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1. Introduction

The use of fluorescent labels has facilitated and advanced the
investigation of complex biological processes. Over the last
years a large variety of labelling strategies has been developed
allowing the visualisation of different biological systems like
proteins and cellular compartments using fluorescence micro-
scopy. Moreover, the exact localisation of labelled single parti-
cles can be monitored in real time using fluorescence micros-ACHTUNGTRENNUNGcopy in living cells, revealing the dynamics of biological mole-
cules such as proteins, viruses or lipids.[1, 2] Hence, single-mole-
cule spectroscopy (SMS) has become a common method to
study the dynamical behaviour of biomolecules with the ad-
vantage of suppressing ensemble averaging.[3, 4] It is now possi-
ble to measure dynamic processes such as protein–protein in-
teractions[5] , or to monitor the mobility of single motor pro-
teins.[6–10] While most of these processes so far have been in-
vestigated in vitro, novel experimental developments allow
life-cell investigation.[11, 12] Through such SMS measurements it
is clear that, in order to observe the label for a longer period
of time, the fluorophores must exhibit a bright fluorescence
signal, or in other words, show a high quantum yield and a
large absorption coefficient. Additionally, a useful fluorophore
should exhibit a high resistance against photobleaching there-
by increasing the observation time and the amount of collecta-
ble data. For example, the observation of single particles
during the complete cell cycle can require observation times
of several hours. Moreover, for applications in biology the dye
molecules must show a good solubility in water and their fluo-
rescence spectrum should lie in the far red region of the visible

range in order to limit the autofluorescent background in
living cells.

Hence, the need for new water-soluble fluorescent labels
has rapidly expanded within the last decade. Terrylenediimide
(TDI) dye molecules are among the most promising candidates
to fulfill these requirements because they exhibit bright, red-
shifted fluorescence and show high chemical stability.[13] More-
over, their photostability that is, the resistance against photo-
degradation is dramatically higher than those of other avail-
able fluorophores, which is a crucial advantage for long term
sensitive fluorescence applications. We have recently reported
on the characterization of a new water-soluble terrylenedi-
imide (WS-TDI, structure shown in Figure 1 a), and its utilization
in biological experiments.[14] This dye molecule is obtained by

The photophysical properties of three new water-soluble terryle-
nediimide (WS-TDI) derivatives are investigated and their utiliza-
tion in biological experiments is demonstrated. Each of these
dyes can be excited in the far red region of the visible spectrum,
making them good candidates for in-vivo studies. Single-mole-
cule techniques characterize their photophysics that is, the
number of emitted photons, blinking characteristics and survival
times until photobleaching takes place. All three dyes exhibit
bright fluorescence, as well as an extremely high resistance
against photodegradation compared to other well-known fluoro-
phores. Due to their different characteristics the three new WS-
TDI derivatives are suitable for specialized biological applications.
WS-TDI dodecyl forms non-fluorescent aggregates in water which

can be disrupted in a hydrophobic environment leading to a
monomeric fluorescent form. Due to its high lipophilicity WS-TDI
dodecyl anchors efficiently in lipid bilayers with its alkyl chain
and hence can be ideally used to image membranes and mem-
brane-containing compartments in living cells. In contrast, the
positively charged WS-TDI pyridoxy is a new type of chromo-
phore in the WS-TDI family. It is fully solubilized in water forming
fluorescent monomers and is successfully used to label the enve-
lope of herpes simplex viruses. Finally, it is shown that a WS-TDI
derivative functionalized with N-hydroxysuccinimide ester moiety
(WS-TDI/NHS ester) provides a versatile reactive dye molecule for
the specific labelling of amino groups in biomolecules such as
DNA.
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combining the hydrophobic terrylene core with four anionic
sulfonyl side groups to provide solubility in aqueous media.[15]

This strategy leads to a highly photostable fluorophore which
forms soluble aggregates in water. The fluorescence of WS-TDI
is quenched in the aggregates. However, due to their high lip-
ophilicity, the WS-TDI molecules form strongly fluorescent
monomers in lipophilic environments. These properties make
WS-TDI a very interesting dye molecule for the labelling of
membranes and membrane containing compartments in living
cells. Here we report on the photophysical characterization
and biological applications of three new WS-TDI molecules
which are derived from the initial structure of WS-TDI offering
new, specific functionalities.

Labelling cell membranes is difficult since the small thick-
ness of a lipid bilayer (typically in the order of 2–3 nm) limits
the maximum uptake of dye molecules. The labelling efficiency
of WS-TDI in such membranes can be improved by strengthen-
ing the interactions between the dye molecules and the mem-
brane lipid bilayer. This can be achieved by introducing a do-
decyl alkyl chain in the WS-TDI molecule as done in WS-TDI do-
decyl (structure shown in Figure 1 b). The long alkyl chain acts
as an anchor in the lipid bilayer and the new compound is ex-
pected to be more lipophilic than WS-TDI, and, as a conse-
quence, can penetrate more efficiently into cell membranes.

A strong demand for a larger variety of applications asks for
a WS-TDI derivative forming water-soluble fluorescent mono-
mers. A further property of WS-TDI which can be modified is
the polarity of the fluorophore. WS-TDI and WS-TDI dodecyl
each have four negative charges located on the sulfonyl side
groups. Using positively charged pyridoxy substituents in the
bay region (WS-TDI pyridoxy, see Figure 1 c) we developed a
corresponding positively charged WS-TDI derivative. Especially
interesting is the influence of the positive charges on the solu-
bility of this molecule in water as well as on its fluorescent
properties.

Finally, it is highly desirable to functionalize WS-TDI with a
reactive group allowing specific labelling of distinct sites on a
target molecule. For instance, the N-hydroxysuccinimide ester
(NHS-ester) is a functional group which is known for its high
affinity for amine groups and is commonly used for the label-
ling of biological molecules such as proteins, DNA, RNA etc.
Such an active group is successfully added to one of the two
imide groups of WS-TDI, leading to an active WS-TDI/NHS-ester
molecule[16] (see Figure 1 d).

