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MORPHOMETRIC FEATURES OF THE RESTRUCTURING OF RAT SUBMANDIBULAR
ACINI UNDER THE INFLUENCE OF A COMPLEX OF FOOD ADDITIVES

e-mail: gala_umsa@ukr.net

The use of a complex of food additives leads to a change in the structural and functional state of the acini of the
submandibular salivary glands of rats, which was expressed by a significant decrease in the morphometric parameters of the outer
diameter, inner diameter and height of epithelial cells due to the primary endogenous action of the components of the complex of
food additives with an increase in the volume of the interstitium in the early stages of the experiment, but later, the action of
compensatory and restorative reactions of the body did not lead to complete recovery, as there was a constant restructuring of the
secretory apparatus of seromucous cells, which was confirmed by a significant wave-like increase in the diameter of the outer and
height of epithelial cells, against the background of a decrease in the diameter of the lumen. The activation of secretion is associated
with the reaction of the submandibular salivary glands to a change in the nature of nutrition associated with the presence of food
additives and the restructuring of the base of the serotonergic apparatus in favor of proteins, with the appearance of some areas of
complete sloughing, and is a morphological confirmation of the predominance of the carbohydrate component, and is protective
in relation to the effect of the components of the food additives complex on the mucous membrane of both the oral cavity, and the
initial parts of the gastrointestinal tract.
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MOP®OMETPUYHI OCOBJIUBOCTI HEPEBYJTOBU KIHIEBUX BI/UIIJIIB
HNIJHU>XHBOILIEJIEITHUX CJIMHHUX 3AJ103 LTYPIB IILJI BININBOM KOMILIEKCY
XAPYOBUX JOBABOK

BykuBaHHS KOMILIEKCY Xap4yoOBHX /100aBOK IIyTamMaTy Hatpilo, HITpUTY Hatpito Ta [lonco- 4R npu3BoauTh 10 3MiH
MOP(POMETPUYHHUX TMOKA3HHUKIB KIHIIEBHUX BIAIUIIB MiAHWKHBOIICICIHIX CIMHHUX 32103 INypiB, 1 HA paHHIX CTamiix
EKCHEPUMEHTY BHPAKAJIOCh JOCTOBIDHHM 3MEHIICHHSAM [iaMeTpy 30BHIIIHBOTO, IiaMeTpy BHYTpIIIHBOTO Ta BHCOTH
eMiTeNioNMTIB. B mozjanblioMy NpoTAroM €KCIIEPUMEHTY CIIOCTepiraBcsi XBUIICHOAIOHMIT XapapKTep 3MiH MOP(GOMETPUYHHX
MOKA3HHKIB KiHLIEBUX BIJINIB MiJHIKHBOIIEICIHIX CIMHHHUX 3aJ103 LIYpiB, 110 B OUYEBU/Ib TIOB’SI3aHO 3 Ji€I0 KOMIIEHCATOPHO-
BiJHOBJIIOBAIBHUX PEaKLiii OpraHi3My, aje MOBHOTO BiJTHOBJIECHHS HE BiAOYBaloCh, i Ha 8-My TI)KHI CIIOCTEPIraoch JOCTOBIpHE
301IbLICHHS BCHX MOP(GOMETPUYHMX MMapaMeTpiB, IIOJ0 MOKAa3HHKIB Y KOHTPOJbHIHM Trpymi. B oueBHIb, CKOaI0BI KOMILIEKCY
Xap4yoBHX J00ABOK, IPH3BENU JIO 3MIH CEKPETOPHOI aKTUBHOCTI CEPOMYKO3HHUX IVIAHIYJIOLUTIB IPOTSIIOM EKCIIEPUMEHTY Ta
MOCTiiHOT mepe0yIOBH CEKPETOPHOTO anapaTy, Tak SK MiJBHIICHHSI CEKPETOPHOI aKTHBHOCTI MOB’sI3aHe i3 301IbIIEHHIM 00’ eMy
TPaHCMYPAJIBHOTO TPAHCIIOPTY DPIiAMHU 13 CyIHH MIKPOLMPKYJIATOPHOIO pycia B iHTEPCTHLIl, TaKMM YHHOM 30UIbLICHHS
MOP(HOMETPUYHHX MOKA3HUKIB — € MOP(OJIOTiYHUM MiATBEPHKEHHSM IiJBHILEHHS (YHKI[IOHAIFHOT aKTUBHOCTI CEPOMYKO3HHX
KIIITHH KiHIEBUX BiJIUTIB CIMHHUX 3aJ7103. Tak sIK, HA KiHElb eKCIIEPUMEHTY MOP(OMETPUYHI TOKA3HUKH JiaMeTpy 30BHIIIHBOTO
Ta BHCOTH CIIITETIOUUTIB 3alUIIAIKCh JOCTOBIPHO OiIbLIi, 32 TaKi y KOHTPOJIBHIN TPy, [[e MPU3BEIIO 0 3MEHILCHHS JiaMeTpy
BHYTPIIIHBOTO Ta BHPAXKAJIOCh IPOLECOM MOCTIHHOI CTUMYJISLI] CepOMYKO3HHUX KJITHH, IO TiCTOJOTIYHO MiATBEPAKEBAIOCH
3MiHO0 0a30(inii Ha KOPUCTH OLIKOBOTO KOMIOHEHTY OCHOBHOI YaCTMHHM TJIAHIYJIOLHTIB KiHIIEBHX BiIALIIB, aje OyiIu BUSABIICHI
OKpeMi IUISTHKH, e CIIOCTEPIrajaoch sIBULIE OCAU3HIHHS Ta epe0yI0BH CEKPETOHOTO anapary Ha KOPUCTh BYTJICBO/IB.

