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Abstract

Background: Human papillomavirus (HPV) is associated with the genesis of cervical carcinoma. The co-infection
among HPV genotypes is frequent, but the clinical significance is controversial; in Mexico, the prevalence and
pattern of co-infection differ depending on the geographic area of study. We analyzed the mono- and co-infection
prevalence of multiple HPV genotypes, as well as preferential interactions among them in a Mexico City sample
population.

Methods: This study was designed as a retrospective cohort study. Cervical cytology samples from 1163 women
and 166 urethral scraping samples of men were analyzed between 2010 and 2012. The detection of HPV infection
was performed using the hybrid capture and the genotyping was by PCR (HPV 6, 11, 16, 18, 30, 31, 33, 35, 45, 51,
and 52).

Results: 36% of women were HPV-positive and the most prevalent genotypes were HPV 51, 52, 16, and 33 (42, 38,
37, and 34%, respectively). The prevalence of co-infection was higher (75.37%) than mono-infection in women HPV
positives. All genotypes were co-infected with HPV 16, but the co-infection with 51–52 genotypes was the most
frequent combination in all cases.

Conclusion: The co-infection was very common; each HPV genotype showed different preferences for co-infection
with other genotypes, HPV 51–52 co-infection was the most frequent. The HPV 16, 33, 51 and 52 were the most
prevalent and are a public health concern to the Mexican population.
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Background
The human papillomavirus (HPV), belonging to the
Papillomaviridae family, is an infectious agent of epi-
thelial tissue with high clinical relevance for its associ-
ation with the generation of cervical carcinoma [1–3].
There are over 150 different HPV genotypes described
in humans, which are viruses with a double-stranded
circular DNA containing 8000 base pairs associated to
histones [2, 4, 5]. The HPV-DNA integration into the
infected cell genome is a key event for malignant

transformation of host cells [6, 7]. The International
Agency for Research on Cancer (IARC) states that vis-
ible genital warts are caused by low-risk HPV (LR-HPV)
genotypes such as 6, 10, 11, 32, 42, 43, 44, and 61, which
are not associated with cervical cancer [8, 9]. In contrast,
HPV genotypes 16, 18, 30, 31, 33, 35, 39, 45, 51, 52, 56,
58, 59, 66, 67, and 68 are considered as high-risk (HR-
HPV) and found in 98% of women with high-grade
squamous intraepithelial lesion [4, 9, 10].
Co-infection among HPV types is common in women,

[11] and men, [12, 13] but their clinical significance
remains controversial and the epidemiology of HPV
genotype combinations is unknown. Some studies show
that co-infection increases cervical cancer risk; [3, 14]
and the presence of multiple HPV types is associated
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with a low response and survival rate of patients with
cervical cancer that are receiving radiotherapy [15].
However, other authors found no evidence of synergy
for high-grade squamous intraepithelial lesions, [16] or
observed a viral antagonism during co-infection, [17]
which suggests that the interaction between HPV 16 and
18 shows a competitive integration into genomic DNA
of host cells when co-infected [18].
It is important to determine the epidemiology of

mono- and co-infections of HPV in order to establish
appropriate prevention strategies for the design of new
vaccines according to each population [19, 20]. In some
countries, HPV co-infection is less frequent than the
mono-infection, [21, 22] but others have a higher co-
infection prevalence [13]. In Mexico the prevalence and
patterns of co-infection differ according to the geo-
graphic location analyzed [23, 24]. However, the hy-
pothesis that the HPV genotype prefers to co-infect
with specific genotypes has not been evaluated. The
aim of this study was to analyze the co-infection preva-
lence of multiple HPV genotypes and to identify the
most frequent interactions among them within the
Mexican population.

Methods
Specimen collection
This study was designed as a retrospective cohort study.
Samples were obtained from patients that performed
clinical tests for the diagnosis of HPV infection in
Mexico City; endocervical cytology from women and ur-
ethral scrapings from men between 2010 and 2012 were
analyzed. These data were not collected or used for an-
other study and have not been previously published. The
protocol of analysis of the data obtained for diagnostic
purposes was reviewed and approved by Carpermor’s
Laboratory Ethics Committee, and was conducted ac-
cording to the ethical guidelines of the Declaration of
Helsinki and to the Official Mexican Standard NOM-
012-SSA3–2012, this study was risk free and all infor-
mation of individuals was anonymized. The study in-
cluded 1329 patients, of which 1163 were women aged
16 to 72 (31.65 ± 0.43), and 166 were men aged 21 to
68 years (36.07 ± 1.5). An endocervical brush and swab
for urethral scraping were used, and the samples were
placed in tubes with a Digene transport medium. Fi-
nally, they were frozen at −20 °C prior to analysis. All
samples were obtained and processed properly; there-
fore, all data were included for analysis.

