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>» BL-tag system
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)) photoactivatable covalent protein-labeling system
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Figure 1. (a) Chemical structures of the synthesized caged BL-tag ligands (top), and schematic illustration of light-induced fluorescence labeling of the BL-tag-fused

protein (bottom). (b) SDS-PAGE analysis of the light-induced labeling reaction of BL-tag with FPA-DMNPE. Coomassie Brilliant Blue (CBB)-stained and fluorescence gel images.
[FPA-DMNPE] = 15 uM, [BL-tag] = 10 uM in 100 mM HEPES buffer (pH 7.4). Uncaging light: 365 * 5 nm, 9.3 mW cm—2, for 5 min at rt. Excitation: 470 nm. Detection: 590 + 40
nm. (¢) Fluorescence intensities of the bands corresponding to the labeled BL-tags in the SDS-PAGE analysis shown in (b). The error bars represent s.d. (n = 4). (d) Confocal laser
scanning microscopy images of BL-tag-fused EGFR (BL-EGFR) labeled with 100 nM FPA-DMNPE. For the condition of UV (+), FPA-DMNPE was uncaged by UV irradiation
before probe addition to the live cells. Uncaging light: 365 * 5 nm, 9.3 mW cm—2, for 5 min at rt. Scale bar: 40 pm.
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D Design of the caged BL-tag—HaloTag dimerizer (CBHD)
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'3 Intracellular protein translocation
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'3 light-induced protein translocation to different subcellular regions
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'3 light-induced protein translocation to different subcellular regions
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2 Intracellular protein translocation
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Tom20-mCherry

'3 Intracellular protein translocation
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