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Abstract: (1) Background: Increased risk of myocardial infarction (MI) has been linked to several
inflammatory conditions, including inflammatory bowel disease (IBD). However, the relationship
between IBD and MI remains unclear. Here, we implemented an original mouse model combining IBD
and MI to determine IBD’s impact on MI severity and the link between the two diseases. (2) Methods:
An IBD model was established by dextran sulfate sodium (DSS) administration in drinking water,
alone or with oral C. albicans (Ca) gavage. IBD severity was assessed by clinical/histological scores
and intestinal/systemic inflammatory biomarker measurement. Mice were subjected to myocardial
ischemia–reperfusion (IR), and MI severity was assessed by quantifying infarct size (IS) and serum
cardiac troponin I (cTnI) levels. (3) Results: IBD mice exhibited elevated fecal lipocalin 2 (Lcn2) and
IL-6 levels. DSS mice exhibited almost two-fold increase in IS compared to controls, with serum
cTnI levels strongly correlated with IS. Ca inoculation tended to worsen DSS-induced systemic
inflammation and IR injury, an observation which is not statistically significant. (4) Conclusions: This
is the first proof-of-concept study demonstrating the impact of IBD on MI severity and suggesting
mechanistic aspects involved in the IBD–MI connection. Our findings could pave the way for MI
therapeutic approaches based on identified IBD-induced inflammatory mediators.

Keywords: myocardial infarction; ischemia–reperfusion injury; inflammatory bowel disease; cy-
tokines; animal model; translational medicine

1. Introduction

Of all of the causes of cardiovascular disease (CVD), ischemic heart disease (IHD)
remains the major cause of mortality and morbidity worldwide, despite significant ad-
vances in medical technologies in the diagnosis and treatment of the disease [1–3]. CVD
may arise for various reasons including the steadily increasing incidence of obesity, type
2 diabetes, and genetic, environmental, dietary, and lifestyle factors. Besides all these,
emerging evidence has shown that chronic inflammatory disorders, including rheumatic
arthritis, systemic lupus erythematosus, and ankylosing spondylitis, are associated with an
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increased risk of heart disease and atherosclerosis [4–7]. At the same time, the relationship
between inflammatory bowel disease (IBD) and CVD remains to be fully elucidated [8–10].

IBD is the most common systemic inflammatory disease with increasing incidence
worldwide [11–14]. The disease comprises two major subtypes: ulcerative colitis (UC) and
Crohn’s disease (CD) [15], characterized by chronic inflammation of the gastrointestinal
(GI) tract with symptoms including diarrhea, blood and pus in stools, abdominal pain,
fever, and weight loss. In UC, inflammation is mostly limited to the colon [16], while
in CD, inflammation and fibrosis occur as patchy lesions throughout the GI tract [17].
IBD etiology includes various factors and is precipitated by environmental and genetic
susceptibility [18,19]. Recent data also point to an intimate link between IBD and the
gut-colonizing microbiota [15,20–22]. Because the host immune system is capable of
tolerating the intestinal microbiota, while rapidly recognizing and destroying invading
pathogens, disruption of the gut microbial equilibrium (i.e., dysbiosis) could evolve into an
uncontrolled inflammatory response. In a key report, Sokol et al. showed that the fungal
microbiota is altered in IBD patients [23]. This study particularly revealed that patients
displayed increased GI colonization with the fungus Candida albicans (C. albicans) compared
to healthy controls and indicated a deleterious link between C. albicans outgrowth and IBD
pathogenesis.

Although IBD is associated with venous vascular events such as venous thrombo-
sis [24–28], the extent of risk for IBD patients to develop coronary artery disease (CAD) and
myocardial infarction (MI) in particular is not well understood. Considerable heterogeneity
arises from cohort/meta-analysis studies of the association between IBD and increased
risk of MI, and results have not been consistent across all reports. Several studies reported
an elevated risk of MI in patients with IBD [29–32], while others reported no link [33,34]
or even decreased hospitalizations after acute MI [35]. Possible mechanisms underlying
the increased risk for cardiovascular disorders in patients with IBD have been proposed
such as increased levels of inflammatory cytokines (i.e., tumor necrosis factor-α (TNF-α),
interleukin-1β, (IL-1β), IL-6), oxidative stress, hypercoagulability, decreased numbers of
circulating endothelial progenitor cells, and endothelial dysfunction [9,25,36–38].

Our proposed study is the first (i) to investigate whether a cause–effect relationship
exists between IBD and the severity of MI, (ii) to precisely define the consequences of an
inflammatory intestinal disease condition on the onset/development of CAD, and (iii) to as-
sess the underlying mechanisms between the two diseases, using animal experimentation as
a relevant approach when clinical hypotheses are discordant among patients [29–31,33–35].
To do this, we have for the first time set up an original experimental model by combining
two distinct complementary and cross-validating in vivo animal models reproducing the
context of IBD–MI in humans. The mouse IBD model of chemically induced colitis was
set up by oral administration of dextran sulfate sodium (DSS) in drinking water, alone
or with oral gavage with C. albicans, then validated by clinical and histological scores,
as well as by intestinal and systemic inflammation assessment. MI was evaluated after
coronary ligation-induced ischemia–reperfusion (IR) in mice by measuring infarct size
(IS) and levels of cardiac troponin I (cTnI) in mouse blood, after 3 or 24 h of reperfusion,
respectively [39–44].

Our work is the first proof-of-concept study to demonstrate the contribution of IBD
to the severity of IR and to experimentally propose mechanistic aspects involved in MI
susceptibility in IBD subjects. This could pave the way for preventive treatments against
CVD in patients with IBD and provide a therapeutic approach for the treatment of MI in
the context of IBD based on identified IBD-induced inflammatory mediators.

2. Methods

The experimental design for the study is shown in Figures 1 and 2.



Biomedicines 2023, 11, 2945 3 of 25

Biomedicines 2023, 11, x FOR PEER REVIEW 3 of 26 
 

2. Methods 
The experimental design for the study is shown in Figures 1 and 2. 

 
Figure 1. Protocol to examine the relationship between inflammatory bowel disease and severity of 
myocardial infarction. Chemically induced colitis in mice will be established by administration of 
DSS in drinking water. In addition, mice will be gavaged by C. albicans (Ca) to mimic intestinal 
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Figure 2. Experimental design of the study. Chemically induced inflammatory bowel disease (IBD) 
was performed by adding dextran sulfate sodium (DSS, 1% (w/v)) to drinking water from day 0 to 
day 9 to induce colitis, and DSS was removed on day 9 to allow remission until day 17 (DSS group). 
A second group of healthy mice, given only water, was used as control (Ctrl). A third group of mice 
was orally gavaged on day 0 with 200 µL of PBS containing 5 × 107 C. albicans live cells without any 
other treatment (Ca). A fourth group was treated with DSS and orally gavaged with C. albicans (DSS 

Figure 1. Protocol to examine the relationship between inflammatory bowel disease and severity
of myocardial infarction. Chemically induced colitis in mice will be established by administration
of DSS in drinking water. In addition, mice will be gavaged by C. albicans (Ca) to mimic intestinal
dysbiosis in humans. Control group as well as Ca group will receive only water instead of DSS and
control and DSS groups will be gavaged with vehicle PBS instead of C. albicans suspension. Stool
samples and blood will be collected during treatment period to assess disease evolution. GI tract
organs as well as the hearts will be harvested at the end of treatment for histological studies as well
as IS measurement.
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Figure 2. Experimental design of the study. Chemically induced inflammatory bowel disease (IBD)
was performed by adding dextran sulfate sodium (DSS, 1% (w/v)) to drinking water from day 0 to
day 9 to induce colitis, and DSS was removed on day 9 to allow remission until day 17 (DSS group).
A second group of healthy mice, given only water, was used as control (Ctrl). A third group of mice
was orally gavaged on day 0 with 200 µL of PBS containing 5 × 107 C. albicans live cells without
any other treatment (Ca). A fourth group was treated with DSS and orally gavaged with C. albicans
(DSS + Ca). All animals underwent 30 min ischemia followed by either 180 min or 24 h reperfusion
for IS or cTnI serum level determination, respectively. The presence of yeast in the intestinal tract was
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identified in the stool samples collected from each animal. On day 17, animals were either sacrificed
after blood collection or subjected to ischemia–reperfusion (IR) injury (30 min of coronary occlusion
followed by 180 min or 24 h of reperfusion for IS or serum cTnI level determination, respectively).
The colon was removed and colon length was measured, then the different anatomical sections of the
GI tract were stored in 10% buffered formalin until use for histological analysis.

2.1. Animals

Male C57BL/6 mice (4–6 weeks old, 15–20 g) purchased from Janvier LAB (Janvier
Labs, Le Genest-Saint-Isle, France) were housed under standard specific pathogen-free
(SPF) laboratory conditions (temperature, 24 ± 1 ◦C; relative humidity, 50–60%; light
cycle, 12/12 h light/dark), with unlimited access to controlled standard mouse chow and
water. After two weeks of acclimation, mice were randomly divided into four groups
to subsequently receive different treatments (Figure 1). The study was performed on
12-to-15-week-old male mice.

All animal experimental procedures in this study were performed in accordance with
the Institut Pasteur de Tunis Ethical Committee (Permit No. 2017/12/LR11IPT08) and the
recommendations of the Guide for the Care and Use of Laboratory Animals of the National
Institutes of Health (NIH Pub. No. 85–23, Revised 1996).

2.2. Experimental Design of the Study

Since IBD is characterized by a succession of periods of flares and remissions, and it is
during IBD flares that the cardiovascular event rate ratios are significantly increased [45], a
model of acute colitis has proven to be most relevant for studying the cause–effect relation-
ship and the underlying mechanisms of the IBD–IR connection. Hence, we set up an acute
murine model of DSS-induced colitis, with or without C. albicans oral gavage (Figure 1),
which was shown to mimic UC in human [46]. DSS concentration and treatment time were
determined in a preliminary pilot study to allow efficient induction and maintenance of
intestinal inflammation, without significantly altering the general status of the animals,
thus they could be subsequently subjected to IR experiments (Figure 2).

After acclimation, mice were randomly divided into four groups: control group (Ctrl),
dextran sulfate sodium (DSS) group, C. albicans (Ca) group, and DSS + Ca group (Figure 2).
Experimental groups were composed of 4 to 8 animals. Mice in the control group were
given sterile water during the study period (17 days). From day 0, mice in the DSS groups
were given 1% (w/v) DSS (molecular weight: 36–50 kDa, MP Biomedicals, Santa Ana, CA,
USA) ad libitum in drinking water for 10 days (0 to 9) to induce colitis, and then DSS was
withdrawn and replaced with water to allow remission until day 17. In the experiments
that included C. albicans treatment (Ca and DSS + Ca groups), mice were orally gavaged,
on day 0, with 200 µL of phosphate-buffered saline (PBS) suspension containing 5 × 107

C. albicans SC5314 live cells. Mice in the control group and receiving only DSS were given
200 µL sterile PBS by oral gavage on day 0 instead of the C. albicans suspension.

Stool samples were collected every two days starting from day 1 post-gavage (day
0 was used as negative control before gavage treatment). The presence of yeast in the GI
tract was followed, through plate counts of fungal colonies in stool suspensions collected
from each animal. C. albicans colonies were counted after 48 h of incubation at 30 ◦C on
yeast peptone dextrose (YPD) agar medium supplemented with 1 g/L chloramphenicol
and 50 mg/l gentamycin to prevent bacterial growth and the results were expressed as
colony-forming units per gram of feces (CFU/g).

On day 17, the animals were either sacrificed by cervical dislocation, and their blood
collected beforehand by submandibular venipuncture, or subjected to IR (30 min of coronary
occlusion followed by 180 min reperfusion for IS measurement or 24 h reperfusion for cTnI
serum level assessment). Serum samples were stored at −80 ◦C until use. The entire colon
from cecum to anus was removed, colon length was measured, and various anatomical
sections were stored in 10% buffered formalin until use for histological analysis.
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2.3. Inflammatory Bowel Disease Studies
2.3.1. Candida albicans Strain SC5314 Preparation

The Candida albicans SC5314 reference strain [47] was cultured in 10 mL liquid YPD
medium overnight at 30 ◦C with continuous shaking (150 rpm) using an INFORS HT
Ecotron AG CH-4103 shaker/incubator (Infors AG, Bottmingen-Basel, Switzerland). Cells
were then collected by centrifugation at 1500 rpm for 5 min. The supernatant was discarded
and the cell pellet was washed twice by adding 10 mL of PBS followed by centrifugation
at 1500 rpm for 5 min. The yeast pellet was suspended in 5 mL of PBS and the optical
density (OD) at 600 nm (OD600nm) was measured. Gavage solution was prepared based on
1 OD600nm = 107 cells/mL (25 × 107 cells/mL for 200 µL gavage volume/mouse).

2.3.2. Disease Activity Index Assessment

All mice were monitored daily for body weight and fecal conditions following the
initiation of DSS treatment. A disease activity index (DAI) was recorded based on body
weight loss, fecal consistency, and hematochezia (Table 1). The DAI score (0–10) was the
total score of the above three parameters [48–50] (Table 1). For analyzing DAI, areas under
the curve (AUCs) were calculated within each experimental group using GraphPad Prism
(version 8.0.2 GraphPad Software, San Diego, CA, USA).

