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ABSTRACT: We report on trans-membrane interactions between blue-
emitting carbon dots (CDs) and fluorescein. Hydrophobic CDs with a positive
surface charge are embedded as-synthesized in the lipophilic sheet of the bilayer
membrane of large synthetic phospholipid vesicles. The vesicles are prepared by
mixing DOPC phospholipids and lipid molecules that contain anionic
fluorescein attached to their hydrophilic head. Due to attractive electrostatic
interactions, the CDs and fluorescein conjoin within the vesicle membrane,
which leads to photoluminescence enhancement of fluorescein and facilitates
trans-membrane energy transfer between the CDs and the dye.
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The plasma membrane of living cells is semipermeable for
gases and small molecules, while ions can only selectively

pass the membrane barrier via special channel proteins and ion
pumps.1 This tight regulation is required to establish an
electrical trans-membrane potential that has an important
biological function. The ion exchange between the cell interior
and exterior, for example, results in membrane depolarization
that is causing the excitation of neurons or muscle fibers. The
standard technique for measuring such ion-transport or
membrane potential changes is “patch-clamp”, where a single
cell or a lipid vesicle is “patched” with a glass micropipette2 or
with a porous glass slide in a planar configuration.3 The
reliability and robustness of patch-clamp for electrophysio-
logical measurements are without question. Experimentally,
however, there are some challenges. For example, a patch-
clamp measurement requires a physical contact and is typically
less suitable for investigations of larger cellular networks or
neuronal circuits.
Voltage-sensing dyes that change their fluorescence intensity

in response to an external electric field or to a change of the
membrane potential are an alternative approach to study
membrane properties by optical means.4 In their pioneering
work, Tsien and co-workers5 studied Förster resonance energy
transfer (FRET) between donor-fluorophores in the mem-
brane of living cells and negatively charged acceptor
fluorophores in solution. They observed efficient energy
transfer only for a negative membrane potential, when the
anionic fluorophores were located next to the donor molecules
on the membrane surface. Upon membrane depolarization, the

acceptor molecules translocated into the bilayer, which
increased the separation distance between donor and acceptor
and caused the energy transfer to be less efficient.
FRET is a powerful approach for studying lipid membranes

that has been widely used for investigating the lateral
distribution and interactions of membrane proteins and lipids.6

However, trans-membrane FRET processes as observed by
Tsien et al., where the donor and acceptor are separated in
different bilayer leaflets, are rarely explored. Furthermore,
many fluorescent proteins and dye molecules are sensitive to
photobleaching7 and can unintentionally integrate into the
membrane.5,8 In this case, the membrane potential is perturbed
or the FRET efficiency could change.9,10

Such issues can be avoided by using inorganic semi-
conductor nanocrystals or quantum dots (QDs) for membrane
labeling. QDs distinguish themselves from most organic
fluorophores by a high quantum yield and photochemical
stability.11 Kloepfer et al. have shown that FRET between
membrane embedded QDs and water-soluble dyes in solution
can be used for monitoring neuronal network dynamics in
large areas and on slow time scales.12 Semiconductor nanorods
that span the bilayer membrane were also applied to detect the
formation of action potentials in excitable cells by taking
advantage of the quantum confined Stark effect13,14 and Auger
recombination.15 However, when embedded in a lipid
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membrane, QD stability can be a problem. Zheng et al. found,
for example, that CdSe-QDs that are located in the inner
hydrophobic sheet of a fluid lipid bilayer membrane are prone
to corrosion and deterioration.16 This is unfavorable for many
biological applications, particularly because QDs are often
synthesized out of toxic elements.17

Here, biocompatible fluorescent carbon dots (CDs) fill a
missing gap.18,19 CDs are built up from polycyclic aromatic
hydrocarbon domains20 and small molecular fluorophores21

and display unique tunable, multicolor photoluminescence
properties and photostability.22 At the same time, their
chemical stability and small size as well as their two-photon
activity render them to be ideal candidates for biological
applications.22−24 CDs have shown to be excellent membrane
markers for both synthetic lipid membranes and the
membranes of living cells.25−27 So far, FRET between CD-
conjugates and dye-labeled lipid molecules has only been
reported for samples where both donor and acceptor were
embedded in the same leaflet of a bilayer membrane.27,28

However, trans-membrane energy transfer, where CDs and dye
molecules are located in different bilayer regions, has not been
investigated, yet.
In this Letter, we demonstrate a strategy to incorporate

hydrophobic blue-emitting CDs with a positive surface charge
between the two leaflets of a DOPC (1,2-dioleoyl-sn-glycero-3-
phosphocholine) phospholipid bilayer membrane (Figure 1).

