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ABSTRACT

Objective. Coronary atherosclerosis, also known as
coronary artery disease, is increasing in developing
countries like Iraq. A recent study investigated the presence
and potential impact of a bacterial strain called
Stutzerimonas stutzeri on coronary atherosclerosis. This
research aims to provide insights into this medical concern
that has seen a significant surge in cases over the past two
decades.

Methods. Samples were collected from patients who
underwent Percutaneous Coronary Intervention (PCI) at the
Mosul Center for Cardiology and Cardiac Surgery between
9/10/2022 and 1/3/2023. The samples were obtained from the
fluid (blood) coming out from the guiding catheter of the
balloon during angioplasty, and then the balloon samples
were placed in transport media (Tryptone Soya Broth).
Advanced scientific methods, including biochemical tests, the
Vitek-2 system, a Scanning Electron Microscope (SEM), and
Molecular methods based on the 16S rRNA gene, were
utilized to identify the bacteria. The Nitrogen base sequences
were located and compared to those in the NCBI database
using BLAST software.

Results. New strains of Stutzerimonas stutzeri bacteria
were discovered in people with coronary atherosclerosis for
the first time. The National Center for Biotechnology
Information (NCBI) named these new strains as follows:
Stutzerimonas stutzeri strain HaSal, S. stutzeri strain
HaSa2, S. stutzeri strain HaSa3, and S. stutzeri strain
HaSa4. They have the ability to form biofilms. This was
diagnosed with direct smears of balloon samples, smears of
isolated bacterial colonies stained with a gram stain, and
scanning electron microscope photos of balloon samples.

Conclusion. The newly found Stutzerimonas stutzeri
strains most likely cause chronic inflammatory responses in
people that have atherosclerosis in their coronary arteries by
building biofilms.

Key words: Pseudomonas stutzeri; percutaneous
coronary intervention, atherosclerosis;, angioplasty;
biofilms.

CA>KETAK

Ve00. Cnyuajesu xoponapue amepockiepose, no3name u
Kao Koponapua apmepujcka Oonecm, y nopacmy cy 'y
semmama y pazeojy, nonym Hpaka. V neoaenoj cmyouju
UCTPAdICUBANU CY NPUCYCMBO U NOMEHYUJaTHU YMuyaj
baxkmepujckoe coja 36amoe Stutzerimonas stutzeri Ha
KoponapHy amepockieposy. 080 ucmpasicugarse uma 3a Yisb
oa npysxcu yeuod y MeOUYUHCKY 3a0punymocm Koja je
nocieouya 3navajuoz nopacma 6poja cryuajesa obonesarsay
nocnedre 0se deyenuje.

Memooe. Y3opyu cy npukyneenu 00 nayujeHama Koju cy
noospenymu nepkymaroj kopouaproj unmepsenyuju (PCI) y
Lenmpy 3a xapouonoewjy u xapouoxupypeujy y Mocyny
usmehy 9. 10. 2022. u 3. 1. 2023. 200une. Y3opyu cy dobujenu
u3 meunocmu (Kpsu) xoja je uznazuna u3 Oanona nomohy
600eliec kamemepa MOKOM AHSUONIACTIUKE U KOJU CY 3amum
cmassmwenu y mpancnopmuu meoujym (Tripton Soia Broth). 3a
uoenmugpuxayujy 6akmepuja ropuuthene cy nanpeoHe
Hayune memooe, YKwbyuyjyhu ouoxemujcke mecmoge, cucmem
Vitek-2, ckenupajyhu enexmponcku muxpockon (SEM) u
Moaekyrapne memooe 3acHosane Ha 2eHy 16S rRNA.
Cexeenye azomuux 6asa ioyupare cy u ynopelene ca onuma
y NCBI 6a3u nooamaxka kopuwhersem BLAST cogpmeepa.

Pesynmamu. Ilpeu nym cy omkpusenu HO8u cojesu
baxmepuje Stutzerimonas stutzeri K00 0coba ca KOPOHAPHOM
amepockneposom. Hayuonannu yenmap 3a duomexnonouixe
unpopmayuje (NCBI) naszeao je me nose cojege na creoehiu
Hauun: Stutzerimonas stutzeri coj HaSal, S. stutzeri coj
HaSa2, S. stutzeri coj HaSa3 u S. stutzeri coj HaSa4. Onu
umajy cnocobrnocm oa gopmupajy ouoguimose. To je
OUjacHOCMUKOBAHO OUPEKMHUM PA3MA3UBATbEM  V30PAKA
banona, pazmasuma U30108AHUX KOLOHUja Oaxkmepuja
obojenum no Ipamy u ciuxama y3opaka 6ai0oHa CKeHUPAHUM
eN1eKMPOHCKUM MUKPOCKONOM.

