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ABSTRACT: Cyan, green, yellow, and red fluorescent
proteins (FPs) homologous to green fluorescent protein
(GFP) are used extensively as model systems to study
fundamental processes in photobiology, such as the capture
of light energy by protein-embedded chromophores, color
tuning by the protein matrix, energy conversion by Förster
resonance energy transfer (FRET), and excited-state proton
transfer (ESPT) reactions. Recently, a novel cyan fluorescent
protein (CFP) termed psamFP488 was isolated from the genus Psammocora of reef building corals. Within the cyan color class,
psamFP488 is unusual because it exhibits a significantly extended Stokes shift. Here, we applied ultrafast transient absorption and
pump−dump−probe spectroscopy to investigate the mechanistic basis of psamFP488 fluorescence, complemented with
fluorescence quantum yield and dynamic light scattering measurements. Transient absorption spectroscopy indicated that, upon
excitation at 410 nm, the stimulated cyan emission rises in 170 fs. With pump−dump−probe spectroscopy, we observe a very
short-lived (110 fs) ground-state intermediate that we assign to the deprotonated, anionic chromophore. In addition, a minor
fraction (14%) decays with 3.5 ps to the ground state. Structural analysis of homologous proteins indicates that Glu-167 is likely
positioned in sufficiently close vicinity to the chromophore to act as a proton acceptor. Our findings support a model where
unusually fast ESPT from the neutral chromophore to Glu-167 with a time constant of 170 fs and resulting emission from the
anionic chromophore forms the basis of the large psamFP488 Stokes shift. When dumped to the ground state, the proton on
neutral Glu is very rapidly shuttled back to the anionic chromophore in 110 fs. Proton shuttling in excited and ground states is a
factor of 20−4000 faster than in GFP, which probably results from a favorable hydrogen-bonding geometry between the
chromophore phenolic oxygen and the glutamate acceptor, possibly involving a short hydrogen bond. At any time in the reaction,
the proton is localized on either the chromophore or Glu-167, which implies that most likely no low-barrier hydrogen bond exists
between these molecular groups. This work supports the notion that proton transfer in biological systems, be it in an electronic
excited or ground state, can be an intrinsically fast process that occurs on a 100 fs time scale. PsamFP488 represents an attractive
model system that poses an ultrafast proton transfer regime in discrete steps. It constitutes a valuable model system in addition to
wild type GFP, where proton transfer is relatively slow, and the S65T/H148D GFP mutant, where the effects of low-barrier
hydrogen bonds dominate.

■ INTRODUCTION

Cyan fluorescent proteins (CFPs) derived from marine
organisms of the class Anthozoa bear a chromophore
chemically identical to that found in GFP. However, their
emission spectra are blue-shifted from the default green state.
Typically, members of the cyan color class exhibit absorption
maxima from 430 to 460 nm and emission maxima from 474 to
496 nm.1,2 Recently, a novel cyan fluorescent protein (CFP),
termed psamFP488 in this work, was isolated from the genus
Psammocora of reef building corals (order Scleractinia, family
Siderastreidae).1 Surprisingly, psamFP488 is one of only two
proteins that were reported to display a substantially blue-
shifted, broad absorption maximum around 404 nm, whereas
the emission maximum was found to be within the range of
colors reported for other CFPs.1,2 Therefore, within its color
class, psamFP488 appears to be one of only two CFPs known

to exhibit a significantly extended Stokes shift. GFP-like
proteins with similar excitation maxima include the highly
engineered tagBFP (λex = 402 nm) with blue emission at 457
nm and avGFP (Aquorea victoria GFP) with green emission at
508 nm.3 CFPs with similar emission maxima include the
engineered mTFP1 protein (λem = 492 nm), which has an
absorption band centered on 462 nm. In addition, more blue-
shifted CFPs have been developed that bear non-native
chromophores derived from a tryptophan residue. These
include the cerulean and turquoise line of variants,4−6 highly
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engineered proteins that absorb at ∼433 nm and emit at ∼475
nm.
CFPs with a large Stokes shift may prove useful in some