In addition, fluorescein-labeled phospholipid molecules
(PECF-1,2-dioleoyl-sn-glycero-3-phosphoethanolamine-N-
(carboxyfluorescein)) with a negative charge, were added to
the sample. In these lipids, the fluorescein (F) is covalently
bound to the hydrophilic headgroup, which prevents the dye
from integrating into the membrane center (Supporting
Information, Figure S1). The CDs and the fluorescein are
therefore separated in different bilayer regions. We demon-
strate that electrostatic interactions between the CDs and the
dye molecules lead to an increase of emission intensity.
Furthermore, we show that CDs and fluorescein form a FRET
pair across the bilayer membrane with the CDs being the
donor and fluorescein the acceptor. Controlling trans-
membrane energy transfer as shown with the CD/fluorescein
system offers a promising route for efficient and biocompatible
implementations in voltage sensing strategies and imaging
applications.
Hydrophobic CDs are synthesized from ascorbic acid and

hexadecylamine (HDA) according to the protocol by Cheng et

al.29 The size of ∼1.0−1.5 nm of the spherical CDs was
determined by atomic force microscopy and dynamic light
scattering (Supporting Information, Figure S3). Large lipid
vesicles (d = 5−10 μm) are then prepared by mixing either
CDs or fluorescein (F) or both components with DOPC
phospholipids in a HEPES buffer solution (pH ≈ 7.1). In
aqueous solution, the hydrophobic CDs are embedded
between the carbon hydrate tails of the lipid molecules. The
fluorescein dyes, at the same time, are located in the
hydrophilic side of the membrane sheets (Figure 1).
The combination of CDs and fluorescein was chosen for

several reasons: First, the CD fluorescence and fluorescein
absorption display a large spectral overlap, which is a
requirement for FRET.30 Photoluminescence (PL) and
absorption measurements of vesicles that contain either CDs
or fluorescein are shown in Figure 2. When excited at 360 nm,

the PL spectrum of the CD-vesicles shows a maximum at 450
nm, while the UV−vis absorption spectrum of fluorescein
features a broad resonance around 410−520 nm. The PL
spectrum of fluorescein acquired under 450 nm excitation
shows a maximum at 530 nm. Second, the CDs and fluorescein
are a well suited system for FRET due to attractive electrostatic
interactions between both partners. The vesicles are prepared
in a HEPES buffer solution at a pH of 7.1. At this pH,
fluorescein occurs in a monoanion form.31 CDs can have a
positive or negative surface charge, depending on the
preparation conditions.21 In the experiment reported here,
the addition of HDA during the CD synthesis results in a
positive surface charge with a CD zeta-potential of +60 mV.
The opposing charges of the CDs and fluorescein are
advantageous, as they keep both partners close together. In
the bilayer membrane, the fluorescein dyes and the CDs are
likely attracted to each other, even though the bilayer itself is in
principle a dynamic environment where individual lipid
molecules display a certain degree of lateral mobility.32

Nevertheless, in fluorescence microscopy the fluorescein,
CD, and CD/F vesicles all show a homogeneous coloring,
indicating an even distribution of the fluorescent emitters in
the vesicle membrane and no indication of domain formation
or large particle aggregates (Figure 3a−c). Third, the Förster
distance for energy transfer to fluorescein is in a range of 3−5
nm,9,10,33,34 while the width of a DOPC bilayer membrane in

Figure 1. Schematic of the CD/F configuration in a bilayer
membrane: Phospholipid molecules that are labeled with negatively
charged fluorescein (PE CF) are mixed with DOPC phospholipids
(gray) and positively charged blue emitting CDs to self-assemble into
a bilayer membrane. The hydrophobic CDs are located close to the
lipid tails between the bilayer leaflets, while the fluorescein molecules
are covalently bound to the hydrophilic lipid head-groups. Both
fluorescein and the CD form a FRET pair that is colocalized within
the membrane sheet due to attractive electrostatic interactions.

Figure 2. PL and absorption spectra of CDs and fluorescein: The CD
absorption spectrum (blue dotted line) shows a small peak at ∼360
nm. CD absorption sets at ∼450 nm. The PL spectrum of the carbon
dots (blue line) and the absorbance of the fluorescein (green dotted
line) show a spectral overlap, which is essential for energy transfer
from donor to acceptor in a FRET process. (For comparison, PL
spectra of CDs in HEPES buffer and ddH2O are also shown as
Supporting Information, Figure S2).
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aqueous solution is ∼6 nm.35 The distance between the donor
CDs in the center of the bilayer and the acceptor fluorescein
on the membrane surface is therefore around 3 nm, which is a
well suited range to expect energy transfer.
We performed PL measurements to obtain the relative

