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Abstract
We have previously shown that the furnidipines’ metabolite M-2 improved coronary flow during low-flow and 

regional ischemia in vitro. This resulted in reduced mortality and incidence, or duration, of severe arrhythmias in in 
vivo models. 

The aim of this study was to establish the optimal period of oral treatment with M-2 for preventing or delaying the 
post-myocardial infarction (MI) cardiomyopathy development in rats. 

The male Sprague-Dawley rats (n=120) were used to model the experimental MI in vivo and also to model 
physiological perfusion of the isolated rat heart. The MI was invoked by permanent left coronary artery occlusion. 
The surviving rats were treated with M2 (4 mg/kg daily) administered from 21st-28th, 21st-35th, 11-28th, 11-35th or from 
6-35th day, post MI, for the routine estimation of morphological features of cardiomyopathy.

We summarized that the major vectors of the effects of treatment with M-2 were:

1) “Revitalisation” of the vessels and infarct scars.

2) Intensification of angiogenic events.

3) Inhibition of cardiomyopathic re-modeling of the myocardial tissue as a consequence of two mentioned above
processes.

Rats treated with M-2 for the longest periods had complete protection from developing cardiomyopathy.

The early beginning and long treatment with M-2 was found the most effective for inhibiting the cardiomyopathic 
development. The good tolerance, long duration of action, low toxicity and relatively large therapeutic window, makes 
M-2, a promising candidate as a precursor for a new chemical class of cardio-protective drugs.
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Introduction
We reported previously [1] that the experimental model of 

Myocardial Infarction (MI) in rats, where the hemodynamic 
parameters of the heart are measured ex vivo (working heart set-up) 
and with a complementary histological estimation, could accomplish 
understanding of pathophysiological processes to optimize the 
cardioprotective strategy with potentially active drugs.

Prior findings suggested that evaluation for the optimal treatment 
time interval for the administration of cardio-protective drugs to 
prevent post-MI pathology was necessary. Furthermore, we found 
that the morphological processes in non-treated rats, correlated 
with hemodynamics, were slightly delayed and all the compensatory 
mechanisms (heart remodeling) were exhausted between 28 and 35 
days after MI.

Our previous study with furnidipines’ active metabolite M-2 
proved its potential use in clinics as a cardio-protective drug [2,3].

In brief, Furnidipine (FUR) belongs to the 1,4-dihydropyridine 
group which has been called a “class of privileged structures” [4,5]. 
Dihydropyridines are known to protect the heart from stunning, 
ischemia and ventricular arrhythmias, but are at present mainly used 
to treat hypertension, partly due to their evident cardiac depressive 
action [6-15]. It is known that the effects of a parent drug might be 
different from that of its active metabolites; owing to differences in 
inherent properties such as structure, half-life, mechanism of action 
etc. A previously published study of ours using the rat working heart 

screening model [2] confirmed such a difference in effects of the pro-
drug, FUR, and its two active metabolites, M-2 and M-3. In this study, 
both metabolites caused a marked increase in coronary flow while FUR 
evoked a significantly lesser change in this parameter. A distinct shift 
in flow from the aorta to the coronary arteries was observed with M-2 
and to a lesser extent, with M-3.

M-2 exhibited the most vasodilatory effect but without markedly
altering aortic pressure parameters. These observations led us to 
conclude that M-2 has a more beneficial influence on the heart than 
the parent drug, FUR. The cardiac depressive potential of M-2 was 
overcome by its advantageous vasodilatory effect on the coronary 
arteries. 

In the next study we found M-2 improved coronary flow during 
low-flow and regional ischemia while favorably maintaining aortic 
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Experimental infarction in rats

MI was induced by permanent left anterior descending coronary 
artery (LAD) occlusion until 28 or 35 days, this being the same 
survival time period of these animals. The rats were anesthetized with 
pentobarbital (60 mg kg-1 intraperitoneally; i.p., Sigma, Deisenhofen, 
Germany), heparinized (500 I.U. 100 g-1 body weight i.p.) and the rectal 
temperature was maintained at approximately 38°C.

Surgical procedure were performed [29,30] with our own 
improvements described elsewhere [1,31-34].

In brief, the trachea was incised longitudinally and cannulated to 
allow artificial ventilation. The chest was opened under ventilation with 
room air (55-60% humidity, 23°C, stroke volume 0.8 ml/100 g of body 
weight; rate 54 strokes min with the positive end-respiratory pressure of 
1 cm H2O; Rodent VENTILATOR-UB 7025, Hugo Sachs Elektronik /
HSE/, March, Germany) [35] by left thoracotomy at the fifth intercostal 
space and the fifth and fourth ribs were sectioned approximately 2 mm 
from the left margin of the sternum. After opening the pericardium the 
heart was not exteriorized and a sling (6/0 Prolene 0.7 suture attached 
to 3/8 circled BV-1 a 9.3 mm atraumatic, reverse cutting needle, EH 
7406H, Ethicon GmbH, Norderstedt, Germany) was placed around 
LAD close to its origin (2 mm below). Then the ligature was passed 
through a plastic pad (polyethylene, 2 mm OD (0.5 ID), thickness 0.2 
mm). The coronary artery was occluded by applying tension to the 
ligature while pressing the pad onto the heart surface. Tension was 
maintained by clamping a climb clip (Titan climb clip, LT-100, Ethicon 
GmbH, Norderstedt, Germany). Successful occlusion was immediately 
confirmed by ischaemia-induced alteration in ECG (ST-elevation e.g.) 
and observation of an arising pale ischemic zone below the climb clip. 
In addition, the size of transmural MI was confirmed after a working 
heart study, where the heart was removed and perfused 5 min with 
Evans blue solution and immersed in 2,3,5-triphenyltetrazolium 
chloride (TTC, Sigma, Poole, U.K.) for determination of the ischemic 
and infarcted area, respectively [36]. The area of MI in all animals 
(n=65) was 54 ± 6.8%. The ECG was recorded from standard limb 
leads using needle electrodes and recorded synchronously with the 
blood pressure curve on a high-speed chart recorder (Line Recorder 
TZ 4620, Laboratorni Pristroje, Praha, Czech) and displayed in parallel 
on a digital cardio monitor (CMK 405, TEMED, Zabrze, Poland). 
At the end of the operating procedure (approx. 15 min) tissues were 
sutured in layers (4-0 Deklene TM-II, 1.5, D-5427, Ethicon GmbH, 
and Norderstedt, Germany) excluding the pericardium (avoiding heart 
tamponade). The rats awoke a few hours after closing the thorax. The 
postoperative mortality rate of all rats was 7% (mainly caused by lethal 
arrhythmias and circulatory and/or respiratory insufficiency during 
the first day post-MI).

Experimental protocol

The surviving rats were randomly divided into 16groups. Group 
1 was sham-operated (n=10). Groups 2-15 were divided into groups 
who received either M-2 (4 mg/kg) or 0.9% NaCl (volume 5 ml/kg) or 
0.4% DMSO (volume 5 ml/kg) for one of 5 time periods (listed in days 
following the induced MI). Groups 2-4 received drug or placebo from 
the 21st to the 28th day after MI (n=14, n=8, n=6). Groups 5-7 received 
drug or placebo from the 11th to the 28th (n=14, n=8, n=6). Groups 8-10 
received drug or placebo from the 21st to the 35th (n=14, n=8, n=6). 
Groups 11-13 received drug or placebo from the 11th to the 35th (n=12, 
n=8, n=6). Groups 14-16 received drug or placebo from the 6th to the 
35th (n=10, n=8, n=6).

pressure parameters and provided outstanding protection against 
deleterious effects of calcium overloading by significantly preventing a 
rise in left ventricular diastolic pressure and decrease in coronary flow 
[3].

