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Supporting Information

Fig. S1 Correction factors and equations for purity correction of DiLeu reporter ion intensities. xn is the
percent purity of reporter ion, yn is the percent impurity of -1 Da interference ion, and zn is the percent
impurity of +1 Da interference ion. Sn represents the signal intensity of reporter ion in a raw MS/MS
spectrum. In represents the actual intensity of reporter ion which can be resolved with the equation
implemented in an excel spreadsheet. I115, I116, I117, and I118 can then be utilized to calculate the intensity
ratios of DiLeu reporter ions for relative quantification.
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Fig. S2 Examples of linear regression for the experimental to theoretical intensity ratios of DiLeu reporter
ions for relative quantification. Each data point with an error bar (standard deviation) represents the
average ratio from three replicates obtained from the 1:5:2:10 ratio labeling experiment.
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Fig. S3 Extracted ion electropherograms (A, B) and extracted ion chromatograms (C, D) of reporter ions
(m/z 115.1, 116.1, 117.1, 118.1) in CE-SRM and LC-SRM analysis of DiLeu labeled metabolites. For
clarity, each trace offsets by 10% along the y-axis of intensity. 4-plex DiLeu labeled metabolites comigrated during CE separation (A, B). Negligible retention time difference among the 4-plex DiLeu
labeled metabolites was observed in LC separation (C, D).
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Fig. S4 Base peak ion chromatogram of 4-plex DiLeu labeled mouse urine.
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Fig. S5 Examples of MS/MS spectra (reporter ions region) of DiLeu labeled metabolites from mouse
urine samples.
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