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Backgrouond : Melanoma is important humancancer, the etiology of which has been the subject of much
study,since until recently, no critical gene alterations of this tumour has been elucidated. Basic and acidic
fibroblast growth factors (FGF) are mitogens, as well as differentiation and angiogenic factors. The suggestion
that FGFs are involved in neoplastic growth is based on evidence that certain cells acquire transfomed
phenotyper after transfection of the basic FGF gene. As constitutive interaction of cellular growth factors with
their surface receptors has been proposed to initiate a major molecular signalling cascade in autonomous cell
growth and tumorigenesis, elucidation of the role of basic FGF (bFGF) and its receptors in naevus cell, normal
melanocytes and melanoma cell proliferation would be important for understanding the mechanism of this
cancer genesis.

Aim : In a previous sutdy, we showed by immunohistochemical analysis that bFGF is expressed strongly and
homogeneously in naevus—cell naevus (NCN), while that in malignant melanoma (MM) is heterogeneous
andsometimes inexistent. In order to elucidate the role of bFGF in these pigmented tumours, the expression of
its receptors must determined.

Materials and Methods : In this study, we performed a immunohistochemical and western blot analysis of
FGF receptors— 1, — 2and — 3 (FGFR— 1, FGFR— 2 and FGFR — 3 respectively) in surgical specimen
of NCN and MM, and in their cultured cell lines, respectively. Formalin—fixed paraffin—embedded sections were
deparaffinized and subjectedto incubation with primary antibodies:a mouse monoclonal antibody that
recognizes human FGFR~ 1 [FGF (R), VBS 6 ], or two rabbit polyclonal antibodies that recognize human
FGFR— 2 [bek (c—17) ] or FGFR— 3 [FGFR— 3 (c—15) ] and followed by sequential 15— min incubation
with biotinylated link antibody and steptavidin—biotin—preoxidase.The reaction products were visualized by
incubation with 3 —animo— 9 ethylcarbazole,which produces a violet-red color product easily distinguishable
from brown color of melanin. For western blot analysis, cultured junctional naevus cells,normal meranocytes

and melanoma cell lines (A101D, MeWo, p22 and G361 for FGF ; SK-mel24, MeWo, p22 and G361 for FGFR
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— 1,FGFR— 2, and FGFR— 3 ) were used. Cells were lysed, total protein was quantified and the samples
were analysed by SDS-PAGE.

Results : None of 10 NCN that showed strong, homogeneous staining for bFGF expressed FGFR— 1 or
FGFR — 3 proteins , six weakly expressed FGFR— 2 protein.Ten primary andl0 metastatic MM showed
heterogeneous expression for the three receptors, with larger populations of FGFR—negative cells in primary
than in metastatic tumours. Western blod analysis showed homogeneous expression of bFGF proteins had a
heterogeneous distributtion in the different cell lines. Cultured naevus cells and normal melanocytes showed no
immunoreactive band for FGFR — 1 protein,the only protein tested.

Conclusion : Our results suggest that tumour—derived bFGF is involved through an autocrine mechanism in
melanoma formation but mostly through a paracrine or other mechanism in NCN.Techiques that involve
blocking the autocrine loop, such as the use of neutralizing antibidies againstbFGF, will be important

therapeutic tools in the future.
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