KurouoBi ciioBa: xapuoBi 100aBKH, IyTaMaT HATpito, HITPUT Hatpito, [loHCcO- 4R, cnuHHI 3a1m03H, KiHIEBI BiAIiIH,
mypu.

The work is a part of the research project “Structural reorganization of the organs of the immune, respiratory,
alimentary and excretory systems under the influence of various exogenous factors (sodium glutamate, sodium nitrite, ethanol,
methacrylate)”, state registration No. 0121U108234.

The oral cavity is moistened by saliva, a complex biological fluid produced by the salivary glands.
Saliva is categorized into two types: resting saliva and stimulated saliva. The oral cavity receives secretions
from three pairs of major salivary glands, each contributing differently: the parotid glands produce serous saliva,
the submandibular glands secrete a mixture of serous and mucous saliva from seromucous cells, and the
sublingual glands secrete viscous saliva. Consequently, the saliva in the oral cavity is a mixture under these
conditions [11].

The submandibular salivary glands in rats exhibit a typical structure comprising acini and excretory
ducts, forming a system of tubes involved in the final stages of saliva modification [2].

The acini vary in shape, typically round, composed of pyramidal cells that can alter their secretion type
based on different conditions. They are encased by a basement membrane, which forms a intricate framework
crucial for maintaining the gland's architecture. Within the acini lies a lumen that connects to the network of

© G.A. Yeroshenko, I.S. Bieliaiev, 2024
202



ISSN 2079-8334. Céim meouyunu ma odionozii. 2024. Ne 2 (88)

excretory ducts. Myoepithelial cells typically reside between the basement membrane and the plasma membrane
[1]. Thus, the study of the influence of various factors on the structure of the salivary glands is of great
importance, since the state of the oral cavity directly depends on them [14], which is known to reflect not only
the dental condition but also the state of health of the body in general.

In light of current concerns, the use of food additives has become increasingly critical. Manufacturers
often employ these additives extensively to mask inferior or excessively priced raw materials, occasionally
disregarding the standards set forth by the State Standard of Ukraine.

