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Abstract: Background: Atherosclerosis represents one of the major causes of morbidity in children with
{-thalassemia major (3-TM). Aim: This study was designed to investigate SIRT1-FOXO1 signaling in
3-TM children and their role in early detection of premature atherosclerosis. Methods: We equally
subdivided 100 Egyptian children aged 6-14 years with 3-TM according to carotid intima media
thickness (CIMT) into 50 with CIMT < 0.5 mm and 50 with CIMT > 0.5 mm, and 50 healthy children
of matched age were included. They were subjected to evaluation of SIRT1, heat shock protein
72 (HSP72), and hepcidin levels via ELISA and forkhead box protein 1 (FOXO1) mRNA expression
using real-time PCR in PBMCs; meanwhile, malondialdehyde (MDA), superoxide dismutase (SOD),
and catalase activities were evaluated spectrophotometrically. Results: Our results show significantly
high values for CIMT, p-stiffness, atherogenic index of plasma (AIP), MDA, HSP72 and FOXO1,
ferritin with significantly low hepcidin, SOD, catalase, and SIRT1 in 3-TM as compared to controls
with a more significant difference in 3-TM with CIMT > 0.5 mm than those with CIMT < 0.5 mm. A
significant positive correlation between CIMT and MDA, HSP72, and FOXO1 gene expression was
found, while a significant negative correlation with hepcidin, SOD, catalase, and SIRT1 was found.
FOXOL1 gene expression and HSP72 levels were the strongest independent determinants of CIMT.
Conclusion: In 3-TM, FOXO1 signaling is activated with low levels of SIRT1, and this is attributed to
accelerated atherosclerosis in 3-TM, which would be crucial in prediction of atherosclerosis.

Keywords: (3-thalassemia major; carotid artery intima media thickness; (3-stiffness index; SIRT1; FOXO1

1. Introduction

Beta-thalassemia major (3-TM) is an autosomal recessive genetic anemia caused by
a reduction in the globin chain formation leading to an imbalance between 3-globin and
non-globin chains, causing defects in the production of hemoglobin, which affects several
organs and is associated with significant morbidity and mortality [1]. In erythroid cells,
the 3-globin tetramers precipitate and aggregate, creating inclusion bodies attached to the
cell membrane. These inclusion bodies cause oxidative membrane damage and premature
apoptotic death of erythroid precursors in the bone marrow, resulting in inefficient erythro-
poiesis [2]. In patients with 3-TM, there is systemic iron overload. Hepcidin, the major
iron-regulating hormone, is downregulated by anemia and hypoxia, causing increased
duodenal iron absorption and resulting in systemic iron overload. Additionally, the disin-
tegration of red blood cells causes iron overload in regularly transfused patients [3]. Iron
excess causes changes in the arterial anatomy and carotid artery thickness, which acquire
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clinical indications of iron overload, including heart malfunction and left ventricular failure.
Therefore, patients on a frequent transfusion regimen should be sufficiently chelated [4].
Children suffering from (3-TM are considered as potentially suitable candidates for the
ongoing study to detect early vascular changes, as atherosclerosis and coronary heart dis-
ease have emerged as important cardiovascular complications among 3-TM patients [5-7].
[3-TM is associated with an increased risk of atherosclerosis and related cardiovascular
disease [8]. The mechanisms underlying accelerated atherosclerosis in 3-TM were not clear
up till now because the traditional risk factors fail to account fully for the excess of cardio-
vascular events in 3-TM patients [9]. Therefore, it has been suggested that patients with
[3-TM possess additional risks in addition to the traditional risk factors for the development
of accelerated atherosclerosis [10]. Patients with 3-TM exhibit a higher increased carotid in-
tima medium thickness (CIMT), which is a hallmark of early carotid atherosclerosis. CIMT
acts as a structural indicator for early atherosclerosis in 3-TM children and is evaluated
via Doppler ultrasonography as a diagnostic tool [5]. There is a strong correlation between
coronary atherosclerosis and the carotid arteries. Carotid ultrasound has been used for
cardiovascular risk stratification in the general population. Intimal-medjial thickness (IMT)
is a non-invasive predictor of early arterial wall alteration, which identifies and quantifies
early structural vascular abnormalities and is currently considered a marker of premature
atherosclerosis [11].

Forehead box protein 1 (FOXO1) is the fundamental transcription factor that governs
the expression of many cell cycle regulators; it is implicated in redox signaling as well as
multiple atherogenic pathways in endothelial cells and is highly expressed in atheroscle-
rotic plaques [12]. FOXO1 activity is regulated by Akt acetylation at several lysine sites
and deacetylation by several deacetylases, notably the NAD + -dependent deacetylase
SIRT1 in response to oxidative stress and hyperglycemia [13]. During oxidative stress, the
cells may express a class of molecular chaperones called heat shock proteins to protect
against proteotoxicity. FOXO appears to work in tandem with the heat shock proteins to
induce transcription of both small and big heat shock protein genes, according to several
studies [14,15]. This gene is thought to protect cells against protein misfolding caused by
oxidative stress [14]. Furthermore, heat shock factor 1 binds to the promoters of heat shock
protein (HSP) genes via SIRT1-mediated deacetylation, resulting in enhanced expression of
the molecular chaperones HSP70 and HSP72 [16].

SIRT1 (sirtuinl) is abundantly expressed in vascular endothelial cells, particularly
microvascular endothelial cells; it has been demonstrated to influence endothelial activities
and vascular tone by deacetylating and activating endothelial nitric oxide synthase [17].
In addition, it has anti-inflammatory functions in endothelial cells and macrophages by
suppressing the expression of endothelial tissue factors and downregulating the expression
of various pro-inflammatory cytokines, and so it appears to have a pivotal role in cardiopro-
tection [18].Therefore, the present study was designed to innovatively evaluate sub-clinical
atherosclerosis in 3-TM children via the incorporation of CIMT and the f stiffness index
as well as SIRT1, HSP72, MDA, SOD, and catalase, along with FOXO1 gene expression, to
gain biological insight on the molecular mechanisms of premature atherosclerosis, which
may be beneficial in the early prediction and treatment of cardiovascular complications.

2. Materials and Methods
2.1. Inclusion and Exclusion Criteria

This study was carried out on 100 3-thalassemia major children aged 6-14 years
presented to the Outpatient Clinic of the hematology unit of the Pediatric Department, Tanta
University Hospital, Tanta, Egypt. as Additionally, 50 healthy children of matched age and
sex represented the control group (Group I). 3-thalassemia major was divided according to
carotid intima-media thickness (CIMT) into Group II with CIMT < 0.5 (n = 50) and Group
II with CIMT > 0.5 (n = 50). All eligible children (patients and controls) were subjected
to: history taking with special emphasis on demographic characteristics, disease duration,
frequency of transfusions, and iron chelation regimen including type, dose, duration,
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and compliance. Thorough clinical examination including anthropometric measures and
all system evaluations were performed. Routine laboratory investigations for follow-
up thalassemia patients that included complete blood count, liver function tests, renal
function tests, plasma ferritin, C-reactive proteins, CPK-MB, ANP, LDH, and hepatitis
markers were taken.

Exclusion criteria include those with familial hypercholesterolemia (confirmed by
history), chronic systemic illness, renal failure, hepatitis C virus infection, liver failure,
diabetes mellitus, chronic hepatitis, and HIV infection. Informed written consent was
obtained from the parents of all children enrolled in the study.

2.2. Echocardiography

This was carried out via Duplex Ultrasound B-mode and color-coded duplex sonogra-
phy. All studies were performed using Tissue Doppler using a G.E. Vivid 7 echocardiogram.
All ultrasound examinations were performed by a pediatric cardiologist who was unaware
of the clinical and laboratory details of the examined children.