Additionally, others have demonstrated that M-2, used in the same 
dose as in our study [16], protected isolated cardiomyocytes from 
hypoxia, depolarization induced intracellular calcium overloading and 
cellular shape changes evoked by veratridine [17-25]. 

Since in vitro results do not always correspond to in vivo outcomes, 
we studied also the influence of M-2 on hemodynamic parameters and 
ischemia and re-perfusion induced arrhythmias in an appropriate in 
vivo model of rats [26,27]. We found that the M-2 reduced mortality 
and the incidence and duration of severe arrhythmias while exhibiting 
differential influence on blood pressure which depended on the dose 
and timing of administration [3]. 

In conclusion, the models used in our study allowed us to test 
the beneficial influence of M-2 on mortality, pressure parameters 
and coronary flow, as well as the occurrence and duration of severe 
arrhythmias during re-perfusion and thus to speculate on the potential 
value of M-2 as a therapeutic agent for the protection of the infarcted 
heart. 

Considering the all promising results of our previous studies 
[1-3,28] and prior data about the cardio-protective properties of 
M-2 [16], we decided to study the morphological effects, of the M-2 
oral administration, for different periods after MI in rats evoked by 
permanent left anterior descending coronary artery occlusion.

The aim of the present work was to find whether the M-2 could 
prevent, or delay, post-MI cardiomyopathy in rats, establish the 
optimal treatment period.

Materials and Methods 
Experimental animals

The experiments were conducted with male Sprague-Dawley 
rats (n=144) weighing 390 ± 15 g (Central Animal Farm, Medical 
University of Silesia, Katowice, Poland), kept on dark/light cycle (12 h 
light, 12 h dark), ambient temperature 21-23°C, with ad libitum access 
to food (Altromin 1220, Altromin GmbH, Lage, Germany) and water. 
The animals fasted overnight before the experiment.

The experiments were approved by the Local Bioethics Committee 
for Animal Use, Medical University of Silesia (NN-043-49/95). All 
animal testing was carried out in accordance with NIH regulation of 
animals care as described in “Guide for the Care and Use of Laboratory 
Animals” (released January, 1996).

Drugs and reagents used

The metabolite of furnidipine was used - M-2 [2,6-dimethyl-5 
methoxy-carbonyl-4-(2’-nitrophenyl)-pyridine-3-carboxyliquide acid, 
MW 330.29]. This metabolite was supplied by Cermol S.A. (Geneva, 
Switzerland) and was primarily dissolved in diluted dimethylsulfoxide 
(DMSO; Sigma Deisenhofen, Germany) and later in water. This 
vehicle was used in the control group and the final concentration 
of DMSO never exceeded 0.1% v/v. Nevertheless, to exclude the 
influence of DMSO itself an additional control group was added. For 
oral administration, M-2 solutions were prepared in 0.4% aqueous 
dimethylsulfoxide and given in a volume of 5 mL kg-1. Unless otherwise 
stated, all other reagents were of the highest purity and were supplied 
by Sigma Chemical Co. (Deisenhofen, Germany).

http://www.hugo-sachs.de/
http://www.hugo-sachs.de/
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The periods of M-2 administration were based on hemodynamics 
and morphological findings reported previously [1]. In brief, these 
results showed nonlinear/three-phase development of hemodynamic 
changes in the non-treated rat hearts post-MI, whereas all the natural 
compensatory mechanisms (e.g. remodeling) in rats were exhausted 
between 28 and 35 days after MI.

The oral dose of 4 mg/kg of M-2 was chosen due to previous 
research [16], which found that the intravenous administration 
did not influence hemodynamic parameters, and demonstrated its 
antiarrhythmic effect and positive mortality benefits [2,3].

After administration periods (i.e. from 21st to 28th, 11th to 28th, 21st 
to 35th, 11th to 35th or from 6th to 35th day after MI), using the same 
procedures as described above, the animals were anaesthetized again 
and the hearts were excised for further morphological examination.

Determination of myocardial infarct size

Before morphological examination, the removed heart was perfused 
for 5 min., through a cannula inserted into the aorta, with 1 ml of Evans 
blue (2%; perfusion pressure 135 cm H2O). It was then frozen at -20°C 
for 5-20 min, cut into 1.5-2.0 mm sagittal sections and immersed in 
a 1% solution of 2,3,5-triphenyltetrazolium chloride (TTC, Sigma, 
Poole, U.K.) in phosphate buffer (20 mM, pH 7.4) at 37°C for 5-15 
min. The white area without Evans blue and TTC was considered as 
infarcted necrotic myocardium, the blue area normal myocardium and 
the red area (stained by TTC) ischemic myocardium. The myocardium 
was dissected according to the colours of myocardium and weighed 
separately. The percentage ratio of the weight of infarcted necrotic 
myocardium to that of total ischemic myocardium (infarcted necrotic 
myocardium and ischemic non-necrotic myocardium) was calculated 
and designated as the infarct size [36]. The area of MI in all surviving 
animals (n=134) was 54 ± 6.8%. All treatments and measurements were 
performed by an experimenter blind to the treatment group.

Morphologic examination

The infarct-related areas of the heart tissue were fixed in 4% of 
formaldehyde adjusted to pH 7.4. After routine processing through 
graded alcohols and xylene, the tissue was embedded in paraffin. 
Thin 5 µm paraffin sections of infarct-related areas of each sectioned 
heart were stained with hematoxylin-eozin and Masson’s trichrome 
stains for light microscopic analysis. Histological slices (5 µm thick) 
were scanned with EDHISTECH slide scanner (3DHISTECH Kft. 
Budapest, Hungary) with 20x objective and stored. The images were 
comparatively evaluated under low and high magnification.

Statistics

The frequency of cardiomyopathy development after MI in rats 
was estimated. The chi-square-test (χ2; Yates) was used to estimate the 
significance between the incidences of cardiomyopathy development 
in all comparisons. In all cases differences were considered significant 
at P<0.05.

Results
No histological abnormalities in the hearts of the sham-operated 

animals were found.

At the 28th day post MI, the cardiomyopathic morphology was 
visible in the control (saline) hearts (n=8). Small fibrotic scars and 
a few inflammatory cells were present in the myocardial tissue. 
The smaller vessels were partly young, partly matured with walls 
composed of endothelial cells. Almost 40% of cases demonstrated the 
cardiomyopathic morphology in the control (0.4% DMSO from 11 to 28 
day) hearts (n=6). The vessels were not numerous, young and mature. 
The major difference between these groups was: cardiomyopathic cases 
were more frequent in DMSO group, while the small vessels were seen 
in larger amounts in the first group (Figures 1A-1C, 2A and 2B).

At day 35 post MI, the cardiomyopathic morphology was more 

Figure 1: Representative histological findings of evaluation of myocardial tissue after infarction (MI) in rats treated with M-2 (hematoxylin and eozine – stained). (A) 
Control specimens of the sham-operated heart, (B) Control 0.4% DMSO water solution at 28th day after MI, (C) Control 0.4% DMSO water solution at 35th day after MI, 
(D) M-2 from 11 to 28 day, (E) M-2 from 21 to 35 day, (F) M-2 from 6 to 35 day (scanned with 20x objective, bar represents 50 µm).