types of live-cell imaging applications, such as dual color
monitoring by excitation of two different FPs at the same
wavelength.7 In particular, an extended Stokes shift may be
beneficial in FRET experiments frequently used to monitor
macromolecular proximity on a subcellular level. To date, the
most common FP pairs used in FRET experiments involve
CFPs and yellow fluorescent proteins (YFPs). PsamFP488 may
prove advantageous as a donor fluorophore in combination
with acceptors such as Venus or mOrange,8 as cross-excitation
would be minimized due to the large separation of excitation
and emission wavelengths. Notably, the sensitivity of multi-
parameter live cell imaging involving two FRET pairs with fine-
tuned optical properties could be enhanced by the high
quantum yield of psamFP488 when using an excitation
wavelength provided by a 405 nm laser line.9

GFP and many of its variants exhibit large Stokes shifts that
find their origin in an ESPT process that results in
deprotonation of the chromophore and subsequent fluores-
cence emission from the anionic chromophore.3,10−14 Recently,
ESPT appears to be a frequently occurring feature in
photoreceptor proteins,15−18 sometimes coupled to electron
transfer.19−26 With its simple light-driven proton transfer
reaction along a chain of a water molecule and two amino
acids, GFP can be regarded as an attractive and compact model
system to understand the basic principles of proton transfer in
biological systems. ESPT in GFP has been well characterized by
means of time-resolved spectroscopy and X-ray crystallog-
raphy,10−12,14,27−32 and a proton transfer wire was identified
that involved a hydrogen-bond network of the chromophore,
bound water, a serine side chain and a terminal proton
acceptor, Glu-222.10,14,29,32 In particular, upon near-UV
excitation of the neutral, protonated chromophore, the
(stimulated) emission of the deprotonated chromophore was
found to rise biphasically with time constants of 3 and 15 ps,
corresponding to the ESPT process.10−12,28,29 Ultrafast mid-IR
spectroscopy demonstrated that, concomitant with the rise of
anionic chromophore emission, Glu-222 became proto-
nated.27,30 On the basis of photoselection ultrafast mid-IR
experiments on wild type and mutant GFP, it was proposed
that the biphasic proton transfer kinetics found their origin in
two distinct conformers of Glu-222.30 Recent work showed that
the biphasic proton transfer kinetics may be related to a distinct
excited-state intermediate state involving an evolved low-barrier
hydrogen bond (LBHB) between chromophore and structural
water, resulting in dual emission, along with significantly
correlated proton motion along the three-hydrogen-bond
proton wire.31

On the basis of X-ray structures of homologous fluorescent
proteins, one can conclude that a GFP-like proton wire is
lacking in psamFP488. This raises the question as to what
mechanism underlies its large Stokes shift. Here, we applied
ultrafast transient absorption and pump−dump−probe spec-
troscopy to investigate the mechanistic basis of psamFP488
fluorescence, complemented by homology modeling, fluores-
cence quantum yield, and dynamic light scattering measure-
ments.

■ MATERIALS AND METHODS
Cloning, Expression, and Purification of psamFP488.

The gene coding for full-length psamFP488 was PCR-amplified

from a pGEM-T expression plasmid. PCR amplification,
directional cloning of the PCR product into a linear
pET151/DTOPO vector (Invitrogen), and transformation
into Escherichia coli BL21(DE3) competent cells (Invitrogen)
were carried out according to the manufacturer’s instructions.
Plasmid was prepared from individual transformant colonies
using the QIAprep kit (Qiagen). Single colonies were cultured
overnight at 37 °C in 25 mL of Luria−Bertani (LB) media with
100 mg/L carbenicillin, used to inoculate 1 L of LB/
carbenicillin, and cultured at 37 °C until the OD600 reached
0.8. The cultures were cooled to 25 °C. Protein expression was
induced by the addition of 1 mM IPTG and allowed to proceed
for 4 h at 25 °C. Cells were harvested by centrifugation and
frozen at −80 °C.
Cell paste was suspended in 50 mL of 25 mM HEPES pH

