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Abstract

Forty-two cases of oral squamous cell carcinomas were studied by the immunoper-
oxidase technique (avidin-biotin peroxidase complex method) to determine the presence
of Epithelial Membrane Antigen (EMA) using an EMA monoclonal antibody. The tissues
employed were formalin-fixed and paraffin-embedded.

21+ : BBHI594E 9 A308

(169)



56 Bk = o OBRFELEEICEDT S EMAORE

31 out of 42 squamous cell carcinomas showed positive reaction in the presence of
EMA.

be present in the better differentiated zones and there was a definite correlation

In most of the cases staining was patchy. There was a tendency for EMA to
with the degree of differentiation of squamous cell carcinomas.

Normal squamous epithelium showed negative for EMA. Nondysplastic squamous
epithelium adjacent to positive squamous cell carcinoma frequently showed positive stain-
ing, which however was confined to the superficial layers. Dysplastic epithelium showed

staining confined to the superficial layer and cytoplasmic staining was also weaker.

It was confirmed by evidence in the present report that EMA is a valuable marker

for the initial change of malignant transformation in oral mucosa.
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Table! ABC immunoperoxidase staining procedure for the detection of EMA
Step 1. Deparaffinize and hydrate tissue sections through xylene and graded alcohol series.
Step 2. Rinse for 5 minutes in distilled water.
Step. 3. Wash in phosphate buffered saline (PBS) for several minutes.
Step 4. Incubate sections with 10% normal horse serum in PBS for 10 minutes.
Step 5. Blot excess serum from sections.
Step 6. Incubate sections with EMA monoclonal antibody* at a dilution 1 : 50 overnight in a moist cha-
mber at 4°C.
Step 7. Wash slides for 15 minutes in buffer.
Step 8. Incubate sections for 30 minutes with biotinylated anti-mouse IgG horse serum** diluted 1 : 100.
Step 9. Wash slides for 15 minutes in buffer.
Step 10. Incubate sections for 60 minutes with ABC Reagent**
Step 11. Wash slides for 15 minutes in buffer.
Step 12. Incubate sections for 2 minutes in peroxidase substrate solution.

Step 13. Wash sections for 15 minutes in tap water.

Step 14.

Counterstain, clean and mount.

Dakopatts A/ S, Copenhagen, Denmark
LE ]

Vector Laboratories, Burlingame, California, U. S. A.
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Table 2. Relationship between differentia-
tion and EMA- positivity in oral
squamous cell carcinomas

Squamous cell carcinoma |Cases | Positive| Negative
poorly differentiated 15 8 7
moderately differentiated | 22 18 4
well differentiated 5 5 0

42 31 11
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Explanation of Figures

Mild dysplasia of squamous epithelium.
A. Hematoxylin-eosin staining. Magnification X 112.
B. Immunoperoxidase staining for EMA in the neighboring section shown in Fig. 1A

Dysplastic squamous epithelium shows staining confined the superficial layer and near the
basal cell layer and also weak cytoplasmic staining. Magnification X 112.

Poorly differentiated squamous cell carcinoma extending beneath the squamous epithelium.
A. Hematoxylin-eosin staining. Magnification X 45.
B. Immunoperoxidase staining for EMA in neighboring section shown in Fig. 2 A,

Nondysplastic squamous epithelium near an infiltrating squamous cell carcinoma shows stain-
ing confined to the superficial layer. Focally strong reaction is shown in cancerous lesions.
Counterstain with hematoxylin. Magnification X 45.

High power of cancer cells shown in Fig. 2.
A. Hematoxylin-eosin staining. Magnification X 112.
B. Immunoperoxidase staining for EMA.

There is the strong circumferential membrane staining of cancer cells as well as weaker

cytoplasmic staining. Counterstain with hematoxyin. Magnification X 112.
Moderately differentiated squamous cell carcinoma.
A. Hematoxylin-eosin staining. Magnification X 45.
B. Immunoperoxidase staining for EMA in the neighboring section shown in Fig. 1 A.

Focally strong reaction is shown in cancerous lesion. Counterstain with hematoxylin.
Magnification X 45.

High power view shown in Fig. 4.
A. Hematoxylin-eosin staining. Magnification X 112.
B. Immunoperoxidase staining for EMA.

There is the strong circumferential membrane staining of cancerous cells EMA staining is
marked in well and moderately differentiated cell with ample cytoplasm (arrow). Counterstain
with hematoxylin. Magnification X 112.

Moderately differentiated squamous cell carcinoma.
A. ‘Hematoxylin-eosin staining. Magnification X 112.
B. Immunoperoxidase staining for EMA.
Focally strong reaction is shown in cancerous lesion. EMA staining is marked in well and

moderately differentiated cells. Counterstain with hematoxylin. Magnification X 112.
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