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amino acid analyses, and units of phosphorylation (Up,,) were assigned. The functional performance of the Akt1 calibrator
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substantial cross-reactivity with Akt2 or Akt3 or with the active forms phospho-Akt (Ser472) and phospho-Akt (Serd74). ] ] ] ] ]
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cultured cell lysates (including MCF-7, Jurkat, NIH3T3, rat L6, and COS7); epithelial, renal cell, and kidney carcinomas; Phospho-Akt (Ser473)
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Total Akt and phospho-Akt (Ser473) singleplex assays were developed and optimized for electrochemiluminescence Left: Dilution linearity was assessed by serially diluting 10 pg/well (400 pg/mL) of different cell lysates and tumor samples. The average percent recoveries at each dilution factor are shown. Dashed red lines represent boundaries of +/-25% recovery.
detection. The assays use a common capture antibody; total Akt and phospho-Akt (Ser473) are detected using anti-total Average percent recoveries at each dilution factor are shown. Dashed red lines represent boundaries of +/-25% recovery. Right: Spike recovery was assessed by diluting tumor xenograft lysate samples to 1.25 pg/well (50 pg/mL) and spiking with Human Jurkat cells were treated with serial dilutions of the PI3K inhibitor LY294002 for 30 minutes. ECL signals from
Akt and anti-phospho-Akt (Ser473) antibodies, respectively. Akt assay controls were prepared by diluting Jurkat cell lysates Right: Spike recovery was assessed by diluting tumor xenograft lysate samples to 1.25 pg/well (50 pg/mL) and spiking with Akt calibrator at 3 levels throughout the assay range. Recoveries were within 20% of the expected concentrations. Dashed red treated samples were normalized to ECL signals in untreated samples. IC, is the concentration that inhibited Akt
to 400 pg/mL and 25 pg/mL in lysis buffer supplemented with protease and phosphatase inhibitors. We performed a Akt calibrator at 3 Ievelg throughout the assay range. Recoveries were within 15% of the expected concentrations. Dashed red lines represent boundaries of +/-20% recovery. phosphorylation at Ser473 by 50%. Total Akt levels were not affected by ggtment Assay data were consistent with
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Assay specificity to Akt isoforms was assessed by assaying full-length, recombinant human phospho-Akt1 (Serd73), 0- RS S S S OF O 60® O ® 60 ® A Jurkat NIH3T3  Ratl§  COS7
phospho-Akt2 (Serd72), and phospho-Akt3 (Serd74). Neither assay exhibited substantial reactivity with either phospho- Jurkat NIH3T3  Ratl6  COS7 Jurkat  NIH3T3 Ratlé COS7
Akt2 (Serd72) or phospho-Akt3 (Ser474). Total Akt and phospho-Akt (Ser473) assays are specific to the Akt1 isoform. Jurkat  NIH3T3 Rail6  COS7 Species reactivity was evaluated by testing human (Jurkat), mouse (NIH3T3), rat (RatL6), and non-
Species reactivity was evaluated by testing human (Jurkat), mouse (NIH3T3), rat (RatL6), and non- human primate (COS7) cell lysates in which Akt phosphorylation was either stimulated (+) or
human primate (COS7) cell lysates in which Akt phosphorylation was either stimulated (+) or . ® suppressed (-). Phospho-Akt (Serd473) protein was quantifiable across species and treatment
suppressed (-). Total Akt protein was quantifiable across species, showing modest changes in M E S [] S [: a | B I] | S [: U V B |' v conditions. MSD immunoassay and Western blot results are shown.

concentration with different treatment conditions. MSD assay and Western blot results are shown.
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