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Effect of different serotonin concentrations on the inotropic function and
morphometric parameters of the heart of infant rats

In recent years, studies of serotonin in physiological and pathological processes of the body have widely dis-
cussed its role as a link in the pathogenesis of atherosclerosis, arterial hypertension, and coronary heart dis-
ease. In the embryonic period, serotonin acts as a growth factor and plays an important regulatory role in the
decisive period of embryo development, particularly, in the development of the heart. This research aims to
study the influence of serotonin on the temporal parameters of contraction of the myocardium of the right
ventricle in the newborn pups with a blockade of serotonin synthesis and membrane transporter-in the embry-
onic period of ontogenesis. Thus, these studies have shown that the response of-cardiomyocytes to serotonin
is statistically higher in the group with excess serotonin and lower in the group.with serotonin deficiency
compared to the control group. The article also presents data indicating the.change in serotonin concentration,
which was created by the blockade of serotonin synthesis and the membrane transporter of serotonin in the
embryonic period of ontogenesis, which results in morphological changes in the myocardium in early postna-
tal ontogenesis.

Keywords: serotonin, myocardium, ontogenesis, heart, fluoxetine, para-chlorophenylalanine, rat, pregnancy.

Introduction

Serotonin or 5-hydroxytryptamine (5-HT). is a neurotransmitter that plays a vital role in humans and an-
imals. Serotonin regulates many biological processes, including the cardiovascular system. It also regulates
platelet aggregation. Serotonin is produced and released and secreted into the bloodstream by
enterochromaffin cells found in the gastrointestinal tract, then is rapidly absorbed and stored as miniature
dense granules in platelets. Serotonin induces its physiological effects through 14 different receptor subtypes.
All serotonin receptors, except for type 3, are G-protein-coupled receptors. Three types of serotonin recep-
tors (5-HT1A, 5-HT2, and 5-HT3) are involved in the central mechanisms of regulation of cardiovascular
activity. 4 and 2B types of receptors are found in cardiomyocytes, which are involved in the regulation of
myocardial contractility and affect the temporary parameters of contraction [1-4].

In humans, anabnormal serotonergic system can lead to health problems such as depression and obses-
sive-compulsive disorders. Totreat such disorders, some drugs have been developed, including selective ser-
otonin reuptake inhibitors (SSRISs) [5, 6].

Parachlorophenylalanine (pCPA) is widely used as an agent to lower serotonin levels. The administra-
tion of the serotonin-synthesis inhibitor, parachlorophenylalanine, in rats has been found to significantly de-
plete 5-HT [7].

It can be assumed that a change in the level of serotonin or blockade of its receptors during pregnancy
adversely affects a number of cellular processes required for the normal formation of the heart in the fetus.

This research aims to study the effect of serotonin on the contractile function of the right ventricular
myocardium in newborn rats with blockade of serotonin and membrane transporter synthesis in the embryon-
ic period of ontogenesis.

The research objectives are as follows:

i) To investigate the effect of blockade of serotonin synthesis and serotonin membrane transporter in the
embryonic period of ontogenesis on the time of myocardial contraction in 14-day-old rats.

ii) To study the effect of different concentrations of serotonin on the right ventricular myocardium in
14-day old rats with blockade of the membrane serotonin transporter and blockade of serotonin synthesis in
the embryonic period of ontogenesis.
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Experimental

The study was approved by the Ethics Committee of the Ministry of Health of the Russian Federation.

The research was carried out in the scientific laboratories of the Department of Normal Physiology and
Department of General Pathology of Kazan State Medical University.

Method for determining myocardial contractility. The research object is pregnant female Wistar rats and
their offspring at the age of 14 days. Starting from the 11th day of pregnancy and for 10 days in a row, the
pregnant female rats were intraperitoneally injected with the following:

Group 1 (control) — saline;

Group 2 — a selective serotonin reuptake inhibitor — antidepressant fluoxetine (Fluoxetine hydrochlo-
ride, Sigma, USA) at a dosage of 50 pg/kg;

Group 3 — blocker of serotonin synthesis PCPA (4-Chloro-DL-phenylalanine, Sigma, USA) at a dos-
age of 100 pg/kg.

