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Abstract: The length of telomeres (TLs) that protect chromosome ends may reflect the age of cells as
well as the degree of genetic material damage caused by external factors. Since leukocyte telomere
length is associated with cardiovascular diseases, the aim of this study was to evaluate whether
leukocyte TL reflects femoral artery wall telomeres of patients with atherosclerosis and lower limb
ischemia. Samples of femoral artery wall and blood were collected from 32 patients qualified to
surgical revascularization. The analysis included blood and artery wall telomere length measurement
and biochemical parameters. The study indicated that there was a moderate correlation between
artery wall TL and leukocyte TL. Leukocyte TL was, on average, two times shorter than artery wall
TL and correlated with the number of white blood cells. In turn, artery TL was impacted by total
cholesterol level. The results suggest that the length of leukocyte telomeres may reflect artery wall TL
and indirectly reflect the processes taking place in the artery wall in patients with atherosclerosis.
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1. Introduction

At the end of each chromosome, there are telomeres that are composed of a six-
nucleotide sequence and proteins. The main role of telomeres is to protect chromosomes
and provide genetic stability [1]. The progressive shortening of telomeres over time is a
result of DNA replication during cell division [2]. Changes in their length have been used as
a common indicator for cellular senescence and aging [3]. Interestingly, mounting evidence
in the literature suggests that telomere length (TL) may be associated with cardiovascular
diseases (CVDs) and their risk factors [4]. However, it is not clear whether the link between
shorter telomeres and CVD implies a causal relationship [5].

A high cholesterol level is one of the risk factors for cardiovascular diseases. It causes
oxidative stress, which leads to telomere shortening and cellular senescence as well as
the development of atherosclerotic plaque. The plaque deposition causes damage to the
vascular endothelium and leads to proliferation of hematopoietic progenitor cells (HSCs)
that induce an increase in leukocytes. Leukocytes during inflammatory response release
more reactive oxygen species (ROS), aggravating the pathological condition. Thus, the
length of telomeres may reflect the effect of oxidative stress, inflammation and mechanical
stress in vascular cells [4,6,7].

Leukocyte TL from peripheral blood was studied as a potential indicator of diseases
related to age, such as CVD [8], atherosclerosis [9] and hypertension [10]. Population
prospective studies demonstrated that individuals with short leukocyte TLs were more
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vulnerable to being subject to cardiovascular events, stroke and mortality [11-13]. In
turn, the works of other authors did not prove those relationships. For example, De
Mayer et al. [14] and Rietzschel et al. [15] did not find any association between leukocyte
TL and atherosclerosis. Other studies have shown that individuals, depending on the
degree of atherosclerosis advancement, have significantly variable telomere lengths in
their leukocytes [16]. Therefore, the literature data seem to be divergent. Although it is
widely believed that leukocyte TL corresponds with other tissue TL [17], it may not directly
reflect the local pathological process. The present study was conducted with the aim of
determining if there is any relationship between artery wall TL and leukocyte TL in patients
with peripheral arterial disease. An important aspect of this study was to examine whether
leukocyte TL may reflect local pathological lesions of the artery. Another goal of this work
was to analyze possible factors, including inflammation markers, that may have an impact
on artery and leukocyte TL.

2. Materials and Methods
2.1. Patients Samples

The study involved 32 patients (30 men and 2 women) treated at the University Clinical
Hospital in Opole for lower limb ischemia in the course of critical stenosis/occlusion of the
femoral artery division. In all patients, femoral artery endarterectomy and profundoplasty
were performed. The femoral artery was reconstructed with a saphenous vein patch. They
also underwent a medical examination and provided venous blood and tissue samples.

This research project was approved by the local ethics committee (KB/52/No2/2019).
All patients were informed about the aim of the study, and each participant gave their
written informed consent and completed the information survey.

2.2. DNA Preparation and Quantitative Polymerase Chain Reaction (qPCR)

DNA from venous blood and from the femoral artery was isolated using the GeneMA-
TRIX Quick Blood DNA Purification Kit and the GeneMATRIX Tissue DNA Purification Kit
(Eurx, Poland), respectively, according to the manufacturer’s instructions. Isolated DNA
was then quantified for further analysis using a BioSpectrometer (Eppendorf, Germany).

