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Reply to ‘Letter to the Editor’

Thank you for giving us more time to answer the
comments made to our paper: Human papillomavirus
frequency in oral epithelial lesions [Lazzari et al. (1)].
First, we would like to clarify that we have planned a
study using material from smears collected with a
cytobrush and not from biopsied lesions. Our main
objective was to determine the frequency of human
papillomavirus (HPV) in these lesions (only in oral
epithelial lesions). It should be pointed out that the use
of this technique of collecting material maintains a
percentage viability similar to what is found when using
DNA extraction of biopsied material (2). In addition,
not all lesions were biopsied because this is not a routine
in the Stomatology Ambulatory where the samples were
collected. In fact, the routine involves taking biopsies
only when it is necessary to remove the total lesion or
when the clinical characteristics do not allow a clear
diagnostic definition. The biopsed samples that were no
epithelial lesion were excluded from the analysis.

The use of specific MY primers of the L1 region of the
HPV genome was already established in our laboratory,
and currently are indeed too many scientific manuscripts
supporting their utilization with confident results.
Beside that, in our laboratory the use of the GP5+/
GP6+ system is not yet standardized, by the contrary,
in some doubtful cases of HPV infection, the utilization
of these primers showed less sensitivity and as above-
mentioned the MY primers were the available tools at
the moment of our study. Sure, more sensitive primers
are currently being assayed. Indeed, primer sets such as
SPF1/2 were tested even with better results than the
GP5+ /6+. On the contrary, it is important to point out
that the standardization of the GP5+/6+ has several
difficulties in standardization procedures, because the
internal adapter in their long sequence.

Regarding the utilization of a more purified Tagq
DNA polymerase as suggested, we can mention that as
the purification procedures were very carefully conduc-
ted, the amplification was performed as in our laborat-
ory routine assays, we do not consider as a crucial point
the utilization of enzymes of better quality, because as
demonstrated in another manuscripts, the utilization of
any other one is enough to get excellent results.

As it was mentioned in the article, the literature
describes a large range of HPV-positive frequencies in
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7. Giovannelli L, Campisi G, Lama A, et al. Human papil-
lomavirus DNA in oral mucosal lesions. J Infect Dis 2002;
185: 833-6.

8. Kay P, Mechan K, Williamson A. The use of nested
polymerase chain reaction and restriction fragment length
polymorphism for the detection and typing of mucosal
human papillomaviruses in samples containing low
copy numbers of viral DNA. J Virol Methods 2002; 105:
159-70.

9. Miller CS, Johnstone BM. Human-papillomavirus as a risk
factor for oral squamous cell carcinoma: a meta-analysis,
1982-1997. Oral Surg Oral Med Oral Pathol Oral Radiol
Endod 2001; 91: 622-35.

oral lesions (from 5 to 80%) (3-5). A low positive
frequency observed in our sample was also surprising to
our team, specially because we were expecting a low
income population with less access to health services for
regular visits. However, these characteristics in our
studied population were evenly distributed. Therefore,
we believe that this fact contributed for the lower HPV
frequency reported in our article. Also, the observed
HPYV frequency is within the large range described in the
literature.

It should also be mentioned that one of the limitations
of our work was the small size of the studied sample. This
fact made difficult to analyse the HPV positivity stratified
into different lesion types, i.e. there was no sufficient
individuals in each cell to perform the analysis. In fact,
we observed: five lesions of lichen planus (one HPV +,
corresponding to 20% within these lesions); seven lesions
of leukoplakia (one HPV +, corresponding to 14.3%
within these lesions). These frequencies are similar from
the results reported by Giovannelli et al. (6). We have
considered that the number of cases in each strata
observed in our study was small to make further
statistical analysis.

Another limitation of our work was the fact that we
did not carry out the sample collections in duplicate
which would have been very helpful to prevent the loss
of material because of degradation.

Considering all comments and despite the limita-
tions of this work, we believe that the publication of
our results are relevant to the scientific community
even with the low HPV frequency observed, specially
because of the atypical HPV types found in the oral
lesions.

We thank you again for giving us more time to
answering the letter, and we hope that our comments
are within the expectations of Dr Giovannelli’s team.

Carmen M. Lazzari

Rua Sdo Luiz

1144, apt 801

Bairro Santana

Porto Alegre

Rio Grande do Sul

Brazil CEP: 90620-170

Tel.: 55 (51) 3217 4499

E-mail: carlaz44@terra.com.br, meb@ famed.ufrgs.br
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