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ABSTRACT

Objective: Chemotherapeutic drugs not only have a therapeutic effect, but also cause serious damage to healthy organs.
In this study, we investigated on the possible efficacy of propolis (PS) on the sublingual gland tissues exposed to
6-mercaptopurine (6MR) in male rats.

Materials and Methods: Twenty-eight Wistar albino rats were allocated to four groups: control (KON), PS, 6MR,
6MR+PS. At 12 days of trial, sublingual glands of all rats were immediately dissected and analysed using the stereological
technique and histological examination.

Results:Our findings revealed a significant increase in the total volume of stroma and significant decrease in the total
volume of the total volumes of mucous acini, straited ducts, interlobular ducts, and intralobular ducts in the 6MR group
than the KON group (p<0.05). A significant decrease was also found in the mucous cell number and the serous cell
number in the 6MR group than the KON group (p<0.05). In the 6MR+PS group, we observed that the total volume
of stroma, as well as the mucous cell number and the serous cell number were increased compared to the 6MR group
(p<0.05). Besides, the total volumes of mucous acini, straited ducts, interlobular ducts, and intralobular ducts were
significantly increased in the 6MR+PS group than the 6MR group (p<0.05).

Conclusion: : Our results showed that 6MR treatment caused toxicity in sublingual gland tissues, as well as PS
application improved such changes in sublingual glands exposed to 6MR.
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OZET

Amac: Kemoterapotik ilaglar sadece tedavi edici bir etkiye sahip olmakla kalmaz, ayn1 zamanda saglikli organlarda
ciddi hasarlara neden olmaktadir. Bu ¢caligmada, 6-merkaptopurine (6MR) maruz birakilan erkek siganlarin dil alt1 bezi
dokularinda propolisin (PS) olasi etkisini aragtirdik.

Materyal ve Metot: Yirmi sekiz Wistar albino sican dort gruba ayrildi: kontrol (KON), PS, 6MR, 6MR+PS. On
iki giinliik denemede, tiim si¢anlarin dil alt1 bezleri hemen diseke edildi ve stereolojik teknik ve histolojik inceleme
kullanilarak analiz edildi.

Bulgu: Bulgularimiz, 6MR grubunda toplam stroma hacminde KON grubuna gore anlamli bir artigin yan1 sira mukus
asinlisler, ¢izgili kanallar, interlobiiler kanallar1 ve intralobiiler kanallarin toplam hacimlerinde anlamli bir azalma
oldugunu ortaya koydu (p<0.05 ). 6MR grubunda miikoz hiicre ve ser6z hiicre sayisinda da KON grubuna gore anlamli
bir azalma bulundu (p<0.05). 6MR+PS grubunda toplam stroma hacminin yani sira miikoz hiicre sayisi ve serdz
hiicre sayisinin 6MR grubuna gore arttigini gozlemledik (p<0.05). Ayrica 6 MR+PS grubunda miikoz asiniisleri, ¢izgili
kanallar, interlobiiler kanallar1 ve intralobiiler kanallarin toplam hacimleri 6MR grubuna goére anlamli olarak arttig1
saptand1 (p<0.05).

Sonug: Bulgularimiz, 6MR tedavisinin dil altt bez dokularinda toksisiteye yol a¢tigini, ayrica PS uygulamasinin
6MR’ye maruz kalan dil alt1 bezlerinde bu tiir degisiklikleri iyilestirdigini gosterdi.
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Anahtar Kelimeler: 6-Merkaptopiirin, Dil Alt1 Bez, Erkek Sigcan, Propolis