3axmwyuax. Hosonponahenu cojesu Stutzerimonas stutzeri
Hajeeposamuuje  U3A3uajy XpoHuuHe umpiamamopue
002060pe KOO /mYOU KOjU UMAJy amepocKieposy y
KOPOHAPHUM apmepujama uzepaorom ouoguima.

Kwyune peuu: Pseudomonas stutzeri, nepkymaua
KOpOHAapHA UHMEPEEeHYUja, amepoCckiepo3d, aH2UONIACIUKA,
ouoghuimosu
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INTRODUCTION

Atherosclerosis is a disease that is difficult to
understand. It involves a complex and chronic
inflammatory experience as the plaque in patients’ arteries
builds up. Typically, people blame things such as high
cholesterol, inflammation, and their immune system, but
new research suggests that bacteria might be the reason,
too. The hypothesis behind it states that certain infections
can cause or increase the amount of inflammation. Some
of the key takeaways and references related to this disease
include that the inflammation caused by chronic infection
plays a big role in why this disease happens. Furthermore,
when your immune system fights off these unwanted
guests, it promotes endothelial dysfunction which recruits
immune cells and forms plaque (1).

A lot of bacteria have been studied in order to discover
how they play a part in causing atherosclerosis. The ones
that were found to have this property include Chlamydia
pneumoniae, Porphyromonas gingivalis, Helicobacter
pylori, and certain species of oral microbiota. These
bacteria have all been found in atherosclerotic plaques,
and their presence alone has been linked to inflammation
and the progression of plaque (2). There are a couple of
ways in which microbial agents can contribute to
atherosclerosis. Some methods include making pro-
inflammatory molecules, activating immune cells,
invading vascular cells directly, and inducing an immune
response against modified host molecules (3). It is
important to note that while the microbial aetiology
hypothesis is intriguing, the exact role of specific
microbial agents in atherosclerosis and the clinical
implications are still being investigated.

Further research is needed to better understand the
interplay between infections, inflammation, and
atherosclerosis, and for this reason this study aimed to
identify the causes leading to coronary artery
atherosclerosis. An infection during the life of patients
(gastroenteritis and myocarditis) (4, 5) could be a
predisposing reason for the infection to reach these sites of
the heart leading to arterial stenosis or atherosclerosis (6).

PATIENTS AND METHODS

From 9/10/2022 to 1/3/2023, 100 samples were
obtained from patients who were undergoing percutaneous
coronary intervention (PCI) after being diagnosed by a
cardiologist at Mosul Center for Cardiology and Cardiac
Surgey based on chronic coronary syndromes (CCS)
guidelines (7). The sample from the angioplasty balloon,
used in the PCI, was obtained for further analysis.

The samples were transferred to the laboratory (within

60 minutes), cultivated on Blood agar, McConkey agar,
and Nutrient agar, and incubated in aerobic conditions at

37°C for 24-48 hours. After incubation, the bacteria were
diagnosed, starting from the shape of the colony, the shape
of the bacteria after staining it with a gram stain, and
conducting some biochemical tests such as catalase,
oxidase, and urease. The confirmation of the diagnosis at
the species level was done utilizing two accurate
diagnostic techniques - first with Vitek-2 compact
(Biomerieux—French) followed by Determination of 16S
rRNA primers. The genome of bacteria was isolated using
the DNA Extraction kit supplied by Geneaid Company,
according to the proven method (8). This was done in the
Medical Research Laboratory, College of Medicine,
University of Ninevah. The PCR amplification products
were forwarded to Korea's Micro laboratory. Using the
Basic Local Alignment Search Tool (BLAST) program,
the 16s rRNA sequences were determined and compared
to the sequences in NCBI.

The pathogenicity of bacteria Stutzerimonas stutzeri
was determined by its ability to form biofilm by
microscopic examination of the direct smear from the
balloon samples and from a colony bacterial smear stained
with a gram stain, as well as by imaging using the
Scanning Electron Microscope technique (9).