Table 1. Disease activity index scoring system based on body weight loss, fecal consistency, and
hematochezia.

Weight Loss * Stool Consistency Blood in Stools

Observation Score Observation Score Observation Score

≤2% 0 Normal 0 No blood 0
3–6% 1 Semi-solid 1 Gross blood in stools 2
7–12% 2 Loose to pasty 2 Rectal bleeding 4>12% 3 Diarrhea 3

* Changes in body weight are indicated as percentage of body weight loss reported to baseline at day 0.

2.3.3. Histological Analysis

After mouse sacrifice, dissection was performed and the GI tract was extracted and
unrolled. The length of the colon, from cecum to rectum, was measured and sections of
the ends of the colons were collected in separate clean tubes and snap-frozen in liquid
nitrogen for molecular studies. The rest of the organs of the GI tract were fixed in 10%
buffered formalin and embedded in paraffin for histological studies. Samples were sliced
into 5 µm sections for periodic acid–Schiff (PAS) staining to determine the presence of
C. albicans cells, by using microscopy or hematoxylin and eosin (H&E) staining to assess
inflammatory lesions according to standard protocols [51]. Randomly selected slices from
each group were observed and analyzed by a blinded pathologist using an Olympus
BX series multihead microscope equipped with a DP21 camera (Olympus Life-Science,
Shinjuku, Tokyo, Japan), at 40× magnification. A histological score calculated based on
inflammatory cell infiltration (1–3 points) and the intestinal architecture (1–3 points) was
used to assess the degree of the histopathological changes, as previously described [52]
(Table 2). Focally increased numbers of inflammatory cells in the lamina propria were
scored as 1, confluence of inflammatory cells extending into the submucosa as 2, and
transmural extension of the infiltrate as 3. For tissue damage, discrete lymphoepithelial
lesions were scored as 1, mucosal erosions as 2, and extensive mucosal damage and/or
extension through deeper structures of the bowel wall as 3. The two equally weighted
subscores (cell infiltration and tissue damage) were added and the combined histological
colitis severity score ranged from 0 to 6.
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Table 2. Histological score attribution system.

Inflammatory Cell Infiltration Intestinal Architecture

SCORE

0 Rare inflammatory cells in the
lamina propria Absence of lesions on the mucosa

1
Increased number of inflammatory cells,

including neutrophils in the
lamina propria

Discrete focal
lymphoepithelial lesions

2 Confluence of inflammatory cells, with
extension to the submucosa Mucosal erosion/ulceration

3 Transmural extension of inflammatory
cell infiltrate

Extensive mucosal damage and
extension to deep structures of the

intestinal wall

2.3.4. Candida albicans Gastrointestinal Colonization Analysis

The presence of yeast in the GI tract was followed every two days during the 17-day
treatment through colony counts on YPD agar medium from samples collected from each
animal. Stool samples were collected every two days in separate tubes, weighed, homoge-
nized in 1 mL PBS, then serially diluted (1/10, 1/100, and 1/1000) for CFU counting. One
hundred microliters of the suspension was plated onto solid YPD medium supplemented
with 1 g/L chloramphenicol and 50 mg/L gentamycin prepared in 90 mm Petri dishes. C.
albicans colonies were counted after 48 h incubation at 30 ◦C and the results expressed as
colony-forming units (CFUs) per gram of stool (CFU/g).

2.3.5. Fecal Lipocalin 2 Analysis

Stool samples were collected every two days during the 17-day treatment, weighed,
and then solubilized in PBS supplemented with 0.1% Tween 20 at a concentration of
100 mg/mL. Samples were then vortexed for 20 min and the supernatant was collected
and frozen at −20 ◦C following centrifugation at 12,000 rpm for 10 min at +4 ◦C until
use as previously described [53]. To determine the amount of Lcn2, we have performed
ELISA using the Mouse Lipocalin-2/NGAL DuoSet ELISA kit (R&D systems, Minneapolis,
MN, USA) following the manufacturer’s instructions. Briefly, plates were pre-coated with
100 µL of primary Lcn2 antibody (capture antibody) reconstituted in PBS following the
manufacturer’s recommended concentration (480 µg/mL stock and 4 µg/mL working
concentration in our case), sealed, and incubated overnight at room temperature (RT◦). The
following day, plates were washed 3 times with 400 µL of PBS containing 0.05% Tween
20 using a ROCKER BioWasher200 Microplate ELISA Washer (ROCKER Scientific, New
Taipei City, Taiwan). Three hundred microliters of reagent diluent composed of 1% bovine
serum albumin (BSA) in PBS was added to each well to saturate/block the plate and
incubated for 1 h at RT followed by one washing step. One hundred microliters of 2× serial
dilutions of Lcn2 standard was reconstituted and diluted in reagent diluent, following the
manufacturer’s instructions (500 to 7.81 pg/mL in our case), and diluted samples were
added to assigned wells and incubated for 2 h at RT followed by one washing step. One
hundred microliters of biotinylated Lcn2 detection antibody reconstituted and diluted in
reagent diluent (30 µg/mL stock and 500 ng/mL working concentration in our case) was
added to each well and incubated for 2 h at RT followed by one washing step. One hundred
microliters of 40-fold-diluted streptavidin–horseradish peroxidase (HRP) was added to
each well and incubated for 20 min at RT protected from light followed by one washing step.
One hundred microliters of tetramethylbenzidine (TMB) and H2O2 1:1 mixture substrate
solution (TMB ELISA Substrate High Sensitivity, Abcam, Cambridge, UK) was added to
each well and incubated for 20 min at RT protected from light. Fifty microliters of 2N
sulfuric acid (H2SO4) stop solution was added to each plate and optical density (OD) of
each well was determined immediately using a TECAN SPARK multiplate reader (Tecan
Group Ltd, Männedorf, Switzerland) at 450 nm wavelength with 540 nm correction.
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2.3.6. Serum Cytokine Analysis

To assess the extent of inflammation outside the GI tract, blood samples were collected
from mice via the facial vein using a Goldenrod animal lancet (Medipoint, Mineola, NY,
USA) on days 0, 9, 13, and 17. Blood was left to clot for 1 h, then serum was collected after
centrifugation at 3500 g for 10 min at 4 ◦C. Blood samples were stored at −80 ◦C until use
and were thawed only once. Cytokines, interleukin-2 (IL-2), IL-4, IL-6, IL-10, IL-17A, TNF-
α, and IFNγ in the serum were quantified using an Aimplex Mouse Th1/Th2/Th17 7-Plex
Panel bead-based immunoassay kit (AimPlex Biosciences, Pomona, CA, USA) following the
manufacturer’s instructions. Briefly, 45 µL of antibody-coupled bead suspension mix was
added to each well and buffer was removed by vacuum aspiration. Then, 45 µL of diluted
standard mix as well as 15 µL samples were added to assigned wells prefilled with 30 µL of
rodent serum/plasma/body fluids (SPB) assay buffer. Plates were sealed and incubated for
60 min on a plate shaker at 700 rpm. Then, fluids were removed by vacuum aspiration and
the wells were washed 3 times by adding 100 µL of wash buffer. Twenty-five microliters of
biotinylated antibodies were added to each well and the plate was incubated for another
30 min under the same conditions. After washing, 25 µL of streptavidin–phycoerythrin
(PE) was added to each well and incubated for 20 min, then washed twice. Beads were then
resuspended in 300 µL of reading buffer and were collected in FACS tubes and analyzed
with a BD FACSCanto II flow cytometer (BD Biosciences, Franklin Lakes, NJ, USA).

2.4. Ischemia–Reperfusion Studies In Vivo
2.4.1. Surgical Preparation and Induction of Myocardial Infarction

On day 17, mice were anesthetized with an intraperitoneal sodium pentobarbital
injection (60 mg/kg, Ceva Santé Animale, Libourne, France). The animals were intubated
and ventilated (200 µL/breath at a rate of 170 breaths/min), using a MiniVent Type 845
mouse ventilator (Hugo Sachs Elektronik, Harvard Apparatus, March-Hugstetten, Ger-
many). A catheter was inserted into the jugular vein. Body temperature was monitored
with a HB101/2 homoeothermic system temperature control unit (Panlab technology for
bioresearch, Barcelona, Spain) via a connected rectal probe and maintained at 37 ◦C using a
heating pad. The electrocardiogram (ECG) and heart rate (HR) were recorded throughout
the experiments using under-skin probes connected to EmkaIox2 software (Emka Tech-
nologies, Paris, France). A left thoracotomy was performed to expose the heart, and the
pericardium was removed. The left anterior descending coronary artery was occluded with
an Ethicon Prolene 8.0 polypropylene suture (Johnson & Johnson, New Brunswick, NJ,
USA) 2 mm from the tip of the left atrium for 30 min. Successful coronary occlusion was
verified by the development of a pale color in the distal myocardium and by ST segment
elevation and QRS widening on the ECG. After 30 min of sustained ischemia, coronary
blood flow was restored by loosening the suture. Successful reperfusion was confirmed
by visualization of hyperemic response and restoration of normal ECG. The lungs were
then reinflated by increasing positive end expiratory pressure, and the chest was closed.
Reperfusion was maintained for a 3 h period [39–42].

2.4.2. Infarct Size Measurement

After reperfusion, the chest was reopened, the coronary artery was reoccluded, and
0.5 mL of 5% Evans blue (Sigma-Aldrich, Merck KGaA, Darmstadt, Germany) in PBS
solution was injected as a bolus into the jugular vein in order to delineate the area at risk
(AAR), which remained unstained by the Evans blue. The heart was excised, and the
left ventricle (LV) was isolated, weighed, and sliced into 4 transverse pieces from base
to apex, the first cutter blade being positioned at the site of the coronary occlusion. The
slices were weighed, and color digital images of both sides of each slice were obtained
with an EOS 550D camera (Canon, Tokyo, Japan) connected to a Leica M80 stereomicro-
scope (Leica Microsystems, Rueil-Malmaison, France). The slices were then incubated at
37 ◦C with buffered 1% 2,3,5-triphenyltetrazolium chloride (TTC) (Sigma-Aldrich, Merck
KGaA, Darmstadt, Germany) solution for 20 min. Viable myocardium, which contained
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dehydrogenases, reacted with TTC and was stained brick red, whereas any necrotic tissue
remained unstained due to the lack of active enzymes. The tissue sections were then fixed
in a buffered 10% formalin solution for 24 h before being photographed again to delineate
the IS [39–43]. The cross-sectional area, the lumen area, the AAR (unstained by Evans blue),
and IS (unstained by TTC) of the LV were outlined on each color image and quantified by
a masked observer using a computerized planimetric technique (ImageJ software, NIH,
Bethesda, MD, USA). The absolute weights of AAR and IS were then calculated for each
slice. The sum of the absolute weight values of AAR and IS of the 3 ischemic slices of each
heart was calculated and expressed as a percentage of the total weight of the slice. The ratio
of IS to AAR was calculated from these absolute weight evaluations and expressed as a
percentage of AAR.

2.4.3. Serum Cardiac Troponin I (cTnI) Determination

As an additional readout for myocardial infarct severity, we measured cTnI levels
in circulating mouse blood, with or without DSS treatment or C. albicans gavage, after a
24 h reperfusion period so that IR lesions were full blown at this time (n = 5–8/group).
Blood samples were collected from the submandibular vein at the end of 24 h reperfusion.
Serum cTnI levels were determined with a mouse cardiac quantitative cTnI assay (Life
Diagnostics, West Chester, PA, USA) [54]. Briefly, 100 µL of sera diluted 1:10 to 1:100 along
with a serially diluted standard were added to troponin-antibody-pre-coated plate wells
and sealed. The incubation was carried out with continuous shaking at 150 rpm and 25 ◦C
for 2 h. Plates were then washed 5 times using the provided wash buffer by adding 400 µL
each time using our ROCKER plate washer. Then, 100 µL of diluent as well as 100 µL of
streptavidin–HRP conjugate were added to each well and the plate was incubated for 1 h
as described above. After repeating the washing procedure, 100 µL of TMB substrate was
added to each well, incubated for 20 min, then 100 µL of acid stop solution was added to
each well. Absorbance was then determined within 5 min using the TECAN SPARK plate
reader at a wavelength of 450 nm.

2.5. Cardiomyocyte Studies In Vitro

Although high-molecular-weight DSS has been reported not to be absorbed into the
bloodstream [55], in vitro cardiomyocytes have been used to test the effect of DSS per se on
cardiac cells and determine if it was itself inducing potential heart damage if it eventually
passed into the bloodstream.

