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Frid: 14 FhR 4N AL A MK-2206 dihydrochloride 4b3 72 h, {#f] CellTiter-Glo assay & IlANMIE /1. 455 : MK-2206
dihydrochloride il R4 fa 4= 1, 1C50 7 0.1-28.6 wmol/Lz[8]. [1] #k: A &AL R CNE-2. HONE-1 f MK-2206
dihydrochloride (0.625-10 1 M) &2 24-48 h, {4iJf] Flow Cytometry J7 ik 40w & 30145 . 45 8 MK-2206 dihydrochloride
20 GO/ G I T 43 LI ) S g I R AN S S SR (/b . MK-2206 dihydrochloride i 40 A =i T G1 3. [2]

T KR I BURTE M, K MK-2206 dihydrochloride (120 mg/kg 48 =Xk 360 mg/kg &8 —K, 30% Captisol) fI
erlotinib (50 mg/kg %JH LK, 0.5% methylcellulose +0.1% Tween 80) [ it 2 45 #8547 A\ fitisia g NCI-H292 11y CD1 /MR,
R . 2R . A=K MK-2206 S25 1697 T0RG A — IR D5 AU S S HURIT 2. R erlotinib Sl S 7
EIRAEKANE], H5 MK-2206 (54 Y7 T3 IR T HBUMRT G BARIRIEIR . [1] 05 8k R I BRI,
MK-2206 dihydrochloride (120 mg/kg in 30% captisol) # & 4 254545415 A 1= 4 50 Mg 1) NSG /MR, B RIWIK, Frgi=H.
453 : MK-2206 dihydrochloride y57 i 3 A [FIZS B AISE 1) PDX a0 AL K #5231 R 2 k. [3]

When the mean tumor size reached 0.13 cm3 for the SK-OV-3 or 0.2 cm3 for the NCI-H292, HCC70, PC-3, and
NCI-H460 models, the mice were randomized into control and treatment groups with approximately
equivalent ranges of tumor volume between(_groups (n =5 animals per group). The following vehicles were
used to dose the compounds: 30% Captisol (Cydex) for MK-2206; 0.5% methylcellulose + 0.1% Tween 80 for
erlotinib; distilled water for lapatinib; 0.73% ethanolin saline for docetaxel; and saline for carboplatin and
gemcitabine. The control group received vehicle only. Tumor volume was measured with calipers twice a
week. Animal body weight and physical signs were monitored during the experiments. Tumor volume was
calculated, taking length to be the longest diameter across the tumor and width to be the perpendicular
diameter, by using the following formula: (length x width)2 x 0.5. Relative tumor volume was assessed by
dividing the tumor volume on different observation days with the starting tumor volume. Statistical
significance was evaluated by using the two-way repeated ANOVA test followed by Dunnett's test or an
unpaired t-test[2].

Cells were seeded at adensity of 2 to 3 x 103 per wellin 96-well plates. Twenty-four hours after plating,
varying concentrations of the drug, either as asingle agent or in combination, were added to the wells. Cell
proliferation was determined by using the CellTiter-Glo assay at 72 or 96 hours after dosing. The nature of
the drug interaction was evaluated by using the combination index (Cl) according to the method of Chou and
Talalay. Acommercial software package was obtained from Calcusyn. In combination with docetaxel, we
tested three treatment sequences: (a) MK-2206 followed by docetaxel—cells were exposed to MK-2206 for
24 hours, and then after washout of MK-2206, cells were treated with docetaxel for an additional 72 hours; (b)
docetaxel followed by MK-2206—cells were exposed to docetaxel for 24 hours, and then after washout of
docetaxel, cells were treated with MK-2206 for an additional 72 hours; and (c) concurrent treatment—cells
were exposed to both MK-2206 and docetaxel for 72 hours [2].
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