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Human retinal pigment epithelium (RPE) cells were cultured without growth
factor. For making spheroids, human RPE cells were trypsinized, collected, and resuspended with

methylcellulose solution in round-bottom culture plate. Spheroids were collected every day and fixed
in in 4% paraformaldehyde, thereafter, the expression of actin was evaluated by

immunohistochemistry. Suspended human RPE cells with methylcellulose solution in round-bottom
culture plate has been imaged in long-term time-lapse movies over 48 hours. The shape and size of
spheroids were analyzed at each time point. The effect of Rho-associated kinase (Rho-kinase)
inhibitor for spheroids was evaluated by time-lapse imaging and expression of associated protein.
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