2.2.1. Carotid Intima-Media Thickness (CIMT)

The common carotid artery in the lower neck in the transverse plane was evaluated for
the presence of subintimal lucency and atherosclerotic plaques that bulge into the lumen,
followed by measuring the intimal plus medial thickness (IMT) [19]. For each subject, three
measurements on both sides were obtained on the anterior, lateral, and posterior projection
of the far wall. Values for the different projections and the right and left arteries were then
averaged. The mean CIMT value for each subject was calculated using the formula [(left
IMT+ right IMT)/2] and this value was taken as the measure of current common carotid
artery wall thickness [20].

2.2.2. Arterial Carotid Beta Stiffness (3 Index)

To determine the stiffness of the vessel wall independent of changes in carotid artery
pressure, the 3-stiffness index was calculated [5,21]. Arterial stiffness was measured and
calculated by selecting and averaging five consecutive waves and calculated using the
following established formula:

B = In(SBP/DBP)/[(Ds-Dd)/Dd]

where SBP is (the systolic blood pressure), DBP is (the diastolic blood pressure), and Ds
and Dd are the (maximum and minimum CCA diameters) respectively. The blood pressure
was measured using a conventional digital blood pressure monitor with an upper arm cuff
method. Additionally, the effect of breathing was taken into consideration [5,21].

2.3. Blood Sample Collection

Venous blood samples were obtained from all subjects after overnight fasting. Of the
samples, 2 mL of blood was placed in a heparin vacutainer tube for genetic study and the
rest of the samples were collected in a disposable plastic tube containing EDTA, centrifuged
for plasma separation, and immediately frozen at —80 °C for future analysis.

2.4. Biochemical Assessment
2.4.1. Assessment of SIRT1, FOXO1, Hepcidin, and HSP72

Quantitative determination of SIRT1 (CAT#ab171573), FOXO1(CAT# ab215087), (sup-
plied by Abcam, USA), hepcidin (CAT#A3770) and HSP72 (CAT# A76715) supplied by
antibodies.com, accessed on 17 September 2022, UK) levels using an enzyme-linked im-
munosorbent assay (ELISA) was performed with commercially available kits according to
the manufacturer’s instructions. Concentrations were calculated using a standard curve
generated with specific standards provided by the manufacturer.
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2.4.2. Assessment of Redox Status Parameters

Spectrophotometric assay of catalase, superoxide dismutase (SOD) (CAT# SD 25
21), and malondialdehyde (MDA) (CAT# MD 25 29) levels using commercial kits (Bio-
diagnostic, Giza, Egypt).

2.4.3. Determination of FOXO1 Gene Expression

Expression of FOXO1 gene in peripheral blood mononuclear cells (PBMCs) was
detected by using real-time PCR (RT-PCR). PBMCs were prepared via density gradient
centrifugation using Ficoll-Hypaque (Thermo Scientific, USA). Briefly, heparinized blood
was carefully layered on Ficoll, and PBMC was harvested from the white interphase after
centrifugation for 30 min at 400 g at room temperature and washed with phosphate-buffered
saline (PBS) [22]. The PBMC samples were stored at —80 °C. The samples were further
processed for RNA isolation according to the manufacturer’s protocol using the Gene
JET RNA Purification Kit (Thermo Scientific, USA). Total RNA was reverse transcribed
using Revert Aid H Minus Reverse Transcriptase (Thermo Scientific, USA) to produce
cDNA to be used as a template. PCR reactions were performed using Power SYBR Green
PCR Master Mix (Life Technologies, Carlsbad, CA, USA) following the manufacturer’s
instructions. This cDNA was then amplified using the Step One instrument (Applied
Biosystems, USA) as follows: Initial denaturation at 95 °C for 5 min was followed by 30
cycles with denaturation at 95 °C for 30 s, annealing at 60 °C for 30 s, and extension at
72 °C for 30 s. A control reaction without a DNA template was performed in parallel to
detect genomic DNA contamination. FOXO1 mRNA transcripts were quantified relative to
the housekeeping gene GAPDH, which was used as an internal control. Sequence-specific
primers were designed as follows: FOXO1 forward 5-AACTTTCGCTTAGTGGAACGT-3/,
FOXOT1 reverse: 5'-ACCCTCATACCTTTGGAACAG-3'. The housekeeping gene GAPDH
(with primer sequences; forward: 5 ATGACATCAAGAAGGTGGTG -3’ and reverse: 5'-
CATACCAGGAAAATGAGCTTG-3') [23]. The determination of the relative levels of gene
expression was automatically calculated using the comparative threshold (AA Ct) method
and normalized to the reference gene, GAPDH, which was not altered by the experimental
conditions [24].

2.5. Statistical Analysis

Analysis of the results of this study was performed using the computer SPSS program
used for all statistical calculations (Statistical Package for the Social Science; SPSS, Chicago,
IL, USA) version 24 for Microsoft Windows, USA. Statistical analysis of the present study
was conducted for quantitative variables, which were expressed as means & SD. An analysis
of variance (ANOVA) test followed by post hoc analysis was used for multiple comparisons
between different groups. A Pearson correlation was used to detect the relationship
between CIMT and different parameters. Partial correlation was used to determine the
relation between CIMT and each biomarker independent to the effect of other studied
parameters. Associations between CIMT and other risk factors were evaluated by multiple
linear regressions. The receiver operating characteristic (ROC) curve was performed for
the optimized cut-off points detection for SIRT1 and relative FOXO1 mRNA expression to
reach the best compromise for pre-mature atherosclerosis in 3-TM. The best cut-off values
were based on the calculation of the Youden index, which is Maximum = Sensitivity +
Specificity — 1. All statistical tests were two-tailed and only a p value <0.05 was considered
statistically significant.

3. Results

Table 1 shows the clinical and laboratory characteristics of the studied groups. It
shows a significant increase in values of CIMT, beta stiffness, AIP, MDA, ANP, LDH, HSP?,
FOXO1, and FOXOL1 relative gene expression in 3-TM patients with CIMT more than
0.5 mm (group III) as compared to 3-TM patients with CIMT less than 0.5 mm (group
II) and the control group p-value < 0.05. Additionally, values of ferritin were higher in
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both thalassemic groups with a significant increase in 3-TM patients with CIMT more
than 0.5 mm, p-value < 0.05. However, there was a significant reduction of hepcidin, SOD,
catalase and SIRT1 levels in both thalassemic groups as compared to controls with lower
values in 3-TM patients with CIMT of more than 0.5 mm, p-value < 0.05.

Table 1. Statistical comparisons among all the studied groups as regards all the studied parameters.

