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ABSTRACT

Introduction and aims: Human papillomavirus (HPV) is a sexually transmitted virus that can cause cervical cancer. This
study aimed to investigate the prevalence of HPV infection, the prevalent HPV genotypes in women and men with
recurrent genital infections, and the impact of the coronavirus disease 2019 (COVID-19) pandemic on the HPV preven-
tion program.

Materials and methods: This cross-sectional study was conducted in Duhok city, in the Kurdistan Region of Iraq, between
January 2018 and September 2020. We recruited patients from an infectious disease clinic, who were married, were
older than 18 years, and agreed to participate in this study. A reverse hybridisation-based assay was used to identify
the HPV genotypes prevalent in these patients.

Results: Among the patients in the study, 20.9% (67/320) tested positive for HPV infection. The HPV prevalence in
females was 18.8% (52/276), which was lower than that in males (34.1%,15/44) (p = 0.21). Thirty-six patients
(11.3%) were infected with a single HPV genotype, seventeen (5.3%) with two HPV genotypes, eight (2.5%) with
three HPV genotypes, and the remaining six (1.8%) with four or more HPV genotypes. The most common genotypes
detected among the patients were HPV-6 (7.2%), —11 (3.8%), and — 16 (3.4%). The prevalence of all HPV genotype
infections was highest and lowest in the 18-25- and 36-45-year age groups, respectively (X? = 8.24; p = 0.041). The
number of referred patients substantially reduced from 12 patients per month to 1 patient per month during the
COVID-19 pandemic.

Conclusion: HPV infection was common in the study population. The most common genotypes were HPV 6, 11, and 16,
against which vaccines are available. Further population-based studies are needed to investigate the prevalence of such
an infection.

1. Introduction

rare in the Kurdistan Region of Iraq, recent data have shown a significant
increase in cervical cancer incidence from 0.6 per 100 000 individuals in

Human papillomavirus (HPV) can cause oncogenic infections in differ-
ent parts of the body, particularly in the genital region and cervix, and
leads to cervical cancer development [1]. HPV infection is one of the
most common sexually transmitted diseases worldwide, and the virus in-
fects up to 80% of sexually active individuals at least once during their
lives [1,2]. Among the 100 HPV genotypes, more than 40 HPV genotypes
can cause infection in humans. HPV genotypes can be classified according
to their association with cancer as follows: high-risk (HR), probable high-
risk (pHR), and low-risk (LR) genotypes [1,2]. Although cervical cancer is
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2010 to 2 per 100 000 individuals in 2016 [3-5]. However, data on the
prevalence of HPV in the Kurdistan Region are limited, and only a few stud-
ies have investigated the prevalence of the different HPV genotypes. For in-
stance, a previous study of women with recurrent pelvic inflammatory
diseases reported that HPV was prevalent in approximately 12% of these
women, 30.7% of whom were infected with HPV genotype 16, and the
majority of them were infected with more than one genotype [6]. Further-
more, previous studies have shown a lack of basic knowledge regarding
HPV infection, mode of transmission, and consequences, among the general
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population [7]. Vaccines play a major role in controlling infection and sub-
sequent HPV-related cancers. However, these vaccines are not a part of the
vaccination program in Iraq [6]. Hence, an ambitious project was initiated
in the Kurdistan Region of Iraq in 2018 to combat HPV infection. One part
of the project involved studying the prevalence of the infection and the
prevalent genotypes and implementing vaccine programs accordingly [6].
However, the coronavirus disease 2019 (COVID-19) pandemic, which
started in March 2020 [8-11], has negatively impacted health services in
various departments [12-15]. Recurrent genital infection is defined as
three or more episodes of infection in 12 months [16,17]. Others defined
recurrences genital infection as =4 episodes of infection within one calen-
dar year [18]. In our study, recurrent genital infection was defined as three
or more episodes of infection within 12 months. Recurrent genital infection
is not uncommon and this difficult-to-manage condition affects 5-9% of
women of reproductive age [19,20]. The data about such a condition is
sparse in our region. One study estimated that recurrent genital infection
occurs in about 5% of women of reproductive age [21]. It was previously
found that patient with genital infection is at high risk to contract other sex-
ually transmitted diseases including HPV infection [22,23]. In addition, it
was previously found that recurrent vaginal infection was associated with
increased odds for prevalent and incident HPV as well as delayed clearance
[24,25]. This study aimed to investigate the prevalence of HPV infection in
women and men with recurrent genital infections and the prevalent HPV
genotype (s) among them. We then studied the impact of the COVID-19
pandemic on the HPV prevention project.