As a result, there were 2 experimental groups: i) a group of animals with a blockade of the.serotonin
transporter, and ii) a group of animals with a blockade of serotonin synthesis.

The research materials are the strips of the myocardium of the right ventricles.

The responses of the temporary characteristics of contraction (duration of contraction) of.the right ven-
tricular myocardium strips were evaluated to injections of serotonin (serotonin hydrachloride, Sigma, USA)
at successive concentrations of 0.1 mM, 1.0 mM, and 10.0 mM.

The pre-anesthetized with urethane (800 mg/kg) hearts of rats were.removed. The 2-3 mm long and
0.8-1 mm in a diameter strip were prepared from the myocardium of the right ventricle. The specimens were
fixed vertically with one end to the force transducer and the other one to the point of support. Each specimen
was immersed in a separate reservoir with a working solution; 25 .ml in 'volume, injected at a temperature of
28 °C. The working solution composition for 400 ml. distilled water (gr.) is as follows: NaCl — 3.2, KCI —
0.12, CaCl,— 0.12, MgCl,— 0.05, NaHPO,— 0.07, cevitamic acid — 0.02, glucose — 0.8. The indicators
were recorded using Chart 4.0. and Acq Knowledge 4.1. software. The signals were processed using the EIf
program (developed by A.V. Zakharov).

In this experiment, the rate of myocardial contraction was determined. Since the obtained results of ex-
periments with isolated (in vitro) cardiac muscle fibers inextricably link force with speed [8]. The rate of
separation of the myosin head was identified as a key parameter affecting contractility, since it determines
the time during which myosin binds to actin in the state of force creation [9]. The rate of attachment of myo-
sin to actin, the frequency of cycles, the amount of time during which myosin attaches to actin, and the total
number of myosin heads in the active state are all determinants of the development of parameters such as
force (F), contraction time (T max), and relaxation time (T min) [10, 11].

These parameters are important since'the discovery of many mutations in cardiomyopathy and a new
generation of chemical compounds that.change the “motor” kinetics of myosin and chemomechanical pro-
cesses can produce different effects on the force and rate of contraction [12—-14].

Thus, in our experiment, to/determine myocardial contractility, parameters such as contraction time
were calculated.

The reaction of the duration of contraction was calculated as a percentage of the initial value (initial pa-
rameters of the contraction time), i.e., before the introduction of the first concentration (0.1 mmol/l) of sero-
tonin. The statistics were processed with the definition of M, m and §; the significance of differences has
beencalculated using the Student's t-test with the differences considered significant at p<0.05.

Morphological studies. The preparation was fixed in the 10 % neutral formalin as per Lilly’s. According
to the generally accepted technique [15], after appropriate processing in the alcohols of increasing concentra-
tion, it was treated in xylene and embedded in paraffin. Leica SM 2000 R was utilized to make paraffin sec-
tions with a thickness of 4-5 um. The resulting preparations were stained with hematoxylin and eosin, as
well as picrofuxin as per Van Gieson’s. The Zeiss AG Axioscope was used for microscopic examination.

S.B. Stefanov’s morphometric grid of the random step was used for conducting a quantitative analysis
[16]. The areas of blood vessels, connective tissue, adipose tissue, perivascular edema, interstitial edema,
necrosis and myocardial muscle tissue were determined. The grid was applied directly to the micro-
preparation, and the number of its intersections falling on each of the studied structures was calculated at the
low magnification (eyepiece x7, lens — x10). The position of the grid along the histological section was ar-
bitrarily changed several times, each time repeating the count. The total number of grid intersections per
slice obtained as a result of the calculation was taken as 100 %. Afterwards, the number of grid intersections

Cepus «Bbuonorua. MeauuuHa. Meorpadus». No. 3(107)/2022 17



M.Zh. Akhmetova, R.R. Nigmatullina et al.

falling separately on each of the studied structures was converted into percentages accordingly. The obtained
data were processed statistically with the calculation of the Student’s criterion and the P value (reliability of
differences).