Groups ANOVA
Parameters Group I (n =50) Group II (n = 50) Group III (n = 50) F —value
Control CIMT < 0.5 mm CIMT > 0.5 mm P
Range 6-13 6-12 6-14
Age 0.384 0.682 (ns)
Mean + SD 8.700 + 1.799 8.840 + 1.777 8.850 + 1.911
BMI Range 18.5-23.6 18.6-24 23-26.5
153.943 <0.001 *
(kg/m?) Mean + SD 20.908 + 1.682 21.222 + 1.646 * 255 4 0.712 **
CIMT Range 0.20-0.39 0.24-0.48 0.51-1.10
296.486 <0.001 *
(mm) Mean + SD 0.278 = 0.057 0.380 & 0.054 * 0.774 + 0.169 **
Range 2-2.6 3-3.7 4-4.6
Beta stiffness 668.952 <0.001 *
Mean + SD 2.316 + 0.162 3418 4+ 0.172* 4.278 + 0.1345 **
. Range 28-165 1450-7655 1655-7800
Ferritin 209.315 <0.001 *
(ng/dl) Mean + SD 60.94 + 29.860 4327.32 +1397.42 * 4570.88 + 1629.94 *#
Range 0.11-0.30 0.15-0.35 0.46-0.63
AIP 720.547 <0.001 *
Mean + SD 0.219 +0.050 0.277 + 0.047 * 0.552 + 0.043 **
SIRT1 Range 254 1.5-3 0.5-1.9
278.359 <0.001 *
(ng/mL) Mean + SD 3.17 + 0.53 2.175 + 0.358 * 1.145 + 0.371 **
ANP Range 2567 60-98 105-126 - o001+
(pg/mL) Mean + SD 4412 +£13.17 7534 £ 11.19* 113.66 4 5.42 **
CPK MB Range 25-126 28-132 29-140
0.040 <0.961
(U/L) Mean =+ SD 59.24 + 26.99 59.5 4 26.99 60.78 & 33.41
LDH1 Range 160-200 180- 240 210-280
434.376 <0.001 *
(U/L) Mean + SD 179.38 +£10.016 2228 +12.378 * 25832 + 16.918 **
Hepcidi Range 33-42 18-25 13-15
( ep/“ 0 1735.039 <0.001 *
ng/mlL) Mean + SD 37.40 + 3.024 22.30 & 1.555 * 13.958 + 0.803 **
HSP7 Range 25.20-36.15 48.07-184.86 50.73-200.65 57 608 o001+
(ng/L) Mean 4 SD 30.128 + 3.562 92.349 + 42,561 * 105.845 + 49.223 *#
Range 6.5-8.5 5.6-7 3-4.25
SOD & 1111.727 <0.001 *
(U/L) Mean + SD 7.48 + 0.572 6.51 + 0.428 * 3.50 + 0.263 **
Catalase Range 32-35 29-33.2 11.5-13.6
8836.11 <0.001 *
(U/L) Mean = SD 33.614 + 0.989 30.046 & 0.962 * 12.398 + 0.540 *#
MDA Range 1.25-3.5 4-8.1 5.5-8.54
464.527 <0.001 *
(Nmol/mL) Mean + SD 2.236 + 0.75 6.258 + 1.047 * 7.365 = 0.832 *
FOXO1 Range 349 6-8.3 8.5-15.7
1541.81 <0.001 *
(Ng/mL) Mean + SD 3.436 + 0.489 722 +£0.704* 12.76 + 1.184 **
FOXO1 relative Range 0.8-1.9 0.9-2.23 2.3-34
: 496.654 <0.001 *
gene expression Mean + SD 1.155 + 0.226 1.725 4 0.277 * 2.702 4 0.239 **

Data presented as mean + SD. p value was calculated via one-way ANOVA test followed by Tukey’s post hoc test,
SPSS computer program. *: significant difference vs. Group I, control group (p < 0.001). #: significant difference
vs. Group II, CIMT < 0.5 mm. BMI: body mass index; CIMT: carotid intima-media thickness; AIP: atherogenic
index of plasma; ANP: atrial natriuretic peptide; CPK MB: creatine phosphokinase; LDH1: lactate dehydrogenase;
HSP72: heat shock protein 72; SOD: superoxide dismutase; MDA: malondialdehyde; SIRT1: sirtuinl; FOXO1:
forehead box protein 1.
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Table 2 shows correlation analysis between mean CIMT and (stiffness and atheroscle-
rotic risk factors in 3-TM patients. It shows a significant positive correlation between CIMT
with MDA, HSP72, ANP, LDH, FOXO1, and FOXO1 gene expression but a significant
negative correlation with hepcidin, SOD, catalase, and SIRT1. Partial correlation shows a
significant correlation between FOXO1 and HSP 72 with CIMT.

Table 2. Pearson’s and partial correlations between CIMT and among all studied groups as regards
all the studied parameters.

Pearson’s Correlations Partial Correlation Coefficient
CIMT (mm)

r p-Value r p-Value
BMI 0.716 <0.001 * —0.019 0.829
AIP 0.851 <0.001 * 0.095 0.270
ﬁegp/crff)‘ ~0.589 <0.001 * 0.062 0.470
ANP (pg/mL) 0.825 <0.001 * 0.079 0.355
CPKMB (U/L) —0.013 0.875 —0.150 0.078
LDH1 (U/L) 0.765 <0.001 * —0.039 0.646

Hsp72 (ng/mL) 0.365 <0.001 * —0.306 <0.001 *
SIRT1(ng/ml) —0.760 <0.001 * 0.023 0.798
SOD (U/L) —0.863 <0.001 * —0.047 0.583
Catalase (U/L) —0.887 <0.001 * —0.106 0.216
(NrrI:/IOIID}AmL) 0.660 <0.001 * 0.014 0.869
FOXO1 (ng/mL) 0.876 <0.001 * 0.282 0.001 *

FOXOL1 relative

. 0.835 <0.001 * 0.097 0.256
gene expression

r: correlation coefficient; r': partial correlation coefficient; p: p- value (significant < 0.05); *: according to Mann—
Whitney’s U-test.

In Table 3’s multiple regression analysis, FOXO1 protein level and its gene expression as
well as HSP72 levels were the strongest independent determinants of CIMT, p-value < 0.05.

Table 3. Multiple linear regression analysis using biologically important variables as independent
variables and CIMT as the dependent variable.

Unstandardized Estimate Standardized Estimate 95.0% C.I for Odd
Variables Parameter B Parameters

B S.E. t p-Value Lower Upper

BMI —0.004 0.006 —0.036 —0.585 0.560 —0.015 0.008
HSP72 —0.001 0.000 —0.179 —30.711 0.000 —0.001 0.000
SIRT1 0.022 0.021 0.085 10.069 0.287 —0.019 0.063
SOD —0.007 0.019 —0.049 —0.356 0.722 —0.044 0.031
Catalase —0.007 0.004 —0.260 —10.520 0.131 —0.015 0.002
LDH1 —0.001 0.000 —0.071 —10.965 0.051 —0.001 0.000

ANP 00.000 0.001 —0.003 —0.035 0.972 —0.001 0.001
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Table 3. Cont.

Unstandardized Estimate

Standardized Estimate

95.0% C.I. for Odd

Variables Parameter B Parameters
B S.E. t p-Value Lower Upper
HEPCIDINE 0.001 0.001 0.124 10.179 0.240 ~0.001 0.003
FOXO1 ~0.002 0.001 ~0.180 ~20.131 0.035 ~0.003 0.000
Fg(ﬁroels s%gie 0.038 0.010 0.625 30.956 0.000 0.019 0.057
Constant 0.389 0.278 10.402 0.163 ~0.160 0.939

B: regression coefficient, S.E: standard error, : standard coefficient, CI: confidence interval.

Figure 1 shows that plasma SIRT1 levels were decreased in both 3 TM groups, and
that there was a significant decrement in the 3-TM group with CIMT of more than 0.5 mm
(Group III) compared to the 3 TM group with CIMT of less than 0.5 (Group II), as well as to
the healthy control (Group I). Figures 2 and 3 show a significant increase in FOXOL1 levels
and FOXO1 relative gene expression in  TM with CIMT of more than 0.5 mm compared

to other groups, p < 0.05.
. SIRT1 (ng\ml)
b&c
3.5
3.17
3
= a&C
{Eﬂ " 2.175
5 .
-] 2
=
e
v 15
1
0.5
0
Group | (control) Group Il (CIMT<0.5mm) Group Il (CIMT>0.5mm)

Group | (control)
Group Il (CIMT<0.5mm)
H Group Il (CIMT>0.5mm)

Figure 1. Comparison between studied groups with regard to SIRT1 level. Data are represented
as mean + SD (n = 50 in each group). Statistical analysis was carried out using one-way ANOVA
with Tukey’s post hoc test, SPSS computer program. a—c: Significant difference between groups at
p <0.05. a: significance from Group I; b: significance from Group II; c: significance from Group III.

SIRT1: sirtuinl.
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FOXO1 (ng\ml)

16

a&b

14

[
N

=
o

Group | (control)
® Group Il (CIMT<0.5mm)
M Group Il (CIMT>0.5mm)

FOXO1 (ng\ml)

Group | (control) Group Il (CIMT<0.5mm) Group Il (CIMT>0.5mm)

Figure 2. Comparison between studied groups with regard to FOXO1 level. Data are represented as
mean £ SD (n = 50 in each group). Statistical analysis was carried out using one-way ANOVA with
Tukey’s post hoc test, SPSS computer program. a—c: Significant difference between groups at p < 0.05.
a: significance from Group I; b: significance from Group II; ¢: significance from Group III. FOXO1:

forehead box protein 1.

