role
of Paraoxonase 1: Implication in
Avrteriosclerosis Diseases. N Am J Med
Sci. 2012; 4(11):523-532.

3. Berliner J A, Navab M, Fogelman AM

et al. Atherosclerosis: Basic
mechanisms. Circulation 1995; 91:2488-
2496.

4. Rosenblat M, Volkova N, Ward J et al.
Paraoxonase 1 (PON1) inhibits
monocyte to macrophage differentiation.
Atherosclerosis 2011; 219 (1):49-56.

5. Saeed SA, Elsharkawy M, Elsaeed K et
al. Paraoxonase 1 (PON1) activity as a
risk factor for atherosclerosis in chronic
renal failure patients. Hemodial Int
2008; 12(4) :471-479.

6. Daniel E W, Hocine T, Manish G A et
al. Chronic Kidney Disease as a Risk
Factor for Cardiovascular Disease and
All Cause Mortality ; A PooledAnalysis
of Community Based Studies. J Am Soc
Nephrol 2004; 15:1307-1315.

7. Foley RN, Parfrey PS, Sarnak MJ.
Clinical epidemiology of cardiovascular
disease in chronic renal failure. Am J
Kidney Dis 1998 ;32(5): S112-119.

8. Schiavon R, De Fanti E, Giavarina D et
al.Serum  paraoxonase activity is

International Journal of Health Sciences & Research (www.ijhsr.org) 79
Vol.3; Issue: 10; October 2013



10.

11.

12.

13.

14.

15.

16.

decreased in uremic patients. Clin Chim
Acta 1996;29:71-80

Jackson P, Loughrey CM, Lightbody
JH. Effect of hemodialysis on total
antioxidant  capacity and  serum
antioxidants in patients with chronic
renal failure. Clin Chem 1995; 41: 1135
—1138.

Morena M, Delbosc S, Dupuy AM et al.
Overproduction of reactive oxygen
species in end stage renal disease
patients: a potential component of
hemodialysis associated inflammation.
Haemaodial Int 2005; 9(1) : 37-46.
Locatelli F, Marcelli D, Conte F.
Cardiovasular disease in chronic renal
failure:the challenge continues.Nephrol
Dial Transplant 2000;15(5):69-80.
Suehiro T, lIkeda Y, Shiinoki T et al.
Serum Paraoxonase (PON1)
concentrations in patients undergoing
hemodialysis. J Atheroscler Thromb
2002; 9(3): 133-138.

Paragh G, Asztalo SL, Seres | et
al.Serum Paraoxonase activity changes
in uremic and Kkidney transplanted
patients. Nephron 1999; 83(2): 126-131.
Kaplan A.Urea. In: Amedeo JP,
Lawrence AK, editors. Methods in
clinical chemistry 1% edn : St Louis :
C.V . Mosby company; 1987: 22-26.
Robert LM. Creatinine. In;: Amedeo JP,
Lawrence AK, editors. Methods in
clinical chemistry 1% edn : St. Louis :
C.V. Mosby company;1987 : 10 — 17.
David JN, Christopher PP.Renal
function and Nitrogen metabolites. In:
Carl AB, Edward RA, editors. Tietz
textbook of clinical chemistry 3" edn :

18.

19.

20.

21.

22.

23.

24.

Philadelphia : Saunders ; 1999: 1204 —
1270.

. Juretic D, Tadijanovic M, Rekic B et al.

Serum  Paraoxonase  activities in
hemodialyzed uremic patients: Cohort
study. Croat Med 2001; 42(2); 146-150.
Maggi E, Bellazzi R, Falaschi F et al.
Enhanced LDL oxidation in uremic
patients; an additional mechanism for
accelerated atherosclerosis? Kidney Int
1994; 45: 876-883.

Hasselwander O, MC Master D,
Fogarty DG et al. Serum Paraoxonase
and platelet activating factor acetyl
hydrolase in chronic renal failure.Clin
Chem 1998; 44 :179 — 181.

Gulcin AK, Merk O, Eser YS et al.
Renal cortical thickness and PON 1
activity both decreases in chronic renal
failure. J Nephrol 2002; 15: 144-149.
Dantoine TF, Debord J, Charmes JP et
al. Decrease of serum paraoxonase
activity in chronic renal failure. J Am
Soc Nephrol 1998 ; 9 : 2082-2088
Dirican M, Akca R, Sarandol E et
al.Serum Paraoxonase activity in uremic
predialysis and hemodialysis patients. J
Nephrol 2004; 17 (6) : 813 — 818.

Jamall S, IshagM, Alam JM et al
Paraoxonase activity in patients with
chronic renal failure and hepatic
insufficiency. Pak J Biochem Mol Biol
2010;43(2):54-57.

Roxborough HE, Millar CA, MCEneny
J et al. Carbamylation inhibits the
ferroxidase activity of ceruloplasmin.
Biochem Biophys Res Commun 1995;
214:1073-1078.

How to cite this article: Gadicherla S, Suma M N, Prashanth A. Study of serum paraoxonase
activity in chronic renal failure. Int J Health Sci Res. 2013;3(10):75-80.

khkhkhkkhhhkhkhkhkkkkhhkiiihkhkhkikkkk

International Journal of Health Sciences & Research (www.ijhsr.org) 80
Vol.3; Issue: 10; October 2013