Human induced pluripotent stem cells (HiPSCs) were differentiated by cytokine
induction into contracting cardiomyocytes (HiPSC-CMs). The cells were seeded in a 24-
well plate pre-coated with a matrix at a density of 1 × 105 to 1.5 × 105 cells/well and
incubated for 24 h to adhere and regain contraction. The culture medium was then replaced
by another supplemented with DSS at different concentrations (15, 30, and 50 µg/mL). The
plate was incubated for 48 h, then supernatants were collected into annotated tubes and the
wells were treated with TryPLE enzyme mix to digest the matrix and dissociate the cells.
Each suspension was added to its respective supernatant tube and centrifuged at 1200 RPM
for 5 min. Cell pellets were washed twice with PBS and then resuspended in 200 µL of
Muse Count & Viability kit solution (LUMINEX, Luminex Corporation, Austin, TX, USA).
The percentage of viable cells was determined by flow cytometry using LUMINEX’s Guava
Muse Cell Analyzer (Luminex Corporation, Austin, TX, USA).

2.6. Statistical Analysis

Data were presented as mean ± SEM. To determine significance among the four
groups, the non-parametrical Mann–Whitney test was used, and one-way ANOVA was
followed by Student’s t-test for further evaluation of differences between two means.
All statistical analyses and graph generation were performed by using GraphPad Prism
(version 8.0.2 GraphPad Software, San Diego, CA, USA). p < 0.05 was considered to be
statistically significant.
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3. Results
3.1. Disease Activity Index Evolution in IBD Mice

AI was recorded based on body weight loss, fecal consistency, and hematochezia (see
Materials and Methods). The DAI showed that DSS treatment induced a weight loss of
up to 18% (day 9) as well as a loss of stool consistency and the appearance of colorectal
bleeding. Disease severity was at its maximum on day 9 of DSS administration (7.9 ± 0.7;
p < 0.001 vs. DSS group on day 0, Figure 3A), where mice displayed diarrhea with rectal
bleeding and significant weight loss with reduced mobility as well as food and water intake.
C. albicans gavage treatment, alone or in combination with DSS, had no impact on DAI as
evidenced by AUCs (Figure 3A,B).
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Figure 3. Disease activity index evolution. Animals were monitored daily for weight loss, stool
consistency, and bleeding. (A) Disease activity index (DAI) scores were attributed based on body
weight loss, fecal consistency, and hematochezia. DSS administration was stopped on day 9 (black
arrow) and replaced with regular water and disease evolution continued to be monitored until
sacrifice of animals on day 17 (highlighted with red oval, linking time point at 17 days with panel 3C,
red arrow). (B) DAI area under the curve (AUC) analysis showed a significant difference between
DSS-treated and control groups. (C) DAI on day 17 showing significant remission of IBD mice.
**, p < 0.01 and ***, p < 0.001 vs. control (Ctrl) group; ##, p < 0.01, ###, p < 0.001 vs. C. albicans group
(Ca); $$, p < 0.01 vs. corresponding group on day 9.

After DSS removal, the general condition of the animals improved concomitantly with
a regain of weight, a reduction in bleeding, and solidification of the stools, but always
with the presence of traces of blood. On day 17 (i.e., 8 days after DSS removal), the DAI
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score was significantly reduced compared to day 9 (2.6 ± 0.6; p < 0.01, Figure 3C), with the
resumption of activity and weight of mice and an improvement in their general state of
health, close to normal. A few traces of blood and pasty stools were detectable at this stage.

3.2. Histological Analysis

To establish a histological score, each organ of the GI tract was scored separately
(Figure 4A) and the overall histological score (Figure 4B) showed a significant progressive
inflammation increase in animals treated with Ca alone, DSS alone, and a combination
of DSS + Ca (i.e., Ca < DSS < DSS + Ca) compared to the control group (Figure 4B). In
DSS-treated mice, histological study of sections of the GI tract showed severe infiltration
of inflammatory neutrophils into the mucosa and submucosa of the colon with ulceration
and loss of crypt architecture as well as focal lesions (Figure 4C), reflecting the histological
score assessment (DSS group: 7.3 ± 1.21, p < 0.001 vs. control group, Figure 4B). This effect
was accompanied by colon shortening in the DSS-treated groups (Figure 4D).

Biomedicines 2023, 11, x FOR PEER REVIEW 11 of 26 
 

  
Figure 4. Histological analysis of the gastrointestinal tract in DSS-treated animals. (A) Histo-
pathology scores were determined in each organ or section of the gastrointestinal tract. (B) Overall 
gastrointestinal tract inflammation score was assigned to each experimental group. (C) Repre-
sentative H&E-stained colon section (magnification 40×) images. (D) Representative images of the 
colon on day 17. Colon length was measured in the different experimental groups. *, p < 0.05, **, p < 
0.01, ***, p < 0.001 vs. control (Ctrl) group; #, p < 0.05, ##, p < 0.01, ###, p < 0.001 vs. Ca group. $$$, p < 
0.001, vs. corresponding DSS group. 

In mice receiving C. albicans gavage, histological abnormalities were observed only 
in the stomach (Figure 4A), which may indicate a potential role of C. albicans in the pro-
gression and severity of inflammation particularly in this section of the gut, while C. al-
bicans had no additional impact on inflammation when combined with DSS treatment 
(10.1 ± 1.68 ; p < 0.001 vs. DSS group, Figure 4A). 

3.3. Candida albicans Colonization Assessment 
After C. albicans oral gavage on day 0, fungal colonization was readily detected on 

day 1 post-gavage and persisted throughout the treatment period (Figure 5A), varying 
from 5 × 105 up to 106 CFU/g. Colonies were still present on the day of animal sacrifice 
(day 17 after gavage, Figure 5A) in both Ca-treated and DSS+Ca-treated mice, indicating a 
stable C. albicans colonization of the GI tract of mice that underwent the subsequent IR 
experiments. PAS-stained slices from post-mortem study of GI tract organs showed in-
vasions and colonization of the stomach and colon walls by C. albicans with the presence 

Figure 4. Histological analysis of the gastrointestinal tract in DSS-treated animals. (A) Histopathology
scores were determined in each organ or section of the gastrointestinal tract. (B) Overall gastroin-
testinal tract inflammation score was assigned to each experimental group. (C) Representative
H&E-stained colon section (magnification 40×) images. (D) Representative images of the colon on
day 17. Colon length was measured in the different experimental groups. *, p < 0.05, **, p < 0.01,
***, p < 0.001 vs. control (Ctrl) group; #, p < 0.05, ##, p < 0.01, ###, p < 0.001 vs. Ca group. $$$, p < 0.001,
vs. corresponding DSS group.
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In mice receiving C. albicans gavage, histological abnormalities were observed only in
the stomach (Figure 4A), which may indicate a potential role of C. albicans in the progression
and severity of inflammation particularly in this section of the gut, while C. albicans had
no additional impact on inflammation when combined with DSS treatment (10.1 ± 1.68;
p < 0.001 vs. DSS group, Figure 4A).

3.3. Candida albicans Colonization Assessment

After C. albicans oral gavage on day 0, fungal colonization was readily detected on
day 1 post-gavage and persisted throughout the treatment period (Figure 5A), varying
from 5 × 105 up to 106 CFU/g. Colonies were still present on the day of animal sacrifice
(day 17 after gavage, Figure 5A) in both Ca-treated and DSS + Ca-treated mice, indicating
a stable C. albicans colonization of the GI tract of mice that underwent the subsequent
IR experiments. PAS-stained slices from post-mortem study of GI tract organs showed
invasions and colonization of the stomach and colon walls by C. albicans with the presence
of morphologies ranging from yeast to true hyphae (Figure 5B). Ca mice showed several
ulcerative foci at the periphery of colonies suggesting possible Ca-induced inflammation.
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Figure 5. Candida albicans colonization analysis. (A) Quantification of C. albicans throughout the
duration of the experiment in the different groups. Stool samples were homogenized in PBS and
then plated onto solid YPD medium in Petri dishes and incubated at 30 ◦C for 48 h. Ca colonies
were counted and colonization was determined as colony-forming units per gram of stool (CFU/g).
(B) Representative PAS-stained colon sections (magnification 10×, left panel; and 40×, right panel)
images showing invasions and colonization of GI walls by C. albicans with different morphologies
(yeast and hyphae).
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3.4. Local Inflammatory Marker Analysis

Lcn2 levels showed a marked increase starting on day 5 of DSS administration, reach-
ing levels as high as 336.5 ng/mL on day 9 (day 0: 1.5 ± 0.7 vs. 336.6 ± 124.05 ng/mL
on day 9, p < 0.001, Figure 6). Although DSS treatment was discontinued on day 9, Lcn2
levels remained relatively high and displayed steady state levels from day 9 up to day 17
(day 17: 505.5 ± 129.8 ng/mL), indicating a persistent inflammatory state in mice following
removal of DSS (Figure 6). These levels showed that while animals expressed a general
healing process objectified by the DAI decrease (Figure 3), local inflammatory markers such
as Lcn2 persisted at high levels.
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performed on suspensions of stool samples diluted to 1/10 for the control and Ca groups and to 1/50
and 1/100 for the DSS groups. The graph was generated as the log10 of the concentration of each
group on the day of sampling. *, p < 0.05, **, p < 0.01, ***, p < 0.001 vs. corresponding control (Ctrl)
group; #, p < 0.05, ##, p < 0.01, ###, p < 0.001 vs. corresponding Ca group.

3.5. Circulatory Cytokine Analysis

Out of the seven inflammatory cytokines tested, only IL-6 (Figure 7A,B) displayed
high expression and a significant increase in the groups treated with DSS on day 9
(314.2 ± 53.9 ng/mL) compared to control animals (14.17 ± 0.9 ng/mL, p < 0.001) and
Ca groups (16.42 ± 2.3 ng/mL, p < 0.001). IL-6 levels remained significantly high following
DSS removal compared to the control group and until the end of treatment on day 17, when
the animals underwent the IR maneuver (170.1± 90 ng/mL, p < 0.01, Figure 7A). C. albicans
gavage had no impact on IL-6 release alone or in combination with DSS (Figure 7A).

The remaining pro-inflammatory cytokines (TNF-α, IFNγ, and IL-17) displayed similar
expression dynamics, with values not exceeding 10 pg/mL (Figure 7C–E). No significant
changes were observed for anti-inflammatory cytokine IL-4 (Figure 7F), while IL-10 was
not detectable in any of the experimental conditions.
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Figure 7. Systemic inflammatory cytokine analysis by flow cytometry. Graphs were generated
as log10 of each group’s concentration. (A) Interleukin-6 (IL-6) expression levels in the different
experimental groups. (B) Representative flow cytometry plots showing the variable cytokine
distribution in DSS-treated group. (C) Tumor necrosis factor alpha (TNF-α) expression levels in
the different experimental groups. (D) Interferon gamma (IFNγ) expression levels in the different
experimental groups. (E) Interleukin-17 (IL-17) expression levels in the different experimental groups.
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(F) Interleukin-4 (IL-4) expression levels in the different experimental groups. (G) Interleukin-2
(IL-2) expression levels in the different experimental groups. *, p < 0.05, **, p < 0.01, ***, p < 0.001
vs. corresponding control (Ctrl) group; ##, p < 0.01, ###, p < 0.001 vs. corresponding C. albicans (Ca)
group; $, p < 0.05 vs. corresponding DSS group; £, p < 0.05 vs. corresponding group on day 9.

3.6. Infarct Size Quantification

There was no difference in body weight (BW), left ventricle (LV) weight, AAR to LV
ratio, or HR before occlusion of the coronary artery or after reperfusion between the differ-
ent experimental groups, regardless of whether they had been subjected to treatment or IR
(Table 3, Figure 8A,B). After IR, the IBD mice developed a significantly more severe infarct
injury (Figure 8C,D) (IS/AAR: 32.6 ± 3.3%, p < 0.01) than the control mice (19.7 ± 2.5%). C.
albicans inoculation of mice did not significantly increase IS when alone (23.9 ± 3.0%) or in
combination with DSS (38.5 ± 3.3%) (Figure 8D).

Table 3. Mean values ± SEM for body weight, left ventricular weight to body weight ratio, and area
at risk in IBD mice subjected to ischemia–reperfusion in basal condition or after DSS, C. albicans (Ca),
or DSS + Ca treatments.

Heart Rate (bpm)
Groups n BW (g) LVW/BW (%) AAR/LV (%) Before Ischemia In Ischemia In Reperfusion

Ctrl 8 27.9 ± 1.5 3.3 ± 0.9 33.8 ± 1.8 468 ± 14 461 ± 21 464 ± 16
DSS 7 27.0 ± 0.9 3.8 ± 0.5 29.4 ± 2.7 435 ± 21 488 ± 21 533 ± 16
Ca 5 28.3 ± 0.6 3.5 ± 0.04 29.9 ± 3.2 440 ± 20 478 ± 11 531 ± 20

DSS + Ca 5 28.5 ± 0.5 3.3 ± 0.11 32.2 ± 0.2 441 ± 41 517 ± 30 550 ± 19

Data are means ± SEM. BW, body weight; LVW/BW, left ventricle weight to body weight ratio; AAR, area at risk;
HR, heart rate; bpm, beats per minute.
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Figure 8. Assessment of IR severity in IBD mice. IR was determined by TTC staining expressed as
percentage of area at risk (IS/AAR) or cardiac troponin I (cTnI) serum level quantification by ELISA,
after 30 min ischemia followed by 3 or 24-h reperfusion, respectively. (A) Heart rate (HR) before
coronary occlusion, during ischemia, and after reperfusion in the different experimental groups.
(B) The area at risk (AAR) was determined after 30 min of ischemia followed by 3 h of reperfusion by
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intravenous injection of Evans blue solution. (C) Assessment of infarct size (IS) as a percentage of the
left ventricle (IS/LV %). (D) Assessment of IS as a percentage of AAR (IS/AAR %). (E) Measurement
of cTnI serum levels in mice with or without treatment (DSS/Ca). The graph was generated as the
log10 of the concentration of each group. (F) Correlation between IR (IS/AR) and cTnI serum levels
in the four experimental groups after IR (r2 = 0.9554, p < 0.05). (G) Planimetry of myocardial IS.
Digital photographs of midventricular slices after Evans blue and triphenyl tetrazolium chloride
(TTC) staining. Infarcted areas appear pale, viable myocardium within the AAR is stained brick red.
*, p < 0.05, **, p < 0.01 vs. control (Ctrl) group; #, p < 0.05 vs. C. albicans (Ca) group.