FOXO1 mRNA relative gene expression

3.5

FOXO1 mRNA relative gene expression

Group | (control)
M Group Il (CIMT<0.5mm)

H Group Il (CIMT>0.5mm)

Group | (control) Group Il (CIMT<0.5mm) Group Il (CIMT>0.5mm)

Figure 3. Comparison between studied groups with regard to FOXO1 mRNA relative to the gene
expression level. Data are represented as mean + SD (1 = 50 in each group). Statistical analysis
was carried out using one-way ANOVA with Tukey’s post hoc test, SPSS computer program. a—c:
Significant difference between groups at p < 0.05. a: significance from Group I; b: significance from
Group II; c: significance from Group III. FOXO1: forehead box protein 1.
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Figure 4, the ROC curve for SIRT1, shows an optimal cut-off point, 2.55, with a
sensitivity of 91%, specificity of 88% and Youden's index = 178. Figure 5, the ROC curve for
FOXOL1 relative gene expression, shows the optimal cut-off point of 1.35 with a sensitivity
of 94%, specificity of 84% and Youden’s index = 177.

ROC Curve
1.0
AUC=04975
0.8
a 0.6
=
=
=
@
P 04~
0.2
0.0 T T T 1
0.0 0.2 0.4 06 0.8 10
1 - Specificity

Figure 4. ROC curve shows area under the curve (AUC = 0.975). The optimal cut-off point for a
relative SIRT1 level was 2.55 with a sensitivity of 91%, a specificity of 88% and Youden index = 178.

ROC Curve
10
AUC= 0966
0.8
a 0.64
=
=
c
Q
P 0.4+
0.2
0.0 T T T T
0.0 0.2 0.4 06 08 1.0
1 - Specificity

Figure 5. ROC curve shows area under the curve (AUC = 0.966). The optimal cut-off point for relative
FOXOL1 gene expression was 1.35 with a sensitivity of 94%, specificity of 84% and Youden index = 177.
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Figure 6 shows systolic and diastolic wall displacement of about four cycles on average
in 3 thalassemia major children as compared to healthy children in Figure 7.

Figure 6. Showed M mode echocardiogram in {3 thalassemia major child.

Figure 7. Shows M mode echocardiogram in a healthy child.

4. Discussion

In recent years, substantial scientific evidence has highlighted the detrimental impact
of premature atherosclerosis, which is one of the major causes of morbidity and mortality
in 3-TM patients [6,25]. Our study revealed that in patients with 3-TM, an increment in
FOXO1 and HSP72 signaling with low levels of SIRT1 is linked to accelerated atherosclerosis,
which is crucial as a novel biomarker for the prediction of atherosclerosis.

The complicated combination between conventional risk factors, iron overload, and its
impact on oxidative stress may be the cause of the existence of accelerated atherosclerosis
in 3-TM [26]. Measurement of CIMT has been utilized in various research as a predictor of
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early atherosclerosis, as it is a noninvasive and early diagnostic method. CIMT has been
revealed to predict both fatal and non-fatal cerebro- and cardio-vascular events and to
significantly correlate with the existence of coronary artery disease (CAD) [27]. The current
study demonstrates that CIMT is significantly higher among patients with 3-TM than in
control subjects, in alignment with previous reports [5,27,28]. Hemolytic anemia may be
a risk factor for atherosclerosis through a variety of processes, while the actual cause of
atherosclerosis is still unknown. First, during hemolysis, erythrocytes release the enzyme
arginase alongside cell-free hemoglobin [29]. A low arginine—ornithine ratio contributes
to dysregulated arginine metabolism by affecting the bioavailability of nitric oxide (NO),
as these metabolic abnormalities reduce the amount of arginine that is available to nitric
oxide synthase and cause vascular dysfunction [30]. Furthermore, since it has a deleterious
impact on extra-hepatic lipolytic activity, anemia has been identified as a risk factor for hy-
pertriglyceridemia [31]. Significantly high plasma ferritin was found among B-TM patients
in our study; this conclusion was consistent with those of many earlier researchers [32,33].
Iron overload was affected by a combination of crucial and presumably correctable factors,
including poor compliance with iron chelation. By generating several free radicals, a high
iron burden may make the patient more vulnerable to atherosclerosis [34]. Moreover, a
positive correlation between plasma ferritin and triglyceride level, “an important predictor
of atherosclerosis”, was documented in previous work according to Ibrahim H A et al. [35].
Another study stated that non-transferrin-bound iron buildup at the cellular level and
subsequent activation of macrophages may be the cause of atherosclerosis rather than
elevated blood ferritin levels [36].

In agreement with Porter et al. [37], the current study shows a significant increase in
plasma ferritin levels in both groups of 3-TM as compared to controls. The excess iron
determined in 3-TM patients saturates the ability of the transferrin iron transport system,
leading to non-transferrin-bound iron [37]. Iron overload promotes cellular malfunction,
apoptosis, and necrosis by generating reactive oxygen species, which are produced by
the metabolism of non-transferrin-bound iron [34]. Hepcidin is a hepatic peptide hor-
mone that regulates iron homeostasis. Additionally, in accordance with previous reports,
we discovered a significant reduction in hepcidin levels in both 3-TM patients as com-
pared to healthy children. Dietary iron absorption, plasma iron levels, and tissue iron
distribution are all regulated by hepcidin. In iron-loading anemias such as (3-thalassemia,
hepcidin insufficiency is the primary or contributory factor of iron overload [38]. Hepcidin
deficiency results from a strong suppressive effect of the high erythropoietic activity on
hepcidin expression. Although in 3-TM patients iron absorption contributes less to the
total iron load than transfusions, in non-transfused thalassemia, low hepcidin and the
consequent hyperabsorption of dietary iron is the major cause of systemic iron overload.
Therefore, evaluating hepcidin concentrations alongside ferritin in those with iron-loading
anemias may help identify those who are susceptible to experiencing iron toxicity since
their hepcidin levels are so drastically low [38,39].

In the present study, not only was there a significant increase in CIMT and 3 arte-
rial stiffness in Group III (CIMT more than 0.5 mm) as compared with Group II (CIMT
less than 0.5 mm) and controls, but a significant correlation with body mass index and
atherogenic index of plasma (AIP) was also detected, in agreement with Sherief et al. [7]. It
thereby reflected our main concern to investigate the associated mechanisms identifying
the relationship between AIP, plasma ferritin increments with CIMT, and (3 arterial stiffness
in 3-TM. Moreover, their co-link to assess changes in SIRT1, HSP 72, and FOXOL1 and its
relative gene expression in response to oxidative stress was investigated in relevance to
changes in SOD and catalase levels in agreement with Kobayashi et al. [40].

In the current study, there was a significant increase in the AIP monitored in Group
II (CIMT more than 0.5 mm) when compared to Group II (CIMT less than 0.5 mm) and
the control group. The AIP is a marker of atherogenicity since it is related directly to
atherosclerosis; it is calculated as log (TG/HDL-C). Hypertriglyceridemia will increase the
activity of hepatic lipase, which results in HDL-C degradation with subsequent increased
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risk of coronary atherosclerosis [41]. In the present work, there was a significant increase
in the AIP monitored in Group III (CIMT more than 0.5 mm) when compared to Group II
(CIMT less than 0.5 mm) and the control group that also displayed a positive correlation
with CIMT. These findings were in agreement with many studies that reported a high
predictive value of AIP for the development of atherosclerosis [7,41].

In accordance with Kattamis et al. [42], the current study revealed the elevation in
oxidative damage in thalassemia by detecting that MDA significantly increased in 3-TM
patients while SOD and catalase significantly decreased compared to controls, which
was consistent with earlier research. It has been hypothesized that excessive amounts of
denatured « or (3 globin chains, intracellular iron overload, and low concentrations of
normal hemoglobin contribute to oxidative damage in 3-TM.