fluorescence intensity of the CD and the fluorescein and
compared that to the PL of the combined CD/F system
(Figure 4a). For an excitation at 360 nm, a decrease of the CD
fluorescence emission at around 440−450 nm is observed in
the presence of the acceptor dye, which is a qualitative
confirmation for FRET (PL excitation spectra for only CDs
and for increasing amounts of fluorescein are further shown in
the Supporting Information, Figure S4). At the same time, a
strong increase of the PL of the CD/F conjugate, along with a
small red-shift of the PL maximum from 525 to 532 nm, is
observed. The enhanced fluorescence is an indication for
energy “feeding” from the donor CDs to the acceptor dyes.
However, in addition to energy transfer, electrostatic
interactions between anionic fluorescein and cationic CDs
can also have an influence. It has been reported that fluorescein
shows enhanced PL36 along with a red-shift in the fluorescence
and absorption spectra37 in the presence of cationic
surfactants. This change of spectral properties has been
explained by a shift of the chemical equilibrium between
monoanionic and dianionic fluorescein in solution due to
electrostatic stabilization.31,36 Given the positive surface charge
of the CDs, such electrostatic effects should also be expected to
occur in the CD/F vesicles.
We performed PL excitation (PLE) measurements to

analyze the interaction between CDs and fluorescein in more
detail. As shown in Figure 4b, the emission of the CD/F
sample at 554 nm is increased compared to a vesicle sample
with only fluorescein (F) for an excitation between 280 and
530 nm (Figure 4b). The onset of CD absorption is at 450 nm
(Figure 2). Below that wavelength, the increased PL excitation
of the CD/F sample can be explained since energy is
transferred from the CDs to the dye. However, the PLE of
the CD/F conjugate cannot be reproduced by adding the CD
absorption to the fluorescein PLE according to PLEF + a·absCD
= PLECD/F (with a being a weighting factor). Furthermore, the
CD/F excitation between 450 and 530 nm also increases,

although the CD absorption is negligible in this range and the
main PL excitation is shifted by ∼12 nm. This shift is
concordant with the reported red-shift in the absorption

Figure 3. Fluorescence microscopy images and corresponding PL spectra of fluoresceine (F), carbon dot (CD), and CD/F labeled lipid vesicles:
Fluorescein labeled vesicles show a characteristic green fluorescence (a), while the CD labeled vesicles display blue emission (b). The CD/F
vesicles display a turquoise color upon excitation with 360 nm due to the presence of both emitters. The corresponding normalized fluorescence
spectra of each vesicle are shown below the images. Scale bars: 10 μm.

Figure 4. Normalized PL and photoluminescence excitation (PLE)
spectra: (a) The PL spectrum of the CD/F system (orange) after
excitation with 360 nm. A decrease of the CD fluorescence emission
at 450 nm is observed, while the fluorescein fluorescence emission
shows an increase at the same time. This result confirms the
occurrence of FRET. (b) Normalized PLE spectra of the CD/F
(orange line) and fluorescein vesicles detected at 554 nm. The red
dotted line represents the sum of the fluorescein PLE (green line) and
the weighted absorption a·absCD of the CDs for a = 0.25. Compared
to the PLE spectrum of fluorescein in vesicles, the excitation
maximum of the CD/F sample is shifted from 472 to 484 nm (dotted
lines).
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spectra for the transition from monoanionic to dianionic
fluorescein.31,36 Together, both observations are indicative for
the stabilization of dianionic fluorescein in the presence of the
CDs, which is also evidence for ionic interactions between
fluorescein and the CDs in the bilayer membrane.
Due to the ionic effects, the efficiency of energy transfer

between the CDs and the fluorescein cannot be determined by
only using the steady state fluorescence intensity of CDs in
absence and presence of the dye. We therefore performed PL
lifetime measurements to analyze the rate of energy transfer in
more detail. Fluorescence decay traces of the CD and the CD/
F conjugate are displayed in Figure 5a. In presence of
fluorescein, an acceleration of the fluorescence decay at 450
nm for an excitation at 360 nm is visible. We find that the PL
of the CD and the CD/F samples displays a nonmonoexpo-
nential decay (Figure 5a). Indeed, a multiexponential decay of
PL intensity has been reported for CDs, which has been
attributed to several sources, such as different emissive
substructures or molecular configurations within the
CDs.20,21,38,39 The intensity decay curves shown in Figure 5a
are reproduced by using a biexponential decay model
according to

∑ α= τ

=

−I t( ) e
i

n

i
t

1

/ i

with αi being the amplitude, τi the respective decay time, and n
= 2. For the CD sample, we obtain a short decay component of
1.5 ns and a long decay time component of 8.4 ns. For the
CD/F conjugate, the decay lifetimes are reduced to 1.0 and 3.7
ns, respectively. An overview of the individual decay times and
corresponding amplitudes is given in Table 1. Since both
fluorescence decay components of the CDs are accelerated in
the presence of the fluorescein, we use the amplitude-weighted
average decay times ⟨τCD⟩ and ⟨τCD/F⟩ to calculate the energy
transfer efficiency E and the energy transfer rate κET via

