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Abstract: Chronic kidney disease (CKD), a common progressive renal failure characterized by the
permanent loss of functional nephrons can rapidly progress to end-stage renal disease, which is
known to be an irreversible renal failure. In the therapy of ESRD, there are controversial suggestions
about the use of regular dialysis, since it is claimed to increase oxidative stress, which may increase
mortality in patients. In ESRD, oxidative-stress-related DNA damage is expected to occur, along with
increased inflammation. Many factors, including heavy metals, have been suggested to exacerbate the
damage in kidneys; therefore, it is important to reveal the relationship between these factors in ESRD
patients. There are very few studies showing the role of oxidative-stress-related genotoxic events in
the progression of ESRD patients. Within the scope of this study, genotoxic damage was evaluated
using the comet assay and 8-OHdG measurement in patients with ESRD who were undergoing
hemodialysis. The biochemical changes, the levels of heavy metals (aluminum, arsenic, cadmium,
lead, and mercury) in the blood, and the oxidative biomarkers, including superoxide dismutase
(SOD), catalase (CAT), glutathione peroxidase (GPx), and malondialdehyde (MDA) levels were
evaluated, and their relationship with genotoxic damages was revealed. Genotoxicity, oxidative
stress, and heavy-metal levels, except mercury, increased significantly in all renal patients. DNA
damage, SOHAG, and MDA significantly increased, and GSH significantly decreased in patients
undergoing dialysis, compared with those not having dialysis. The duration and the severity of
disease was positively correlated with increased aluminum levels and moderate positively correlated
with increased DNA damage and cadmium levels. In conclusion, this study revealed that the
oxidative-stress-related DNA damage, and also the levels of Al and Cd, increased in ESRD patients.
It is assumed that these changes may play an important role in the progression of renal damage.
Approaches for reducing oxidative-stress-related DNA damage and heavy-metal load in ESRD
patients are recommended.

Keywords: end-stage renal disease; dialysis; heavy metals; DNA damage; oxidative stress

Toxics 2024, 12, 69. https:/ /doi.org/10.3390/toxics12010069

https://www.mdpi.com/journal/toxics


https://doi.org/10.3390/toxics12010069
https://doi.org/10.3390/toxics12010069
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/toxics
https://www.mdpi.com
https://orcid.org/0000-0002-4622-2456
https://orcid.org/0000-0002-6368-2745
https://orcid.org/0000-0003-2647-440X
https://orcid.org/0000-0001-9469-5066
https://doi.org/10.3390/toxics12010069
https://www.mdpi.com/journal/toxics
https://www.mdpi.com/article/10.3390/toxics12010069?type=check_update&version=1

Toxics 2024, 12, 69

20f21

1. Introduction

Chronic Kidney Disease (CKD) is a progressive renal failure that affects more than
10% of the general population worldwide, amounting to over 800 million individuals, and
has emerged as one of the most prominent causes of death and suffering in the 21st century.
CKD is a general term for heterogeneous diseases that affect the structure and function of
the kidney. Definition, stratification, and evaluation of CKD has been based on the Kidney
Disease Improving Global Outcomes (KDIGO) guidelines since 2012. The diagnosis of CKD
is made by laboratory testing, most often by estimating glomerular filtration rate (GFR)
from a filtration marker, such as serum creatinine and level of albuminuria. The definition
of CKD in the KDIGO report is given as the presence of kidney damage (albuminuria) or
decreased kidney function (GFR < 60 mL/min/1.73 mz) for 3 months or longer, without
clinical diagnosis. CKD is divided into five stages, according to GFR. End-stage (stage
5) renal disease (ESRD) is defined as GFR levels below 15 mL/min/1.73 m?, in which
patients need dialysis due to the severity of nephron injury and functional loss [1,2]. As
CKD continues to progress, the GFR declines, and the remaining nephrons are unable to
eliminate metabolic wastes and environmental toxicants effectively from the body. As a
result, the luminal and basolateral surfaces of renal tubular epithelial cells are potentially
exposed to higher levels of xenobiotics, metabolic wastes, and nephrotoxic substances.
DNA damage, secondary to inflammation and chronic disease, is expected to develop in
ESDR [3,4].

Oxidative stress is defined as an imbalance between an excessive generation of oxidant
compounds and insufficient antioxidant defense mechanisms, which leads to the tis-sue
damage. It occurs naturally in humans as an important part of host defense mechanisms,
but is overactivated in many pathological conditions. The most important components
that are effective at the cellular level and constitute the body’s antioxidant defense are
superoxide dismutase (SOD), glutathione peroxidase (GPx), catalase (CAT) enzymes and
glutathione (GSH) from non-enzymatic pathways. Factors contributing to increased oxi-
dant activity include advanced age and characteristics of the patients suffering from kidney
disease, such as diabetes and uremia, for example. Hemodialysis can cause repeated in-
creases in oxidative stress, primarily through membrane bioincompatibility and endotoxin
challenge. Changes in pro-oxidant and antioxidant capacity begin in the early stages of
renal damage, and are very evident in dialysis patients. However, there is some controversy
whether the initiation of regular dialysis in general increases oxidative stress [5-7]. Free
radicals and pro-oxidants produced during acute or chronic kidney injury may further
aggravate the course of the disease and play a role in the pathogenesis of subsequent
complications. Antioxidant enzymes, such as SOD, scavenge the superoxide anion by
converting this free radical to oxygen (O;) and hydrogen peroxide (H,0,), thus prevent-
ing peroxynitrite production and further damage; CAT catalyzes the reaction by which
H,0; is decomposed to water and oxygen, and GPx catalyzes the reduction of various
hydroperoxides (e.g., HyO,) to H,O, via oxidation of reduced GSH into its disulfide form
(GSSH) [8].

Exposure to heavy metals may negatively alter the function of remaining functional
nephrons. Environmental heavy metals such as arsenic (As), cadmium (Cd), lead (Pb),
and mercury (Hg) increase nephrotoxicity at high exposure levels. Experimental evidence
suggests that exposure to heavy metals may cause oxidative stress, inflammation, and lipid
peroxidation in organs. Low chronic exposure to Cd, Pb, and Hg can cause both renal
proximal tubular damage and a decrease in GFR [9-12]. Heavy metals including As, Cd,
Pb, and Hg deplete major antioxidants of cells, particularly thiol-containing antioxidants
and enzymes, which may cause an increase in production of reactive oxygen species (ROS).
Cells under oxidative stress display various dysfunctions, due to lesions caused by ROS to
lipids, proteins and DNA. Consequently, it is suggested that metal-induced oxidative stress
may be partially responsible for the toxic effects of heavy metals in renal disease [13,14].

During treatment, hemodialysis patients are typically exposed to very large amounts
of water two or three times per week, that is, more than 90 to 192 L of water per session.
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Therefore, the quality of the water used in the preparation of dialysis fluid is very important
to prevent the spread of contaminants into the patient’s bloodstream [15]. Because large
amounts of water are used in dialysis, even low concentrations of contaminants can pose
health risks. While there were insignificant correlations between Cu, Zn and Al in dialysis
fluid and blood samples, Pb concentration showed a significant correlation only in blood
samples taken from men [16]. A study revealed that there was a relationship between blood
lead levels and lead concentration in bones [17].

The increase in serum/blood lead levels seen in hemodialysis patients may be due,
in part, to the almost complete loss of kidney function and the difficulty in removing lead
during hemodialysis. Therefore, environmental lead exposure, even at low levels, can
increase blood lead levels in hemodialysis patients. The blood lead levels are elevated in
patients receiving chronic kidney dialysis [18].

Many studies report Cd-induced acute and chronic kidney disease, even at low ex-
posure levels. The main molecular mechanisms of Cd toxicity are oxidative stress and
mitochondrial dysfunction. Cd can accumulate particularly in individuals with kidney
problems. While dialysis can help in removing some substances from the blood, its effi-
ciency in eliminating Cd is limited. The accumulation of Cd in the kidneys impairs kidney
function, which leads to increased levels of Cd in the body. The accumulation of Cd is a
concern for individuals undergoing dialysis, because it is associated with various health
risks, including damage to the kidneys, bones, and other organs [19,20].

The comet assay, a well-known technique, with its advantages of applicability, rapidity,
sensitivity and economic efficiency, is frequently used to measure DNA damage, and is one
of the most reliable biomarkers for indicating early biological effects in human biomoni-
toring studies; it is therefore accepted by various governmental regulatory agencies [21].
8-Hydroxy-2'-deoxyguanosine (8-OHdG), one of more than 20 oxidative-base-damage
products caused by reactive oxygen species, is formed as a result of the attack of the hy-
droxyl radical on the eighth carbon atom of the guanine base in DNA. This base is accepted
as a direct measure of oxidative DNA damage [22,23].

Within the scope of this study, the changes in genotoxicity and oxidative stress parame-
ters in ESRD patients, both those undergoing and those not undergoing hemodialysis, were
evaluated and compared with healthy controls, in detail. DNA damage in the peripheral
lymphocytes of the subjects was determined by the alkaline comet assay. Oxidative stress
parameters including SOD, CAT, GPx, malondialdehyde (MDA) levels, and 8-OHdG (indi-
cating the oxidative-stress-related DNA damage) were measured in the plasma samples,
using ELISA kits. The levels of heavy metals including aluminum (Al), As, Cd, Pb, and Hg
were also determined, using inductively coupled plasma mass spectrometry (ICP-MS). To
our knowledge, our study is the first to evaluate genotoxicity, oxidative stress, heavy-metal
levels, and biochemical changes in detail, in ESRD patients with and without dialysis.

2. Materials and Methods
2.1. Patients and Study Design

The patient group with ESRD consisted of 43 patients undergoing hemodialysis and
31 patients not undergoing hemolysis. The control group consisted of 40 healthy volunteers,
similar to the patient group in terms of age, gender, lifestyle, smoking habits and alcohol
use, and without a history of chemical exposure (Table 1).

Patients diagnosed with ESRD in the research group were selected from the patients
who were admitted to the Nephrology Clinic at Giilhane Training and Research Hospital,
located in Ankara, Tiirkiye. ESRD patients undergoing dialysis were undergoing dialysis
regularly, three times a week.

The criteria for inclusion and exclusion from the study are as follows:

The ESRD was diagnosed by a nephrologist, according to the KDIGO (stage 4 and
stage 5) definition [2,24]. Patients over the age of 18, who were not pregnant and agreed to
participate in the study, were included.
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Table 1. Characteristics of the study groups.

ESRD Patients without

ESRD Patients on Dialysis Dialysis Healthy Controls
(n =43) (n=31) (n=41)
Age (years) 59.43 + 16.88 67.55 4+ 17.69 61.73 4+ 18.06
gely (32-83) (37-87) (33-87)
Gender [n (%)]
Male 27 (62.79%) 14(45.16%) 21(51.22%)
Female 16 (37.21%) 17 (54.83%) 19 (48.78%)
Body mass index (BMI) 246 + 048 2.79 £ 0.52 2.74 + 0.53
(kg/m?2) (0.53-3.29) (1.85-4.30) (1.76-4.10)
Smoking status [ (%)]
Non-smoker 38 (88.37%) 26 (83.87%) 37 (87.57%)
Smoker 5 (11.53%) 5 (16.13%) 4 (12.43%)
. 2.09 + 6.00 3.33 + 7.58 2.50 + 8.09
*
Cigarettes/day (10-20) (20-20) (20-40)
Alcohol intake [1 (%)]

No 43 (100%) 31 (100%) 41 (100%)

Yes 0 (0%) 0 (0%) 0 (0%)

Diabetes Mellitus [# (%)]
No 20 (46.6%) 16 (51.6%) }
Yes 23 (53.4%) 15 (48.4%)

Hypertension [ (%)]

No 11 (25.5%) 11 (35.5%) _
Yes 32(74.5%) 20 (66.5%)
Cardiac failure [n (%)]
No 3 (6.97%) 3(9.67%) )
Yes 40 (93.03%) 28 (90.33%)
Duration of renal disease 8.16 + 3.69 5.07 +1.70 }
(years) (2-16) (2-18)

* In both groups, individuals who smoked for at least 1 year were considered smokers. n: number of subjects. The
values are given as mean + standard deviation (min-max).