Our investigation into the presence of food additives in both domestic and international products
identified monosodium glutamate, sodium nitrite, and Ponceau-4R as the most prevalent. Therefore, studying
the impact of these substances on the morphological and functional integrity of various organs and systems
holds significant practical relevance. According to the literature, the effect of many food additives has been
established [3, 5, 6, 7, 8, 10, 12], but there are no data on their combined effect, and manufacturers often
use them in combination.

The purpose of the study was to determine the dynamics of changes in morphometric parameters
of the acini of the submandibular salivary glands of rats in normal conditions and under the complex effect
of food additives — sodium glutamate, sodium nitrite and Ponceau-4R.

Materials and methods. In the study, 84 sexually mature male rats were used. Animals of the
control group consumed drinking water and received oral saline solution. The rats of the experimental
group, under conditions of free access to water, were administered 0.6 mg/kg of sodium nitrite, sodium
glutamate at a dose of 20 mg/kg, and 5 mg/kg of Ponceau 4R in 0.5 ml of distilled water once a day orally,
with the doses of food additives being half the maximum allowable rate. The adaptive behavior of rats was
assessed using the open field test. Animals were withdrawn from the experiment after 1, 4, 8, 12 and 16
weeks by an overdose of thiopental anesthesia. After euthanizing the animals, fragments of the
submandibular salivary glands were fixed in a 10 % formalin solution. Then, the pieces of the mandibular
salivary glands were embedded in paraffin according to the generally accepted method [13]. Sections 5-10
pm thick were obtained using an ARM 3600 microtome. After staining with hematoxylin and eosin, the
sections were placed in polystyrene and examined in a light microscope. Using a digital microscope with a
Levenhuk D740T digital microphotomount, microphotography and morphometric studies were performed
using programs adapted for these studies. Statistical processing of morphometric data was performed using
the Excel program [4, 9].

All animal experiments were carried out in accordance with the requirements of the European
Convention for the Protection of Vertebrate Animals used for Experimental and Scientific Purposes
(Strasbourg, 1986), in accordance with the rules for keeping experimental animals established by the
European Parliament and Council Directive (2010/63/EU) and the Order Nel34 of the Ministry of
Education and Science, Youth and Sports of Ukraine as of 01.03.2012, No. 249 "On approval of the
procedure for conducting tests, experiments on animals by research institutions”, as well as the
recommendations of the First National Congress of Ukraine on Bioethics (2001).

Results of the study and their discussion. Morphometric study of the acini of the submandibular
salivary glands of rats showed that the average outer diameter was 33.23+0.25 um, the average inner
diameter was 4.58+0.09 um, and the average height of epithelial cells was 14.11+£0.09 um (Table 1).

Table 1
Morphometric parameters of the submandibular acini of rats
Parameters. Outer diameter (microns) Inner diameter (microns) Epithelial cell height (um)

Control 33.23+0.25 4.584+0.09 14.11+0.09
22.04+0.20 2.76+0.08 9.02+0.14

1 week * % N
27.61+0.18 2.64+0.07 11.96+0.11

4 weeks * wk * K Hk
40.27+0.47 4.05+0.06 17.65+0.08

8 weeks * ok * * ok
37.60+0.53 1.54+0.02 14.48+0.09

12 Weeks *’** *’** *’**
40.73+0.79 2.92+0.03 14.65+0.14

16 weeks % gk * sk s

Notes: * — p < 0.05 compared to the control group; ** — p < 0.05 compared to the previous observation period.

Histological examination of the submandibular salivary glands of the control group rats showed a
lobular structure, the alveolar acini were separated by thin layers of interstitial spoliation tissue with a well-
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developed network of microcirculatory vessels. The acini were formed by seromucous exocrinocytes,
which had a pyramidal shape, and nuclei located in the basal part of the cells. In the apical part of the cells
there were secretory granules, optically lighter than the cytoplasm, indicating the predominance of the
carbohydrate component in the composition in the state of nutritional rest. The lumens of the acini were
quite variable in shape. In the peripheral part of the acini, elongated nuclei of myoepithelial cells are
visualized, the contraction of which ensures secretion secretion and prevents acini from stretching in case
of secretion accumulation (Fig. 1).

