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Abstract

The fluorescence of silver clusters encapsulated by single stranded oligo-DNA (24 cytosine base
pairs, Co4:Agn) was used to monitor the transfection of this new silver/DNA fluorophore inside
living HeLa cells. For this, the C»4:Ag, molecules were complexed with a commercially available
transfection reagent Lipofectamine and the internalization of Cy4:Ag, was followed with confocal
fluorescence microscopy. Bright near-infrared fluorescence was observed from inside the
transfected HeLa cells, when exciting with 633 nm excitation, opening up the possibility for the
use of these Co4:Agy clusters for biological labelling and imaging of living cells and for
monitoring the transfection process with limited harm to the living cells.

Introduction

Since advances in fluorescence microscopy greatly expand our understanding of biological
systems, numerous organic dyes exhibiting different photophysical properties! have been
employed to investigate processes in living cells.2=® Imaging intracellular dynamics with
organic dyes is limited by the probe brightness’ and photostability® and strategies for
specific labelling. These problems become especially severe in single molecule studies.
Advances in nanotechnology have led researchers to use quantum dots as alternative
imaging agents.? Compared with organic dyes, quantum dots are brighter, remarkably
resistant to photobleaching and readily excitable with low intensity sources.19-13 However,
their toxicityl4 and sizel® can cause problems. The probe size for example can affect cellular
uptake and influence mobility when used for single particle tracking studies.1® Reducing the
size of quantum dots without losing their advantageous photophysical properties is ongoing
research. Howarth et al. synthesized small quantum dots, having a hydrodynamic diameter
of 11.1 £ 0.1 nm and a fluorescence quantum yield of ~0.4.17 Another class of fluorophores
that are frequently used are fluorescent proteins, which have gained popularity as fluorescent
labels in the last 10 years.18 Key to the success of fluorescent proteins (FP) is the easy
introduction inside cells by genetic encoding of the FPs in vectors and plasmids, the non-
toxicity and the specificity by fusing the FPs to proteins of interest. A lot of research was
performed on improving the fluorescent properties of green fluorescent proteins (GFP)19-21
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from Aequorea victoria, GFP mutants and related proteins from other marine species (like,
for example, DsRed).22724 Despite these efforts, FPs suffer from moderate brightness and
fast blinking/photobleaching (note that the unwanted blinking properties of GFPs have
recently been found to be beneficial for super resolution microscopy schemes).23:25728

Recently, small silver clusters have emerged as a new class of bright and photostable
fluorophores.2%751 |n this article we focus on aDNA-stabilized silver cluster system. It has
been shown in earlier reports that single-stranded DNA, preferably with cytosine bases,
serves as a template and stabilizes and protects Ag nanoclusters from aggregation to large
nanoparticles after reduction of the cations.29-31:33,34,36,40:41,47:52 Different sized silver
nanoclusters exhibit different emission maxima at blue (480 nm), green (525 nm), yellow
(572 nm), red (650 nm), and NIR (720 nm)wavelengths.31:34:41:52 For in vivo imaging,
there is a major drawback in using UV and blue light. Several abundant biomolecules in
cells show high absorption in these wavelength ranges, thereby reducing light penetration
through tissue. Additionally, many intracellular species exhibit weak fluorescence when
illuminated at these wavelengths, thereby increasing background. The use of red and NIR
emitters is hence preferable. NIR DNA/Ag emitters immobilized in poly(vinyl alcohol)
(PVA) films have been shown to be bright and photostable, even at the single molecule
(SM) level .31 These SM studies also revealed excursions, on the microsecond time scale,
into a dark state for these NIR DNA/Ag emitters. Recently, it was shown that photoinduced
electron transfer is the cause of the formation of this blinking on the microsecond time scale.
53 Taking advantage of the depopulation of a dark state of these NIR DNA/Ag emitters
when exciting with an additional 805 nm excitation source, optical demodulation techniques
have been demonstrated to be able to extract the signal of these emitters even in high
background conditions.36

