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Figure 4 Multinucleate giant cells are seen lining the endocervical glands. The adjacent
epithelium appears normal with small basal nucle:.

cell change. The focal nature of these lesions
precluded study in the two other cases.

Results

Nine out of 21 cases of adenocarcinoma in
situ tested positive with the HPV 16/18
probe. Positivity was seen as a fine granular
dark blue nuclear staining (fig 5) or dot-like
nuclear staining in affected endocervical
glands. One of the cases positive for HPV
16/18 was also positive for HPV 31/33/35.
Three of four cases in which CIN was co-
existent with adenocarcinoma in situ and pre-
sent in the block selected for study, showed
the presence of the same HPV type (16/18)
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within both the CIN and the adenocarcinoma
in situ lesions.

None of the 10 cases of endocervical
glandular dysplasia or the four cases of endo-
cervical glandular epithelial multinucleation
showed hybridisation with any of the HPV
DNA probes used.

All 10 cases of normal cervical biopsy spec-
imens tested were negative for HPV DNA.
Immunoperoxidase stains for herpes virus
infection was negative in the two cases of
endocervical glandular epithelial multinucle-
ation tested.

Discussion

Forty three per cent of adenocarcinoma in
situ lesions in this study (nine out of 21
cases) contained HPV DNA in neoplastic cell
nuclei using a DNA in situ hybridisation
method with a commercial kit preparation.
Tase et al examined 21 cases of adenocarci-
noma in situ eleven of which also contained
microinvasive adenocarcinoma, for HPV
DNA by using >H labelled HPV 16 and HPV
18 probes®; 70% of these cases were positive
for HPV DNA. Using biotin labelled HPV
DNA probes on paraffin wax sections with a
streptavidin alkaline phosphatase detection
system, Jaworski showed the presence of
HPV DNA in 70% of cases.” The variation in
positive results in these different series is
largely explained by the difference in sensitiv-
ity of the methods used. This was also found
in another study using this methodology and
which included some cases reported in this
paper.'* Methods using radioactive isotope
labelled probes are highly sensitive and detec-
tion may be possible with fewer than five viral

Figure 5 In situ hybridisation for HPV DNA 16/18. Dark blue granular nuclear staining detects presence of HPV

within nuclei of this section showing adenocarcinoma in situ. Relevant ined non-

(Methyl green counterstain).
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copies per nucleus. With the commercial kit
preparations 10 to 20 viral copies are needed
before HPV can be detected. A study using
HPV mRNA expression showed the presence
of HPV in 15 out of 17 (88%) cases.’
Geographic variation in prevalence of HPV
may also account for part of the difference in
results obtained from HPV studies of adeno-
carcinoma in situ and may explain why a
recent study from the United Kingdom failed
to reveal similar results.'*

One of the cases of adenocarcinoma in situ
positive for HPV 16/18 was also positive for
31/33/35. This may be a case of mixed infec-
tion but this test kit uses lower stringency in
order to achieve higher sensitivity and this is
probably a more likely explanation.

None of the 10 cases of endocervical glan-
dular dysplasia of the uterine cervix tested
contained HPV DNA. If these lesions con-
tained low viral copy numbers, detection may
not have occurred using the commercial kit
method. If these are pre-neoplastic HPV
induced lesions, however, at least some cases
should be detected by this method given the
results obtained for AIS lesions. Alternatively,
glandular dysplasia may not be lesion induced
by HPV and hence not necessarily a pre-
neoplastic lesion. These results support the
findings by Tase er al and support the idea
that many of these lesions of endo-
cervical glandular dysplasia represent reactive
changes.¢

Microglandular endocervical hyperplasia
has also been suggested as a possible HPV
induced pre-neoplastic lesion.!®!” There does
not, however, seem to be enough evidence for
this.$

The cause of multinucleation of endocervi-
cal glandular epithelial cells remains obscure.
No cytopathic changes or viral inclusions to
suggest herpes virus infection are seen in
these cases. Absence of herpes virus infection
was confirmed in two cases by negative
immunoperoxidase stains for herpes virus
infection. It has been suggested that this
multinucleation may be caused by HPV.’
None of the four cases of giant cell change
tested for HPV, however, showed any positive
reactions. If these are pre-neoplastic
HPV induced glandular lesions comparable
with pre-neoplastic HPV induced squamous
epithelial lesions—namely, koilocytosis—
extremely high viral copy numbers should be
present in their nuclei similar to the situation
with koilocytes.

Therefore it seems highly unlikely that
these lesions are induced by HPV. More sen-
sitive in situ hybridisation studies have not
been reported and ultrastructural studies are
not available. Studies of this nature are
warranted to clarify adequately the nature of
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these giant cells.

In conclusion, the results of this study
show that while adenocarcinoma in situ is an
HPV associated lesion, the virus probably
plays little part in the development of endo-
cervical glandular dysplasia or endocervical
glandular epithelial giant cell change.
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