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Background: Antiplatelet drugs, such as ticagrelor, which target platelet P2Y, receptors, are used for prevention of ischemic heart
disease. Ticagrelor is also known to have pleiotropic effects of unknown mechanisms. Ticagrelor could influence the expression of
molecules involved in resolution of inflammation. This study aimed to investigate if ticagrelor could change the expression of CYP4F2
and its encoded protein concentration and, additionally, to determine ticagrelor possible antibacterial activity against gram-negative bacteria.
Methods: CYP4F?2 expression was determined in HUVEC and HepG?2 cell lines by qPCR. CYP4F2 protein concentration was determined by
ELISA. Antibiotic susceptibility testing was performed using a disc diffusion method.

Results: Ticagrelor was observed to reduce the expression of CYP4F2 in HUVEC and HepG2 cell lines. It also reduced CYP4F2 protein
levels in HUVEC cells. Ticagrelor had no bactericidal activity against gram-negative third generation cephalosporin resistant E. coli.
Conclusion: Ticagrelor reduced CYP4F2 protein concentration in HUVEC, and CYP4F2 expression in HUVEC and HepG2 cells, but
had no effect on third-generation cephalosporin-resistant E. coli strains.
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Introduction

According to the World Health Organization, ischemic heart disease is one of the most common causes of illness and
death in the world. More than 9 million deaths in 2016 were attributed to this disease.' Although mortality rates from
ischemic heart disease are decreasing globally due to prevention programs and medical progress in improving diagnostic
tools and treatment strategies, heart disease risk factors are becoming more prevalent. “Western lifestyle”, overweight
and obesity, physical inactivity, stress, and an unhealthy diet led to higher prevalence of cardiovascular risk factors.”
Recently, COVID-19 has also been observed to promote the development of ischemic cardiovascular disease.’

Atherosclerosis is the main cause of ischemic heart disease. It is characterized by atherosclerotic plaque formation in
the arterial walls, narrowing the lumen of the blood vessel and resulting in reduced oxygen supply to the heart muscle
which can develop into ischemic heart disease. The atherosclerotic plaque might rupture then cause arterial thrombosis
and occlusion of the vessel, dramatically reducing the blood supply to the myocardium followed by unstable angina.*
Endothelial damage and dysfunction were observed in COVID-19 patients additionally to microthrombus formation
which could result in ischemia and end-organ damage.’

Platelets are the key elements in arterial thrombosis, thus, drugs, affecting platelet aggregation are used to prevent arterial
thrombosis. Dual antiplatelet therapy with aspirin and platelet P2Y, receptor blocker (ticagrelor, prasugrel, clopidogrel) is
usually recommended to prevent arterial thrombus formation in clinical practice.*’” P2Y |, receptors are located on the surface of
platelets which can be activated by aggregation agonist adenosine diphosphate (ADP). P2Y, is a key component in platelet
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activation and may play a significant role in the development of arterial thrombosis. Adenosine diphosphate (P2Y,) receptor
blockers (such as ticagrelor, clopidogrel, and prasugrel) are usually used in combination with aspirin. However, most recent data
showed that ticagrelor could be recommended and as a single antiplatelet agent.® Ticagrelor binds directly and reversibly to
P2Y, receptors on platelet membranes, thereby blocking ADP binding and preventing the induction of platelet aggregation.’
Metabolic activation of ticagrelor is not necessary for its antiplatelet function. Ticagrelor is extensively metabolized by enzymes
of the hepatic cytochrome P450 (CYP450) family, and AR-C124910XX is its only known active metabolite."

Ticagrelor may affect not only platelets, but also endothelial cells on which surface P2Y, receptors are present, eg,
vascular smooth muscle cells, leukocytes, macrophages, osteoblasts, microglial, and dendritic cells. However, there is a lack of
information about possible effects of ticagrelor on other cell types apart from platelets."' '* Ticagrelor, to its antiplatelet
properties, has also shown to have pleiotropic effects, such as erythrocyte adenosine reabsorption inhibition, stimulation of
ATP secretion from erythrocytes, and atherosclerotic plaque stabilization.'*'* A recent study observed a new pleiotropic effect
of ticagrelor. Lancellotti et al'®> determined that ticagrelor and its active metabolite (AR-C124910XX) have an antibacterial
effect on antibiotic-resistant gram-positive bacteria. However, the antibacterial properties of ticagrelor and its metabolite have
not been extensively studied, thus the mechanisms of most ticagrelor pleiotropic effects including its possible antibacterial
activity are unknown.

