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S-100 Protein positive cells in nasopharyngeal carcinoma (NPC):
absence of prognostic significance
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F.J. Vera-Sempere t, C. Micheau 2, and A. Llombart-Bosch 1
1 Facultad de Medicina de Valencia, Departamento de Patologia, Blasco Ibafiez 17, Valencia, E-46010, Spain
2 Institut Gustave Roussy (IGR), D6partement d'Anatomie Pathologique, Unit~ d'Histopathologie " A " ,
Rue Camille Desmoulins, F-94900 - Villejuif, France

Summary. An immunohistochemical study of S100 protein in 43 nasopharyngeal carcinomas
(NPC) of known clinical evolution (33 primary and
10 metastatic) is presented. Sixty per cent of primary site cases as well as all metastatic forms showed
S-100 protein positive cells intermingled with tumour cells. These S-100 positive elements were
identified as Langerhans cells. No significant differences were found when correlating S-100 protein
positivity and histological NPC variants, neither
in age nor in sex of patients. Statistical analysis
failed to demonstrate any positive correlation between S-100 protein reactivity and clinical survival.
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Introduction
In recent years the histopathological approach to
nasopharyngeal carcinoma (NPC) has been focused not only on its controversial classification
(Micheau et al. 1981; Elouaret et al. 1986; Micheau 1986) but also on its histological and histochemical features, some of which may display
prognostic significance (Shanmugaratnam etal.
1979; Shaw et al. 1985; Elouaret et al. 1986; Nomori et al. 1986).
Within this context the S-100 antigen seems to
have a specific value in this tumour: Nomori et al.
(1986) have postulated that the presence of S-100
protein positive cells (T-zone histiocytes, Langerhans' cells and their precursors) within the NPC
could be correlated with a prolonged survival rate.
In order to confirm this finding we have underOffprint requests to. F.J. Vera-Sempere at the above address

taken a retrospective study of 40 cases of NPC
(primary and metastatic tumours) in which a complete follow-up was available. A comparative analysis between the histological type of NPC, presence
of S-100 protein positive cells and survival is presented.

Materials and methods
This analysis comprises 43 specimens of nasopharyngeal carcinoma (NPC) from the files of the Institut Gustave Roussy,
selected on the basis of adequate follow-up of the patients:
33 were primary tumours and 10 were metastatic to cervical
lymph nodes. According to the UICC-classification (1978) the
primary tumours consisted of 2 cases of Stage I, 6 of Stage II,
12 of Stage III, 13 of Stage IV. Cervical lymph nodes consisted
of 3 Stage III and 7 Stage IV cases. Three cases were excluded
because of scanty biopsy material or because of the presence
of artifacts in the immunohistochemical technique.
Patients were 9 female and 34 male (a ratio of 1 to 3.7)
and an age range between 10 years and 62 years with a mean
of 38,7 years; 13 of the patients were of Maghreb origin and
1 Southeast Asian, the rest being French. The clinical follow-up
ranged from 12 month to 144 months (the mean follow-up being 42 months per patient). During this period, 23 out of 43 patients died as a consequence of tumour progression. All patients
were submitted to local radiotherapy, occasionally associated
with regional surgery.
The tumour cases were classified by their most oustanding
histological feature using the classification proposed by Micheau et al. (1981): 34 were considered to be undifferentiated
carcinomas of nasopharyngeal type (UCNT) while 6 were diagnosed as the squamous cell carcinoma variant.
Immunohistochemistry for S-100 protein was performed
on formaldehyde-fixed, paraffin-embedded tissue sections (5
microns), using the unlabeled peroxidase - antiperoxidase
(PAP) staining technique of Sternberger et al. (1970). The sections were deparaffinized and hydrated, then soaked in 1%
hydrogen peroxide in absolute methanol at room temperature
for 30 min to eliminate endogenous peroxidase activity. After
washing in Tris-saline buffer (0.05 M, pH 7.6), the sections were
treated for 20 min with normal horse serum (20%), and later
were incubated at room temperature for 30-45 min, with a primary antibody to S-100 protein (1/300 dilution). Anti-rabbit
swine antibody (1/100 dilution) and rabbit PAP complex (1/100
dilution) and washing in Tris-saline were applied sequentially;
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3-3'-diaminobenzidine tetrahydrochloride (DAB) fresh solution
(0.05%) in Tris-C1H 0.2 M, pH 7.3 added with hydrogen peroxide (0.03%) were used for visualization. The nuclei were
counterstained with Harris' hematoxylin and the sections were
mounted in synthetic resin (Entellan, Merck, FRG). All the
immunosera employed were purchased from Dakopatts Ltd.
Copenhagen, Denmark. The specificity of the immunostaining
was confirmed by replacing the primary antiserum with nonimmune rabbit serum according to Nadji and Morales (1983).
As positive control tissue, different biopsy specimens containing
structures with well-known S-100 positivity (cutaneous nevus,
malignant melanomas and peripheral nerve) (Stefansson et al.
1982; Springall et al. 1983) were employed.
Sliced sections of 10 primary and 5 metastatic cases of NPC
were also studied by PAP using rabbit anti-human muramidase
(Dakoppats) (1/500 dilution), mouse monoclonal anti-HLAD R (Dakoppats) (1/50 dilution) and rabbit anti-Peanut Lectin
(PNL) (Dakoppats) (1/1000 dilution).
The S-100 protein positivity was evaluated according to
Nomori's scheme (Nomori et al. 1986) as follows: ( - ) no cells,
( + ) 1 cell to 5 cells, ( + + ) more than 5 cells per field, calculated
by 200 x magnification. When the cell density varied from area
to area, the densest area was selected.
The correlation between prognosis and the S-100 protein
reactivity was reviewed in 30 primary tumour sites by means
of survival curves for homogeneous cases of S-100 positivity.
Survival curves were obtained by the Kaplan-Meier method
(1958) and the significant relationship evaluated by the log-rank
test according to Mantel and Haenszel (1959).