2. Materials and methods
2.1. Patient selection

This cross-sectional study was conducted between January 2018 and
September 2020. We recruited patients with recurrent genital infections
who did not respond to treatment and were referred to the infectious disease
unit at Azadi Teaching Hospital, Duhok city, Kurdistan Region of Iraq. Since
HPV infection is a sensitive subject with social and religious implications in a
conservative society, we only included patients who were married and older
than 18 years. In this study, we recruited 320 patients including 276 females
and 44 males. The age of recruited sample ranged between 18 and 75 years
old. We recruited patients agreed to participate in the study. Patients who
did not give consent were excluded from the study.

In our HPV prevention program, between January 2018 and March
2020, we received more than 12 patients per month. Subsequently, due
to the COVID-19 pandemic, this number dropped to approximately one
patient per month.

2.2. Sample collection

Cervical swab samples were collected from the female patients using a
cervix brush. The swab samples were then dipped into 20 mL of the trans-
port medium (CytecCorp, Boxborough, MA, USA), according to the manu-
facturer’s instructions. The samples were stored at -80°C until analysis.
We used penile and urethral brushing to collect samples from the male
patients.

2.3. DNA extraction and HPV genotyping

DNA was extracted from a 400 pL aliquot of the samples incubated with
proteinase K using the Qiagen Blood & Cell Culture DNA Mini Kit, accord-
ing to the manufacturer’s instructions. A line probe assay (INNO-LiPA HPV
Genotyping Extra II, Fujirebio, Japan), based on reverse hybridisation, was
used to identify the HPV genotypes from the DNA samples. This assay
detects 32 HPV genotypes simultaneously using a precise 65-base pair of
polymerase chain reaction products and, hence, allows for the detection
of multiple genotypes in a single sample. Internal control lines were used
to confirm and detect the presence of HPV genotypes. Other controls
were used to monitor sample processing (hDNA line and conjugate control
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line). The assay detects high risk genotypes (including 16; 18; 31; 33; 35;
39; 45; 51; 52; 56; 58; 59 and 68); Probable high-risk genotypes (including
26; 53; 66; 70; 73 and 82) and low risk genotypes (including 6; 11; 40; 42;
43; 44; 54; 61; 62; 67; 81; 83 and 89).

2.4. Statistical analysis

The prevalence of HPV (or its genotypes) was calculated as the percent-
age of all samples that were positive for HPV (or its genotypes). All data
analyses were performed in an Excel spreadsheet. The Mann-Whitney test
was used to compare the age of the different groups. Differences were con-
sidered statistically significant at p <0.05. Graphic Prism 8 (USA; San
Diego; California) software was utilized to calculate the statistics.

2.5. Ethical approval

The study was approved by the Scientific and Ethics Committee of the
College of Medicine, University of Zakho (UoZEC 2021/76). Written
informed consent was obtained from all patients before the study.

3. Results
3.1. HPV prevalence and genotyping

A total of 320 outpatients (276 female and 44 male patients; 18-75
years old) were recruited during the study period. Among them, 20.9%
(67/320) tested positive for one or more HPV genotypes, and the remaining
79.1% (253/320) tested negative. HPV was prevalent in 18.8% (52/276) of
the female patients and less prevalent 34.1% (15/44) among the male
patients (p = 0.21).

3.2. HPV-infection types

A total of 123 HPV genotypes were detected in 67 patients (Table 1).
Among the 320 recruited patients, thirty-six patients (11.3%) were infected
with a single HPV genotype, seventeen (5.3%) with two HPV genotypes,
eight (2.5%) with three HPV genotypes, and the remaining six (1.8%)
with four or more HPV genotypes. Among the female patients, those
infected with a single HPV genotype (30, 10.9%) accounted for the highest
proportion, followed by those infected with two (12, 4.3%), three (6,
2.2%), and four to six HPV genotypes (4, 1.5%,). Among the male patients,
six (13.6%) and five (11.4%) patients were infected with one and two HPV
genotypes, respectively, and the remaining four (9.1%) were infected with
three or four HPV genotypes.

3.3. Distribution and prevalence of HPV genotypes per female and male patient

The HPV genotypes found in our patients included HR-HPV-16, —18,
-31, —35, -39, —45, —51, —52, —56, —58, —59, and —68; pHR-
HPV-53, —66, —67, —70, —73, and —82; and LR-HPV-6, —11, —41,
—42, —44, —54, —61, —62, —81, —84, and —87. Eleven HR-HPV geno-
types (HPV-16, —18, —39, —52, —56, —45, —51, —58, —68, —31, and
—59) were present among the female patients, while only four HR-HPV
genotypes (HPV-16, —18, —31, and — 35) were present among the male
patients; six pHR-HPV genotypes (HPV-82, —53, —73, —66, —67, and
—70) were detected among the female patients (HPV-82, —53, —73,
—66, —67, and —70), and three pHR-HPV genotypes (HPV-53, —67,
and —82) were detected among the male patients. Furthermore, eleven LR-
HPV genotypes (HPV-6, —11, —54, —61, —81, —84, —62, —66, —87,
—44, and —42) were present among the female patients and seven (HPV-6,
—11, —87, —41, —42, 54, and — 81) among the male patients (Table 2).