Hybrid capture assay
To identify the HPV-positive patients, we used the Hy-
brid Capture II test (Digene) according to the manufac-
turer’s instructions. Hybridization was performed in a
microplate with the samples and corresponding probes

(probes LR-HPV were RNA of HPV 6, 11, 42, 43, and
44; and probes HR-HPV were RNA of HPV 16, 18, 31,
33, 35, 39, 45, 51, 52, 56, 58, 59, and 68). The hybrid-
ized samples were transferred to wells of capture mi-
croplate coated with anti-hybrid antibody (anti-RNA/
DNA). Then, anti-RNA/DNA-alkaline phosphatase-
conjugated and substrate dioxetane were added for de-
tection in the luminometer. The HPV-positives samples
(hybrid capture assay) were used to determine the viral
genotype by PCR.

HPV genotyping by PCR
DNA extraction was performed in 300–500 μL of each
sample using QIAamp UltraSens Virus kit (Qiagen) ac-
cording to the manufacturer’s instructions. On DNA
viral amplification by PCR, we used specific primers for
E6 and E7 region of HPV 6, 11, 16, 18, 30, 31, 33, 35, 45,
51, and 52 types (Invitrogen). For the mixture prepar-
ation, the multiplex PCR amplification kit (TaqMan) was
used according to the manufacturer’s instructions. Then,
the samples were placed in the thermocycler (GeneAmp
PCR system 9700) and amplified during 45 cycles to
the temperature corresponding to each primer. The
amplified samples were loaded into 2% agarose gel and
set in an electrophoresis chamber (Horizon 11–14,
Gibco BRL) at 80 V for 45 min. Finally, the gel bands
were observed with ethidium bromide in the transillu-
minator (MacroVue UVis-20, Hoefer) [25, 26].

Statistical analysis
Proportions were calculated from the total number of ana-
lyzed patients: HPV-positive patients for any type, and
HPV-positive patients for specific types. The analysis of
proportions was performed using the z-test from the stat-
istical software, Sigma Plot 11.0, and the graphs were
made in GraphPad Prism 5 software. Differences were
considered statistically significant for values of p < 0.05.

Results
The results were analyzed from 1329 patients samples
(both genders): 858 (64.56%) were negative and 471
(35.44%) patients were HPV-positive in the hybrid
capture test. From 1163 women evaluated, 36% were
HPV-positive; while from the 166 men tested, 24% were
positive (Additional file 1). We determined the percent-
age of patients with mono- and co-infection in each
gender (Fig. 1a). Women had a higher prevalence of co-
infection (75.37% of positive samples, #p < 0.001). We
identified patients with co-infections of two or more
HPV genotypes (Fig. 1b). Frequently, women had an in-
fection with 1 to 5 different HPV genotypes, as well as
with 6 HPV genotypes (four cases), 7 and 8 HPV geno-
types (one case), yet this represents only the sensitive
viruses for the genotyping test. Meanwhile, men had
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been infected with 1 to 4 different HPV genotypes. In
some HPV-positive patients, the specific genotype was
not identified by PCR, but the infection was detected
by hybrid capture (LR-HPV 42 to 44, or HR-HPV 39,
56, 58, 59, and 68), and the prevalence of these genotypes
was 7% in women and one case in men. The proportions
among infections with LR-HPV, HR-HPV or both were
statistically different in each gender (Fig. 1c). The number
of patients with HR-HPV was higher than that of the pa-
tients with LR-HPV or both (LR- and HR-HPV).
The different HPV genotypes assessed had distinct

prevalence (Fig. 1d); women had a higher prevalence of
HPV 16, 33, 51, and 52 with similar frequency (37, 34,
42, and 38%, respectively) and were significantly differ-
ent to other genotypes (#p < 0.001); in contrast, HPV
45 was less frequent (2.56%). In men, genotype 16 was
found in 63.41% of patients (#p < 0.001), while others
such as genotype 11 and 51 were found in ~22% of pa-
tients. HPV 18 and 31 were not identified in any of the
men samples evaluated. When comparing genders, the in-
fection frequency by genotypes 31, 33, 51, and 52 was
higher in women than men (*p < 0.05); but the prevalence
of HPV 16 was higher in men than women (**p < 0.01).

All evaluated HPV genotypes showed a preference for
co-infection in women (Table 1). Over 80% of HPV-
infected women presented a co-infection (*p < 0.001,
Table 1: C-I column in women). In all samples with
HPV 18 or 35, these genotypes were only present in
co-infection with other genotypes (Table 1, C-I column
for women). For men samples, HPV 11, 16, and 51
genotypes were found significantly in co-infection
(‡p < 0.05); however, the positive samples of men were
too scarce for a conclusive statistical analysis of other
genotypes.
The LR-HPV prevalence (genotypes 6 and 11) in-

creased with the number of genotypes that co-infected
in women. HPV 6 frequency increased with the num-
ber of genotypes that interacts (Fig. 2a), so that co-
infections of 4 and 5 viral genotypes, was present in
almost 40% of the subjects (**p < 0.01). The HPV 11
showed preference for co-infection with four geno-
types (35%, *p < 0.05) (Fig. 2b).
Differences were observed in the frequency of high-

risk genotypes analyzed (HPV 16, 18, 30, 31, 33, 35, 51,
and 52) in co-infection with others genotypes (Fig. 3).
The HPV 16 prevalence increased significantly with the