A quantitative PCR reaction was applied to determine telomere length according
to O’Callaghan and Fenech [18] with minor modifications. The synthetic oligomers for
albumin and telomeres were diluted (10 to 0.001 pg for telomere oligomers and 1 to
0.0001 pg for albumin oligomers) (Table 1) and used as a reference sample to prepare
the standard curve. Each plate included a standard curve. Plates for telomeres and the
reference gene (albumin) were run separately. The results were calculated only when the
efficiency of both reactions was equal [19]. All experimental and standard samples were
run in triplicate. Each reaction well contained 2 uL of DNA (10 ng), 2x SsoAdvanced Univ
SYBR Grn Supr (Bio-Rad), telomere primers (i.e., TeloF and TeloR primers—500 nM) or
primers for albumin (Albu and Albd primers—500 nM) and water to a final volume of
10 pL. The thermal cycling profile for telomeres was as follows: 10 min at 95 °C, 30 cycles
for 15 s at 95 °C and 1 min at 60 °C with a signal acquisition; for albumin: 15 min at 95 °C,
2 cycles for 15 s at 94 °C and 15 s at 49 °C and 35 cycles for 15s at 94 °C, 30 s at 84 °C and
15 s at 85 °C with a signal acquisition. The standard curve for each plate was generated
after thermal cycling and raw data collection by CFX Manager Software (Bio-Rad). The
efficiency of the reaction was equal for telomeres and albumin, and it was not lower than
90%. The variation of Ct values in the sample was <0.5 Ct (SD < 0.25) in both the telomere
and albumin runs. Mean Ct values were used to calculate the absolute telomere length in
bp, as described in [18].
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Table 1. Sequence of primers and oligomers used in the gPCR.

Primer/Oligomer Sequence Reference
Primer TeloF CGGTTTGTTTGGGTTTGGGTTTGGGTTTGGG TTTGGGTT (18]
Primer TeloR GGCTTGCCTTACCCTTACCCTTACCC TTACCCTTACCCT
Primer Albu CGGCGGCGGGCGGCGCGGGCTGGGCGGaaatgetgeacagaatecttg [20]
Primer Albd GCCCGGCCCGCCGCGCCCGTCCCGCCGgaaaageatggtegectgtt
Oligomer alb CAGAGTCACCAAATGCTGCACAGAATCCTT [19]

GGTGAACAGGCGACCATGCTTTTCAGCTCTGGAA

2.3. Statistical Analysis

Data were analyzed using R software, version 3.5.1 Vienna, Austria, (http://cran.r-
project.org accessed on 1 January 2020). Nominal variables are presented as 1 (%) while
continuous variables as the mean + SD or median (Q1; Q3), depending on the distribution.
The data distribution normality was assessed using the Shapiro-Wilk test and based on a
visual assessment of histograms. Group comparison was carried out with ANOVA analysis.
Additionally, univariate regression was used to model the level of leukocyte telomere length
and artery wall telomere length. Separate models were prepared for leukocyte telomere
length and artery wall telomere length. Models assessment included R? and adjusted R?
levels. Additionally, the correlation between leukocyte TL and artery wall TL was assessed
using Pearson’s correlation and Pearson’s partial correlation controlling for the effect of
white blood cells (WBCs). All tests were based on o = 0.05.

3. Results

The study included 32 patients (30 men and 2 women) of the University Clinical Hos-
pital of Opole. The average age was 67.6 £ 8.36 years. Detailed results of the biochemical
test assessments are included in Table 2.

Table 2. Characteristics of the study group.

Variable n Available Mean + SD/Median (Q1; Q3)
Age, years 32 67.63 = 8.36
Leukocyte telomeres 32 2381.63 + 897.96
Artery wall telomeres 32 5131.72 + 1 884.15
Ratio (artery wall TL/leukocyte TL) 32 2.34 +£0.88
Glucose, mg/dL 28 108.50 (95.25; 133.75)
Cholesterol, mg/dL 27 157.00 (135.50; 218.00)
CRP, mg/L 31 3.05 (1.30; 8.27)
LDL, mg/dL 9 58.20 (51.70; 95.00)
WBCs, 10% /uL 32 7.86 £2.17
HGB, g/dL 32 13.50 (12.25; 14.70)
Neutrophils, 10%/uL 23 4.14 (3.55; 5.52)
Lymphocytes, 10%/uL 23 2.09 £0.72
Platelets, 103 /uL 32 239.22 £+ 73.48

