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Primary and immortalized cell derived from amami rabbit

Fukuda, Tomokazu

4,900,000

PCR
CDK4 D1 TERT
PD 40 K4D
K4DT 90

The amami rabbit has an biological characteristics of ancient rabbit. In
recent years, genome structure can be clalified on the progress of the next generation sequencing.
In this study, we tried to establish the primary cells and immortalized cell derived from amami
rabbit. Furthermore, we also tried to clalify the genome struicture of the amami rabbit. We
obatined primery cells from 10 roadkilled animals. The primary cells were maintained in the liquid
nitrogen tank until use. The PCR detection indicated that we successfully introduced the expression

cassettes of mutant CDK4, Cyclin D1, TERT. In the sequential passage, although the primary cell
halted the cell proliferation around PD avlue of 40, K4D and K4DT cells showed the continous cell
proliferation more than PD value of 90. From these observations, we concluded that we successfully
established the immortalized cells from amami rabbit.
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Fig. 1. Establishment of primary cell line from Amami rabbits. (A) Detection of EGFP fluorescence in cells transduced with EGFP-expressing lentiviral vector in Amami rabbit-derived
cells are shown. Left panels, cell morphology of differential interference contrast (DIC). Middle panels, expression of fluorescence protein detected by fluorescence microscopy. Right
panels, merged images of DIC and fluorescence. White bar, 50 pm. (B) Detection of integration of the expression cassette into genomes of Amami rabbit-derived cells. PCR detection
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Fig. 2. Growth curve of the cell proliferation of wild type, K4D, K4DT cells. (A) Cell growth and sequential passaging of wild type, K4D, and K4DT cells in three individuals of Amami
rabbits. Cell growth is represented by the cumulative population doubling value. (B) Detection of senescent cells of the Amami rabbit 1 derived-primary cell, K4D, and K4DT cells in
at passage 11 by SA-beta-Gal staining.
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Fig. 3. Cell cycle analysis of wild type, K4D, K4DT cells. (A) Cell cycle histogram of representative results obtained from wild type, K4D, and K4DT cells by using the Muse Cell Cycle
kit and the Muse Cell Analyzer. (B) The percentages of wild type, K4D, and K4DT cells at each cell cycle phase were listed. Data are presented as the mean + standard error of the
ratio of each cell cycle stage (n = 6). We used the Steel-Dwass method. *p < 0.05.
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