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Summary/ Pe3siome

We studied the dynamics of the content of macro- and microelements in the blood
serum and pancreatic tissue of female rats that were exposed to experimentally induced
combined chronic stress during pregnancy and prenatal stress in their offspring. The rats
of the study group were kept daily in special individual cages-pencils in a state of prolonged,
varying in time, immobilization, each time the animals were sorted into different cages
and the diet was changed, which caused additional stress. Offspring from both study and
control groups received balanced nutrition and were housed in standard vivarium
conditions. Serum and pancreatic homogenate levels of Ca, Fe, Mg, Zn, and Cu were
determined spectrophotometrically using a Stat Fax biochemical analyzer. Statistical
analysis was performed using Microsoft Excel-2003, Biostat.exe-2008, and STATISTICA-
10. Induced by combined chronic stress, the imbalance of macro- and microelements in
different (intracellular and extracellular) sectors of organs and blood serum is accompanied
by heterogeneity of changes in the content of macro- and microelements, with a tendency
to reduce the content of Ca, Mg and Zn in the pancreatic homogenate, which does not
coincide with the dynamics of the content of the corresponding indicators in blood serum.
These disruptions are likely linked to a complex neurohumoral response to chronic stress,
including increased stress hormone production and altered neurotransmitter ratios,
contributing to organ damage, particularly in the pancreas, and potentially predisposing
the animals to chronic pancreatitis.

Key words: chronic combined stress, macro- and microelements, pancreas, blood
serum, rats.

BuByann guHamiky BMICTY Makpo- i MIKPO €/IleMEHTIB Y CMPOBaTLi KPOBi i TKAHUHI
NiQWYHKOBOI 3a71031 LWypiB-CaMuLb, WO nepedysany NpoTAromM BaritTHOCTI Mig, BNJVBOM
eKcrnepuMeHTasibHO BUKIMKAHOMO KOMBIHOBAHOIrO XPOHIYHOro CTPECY i NpeHaTanbHOro —
y ix Hawagkie. LLlypn rpynn gocnigkeHHsa nepebyBanm WOAHS Yy CneuianbHuX iHAMBIAyanb-
HUX KJiITKax-neHanax B CTaHi TpMBasoi, Pi3HOi 3a 4YacoM iMMObini3adji, KoXeH pa3 TBapwuH
COpPTYBa/n A0 PISHUX KJITOK i 3MIHIOBaIN PEXNM Xap4dyBaHHS, LLO BUKIMKANO 00OATKOBE
CcTpecyBaHHs. [NOTOMCTBO SIK AOCAIAHOI, TakK i KOHTPOJILHOI rPyn OTPUMYyBano 36anaHcoBa-
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He XapyyBaHHS Ta MICTMIOCS B CTaHOAPTHUX YMOBax BiBapito. CnekTpodoTOMETPUYHO Ha
bioximiyHoMy aHanizaTopi Stat Fax (CLLUA) B cupoBaTLi KPOBi i rOMOreHaTi NigLnyHKOBIN
3a103i 3a AONOMOrOI0 BiANOBIAHMX HAOOPIB peareHTiB BU3Ha4vanm piseHb Ca, Fe, Mg (npu
LOBXUHI xBuii 540 HM), Zn (npu goBXuHi xBuai 550 HM), Cu (npwn ooBXMHI xBuni 580 HM).
CtatncTmnyHy 06pobKy OTPUMaHMX pedynbTaTiB NPOBOAWIN 3 BUKOPUCTAHHSM NakeTy aHa-
ni3dy nporpamu Microsoft Excel-2003, komn’toTepHoi nporpamun Biostat.exe-2008 Ta
STATISTICA-10. IHOyKOBaHWUI KOMOIHOBAHMM XPOHIYHMM CTPECOM AmcbanaHc Makpo- i
MIKPO efleMeHTIB B PIi3HUX (BHYTPILLUHBbOKNITUHHOMY i 30BHILLUHbOK/IITUHHOMY) CEKTopax
OpraHiB i cCMpoBaTLi KPOBi, CYNPOBOOXKYETHCS HEOQHOPIAHICTIO 3MiH BMICTY MaKpoO- i MiKpo
€/IEMEHTIB, 3 TEHAEHLIED 00 3HMXKEHHSA BMiCcTy Ca, Mg i Zn B romoreHari nigLwnyHKoBOi
3an03u, Lo He cniBnagae 3 AMHaMikKolo BMICTY BiANOBIAHMX NOKa3HUKIB B CUPOBATL, KPOBI.
BuiieHaBeneHi NopyLeHHS BUHMKAKOTb Nig, 4ac peanisauji CknagHoi HemporymopasbHOi
BiOMOBIAj OpraHiaMy Ha KOMOIHOBaHUI XPOHIYHUI CTPeC (30iNblUeHHS NPOoAayKLji CTpeco-
BUX FOPMOHIB, NOPYLUEHHS CMIBBIOHOLLIEHHS HEMPOMELiaTopiB), WO CrpuUse akTueaulji Me-
XaHi3MiB YLWKOMOXXEHHSI OPraHiB i TKaHWH, B TOMY YMCAi NigLWIYHKOBOI 3an03u, i cTae nepe-

