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1. Lat1 and Glut1 Protein Quantitation from Brain Cells

Figure S1. Examples LC-MS/MS chromatograms for protein quantitation generated by Skyline

software (version 4.2). Lat1 natural (top panel) and isotopically labeled standard (lower panel) peptide

chromatograms in primary neurons (A) and in BV2 cells (B). Glut1 natural (top panel) and

isotopically labeled standard (lower panel) peptide chromatograms in primary neurons (C) and in

BV2 cells (D).
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2. Effects of LAT1-Utilizing Prodrugs and Their Parent Drugs on the Cell Viability of Immortalized

Microglia (BV2)

Immortalized microglia (BV2) were seeded at the density of 2 × 104 cells/well onto collagen-coated

96-well plates. The cells were used for the proliferation experiments one day after seeding. A

concentration of 100 µM of studied compounds were added into the growth medium and incubated

for 24 h, after which the cell viability was determined by resazurin cell proliferation kit (Sigma, St.

Louis, MO, USA). The samples were measured fluorometrically by monitoring the increase in

fluorescence at a wavelength of 590 nm using an excitation wavelength of 560 nm (EnVision, Perkin

Elmer, Inc., Waltham, MA, USA), which is directly proportional to aerobic respiration and cellular

metabolism of cells. The cell death was confirmed in the decrease of cell amount by visualizing the

wells with microscopy. None of the studied compounds decreased the cell viability (Figure S2).

Figure S2. The cell viability of immortalized microglia (BV2) after 24 h incubation of 100 µM LAT1-

utilizing prodrugs (PD1-PD6) and their parent drugs (D1-D3) presented as percentages (%) compared

to the untreated cells (ctrl) (mean ± SD, n=3-6). An asterisk denotes a statistically significant

difference from the respective control (** P <  0.01,  * P < 0.05 one-way ANOVA, followed by

Tukey’s test).
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