It is shown that all compounds have an exceptionally high
photostability compared to other commonly used dye mole-
cules. WS-TDI dodecyl penetrates efficiently into lipid bilayers
because of its anchor, therefore is ideal for imaging mem-
branes and membrane-containing compartments in living cells.
WS-TDI pyridoxy is the first member of the WS-TDI family
which is fully solubilized in water forming fluorescent mono-
mers. It is useful in a large variety of applications and as an ex-
ample we show the successful labelling of the envelopes of
herpes simplex type 1 virus particles. Finally, it is shown that
WS-TDI/NHS ester provides a versatile active dye molecule for
the specific labelling of amino groups in biomolecules such as
DNA.

2. Results and Discussion

2.1. Photophysical Parameters of WS-TDI Dodecyl and
WS-TDI Pyridoxy

The photophysical parameters of WS-TDI were already de-
scribed previously.[14] Because of the similarity between the
structure of WS-TDI dodecyl and WS-TDI we discuss the com-
parison of the photophysical properties of these two com-
pounds. The effect of the charge of WS-TDI pyridoxy on the
photophysical properties is also discussed. Finally, as WS-TDI/
NHS is a molecule specifically designed for being covalently
linked to a biomolecule, its photophysics is presented in com-
bination with its application as a DNA-label. An overview of all
the photophysical and photostability parameters can be found
in Table 1.

Absorption and Fluorescence Spectra

Compared to WS-TDI the alkyl chain in the structure of the
WS-TDI dodecyl molecule is expected to have only a weak in-
fluence on the terrylene chromophore core, and, as a conse-
quence, on its photophysical properties. The absorption and
fluorescence spectra of WS-TDI dodecyl in water are shown in
Figure 2 a. Both spectra resemble the corresponding spectra of
WS-TDI (data not shown)[14] . The absorption spectrum of WS-
TDI dodecyl in water (Figure 2 a left, black line) shows a broad
main band with a maximum at 634 nm and a weak shoulder at
688 nm (for WS-TDI maxima are at 637 nm and 690 nm). More-
over, no fluorescence signal could be detected (Figure 2 a,
right black line). Additionally, light-scattering measurements
are performed for WS-TDI dodecyl (data not shown) and reveal
the presence of small particles in water, typically several hun-
dreds of nanometers in size. These observations strongly indi-

Figure 1. Structure of the WS-TDI derivatives. a) WS-TDI. b) WS-TDI dodecyl.
c) WS-TDI pyridoxy. d) WS-TDI/NHS.
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cate the presence of H-aggregates for WS-TDI dodecyl in
water, as already reported for WS-TDI and other fluorophores
with large and rigid p-electron systems;[17–20] this phenomenon
of aggregation is due to the strong inter-molecular interaction
between the hydrophobic dye molecules in polar solvents
such as water and is obviously not hindered by the alkyl chain
in WS-TDI dodecyl.

The absorption and fluorescence spectra in the presence of
10 % wt/wt of Pluronic (Figure 2 a doted lines) show a maxi-
mum at 666 nm and at 693 nm, respectively. Again, these spec-

tra are very similar to those measured with WS-TDI in the pres-
ence of Pluronic (absorption maximum at 670 nm and emis-
sion maximum at 700 nm for WS-TDI). The quantum yield in
water in the presence of Pluronic for WS-TDI dodecyl and WS-
TDI are also similar with ff = 0.14 and 0.17, respectively. The
onset of fluorescence emission when going from water to a so-
lution of Pluronic can be explained by the disruption of the
non-fluorescent dye aggregates and the solvation of the mon-
omers inside the micelles.[14, 21]

In the case of WS-TDI pyridoxy we observe a completely dif-
ferent behaviour showing that this molecule forms a new type
of chromophore within the family of WS-TDI derivatives. First,
the absorption spectrum of WS-TDI pyridoxy in water with a
maximum at about 660 nm (see Figure 2 b, left, black lines) is
not influenced by the presence of 10 % wt/wt of Pluronic (Fig-
ure 2 b, left, dotted line). Moreover, the WS-TDI pyridoxy fluo-
resces in pure water as well as in water-containing micelles of
Pluronic, with emission maxima at 705 nm and 688 nm. Finally,
contrary to the two other WS-TDI derivatives no signal was de-
tected in light-scattering measurements of a solution of WS-
TDI pyridoxy in water at the same concentration (C = 10�5

mol L�1), meaning that no particles that is, no aggregates are
present in solution. Altogether these observations suggest that
WS-TDI pyridoxy molecules do not form aggregates in water.
This is a result of the higher solubility of the WS-TDI pyridoxy
molecules in water and is an important difference in compari-
son to the negatively charged WS-TDI derivatives. Possible rea-
sons for this different behavior may be: 1) bulky pyridoxy
groups could prevent interactions of different TDI molecules,
2) the positive charges may be shielded differently, and thus
create different repulsion or 3) withdrawing of the electron
density from the terrylene core by the pyridoxy groups could
weaken intermolecular interactions.

The different solubilities also play a role for the extinction
coefficients. The maximum extinction coefficients of WS-TDI
pyridoxy in water or in water in the presence of Pluronic are
virtually identical [e662nmACHTUNGTRENNUNG(H2O) = 73 800 m

�1 cm�1 and e662nm(H2O,
10 % wt/wt Pluronic) = 77 100 m

�1 cm�1] . In contrast, in the
case of WS-TDI a large increase is detected when Pluronic is
added [e637nmACHTUNGTRENNUNG(H2O) = 23 900 m

�1 cm�1 and e670nm(H2O, 10 % wt/
wt Pluronic) = 42 000 m

�1 cm�1] , caused by the disruption of
the WS-TDI aggregates in the micelles of Pluronic leading to
the fluorescent monomers.[14] We find that in the latter
medium, WS-TDI pyridoxy absorbs about two times more than
WS-TDI. This stronger absorption is a clear advantage for fluo-
rescence microscopy experiments.

Table 1. Photophysical and photostability parameters for the three WS-TDI derivatives and other dyes.