Results

In the control group of 14-day-old rats, the initial values of the duration of contraction are 0.100 sec. At
the minimum concentration of serotonin, time of myocardial contraction decreases by 0.007 (7 %) sec. com-
pared to the initial parameters and amounts 0.093 sec. (p<0.05). At concentrations of 0.1 mM and 10.0 mM,
the duration of contraction is 0.092 sec. and 0.088 sec., respectively. For the last two concentrations of sero-
tonin, there is a decrease in the time of contraction by 0.008 sec. (8 %) and 0.012 sec. (12 %) compared to
the initial values (p<0.05).

In the first experimental group of 14-day-old animals, the initial parameters of the contraction time are
0.098 sec. 5-HT reduces the contraction time in the concentration of 0.1 mM by 0.088 sec. and. for the last
two concentrations at 0.083 sec. and 0.077 sec. The myocardial contraction time is reduced.in a concentra-
tion of 0.1 mM by 0.010 sec. (10 %) (p<0.05), at a concentration of 1.0 mM for 0.015 sec. (15.%) (p<0.05)
and at a concentration of 10.0 mM for 0.21 sec. (21 %) (p<0.05) compared with therinitial parameters. The
time of myocardial contraction in the maximum concentration of serotonin compared-to the minimum con-
centration is reduced by 0.011 sec. (11 %); compared with a concentration of 1.0 mM for 0.006 sec. (6 %)
(p<0.05). At a concentration of 1.0 mM, the myocardial contraction time is 0.005 sec. lower compared to a
concentration of 0.1 mM. (5 %) (p<0.05).

In the second experimental group of young rats, the initial parameters of the contraction time are
0.103 sec. At a concentration of 0.1 mM and 1.0 mM, the myocardial contraction time is the same and reach-
es 0.093 sec. For the highest concentration of serotonin, the time is 0.089 sec. At concentrations of 0.1 mM
and 1.0 mM, the myocardial contraction time decreases by 0.010 sec. (10 %) and in a concentration of
10.0 mM for 0.014 sec. (14 %) (p<0.05) compared to the initial values. At the maximum concentration of
5-HT, there is a statistically significant decrease in the myocardial contraction time compared to concentra-
tions of 0.1 mM and 1.0 mM by 0.004 sec. (4 %) (p<0.05).(Fig..1).
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* — Statistically significant differences compared to the initial data (* p<0.05).
NaCl — saline; FL — fluoxetine; pCPA — para-chlorophenylalanine

Figure 1. Effect of serotonin on the time of myocardial contraction in 14-day-old infant rats

It was found that the histological picture of the myocardium in both experimental groups differs from
the control group. At the same time, the detected changes in these groups are almost identical. Thus, changes
in the circulatory microvasculature are dominant. The total area of blood vessels increases up to 6.59+0.30 %
in the first group and up to 6.44+0.27 % in the second one (Tab. 1). The vessels are full-blooded with their
lumen expanded and perivascular edema observed (Fig.1). The edema’s area is 6.48+0.46 % and
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7.04+0.85 %, respectively. There is a sporadic release of blood cells outside the vascular bed (Fig. 2). In the
lymphatic vessels one could observe the phenomena of lymphostasis (Fig. 3). Along the area of 9.62+1.15 %
in the 1-group and 10.20+£1.22 % in the 2-group, there is a pronounced interstitial edema with
discomplexation of muscle fibers (Fig. 4). In the stroma of the myocardium, some small focal lymph
histiocytic infiltrates are detected (Fig. 5). In some observations, micronecrosis of cardiomyocytes is detect-
ed, occupying an area of 2.46+0.10 % and 3.00+0.19 % (Fig. 6).