A.	 Compact structure without any inflammatory infiltrations.
B.	 Prominent features of cardiomyopathy were seen as cardiomyocytes thinning, stretching, disperse inflammatory cells and interstitial fibrosis.
C.	 Progressive cardiomyopathy with fibrosis and cardiomyocytes thinning and stretching, inflammatory cells were absent.
D.	 Cardiomyopathic signs with focal fibrosis and disperse inflammatory cells.
E.	 Progressive dilation of cardiomyocytes, without progressive fibrosis and inflammation.
F.  The signs of cardiomyopathy (i.e. focal fibrosis and cardiomyocytes thinning and stretching) were replaced by cardiomyocytes hypertrophy with slight inflammatory 

infiltration. Similar changes were visible in group receiving M-2 from 11th to 35th day after MI.
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visible and distinct in the control group (n=8) in comparison to 28 
days post MI. Small numbers of the vessels were present scanty and 
differentiated vessels were predominant. In addition, in the myocardial 
tissue, small scars were visible. In contrary, no cardiomyopathic 
morphology was present in the DMSO control group (from 11 to 35 
day; n=6) in comparison to previous DMSO group (from 11 to 28 day; 
n=6). The inflammatory infiltrations as residual scars were composed 
of fibroblasts. Only new small vessels were found (Figures 1D-1F and 
2C-2F).

In the group treated with M-2 from 21 to 28 days post MI (n=14), 
the morphology was similar only in one sample of 14 examined, 
while the fibroblastic scar with numerous young capillaries was seen 
in 9 samples. Evident signs of angiogenesis were also found. The 
inflammatory reaction was observed in 3 samples. In comparison to 
control group, the diminution of cardiomyopathic frequency and the 
distinct renewal of angiostructure with an angiogenesis were seen (a 
large number of young capillary vessels).

In the group treated with M-2 from 11 to 28 days post MI (n=14), 
the morphology closely resembled cardiomyopathy in 2 of 14. Visible 
small scars moderately vascularized and connective tissue rich in 
fibroblasts were seen. The vessels were predominantly differentiated, 
“old”, in some cases inversely i.e. with the domination of young 
vessels. It might be concluded that evident signs of angiogenesis were 
present. In comparison to the control group (DMSO), the reduction 
of frequency of cardiomyopathic patterns was observed (Figures 1D 
and 2C).

In the group treated with M-2 from 21 to 35 days post MI (n=14), 
no cardiomyopathic features were seen and young vessels were 

predominantly present (>90%). Young, mainly fibroblastic, scars were 
observed. In comparison to control group (DMSO), the reduction of 
any inflammatory infiltrate was seen and the large amount of young 
vessels in the M-2 group was evident (Figure 1E).

In the group treated with M-2 from 11 to 35 days post MI (n=12), 
no cardiomyopathic features were seen and the small amount of the 
vessels (about 30% were young vessels) was observed. In comparison to 
control group (DMSO), the near complete reduction of inflammatory 
infiltrate was evident. The vascularization was comparable in both 
groups, but in M-2 group more young vessels were seen (Figure 2E).

In the group treated with M-2 from 6 to 35 days post MI (n=10), 
the cardiomyopathic morphology in the myocardial muscle of the 
ventricles was absent. Most probably all healing and differentiating 
processes were finished. The subepicardial granulation tissue became 
reduced to some old, differentiated narrow capillaries, some fibroblasts 
and remnants of inflammatory cells (few lymphocytes, siderophages, 
plasma cells). In comparison to the control group (DMSO), the 
domination of young vessels by young scars and the reduction of 
inflammatory infiltrate were characteristic and evident (Figures 1F and 
2F).

The most striking and frequent pathologic lesion was the post-MI 
aneurysm of anterior- inferior wall of the left ventricle. These aneurysms 
were predominantly vascularized (Figure 3A). A peculiar finding seen 
in the endocardial tissues of the anesurysmal sac in two cases was the 
presence of chondroid tissue. It seems to be an effect of chondroid 
metaplasia of the endocardium or, more probably of parietal thrombus; 
however we did not detect any further signs of it (Figure 3B). 

Figure 2: Representative histological findings of evaluation of epicardial vessels after infarction (MI) in rats treated with M-2 (hematoxylin and eozine – stained). (A) 
Control specimens of the sham-operated heart, (B) Control 0.4% DMSO water solution at 28th day after MI, (C) M-2 from 11 to 28 day, (D) M-2 from 11 to 35 day, (E) 
M-2 from 11 to 35 day, (F) M-2 from 6 to 35 day (scanned with 20x objective, bar represents 50 µm).
A.	 Left ventricular myocardium covered by fibrous tissue with single thin-walled vessels. 
B.	 Loose fibrous tissue contains some narrow young vessels, large stimulated fibroblasts and few inflammatory cells. Similar vessels were seen after DMSO 

administration at 35th day after MI.
C.	 Thick-walled young capillary vessels were seen between fibroblasts inside young loose connective tissue.
D.	 Thick-walled young capillary vessels containing endothelial cells with abundant cytoplasm were characteristic inside loose epicardial tissue in this group.
E.	 More differentiated capillary vessels with scanty cytoplasm and young capillaries with concomitant inflammatory and mast cells.
F. Large young vessels (probably sinusoids) and numerous differentiated small capillaries and maturated fibroblasts. Few inflammatory cells.
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In conclusion, it was observed that rats treated with M-2 from 
21-28th day post-MI showed significant reduction of development 
of cardiomyopathy in comparison to the control group, which was 
attributed to the vehicle (DSMO). Groups treated with M-2 from 
the 11-28th, 11-35th or 6-35th demonstrated complete protection from 
development of cardiomyopathy (Table 1).

Discussion
The myocardial fibrosis phenomenon after experimental MI in rats 

has been previously reported, but without detailed characterization of 
myocardial pathology as well as the hemodynamic studies [37].

Similarly to our study, the fibrosing process (estimated by type I 
and III collagen mRNA) was first found on day 3 remained elevated 
until day 28 [37]. Cardiac hypertrophy and increase of collagen content, 
measured with hydroxyproline, as a result of left ventricle infarction 

(after coronary artery ligation) and progressive heart failure occurred 
in rats after 4-8 weeks in both ventricles [38].

Others authors have also reported an increase of collagen content 
in dogs after MI [39]. These works suggested that myocardial fibrosis 
is a common change after MI in the animal model, and is similar to 
the human response. Although the effects of permanent coronary 
artery ligation in rats is not quite analogous to infarction in man, 
the hemodynamic results and the histological evolution are similar; 
however, some processes are several times faster in man [1,40,41].

To better understand the reasons for such a choice of the post-MI 
time periods with M-2 treatment some facts should be emphasised.

In our previous study we reported [1] that at first day after MI in 
non-treated rats hyperemia and recent ischemic myocardial changes 
with few granulocytes only were seen. From day 2 the inflammatory 

Figure 3: Additional histological findings in heart after infarction (MI) in rats treated with M-2 from 6 to 35 day (hematoxylin and eozine – stained).
(A) Left ventricular aneurysm at 35th day after MI. Left ventricle in MI site is reduced to vascularized connective tissue. Small admixture of cardiomyocytes lying 
subendocardially (bar represents 200 µm). (B) Chondroid metaplasia in left ventricular tendinous chord. A part of chord was replaced by numerous typical chondroblasts 
forming a nodule (bar represents 100 µm). (Scanned with 20x objective).

