
516 SAMJ
VOL 83 JULlE 1993

REFERE_'CES

1. Saiki RK, Scharf S, Faloona F, et al. Enzymatic amplification of B
globin genomic sequences and restriction site analysis for diagnosis
of sickle cell anaemia. Science 1985; 230: 1350-1354.

2. Mullis KB, Faloona FA. Specific synthesis of DNA in ,~tro via a
polymerase-catalyzed chain reaction. Methods Enzymol 1987;
155(F): 335-350.

3. Bell J. The polymerase chain reaction. Immunology Today 1989; 10:
351-355.

4. Van Helden PD, Toit R, Jordaan A, et 01. The use of the poly
merase reaction test in the diagnosis of tuberculosis. S Afr Med J
1991; 80: 515-516.

5. Denter M, Ramsay M, Jenkins T. Cystic fibrosis: Pan 1. Frequency
of the delta F508 mutation in South African families ,vith cystic
fibrosis. SAfrMedJ 1992; 82: 7-10.

6. Denter M, Ramsay M, Jenkins T. Cystic fibrosis: Part IT. New
developments in cystic fibrosis - implications for carrier detection
and genetic counselling. S Afr MedJ 1992; 82: 11-13.

7. Herbert JS, Retief AE. The frequency of the delta F508 mutation
in cystic fibrosis genes of 71 unrelated South African cystic fibrosis
patients. S Afr MedJ 1992; 82: 13-15.

8. Kwok S. Dectection of human retroviruses by PCR. Ann Med
1992; 24(3): 211-214.

9. Nga H, Murckomi Y, Hayashi K, Saro H. Mutations of the p53
gene and their relation ro disease progression in B-cell lymphoma.
Blood 1992; 79: 2701-2707.

10. Osbome RJ, Merlo GR, Mitsudami T, et al. Mutations in the p53
gene in primary hwnan brcast cancer. Cancer Res 1991; 51: 6194
6198.

11. Sameshima Y, Matsuno Y, Hirohashi S, et al. Alterations of the
p53 gene are common and critical events for the maintenance of
malignant phenotypes in small-celllung carcinoma. Oncogene 1992;
7: 451-457.

12. Lee MS, Chang KS, Cabanillas F, et al. Detection of minimal

residual cells carrying the t(l4:18) by DNA sequence amplification.
Science 1987; 237: 175-178.

13. Lee MS, Chang KS, Freireich EJ, et 01. Detection of minimal resid
ual bcr/abl transcripts by a modified polymerase chain reaction.
Blood 1988; 72: 893-897.

14. Lohmann D, Horsthemke B, Gillessen-Keasbach G, Stefani FH,
Hoefler H. Detection of small REI gene deletions in retinoblastoma
by multiplex PCR and high resolution gel electrophoresis. Hum
Genet 1992; 89(1): 49-53.

15. Hughes TP, Morgen GJ, Martiat P, et al. Detection of residual
leukemia after bone marrOw transplant for chronic myeloid
leukemia: role of polymerase chain reaction in predicting relapse.
Blood 1991; 77: 874-878.

16. Fey M, KuIozik AE, Hansen Hagge TE. The polymerase chain
reaction: a new tool for detection of minimal residual disease in
haemarological malignancies. EurJ Cancer 1991; 27: 89-94.

17. Tonegawa S. Somatic generation of antibody diversiry. Narure
1983; 302: 575-581.

18. Trainor J, Btisco MJ, Wan]H, et 01. Gene rearrangement in B + T
lymphoproliferative disease detected by the polymerase chain reac-
tion. Blood 1991; 78: 192-196. .

19. Trainor KJ, Brisco MJ, Story CJ, et 01. Monoclonaliry in B Iympho
proliferative disorder detected at the DNA level. Blood 1990; 75:
2220-2222.

20. McHale RH, Stapleton PM, Bergquist PLo Rapid preparation of
blood and tissue samples for polymerase chain reaction.
Bior.echniques 1991; 10; 20-22.

21. Tordvag B-Y, Husby G, EI-Gewely MR. Direct PCR of washed
blood cells. Bior.echniques 1992; 12: 490-492.

22. Kwok S, Higuchi R. Avoiding false positives with PCR. Nature
1989; 339: 237-238.

23. Laogo MC, Beminger MS, Harrley JL. Use of uracil DNA glycosy
lase ro control carry-over contamination in polymerase chain reac
tions. Gene 199093: 125-128.

