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DN LI 20 L 2R 82 1 80% LA L (IR A A7 15 2 . 7TEMDA-MB-45340 8 & 1155 tH 19Bliss #1090, KB 1 IR NARE I 4.
FRCR, AR MR A AR 5 BLissF1>0, W] T W FIZR [2]. {#/71250 nM Pictilisib4b 3 2/Mef, £ B A7 P UK 40 5 o
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454571 MCF 7-neo/ HER2 7L it 57 Bl B A8 (1) 209 LA 7.5 mg/ kg [¥1docetaxel 5150 mg/kgiPictilisibifyy, 435l 5 BUMyg 4= K ik
IBAIIR 5 . 100 mg/kgliPictilisibls docetaxel MRk & FAZE IR T WA S BUMRIf37,  HrE 1524 fe kst 4ifF[2]. AZD8055
(20mg/kg)=kPictilisib (75mg/kg) )4 2 51 2 MUk K158 7. 6 it /2 AZD8055IE 2 Pictilisibi ik y7 15 T35 4 T Aktifi%
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Female nu/nu mice were inoculated subcutaneously with MCF7-neo/HER2 or MX-1 breast cancer cells. When
tumors reached a mean volume of 200 to 250 mm3, animals were size-matched and distributed into groups
consisting of 10 animals per group. Docetaxel formulated in 3% EtOH, 97% saline was administered
intravenously once weekly. GDC-0941, formulated in MCT (0.5% methylcellulose, 0.2% Tween-80) was dosed
orally and daily. MAXF1162 is a HER2+/ER+/PR+ patient-derived breast cancer tumor xenograft model
established by directly implanting tumors subcutaneously from patient to NMRI nu/nu mice. Tumor volume
was calculated as follows: tumor size (mm3) = (longer measurement x shorter measurement2) x 0.5. Tumor
sizes were recorded twice weekly over the course of a study. Following data analysis, P values were
determined using the Dunnett t test. For pharmacodynamic studies, tumor samples (n = 4) were immediately
frozen or fixed in 10% neutral-buffered formalin. Tumors were dissociated in cell extraction buffer, and
lysates were analyzed by Western blotting as described above. Immunohistochemistry was conducted using
5- um paraffin sections of formalin-fixed tissue on a Ventana Benchmark XT instrument by deparaffinization,
treatment with antigen retrieval buffer, and incubation with anti-cleaved caspase-3 primary antibody at 37°C.
Fo]und antibody was detected using DABMap technology, and sections were counterstainec},with hematoxylin
2]

Al dru% treatments were tested in quadruplicate during a 4-day incubation period, and the relative number
of viable cells was estimated using CellTiter-Glo. Total luminescence was measured on a Wallac Multilabel
Reader. Cells were treated simultaneously with docetaxel (dose range = 0.0003-0.020 1 mol/L)or GDC-0941
(dose range =0.083-5 1 mol/L)in an 8 x 10 matrix of concentrations chosen to encompass clinically relevant
doses (24). The concentration of drug resulting in EC50 was determined using Prism software. Combination
syner%y of GDC-0941 and docetaxel was determined by Bliss independence analyses. A Bliss expectation for
acombined response (C) was calculated by the equation:C= (A + Bf? (A x B)where A and B are the fractional
growth inhibitions of drug A and B at a given dose. The difference between the Bliss expectation and the
observed growth inhibition of the combination of drugs Aand B at the same dose is the 'DeltaBliss.’
DeltaBliss scores were summed across the dose matrix to generate a Bliss sum.Bliss sum = 0 indicates that
the combination treatment is additive (as expected for indecf)endent pathway effects); Bliss sum > 0 indicates
activity greater than additive (synergy); and Bliss sum < 0 indicates the combination is less than additive

(anta; vj)nism). Statistical analysis comparing the Bliss sums for each cell line was conducted by the Student t-
test[2].

Powder:-20°Cfor 3 years | In solvent:-80°C for 1 year | Shipping with blue ice.
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