3.7. Serum Cardiac Troponin I Quantification

Correlating with IS increase, serum cTnI levels in DSS-treated mice have been found
to be significantly higher than in controls (51.17 ± 10.5 ng/mL versus 13.14 ± 3.6 ng/mL,
p < 0.05) after 24 h of reperfusion (Figure 8E). Fungal colonization increased cTnI in the
DSS + Ca group (105.46 ± 33.7 ng/mL), but this increase was not significant compared to
the DSS group (Figure 8E). Correlation between IS/AAR and serum cTnI was significant
(r2, p < 0.05).

3.8. DSS Effect on Cardiomyocytes In Vitro

DSS had no effect on HiPSC-derived cardiomyocyte viability (Figure 9).
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Figure 9. DSS effect on cardiomyocyte viability in vitro. Human induced pluripotent stem cell
(HiPSC)-derived cardiomyocytes (HiPSC-CMs) were incubated with DSS at increasing concentrations
(15, 30, and 50 µg/mL) for 48 h and cell viability was assessed by flow cytometry. Cells were tested in
triplicate and results expressed as mean ± SEM for each concentration.

Although DSS has been shown not to be metabolized in the GI tract [55,56], our
finding indicates that the aggravation of IS in the DSS-treated groups may be due to the
passage into the blood of cytokines or intestinal microflora products in the DSS-induced
colitis model.

4. Discussion

CVDs are the most frequent cause of death worldwide. Their prevalence is higher in
several chronic inflammatory conditions. This is likely due to the substantial contribution
of the inflammatory status of the patients to the increased cardiovascular risk [4–7,57].
IBD is characterized by chronic, progressive inflammation of the GI tract and elevated
pro-inflammatory markers. However, the link between IBD and increased risk of MI is not
well defined yet. Despite large database and observational meta-analysis studies [32,34],
the association between IBD and MI remains controversial [29–31,33–35,58]. To date, only
increased risk of venous thrombotic events has been significantly reported in patients
with IBD, whereas the risk of arterial diseases (such as MI) has been less well character-
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ized [59–62]. We sought to assess this risk and to identify potential pathogenic mechanisms
using animal experimentation by setting up, for the first time, an original animal model re-
producing in vivo the context of IBD–MI in humans. Due to the remarkable increase in the
rate ratios of cardiovascular events during IBD flares [45,58], an acute colitis model with a
9-day DSS treatment phase was carried out in mice to develop an IBD that morphologically
and symptomatically resembles UC in humans [50]. DSS is used in mice to induce colitis by
causing erosion of epithelial cells and increasing colonic mucosal permeability, leading to
hyperemia, ulcerations, submucosal edema, and histological changes, including infiltration
of granulocytes [50]. Classically, 1.5% to 5% DSS in animal drinking water is used for
a period ranging from 5 to 8 days to induce acute colitis [50]. However, in our model,
we administered DSS orally at a low dose (1%) so that IBD severity could be consistent
with subsequent myocardial IR experiments. Indeed, a more severe IBD would not have
been compatible with animal survival after cardiac experiments, as found in a preliminary
pilot study. In addition, animals were allowed an 8-day remission period where DSS was
replaced with water for better animal survival in IR experiments. However, at the time of
IR (day 17), we ensured that blood cytokine levels and inflammatory status of the animals
were comparable to those measured during the peak of IBD on day 9, which allowed us to
reliably study the effect of IBD on the severity of ischemia (Figure 10).
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Figure 10. IBD–MI relationship model in mice. (A) Colitis in mice was induced by oral treatment
with 1% (w/v) DSS for 9 days followed by an 8-day remission period, as evidenced by disease activity
index (DAI). On day 17, myocardial ischemia–reperfusion (IR) was performed in IBD mice, while
(B) local [histology (magnification 40×), colon length, and fecal lipocalin 2 (Lcn2)] and (C) systemic
(IL-6) inflammation remained higher than in the control group, allowing (D) the study of the impact
of IBD on the severity of MI (IS/AAR%). *, p < 0.05, **, p < 0.01, ***, p < 0.001 vs. corresponding
control (Ctrl) group; #, p < 0.05, ##, p < 0.01, ###, p < 0.001 vs. corresponding Ca group; $$, p < 0.01 vs.
corresponding group on day 9.

Our results showed that DSS treatment, which did not induce any deleterious effect
per se on cardiomyocytes in vitro, aggravated the severity of IR by inducing a two-fold
increase in IS compared to controls, which was also reproduced by cTnI quantification
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assay (Figure 8E). AAR, HR, and cardiac morphological parameters were similar in all
the experimental groups (Figure 8, Table 3), suggesting that there were no anatomical
differences in the coronary vessels or left ventricles among these mice and no major
differences in their basal cardiac metabolism that could have influenced the results of IR
and that the differences in IS are only due to the treatment imposed on mice (DSS/Ca).
The IS values, which averaged ~20% under basal conditions in the present study, were
very similar to those reported by others in mice subjected to 30 min of coronary occlusion
followed by 180 min reperfusion [63]. Although TTC staining is the method of choice
for post-mortem determination of IS [43,64], an additional readout for myocardial infarct
severity was performed by measuring serum cTnI levels in the different experimental
groups [40,65]. A strong correlation between IR (IS/AAR (%)) and cTnI levels in mice was
found (Figure 8F, r2 = 0.96, p < 0.05).

In MI, abnormalities of endothelial function play an important role in the pathogen-
esis of CAD leading to decreased endothelium-dependent vascular relaxation, impaired
myocardial perfusion, and thrombotic events [66,67]. Being a chronic inflammatory disease,
IBD is associated with an upregulation of several cytokines [68]. Due to the disruption
of the intestinal mucosal barrier during IBD, it has been suggested that a possible mech-
anism underlying the increased MI severity in IBD includes the translocation of micro-
bial lipopolysaccharides (LPSs) that can stimulate the production of pro-inflammatory
molecules leading to endothelial injury and atherosclerosis [9]. Some of them, such as
TNF-α and C-reactive protein, are known to be mediators of atherosclerosis and endothelial
alterations by damaging vascular functionality and reducing the nitric oxide (NO) availabil-
ity [9,37,38,69–71]. By quantifying systemic cytokines in IBD mice, we detected an increase
in the pro-inflammatory cytokines TNF-α, IFNγ, and IL-17, especially on day 17 and in the
DSS + Ca group. Of all these cytokines, only IL-6 was found to be significantly expressed in
the blood and increased in the DSS-induced IBD groups, with levels remaining elevated
on day 17 when the animals were sacrificed (Figure 10). Previous studies have shown
that IL-6, whose levels are increased in IBD [72–75], is linked to endothelial dysfunction,
thrombocytosis, early atherosclerosis, and CAD [76–79]. IL-6 is a key risk factor for CVD
by triggering inflammatory reaction and inducing other molecules’ release [80–82]. These
observations could explain why, in our work, IBD animals displaying high levels of IL-6
developed greater susceptibility to ischemia by developing more severe infarct after IR.
Our results are in line with studies reporting that a higher IL-6 level measured 24 h after
MI is associated with larger IS and diminished cardiac function [83]. Clinical data have also
shown that levels of IL-6 can serve as a biomarker of mortality in CAD [84], with a strong
relationship to future cardiac events and mortality in healed MI patients [85]. It should be
noted that IL-6 plays the same role in IBD as in CAD, as a major factor in the pathogenesis
of IBD [86], and that inhibition of IL-6 prevents development of both CD [87,88] and IHD,
even in patients refractory to conventional drugs such as corticosteroids [88]. These results
suggest shared inflammatory mechanisms between MI and IBD. MI, especially followed
by reperfusion, leads to a complex post-ischemic inflammatory response resulting from
the death of myocardial cells by necrosis of the infarcted tissues [43,89]. Infiltration of
the ischemic site by immune cells can both promote cardiomyocyte death, inflammation,
and subsequent post-MI remodeling and heart failure, as well as facilitate regeneration
of damaged heart muscle at a later stage [90–93]. At the onset of MI, necrotic myocytes
release damage-associated molecular patterns (DAMPs) and cytokines that activate the
recruitment of non-specific immune cells such as monocytes, neutrophils, and dendritic
cells from the peripheral vasculature into the infarcted area [94]. After the inflammatory
phase, a specific immune response involving T and B lymphocyte infiltration initiates the
repair of MI, in particular via the production of cytokines by regulatory T cells to pro-
mote macrophage polarization and myocardial healing [94]. Resolution of inflammation is
achieved by macrophage recruitment in the injured site to polarize into anti-inflammatory
macrophages that activate MI repair by secreting anti-inflammatory cytokines and elimi-
nating necrotic cells [95]. Perturbations affecting both balance and transition between pro-
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and anti-inflammatory phases can exacerbate acute MI and thus aggravate post-infarction
clinical outcomes [96,97]. In our study, the aggravation of MI in IBD mice could likely
lead to an intense and unbalanced inflammatory reaction, affecting not only MI size but
also post-ischemic remodeling and repair. Therefore, insight into immune cell-mediated
inflammation in MI could contribute to the identification of appropriate and effective
therapeutic targets to modulate macrophage polarization toward an anti-inflammatory
phenotype [95] and improve the reparative phase following MI in IBD subjects.

Besides the inflammatory impact of IBD-induced cytokines on cardiac function,
prolonged systemic inflammation can cause platelet aggregation and impaired coagu-
lation [27,71] leading to deregulation of the coagulation system and to thrombus formation,
which causes acute coronary syndrome in IBD patients [98]. Additionally, other factors
may influence the risk of MI in IBD subjects, including certain products of the intestinal
microflora which may enter into circulation through the damaged intestinal mucosal layer
and activate inflammatory responses which could lead to endothelial dysfunction, arterial
stiffness, and atherosclerosis [9,36,99,100]. In this context, several studies have reported
that gut microbiota dysbiosis is linked not only to IBD but also to cardiovascular risk
factors, such as hypertension, atherosclerosis, MI, heart failure, and diabetes [101]. More
particularly, thrombus microbiota modifications could affect both the development and
progression of atherosclerosis [102]. Recent reports have shown that thrombus coloniza-
tion by specific bacterial genera such as Prevotella can increase coronary thrombus burden
and plaque vulnerability to rupture [102,103]. These effects may represent the result of
Prevotella’s actions in increasing trimethylamine-N-oxide (TMAO) levels and consequent
effects on CDL40 and von Willebrand factor thrombus contents, as reported in experimental
studies that have clearly emphasized the role of TMAO in increasing coagulation [104]. In
these studies, authors found that Prevotella thrombus contents were significantly associated
with inflammatory mediators such as neutrophil activation markers [103]. The GI microbial
flora [105,106] also includes a gut mycobiota, among which C. albicans is one of the most
prevalent human fungal pathogens [46,107]. Several data have pointed out the link be-
tween the outgrowth of C. albicans and the pathogenesis of IBD, since IBD patients display
increased GI Candida colonization [23] and produce anti-yeast antibodies that correlate with
the severity of IBD [108–110]. IBD-induced microbial dysbiosis and Candida overgrowth
have also been shown to be associated with increased levels of pro-inflammatory medi-
ators [46,111]. Unlike in humans, Candida is not prominent in the mouse gut, does not
colonize the mouse GI tract, and is undetectable by culture methods [112,113]. Therefore,
DSS colitis with C. albicans administration might be a more adequate representative model
(DSS + Ca) to resemble the human condition [23]. Thus, a DSS colitis model with Candida
administration was first investigated to replicate the IBD human condition, and then to
test the influence of fungi on MI in the DSS model. C. albicans outgrowth, which has
been reported to be promoted by DSS chemically induced colitis [114], has been shown to
aggravate gut inflammation in these murine models [46,114]. However, in our experiments,
mouse oral gavage with C. albicans on day 0 did not significantly worsen IS, neither in
basal condition nor in combination with DSS. This suggests that, although C. albicans was
detectable at the time of IR in the GI tract (on day 17), C. albicans has no effect on MI
severity by itself in our experimental conditions. A single oral gavage of C. albicans after
DSS administration in wild-type mice demonstrated little impact on the DSS mouse model,
possibly due to a non-sustained or a subtle presentation of gut fungi [115]. Similarly, in our
work, single oral inoculation of C. albicans failed to significantly increase the level of local
inflammatory markers such as Lcn2 or circulating cytokines (Figures 6 and 7). Hence, a DSS
model with multiple C. albicans administrations would likely be required for a sustained
and significant effect on inflammatory markers and subsequent MI aggravation. In the
literature, models with several administrations of C. albicans demonstrated a higher impact
on the DSS mouse model as well as an exacerbation of intestinal mucosal barrier disruption
and colitis severity through leaky gut-enhanced systemic inflammation [116–118]. In these
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models, repeated Candida gavages were necessary because lower doses and less frequent
gavages did not consistently induce Candida presentation in the gut [117].