Table 1
Areas of the structural components of the myocardium (%, M+m)
. Blood Connective | Adipose |Perivascular| Interstitial . Muscle
Variant . . Necrosis .
vessels tissue tissue edema edema tissue

Control group 3.31+0.17 | 10.24+1.09 | 1.45+0.17 | 1.29+0.09 | 3.54+0.21 — 80.17+4.86
| experimental group | 6.59+0.30 | 11.05+1.48 | 4.57+0.75 | 6.48+0.46 | 9.62+1.15 | 2.46+0.10 | 59.23+3.14
Il experimental group | 6.44+0.27 | 10.31+1.13 | 5.50+0.82 | 7.04+0.85 | 10.20+1.22 | 3.00+0.19 | 57.51+2.94

Figure 1. Vascular congestion and
perivascular edema

Figure 2. Outflow of blood corpuscles Figure 3. Lymphostasis

outside the vascular bed

Figure 4. Interstitial edema with mus-
cle fiber discomplex

Figure 5. Focal lymphohistiocytic
infiltrate

Figure 6. Foci of micronecrosis in the
myocardium

Figure 7. Areas of adipose tissue be-
tween muscle fibers

Figure 8. Connective tissue fibers in
the myocardial stroma

Figure 9. Connective tissue fibers in
the myocardial stroma

There are sporadic extensive areas of adipose tissue between the muscle fibers (4.57+0.75 % and
5.50+0.82 %) (Fig. 7). Meanwhile, the volume of connective tissue does not differ from the control one
(11.05+1.48 % and 10.31+1.13 %). The Van Gieson’s staining reveals its fibers in the stroma of the organ
(Fig. 8). Some minor sclerosis of the vascular walls can only be noted in some cases (Fig. 9).
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Discussion

In the experimental group with blockade of the serotonin transporter, the shortest significant time of
myocardial contraction has been found in comparison with other groups. This might be due to the blockade
of serotonin transporter in the embryonic period, as a result of which there could be an increase in 5-HT in
this group of animals. The largest number of serotonin receptors is activated, which possibly has led to a rap-
id contraction of the myocardium.

In the early postnatal period of rats, the adrenergic innervation of the heart is immature. It becomes im-
portant to maintain the inotropic function due to other non-adrenergic mechanisms, in particular serotonin
ones [17].

The 5-HT, receptor signaling is similar beta-adrenergic receptors, and induces inotropic effects through
a pathway involving cAMP and PKA-mediated phosphorylation of proteins that leads to an increase in Ca**.
It has been shown that the 5-HT,p Sserotonin receptor is critically important during embryogenesis, since
knockout of this gene in rats causes heart defects and embryonic lethality, which makes further analysis of
other types of embryonic cells and tissues difficult. The 5-HT,p receptor modulates many secondary signals
(mitogenic and morphogenetic cascades). The 5-HT,p receptor activates Ras and kinases regulated by extra-
cellular signals and mitogen-activated protein Kinase via G,q and Gg,. The activation of this mechanism leads
to 5-HT-induced cell proliferation [1, 2, 17].

In the experimental group with blockade of serotonin synthesis, the smallest reduction in contraction
time is observed compared to other groups. This may be due to the interference of the full formation of the
necessary serotonin in the embryonic period, which may cause structural rearrangements of calcium chan-
nels, as well as their insufficient formation. The relationship between the level of 5-HT in the embryonic pe-
riod of ontogenesis and the functioning of Ca®* channels of the membrane of cardiomyocytes and sarcoplas-
mic reticulum in newborn rats has been established [18].

