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THE CYTOKINE RESPONSE OF HUMAN CORONARY ARTERY ENDOTHELIAL CELLS
TREATED WITH DOXORUBICIN: RESULTS OF AN IN VITRO EXPERIMENT

A.V. Sinitskaya*, E.A. Velikanova, E.A. Senokosova, M. Yu. Sinitsky,
M. V. Khutornaya, M.A. Asanov, A.O. Poddubnyak, A.V. Ponasenko

Research Institute for Complex Issues of Cardiovascular Diseases,
6 Sosnovy blvd., Kemerovo, 652020 Russia; *e-mail: cepoav1991@gmail.com

The cytokine profile of primary coronary artery endothelial cells cultivated in the presence of doxorubicin
(2 pg/ml and 6 pg/ml) was evaluated using enzyme-linked immunosorbent assay and qPCR. Cultivation of cells
in the presence of these concentrations of doxorubicin for 24 h, upregulated expression of the following genes:
IL6 (by 2.30 and 2.66 times, respectively), ILIB (by 1.25 and 3.44 times), and CXCLS8 (by 6.47 times and 6.42 times),
MIF (2.34 and 2.28 times), CCL2 (4.22 and 3.98 times). Under these conditions the following genes were
downregulated: /L10, ILIR2, TNF. Cultivation of cells in the presence of doxorubicin (2 pug/ml and 6 pg/ml)

for 24 h also increased the secretion of IL-6.
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INTRODUCTION

Doxorubicin is an anthracycline antibiotic used
in the treatment of various types of malignant tumors
in humans. However, despite its efficiency against
various types of cancer, doxorubicin has cardiotoxic
effects [1, 2]. The administration of doxorubicin leads
to the accumulation of reactive oxygen species (ROS)
because quinone, a part of the anthracycline moiety,
is able to be reduced to semiquinone under the action
of cellular oxidoreductases. Next, semiquinone
is oxidized in the presence of molecular oxygen to form
superoxide anion. Thus, a cycle of redox reactions
is triggered; this results in accumulation of free radicals
in the cell. In this context cardiomyocytes and
vascular endothelial cells are sensitive to free radical
damage [3]. The amount of ROS can be also
increased by free divalent iron, which forms a complex
with doxorubicin and resultant products are toxic
radicals and reactive nitrogen species that induce
nitrosative stress and mitochondrial dysfunction [4].
Reaching systemic circulation, doxorubicin affects
vascular endothelial cells and this can lead
to the development of chronic vascular diseases after
the end of therapy [2]. The endothelium performs
various important functions for maintaining vascular
homeostasis; being the main regulator of substance
transport and cell migration through the vascular wall
it is especially important for the barrier function [5].
Regardless of the nature of the damaging agent,
endothelial damage leads to disruption of the barrier
function and release of pro- and anti-inflammatory
cytokines; this promotes the destruction of adhesive
and cellular contacts, initiating the development
of endothelial-to-mesenchymal transition [6].
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It is important to mnote that the balance
of pro- and anti-inflammatory cytokines is important
for eliminating the systemic side effects and toxicities
of chemotherapy [7].

This study was aimed to evaluate the cytokine
profile of primary human coronary artery endothelial
cells cultivated in the presence of doxorubicin.

MATERIALS AND METHODS

Cultivation of Endothelial Cells
in the Presence of Doxorubicin

A commercially available culture of primary
human coronary artery endothelial cells obtained
from healthy donor arteries (Cell Applications, USA)
was used in this study. Endothelial cells were thawed
and cultured using T-75 flasks (Techno Plastic Products,
Switzerland) in Human MesoEndo Growth Medium
(Cell Applications) according to the manufacturer’s
protocol. After reaching 80% confluence, the cells
were seeded into T-75 and T-25 culture flasks
(Techno Plastic Products). All cultural work
was carried out under sterile conditions at 37°C, 5% CO,
and high humidity in the cell incubator (Sanyo, Japan).
Next, doxorubicin hydrochloride (Sigma Aldrich, USA)
was added to the culture flasks to the final
concentration of 2 pg/ml or 6 pg/ml and the flasks were
incubated for 24 h. These doxorubicin concentrations
were selected on the basis of literature data and
OECD (Organization for Economic Co-operation and
Development) recommendations for testing chemical
compounds [8]. The same volume of deionized water
was added to the cells used as control.
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Isolation of RNA and Determination
of Gene Expression Levels