Individuals with liver dysfunction, acute or chronic infection, heart failure, acute
kidney and thyroid disease, vasculitis, connective tissue disease, or malignancy, who were
using immunosuppressive agents or receiving radiotherapy or chemotherapy treatment,
or who had a history of drug use (statins, antioxidants or vitamins) were excluded from
the study.

All volunteers were instructed with information about the aim of the study, and
their written consent was obtained. A detailed questionnaire form including age, gender,
smoking and alcohol use, medication and vitamin use, health status, and history of diseases
related to kidney functions was given to the individuals participating in the study, before
the sample collection.

This study was approved by the local ethics commission of Hacettepe University Non-
Interventional Clinical Research Ethics Committee, in accordance with the 1964 Declaration
of Helsinki (Date: 29 June 2021; No. GO 21/884).

2.2. Sample Preparation

A total of 10 mL peripheral blood sample was collected from each volunteer, as a
biological sample. All blood samples were maintained at +4 °C and processed within two
hours. The timing of blood sample collection for dialysis patients was within 1 h after the
dialysis process ended.
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For the analysis of hemogram parameters, 2 mL peripheral blood sample was taken,
and collected in EDTA tubes. Hemograms and plasma biochemical parameters were
measured immediately in the Medical Biochemistry laboratory of the University of Health
Sciences, Faculty of Medicine. A total of 8 mL of peripheral blood sample from each
volunteer was taken, and collected in a sodium heparin tube. It was delivered to Hacettepe
University Faculty of Pharmacy Toxicology Department Research Laboratory within 6 h
in a cold transport container, and protected from light. A total of 1 mL of heparinized
blood sample was used for the analysis of DNA damage. The remaining 6 mL and 1 mL
heparinized blood samples were used for the analysis of oxidative-stress parameters (SOD,
CAT, GPx, GSH, MDA, 8-OHdG) and heavy-metal analyses, respectively. Plasma samples
were frozen in aliquots at —20 °C and stored at —80 °C, until the day of analysis.

2.3. Determination of Hemogram

The levels of white blood cell (WBC), red blood cell (RBC), hemoglobin (Hb), platelet
(PLT), hematocrit (HCT), mean cell volume (MCV), mean cell hemoglobin (MCH), mean cell
hemoglobin concentration (MCHC), RBC-distribution-width standard deviation (RDW-SD),
red cell distribution width (RDW-CV), platelet distribution width (PDW), mean platelet
volume (MPV), neutrophils, monocytes, lymphocytes, eosinophils, and basophils were
analyzed using the turbidimetric method, using the Sysmex XN-2000 (Sysmex Europe
GMBH, Bornbarch 1, 22848, Norderstedt, Germany) hematology autoanalyzer. The samples
were analyzed in duplicates. Results were given as mean =+ standard deviation (range).
The units were as follows: 103/ uL for WBC, PLT; 10° / uL for RBC; g/dL for Hb and MCHC;
femtoliter (fL) for MCV, RDW-SD, PDW and MPV; picogram (pg) for MCH; % for HCT,
RDW-CYV, neutrophils, monocytes, lymphocytes, eosinophils, and basophils.

2.4. Determination of Biochemical Parameters

The liver function parameters (AST, ALT), glucose, uric acid, sodium, and potassium
in plasma samples were analyzed using the Roche Cobas C702 Chemistry Analyzer (Roche
Diagnostics, Istanbul, Tiirkiye). AST, ALT, glucose and uric acid were measured using the
kinetic enzymatic colorimetric method. Sodium and potassium were determined using
the indirect ISE (ion selective electrode) method. The samples were studied in duplicates.
Results were given as mean = standard deviation (range). The units were as follows: U/L
for AST and ALT; mg/dL for glucose and uric acid; mEq/L for sodium and potassium.

2.5. Determination of Renal Function

The creatinine was determined using the kinetic colorimetric Jaffe method, using
a Roche Cobas C702 Chemistry Analyzer (Roche Diagnostics, Basel, Switzerland) [25].
In alkaline solution, creatinine creates a yellow—orange color with picrate. The rate of
dye formation is directly proportional to the creatinine concentration in the sample. The
linear detection range of the method was 0.17-24.9 mg/dL (15-2200 umol/L) in serum
and 4.2-622 mg/dL (375-55,000 umol/L) in urine. The examples were studied in duplicate.
Results are given as mean =+ standard deviation (range). The unit of creatinine was mg/dL.

The urea levels in the samples were determined using the kinetic method, involving
urease and glutamate dehydrogenase and using the Roche Cobas C702 Chemistry Analyzer
(Roche Diagnostics, Basel, Switzerland). In the first step, urea is converted into ammonium
and carbonate by the urease enzyme. In the second reaction, 2-oxoglutarate combines with
ammonium and is converted to glutamate by the enzyme glutamate dehydrogenase. The
decrease in NADH, the reaction cofactor, is directly proportional to the amount of urea,
and is measured photometrically at a wavelength of 340 nm. The linear detection range of
the method in serum was 3.0-240 mg/dL (0.5-40 mmol/L).

The GFR, an indicator of renal function, was calculated using the CKD-EPI equation—
including age, sex, ethnicity, and serum creatinine [26,27]. The CKD-EPI equation is
GFR(mL/min/1.73 m?) = 141 (if female) or 144 (if male) x min(Scr/k, 1)* x max(Scr/«,
1)~1209 x 0.993A8e(vears) 1,018 (if female)_1.159 (if black), where Scr is serum creatinine
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in mg/dL, k is 0.7 for females and 0.9 for males, « is —0.329 for females and —0.411 for
males, min indicates the minimum of Scr/« or 1, and max indicates the maximum of Scr/ «
orl.

2.6. Determination of Heavy-Metal Levels

The heavy-metal levels, including Al, As, Cd, Hg and Pb in plasma samples were
determined using the inductively coupled plasma mass spectrometry (ICP-MS) technique,
with Thermo Scientific ICAP Qc Series (Bremen, Germany). The determination of heavy
metals was carried out in the laboratory of the Giilhane Faculty of Pharmacy, University of
Health Sciences.

Nitric acid SUPRAPURE® grade (65%) (Merck KGaA, Darmstadt, Germany) was
used in the dilution of the samples. All aqueous solutions were prepared with deionized
water, obtained using an ultrapure water system (Aqua Nova Hepta Distilled, resistivity
0.34 MQ)-cm, Kristianstad, Sweden). All materials used in the analytical processes were
cleaned by soaking in HNO3 (10% v/v) for one day, rinsing with ultrapure water four times,
and drying in an oven at 40 °C. Samples (1 mL plasma samples) were stored in capped
polypropylene tubes at +4 °C until analysis. Stock solutions of the analytes (1 g/L each)
were obtained from Merck (Merck KGaA, Darmstadt, Germany). All prepared standard
solutions were stored in high-density polypropylene bottles. Standard solutions were
prepared freshly by diluting stock solutions in 2% HNO3. All blanks, calibration standards,
quality control samples and samples were spiked with gold (Au), to a concentration of
200 ug/L.

Each sample was applied directly to the device after diluting 1:20 with 2% Nitric acid
prepared with 65% Suprapure Nitric acid. Device settings are as follows: Peristaltic pump
speed, 40 rpm; Tubing to pump, orange/green tubing for sample transport; Nebulizer,
PFA-ST; RF power, 1550 W; Cooling gas flow, 14 L/min; Auxiliary gas flow, 0.8 L/min;
Nebulizer gas flow, 0.97 L/min; Dwell time, 0.001-0.02 microseconds.

The Qtegra™ Intelligent Scientific Data Solution™ version 1 (ISDS) (Thermo Fisher
Scientific, Bremen, Germany) software program was used in the analysis of ICP-MS data.
The measurements were repeated three times.

2.7. Determination of Oxidative-Stress-Related Parameters

The levels of SOD, CAT, GPx, GSH, MDA, 8-OHdG, which are oxidative-stress indi-
cators, were determined spectrophotometrically, using ELISA test kits from ELK Biotech-
nology Co., Ltd. (Denver, CO, USA) and Shanghai SunRed Biological Technology Co., Ltd.
(Baoshan District, Shanghai, China) with manufacturer’s directions, at 450 nm. Protein con-
centrations of the plasma samples were determined spectrophotometrically, using Pierce™
BCA Protein Assay Kit (Thermo Fisher Scientific, Waltham, MA, USA) with manufacturer’s
directions, at 562 nm. Additional reagents were purchased from Sigma-Aldrich (St Louis,
MO, USA). For spectrophotometric measurements, a SpectraMax M2 (Molecular Devices,
Sunnyvale, CA, USA) was used, and for quantification, SoftMax Pro Software 7.1 (Molecu-
lar Devices) were used. The samples were studied in duplicate. The units are as follows:
ng/mL for SOD, CAT, GPx, 8-OHdG; nmol/mL for GSH, MDA.

2.8. Determination of DNA Damage

The alkaline comet assay (the single-cell gel electrophoresis technique) was performed
to determine DNA damage [28-30]. The peripheral blood mononuclear cells from hep-
arinized blood samples were isolated using Histopaque®-1077 (Sigma-Aldrich (St Louis,
MO, USA) and washed with PBS. Cell viability checked with the trypan blue exclusion
test was higher than 95% in all cases. After the isolation of the lymphocytes, the cell
concentrations were adjusted to approximately 2 x 10° cells/mL in this buffer. The cells
(10% cells/slides) in 1% low-melting-point (LMP) agarose were embedded on the slides
pre-coated with 1% normal-melting-point (NMP) agarose, and lysed with fresh, ice-cold
lysis solution (2.5 M NaCl, 100 mM EDTA, 100 mM Tris, 1% sodium sarcosinate, pH 10.00),
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with 1% Triton X-100 and 10% DMSO for 1 h at 4 °C, to form nucleoids containing super-
coiled loops of DNA linked to the nuclear matrix. After the lysation step, the slides were
drained and kept in the alkaline electrophoresis solution (1 mM sodium EDTA and 300 mM
NaOH, pH 13.00) for 20 min at 4 °C, to allow unwinding of the DNA and expression of
alkali-labile damage. Electrophoresis, with a current of 25 V (300 mA), was then applied
for 20 min at 4 °C. After the electrophoresis, the slides were subsequently washed with
distilled water to remove residues of detergents and salts, and then neutralized for 15 min
in Tris buffer, pH 7.50. The slides were left in 50%, 75% and 98% alcohol for 5 min, consec-
utively. The dried microscopic slides were stained with ethidium bromide (20 ng/mL in
distilled water) and covered with a cover-glass. In order to determine the degree of DNA
damage after electrophoretic migration of DNA fragments in the agarose gel, the image
analysis of the slides was performed using a green-light fluorescence microscope (LeicaVR
M205 FCA, Wetzlar, Germany) connected to a charge-coupled device camera and personal
computer-based analysis system Comet Assay IV™ version 1 software (In-Stem-Perceptive
Instruments Ltd., Suffolk, Halstead, UK). One hundred cells from each of duplicate slides
were examined at 400 x magnification by a well-trained comet specialist. The extent of
DNA damage was expressed as the percentage of DNA in the tail (tail intensity).