The influence of ticagrelor on humans may vary depending on the activity of cytochrome P450 (CYP450) enzymes.
Cytochrome P450 is involved in metabolism of ticagrelor but also might metabolize arachidonic acid (AA). AA is a
polyunsaturated fatty acid (PUFA) which is consumed in small amounts from a regular human diet, and it is found in cell
membrane’s phospholipids.'® Arachidonic acid is vital for the synthesis of eicosanoids influencing numerous metabolic activities
including platelet aggregation, inflammation, hemorrhages, vasoconstriction and vasodilation, blood pressure, and immune
function. AA is known to be metabolized in various organs, such as the liver, kidneys, lungs, brain, heart, and blood vessels. 7AA
metabolite 20-hydroxyeicosatetraenoic acid (20-HETE) plays a crucial role in the development of atherosclerosis, cardiovascular
diseases, thrombosis, and hypertension due to its vasoconstrictive and pro-inflammatory properties.'® 20-HETE is synthesized by
CYP4A (CYP4A11, CYP4A22) and CYPAF (CYP4F2, CYP4F3) enzyme subfamilies in the human liver.'*?° CYP4F2 is the
main enzyme acting in 20-HETE biosynthesis of the kidney’s and blood vessels’s smooth muscle cells.?'** Another significant
20-HETE-synthesizing enzyme, CYP4Al1, is highly expressed in the liver and kidneys. Elevated concentration of 20-HETE
promotes tissue damage, endothelial dysfunction, inflammation, atherosclerosis, and hypertension, and increases risk of
circulatory system diseases and arterial thrombosis.'***** Inhibition of CYP4F2 and, by extension, 20-HETE biosynthesis
could reduce the risk of developing heart disease, hypertension, stroke, and some types of cancer.”’

Both CYP4F2 and CYP4Al11 enzymes are responsible for the biosynthesis of the pro-inflammatory 20-HETE which
contributes to the development and progression of ischemic heart disease. For this reason, we aimed to investigate the
influence of ticagrelor on CYP4F2 enzyme concentration and CYP4F2 gene expression. The experiment was performed
with the human umbilical vein endothelial cell (HUVEC) line as these endothelial cells express the P2Y, receptor, the
target of ticagrelor. To confirm ticagrelor influence on CYP4F2 enzyme, we determined CYP4F2 gene expression in
hepatocellular carcinoma, HepG2, cell line. For the pleotropic role of ticagrelor confirmation besides CYP4F2 gene we
decided to determine CYP4A1l gene expression. Previous studies showed that ticagrelor might have antibacterial

activity,'® thus we investigated the effect of ticagrelor on Escherichia coli.

Materials and Methods

HUVEC Cell Culture

The HUVEC cell line was obtained from Gibco (Gibco by Life Technologies, USA). HUVEC cells were grown in 6-well
cell culture plates (0.3x10° cells/well, Nunclon Delta Surface, Thermo Fisher Scientific, USA) in Medium 200 basal
culture media (Gibco by Life Technologies, USA) supplemented with Large Vessel Endothelial Supplement (LVES 50X,
Gibco by Life Technologies, USA). Cells were kept in a cell incubator at 37°C, 5% CO,, and under maintaining humidity
conditions. Cell viability and concentration were determined using an automated cell counter (Countess II Automated
Cell Counter, Invitrogen, USA) and 0.4% trypan blue (Gibco by Life Technologies, USA) dye.
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Commercially purchased HepG2 cell line (ATCC, USA), obtained from the Institute for Digestive Research (Kaunas,
Lithuania), was used. Cells were cultivated in Dulbecco’s Modified Eagle Medium (DMEM) (Gibco by Life
Technologies, USA) supplemented with Fetal Bovine Serum (FBS) (Gibco by Life Technologies, USA).
Environmental growth conditions for HepG2 were the same as for HUVECs.

Treatment with Ticagrelor

Ticagrelor stock solution was prepared by dissolving 90 mg ticagrelor tablets (AstraZeneca, UK) in ddH,O. Quantitative
analysis of dissolved ticagrelor was determined by using UPLC-QTOF-MS method. Ticagrelor solutions of different
concentrations (0.5 uM, 1 uM, 2 uM, 3 uM, 5 uM) were prepared by diluting the calculated amount of ticagrelor stock
solution with saline (0.9% NaCl). HUVECs were incubated with 10 pL of each ticagrelor solution (0.5 uM, 1 uM, 2 uM, 3 uM,
5 uM) for 24 hours (Figure 1), thus the final concentration of ticagrelor in HUVECs medium was obtained, respectively, 2.5
nM, 5 nM, 10 nM, 15 nM, and 25 nM. Cells from passages 3 to 7 were actively proliferating when samples were harvested and
analyzed.