The transcription factor (FOXO1), which controls the pathway(s) regulating erythroid
maturation and the levels of oxidative stress in murine erythropoiesis, is involved in the
intracellular response to oxidative stress in erythropoiesis. In abnormal erythropoiesis,
which is characterized by elevated ROS levels, such as inf3-TM, activation of FOXO1 has
been proposed as a protective mechanism [43]. FOXO1 translocates into the nucleus in
response to iron-overload-induced oxidative stress. FOXO1 defends the cell against low to
moderate oxidative stress. When oxidative stress around the tissue is increased, FOXO1 pro-
motes cell death and apoptosis [44]. FOXOs inhibition, on the other hand, led to a decrease
in oxidative stress resistance and an increase in ROS levels, demonstrating that FOXOs
play a crucial role in ROS resistance. The FOXO1 effect is mediated by the up-regulated
transcription of ROS scavenging enzymes, superoxide dismutase, and catalase [45].

The data obtained from the current study show that FOXO1 expression levels differ
significantly in the PBMCs of 3-TM patients and healthy controls, with a more significant
increase in CIMT in the more than 0.5 mm group. The association between FOXO1 ex-
pression level and features of atherosclerosis has been reported by several studies [46,47].
Puthanveetil et al. [48] found that the deletion of the FOXO1 gene from cardiac tissue
leads to the protection of the heart against cardiomyopathy. They also revealed that
down-regulation of the FOXO1 gene in the endothelial tissue could arrest the formation of
atherosclerosis plaque [47]. Hence, increments of FOXOL1 and its gene expression in 3-TM
patients are suggested to be a marker of atherosclerosis, as FOXO1 deacetylation can lead to
atherosclerotic plaque formation due to endothelial tissue dysfunction in arteries. FOXO1
induced vascular apoptosis and atherosclerotic plaque when endothelial cells were exposed
to persistent oxidative stress [49]. The assessed FOXOL1 relative gene expression elevations
reported here represent its effect on oxidative stress, which was positively correlated with
increases in CIMT and arterial stiffness.

Furthermore, according to Kitada et al. [50], our results revealed that the level of SIRT1
decreased in the 3-TM patients compared to the healthy controls. It was also shown that
this reduction was intensified in patients with CIMT of more than 0.5 mm. The SIRT1 has
been recognized to have an important role in the improvement of atherosclerotic plaque,
inflammation occurring in response to resistance to stress, and aging [50,51]. SIRT1 has
a cardioprotective effect and could maintain vascular function against ROS through the
deacetylation of numerous cellular targets. SIRT1 contributes to maintaining vascular
hemostasis through the SIRT1/FOXO1 axis. The relationship between FOXO1 and SIRT1
suggests that oxidative stress resistance has evolved through time by deacetylating FOXO1
and decreasing the oxidative stress response, meanwhile, Sirtl improves FOXO1 DNA
binding capacity [52]. Endothelial overexpression of SIRT1 could reduce oxidative—-induced
aging through the eNOS-dependent signaling pathway [21]. In a previous study, it was
found that SIRT1 blocked apoptosis through FOXO1 deacetylation in vascular adventitial
fibroblasts [18].

Conceivably, the participation of SIRT1 retrospective to the oxidative stress-mediated
posttranslational modifications discovered in SIRT1 may represent the adaptive response
to environmental stress under acute conditions. These modifications, however, can increase
the deleterious magnitude of atherogenesis influencing CIMT, arterial stiffness, and coro-
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nary artery disease in cases of chronic oxidative/environmental stress [53]. When iron
overload causes oxidative stress and results in lower levels of catalase and SOD in both
- TM groups compared to controls, this may be related to SIRT1’s role in deacetylating
FOXOs and modulating the response to oxidative stress [54]. Additionally, a reduced
SIRT1 expression can exacerbate the acetylation of the Atg5 protein, a crucial component of
the autophagy mechanism, which further controls the production of foam cells in THP-1
macrophages that are stimulated by ox-LDL [55].

A more conclusive outlook was found herein identifying a positive correlation be-
tween CIMT, (3 arterial stiffness, and HSP 72 that appeared in agreement with earlier
reports [56,57]. Bobryshev et al. [58] found that HSP70 was expressed even in dendritic
cells in the arterial wall and indicated that elevated HSPs in plaque cells, particularly
macrophages, were more stressed within the depth of the atheroma, especially in associa-
tion with necrosis. In contrast, Suzuki et al. [59] stated that patches of smooth muscle cells
were observed in the most complex plaques but without consistent association with necro-
sis or increased HSP70. Such aforementioned relationships emphasize furthermore the
importance of assessed HSP 72 increments in association with their inflammatory-induced
response to ROS via the impact of plasma ferritin increments that promote atherogenicity
in 3-TM under study.

In the current study, partial correlation and multiple linear regression revealed that
HSP72 and FOXO1 levels were the strongest independent determinants of CIMT in f3-
TM children. Pockley et al. [60] indicated that circulating Hsp72 levels predict the de-
velopment of atherosclerosis in subjects with established hypertension. Furthermore,
Kazemi Fard et al. [61] stated that FOXO1 acts as a sensitive biomarker that may serve as
an independent factor for predicting CAD.

Analysis of the ROC curve found high sensitivity of FOXO1 gene expression and
SIRT1 and revealed FOXO1 gene expression to have better sensitivity than SIRT1. FOXO1
and its gene expression as well as SIRT1 and HSP72 were suggested as predictors of early
detection of premature atherosclerosis, but as far as our knowledge, our team was the first
to prove such results in 3-TM patients.

5. Conclusions

Based on the findings presented here, patients with 3-TM encountered oxidative stress
as a result of iron overload, which is a key factor in the emergence of vascular problems.
We may be able to better predict cardiovascular disorders in children by understanding
the pathophysiology of the atherosclerotic diseases using a combination of clinical criteria,
carotid evaluation, and epigenetic markers such as SIRT1/FOXOL1. As a result, the data
obtained from the current study may provide a hint for the development of crucial man-
agement methods in parallel with other procedures for the early detection of people at risk
for atherosclerosis to slow the progression of CAD, particularly in children with 3-TM.

Author Contributions: Conceptualization: H.A.I. and S.A.E. Methodology: H.A.IL, S.AE., SS.Z,
ZR.A.,, AMK, and M.M.E.-B. Formal analysis: H.A.I, S.5.Z., and M.R.E.-S. Supervision: S.A.E.,
S.5.Z. Validation: H.A I. and S.S5.Z. Writing—original draft: MMLE.-B.,, H AL, SS.Z, M.RE.-S.,, HALL,
and S.A E. Writing—review, and editing: H.A.I,, 5.5.Z., and A.M.K. All authors have read and agreed
to the published version of the manuscript.

Funding: This paper was funded by the Science and Technology Development Fund (STDF) with the
project no. 25542.

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki, and approved by the Local Research Ethics Committee, Tanta University (Approval code
35343/3/2022).

Informed Consent Statement: Informed consent was obtained from the parents or guardians
of all participants for admission to hospitals and the procedures performed during the course
of hospitalization.



Biomedicines 2022, 10, 2601 14 of 16

Data Availability Statement: All data that support the findings of the current study are available
upon reasonable request.

Acknowledgments: We gratefully acknowledge the kind help of pediatric hematology specialists
from the pediatric hematology unit in collecting all the necessary data. Also, we wish to express our
thanks to Ahmed H. Shabana, pediatric cardiology specialist, Faculty of Medicine, Tanta University,
Egypt, for his helpful cooperation offered to us throughout this work.

Conflicts of Interest: The authors declare no conflict of interest. “The funders had no role in the
design of the study; in the collection, analyses, or interpretation of data; in the writing of the
manuscript; or in the decision to publish the results”.