2.9. Statistical Analysis

Statistical evaluation of the data set was carried out using IBM® SPSS Statistics version
23.0 software for Windows. The samples were studied in triplicate. The results were
presented as mean =+ standard deviation (SD) (min—-max) and the percentage number of
cases (%) for continuous variables and categorical variables, respectively.

Statistical differences between groups with normal distribution were determined using
the one-way analysis of variance (ANOVA) test. Post hoc analysis of group differences was
performed with the least-significant-difference (LSD) test. Statistical differences between
groups without normal distribution were analyzed using he Mann-Whitney U test for two
groups and the Kruskal-Wallis test for more than two groups. The z-test was applied for
statistical analysis of categorical values.

The homogeneity of variance was tested using the Levene test. The Kolmogorov—
Smirnov test was used to determine the normality of distribution. The magnitude of linear
relationship was calculated using Pearson correlation analysis. A p-value of less than 0.05
was considered as statistically significant.

3. Results
3.1. Characteristics of the Study Groups

The characteristics of the patients and healthy controls, including age, gender, body
mass index (BMI), smoking and alcohol habits, duration of renal disease, and the findings
regarding to health status are given in Table 1.

The mean ages of ESRD patients undergoing dialysis, patients who were not on dial-
ysis, and the control group were 59.43 + 16.88 (32-83) years, 67.55 £ 17.69 (37-87) years,
and 61.73 + 18.06 (33-87) years, respectively. The mean BMI (kg/m?) of ESRD pa-
tients undergoing dialysis, ESRD patients not on dialysis, and the control group were
2.46 £ 0.48 (0.53-3.29), 2.79 £ 0.52 (1.85-4.30), and 2.74 + 0.53 (1.76—4.10), respectively. The
percentages of males in patients undergoing dialysis, patients without dialysis, and the
control group, were 62.79%, 45.16%, and 51.22%, respectively. There were no statistically
significant differences between the patients and the healthy controls in terms of age, BMI,
and gender (Table 1).

It was determined that mean cigarette consumption per day of ESRD patients un-
dergoing dialysis, ESRD patients not on dialysis, and the control group were 2.09 & 6.00
(10-20) cigarettes/day (n = 5, 11.53%), 3.33 & 7.58 (20-20) cigarettes/day (n = 5, 16.13%),
and 2.50 £ 8.09 (20-40) cigarettes/day (n = 4, 12.43%), respectively, and the differences
between the groups were not statistically significant. All individuals in the patient and
control groups stated that they did not consume alcohol at all (Table 1).
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The duration of renal disease in ESRD patients undergoing dialysis and ESRD patients
without dialysis were 8.16 £ 3.69 (2-16) years and 5.07 & 1.70 (2-8) years, respectively
(Table 1).

Diabetes mellitus was present as an additional disease in 53.4% of ESRD patients
undergoing dialysis, with hypertension in 74.5% and heart failure in 93.03%. Diabetes
mellitus was present as an additional disease in 48.4% of ESRD patients without dialysis,
with hypertension in 66.5% and heart failure in 90.33% (Table 1).

3.2. Hemogram and Biochemical Parameters

The hemograms and biochemical parameters of the study groups are presented in

Tables 2 and 3, respectively.

Table 2. Hemogram of the study groups.

P ESRP Pafients_ E.SRD Pat'ients' Healthy Controls a b ¢
arameters on Dialysis (n=  without Dialysis (= 41) P p p
43) (n=31)
WBC (10%/uL) éi%_izg 5902) (8378%3; : ;5)) (81?35(’:4:197 5353) 0.486 0.763 0.726
wear b Besl bRoe eme ame o
e SR WD wRew o we ow
praos BTN 2700 26k 0109 0455 0447
HOTCO  (glowna)  eirosen  pasosian <00 <0001+ oot
MOV G i0s  gesioos) (3205760 o2ts as6s 0255
MCHBE) i Gome)  (8370) 0451 0945 0562
MCHCE/MD  olosesn  (sansi  G100.3570 0166 0013+ oty
wwsowy SRR kRied T waiie o
e
vy BSELD . amiom o smely 638 970 060
sy BRSO BRGS T REOE e o

The values are given as mean =+ standard deviation (min-max). BASO, basophils; EOS, eosinophils; ESRD, end-
stage renal disease, HCT, hematocrit; Hb, hemoglobulin; LYM, lymphocytes; MCH, mean corpuscular hemoglobin;
MCHC, mean corpuscular hemoglobin concentration; MCV, mean corpuscular volume; MO, monocytes; MPV,
mean platelet volume; NEU, neutrophils; PLT, platelet; RBC, red blood cells; RDW-SD, red-cell distribution
width-standard deviation; WBC, white blood cells. ? p < 0.05, ESRD patients on dialysis compared with healthy
controls; ® p < 0.05, ESRD patients without dialysis compared with healthy controls, ¢ p < 0.05, ESRD patients on
dialysis compared with ESRD patients without dialysis; *, statistically significant.
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Table 3. Biochemical parameters of the study groups.
P ¢ ESRD Patients on ESRD Patients without Healthy Controls a b c
arameters Dialysis (n = 43) Dialysis (n = 31) (n=41) p p p
22.85 £19.40 25.52 £19.99 25.38 = 14.42
AST (U/L) (7-107) (6-287) (4-74) 0.719 0.245 0.127
15.71 £ 10.98 19.97 £+ 10.81 28.76 £+ 39.61 "
ALT (U/L) (4-64) (5-57) (5-192) 0.022 0.221 0.363
Glucose 127.59 £ 74.40 136.11 £71.76 129.00 + 85.88
(mg/dL) (52-392) (53-321) (71-477) 0.768 0941 0.867
Natrium (Na) 136.14 £ 5.08 137.70 £ 5.24 136.89 £ 37.58
(mmol/L) (117-149) (126-143) (129-146) 0.332 0.175 0.633
Potassium (K) 490+ 1.03 4.62 +£0.69 4.25+0.89
(mmol /L) (3.83-6.23) (3.08-6.09) (3.46-5.80) 0159 0060 0.5
The values are given as mean =+ standard deviation (min-max). ALT, alanine aminotransferase; AST, aspartate
aminotransferase.  p < 0.05, patients on dialysis compared with healthy controls; ® p < 0.05, patients without
dialysis compared with healthy controls, € p < 0.05, patients on dialysis compared with patients without dialysis;
*, statistically significant.
There was no difference between the study groups in terms of the hemogram values,
including WBC, PLT, MCV, MCH, MCHC, RDW-SD, RDW-CV, MPV, NEU, MO, EOS, and
BASO (p > 0.05) (Table 2).
The values of RBC (1.25 fold), Hb (1.23 fold), HCT (1.23 fold), and LYM (1.54 fold)
in ESRD patients undergoing dialysis and the values of RBC (0.90 fold vs. control), Hb
(1.12 fold vs. control), and HCT (1.12 fold vs. control) in ESRD patients without dialysis
decreased significantly when compared with healthy controls (p < 0.05) (Table 2).
There was no difference in all hemogram parameters between ESRD patients undergo-
ing dialysis and the patients without dialysis (p > 0.05) (Table 2).
The difference between the study groups in AST values was not significant (p > 0.05).
ALT levels significantly decreased in ESRD patients on dialysis (1.83 fold) compared with
healthy controls (p < 0.05); however, there was no difference in ALT levels between the
patients with ESRD and the patients without dialysis or between the patients without
dialysis and the healthy control group (p > 0.05) (Table 3).
There was no difference in glucose, natrium (Na), and potassium (K) levels between
the study groups (p > 0.05) (Table 3).
3.3. Renal Function Parameters
The renal function parameters of the study groups are given in Table 4. Serum
creatinine levels were significantly higher in ESRD patients undergoing dialysis (4.8 fold)
and in ESRD patients not on dialysis (1.87 fold) than in the control group. However, the
creatinine levels (2.34 fold) of ESRD patients undergoing dialysis were significantly higher
than those of ESRD patients not undergoing dialysis (p < 0.05) (Table 4).
Table 4. Renal functions of the study groups.
Parameter: ESRD Patients on ESRD Patients without Healthy Controls a b ¢
arameters Dialysis (n = 43) Dialysis (n = 31) (n'=41) v 4 P
. 6.36 & 3.60 2.70 + 1.60 144 + 146 . . .
Creatinine (mg/dL) (0.58-15.30) (0.76-7.66) (0.53-8.81) <0.001 0.049 <0.001
120.62 £ 48.70 98.00 &= 51.18 50.82 £ 36.76 " n "
Urea (mg/dL) (32.0-225.0) (31.0-215.0) (21.0-205.0) <0.001% <0001 0.023
. 2y % 12.29 £ 10.90 28.67 £ 13.86 69.50 & 31.07 . n "
GFR (mL/min/1.73 m?) (4.0-52.0) (6.0-80.0) (5.58-136.0) <0.001 <0.001 0.001

The values are given as mean =+ standard deviation (min-max). # p < 0.05, ESRD patients on dialysis compared
with healthy controls; ? p < 0.05, ESRD patients without dialysis compared with healthy controls, ¢ p < 0.05,
ESRD patients on dialysis compared with ESRD patients without dialysis; *, statistically significant. **, Estimated
glomerular filtration rate (GFR), an indicator of renal function, was calculated using the CKD-EPI equation [26,27].
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The urea levels were significantly higher in ESRD patients on dialysis (2.37 fold) and
in ESRD patients not on dialysis (1.93 fold) than in the control group. However, the urea
levels (1.23 fold) of ESRD patients undergoing dialysis were significantly higher than those
of ESRD patients not undergoing dialysis (p < 0.05) (Table 4).

The GFR values were significantly lower in ESRD patients on dialysis (0.18 fold) and
in ESRD patients not on dialysis (0.41 fold) than in the control group. However, the GFR
values (0.43 fold) of ESRD patients undergoing dialysis were significantly lower than those
of ESRD patients not undergoing dialysis (p < 0.05) (Table 4).

3.4. Heavy-Metal Levels

The levels of heavy metals, including Al, Cd, Pb, As, and Hg of the study groups are
given in Table 5.

Table 5. Heavy-metal levels of the study groups.

ESRD Patients on ESRD Patients without a b c
Parameters Dialysis Dialysis Healthy Controls p p p
n=11/23 (47.8%) n=1/28 (3.57%) n=0/32(0.0%)
Al (ppb) 3.58 +£0.72 3.80 0 - - 0.780
(2.94-5.50) (3.80-3.80) ND
n=17/23(73.9%) n=21/28 (75.0%) n=17/32(53.1%)
Cd (ppb) 8.07 £15.76 0.67 £ 0.98 0.16 £0.12 0.007 * 0.851 0.049 *
(0.05-49.36) (0.05-4.25) (0.05-0.45)
n =10/23 (43.5%) n=11/28(39.3%) n=1/32(3.12%)
Pb (ppb) 13.57 +9.03 20.41 £15.11 0.38 <0.001 * <0.001 * 0.225
(3.34-35.29) (5.67-52.25) (0.38-0.38)
n =23/23 (100%) n=26/28(92.9%) n = 32/32 (100%)
As (ppb) 4.35+0.93 3.86 £ 1.67 2.35+0.78 <0.001 * <0.001 * 0.132
(2.85-6.35) (2.19-10.45) (1.23-5.46)
Hg (ppb) ND ND ND - - -

The values are given as mean =+ standard deviation (min-max). ? p < 0.05, ESRD patients on dialysis compared
with healthy controls; ® p < 0.05, ESRD patients without dialysis compared with healthy controls, ¢ p < 0.05, ESRD
patients on dialysis compared with ESRD patients without dialysis; *, statistically significant. ND: non-detectable,
n = number of samples. 1 ppm, 1 ug/L. Al, aluminum; Cd, cadmium; Pb, lead; As, arsenic; Hg, mercury.