RNA Extraction, Reverse Transcription Reaction, and Quantitative Polymerase Chain
Reaction (qPCR)

Total RNA was extracted from HUVEC cells after treatment with ticagrelor solution using mirVana miRNA Isolation Kit
(Invitrogen, USA), and reverse transcription was carried out with a High-Capacity cDNA Reverse Transcription Kit
(Thermo Fisher Scientific, USA) according to the manufacturer’s instructions. The expression of human CYP4F2 and
CYP4A1l genes were quantified by quantitative PCR (qPCR) using Maxima SYBR Green/ROX gPCR Master Mix 2X
(Thermo Fisher Scientific, USA) on real time thermal cycler ABI 7900HT (Applied Biosystems, USA) (Figure 1). gPCR
reactions were performed in triplicate. Sequences of the primers and thermal cycling program parameters used in the
gqPCR are shown in Tables 1 and 2, respectively. The expression of CYP4F2 and CYP4A1l genes was normalized to
human TFRC gene using the ACt method. The results were evaluated using the 27**“ method.

HUVEC cell line
{ | 6-well cell culture plate \ ‘ 6-well cell culture plate | \\
Ticagrelor-treated HUVEC Control C°""°1 Ticagrelor-treated HUVEC
(0.5 pM, 1 pM, 2 pM, 3 pM, 5 pM) n =6 n =6 (0.5 pM, 1 pM, 2 pM, 3 pM, 5 pM)
n=30 n=30
(6 replicates of each concentration) (6 replicates of each concentration)
k | Incubation for 24 h, 37°C, 5% CO; | | Incubation for 24 h, 37°C, 5% CO; | J

[ [
/[ Isolation of RNi from HUVEC ]\ /[ HUVE(i lysate ]\

[ Reverse transcription reaction ] [ Sandwich ELISA ]

|

gPCR

Q CYP4F2 gene expression ) @CYIMFZ enzyme concennauoﬁ

Figure | Experimental set-up.
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Table | qPCR Primers Used for Gene Expression Evaluation

Gene Primer Primer Sequence Amplification
Product Size (bp)
CYP4F2 Forward 5-ATGAAGACGGGAAGAAGTTATCTG-3" 229
Reverse 5'-ATGGTCAGGAAGGGCAAATGG-3"
CYP4AI | Forward 5'-CTCAACACAGCCACGCTTTC-3" 163
Reverse 5'-ACAAGTCGTGCAATGGGGAT-3
TFRC Forward 5-ACTTGCCCAGATGTTCTCAGAT-3" 133
Reverse 5'-CGAAAGGTATCCCTCTAGCCAT-3"

Table 2 qPCR Program

Step Temperature (°C) Time Cycles
Initialization 95 10 min |
Denaturation 95 I15s 40
Annealing 60.6 30s

Elongation 72 | min

ELISA

Sandwich enzyme immunoassay (Enzyme-linked Immunosorbent Assay Kit for Cytochrome P450 4F2 (CYP4F2),
Cloud-Clone Corp., USA) was used to quantify cytochrome P450 4F2 (CYP4F2) in HUVEC cell lysates (Figure 1).
The assay was carried out in accordance with the instructions of the manufacturer. The concentration of CYP4F2 was
determined by measuring optical density at 450 nm using a microplate reader (Stat Fax 4200, Awareness Technologies,
USA) and performing the calculations by using a standard calibration curve.

Antibiotic Susceptibility Testing

The antibiotic susceptibility testing of three third generation cephalosporins, cefotaxime, ceftazidime, and cefepime,
resistant Escherichia coli strains (12-7010, 12-12,159, and N-11044.1) was performed using the standard disc diffusion
method on Mueller-Hinton agar (MH) with or without ticagrelor (final ticagrelor concentration in MH agar was 0.5 uM)
(Figure 2). 0.5 McFarland standard bacterial suspension was prepared from an overnight culture of E. coli according to
EUCAST recommendations.*® Using a sterile swab, standardized E. coli inoculum were spread on both plain MH agar
plates and plates containing ticagrelor (0.5 uM). Three antibiotic discs of third generation cephalosporins (Oxoid, UK)
were placed equidistant from each other on the agar plates which were incubated at 35+2°C for 24 hours. The antibiotics
used in the study are listed in Table 3. Inhibition zone diameters were measured, and the results were interpreted
according to the European Committee on Antimicrobial Susceptibility Testing (EUCAST) guidelines.’” A reference
strain of Escherichia coli ATCC 25922 was used as a quality control for antibiotic susceptibility testing.

