INT. J. BIOL. BIOTECH., 17 (2): 301-305, 2020.

IDENTIFICATION OF COMMON MITOCHONDRIAL MUTATIONS IN CERVICAL
CANCER

Ayat Mohebifar®, Kyumars Safinejad? and Reihaneh Hoveida®

3Department of Biology, Doroud branch, Islamic Azad University, Doroud, Iran
“Department of Biology, Borujerd branch, Islamic Azad University, Borujerd, Iran
Corresponding author’s Email: q_safinejad @yahoo.com

ABSTRACT

In order to investigate the frequency of common mitochondrial mutations in cervical cancer patients, the frequency of
A1555G, A3243G and A7445G mutations in patients with cervical cancer in Lorestan province were studied. In this
study, 50 women suffering from cervical cancer and 50 healthy women as control group were studied. Samples were
screened by PCR-RFLP for common mtDNA mutations. The observed mutations were confirmed by sequencing.
Frequency of alleles was analyzed using POPGENE Version 1.32 software and the results were analyzed using Prism 6
Graph Pad software. After analyzing the results, it was shown that there were no significant differences between the
two groups for the A1555G, A7445G, and A3243G mutations. Regarding the relationship between the three
mitochondrial genes with cervical cancer, it was found that there was no significant difference between the studied
groups in the rate of studied mutations. The results of this study showed that there was no significant difference in the
rate of mutations in the studied groups. In fact, according to the results of this study, mutation in A1555G, A7445G and
A3243G cannot be considered as a diagnostic biomarker in cervical cancer.
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INTRODUCTION

In developed countries such as the United States, Cervical cancer is the second leading cause of death after
cardiovascular diseases (Vafaeinezhad et al., 2018). Among cancers, cervical cancer is the third most common
tumor in women in the United States of America (Stepanenko et al., 2015). The disease is the seventh most common
cancer and the sixth leading cause of malignant deaths in women and is the first or second most common female
genital cancer in areas such as Africa, India, South and Central America and Southeast Asia. Throughout the world,
approximately 500,000 people get the malighancy every year, and unfortunately 200,000 die (Lotfinejad et al.,
2006). According to the World Health Organization (WHO) report, 85 percent of cervical cancer cases are in
developing countries (Jafari et al., 2015).The median age of patients with this cancer is 52.2, while the median age
for this cancer in Iran is 50-55 (Leece et al., 2010 and Horn et al., 2002).

With the emergence of the 21st century, two important misconceptions about cancer were eradicated: 1) the
notion that cancer is a purely cellular disorder that results from epigenetic or genetic alterations (Porporato et al.,
2018 and Lorenzo et al., 2015); and 2) the view that malignant cells often meet their bio energetic and anabolic
needs that are mostly through aerobic glycolysis (Erez et al., 2015 and Danhier et al., 2017).

Therefore, nowadays, it is widely accepted that tumors are formed, developed, and respond in a complex, two-
way interaction with the host immune system (Chen et al., 2017 and Galluzzi et al., 2015). For instance, the
fundamental impact of mitochondrial metabolism at all stages of cancer such as malignant transformation, tumor
progression, and response to treatment have been recognized formally (Vyas et al., 2016 and Wallace et al., 2012).

Human mtDNA is a 16569 bp double-stranded molecule containing 37 genes that encode 2 r RNAs, 22 t RNAs,
and 13 polypeptides, which are present in high copy numbers in almost all cells (103 to 104 copies per cell) and
majority of them are identical at birth. In addition, mtDNA is known to have a 10-fold higher mutation rate than
nuclear genomic DNA due to the lack of protective histones, inefficient DNA modification systems, and exposure to
mutagenic oxygen radicals produced by oxidative phosphorylation. The relationship between mtDNA mutations and
metabolic neurological disorders has previously been reported in human cancers (Chang et al., 2018 and Wallace et
al., 2012).These mutations include adenocarcinomas of the kidney, astrocytic cancer, thyroid tumors, breast tumors,
ovarian tumors, prostate and bladder cancer, neuroblastomas , and oncocytomas.