Some recent reports have shown that the use of biological scaffolds such as peptides and
DNA for encapsulating and stabilizing silver nanoclusters has enabled new biological
imaging applications.32:35:37+>4 The peptide-encapsulated silver nanoclusters that were
used in fixed cell and live cell imaging displayed a relatively low quantum yield of
fluorescence (~0.03).3% In contrast to peptide-encapsulated silver nanoclusters, DNA-
encapsulated silver nanoclusters have higher fluorescence quantum yields and the red
emitting Ag nanoclusters encapsulated with DNA were used for fixed and live cell imaging.
33735'37 Yu et al. demonstrated the imaging of internalized (by endocytosis) antibody-
linked red emitting Cp4:Agy (anti-Heparin sulfate-C24-Ag) inside living NIH 3T3 cells.3° In
this report, we focus on the performance of a NIR emitter Co4:Ag,, as a fluorescent marker
for in vivo labelling by using Lipofectamine as a transfection agent to incorporate the
Co4:Agy, fluorophores inside living HeL a cells. The latter strategy was chosen because this is
an approach that is also used in antisense therapy, where single-stranded
oligodeoxyribonucleotides are delivered inside cells to inhibit the expression of a specific
gene. In this way, fluorescent single-stranded oligonucleotides could act as a model system
to study the performance of different cationic liposomes and cationic polymers as
transfection agents. Also the uptake process via endocytosis and dissociation of the
liposome/oligonucleotide complexes could be potentially monitored in this way.5® In this
contribution, the incorporation is monitored and confirmed by scanning confocal
fluorescence microscopy which allows visualizing sections through the cell.

Experimental

Material

Silver nitrate (Sigma-Aldrich, 99.9999%), the reductant sodium borohydride (Aldrich, 98%)
and sodium chloride (Sigma-Aldrich, 99.999%) were used without further purification.

Photochem Photobiol Sci. Author manuscript; available in PMC 2011 May 1.
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Oligonucleotides with 24 bases of cytosine, 5’-(C)4-3' (Eurogentec) were received as solids
and dissolved in 0.05 M potassium phosphate buffer (pH = 7.2).

Synthesis of Cy4:Agn

The Cy4 and AgNO;3 solutions (1 Ag*/2 bases)®6:57 were mixed and cooled to 0 °C with ice.
After 10 min of cooling, the solutions were reduced with NaBH, solution and shaken
intensively to form silver nanoclusters. For this, NaBH4 was dissolved in 18 MQ deionized
water and added within 30 s of preparation to theC,4 and AgNOs3 containing solution.
Immediately after adding NaBHyg, the Co4:Ag, solution was stored in the dark until it was
used in the experiments.>2

Steady-state measurements

Fluorescence excitation and emission spectra were obtained using a Photon Technology
International spectrofluorimeter (QM-4SE). For these experiments NaCl (the resulting
concentration was 130 mM) was added to the potassium phosphate buffered C,4:Ag;
solution. This was done in order to have the same NaCl concentration as in the PBS buffer
used for the cell transfection experiments. Chloride is known to precipitate out silver cations
in aqueous solution, however the present amount of NaCl does not prevent the emission of
the Cy4:Ag;, emitter. For the determination of the quantum yield of fluorescence, a Photon
Technology International spectrofluorimeter (QM-4SE) and a spectrophotometer (Lambda
40, Perkin-Elmer) were used. Aluminium 2,9,16,23-tetrakis(phenylthio)-29H,31H-
phthalocyanine chloride (Fabricolor Holding Int. LLC) in ethanol was used as a reference
(quantum yield of fluorescence = 0.35).

Time-resolved measurements

Fluorescence decay times have been determined by time-correlated single photon counting
experiments. The setup has been described in detail previously.>8 Briefly, a 635 nm pulsed
diode laser (pico-quant) was used as an excitation source. Via a double monochromator
(Sciencetech 9030, 6 nm bandwidth), the fluorescence was detected with a microchannel
plate photomultiplier (MCP-PMT, R3809U,Hamamatsu) connected to a time-correlated
single photon counting card (Becker & Hickl, SPC 830).