Fluorophore Water Water with 10 % wt/wt Pluronic TEP (� 106) ST [s]
labs

max [nm] lem
max [nm] Ff labs

max [nm] lem
max [nm] Ff in PVA in PVA

WS-TDI 637 – 0 670 700 0.17�0.02 58�5 43�4
WS-TDI dodecyl 634 – 0 666 693 0.14�0.02 43�3 45�10
WS-TDI pyridoxy 660 705 0.016 661 688 0.039�0.003 24�5 30�2
ATTO 647N 644 669 0.65 – – – 5�1 1.6�0.1
Cy5 649 670 0.29 – – – 3�1 1.7�0.2

Figure 2. Absorption and fluorescence spectra of WS-TDI dodecyl and WS-
TDI pyridoxy in water, and in presence of Pluronic P123. a) Absorption and
fluorescence spectra of WS-TDI dodecyl in water (c) and in presence of
10 % wt/wt of Pluronic (g). No fluorescence signal is observed in water,
whereas the fluorescence is intense in presence of Pluronic. The absorption
and emission spectra in presence of Pluronic were not normalized but are
scaled accordingly. b) The same for WS-TDI pyridoxy. The fluorophore fluo-
resces weakly in water.
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Furthermore, the fluorescence quantum yield of WS-TDI pyri-
doxy in water is fairly low (ff = 0.016). In the presence of 10 %
wt/wt Pluronic we observe a two-fold increase (ff = 0.039). This
indicates that a more suitable environment for the fluorophore
is in the hydrophobic inner part of the micelles, since it is
known that the quantum yield of a fluorophore is very sensi-
tive to its environment.[22, 23] This value is, however, lower than
the quantum yield of WS-TDI and WS-TDI dodecyl and limits to
some extends the brightness of this dye. The brightness de-
pends on the product of extinction coefficient and quantum
yield.

In summary the absorption and fluorescence properties of
WS-TDI and WS-TDI dodecyl are very similar, indicating that
the dodecyl chain has a very weak influence on the chromo-
phore. In contrast, the pyridoxy groups of WS-TDI pyridoxy
allow an increased solubility in water without the formation of
aggregates, and WS-TDI pyridoxy is the first dye within the
WS-TDI family which fluoresces in water. Theoretical calcula-
tions have to be performed to give a conclusive explanation
for these differences which seem to be caused by the nega-
tively charged sulfonyl groups and the positively charged pyri-
doxy groups. Modelling of weak interactions such as p-stack-
ing in the presence of solvent molecules like water is difficult
to perform and thus beyond the scope of this work.

Photostability

Apart from the described absorption and fluorescence proper-
ties, evaluating the capabilities of dyes for single-molecule ap-
plications requires testing at the single-molecule level and de-
termining the number of emitted photons and the survival
times before photobleaching. The photostability of the three
water-soluble terrylene derivatives is measured and compared
to ATTO647N and Cy5, which are two fluorophores with similar
absorption and fluorescence spectra, known for their high
photostability and commonly used in biological studies. One
way to investigate single molecules is to immobilize them by
spin-coating a highly diluted polymer solution as a thin film on
a substrate. Under these conditions, the molecules are so
widely separated that on average less than one molecule is in
the confocal spot of the laser beam. Scanning the laser beam
across the sample allows single molecules to be detected by
their fluorescence (see the Experimental Section). The fluores-
cence of individual molecules is observed by positioning the
laser beam on such a spot and collecting the emitted fluores-
cence as a function of time. A typical fluorescence intensity tra-
jectory for a single WS-TDI dodecyl molecule is shown in Fig-
ure 3 a. This trajectory shows blinking events at about 20 s and
24 s as well as one-step photobleaching at about 27 s. The dig-
ital on–off switching of the fluorescence intensity is a typical
signature for a single molecule. From such a fluorescence in-
tensity trajectory, the number of total emitted photons (TEP)
can be extracted by computing the integral over time and cor-
recting for the detection efficiency of the setup (see Experi-
mental Section). Moreover, the survival time (ST) that is, the
time until irreversible photobleaching occurs can be obtained.

The distributions of these two parameters characterize the ca-
pabilities of the fluorophores for single-molecule applications.

The dye molecules are embedded at ultra-low concentration
(C~10�9 mol L�1) in poly(vinyl alcohol) (PVA) polymer films. Fig-
ures 3 b and c show the probability distributions of the TEP
and the ST extracted from intensity time trajectories. About 60
single molecules of each fluorophore are measured under
comparable experimental conditions. For WS-TDI in PVA the
average TEP is (58�5) � 106, and the average ST is 43�4 s. For

Figure 3. Photostability measurements. a) A typical fluorescence intensity
trajectory for WS-TDI dodecyl. The molecule exhibits blinking behavior and
undergoes irreversible photobleaching. The ON and OFF periods are over-
layed as black and red stripes. b) Accumulated probability distributions of
the TEP for WS-TDI, WSTDI dodecyl, WS-TDI pyridoxy, Cy5, and ATTO 647N.
Similarly to the study of WS-TDI[14] the curves cannot be fitted with a single
exponential decay. Instead, two-component decays are used (solid lines),
from which we calculated average TEPs. c) Similar evaluation for the ST with
bi-exponential fits shown as solid lines.
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WS-TDI dodecyl in PVA the TEP = (43�3) � 106 and ST = 45�
10 s. When one compares the slightly lower value of the quan-
tum yield of WS-TDI dodecyl (ff = 0.14�0.02) to WS-TDI (ff =

0.17�0.02) one can explain that less photons are emitted by
WS-TDI dodecyl before photobleaching. However, the survival
times of both dyes are very similar, indicating that the pres-
ence of the alkyl chain has a limited influence on the photosta-
bility of the fluorophore. In contrast, WS-TDI pyridoxy has an
average TEP of (24�5) � 106 and an average ST of 30�2 s. It
emits more than two times less photons than WS-TDI in PVA,
and photobleaches about 30 % faster. Apparently, the pyridoxy
groups change the quantum yield and the photobleaching be-
haviour. Nevertheless, all three water-soluble terrylene deriva-
tives emit over five times more photons before photobleach-
ing, and live more than 18 times longer than ATTO647N or
Cy5, demonstrating that these novel water-soluble terrylene
derivatives have much higher photostability. Noteworthy is
that all these measurements were conducted in a polymer
matrix, and not in aqueous solutions in which properties of
the dyes (such as photostability, quantum yield etc.) may vary
and that the relatively high polarity of PVA (e= 5) makes it a
suitable environment for comparison with water.