Fig. 1 The co-infection prevalence was higher than the mono-infection in HPV-positive patients. a The HPV-positive patients with mono- or
co-infection in women and men. #p < 0.001 (mono- vs co-infection), *p = 0.009 (women vs men), z-test. b Frequency of patients with single
or multiple HPV genotypes. Number of genotypes involved in co-infection was of two to eight different genotypes detected. *p = 0.005
(women vs men), z-test. c The infected patient prevalence with LR-HPV, HR-HPV or both. *p < 0.001 (LR-HPV vs HR-HPV/both); #p < 0.001
(HR-HPV vs both), z-test. d The prevalence of HPV 6, 11, 16, 18, 30, 31, 33, 35, 45, 51, 52, and other HPV genotypes was not sensitive to the
method of genotyping (?). *p < 0.05, **p < 0.01 (women vs men); #p < 0.001 (prevalence within each gender), z-test
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HPV number involved, mainly in co-infections of 3 and
5 viral genotypes (***p < 0.001), with maximum 64.5% of
individuals infected by five HPV genotypes (Fig. 3a).
There were no mono-infected patients with HPV 18, all
positive samples for HPV 18 had co-infection with two
or more different genotypes, and were significant to 2,
4, and 5 viral genotypes (Fig. 3b). Similarly, genotype 35
was found exclusively in co-infection, never as single
infection, in co-infections of five genotypes, the HPV
35 had a frequency of 38.7% of women (Fig. 3f ).

The HPV 30 and 31 were mainly found in co-infections
of 5 viral genotypes and 4–5 genotypes, respectively
(Fig. 3c and d). Interestingly, HPV 33 had a clear asso-
ciation with other genotypes and was detected in 80%
of infected patients with five different genotypes, simi-
lar to HPV 51 and 52 types (77 and 80%, respectively).
These three genotypes (HPV 33, 51, and 52) were postu-
lated as genotypes with greater frequency and association
(Fig. 3e, g, and h). Finally, HPV 45 did not show prefer-
ence for some co-infections, perhaps due to their low
prevalence and it is necessary to increase the number of
positive samples to verify this data.
We analyzed if each genotype was preferably associ-

ated with another genotype; within the frequency of each
genotype, it was possible to determine the preference for
co-infection with another genotype (Additional file 2
and Table 2). All genotypes significantly co-infected with
HPV 16, but did not have the higher frequencies (Table
2, HPV 16 column). The low-risk genotypes such as
HPV 6 and 11 co-infected with HPV 16, 33, 51, and 52
frequently (p < 0.001). For the cervical samples with
HPV 16 (the genotype strongly associated with cervical
cancer), we found that the ~20% positive samples to
HPV 16 co-infected mainly with HPV 33, 51 or 52
(p < 0.001, Table 2: HPV 16 row). The HPV 18 co-
infects frequently with genotypes 51 and 52 (~30%,
p < 0.001, Table 2: HPV 18 row), followed by the co-
infection with HPV 33, 16, and 6. The genotypes 30 and
31 co-infected frequently with HPV 52, while HPV 33
co-infected significantly with HPV 6, 16, and 51, but not
with genotype 52. Interestingly, HPV 35 co-infected spe-
cifically with HPV 16 and 6, but not with the most
prevalent genotypes, HPV 51 and 52. Similar to above,
the HPV 45 only co-infected significantly with HPV 16.
The co-infection between HPV 51 and 52 was the most
frequent combination (51.93 and 58.02%, respectively,
Table 2: HPV 51 and 52 rows). Additionally, HPV 51
and 52 significantly co-infect with HPV 16 and 6.

Discussion
The HPV-infections are clearly associated with the devel-
opment of cervical cancer and it is necessary to establish
vaccine strategies to reduce the incidence of infections of
all prevalent genotypes in each country. Our findings sug-
gest that HPV 16, 33, 51, and 52 genotypes are of public
health concern due to their high prevalence, similar to
HPV prevalence found in Brazil [20] and in the Kingdom
of Bahrain [19], and this is probably the cause of the in-
creased incidence of cervical cancer in Mexico; recently,
HPV 33 and 52 are considered in new vaccines [27]. We
identified that 24% of the tested men were infected with
HPV, a lower prevalence than women; while other authors
found a higher prevalence (61.9%) of infected Mexican
men, similar to the USA and less than Brazil [23]. The

Table 1 Prevalence of each HPV genotype identified in
mono- and co-infection of women and men. First column
correspond to HPV genotypes tested. Second column cluster
correspond to women data of mono-infection, co-infection,
and number samples of each genotype. Third column cluster
correspond to men data of mono-infection, co-infection, and
the number samples. Data represent as percentage of mono- or
co-infection for each genotype