To extract RNA, cells after incubation were washed
with a cold solution of phosphate-buffered saline and
then lysed with TRIzol (Thermo Fisher Scientific, USA).
RNA isolation was performed using a commercial
RNeasy Plus Universal Mini Kit (Qiagen, Germany)
following the manufacturer’s protocol. The quality
and quantity of isolated RNA were determined
using a Qubit 4 fluorometer (Invitrogen, USA)
by assessing the RIQ (RNA Integrity and Quality) index
and using the Qubit RNA IQ Assay Kit (Invitrogen).
Gene expression was evaluated by qPCR with reverse
transcription according to the protocol described
previously [9]. The genes encoding the main
pro-inflammatory cytokines (/L/B, IL6, CXCLS, IL10,
IL124, IL12B, TNF, CCL2, MIF), as well as some
of their receptors (ILIR1, ILIR2), were selected as genes
of interest. The gene expression results were normalized
to the reference genes GAPDH, ACTB, and B2M.

Analysis of the Level of Cytokines Secreted
by Primary Endothelial Cells

After incubation of cells with doxorubicin, the culture
medium was aliquotted into 1.5 ml Eppendorf tubes,
and stored at -40°C. The secretion of cytokines
(IL-1B, IL-6, IL-8, TNFa) by endothelial cells
cultivated the presence of doxorubicin was carried out
by measuring their concentration in the culture medium
by means of enzyme-linked immunosorbent assay and
commercial kits (Invitrogen; Vector-best, Russia),
according to the manufacturers’ instructions. Optical
density was measured using a Multiskan Sky microplate
spectrophotometer (Thermo Fisher Scientific).

Statistical data processing was carried out
using the GraphPad Prism 7 software (GraphPad
Software, USA). Normality of distribution was assessed
using the Shapiro-Wilk test; comparison between
groups was assessed using the Mann-Whitney U test.
The expression of the studied genes was calculated
using the Pfaffl method [10] and expressed as a fold
change relative to control endothelial cells.

RESULTS AND DISCUSSION

Cultivation of cells in the presence
of 2 pug/ml doxorubicin for 24 h increased IL-6 secretion
(p=0.045) compared to unexposed cells, while

cultivation with 6 pg/ml doxorubicin led to a statistically
significant decrease in the level of this cytokine
(»=0.011), apparently due to increased cytotoxicity of this
concentration of doxorubicin (Table 1). No statistically
significant differences were found in secretion of tumor
necrosis factor (TNFa), IL-1p, and IL-8. In addition,
comparison of the secretion of the studied cytokines
in the two study groups (incubated in the presence
of 2 pg/ml doxorubicin or 6 pg/ml doxorubicin)
showed differences only in the level of IL-6 (p=0.021).

A comparative analysis of the expression profile
of genes encoding the studied cytokines revealed
a significant upregulation of /L6, ILIB, CXCLS, MIF,
CCL2 and downregulation of IL10, ILIR2, and TNF;
expression of other genes changed insignificantly
(Table 2).

Our study has shown that human coronary artery
primary endothelial cells are characterized by a specific
response to exposure to 2 pug/ml and 6 pg/ml doxorubicin.
The gene expression profile of endothelial cells
cultivated with 2 pg/ml and 6 pg/ml doxorubicin
did not differ from each other, but differences
were detected in the level of IL-6 secretion into
the culture medium.

It was previously demonstrated that cultivation
of endothelial cells under conditions of the genotoxic
load caused by mitomycin C increased both the level
of IL6 and CXCLS gene expression and concentration
of their protein products in the culture medium [11].
It has also been shown that the addition of calcium
phosphate bions to primary coronary artery
endothelial cells induced secretion of pro-inflammatory
cytokines (IL-6 and IL-8) into the medium
due to increased levels of their mRNAs [12].
Our study revealed that exposure of endothelial cells
to doxorubicin (2 pg/ml and 6 pg/ml) led to a marked
increase in the expression of the /L6 and CXCLS genes,
as well as [LIB, compared to the control;
however, at the protein level, these differences
were shown only for IL-6. An increase in the level
of pro-inflammatory cytokines may be one of the triggers
for the development of endothelial dysfunction, which
can subsequently lead to the development of serious
cardiovascular catastrophes [13].