Experimental groups Time of administration [days] Cardiomyopathy N [%]
Sham-operated (n=10) - 0

21 to 28 day after MI
0.9% NaCl (n=8) 8 8 [100%]

0.4% DMSO (n=6) 8 1 [16%]*

M-2 (n=14) 8 1 [7%]*

21 to 35 day after MI
0.9% NaCl (n=8) 15 3 [38%]

0.4% DMSO (n=6) 15 1 [16%] 
M-2 (n=14) 15 2 [14%] 

11 to 28 day after MI
0.9% NaCl (n=8) 18 8 [100%]

0.4% DMSO (n=6) 18 3 [50%]
M-2 (n=14) 18 0*# 

11 to 35 day after MI
0.9% NaCl (n=8) 25 3 [38%]

0.4% DMSO (n=6) 25 3 [50%]
M-2 (n=12) 25 0*#

6 to 35 day after MI
0.9% NaCl (n=8) 30 3 [38%]

0.4% DMSO (n=6) 30 3 [50%]
M-2 (n=10) 30 0*#

The chi-square-test (χ2; Yates) was used to estimate the significance between the incidences of cardiomyopathy development in all comparisons. In all cases differences 
were considered significant at P<0.05; n – number of animals/hearts; N – hearts with cardiomyopathy.
*P<0.05 vs. 0.9% NaCl; #P<0.05 vs. 0.4% DMSO.

Table 1: Cardiomyopathy development after experimental infarction (MI) in rats treated with M-2 in the dose of 4 mg/kg- p.o. daily.
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infiltration was increased, but from day 6 it started to diminish and had 
disappeared by day 28. The necrotic cardiomyocytes were seen from day 
2 to 6, and necrotic nests were replaced by granulation tissue (day 2-4), 
young connective tissue (day 6 to 8) and progressively collagenized scar 
(day 11 to 21). The regression of granulation tissue was joined with 
the increased number of the phagocytes (i.e. siderophages), mature 
fibroblasts and large, lacunar capillaries. However, a focal residual 
infiltration of mononuclear cells was also present. By day 11, the 
collagen bundles were more abundant and coarser at the areas of scar 
tissue than found previously. The newly formed arterioles and capillary 
vessels had matured and scattered inflammatory mononuclear cells 
were present in these areas. In addition, small clusters of mononuclear 
inflammatory cells were also present in the peri-infarct region as well 
as in the adjacent myocardium suggesting reactive myocarditis or 
recent-onset cardiomyopathy. At 21 days, the previously described 
findings were enriched by the appearance of muscle fibre disarray and 
hypertrophic cardiomyocytes.

The signs of myocardial response to healed MI involved cardiocytic 
disarray and hypertrophy, and delicate fibrosis joined with sparse 
inactive lymphocytic infiltrations. These changes became visible on 
day 21 post MI, and then became stronger suggesting cardiomyopathy 
on day 28. Recent cardiomyopathic findings included multifocally 
distributed areas of fibrosis; hypertrophy and scattered mononuclear 
inflammatory cells with infiltration were observed at day 28.

The cardiomyopathic morphology became more accentuated on 
day 35 and well established by day 70 after MI (pronounced cardiocytic 
hypertrophy with interstitial lymphocytic infiltration suggesting a 
post-MI ischemic cardiomyopathy).

Findings suggested the appropriate time intervals of M-2 oral 
administration to establish the optimal period of treatment for 
preventing or delaying the development of cardiomyopathy. The first 
signs of remodeling were visible on day 11, at 21 days the muscle fibre 
disarray and hypertrophic cardiomyocytes appeared and the recent 
cardiomyopathy was observed at 28 day becoming fully evident at day 
35. Thus, we attempted to stop the cardiomyopathy development by 
varying the start of the M-2 administration (from 21th to 28th or 35th 
day after MI), earlier (from 11th to 28th or 35th day) and the earliest (i.e. 
from 6th to 35th day).

We established the relationship between hemodynamic function 
(working heart) and histological features of post-MI remodeling in 
rat heart based on combined ex vivo complementary studies. In our 
animal model the time elapsing between the non-treated infarction and 
the onset of cardiomyopathy may be determined hemodynamically or 
histologically. In brief, (1) the hemodynamic changes show nonlinear, 
three-phase development of the heart function post-MI in the non-
treated rat ((I) up to day 4; (II) from 6 to 28 days; (III) up to 70 days), (2) 
the morphological processes correlate with hemodynamics, however, 
there are slightly delayed, (3) all the natural post-MI compensatory 
mechanisms (heart remodeling) in rats were exhausted between 28 and 
35 days. All measured parameters remained mostly unchanged up to 
70 days in comparison to day 35, while only coronary flow values raised 
markedly [1].

Our present histological findings could be summarized that 
the major vectors of the effects of treatment with M-2 were: (1) 
“revitalisation” of the vessels and infarct scars, (2) strong intensification 
of angiogenic events and (3) the breaking of cardiomyopathic re-
building of the myocardial tissue as a consequence of the two mentioned 
above processes.

The earlier beginning and with the longest treatment with M-2 (i.e. 
from 6-35 day post-MI) found to be the most effective for breaking the 
negative remodeling sequence of the myocardial tissue.

The pirydyl compounds are able to protect the cardiomyocytes 
against damages induced by ionic modifications, these are responsible 
for most of the cardiac pathologic changes, and as such, they provided 
the treated animals with protection against death related to cardiac 
dysfunction and arrhythmias. Thus, these have potential to be cardio-
protective agents in human cardiac diseases as well.

The available data to explain the molecular mechanisms of the 
actions of M-2 are at best suggestive. Experiments have shown that 
M-2 decreased the intracellular free calcium ion concentration during 
hypoxia in non-stimulated isolated guinea pig cardiomyocytes, which 
could be due to an effect on an alternative calcium entry via modified 
sodium channels or via sodium/calcium ions exchange [16]. M-2 
also did not show a significant effect either on chronotropism and 
inotropism of spontaneous-beating rat atria, while it enhanced the 
ouabain-induced increase in systolic tension and attenuated increase 
in diastolic tension without affecting the normal inotropic activity in 
isolated rat left atria. In addition, M-2 reduced the anoxia induced 
shortening of action potential (>90% reduction), suggesting a possible 
direct action of M-2 on outward potassium ATP-dependent channels. 
Moreover, M-2 also reduced the veratridine-induced action potential 
lengthening (>90% reduction), which could possibly be attributed to 
the direct action of M-2 on tetrodotoxinsensitive fast sodium channels 
because veratridine acts by slowing the inactivation of these channels. 
Thus, it has been suggested that M-2 acts as a sodium and outward 
potassium ATP-dependent channels gating protector. In all studies, 
M-2 itself neither relaxed nor contracted these isolated smooth 
muscles as most dihydropyridines do. M-2, from the findings described 
above, seems to be more active at outward potassium ATP-dependent 
channels than at calcium channels, which could explain the lack of its 
cardiac depressive action [3,16,21-23].

Our present results could be explained in part only with the 
mechanisms described above. It needs further elucidation. For example, 
the most striking and frequent pathologic lesion was an aneurysm in 
the hearts of the longest treated group with M-2. Other targets for M-2 
action are also possible.

It is well known that progressive ischemic heart failure joins with 
immune mediated cardiomyocyte injury, post-ischemic myocardial 
inflammation, seen as cellular infiltrations. In rats, 20 weeks post-MI, 
significantly elevated levels of gene expressions for IL-1β, IL-6 and 
TNFα confirmed an important role of inflammation in cardiac post-
ischemic remodeling [42]. Additionally, IL-1β expression was highest 
and its level correlated with collagen deposition in the non-infarcted 
region. It is also well established that inflammation and fibrosis over the 
infarction site, in both ventricles, gives an assumption for histologically 
proved cardiomyopathy.