Although our results provide novel insights into the interaction between IBD and MI,
they leave some unanswered questions. Indeed, we demonstrated for the first time that
IBD significantly aggravated the severity of MI and that these effects could involve IL-6
pathway activation. However, the role of IL-6 as a causal link between IBD and MI was not
further explored in this work. Several reports have demonstrated that, in both IBD and MI,
inhibition of IL-6 can prevent disease development, even in patients refractory to clinical
trials with anti-TNF-α therapies [88,119,120]. Thus, IL-6 can be a potential biomarker
for MI prognosis and a target to improve the treatment of IBD patients. In the future,
further studies will be needed to assess the role of this cytokine in the predisposition to
CVD in individuals with IBD. Furthermore, in our work, microbiota modification by acute
inoculation of C. albicans had no impact on DSS-induced colitis, suggesting that multiple C.
albicans administrations will likely be required for a higher impact on MI. Finally, further
investigations will be needed to determine whether other gut microflora products, such as
metabolites, are responsible for the severity of IS in the DSS-induced colitis model.

5. Conclusions

With more than 10 million patients worldwide, IBD has become a global concern,
particularly for the deleterious intestinal and extra-intestinal consequences it induces, such
as the increased risk of CVD [121]. This highlights the need for IBD prevention research
and innovations in health care systems to manage this complex and costly disease. In this
study, we have for the first time provided an answer to a discordant human hypothesis,
particularly concerning the relationship between IBD and increased risk of MI, for which
observational studies could not provide any direct evidence [29–31,33–35]. IBD-induced
cytokines may illuminate novel pathways to disease development and serve as biomarkers
that can be assessed using diagnostic tests for both susceptibility and severity of MI. By
using animal experimentation and establishing an original mouse model combining both
IBD and MI, we demonstrated for the first time that IBD significantly aggravated the
severity of MI and that the causal link could involve IL-6 pathway activation. Although
mouse experimental data should be extrapolated with caution to human disease, we believe
that these findings, after crossing them with clinical approaches, could have a significant
impact on the prevention and improvement of treatment/prognosis of acute CAD in
IBD patients.
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Abbreviations

AUCs Areas under the curve
Ca Candida albicans
CAD Coronary artery disease
CD Crohn’s disease
CFU Colony-forming unit
cTnI Cardiac troponin I
CVD Cardiovascular disease
DAI Disease activity index
DSS Dextran sulfate sodium
GI Gastrointestinal
HR Heart rate
IBD Inflammatory bowel disease
IHD Ischemic heart disease
IL Interleukin
INFγ Interferon gamma
IR Ischemia–reperfusion
IS Infarct size
Lcn2 Fecal lipocalin 2
MI Myocardial infarction
TNF-α Tumor necrosis factor alpha
UC Ulcerative colitis

References
1. Barquera, S.; Pedroza-Tobias, A.; Medina, C.; Hernandez-Barrera, L.; Bibbins-Domingo, K.; Lozano, R.; Moran, A.E. Global

overview of the epidemiology of atherosclerotic cardiovascular disease. Arch. Med. Res. 2015, 46, 328–338. [CrossRef] [PubMed]
2. WHO. The Top 10 Causes of Death; WHO: Geneva, Switzerland, 2020.
3. Wang, F.; Yu, Y.; Mubarik, S. Global burden of ischemic heart disease and attributable risk factors, 1990–2017: A secondary

analysis based on the global burden of disease study 2017. Clin. Epidemiol. 2021, 13, 859–870. [CrossRef]
4. Mason, J.C.; Libby, P. Cardiovascular disease in patients with chronic inflammation: Mechanisms underlying premature

cardiovascular events in rheumatologic conditions. Eur. Heart J. 2015, 36, 482–489. [CrossRef] [PubMed]
5. Matsuura, E.; Atzeni, F.; Sarzi-Puttini, P.; Turiel, M.; Lopez, L.R.; Nurmohamed, M.T. Is atherosclerosis an autoimmune disease?

BMC Med. 2014, 12, 47. [CrossRef]
6. Libby, P.; Lichtman, A.H.; Hansson, G.K. Immune effector mechanisms implicated in atherosclerosis: From mice to humans.

Immunity 2013, 38, 1092–1104. [CrossRef]
7. Prasad, M.; Hermann, J.; Gabriel, S.E.; Weyand, C.M.; Mulvagh, S.; Mankad, R.; Oh, J.K.; Matteson, E.L.; Lerman, A. Car-

diorheumatology: Cardiac involvement in systemic rheumatic disease. Nat. Rev. Cardiol. 2015, 12, 168–176. [CrossRef]
8. Chen, B.; Collen, L.V.; Mowat, C.; Isaacs, K.L.; Singh, S.; Kane, S.V.; Farraye, F.A.; Snapper, S.; Jneid, H.; Lavie, C.J.; et al.

Inflammatory Bowel Disease and Cardiovascular Diseases. Am. J. Med. 2022, 135, 1453–1460. [CrossRef]
9. Wu, P.; Jia, F.; Zhang, B.; Zhang, P. Risk of cardiovascular disease in inflammatory bowel disease. Exp. Ther. Med. 2017, 13,

395–400. [CrossRef]
10. Wu, H.; Hu, T.; Hao, H.; Hill, M.A.; Xu, C.; Liu, Z. Inflammatory bowel disease and cardiovascular diseases: A concise review.

Eur. Heart J. Open 2021, 2, oeab029. [CrossRef]
11. Hodges, P.; Kelly, P. Inflammatory bowel disease in Africa: What is the current state of knowledge? Int. Health 2020, 12, 222–230.

[CrossRef]
12. Bernstein, C.N.; Wajda, A.; Svenson, L.W.; MacKenzie, A.; Koehoorn, M.; Jackson, M.; Fedorak, R.; Israel, D.; Blanchard, J.F. The

epidemiology of inflammatory bowel disease in Canada: A population-based study. Am. J. Gastroenterol. 2006, 101, 1559–1568.
[CrossRef]

13. Burisch, J.; Jess, T.; Martinato, M.; Lakatos, P.L.; EpiCom, E. The burden of inflammatory bowel disease in Europe. J. Crohn’s
Colitis 2013, 7, 322–337. [CrossRef]

14. Ng, S.C. Epidemiology of inflammatory bowel disease: Focus on Asia. Best Pract. Res. Clin. Gastroenterol. 2014, 28, 363–372.
[CrossRef]

15. De Souza, H.S.; Fiocchi, C. Immunopathogenesis of IBD: Current state of the art. Nat. Rev. Gastroenterol. Hepatol. 2016, 13, 13–27.
[CrossRef] [PubMed]

16. Danese, S.; Fiocchi, C. Ulcerative colitis. N. Engl. J. Med. 2011, 365, 1713–1725. [CrossRef] [PubMed]
17. Baumgart, D.C.; Sandborn, W.J. Crohn’s disease. Lancet 2012, 380, 1590–1605. [CrossRef] [PubMed]
18. Conrad, K.; Roggenbuck, D.; Laass, M.W. Diagnosis and classification of ulcerative colitis. Autoimmun. Rev. 2014, 13, 463–466.

[CrossRef]

https://doi.org/10.1016/j.arcmed.2015.06.006
https://www.ncbi.nlm.nih.gov/pubmed/26135634
https://doi.org/10.2147/clep.s317787
https://doi.org/10.1093/eurheartj/ehu403
https://www.ncbi.nlm.nih.gov/pubmed/25433021
https://doi.org/10.1186/1741-7015-12-47
https://doi.org/10.1016/j.immuni.2013.06.009
https://doi.org/10.1038/nrcardio.2014.206
https://doi.org/10.1016/j.amjmed.2022.08.012
https://doi.org/10.3892/etm.2016.3966
https://doi.org/10.1093/ehjopen/oeab029
https://doi.org/10.1093/inthealth/ihaa005
https://doi.org/10.1111/j.1572-0241.2006.00603.x
https://doi.org/10.1016/j.crohns.2013.01.010
https://doi.org/10.1016/j.bpg.2014.04.003
https://doi.org/10.1038/nrgastro.2015.186
https://www.ncbi.nlm.nih.gov/pubmed/26627550
https://doi.org/10.1056/NEJMra1102942
https://www.ncbi.nlm.nih.gov/pubmed/22047562
https://doi.org/10.1016/S0140-6736(12)60026-9
https://www.ncbi.nlm.nih.gov/pubmed/22914295
https://doi.org/10.1016/j.autrev.2014.01.028


Biomedicines 2023, 11, 2945 21 of 25

19. Laass, M.W.; Roggenbuck, D.; Conrad, K. Diagnosis and classification of Crohn’s disease. Autoimmun. Rev. 2014, 13, 467–471.
[CrossRef] [PubMed]

20. Nagao-Kitamoto, H.; Kamada, N. Host-microbial Cross-talk in Inflammatory Bowel Disease. Immune Netw. 2017, 17, 1–12.
[CrossRef]

21. Balderramo, D.C.; Romagnoli, P.A. Fecal Fungal Microbiota (Mycobiome) Study as a Potential Tool for Precision Medicine in
Inflammatory Bowel Disease. Gut Liver 2023, 17, 505–515. [CrossRef]

22. Qiu, P.; Ishimoto, T.; Fu, L.; Zhang, J.; Zhang, Z.; Liu, Y. The Gut Microbiota in Inflammatory Bowel Disease. Front. Cell Infect.
Microbiol. 2022, 12, 733992. [CrossRef]

23. Sokol, H.; Leducq, V.; Aschard, H.; Pham, H.P.; Jegou, S.; Landman, C.; Cohen, D.; Liguori, G.; Bourrier, A.; Nion-Larmurier, I.;
et al. Fungal microbiota dysbiosis in IBD. Gut 2017, 66, 1039–1048. [CrossRef] [PubMed]

24. Tan, V.P.; Chung, A.; Yan, B.P.; Gibson, P.R. Venous and arterial disease in inflammatory bowel disease. J. Gastroenterol. Hepatol.
2013, 28, 1095–1113. [CrossRef] [PubMed]

25. Zezos, P.; Kouklakis, G.; Saibil, F. Inflammatory bowel disease and thromboembolism. World J. Gastroenterol. 2014, 20, 13863–13878.
[CrossRef] [PubMed]

26. Sridhar, A.R.; Parasa, S.; Navaneethan, U.; Crowell, M.D.; Olden, K. Comprehensive study of cardiovascular morbidity in
hospitalized inflammatory bowel disease patients. J. Crohn’s Colitis 2011, 5, 287–294. [CrossRef] [PubMed]

27. Fumery, M.; Xiaocang, C.; Dauchet, L.; Gower-Rousseau, C.; Peyrin-Biroulet, L.; Colombel, J.F. Thromboembolic events and
cardiovascular mortality in inflammatory bowel diseases: A meta-analysis of observational studies. J. Crohn’s Colitis 2014, 8,
469–479. [CrossRef]

28. Stadnicki, A.; Stadnicka, I. Venous and arterial thromboembolism in patients with inflammatory bowel diseases. World J.
Gastroenterol. 2021, 27, 6757–6774. [CrossRef]

29. Kristensen, S.L.; Ahlehoff, O.; Lindhardsen, J.; Erichsen, R.; Jensen, G.V.; Torp-Pedersen, C.; Nielsen, O.H.; Gislason, G.H.;
Hansen, P.R. Disease activity in inflammatory bowel disease is associated with increased risk of myocardial infarction, stroke and
cardiovascular death--a Danish nationwide cohort study. PLoS ONE 2013, 8, e56944. [CrossRef]

30. Kristensen, S.L.; Ahlehoff, O.; Lindhardsen, J.; Erichsen, R.; Lamberts, M.; Khalid, U.; Nielsen, O.H.; Torp-Pedersen, C.; Gislason,
G.H.; Hansen, P.R. Prognosis after first-time myocardial infarction in patients with inflammatory bowel disease according to
disease activity: Nationwide cohort study. Circulation. Cardiovasc. Qual. Outcomes 2014, 7, 857–862. [CrossRef]

31. Kuy, S.; Dua, A.; Chappidi, R.; Seabrook, G.; Brown, K.R.; Lewis, B.; Rossi, P.J.; Lee, C.J. The increasing incidence of thromboem-
bolic events among hospitalized patients with inflammatory bowel disease. Vascular 2015, 23, 260–264. [CrossRef]

32. Panhwar, M.S.; Mansoor, E.; Al-Kindi, S.G.; Sinh, P.; Katz, J.; Oliveira, G.H.; Cooper, G.S.; Ginwalla, M. Risk of Myocardial
Infarction in Inflammatory Bowel Disease: A Population-based National Study. Inflamm. Bowel Dis. 2019, 25, 1080–1087.
[CrossRef] [PubMed]

33. Osterman, M.T.; Yang, Y.X.; Brensinger, C.; Forde, K.A.; Lichtenstein, G.R.; Lewis, J.D. No increased risk of myocardial infarction
among patients with ulcerative colitis or Crohn’s disease. Clin. Gastroenterol. Hepatol. Off. Clin. Pract. J. Am. Gastroenterol. Assoc.
2011, 9, 875–880. [CrossRef] [PubMed]

34. Ha, C.; Magowan, S.; Accortt, N.A.; Chen, J.; Stone, C.D. Risk of arterial thrombotic events in inflammatory bowel disease. Am. J.
Gastroenterol. 2009, 104, 1445–1451. [CrossRef] [PubMed]

35. Barnes, E.L.; Beery, R.M.; Schulman, A.R.; McCarthy, E.P.; Korzenik, J.R.; Winter, R.W. Hospitalizations for acute myocardial
infarction are decreased among patients with inflammatory bowel disease using a nationwide inpatient database. Inflamm. Bowel
Dis. 2016, 22, 2229–2237. [CrossRef]

36. Mehrpooya, M.; Larti, F.; Nozari, Y.; Sattarzadeh-Badkoobeh, R.; Zand Parsa, A.F.; Zebardast, J.; Tavoosi, A.; Shahbazi, F. Study of
serum uric acid levels in myocardial infarction and its association with killip class. Acta Medica Iran. 2017, 55, 97–102.