Type Women Men

M-I (%) C-I (%) n M-I (%) C-I (%) n

6 17.86 82.14* 84 25 75 4

11 19.35 80.65* 93 20 80‡ 10

16 13.21 86.79* 159 30.77 69.23‡ 26

18 0 100* 37 0 0 0

30 18.92 81.08* 37 100 0 1

31 6.9 93.1* 58 0 0 0

33 6.16 93.84* 146 28.57 71.43 7

35 0 100* 53 0 100 1

45 18.18 81.82* 11 0 100 1

51 6.08 93.92* 181 11.11 88.89† 9

52 6.79 93.21* 162 42.86 57.14 4

M-I: Mono-Infection
C-I: Co-Infection
z-test: *p < 0.001, †p < 0.01, ‡p < 0.05

Fig. 2 The frequency of low-risk HPV genotypes increased with
the number of HPV genotypes in co-infection. Data represents the
percentage of infected women with a) HPV 6 and b) HPV 11 in
co-infection of 2, 3, 4, and 5 different genotypes *p < 0.05, **p < 0.01
(single- vs co-infection), z-test
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Fig. 3 The frequency of high-risk HPV genotypes increased with the number of HPV genotypes in co-infection. Data represents the percentage of
infected women with a) HPV 16, b) 18, c) 30, d) 31, e) 33, f) 35, g) 51, and h) 52 in co-infection of 2, 3, 4, and 5 genotypes *p < 0.05, *p < 0.01,
***p < 0.001 (single- vs co-infection), z-test

Table 2 Interaction among HPV genotypes in infected women with two or more genotypes. First column correspond to HPV
genotypes tested in women, each row show that percentage of frequency of co-infection with other genotypes identified in the
next eleven columns. Last column show the number samples with each genotype. Data represent as percentage of co-infection for
each genotype. See Additional file 2

Type 6 11 16 18 30 31 33 35 45 51 52 n

6 - 33.33* 28.57* 9.52 9.52 8.33 35.71* 15.48 1.19 39.29* 38.10* 84

11 30.11* - 30.11* 4.3 4.3 5.38 17.20† 5.38 0 32.26* 20.43† 93

16 15.09* 17.61* - 5.03 4.40 7.55 25.16* 13.84† 3.14 26.42* 20.13* 159

18 21.62† 10.81 21.62‡ - 0 13.51 24.32‡ 0 5.41 27.03† 32.43† 37

30 21.62† 10.81 18.92‡ 0 - 5.41 16.22‡ 8.11 0 16.22‡ 24.32† 37

31 12.07 8.62 20.69† 8.62 3.45 - 13.79 5.17 1.72 22.41† 27.59‡ 58

33 22.05* 10.96 27.4* 6.16 4.11 5.48 - 3.42 0 15.07† 11.64 146

35 24.53† 9.43 41.51* 0 5.66 5.66 9.43 - 0 5.66 3.77 53

45 9.09 0 45.45‡ 18.18 0 9.09 0 0 - 9.09 9.09 11

51 18.23* 16.57* 23.2* 5.52 3.31 7.18 12.15 1.66 0.55 - 51.93* 181

52 19.75* 11.73 19.75* 7.41 5.56 9.88 10.49 1.23 0.62 58.02* - 162

z-test: ‡p < 0.05, †p < 0.01, *p < 0.001
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women showed a higher prevalence (36%) of infection
than men, similar to results obtained in Italy where a
prevalence of 35.9% HPV infected women was identified
[28]. In Puebla, Mexico, a lower prevalence of infected
women (25.4%) was identified, and some of the most com-
mon genotypes differ from our study: the HPV 16 (54.2%)
had a higher prevalence than HPV 18 (37.3%), while HPV
31, 6, and 11 genotypes were less frequent (9.6, 9.6, and
4.8%, respectively) [11].
In southeastern Mexico, the low-risk genotypes (HPV 6

and 11) had a higher prevalence, [29] but in patients with
cervical intraepithelial neoplasia, the HPV 16 and 58 were
prevalent (30.6 and 24%, respectively); HPV 18 was not
identified [30]. Meanwhile, in African countries, the
prevalence of HPV 16, 33, and 58 was greater than that of
other types [31]. In Mexican patients with cervical cancer,
it was found that HPV 16 had a frequency of 71.6% and
HPV 18 had only 4.6%; HPV 58 was found in 18.6% of
patients with a high-risk squamous intraepithelial lesion
[32]. In the colposcopies of patients with intraepithelial le-
sions and cervical cancer, HPV 58 had a high prevalence
(28.5%), while 25.7% presented HPV 16 [33].
The above evidence establishes the correlation of HPV

