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ABSTRACT

Background: Propolis is a natural honeybee’s product which produced to protect its hive, so, it is anti-oxidant, anti-
inflammatory and free radical scavengers. This work aimed to study the role of propolis against genotoxic effects of monosodium
glutamate (MSG) on bone marrow chromosomes and DNA content of male albino mice. The mice divided into Group 1 were a
control group, Group 2 treated with 1 g/kg body weight (b.wt.) of MSG, Group 3 treated with a dose of MSG in addition to 100
mg/kg b.wt. of propolis and Group 4 treated with a dose of propolis. All animals treated daily for two and four weeks and orally
of selected doses.

Results: MSG treatment showed a time dependent significant increased (p<0.001)in chromosomal aberrations, these aberrations
were centromeric attenuation, deletion, ring, fragment, centric fusion, beaded chromosome and polyploidy. Micronucleus test
showed bone marrow cells toxicity which indicated by reduction of the ratio of PCE and showed highly significant increased
(p<0.001) in % DNA damage which measured by % DNA tail comet, while the treatment with MSG in addition to propolis
significantly decreased (p<0.05) these alternations in chromosomes and DNA.

Conclusion: The present study indicated that MSG treatment induced genotoxic effect on bone marrow chromosomes, DNA
content of male albino mice and propolis treatment improved these changes. Therefore, the using of MSG should be restricted to
a very narrow range border and may using of propolis in our daily life.
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INTRODUCTION

Monosodium glutamate (MSG) is a commonly used as flavor enhancing food additive and used in many packaged
foods, fast foods and restaurant foods. Also, chips and noodles [1]. MSG is a toxic on central nervous system, adipose tissue,
hepatic tissue and reproductive organs in numerous animal studies MSG is a salt of glutamic acid utilized by receptors of
glutamate in mammals and these receptors are found in the heart, nerve terminals and cardiac ganglia. Also, present in the
kidney, liver, lung, spleen and testis [2,3].

In the animal studies which used the same doses and extra doses intaking by human of MSG found that the treatment of
MSG induced increases in insulin, fatty acids and triglycerides in blood. Also, increases the expression of some genes related to
adipocytes differentiation, transaminase levels and bile synthesis in liver [4]. The MSG treatment affects on DNA content, this
examined by study which revealed with DNA damage by using comet examination and found that the treatment with MSG
induced significant increased (p<0.05) in the tail moment of comet compared with control group [5].

Propolis is a honeybee product (Apis mellifera) and its structure is very complex and differ with location and plant used
by bees. Mostly, it consists of 50% resin and vegetable balsam, 30% wax, 10% aromatic and essential oils, 5% pollen and 5%
other substances, including organic debris [6]. Also, It is used as bactericidal, fungicidal, antivirulant anti-oxidant and anti-
inflammatory [7]. The propolis extract contains amino acids, phenolic acids, phenolic acid esters, flavonoids, cinnamic acid,
terpenes and caffeic acid. The propolis content of flavonoids provides it with anti-oxidant properties. So, it can catalysis of
electron transport and scavenging free radicals [8] and the many properties of propolis are related with its content of flavonoids
and phenolic acids [9].

Products from natural sources like propolis which has anti-oxidant activity may be benefit in the improvement of side
effects of MSG. Wherefore, this work deals with the protective role of bee propolis against chromosomal aberrations and DNA
damage in male albino mice after treatment with MSG.

MATERIALS AND METHODS

The present study used a MSG as white crystal powder from Allied Chemical Group, Egypt and a propolis as dark
brown powder from Faculty of Agriculture, Ain Shams University, Egypt.

Forty male albino mice with (26-30 g) b.wt. divided into four groups (10 mice/group). First group was served as control
group, Group 1 (10 mice) and the other three groups were treated as follows: 1 g/kg b.wt. of MSG, Group 2 (10 mice), 1 g/kg
b.wt. of MSG in addition to 100 mg/kg b.wt. of propolis, Group 3 (10 mice) and 100 mg/kg b.wt. pf propolis, Group 4 (10 mice).
The doses of MSG and propolis orally injected for two and four weeks.