The A3243G mutation, which is found in the mitochondrial tRNALeu gene (UUR) and is also known as MTTL, is
one of the most common mitochondrial mutations (Lin et al., 2016 and Maa et al., 2009). The A7445G mutation,
known in the previous articles as the T7445C, was first described in the Scottish family and was confirmed and
established in two new generations of New Zealander and Japanese. The influence of this mutation is very low in the
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Scottish race, while it is high in New Zealander and Japanese races (Finsterer et al., 2007 and Schapira et al., 2006).
The A1555G mutation in the mitochondrial 12S rRNA gene is one of the most common causes of sensory lack of
hearing and aminoglycoside-induced hearing loss. The mutation was first discovered in a large Israeli-Arab family
and was then found with varying prevalence among different European, Asian and African ethnicities (Hutchin et
al., 2000).

Because of the fact that no similar studies have been done in our country and due to the diversity of the
population in Iran and the existence of different ethnicities, we decided to run a research with the aim of
investigating the frequency of A7445G, A3243G and A1555G mutations in patients with cervical cancer in Lorestan
province. The results of such studies will undoubtedly play a significant role in screening of cervical cancer and
reducing its new incidence in diverse Iranian population.

MATERIALS AND METHODS

In this descriptive-laboratory study, 50 blood samples were collected from the Gynecology and Midwifery
Hospital, with easy sampling method to identify common mitochondrial mutations in A7445G, A3243G and
A1555G genes. 5 ml of blood was taken from all subjects in EDTA (0.5 mM) tubes. DNA was then extracted using
the usual phenol-chloroform method and the concentration of extracted DNA was measured by Spectrophotometry
(Unico 2100 USA) (Kleihues et al., 1997 and Prezant et al., 1993).

Genotype analysis of A7445G, A3243G and A1555G genes was performed by PCR-RFLP method (Kleihues et
al., 1997). Using the mitochondrial genome sequence with access code of NC-012920 and Primer software 3,
sequences of R and F primers were designed and purchased to detect 3 mtDNA molecule mutations. PCR was
performed to detect the above-mentioned mutations on DNA samples using a thermo cycler (TECHNE TC-512 UK)
according to the following reaction and thermal program: Primary denaturation at 94 ° C for 5 minutes, then 30
cycles, including: denaturation at 94 ° C for 30 seconds, 63 ° C for binding of primers to the target DNA for 30
seconds, 72 ° C to extend the supplementary strands for 50 seconds and finally the last expansion at 72 ° C for 6
minutes.

The PCR reaction conditions for the three mutations were: 1uL of R primer (10PM), 1uL of F primer (10PM),
1uL of Taq DNA polymerase (SU / uL), 0.5uL of mixed NTPs (10Mm), 2.5 pL of PCR buffer (10x), 1.5 pL of
MgCL2 (50 mM) and 1 pL (100 ng) of DNA, which were reached to the volume of 25 pL with dH20.

All PCR products were electrophoresed on 2% agarose gel with a voltage of 120 V for 1 hour and the obtained
gel was stained with fluorescent dyes and PCR-RFLP method was used to investigate mutations. In each micro titer,
10uL of the PCR product was mixed with 1ul of the target restriction enzyme (10U / pL) and 2 pL of buffer and
7uL of distilled water and incubated at 27 © C for 16 h. The products were then electrophoresed on 2% agar gel for 2
hours at 90 V.

RESULTS

Allelic frequencies in two groups were calculated using POPGENE Version 1.32 software for A1555G,
AT7445G, A3243G mutations. After analyzing the results using Prism 6 GraphPad software, it was shown that there
was no significant difference between the two groups for 50 samples (Table 1).

Comparison of control and case groups in frequency of A1555G, A7445G, A3243G mutations was performed
using Fisher's exact test. In this test there is no limitation for the sample size due to the exact probability of the
relationship between the two variables or the difference between the ratios (Table 1).

Table 1. Frequency of A1555G and A3243G (by specific restriction enzyme; Haelll) A7445G, (by specific
restriction enzyme; Xbal) in two groups.

Control Case Control Case Control Case
Allele (Haelll) | (Haelll) (Xbal) (Xbal) (Haell) (Haelll)
A1555G A1555G A7445G A7445G A3243G A3243G
A (wild Type) 1.0 0.943 0.98 0.906 1.00 0.981
G (Mutant) 0.0 0.057 0.02 0.094 0.00 0.019
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The rate of mutations between two groups in three mitochondrial genes was investigated. The results of the
above table show that since the P- values in all three gene loci were more than 0.05, there was no significant
difference between the studied groups in the rate of mutations under study (Table 2). In fact, according to the results
of this study, the mutations in this gene cannot be considered as a diagnostic biomarker in cervical cancer.

Table 2. Comparison of control and case groups in the frequency of common mitochondrial mutations.