16 and 58 in the carcinogenesis of Mexican women;
meanwhile, HPV 18 appears to have no role [33]. Our
results suggest that besides HPV 16 and 58, HPV 51 and
52 types may have a role in cervical carcinogenesis due
to their high frequency, but further studies are necessary
to support this data. A similar presence of HPV geno-
types were found in Mexican soldiers with a high fre-
quency of HR-HPV 52, 51, 16, and 58 types, and of LR-
HPV 6, 11, 53, and 84 [34]. The variability of the viral
prevalence among studies could be due to the geograph-
ical area of the selected population and the anatomical
site of sampling. Particularly, a study found that in men,
the HPV detection is better if the sample is from the ex-
ternal genital skin. Conversely, if the sample is obtained
from the urethra and urinary meatus, the HPV detection
potentially decreases [34]. These factors should be con-
sidered in future research and clinical practice.
The HPV co-infection with multiple genotypes probably

promotes the progression of intraepithelial lesions and
cervical cancer in Mexican women. We found that the co-
infection among HPV genotypes was more frequent than
mono-infection in the tested population, involving a
greater number of viral genotypes (7 and 8 different geno-
types identified in one case). In contrast, in another study
from southeast Mexico, only 23.5% of HPV-positive pa-
tients showed multiple infections with 2 and 3 different
genotypes [29]. In Italy, the co-infection is less frequent
than the mono-infection, [28] as well as in Spain [35].
The genotypes 16 and 18 are classified as oncogenic in

humans (group 2A), [9] our data showed a higher preva-
lence of genotype 16, with capacity to co-infect with all

tested genotypes and probably a synergistic interaction
in the carcinogenesis. In turn, the prevalence of HPV 18
was very low and all infected individuals with this geno-
type had co-infection. These results suggest that HPV 16
is the major genotype involved in cervical carcinoma in
Mexican women. In the tested population, the genotypes
51 and 52 presented the higher prevalence, even exceed-
ing HPV 16. Thus, in Mexico, the creation of a vaccine
that provides protection against HR-HPV 51 and 52 is
necessary. Similarly, a high frequency of co-infection of
HPV 16 and 51 with different LR- and HR-HPV was
found in Italy [28] and Brazil [20].
Currently, the clinical relevance of co-infection in the

generation and progress of cervical cancer is unclear. It
is likely to happen that initial infection with a particular
genotype creates the best conditions for another geno-
type to infect, and without the first, a second one does
not infect per se. This phenomenon may occur for HPV
18 and 35, genotypes only presented in co-infection
(Table 2). In Colombian women, it was found that infec-
tion with HPV 16 or 18 increases the risk of getting an
HPV 58 infection [21]. However, another study con-
cluded that the risk factor for viral acquisition did not
differ between mono- and co-infection, and stated that
new infections were random [36].
In co-infections detected in the primary tumor, it was

found that a viral genotype DNA integrates into the host
genome, while the other was maintained in episomal
form; [18] but in metastatic cells, co-infection remains
and both genotypes were integrated into the genomic
DNA [37]. The relevance of this remains unclear, but it is
likely that integration of two or more viruses is essential
for metastasis to start. Furthermore, it was determined
that although the viral DNA remains at episomal state, it
can generate chromosomal instability in the host cell [3].
In contrast, antagonism has been proposed by viral inter-
ference between a high- and low-risk HPV [17]. This sug-
gests that in patients co-infected with high and low-risk
HPV, it will be less likely to develop carcinoma.
The interaction among multiple HPVs may have impli-

cations in oncogenic risk [38]. In Brazil, researchers found
that co-infection promotes cervical carcinogenesis; [14]
and in Sweden the co-infection of HPV 16 and 18 is
related to a higher risk of cervical adenocarcinoma in situ,
and invasive generation [3]. A study in Italy showed that
in patients with cervical intraepithelial neoplasia the most
common co-infections were HPV 16–18 and 51–52, and
also co-infections of three genotypes, such as HPV 16–51-
52 [38]. In Mexico City, the co-infection of HPV 16 and
68 increases the risk of high-grade lesions and cervical
cancer [39]. Our data showed that HPV 16, a genotype
with high clinical relevance, co-infects with all genotypes
tested, but the most common co-infection was HPV
51–52 (Table 3).
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Conclusions
Based on this data, we concluded that besides HPV 16,
the genotypes 33, 51 and 52 are public health concerns
and could contribute to cervical carcinogenesis within
the Mexican population due to their high frequency.
Moreover, the preferential associations among different
HPV types (mainly HR-HPV), most likely represent a
synergistic interaction in cervical carcinogenesis. These
findings call for focusing our research efforts on the
clinical implications of the interaction among the different
HPV genotypes in co-infections, and for developing new
preventive and therapeutic strategies according to the
pattern of prevalence in Mexico or other countries.