In summary, the outstanding photostability of the new WS-
TDI dyes makes them very promising candidates for ensemble
as well as for single-molecule experiments. Some of these ex-
periments have been performed in order to illustrate interest-
ing areas for application of these dyes.

2.2. Membrane Labelling

Fluorescence Spectra in Living Cells

As mentioned above, WS-TDI dodecyl is expected to incorpo-
rate more efficiently into lipid membranes than WS-TDI be-
cause of the presence of its lipophilic alkyl chain. We test this
assumption by monitoring the dye uptake into living cells by
fluorescence spectroscopy.

The fluorescence emission spectra of WS-TDI and WS-TDI do-
decyl in a PBS solution at a concentration of 10�5 mol L�1 are
displayed in Figure 4 (dotted black and grey lines, respective-
ly). In both cases no fluorescence signal is detected (only in-

strument background) since the dye molecules are seques-
tered in non fluorescing aggregates in water. The black and
grey lines show the fluorescence spectra of solutions of WS-
TDI and WS-TDI dodecyl in the presence of HeLa cells (cell den-
sity = 106 cells mL�1), one hour after addition of the dye. For
both dyes the appearance of a fluorescence signal with a maxi-
mal intensity at around 670 nm is observed. This can be ex-
plained by the disruption of the dye aggregates and the solva-
tion of fluorescing monomers in membranes and membrane-
containing compartments of the living cells. By integrating the
fluorescence spectra we find a five-times stronger fluorescence
intensity of WS-TDI dodecyl compared to WS-TDI in the pres-
ence of the same amount of cells. This indicates that the dye-
uptake process is more efficient for WS-TDI dodecyl ; the hy-
drophobic chain greatly helps in the incorporation of the fluo-
rophore into the lipid membrane, as was expected from the
more lipophilic nature of the WS-TDI dodecyl molecule.

Life Cell Imaging

The high affinity of the WS-TDI derivatives for lipid environ-
ments can be used to image membranes of living cells. Living
HeLa cells growing on chambered cover glass were incubated
with a medium containing 10�5 mol L�1 WS-TDI, WS-TDI dode-
cyl, and WS-TDI pyridoxy, respectively, at 37 8C. After one hour,
the cells were washed three times with PBS in order to remove
excess dye, and were subsequently imaged. The fluorescence
light of the three dyes was detected with the standard detec-
tor (photomultiplier) of a confocal laser scanning microscope,
as shown in Figures 5 a–c. The corresponding transmission
images which show the cell shapes are depicted in Figur-
es 5 d–f. Figure 5 a shows a confocal section of living HeLa cells
stained with WS-TDI. In each cell, numerous endosomal vesi-
cles appear as bright spots. The cell membrane is hardly visi-
ble, indicating that the loosely bound dye in the plasma mem-
brane had been washed out whereas intracellular dye in the
vesicles remained. Figure 5 b shows a fluorescence image for
WS-TDI dodecyl. Similarly to WS-TDI, endocytic vesicles are la-
belled, but in addition also labelling of the cell membrane is
detectable. The residual membrane labelling after the washing
steps demonstrates that the long alkyl chain of WS-TDI dode-
cyl anchors the dye molecules more efficiently to the lipid bi-
layer membrane as compared to WS-TDI. The labelling pattern
of the charged WS-TDI pyridoxy is comparable to WS-TDI as
presented in Figure 5 c. However, the endosomes labelled with
WS-TDI pyridoxy appear with a brighter fluorescence signal.
The reason for this seems to be the higher number of mono-
mer dye molecules which are available in the PBS solution due
to the higher solubility of WS-TDI pyridoxy.

The pathway of endosomes labelled with the new fluoro-
phores can be monitored by wide-field microscopy. Four se-
quences of fluorescence images [600 frames, 500 ms/frame,
(20 mm � 20 mm in size) measured under the same experimental
conditions] of HeLa cells stained with either WS-TDI, WS-TDI
dodecyl, WS-TDI pyridoxy, or Alexa647/dextran [the concentra-
tion of the fluorophore before washing was C~10�6 mol L�1 in
all cases] are shown in the Supporting Information (Movie 1).

Figure 4. Fluorescence spectra of WS-TDI and WS-TDI dodecyl in PBS, and in
PBS in presence of living HeLa cells. The fluorescence intensity measure-
ments with the living cells show that for the WS-TDI dodecyl dye the fluo-
rescence intensity is five-times stronger than for the WS-TDI dye.
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Alexa647/dextran is a well-known fluid phase marker and is
used as a reference to evaluate the capability of the three new
terrylene derivatives used as markers for the endosomic traffic,
and to compare their photostability.

In each of the four movies the movement of the endosomes
can be monitored in real time, which demonstrates that the
three new fluorophores can be used for marking the mem-
brane-containing compartments of living cells. Let us note that
the signal-to-noise ratio, which is relevant, for example, for
high positioning accuracy,[24, 25] is higher for WS-TDI and WS-TDI
dodecyl compared to the two other dyes. This is due to the
fact that these two dyes form non-fluorescent aggregates in
water solution, and thus do not contribute to a general fluo-
rescence background. The most important parameter, however,
is the decay of the fluorescence intensity with time. This is dis-
played in Figure 5 d for the four investigated fluorophores.
Whereas the fluorescence intensity of the Alexa647/dextran
(blue line) decays rapidly to nearly zero within some seconds
(with the high intensity of 0.2 kW cm�2 used in this experi-
ment), the signal of WS-TDI (black line) and WS-TDI dodecyl
(red line) remains nearly constant during the whole observa-
tion time, and the fluorescence intensity of WS-TDI pyridoxy
(green line) also fades very slowly. These data agree well with
the single-molecule data for the photostability in Figure 3. The
extremely high photostability of the three new water-soluble
derivatives is thus a major advantage compared with other
dyes commonly used in biological studies like Alexa647/dex-
tran.