Al levels of healthy controls were lower than the detection limit; however, the Al
levels were 3.58 £ 0.72 (2.94-5.50) ppm and 3.80 ppm in 47.8% (n = 11) of ESRD patients on
dialysis, and 3.57% (n = 1) of ESRD patients without dialysis, respectively. The levels were
significantly higher in patient groups compared with healthy controls (p < 0.05), while there
was no significant difference in Al levels between the patient groups (p > 0.05) (Table 5).
There was no strong correlation between GFR and Al levels. When all patients with and
without dialysis were included, a moderately negative correlation was found between GFR
values and Al levels (r = —0.331). When correlation analysis was performed individually
between patient groups and GFR, a moderately significant negative correlation was found
only between Al levels and GFR of patients not undergoing dialysis (r = —0.495). We can
say that the negative correlation between Al levels and GFR in the patient group originates
from the patient group that is not on dialysis.

The Cd levels were 8.07 & 15.76 (0.05-49.36) ppm in 73.9% (n = 17) of the patients
on dialysis, 0.67 £ 0.98 (0.05—4.25) ppm in 75.0% (n = 21) of the patients without dialysis,
and 0.16 £ 0.12 (0.05-0.45) ppm in 53.1% (n = 17) of the healthy controls. Cd levels
in ESRD patients on dialysis were significantly higher than in ESRD patients without
dialysis (12.14 fold) and the healthy control group (50.43 fold) (p < 0.05). There was no
significant difference in Cd levels between ESRD patients without dialysis and the healthy
controls (p > 0.05). There was no strong correlation between GFR and Cd levels. A very
low negative correlation was found between Cd levels and GFR of patients undergoing
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dialysis (r = —0.06) and a low negative correlation was found between Cd levels and GFR
of patients not undergoing dialysis (r = —0.16). When all patients with and without dialysis
were included, a low negative correlation was found between GFR values and Cd levels
(r=-0.19).

The Pb levels were 13.57 & 9.03 (3.34-35.29) ppm in 43.5% (n = 10) of the patients
on dialysis, and 20.41 £ 15.11 (5.67-52.25) ppm in 39.3% (n = 11) of the patients without
dialysis. It was detected as 0.38 ppm in 3.12% (n = 1) of the healthy control group. Pb
levels were significantly higher in ESRD patients on dialysis (35.71 fold) and in ESRD
patients without dialysis (53.71 folds) than in the healthy controls (p < 0.05). There was
no significant difference between ESRD patients on dialysis and ESRD patients without
dialysis (p > 0.05). There was no strong correlation between GFR and Pb levels. A very
low negative correlation was found between Pb levels and GFR of patients undergoing
dialysis (r = —0.02), and a low positive correlation was found between Pb levels and GFR
of patients not undergoing dialysis (r = 0.22). When all patients with and without dialysis
were included, a low negative correlation was found between GFR values and Pb levels
(r=-0.19).

The As levels were 4.35 £ 0.93 (2.85-6.35) ppm in 100% of the patients (n = 23) on
dialysis, 3.86 £ 1.67 (2.19-10.45) ppm in 92.9% (n = 26) of the patients without dialysis,
and 2.35 % 0.78 (1.23-5.46) ppm in 100% of the healthy control group (n = 32). As levels
were significantly higher in ESRD patients on dialysis (1.85 fold) and in ESRD patients
without dialysis (1.64 fold) than in the healthy control group (p < 0.05). There was no
significant difference between ESRD patients on dialysis and ESRD patients without dialysis
(p > 0.05). There was no strong correlation between GFR and As levels. A moderate positive
correlation was found between As levels and GFR of patients undergoing dialysis (r = 0.42),
and a low positive correlation was found between As levels and GFR of patients not
undergoing dialysis (r = 0.10). When all patients with and without dialysis were included,
a very low negative correlation was found between GFR values and As levels (r = —0.01).

Since Hg levels in the samples of the study groups were below the detection limits, no
significant differences were found between the groups.

3.5. Oxidative-Stress-Releated Parameters

The oxidative-stress parameters, including SOD, CAT, GPx, GSH, MDA, and 8-OHdG
are given in Table 6.

Table 6. Oxidative-stress parameters of the study groups.

Parameters ESR[]))iI;;i:ir;ts on ESRD Patients without Healthy Controls pa " )
(n =43) Dialysis (n = 31) (n=41)
(ng/m) 85 (6596837) BUZ6% e ot oo
(ngC/A HTlL) ?f?)%?flégg ?178784:—‘:1?% (2158%)(31—:‘; 571818) 0.046 * 0.021 * 0.530
(ngG/IZ‘L) ?15583%1?2.; ?17;.527%1%}1:(1)‘)1 ?19 (f?oi(l).z;i(; 0.010* 0.007 * 0.746
(HSEIP}L) }(')?1442%3? %fgli%g é’i%i 53 ;’10) <0.001 * 0.011* 0.355
(“g‘];)l?” 3(299175—i9()22()9)7 2(191115—%381?)5)7 }11 f ;—jztlﬁo(g)? <0.001* 0.041* 0.010 *
g/ 641-9820) (6907129 HERh w0 opas oo

The values are given as mean = standard deviation (min-max). SOD, superoxide dismutase; CAT, catalase; GPx,
glutathione peroxidase; GSH, glutathione; MDA, malondialdehyde; 8-OHdG: 8-hydroxy-2’-deoxyguanosine.
2 p <0.05, ESRD patients on dialysis compared with healthy controls; b p < 0.05, ESRD patients without dialysis
compared with healthy controls, ¢ p < 0.05, ESRD patients on dialysis compared with ESRD patients without
dialysis; *, statistically significant. 1 ppm, 1 ug/L.

The SOD levels of ESRD patients on dialysis (2.90 fold) and ESRD patients without
dialysis (1.65 fold) were significantly higher than in the healthy controls (p < 0.05). SOD
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levels of ESRD patients on dialysis (1.75 fold) were significantly higher than in ESRD
patients without dialysis (p < 0.05) (Table 6).

The CAT levels of ESRD patients on dialysis (1.36 fold) and ESRD patients without
dialysis (1.49 fold) were significantly higher than in the healthy controls (p < 0.05). There
was no difference in CAT levels between ESRD patients on dialysis and ESRD patients
without dialysis (p > 0.05) (Table 6).

The GPx levels of ESRD patients on dialysis (1.41 fold) and ESRD patients without
dialysis (1.46 fold) were significantly higher than in the healthy controls (p < 0.05). There
was no difference in GPx levels between ESRD patients on dialysis and ESRD patients
without dialysis (p > 0.05) (Table 6).

The GSH levels of ESRD patients on dialysis (3.13 fold) and ESRD patients without
dialysis (2.33 fold) were significantly lower than in the healthy controls (p < 0.05). There
was no difference in GSH levels between ESRD patients on dialysis and ESRD patients
without dialysis (p > 0.05) (Table 6).

The MDA levels of ESRD patients on dialysis (2.86 fold) and ESRD patients without
dialysis (1.83 fold) were significantly higher than in the healthy controls (p < 0.05). MDA
levels of ESRD patients on dialysis (1.56 fold) were significantly higher than in ESRD
patients without dialysis (p < 0.05) (Table 6).

The 8-OHdG levels of ESRD patients on dialysis (4.09 fold) and ESRD patients without
dialysis (2.06 fold) were significantly higher than in the healthy controls (p < 0.05). 8-OHdG
levels of ESRD patients on dialysis (1.98 fold) were significantly higher than in ESRD
patients without dialysis (p < 0.05) (Table 6).

3.6. DNA Damage from the Alkaline Single-Cell Gel Electrophoresis Technique

DNA damage expressed as% DNA tail intensity (% of DNA in the tail) in the lympho-
cytes is shown in Figure 1. DNA damage increased significantly in all ESRD patients with
or without dialysis; moreover, DNA damage in ESRD patients on dialysis increased more
dramatically than in the control group (p < 0.05).

12 a,c
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ESRD patient ESRD patients ~ Healthy controls (n
undergoing dialysis ~ without dialysis =41)
(n=43) (n=31)

Figure 1. DNA damage in the lymphocytes of the study groups. DNA damage is expressed as %
DNA tail intensity. The values are given as mean + standard error mean (min-max). # p < 0.05,
ESRD patients on dialysis compared with healthy controls; b p < 0.05, ESRD patients without dialysis
compared with healthy controls, € p < 0.05, ESRD patients on dialysis compared with ESRD patients
without dialysis.

DNA tail intensity in ESRD patients on dialysis and ESRD patients without dialysis
were 2.85 fold and 1.82 fold higher than in the healthy controls, respectively (p < 0.05)
(Figure 1). DNA tail intensity in ESRD patients on dialysis was 1.56 fold higher than in
ESRD patients without dialysis (p < 0.05) (Figure 1).
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3.7. Relationships between Duration of Renal Disease and Dialysis with Heavy-Metal Levels,
Oxidative Stress, and DNA-Damage Parameters

The ESRD patients were grouped according to their disease duration (short: 2-5 years,
medium: 6-9 years, and long: 10-16 years), and the results regarding their relationships
with heavy-metal levels, oxidative stress and DNA-damage parameters are given in Table 7.

Table 7. Changes in heavy metals, oxidative stress, and DNA-damage parameters, depending on the
duration of renal disease.

Parameters

Short Duration
2-5 Years (n = 29)

Medium Duration
6-9 Years (n = 28)

Long Duration
>10 Years (n =17)

Heavy-metal levels

Al (ppb)
Cd (ppb)
Pb (ppb)

As (ppb)
Oxidative-stress markers

SOD (ng/mL)
CAT (ng/mL)

GPx(ng/mL)
GSH (nmol/L)
MDA (nmol/L)

8-OHdG (ng/mL)
DNA damage

Tail intensity

3.13 + 1.81 3.60 + 0.30 3.76 +0.93
(2.94-3.31)2 (3.17-3.81) (2.94-5.50)
0.75 -+ 1.03 3.14 £9.29 13.42 + 20.66
(0.05-4.25) @ (0.05-35.31) (0.12-49.36)
18.22 4+ 15.38 2022 + 14.68 12.15 + 5.42
(5.67-52.25) (4.22-44.74) (3.34-18.32)
3.84 +1.03 4124183 4.76 + 0.84
(2.41-6.27) (2.19-10.45) (3.82-6.35)
24.32 £ 22.81 25.81 + 27.20 37.27 + 36.89
(6.89-158.6) (6.34-127.3) (2.57-112.1)
34.13 + 15.00 36.87 + 28.55 39.30 + 28.14
(21.28-89.17) (18.04-151.1) (13.83-106.8)
57.34 + 28.88 50.86 + 22.93 66.30 + 37.81
(12.47-124) (27.09-115.1) (27.59-136.3)
1.72 +0.83 1.85 + 0.84 1.63 + 1.01
(0.55-3.84) (0.14-3.52) (0.23-3.46)
2349 + 15.13 23.43 + 18.65 36.74 + 26.49
(12.57-83.83) @ (9.15-90.8) b (12.75-87.52)
17.92 + 16.54 20.11 & 19.95 32.94 & 25.66
(6.98-98.2) 2 (9.001-88.3) P (8.50-81.63)
561 =+ 3.35 5.44 + 343 8.28 - 3.45
(1.45-13.29) (1.19-16.61) ® (2.68-12.45)

The values are given as mean =+ standard deviation (min-max). DNA damage is expressed as tail intensity (% DNA
in the tail) in the lymphocytes. n: number of subjects. Al, aluminum; Cd, cadmium; Pb, lead; As, arsenic. SOD,
superoxide dismutase; CAT, catalase; GPx, glutathione peroxidase; GSH, glutathione; MDA, malondialdehyde;
8-OHdG, 8-hydroxy-2'-deoxyguanosine. 2 p < 0.05, short duration compared with long duration; ® p < 0.05,
medium duration compared with long duration.