INTRODUCTION

The importance of cancer is known by everyone due to the
increasing prevalence of cancers in our country and its im-
pact on family, economy, and social psychology. Recently,
these cancers have started to be seen frequently in children
under the age of 15, and the increase in these cases has
attracted the attention of researchers (1). There are many
types of cancer treatments. Chemotherapeutic treatment is
an ongoing process with the use of drugs containing strong
chemicals to stop or kill uncontrolled cell growth in the
body. Although chemotherapy is a very effective treatment
method against cancer, it is known that it has many side
effects. While some of these side effects are mild, some of
them can cause serious complications to prevent their use.
6-mercaptopurine (6MR) is a common chemotherapeutic
drug and immunosuppressive agent and has been found
to play an important role in cancer treatments (2). Daily
oral 6MR has been used as part of maintenance therapy
for over 50 years. Following administration of 6MR, it
is first metabolized intracellularly to an active form (3).
This active metabolite inhibits the activities of enzymes in
the de novo purine synthetic pathway. It is also converted
to thioguanine, which is included in the nucleic acid and
causes cytotoxicity (4). It acts on cancer cells by disrupt-
ing the replication and transcription processes of DNA (5).
The lack of selective biological targets of 6MR can cause
serious life-threatening effects such as myelosuppression,
greatly affecting its clinical efficacy (6). In the treatment of
children with acute lymphoblastic leukemia, 6MR is fre-
quently interrupted due to liver toxicity, especially during
the maintenance phase of treatment (7). There is a rela-
tionship between disruption of oxidative balance and com-
plication in body organisms following exposure to 6MR.
Therefore, this leads to oxidative damage to functional and
architectural of vital organs. Sublingual gland tissues con-
sist of serous and mucous acini, which may be disturbed
by this chemotherapeutic agent, 6MR. Recently, numerous
studies have focused on reducing oxidative stress and pro-
tecting healthy structures from the toxicity of anticancer
drugs. Exogenous antioxidant administration may be one
of the approaches to ameliorate the change in biosystem
via reducing oxidative stress. Propolis (PS), as an antiox-
idative substance, is generally known as “bee glue” and is
a general name given to the resinous substance that bees
collect from different plant species. It has been reported
that RR has a therapeutic effect on cytotoxicity (8). There
is also a lot of research showing that PS has antiseptic,
antioxidant, antimycotic, anti-inflammatory, antibacterial,
antifungal, anticancer, immunomodulatory, and anti-ulcer
properties (9). Recently, studies that contribute to the mit-
igation of the side effects of chemotherapeutic drugs have
attracted attention. Our study investigated whether 6MR
treatment would adversely affect the sublingual gland tis-
sues of young male rats. Besides, we surveyed therapeutic
efficacy of PS on 6MR-induced change in sublingual glands
using stereological analysis and histological examination.

MATERIALS AND METHODS

In our study, 28 male Wistar albino rats, 5 weeks old
and body weight of 60-80 g, were used. Ethical ap-
proval of the present investigation was granted by the
Laboratory Animal Ethics Committee of Karabuk Uni-
versity (NO:2022/09/17-17.10.2022). The necessary care
was taken to ensure the conditions of the ethics commit-
tee. All rats were maintained in plastic cages under 12:12
h day/night cycle at 22+2 temperature °C and 50+5% hu-
midity with intake of water and food ad libitum. Besides,
histological studies were carried out in the Histology and
Embryology Department of Karabuk University. For the
experiment, the animals were divided into 4 groups of 7
rats, then experimental procedure was performed as fol-
lows: 1. Control (KON) group (n:7): Healthy subjects
received only olive oil for 12 days. 2. 6-mercaptopurine
(6MR) group (n:7): Subjects received orally 5 mg/kg 6MR
for 10 days from day 2 to day 12 (10). 3. Propolis (PS)
group (n:7): Subjects received orally 150 mg/kg PS for
12 days (11). 4. 6-mercaptopurine + propolis (6MR+PS)
group (n:7): Subjects received orally not only 150 mg/kg
PS for 12 days, but also 5 mg/kg 6MR for 10 days from
day 2 to day 12. After twelve days of treatment, all sub-
jects were sacrificed under intraperitoneal anaesthesia with
60 mg/kg ketamine and 5 mg/kg xylazine, then sublingual
gland tissues were dissected immediately. Histology All
samples were fixed in 10% neutral formalin, followed by
tissue processing (dehydration, clearing, and embedding)
to prepare them for microscopic examination. Sublingual
gland blocks were cut into 7 pm sections by means of a
rotary microtome. Theses sections were then taken into
a 40-45 °C water bath to vanish their wrinkles, followed
by incubation in 60 °C to deparaffinized samples. The
haematoxylin-eosin (H&E) dye was applied to the slides
ready for staining. Finally, samples were used for unbiased
stereological analysis and histopathological examination.
Stereology We used the point-counting methods and Cava-
lieri principle to calculate the total volumes of mucous and
serous acini, intercalated ducts, striated ducts, interlobular
ducts, volume fraction ratio of serous and mucous acini to
stroma (12). A pilot study was conducted to validate the
point density of a grid. Photographs were taken from all
sublingual gland sections, then calibrated grid was placed
randomly on them. After the total number of the points
that hit the region of interest was obtained, the volume of
sublingual glands was calculated as:

Vitotal) =t X ZA

Here, “t” is the total thickness of all slices plus the
intervals and “XA” is the total area of interest in all slices.
“YA ” was also calculated as:

YA=a(p)xXZP

The physical disector was also utilized for estimat-
ing the number of both mucous and serous cells in 7 pm
section pairs including reference and look-up (13). Con-
secutive sections were taken on numbered slides with a
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1/100 interval based on the systematic and random sam-
pling rule. This rule provides an equal chance of sampling
to every part of the sampled structure so that the first sec-
tion is determined randomly and then the other sections
are systematically selected. Before starting the analyses,
a suitable strategy was determined by conducting a pilot
study, and then cell counting was carried out. All dis-
ector pairs were photographed, subsequently a counting
frame was superimposed on pictures. All particles were
then counted according to the physical disector rules and
numerical density of particles was estimated as:

Ny = ng%

Here, “X0Q~“ refers to counted particles and “XV”
refers to the total volume of the disector frames. Lastly,
the total number of serous and mucous acini were estimated
as:

TN(Total) = Ny X Vref

Statistical Analysis
Statistical analysis was carried out by IBM version 25.0
SPSS software (SPSS Inc., Chicago, IL, USA). We de-
termined the normal distribution of the variable using the
Shapiro-Wilk test, so the parametric test was chosen for
data analysis of our all parameters. The One-Way ANOVA
were utilized to test whether there was a significant differ-
ence between the means of 4 independent groups. Multiple
group comparisons were carried out using Tukey’s post
hoc test. Levene’s test was also conducted to assess for
homogeneity of variance. The results were expressed as a
mean + standard deviation. P value < 0.05 was considered
statistically significant.

RESULTS

Stereological result

Total volume of stroma The total volumes of stroma in all
groups are shown in figure 1. Statistical comparison of
the data revealed a significant increase in the total vol-
ume of stroma in the 6MR group than the KON and PS
groups (p<0.01). In the 6MR+PS group, a significant re-
duction was detected when compared with the 6MR group
(p<0.05). Our results also indicated a significant eleva-
tion in the 6MR+PS group than the KON and PS groups
(p<0.05).

Total volume of mucous acini

The total volumes of mucous acini in all groups are shown
in figure 2A. Our volumetric data showed that the total
volume of mucous acini was significantly reduced in the
6MR group when compared with the KON and PS group
(p<0.01). In the 6MR+PS group, a significant increase
was found than the 6MR group (p<0.01). A significant
reduction in the 6MR+PS group was found than the KON
and PS groups (p<0.05).
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Figure 1: The total volume of stroma in all group. +;
significantly different from the KON and PS groups, ++,
significantly different from the 6MR group, *; significantly
different from the KON and PS groups
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Figure 2: The total volumes of mucous acini (A) and serous
acini (B) in all group. +; significantly different from the
KON and PS groups, ++, significantly different from the
6MR group, *; significantly different from the KON and
PS groups
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The total volumes of serous acini in all groups are shown
in figure 2B. The total volume of serous acini was reduced
in the 6MR group than the KON group, but no significant
difference was detected. There was also no significant
difference among the KON, PS, and 6MR+PS groups.
Total volume of intercalated ducts

Totalvolume of intercalated ducts Total volume of striated ducts

T

Figure 3: The total volumes of intercalated ducts (A) and
striated ducts in all groups (B). +; significantly different
from the KON and PS groups, ++, significantly different
from the 6MR group, **; significantly different from the
6MR group
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The total volumes of intercalated ducts in all groups are
shown in figure 3A. Our results indicated no significant
difference between the 6MR group and the KON group.
There was also no significant difference among the KON,
PS, and 6MR+PS groups. We detected a significant in-
crease in the PS group than the 6MR group (p<0.05).
Total volume of striated ducts
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The total volumes of striated ducts in all groups are shown
in figure 3B. The total volume of striated ducts was signif-
icantly decreased in the 6MR group when compared with
the KON and PS groups (p<0.01). In the 6MR+PS group,
a significant reduction was observed compared to the 6 MR
group (p<0.01).

Total volume of interlobular ducts

The total volumes of interlobular ducts in all groups are
shown in figure 4A. We detected that the total volume of in-
terlobular ducts was significantly lower in the 6MR group
when compared with the KON and PS groups (p<0.01).
In the 6MR+PS group, a significant increase was found
than the 6MR group (p<0.01). The present quantitative
data revealed a significant reduction in the 6MR+PS group
when compared with the KON and PS groups (p<0.01).