Chromosomal aberrations

Chromosomes of the bone marrow cells examined to show the aberrations. Metaphase cells with well spreading
(100 cells/mouse) examined in all groups- control and treated groups- after two and four weeks of treatment to calculate the
all types of aberrations to show the effects of MSG and propolis [10].
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Micronucleus test

Mouse bone marrow was prepared accordingly [11]. As an indicator of cell toxicity in bone marrow, the number of
polychromatic erythrocytes (PCE) was counted by examining at least 200 erythrocytes (PCE + NCE) per animal under a
microscope (e.g., x 1,000) with immersion oil. Then, the ratio of PCE to total erythrocytes was calculated as a percent. 2000
PCE/mouse were examined and the number of micronucleated polychromatic erythrocytes (MNPCE) was recorded and the
percent of MNPCE to total PCE was calculated.

Comet assay

In the comet 100 cells/mouse were analyzed to detect the DNA migration. The comparing between tail comet length
(um) in all groups were done and evaluating the % DNA damage in tail length [12]. Each treated groups in all parameters were
compared as mean and + SD with the control group by independent samples T- test.

RESULTS

Chromosomal aberrations

Examination of bone marrow chromosomes of mice Mus musculus treated with MSG showed structural aberrations
which were centromeric attenuation (Ca), deletion (D), ring form chromosome (R), fragment (F), centric fusion (Cf) and beaded
chromosome (Bch). Also, the study found that MSG induced a change in number of bone marrow chromosomes which shown as
polyploidy. These aberrations show in Figure 1.
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Figure 1: Photomicrograph of metaphase bone marrow chromosomes of mice showing a: Ca in all chromosomes, b: Ca, D, F and
R chromosome c: Bch chromosomes and d: polyploidy (X: 2400)
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Table 1 gives the mean + SD of chromosomal aberrations of all treated mice and show the structural and numerical
aberrations were significantly increased (p<0.001) compared with control group and these data show in Figure 2. Statistical
analysis showed that chromosomal aberrations were significantly increased (p<0.001) by time. In the 2" group (mice treated
with 1 g/kg b.wt. MSG) after four weeks of treatment the Ca, D, R and F showed highly statistical mean compared to control and
propolis group. While the treatment with MSG in addition to propolis showed decreasing in structural and numerical aberrations

in bone marrow chromosomes compared with MSG group and control one.

Table 1: Mean and standard deviation of aberrations of bone marrow chromosomes of mice in all treated groups (Group 2
treated with 1 g/kg b.wt. of MSG, Group 3 treated with 1 g/kg b.wt. of MSG in addition to 100 mg/kg b.wt. of propolis and
propolis group treated with 100 mg/kg b.wt.) and control group. Highly significant** p<0.001 — significant* p<0.05

Structural aberrations Numeric
al
Chromatid ;
Chromosomal aberrations _ aberratio Total
aberrations ns
Time/W No. of c ot aberratio
ime/We entrome entr i
Group metapha . ) Ring Beaded ) Polyploid ns
ek ric ic Deleti | Fragme y
ses cells . . form | chromoso
attenuatio | fusion on (D) nt (F)
(R) me (Bch) (Pp)
n (Ca) (Cf)
Mean £ Mean | Mean Mean £ Mean | Mean £ Mean £ Mean £
SD +SD | +SD SD +SD SD SD SD
Contr 12+ 0.6+ 0.8+
500 - - 1+1 - 3.6+3.85
ol 1.664 0.55 1.30
152+ | 314+
83.2+ 82+ 39+ 244+ 26+ 204 £
2 2 500 3.63* | 5.46*
8.04** . . 2.86** 8.43** 2.3** 1.14** 16.49**
19+ | 37.2%
92+ 10+ 476+ | 304+ 6.4+ 2426 +
4 500 3.61* | 10.92
10.2** . - 3.16** 5.89%* | 7.54** 1.67** 20.11**
9+ 9.6+
50 £ 16 + 126+ 18+ 100 £
3 2 500 3.61* | 1.67* 1+1
4.24** . . 2%* 1.34** 1.48* 6.16**
76+ | 112+
548+ 44+ 348+ 20+ 4+ 136.8 +
4 500 4.09* | 3.35*
3.89** . . 2.19%* 6.42%* | 4.24** 1.41** 12.69**
Propol 04+ | 12+ 1.2+ 14+ 6.6 £
500 24+1.14 - _
is 0.548 1.3 1.3 1.14 2.408
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Chromosomal aberrations
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Figure 2: Histogram represents the mean of chromosomal aberrations (centromeric attenuation (Ca), centric fusion (Cf), ring
form (R), beaded chromosome (Bch), deletion (D), fragment (F), polyploidy (Pp) and total aberrations (Total) in metaphases
cells of male albino mice Mus musculus treated with MSG 1 g/kg (group 2), MSG 1 g/kg in addition to propolis (Group 3) after 2
and 4 weeks, propolis group and control group.

