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For xenografts, NOD.CB17-Prkdc?scid/NCrHsd (NOD/SCID, Harlan Laboratories) mice were used. KARPAS-299
human cells were grown as described above, dissolved in sterile PBS to a concentration of 1x107 cells/mland
inoculated subcutaneously (1x10”6 cells/injection) into the right and left flanks of the mice. Tumor range
was followed measuring tumor length and tumor width with a calliper. Mice weighed approximately 25 g at
the beginning of the therapy. 5-Aza-CdR was dissolved in sterile PBS and was administered intraperitoneally
(i.p.). Each mouse received 2.5 mg/kg/mouse per treatment. Control mice were administered 100 u Ll of
sterile PBS. Therapies were adjusted regarding start and duration of the treatment in order to obtain optimal
treatment procedures.In schedule A, three mice were treated with 5-aza-CdR 11 days after inoculation, when
tumor size was approximately 1 cm2. The control group contained two mice. The mice received 5-aza-CdR or
PBS every day for eight days. In schedule B, two mice were treated with 5-aza-CdR three days after
inoculation and three mice five dafys after inoculation when tumors were not or just palpable. 5-Aza-CdR was
administered every other day for five times to each mouse. The control group contained two mice [4].

For cell cycle analysis, KARPAS-299 cells were incubated for 24 h with 1 u M of 5-aza-CdR in RPMI and grown
for 4 days in fresh RPMI only. Then, 105-106 cells were susgended in 500 u LPI-buffer (0.1% Na-citrate
dihydrate, 0.1% Triton X-100, 0.1% RNAse (DNAse free)in PBS). Propidium-iodide (ROTH, dissolved in PBS)
was added to aconcentration of 10 1 g/mland the cells were incubated for 30 min at 37 °C. The analysis was
performed on a flow cytometer using the BD FACS Diva Software. Three independent samples of 5-aza-CdR
treated and PBS controls were analyzed. Descriptive statistics for analysis are reported as mean + SEM [4].
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