AYMOBOIO PO3BUTKY XPOHIYHOro NMaHKpPEeaTuTy y TBApPuH B NMogasibLLIOMY.

Kno4oBi cnoBa: XpoHiYHUN KOMBIHOBAHUI CTPEC, Makpo- i MiKPO €NeMeHTH,
nigwnyHKoBa 3ano3a, cmposaTka KpPOoBi, Lypw.

Introduction

The high pace and tension of life
experienced by modern people in
connection with responsible work, mental
overload, instability of the social situation,
uncertainty about the future, often leads to
the development of chronic stress and
neuroses, which are characterized by a
violation of the management of the
functioning of internal organs, primarily the
digestive organs [1], posing a threat to
health and life [2]. The mechanisms of
adaptation to social stress and its numerous
manifestations in young people are not yet
sufficiently developed, and in the elderly and
the elderly — they are exhausted. Therefore,
it is precisely for young people that the
increase in cases of acute pancreatitis
associated not only with the action of
alimentary factors is more characteristic.
Under conditions of varying duration of
experimental stress in rats, structural
changes in the acinar part of the pancreas,
vacuolar dystrophy of the cytoplasm,
destruction, and fragmentation of the
plasma membranes of acinar cells were
detected, which contribute to the entry of
secretory granules containing pancreatic
enzymes into the interstitial space. It has
been proven that intermittent stress leads to
a decrease in the number of B-cells and an

increase in 6-cells in the pancreatic tissue
of rats, while chronic stress leads to an
increase in corticosterone levels against the
background of a decrease in somatotropic
and adrenocorticotropic hormones, which
leads to damage to B-cells of the pancreas
and, as a result, to a decrease in insulin
levels and an increase in glucose levels [3,
4].

Prenatal stress due to maternal
glucocorticoids. [5] negatively affects not
only the physical development but also the
structure of the pancreas of newborn rats,
where a decrease in the number of
endocrinocytes in the islet apparatus is
observed, leading to hypoglycemia
Currently, the literature is actively
considering the impact of macro- and
microelements on the functioning of the
body of adults and children [6,7,8,9]. Vital
microelements include iron (Fe), zinc (Zn),
copper (Cu), manganese (Mn), molybdenum
(Mo), cobalt (Co), chromium (Cr), selenium
(Se), and iodine (l). Deficiency of Cu, Fe,
and Zn can disrupt the balance of almost all
metabolic processes in the body [10]. while
maintaining biological activity even in very
low concentrations, at the same time, in
elevated concentrations, even essential
microelements can have a toxic effect
[11,12]. Macro- and microelements are
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enzyme activators. They support the spatial
configuration of enzymes in which catalytic
activity is manifested [11,13]. Mineral
elements (Zn, Mg, Se, flavonoids) can bind
free radicals directly, blocking the activation
of oxidative processes.

The lack of Fe and Zn in the body
affects the processes of proliferation and
differentiation of immune system cells,
reducing the activity of lipid peroxidation
(LPO) due to increased SOD activity [14, 15,
16, 17], which is sufficient to significantly
increase the risk of complicated viral,
microbial and parasitic infections. The
cations K+, Na+, Ca2+, Mg2+, and ClI-
anions formed during the dissociation of
carbonic and phosphoric acids are also
important for the body’s vital processes
[18,19,20,21]. They affect the state of
proteins, the function of membrane
excitability, muscle contraction, and energy
accumulation [22], and participate in
maintaining acid-base balance, osmotic
pressure of the cytoplasm and other
biological fluids, i.e., they are essential in
maintaining homeostasis of the internal
environment.

