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Characteristics of Aging in Human Keratinocytes from Different Age Groups. Yang Tingting ,Chen Dongmei, Liu Shudan, et al. Human
Stem Cell Institute of General Hospital, Ningxia Medical University, Ningxia 750004, China

Abstract Objective Increased life spans have created a need for greater understanding of the diseases of old age including the in-
tegumentary system — the skin. In this study, The aging cell model was established by the analysis of the influence of age on the aging of
normal keratinocytes. Methods Skin keratinocytes were isolated from different age donor by enzyme digestion method and cultured in
vitro till P2 generation. Beta galactose glucoside enzyme staining detected the number of senescent cells using visible imaging. The growth
and proliferation of keratinocytes was detected by CCK - 8 assay and clone formation test. DNA damage was detected by immunofluores-
cence assay with a DNA damage marker y — H2A. X. Cyclin — dependent kinase inhibitor protein of protein expression were analyzed by
Western blot. Results Results showed that accumulation of senescent cells with age. The percentage of positive cells expressed SA - —
Gal was 0. 864% , 0.789% 5.472% and 8. 765% within each group, respectively. The difference was statistically significant (P =
0.000). Multiplication of the cell from aging donor gradually decreased, doubling time was gradually prolonged. Relatively small number
of cell were induced to express the markers of DNA damage phospho — histone H2A in less than ten years old group. However, A large
number of normal keratinocytes of DNA double strand fractures were produced in over 30 years of age group. The expression of cyclin — de-

INK4a

pendent kinase inhibitor protein pl6 , p21 and p53 were significantly increased with age( P <0.05). Conclusion The proliferation

and senescence of the normal keratinocytes are positively correlated with the age of human beings and can be used to study the aging of hu-
man beings as a cell model.
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