Long Term Toxicity for Living Cells

To evaluate the long term toxicity of the labelling, WS-TDI la-
belled HeLa cells are mixed with unlabelled cells (in a ratio of
labelled cells/unlabelled cells = 10) at a dye concentration of
10�5 mol L�1. As presented in Figure 5 h, at this dye concentra-
tion we could not detect any visual effects of toxicity effects
nor impaired cellular growth. Labelled cells divided at the
same rate as unlabelled cells and the dye propagated with
each division to the daughter cells. In addition, no unspecific
spread of the dye from a labelled cell to an adjacent unla-
belled cell was observed.

Intracellular Pathway of the WS-TDI Derivatives

For the utilization of the three WS-TDI derivatives it is impor-
tant to understand their subcellular localization in the endoso-
mal system. Therefore we performed co-localization experi-
ments with cells expressing fusion proteins of the green fluo-
rescent protein with Rab5 or Rab9. Rab proteins belong to the
Ras superfamily of small GTPases and are central players of ve-
sicular transport in cells.[26–28] They are especially important to
ensure compartment specificity and can be used as compart-
ment markers. Rab5 is a specific GTPase for early endosomes,
whereas Rab9 can be used to label late endosomes. HuH7 cells
expressing Rab5-GFP or Rab9-GFP were incubated with the
three WS-TDI derivatives (C = 5 � 10�6 mol L�1). The fluorescence
emission of the WS-TDI derivatives and GFP are well separated
and allow simultaneous imaging in two separate emission
channels using 488 nm and 633 nm laser lines for excitation
(for details see Experimental Section). The cells were imaged
on a confocal microscope at three different times: i) after

Figure 5. Life cell imaging with WS-TDI derivatives. Confocal fluorescence
images of living HeLa cells stained with a) WS-TDI, b) WS-TDI dodecyl, and
c) WS-TDI pyridoxy after washing. The cells show prominent labelling of en-
docytic vesicles. In the case of WS-TDI dodecyl, residual dye remained in the
plasma membrane. d–f) Corresponding transmission light images. g) Plot of
the normalized fluorescence intensity as a function of time of HeLa cells ad-
hered onto a cover glass in PBS and stained with WS-TDI, WS-TDI dodecyl,
WS-TDI pyridoxy, and Alexa647/dextran. The plot corresponds to the data
from Movie 1 in the Supporting Information. h) Overlay of a transmission
light image with a confocal section of dye-labelled HeLa cells mixed with
unlabelled cells. WS-TDI (red signal) propagates to daughter cells during cell
division as indicated by the adjacent labelled cell doublets and does not
show toxic long-term effects. The yellowish-green signal represents the un-
specific autofluorescence of unlabelled cells.
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40 min of incubation time with the fluorophore, ii) additional
30 min after washing of the remaining dye and iii) 16 h after
washing. Figure 6 shows overlays of the two channels in which

the red color corresponds to the fluorescent signal of the WS-
TDI derivatives and the green color to the emission of the GFP
Rab GTPases. Direct co-localization of the vesicle containing
one of the Rab GTPases and the WS-TDI derivative appears in
yellow.

Figures 6 a and b show the overlaid fluorescence images of
the cells after 40 min of incubation time at 37 8C for WS-TDI
dodecyl with the Rab5-GFP and Rab 9-GFP, respectively. At this
time the dye can be found in early as well as in late endo-
somes indicated by the co-localization (yellow signal) of the in-
ternalized dye with the Rab5-GFP and Rab9-GFP label in the
overlaid images. The non-co-localizing vesicles labelled with
WS-TDI (red signal) in Figures 6 a and b correspond to other
compartments not labelled with GFP. After incubation time of
60 min the cells were washed with PBS in order to remove the
excess of the dye in solution. Figures 6 c and d show fluores-
cence images of cells 30 min after washing. In contrast to the
images taken with the dye present (and continuously internal-
ized by the cells during image acquisition), nearly no co-locali-
zation with early endosomes (marked by Rab5-GFP) can be ob-
served but strong co-localization signals are present with late
endosomes (marked by Rab9-GFP). This indicates that the dye
has been transferred from early to late endosomes where it re-
mains. Images taken 16 h after washing showed that the dye is
still largely localized in late endosomes (data not shown). The

measurements were performed with all three dyes with com-
parable results (data for other dyes not shown) and confirm
that the WS-TDI derivatives can be used as markers for the en-
docytic system. The dye molecules are first incorporated
(within several minutes) in the early endosomes of the cell,
then they are progressively transferred to the late endocytic
system where the fluorescence signal can be stably observed
for several hours. It should be emphasized that the investiga-
tion of processes like endosomal transport as well as traffic of
other particles within living cells often require very long obser-
vation times, especially when processes within a cell cycle
have to be observed. Examples are the uptake and transport
of viruses[2] and artificial viruses as smart drug-delivery sys-
tems[29, 30] in living cells. The utilization of the very photostable
WS-TDI derivatives should be of great advantage for such stud-
ies.