Zn and Cu deficiency cause numerous
nonspecific general shifts in metabolism
[23,24]. Most metalloenzymes (including
antioxidants) require Zn as a catalyst and
many transcription factors to maintain their
structural integrity. Zn is necessary for the
normal production and storage of insulin in
B-cells of the pancreas, it exhibits
insulinomimetic and antidiabetic effects
[15,26]. There is evidence that during stress
in adult rats, the accumulation of Zn in cells
correlates with an increase in corticosterone
and corticotropin in the blood and vice
versa; a decrease in the concentration of Zn
in cells is accompanied by a decrease in the
level of these hormones [26]. It is necessary
for the development and functioning of T-
lymphocytes, the normal process of
ovulation, embryo-, morpho- and
angiogenesis, remodeling of the cell matrix,
cell migration, axonal growth, wound
healing. In the CNS, Zn plays the role of a
neurotransmitter and neuromodulator.

However, like glutamate and Ca excessive
Zn content can be responsible for neuronal
death. Depending on the concentration, it
can cause apoptosis or necrosis (brain
ischemia).

Cu is an important component of
various enzymes, including the one
necessary for neutralizing free radicals Cu-
Zn-SOD [17]. However, above-normal
content, especially Cu due to its redox
properties, can cause the appearance of
highly toxic reactive oxygen species and
cause severe oxidative damage to organs
and tissues, including pancreatic acinar cells
[25,26].

Magnesium (Mg), the second most
abundant intracellular cation and a cofactor
for over 300 enzymes, is crucial for various
cellular processes. The Mg-ATP complex
serves as a substrate for ATP-dependent
enzymes like cyclases and protein kinases.
Mg is essential for synthesizing and
maintaining the structure of nucleic acids,
proteins, and ribosomes; it also modulates
excitable membrane permeability and
electrical potential, acts as a calcium
antagonist, and stimulates cholecystokinin
production. Furthermore, Mg reduces blood
glucose levels and oxidative stress, and it
improves metabolism in rats with type 2
diabetes induced by high-fat diets.

Ca the most abundant element in the
human body, exhibits increased absorption
during growth, pregnancy, lactation, and
dietary deficiency. Its significant role in cell
regulation stems from the steep
concentration gradient across the plasma
membrane. Ca’s functions include skeletal
mineralization, cell division, motility,
excitation, muscle contraction, secretion,
and platelet aggregation, influencing blood
clotting. Excess Ca induces apoptosis and
cell damage. In hyperglycemia, Ca
stimulates insulin secretion but also triggers
apoptosis in pancreatic B-cells, potentially
leading to apoptosis and necrosis in acinar
cells [17, 18, 20]. Literature analysis reveals
that the issue of the influence of stress
factors on the state of the pancreas is
relevant since many aspects of the
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pathogenesis of pancreatic damage in
female rats and their offspring remain
insufficiently understood. In particular, this
concerns issues regarding the balance of
macro- and microelements in pancreatic
tissue and in the blood serum of animals
since this may make a negative contribution
to maintaining functional and morphological
changes in the pancreas. in female rats and
their offspring, caused by the effect of
stress on the female during pregnancy, The
answers to these questions have important
medical and social significance, and the new
data obtained in the experiment can become
the theoretical basis for the development of
measures to prevent pancreatic damage,
which indicates the relevance and
importance of scientific developments in this
area

The study aimed to determine the
characteristics of the macro- and
microelements content in the blood serum
and pancreatic homogenate of female rats
and their offspring under chronic combined
stress during pregnancy.

Research methods and materials

Female rats were divided into two
experimental groups and one control group
(K-group). The C-group rats were
maintained in comfortable conditions and
fed a balanced diet for the duration of the
experiment (30 = 1.1 days). To induce stress
the rats of the study group were placed daily
in special individual cages-pencils in a state
of prolonged, varying in time (which makes
it impossible for them to adapt)
immobilization for 47.0 £ 6.1, after which the
animals were returned to standard, but
different cages each time, and the diet was
changed, causing additional stress.
Offspring from both study and control
groups received balanced nutrition and were
housed in standard vivarium conditions. Rats
were removed from the experiment at birth
and at one month of age.