Additional files

Additional file 1: HPV genotypes data. The file includes the hybrid
capture and genotyping results for each sample and age ranges. The
information of gender and age were removed to maintain participant
confidentiality. (XLSX 44 kb)

Additional file 2: Graph of interactions among HPV genotypes. The
graph corresponds to the data shown in Table 2. Each bar represent the
percentage of infected patients (Z axis) with a particular genotype (*X axis,
correspond to first column of Table 2) in co-infection with other genotypes
analyzed (Y axis). The graphic highlights the strong association between
HPV 51 and 52. (TIFF 270 kb)

Abbreviations
HPV: human papillomavirus; HR-HPV: high-risk human papillomavirus;
IARC: The International Agency for Research on Cancer; LR-HPV: low-risk
human papillomavirus; PCR: polymerase chain reaction

Acknowledgements
This research was supported by grants from Grupo Diagnóstico Médico Proa,
S.A. de C.V. The technical, chemical and medical staff of the Laboratorio Médico
Del Chopo and Laboratorio Carpermor helped the accomplishment of this
work. We thank Damaris Albores-García, PhD for her valuable comments to
improve this work.

Funding
This work was supported by resources from Grupo Diagnóstico Médico
Proa S.A. de C.V. and by author’s resource. We did not receive specific
funding for this study.

Availability of data and materials
The dataset supporting the conclusions of this article is included within
the article and its additional file.

Authors’ contributions
JGB contributed in processing samples and scrapings cytological urethral
to identify human papillomavirus genotypes by polymerase chain reaction.
JARD contributed processing in testing hybrid capture polymerase chain
reaction and human papillomavirus genotyping. JMPB participated in study
conception, statistical analysis and interpretation, drafting and design the
manuscript. RDCV is author responsible for the study conception and
design, statistical analysis and interpretation, graphs, tables, and drafting
of the manuscript. All authors reviewed and approved the manuscript.

Ethics approval and consent to participate
The protocol was designed as a retrospective cohort study; we considered
the results of 1329 individuals attended the laboratory clinical to practice
the Papanicolaou test and scraping urethral between 2010 and 2012. We
do not have informed consent because we conducted a retrospective
study. We designed the protocol for the analysis of information according
to the guidelines of the Declaration of Helsinki and to the Official Mexican
Standard NOM-012-SSA3–2012 ensuring respect for all human beings and
protect their health, their individual rights and confidentiality of personal
information. This analysis protocol information was submitted for review
and was approved by the ethics committee of the Laboratory Carpermor.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details
1Departamento de Genómica y Biología Molecular, Laboratorio Carpermor,
06470 CDMX, Mexico. 2Dirección de Proyectos e Investigación, Grupo
Diagnóstico Médico Proa, 06400 CDMX, Mexico. 3Departamento de
Investigación Clínica, Grupo Diagnóstico Médico Proa, 06400 CDMX, Mexico.
4Departamento de Farmacología, Centro de Investigación y de Estudios
Avanzados del IPN (CINVESTAV-IPN), 07360 CDMX, Mexico.

Received: 20 March 2016 Accepted: 1 August 2017

References
1. Bosch FX, Manos MM, Munoz N, Sherman M, Jansen AM, Peto J, Schiffman

MH, Moreno V, Kurman R, Shah KV. Prevalence of human papillomavirus in
cervical cancer: a worldwide perspective. International biological study on
cervical cancer (IBSCC) study group. J Natl Cancer Inst. 1995;87(11):796–802.

2. zur Hausen H. Papillomaviruses and cancer: from basic studies to clinical
application. Nat Rev Cancer. 2002;2(5):342–50.

3. Dahlstrom LA, Ylitalo N, Sundstrom K, Palmgren J, Ploner A, Eloranta S,
Sanjeevi CB, Andersson S, Rohan T, Dillner J et al. Prospective study of
human papillomavirus and risk of cervical adenocarcinoma. Int J Cancer.
2010;127(8):1923–1930.

Table 3 Prevalent genotypes and frequent co-infections in some countries. The first row of Mexico corresponds to our results.
HPV 16, 51, and 52 genotypes were commonly reported

Country/Population HPV genotypes with high prevalence Frequent co-infections Ref.

Mexico / Mexico City 51, 52, 16, and 33a 51–52, 16–52, 16–51, and 16-33a -

16, 18, and 68 16–68 [39]

Brazil / Goiânia 16, 51, 31, 52, and 18 16–18 [20]

Kingdom of Bahrain 52, 16, 31, and 51 16–52, 16–31, 16–45, 16–56, and 18–52 [19]

Italy 16, 31, 51, 52, and 6 16–18, 51–52, 16–51-52, and 31–35-56 [38]
aOur results

Gallegos-Bolaños et al. BMC Cancer  (2017) 17:531 Page 7 of 8

dx.doi.org/10.1186/s12885-017-3519-7
dx.doi.org/10.1186/s12885-017-3519-7


4. Cardoso JC, Calonje E. Cutaneous manifestations of human
papillomaviruses: a review. Acta Dermatovenerol Alp Panonica Adriat. 2011;
20(3):145–154.

5. You J. Papillomavirus interaction with cellular chromatin. Biochim Biophys
Acta. 2010;1799(3-4):192–199.

6. Moody CA, Laimins LA. Human papillomavirus oncoproteins: pathways to
transformation. Nat Rev Cancer. 2010;10(8):550–560.

