Imortalised cell line derived fromthe normal human skin tissue summary
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to imortalize human skin cells to obtain imortalized keratinocytes is
characterised in that it conprises the followi ng steps: (i) isolating a
sanpl e of human skin; (ii) preparing the sanple of skin for in v o
culture; (iii) obtaining keratinocytes fromthis prepared \ﬁﬁ“ﬂ\“‘ﬂ\‘m\mﬁwmn
skin and seeding in a growth medi unBWHERYYt serumwith sai tes,
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OIS ar tplrgplal(’:llng lthesgairr?ple Ic:)If%klln for in vitro culture; (iii) obtaining keratinocytes from this prepared
sample of human skin and seeding in a growth medium without serum with said keratinocytes,
on culture plates provided with a coating comprising fibronectin, collagen type I and SAB, which
facilitate the fixation and the growth of cells; (iv) replacing the medium in a way sufficient to
obtain an optimal confluent growth of cells in culture, continuously maintaining the coating of
20  the plate; (v) transferring keratinocytes into a selection medium without serum on culture plates
coated previously in a similar manner; (vi) infecting keratinocytes using functional tumor genes
of at least two different retrovirus; (vii) transferring the resulting immortalized keratinocytes to a
proliferation medium suitable for the proliferation of immortalised keratinocytes on culture
plates coated in a similar way; (viii) transferring the resulting proliferated keratinocytes into a
25  differentiation medium having a high content of calcium on culture boxes coated in a similar
way. Use of keratinocytes for immunological, pharmacological, photo- and chemical-
toxigological analyses of skin reaction and for expression of heterologous genes and for the

construction of artificial skin.
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