Experiments on animals were
conducted in accordance with the European
Convention for the Protection of Vertebrate
Animals (Strasbourg, 1986, revised 2006),

Ukrainian Law No. 3447-1V, Articles 26, 31
“On the Protection of Animals from Cruelty
to Animals,” “General Ethical Principles of
Experiments on Animals” (V National
Congress on Bioethics, Kiev, 2013), EU
Directive 2010/63/EU, and the Council of
Europe Convention ETS123, adhering to all
relevant ethical norms and standards for
biomedical research.

Serum and pancreatic homogenate
macro- and microelement content was
determined spectrophotometrically using a
Stat Fax biochemical analyzer and reagent
kits from Filisit-Diagnostics (Dnipro) and
DAC-Spectro-Med (Moldova). Specifically,
Ca (540 nm; glyoxalbis- (2-oxyvinyl) (o-
cresolphthalein complex)), Fe (540 nm;
bathophenanthroline), and Mg (540 nm;
titanium yellow) were measured using Filisit-
Diagnostics kits. Zn (550 nm; 2- (5-bromo-
2-pyridulazo-7- (N-propyl-N-
sulfopropylamino)-phenol)) and Cu (580 nm;
4- (3.5dibromo-2-pyridula-vo0-4-ethyl-4-
sulfopropylaniline)) were measured using
DAC-Spectro-Med kits. Statistical analysis
(Microsoft Excel-2003, Biostat.exe-2008,
STATISTICA-10) involved one-way ANOVA
and Mann-Whitney U tests to assess
differences between groups, with
significance set at p < 0.05.

Results and discussion

When modeling chronic stress in
female rats of the study group, a decrease
in the content of Ca, Mg, Zn and Cu was
found in the pancreatic tissue (by 41.5 %,
40.0 %, 25.6 % and 26.7 % (p < 0.01)
respectively) (Table 1), while the level of Fe
was slightly increased (by 7.4 %, p > 0.05).
The Ca/Mg ratio indicator almost does not
differ from the average statistical value in the
control group, which indicates the balance
of their effects. In the blood serum of
animals in the study group, less pronounced
changes in the balance of macro- and
microelements were found than in the
pancreas (Table 1). The content of Fe and
Ca C was normal (38.7 % higher than the
indicator in the pancreas); the content of Mg
and Zn is reduced by 32.5 % and 18.8 % (p
< 0.01) compared to the norm and higher
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Macro- and microelement content in blood serum and

female rats under chronic combined stress during pregnancy

Table 1 < 0.01) higher than
pancreatic homogenate of that in the control

group.

Female rats
Indicators Pancreatic homogenate Blood serum In the pancreas
__(n=7) — __(n=7) of 1-month-old rats,
experim. gr contro experim.gr KOHTPOI1b .
Ca (mg/100 g of s 2 e L changes in the
9/100 g of tk. — 344 + 24+0,05 |247+0,04
pancreas) 0,36 5,88 +0,15 (Do < 0,05) | (on < 0,01) content of
(mML — blood serum) — . microelements were
Capms (o) 1,44 + 0,14** (experim. group) )
prvs (O 2,35 0,05 (control) observed, which
Mg (mg/100go)ftk.— 104+ 195+ 00(;,76(1 032,1(21 consisted of a
pancreas Pt Noa ;03" (ppn < | 0,02 (ppn < ;
(mM/L — blood serum) 0,06 0,04 0,01) 0,01) decrease in Zn and
Mg o (unis.) 1,38 + 0,08** (experim. group) Cu (by 34.5 % and
1,72 + 0,04 (control) S 87 % (D < 0_01),
Ca/Mg (units) 3(‘)3??; 360§7i gggi 0,02 (p,o_n < respectively), while
A CTEIEET ’ ’ 1?; — 1%?? the content of Fe was
e (mg g of tk. — ,06 + 74
pancreas) 2%";3i 2%‘3‘;1 0,31 (Pon < | 0,29 (ppn < at a normal level (see
(UM/L — blood serum) : ’ 0,01) 0,01) Table 2).
. 1,73 £ 0,07* (experim. group)
Fe pis (units.) 0,52 £ 0,04 (control) Inthe blood
Zn (mg/100 g of tk. — 434+ 578 4 14,76 18,17 serum of 1-month-old
pancreas) P Naa 0,2** 0,29 (ppn < : :
(UMIL — blood serum) 017 0,13 (0on < 0,01) 0,01) rats, the dlregtlon of
20 e Units.) 0,29 + 0,01 (experim. group) deviations in the
/ .
ps 0,32 + 0,01 (control) 5 content Of trace
+
Cu (mg/100 g of tk. — 554 75+ 7.33% 0.16 elements from the
pancreas) 0,23* 0,18 0.26 (Pon < norm, except Cu, is
(UM/L — blood serum). ’ ’ (ppn < 0,01) 0,01) ) K e
A - 0.76  0.02" (experim. group) identical to that in the
Upnss (units. ) 0,69 + 0,02 (control) pancreas, and the