This study also revealed a statistically significant
increase in the expression level of macrophage
migration inhibitory factor (MIF) gene in the two study
groups. Macrophage migration inhibitory factor (MIF)

Table 1. The level of pro-inflammatory cytokines secreted into the culture medium

Secreted cytokines

Level of cytokines secreted into the culture medium, Me (Q1;Q3)

Control Doxorubicin 2 pg/ml Doxorubicin 6 pg/ml
IL-1B 3.82 (3.614.13) 5.04 (4.27-6.04) 4.82 (4.68-5.15)
IL-6 8.21 (7.21-8.24) 24.69 (20.38-45.56)* 0.83 (0.74-2.86)**
1L-8 151.70 (136.90-174.80) 170.50 (134.60-179.20) 177.70 (175.40-194.30)
TNFa 10,48 (10,38-11,68) 11.13 (10.77-11.54) 10.50 (10.35-11.39)

*  statistically significant difference in IL-6 concentration between control and 2 pg/ml doroxubicin (p=0.045);
** statistically significant difference in IL-6 concentration between control and 6 pg/ml doroxubicin (p=0.011).
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Table 2. Comparative analysis of cytokine gene expression profile

Fold change after treatment
Gene Protein Primers with doxorubicin
2 pg/ml 6 pg/ml
. Forward: TGGCTTATTACAGTGGCAATG
ILIB Interleukin-1 beta Reverse: GTGGTGGTCGGAGATTCG 1.25 3.44
. Forward: GGCACTGGCAGAAAACAACC
1L Interleukin-6 Reverse: GCAAGTCTCCTCATTGAATCC 230 266
. Forward: CAGAGACAGCAGAGCACAC
CXCLS | Interleukin-§ Reverse: AGTTCTTTAGCACTCCTTGGC 647 642
. Forward: GGAGGACTTTAAGGGTTAC
[L10° | Interleukin-10 Reverse: TTCACAGGGAAGAAATCG 0.58 0.56
. . Forward: GCCTTCACCACTCCCAAAAC Lack Lack
[L124° | Interleukin-12 subunit alpha | o o o TG TCTGGCCTTCTGGAGCAT of amplification | of amplification
. . Forward: GGACATCATCAAACCTGACC Lack Lack
[LI12B | Interleukin-12 subunitbeta | o oo AGGGAGAAGTAGGAATGTGG of amplification | of amplification
. Forward: GGCTGAAAAGCATAGAGGGAAC
ILIRI Interleukin-1 receptor type 1 Reverse: CTGGGCTCACAATCACAGG 1.35 1.71
. Forward: TGGCACCTACGTCTGCACTACT
ILIR2 Interleukin-1 receptor type 2 Reverse: TTGCGGGTATGAGATGAACG 0.38 0.50
. Forward: ATGAGCACTGAAAGCATGATCC
INF Tumor necrosis factor Reverse: GAGGGCTGATTAGAGAGAGGTC 0.20 0.33
MIF Macrophage migration Forward: GGTGTCCGAGAAGTCAGGCA )34 598
inhibitory factor Reverse: GGGGCACGTTGGTGTTTACG ’ ’
CCL2 Monocyte chemoattractant Forward: TTCTGTGCCCTGCTGCTCATAG 42 308
protein 1 Reverse: AGGTGACTGGGGCATTGATTG ’ )

is a homotrimeric protein that acts as a pleiotropic
pro-inflammatory cytokine, which is involved
in the processes of leukocyte recruitment, inflammation,
and cell proliferation [14]. MIF is produced
by various types of endothelial and epithelial cells.
Increased MIF secretion promotes the recruitment
of leukocytes by increasing the expression
of E-selectin, ICAM-1, VCAM-1, IL-8, and MCP-1 [15];
this is a specific response to cell damage. Thus,
it can be assumed that doxorubicin may contribute
to the development of endothelial dysfunction. However,
further in vitro and in vivo studies are needed to confirm
this hypothesis. The presented research was performed
at the first time: researchers are mainly focused
on studies of the doxorubicin effects on cardiomyocytes.
At the same time, there are a few reports
on the doxorubicin effect on the vascular endothelium.
For example, Ivanova has shown that a single
administration of 4 pg/kg doxorubicin to rats
had a significant impact on their body mass and
vascular reactivity (an increase in the amplitude
of vasoconstriction to phenylephrine by 18.5%,
and a decrease in reactivity to exogenous NO) [16].
Another team of authors performed experiments
in which they isolated the thoracic aorta of Wistar rats
and incubated it in 10 uM doxorubicin. Results of this
study have shown that incubation of isolated thoracic
artery for an hour incubation leads to the increased
vasoconstrictor reactions to phenylephrine [17].
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A group of researchers from China demonstrated
that the thoracic aorta of mice treated with
2.5 mg/kg doxorubicin for 3 weeks demonstrated
signs of inflammatory infiltration as well as interstitial
cell hypertrophy [18]. In addition, they showed that
the addition of 100 uM doxorubicin to umbilical vein
endothelial cells caused an increase in the concentration
of lactate dehydrogenases in the culture medium and
also decreased cell viability [18]. Besides studies
describing the effects of doxorubicin on endothelial
cells, there are reports on its effect on smooth muscle
cells [19, 20]. For example, a single intraperitoneal
administration of 4 mg/kg doxorubicin to mice changed
functional activity of smooth muscle cells [21].