37. Karbach, S.; Croxford, A.L.; Oelze, M.; Schuler, R.; Minwegen, D.; Wegner, J.; Koukes, L.; Yogev, N.; Nikolaev, A.; Reissig, S.; et al.
Interleukin 17 drives vascular inflammation, endothelial dysfunction, and arterial hypertension in psoriasis-like skin disease.
Arterioscler. Thromb. Vasc. Biol. 2014, 34, 2658–2668. [CrossRef]

38. Hot, A.; Lenief, V.; Miossec, P. Combination of IL-17 and TNFalpha induces a pro-inflammatory, pro-coagulant and pro-thrombotic
phenotype in human endothelial cells. Ann. Rheum. Dis. 2012, 71, 768–776. [CrossRef]

39. Messadi, E.; Aloui, Z.; Belaidi, E.; Vincent, M.P.; Couture-Lepetit, E.; Waeckel, L.; Decorps, J.; Bouby, N.; Gasmi, A.; Karoui, H.;
et al. Cardioprotective effect of VEGF and venom VEGF-like protein in acute myocardial ischemia in mice: Effect on mitochondrial
function. J. Cardiovasc. Pharmacol. 2014, 63, 274–281. [CrossRef]

40. Messadi, E.; Vincent, M.P.; Griol-Charhbili, V.; Mandet, C.; Colucci, J.; Krege, J.H.; Bruneval, P.; Bouby, N.; Smithies, O.; Alhenc-
Gelas, F.; et al. Genetically determined angiotensin converting enzyme level and myocardial tolerance to ischemia. Faseb J. 2010,
24, 4691–4700. [CrossRef]

41. Messadi-Laribi, E.; Griol-Charhbili, V.; Bascands, J.L.; Heudes, D.; Meneton, P.; Giudicelli, J.F.; Alhenc-Gelas, F.; Richer, C. Role of
tissue kallikrein in the cardioprotective effects of ischemic and pharmacological preconditioning in myocardial ischemia. Faseb J.
2005, 19, 1172–1174.

42. Messadi-Laribi, E.; Griol-Charhbili, V.; Pizard, A.; Vincent, M.P.; Heudes, D.; Meneton, P.; Alhenc-Gelas, F.; Richer, C. Tissue
kallikrein is involved in the cardioprotective effect of AT1-receptor blockade in acute myocardial ischemia. J. Pharmacol. Exp. Ther.
2007, 323, 210–216. [CrossRef] [PubMed]

https://doi.org/10.1016/j.autrev.2014.01.029
https://www.ncbi.nlm.nih.gov/pubmed/24424189
https://doi.org/10.4110/in.2017.17.1.1
https://doi.org/10.5009/gnl220537
https://doi.org/10.3389/fcimb.2022.733992
https://doi.org/10.1136/gutjnl-2015-310746
https://www.ncbi.nlm.nih.gov/pubmed/26843508
https://doi.org/10.1111/jgh.12260
https://www.ncbi.nlm.nih.gov/pubmed/23662785
https://doi.org/10.3748/wjg.v20.i38.13863
https://www.ncbi.nlm.nih.gov/pubmed/25320522
https://doi.org/10.1016/j.crohns.2011.01.011
https://www.ncbi.nlm.nih.gov/pubmed/21683298
https://doi.org/10.1016/j.crohns.2013.09.021
https://doi.org/10.3748/wjg.v27.i40.6757
https://doi.org/10.1371/journal.pone.0056944
https://doi.org/10.1161/CIRCOUTCOMES.114.000918
https://doi.org/10.1177/1708538114541799
https://doi.org/10.1093/ibd/izy354
https://www.ncbi.nlm.nih.gov/pubmed/30500938
https://doi.org/10.1016/j.cgh.2011.06.032
https://www.ncbi.nlm.nih.gov/pubmed/21749853
https://doi.org/10.1038/ajg.2009.81
https://www.ncbi.nlm.nih.gov/pubmed/19491858
https://doi.org/10.1097/MIB.0000000000000899
https://doi.org/10.1161/ATVBAHA.114.304108
https://doi.org/10.1136/annrheumdis-2011-200468
https://doi.org/10.1097/FJC.0000000000000045
https://doi.org/10.1096/fj.10.165902
https://doi.org/10.1124/jpet.107.124859
https://www.ncbi.nlm.nih.gov/pubmed/17636004


Biomedicines 2023, 11, 2945 22 of 25

43. Tourki, B.; Dumesnil, A.; Belaidi, E.; Ghrir, S.; Godin-Ribuot, D.; Marrakchi, N.; Richard, V.; Mulder, P.; Messadi, E. Lebetin 2, a
snake venom-derived B-type natriuretic peptide, provides immediate and prolonged protection against myocardial ischemia-
reperfusion injury via modulation of post-ischemic inflammatory response. Toxins 2019, 11, 524. [CrossRef] [PubMed]

44. Tourki, B.; Mateo, P.; Morand, J.; Elayeb, M.; Godin-Ribuot, D.; Marrakchi, N.; Belaidi, E.; Messadi, E. Lebetin 2, a snake venom-
derived natriuretic peptide, attenuates acute myocardial ischemic injury through the modulation of mitochondrial permeability
transition pore at the time of reperfusion. PLoS ONE 2016, 11, e0162632. [CrossRef]

45. Kristensen, S.L.; Ahlehoff, O.; Lindhardsen, J.; Erichsen, R.; Lamberts, M.; Khalid, U.; Nielsen, O.H.; Torp-Pedersen, C.; Gislason,
G.H.; Hansen, P.R. Inflammatory bowel disease is associated with an increased risk of hospitalization for heart failure: A Danish
Nationwide Cohort study. Circulation. Heart Fail. 2014, 7, 717–722. [CrossRef]

46. Kumamoto, C.A. Inflammation and gastrointestinal Candida colonization. Curr. Opin. Microbiol. 2011, 14, 386–391. [CrossRef]
47. Gillum, A.M.; Tsay, E.Y.; Kirsch, D.R. Isolation of the Candida albicans gene for orotidine-5′-phosphate decarboxylase by

complementation of S. cerevisiae ura3 and E. coli pyrF mutations. Mol. Gen. Genet. MGG 1984, 198, 179–182. [CrossRef]
48. Wirtz, S.; Popp, V.; Kindermann, M.; Gerlach, K.; Weigmann, B.; Fichtner-Feigl, S.; Neurath, M.F. Chemically induced mouse

models of acute and chronic intestinal inflammation. Nat. Protoc. 2017, 12, 1295–1309. [CrossRef]
49. Bauer, C.; Loher, F.; Dauer, M.; Mayer, C.; Lehr, H.A.; Schonharting, M.; Hallwachs, R.; Endres, S.; Eigler, A. The ICE inhibitor

pralnacasan prevents DSS-induced colitis in C57BL/6 mice and suppresses IP-10 mRNA but not TNF-alpha mRNA expression.
Dig. Dis. Sci. 2007, 52, 1642–1652. [CrossRef]

50. Randhawa, P.K.; Singh, K.; Singh, N.; Jaggi, A.S. A review on chemical-induced inflammatory bowel disease models in rodents.
Korean J. Physiol. Pharmacol. Off. J. Korean Physiol. Soc. Korean Soc. Pharmacol. 2014, 18, 279–288. [CrossRef]

51. Cardiff, R.D.; Miller, C.H.; Munn, R.J. Manual hematoxylin and eosin staining of mouse tissue sections. Cold Spring Harb. Protoc.
2014, 2014, 655–658. [CrossRef]

52. Erben, U.; Loddenkemper, C.; Doerfel, K.; Spieckermann, S.; Haller, D.; Heimesaat, M.M.; Zeitz, M.; Siegmund, B.; Kuhl, A.A. A
guide to histomorphological evaluation of intestinal inflammation in mouse models. Int. J. Clin. Exp. Pathol. 2014, 7, 4557–4576.
[PubMed]

53. Chassaing, B.; Srinivasan, G.; Delgado, M.A.; Young, A.N.; Gewirtz, A.T.; Vijay-Kumar, M. Fecal lipocalin 2, a sensitive and
broadly dynamic non-invasive biomarker for intestinal inflammation. PLoS ONE 2012, 7, e44328. [CrossRef] [PubMed]

54. Pons, S.; Griol-Charhbili, V.; Heymes, C.; Fornes, P.; Heudes, D.; Hagege, A.; Loyer, X.; Meneton, P.; Giudicelli, J.F.; Samuel, J.L.;
et al. Tissue kallikrein deficiency aggravates cardiac remodelling and decreases survival after myocardial infarction in mice. Eur.
J. Heart Fail. 2008, 10, 343–351. [CrossRef] [PubMed]

55. Araki, Y.; Bamba, T.; Mukaisho, K.; Kanauchi, O.; Ban, H.; Bamba, S.; Andoh, A.; Fujiyama, Y.; Hattori, T.; Sugihara, H. Dextran
sulfate sodium administered orally is depolymerized in the stomach and induces cell cycle arrest plus apoptosis in the colon in
early mouse colitis. Oncol. Rep. 2012, 28, 1597–1605. [CrossRef]

56. Kitajima, S.; Takuma, S.; Morimoto, M. Tissue distribution of dextran sulfate sodium (DSS) in the acute phase of murine
DSS-induced colitis. J. Vet. Med. Sci. 1999, 61, 67–70. [CrossRef]

57. Lillo, R.; Graziani, F.; Franceschi, F.; Iannaccone, G.; Massetti, M.; Olivotto, I.; Crea, F.; Liuzzo, G. Inflammation across the
spectrum of hypertrophic cardiac phenotypes. Heart Fail. Rev. 2023, 28, 1065–1075. [CrossRef]

58. Bigeh, A.; Sanchez, A.; Maestas, C.; Gulati, M. Inflammatory bowel disease and the risk for cardiovascular disease: Does all
inflammation lead to heart disease? Trends Cardiovasc. Med. 2020, 30, 463–469. [CrossRef]

59. Twig, G.; Zandman-Goddard, G.; Szyper-Kravitz, M.; Shoenfeld, Y. Systemic thromboembolism in inflammatory bowel disease:
Mechanisms and clinical applications. Ann. N. Y. Acad. Sci. 2005, 1051, 166–173. [CrossRef]

60. Miehsler, W.; Reinisch, W.; Valic, E.; Osterode, W.; Tillinger, W.; Feichtenschlager, T.; Grisar, J.; Machold, K.; Scholz, S.; Vogelsang,
H.; et al. Is inflammatory bowel disease an independent and disease specific risk factor for thromboembolism? Gut 2004, 53,
542–548. [CrossRef]

61. Bernstein, C.N.; Blanchard, J.F.; Houston, D.S.; Wajda, A. The incidence of deep venous thrombosis and pulmonary embolism
among patients with inflammatory bowel disease: A population-based cohort study. Thromb. Haemost. 2001, 85, 430–434.