Statistical Analysis

Statistical analysis was performed using IBM SPSS Statistics V26 (IBM Corp., USA) and GraphPad Prism V8 (La Jolla,
USA) software. Differences between the two independent groups were evaluated using a nonparametric Mann Whitney
U-test, and p<0.05 was considered to indicate a statistically significant difference.

Results
CYP4F2 Gene Expression

CYP4F?2 expression was determined to be reduced in HUVEC cells treated with ticagrelor (1 uM concentration and higher) in
comparison to untreated control cells, as shown in Table 4. Ticagrelor influence on CYP4F2 checked using HepG2 cell line,
the results showed a tendency of CYP4F2 expression reduction (1 uM concentration and higher) presented in Table 5.
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[ Escherichia coli ]
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CAZ— ceftazadime; FEP — cefepime

Figure 2 Experimental design of antibiotic susceptibility test.

Quantification of CYP4F2 Protein

Significantly lower concentration of CYP4F2 was determined in ticagrelor treated HUVEC cells in comparison to
untreated cells (Table 6).

Table 3 Antibiotics Used in the Antibiotic Susceptibility Testing

Antibiotic Generation Concentration Manufacturer
Cefotaxime Third-generation cephalosporin 30 pg Oxoid, UK
Ceftazidime Third-generation cephalosporin

Cefepime Fourth-generation cephalosporin

Table 4 CYP4F2 Expression in HUVEC Cells After Treatment with Ticagrelor

Sample (Ticagrelor CYP4F2 ACt Change Fold Change, FC p-value
Concentration) . L. K (% Standard Deviation,
Median Minimum-Maximum
SD)
Value
Control (0 uM) 15.7 14.2-15.9 - -
Ticagrelor (0.5 pM) 16.2 15.5-16.9 0.654 (+0.276) 0.240
Ticagrelor (I pM) 16.3 15.6-16.8 0.624 (+0.201) 0.041
Ticagrelor (2 pM) 16.5 15.7-16.9 0.578 (+0.120) 0.026
Ticagrelor (3 uM) 16.3 15.8-17.5 0.582 (+0.245) 0.032
Ticagrelor (5 uM) 17.0 15.8-18.0 0.417 (£0.213) 0.009

Notes: HUVEC cells were treated with 0.5 uM, | puM, 2 pM, 3 uM, and 5 pM ticagrelor solutions for 24 hours. CYP4F2 expression was
measured by qPCR. Data were normalized to expression of TFRC housekeeping gene.
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Table 5 CYP4F2 Expression in HepG2 Cells After Treatment with Ticagrelor

Sample (Ticagrelor CYP4F2 ACt Change Fold Change, FC p-value
Concentration) Median ( Standard Deviation, SD)

Control (0 uM) 5.07 - -
Ticagrelor (0.5 uM) 4.97 1.079 (+0.068) 0.667
Ticagrelor (I pM) 5.29 0.864 (+0.047) 0.667
Ticagrelor (2 pM) 5.42 0.787 (£0.054) 0.667
Ticagrelor (3 pM) 5.36 0.819 (+0.060) 0.667
Ticagrelor (5 pM) 5.39 0.808 (0.151) 0.667

Notes: HepG2 cells were treated with 0.5 pM, | uM, 2 uM, 3 uM, and 5 uM ticagrelor solutions for 24 hours. CYP4F2 expression

was measured by qPCR. Data were normalized to expression of TFRC housekeeping gene.

Table 6 CYP4F2 Protein Concentration in HUVEC Cells After Treatment with Ticagrelor

Sample (Ticagrelor CYP4F2 Concentration p-value
Concentration) Median, ng/mL Minimum-Maximum Value, ng/mL

Control (0 uM) 41.9 9.40-42.9 -
Ticagrelor (0.5 uM) 20.6 6.65-23.3 0.039
Ticagrelor (I uM) 18.0 6.15-22.7 0.045
Ticagrelor (2 uM) 19.5 7.00-25.4 0.041
Ticagrelor (3 uM) 18.2 5.20-25.4 0.043
Ticagrelor (5 uM) 16.5 5.45-20.9 0.036

Notes: HUVEC cells were treated with 0.5 uM, | uM, 2 uM, 3 uM, and 5 uM ticagrelor solutions for 24 hours. CYP4F2 protein

concentration was determined by ELISA.