The Al and Cd levels of the patients with long duration were significantly (1.20 fold
and 7.66 fold, respectively) higher than in the patients with short duration (p < 0.05). There
was no difference in Al levels between the patients with short and medium duration and
between the patients with medium and long duration (p > 0.05). There was no difference in
Pb and As levels among all groups (p > 0.05) (Table 7).

The MDA levels of the patients with long duration were significantly higher than the
patients with short and medium duration (1.56 fold and 1.57 fold, respectively) (p < 0.05).
There was no difference in MDA levels between the patients with short and medium
duration (p > 0.05). 8-OHdG levels of the patients with long duration were significantly
higher than in the patients with short and medium duration (1.84 fold and 1.64 fold,
respectively) (p < 0.05). There was no difference in 8-OHdG levels between the patients
with short and medium duration (p > 0.05). There were no differences in SOD, CAT, GPx,
or GSH levels among all groups (p > 0.05) (Table 7).

DNA damage in the lymphocytes of the patients with long duration was significantly
higher than in the patients with short and medium duration (1.48 fold and 1.52 fold,
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respectively) (p < 0.05). There was no difference in DNA damage between the patients with
short and medium duration (p > 0.05) (Table 7).

There was a strong positive relationship between the duration of disease and Al levels
(r = 0.52), a moderate positive relationship between the duration of disease and the levels
of DNA damage (r = 0.31) and Cd (r = 0.45), and a weak or very weak relationship between
the duration of disease and the other parameters (SOD, r = 0.04; CAT, r = 0.05; GPx, r = 0.07;
GSH, r = —0.17, MDA, r = 0.12; 8-OHdG, r = 0.14; Pb, r = —0.14; As, r = 0.25).

There was a moderate positive relationship between dialysis duration and Al (r = 0.48),
Cd (r =0.39), SOD (r = 0.33), GSH (r = 038), 8-OHdG (r = 0.40), and DNA damage (r = 0.36)
levels. A moderate negative relationship was determined between dialysis duration and
GSH levels (r = —038). There was a weak or very weak relationship between dialysis
duration and other parameters, including CAT (r = 0.14), GPx (r = 0.16), Pb (r = —0.23), and
As (r=0.19).

4. Discussion

Renal functions have been lost irreversibly in ESRD patients who need renal replace-
ment therapies like hemodialysis to maintain their vital functions. An increase in oxidative
stress and heavy-metal levels are two main factors which have been suggested to cause
functional loss in nephrons. However, the pathophysiological mechanism underlying
these detrimental effects is not fully understood. Moreover, the effects of hemodialysis
on oxidative stress and heavy-metal exposure are other points to be clarified in ESRD
patients [9-12]. Therefore, in this study, we focused on the evaluation of the changes in
heavy-metal levels, DNA damage, and oxidative-stress markers among ESRD patient,
both in those undergoing dialysis and in those not undergoing dialysis, compared with
healthy controls.

Anemia is an expected clinical outcome in ESRD. In our study, the levels of RBC, Hb,
and HTC in the patients were found to be statistically lower than in the healthy controls.
The levels of these three parameters in ESRD patients on dialysis were lower than in ESRD
patients who were not undergoing dialysis. The cutoff levels for anemia were defined
as being Hb levels of 12 g/dl in women and 13 g/dl in men, using the World Health
Organization criteria [31]. In the large ESRD cohort study by Saraf et al. [32], among
3919 participants, 1859 (47%) had anemia at baseline. A high percentage of approximately
half of ESRD patients in the United States have been reported to suffer from anemia due
to erythropoietin deficiency, resulting from impairment of erythropoietin synthesis by
accumulated uremic toxins [33]. Our findings are in concordance with these studies, as we
found Hb levels to be 10.44 g/dL in ESRD patients undergoing dialysis and 11.44 g/dL in
ESRD patients not undergoing dialysis. These findings support the presence of a deeper
anemia in ESRD patients who receive hemodialysis.

The ESRD patients are an important group, with chronic co-morbidities, and they
require regular laboratory examinations for their follow-up. Hepatic diseases are common
among ESRD patients [34,35]. Therefore, AST and ALT, the most common liver functions,
were evaluated in our study. We found that ALT levels of ESRD patients undergoing
dialysis were significantly lower than in healthy controls; however, there were no significant
differences between the patients on dialysis and the patients not undergoing dialysis, or
between the patients without dialysis and the healthy controls. The study carried out
by Ray et al. [36] showed that AST and ALT levels were lower in ESRD patients. Other
previous studies also showed that ALT levels in patients with CKD were lower than in
healthy controls [35,37,38]. The fact that ALT levels decreased in ESRD patients receiving
hemodialysis treatment in our study is also consistent with these results. These findings
show that liver function is deeply impaired in ESRD patients undergoing dialysis, as ALT is
the main enzyme which is specific to hepatic function loss. A low serum-ALT level could be
due to water retention and hemodilution in ESRD patients, especially in those undergoing
dialysis. Urea and creatinine values are checked before dialysis in ESRD patients, and
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significantly higher urea and creatinine values and lower GFR values were detected in
ESRD patients undergoing dialysis compared with other groups, as expected.

It has been shown that there is a positive relationship between chronic kidney disease
and heavy-metal levels (Cd, Pb, Hg) from a cross-sectional study by the National Health
and Nutrition Examination Survey 2011-2020, which included 12,412 participants [39].

Al has been widely found in dialysate fluids. Neurological symptoms related to Al
were reported in dialysis patients [40]. In 2003, the National Kidney Foundation Kidney
Disease Quality Outcomes Initiative (NKF KDOQI) opined that serum-Al concentrations
should be less than 20 pg/L (ppb) to prevent the progressive accumulation of Al in dialysis
patients and patients with severe chronic kidney disease [41]. ESRD patients are at risk of
Al toxicity, due to exposure from dialysis solutions, medications, and, sometimes, even
from drinking water. Al can accumulate in the body because impaired kidney function
hinders its excretion. In our study, the levels of Al were lower than detection limit in
the healthy controls, but it was detected in 47.8% and 3.57% of the patients with dialysis
and without dialysis, respectively. Al levels were 3.58 £ 1.88 ppb (2.94-5.50) in patients
undergoing dialysis, while the mean value was 3.80 & 0.73(3.80-3.80) ppb in patients not
undergoing dialysis. Therefore, the Al levels were found to be significantly higher than in
the healthy controls. Between two patient groups, no statistically significant difference was
detected among Al levels. A moderately negative correlation between GFR values and Al
levels (r = —0.331) was also observed in our patient groups.

Cd is a major environmental pollutant and nephrotoxicant. ESRD patients are a
high-risk group, as following chronic exposure to Cd, approximately 50% of the metal
accumulates in the kidney [42,43]. Cd-induced GFR reduction was greater in those with
diabetes, hypertension, or both [44]. It was reported that blood Cd levels >0.53 ug/L were
associated with 2.21-fold increases in the risk of a reduced GFR from the survey by U.S.
NHANES 2011-2012 (n = 1545) [45]. In our study, Cd levels were similar in ESRD patients
not on dialysis and in healthy controls. But in ESRD patients undergoing dialysis, Cd levels
were significantly higher than in the other two study groups, and the levels were found to
be as high as 7.94 & 13.62 (0.05-49.36) ppb. The American Conference of Governmental
Industrial Hygienists defines the biological exposure index as a blood Cd level that has been
shown to be associated with renal function at chronic exposure of 5 ppb [46]. Therefore,
in our study, Cd levels are also in concordance with these toxic levels in ESRD patients
undergoing dialysis, supporting the toxic accumulation of Cd in kidneys.

Pb is a toxic metal which has serious consequences on the nervous, circulatory, skeletal,
renal, hematopoietic, and endocrine systems. Exposure to Pb may also result in nephropa-
thy and renal adenocarcinoma [47]. Exposure to low levels of Pb early in life has been
shown to lead to glomerular hypertrophy. Chronic exposure to Pb may lead to progressive
tubulointerstitial nephritis, which leads to CKD. One of the primary cellular effects of
exposure to Pb is the induction of oxidative stress in renal cells. Exposure to Pb has also
been shown to lead to lipid oxidation and DNA fragmentation [48]. The results of our
study showed that Pb levels were elevated in both ESRD patient groups compared with
healthy controls. These high concentrations of Pb in ESRD patients might be one of the
reasons for increased oxidative stress and DNA damage in our patient groups. Chronic
inflammation is a significant contributor to the promotion of oxidative stress. The presence
of proinflammatory factors in CKD leads to an increase in oxidative stress, while, at the
same time, the disturbed redox balance in the body increases inflammation. The study by
Podkowiniska et al. [49] focused attention on increased oxidative stress and inflammation
in ESRD patients. The combination of elevated Pb levels and oxidative stress can create a
synergistic effect, exacerbating cellular damage, including damage to DNA. Pb accumula-
tion in tissues was reported to cause oxidative DNA damage, including strand breakages
in workers exposed to Pb [50]. So, the elevated Pb levels in our study may have also caused
increased inflammation and DNA damage.

Urinary excretion represents the major route of As elimination. Since a large fraction of
absorbed As is filtered in the kidney, it is an important site of As uptake and accumulation.
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Contamination of drinking water with As has been linked to the development of hyperten-
sion and renal injury. Exposure to As was shown to cause albuminuria and proteinuria,
but it did not enhance other outcomes (e.g., anemia, hyperkalemia, hypocalcemia) that
are associated with CKD. Although exposure to As appears to cause renal injury, there is
not a clear association between As exposure and the development of CKD [51,52]. In a
previous study, total As level was associated significantly with CKD in a dose-response
manner, especially in participants with a total As level greater than 20.74 ppb, compared
with 11.78 microg/g creatinine or less [53]. Two other studies have also focused on high
blood-As levels in ESRD patients. The study by Palaneeswari et al. [54] compared the blood
As levels in 50 ESRD patients with 50 healthy controls, and they found significantly higher
levels of As in ESRD patients, similar to our results. However, they did not compare the
ESRD patients with regard to hemodialysis status. Our results have shown that As levels
were significantly higher than in healthy controls, although the As levels between the two
patient groups were similar. Therefore, we can suggest that ESRD patients have high levels
of As, which might be one of the causes of renal failure.

Oxidative stress is known to take place in the pathophysiology of CKD progression
and various types of kidney diseases. The exact pathophysiological mechanisms underlying
chronic tubulointerstitial nephropathy have not yet been fully elucidated. Oxidative stress,
fibrosis, and inflammation are thought to play a role in the development and progression
of ESRD. The oxidation of biomolecules by ROS starts very early in CKD, progresses in
parallel with the deterioration in kidney function, and is further exacerbated in ESRD [55,56].
Numerous studies indicated that oxidative stress significantly increased in patients with
advanced renal impairment, but this state was exacerbated by hemodialysis [57-59]. In our
study, the levels of MDA and 8-OHdG increased in ESRD patients compared with healthy
controls, which indicates increases in oxidative stress, with an expected outcome. Similar
to the previous studies, the main antioxidant enzymes, SOD, CAT, and GPx, significantly
increased in ESRD patients compared with healthy controls. Though the differences were
not statistically significant between ESRD patients undergoing dialysis and ESRD patients
not on dialysis, the levels of CAT and GPx were highest in the hemodialysis group in our
study. These increases in antioxidant enzyme levels in ESRD patients may indicate that the
body’s antioxidant protection mechanism against increased oxidative stress also increases.