RESULTS

The results showed the number of S. stutzeri isolates
was 5 from the total of 100 patients with atherosclerosis
who underwent angioplasty. It was done by taking a
plaque from balloon samples and culturing on media such
as blood agar, Nutrient agar, and MacConkey agar, and
colonies obtained were rough, dry, wrinkled, rose, and
non-hemolytic. The most important characteristic that
distinguishes them is the fact that their colonies are sticky
and adherent to the culture medium. The bacteria were
identified based on their morphological characteristics and
biochemical tests, including by staining them with a Gram
stain, which showed that they were Gram-negative, non-
spore-forming, aerobic, motile, and positive for catalase
oxidase test, not fermented for lactose on MacConkey's
medium. The diagnosis was confirmed using the VITEK-
2 Compact system and it was the result of the isolate
named Pseudomonas stutzeri. The molecular method for
isolation, Amplification of the 16S rRNA gene from the
genomic DNA isolated from pure culture, showed that
samples that gave positive results using traditional
methods all showed positive results using molecular
techniques, as expected, but with the new name of
bacteria, which is S. stutzeri. The results from sequencing
the 16S rRNA gene showed that there was a match
between diagnosis by conventional methods and
molecular methods for all 5 isolates. Accordingly, these
samples produced a 1.5 kb band that corresponds to the
complete fragment of the 16S rRNA gene (Figure 1).
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Figure 1. Detection Stutzerimonas stutzeri of 16S rRNA gene (1460- 1470bp). Line (L) marker (100 bp). Lines (1- 10)
represent positive results. Electrophoresis conditions are 5v/cm?.

Figure 2. Biofilm of Stutzerimonas stutzeri, a: a Light microscope picture, stained with gram stain (1000 X), of a direct
smear taken from a balloon sample during angioplasty from patients with atherosclerosis. b: Biofilm formation of S. stutzeri
on Blood agar with very distinctive mucosal and sticky phenotype and cannot be confused with any other bacterial biofilm. ¢

& d: Light microscope picture, stained with gram stain (1000 X) showing aggregated of S. stutzeri to form a biofilm.
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Figure 3. Biofilm of Stutzerimonas stutzeri, a: a Scanning Electron Microscope, with magnification power (a: 2 136X;
b: 5079X; ¢: 10 158X ; d: 220 1X; e: 6842X; f: 7403X), taken from a balloon sample during angioplasty from patients
with atherosclerosis. (The marked areas refer to the areas of cracking of the biofilm).

The PCR products containing the 16S rRNA gene
detected from balloon angioplasty samples used in this
study were subjected to gene sequencing, and their
sequences were compared to sequences submitted to the
NCBI database to identify the type of bacteria. The results
also showed that bacteria S. stutzeri can form biofilms, as
this was noticed by making a direct smear of the balloon
sample taken from the patient with atherosclerosis during
the angioplasty process, as the biofilm appeared clearly
and as in the figure 2:a. This was also noticed through the
shape of the bacterial growth colonies on the blood agar
medium, as the colonies appear sticky and mucous as in
figure 2:b and this was confirmed by making a smear from
the growing colonies on the agar media in which bacterial
clusters associated with each other with membranes also
appeared (Figure 2).

This was shown very clearly with an examination by
Scanning Electron Microscope photographs of the balloon
samples taken during angioplasty, in which there are
pieces of plaque or thrombus formed in the atheroma
plaques and this indicates the involvement of bacteria in
the proceeding of atherosclerosis (Figure 3).

DISCUSSION

The recently proposed Pseudomonadaceae genus
Stutzerimonas includes lineages from Pseudomonas
stutzeri's more ancient evolutionary group. There are 22
genomes and at least 16 species of S. stutzeri in this genus
(10). It is important to note that S. stutzeri is not
considered a primary pathogen in healthy individuals and
is more commonly found in the environment, but the
clinical significance of S. stutzeri infections is still being
studied, and more research is needed to fully understand
the spectrum of diseases associated with this bacterium. At
this point, the S. stutzeri is considered to be opportunistic
bacteria that cause many nosocomial infections including
bacteremia, osteomyelitis, arthritis, endocarditis,
meningitis, pneumonia, and infection of
immunosuppressed patients (10, 11).