Results

In 28 out of the 40 cases of NPC reviewed immunohistochemically, S-100 protein positive cells
were present. In 18 primary NPC cases (60%) S100 protein reactivity was present; the 10 cases
of metastatic lymph nodes also showed positivity
in variable amounts. Of these eighteen S-100 NPC
of primary site, 6 cases were classified as + (1
cell to 5 cells positive per field), and 12 as + +
(more than 5 cells per field). In the metastatic
group three cases showed isolated positive cells
only in the lymph node stroma while the remaining
seven cases revealed positivity not only in the
lymph node stroma but also intermingled with tumour cells.
No positivity for S-100 was found in the turnout cells of the primary tumours or in the neoplastic cells of metastases. The positive cells appeared to be intermingled between the tumour cells
or to surround the neoplastic nests (Fig. 1 a, b).
They showed irregular shape and size, displayed
dendritic features which included extended cytoplasmic processes in variable number and length.

Fig. 1. a Undifferentiated nasopharyngeal carcinoma showing several S-100 protein positive cells located within the tumour nest.
PAP S-100 200 x. b Undifferentiated carcinoma of nasopharyngeal type. Isolated S-100 protein cell located among turnout cells
shows an irregular profile of dendritic appearance. PAP S-100 400 x
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2. S-100 Protein positive density in NPC of primary site
correlated with sex/age of patients
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Fig. 2. Kaplan-Meier and Mantel-Haenszel methods. Survival
of patients according to density of S-100 protein positive cells
in NPC of primary site. Mean survival times were 49 months,
29 months and 38 months for ( - ) , ( + ) , and ( + +), respectively. Mantel-Haenszel's log-rank test on survival and degree of
density of S-100 protein positive cells showed no significant
relationship (p = 0,1028; p = 0,3197; and p = 0,8493 ; when comparing - / + + , - / + , and + / + + cases respectively

Sex (No. of patients)
M
F
Age (mean)
(SD)
Total No.

37.9
(_+12.1)
12

36
(_+23.7)
6

49.3
(_+11.5)
12

SD = Standard Deviation

The cells were located close to the malignant epithelial component. Only very occasionally were
positive S-100 protein cells seen in a major conglomeration within one tumour area, but with an uneven distribution. These areas of greater S-100 positive cell density did not possess any special histological features when reviewed with conventional
stains. Nevertheless it was clearly seen that the S100 protein reactive cells were more numerous
close to the neoplastic tissue than in the neighbouring lymphoid infiltrate.
Similarly, in seven cases of primary NPC which
also contained a certain amount of non-neoplastic
tissue of the nasopharynx, S-100 positive elements
were found: the cells were located within the malphigian epithelium at a basal and suprabasal level
as well as in isolated fashion within the subepithelial lymphoid tissue. When located on the stratified
epithelium the S-100 protein positive cells displayed a branched structure, which is characteristic
of Langerhans' cells.