In the histological studies of the right ventricle of the heart, it was found that a change in the concentra-
tion of serotonin in prenatal ontogenesis resulted in some:morphological changes in the myocardium in the
experimental animals compared to the control group. The excess or deficiency of serotonin in prenatal onto-
genesis may have led to impaired function of serotonin receptors. In the experiments aimed at cultivating
mouse embryos, those antagonists with a high affinity for the 5-HT g, such as ritanserin, caused morphologi-
cal abnormalities in the heart (disorderly arrangement of myocytes, dilatation of the left ventricle, decreased
diastolic function). During the formation of the heart, they lead to abnormal organization of the sarcomeres
of the subepicardial layer and to the absence of myocardial trabeculosis [19]. Such morphological changes in
the right ventricular myocardium in the experimental groups might have affected the normal contraction of
cardiomyocytes in the postnatal. ontogenesis. It should be noted that cardiac changes undergo significant
morphological changes at the level of cardiomyocytes.

Conclusion

The heart begins to function at an early stage of development under the action of changing mechanical
stimuli in the womb, the greatest growth and reorganization of cells. The given research shows that the
blockade of the transporter and synthesis of serotonin in prenatal ontogenesis results in a shift in the ino-
tropic function.of cardiomyocytes in early postnatal ontogenesis, which is due to a change in the time of con-
tractionby increasing concentrations of serotonin in the experimental groups versus the control group as well
as morpholagical defects in the heart in the experimental groups.

Thecardiovascular effects of serotonin are complex, and its contribution to the physiological and patho-
logical processes of the myocardium remains insufficiently understood.
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M.K. AxmeroBa, P.P. Hurmarymnuna, J1.3. [{pimiakos,
®.A. Munnay6aesa, ['.M. Trike:xxaHoBa

CepoTOHMHHIH TYPJIi KOHIEHTPAUUSJIAPbIHBIH ereyKyipbIK KYIIiKTepPiHiH
JKYPeriHiH MHOTPONTHI KbI3METiHE 2K9He MOP(OMETPHSJIBbIK KOpCceTKilTepine acepi

COHFBI KBUIIAPHI aF3aHBIH (DU3UOIOTHSIIBIK JKOHE MATONOTHSUIBIK YPAICTEpiHe CEpOTOHUHHIH OCEPIH 3epTTey
JKYMBICTaphIHa OHBIH AaTEePOCKIEPO3/BIH, APTEPHSUIBIK THUIEPTCH3USHBIH JKOHE JKYPEKTIH HIISeMUSIIBIK
aypybIHBIH ITATOTeHE31 PETiHeT] poi KeHiHeH TalKbUIaHyaa. JlaMy IslH SMOpHOHAIIB! Ke3eHIHe CepOTOHNH
ocy (axkTopbl peTiHIe SpeKeT eTe OTHIPBIN, SMOPHOH IaMyBIHBIH IISIIYINi Ke3eHiHJe, aTal aWTKaHza,
JKYPEKTIH JaMybIHIa MaHBI3/bI PETTEYIN POl aTkapaisl. Bi3miH 3epTTeyiMi3miH MaKcaThl OHTOTCHE3JiH
SMOPHOHANIBIK KE3EHIHIEC CEPOTOHUH CHHTE3IHIH jkKoHE MeMOpaHaJIbIK TachIMaJayIIbICHIHBIH OJIOKanachl
JKACaIbIHFAH JXaHA TyFaH ereyKyWpbIK KYIIKTEpiHIH OH »aK KapblHIIA MHOKAPABIHBIH JKUBIPHUTYBIHBIH
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YakKbIT KOPCETKIIITepiHE CEPOTOHMHHIH oCepiH 3epTTey. 3epTrey HOTHXKeciHae, Oakpuiay TOOBIMEH
CAJBICTBIPFAHJA  CEPOTOHMH  MeJILIEpPI  JKOFapbl  OOJFaH  OKCIHEPUMEHTTIK TONTa  CEPOTOHMHIE
KapAHOMHOLUTTEPAIH PEaKLHUAChl CTATUCTHKAIBIK )KOFAPhl )KOHE CEPOTOHMH TAIIIBUIBIFEI 0ap TONTa TOMEH
exeHairi anpiKTanapl. COHBIMEH KaTap, OHTOTCHE3IH AMOpPHUOHAIIB KE3CHIHAE CEPOTOHHH CHHTE31 MEH
MeMOpaHabIK ~ TachIMaJIAYIIBICHIHBIH ~ TEXEyl apKbUIBI CEPOTOHMH KOHIEHTPAILMACHIHBIH — ©3repyi
JKacaJIbIHFaH SKCIIEPUMEHTTIK TOII >KaHyapJIapblHAa OHTOTSHE3/IIH epTe IOCTHATAI (B! Ke3eHIHe MHOKAPTHIH
MOP(OJIOTHSIIBIK ©3repicTepi GalKaaFaH.