Oxidative stress is often increased in patients with ESRD, due to various factors,
including inflammation, uremic toxins, and the dialysis process itself. The end product of
lipid peroxidation, MDA, was also elevated in ESRD patients compared to healthy controls.
In our study groups, MDA levels in ESRD patients undergoing dialysis were significantly
higher than in the group not undergoing dialysis. This points out to an exacerbated
oxidative response in this patient group. Significant differences found between three study
groups can be accepted as an indicator of increased oxidative stress and nucleophilic ROS
attacks in ESRD patients, especially in the group undergoing dialysis.

A previous study observed that ESRD patients on dialysis exhibited significantly
increased oxidative stress compared with pre-dialysis CKD stage 4. This increase can be
attributed to various factors. Typically, physicians impose strict dietary restrictions on
dialysis patients, avoiding the consumption of fruits and vegetables that are rich in potas-
sium, to prevent hyperkalemia, thus resulting in a reduced intake of dietary antioxidants,
vitamins, and flavonoids. Also, a high number of antioxidants (such as vitamin C and trace
elements) are lost during every hemodialysis session, and the activation of white blood
cells, inflammation and ROS overproduction is seen after every dialysis session [60]. The
elevated levels of plasma MDA was also reported by Valentini et al. [61].

Oxidative-stress-induced DNA damage can result in DNA single- or double-strand
breakage, base modifications, deoxyribose modifications, and DNA cross-linking. Guanine
exhibits the lowest redox potential among the DNA bases, and is therefore the main target
for oxidative damage in the DNA. 8-Oxo-7,8-dihydro-2-deoxyguanosine (8-oxodG) is the
most frequent modification of guanine, and is often measured when oxidative DNA damage
is to be quantified as a biomarker. In conformity with the data from the cytokinesis-block
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micronucleus assay and the comet assay, analysis of 8-oxodG levels shows an increase in
dialysis patients. Similar to these data, our findings support the previous studies which
confirmed elevated levels of 8-oxodG in chronic-kidney-disease patients [62,63]. In our
study, both 8-oxodG levels and DNA damage increased in ESRD patients undergoing
dialysis. These levels were lower in ESRD patients than in those not undergoing dialysis,
but still higher than in the healthy control group. The significant differences found between
the three study groups can be accepted as an indicator of increased oxidative stress and
nucleophilic ROS attacks in ESRD patients, especially in the group undergoing dialysis.

It has been reported in various studies that genotoxic damage increases in chronic renal
failure, in both the predialysis and the dialysis phase [64—68]. In a study with 24 age- and
sex-matched healthy subjects, 22 non-dialyzed patients with advanced renal failure, and
42 chronic peritoneal-dialysis patients, a profound increase in 8-OHdG levels in peripheral
leukocyte DNA occurred during chronic renal failure, gradually increasing with disease
progression [66]. The severity of renal disease is linked to DNA damage in the patients
undergoing dialysis [67]. Kan et al. [65] have also found an increase in DNA breakage in
the lymphocytes of 36 hemodialysis patients compared with healthy controls, using the
alkaline comet assay, similar to our findings.

In the study by Gandhi et al. [68] with 55 ESRD patients undergoing dialysis and
39 healthy controls, increases in DNA damage and micronucleus frequency were shown
in patients using the single-cell gel electrophoresis assay and the micronucleus test, re-
spectively. In this study, it was reported that time-on-medication and time-on-dialysis
were correlated with genetic damage. The significant increases in DNA damage and mi-
cronucleus frequency seen in ESRD patients was attributed to the accumulation of uremic
toxic substances. It was suggested that DNA and chromosome damage might be use-
ful prognostic biomarkers to initiate timely intervention against comorbidities in ESRD
patients [68].

The renal disease state, oxidative stress, inflammatory responses, and treatment proce-
dure may have detrimental effects on genetic material. Tung and Gandi [69] investigated
DNA damage using the comet assay in peripheral blood leukocytes of patients (n = 200)
with stage V Chronic Kidney Disease (those receiving dialysis, and those recommended
but not yet started dialysis, and compared the results with healthy controls (n = 210). It was
reported that patients receiving the twice-weekly dialysis regimen had significantly higher
percent tail DNA and Damage Index compared to those without dialysis and the once-
weekly dialysis group. This study indicated that dialysis-induced mechanical stress and
blood-dialysis device membrane interactions were possible contributors to the increases in
DNA damage. These findings pointed to the need to improve and develop interventional
therapies to delay disease progression and associated comorbidities, in order to improve
the life expectancy of patients with kidney disease [69].

The specific levels of antioxidant enzymes in ESRD patients can vary depending on
the individual, the stage of ESRD, and the presence of other complications. In some cases,
their levels may be elevated as a response to increased oxidative stress, while in other cases
they may be decreased, due to various factors, including reduced antioxidant capacity. In
this study, levels of both metals were higher in patients with disease duration over 10 years.
It is known that heavy metals are excreted renally, and functional loss of nephrons may
cause accumulation of these metals in the body. This might be a sign of the accumulation
of heavy metals in ESRD patients over a long period of time, pointing to a diminished
elimination of toxic metals from kidneys. Oxidative-stress parameters did not show any
significant difference when compared according to disease duration. There were, however,
differences in MDA levels between patients with short and long disease duration, and
also with medium and long disease duration. MDA levels were highest in patients having
the disease for over 10 years. It is known that lipids are one of the main targets of ROS
and heavy metals. So, increased lipid peroxidation over time points to increased oxidative
stress over a time period. In the study by Drai et al. [70], MDA levels were also elevated
in long-term hemodialysis patients. The same situation was also present with respect to
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8-OHdG levels. These findings can suggest an increased lipid peroxidation and DNA
damage over an elongated time course of the disease. It is clear that genotoxic effects
increase as the duration of the disease increases.

Our study does also suggest some limitations. One of them can be listed as limited
sample size. The participants were from different occupational backgrounds, so the toxic
effects of heavy metals were not standardized according to different occupations of patients.
Also, the diet and smoking status of the participants were not standardized. More detailed
studies with large numbers of patients are necessary.

5. Conclusions

There are very limited detailed studies focused on oxidative-stress-related genotoxic
events in ESRD patients undergoing dialysis and on those not on dialysis. In our study,
genotoxicity, oxidative stress, and heavy-metal levels (except mercury) increased signifi-
cantly in ESRD patients. The Al and Cd levels, DNA damage, 8-OHdG and MDA levels
significantly increased and GSH levels significantly decreased in the patients undergoing
dialysis compared with those not having dialysis.

In conclusion, our study is a pioneer report discussing the role of heavy metals,
oxidative stress and genotoxic damage in patients with end-stage renal disease. It is
assumed that these changes may play an important role in the progression of renal damage.
The approaches to reducing oxidative-stress-related DNA damage and heavy-metal load in
ESRD patients are recommended.

Author Contributions: Conceptualization, Y.Y. and N.B.; methodology, Y.Y.,, M.-H., S.A.D. and M.B,;
software, Y.Y., M.H., C.Y,, O.E. and S.C.; formal analysis, Y.Y.,, M.H., M.B., O.E,, S.C. and S.A.D.;
investigation, Y.Y.,, M.H., M.B., S.C. and S.A.D.; resources, Y.Y., C.Y.,, M.B,, O.E,, S.C. and S.A.D.;
data curation, Y.Y.,, M.H., C.Y. and M.B.; writing—original draft preparation, Y.Y., S.A.D. and C.Y,;
writing—review and editing, S.A.D. and N.B.; visualization, S.A.D. and N.B.; supervision, S.A.D. and
N.B. All authors have read and agreed to the published version of the manuscript.

Funding: This research was supported by the Hacettepe University Scientific Research Projects
Coordination Unit in Ankara, Tiirkiye (Project number: THD-2022-20254).

Institutional Review Board Statement: The study was approved by the local ethics commission of
Hacettepe University Non-Interventional Clinical Research Ethics Committee in accordance with the
1964 Declaration of Helsinki (Date: 29 June 2021, number: GO 21/884).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.
Written informed consent has been obtained from the patient(s) to publish this paper.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available due to ethical restrictions.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Jager, K.J.; Kovesdy, C.; Langham, R.; Rosenberg, M.; Jha, V.; Zocalcali, C. A single number for advocacy and communication-
worldwide more than 850 million individuals have kidney diseases. Kidney Int. 2019, 96, 1048-1050. [CrossRef]

2. KDIGO 2012 Clinical Practice Guideline for the Evaluation and Management of Chronic Kidney Disease. January 2013. Available
online: https:/ /kdigo.org/wp-content/uploads/2017/02/KDIGO_2012_CKD_GL.pdf (accessed on 18 October 2023).

3. Levey, A.S,; Coresh, J. Chronic kidney disease. Lancet 2012, 379, 165-180. [CrossRef] [PubMed]

4. Mamur, S.; Unal, E; Altok, K.; Deger, S.M.; Yuzbasioglu, D. DNA damage in hemodialysis patients with chronic kidney disease;
a test of the role of diabetes mellitus; a comet assay investigation. Mutat. Res. 2016, 800-801, 22-27. [CrossRef]

5. Aruoma, O.I. Free radicals, oxidative stress, and antioxidants in human health and disease. J. Am. Oil Chem. Soc. 1998, 75, 199-212.
[CrossRef] [PubMed]

6. Nguyen, A.; Lethias, C.; Zingraff, J.; Herbelin, A.; Naret, C.; Descamps-Latscha, B. Hemodialysis membrane-induced activation of
phagocyte oxidative metabolism detected in vivo and in vitro within microamounts of whole blood. Kidney Int. 1985, 28, 158-167.
[CrossRef] [PubMed]

7. Gyuraszova, M.; Gurecka, R.; Babickov4, J.; Téthova, L. Oxidative Stress in the Pathophysiology of Kidney Disease: Implications

for Noninvasive Monitoring and Identification of Biomarkers. Oxid. Med. Cell Longev. 2020, 2020, 5478708. [CrossRef] [PubMed]


https://doi.org/10.1016/j.kint.2019.07.012
https://kdigo.org/wp-content/uploads/2017/02/KDIGO_2012_CKD_GL.pdf
https://doi.org/10.1016/S0140-6736(11)60178-5
https://www.ncbi.nlm.nih.gov/pubmed/21840587
https://doi.org/10.1016/j.mrgentox.2016.03.002
https://doi.org/10.1007/s11746-998-0032-9
https://www.ncbi.nlm.nih.gov/pubmed/32287334
https://doi.org/10.1038/ki.1985.136
https://www.ncbi.nlm.nih.gov/pubmed/3834227
https://doi.org/10.1155/2020/5478708
https://www.ncbi.nlm.nih.gov/pubmed/32082479

Toxics 2024, 12, 69 19 of 21

10.

11.

12.

13.

14.

15.
16.

17.

18.

19.

20.
21.

22.
23.
24.
25.

26.

27.

28.

29.

30.

31.

32.

33.

34.
35.

36.