62. Koutroubakis, I.E. Therapy insight: Vascular complications in patients with inflammatory bowel disease. Nat. Clin. Pract.
Gastroenterol. Hepatol. 2005, 2, 266–272. [CrossRef] [PubMed]

63. Redel, A.; Jazbutyte, V.; Smul, T.M.; Lange, M.; Eckle, T.; Eltzschig, H.; Roewer, N.; Kehl, F. Impact of ischemia and reperfusion
times on myocardial infarct size in mice in vivo. Exp. Biol. Med. 2008, 233, 84–93. [CrossRef] [PubMed]

64. Redfors, B.; Shao, Y.; Omerovic, E. Myocardial infarct size and area at risk assessment in mice. Exp. Clin. Cardiol. 2012, 17, 268–272.
[PubMed]

65. Matthia, E.L.; Setteducato, M.L.; Elzeneini, M.; Vernace, N.; Salerno, M.; Kramer, C.M. Circulating biomarkers in hypertrophic
cardiomyopathy. J. Am. Heart Assoc. 2022, 11, e027618. [CrossRef] [PubMed]

66. Luo, Y.; Liu, F.; Liu, H.; Chen, H.; Cheng, W.; Dong, S.; Xiong, W. Elevated serum IL-39 in patients with ST-segment elevation
myocardial infarction was related with left ventricular systolic dysfunction. Biomark. Med. 2017, 11, 419–426. [CrossRef]

67. Bacchiega, B.C.; Bacchiega, A.B.; Usnayo, M.J.; Bedirian, R.; Singh, G.; Pinheiro, G.D. Interleukin 6 inhibition and coronary artery
disease in a high-risk population: A prospective community-based clinical study. J. Am. Heart Assoc. 2017, 6, 38. [CrossRef]

68. Leppkes, M.; Neurath, M.F. Cytokines in inflammatory bowel diseases—Update 2020. Pharmacol. Res. 2020, 158, 104835.
[CrossRef]

https://doi.org/10.3390/toxins11090524
https://www.ncbi.nlm.nih.gov/pubmed/31510060
https://doi.org/10.1371/journal.pone.0162632
https://doi.org/10.1161/CIRCHEARTFAILURE.114.001152
https://doi.org/10.1016/j.mib.2011.07.015
https://doi.org/10.1007/BF00328721
https://doi.org/10.1038/nprot.2017.044
https://doi.org/10.1007/s10620-007-9802-8
https://doi.org/10.4196/kjpp.2014.18.4.279
https://doi.org/10.1101/pdb.prot073411
https://www.ncbi.nlm.nih.gov/pubmed/25197329
https://doi.org/10.1371/journal.pone.0044328
https://www.ncbi.nlm.nih.gov/pubmed/22957064
https://doi.org/10.1016/j.ejheart.2008.02.002
https://www.ncbi.nlm.nih.gov/pubmed/18343196
https://doi.org/10.3892/or.2012.1969
https://doi.org/10.1292/jvms.61.67
https://doi.org/10.1007/s10741-023-10307-4
https://doi.org/10.1016/j.tcm.2019.10.001
https://doi.org/10.1196/annals.1361.058
https://doi.org/10.1136/gut.2003.025411
https://doi.org/10.1038/ncpgasthep0190
https://www.ncbi.nlm.nih.gov/pubmed/16265230
https://doi.org/10.3181/0612-RM-308
https://www.ncbi.nlm.nih.gov/pubmed/18156310
https://www.ncbi.nlm.nih.gov/pubmed/23592952
https://doi.org/10.1161/JAHA.122.027618
https://www.ncbi.nlm.nih.gov/pubmed/36382968
https://doi.org/10.2217/bmm-2016-0361
https://doi.org/10.1161/JAHA.116.005038
https://doi.org/10.1016/j.phrs.2020.104835


Biomedicines 2023, 11, 2945 23 of 25

69. Kamperidis, N.; Kamperidis, V.; Zegkos, T.; Kostourou, I.; Nikolaidou, O.; Arebi, N.; Karvounis, H. Atherosclerosis and
Inflammatory Bowel Disease-Shared Pathogenesis and Implications for Treatment. Angiology 2021, 72, 303–314. [CrossRef]

70. Kleinbongard, P.; Heusch, G.; Schulz, R. TNFalpha in atherosclerosis, myocardial ischemia/reperfusion and heart failure.
Pharmacol. Ther. 2010, 127, 295–314. [CrossRef]

71. Hansson, G.K. Inflammation, atherosclerosis, and coronary artery disease. N. Engl. J. Med. 2005, 352, 1685–1695. [CrossRef]
72. Ito, H. Novel therapy for Crohn’s disease targeting IL-6 signalling. Expert Opin. Ther. Targets 2004, 8, 287–294. [CrossRef]

[PubMed]
73. Neurath, M.F.; Finotto, S. IL-6 signaling in autoimmunity, chronic inflammation and inflammation-associated cancer. Cytokine

Growth Factor Rev. 2011, 22, 83–89. [CrossRef] [PubMed]
74. Atreya, R.; Neurath, M.F. New therapeutic strategies for treatment of inflammatory bowel disease. Mucosal Immunol. 2008, 1,

175–182. [CrossRef] [PubMed]
75. Hosokawa, T.; Kusugami, K.; Ina, K.; Ando, T.; Shinoda, M.; Imada, A.; Ohsuga, M.; Sakai, T.; Matsuura, T.; Ito, K.; et al.

Interleukin-6 and soluble interleukin-6 receptor in the colonic mucosa of inflammatory bowel disease. J. Gastroenterol. Hepatol.
1999, 14, 987–996. [CrossRef] [PubMed]

76. Pai, J.K.; Pischon, T.; Ma, J.; Manson, J.E.; Hankinson, S.E.; Joshipura, K.; Curhan, G.C.; Rifai, N.; Cannuscio, C.C.; Stampfer, M.J.;
et al. Inflammatory markers and the risk of coronary heart disease in men and women. N. Engl. J. Med. 2004, 351, 2599–2610.
[CrossRef] [PubMed]

77. Nevulis, M.G.; Baker, C.; Lebovics, E.; Frishman, W.H. Overview of link between inflammatory bowel disease and cardiovascular
disease. Cardiol. Rev. 2018, 26, 287–293. [CrossRef]

78. Esteve, E.; Castro, A.; Lopez-Bermejo, A.; Vendrell, J.; Ricart, W.; Fernandez-Real, J.M. Serum interleukin-6 correlates with
endothelial dysfunction in healthy men independently of insulin sensitivity. Diabetes Care 2007, 30, 939–945. [CrossRef]

79. Huber, S.A.; Sakkinen, P.; Conze, D.; Hardin, N.; Tracy, R. Interleukin-6 exacerbates early atherosclerosis in mice. Arterioscler.
Thromb. Vasc. Biol. 1999, 19, 2364–2367. [CrossRef]

80. Wassmann, S.; Stumpf, M.; Strehlow, K.; Schmid, A.; Schieffer, B.; Bohm, M.; Nickenig, G. Interleukin-6 induces oxidative stress
and endothelial dysfunction by overexpression of the angiotensin II type 1 receptor. Circ. Res. 2004, 94, 534–541. [CrossRef]

81. Schuett, H.; Luchtefeld, M.; Grothusen, C.; Grote, K.; Schieffer, B. How much is too much? Interleukin-6 and its signalling in
atherosclerosis. Thromb. Haemost. 2009, 102, 215–222. [CrossRef]

82. Su, J.H.; Luo, M.Y.; Liang, N.; Gong, S.X.; Chen, W.; Huang, W.Q.; Tian, Y.; Wang, A.P. Interleukin-6: A Novel Target for
Cardio-Cerebrovascular Diseases. Front. Pharmacol. 2021, 12, 745061. [CrossRef] [PubMed]

83. Groot, H.E.; Al Ali, L.; van der Horst, I.C.C.; Schurer, R.A.J.; van der Werf, H.W.; Lipsic, E.; van Veldhuisen, D.J.; Karper, J.C.; van
der Harst, P. Plasma interleukin 6 levels are associated with cardiac function after ST-elevation myocardial infarction. Clin. Res.
Cardiol. Off. J. Ger. Card. Soc. 2019, 108, 612–621. [CrossRef] [PubMed]

84. Lindmark, E.; Diderholm, E.; Wallentin, L.; Siegbahn, A. Relationship between interleukin 6 and mortality in patients with
unstable coronary artery disease: Effects of an early invasive or noninvasive strategy. JAMA 2001, 286, 2107–2113. [CrossRef]
[PubMed]

85. Fisman, E.Z.; Benderly, M.; Esper, R.J.; Behar, S.; Boyko, V.; Adler, Y.; Tanne, D.; Matas, Z.; Tenenbaum, A. Interleukin-6 and the
risk of future cardiovascular events in patients with angina pectoris and/or healed myocardial infarction. Am. J. Cardiol. 2006, 98,
14–18. [CrossRef]

86. Zhang, M.; Bai, Y.; Wang, Y.; Cui, H.; Tang, M.; Wang, L.; Wang, X.; Gu, D. Cumulative Evidence for Associations Between Genetic
Variants in Interleukin 6 Receptor Gene and Human Diseases and Phenotypes. Front. Immunol. 2022, 13, 860703. [CrossRef]

87. Yamamoto, M.; Yoshizaki, K.; Kishimoto, T.; Ito, H. IL-6 is required for the development of Th1 cell-mediated murine colitis. J.
Immunol. 2000, 164, 4878–4882. [CrossRef] [PubMed]

88. Schreiber, S.; Aden, K.; Bernardes, J.P.; Conrad, C.; Tran, F.; Hoper, H.; Volk, V.; Mishra, N.; Blase, J.I.; Nikolaus, S.; et al.
Therapeutic Interleukin-6 Trans-signaling Inhibition by Olamkicept (sgp130Fc) in Patients with Active Inflammatory Bowel
Disease. Gastroenterology 2021, 160, 2354–2366. [CrossRef]

89. Frangogiannis, N.G. The inflammatory response in myocardial injury, repair, and remodelling. Nat. Rev. Cardiol. 2014, 11, 255–265.
[CrossRef]

90. Liu, Y.; Wu, M.; Zhong, C.; Xu, B.; Kang, L. M2-like macrophages transplantation protects against the doxorubicin-induced heart
failure via mitochondrial transfer. Biomater. Res. 2022, 26, 14. [CrossRef]

91. Shiraishi, M.; Shintani, Y.; Shintani, Y.; Ishida, H.; Saba, R.; Yamaguchi, A.; Adachi, H.; Yashiro, K.; Suzuki, K. Alternatively
activated macrophages determine repair of the infarcted adult murine heart. J. Clin. Investig. 2016, 126, 2151–2166. [CrossRef]

92. Kumar, V.; Prabhu, S.D.; Bansal, S.S. CD4(+) T-lymphocytes exhibit biphasic kinetics post-myocardial infarction. Front. Cardiovasc.
Med. 2022, 9, 992653. [CrossRef] [PubMed]

93. Sardu, C.; D’Onofrio, N.; Mauro, C.; Balestrieri, M.L.; Marfella, R. Thrombus Aspiration in Hyperglycemic Patients with High
Inflammation Levels in Coronary Thrombus. J. Am. Coll. Cardiol. 2019, 73, 530–531. [CrossRef] [PubMed]

94. Feng, Q.; Li, Q.; Zhou, H.; Sun, L.; Lin, C.; Jin, Y.; Wang, D.; Guo, G. The role of major immune cells in myocardial infarction.
Front. Immunol. 2022, 13, 1084460. [CrossRef]

95. Bouzazi, D.; Mami, W.; Mosbah, A. Natriuretic-like peptide lebetin 2 mediates m2 macrophage polarization in lps-activated
raw264.7 cells in an il-10-dependent manner. Toxins 2023, 15, 298. [CrossRef]

https://doi.org/10.1177/0003319720974552
https://doi.org/10.1016/j.pharmthera.2010.05.002
https://doi.org/10.1056/NEJMra043430
https://doi.org/10.1517/14728222.8.4.287
https://www.ncbi.nlm.nih.gov/pubmed/15268624
https://doi.org/10.1016/j.cytogfr.2011.02.003
https://www.ncbi.nlm.nih.gov/pubmed/21377916
https://doi.org/10.1038/mi.2008.7
https://www.ncbi.nlm.nih.gov/pubmed/19079177
https://doi.org/10.1046/j.1440-1746.1999.01989.x
https://www.ncbi.nlm.nih.gov/pubmed/10530495
https://doi.org/10.1056/NEJMoa040967
https://www.ncbi.nlm.nih.gov/pubmed/15602020
https://doi.org/10.1097/CRD.0000000000000214
https://doi.org/10.2337/dc06-1793
https://doi.org/10.1161/01.ATV.19.10.2364
https://doi.org/10.1161/01.RES.0000115557.25127.8D
https://doi.org/10.1160/TH09-05-0297
https://doi.org/10.3389/fphar.2021.745061
https://www.ncbi.nlm.nih.gov/pubmed/34504432
https://doi.org/10.1007/s00392-018-1387-z
https://www.ncbi.nlm.nih.gov/pubmed/30367209
https://doi.org/10.1001/jama.286.17.2107
https://www.ncbi.nlm.nih.gov/pubmed/11694151
https://doi.org/10.1016/j.amjcard.2006.01.045
https://doi.org/10.3389/fimmu.2022.860703
https://doi.org/10.4049/jimmunol.164.9.4878
https://www.ncbi.nlm.nih.gov/pubmed/10779797
https://doi.org/10.1053/j.gastro.2021.02.062
https://doi.org/10.1038/nrcardio.2014.28
https://doi.org/10.1186/s40824-022-00260-y
https://doi.org/10.1172/JCI85782
https://doi.org/10.3389/fcvm.2022.992653
https://www.ncbi.nlm.nih.gov/pubmed/36093172
https://doi.org/10.1016/j.jacc.2018.10.074
https://www.ncbi.nlm.nih.gov/pubmed/30704588
https://doi.org/10.3389/fimmu.2022.1084460
https://doi.org/10.3390/toxins15040298


