COMET ASSAY

Alkaline comet assay for quantitation of DNA damage. The alkaline comet assay was performed as previously described (Matheson et al., 2001). The cells were exposed to drugs (BJ2000, FD105 or TEM) for 30 min, harvested with trypsin-EDTA, subsequently collected by centrifugation and resuspended in PBS. Cell suspensions were diluted to approximately 106 cells, and mixed with agarose (1%) in PBS at 37(C in a 1:10 dilution. The gels were cast on Gelbond strips (Mandel Scientific, Guelph, Canada) using gel casting chambers, as previously described (McNamee et al., 2000), and then immediately placed into a lysis buffer  [2.5 M NaCl, 0.1 M tetra-sodium EDTA, 10 mM Tris-base, 1% (w/v) N-lauryl sarcosine, 10% (v/v) DMSO, and 1% (v/v) Triton X-100, pH 10.0]. After being kept on ice for 30 min, the gels were gently rinsed with distilled water and immersed in a second lysis buffer (2.5 M NaCl, 0.1 M tetrasodium EDTA, 10 mM Tris-base) containing 1mg/ml proteinase K for 60 min at 37(C. Thereafter, the gels were rinsed with distilled water, incubated in alkaline electrophoresis buffer for 30 min at 37(C, and electrophoresed at 300 mA for 60 min. The gels were subsequently rinsed with distilled water and placed in 1 M ammonium acetate for 30 min. Thereafter, they were soaked in 100% ethanol for 2 h, dried overnight, and stained with SYBR Gold (1/10, 000 dilution of stock supplied from Molecular Probes, Eugene, OR) for 20 min. Comets were visualized at 330x magnification and DNA damage was quantitated using the Tail Moment parameter (i.e., the distance between the barycenter of the head and the tail of the comet multiplied by the percentage of DNA within the tail of the comet). A minimum of 50 cell comets were analyzed for each sample, using ALKOMET version 3.1 image analysis software.