Locatelli, F.; Canaud, B.; Eckardt, K.U.; Stenvinkel, P.; Wanner, C.; Zoccali, C. Oxidative stress in end-stage renal disease:
An emerging threat to patient outcome. Nephrol. Dial. Transplant. 2003, 18, 1272-1280. [CrossRef] [PubMed]

Johri, N.; Jacquillet, G.; Unwin, R. Heavy metal poisoning: The effects of cadmium on the kidney. Biometals 2010, 23, 783-792.
[CrossRef]

Soderland, P; Lovekar, S.; Weiner, D.E.; Brooks, D.R.; Kaufman, J.S. Chronic kidney disease associated with environmental toxins
and exposures. Adv. Chronic Kidney Dis. 2010, 17, 254-264. [CrossRef]

Edwards, J.R.; Prozialeck, W.C. Cadmium, diabetes and chronic kidney disease. Toxicol. Appl. Pharmacol. 2009, 238, 289-293.
[CrossRef]

Li, S.J.; Zhang, S.H.; Chen, H.P; Zeng, C.H.; Zheng, C.X; Li, L.S,; Liu, Z.H. Mercury-induced membranous nephropathy: Clinical
and pathological features. Clin. J. Am. Soc. Nephrol. 2010, 5, 439-444. [CrossRef] [PubMed]

Xu, ].; Wise, ].T.F,; Wang, L.; Schumann, K.; Zhang, Z.; Shi, X. Dual roles of oxidative stress in metal carcinogenesis. J. Environ.
Pathol. Toxicol. Oncol. 2017, 36, 345-376. [CrossRef] [PubMed]

Ercal, N.; Gurer-Orhan, H.; Aykin-Burns, N. Toxic metals and oxidative stress part i: Mechanisms involved in metal-induced
oxidative damage. Curr. Top. Med. Chem. 2001, 6, 529-539. [CrossRef] [PubMed]

Coulliette, A.D.; Arduino, M.]. Hemodialysis and water quality. Semin. Dial. 2013, 26, 427-438. [CrossRef]

Humudat, Y.R.; Al-Naseri, S.K. Heavy metals in dialysis fluid and blood samples from hemodialysis patients in dialysis centers
in Baghdad, Iraq. J. Health Pollut. 2019, 10, 200901. [CrossRef]

Muntner, P; Menke, A.; Batuman, V.; Rabito, FA.; He, J.; Todd, A.C. Association of tibia lead and blood lead with end-stage renal
disease: A pilot study of African-Americans. Environ. Res. 2007, 104, 396-401. [CrossRef] [PubMed]

Colleoni, N.; Arrigo, G.; Gandini, E.; Corigliano, C.; D’Amico, G. Blood lead in hemodialysis patients. Am. J. Nephrol. 1993, 13,
198-202. [CrossRef]

Hernandez-Cruz, E.Y.; Amador-Martinez, I.; Aranda-Rivera, A K.; Cruz-Gregorio, A.; Pedraza Chaverri, J. Renal damage induced
by cadmium and its possible therapy by mitochondrial transplantation. Chem. Biol. Interact. 2022, 36, 109961. [CrossRef]
Thévenod, F. Nephrotoxicity and the proximal tubule. Insights from cadmium. Nephron Physiol. 2003, 93, 87-93. [CrossRef]
Azqueta, A.; Ladeira, C.; Giovannelli, L.; Boutet-Robinet, E.; Bonassi, S.; Neri, M.; Gajski, G.; Duthie, S.; Del Bo’, C.; Riso, P; et al.
Application of the comet assay in human biomonitoring: An hCOMET perspective. Mutat. Res. 2020, 783, 108288. [CrossRef]
Anderson, D.; Dhawan, A.; Laubenthal, ]. The comet assay in human biomonitoring. Methods Mol. Biol. 2013, 1044, 347-362.
Cemelj, E.; Baumgartner, A.; Anderson, D. Antioxidants and the Comet assay. Mutat. Res. 2009, 681, 51-67. [CrossRef] [PubMed]
Delaney, S.; Jarem, D.A.; Volle, C.B.; Yennie, C.J. Chemical and biological consequences of oxidatively damaged guanine in DNA.
Free Radic. Res. 2012, 46, 420—441. [CrossRef] [PubMed]

Delanghe, ].R.; Speeckaert, M.M. Creatinine determination according to Jaffe-what does it stand for? NDT Plus 2011, 4, 83-86.
[CrossRef]

Levey, A.S,; Stevens, L.A.; Schmid, C.H.; Zhang, Y.L.; Castro, A.E, 3rd; Feldman, H.I.; Kusek, ].W.; Eggers, P.; Van Lente, E;
Greene, T.; et al. CKD-EPI (Chronic Kidney Disease Epidemiology Collaboration). A new equation to estimate glomerular
filtration rate. Ann. Intern. Med. 2009, 150, 604-612. [CrossRef] [PubMed]

Levey, A.S,; Stevens, L.A. Estimating GFR using the CKD Epidemiology Collaboration (CKD-EPI) creatinine equation: More
accurate GFR estimates, lower CKD prevalence estimates, and better risk predictions. Am. J. Kidney Dis. 2010, 55, 622-627.
[CrossRef] [PubMed]

Singh, N.P; McCoy, M.T.; Tice, R.R.; Schneider, E.L. A simple technique for quantitation of low levels of DNA damage in
individual cells. Exp. Cell Res. 1988, 175, 184-191. [CrossRef]

Collins, A.R. The comet assay for DNA damage and repair: Principles, applications, and limitations. Mol. Biotechnol. 2004, 26,
249-261. [CrossRef]

Basaran, M.M.; Hazar, M.; Aydin, M.; Uzug, G,; Ozdogan, I;Pala, E; Aydin Dilsiz, S.; Basaran, N. Effects of COVID-19 Disease
on DNA Damage, Oxidative Stress and Immune Responses. Toxics 2023, 11, 386. [CrossRef]

WHO. Haemoglobin Concentrations for the Diagnosis of Anaemia and Assessment of Severity. Vitamin and Mineral Nutrition
Information System. World Health Organization: Geneva, Switzerland, 2011. (WHO/NMH/NHD/MNM/11.1). Available
online: http://www.who.int/vmnis/indicators /haemoglobin.pdf (accessed on 30 January 2023).

Saraf, S.L.; Hsu, J.Y,; Ricardo, A.C.; Mehta, R.; Chen, ]J.; Chen, T.K.; Fischer, M.J.; Hamm, L.; Sondheimer, J.; Weir, M.R.; et al.
Anemia and Incident End-Stage Kidney Disease. Kidney360 2020, 1, 623-630. [CrossRef]

Hamza, E.; Metzinger, L.; Metzinger-Le Meuth, V. Uremic Toxins Affect Erythropoiesis during the Course of Chronic Kidney
Disease: A Review. Cells 2020, 9, 2039. [CrossRef]

Hrstic, I.; Ostojic, R. Chronic liver diseases in patients with chronic kidney disease. Acta Med. Croatica 2011, 65, 349-353. [PubMed]
Reddy, G.A.; Dakshinamurthy, K.V.; Neelaprasad, P.; Gangadhar, T.; Lakshmi, V. Prevalence of HBV and HCV dual infection in
patients on haemodialysis. Indian. J. Med. Microbiol. 2005, 23, 41-43. [CrossRef] [PubMed]

Ray, L.; Nanda, S.K.; Chatterjee, A.; Sarangi, R.; Ganguly, S. A comparative study of serum aminotransferases in chronic kidney
disease with and without end-stage renal disease: Need for new reference ranges. Int. J. Appl. Basic Med. Res. 2015, 5, 31-35.
[CrossRef] [PubMed]


https://doi.org/10.1093/ndt/gfg074
https://www.ncbi.nlm.nih.gov/pubmed/12808161
https://doi.org/10.1007/s10534-010-9328-y
https://doi.org/10.1053/j.ackd.2010.03.011
https://doi.org/10.1016/j.taap.2009.03.007
https://doi.org/10.2215/CJN.07571009
https://www.ncbi.nlm.nih.gov/pubmed/20089494
https://doi.org/10.1615/JEnvironPatholToxicolOncol.2017025229
https://www.ncbi.nlm.nih.gov/pubmed/29431065
https://doi.org/10.2174/1568026013394831
https://www.ncbi.nlm.nih.gov/pubmed/11895129
https://doi.org/10.1111/sdi.12113
https://doi.org/10.5696/2156-9614-10.27.200901
https://doi.org/10.1016/j.envres.2007.04.001
https://www.ncbi.nlm.nih.gov/pubmed/17511982
https://doi.org/10.1159/000168618
https://doi.org/10.1016/j.cbi.2022.109961
https://doi.org/10.1159/000070241
https://doi.org/10.1016/j.mrrev.2019.108288
https://doi.org/10.1016/j.mrrev.2008.05.002
https://www.ncbi.nlm.nih.gov/pubmed/18602333
https://doi.org/10.3109/10715762.2011.653968
https://www.ncbi.nlm.nih.gov/pubmed/22239655
https://doi.org/10.1093/ndtplus/sfq211
https://doi.org/10.7326/0003-4819-150-9-200905050-00006
https://www.ncbi.nlm.nih.gov/pubmed/19414839
https://doi.org/10.1053/j.ajkd.2010.02.337
https://www.ncbi.nlm.nih.gov/pubmed/20338463
https://doi.org/10.1016/0014-4827(88)90265-0
https://doi.org/10.1385/MB:26:3:249
https://doi.org/10.3390/toxics11040386
http://www.who.int/vmnis/indicators/haemoglobin.pdf
https://doi.org/10.34067/KID.0000852020
https://doi.org/10.3390/cells9092039
https://www.ncbi.nlm.nih.gov/pubmed/22359907
https://doi.org/10.1016/S0255-0857(21)02711-0
https://www.ncbi.nlm.nih.gov/pubmed/15928421
https://doi.org/10.4103/2229-516X.149232
https://www.ncbi.nlm.nih.gov/pubmed/25664265

Toxics 2024, 12, 69 20 of 21

37.

38.

39.

40.

41.