7. Williams VM, Filippova M, Soto U, Duerksen-Hughes PJ. HPV-DNA
integration and carcinogenesis: putative roles for inflammation and
oxidative stress. Future Virol. 2011;6(1):45–57.

8. Burk RD, Chen Z, Harari A, Smith BC, Kocjan BJ, Maver PJ, Poljak M.
Classification and nomenclature system for human Alphapapillomavirus
variants: general features, nucleotide landmarks and assignment of HPV6
and HPV11 isolates to variant lineages. Acta Dermatovenerol Alp Panonica
Adriat. 2011;20(3):113–123.

9. IARC Working Group on the Evaluation of Carcinogenic Risks to Humans.
Human papillomaviruses. IARC Monogr Eval Carcinog Risks Hum. 2007; 90:
1–636.

10. Faridi R, Zahra A, Khan K, Idrees M. Oncogenic potential of Human
Papillomavirus (HPV) and its relation with cervical cancer. Virol J. 2011;8:269.

11. Velazquez-Marquez N, Paredes-Tello MA, Perez-Terron H, Santos-Lopez G,
Reyes-Leyva J, Vallejo-Ruiz V. Prevalence of human papillomavirus
genotypes in women from a rural region of Puebla Mexico. Int J Infect Dis.
2009;13(6):690–5.

12. Vaccarella S, Plummer M, Franceschi S, Gravitt P, Papenfuss M, Smith D, Villa
L, Ponce EL, Giuliano AR: Clustering of human papillomavirus (HPV) types in
the male genital tract: the HPV in men (HIM) study. J Infect Dis. 2011;
204(10):1500–1504.

13. Rositch AF, Poole C, Hudgens MG, Agot K, Nyagaya E, Moses S, Snijders PJ,
Meijer CJ, Bailey RC, Smith JS. Multiple human papillomavirus infections and
type competition in men. J Infect Dis. 2012;205(1):72–81.

14. Trottier H, Mahmud S, Costa MC, Sobrinho JP, Duarte-Franco E, Rohan TE,
Ferenczy A, Villa LL, Franco EL. Human papillomavirus infections with
multiple types and risk of cervical neoplasia. Cancer Epidemiol Biomark Prev.
2006;15(7):1274–80.

15. Bachtiary B, Obermair A, Dreier B, Birner P, Breitenecker G, Knocke TH, Selzer E,
Potter R. Impact of multiple HPV infection on response to treatment and
survival in patients receiving radical radiotherapy for cervical cancer. Int J
Cancer. 2002;102(3):237–43.

16. Wentzensen N, Nason M, Schiffman M, Dodd L, Hunt WC, Wheeler CM. No
evidence for synergy between human papillomavirus genotypes for the risk
of high-grade squamous intraepithelial lesions in a large population-based
study. J Infect Dis. 2014;209(6):855–64.

17. Luostarinen T, af Geijersstam V, Bjorge T, Eklund C, Hakama M, Hakulinen T,
Jellum E, Koskela P, Paavonen J, Pukkala E, et al. No excess risk of cervical
carcinoma among women seropositive for both HPV16 and HPV6/11.
Int J Cancer. 1999;80(6):818–22.

18. Badaracco G, Venuti A, Sedati A, Marcante ML. HPV16 and HPV18 in genital
tumors: significantly different levels of viral integration and correlation to
tumor invasiveness. J Med Virol. 2002;67(4):574–82.

19. Moosa K, Alsayyad AS, Quint W, Gopala K, DeAntonio R. An epidemiological
study assessing the prevalence of human papillomavirus types in women in
the Kingdom of Bahrain. BMC Cancer. 2014;14:905.

20. Figueiredo Alves RR, Turchi MD, Santos LE, Guimaraes EM, Garcia MM, Seixas MS,
Villa LL, Costa MC, Moreira MA, Alves Mde F. Prevalence, genotype profile and
risk factors for multiple human papillomavirus cervical infection in unimmunized
female adolescents in Goiania, Brazil: a community-based study. BMC Public
Health. 2013;13:1041.

21. Mendez F, Munoz N, Posso H, Molano M, Moreno V, van den Brule AJ,
Ronderos M, Meijer C, Munoz A. Cervical coinfection with human
papillomavirus (HPV) types and possible implications for the prevention
of cervical cancer by HPV vaccines. J Infect Dis. 2005;192(7):1158–65.

22. Oliveira LH, Rosa ML, Cavalcanti SM. Patterns of genotype distribution in
multiple human papillomavirus infections. Clin Microbiol Infect. 2008;14(1):60–5.

23. HPV Study group in men from Brazil, USA and Mexico. Human
papillomavirus infection in men residing in Brazil, Mexico, and the USA.
Salud Publica Mex. 2008;50(5):408–418.