Notes: 1. **- p < 0.01; * — p < 0.05 — comparison with the control group.

2. ppn — comparison with indicators in the pancreas.

than in the pancreas by 7.5 % and 6.8 % (p
< 0.01), respectively, and the Cu level is
lower than the norm by 31.3 %, which does
not significantly differ from its value in the
pancreas. The nature of the difference in the
content of macro- and microelements in the
pancreas and blood serum is clearly shown
by the values of the ratio of indicators of
Ca Mg, Fe, Zn and Cu in the pancreas to
those in blood serum (a decrease compared
to the norm by 38.6 % and 19.7 % (p <
0.01) for Ca and Mg, respectively, by 8.9 %
(p > 0.05) for Zn and an increase by 14.0 %
and 10.6 % (p < 0.05) for Fe and Cu,
respectively).

The levels of macroelements Ca and
Mg were lower than the norm, but the Ca
content did not differ significantly from that
of the control group, while the Mg content
was significantly lower (by 22.1 %).
Therefore, the ratio (Ca/Mg) was 21.6 % (p

level of micro- and
macroelements Ca,
Mg and Zn is reduced (by 13.8 %, 45.6 %
and 36.0 % (p < 0.01) respectively), but the
level of Fe was within normal limits; the
content of Cu was significantly higher than
that in the pancreas (by 9.7 %, p < 0.01),
but did not differ significantly from the
control. Analysis revealed significant
differences in pancreatic and serum Mg and
Cu levels. The Mg pancreas/serum ratio was
52.8 % higher (p < 0.01), while the Cu
pancreas/serum ratio was 8.1 % lower (p <
0.01). In one-month-old offspring of
chronically stressed female rats, pancreatic
tissue consistently showed lower levels of
Ca, Zn, and Cu, with a tendency towards
lower Mg and Fe levels.

Under the influence of chronic stress
in female rats and prenatal stress in their 1-
month-old offspring, a decrease in the
content of macro- and microelements was
observed in the pancreatic tissue and blood
serum. The dynamics of individual elements
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Macro- and microelement content in blood serum and

