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Supplementary Figure 1. Example of quantification methodology. Using Xcalibur software, monoisotopic peaks 
(from the FT-ICR MS scan) of the unlabeled (blue circle) and labeled (red triangle) samples were identified for a 
specific phosphopeptide for each time point. An average scan was formed to include each scan in an individual run 
where the phosphopeptide could be unambiguously identified. Both the unlabeled and labeled monoisotopic peaks are 
integrated in Xcalibur and the area is displayed (see integrated peaks and area values at right). Starting with the 
unstimulated samples, dividing the area of the unlabeled monoisotopic peak by the area of the labeled monoisotopic
peak gives a value of 1.57. This ratio is set to 100%. The ratio at 1 minute after EGF stimulation is 2.89. Division of this 
number by 1.57 gives 1.84 or 184% relative to the unstimulated ratio. This is performed for each time point. It is 
important to note that many activating phosphorylation events may not be detectable in a fully quiescent state. In such 
cases one must make conservative estimates for ratios based on calculations of signal to noise.  