Transfection and cell cultures

A day after the synthesis of the Co4:Agy, emitter, the solution was poured into a 3 kDa cut-
off filter attached to a centrifuge tube (Millipore) to remove unbound Ag* from the Co4:Ag;,
solution. The Cy4:Agy solution was centrifuged for 100 min at 14 000 g and about 50 L of
Co4:Agp solution remained in the filter. The remaining Cy4:Agp, solution was redissolved in
a PBS buffer and adjusted to a concentration of 60 uM (based on the amount of Cyy
present). The PBS buffered Cy4:Agy solution was finally passed through a 0.22 um filter
(Millipore) right before transfection as a precaution to remove any microorganisms from the
Co4:Agp solution.

Lipofectamine TM 2000 (Invitrogen) was used to aid the transfection of HeLa cells with the
Cos:Agpn emitter. 1, 5, 10 or 20 pL of Cy4:Agn and 1, 5, 10 or 20 L of Lipofectamine were
dissolved, each in 50 uL of OPTI-MEM | Reduced Serum medium without Phenol Red
(Invitrogen). The Co4:Agdp and Lipofectamine solutions were allowed to mix for 20 min to
form Co4:Agp/Lipofectamine complexes. TheCy4:Ag,/Lipofectamine complexes were
incubated with HeLa cells (90% confluency) in OPTI-MEM | medium in an 8 well plate
(0.8 cm?) for 6 h at 37 °C under 5% CO,. The OPTI-MEM | medium was removed from the
cells and Dulbecco’s Modified Eagle Medium (D-MEM) without Phenol Red (Invitrogen)
supplemented with 10% Donor Bovine Serum (DBS) (Invitrogen), .-glutamine (Invitrogen),
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Gentamicin (50 mg ml~1, Invitrogen), and sodium bicarbonate 7.5% (Invitrogen) was added
to the cells. The HeLa cells were further incubated for 18 h. The plate was removed from the
incubator and placed on the confocal microscope for measurements at room temperature
conditions.

Stage scanning confocal microscopy

Toxicity test

A 633 nm continuous wave (CW) (JDS uniphase, HeNe laser) was used as excitation source.
The excitation light, after passing through an excitation filter, was reflected by a dichroic
mirror (Z633DCRB dichroic, Chroma) and was focused by a 100%, 1.3 N.A. oil immersion
objective (Olympus) onto the sample mounted on an 1X70 inverted microscope (Olympus).
The fluorescence from the Co4:Ag, emitters, after passing through an emission filter
(665LP, Chroma),was focused on an avalanche photodiode (APD) (SPCM-AQR-14,
PerkinElmer). The output signals from the APD were recorded with a SPC-830 card (Becker
& Hickl). Confocal fluorescence images were constructed by using a scanning stage (Physik
Instrumente,Waldbronn, Germany) and an APD as point detector. Generally, 80 by 80 um
images were created using 256 by 256 pixels and an exposure time of 3 ms for each pixel.

The HelLa cells in the 8 well plate were detached from the surface by adding 0.5% trypsin
(Invitrogen). The detached HeLa cells in the D-MEM medium, used during the transfection,
were placed in an Eppendorf tube. 10 pL of the suspended Hela cells and 10 pL of Trypan
Blue (Invitrogen) were placed in an Eppendorf tube and mixed well with pipettes. The 10
pL of mixture was placed in a counting grid chamber (KOVA Glasstic Slide 10 With Grids
(HYCORY)) and live cells were counted with a microscope, following the instructions from
the manufacturer.