female rats under chronic combined stress during pregnancy

Table 1
pancreatic homogenate of

metabolic status. Low
calcium levels impair
mitochondrial enzyme

Female rats .o
Indicators Pancreatic homogenate Blood serum aCtIV_Ity’ t_h ©
(n=7) (n=7) respiratory chain,
experim. gr control experim.gr KOHTPOJTb oxygen Consumption,
Ca (mgéﬁ%gg)f tk.— 3,44 + 5884045 | 24%005 2472004 | gnd oxidative
0,36** e (Pen < 0,05) | (pen < 0,01) i
M/L — blood serum) P
(m phosphorylation,
1,44 + 0,14** (experim. group) . .
Capws (08.) 2.35 £ 0,05 (control) thereby disru p.tlng
Mg (mg/100 g of tk. — 104 & 105 & 0,76 + 112 overall metabolism,
pancreas) 06" 0,04 | 0037 (Pen< | 0.02(pen < | hormone production
(mM/L — blood serum) 0,06 0,04 0,01) 0,01) P S
Mg s (units.) 1,38 + 0,08** (experim. group) and neurotransmitter
g pnss (units. 1,72 + 0,04 (control) synthesis [15, 18].
221+
. 3,33+ 3,02+ 3,23+ i
Ca/Mg (units) 03 0.07 069+ 0,02 (ppn < Low Zn Cor_ltent
A CHETETAT : ’ — 13,‘7’1) affects the functional
e (mg g of tk. — ,06 + 74
pancreas) 2%";31 2%’3‘;i 0,31 (ppn < | 0,29 (Ppn < stafte . of the
(UM/L — blood serum) ’ ’ 0,01) 0,01) antioxidant defense
Fe pi (units.) .73 5 22'017 O‘g:?ignmt;cﬂ;wp) system and its ability
Zn (mg/100 g of tk. — ras . 14,76 £ 1817 £ to  control the
pancreas) 017+ 013 0,2* 029 (bm <| concentrations of
(UM/L — blood serum) ’ ’ (Pon < 0,01) 0,01) itrit d
Zn s (units.) 0,29 £ 0,01 (experim. group) nitrite an
pis ' 0,32 + 0,01 (control) malonaldehyde,
Cu (mg/100 g of tk. — 554 . 733+ 1%’?%* which can lead to
pancreas) 23+ 18 0,26™ ' damage to pancreatic
(UM/L — blood serum). 023 0.18 (Ppn < 0,01) %"3‘: 9 P
ST To0T o ; ,01) B-cells [16, 21, 24,
. ,76 + 0,02* (experim. group
Cllpnss (units. ) 0,69 £ 0,02 (control) 26].

Notes: 1. **- p <0.01; * — p < 0.05 — comparison with the control group.

2. ppn — comparison with indicators in the pancreas.

in the pancreatic tissue and blood serum in
animals in the study groups had significant
differences, but in general, the number of
macro- and microelements, the level of
which exceeded the normal range, in the
pancreatic tissue is almost the same (in 1-
month-old animals 60 %), and in the blood
serum of female rats and their 1-month-old
offspring (changes in the level of macro- and
microelements 60 % and 80 %,
respectively). A characteristic feature of
changes in the balance of macro- and
microelements due to chronic stress in
female rats and prenatal stress in their 1-
month-old offspring (almost in all animals)
is the low Ca Zn, and Cu in the pancreas
homogenate.

Variations in macro- and microelement
levels between pancreatic tissue and blood
serum suggest organ-specific regulation,
precluding the use of serum element
concentrations to assess pancreatic

Low Cu content,
taking into account its
inclusion in many enzymes: cytochrome
oxidase, superoxide dismutase, monoamine
oxidase (catalyzes the oxidative deamination
of catecholamines and serotonin), etc., can
disrupt their functional activity, as a result
of which protein metabolism slows down,
inflammatory and autoimmune processes
are supported [12, 13].

Given the critical roles of macro- and
microelements in mitochondrial function,
DNA/RNA replication, cell division, enzyme
activity, immune response, free radical
scavenging, antioxidant activity,
carbohydrate (insulin secretion), lipid, and
protein metabolism, hormone/
neurotransmitter release, and pancreatic
function (exocrine and endocrine, including
enzyme activation) [9,28,29], macro- and
microelement imbalances induced by
chronic stress may predispose female rats
and their offspring to pancreatic damage
and chronic pancreatitis.
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Conclusions

Chronic stress triggers neurogenic
mechanisms involving both the central
and peripheral nervous systems,
resulting in imbalanced macro- and
microelement levels within organs, cells,
and blood serum.

Unlike controls, there is heterogeneity in
the level of macro- and microelements
changes, however, a stable trend
towards a decrease in the content of Ca,
Mg, and Zn in the pancreas
homogenate is observed, which does
not coincide with the dynamics of the
content of the corresponding indicators
in blood serum.

The macro- and microelement levels
imbalance arise from a complex
neurohumoral response to chronic
stress, likely driven by increased stress
hormone production and
neurotransmitter dysregulation
(acetylcholine, histamine, serotonin,
dopamine). These factors activate organ
and tissue damage mechanisms,
particularly in the pancreas,
predisposing animals to chronic
pancreatitis.
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