CYP4AIl | Gene Expression
CYP4A11 gene was not expressed in HUVEC cells. HepG2 cells treated with ticagrelor showed a tendency of CYP4F?2
expression reduction (1 pM concentration and higher) in comparison to untreated control cells (Table 7).

Table 7 CYP4A || Expression in HepG2 Cells After Treatment with Ticagrelor

Sample (Ticagrelor CYP4Al 1 ACt Change Fold Change, FC p-value
Concentration) Median (* Standard Deviation, SD)

Control (0 uM) 14.32 - -
Ticagrelor (0.5 uM) 14.27 1.206 (+0.366) 0.9
Ticagrelor (1 uM) 14.67 0.843 (+0.073) 0.4
Ticagrelor (2 uM) 14.73 0.798 (+0.106) 0.4
Ticagrelor (3 uM) 14.66 0.864 (+0.138) 0.4
Ticagrelor (5 uM) 14.59 0.764 (+0.18) 0.4

Notes: HepG2 cells were treated with 0.5 uM, | pM, 2 uM, 3 pM, and 5 pM ticagrelor solutions for 24 hours. CYP4Al |
expression was measured by qPCR. Data were normalized to expression of TFRC housekeeping gene.
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Antibiotic Susceptibility Test

Ticagrelor treatment had no effect on third-generation cephalosporin-resistant E. coli strains.

Discussion

The results of this study demonstrated that ticagrelor reduced CYP4F2 expression in HUVEC and HepG2 cells,
additionally CYP4F2 protein concentration in HUVEC cell cultures. Possibly, ticagrelor reduced CYP4A11 expression
in HepG2, but HUVEC cells did not show any CYP4A11 expression. The antimicrobial effect of 0.5 uM ticagrelor on E.
coli was not detected.

Ticagrelor Can Change CYP4F2 Expression and Concentration

Besides antiplatelet activity, ticagrelor is known to exhibit pleiotropic effects which could determine its clinical impact in
decreasing mortality associated with cardiovascular events.”*?’ There is ongoing research to determine other, currently
unknown mechanisms of ticagrelor’s pleiotropic effects.'* One of the best-known pleiotropic effects of ticagrelor is
vasodilatation, which is explained by prevention of cellular adenosine uptake which results in increased plasma levels of
adenosine. Extracellular adenosine has many positive physiological effects, such as vasodilation, secretion of endothelial
factors, also cardioprotection. Adenosine inhibits inflammation by reducing neutrophil adhesion in the vascular endothelium,
increases coronary blood flow, and inhibits vascular smooth muscle contraction.'>'* Several clinical studies have suggested
that ticagrelor has anti-atherosclerotic effects and might improve endothelial function.'***' It could be determined by an
increase of endothelial progenitor cells which are critical for vascular healing and endothelial regeneration.’* Additionally,
anti-atherosclerotic effects were shown by ticagrelor mediated reduction of circulating epidermal growth factor which is
associated with endothelial dysfunction, hypertension, restenosis, atherogenesis, and cardiac remodeling.*® Ticagrelor also
reduces procoagulant tissue factor expression and activity in human aortic endothelial cells. This factor is essential for
activation of the extrinsic pathway of the coagulation cascade that can lead to thrombus formation, thus, ticagrelor could
reduce the risk of thrombosis by inhibiting the procoagulant tissue factor.>* In our study, ticagrelor was found to decrease
CYP4F?2 gene expression in both HUVEC and HepG2 cells and enzyme concentration in HUVEC cells. The results of the
experiment performed with HUVEC cells, clearly demonstrated that ticagrelor reduces CYP4F2 expression in a dose-
dependent manner. Moreover, ticagrelor potentially reduced CYP4A11 expression in HepG2 cells when expression of
CYP4A11 in HUVEC cells was not determined. Some studies have shown that ticagrelor in vivo and in vitro could influence
the expression of other genes which are involved in vascular inflammation.'*> Ticagrelor was determined to inhibit the
expression of certain inflammatory molecules (TNFa, IL-1, IL-6, IL-8, and IL-2) in the HUVEC cell line and reduce levels of
proteins involved in the NF-kB pathway. It can influence the formation of atherosclerosis and is associated with acute coronary
syndrome.*® Aquila et al*’ study showed that patients with coronary artery and concomitant chronic obstructive pulmonary
disease using ticagrelor had increased mRNA levels of SIRT/ and HESI. These proteins play a protective role in a process of
inflammation and oxidative stress. Furthermore, treatment with ticagrelor was associated with elevated expression of the
PONI gene in mouse aorta and observed to increase serum activity of paraoxonase-1 (PON1), an anti-inflammatory and anti-
atherosclerotic molecule.®® These studies suggest that ticagrelor could play a role in reducing vascular inflammation either by
inhibiting pro-inflammatory molecule production or by increasing expression of anti-inflammatory factors. The results of our
study showed that ticagrelor might reduce CYP4F2 and CYP4A11 activity. CYP4F2 and CYP4A11 are the main enzymes that
participate in the production of 20-HETE.?' 20-HETE have significant implications regarding the development of athero-
sclerosis and its cardiovascular complications. High concentrations of 20-HETE can result in endothelial dysfunction, it can
also stimulate platelet aggregation and proinflammatory cytokine release.'”'*>%*" Previously it has been shown that a
decrease of 20-HETE levels reduces vascular inflammation and hypertension.*' As CYP4F2 enzyme activity depends on
inflammatory response, lower CYP4F2 activity might correspond to reduced inflammation during ticagrelor treatment.**