Results and discussion

Fig. 1 shows the normalized excitation and emission spectra of the C,4:Ag, NIR emitter in a
NaCl containing potassium phosphate buffered aqueous solution. The NaCl concentration
was chosen to be similar as in the PBS buffer used for the cell transfection experiments. The
Co4:Agn NIR emitter has an excitation maximum of 650 nm and emission maximum of 715
nm. This emitter is spectrally similar to the C15:Ag, NIR emitter and has a fluorescence
quantum yield of 0.14 and the fluorescence decay consists largely out of a 2.67 ns
fluorescence decay time component,31:59

A major challenge when using C,:Agy, as a fluorescent label inside living cells is the poor
permeability of Cy,:Agy, through the cell membrane. Since the cell membrane consists of
polar head (hydrophilic) and nonpolar tail (hydrophobic) groups, it is very difficult for the
negatively charged DNA to cross the cell membrane. In a way, we face the same problem as
when one wants to introduce a piece of single stranded oligonucleotide into the cell, like in
antisense therapy for example.>® For this, several strategies have been developed, for
example electroporation,60 use of a virus vector,61:62 lipofection,®3:84 gene guns,®° and
microinjection.5® Here we chose transfection with the commercially available cationic
liposome Lipofectamine. The positively charged Lipofectamine forms a complex with the
negatively charged DNA by electrostatic interaction.5” The resulting complex, having a
positively charged surface, can cross the cell membrane.67

Before looking at the transfection, using confocal fluorescence microscopy, the toxicity of
adding Lipofectamine and Cy4:Agj, to the HelLa cells was investigated. To get an idea about
the toxicity, living and dead HeLa cells were identified by staining with Trypan Blue and
counting them using a hemocytometer. Starting with the same cell density of about 90
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percent confluency, Fig. 1b shows the percentage of dead HeLa cells after 24 h of incubation
with 0, 1, 5, 10 or 20 pL of Cy4:Ag;, and/or 1, 5, 10 or 20 pL of Lipofectamine. When
adding 1 pL of only Lipofectamine, only Cy4:Ag, or Co4:Agp/Lipofectamine to the HeLa
cells, no significant toxicity or increase in the number of dead HeLa cells was observed.
However, increasing the amount of Lipofectamine or Cp4:Agy/Lipofectamine to 5, 10 and 20
ML increases substantially the amount of dead HeLa cells. Increasing the amount of Cy4:Agy
to 5, 10 and 20 pL does not lead to the same increase in dead HelLa cells. Only when adding
20 pL of Cy4:Ag, there might be a small increase in the number of dead HelLa cells with
respect to the reference point (0 pL). Based on this data we can conclude that the high
toxicity and large number of dead HeLa cells when adding 20 pL of Cyp4:Agy/Lipofectamine
is largely due to the high amount of Lipofectamine and not due to the Cp4:Ag, molecules. 20
pL of Lipofectamine is indeed a large amount, since it is about 15 times more than the
recommended amount in the protocol provided by Invitrogen. Nevertheless we used this
amount for following the transfection of the Hela cells in Fig. 3 because the creation yield of
our specific NIR emitting DNA/Ag cluster probe is quite low, meaning that a large fraction
of incorporated DNA/silver is not the NIR emitting probe. At this high dose of
Lipofectamine we obtained good labelling of the cells, and despite the high toxicity the
transfection could be followed clearly in some living HeLa cells. At the recommended
concentration (about 1 pL) of Lipofectamine, the toxicity was substantially less, but so was
the labelling (see Fig. 2).When the Cy4:Ag, emitter can be created with a higher yield, less
Lipofectamine will be needed, so that the transfection can be monitored at lower toxicity
levels.

Fig. 2a and 2b show a confocal fluorescence image and a differential interference contrast
(DIC) image of HeLa cells incubated with 1 uL of the Cy4:Agp/Lipofectamine complexes
for 24 h. Some bright C»4:Agp/Lipofectamine spots can be observed, but, as mentioned
before, no clear labelling of the HeLa cells is observed. Fig. 2¢c and 2d show a confocal
fluorescence image and a DIC image of HeLa cells incubated with 20 uL of the Co4:Ag,
molecules for 24 h. The latter experiment shows the amount of labelling of the HeLa by
Co4:Ag without using Lipofectamine.