Micronucleus assay and cytotoxicity test

Bone marrow smear of control mice showing normochromatic erythrocytes (NCE) were small and polychromatic
erythrocytes (PCE) were larger than NCE and bone marrow smear of treated mice showing micronuclei bluish in color in PCE as
show in Figure 3.
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Figure 3: Photomicrograph of bone marrow smear showing A: Bone marrow smear of control male albino mouse Mus musculus
and propolis group showing polychromatic erythrocytes (PCE) and normochromatic erythrocytes (NCE), B,C and D: Bone
marrow smear of treated mouse showing micronucleated polychromatic erythrocytes (MNPCE). X: 1500

17



Nagla Z. El-Alfy, et al.

Der Pharmacia Lettre, 2020, 12 (8): 13-22

The result of polychromic erythrocytes with micronucleus (MNPCES) was summarized in Figure 4 as mean + SD

of for control and treated groups. Results of micronucleus assay in the present study showed that MSG treatment induced

genotoxicity in bone marrow cells and the number of MNPCEs was gradually increased significantly (p<0.001) by time

when compared to control one.

Also, cytotoxicity test showed that the ratio of PCEs was gradually decreased significantly (p<0.001) by time in

the treated group with MSG when compared to the control one. The mice treated with 1 g/kg b.wt. of MSG after 4 weeks

showed a high mean of MNPCEs and a low mean of ratio of PCE that used as an indication of toxicity in bone marrow.

While the treatment with MSG in addition to propolis showed significantly decreasing (p<0.05) in MNPCE and improved

(p<0.05) the ratio of PCE in bone marrow compared to control one.
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Figure 4: Histogram represent the relationship of mean micronucleated polychromatic erythrocytes (MNPCES) and mean of ratio
polychromatic erythrocytes (ratio of PCESs) in control group and all treated groups 1 g/kg b.wt. MSG (Group 2), 1 g/kg b.wt MSG

in addition to propolis (Group 3) and propolis group after 2 and 4 weeks (2W and 4W). The data expressed as mean + SD, Highly

Significant ** p<0.001 - Significant * p<0.05 when compared to control group.

Comet assay

Mice treated with MSG showed a high degree of DNA damage which clarified by the migration of fragmented DNA

(tailed) through the images of single cell gel electrophoresis as show in Figure 5.
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Figure 5: Photomicrograph of comet assay showing a: Control group showing no or minimum DNA migration, b: Group 2 which
treated with 1 g/kg b.wt. of monosodium glutamate (MSG) after 2 weeks of treatment showing the most extensive DNA
migration (very long tails), c: Group 2 which treated with 1 g/kg b.wt. of MSG after 4 weeks of treatment showing the most
extensive DNA migration (very long tails), d: Group 3 which treated with 1 g/kg b.wt. of MSG in addition to propolis after 2&4
weeks of treatment showing slight DNA migration (short tails). The symbols ¢ * and ‘+” represent cathode and anode,
respectively, during the electrophoresis. (X: 1500).

The current results of comet assay showed that treatment with MSG significantly increased (p<0.001) the mean of
DNA damage in liver cells of the treated mice in time dependent manner. Statistical analysis showed that the mean of DNA
damage scored by comet assay parameter was highly significant increased (p<0.001) in Group 2 (1 g/ kg b.wt. of MSG) after 4
weeks of treatment. While the treatment with MSG in addition to propolis statistical decreased (p<0.05) the DNA damage
compared to control one as shows in Figure 6.
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Figure 6: Histogram represents the relationship of mean % DNA damage in tail length control group and all treated groups: 1
g/kg b.wt. MSG (Group 2), 1 g/kg b.wt. MSG in addition to propolis (Group 3) and propolis group after 2 and 4 weeks (2W and
4W). The data expressed as mean + SD, Highly Significant ** p<0.001 - Significant * p<0.05 when compared to control group.

