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BXAEDER
(B #J(Purpose))

Cultured human corneal limbal stem/progenitor cells are usunally established and maintained cn feeder layers. However, anir
feeder cells are associated with viral infection, pathogen transmission, and xenogenic contamination. All feeder cells also can be

mixed easily into cell-sheet production, causing self-contamination. We developed a line of labeled immortalized eliminable humar

dermal fibroblast cells to solve these problems.

R b R B Ai(Methods/Results)]

Methods: The enhanced green fluorescent protein gene, humcm-a’em'vee.lr telomerase reverse transcriptase gene, and herpes
simplex virus thymidine kinase gene were transfected into human dermal fibroblast cells to establish labeled immortalized eliminab
feeder cells. Established genetically modified dermal fibroblasts (TERT+TK-D) were treated with mitomyein, co-cultured with hum

limbal stem/progenitor cells to regenerate epithelium sheets, and compared with 3T3 feeder cells.

Results: Established TERT+TK-D feeder cells maintained immorta]iza-tibn, visualization, and eliminable characteristics
during 6 months of continuous passages. The colony-forming efficiency of limbal stem/progenitor cells was similar in the

TERT+TK-D group (11.77 £ 0.21%) and the 3T3 group (12.8 & 1.61%) (P = 0.332). All cell sheets were well stratified into four to
five layers. The TERT+TK-D group colonies and epithelial cell sheets showed weaker staining of corneal epithelium differentiatior
marker K3 than the 3T3 group and quantitative analysis of mRNA transcripts, Moreover, PCR analysis against the long terminal

repeat sequence of the lentiviral vector integrated into the genetically modified feeder cells showed no contamination of GCV-treat

regeneration epithelial sheets.

(# 4&(Conclusion)}

Genetically modified Iabeled immortalized eliminable human dermal feeder cells are promising substitutes for 3T3 feeder o

for xenogeny-free ocular surface regencration.
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