Biofilms constitute an architecture with spatial
dimensions (12) that are of great importance in classifying
the types of biofilms formed and determining the extent of
their danger to human health, as they constitute a
community of microorganisms responsible for many
diseases. These diseases are linked to chronic infection in
humans, as research has shown that these gatherings of
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biofilms release many virulence factors including toxins
and proteases (13, 14) thus damaging host tissues. Biofilm
infection also poses additional risks to the host due to its
low exposure to antibiotics and its ability to compete with
the host for oxygen and nutrients (15, 16). One of the most
important activities of biofilms is the response Dispersion
which releases bacteria from within the biofilm by
decomposition of the biofilm matrix (17). The role of
bacteria in atherosclerosis is the bacteria's ability to access
the vascular system through multiple mechanisms,
including the type of eating, oral hygiene, bowel
movements, and other routine events. Immunoglobulins
and antibiotics can stick to damaged endothelial cell
receptors using intercellular adhesion molecules (ICAM)
and vascular adhesion molecules (VCAM) (18). After
adhesion, the biofilms can produce a highly inflammatory
environment to be an engine that leads to the occurrence
of atherosclerosis, and this occurs by stimulating the
immune response and the production of inflammatory
cytokines: interleukin- lbeta, interferon-gamma, and
tumour necrosis factor-alpha, among others, interleukin-8
and interleukin-6, coupled with excessive neutrophils and
macrophages. Since the formation of atherosclerosis
involves the deposition and modification of apoB-
containing lipoproteins, primarily low-density lipoprotein
(LDL) particles, within the arterial walls. Here's a general
overview of how the bacteria and apoB-containing
lipoproteins contribute to the development of
atherosclerosis (19).

Bacterial infection can contribute to the development
of atherosclerosis, a condition characterized by the build-
up of plaque in the arteries. Atherosclerosis is primarily
considered a disease of the blood vessels, and emerging
evidence suggests that certain bacterial infections can play
a role in its initiation and progression. The exact
mechanisms by which bacteria contribute to
atherosclerosis are still being studied, but here are a few
possible ways, including chronic inflammation (20),
dysregulation immune response (21-23), endothelial
dysfunction (24, 25). Certain bacteria can modify lipid
metabolism or the cellular surrounding the pro-
inflammatory status of cytokines (19, 20).

The macrophages accumulate excessive amounts of
cholesterol, transforming into foam cells. Foam cells
contribute to the formation of fatty streaks, which are the
earliest visible signs of atherosclerosis. The formation of
atherosclerotic plaques: over time, foam cells pile up and
alongside other cells like smooth muscle they form a
fibrous cap over fatty streaks. This is what this leads to the
development of atherosclerotic plaques. These can grow
and cause arteries to narrow, which ultimately slows down
blood flow (2).

In conclusion, the results show that the presence of
these bacterial strains could be linked with coronary

atherosclerosis. If this link is proven, then it would have
important implications for the diagnosis and treatment of
this condition. These bacteria are able to form biofilms,
which increase resistance to antibiotics and host immune
responses. Suggesting they may play a vital role in chronic
inflammation and plaque formation that is seen in
atherosclerosis. Even though more research is needed to
fully understand how these bacteria do this, it highlights
the importance of exploring microbial communities in
cardiovascular disease pathogenesis. Ultimately, this
knowledge could lead to developing new diagnostic tools
and treatments to help improve patient outcomes and
reduce burden on public health.

REFERENCES

1. Knuplez E, Marsche G. An updated review of pro-and
anti-inflammatory properties of plasma
lysophosphatidylcholines in the vascular system. Int J
Mol Sci 2020; 21: 4501.

2. Colin S, Chinetti-Gbaguidi G, Staels B. Macrophage
phenotypes in atherosclerosis. Immunol Rev 2014;
262: 153-66.

3. Prati F, Marco V, Paoletti G, Albertucci M. Coronary
inflammation: why searching, how to identify and treat
it. Eur Heart J Suppl 2020; 22(Suppl E): E121-E124.

4. Galizia SA, Vella C. The Aectiology of acute
gastroenteritis in children in malta and the role of
empirical antibiotics in this condition. Malta Med J
2022; 34: 31-8.

5. Grech V, Distefano S, Grech E, Calleja N. Myocarditis
in Malta in the COVID- 19 vaccination era—a
population-based study. Malta Med J 2022; 34: 12-8.

6. Yaakoubi W, Taamallah K, Haggui A, Hajlaoui N,
Fehri W. Prognostic contribution of two-dimensional
left atrial strain in patients with asymptomatic mitral
stenosis in the Tunisian population. Med Cas 2022; 56:
95-100.