Mutation Allele Type | Control Case OR (% 95 CI) P value
N =51 (%) N =53 (%)

A1555G Wild 51 (100) 50 (94.3) Vafaeinezhad et al., 2018 | 0.243
(Haelll) Mutant 0(0) 3(5.7) 7.1(0.36 —141.8)
A7445G Wild 50 (98) 48 (90.6) Vafaeinezhad et al., 2018 | 0.205
(Xbal) Mutant 1(2) 5(9.4) 5.2 (0.58 —46.2)
A3243G Wwild 51 (100) 52 (98.1) Vafaeinezhad et al., 2018 | 1.0
(Haelll) Mutant 0 (0) 1(1.9) 29(0.11-74.0)

DISCUSSION

Somatic mutations in mtDNA have been increasingly observed in human cancers in recent years (Parrella et al.,
2003 and Himani et al., 2005). The aim of this study was to identify and recognize common mitochondrial
mutations including A7445G, A3243G, and A1555G and their relationship with cervical cancer. 50 patients with
cervical cancer were studied in this research. These mutations are at a highly conserved 12S rRNA decoding site and
are the most common type of mitochondrial mutation that can be related to lack of hearing. They are also involved
in hearing loss caused by amino glycosides.

Progressive fracture of mitochondrial function with its failure may cause such problems (Stewart et al., 2008).
While mitochondrial DNA mutations have been extensively studied in the field of rare genetic diseases, their role in
carcinogenesis has been relatively less studied (Shu et al., 2019). There are strong empirical evidences for the role
and driving factor of mitochondrial mutation in cancer, but experimental approaches to determine the role of
mtDNA mutation in cancer-related mitochondrial dysfunction have not yet been concluded, due to the mitochondrial
genome and therefore limited experimental tools in this field (Wang et al., 2016).

Despite these limitations, there is convincing data pointing to the nature of mtDNA-related mitochondrial
dysfunction in cancer. Because mitochondria are the starting place of apoptosis, so its genomic mutation may play
an important role in cancer. Reports on this subject seem contradictory in some cases. Some reports state that 70%
of the studied colorectal cancers show mitochondrial DNA mutations (Liévre et al., 2005).

Few studies have investigated the role of mitochondrial mutations in cervical cancer. Except for one study (Lim
et al., 2012), the involvement of the mtDNA mutation in cervical cancer appears to have not been investigated and
the searches for the relationship of cervical cancer with the common mitochondrial mutation (A7445G, A3243G,
and A1555G) have reached no conclusion. Therefore, this study is a step in this direction. Mitochondrial mutations
have been reported in other malignancies in women. In ovarian cancer, 60% of somatic mutations have been
reported in D-strand, 12s rRNA, 16s rRNA and cyt. b (Penta et al., 2001). Most mutations were the transfer of T or
C or G —A. For mtDNA mutations of cervical cancer, only in 35% of cases, there has reported a high frequency of
D310 mutations (Lim et al., 2012).

According to the results of our studies, there was no significant difference between the two groups. Comparison
of the control and case groups in the frequency of mutations also showed that since the P-Value in all three gene loci
was more than 0.05, there was no significant difference in the rate of studied mutations. In fact, according to the
results of this study, the mutation in these genes cannot be considered as a diagnostic biomarker in cervical cancer.

In this study, there was no significant difference in the frequency of common mitochondrial mutations between
patients and case groups. We were not able to establish any relationship between the mutations and clinical features.
In this regard, clinical studies focused on mtDNA mutation in patient groups have been classified. One such reports
on patients with prostate cancer indicated mtDNA mutations (Patti et al., 2019). In addition, there is mtDNA
mutation in primary, recurrent and metastatic tumors which play a real driving role for mtDNA mutations in thyroid
cancer. However, the nature of such clinical data, although showing an important role in mtDNA mutations in
cancer, cannot be invoked to infer its constitutive role. This study suggests that mitochondrial mutations in cervical
cancer cells are indeed frequent and more work is needed in this regard. In addition, given the important role of

INTERNATIONAL JOURNAL OF BIOLOGY AND BIOTECHNOLOGY 17 (2): 301-305, 2020.




304 AYAT MOHEBIFAR ET AL.,

mitochondria in apoptosis, mutations in mtDNA in cancer cells may significantly affect the cellular apoptotic
response to chemotherapeutic agents. However, no relationship was found between mtDNA mutations and apoptosis
index or proteins and anti-apoptotic proteins related to data.
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