References

1.  Rund, D.; Rachmilewitz, E. Beta-thalassemia. N. Engl. ]. Med. 2005, 353, 1135-1146. [CrossRef] [PubMed]

2. Voskou, S.; Aslan, M.; Fanis, P.; Phylactides, M.; Kleanthous, M. Oxidative stress in 3-thalassaemia and sickle cell disease. Redox
Biol. 2015, 6, 226-239. [CrossRef] [PubMed]

3. Camaschella, C.; Pagani, A.; Nai, A.; Silvestri, L. The mutual control of iron and erythropoiesis. Int. ]. Lab Hematol. 2016,
38 (Suppl. S1), 20-26. [CrossRef] [PubMed]

4. Vinchi, E; Vercellotti, G.M.; Belcher, ].D.; Sparla, R.; Fibach, E.; Zreid, H.; Rasras, R.; Ghoti, H.; Muckenthaler, M.U.; Rachmilewitz,
E.A. Elevated systemic heme and iron levels as a risk factor for vascular dysfunction and atherosclerosis: Evidence from a
beta-thalassemia cohort study. Atherosclerosis 2017, 263, 107-108. [CrossRef]

5. Abaza, S.E.; Abdel-Salam, A.; Baz, A.A.; Mohamed, A.A. Carotid Doppler ultrasonography as a screening tool of early atheroscle-
rotic changes in children and young adults with 3-thalassemia major. J. Ultrasound. 2017, 20, 301-308. [CrossRef] [PubMed]

6. Tantawy, A.A.; Adly, A.A.; El Maaty, M.G.; Amin, S.A. Subclinical atherosclerosis in young beta-thalassemia major patients.
Hemoglobin 2009, 33, 463—474. [CrossRef] [PubMed]

7. Sherief, LM.; Dawood, O.; Ali, A.; Sherbiny, H.S.; Kamal, N.M.; Elshanshory, M.; Alazez, O.A.; Alhady, M.A.; Nour, M.; Mokhtar,
W.A. Premature atherosclerosis in children with beta-thalassemia major: New diagnostic marker. BMC Pediatr. 2017, 17, 69.
[CrossRef]

8.  Libby, P; Ridker, PM.; Hansson, G.K.; Leducq Transatlantic Network on Atherothrombosis. Inflammation in atherosclerosis:
From pathophysiology to practice. J. Am. Coll Cardiol. 2009, 54, 2129-2138. [CrossRef]

9. Palombo, C.; Kozakova, M. Arterial stiffness, atherosclerosis and cardiovascular risk: Pathophysiologic mechanisms and emerging
clinical indications. Vascul Pharmacol. 2016, 77, 1-7. [CrossRef]

10. Farmakis, D.; Triposkiadis, F,; Lekakis, J.; Parissis, J. Heart failure in hemoglobinopathies: Pathophysiology, clinical phenotypes,
and management. Eur. |. Heart Fail. 2017, 19, 479-489. [CrossRef]

11. Patel, AK,; Suri, H.S,; Singh, J.; Kumar, D.; Shafique, S.; Nicolaides, A.; Jain, S.K.; Saba, L.; Gupta, A.; Laird, ].R; et al. A Review
on Atherosclerotic Biology, Wall Stiffness, Physics of Elasticity, and Its Ultrasound-Based Measurement. Curr. Atheroscler. Rep.
2016, 18, 83. [CrossRef]

12.  Kaestner, K.H.; Knochel, W.; Martinez, D.E. Unified nomenclature for the winged helix/forkhead transcription factors. Genes Dev.
2000, 14, 142-146. [CrossRef]

13. Brunet, A.; Sweeney, L.B.; Sturgill, ].F.; Chua, K.E; Greer, P.L; Lin, Y.; Tran, H.; Ross, S.E.; Mostoslavsky, R.; Cohen, H.Y,; et al.
Stress-dependent regulation of FOXO transcription factors by the SIRT1 deacetylase. Science 2004, 303, 2011-2015. [CrossRef]

14. Zheng, X.; Xu, F; Liang, H.; Cao, H.; Cai, M.; Xu, W.; Weng, J. SIRT1/HSF1/HSP pathway is essential for exenatide-alleviated,
lipid-induced hepatic endoplasmic reticulum stress. Hepatology 2017, 66, 809-824. [CrossRef]

15. Fernandes, M.; Xiao, H,; Lis, ].T. Binding of heat shock factor to and transcriptional activation of heat shock genes in Drosophila.
Nucleic. Acids Res. 1995, 23, 4799-4804. [CrossRef]

16. Kedenko, L.; Lamina, C.; Kedenko, I.; Kollerits, B.; Kiesslich, T.; Iglseder, B.; Kronenberg, F.; Paulweber, B. Genetic polymorphisms
at SIRT1 and FOXOL1 are associated with carotid atherosclerosis in the SAPHIR cohort. BMC Med. Genet. 2014, 15, 112. [CrossRef]

17.  Stein, S.; Matter, C.M. Protective roles of SIRT1 in atherosclerosis. Cell Cycle 2011, 10, 640-647. [CrossRef]

18. Ota, H.; Eto, M.; Ogawa, S.; Iijima, K.; Akishita, M.; Ouchi, Y. SIRT1/eNOS axis as a potential target against vascular senescence,
dysfunction and atherosclerosis. J. Atheroscler. Thromb. 2010, 17, 431-435. [CrossRef]

19. Stein, ].H.; Korcarz, C.E.; Hurst, R.T.; Lonn, E.; Kendall, C.B.; Mohler, E.R.; Najjar, S.S.; Rembold, C.M.; Post, W.S.; American
Society of Echocardiography Carotid Intima-Media Thickness Task Force. Use of carotid ultrasound to identify subclinical
vascular disease and evaluate cardiovascular disease risk: A consensus statement from the American Society of Echocardiography
Carotid Intima-Media Thickness Task Force. Endorsed by the Society for Vascular Medicine. J. Am. Soc. Echocardiogr. 2008,
21, 93-111, quiz 189-90. [CrossRef]

20. Youn, YJ.;Lee, N.S,; Kim, ].Y;; Lee, JW,; Sung, ] K.; Ahn, 5.G.; You, B.S,; Lee, S.H.; Yoon, J.; Choe, K.H.; et al. Normative values
and correlates of mean common carotid intima-media thickness in the Korean rural middle-aged population: The Atherosclerosis
Risk of Rural Areas iN Korea General Population (ARIRANG) study. J. Korean Med. Sci. 2011, 26, 365-371. [CrossRef]

21. Salminen, A.; Kaarniranta, K.; Kauppinen, A. Crosstalk between Oxidative Stress and SIRT1: Impact on the Aging Process. Int. J.

Mol. Sci. 2013, 14, 3834-3859. [CrossRef]


http://doi.org/10.1056/NEJMra050436
http://www.ncbi.nlm.nih.gov/pubmed/16162884
http://doi.org/10.1016/j.redox.2015.07.018
http://www.ncbi.nlm.nih.gov/pubmed/26285072
http://doi.org/10.1111/ijlh.12505
http://www.ncbi.nlm.nih.gov/pubmed/27161430
http://doi.org/10.1016/j.atherosclerosis.2017.06.344
http://doi.org/10.1007/s40477-017-0264-3
http://www.ncbi.nlm.nih.gov/pubmed/29204234
http://doi.org/10.3109/03630260903343616
http://www.ncbi.nlm.nih.gov/pubmed/19958191
http://doi.org/10.1186/s12887-017-0820-1
http://doi.org/10.1016/j.jacc.2009.09.009
http://doi.org/10.1016/j.vph.2015.11.083
http://doi.org/10.1002/ejhf.708
http://doi.org/10.1007/s11883-016-0635-9
http://doi.org/10.1101/gad.14.2.142
http://doi.org/10.1126/science.1094637
http://doi.org/10.1002/hep.29238
http://doi.org/10.1093/nar/23.23.4799
http://doi.org/10.1186/s12881-014-0112-7
http://doi.org/10.4161/cc.10.4.14863
http://doi.org/10.5551/jat.3525
http://doi.org/10.1016/j.echo.2007.11.011
http://doi.org/10.3346/jkms.2011.26.3.365
http://doi.org/10.3390/ijms14023834

Biomedicines 2022, 10, 2601 15 of 16

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.
37.

38.
39.

40.

41.

42.

43.

44.

45.

