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Testing of imaging buffers for Tag-PAINT

:

Different single-molecule localization microscopy (SMLM) methods exist to circumvent the diffraction limit. Self-
labeling protein tags e.g. HaloTag are one of a the possibilities to achieve super resolution microscopy PAINT (.
point accumulation for imaging in nanoscale topography), as some ligand labeled with fluorophore are irreversible
binding with modified Halo Tag. As we all know the salt concentration, pH and temperature will change proteins
conformation and influence the interaction between Halo Tag and ligand. This give us a way to control the image
condition by optimizing imaging buffer.

Task Description N

For improving Tag PAINT with regard to localization precision and acquisition time, ~ Exchangeable probes

different imaging buffers will be tested. As model system the vimentin fused with

modified Halo Tag in stable U20S cell line will be used. The Halo Tag could be directly @+j% — @
targeted by giving imaging buffer contains suitable ligand concentration to evaluate -

the effect of the labeling strategy on the quality of the super-resolved image. The on-reactive HaloTag
binding time of single signal clusters will be analyzed as the scale of binding behavior. Ligands (nrHTI
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