The labelling of the HeLa cells is rather low as can be seen in Fig. 2c. Similarly, it was
shown before by Yu et al. that the affinity to and permeability of NIH 3T3 cells to DNA is
low, resulting in poor staining of cells by C,4:Ag, alone.3®

Fig. 3 shows confocal fluorescence images of HelLa cells incubated with 20 pL of the
Co4:Agp/Lipofectamine complexes. Without Co4:Agn/Lipofectamine complexes, no
emission was observed from the HeLa cells as is shown in Fig. 3a.A corresponding DIC
image for Fig. 3a can be seen in Fig. 3b, showing the presence of the HeLa cells. The
fluorescence images in Fig. 3c—e represent different HeLa cells that were taken out of the
incubator after 3, 6 and 24 h. After 3 h incubation of HeLa cells, the majority of Cy4:Agn/
Lipofectamine complexes had not interacted with cell membranes as can be seen by the very
bright (blue colored) micrometre sized spheres. The outline of the HeLa cells can not be
clearly determined (see Fig. 3c). After 6 h of incubation with the Co4:Agyn/Lipofectamine
complexes, the complexes can be seen mainly at the cell surface, starting their incorporation
into the HelL a cell, as is demonstrated in Fig. 3d. There is at this point however no
significant fluorescence visible from inside the nucleus. After 24 h of incubation, shown in
Fig. 3e, the fluorescence can be found back in the intracellular compartments. At this point
the living HeLa cells are non specifically labelled with the C,4:Ag, molecules. The observed
time for successful labelling of the HeLa cells is in agreement with the provided
Lipofectamine protocol that specifies a minimum incubation time of 24 h for successful
transfection. It is interesting to note that it looks like some Co4:Ag, molecules somehow
escaped from vesicle like structures and were able to enter the nucleus.3®> Amore detailed
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time series could may be provide an answer on how the C,4:Ag, molecules end up in the
nucleus. The latter could provide also insight for antisense therapy studies.>®

The fluorescence stability of the emissive Co4:Ag, labels in the transfected Hela cells was
tested in two ways and the results are depicted in Fig. 4. Fig. 4a—c show 3 fluorescence
images (first, middle and last of a sequence of 18 images) of HelL a cells transfected with
Coa:Agp/Lipofectamine complexes for 24 h at 37 °C under 5% CO,. This 80 by 80 um
region was scanned 18 times over a period of 80 min and the average fluorescence intensity
remained unchanged (excitation power: 46 W cm~2). In this way, each pixel is of course
only exposed for 3 ms per frame. Therefore we moved the stage scanning to a certain spot
(see white x in Fig. 4c) to investigate the photostability of the Cy4:Agy inside the Hel a cells.
When exposed to constant laser irradiation (72 W cm™2), a decrease of the emission
intensity was observed at the marked spot in Fig. 4c as can be seen in the graph, shown in
Fig. 4d. The fluorescence intensity decreased from19 000 to 11 000 counts per second (cps)
in 130 s. This 130 s fluorescence intensity trajectory can be fitted with a mono-exponential
decaying function with a decay time of 23 s (red curve in Fig. 4d). The background
fluorescence at the dark areas between the HeLa cells in Fig. 4c or when no Co4:Agy/
Lipofectamine complexes are present (like in Fig. 3a) is approximately 100 cps. Therefore,
the 11 000 cps, observed after 130 s, is clearly is not the background intensity level but
emission from the Co4:Ag,, that decays more slowly. The latter can be due to the fact that a
fraction of the Cy4:Agy might be in a different environment where they are more photostable
or protected. A red emitting DNA/silver was found to display an exponential like bleaching
when immobilized in PVA.34 Excellent photostabilities were observed previously for red
and NIR emitting DNA/silver cluster complexes, outperforming organic dyes like Cy3 and
Cy5, when immobilized in PVA 31,34