Jia, Y,; Xu, H.; Li, Y;; Wei, C.; Guo, R.; Wang, F; Wu, Y,; Liu, ] ; Jia, J.; Yan, J.; et al. A Modified Ficoll-Paque Gradient Method for
Isolating Mononuclear Cells from the Peripheral and Umbilical Cord Blood of Humans for Biobanks and Clinical Laboratories.
Biopreserv. Biobank 2018, 16, 82-91. [CrossRef]

van der Sijde, E; Li, Y.; Schraauwen, R.; de Koning, W.; van Eijck, C.H.J.; Mustafa, D.A.M. RNA from stabilized whole blood
enables more comprehensive immune gene expression profiling compared to RNA from peripheral blood mononuclear cells.
PLoS ONE 2020, 15, €0235413. [CrossRef]

Livak, K.J.; Schmittgen, T.D. Analysis of relative gene expression data using real-time quantitative PCR and the 2(-Delta Delta
C(T)) Method. Methods 2001, 25, 402-408. [CrossRef]

Nassef, S.; El Shenoufy, M.; Rawi, R.; El Demerdash, D.; Hassan, M.; Mustafa, H.; Mattar, M.; El Husseiny, N. Assessment of
Atherosclerosis in Peripheral and Central Circulation in Adult  Thalassemia Intermedia Patients by Color Doppler Ultrasound:
Egyptian Experience. . Vasc. Res. 2020, 57, 206-212. [CrossRef] [PubMed]

Nafady, A.; Ali, S.S.; El Masry, HM.A_; Baseer, K.A.; Qubaisy, HM.; Mahmoud, S.G.; Nafady-Hego, H.A. Oxidative stress in
pediatric patients with (3 thalassemia major. Egypt. |. Haematol. 2007, 42, 123. [CrossRef]

Dogan, M.; Citak, E.C. The evaluation of carotid intima-media thickness in children with beta-thalassaemia major. Cardiol Young
2012, 22, 79-83. [CrossRef]

Habhalis, G.; Zacharioglou, E.; Xanthopoulou, I.; Koniari, I.; Kalogeropoulou, C.; Tsota, I.; Rigopoulou, A.; Diamantopoulos, A.;
Gkizas, V,; Davlouros, P; et al. Coronary atherosclerosis burden is not advanced in patients with (3-thalassemia despite premature
extracardiac atherosclerosis: A coronary artery calcium score and carotid intima-media thickness study. . Geriatr. Cardiol. 2016,
13, 158-162. [CrossRef]

Lechner, K.; von Schacky, C.; McKenzie, A.L.; Worm, N.; Nixdorff, U.; Lechner, B.; Krinkel, N.; Halle, M.; Krauss, R.M.; Scherr, J.
Lifestyle factors and high-risk atherosclerosis: Pathways and mechanisms beyond traditional risk factors. Eur. J. Prev. Cardiol.
2020, 27, 394-406. [CrossRef]

Kawashima, S.; Yokoyama, M. Dysfunction of endothelial nitric oxide synthase and atherosclerosis. Arterioscler. Thromb. Vasc.
Biol. 2004, 24, 998-1005. [CrossRef]

Boudrahem-Addour, N.; Izem-Meziane, M.; Bouguerra, K.; Nadjem, N.; Zidani, N.; Belhani, M.; Djerdjouri, B. Oxidative status
and plasma lipid profile in 3-thalassemia patients. Hemoglobin 2015, 39, 36—41. [CrossRef] [PubMed]

Atmakusuma, T.D.; Kalwani, R.; Nasution, S.A.; Rumende, C.M. Correlation of Serum Ferritin and Cardiac Iron Toxicity with
Cardiac Function in Transfusion Dependent Beta-Thalassemia Major Patients. Acta Med. Indones. 2021, 53, 291-298. [PubMed]
Tripathy, I.; Panja, A.; Dolai, TK.; Mallick, A K. Comparative Efficacy and Safety Between Deferiprone and Deferasirox with
Special Reference to Serum Ferritin Level and Cardiac Function in Bengali 3-Thalassemia Major Children. Hemoglobin 2021, 45,
296-302. [CrossRef] [PubMed]

Bresgen, N.; Eckl, PM. Oxidative stress and the homeodynamics of iron metabolism. Biomolecules 2015, 5, 808-847. [CrossRef]
Ibrahim, H.A.; Zakaria, S.S.; Elbatch, M.M.; Elshanshory, M.R.; Eldardiry, S.A.E. New insight on premature atherosclerosis in
Egyptian children with [?-thalassemia major. Afr. J. Biochem. Res. 2018, 12, 86-93. [CrossRef]

Sukhbaatar, N.; Weichhart, T. Iron Regulation: Macrophages in Control. Pharmaceuticals 2018, 11, 137. [CrossRef]

Porter, ].B.; de Witte, T.; Cappellini, M.D.; Gattermann, N. New insights into transfusion-related iron toxicity: Implications for the
oncologist. Crit. Rev. Oncol. Hematol. 2016, 99, 261-271. [CrossRef]

Nemeth, E. Hepcidin in beta-thalassemia. Ann NY Acad. Sci. 2010, 1202, 31-35. [CrossRef]

Tantiworawit, A.; Khemakapasiddhi, S.; Rattanathammethee, T.; Hantrakool, S.; Chai-Adisaksopha, C.; Rattarittamrong, E.;
Norasetthada, L.; Charoenkwan, P.; Srichairatanakool, S.; Fanhchaksai, K. Correlation of hepcidin and serum ferritin levels in
thalassemia patients at Chiang Mai University Hospital. Biosci. Rep. 2021, 41, BSR20203352. [CrossRef]

Kobayashi, Y.; Furukawa-Hibi, Y.; Chen, C.; Horio, Y.; Isobe, K.; Ikeda, K.; Motoyama, N. SIRT1 is critical regulator of FOXO-
mediated transcription in response to oxidative stress. Int. J. Mol. Med. 2005, 16, 237-243. [CrossRef] [PubMed]

Dobiasova, M. AlP-aterogenni index plazmy jako vyznamny prediktor kardiovaskularniho rizika: Od vyzkumu do praxe
[AIP-atherogenic index of plasma as a significant predictor of cardiovascular risk: From research to practice]. Vnitr. Lek. 2006,
52,64-71, Czech. [CrossRef]

Kattamis, C.; Lazaropoulou, C.; Delaporta, P.; Apostolakou, F.; Kattamis, A.; Papassotiriou, I. Disturbances of biomarkers of iron
and oxidant-antioxidant homeostasis in patients with beta-thalassemia intermedia. Pediatr. Endocrinol. Rev. 2011, 8 (Suppl. S2),
256-262.

Franco, S.S.; De Falco, L.; Ghaffari, S.; Brugnara, C.; Sinclair, D.A.; Matte, A.; Iolascon, A.; Mohandas, N.; Bertoldi, M.; An, X,;
et al. Resveratrol accelerates erythroid maturation by activation of FoxO3 and ameliorates anemia in beta-thalassemic mice.
Haematologica 2014, 99, 267-275. [CrossRef]

Wang, Y.; Zhou, Y.; Graves, D.T. FOXO transcription factors: Their clinical significance and regulation. Biomed Res. Int. 2014,
2014, 925350. [CrossRef]