Human papillomavirus DNA in aerodigestive
squamous carcinomas demonstrated by means
of in situ hybridisation

E. JANSE VAN RENSBURG, E. H. VENTER, I. W. SIMSON

Abstract A series of 10 oesophageal and 10 laryngeal squa
InOUS carcinomas was examined by Ineans of
imInunocytochemistry and in situ DNA hybridisa
tion to demonstrate human papillomavirus (HPV)
infection. Changes in the epitheliUIn adjacent to
the carcinoma were found in 5 of 10 oesophageal
and 7 of 10 laryngeal carcinomas. Viral antigens
could not be detected with imInunocytochemistry
in any of the specimens. HPV 6, 11 and 16 were
detected in 3 oesophageal specimens. In one of
these, HPV 16 was detected in normal as well as
malignant cells. HPV 7 was detected for the first
time in a laryngeal carcinoma. Our results con
firm previous reports of possible HPV involve
ment in the pathogenesis of aerodigestive carcino
mas.
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PaPillomaviruses are a heterogeneous group of
DNA viruses which predominantly cause benign
proliferative epithelial lesions. Over the past few

years, there has been good evidence to suggest an aetio
logical role for human papillomaviruses (HPVs) in squa
mous cell carcinogenesis, particularly in the lower
genital tract, the larynx and in patients with epider
modysplasia verruciformis. I

,2 HPV DNA has been
detected by means of DNA hybridisation in laryngeal
tuInours'-' and cell lines derived from squamous carci
nomas of the head and neck.·

Oesophageal carcinoma is one of the aerodigestive
tract carcinomas with a well-defined geographical and
ethnic incidence. There is a remarkably high incidence
of this carcinoma in China, Iran and South Africa. 7-9

There has been a dramatic increase in oesophageal can
cer in Soweto over the last 20 years; it is now the leading
cause of cancer-related deaths among black men!

Previous South African studies that used epithelial
morphology,1O immunocytochemistry" and the poly
merase chain reaction (PCR) 12 to detennine the pres
ence of HPV in oesophageal carcinomas have produced
variable results. These results cannot be directly com
pared, however, because they originated from different
geographical areas and the techniques differ vastly in
sensitivity. A DNA hybridisation study has not yet been
reported.
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We investigated aerodigestive squamous carcinomas
from the Pretoria region using the in situ hybridisation
(ISH) technique. This sensitive rechnique has rhe
advantage of localising viral DNA in tissue sections to
an extent where detection of viral DNA in single cells is
possible.

Material and methods

Biopsies
Biopsies were taken from rhe tumour and adjacent
macroscopically normal tissue in 10 patients with carci
noma of the oesophagus. In the laryngeal group there
were 9 laryngectomy specimens and 1 biopsy specimen
taken for confirmation of clinical laryngeal carcinoma.
Resected rumours were examined macroscopically and
blocks were selected from both the rumour and normal
mucosa.

All biopsies were fixed in 10% neutral buffered for
malin and embedded in paraffin.

light microscopy
Sections of rumour and the adjacent normal tissue were
evaluated with special emphasis on epithelial changes
consistent with HPV lesions. 13

Inununocytochemistry
HPV structural proteins (group-specific papillomavirus
capsid antigens) were demonstrared by means of a per
oxidase-antiperoxidase (PAP) technique. All sections
were stained with a polyclonal rabbit antibody to HPV
(B580, Dakopatts, Denmark).

Probes
For HPV typing, the specific DNA probes of HPV 6, 7,
11, 16, 18 and 30 cloned in either pBR322 or pUC19
were used - these were kindly provided by Dr E.-M. de
Villiers, Human Papillomavirus Reference Center,
DKFZ, Heidelberg, Germany - and labelled with
32P_dCTP (multiprime DNA labelling system,
Amersham, UK). The specific activiry of the probe was
2 - 5 X 108 counts/rnin/!Jg DNA and 5 - 10 ng of each
probe were used on individual sections. Negative con
trols included plasmid vectors pBR322 and pUC19
hybridised on all sections investigated as well as a nor
mal oesophageal biopsy hybridised with all HPV probes.
Two paraffin tissue sections (one of cervical intra
epithelial neoplasia and a carcinoma of the vulva posi
tive for HPV 6 and 16 respectively) were used as posi
tive control slides.

Tissue preparation
Five-micrometre thick sections were cut from paraffin
wax-embedded tissues, mounted on 3-aminopropyl
rrieth oxysilane-eoated slides" and baked ar 60°C over
night.

In situ hybridisation
Slides were deparaffinised according to standard proce
dures." The tissue sections were digested with a Pro
teinase K-containing solution (Boehringer, Mannheim,
Germany), post-fixed and acerylated. The slides were
prehybridised for 30 minutes at 52°C before the applica
tion of the probe solution. Heat-denatured probe solu
tion was added to each section and the slides were incu
bated for 16 hours at 52°C in a humidified chamber.