It seems possible that in our “cardiomyopathic” control groups 
(from 11 to 35 days post-MI), the promotion of angiogenesis by classical 
and facultative angiogens may reflect as cicatrix vascularization, 
stromal fibrosis and recovery of hemodynamic values leading to 
compensatory stabilization of the heart function after MI. Because of 
stimulatory effect on angiogenesis, this can be due to the M-2 activity. 

This period can be considered unequivocally as the time for infarct 
healing, chronic ischemia or long lasting preconditioning with all 
consequences. The healing processes include an inflammatory reaction 
which was evident not only in the earlier phase of our study, but also 
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in the cardiomyopathic stage. These inflammatory factors can also be 
considered as a source of cytokines, while TNFα and interleukines 
participate not only in cardiomyopathy progression, but also in late 
phase of myocardial preconditioning [43]. 

The role of capillary circulation in experimental MI concerns not 
only its proliferation, maturation and revascularization. The elegant 
study [44] on capillary beds in early infarction in rats, has shown that 
the collateral capillary circulation became active between 15 and 30 
minutes after coronary occlusion, reaching the majority of the infarcted 
zone at 3 h. This phenomenon is partially explained by venular back 
flow. The opening of collaterals may act as an additional mechanism 
reducing infarct size at the same time being an additional source for the 
neovascularization. Moreover, by rats subjected to hypoxia acting like 
a focal myocardial preconditioning, an increased amount of capillaries 
and arterioles compared with non-conditioned groups has been 
shown. The balance between hypoxia, myocardial injury, programmed 
cell death as apoptosis or autophagy, arterio- and angiogenesis is the 
self-stimulation. This observation is strongly supported by other works 
[45,46] where the amount of VEGF mRNA was higher in preconditioned 
groups, involving also nuclear factor κ (kappa) B-dependent pathway. 
Besides the “classical” angiogens like VEGF, also fibroblast growth 
factors are involved in the preconditioning phenomenon [47-49]. 

Searching for the mechanism of the cardiac remodeling after MI in 
rats, we have previously reported that the local expressions of TNFα, 
iNOS and VEGF in inflamed border zone of infarcted myocardium 
plays an important role in heart dysfunction and remodeling and this 
process is related to progressive (parallel) development of heart failure 
assessed by hemodynamic measurements [32,33]. In the post-MI early 
period a hemodynamic deterioration was most prominent and it was 
parallel to the expression of iNOS and TNFα mRNA (till day 11). 
Considering this data it has been suggested that the greatest decrease 
in hemodynamic function was accompanied by the expression of these 
two cytokines, which were continuously present till day 35 [32,33]. 
The suggested mechanism for participation of TNFα in myocardial 
insufficiency is the depression of cardiomyocytes contractility by both 
NO-dependent and NO-independent mechanism [50,51]. The local 
availability of TNFα could be attributed to the induction of iNOS and 
consequently high production of NO [52], which was also confirmed in 
our study [32,33]. In addition, the excess of NO produced by iNOS can 
be cytotoxic to cardiomyocytes as well as endothelium [53], however, 
NO could stimulate also an amelioration of the coronary bed after MI. 
Besides its known activities, it might be speculate that the M-2 as a 
potential NO donor participates in this processes.

On the other hand, the selective endothelial mitogen-VEGF was 
found to protect endothelial cells against TNFα induced apoptosis 
[45,46], while we found that VEGF mRNA was permanently expressed 
in the border zone of infracted myocardium [32,33]. We suggested that 
the rapid induction of VEGF expression caused by an increase in left 
ventricular end-diastolic pressure may serve to increase permeability 
of myocardial capillaries resulting with hyperemia and angiogenesis 
[32,33]. These findings confirmed the postulated involvement of 
studied factors in the remodeling of the myocardium and development 
of post-MI heart failure and correlate with present morphological data.

The presented model of one vessel coronary artery ligation leading 
to post-MI heart failure in rats with a subsequent morphological 
elaboration offers a fast and relevant experimental tool for pre-clinical 
study, however the simple extrapolation of obtained pharmacologic 
data from rat to human provides a vast pool of species-dependent 

reactions and effects, causing unexplained errors, in preclinical and 
clinical studies with potential drugs. 

In conclusion, it could be said that in rats treated with M-2 from 
21-28th day after MI the significant reduction of the cardiomyopathy 
presence in comparison to control (NaCl) (P<0.05) was most probably 
caused by the vehicle (DMSO), nevertheless in groups treated with M-2 
from 11-28th, 11-35th or 6-35th day after MI the complete protection of 
cardiomyopathy development (P<0.05) was the result of M-2 itself.

In conclusion, the results of our entire studies establish a beneficial 
cardio-protective role of M-2 which exhibited pleiotropic effects on 
the ischemic or infarcted heart by imparting protection in various 
ways. This combined with good tolerance, long duration of action, 
low toxicity and relatively large therapeutic window, makes M-2, a 
promising candidate as a precursor for a new chemical class of cardio-
protective drugs. Furthermore, its potential clinical indication should 
be specified.

Acknowledgements

The authors would like to thank Mrs. Barbara Wycisk, Mrs. Helena Zawisza 
and Mr. Mariusz Piwowarczyk for their longstanding support of this collaboration.

References

1. Krzemiński TF, Hudziak D, Sielańczyk AW, Porc M, Kedzia A (2008) Differential 
effects of furnidipine and its active metabolites in rat isolated working heart. 
Vascul Pharmacol 49: 91-96.

2. Krzemiński TF, Nozyński JK, Grzyb J, Porc M (2008) Wide-spread myocardial 
remodeling after acute myocardial infarction in rat. Features for heart failure 
progression. Vascul Pharmacol 48: 100-108.

3. Krzeminski TF, Mitrega K, Varghese B, Hudziak D, Porc M, et al. (2011) 
Cardioprotective effects of an active metabolite of furnidipine in two models 
of isolated heart and on in vivo ischemia-induced and reperfusion-induced 
arrhythmias in rats. Journal of Cardiovascular Pharmacology 57: 183-193. 

4. Evans BE, Rittle KE, Bock MG, DiPardo RM, Freidinger RM, et al. (1988) 
Methods for drug discovery. Development of potent, selective, orally effective 
cholecystokinin antagonists. Journal of Medicinal Chemistry 31: 2235-2246. 

5. Ellrodt G, Chew CY, Singh BN (1980) Therapeutic implications of slow-channel 
blockade in cardiocirculatory disorders. Circulation 62: 669-679.

6. Triggle DJ (2003) 1,4-Dihydropyridines as calcium channel ligands and 
privileged structures. Cell Mol Neurobiol 23: 293-303.

7. Thandroyen FT (1982) Protective action of calcium channel antagonist agents 
against ventricular fibrillation in the isolated perfused rat heart. J Mol Cell 
Cardiol 14: 21-32.

8. Schramm M, Thomas G, Towart R, Franckowiak G (1983) Novel dihydropyridines 
with positive inotropic action through activation of Ca2+ channels. Nature 303: 
535-537.

9. Crome R, Hearse DJ, Manning AS (1986) Ischemia- and reperfusion-induced 
arrhythmias: beneficial actions of nifedipine. J Cardiovasc Pharmacol 8: 1249-
1256.

10. Lichtlen PR, Hugenholtz PG, Rafflenbeul W, Hecker H, Jost S, et al. (1990) 
Retardation of coronary artery disease in man by the calcium channel 
blocker nifedipine. Results of INTACT (International Nifedipine Trial on 
Antiatherosclerotic Therapy). Cardiovascular Drugs and Therapy 4: 1047-1068. 