3.4. Prevalence of HPV infection by patient age

HPV infection was the most prevalent in the 18-25-year age group and
least in the 36-45-year age group (X> = 8.24; p = 0.041) (Table 3).
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Table 1
Distribution and prevalence of HPV genotypes among the female and male patients
in the study.

HPV No. (%) No. (%) no. (%)
Genotype Total patients Female patients Male patients
16 11 (3.4%) 10 (3.6%) 1(2.3%)
18 5(1.6%) 4(1.5%) 1 (2.3%)
31 2 (0.6%) 1 (0.4%) 1 (2.3%)
35 1 (0.3%) 0 (0.0%) 1(2.3%)
39 5(1.6%) 5(1.8%) 0 (0.0%)
45 2(0.6%) 2(0.7%) 0 (0.0%)
51 2 (0.6%) 2(0.7%) 0 (0.0%)
52 3(0.9%) 3(1.1%) 0 (0.0%)
56 3(0.9%) 3(1.1%) 0 (0.0%)
58 2(0.6%) 2(0.7%) 0 (0.0%)
59 1 (0.3%) 1 (0.4%) 0 (0.0%)
68 2(0.6%) 2(0.7%) 0 (0.0%)
53 9 (2.8%) 5 (1.8%) 4(9.1%)
66 2(0.6%) 2(0.7%) 0 (0.0%)
67 4(1.3%) 2 (0.7%) 2 (4.5%)
70 1 (0.3%) 1 (0.4%) 0 (0.0%)
73 3(0.9%) 3(1.1%) 0 (0.0%)
82 7 (2.2%) 6 (2.2%) 1(2.3%)
6 23 (7.2%) 12 (4.3%) 11 (25%)
11 12 (3.8%) 10 (3.6%) 2 (4.5%)
41 1 (0.3%) 0 (0.0%) 1 (2.3%)
42 2 (0.6%) 1 (0.4%) 1 (2.3%)
44 1 (0.3%) 1 (0.4%) 0 (0.0%)
54 6 (1.9%) 5 (1.8%) 1(2.3%)
61 2 (0.6%) 2(0.7%) 0 (0.0%)
62 2(0.6%) 2(0.7%) 0 (0.0%)
81 3(0.9%) 2(0.7%) 1(2.3%)
84 2(0.6%) 2(0.7%) 0 (0.0%)
87 4 (1.3%) 2(0.7%) 2 (4.5%)
Table 2

Distribution of the detected HPV genotypes according to the risk among the female
and male patients in the study.

Sex HR-HPV pHR-HPV LR-HPV

Female 35 (12.7%) 19 (6.9%) 39 (14.1%)
Male 4(9.1%) 7 (15.9%) 19 (43.2%)
Total 39 (12.2%) 26 (8.1%) 58 (18.1%)

HR: high-risk; pHR: probable high-risk; LR: low-risk.

Table 3
Prevalence of HPV infection by age among the female and male patients in the
study.

Female Male Total

18-25 years old
26-35 years old
36-45 years old
= 46 years old

54.3% (19/35)
34.7% (43/124)
24.7% (18/73)
29.5% (13/44)

50% (4/8)
87.5% (14/16)
50% (6/12)
75% (6/8)

53.5% (23/43)
40.7% (57/140)
28.2% (24/85)
36.5% (19/52)

Among the female patients, the prevalence of HPV infection was 54.3%
(19/35), 34.7% (43/124), 24.7% (18/73), and 29.5% (13/44) (X? = 9.7;
p = 0.021) in the 18-25-, 25-35-, 36-45-, and = 46-year age groups, respec-
tively. Unlike with the female patients, the prevalence of HPV infection
among the male patients peaked in the 26-35-year group (87.5%, 14/16,)
and =46-year age group (75%, 6/8). The difference in prevalence among
the different age groups in men was not significant (x> = 5.97;p = 0.11).