7.9, 300 mM NaCl, 10% glycerol, 3 mM BME, and 0.1 mM
PMSF and then disrupted by sonication. The lysate was
centrifuged, and the supernatant was passed through a 0.2 μm
syringe filter before loading onto a nickel-nitrilotriacetic acid
Superflow column (Qiagen). N-Terminally 6His-tagged protein
was purified using an imidazole step gradient in 50 mM
HEPES, pH 7.9, 300 mM NaCl. Fractions containing the His-
tagged protein were pooled, 1.2 mg of tobacco etch virus
(TEV) protease was added, and the sample was dialyzed
overnight at 4 °C against 1 L of 50 mM Hepes pH 7.9, 300 mM
NaCl. The dialysate was reapplied to a nickel-nitrilotriacetic
acid column, and purified psamFP488 was collected in the early
fractions. Protein was concentrated and buffer-exchanged into
50 mM HEPES pH 7.0, 300 mM NaCl. Aliquots of purified
protein were flash frozen in liquid nitrogen and stored at −80
°C in buffer containing 50 mM HEPES pH 7.9 and 300 mM
NaCl. Protein concentration was determined by absorbance at
280 nm using a theoretical extinction coefficient equal to ε =
22 920 M−1 cm−1. Steady-state absorbance and fluorescence
spectra were collected on psamFP488 in 50 mM HEPES pH
7.9, 300 mM NaCl, using a Shimadzu UV-2401 spectropho-
tometer and a Jobin Yvon Fluoromax-3 fluorimeter. Fluo-
rescence scans were collected at 1.0 nm increments utilizing an
integration time of 1.0 s and a slit width of 1.0 nm for both
excitation and emission. For the ultrafast spectroscopic
experiments, the absorbance of the psamFP488 samples was
adjusted to 0.3−0.4 per mm at pH/pD 7.9.

Determination of the Quantum Yield of Fluorescence.
The fluorescence quantum yield of psamFP488 (0.16 mg/mL)
was determined using fluorescein as a standard (1 μM in 0.1 M
NaOH) according to published procedures.33 Fluorescence
emission intensity was integrated upon excitation at 465 and
417 nm. The buffer for all protein preparations was 20 mM
HEPES pH 7.9, 20 mM NaCl. The data were fit to the
following equation: Φ = ΦR[I/IR] [ODR/OD], where Φ is the
quantum yield, I is the integrated intensity, and OD is the
optical density at 465 nm or 417 nm. R refers to the reference
fluorophore with quantum yield 0.95.

Dynamic Light Scattering. Dynamic light scattering
experiments were performed using a DynaPro NanoStar
instrument (Wyatt Technology Corp., Santa Barbara, CA,)
and analyzed using the software Dynamics 7.0.3.12 (Wyatt
Technology Corp.). Briefly, 80 μL aliquots of 0.5−5.0 mg/mL
psamFP488 in 20 mM HEPES pH 7.9, 137 mM NaCl, were
spin filtered for 3 min at 3000g, using 0.1 μm spin filters
(Millipore). Filtrates were transferred to disposable UVette
cuvettes (Eppendorf, Hauppauge, NY) for data collection at 20
°C. Scattered light intensity fluctuations were averaged from 40
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acquisitions (5 s each), and the resulting autocorrelation
functions fit via the regularization method. The hydrodynamic
radius was estimated assuming a spherical particle shape.
Spectroscopy. The time-resolved studies were performed