In summary it should be noted, that the available
experimental data are limited to single studies aimed
at studying molecular mechanisms of the doxorubicin
action on endothelial and smooth muscle cells. The study
we have conducted is a pilot study for subsequent
analysis of the molecular-genetic mechanisms
of the doxorubicin action on endothelial cells; it clearly
requires additional experiments to be performed.

CONCLUSIONS

Results of this study indicate that primary
endothelial cells of the human coronary artery,
cultivated in the presence of doxorubicin
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(2 pg/ml and 6 pg/ml) are characterized by changes
in the level of cytokine expression, that is suggesting
their pro-inflammatory activation.
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IMTOKUHOBBIN OTBET SHJIOTEJIHUAJIBHBIX KJIETOK KOPOHAPHOM APTEPUM YEJIOBEKA
HA BO3JIEVICTBHUE JJOKCOPYBUIIMHOM: SKCIIEPUMEHT IN VITRO

A.B. Cunuuykaa*, E.A. Benruxkanosa, E.A. Cenokocoea, M.1O. Cunuuyxuii,
M.B. Xymopuasa, M.A. Acanos, A.O. I1000yonsax, A.B. Ilonacenxo

HayuHo-Hcceq0BaTeIbCKHii HHCTUTYT KOMIUIEKCHBIX MPOOJIEM CEPAEYHO-COCYANCTHIX 3a00JIeBaHMI,
652002, Kemeporo, CocHOBBIN OyibBap, 6; *211. moura: cepoav1991@gmail.com

Metonamu nMMyHO(epMeHTHOTO aHam3a u KIIL[P orneHeH U TOKMHOBEIH PO HITH IEPBUYHBIX SHOTCITHATEHBIX
KJICTOK KOPOHAPHOH apTepyH, KYJIFTUBUPYEMBIX B IPUCYTCTBHU TOKCOPYOUITITHA B KOHIICHTPAITUAX 2 MKT/MIT B 6 MKT/MJI.
[Toka3zaHO, 4TO TPH KYIGTUBHPOBAHWHM KIETOK B TEYCHHE CYTOK C OTHMH KOHIECHTPAUHAMHU IOKCOPYOHUITMHA
HaOromaeTcsl MOBBIIEHHE dKcrpeccnu TeHoB /L6 (B 2,30 u 2,66 paza coorBercTBeHHO), [LIB (B 1,25 n 3,44 paza),
CXCLS (B 6,47 u 6,42 paza), a Taxxe MIF (B 2,34 u 2,28 pa3), CCL2 (8 4,22 u 3,98 pa3); rumnoskcipeccus nokasaHa
it reHoB IL10, ILIR2, TNF. KynsTuBupoBaHHE KJIETOK B MPUCYTCTBUH JOKCOpYOMIIMHA (2 MKI/MJ U 6 MKI/MIT)
B TEUCHHE CYTOK TaKKe MOBBIIIAN0 cekpenuio [L-6.

Tonuwiii mexcm cmamuvu HA PYCCKOM A3blKe docmynel Ha cavime xcypuana (hitp://pbmce.ibmc.msk.ru).

KawueBble cjioBa: TEpBUYHBIC JHAOTENWANbHBIE KJISTKHM KOPOHAPHOW apTepuu YeloBeKa; MOKCOpyOWIIMHA
ruapoxyopun; KIIIIP; sxcnpeccusi reHOB; IUTOKUHBI

dunancupoBanue. lccienoBaHue BBIIONHEHO INPU MOAJCPKKE KOMIUICKCHOH MHporpaMmbl (yHIaMEHTaIbHBIX
HayuHbIX uccaenoBannii CO PAH B pamkax ¢pynnamenransaoit Tembl HUW KIICC3 Ne 0419-2022-0001.
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