Total volume of excretory ducts Totalvolume of intralobular ducts
H H ha : 5 &
|
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Figure 4: The total volumes of interlobular ducts (A) and
intralobular ducts (B) in all groups. +; significantly differ-
ent from the KON and PS groups, ++, significantly differ-
ent from the 6MR group, *; significantly different from the
KON and PS groups, &; significantly different from the PS

group
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Total volume of intralobular ducts

The total volumes of intralobular ducts in all groups are
shown in figure 4B. The total volume of intralobular ducts
was significantly lower in the 6 MR group when compared
with the KON and PS groups (p<0.01). To the contrary,
a significant elevation was detected in the 6MR+PS group
than the 6MR group (p<0.01). Although there was no
significant difference between the 6MR+PS group and
the KON group, decreased volume was detected in the
6MR+PS group than the PS group (p<0.05).

Volume fraction ratio of serous acini to stroma The vol-
ume fraction ratios of serous acini to stroma in all groups
are shown in figure SA. Comparison of data revealed that a
significant reduction was detected in the 6MR group than
the KON and PS group (p<0.01). In the 6MR+PS group,
the volume fraction ratio of serous acini to stroma was
higher than the 6MR group (p<0.01). Our results also
indicated a reduction in the 6 MR+PS group than the KON
and PS groups (p<0.01).

Volume fraction ratio of mucous acini to stroma

The volume fraction ratios of mucous acini to stroma in
all groups are shown in figure 5SB. In terms of the volume
fraction ratio of mucous acini to stroma, our quantitative
data indicated a significant reduction in the 6MR group
than the KON and PS groups (p<0.01). To the contrary,
a significant increase was detected in the 6MR+PS group
than the 6MR group (p<0.01). Our results also indicated a
significant reduction in the 6MR+PS group than the KON
and PS groups (p<0.01).
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Figure 5: The volume fraction ratios of mucous acini to
stroma (A) and the volume fraction ratios of serous acini
to stroma (B) in all groups. +; significantly different from
the KON and PS groups, ++, significantly different from
the 6MR group, *; significantly different from the KON
and PS groups
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Total number of mucous cells

The total number of mucous cells in all groups are
shown in figure 6A. The present stereological results re-
vealed a significant reduction in the mucous cell number in
the 6MR group than the KON group (p<0.01). We also ob-
served the increased mucous cell number in the 6MR+PS
group than the 6MR group (p<0.01). A significant reduc-
tion in the 6MR+PS group was detected than the KON
(p<0.05) and PS (p<0.01) groups.
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Figure 6: The total number of mucous cells (A) and serous
cells (B) in all groups. +; significantly different from the
KON and PS groups, ++, significantly different from the
6MR group, *; significantly different from the KON and
PS groups

Cell number (x10%)
Cell number (x10%)

>
=]

Total number of serous cells

The total number of serous cells in all groups are shown in
figure 6B. The serous cell number in the 6MR and group
was significantly reduced than the KON group (p<0.01).
A significant increase in the 6MR+PS group was detected
than the 6MR group (p<0.01). In the 6 MR+PS group com-
pared to the KON and PS groups, the serous cell number
was significantly lower (p<0.05).

Histopathological result

Our histological examination revealed valuable results in
all groups. While the architectures of the sublingual glands
appeared normal in the KON and PS groups (Figures 7A-C
and 8A-C), marked alterations were observed in the 6MR
group (Figure 7D-F). We detected separation of acini from
each other, and degeneration of acinar cells, as well as
rupture of interlobular ducts in the 6MR group. Discrete
interlobular and intralobular ducts from acini were also
prominent. In the 6MR+PS group, structural alterations
were detected, but less than the 6MR group (Figure 8D-F).
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Figure 7: Micrographs of sublingual gland tissues in the
KON (A-C) and 6MR (D-F) groups. White arrow, serous
cell; black arrow, mucous cells; black pluses, intralobu-
lar ducts, white pluses, interlobular ducts; black asterisks,
separation of acini from each other; white asterisks, sep-
aration of interlobular and intralobular ducts from acini;
arrow heads, degenerated cells; double arrowhead, rupture
of interlobular ducts