There was a significant positive correlation between artery wall TL and leukocyte TL
(R =0.38, p = 0.034) (Figure 1A). The analysis indicated that artery wall telomeres were, on
average, 2.34 £ 0.88 times longer than leukocyte telomeres (Table 2). There was a tendency
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towards leukocyte telomere shortening according to age. A weak negative correlation
between age and leukocyte telomeres and artery wall TL was present but without statistical
significance (p = 0.056 for leukocyte TL and p = 0.11 for artery TL). A trend towards a higher
count of WBCs and neutrophils with increasing telomere length was observed (Figure 1B,C)
as well as a positive correlation between leukocyte TL and total cholesterol (Figure 1D).
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Figure 1. Correlation between leukocyte TL and (A) artery wall TL (Pearson’s correlation, R = 0.3751;
p = 0.034); (B) WBCs (Pearson’s correlation, R = 0.5608; p = 0.0008); (C) neutrophils (Pearson’s
correlation, R = 0.6985; p = 0.0002); (D) total cholesterol (Pearson’s correlation, R = 0.5093; p = 0.049).

In univariate models, the length of leukocyte telomeres was significantly positively
impacted by cholesterol level, f = 3.62 (95% CI: 0.82 to 6.42, p = 0.013); WBC count,
 =232.03 (95% CI: 4.30 to 359.76, p = 0.001); neutrophils, 3 = 320.42 (95% CI: 171.45 to
469.39, p < 0.001) (Table 3).

The length of artery wall telomeres in univariate models was significantly positively
impacted only by cholesterol level, 3 = 6.68 (95% CI: 0.87 to 12.48, p = 0.026) (Table 4, Figure 2).
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Table 3. Univariate linear regression for leukocyte telomere length.

B 95% CI Std. B p

Age, years —25.44 —64.36 to 13.49 —0.24 0.192
Glucose, mg/dL 452 —0.70 t0 9.74 0.34 0.087
Cholesterol, mg/dL 3.62 0.82 to 6.42 0.47 0.013
CRP, mg/L 18.02 —15.98 to 52.03 0.20 0.287
LDL, mg/dL —5.10 —18.81 to 8.60 —0.31 0.408
WBCs, 103/uL 232.03 104.30 to 359.76 0.56 0.001
HGB, g/dL —8.80 —23.49 t0 5.89 —0.22 0.231
Neutrophils, 10%/uL 320.42 171.45 to 469.39 0.75 <0.001
Lymphocytes, 103 /uL 116.30 —486.46 to 719.12 0.09 0.692
Platelets, 103 /uL 2.68 —1.77 t0 7.12 0.02 0.229

[B—Dbeta coefficient in the regression model; Std. 3—standardized beta; Cl—confidence interval.

Table 4. Univariate regression for artery telomeres length.

B 95% CI Std. p %
Age, years —75.22 —154.46 to 4.02 —0.33 0.062
Glucose, mg/dL —-5.20 —17.15to0 6.54 —-0.18 0.379
Cholesterol, mg/dL 6.68 0.87 to 12.48 0.42 0.026
CRP, mg/L —6.24 —79.38 to 66.89 —0.03 0.863
LDL, mg/dL 5.93 —30.48 to 42.34 0.17 0.712
WBCs, 10°/uL 87.35 —234.71 to 409.40 0.10 0.584
HGB, g/dL —18.15 —48.99 to 12.69 —0.21 0.239
Neutrophils, 103 /uL 153.50 —254.65 to 561.75 0.17 0.443
Lymphocytes, 103 /uL 855.20 —284.19 to 1994.60 0.33 0.134
Platelets, 103 /uL 517 —4.20to 14.53 0.20 0.269

[B—Dbeta coefficient in regression model; Std. f—standardized beta; CI—confidence interval.
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Figure 2. Correlation between artery wall TL and total cholesterol (Pearson’s correlation, R = 0.6985;
p = 0.0002).

4. Discussion

Telomeres play an important protective role against premature cell aging. Their
progressive shortening and dysfunction lead to cell senescence.

According to global epidemiological statistics, the main population causes of mortality
are CVDs [21,22]. In the case of CVDs, including atherosclerosis, studies indicated that
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permanent DNA damage occurs in the telomeric regions as a result of mitochondrial
dysfunction. This phenomenon is independent of cell proliferation and telomere length [23].
Hence, telomeres have been extensively studied in order to figure out whether their length
may be useful as cardiovascular diseases prognostic factor. Several studies demonstrated
that shorter telomeres of leukocytes positively correlate with a higher risk of CVD [24].