11. Lüscher TF, Yang Z (1993) Calcium antagonists and ACE inhibitors. Effect on 
endothelium and vascular smooth muscle. Drugs 46: 121-132.

12. Ferrari R, Cucchini F, Bolognesi R, Bachetti T, Boraso A, et al. (1994) How 
do calcium antagonists differ in clinical practice? Cardiovasc Drugs Ther 8: 
565-575.

13. Opie LH (1994) Myocardial stunning--are calcium antagonists useful? 
Cardiovasc Drugs Ther 8: 533-541.

14. Opie LH, Yusuf S, Kübler W (2000) Current status of safety and efficacy of 
calcium channel blockers in cardiovascular diseases: a critical analysis based 
on 100 studies. Prog Cardiovasc Dis 43: 171-196.

http://www.ncbi.nlm.nih.gov/pubmed/18656554
http://www.ncbi.nlm.nih.gov/pubmed/18656554
http://www.ncbi.nlm.nih.gov/pubmed/18656554
http://www.ncbi.nlm.nih.gov/pubmed/18276196
http://www.ncbi.nlm.nih.gov/pubmed/18276196
http://www.ncbi.nlm.nih.gov/pubmed/18276196
http://www.ncbi.nlm.nih.gov/pubmed/21052014
http://www.ncbi.nlm.nih.gov/pubmed/21052014
http://www.ncbi.nlm.nih.gov/pubmed/21052014
http://www.ncbi.nlm.nih.gov/pubmed/21052014
http://pubs.acs.org/doi/abs/10.1021/jm00120a002
http://pubs.acs.org/doi/abs/10.1021/jm00120a002
http://pubs.acs.org/doi/abs/10.1021/jm00120a002
http://www.ncbi.nlm.nih.gov/pubmed/6250739
http://www.ncbi.nlm.nih.gov/pubmed/6250739
http://www.ncbi.nlm.nih.gov/pubmed/12825828
http://www.ncbi.nlm.nih.gov/pubmed/12825828
http://www.ncbi.nlm.nih.gov/pubmed/6278148
http://www.ncbi.nlm.nih.gov/pubmed/6278148
http://www.ncbi.nlm.nih.gov/pubmed/6278148
http://www.ncbi.nlm.nih.gov/pubmed/6190088
http://www.ncbi.nlm.nih.gov/pubmed/6190088
http://www.ncbi.nlm.nih.gov/pubmed/6190088
http://www.ncbi.nlm.nih.gov/pubmed/2434754
http://www.ncbi.nlm.nih.gov/pubmed/2434754
http://www.ncbi.nlm.nih.gov/pubmed/2434754
file:///D:/Total_Journals/JCEC/JCECVolume.4/Volume4.12/JCEC4.12_AI/link.springer.com/article/10.1007%2FBF02018315#page-1
file:///D:/Total_Journals/JCEC/JCECVolume.4/Volume4.12/JCEC4.12_AI/link.springer.com/article/10.1007%2FBF02018315#page-1
file:///D:/Total_Journals/JCEC/JCECVolume.4/Volume4.12/JCEC4.12_AI/link.springer.com/article/10.1007%2FBF02018315#page-1
file:///D:/Total_Journals/JCEC/JCECVolume.4/Volume4.12/JCEC4.12_AI/link.springer.com/article/10.1007%2FBF02018315#page-1
http://www.ncbi.nlm.nih.gov/pubmed/7512465
http://www.ncbi.nlm.nih.gov/pubmed/7512465
http://www.ncbi.nlm.nih.gov/pubmed/7841090
http://www.ncbi.nlm.nih.gov/pubmed/7841090
http://www.ncbi.nlm.nih.gov/pubmed/7841090
http://www.ncbi.nlm.nih.gov/pubmed/7841086
http://www.ncbi.nlm.nih.gov/pubmed/7841086
http://www.ncbi.nlm.nih.gov/pubmed/11014332
http://www.ncbi.nlm.nih.gov/pubmed/11014332
http://www.ncbi.nlm.nih.gov/pubmed/11014332


Citation: Mitręga KA, Nożyński JK, Porc M, Krzemiński TF (2013) The Beneficial Effects of Post-myocardial Infarction, Long Oral Treatment with M-2 
in Preventing the Development of Cardiomyopathy in Rats. J Clin Exp Cardiolog 4: 281. doi:10.4172/2155-9880.1000281

Page 8 of 8

Volume 4 • Issue 12 • 1000281
J Clin Exp Cardiolog

ISSN: 2155-9880 JCEC, an open access journal 

15. Triggle D (2002) Mechanisms of action of calcium antagonists. In: Epstein M 
(ed.) Calcium Antagonists in Clinical Medicine. Hanley and Belfus, Philadelphia, 
USA. 

16. Letelier CS, Munoz MFDC, Gomez JA, Ortega JM, Statkow P (2002) Pyridyl 
compounds and pharmaceutical compositions containing them. US Patent No.: 
US 6,482,841 B1.

17. Grynkiewicz G, Poenie M, Tsien RY (1985) A new generation of Ca2+ indicators 
with greatly improved fluorescence properties. J Biol Chem 260: 3440-3450.

18. Spurgeon HA, Stern MD, Baartz G, Raffaeli S, Hansford RG, et al. (1990) 
Simultaneous measurement of Ca2+, contraction, and potential in cardiac 
myocytes. Am J Physiol 258: H574-586.

19. Patmore L, Duncan GP, Spedding M (1989) The effects of calcium antagonists 
on calcium overload contractures in embryonic chick myocytes induced by 
ouabain and veratridine. British Journal of Pharmacology 97: 83-94. 

20. Hamill OP, Marty A, Neher E, Sakmann B, Sigworth FJ (1981) Improved patch-
clamp techniques for high-resolution current recording from cells and cell-free 
membrane patches. Pflugers Arch 391: 85-100.

21. Friedrich M, Benndorf K, Schwalb M, Hirche H (1990) Effects of anoxia on K 
and Ca currents in isolated guinea pig cardiocytes. Pflugers Arch 416: 207-209.

22. Wermelskirchen D, Wilffert B, Nebel U, Wirth A, Peters T (1991) Veratridine-
induced intoxication in the isolated left atrium of the rat: effects of some anti-
ischemic compounds. Naunyn Schmiedebergs Arch Pharmacol 344: 101-106.

23. Russ U, Englert H, Schölkens BA, Gögelein H (1996) Simultaneous recording 
of ATP-sensitive K+ current and intracellular Ca2+ in anoxic rat ventricular 
myocytes. Effects of glibenclamide. Pflugers Arch 432: 75-80.

24. Allshire A, Piper HM, Cuthbertson KS, Cobbold PH (1987) Cytosolic free Ca2+ 
in single rat heart cells during anoxia and reoxygenation. Biochem J 244: 381-
385.

25. Benndorf K, Friedrich M, Hirche H (1991) Alterations of ionic currents after 
reoxygenation in isolated cardiocytes of guinea-pigs. Pflugers Arch 418: 238-
247.

26. Clark C, Foreman MI, Kane KA, McDonald FM, Parratt JR (1980) Coronary 
artery ligation in anesthetized rats as a method for the production of experimental 
dysrhythmias and for the determination of infarct size. J Pharmacol Methods 3: 
357-368.

27. Krzemiński TF, Grzyb J, Porc MP, Chatterjee SS (2006) Anti-arrhythmic and 
cardio-protective effects of furnidipine in a rat model: a dose response study. 
Eur J Pharmacol 549: 91-97.