These dendritic cells appeared in sliced sections
showing PNL as well as H L A - D R positivity, but
muramidase negativity displayed a similar topographical distribution as was found with the S-100
immunohistochemical technique.
In relation to the histological variants of NPC,
no significant differences were found when correlated with S-100 protein positivity (Table 1). No
significant relationship existed between S-100 protein positivity and age or sex of the patients when
referred to primary malignancies (Table 2). Furthermore, we conclude that there was no connection between S-100 protein positivity within the
tumour and the clinical stage of the patients.
Within the group of 12 primary NPC which
were S-100 protein negative, 10 cases were alive
(12 months to 84 months survival range) and 2
died (36 months and 37 months respectively).
Among the NPC group of primary location, designated as ( + ) because of the density of S-100 protein reactive cells (6 cases), 3 were alive (64 months
to 84 months survival range) and 3 died (12, 12
months and 24 months respectively). The group
( + + ) of positivity grade constituted 12 cases, 4
of which were alive (12 months to 84 months survival range) and 8 died (previous survival of the
deceased ranged between 12 months to 72 months).
The mean survival times were 49 months, 29
months and 38 months for patients with positive

236

F.J. Vera-Sempere et al. : S-100 Protein positive cells in nasopharyngeal carcinoma (NPC)

densities of ( - ) , (+), and ( + + ), respectively. The
statistical analysis performed by means of survival
curves (Kaplan-Meier's method) failed to demonstrate any positive correlation between level of S100 protein positivity and prognosis. The MantelHaenzel's log - rank test on survival and the degree
of the density protein positive cells showed no significant relationship (p---0.1028; p=0.3197 and
p=0.8493) when comparing - / + +, - / + and
+ / + + cases respectively (Fig. 2):
Discussion

S-100 is a dimeric calcium - binding protein composed of two subunits (alpha and beta) (Isobe et al.
1978) that was first detected in the nervous system
(Moore 1965). Subsequent immunohistochemical
studies revealed a wide reactivity in many other
tissues (Nakajima et al. 1982; Takahashi et al.
1984) thus S-100 protein reactivity has been found
in Schwann cells, melanocytes, salivary gland ductal cells, myoepithelial cells, chondrocytes, T-Lymphocytes and Langerhans' cells.
Within the nasopharyngeal carcinoma (NPC)
and in its diverse histological subtypes, several authors (M611er etal. 1984; Lauriola etal. 1984;
Bosq et al. 1984; Nomori et al. 1986) have demonstrated the presence of S-100 protein immunoreactire cells. Similarly within our 40 reviewed cases,
60% of primary site and 100% of metastatic NPC
showed the existence of S-100 protein positive cells
displaying dendritic features and intermingled between the tumour cells or sourrounding the epithelial nests.
We confirm, in agreement with other authors,
that these cells revealed positivity to peanut lectin
(PNL) (M611er et al. 1984), absence of lysozyme
or muramidase (Lauriola etal. 1984) (Nomori
et al. 1986) and a strong positivity for HLA-DR
antigens (Thomas et al. 1984). All these immunohistochemical patterns, together with the dendritic
or arachnoid morphological appearance of the S100 protein positive cells, confirmed the nature
currently accepted for the Langerhans' or interdigitating reticulum cells in paraffin - embedded material.
The presence of these S-100 protein positive
cells of Langerhans' type in NPC seems to be of
value for several reasons: first it is known that
Langerhans' cells play a leading role in the cutaneous cell - mediated immune reaction, intervening
in the presentation of antigens to immunocompetent T-lymphocytes (Stingl et al. 1980; SilberbergSinakin etal. 1980). Nasopharyngeal carcinoma
(NPC) is usually characterized by a remarkable

infiltration of tumour tissue by non-neoplastic
lymphoid cells. This associated lymphocyte infiltrate is mainly composed of T cells (Jondal and
Klein 1975). NPC represents an intriguing model
in human pathology because of the relationship
existing between viral infection, neoplastic transformation, and immune response. Perhaps the
presence of Langerhans' cells in NPC expresses,
as Lauriola et al. 1984 have suggested, involvement
of the immune system in the control of EpsteinBarr virus infection and Epstein-Barr virus-associated neoplasms (Epstein and Morgan 1983).
A second point for consideration is the fact
that the presence of a large number of Langerhans
cells may be related to a better outcome in several
skin tumours (Gatter et al. 1984). However, Gisu
et al. (1983) have reported that an absence of Langerhans' cells in mycosis fungoides indicates a
poorer prognosis. Nomori et al. (1986) in a series
of 40 cases of NPC of primary site, suggested that
the degree of S-100 protein positive cells is significantly related to prognosis. However in this study
we have not been able to confirm any significant
relationship between S-100 positivity and the survival of the patients. These apparently contradictory results will require the examination of a larger
number of cases of different histological varieties
of NPC with a well-known evolution in relation
to S-100 protein positivity. In the meantime the
significance of the S-100 positive dendritic cells,
located in the stroma of the NPC, remains as an
immunomorphological finding without clinical relevance of prognostic value. To date no immunohistochemical data seem to express any prognostic
value in NPC, the main clinical parameters being
those which indicate patient response to therapy.
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