DISCUSSION
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In this study, the possible genotoxic effect of MSG was investigated by using chromosomal aberrations and
micronucleus in mice bone marrow cells as well as comet assay in mice liver cells. These tests most used to measure the

chemicals mutagen and carcinogen [13,14].

The result of chromosomal aberrations in this study showed that the Ca and D were the most common types
demonstrated after MSG treatment and the maximum of these occurred after four weeks of treatment. Occurrence of these
aberrations would indicate that the chemical possibly acted after chromosome duplication at the G2 phase of the cell cycle [15].
MSG at dose a 1000 mg/kg b.wt. Induces a significant increase in the chromosomal aberrations and this increase depends by time
[16]. Our results of chromosomal aberrations agree with author who revealed that MSG induces bone marrow chromosomal
aberrations in rats. These aberrations are structural aberrations like chromosomal gap, chromatid gap, D, R, Cf, F and Ca and
numerical aberrations in the form of polyploidy. Ca is the most common aberration and is considered as an authenticated

biomarker of cancer risk in humans [17].

The possibility of MSG clastogenic and aneugenic can be detected by the micronucleus assay. MSG increases the
MNPCE in lymphocytes [18]. Micronucleus assay revealed that MSG induced highly significant (p<0.001) in MNPCEs in treated
group (1 g/kg b.wt.) after two and four weeks and MNPCEs gradually increased by time. Also, the ratio of PCE was gradually
decreased by time in group treated with MSG compared with control group and increased by time in group treated with MSG in
addition to propolis compared with group treated with MSG only. The higher doses of MSG (500 and 1000 mg/kg b.wt.) show a
significant increase in the micronuclei in PCE and change in the ratio of PCE after 48 and 72 hours of treatment compared with
the control [16]. The free radicals and DNA alkylation which generated from MSG cause chromosome damage and produce
mutation [5]. Group 2 (1 g/kg b.wt. of MSG) after four weeks of treatment showed the maximum damage in DNA compared to
control. All doses of MSG (250, 500, 1000, 2000, 4000 and 8000 mg/ml) show a significant increase in parameters of comet
assay (tail intensity, tail length and tail moment) and these increases are dose dependent [18].

These effects could be attributed to reactive oxygen species (ROS) like hydrogen peroxide, hydroxyl radicals and
superoxide anion [1]. When ROS overcome the defense system of the cell, and redox homeostasis is altered, the result is
oxidative stress [19]. Excess generation of ROS in cells is known to damage DNA, lipids, and proteins resulting in several
biological effects, ranging from alterations in signal transduction, gene expression, mutagenesis, apoptosis, structural and
numerical chromosomal aberrations in this study. Oxidants by MSG can directly attack the backbone of a protein to cause
fragmentation [20-23]. MSG induces lipid peroxidation in several organs [1], the end-products of lipid peroxidation like a
malondialdehyde (MDA) react with deoxyadenosine and deoxyguanosine in DNA and forming DNA adducts. So, it may be

mutagen or carcinogen [24].

The propolis has a therapeutic activities depend on its flavonoids. these flavonoids able to scavenge the free radicals
and may binding to heavy metal ions to suppress the formation of free radicals [25], as in this study the MSG in addition to
propolis showed a significant decreased in the damage of bone marrow chromosomes and DNA. Moreover, experimental studies
showed that propolis exerts protective effects on different tissues [26]. In vitro tests propolis induces cell cycle arrest, apoptosis
and reduction of expression of growth and transcription factors, including NF-xB. Notably, caffeic acid phenethyl ester down-
regulates the mdr-1 gene, and is considered responsible for the resistance of cancer cells to chemotherapeutic agents [27]. In vivo
studies on mice, propolis inhibits 4 - (methyl nitrosamino) - 1 - (3 - pyridyl) — 1 — butanone - induced tumorigenesis [28].
Propolis is a substance riches with essential elements like Zn?*, Mg?*, Cu?, Fe?*, Mn®", Ni** and Ca?" that may responsible for
reactivating antioxidant enzymes [29].
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CONCLUSION

Results of this study concluded that monosodium glutamate induced a significantly increased chromosomal aberrations,
micronucleus in bone marrow and DNA damage, therefore, the using of MSG should be restricted to a very narrow range border
owing to its harmful genotoxic effect. Also, the study found that propolis plays a therapeutic role in reducing these effects

because it is an antioxidant.
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