After a week of use of the complex of food additives, the average values of the outer diameter
significantly decreased by 33.67 %, which amounted to 22.04+0.20 um, the values of the inner diameter
were also significantly lower by 39.74 % than the control values, and amounted to 2.76+0.08 um (p<0.05).
The mean values of epithelial cell height significantly decreased by 36.07 % compared to the results of the
control group, which was equal to 9.02+0.14 pm (p<0.05).

The cytoplasm of the epithelial cells of the acini was heterogeneous, secretory granules of different
optical density were determined, due to the presence of protein and carbohydrate components in their
composition. An increase in the thickness of the interstitial connective tissue layers and marked
intercellular gaps were visualized. The acini and serosucous cells in their composition acquired a polygonal
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Fig. 2. Increase in the thickness of interstitial connective

salivary glands of the control group rats. Staining: Hematoxylin  tissue layers on the 1st week of supplementation. Staining:
and eosin. Magnification: Lens x 40, Eyepiece x 10. Hematoxylin and eosin. Magnification: Lens x 10, Eyepiece x 40.

On the 4th week, the use of sodium glutamate, sodium nitrite and Ponceau 4R led to a significant
increase in the diameter of the outer acini of the submandibular salivary glands of rats compared to the
previous period of the experiment by 25.27 %, which amounted to 27.61+0.18 um, but was significantly
less than that of the control group by 16.91 % (p<0.05). The average values of the internal dameter were
2.64+0.07 pm, which did not differ significantly from the values at week 1 of the experiment, and were
significantly lower than those of the control group by 42.36 % (p<0.05). The mean values of epithelial cell
height were 11.96+0.11 pum, which was 32.59 % significantly higher than the values of the 1st week of the
experiment, and 15.24 % significantly lower than the values in the control group of animals (p<0.05).

As a result of the effect of the complex of food additives on the 8th week, the average values of
the external diameter significantly increased by 45.85 % compared to the previous period of the
experiment, which was 40.27+0.47 um, and was also 21.19 % significantly higher than the value in the
control group of animals (p<0.05). The mean values of the diameter of the inner acini of the mandibular
salivary glands of rats were also significantly higher than the mean values of morphometric parameters at
week 4 of the experiment by 53.41 %, which amounted to 4.05+0.06 um, but were significantly lower than
their value in the control group of animals by 11.57 % (p<0.05). The average values of epithelial cell height
significantly increased from the previous period of the experiment by 47.58 % and amounted to 17.65+0.08
pm, which was also significantly higher than the control values by 25.09 % (p<0.05).

At the 12th week of the experiment, when using the complex of chemicals, the average values of
the diameter of the external acini were 37.60+0.53 pm, which was 6.63 % significantly less than the values
at the 8th week of the experiment, but 13.15 % significantly more than the values in the control group of
animals (p<0.05). The average values of the internal diameter significantly decreased compared to the
previous period of the experiment by 61.98 % and amounted to 1.54+0.02 um, which was also by 66.38 %
significantly less than in the control group of rats (p<0.05). The average height of epithelial cells
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significantly decreased by 17.96 % and was equal to 14.48+0.09 pm, but was significantly higher by 2.62 %
than in the control group of animals (p<0.05).

At week 16, the complex of food additives of sodium glutamate, sodium nitrite and Ponceau-4R
led to a significant increase in the average diameter of the outer acini of the submandibular salivary glands
of rats by 8.32 %, compared to the previous study period, which amounted to 40.73+0.79 um, and was also
significantly higher than that of the control group by 22.57 % (p<0.05). The average values of the internal
diameter significantly increased compared to the values at week 12 by 89.61 %, and amounted to 2.92+0.03
pm, but were significantly lower than the average values in the control group of animals by 36.24 %
(p<0.05). The average height of the epithelial cells of the acini was significantly higher by 1.18 % than the
value of the previous study period, which was also significantly higher than their values in the control
group of animals by 3.83 %, which amounted to 14.65+0.14 um (p<0.05).