Biomedicines 2023, 11, 2945 24 of 25

96. Barsig, J.; Kusters, S.; Vogt, K.; Volk, H.D.; Tiegs, G.; Wendel, A. Lipopolysaccharide-induced interleukin-10 in mice: Role of
endogenous tumor necrosis factor-alpha. Eur. J. Immunol. 1995, 25, 2888–2893. [CrossRef]

97. Jing, R.; Long, T.Y.; Pan, W.; Li, F.; Xie, Q.Y. IL-6 knockout ameliorates myocardial remodeling after myocardial infarction by
regulating activation of M2 macrophages and fibroblast cells. Eur. Rev. Med. Pharmacol. Sci. 2019, 23, 6283–6291. [CrossRef]

98. Scaldaferri, F.; Lancellotti, S.; Pizzoferrato, M.; De Cristofaro, R. Haemostatic system in inflammatory bowel diseases: New
players in gut inflammation. World J. Gastroenterol. 2011, 17, 594–608. [CrossRef]

99. Roman, M.J.; Devereux, R.B.; Schwartz, J.E.; Lockshin, M.D.; Paget, S.A.; Davis, A.; Crow, M.K.; Sammaritano, L.; Levine, D.M.;
Shankar, B.A.; et al. Arterial stiffness in chronic inflammatory diseases. Hypertension 2005, 46, 194–199. [CrossRef]

100. Chiaro, T.R.; Soto, R.; Zac Stephens, W.; Kubinak, J.L.; Petersen, C.; Gogokhia, L.; Bell, R.; Delgado, J.C.; Cox, J.; Voth, W.; et al. A
member of the gut mycobiota modulates host purine metabolism exacerbating colitis in mice. Sci. Transl. Med. 2017, 9, eaaf9044.
[CrossRef]

101. Nesci, A.; Carnuccio, C. Gut Microbiota and Cardiovascular Disease: Evidence on the Metabolic and Inflammatory Background
of a Complex Relationship. Int. J. Mol. Sci. 2023, 24, 9087. [CrossRef]

102. Sardu, C.; Consiglia Trotta, M.; Santella, B.; D’Onofrio, N.; Barbieri, M.; Rizzo, M.R.; Sasso, F.C.; Scisciola, L.; Turriziani, F.;
Torella, M.; et al. Microbiota thrombus colonization may influence athero-thrombosis in hyperglycemic patients with ST segment
elevation myocardialinfarction (STEMI). Marianella study. Diabetes Res. Clin. Pract. 2021, 173, 108670. [CrossRef] [PubMed]

103. Brun, A.; Nuzzo, A.; Prouvost, B.; Diallo, D.; Hamdan, S.; Meseguer, E.; Guidoux, C.; Lavallée, P.; Amarenco, P.; Lesèche, G.; et al.
Oral microbiota and atherothrombotic carotid plaque vulnerability in periodontitis patients. A cross-sectional study. J. Periodontal
Res. 2021, 56, 339–350. [CrossRef] [PubMed]

104. Cheng, X.; Qiu, X.; Liu, Y.; Yuan, C.; Yang, X. Trimethylamine N-oxide promotes tissue factor expression and activity in vascular
endothelial cells: A new link between trimethylamine N-oxide and atherosclerotic thrombosis. Thromb. Res. 2019, 177, 110–116.
[CrossRef]

105. Shankar, J.; Solis, N.V.; Mounaud, S.; Szpakowski, S.; Liu, H.; Losada, L.; Nierman, W.C.; Filler, S.G. Using Bayesian modelling to
investigate factors governing antibiotic-induced Candida albicans colonization of the GI tract. Sci. Rep. 2015, 5, 8131. [CrossRef]
[PubMed]

106. Jabra-Rizk, M.A.; Kong, E.F.; Tsui, C.; Nguyen, M.H.; Clancy, C.J.; Fidel, P.L., Jr.; Noverr, M. Candida albicans Pathogenesis:
Fitting within the Host-Microbe Damage Response Framework. Infect. Immun. 2016, 84, 2724–2739. [CrossRef] [PubMed]

107. Mayer, F.L.; Wilson, D.; Hube, B. Candida albicans pathogenicity mechanisms. Virulence 2013, 4, 119–128. [CrossRef]
108. Dassopoulos, T.; Frangakis, C.; Cruz-Correa, M.; Talor, M.V.; Burek, C.L.; Datta, L.; Nouvet, F.; Bayless, T.M.; Brant, S.R. Antibodies

to saccharomyces cerevisiae in Crohn’s disease: Higher titers are associated with a greater frequency of mutant NOD2/CARD15
alleles and with a higher probability of complicated disease. Inflamm. Bowel Dis. 2007, 13, 143–151. [CrossRef]

109. Dassopoulos, T.; Nguyen, G.C.; Talor, M.V.; Datta, L.W.; Isaacs, K.L.; Lewis, J.D.; Gold, M.S.; Valentine, J.F.; Smoot, D.T.; Harris,
M.L.; et al. NOD2 mutations and anti-Saccharomyces cerevisiae antibodies are risk factors for Crohn’s disease in African
Americans. Am. J. Gastroenterol. 2010, 105, 378–386. [CrossRef]

110. Standaert-Vitse, A.; Sendid, B.; Joossens, M.; Francois, N.; Vandewalle-El Khoury, P.; Branche, J.; Van Kruiningen, H.; Jouault, T.;
Rutgeerts, P.; Gower-Rousseau, C.; et al. Candida albicans colonization and ASCA in familial Crohn’s disease. Am. J. Gastroenterol.
2009, 104, 1745–1753. [CrossRef]

111. Li, J.; Tian, H.; Jiang, H.J.; Han, B. Interleukin-17 SNPs and serum levels increase ulcerative colitis risk: A meta-analysis. World J.
Gastroenterol. 2014, 20, 15899–15909. [CrossRef]

112. Koh, A.Y. Murine models of Candida gastrointestinal colonization and dissemination. Eukaryot. Cell 2013, 12, 1416–1422.
[CrossRef] [PubMed]

113. Panpetch, W.; Somboonna, N.; Bulan, D.E.; Issara-Amphorn, J.; Worasilchai, N.; Finkelman, M.; Chindamporn, A.; Palaga, T.;
Tumwasorn, S.; Leelahavanichkul, A. Gastrointestinal Colonization of Candida Albicans Increases Serum (1-->3)-beta-D-Glucan,
without Candidemia, and Worsens Cecal Ligation and Puncture Sepsis in Murine Model. Shock 2018, 49, 62–70. [CrossRef]
[PubMed]

114. Jawhara, S.; Thuru, X.; Standaert-Vitse, A.; Jouault, T.; Mordon, S.; Sendid, B.; Desreumaux, P.; Poulain, D. Colonization of mice
by Candida albicans is promoted by chemically induced colitis and augments inflammatory responses through galectin-3. J.
Infect. Dis. 2008, 197, 972–980. [CrossRef] [PubMed]

115. Strijbis, K.; Yilmaz, O.H.; Dougan, S.K.; Esteban, A.; Grone, A.; Kumamoto, C.A.; Ploegh, H.L. Intestinal colonization by Candida
albicans alters inflammatory responses in Bruton’s tyrosine kinase-deficient mice. PLoS ONE 2014, 9, e112472. [CrossRef]

116. Yan, L.; Wu, C.R.; Wang, C.; Yang, C.H.; Tong, G.Z.; Tang, J.G. Effect of Candida albicans on Intestinal Ischemia-reperfusion Injury
in Rats. Chin. Med. J. 2016, 129, 1711–1718. [CrossRef]

117. Panpetch, W.; Hiengrach, P.; Nilgate, S.; Tumwasorn, S.; Somboonna, N.; Wilantho, A.; Chatthanathon, P.; Prueksapanich, P.;
Leelahavanichkul, A. Additional Candida albicans administration enhances the severity of dextran sulfate solution induced
colitis mouse model through leaky gut-enhanced systemic inflammation and gut-dysbiosis but attenuated by Lactobacillus
rhamnosus L34. Gut Microbes 2020, 11, 465–480. [CrossRef]

118. Panpetch, W.; Sawaswong, V.; Chanchaem, P.; Ondee, T.; Dang, C.P.; Payungporn, S.; Leelahavanichkul, A. Candida Administration
Worsens Cecal Ligation and Puncture-Induced Sepsis in Obese Mice through Gut Dysbiosis Enhanced Systemic Inflammation, Impact
of Pathogen-Associated Molecules from Gut Translocation and Saturated Fatty Acid. Front. Immunol. 2020, 11, 561652. [CrossRef]

https://doi.org/10.1002/eji.1830251027
https://doi.org/10.26355/eurrev_201907_18450
https://doi.org/10.3748/wjg.v17.i5.594
https://doi.org/10.1161/01.HYP.0000168055.89955.db
https://doi.org/10.1126/scitranslmed.aaf9044
https://doi.org/10.3390/ijms24109087
https://doi.org/10.1016/j.diabres.2021.108670
https://www.ncbi.nlm.nih.gov/pubmed/33453294
https://doi.org/10.1111/jre.12826
https://www.ncbi.nlm.nih.gov/pubmed/33368263
https://doi.org/10.1016/j.thromres.2019.02.028
https://doi.org/10.1038/srep08131
https://www.ncbi.nlm.nih.gov/pubmed/25644850
https://doi.org/10.1128/IAI.00469-16
https://www.ncbi.nlm.nih.gov/pubmed/27430274
https://doi.org/10.4161/viru.22913
https://doi.org/10.1002/ibd.20031
https://doi.org/10.1038/ajg.2009.575
https://doi.org/10.1038/ajg.2009.225
https://doi.org/10.3748/wjg.v20.i42.15899
https://doi.org/10.1128/EC.00196-13
https://www.ncbi.nlm.nih.gov/pubmed/24036344
https://doi.org/10.1097/SHK.0000000000000896
https://www.ncbi.nlm.nih.gov/pubmed/28498297
https://doi.org/10.1086/528990
https://www.ncbi.nlm.nih.gov/pubmed/18419533
https://doi.org/10.1371/journal.pone.0112472
https://doi.org/10.4103/0366-6999.185862
https://doi.org/10.1080/19490976.2019.1662712
https://doi.org/10.3389/fimmu.2020.561652


Biomedicines 2023, 11, 2945 25 of 25

119. Danese, S.; Vermeire, S.; Hellstern, P.; Panaccione, R.; Rogler, G.; Fraser, G.; Kohn, A.; Desreumaux, P.; Leong, R.W.; Comer, G.M.;
et al. Randomised trial and open-label extension study of an anti-interleukin-6 antibody in Crohn’s disease (ANDANTE I and II).
Gut 2019, 68, 40–48. [CrossRef]

120. Broch, K.; Anstensrud, A.K.; Woxholt, S.; Sharma, K.; Tollefsen, I.M.; Bendz, B.; Aakhus, S.; Ueland, T.; Amundsen, B.H.; Damas,
J.K.; et al. Randomized trial of interleukin-6 receptor inhibition in patients with acute st-segment elevation myocardial infarction.
J. Am. Coll. Cardiol. 2021, 77, 1845–1855. [CrossRef]

121. Nuñez, P.; García Mateo, S.; Quera, R.; Gomollón, F. Inflammatory bowel disease and the risk of cardiovascular diseases.
Gastroenterol. Y Hepatol. 2021, 44, 236–242. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1136/gutjnl-2017-314562
https://doi.org/10.1016/j.jacc.2021.02.049
https://doi.org/10.1016/j.gastrohep.2020.09.002

	Introduction 
	Methods 
	Animals 
	Experimental Design of the Study 
	Inflammatory Bowel Disease Studies 
	Candida albicans Strain SC5314 Preparation 
	Disease Activity Index Assessment 
	Histological Analysis 
	Candida albicans Gastrointestinal Colonization Analysis 
	Fecal Lipocalin 2 Analysis 
	Serum Cytokine Analysis 

	Ischemia–Reperfusion Studies In Vivo 
	Surgical Preparation and Induction of Myocardial Infarction 
	Infarct Size Measurement 
	Serum Cardiac Troponin I (cTnI) Determination 

	Cardiomyocyte Studies In Vitro 
	Statistical Analysis 

	Results 
	Disease Activity Index Evolution in IBD Mice 
	Histological Analysis 
	Candida albicans Colonization Assessment 
	Local Inflammatory Marker Analysis 
	Circulatory Cytokine Analysis 
	Infarct Size Quantification 
	Serum Cardiac Troponin I Quantification 
	DSS Effect on Cardiomyocytes In Vitro 

	Discussion 
	Conclusions 
	References