Ticagrelor Was Not Found to Possess Antibacterial Activity
Recent investigations have shown that ticagrelor possesses antibacterial activity and it can reduce the severity of bacterial
infection and improve the survival of acute coronary syndrome and pneumonia patients.'>***** The study of Lancellotti et al'®
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revealed that it could act as a bactericidal agent against antibiotic resistant gram-positive bacteria, such as Staphylococcus
aureus, S. epidermidis, and Enterococcus faecalis, but not against gram-negative Escherichia coli and Pseudomonas
aeruginosa. We investigated a possible antibacterial activity of ticagrelor against gram-negative third generation cephalos-
porins resistant E. coli. The results from this study are consistent with previous research as ticagrelor was not effective against
E. coli."> Thus, it is uncertain if ticagrelor acts as an antibacterial agent against only certain bacteria which are gram-positive or
if this property of the medication depends on other characteristics of bacteria. It is known that ticagrelor exerts bactericidal
activity against gram-positive bacteria by disrupting their phospholipid membrane.*’

Moreover, it has been reported that ticagrelor has in vitro dose-dependent bacterial activity against antibiotic gram-
positive bacteria, but not against gram-negative E. coli and P. aeruginosa even when the ticagrelor concentrations were
up to 80 pg/mL."> Further experiments with more bacterial species are necessary to determine if the possible antibacterial
activity of ticagrelor depends on the characteristics of the bacterial wall. It is also important to note that this study
investigated the effects of ticagrelor only at one concentration (0.5 M) which is not enough to conclusively state that
ticagrelor had no antibacterial activity against E. coli.

We had also checked possible ticagrelor and third generation cephalosporins, cefotaxime, ceftazidime, and cefepime
synergistic activity against E. coli as ticagrelor might also act as a sensitizing agent, by increasing the activity of other
antibiotics.*> However, ticagrelor had no impact on the bactericidal activity of third generation cephalosporins, cefotaxime,
ceftazidime, and cefepime. Therefore, additional experiments with varying concentrations of the medication should be
carried out.

Limitations of the Experiment

The metabolite of AA breakdown, 20-HETE, is known to induce vascular inflammation and increase oxidative stress as
well as induce vascular dysfunction.*'**® This study observed that ticagrelor could reduce CYP4F2 and CYP4AIl
expression and CYP4F2 enzyme concentration which in turn could decrease the amount of pro-inflammatory 20-
HETE. However, it is uncertain if the reduced CYP4F2 levels were also translated into lower 20-HETE concentration,
as due to time limitations of the experiment, determination of metabolite using mass spectrometry was not performed.
Detailed metabolite profiling will be performed in future studies.

Conclusion

This study showed that ticagrelor reduced CYP4F2 protein concentration in HUVEC, and CYP4F2 expression in
HUVEC and HepG2 cells. Perhaps, ticagrelor reduced CYP4A1l expression in HepG2, but HUVEC cells did not
show any CYP4AIl expression. The antimicrobial effect of ticagrelor (0.5 uM) on third-generation cephalosporin-
resistant E. coli strains was not detected.
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