24. Vaccarella S, Franceschi S, Herrero R, Schiffman M, Rodriguez AC, Hildesheim
A, Burk RD, Plummer M. Clustering of multiple human papillomavirus
infections in women from a population-based study in Guanacaste, Costa
Rica. J Infect Dis. 2011; 204(3):385–390.

25. Kado S, Kawamata Y, Shino Y, Kasai T, Kubota K, Iwasaki H, Fukazawa I,
Takano H, Nunoyama T, Mitsuhashi A, et al. Detection of human
papillomaviruses in cervical neoplasias using multiple sets of generic
polymerase chain reaction primers. Gynecol Oncol. 2001;81(1):47–52.

26. Díaz JAC, García ES. Detección del virus del papiloma humano (VPH)
por el método de reacción en cadena de la polimerasa (PCR). Bioquimia.
2004;29(99):106.

27. Pitisuttithum P, Velicer C, Luxembourg A. 9-Valent HPV vaccine for cancers,
pre-cancers and genital warts related to HPV. Expert Rev Vaccines.
2015;14(11):1405–19.

28. Piana A, Sotgiu G, Castiglia P, Pischedda S, Cocuzza C, Capobianco G, Marras
V, Dessole S, Muresu E. Prevalence and type distribution of human
papillomavirus infection in women from North Sardinia, Italy. BMC Public
Health. 2011;11:785.

29. Canche JR, Canul J, Suarez R, de Anda R, Gonzalez MR. [Infection by human
papilloma virus amongst female inmates in a social re-adaptation centre in
South-West Mexico]. Rev Esp Sanid Penit. 2011;13(3):84–90.

30. Canche JC, Lopez IR, Suarez NG, Acosta GC, Conde-Ferraez L, Cetina TC,
Losa MR. High prevalence and low E6 genetic variability of human
papillomavirus 58 in women with cervical cancer and precursor lesions in
Southeast Mexico. Mem Inst Oswaldo Cruz. 2010;105(2):144–148.

31. Garcia-Espinosa B, Nieto-Bona MP, Rueda S, Silva-Sanchez LF, Piernas-
Morales MC, Carro-Campos P, Cortes-Lambea L, Moro-Rodriguez E.
Genotype distribution of cervical human papillomavirus DNA in women
with cervical lesions in Bioko Equatorial Guinea. Diagn Pathol. 2009;4:31.

32. Pina-Sanchez P, Hernandez-Hernandez DM, Lopez-Romero R, Vazquez-Ortiz G,
Perez-Plasencia C, Lizano-Soberon M, Gonzalez-Sanchez JL, Cruz-Talonia F,
Salcedo M. Human papillomavirus-specific viral types are common in Mexican
women affected by cervical lesions. Int J Gynecol Cancer. 2006;16(3):1041–7.

33. Gonzalez-Losa Mdel R, Rosado-Lopez I, Valdez-Gonzalez N, Puerto-Solis M.
High prevalence of human papillomavirus type 58 in Mexican colposcopy
patients. J Clin Virol. 2004;29(3):202–5.

34. Aguilar LV, Lazcano-Ponce E, Vaccarella S, Cruz A, Hernandez P, Smith JS,
Munoz N, Kornegay JR, Hernandez-Avila M, Franceschi S. Human
papillomavirus in men: comparison of different genital sites. Sex Transm
Infect. 2006;82(1):31–3.

35. Martin P, Kilany L, Garcia D, Lopez-Garcia AM, Martin-Azana MJ, Abraira V,
Bellas C. Human papillomavirus genotype distribution in Madrid and
correlation with cytological data. BMC Infect Dis. 2011;11:316.

36. Rousseau MC, Abrahamowicz M, Villa LL, Costa MC, Rohan TE, Franco EL.
Predictors of cervical coinfection with multiple human papillomavirus types.
Cancer Epidemiol Biomark Prev. 2003;12(10):1029–37.

37. Ciotti M, Paba P, Bonifacio D, Di Bonito L, Benedetto A, Favalli C. Single or
multiple HPV types in cervical cancer and associated metastases. Oncol Rep.
2006;15(1):143–8.

38. Spinillo A, Dal Bello B, Alberizzi P, Cesari S, Gardella B, Roccio M, Silini EM.
Clustering patterns of human papillomavirus genotypes in multiple infections.
Virus Res. 2009;142(1–2):154–9.

39. Carrillo-Garcia A, Ponce-de-Leon-Rosales S, Cantu-de-Leon D, Fragoso-
Ontiveros V, Martinez-Ramirez I, Orozco-Colin A, Mohar A, Lizano M.
Impact of human papillomavirus coinfections on the risk of high-grade
squamous intraepithelial lesion and cervical cancer. Gynecol Oncol.
2014;134(3):534–9.

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

Gallegos-Bolaños et al. BMC Cancer  (2017) 17:531 Page 8 of 8


	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Specimen collection
	Hybrid capture assay
	HPV genotyping by PCR
	Statistical analysis

	Results
	Discussion
	Conclusions
	Additional files
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