Microscopic examination of sections of the submandibular salivary glands of rats revealed that the
cytoplasm of glandulocytes was filled with sectored granules that showed signs of increased basophilia,
which, unlike the control group, determines the production of protein secretion. The nuclei of most
seromucous cells were predominantly located in the basal parts of the cells and had both flattened and
rounded shapes. Meanwhile, the preparations visualized areas in which the cytoplasm of epithelial cells
was filled with optically bright secretory granules, with an altered shape of the acini to a tubular
configuration, increased in size, cylindrical lumen shape, indicating their complete sloughing, and
restructuring of the secretory apparatus in favor of carbohydrates (Fig. 3).

Thus, the use of a complex of food additives sodium glutamate, sodium nitrite and Ponceau-4R
leads to changes in the morphometric parameters of the acini of the submandibular salivary glands of rats,
and in the early stages of the experiment was expressed by a significant decrease in the diameter of the
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Fig. 3. Phenomena of dehiscence of the acini of the
submandibular salivary glands on the 16th week of use of the
complex of sodium glutamate, sodium nitrite and Ponceau-4R.
Staining: Hematoxylin and eosin. Magnification: Lens x 10,
Eyepiece x 40.

Fig. 4. Dynamics of changes in the morphometric parameters
of the submandibular salivary glands of rats during the experiment: a
— outer diameter, b — inner diameter, ¢ — height of epithelial cells.

These changes are due to the primary endogenous effect of a complex of chemicals, constituents
of food additives, on the state of interstitial spongiosis tissue, which indicates the initial stages of the
development of hyperhydration and was confirmed by the results of histological examination (Fig. 2),
which was also identified with the results of previously conducted studies on the effect of exogenous factors
on tissues and organs [13, 15].

Later in the experiment, a wave-like pattern of morphometric changes in the acini of the mandibular
salivary glands of rats was observed. These changes are evidently linked to compensatory and restorative
responses of the body. However, complete recovery did not occur, as by week 8, a notable increase in all
morphometric parameters was observed compared to those in the control group. Obviously, the complex
of food additives led to changes in the secretory activity of seromucous glandulocytes during the
experiment and a constant restructuring of the secretory apparatus, since an increase in secretory activity
is associated with an increase in the volume of transmural fluid transport from the vessels of the
microcirculatory bed to the interstitium, thus an increase in morphometric parameters is a morphological
confirmation of an increase in the functional activity of seromucous cells of the salivary acini.

At the end of the experiment, the morphometric measurements revealed that the outer diameter and
height of epithelial cells remained significantly elevated compared to those in the control group. This
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resulted in a reduction in the inner diameter, indicative of sustained stimulation of seromucous cells.
Histological analysis confirmed this, demonstrating a shift towards increased basophilia in the
proteinaceous component of the acinar gland cells. Moreover, areas were identified where sloughing and
reorganization of the secretory apparatus favored carbohydrates.
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The use of a complex of food additives leads to a change in the structural and functional state of
the acini of the submandibular salivary glands of rats, which was expressed by a significant decrease in the
morphometric parameters of the outer diameter, inner diameter and height of epithelial cells due to the
primary endogenous action of the components of the complex of food additives with an increase in the
volume of the interstitium in the early stages of the experiment, but later, the action of compensatory and
restorative reactions of the body did not lead to complete recovery, as there was a constant restructuring of
the secretory apparatus of seromucous cells, which was confirmed by a significant wave-like increase in
the diameter of the outer and height of epithelial cells, against the background of a decrease in the diameter
of the lumen. The activation of secretion is associated with the reaction of the submandibular salivary
glands to a change in the nature of nutrition associated with the presence of food additives and the
restructuring of the base of the serotonergic apparatus in favor of proteins, with the appearance of some
areas of complete sloughing, and is a morphological confirmation of the predominance of the carbohydrate
component, and is protective in relation to the effect of the components of the food additives complex on
the mucous membrane of both the oral cavity, and the initial parts of the gastrointestinal tract.
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