After hybridisation, the slides were washed and dehy
drated through graded ethanols.

Detection ofhybridised probes
Slides were dipped in LM-I emulsion (Amersham, UK).
After a 4-day exposure time at 4°C, slides were deve
loped (Ilford, Ciba Geigy), rinsed briefly in water and
fixed for 5 minutes in Hypam fixative (Ilford). Sections
were counterstained with haematoxylin and eosin, and
mounted.

Results
HPV-suggestive changes in the epithelium adjacent to

the carcinoma were found in 5 of 10 oesophageal and 7
of 10 laryngeal specimens. HPV-antigen expression
could not be demonstrated with the PAP technique in
any of the rumour sections or biopsies of normal epithe
lium.

All hybridisations with pBR322 and pUC19 were
negative. Three of 10 oesophageal carcinomas and only
1 laryngeal carcinoma contained HPV DNA. HPV 6, 11
and 16 were detected in the oesophageal carcinoma
group; 1 patient showed a double infection (HPV 11
and 16); HPV 16 was detected in the rumour as well as
the adjacent normal epithelium (Fig. 1). HPV 7 was
detected in another patient with laryngeal carcinoma in
a biopsy taken from macroscopically normal epithelium
adjacent to the rumour; this was later classified as intra
epithelial neoplasia.

FIG. 1.

In situ hybridisation of radiolabelled HPV 16 DNA to
adjacent normal epithelium (A) as well as in tumour cells
(B) of an oesophageal carcinoma. Accumulation of
developed grains on the nuclei of cells indicates the
presence of viral DNA.
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Discussion
Our results confirm the presence of HPV DNA in
oesophageal and laryngeal carcinomas. Viral antigens
were not demonstrated in any of our cases where
immunocytochemistry was used. Similar findings were
reponed in a previous study, which evaluated 20
oesophageal specimens." The Iow or negative detection
rates may be due to the fact that the technique only
identifies a productive viral infection, while the degree of
neoplasia is inversely related to viral expression.
Furthermore, as the nature of the test depends on an
antigen-antibody interaction, target antigenic determi
nants may be disroned by fixation in formalin, digestion
by trypsin or heating in paraffin." The temperature of
the paraffin wax ovens, though, was carefully controlled
and never exceeded 60°C.

The epithelium adjacent to the tumours showed
HPV-suggestive changes in 5 oesophageal and 7 laryn
geal carcinomas. Viral DNA could only be detected in 1
of these oesophageal rumours. The Iow detection rate of
HPV in epithelial lesions thought to be specifically
induced by the virus may be due to a low copy number
of viruses present, undetectable by the ISH technique,
or other HPV types with Iow sequence homology to the
types used in this study.

Viral DNA was only detected in 4 patients. We failed
to detect HPV 30 in any of the laryngeal carcinomas,
but it is noteworthy that this is the first detection, to our
knowledge, of HPV 7 in a laryngeal carcinoma. This
virus is usually found in wans in the hands of butchers
and meat handlers, from which it was originally
isolated. '6,17 It was also detected in oral lesions of 7 HIV
infected patients, but so far has not been demonstrated
in any oral papillomas of immunologically""normal
patients.'s Unfonunately we have no information on the
immunolo~cal status of our positive patient. It may be
interesting to evaluate the incidence of this HPV type
more extensively in head and neck rumours.

HPV 6, 11 and 16 were detected in 3 oesophageal
carcinomas. One patient showed a double infection
(HPV 11 and 16). HPV 16 was demonstrated in malig
nant cells and adjacent normal epithelium. In the other
2 patients viral DNA was only found in adjacent normal
epithelium. This is in keeping with other studies where
viral DNA is more frequently detected in adjacent tissue
than in tumours." Although there were only 10 cases in
our study the incidence of HPV DNA was only a little
higher (43%) in a larger study of 51 oesophageal carci
nomas in Chinese patients, which employed ISH." The
more recent South African study that used PCRl2
detected a much higher HPV incidence (71 %); this is
similar to the finding of a PCR study on laryngeal carci
nomas with a 75% detection rate. 2

• Both these studies
involved only 14 and 16 specimens respectively. Being
such a sensitive technique, PCR can potentially detect
single genes; cross-referencing with Southern blot or
ISH and other control techniques is therefore essential
to avoid misleading results. Larger studies, of both

}

oesophageal and laryngeal carcinomas, that employ
different techniques in tandem are needed for optimal
evaluation.

In addition to physical, chemical and nutritional
factors previously related to the development of oeso
phageal and laryngeal carcinomas, this study suppons
the theory that HPV infection is imponant in this multi
step pathogenesis.
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