Virus-Labelling with WS-TDI Pyridoxy

The strong lipophilic nature of the WS-TDI derivatives can also
be used to label other types of biological systems like envel-
oped viruses. In this case, the dye should integrate into the
lipid membrane which envelopes the virus. In order to label
the viral particles efficiently, it is important that the dye mole-
cule is in a monomeric form as is the case for WS-TDI pyridoxy
in water. Therefore we tested the virus labelling properties of
this WS-TDI derivative. Herpes simplex type 1 virus particles
(HSV1),[31, 32] in which the small capsid protein VP26 has been
tagged with GFP were incubated for 1 h with WS-TDI pyridoxy
at a concentration of 10�6 mol L�1. HSV1 virus particles consist
of an icosaedrical capsid surrounded by the tegument and a
membrane envelope. However, virus preparations contain
intact virus particles as well as capsids without envelope and
also empty envelopes[31] . After incubation of a virus prepara-
tion with WS-TDI pyridoxy, indeed all three components of the
virus preparation were identified as presented in Figures 7 a

Figure 6. Confocal fluorescence images (71 mm � 71 mm) of HuH7 cells ex-
pressing Rab5-GFP or Rab9-GFP incubated with WS-TDI. After 40 min incuba-
tion, the dye is localized in early (a) as well as late (b) endosomes. Incuba-
tion for 60 min followed by 30 min incubation in dye-free medium shows re-
duced dye-filled early endosomes (c) and pronounced colocalization with
late endosomes (d) due to progression of the dye in the endosomal system.

Figure 7. Virus labelling with WS-TDI pyridoxy. HSV1 viral particles with GFP
marked capsid (green) were labelled with WS-TDI (red). WS-TDI successfully
labelled intact viral particles (see yellow overlap of the particles in the
boxes) as well as empty envelopes (red spots). The arrow marks a non-envel-
oped viral capsid. a) and b) represent different examples of overlaid fluores-
cence images.
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and b. The fluorescence signal of WS-TDI pyridoxy is shown in
red whereas viral particles containing GFP-labelled capsids are
in green. Co-localization with the WS-TDI pyridoxy signal
(yellow particles in the boxes) indicates the successful labelling
of enveloped capsids. In addition, unlabelled capsids were
found (arrow) suggesting the presence of free capsids without
envelope. The structures showing only WS-TDI pyridoxy fluo-
rescence represent TDI-labelled membrane fragments or
empty envelopes present in the virus preparation.

These experiments clearly show that with this labelling we
can differentiate between intact virus particles and unlabelled
capsids as well as membrane fragments. Furthermore, the two
color labelling allows following the entry pathway of HSV1
virus particles into living cells in great detail. For example, in
the uptake mechanism the viral membrane is fused with the
cell membrane. Thus, the capsid can penetrate into the cell cy-
tosol. This process should be observable in the spatial separa-
tion of the two colors that is, the WS-TDI pyridoxy identified
by its red color is expected to stay in the membrane, and the
capsid identified by its green color should move inside the cy-
tosol towards the nucleus. Such experiments are currently
being conducted in our group.

2.3. DNA-Labelling with WS-TDI NHS Ester

Another important application is the utilization of WS-TDI for
the covalent labelling of specific functional sites in biomole-
cules. For example, introduction of active amino groups into
oligonucleotides such as DNA provides acceptors for a subse-
quent chemical reaction with the NHS-active ester functional-
ized WS-TDI. We show here that a single-strand DNA could be
successfully labelled with WS-TDI/NHS ester, and that the cou-
pled dye molecule still exhibits a bright fluorescence signal
and a high resistance against photobleaching.

In our experiment we used an amino modified DNA oligo-
mer which we reacted with the WS-TDI/NHS ester, as described
in the Experimental Section. The labelling efficiency was 30 %,
which is comparable to efficiencies achieved with commercial
dye-labelling kits. The obtained WS-TDI/DNA single strand was
subsequently coupled to its complementary strand containing
a Biotin tag at one end of the DNA, and an internal ATTO532
label. The resulting double-strand complexes were immobilized
at very low concentration to the surface of a cover slip using
the Biotin tag, and dual-color fluorescence experiments were
performed in order to demonstrate the success of the labelling
procedure (see Experimental Section). At the single-molecule
level, a double-labelled DNA double strand can be clearly iden-
tified by the co-localization of the fluorescence signals of the
two spectrally separated fluorophores. The collected fluores-
cence is divided into two channels corresponding to the spec-
tral regions of the fluorescence of ATTO532/DNA molecules,
and WS-TDI/DNA molecules.

Figure 8 a shows fluorescence images of a single hybridized
DNA molecule obtained from the overlay of the frames before
and after 11.2 s of a 300 frames wide-field movie. Since it is
highly improbable at such low concentration that two dye
molecules occupy by accident the same position, the presence

of a fluorescence spot in both channels demonstrates the suc-
cess of the DNA labelling as well as of the hybridization proce-
dure. Moreover, after 11.2 s the fluorescence signal of
ATTO532/DNA vanishes in a single step, a clear indication of a
single molecule. However, such co-localization events of spots
arising from single ATTO532/DNA molecules and WS-TDI/DNA
occur only for about 10 % of the WS-TDI/DNA spots. This is
consistent with results obtained by gel electrophoresis (data
not shown) which show that aggregation of the WS-TDI mole-
cules still occurs even after the fluorophore has been coupled
to the DNA. A large amount of WS-TDI/DNA molecules is trap-
ped in aggregates and is not available for hybridization with
complementary ATTO532/DNA strands.

The influence of the DNA strand surrounding the WS-TDI
molecule on the photophysical performance of the system can
be investigated by evaluating photostability parameters. For
this purpose, WS-TDI/DNA molecules were embedded at ultra-
low concentration (C~10�10 mol L�1) in a thin PVA polymer film
and fluorescence intensity trajectories of individual molecules
were measured and evaluated. Similarly to the study of the
new WS-TDI derivatives the probability distributions of TEP
and ST were evaluated, and average TEP and ST values were
extracted. Additionally, the statistical analysis of the ON and
OFF times was performed in order to evaluate the blinking be-
havior, which is critical for fluorescence resonance energy
transfer (FRET) or single-particle tracking studies. For compari-
son, this procedure was repeated using the same DNA strand
but labelled with ATTO647N, a chromophore known for its
high performance as a bio-label. The average values of the
probability distributions of TEP (left panel), ST (middle panel),
and the ON and OFF times (right panel) are shown in Fig-
ure 8 c. WS-TDI/DNA lives approximately the same time before
photobleaching (38 s compared to 34 s) but emits about three
times more photons than ATTO647N/DNA (15 � 106 compared
to 5.6 � 106). Compared to the performances of the respective
free dyes evaluated above, the number of photons emitted by
WS-TDI before photobleaching is reduced, whereas the survival
time of ATTO647N is increased. However, the comparison of
average times of the ON and OFF states shows that WS-TDI/
DNA spends significant more time (14 � ) in an ON state than
ATTO647N/DNA (2.8 s compared to 0.2 s). Moreover, WS-TDI/
DNA has a shorter OFF time on average (2 � ) than ATTO647N/
DNA (0.2 s compared to 0.4 s). These results show that al-
though both attached dye molecules live approximately the
same time before photobleaching, WS-TDI/DNA emits many
more photons and exhibit much less blinking dynamics. This
superior resistance against photodegradation and photoblink-
ing is a crucial advantage for in vivo biological experiments in-
volving marked DNA molecules like in artificial viruses.[30]