Liu, J.; Yi, X,; Tao, Y.; Wang, Y.; Xu, Z. Insulin-receptor substrate 1 protects against injury in endothelial cell models of ox-LDL-
induced atherosclerosis by inhibiting ER stress/oxidative stress-mediated apoptosis and activating the Akt/FoxO1 signaling
pathway. Int. . Mol. Med. 2020, 46, 1671-1682. [CrossRef]


http://doi.org/10.1089/bio.2017.0082
http://doi.org/10.1371/journal.pone.0235413
http://doi.org/10.1006/meth.2001.1262
http://doi.org/10.1159/000506518
http://www.ncbi.nlm.nih.gov/pubmed/32396894
http://doi.org/10.4103/ejh.ejh_41_16
http://doi.org/10.1017/S1047951111001053
http://doi.org/10.11909/j.issn.1671-5411.2016.02.006
http://doi.org/10.1177/2047487319869400
http://doi.org/10.1161/01.ATV.0000125114.88079.96
http://doi.org/10.3109/03630269.2014.979997
http://www.ncbi.nlm.nih.gov/pubmed/25395219
http://www.ncbi.nlm.nih.gov/pubmed/34611068
http://doi.org/10.1080/03630269.2021.1999258
http://www.ncbi.nlm.nih.gov/pubmed/34758688
http://doi.org/10.3390/biom5020808
http://doi.org/10.5897/AJBR2018.1005
http://doi.org/10.3390/ph11040137
http://doi.org/10.1016/j.critrevonc.2015.11.017
http://doi.org/10.1111/j.1749-6632.2010.05585.x
http://doi.org/10.1042/BSR20203352
http://doi.org/10.3892/ijmm.16.2.237
http://www.ncbi.nlm.nih.gov/pubmed/16012755
http://doi.org/10.1016/j.advms.2021.09.003
http://doi.org/10.3324/haematol.2013.090076
http://doi.org/10.1155/2014/925350
http://doi.org/10.3892/ijmm.2020.4728

Biomedicines 2022, 10, 2601 16 of 16

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Jian, D.; Wang, Y,; Jian, L.; Tang, H.; Rao, L.; Chen, K; Jia, Z.; Zhang, W.; Liu, Y.; Chen, X.; et al. METTL14 aggravates endothelial
inflammation and atherosclerosis by increasing FOXO1 N6-methyladeosine modifications. Theranostics 2020, 10, 8939-8956.
[CrossRef]

Babaee, M.; Chamani, E.; Ahmadi, R.; Bahreini, E.; Balouchnejadmojarad, T.; Nahrkhalaji, A.S.; Fallah, S. The expression levels
of miRNAs- 27a and 23a in the peripheral blood mononuclear cells (PBMCs) and their correlation with FOXO1 and some
inflammatory and anti-inflammatory cytokines in the patients with coronary artery disease (CAD). Life Sci. 2020, 256, 117898.
[CrossRef]

Puthanveetil, P.; Wan, A.; Rodrigues, B. FoxOl1 is crucial for sustaining cardiomyocyte metabolism and cell survival. Cardiovasc.
Res. 2013, 97, 393-403. [CrossRef]

Qiang, L.; Tsuchiya, K.; Kim-Muller, J.Y.; Lin, H.V.; Welch, C.; Accili, D. Increased atherosclerosis and endothelial dysfunction in
mice bearing constitutively deacetylated alleles of Foxol gene. J. Biol. Chem. 2012, 287, 13944-13951. [CrossRef]

Kitada, M.; Ogura, Y.; Koya, D. The protective role of Sirtl in vascular tissue: Its relationship to vascular aging and atherosclerosis.
Aging (Albany NY) 2016, 8, 2290-2307. [CrossRef]

Nagqvi, T.Z.; Lee, M.S. Carotid intima-media thickness and plaque in cardiovascular risk assessment. JACC Cardiovasc. Imaging
2014, 7, 1025-1038. [CrossRef] [PubMed]

Antonini-Canterin, F.; Carerj, S.; Di Bello, V.; Di Salvo, G.; La Carrubba, S.; Vriz, O.; Pavan, D.; Balbarini, A.; Nicolosi, G.L.;
Research Group of the Italian Society of Cardiovascular Echography (SIEC). Arterial stiffness and ventricular stiffness: A couple
of diseases or a coupling disease? A review from the cardiologist’s point of view. Eur. J. Echocardiogr. 2009, 10, 36—43. [CrossRef]
[PubMed]

Cheung, Y.E; Chan, G.C; Ha, S.Y. Arterial stiffness and endothelial function in patients with beta-thalassemia major. Circulation
2002, 106, 2561-2566. [CrossRef] [PubMed]

Yang, X.; Wei, J.; He, Y.; Jing, T,; Li, Y.; Xiao, Y.; Wang, B.; Wang, W.; Zhang, J.; Lin, R. SIRT1 inhibition promotes atherosclerosis
through impaired autophagy. Oncotarget 2017, 8, 51447-51461. [CrossRef] [PubMed]

Akkafa, F; Halil Altiparmak, I.; Erkus, M.E.; Aksoy, N.; Kaya, C.; Ozer, A.; Sezen, H.; Oztuzcu, S.; Koyuncu, I.; Umurhan, B.
Reduced SIRT1 expression correlates with enhanced oxidative stress in compensated and decompensated heart failure. Redox Biol.
2015, 6, 169-173. [CrossRef] [PubMed]

Kleindienst, R.; Xu, Q.; Willeit, J.; Waldenberger, ER.; Weimann, S.; Wick, G. Immunology of atherosclerosis. Demonstration
of heat shock protein 60 expression and T lymphocytes bearing alpha/beta or gamma/delta receptor in human atherosclerotic
lesions. Am. ]. Pathol. 1993, 142, 1927-1937.

Sauvage, F.; Messaoudi, S.; Fattal, E.; Barratt, G.; Vergnaud-Gauduchon, ]. Heat shock proteins and cancer: How can nanomedicine
be harnessed? J. Control Release 2017, 248, 133-143. [CrossRef]

Bobryshev, Y.V.; Lord, R.S. Expression of heat shock protein-70 by dendritic cells in the arterial intima and its potential significance
in atherogenesis. J. Vasc. Surg. 2002, 35, 368-375. [CrossRef]

Suzuki, H.; Kosuge, Y.; Kobayashi, K.; Kurosaki, Y.; Ishii, N.; Aoyama, N.; Ishihara, K.; Ichikawa, T. Heat-shock protein 72
promotes platelet aggregation induced by various platelet activators in rats. Biomed Res. 2017, 38, 175-182. [CrossRef]

Pockley, A.G.; Georgiades, A.; Thulin, T.; de Faire, U.; Frostegéard, J. Serum heat shock protein 70 levels predict the development
of atherosclerosis in subjects with established hypertension. Hypertension 2003, 42, 235-238. [CrossRef]

Kazemi Fard, T.; Ahmadi, R.; Akbari, T.; Moradi, N.; Fadaei, R.; Kazemi Fard, M.; Fallah, S. Klotho, FOXO1 and cytokines
associations in patients with coronary artery disease. Cytokine 2021, 141, 155443. [CrossRef]


http://doi.org/10.7150/thno.45178
http://doi.org/10.1016/j.lfs.2020.117898
http://doi.org/10.1093/cvr/cvs426
http://doi.org/10.1074/jbc.M111.332767
http://doi.org/10.18632/aging.101068
http://doi.org/10.1016/j.jcmg.2013.11.014
http://www.ncbi.nlm.nih.gov/pubmed/25051948
http://doi.org/10.1093/ejechocard/jen236
http://www.ncbi.nlm.nih.gov/pubmed/18799479
http://doi.org/10.1161/01.CIR.0000037225.92759.A7
http://www.ncbi.nlm.nih.gov/pubmed/12427652
http://doi.org/10.18632/oncotarget.17691
http://www.ncbi.nlm.nih.gov/pubmed/28881659
http://doi.org/10.1016/j.redox.2015.07.011
http://www.ncbi.nlm.nih.gov/pubmed/26233702
http://doi.org/10.1016/j.jconrel.2017.01.013
http://doi.org/10.1067/mva.2002.121067
http://doi.org/10.2220/biomedres.38.175
http://doi.org/10.1161/01.HYP.0000086522.13672.23
http://doi.org/10.1016/j.cyto.2021.155443

	Introduction 
	Materials and Methods 
	Inclusion and Exclusion Criteria 
	Echocardiography 
	Carotid Intima-Media Thickness (CIMT) 
	Arterial Carotid Beta Stiffness ( Index) 

	Blood Sample Collection 
	Biochemical Assessment 
	Assessment of SIRT1, FOXO1, Hepcidin, and HSP72 
	Assessment of Redox Status Parameters 
	Determination of FOXO1 Gene Expression 

	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

