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Table Sla. Optical properties of probes 1-5.

b

Probe Ama® (nm)2 e (MTem™?) 2 Amax® (M) ° Amax™ (nm) P [0
1 496 43,140 500 528 0.09
2 499 47,420 498 528 0.17
3 496 62,280 498 526 0.74
4 496 67,900 498 526 0.24
5 494 11,270 496 527 0.08

aUV-vis absorption properties and fluorescent of probes 1-5 were measured in PBS containing
1% DMSO (5 uM). PFluorescein was used as a reference (75% (Aex = 480 nm, Aem=490-750 nm))

[1].

Table S1b. Size distribution of probes 1-5 (5 uM) in PBS at pH’s 5.8, 6.9, and 8.0 (buffers
wew prepared from 0.1 M Na:HPO4 and NaH2POs). Probe solutions were prepared from
0.5 mM DMSO stock solution and 100-fold diluted and size distributions measured on a
Malvern Zetasizer.

Size distribution (nm) | pH 5.8 pH 6.9 pH 8.0
Probe 1 955 + 328 24+6 13+18
Probe 2 1106 + 163 1106 + 150 91+7
Probe 3 50+17 122 £12 91+0
Probe 4 825 + 62 190 + 21 78+8
Probe 5 955 + 220 295 + 83 295 + 109
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Figure S1la. Absorbance of probes 1-5 in pH 7.3 PBS (5 uM) (prepared by dilution from a 0.5
mM DMSO stock solution). Compound concentrations were determined by 'H NMR

intergration using the reference standard 3-(trimethylsilyl)-1-propanesulfonic acid.
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Figure S1b. UV/Vis analysis of the probes 1-5 in pH 7.3 PBS (5 uM). The fatty acid tail of
the probes could allow aggregation in the PBS buffer so dilutions were made and analysed.
All probes were prepared from 3.1 mM solutions in DMSO and then 100 fold diluted for

the initial measurement and then diluted further three times.
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Figure Slc. UV/vis analysis of probes 1-5 (5 uM) in PBS at pHs 5.8, 6.9, and 8.0 (buffers
were prepared from 0.1 M Na2HPO4 and NaH2POs solutions). Probes 1-5 were prepared
from 0.5 mM DMSO stock solution (and 100 fold dilution into PBS).
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Figure 2. Fluorescence spectrum of probes 1-5. Probe 1,2 and 5 (5 pM in PBS, prepared by
100 folds dilution from 0.5 mM DMSO stock solution), probe 3 and 4 (0.5 uM in PBS,
prepared by 1,000 folds dilution from 0.5 mM DMSO stock solution).
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Figure S3. Comparison of probes 1-5 and CellMask labelling using plot profile analysis. A

straight line was analysed across a single cell image by confocal microscopy.
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Figure S4. Cell membrane analysis of probes 1-5. Hela cells were incubated with the probes
(10 uM) for 15 min, stained with the Hoechst nuclei stain and the CellMask membrane dye) for
8 min. The cells were incuabted in media for another 1 h and anaysed by confocal microscopy.

Scale bar =20 um.



NMR spectra of compounds 1-6
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