Conclusions

In this paper we demonstrated that the near infrared emitting Co4:Ag, can be introduced into
living HeLa by using Lipofectamine as a transfection agent. Bright luminescence from the
Co4:Agn was observed in the endocytosomes and nucleus of the living HelL a cells after an
incubation period of 24 h. The use of these fluorescent silver cluster containing
oligonucleotides could provide an interesting new way to study the transfection mechanism
and dynamics (movement to the nucleus). Photostability of the Co4:Agp, label inside the
living HeLa cells was investigated, resulting in exponential bleaching behaviour with a
decay time of 23 s at 72.5 W cm™2 irradiation intensity and a much slower component. Also,
evidence was brought forward indicating that the Co4:Ag, labels do not seem to be very
toxic for the HeLa cells. This opens the possibility of conjugating this fluorescent Co4:Agy
probe with site-specific proteins to create site specific labelling for in vivo labelling and
single particle tracking applications.
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Fig. 1.

(a) Normalized excitation spectrum (detected at 715 nm) and emission spectrum (excited at
650 nm) of Co4:Agy in a NaCl containing potassium phosphate buffer. [C54] = 60 UM, [Ag™]
=720 uM, and [BH4 "] = 720 uM. (b) Percentage of dead cells after 24 h of incubation with
0,1, 5, 10 or 20 pL of only Lipofectamine (), only Co4:Agn (A) or Co4:Agp/Lipofectamine

(m).
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Fig. 2.

(a) Confocal fluorescence and (b) corresponding DIC images of HeLa cells incubated for 24
h with 1 pL of the Lipofectamine/Co4:Agn complexes at 37 °C under 5% CO,. [Cp4] = 0.15
UM, [Ag*] = 1.8 uM, and [BH;~] = 1.8 uM. (c) Confocal fluorescence and (d)
corresponding DIC images of HeLa cells incubated for 24 h with 20 pL of the Cy4:Ag, at 37
°C under 5% CO;. [Cp4] = 3 UM, [Ag*] = 36 uM, and [BH, ] = 36 uM. The living cells
were taken out of the incubator after 24 h and confocal fluorescence images were obtained
using a scanning stage (3 ms exposure per pixel, excitation intensity 130 W cm~2). The
colour scale bar indicates the emission rate of the confocal fluorescence microscopy images
in counts per ms.
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Fig. 3.

(a) Confocal fluorescence and (b) corresponding DIC images of HelLa cells without the
addition of Lipofectamine/C,4:Agy, complexes. Confocal fluorescence images of living
HelLa cells incubated for (c) 3 h, (d) 6 h, (¢) 24 h with 20 pL of the Lipofectamine/Co4:Ag;
complexes at 37 °C under 5% CO,. (f) Corresponding DIC image of (e). [Cy4] = 3 UM,
[Ag*] =36 uM, and [BH4 "] = 36 uM. The living cells were taken out of the incubator at the
specified times and confocal fluorescence images were obtained using a scanning stage (3
ms exposure per pixel, excitation intensity 130 W cm~2). The colour scale bar indicates the
emission rate of the confocal fluorescence microscopy images in counts per ms.
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Fig. 4.

(a)—(c) First, middle and last image of a sequence of 18 confocal fluorescence images of
HeLa cells incubated for 24 h with Lipofectamine/Cy4:Ag, complexes at 37 °C under 5%
CO,. Excitation intensity was 46 W cm~2 and 3 ms exposure per pixel. (d) Fluorescence
intensity trajectory of Lipofectamine/Co4:Ag,, complexes excited at 633 nm CW excitation
and an excitation intensity of 72.5 W cm™2. [C24] = 3 UM, [Ag*] = 36 uM, and [BH, 7] = 36
M. The colour scale bar indicates the emission rate of the confocal fluorescence
microscopy images in counts per ms.
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