3. Conclusions

The photophysical properties of three new water-soluble terry-
lenediimide dye molecules have been investigated as well as
their applications for biological experiments. WS-TDI dodecyl,
which results from the addition of an alkyl chain onto WS-TDI,
has similar photophysical properties as WS-TDI, and the non-
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fluorescing aggregates in water can be disrupted into fluores-
cent monomers upon addition of Pluronic or lipid membranes.
WS-TDI pyridoxy, the positively charged form of WS-TDI, forms
a new type of chromophore in the WS-TDI family. It is the first
analog reported which does not form aggregates and thus flu-
oresces in water. A single-molecule study revealed that each of
these three WS-TDI derivatives exhibits an outstanding photo-
stability compared to other commonly used fluorophores.

The in vivo characterization established that all these WS-
TDI derivatives can be used as powerful markers of mem-
branes and membrane-containing compartments of living
cells. Indeed, these dyes can be incorporated into early endo-
somes, and are further transported to late endosomes without
being toxic to the cells, and can thus be monitored over sever-
al hours.

Due to its more lipophylic nature, WS-TDI dodecyl has the
highest affinity for lipid membranes of living cells, and WS-TDI
pyridoxy can successfully stain the envelope of herpes simplex
viruses. Finally, it has been shown that a NHS-ester functional-
ized WS-TDI derivative can be used for the specific labelling of
amino groups of a DNA molecule leading to a highly photosta-
ble biomolecule.

Experimental Section

New Terrylenediimide Derivatives:
The synthesis procedures of WS-
TDI dodecyl (N-(2,6-diisopropyl-
phenyl)-N’-(n-dodecyl)-1,6,9,14-
tetra-(4-sulfonylphenoxy)-terry-
lene-3,4:11,12-tetracarboxdiimide)
and WS-TDI pyridoxy (N,N’-(2,6-di-
isopropylphenyl)-terrylene-
1,6,9,14-tetra-(1-methylpyridinium-
3yloxy)–3,4:11,12-tetracarboxidi-
imide tetramethanesulfonate) are
described in detail in the Support-
ing Information. WS-TDI (1,6,9,14-
Tetra(4-sulfonylphenoxy)-N,N’-(2,6-
diisopropylphenyl)-terrylene-
3,4:11,12-tetracarboxidiimide) and
WS-TDI/NHS ester (N-(2,6-diisopro-
pylphenyl)-N’-[5-(N-succinimidyl)-
carboxypentyl]-1,6,9,14-tetra(4-sul-
fonylphenoxy)-terrylene-3,4,11,12-
tetracarboxidiimide were synthe-
sized as described previously.[14, 16]

UV/Vis Absorption and Fluores-
cence Spectroscopy: UV/Vis meas-
urements were performed with a
Cary 50 Conc spectrophotometer
(Varian), and fluorescence spectra
measurements with a F900 fluo-
rescence spectrometer (Edinburgh
Analytical Instruments). Particle
sizes were measured by laser-light
scattering using a Malvern Zeta-
sizer 3000HS (Malvern Instru-
ments, Worcestershire, UK). Fluo-

rescence quantum yields were measured by comparing the fluores-
cence intensity of the sample to that of optically dilute solutions of
Cy5 in millipore water (Ff = 0.27)[33] . In the quantum yield experi-
ments, changes in the absorption coefficient upon addition of Plur-
onic P123 (BASF) were compensated for by shifting the excitation
wavelength to keep the same total absorption of the sample.

Confocal Microscopy: To investigate the photostability on the
single-molecule level, the dye molecules were embedded in poly-
mer matrices. Thin polyvinyl-alcohol (PVA) polymer films (100–
200 nm) were prepared by spin-coating polymer solutions in water
(2 % wt/wt PVA) containing fluorophores with a concentration of
10�9 mol L�1 for 1 min at 1000 rpm. The dye molecules were excit-
ed with a cw He–Ne laser (633 nm) using a modified scanning con-
focal microscope (ZEISS LSM 410). With this setup, the laser beam
was positioned over individual molecules and their fluorescence in-
tensities were recorded as a function of time. The photostability
parameters were automatically extracted from the fluorescence
time trajectories of individual molecules by custom-written Lab-
View program: i) the number of total emitted photons (TEP) before
photobleaching as the integral over a time-trace, ii) the survival
time (ST), which is the total duration of the time-trace until photo-
bleaching, and iii) the durations of the ON and OFF times which
were selected using a threshold set at a level of two-fold the stan-
dard deviation of the mean background signal. From these data
we calculated the cumulative probability distributions of the TEP
and the ST. These distributions were fitted with a single or bi-expo-
nential decay. From those fits average TEP and average ST were

Figure 8. DNA labelling with WS-TDI/NHS ester. a) Averaged fluorescence images showing a single ATTO532/DNA
molecule (upper panel) hybridized with its complementary WS-TDI/DNA strand (lower panel) before (left, aver-
aged from 0 to 11.2 s), and after (right, averaged from 11.2 s to the end of the image sequence) the photobleach-
ing event of ATTO532/DNA. The DNA molecules were immobilized using biotin-streptavidin linkers. b) Corre-
sponding fluorescence intensity trajectories for a single ATTO532/DNA and WS-TDI/DNA molecule. c) Averages of
total emitted photons (TEP, left panel), Survival times (ST, middle panel), and ON-OFF times (right panel) for WS-
TDI/DNA and ATTO647/DNA in PVA polymer films.
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obtained. Details about the setup and the analysis method can be
found elsewhere.[14]