The aim of the current study was to examine whether there is any relation between
leukocyte and artery wall. To our knowledge, this is the first study in which artery wall
telomeres of patients with lower limb ischemia were analyzed together with leukocyte
telomeres. In previous studies [2,17,25], high TL variability was observed among different
tissues as well as between individuals. A study of twelve different cadavers’ tissues showed
the highest TL in peripheral leukocytes and a significant correlation only between leukocyte,
muscle and liver telomere length [2]. However, in comparison to TL from living donors,
both Daniali et al. [17] and Demanelis et al. [25] reported that leukocytes have the shortest
telomeres. According to the authors, telomere length was positively correlated across
human tissue types, and leukocyte TL can serve as a proxy for tissue-specific telomere
length. Since previous studies included healthy tissues, it is uncertain whether leukocyte
TL correlated with the TL of tissues affected by the pathological process.

In our study, leukocyte TL was shorter (on average 2.34 & 0.88 times) than for artery
wall. Similarly, Nzietchueng et al. [26] also indicated that arterial segments, both with
and without atherosclerosis lesions, had longer telomeres in comparison with leukocyte
telomeres. We also observed variances between individuals. Nevertheless, there was a
moderate positive correlation between leukocyte and artery wall TLs, which is consistent
with previous findings. On account of the large difference between leukocyte and artery
TLs, we used a univariate regression model to evaluate parameters that may affect leukocyte
and artery telomere length.

We observed a positive correlation between leukocyte TL and WBC numbers, espe-
cially including neutrophils, that complies with previously published results [27,28]. The
association between telomere length and complete blood count has been reported in the
literature. A significant positive relationship was found with the number of white blood
cells and red blood cells, hemoglobin and hematocrit [29]. In addition, longer telomeres in
blood cells were correlated with an increased number of RBC and WBC [30]. In contrast,
De Meyer et al. [14] showed such an association for RBC, but not for WBC, both in men and
women of middle age. Interestingly, some works did not prove any significant association
between telomere length and complete blood count in elderly individuals [31-33]. The lack
of association between telomere length and hematological parameters in elderly people
may be explained by the fact that in hematopoietic stem cells of adults, a severe loss of
telomere DN A was observed [34].

Our results support the concept that telomere attrition may be a biomarker for reduced
proliferation reserve in hematopoietic progenitor cells, especially since our donors were
over 60 years old [29,30].

In our univariate model, leukocyte TL was impacted by total cholesterol which is
partially consistent with previous reports. Chen et al. [35,36] and Rehkopf et al. [37] demon-
strated that there is a positive correlation between leukocyte TL and HDL-cholesterol.
Because our data on LDL-cholesterol and HDL-cholesterol were limited to a few partic-
ipants, we can only confirm the correlation between total cholesterol and leukocyte TL.
Previous studies indicated that pathways of lipid synthesis and lipid uptake are activated
in HSC. However, they become overactivated during inflammation including atheroscle-
rosis [38]. Moreover, reduced lipoprotein uptake related to LDL shortage was associated
with a lower level of hematopoietic precursors resident in the bone marrow together with
cholesterol accumulation impacts on HSCs [39].

Our results showed that apart from total cholesterol, the other biochemical parame-
ters did not affect artery telomere length. As mentioned, a positive correlation between
leukocyte TL and HDL cholesterol was already observed [35,36], but there was no evidence
that the same correlation exists in the case of artery wall telomeres and cholesterol. One of
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the possible explanations for this phenomenon may be the fact that all of the participants
in the study were treated with statins. It is known that statins, which are traditionally
taken in order to decrease cholesterol levels, display pleiotropic effects, and by modulating
telomerase activity affect telomere erosion along with aging. Experiments have indicated
that therapy with statins is associated with the activity of telomerase and lower telomere
erosion, which seems to be a result of decreasing, either directly or indirectly, oxidative
telomere DNA damage [40-42]. The limitation of our study was that it had a small number
of patients, but the strength of this research was in the fact that the study group was
quite homogenous. Furthermore, each patient was a kind of control for themselves, as we
compared his/her length of artery wall telomeres with leukocyte TL.

5. Conclusions

In summary, our study showed, for the first time, that femoral artery wall TL is
significantly longer than leukocyte TL in patients with peripheral atherosclerosis. The
cholesterol level impacted both leukocyte and artery wall TL. A positive correlation between
WBC and TL was observed only in the case of leukocytes, which suggests that different
factors may have impacted leukocyte TL than for artery wall telomeres. The observed
correlation between artery wall and leukocyte TL prompts the conclusion that leukocyte
TL may reflect processes that take part in the artery wall of patients with atherosclerosis.
The question of whether TL may be used as a prognostic marker of atherosclerosis severity
remains open. Further studies with a large group of participants are needed to provide
more detailed information.
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