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SUPPLEMENTARY FIGURE 2

Supplementary Figure 2. Additional data for simultaneous two-color SPT-PALM experiment. Two
live ES cells expressing histone H2B—SNAP-tag labeled with PA-JFg46-SNAP-tag ligand (9) and Sox2—
HaloTag labeled with PA-JFs49-HaloTag ligand (5). Upper images show localization microscopy image
(PALM), center images show cumulative single-particle trajectories, and lower images show apparent

diffusion coefficient map. Scale bar: 5 um. (a) Images from histone H2B—SNAP-tag labeled with 9. (b)
Images from Sox2—HaloTag labeled with 5.
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SUPPLEMENTARY VIDEO LEGENDS

Supplementary Video 1. One-photon activation (405 nm) of an ES cell expressing Sox2—HaloTag
labeled with PA-JFs49-HaloTag ligand.

Supplementary Video 2. Two-photon activation (800 nm; spelling “HHMI”) in a HeLa cell expressing
histone H2B-HaloTag labeled with PA-JFs49-HaloTag ligand followed by full-field one-photon activation
(405 nm).

Supplementary Video 3. Side-by-side comparison of 3D single-particle tracking (SPT) experiments in an
ES cell expressing Sox2—HaloTag labeled with TMR HaloTag ligand (left) in SPT-dSTORM mode or PA-
JFs49 (right) in SPT-PALM mode.

Supplementary Video 4. One-photon activation (405 nm) of an ES cell expressing GFP-HP1 (green)
and Sox2—-HaloTag labeled with PA-JFg6-HaloTag ligand (magenta).
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