on a laboratory-built femtosecond transient absorption
setup.19,34,35 The system was pumped by a pulsed amplified
femtosecond Ti:sapphire laser system (Legend or Libra USP
seeded by a Vitesse 800-2, Coherent, Mountain View) with an
average output of 3.7 W from 1 kHz, 45 fs pulses, centered at
800 nm. 1 W of the output was used for pumping an optical
parametric amplifier (OPA, OperA Solo, Coherent) for creating
tunable pump pulses; a small fraction was used for preparation
of the probe pulse by supercontinuum generation in a rotating
2 mm CaF2 plate. For the transient absorption experiments, an
excitation pulse at 410 nm was prepared by second harmonic
generation in a BBO crystal out of 820 nm pulses generated in
the OPA. The pump energy was adjusted to 60 nJ with a spot
size of 200 μm. For the pump−dump−probe experiments, the
output of the amplifier was split in three paths. The first path
was frequency doubled in a BBO crystal to give the 400 nm
pump pulses. The second path was used to pump an OPA,
producing dump pulses at 510 nm, and the third path was
focused into a rotating CaF2 plate, generating broadband probe
pulses. Pump pulses were modulated with a chopper at 500 Hz,
and the dump pulses at 250 Hz. Both were delayed via 60 cm
translation stages. This generated four data sets: pump−dump−
probe, pump−probe, dump−probe, and control (neither pump
nor dump). Pump and dump pulses were set at magic angle
relative to the probe pulse and parallel to each other. The pump
pulse energy was set at 110 nJ, and the dump pulse energy, at
100 nJ. In the spectrograph (Oriel MS127i) 1/8m, a 300
grooves/mm 500 nm blazed grating was used. Detection was
based on a PIN diode array (256 pixels) run by laboratory-built
electronics and software including single shot statistics and
noise discrimination. The signal was recorded in one 300 nm
wide spectral window. The sample was placed in a 1 mm path
length fused silica cuvette held by a shaker. The buffer for all
protein preparations was 20 mM HEPES pH/pD 7.9, 20 mM
NaCl. For the H2O/D2O buffer exchange experiments, equal
sample aliquots were dissolved in H2O or D2O buffer and left
to equilibrate overnight prior to the experiment.
Data Analysis. The data were fitted by using global and

target analysis,12 with the extension for pump−dump−probe
data described in refs 12 and 36.

■ RESULTS
Absorption and Fluorescence Spectra, Quantum

Yield, and Quaternary Structure. Figure 1 shows the
fluorescence excitation and fluorescence spectra of psamFP488.
The absorption spectrum (not shown) was essentially identical
to the fluorescence excitation spectrum. The absorption
spectrum shows a main band with a maximum at 407 nm
and a shoulder at 460 nm, and agrees with that published
earlier.1 The psamFP488 chromophore does not appear to
titrate with pH, as the absorbance spectra remain unmodified
between pH 4 and 10. The fluorescence has a single broad band
with a flat maximum from 485 to 490 nm, corresponding to a
Stokes shift of 4500 cm−1, and is slightly blue-shifted from that
published earlier.1 As compared to GFP,3 the absorption and
fluorescence bands are broader and less resolved. In particular,
the fluorescence spectrum has a width of 60 nm (2500 cm−1),
compared to 30 nm (1000 cm−1) for GFP. The quantum yield
of psamFP488 fluorescence measured on three independently

prepared protein preparations was determined to be 0.850 ±
0.038 (n = 3) with 465 nm excitation and 0.876 ± 0.007 (n =
2) with 417 nm excitation, slightly lower than the published
value of 0.96.1

On the basis of DLS measurements, the quaternary structure
of psamFP488 was determined to be a homotetramer, as
supported by sequence homology to other Anthozoa FPs
known to be tetrameric.37 DLS spectra collected at 20 °C on
samples containing 0.5−5.0 mg/mL protein appeared mono-
disperse, and the calculated hydrodynamic radius was
consistent with 4.1 ± 0.2 (n = 5) protein chains per particle.

