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Three days after the orthotopic implantation of 1.0 x 106 L3.6pl/GLT tumor cells in 50 1 L of HBSS, when
bioluminescence imaging confirmed that tumors were well established, 40 mice were randomly allocated
into four groups (n = 10 micecFer group) to receive one of the following treatments. (a) Vehicle solution for
50 uLoflLY2109761 twice aday p.o.(days 1-5 of each week) and 50 u L of sterile saline dailyi.p.(days 2 and 5
of each week; control group). (b% LY2109761 (50 mg/kg) twice a day p.o.(days 1-5 of each weeksjand 50 uLof
sterile saline dailyi.[). days 2 and 5 of each week). Fc) emcitabine (25 mg/kg) dail ]J} (days 2 and 5 of each
week) and p.o. vehicle for 50 u L of LY2109761 twice a day (days 1-5 of each week}./( )LY2109761 (50 mg/kg)
twice a day (days 1-5 of each week) and gemcitabine (25 mg/kg) daily i.p. (days 2 and 5 of each week).
Treatments were continued for 4 wk. Allmice were weighed weekly and observed for tumor growth. Tumor
diameter was assessed with a Vernier caliper, and tumor volume (mm3) was calculated as d2 x D/2, wherein d
and D represent the shortest and longest diameters, respectively. Bulky disease was considered present
when the tumor burden was prominent in the mouse abdomen (tumor volume, 22,000 mm3). When at least 6
of 10 mice in atreatment group presented with bulkY disease, the median survival duration for that group
was considered to be reached. At the median survival duration of the control group, the tumor growth in mice
in all groups was evaluated using the bioluminescence emitted by the tumor cells. Bioluminescence imaging
was conducted using a cryogenically cooled IVIS 100 ima%)ing system coupled to a data acquisition computer
running Living Image software. The mice were sacrificed by carbon dioxide inhalation when evidence of
advanced b[ul]<y disease was present. The day of sacrifice was considered the day of death for survival
evaluation[1].

LY2109761 cytotoxicity was determined by 3 methods: the MTT assay, manual counting of viable cells, and
propidium iodide staining. MTT vields a purple formazan product that is detected using a 96-well plate reader
at 570 nm. Cells were plated and cultured for 2 days in a 1% fetal bovine serum medium supplemented with
LY2109761 at the following concentrations: 0.001,0.01, 0.1, 1, 10,and 20 u M. Each experimental condition
was reproduced in 8 wells, and each experiment was repeated 3 times. To confirm the cytotoxic data, cells
were incubated under the described conditions and stained with the vital dye trypan blue, which does not
react with the cell membrane because of its negative charge. All the unstained cells were counted using a
hemocytometer. Four squares were counted for each condition, and each condition was repeated in triplicate
in the same experiment. Each experiment was repeated 3 times for each cell line. Bars represent the avera%e
and standard deviation of all experiments. Under the same experimental conditions, nonpermeabilized cells
were stained with propidium iodide and analyzed with a flow cytometer [2].
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