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•Creation of new biocompatible fluorescent chromatin probes.

•Application of the newly developed probes for imaging and establishment of 

image analysis pipelines.

•Elucidation of the chromatin structure and dynamics in living cells during cell 

cycle or external stimulation
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Fig. 3. Imaging performance of fluorescent probes based on

rhodamine isomers. a, Wide-field fluorescence microscopy of

living primary fibroblasts stained with 100 nM TMR-LTX isomers
for 1h at 37°C. Cells were washed once with HBSS and imaged

in DMEM growth media. Insets shows zoomed-in images. Scale

bars: 100 μm (large field of view), 10 μm (inset). Hoechst

staining is shown in cyan and all tubulin probes are in magenta.

b, Quantification of fluorescence signal in the cytoplasm of living
cells stained with tubulin probes. Data is presented as mean ±
s.e.m., N = 3 independent experiments, each time n > 100 cells

were quantified. c, Cytotoxicity of tubulin fluorescent probes

presented as half maximal effective concentration (EC50) after
24h incubation at 37°C in growth media. Cytotoxicity was

determined as fraction of cells containing less than a single set

of genetic material (sub G1 DNA content). Data is presented as
mean ± s.e.m., N = 3 independent experiments, each time n >

100 cells were quantified. d, Wide-field microscopy images of

living primary fibroblasts. The cells were stained with 100 nM

4/5/6-580CP-Hoechst (magenta) or 100 nM 4/5/6-610CP-JAS
(yellow) for 1h at 37°C, washed once with HBSS and imaged in

DMEM media. Inserts show zoomed-in images. Scale bars: 100

μm (large field of view), 10 μm (insets). Overlay with phase

contrast (grey) images are shown. e, Quantification of DNA

probes fluorescence signal in the nuclei. Data presented as
mean ± s.d., N = 3 independent experiments, each n > 100 cells.

f, Quantification of 4/5/6-610CP-JAS fluorescence signal in the
cytoplasm of living cells. Data presented as mean ± s.d., N = 3

independent experiments, each n > 100 cells.
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