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Culture of pig retinal pigment epithelial cell in vitro

Li
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Abstract Objective The function and structure of retinal pigment epithelial (RPE) cells have been well-known. To
establish the cultivating approach of animal RPE cells is very important for the experimental and clinial research on retinal
disease. This study was to create a cultivating method of pig RPE cells. Methods RPE cells were isolated from 20 pig eyes
and digested with trypsin. The cells were cultured in DMEM-F12 medium containing 10% fetal bovine serum and passaged in a 2-
or 3-day interval. The growth curve of the RPE cells was drawn for the 1st,3rd and 7th generation of cells,and the morphological
features and differentiation of RPE cells were observed under the phase contrast microscope. The cultured RPE cells were
identified by immunohistochemical staining with anti-human keratin and RPE65.  Results The primary RPE cells were round
in shape and presented with affluent intracellular melanin granules, indicating a good growth in vitro. Good growth curves were
seen in the 1st and 3rd generation of cells. Transparent shape and reduced melanin granules of cultured RPE cells were found with
the prolong of differentiation time. Immunohistochmical staining demonstrated that the RPE cells were presented the brown staining
for anti-human keratin and RPE65 in the cytoplasm. Conclusion The cultured cells can be used as the source of pig RPE
cells. The separation and purification of the pig RPE cells in vitro provide a possible way for the research on RPE cells and related

retinal diseases.
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Fig. 1 Cultured pig RPE cells in vitro ( x200) A :The primary RPE cells show the round,spindle and irregular shape with rich pigment particles B :The

first generation of cells present with more pigment particles C:The third generation of cells show spindle in shape with few pigment particles D :The seventh

generation of cells are bigger in size with worse stereoscopic impression
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Fig.2 Growth curves of pig RPE cells
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Fig.3 Immunocytochemical staining of cultured RPE cells ( SP x 200)

staining for keratin protein B Cultured RPE cells show positive staining for RPE65 protein  C: The cells in

control group are absent reactive for second antibody
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