Life-Cell Measurements: HeLa cells (HeLa ACC57, DSMZ, Braunsch-
weig, Germany) were grown in Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10 % fetal calf serum at 37 8C
in 5 % CO2 humidified atmosphere. Cell culture, fetal calf serum
and PBS buffer were purchased from Invitrogen GmbH (Karlsruhe,
Germany). Dye-uptake experiments were conducted in HeLa cells
at 37 8C. For the live-cell imaging experiments solutions of WS-TDI,
WS-TDI dodecyl, WS-TDI pyridoxy, and Alexa647/dextran with a
concentration of 10�5 mol L�1 were added to the cells adherent on
the surface of a cover-glass. After an incubation time of about 1 h,
the solutions were washed out four times with PBS buffer to
remove the excess dye.

The fluorescence signal from labelled HeLa cells was monitored
either with the confocal microscope described previously or with a
wide-field imaging setup. In the latter setup, the dye was excited
with a He–Ne lasers at 633 nm. The excitation power was set to
0.2 kW cm�2. This value is far below the saturation intensity of the
WS-TDI dyes, which is about 1 MW cm�2 as measured by fluores-
cence correlation spectroscopy (unpublished data). The laser beam
was expanded and focused onto the back-focal plane of a micro-
scope objective (Nikon Plan Apo 100x/1.4 oil inside a Nikon eclipse
TE200 microscope). Fluorescence was collected by the same objec-
tive, separated from backscattered laser light with a combination
of filters (dichroic mirror 640 nm cutoff and band-pass BP730/140
AHF) and imaged onto a back-illuminated CCD detector (Andor,
iXon DV897). Movie 1 (see Supporting Information) was recorded
with magnification corresponding to 122 nm per pixel and an inte-
gration time of 500 ms per frame.

Subcellular Localization of the Three WS-TDI Derivatives: HuH7
cells (JCRB 0403; Tokyo, Japan) were grown in DMEM:F12 (1:1)
with Glutamax I medium supplemented with 10 % FCS at 37 8C in
5 % CO2 humidified atmosphere. For wide-field microscopy, cells
were plated on collagen-A-coated LabTek chambered cover glass
(Nunc, Rochester, USA) 24 to 48 h before imaging. Cells were
imaged in CO2-independent medium (Invitrogen) on a heated mi-
croscope stage at 37 8C. To generate HuH7 cells stably expressing
Rab5-GFP and Rab9-GFP, cells were transfected using Lipofecta-
mine (Invitrogen) and subsequently selected with G418
(0.6 mg mL�1). Fluorescence signal was monitored with a commer-
cial confocal microscope (LSM 510) using a 488 nm laser.

Long-Term Toxicity Assays: HeLa cells were incubated with a solu-
tion of WS-TDI (C = 10�5 mol L�1) for 1 h in the incubator. After the
incubation period, the labelled cells were washed with PBS and
trypsinized. The labelled cells were mixed with unlabelled cells in a
ratio labelled/unlabelled cells = 10 and plated on a 35 mm glass
bottom Petri dish/LabTek chambered cover glass (Ibidi, Martinsried,
Germany) at a cell density of 104 cells per well. Cellular growth and
dye distribution within the cells was monitored by imaging the
same region of the Petri dish for three subsequent days in 8–12 h
intervals.

Virus Labelling with WS-TDI Pyridoxy: In order to label viral enve-
lopes, virus particles were incubated with 1 mg mL�1 WS-TDI pyri-
doxy for two hours at room temperature. To remove unbound dye,
virus particles were dialysed on a 0.025 mm pore diameter nitrocel-
lulose membrane (Millipore) against buffer containing 50 mm

HEPES, 145 mm NaCl, 0.2 % (w/v) BSA, pH 7.3 and imaged on a
wide-field set-up. The fluorophores were excited with a 488 nm
laser for GFP, and a 633 nm laser for WS-TDI.

Synthesis of TDI-Labelled Oligonucleotides: WS-TDI was covalently
attached to a single-stranded oligonucleotide (70 bases, (5’)-A AGA
GAG TGA GGA CGA ACG CGC CCC CAC CCC CTT TTA TAG CCC TCC
TCC AGG AAC ACC CGG TCA CGT GGC, IBA, Germany) at position
44 (Thymin in bold) via a 6-carbon atom amino linker using an
NHS derivative. One equivalent of oligonucleotide was incubated
with a seven-fold excess of dye in sodium tetraborate buffer
(pH 8.5) at 50 8C for one hour. Labelled oligonucleotide was then
precipitated in ethanol, leaving non-aggregated WS-TDI in solution.
After re-suspending in phosphate buffered saline (PBS) the oligo-
nucleotide was further purified using size exclusion chromatogra-
phy (Biorad P-6) according to manufacturer’s instructions. The la-
belled oligonucleotide was then hybridized to its complementary
strand (using 5-fold excess of WS-TDI/DNA) containing Biotin on its
3’-end for later immobilization. For further colocalisation an
ATTO532 dye molecule was attached at position 44 on the comple-
mentary strand.

Single-molecule experiments were performed on a custom-built
prism-based total internal reflection fluorescence microscope
(TIRFM). Details about the experimental setup can be found else-
where.[23, 34] The sample is excited alternately using both a frequen-
cy-doubled Nd–YAG laser (Spectra Physics) at 532 nm for the exci-
tation of ATTO532 molecules and a Diode-laser (Coherent) at
637 nm for excitation of WS-TDI molecules. A 30 nm bandpass
filter at 580 nm and a 75 nm bandpass filter at 760 nm were used
in the spectrally separated detection paths. Fluorescence light was
imaged using an EM-CCD (Andor).
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