Characterization of the Chromophore Environment
Based on Close Homologues. In spite of extensive efforts, to
date, diffraction-quality crystals of psamFP488 have not been
obtained yet. A standard BLAST protein database search
indicates that the closest sequence homologue to psamFP488 is
a CFP derived from Montipora ef f lorescens (71% sequence
identity); however, a three-dimensional structure is not
available for this protein. A structural database search indicates
that seven high-resolution X-ray structures are available for FPs
exhibiting 59−61% sequence identity to psamFP488. All of
these proteins were originally isolated from the button polyp
Zoanthus sp., including the yellow fluorescent protein zFP538
(61% identity),37 the red fluorescent zRFP574, and the green
fluorescent zGFP506.38 Previous works have demonstrated that
the chromophore environment of many naturally occurring
CFPs, such as amFP486 and dsFP483, closely resembles that of
the yellow and red fluorescent proteins zFP538 and DsRed, and
their immediate homologues.33,39 Therefore, we expect that
psamFP488 bears the typical GFP-like two-ring chromophore
consisting of the benzylidene imidazolinone group derived from
a QYG tripeptide sequence (residues 66−68). Due to the high
quantum yield for fluorescence, the chromophore π-system is
likely held in a rigidly planar conformation by the surrounding
protein matrix. On the basis of the high level of conservation of
buried residues, the structural features of the chromophore
environment are expected to be similar to zFP538 (Figure 2).
When comparing residue positions immediately surrounding
the chromophore, zFP538 and psamFP488 contain identical
residues with the sole exception of position 167 (residue
numbering according to avGFP), where zFP538 bears a
methionine (Met-167) and psamFP488 a glutamic acid (Glu-
165 according to psamFP488 residue numbering). Following
convention, avGFP residue numbering will be used throughout
the text. A structural model of psamFP488 was generated by
introducing the in silico mutation M167E, followed by selection
of a common glutamic acid side chain rotamer with miminal

Figure 1. Normalized fluorescence and fluorescence excitation spectra
of psamFP488. For the excitation scan (green solid line), the emission
was monitored at 488 nm. For the emission scans (dotted lines), the
excitation wavelength was set to 415 nm (blue) or 460 nm (red).
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steric interference (Figure 2). The model suggests that the two
Glu-167 carboxy oxygen atoms are positioned within hydrogen
bonding distance to the chromophore’s phenolic hydroxyl
group (3.3 and 3.4 Å without energy minimization). This
scenario would provide a hydrogen bonded pathway for rapid
proton transfer to Glu-167 upon chromophore excitation.
In dsFP483, a hydrogen-bonded network leading from Ser-

148 to Glu-150 has been identified, and involves two
crystallographically ordered water molecules.33 A similar
network involving Glu-167 and Glu-150 could also exist in
psamFP488 (Figure 2), suggesting that, at least in principle,
either Glu-167 or Glu-150 could serve as a proton sink for
ESPT.
It has been noted previously that the replacement of a

positively charged residue with a polar one in position 167 may
be coupled to cyan light emission in a DsRed-like protein
environment.33 This idea seems to hold true for psamFP488 as
well, as Glu-167 may become protonated neutral upon ESPT,
thus providing a similar electrostatic environment as a histidine
residue in dsFP483 or a solvent molecule in amFP486.39 In
support of this notion, position 167 was identified previously as
an important determinant of cyan color based on statistical
sequence analysis.40

Ser-148 is conserved among many Anthozoa FPs, including
dsFP483, amFP486, zFP538, and DsRed (Figure 2).33 In
addition, the quadrupole arrangement of charges consisting of
Glu-150, Arg-70, His-202, and Glu-221 is highly conserved
among many coral FPs including amFP486, zFP538, and
psamFP488. However, not all cyan proteins bear this particular
charge network, as dsFP483 contains a threonine residue in
position 202.33

