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g)J L}@%,(ﬁ 6-8 week nu/nu SCID female mice bearing subcutaneously injected 92.1 tumors (7 mice/ﬁromﬂo) of 100mm3
’ diameter were treated with vehicle, AEBO71 (80m§/k%/d) TID and or BYL719 orall¥(50mg kg/d) QD as single
agents and in combination, 5 days/week for 2 weeks. After 2 weeks, two animals from each group were

sacrificed and tumors were collected to analyze for Western blot. For Omm1 xenografts, 6-8 weeks athymic
female mice bearing subcutaneously injected Omm<1 tumors (7 mice/group) of 100 mm3 diameter were
treated with vehicle, AEBO71 (80mg/kg/d) TID and or BYL719 orally (50mg/kg/d) QD as single agents and in
combination, 5 days/week for 3 weeks. Tumors were homogenized with grinding resins kits as per
manufacturer's instructions. Tumors were collected to analyze for H&E and terminal deoxynucleotidyl
transferase dUTP nick end labeling (TUNEL) staining. Tumors were measured every 2 to 3 days with calipers,
and tumor volumes were calculated by the formula 4/3 x r3 [r = (larger diameter + smaller diameter)/4.
Toxicity was monitored by weight loss [3].

2 H@;%} Jurkat cells (5%10”6 cells) were pretreated for 4 h with 500 nM AEBO71 and loaded for 30 min at 37°Cin the

. R darkwith 5 u Mfura-2 acetoxymethyl ester. Dye excess was removed by washing in Hanks' balanced salt
solution. Samples were prewarmed to 37°Cand baseline Ca2+ levels were determined for 100's on a Spex
Fluorolog 2 spectrofluorometer e(éuipped with two excitation monochrometers and a Coo?er system. At this
point, anti-CD3 antibody was added to a final concentration of 10 1 g/ml, and data were collected over 6.5
min. The maximal and minimal Ca2 levels were determined by adding an excess of ionomycin and EGTA.
Experiments were performed at least four times with similar outcomes [1].
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