28. Mitręga KA, Varghese B, Porc M, Krzemiński TF (2012) Anti-arrhythmic and 
hemodynamic effects of oxy nifedipine, oxy nimodipine, oxy nitrendipine and 
oxy nisoldipine. Pharmacol Res 66: 300-308.

29. SELYE H, BAJUSZ E, GRASSO S, MENDELL P (1960) Simple techniques for 
the surgical occlusion of coronary vessels in the rat. Angiology 11: 398-407.

30. Guendjev Z (1977) Experimental myocardial infarction of the rat and stimulation 
of the revascularization by the flavonoid drug crataemon. Arzneimittelforschung 
27: 1576-1579.

31. Dembinska-Kiec A, Dulak J, Partyka L, Krzesz R, Dudek D, et al. (19998) 
Induction of nitric oxide synthase (NOS) and vascular endothelial growth factor 
(VEGF) in experimental model of angioplasty and heart ischemia. Recent 
Advances in Prostaglandin, Thromboxane and Leukotriene Res, In: Sinzinger 
H, Samuelsson B, Vane JR, Paoletti RP, Ramwell P, Wong PY-K (eds.) 
Advances in Experimental Medicine and Biology. Plenum Press, New York and 
London, USA, 163-167. 

32. Heba G, Krzemiński T, Porc M, Grzyb J, Ratajska A, et al. (2001) The time 
course of tumor necrosis factor-alpha, inducible nitric oxide synthase and 
vascular endothelial growth factor expression in an experimental model of 
chronic myocardial infarction in rats. J Vasc Res 38: 288-300.

33. Heba G, Krzemiński T, Porc M, Grzyb J, Dembińska-Kieć A (2001) Relation 
between expression of TNF alpha, iNOS, VEGF mRNA and development 
of heart failure after experimental myocardial infarction in rats. J Physiol 
Pharmacol 52: 39-52.

34. Krzemiński TF, Nozyński JK, Grzyb J, Porc M, Zegleń S, et al. (2005) 
Angiogenesis and cardioprotection after TNFalpha-inducer-Tolpa Peat 
Preparation treatment in rat‘s hearts after experimental myocardial infarction in 
vivo. Vascul Pharmacol 43: 164-170.

35. Kleinman L, Radford E (1986) Harvard Apparatus Bioscience Catalogue. 

36. Fryer RM, Hsu AK, Nagase H, Gross GJ (2000) Opioid-induced cardioprotection 
against myocardial infarction and arrhythmias: mitochondrial versus 
sarcolemmal ATP-sensitive potassium channels. J Pharmacol Exp Ther 294: 
451-457.

37. Sun Y, Zhang JQ, Zhang J, Lamparter S (2000) Cardiac remodeling by fibrous 
tissue after infarction in rats. J Lab Clin Med 135: 316-323.

38. Pelouch V, Dixon IM, Sethi R, Dhalla NS (1993) Alteration of collagenous 
protein profile in congestive heart failure secondary to myocardial infarction. 
Mol Cell Biochem 129: 121-131.

39. Jugdutt BI, Joljart MJ, Khan MI (1996) Rate of collagen deposition during 
healing and ventricular remodeling after myocardial infarction in rat and dog 
models. Circulation 94: 94-101.

40. LODGE-PATCH I (1951) The ageing of cardiac infarcts, and its influence on 
cardiac rupture. Br Heart J 13: 37-42.

41. Anversa P, Beghi C, Kikkawa Y, Olivetti G (1986) Myocardial infarction in rats. 
Infarct size, myocyte hypertrophy, and capillary growth. Circ Res 58: 26-37.

42. Ono K, Matsumori A, Shioi T, Furukawa Y, Sasayama S (1998) Cytokine gene 
expression after myocardial infarction in rat hearts: possible implication in left 
ventricular remodeling. Circulation 98: 149-156.

43. Yamashita N, Hoshida S, Otsu K, Taniguchi N, Kuzuya T, et al. (2000) The 
involvement of cytokines in the second window of ischaemic preconditioning. 
Br J Pharmacol 131: 415-422.

44. Jia YZ, Sato S (1997) Evaluation of coronary collateral circulation in early 
ischemia in rat hearts. A morphological study. Nihon Ika Daigaku Zasshi 64: 
329-336.

45. Kawata H, Yoshida K, Kawamoto A, Kurioka H, Takase E, et al. (2001) 
Ischemic preconditioning upregulates vascular endothelial growth factor mRNA 
expression and neovascularization via nuclear translocation of protein kinase C 
epsilon in the rat ischemic myocardium. Circ Res 88: 696-704.

46. Sasaki H, Ray PS, Zhu L, Otani H, Asahara T, et al. (2001) Hypoxia/
reoxygenation promotes myocardial angiogenesis via an NF kappa B-dependent 
mechanism in a rat model of chronic myocardial infarction. Journal of Molecular 
and Cellular Cardiology 33: 283-294. 

47. Cuevas P, Carceller F, Giménez-Gallego G (2001) Fibroblast growth factors 
in myocardial ischemia/reperfusion injury and ischemic preconditioning. J Cell 
Mol Med 5: 132-142.

48. Sasaki H, Fukuda S, Otani H, Zhu L, Yamaura G, et al. (2002) Hypoxic 
preconditioning triggers myocardial angiogenesis: a novel approach to enhance 
contractile functional reserve in rat with myocardial infarction. J Mol Cell Cardiol 
34: 335-348.

49. Liao S, Porter D, Scott A, Newman G, Doetschman T, et al. (2007) The 
cardioprotective effect of the low molecular weight isoform of fibroblast growth 
factor-2: the role of JNK signaling. J Mol Cell Cardiol 42: 106-120.

50. Oral H, Dorn GW 2nd, Mann DL (1997) Sphingosine mediates the immediate 
negative inotropic effects of tumor necrosis factor-alpha in the adult mammalian 
cardiac myocyte. J Biol Chem 272: 4836-4842.

51. Yokoyama T, Vaca L, Rossen RD, Durante W, Hazarika P, et al. (1993) Cellular 
basis for the negative inotropic effects of tumor necrosis factor-alpha in the 
adult mammalian heart. The Journal of Clinical Investigation 92: 2003-2012. 

52. Habib FM, Springall DR, Davies GJ, Oakley CM, Yacoub MH, et al. (1996) 
Tumour necrosis factor and inducible nitric oxide synthase in dilated 
cardiomyopathy. Lancet 347: 1151-1155.

53. Gerol M, Curry L, McCarroll L, Doctrow S, Ray Chaudhury A (1998) Growth 
regulation of cultured endothelial cells by inflammatory cytokines: mitogenic, 
anti-proliferative and cytotoxic effects. Comparative Biochemistry and 
Physiology. Pharmacology, Toxicology, Endocrinology 120: 397-404.