DISCUSSION

Recently, multiple drug applications used in childhood can-
cers have increased the chance of success in treatment. 6-
MP, which is an essential drug in the current treatment of
some acute lymphoblastic leukaemia and lymphoma types,
should be used for more than one year in accordance with
chemotherapy protocols. In such long-term use of the drug,
damage to vital organs is often inevitable as side effects,
and the solution to this situation is usually discontinuation
of the drug. However, such interruptions in chemother-
apy reduce the chance and success of treatment. Since it
is vitally important to continue the treatment uninterrupt-
edly in anti-cancer protocols, there is a need for methods
and practices that will ensure uninterrupted continuation
of treatment by minimizing drug side effects (14). To the
best of our knowledge, this study investigated the delete-
rious effect of 6MR on the sublingual gland tissue by the
stereological technique for first time. The other aim was to
survey the ameliorative efficacious of PS on 6MR-induced
structural change in the sublingual gland tissue. Stere-
ological methods as reliable tools provide accurate data
regarding the parameters of the sublingual glands. Our
quantitative data revealed that 6MR treatment in the 6MR
group significantly increased the total volume of stroma
than the KON group. Given our results, the total vol-
umes of mucous acini, straited ducts, interlobular ducts,
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and intralobular ducts were significantly reduced in the
6MR group than the KON group. Besides, administration
of 6MR significantly reduced the total number of serous
cells and mucous cells than the Kon group. These find-
ings showed the harmful effect of 6MR on the sublingual
glans. Free radicals in the organism can be formed both
as a by-product of normal metabolism and from endoge-
nous and exogenous sources with the effect drugs and other
harmful chemicals. If the oxidative balance in the body
is disturbed for any reason, it can cause damage to vital
organs. In other words, disturbance of oxidative balance
can result in high ROS generation, subsequently oxidative
stress (12, 15). When free radicals are also formed at rates
that exceed the capacity of the antioxidant defence mech-
anisms, they cause disorders in various structures of the
organism. A study reported an association between 6MR
treatment and increased oxidative stress in the analysis of
blood samples on day 14 of the experiment (7). 6MR ther-
apy was found to induce increased malondialdehyde and
decreased endogenous enzyme level. High ROS genera-
tion can also lead to microvessel barrier dysfunction (16).
An association has been found between ROS-induced ox-
idative stress and increased vascular permeability. Exces-
sive ROS production also can cause deteriorative impact
on pericytes and endothelial cells (17). Therefore, vascu-
lar leakage occurs, which may be the main cause of the
increased stroma volume of the sublingual gland exposed
to 6MR. Interaction between free radicals and unsaturated
fatty acids in the cell membrane can also contribute to lipid
peroxidation, resulting in oxidative damage (18). More-
over, oxidative stress can induce damage to intracellular
molecules such as DNA, carbohydrates, and proteins (19,
20). 6-methylmercaptopurine, as an active metabolite of
6MR, has been found to cause toxicity in vital organs (14).
Physiological and histological profiles of organs can be
altered following exposure to 6MR (21).

In the 6MR+PS group, we detected a significant reduc-
tion in the total volume of stroma, volume fraction ratio
of mucous acini to stroma, and volume fraction ratio of
serous acini to stroma, as well as a significant elevation
in the total volumes of mucous acini, straited ducts, inter-
lobular ducts, and intralobular ducts than the 6MR group.
The mucous cell number and the serous cell number in the
6MR+PS group was also significantly increased than the
6MR group. These results indicated that PS exerted the
ameliorative efficacy on the sublingual gland tissues. PS
has been reported to possess low or no toxicity to healthy
cells due to its selectively toxic properties against tumour
cells (22). PS also contributes to a selective cytotoxic ef-
fect on cancer cells by inducing apoptosis, endoplasmic
reticulum stress and caspase activity (23). Another study
suggested an association between PS treatment and reduc-
tion in inflammation and oxidative stress due to attenuating
total oxidant status and improving total antioxidant capac-
ity (24).

Histopathological results exhibited the toxicity of 6MR on
the sublingual architectures. In the 6MR+PS group, ad-
ministration of PS also improved such changes detected in
the 6MR group. This histopathological finding confirmed
our accurate stereological result. In the next study, other
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experimental parameters should be investigated to identify
other unknown facts.

Figure 8: Micrographs of sublingual gland tissues in the
PS (A-C) and 6MR+PS (D-F) groups. White arrow, serous
cell; black arrow, mucous cells; black pluses, intralobu-
lar ducts, white pluses, interlobular ducts; black asterisks,
separation of acini from each other; white asterisks, sep-
aration of interlobular and intralobular ducts from acini;
arrow heads, degenerated cells.

CONCLUSION

Our findings revealed that 6MR caused a significant ele-
vation in the total volume of stroma, as well as a signif-
icant reduction in volume fraction ratio of mucous acini
to stroma, and volume fraction ratio of serous acini to
stroma, as well as the mucous cell number and the serous
cell number in the 6MR group to the KON group. We
also detected a significant elevation in the total volumes
of mucous acini, straited ducts, interlobular ducts, and in-
tralobular ducts in the 6MR group to the KON group. In
the 6MR+PS group than the 6MR group, 6MR-induced
changes in the sublingual gland tissues were improved fol-
lowing PS administration. We suggested that PS might
have been as an alternative therapeutic agent to alleviate
the toxicity of 6MR in human.
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