Photoconversion. PsamFP488 undergoes photoconver-
sion upon near-UV illumination. Figure S4 (Supporting
Information) shows the absorption spectrum before and after
near-UV laser illumination. We observe that the 407 nm band
has decreased, while the 460 nm shoulder has increased. This
phenomenom is similar to that observed in GFP, where the A
band photoconverts to the B band under near-UV illumination,
corresponding to deprotonation of the chromophore and
decarboxylation of the terminal Glu proton acceptor.41 The

observation of a similar process in psamFP488 supports the
idea that the 407 nm band corresponds to a protonated
chromophore, and the 460 nm shoulder to a deprotonated
chromophore. Photoconversion puts limits on the data
acquisition with ultrafast spectroscopy; the data shown in
Figures 3 and 4 were taken on samples that had undergone less
than 10% conversion.

Ultrafast Transient Absorption Spectroscopy. To
investigate the origin of the large Stokes shift in psamFP488,
we performed ultrafast transient absorption spectroscopy. The
sample was excited at 410 nm, and the resulting absorbance
changes were recorded in a spectral region between 430 and
730 nm. The time-resolved data were globally analyzed using a
sequential model with increasing lifetimes (1 → 2 → 3 →
4...).12 The corresponding evolution-associated difference
spectra (EADS) are displayed in Figure 3 (upper panel).
Three components were required for an adequate fit of the
data, with lifetimes of 170 fs, 24 ps, and 1.6 ns. In addition, a
pulse follower was included in the analysis to account for
coherent and cross-phase modulation artifacts, and for
stimulated Raman scattering from the aqueous buffer. The
first EADS (black line) has a lifetime of 170 fs and shows an
overall low signal, with main negative amplitude from 470 to
520 nm, corresponding to stimulated emission. The second
EADS (red line) rises in 170 fs and has a lifetime of 25 ps. It is
characterized by a pronounced stimulated emission band at 510
nm and excited-state absorption between 420 and 470 nm. Its
amplitude is 3 times larger than the first EADS, which implies
that the stimulated emission band at 510 nm is not formed
instantaneously but rises primarily with a time constant of 170
fs. This time constant is close to the instrument response
function (IRF) (204 fs fwhm) but can be well estimated
because the time position and width of the IRF can be very
accurately estimated through the stimulated Raman scattering
signal from the aqueous buffer which arises near 475 nm, close
to the maximum of the stimulated emission. The second EADS
represents the difference spectrum of the Stokes-shifted

Figure 2. Active site structure of the psamFP488 homologue zFP538-
K66 M (pdb code 1XA9)37 bearing the standard green-fluorescent
chromophore found in GFP (blue and cyan). In psamFP488, the
position equivalent to Met167 is occupied by a glutamic acid (green),
computer-modeled in a rotamer conformation that provides minimal
steric clash. Suggested hydrogen bonding interactions with the
chromophore are indicated as dashed yellow lines (3.3 and 3.4 Å in
the model). Arg95, Glu150, Ser148, His202, Glu221, and Arg70 are
conserved in psamFP488. Residue 66 is occupied by Gln in
psamFP488 (not shown).

Figure 3. Transient absorption spectroscopy on psam488. (upper
panel) Evolution-associated difference spectra (EADS): black, 170 fs;
red, 42 ps; blue, 1.6 ns. (lower panel) Kinetics in H2O (black) and
D2O (red) at 500 nm. IRF is depicted in gray. The time axis is linear
from −0.3 until 0.3 ps relative to the location of the IRF and
logarithmic thereafter.
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emitting state of psamFP488, and involves a broad stimulated
emission band that peaks near 500 nm, and excited-state
absorption near 450 nm. The second EADS then evolves in the
third EADS (blue line) in 25 ps, which represents only a very
minor spectral evolution with a slight blue-shift and amplitude
decrease of the difference spectrum. This spectral evolution
may correspond to slow solvation effects of the excited
chromophore in the protein matrix, and/or to minor singlet−
singlet annihilation that possibly arises from multiple
excitations on the same tetrameric complex. The third EADS
finally relaxes to the psamFP488 ground state with a
fluorescence lifetime of 1.6 ns.
Figure 3 (lower panel) shows a kinetic trace at 500 nm (black

