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Figure S1: Labeling of metabolically engineered cell-surface glycoconjugates. HEK 293T cells
were grown for 48 h with 50 uM Ac4GIcNCyoc (1, A), 50 uM Ac,sGalNCyoc (2, B), or with PBS
(solvent control, C) and subsequently incubated with Tz—biotin 10 (1 mM, 3 h, 37 °C) followed by

incubation with streptavidin—AF647. Nuclei were stained with Hoechst33342. Scale bar: 30 um.
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Metabolic engineering with Hela S3 cells

Hela S3 cells (16,000 cells cm™) were seeded in 4-well ibiTreat p-Slides (ibidi). After 12 h cells
were incubated for 48 h with 50 uM cyclopropene-labeled sugar (AcsGlcNCyoc (1), AcsGalNCyoc
(2) or AcsManNCyoc (3)). The sugars were prepared as stock solutions in DMSO (100 mM) and
diluted into media. DMSO only or 50 uM 1,3,4,6-tetra-O-acetyl-N-acetylglucosamine (AcsGIcNAc)
were added as controls. Cells were washed two times with PBS and then treated with Tz—biotin
10 (1 mM) for 1 h at 37 °C. After two washes with PBS, cells were incubated with streptavidin—
AlexaFluors55 (6.6 ug mL™) and Hoechst 33342 (10 ug mL™) for 20 min at 37 °C in the dark. Cells
were washed twice with PBS, and DMEM was added for microscopy. A Zeiss LSM 780 equipped
with a 40 x 1.4 Plan Apo oil DIC immersion objective and a GaAsP-detector array for spectral
imaging was employed. Analysis of the obtained data was performed using Image J software

version 1.45 S.2. Results are shown in Figure S2.
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Figure S2: Labeling of metabolically engineered cell-surface glycoconjugates. Hela S3 cells were
grown for 48 h with 50 uM Ac,4GlcNCyoc (1, A), 50 uM Ac,GalNCyoc (2, B), 50 uM AcsManNCyoc
(3, C), 50 uM Ac4GIcNAc (D) or with DMSO (solvent control, E) and subsequently incubated with
Tz—biotin 10 (1 mM, 1 h, 37 °C) followed by incubation with streptavidin—AF555. Nuclei were
stained with Hoechst33342. Scale bar: 30 um.
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