= − τ
τ

⟨ ⟩
⟨ ⟩E 1 CD F

CD

/ and = −
τ τ⟨ ⟩ ⟨ ⟩kET

1 1

CD F CD/

40 and obtain a

transfer rate of kET = 0.27 ns−1 and a FRET efficiency of 51.3%.
The use of these equations to calculate the rate and

efficiency is justified by the configuration of the CD/F
conjugate within the bilayer. The separation distance between
CDs and fluorescein is fixed since the hydrophobic CDs are
located between the bilayer sheets and the fluorescein is
attached to the lipid heads. In addition, the fluorescein lipids
are electrostatically attracted to the CDs due to their opposite
charge. Both donor and acceptor are therefore not spatially

distributed across the fluid membrane, which would require a
more complex analysis.41

The obtained energy transfer efficiency of 51.3% suggests
that the separation distance between the CDs and fluorescein
is close to the Förster distance R0, where the transfer efficiency
is 50% by definition. One can estimate the Förster distance of
the CD/F FRET pair in a membrane environment from the
obtained data. We assume a separation distance r = 4 nm
between donor and acceptor, which corresponds to approx-
imately half the width of a DOPC bilayer membrane (∼6 nm)
and the radius of the CDs. With the transfer rate kET, R0 can

now be calculated according to =
τ⟨ ⟩ ( )kET

R
r

1 6

CD

0 . The resulting

Förster distance R0 of ∼4 nm is in good agreement with
reported literature values.10,33,34,40 Furthermore, in control
measurements where the fluorescein is free in solution, we find
a lower FRET efficiency of only 17.1%. This can be explained
by a larger CD-dye separation distance since the fluorescein is
no longer attached to the membrane (Supporting Information,
Figure S5).
Aside from energy transfer from the CDs, the fluorescein

molecules can also be directly excited with UV light.
Compared to the accelerated donor fluorescence decay in
the CD/F sample, the intensity decay of the fluorescein
acceptor at 554 nm is delayed (Figure 5b). The PL decay
curves of the CD/F and the fluorescein system for an
excitation at 360 nm can be reproduced with a mono-
exponential fit, and a lifetime increase from 4.2 to 4.8 ns is
observed. This prolonged fluorescence lifetime, however, may
not only be the result of energy “feeding” from the donor CDs

Figure 5. Time-resolved PL decays: (a) Donor fluorescence decay traces of the CD (blue) and the CD/F conjugate vesicles (orange). The dotted
black lines represent the biexponential fits. (b) Acceptor fluorescence decay traces of the F (green) and the CD/F sample (orange). In all cases, the
samples are excited at 360 nm.

Table 1. Decay Times and Normalized Amplitudes for CD
(360/450) and CD/F (360/450) Were Determined by a
Biexponential Fit to the Intensity Decay Tracesa

λexc/λem (nm) τi (ns) αi ⟨τi⟩ (ns) E (%) kET (ns−1)

CD 360/450 1.5 0.65 3.9 51.3 0.27
8.4 0.35

CD/F 360/450 1.0 0.65 1.9
3.7 0.35

F 360/554 4.2
CD/F 360/554 4.8

aFurthermore, the amplitude-weighted average decay times of the
CDs in presence and absence of fluorescein are listed as well as the
resulting energy transfer efficiency and rate. Decay times for F (360/
554) and CD/F (360/554) were determined by a mono-exponential
fit to the fluorescence decay traces.
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to the acceptor fluorophores but is also the consequence of
ionic interactions and the stabilization of the fluorescein
dianion in the vesicle membrane.36

In conclusion, we reported an approach to introduce blue
emitting CDs between the leaflets of a fluorescein labeled lipid
bilayer membrane. The spectral overlap between both
fluorescent components allows establishing trans-membrane
energy transfer between the bilayer leaflets. In addition, ionic
interactions between the positively charged CDs and the
anionic dye molecules result in fluorescence enhancement and
localization of the acceptor molecules next to the energy-
feeding donor. Improving the fluorescence emission of
membrane bound dyes is advantageous for membrane imaging
and microscopy studies of bilayer systems. Furthermore, any
changes of the membrane potential via trans-membrane ion
transport or due to an externally applied electric field would
affect the strength of the electrostatic attraction between dyes
and CDs. This has an influence on both the FRET efficiency as
well as on ionic effects. Overall, the simultaneous balancing of
both energy transfer and electrostatic interactions within a
model membrane, as shown here, represents a general pathway
to control and investigate membrane related processes with
unprecedented spatiotemporal control and resolution.
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