4. Discussion
Cervical cancer is a preventable disease [26]. It can be prevented

through the implementation of screening and vaccination program. The
data about the prevalence of HPV infection is sparse in the region therefore
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we aimed to provide information about the prevalence of HPV infection,
the prevalent HPV genotypes in women and men with recurrent genital in-
fections. Social and religious barriers surrounding the subject of HPV [6]
make it extremely difficult to conduct a population-based study. Therefore,
we recruited patients with recurrent genital infections in our study. To the
best of our knowledge, our study is the first to recruit both male and female
patients. In our study, in female patients, the prevalence rates of HPV and
HR-HPV were 20.9% and 12.2%, respectively, and in women, these rates
were 18.8% and 12.7%, respectively. In a study conducted in Turkey, the
prevalence of HPV was reported between 2.0% and 46.0% in some regional
studies [27,28]. A study conducted in Qatar recruiting female patients
reported an HPV DNA prevalence of 8.1% [29]. The prevalence rates of
HPV and HR-HPV reported by a study conducted in Iran were 14.4% and
6.5%, respectively, and another study conducted in China reported these
rates to be 22.7% and 17.3%, respectively [30]. Studies conducted in
Portugal and France found HPV prevalence rates of 19% and 15%, respec-
tively [31,32]. Furthermore, the prevalence rates of HPV and HR-HPV
reported by a study conducted in USA were 40% and 20.4%, respectively
[33]. The discrepancies in the findings among different countries can be
explained by differences in the sampling method, sample size, techniques
used for the detection of HPV, and social and racial differences.

In our study, the prevalence rates of HPV and HR-HPV in men were
34.1% and 9.1%, respectively. Previous studies have shown great variation
in the prevalence of HPV infection in men. The prevalence depended on the
recruitment of patients for the study. In a previous study, the prevalence of
HPV was studied in high risk men, and the HPV prevalence was found to
reach up to 93% [34] while the prevalence was 72% when asymptomatic
males were recruited [35]. In a study conducted in the USA, the prevalence
rates of HPV and HR-HPV among men were 45.2% and 25.1%, respectively
[36]. Owing to the small sample size of our study, more studies are needed
to increase the sample size.

In agreement with previous studies [37-39], among the HR genotypes,
HPV genotype 16 was the most common genotype detected in our study,
whereas the most common LR genotype was HPV genotype 6. Our results
agree with previous studies conducted in Turkey where HPV type 16 and
type 18 prevalence was reported to be the most common HPV genotypes
[40]. Besides, studies conducted in Iran showed that HPV 16 was the
most common detected virus genotype [41-43]. In addition, in a study con-
ducted in Saudi Arabia, HPV genotypes 16; 18 and 45 are the most common
genotypes in Saudi Arabia and are responsible for about 70% of all cervical
cancer cases in the country [44].

A previous study found two peaks of HPV prevalence in females aged
26-30 and 46-50 years, respectively [45]. In our study, HPV prevalence
peaked in females aged 18-25 years. There was a slight increase in the prev-
alence of HPV infections in women older than 45 years. This slight increase
might be attributed to the increase in screening rates for older women. The
age pattern of HPV prevalence found in our study was in agreement with
that in a study conducted in Ghana, where the prevalence peaked in
women around 20 years old and older than 45 years [46]. This U-shaped
pattern of age distribution may not reflect the reality and might be attrib-
uted to increased screening rates in these two age groups because women
at an early stage of marriage and older women seek more medical advice.
In agreement with another study investigating the age distribution pattern
of HPV infection in men [36], we found a two-peak pattern among the male
patients in our study. The first peak was in the 26-35-year age group and
second in the =46-year age group. A larger sample size is needed to
confirm our results and explain the pattern of distribution.

This study was a part of the HPV prevention program and was per-
formed to collect baseline information about HPV infection to implement
a region-wide prevention program. However, the number of patients we
were able to recruit substantially reduced owing to the COVID-19 pan-
demic. As most resources were diverted towards combating COVID-19,
we faced limitations in funding and other necessary resources to continue
our project. An urgent plan is required to provide funds and resources for
resuming the project. Stopping such programs may have disastrous conse-
quences in the future.
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The major strengths of our study are that we examined HPV genotypes
in both male and female patients and in a relatively large sample size. Our
results have clinical implications as we showed that HPV infection is not
uncommon and urgent plan is needed for screening and vaccination. Our
study has several limitations. Our sampling method was not random.
Furthermore, HPV infection can be asymptomatic, but we recruited only
patients with recurrent infections. Therefore, this study cannot be consid-
ered a prevalence study for this region. However, performing community-
based studies in this society is extremely difficult because of the stigma
attached to HPV infection. The government should encourage all women
to undergo regular screening. Owing to social stigma, recruiting male par-
ticipants was also difficult; hence, there was a bias in our sample collection.

In conclusion, HPV infection is not uncommon in Duhok city. The most
common genotypes were HPV-6, -11, and -16, which are covered by the
available vaccines. However, the COVID-19 pandemic adversely impacted
the HPV prevention program and led to its closure.
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