Citation: Mitręga KA, Nożyński JK, Porc M, Krzemiński TF (2013) The 
Beneficial Effects of Post-myocardial Infarction, Long Oral Treatment with 
M-2 in Preventing the Development of Cardiomyopathy in Rats. J Clin Exp 
Cardiolog 4: 281. doi:10.4172/2155-9880.1000281

http://www.google.com/patents/US6482841
http://www.google.com/patents/US6482841
http://www.google.com/patents/US6482841
http://www.ncbi.nlm.nih.gov/pubmed/3838314
http://www.ncbi.nlm.nih.gov/pubmed/3838314
http://www.ncbi.nlm.nih.gov/pubmed/2309919
http://www.ncbi.nlm.nih.gov/pubmed/2309919
http://www.ncbi.nlm.nih.gov/pubmed/2309919
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC1854491/
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC1854491/
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC1854491/
http://www.ncbi.nlm.nih.gov/pubmed/6270629
http://www.ncbi.nlm.nih.gov/pubmed/6270629
http://www.ncbi.nlm.nih.gov/pubmed/6270629
http://www.ncbi.nlm.nih.gov/pubmed/2162033
http://www.ncbi.nlm.nih.gov/pubmed/2162033
http://www.ncbi.nlm.nih.gov/pubmed/1663585
http://www.ncbi.nlm.nih.gov/pubmed/1663585
http://www.ncbi.nlm.nih.gov/pubmed/1663585
http://www.ncbi.nlm.nih.gov/pubmed/8662270
http://www.ncbi.nlm.nih.gov/pubmed/8662270
http://www.ncbi.nlm.nih.gov/pubmed/8662270
http://www.ncbi.nlm.nih.gov/pubmed/3663131
http://www.ncbi.nlm.nih.gov/pubmed/3663131
http://www.ncbi.nlm.nih.gov/pubmed/3663131
http://www.ncbi.nlm.nih.gov/pubmed/1713324
http://www.ncbi.nlm.nih.gov/pubmed/1713324
http://www.ncbi.nlm.nih.gov/pubmed/1713324
http://www.ncbi.nlm.nih.gov/pubmed/7392665
http://www.ncbi.nlm.nih.gov/pubmed/7392665
http://www.ncbi.nlm.nih.gov/pubmed/7392665
http://www.ncbi.nlm.nih.gov/pubmed/7392665
http://www.ncbi.nlm.nih.gov/pubmed/16987512
http://www.ncbi.nlm.nih.gov/pubmed/16987512
http://www.ncbi.nlm.nih.gov/pubmed/16987512
http://www.ncbi.nlm.nih.gov/pubmed/22750214
http://www.ncbi.nlm.nih.gov/pubmed/22750214
http://www.ncbi.nlm.nih.gov/pubmed/22750214
http://www.ncbi.nlm.nih.gov/pubmed/13749954
http://www.ncbi.nlm.nih.gov/pubmed/13749954
http://www.ncbi.nlm.nih.gov/pubmed/578749
http://www.ncbi.nlm.nih.gov/pubmed/578749
http://www.ncbi.nlm.nih.gov/pubmed/578749
http://www.ncbi.nlm.nih.gov/pubmed/11399901
http://www.ncbi.nlm.nih.gov/pubmed/11399901
http://www.ncbi.nlm.nih.gov/pubmed/11399901
http://www.ncbi.nlm.nih.gov/pubmed/11399901
http://www.ncbi.nlm.nih.gov/pubmed/11321512
http://www.ncbi.nlm.nih.gov/pubmed/11321512
http://www.ncbi.nlm.nih.gov/pubmed/11321512
http://www.ncbi.nlm.nih.gov/pubmed/11321512
http://www.ncbi.nlm.nih.gov/pubmed/16043419
http://www.ncbi.nlm.nih.gov/pubmed/16043419
http://www.ncbi.nlm.nih.gov/pubmed/16043419
http://www.ncbi.nlm.nih.gov/pubmed/16043419
http://www.ncbi.nlm.nih.gov/pubmed/10900218
http://www.ncbi.nlm.nih.gov/pubmed/10900218
http://www.ncbi.nlm.nih.gov/pubmed/10900218
http://www.ncbi.nlm.nih.gov/pubmed/10900218
http://www.ncbi.nlm.nih.gov/pubmed/10779047
http://www.ncbi.nlm.nih.gov/pubmed/10779047
http://www.ncbi.nlm.nih.gov/pubmed/8177234
http://www.ncbi.nlm.nih.gov/pubmed/8177234
http://www.ncbi.nlm.nih.gov/pubmed/8177234
http://www.ncbi.nlm.nih.gov/pubmed/8964124
http://www.ncbi.nlm.nih.gov/pubmed/8964124
http://www.ncbi.nlm.nih.gov/pubmed/8964124
http://www.ncbi.nlm.nih.gov/pubmed/14791881
http://www.ncbi.nlm.nih.gov/pubmed/14791881
http://www.ncbi.nlm.nih.gov/pubmed/3943155
http://www.ncbi.nlm.nih.gov/pubmed/3943155
http://www.ncbi.nlm.nih.gov/pubmed/9679721
http://www.ncbi.nlm.nih.gov/pubmed/9679721
http://www.ncbi.nlm.nih.gov/pubmed/9679721
http://www.ncbi.nlm.nih.gov/pubmed/11015290
http://www.ncbi.nlm.nih.gov/pubmed/11015290
http://www.ncbi.nlm.nih.gov/pubmed/11015290
http://www.ncbi.nlm.nih.gov/pubmed/9283203
http://www.ncbi.nlm.nih.gov/pubmed/9283203
http://www.ncbi.nlm.nih.gov/pubmed/9283203
http://www.ncbi.nlm.nih.gov/pubmed/11304492
http://www.ncbi.nlm.nih.gov/pubmed/11304492
http://www.ncbi.nlm.nih.gov/pubmed/11304492
http://www.ncbi.nlm.nih.gov/pubmed/11304492
http://www.ncbi.nlm.nih.gov/pubmed/11162133
http://www.ncbi.nlm.nih.gov/pubmed/11162133
http://www.ncbi.nlm.nih.gov/pubmed/11162133
http://www.ncbi.nlm.nih.gov/pubmed/11162133
http://www.ncbi.nlm.nih.gov/pubmed/12067496
http://www.ncbi.nlm.nih.gov/pubmed/12067496
http://www.ncbi.nlm.nih.gov/pubmed/12067496
http://www.ncbi.nlm.nih.gov/pubmed/11945025
http://www.ncbi.nlm.nih.gov/pubmed/11945025
http://www.ncbi.nlm.nih.gov/pubmed/11945025
http://www.ncbi.nlm.nih.gov/pubmed/11945025
http://www.ncbi.nlm.nih.gov/pubmed/17150229
http://www.ncbi.nlm.nih.gov/pubmed/17150229
http://www.ncbi.nlm.nih.gov/pubmed/17150229
http://www.ncbi.nlm.nih.gov/pubmed/9030540
http://www.ncbi.nlm.nih.gov/pubmed/9030540
http://www.ncbi.nlm.nih.gov/pubmed/9030540
http://www.ncbi.nlm.nih.gov/pubmed/8227345
http://www.ncbi.nlm.nih.gov/pubmed/8227345
http://www.ncbi.nlm.nih.gov/pubmed/8227345
http://www.ncbi.nlm.nih.gov/pubmed/8609750
http://www.ncbi.nlm.nih.gov/pubmed/8609750
http://www.ncbi.nlm.nih.gov/pubmed/8609750
http://www.ncbi.nlm.nih.gov/pubmed/9827056
http://www.ncbi.nlm.nih.gov/pubmed/9827056
http://www.ncbi.nlm.nih.gov/pubmed/9827056
http://www.ncbi.nlm.nih.gov/pubmed/9827056

	Title
	Corresponding author
	Abstract 
	Keywords
	Introduction 
	Materials and Methods  
	Experimental animals 
	Drugs and reagents used 
	Experimental infarction in rats 
	Experimental protocol 
	Determination of myocardial infarct size 
	Morphologic examination 
	Statistics 

	Results 
	Discussion 
	Acknowledgements 
	Figure 1
	Figure 2
	Figure 3
	Table 1
	References