7. Knuuti J, Wijns W, Saraste A, et al. ESC Scientific
Document Group. 2019 ESC Guidelines for the
diagnosis and management of chronic coronary
syndromes. Eur Heart J 2020; 41: 407-77.

8. Khalid I, Nayyef NS, Merkhan MM. A taxonomic
study comparing the two types of medicinal leeches
available in Iraq. Res J Pharm Technol 2022; 15: 1119-
22.

9. Mukhopadhyay SM. Sample preparation for
microscopic and spectroscopic characterization of
solid surfaces and films. In: Mitra S, ed. Sample
preparation techniques in analytical chemistry. New
York John Wiley & Sons, 2003: 377-411.

10. Tabassum Khan N. Pseudomonas stutzeri-an
opportunistic pathogen. J Appl Biotechnol Bioeng
2022; 9: 83-4.




Med. ¢as. 2023; 57(2): 47-52.

doi: 10.5937/mckg57-44962
COBISS . SR-1D 138529033
UDK. 616.13-004.6 616-022.7:579.841.1

11. Choi M, Cheon JS, Choi WY, Son KM, Ki JS, Kim Y.
An outbreak of Pseudomonas stutzeri bacterial
isolation caused by sterile dressing products. J] Wound
Manag Res 2017; 13: 24-7.

12. Wolcott RD, Wolcott JJ, Palacio C, Rodriguez S. A
possible role of bacterial biofilm in the pathogenesis of
atherosclerosis. J Bacteriol Parasitol 2012; 3 : 1-7.

13. Gagliardi RJ, Silveira DR, Caffaro RA, Santos VP,
Caiaffa-Filho HH. Chlamydia pneumoniae and
symptomatic carotid atherosclerotic plaque: a
prospective study. Arq Neuro-Psiquiatr 2007; 65: 385-9.

14. Alviar CL, Echeverri JG, Jaramillo NI, et al. Infectious
atherosclerosis: is the hypothesis still alive? A
clinically based approach to the dilemma. Med
Hypotheses 2011; 76: 517-21.

15. Lusta KA, Poznyak AV, Sukhorukov VN, Eremin II,
Nadelyaeva 1II, Orekhov AN. Hypotheses on
Atherogenesis Triggering: Does the Infectious Nature
of Atherosclerosis Development Have a Substruction?
Cells 2023; 12: 707.

16. Amar S, Wu SC, Madan M. Is Porphyromonas
gingivalis cell invasion required for atherogenesis?
Pharmacotherapeutic implications. J Immunol 2009;
182: 1584-92.

17.Hayashi C, Gudino CV, Gibson lii FC, Genco CA.
Pathogen-induced inflammation at sites distant from
oral infection: bacterial persistence and induction of
cell-specific innate immune inflammatory pathways.
Mol Oral Microbiol 2010; 25: 305-16.

18. Preiss DJ, Sattar N. Vascular cell adhesion molecule-1:
a viable therapeutic target for atherosclerosis?. Int J
Clin Pract 2007; 61: 697-701.

19. Behbodikhah J, Ahmed S, Elyasi A, et al.
Apolipoprotein B and cardiovascular disease:
biomarker and potential therapeutic target. Metabolites
2021; 11: 690.

20.Bjorkegren JLM, Lusis AJ. Atherosclerosis: recent
developments. Cell 2022; 185: 1630-45.

21.Shephard MT, Merkhan MM, Forsyth NR. Human
mesenchymal stem cell secretome driven T cell
immunomodulation is IL-10 dependent. Int J Mol Sci
2022; 23: 13596.

22.Merkhan MM, Shephard MT, Forsyth NR. Physoxia
alters human mesenchymal stem cell secretome. J
Tissue Eng 2021; 12: 20417314211056132.

23.Kovalova Y, Sukhonos N, Brek V, Smolianyk K. Irisin,
interleukin-33 and interleukin-37 in patients with
ischemic heart disease and obesity. Med Cas 2021; 55:
87-93.

24.Merkhan M, Mohammad J, Fathi Z, Younus Z,
Mahmood SM, Mohammed M. Silent hyperlipidacmia
modulated vascular endothelial markers. Pharmacia
2021; 68: 479-84.

25. Smetanin E, Outlev K, Kruchinin E, Yanin E, Zaitsev
E. The dynamics of lipid metabolism in patients with
morbid obesity depending on the type of performed
surgery. Georgian Med News 2022; (322): 105-8.




	01_master.qxd

