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This report deals with the reaction pattem(s) of two monoclonal antibodies (MoAbs) with 
normal skin and basal cell carcinomas (BCC). Using indirect immunoperoxidase (HP) and 
indirect immunofluorescence (UF) techniques, MoAb 12 G7 was observed to react with a 
determinant related to the cell membrane of the epidermal basal cells. In the UP technique 
MoAb 12 G7 showed a positive reaction with 32 out of 34 BCC (94 %), while in IIF all the 
14 BCC that were studied were positive. In most cases only the cells at the periphery of the 
tumour nests were stained. MoAb 253 B7 reacted with cytoplasmic determinant(s) of the 
epidermal basal cells both in the IIF as well as in the UP techniques. Using the UP 
technique only 5 out of34 BCC (15%) showed a positive reaction with this MoAb. Four of 
the 5 positively staining tumours showed aggressive histological features. Using IIF 
technique only 2 out of 14 BCC were positive. The results presented in this communication 
are discussed with regard to the possible expression of selective differentiation and tumor
associated determinant(s) in BCC. (Received March 19, 1987.) 
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Basal cell carcinoma (BCC) is the most common cancer of epithelial ongm although 
metastasis is fortunately extremely seldom (15, 23, 30). However, a proportion of BCC 

depending on the specific histologic features are aggressive in their behaviour: local 

destruction leading to mutilation and recurrence after surgical excision (11, 15, 26). It is 

well known that in malignant epithelial skin tumours differentiation antigens, such as 

pemphigus antigen (3), basal cell layer antigens (2), upper cytoplasmic antigens (33), /Ji

microglobulin (7, 10, 14, 29) and involucrin cannot be detected (20, 25). As in other 

neoplastic diseases, in epithelial skin tumours too, there are some reports on the presence 

of tumour-associated antigens (TAA) recognized by monoclonal antibodies (MoAbs), 

which form an additional aid for the detection of residual tumour cells in Mohs' surgery ( l, 

19, 22). Investigations, into the cytokeratin composition of normal and neoplastic epitheli

um have provided insight into the pathogenesis (16, 17, 18, 31, 32). The exclusive 

expression of cytokeratin 17 in BCC and pilosebaceous tract and not in the normal 

interfollicular epidermis has been reported previously by Moll et al. (17). This would 

suggest that the origin of BCC is related to pilosebaceous cells. However, the expression 

of keratin 17 in cultured normal skin, conjunctiva! and esophageal keratinocytes, and in 

hyperproliferative epidermal diseases such as psoriasis have all been previously reported 

(4, 16, 27, 3 I). Therefore as stated by Weiss et al. (31), the expression of keratin 17 is not 
cell-type specific and its presence in BCC should not be taken as evidence for a piloseba

ceous origin of the tumour. 
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The lack of insight into the pathogenesis of BCC, the spectrum of various clinical and 

histological appearances of BCC (15, 30) and the diagnostic problems associated with 
some histological types of BCC (13, 15) formed the basis of the current investigations. 

Recently we reported on the reaction patterns of MoAbs 12 G7 and 253 B7 in normal and 
psoriatic skin (28). In the present study these two MoAbs were used for investigation into 

basal cell determinant(s) of BCC. 

MATERIALS AND METHODS 

Prepara1ion of skin samples 

Thirty-four specimens of basal cell carcinomas (BCC) and surrounding normal skin were obtained by 
surgical excision from 29 patients aged 35 to 88 years. The diagnosis of the tumours were confirmed 
by examination of baematoxylin and eosin (H & E)-stained frozen sections and stained paraffin 
embedded sections. The BCC were classified in the conventional manner as described previously (12, 
15). For the histopathological examination of the skin adjacent lo the tumour, the samples were cul in 
their length in two equal parts. One portion and the edges of the other portion were fixed in formalin 
and paraffin embedded for histological confirmation of diagnosis and for determination of tumour free 
margins. The remaining portion was frozen in liquid nitrogen cooled isopentane and stored in liquid 
nitrogen. Cryostat sections (5 µm in thickness) were placed on alcohol-cleaned glass slides, air dried 
and fixed in acetone for 10 min at room temperature. Sections were air-dried and stained immediately 
for the indirect immunoperoxydase (IIP) procedure or for the indirect immunofluorescence (JIF) 
procedure. Normal skin samples were obtained from 10 healthy volunteers and were processed in the 
same way. 

Monoclonal antibodies 

MoAb 12 G7 was generated after three intraperitoneal immunizations of BALB/C mice with Ix 107 

cells from primary culture of human mesothelioma. Spleen cells from immunized mice were hybrid
ized with SP2/0 cells using the somatic hybridization techniques (9). The hybridoma supernatants 
were prescreened using the standard ELISA technique and cultured mesothelioma cells. They were 
also prescreened on cryostat skin sections using IIF technique. MoAb 253 B7 was obtained after three 
intraperitoneal immunizations of BALB/C mice with an extract of total tumour material of human skin 
squamous cell carcinoma, prepared using an ullra-Turrax homogenizer. Spleen cells from immunized 
mice were hybridized with P, myeloma cells (9). The hybridoma supematants were prescreened on 
cryostat sections of normal skin and squamous cell carcinoma using IIP technique. MoAb 253 B7 was 
subcloned twice and 107 cells were injected intraperitoneally in BALBIC mice. After 10 days the 
ascites fluid was collected. A titer of I: 1200 was used in the IIP and IIF techniques. 

The results of prescreening showed that the 2 MoAbs reacted with the basal cell layer of normal 
epidermis. 

The 2 MoAbs were produced at the Dept. of Cell Biology and Genetics. 

Indirect immunojluorescence test (l/F) 

The staining pattern of the epidermis adjacent lo the tumour and the epidermis at a distance (> 150 
flm) was studied in 14 BCC. Dry fixed cryostat sections were preincubated for 30 min with a I :20 
dilution of bovine serum albumin (BSA) to reduce aspecific staining. The sections were then 
incubated for 60 min at room temperature with one of the MoAbs, rinsed with phosphate buffered 
saline (PBS, pH 7.4) and incubated for 30 min with Fluorescein isothiocyanate (FITC) labelled rabbit
antimouse lgG (Dakopatt, Copenhagen, Denmark) at a dilution of I : 50. 

The sections were then rinsed with PBS and mounted in glycerol-PBS (9: I) solution. A Leitz 
Ortholux fluorescence microscope equipped with filters for epi-illumination and narrow band excita
tion was used for examining the sections. 

Indirect immu11operoxidase test (lIP) 

The cryostat sections were preincubated with BSA at a dilution of I : 20 for 30 min. The sections were 
then incubated with one of the MoAbs for 60 min, rinsed in PBS and incubated with rabbit peroxidase
conjugated antimouse igG at a dilution of I :50. The peroxidase reaction was developed by incubating 
the sections with 3,3' -diaminobenzidine (DAB) at a concentration of 0.5 mg/ml and hydrogen peroxide 
(0.01 %) for several minutes at room temperature. Sections were then rinsed in tap water, counter
stained with haematoxylin for 1-2 min and rinsed again in tap water. The sections were mounted in 
Malinol (Chroma-Gesellschaft, Stuttgart). All sera were diluted in PBS, pH 7.4. 
















