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Establishment of a Cell Line Expressing Xafl Induced by Doxycycline
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Abstract: Objective To investigate the mechanism of apoptosis of tumor cells modulated by XIAP associate
facter 1 (Xafl), we generated Xafl inducible cell lines, using Tet-on system,“ gene switch” system, which can
induce Xafl gene expression by administration of doxycycline. Methods Plasmids pTREHA-Xafl and pWZL-Hyg
encoding hygromycin were co-transfected in the human osteosarcoma Saocs-2 cells, which express rtTA stably.
Following hygromycin screening, the survived cells expressing Xafl were selected and enriched. Compared with the
untreated cells (8 cases), the regulating effect of doxycycline on the expression of Xafl gene in the treated cells (8
cases) was estimated respectively with Western blot analysis and immunofluoresces assay in three respective
experiments. The effect of Xafl induction on apoptosis was measured by flow cytometry. Results From the 30
hygromycin-resistant cell strains, we selected 5 cell strains expressing Xafl in response to stimulation by
doxycycline. Immunofluoresces assay showed that Xafl located in the nucleus. Flow cytometry demonstrated that
apoptotic cells began to accumulate at 8 h, reached the peak of 20% and the cell cycle was not effected.

Conclusions Xafl-Saos inducible cell line is a good system to investigate the mechanism of apoptosis of tumor
cells induced by Xafl. Xafl is a nuclear protein and can induce apoptosis alone without effecting cell cycling.
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