Kinm ce30ep: cepOTOHUH, MHOKAp/, OHTOT€HE3, KYPEK, (IIyOKCEeTHH, Napa-xj1op(eHnIanaHut, ereyKynphIk,
JKYKTLIIK.

M.XK. AxmeroBa, P.P. Hurmarymiuna, /{.9. [{piriaxos,
®.A. Munnay6aesa, .M. TrikexaHoBa

Biusinue pa3HbIX KOHIEHTPALHUii CEPOTOHMHA HA MHOTPONHY IO PYHKIIHIO
u MopdoMeTpHYeCKHe MOKA3aTeIN cepAla KPbICAT

3a mociieJHUE TObl B UCCIICOBAHUAX CEPOTOHUHA B (PM3MOJIOTMUECKHUX U TATOJOTMYECKUX TPOLEeccax opra-
HHM3Ma HIMPOKO 0OCY’KAAIOT €ro poNb KaK 3BEHA B MaTOreHe3e aTepoCKIIepo3a, apTePUaIbHOM THIIEPTEH3HH,
uIeMuueckoi 6one3Hn cepana. B sMOpHoOHaNbHOM HepHOJE CEPOTOHMH BBICTYHAeT B KauecTBe (hakTopa
pocTa M UrpaeT BaXKHYIO PEryJIHMPYIONIYIO POJb B PEIIAIOIIMH IEPHO PA3BUTHS SMOPHOHA, B YACTHOCTH, pa3-
BUTHS cepana. Llenbro Hamero ucciref0BaHus ABUIOCH N3YUIEHHE BIMSHUSL CEPOTOHNHA HA BPEMEHHBIC T1apa-
METpBI COKPAIIEHNSI MUOKapAa IPaBOTro XKETyJ09Ka Y HOBOPOXKACHHBIX KPBICAT ¢ O7I0Ka0i CHHTE3a CepOTO-
HHUHA U MeMOpPaHHOTO NIEPEeHOCYNKa B SMOPHOHAIBHOM ITepHo/ie 0HTOreHe3a. Hamm mccnenoBanms mokasainmy,
YTO peaKnysi KapJHOMHUOIUTOB Ha CEPOTOHHH CTATHCTHYECKH BBHIIIEC B TPYIMIE C M30LITKOM CEpOTOHHMHA U
HIDKE B TpyMIe ¢ Je(UINTOM CepOTOHNHA 0 CPaBHEHHIO C IPYHITON KoHTpous. B HacTosmei pabote npuse-
JIEHBI IaHHBIE, CBHJETEIBCTBYIONINE O TOM, YTO M3MEHEHHE KOHIEHTPAlluk CEpPOTOHMHA, KOTOPOE CO3/aBa-
J0ch OJIOKa/I0M CHHTE3a CEPOTOHMHA U MEMOPaHHOr0 NEePEHOCUUKA CEPOTOHMHA B SMOPHOHAIBHOM IIE€PHOIE
OHTOT€He3a, NPUBOIUT K MOP(OIOrNIECKUM H3MEHEHUSIM MUOKap/ia B paHHEM ITOCTHATAILHOM OHTOT€HE3E.

Knrouegvie cnosa: cepOTOHUH, MHOKAp/l, OHTOI€HeS; cepile, (GIyoKCeTHH, napa-xJopheHuIalaH!H, KpbIca,
OepeMeHHOCTb.
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