42.
43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

Hung, K.Y.; Lee, K.C,; Yen, C.J.; Wu, K.D; Tsai, T.J.; Chen, W.Y. Revised cutoff values of serum aminotransferase in detecting viral
hepatitis among CAPD patients: Experience from Taiwan, an endemic area for hepatitis B. Nephrol. Dial. Transplant. 1997, 12,
180-183. [CrossRef] [PubMed]

Al-Wakeel, J.; Malik, G.H.; al-Mohaya, S.; Mitwalli, A.; Baroudi, F; el Gamal, H.; Kechrid, M. Liver disease in dialysis patients
with antibodies to hepatitis C virus. Nephrol. Dial. Transplant. 1996, 11, 2265-2268. [CrossRef] [PubMed]

Liang, ].H.; Pu, Y.Q.; Liu, M.L.; Bao, WW.,; Zhang, Y.S.; Hu, L. X,; Huang, S.; Jiang, N.; Huang, S.Y.; Pu, X.Y,; et al. Synergistic
impact of co-exposures to whole blood metals on chronic kidney disease in general US adults: A cross-sectional study of the
National Health and Nutrition Examination Survey 2011-2020. Environ. Sci. Pollut. Res. Int. 2023, 30, 113948-113961. [CrossRef]
Alfrey, A.C.; LeGendre, G.R.; Kaehny, W.D. The dialysis encephalopathy syndrome. Possible aluminum intoxication. N. Engl. ].
Med. 1976, 294, 184-188. [CrossRef]

National Kidney Foundation. K/DOQI clinical practice guidelines for bone metabolism and disease in chronic kidney disease.
Am. |. Kidney Dis. 2003, 42 (Suppl. 3), 1-201. [CrossRef]

Orr, S.E.; Bridges, C.C. Chronic Kidney Disease and Exposure to Nephrotoxic Metals. Int. J. Mol. Sci. 2017, 18, 1039. [CrossRef]
Nordberg, G.F.; Goyer, R.; Nordberg, M. Comparative toxicity of cadmium-metallothionein and cadmium chloride on mouse
kidney. Arch. Pathol. 1975, 99, 192-197. [PubMed]

Madrigal, J.M.; Ricardo, A.C.; Persky, V.; Turyk, M. Associations between blood cadmium concentration and kidney function in
the U.S. population: Impact of sex, diabetes and hypertension. Environ. Res. 2018, 169, 180-188. [CrossRef] [PubMed]

Lin, Y.S;; Ho, W.C,; Caffrey, ].L.; Sonawane, B. Low serum zinc is associated with elevated risk of cadmium nephrotoxicity.
Environ. Res. 2014, 134, 33-38. [CrossRef] [PubMed]

Park, Y.; Lee, S.J. Association of Blood Heavy Metal Levels and Renal Function in Korean Adults. Int. J. Environ. Res. Public. Heal.
2022, 19, 6646. [CrossRef] [PubMed]

Zalups, R.K. Autometallographic localization of inorganic mercury in the kidneys of rats: Effect of unilateral nephrectomy and
compensatory renal growth. Exp. Mol. Pathol. 1991, 54, 10-21. [CrossRef]

Blake, K.C.; Mann, M. Effect of calcium and phosphorus on the gastrointestinal absorption of 203Pb in man. Environ. Res. 1983,
30, 188-194. [CrossRef] [PubMed]

Podkowinska, A.; Formanowicz, D. Chronic Kidney Disease as Oxidative Stress- and Inflammatory-Mediated Cardiovascular
Disease. Antioxidants 2020, 9, 752. [CrossRef]

Ye, X.B.; Fu, H.; Zhu, J.L.; Ni, WM,; Lu, YW.; Kuang, X.Y.; Yang, S.L.; Shu, B.X. A study on oxidative stress in lead-exposed
workers. J. Toxicol. Environ. Health A 1999, 57, 161-172. [CrossRef]

Zalups, R.K. Enhanced renal outer medullary uptake of mercury associated with uninephrectomy: Implication of a luminal
mechanism. J. Toxicol. Environ. Health 1997, 50, 173-194. [CrossRef]

Jha, V,; Garcia-Garcia, G.; Iseki, K.; Li, Z.; Naicker, S.; Plattner, B.; Saran, R.; Wang, A.Y.; Yang, C.W. Chronic kidney disease:
Global dimension and perspectives. Lancet 2013, 382, 260-272. [CrossRef]

Hsueh, Y.M.; Chung, C.J.; Shiue, H.S.; Chen, ].B.; Chiang, S.S.; Yang, M.H.; Tai, C.W.; Su, C.T. Urinary arsenic species and CKD in
a Taiwanese population: A case-control study. Am. J. Kidney Dis. 2009, 54, 859-870. [CrossRef]

Palaneeswari, M.S.; Rajan, PM.; Silambanan, S. Blood Arsenic and Cadmium Concentrations in End-Stage Renal Disease Patients
who were on Maintenance Haemodialysis. J. Clin. Diagn. Res. 2013, 7, 809-813. [CrossRef] [PubMed]

Batuman, V. Fifty years of Balkan endemic nephropathy: Daunting questions, elusive answers. Kidney Int. 2006, 69, 644-646.
[CrossRef] [PubMed]

Dubois-Deruy, E.; Peugnet, V.; Turkieh, A.; Pinet, F. Oxidative Stress in Cardiovascular Diseases. Antioxidants 2020, 9, 864.
[CrossRef] [PubMed]

Russa, D.; Pellegrino, D.; Montesanto, A.; Gigliotti, P.; Perri, A.; Russa, A.; Bonofiglio, R. Oxidative Balance and Inflammation in
Hemodialysis Patients: Biomarkers of Cardiovascular Risk? Oxid. Med. Cell Longev. 2019, 2019, 8567275. [CrossRef] [PubMed]
Tepel, M.; Echelmeyer, M.; Orie, N.N.; Zidek, W. Increased intracellular reactive oxygen species in patients with end-stage renal
failure: Effect of hemodialysis. Kidney Int. 2000, 58, 867-872. [CrossRef] [PubMed]

Boaz, M.; Matas, Z.; Biro, A.; Katzir, Z.; Green, M.; Fainaru, M.; Smetana, S. Serum malondialdehyde and prevalent cardiovascular
disease in hemodialysis. Kidney Int. 1999, 56, 1078-1083. [CrossRef]

Liakopoulos, V.; Roumeliotis, S.; Gorny, X.; Dounousi, E.; Mertens, P.R. Oxidative stress in hemodialysis patients: A review of the
literature. Oxid. Med. Cell Longev. 2017, 2017, 3081856. [CrossRef]

Valentini, J.; Grotto, D.; Paniz, C.; Roehrs, M.; Burg, G.; Garcia, S.C. The influence of the hemodialysis treatment time under
oxidative stress biomarkers in chronic renal failure patients. Biomed. Pharmacother. 2008, 62, 378-382. [CrossRef]

Schupp, N.; Stopper, H.; Heidland, A. DNA Damage in chronic kidney disease: Evaluation of clinical biomarkers. Oxid. Med. Cell
Longev. 2016, 2016, 3592042. [CrossRef]

Boaz, M.; Smetana, S.; Weinstein, T.; Matas, Z.; Gafter, U,; Iaina, A.; Knecht, A.; Weissgarten, Y.; Brunner, D.; Fainaru, M;
et al. Secondary prevention with antioxidants of cardiovascular disease in endstage renal disease (SPACE): Randomised
placebo-controlled trial. Lancet 2000, 356, 1213-1218. [CrossRef] [PubMed]

Gandhi, G.; Tung, G. Sensitivity and specificity prediction of the buccal micronucleus cytome assay in end-stage renal disease
patients on dialysis: A case-control study. Mutat. Res. 2017, 822, 1-9. [CrossRef] [PubMed]


https://doi.org/10.1093/ndt/12.1.180
https://www.ncbi.nlm.nih.gov/pubmed/9157333
https://doi.org/10.1093/oxfordjournals.ndt.a027146
https://www.ncbi.nlm.nih.gov/pubmed/8941588
https://doi.org/10.1007/s11356-023-30177-5
https://doi.org/10.1056/NEJM197601222940402
https://doi.org/10.1016/S0272-6386(03)00905-3
https://doi.org/10.3390/ijms18051039
https://www.ncbi.nlm.nih.gov/pubmed/1115684
https://doi.org/10.1016/j.envres.2018.11.009
https://www.ncbi.nlm.nih.gov/pubmed/30466011
https://doi.org/10.1016/j.envres.2014.06.013
https://www.ncbi.nlm.nih.gov/pubmed/25042034
https://doi.org/10.3390/ijerph19116646
https://www.ncbi.nlm.nih.gov/pubmed/35682230
https://doi.org/10.1016/0014-4800(91)90039-Z
https://doi.org/10.1016/0013-9351(83)90179-2
https://www.ncbi.nlm.nih.gov/pubmed/6687570
https://doi.org/10.3390/antiox9080752
https://doi.org/10.1080/009841099157737
https://doi.org/10.1080/009841097160564
https://doi.org/10.1016/S0140-6736(13)60687-X
https://doi.org/10.1053/j.ajkd.2009.06.016
https://doi.org/10.7860/JCDR/2013/5351.2945
https://www.ncbi.nlm.nih.gov/pubmed/23814716
https://doi.org/10.1038/sj.ki.5000231
https://www.ncbi.nlm.nih.gov/pubmed/16467889
https://doi.org/10.3390/antiox9090864
https://www.ncbi.nlm.nih.gov/pubmed/32937950
https://doi.org/10.1155/2019/8567275
https://www.ncbi.nlm.nih.gov/pubmed/30886674
https://doi.org/10.1046/j.1523-1755.2000.00236.x
https://www.ncbi.nlm.nih.gov/pubmed/10916112
https://doi.org/10.1046/j.1523-1755.1999.00613.x
https://doi.org/10.1155/2017/3081856
https://doi.org/10.1016/j.biopha.2007.10.017
https://doi.org/10.1155/2016/3592042
https://doi.org/10.1016/S0140-6736(00)02783-5
https://www.ncbi.nlm.nih.gov/pubmed/11072938
https://doi.org/10.1016/j.mrgentox.2017.07.001
https://www.ncbi.nlm.nih.gov/pubmed/28844236

Toxics 2024, 12, 69 21 of 21

65.

66.

67.

68.

69.

70.

Kan, E.; Undeger, U.; Bali, M.; Basaran, N. Assessment of DNA strand breakage by the alkaline COMET assay in dialysis patients
and the role of Vitamin E supplementation. Mutat. Res. 2002, 520, 151-159. [CrossRef] [PubMed]

Tarng, D.C.; Wen Chen, T.; Huang, T.P; Chen, C.L.; Liu, T.Y.; Wei, Y.H. Increased oxidative damage to peripheral blood leukocyte
DNA in chronic peritoneal dialysis patients. J. Am. Soc. Nephrol. 2002, 13, 1321-1330. [CrossRef]

Stopper, H.; Boullay, F.; Heidland, A.; Vienken, J.; Bahner, U. Comet-assay analysis identifies genomic damage in lymphocytes of
uremic patients. Am. J. Kidney Dis. 2001, 38, 296-301. [CrossRef]

Gandhi, G.; Mehta, T.; Contractor, P.; Tung, G. Genotoxic damage in end-stage renal disease. Mutat. Res. 2018, 835, 1-10.
[CrossRef]

Tung, G.K.; Gandhi, G. Baseline and oxidatively damaged DNA in end-stage renal disease patients on varied hemodialysis
regimens: A comet assay assessment. Mol. Cell Biochem, 2023; head of Print. [CrossRef]

Drai, J.; Bannier, E.; Chazot, C.; Hurot, ].M.; Goedert, G.; Jean, G.; Charra, B.; Laurent, G.; Baltassat, P.; Revol, A. Oxidants and
antioxidants in long-term haemodialysis patients. Farmaco 2001, 56, 463-465. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/S1383-5718(02)00205-X
https://www.ncbi.nlm.nih.gov/pubmed/12297155
https://doi.org/10.1097/01.ASN.0000013301.11876.7E
https://doi.org/10.1053/ajkd.2001.26094
https://doi.org/10.1016/j.mrgentox.2018.08.005
https://doi.org/10.1007/s11010-023-04720-4
https://doi.org/10.1016/S0014-827X(01)01063-1

	Introduction 
	Materials and Methods 
	Patients and Study Design 
	Sample Preparation 
	Determination of Hemogram 
	Determination of Biochemical Parameters 
	Determination of Renal Function 
	Determination of Heavy-Metal Levels 
	Determination of Oxidative-Stress-Related Parameters 
	Determination of DNA Damage 
	Statistical Analysis 

	Results 
	Characteristics of the Study Groups 
	Hemogram and Biochemical Parameters 
	Renal Function Parameters 
	Heavy-Metal Levels 
	Oxidative-Stress-Releated Parameters 
	DNA Damage from the Alkaline Single-Cell Gel Electrophoresis Technique 
	Relationships between Duration of Renal Disease and Dialysis with Heavy-Metal Levels, Oxidative Stress, and DNA-Damage Parameters 

	Discussion 
	Conclusions 
	References