line), where stimulated emission is probed. In line with the
results from the global analysis procedure, the rise of stimulated
emission is very rapid, after which it decays to zero almost
monoexponentially.
In GFP, the large Stokes shift between the A band and the

fluorescence at 509 nm is caused by an ESPT process whereby
the neutral chromophore deprotonates on a ps time scale. This
ESPT process is subject to a significant KIE of about 3.10,12 We
performed the same transient absorption experiments on
psamFP488 in D2O buffer to check for a KIE in the rise of
the stimulated emission, shown in Figure 3 (lower panel) as the
red line. We observed that the kinetics in H2O and D2O buffer
were indistinguishable, implying that, in contrast to the

situation in GFP, there is no KIE associated with the dynamic
Stokes shift in psamFP488.

Pump−Dump−Probe Experiments. Pump−dump−
probe spectroscopy is a powerful variant of transient absorption
spectroscopy where a second actinic pulse is applied at a certain
delay after the pump pulse in order to move the population
from the excited-state to the ground-state potential energy
surface. It has been applied to many photobiological
systems42−48 and mimics,49 and has given unprecendented
insights into reaction connectivity, ground-state dynamics, and
hidden reaction intermediates.
In GFP, the ground state of the deprotonated chromophore,

referred to as I, was observed directly with pump−dump−
probe spectroscopy.12,31,32,36 With this technique, the anionic
chromophore excited state I* is “dumped” to the ground state
using a “dump” pulse that is resonant with the stimulated
emission. In GFP, a clear anionic ground-state absorbance I was
observed similar to that of mutants with mutagenically
stabilized I states, and became reprotonated in 400 ps. Thus,
pump−dump−probe spectroscopy is a powerful tool to assess
light-driven proton transfer reactions in fluorescent proteins.
To investigate whether ESPT occurs in psamFP488 upon

near-UV excitation, we performed a pump−dump−probe
experiment with excitation at 400 nm and dump at 510 nm
that was applied 10 ps after the initial excitation pulse. Figure 4
shows kinetic traces of pump−probe (black line) and pump−
dump−probe (red line) experiments with detection at 501 nm
(Figure 4, lower panel) and 466 nm (Figure 4, middle panel).
At 501 nm, we observe that, after the dump pulse, 36% of the
stimulated emission disappears, indicating that we were
successful in dumping the psamFP488 excited state to the
ground state. At 466 nm, we observe that an initially nearly zero
signal becomes positive upon application of the dump pulse,
indicating that a species absorbing at that wavelength is formed
by the dump pulse. This positive absorption feature disappears
on two time scales: 0.11 ps (86%) and 3.6 ps (14%).
Subsequently, the pump−dump−probe signal further evolves
temporally identically to the pump−probe signal but at
diminished amplitude. These observations indicate that, indeed,
a transient ground-state product is formed that absorbs at a
wavelength expected for a deprotonated chromophore.
We performed a simultaneous target analysis of pump−probe

and pump−dump−probe data to extract the spectral signatures
and kinetics of the states involved,12,31,36 in particular of the
short-lived ground-state intermediates that were produced by
the dump pulse. Fits at all wavelengths between 441 and 535
nm are depicted in Figures S1 and S2 (Supporting
Information), demonstrating the excellent quality of the fit,
and in particular the disappearance on two time scales: 0.11 ps
(86%) and 3.6 ps (14%). At wavelengths around 466 nm, the fit
deviates somewhat from the data at long time delays. The
absolute magnitude of the signals is very small in this
wavelength region and it concerns only a few time points, so
their deviation from the fit contributes little to the overall fit
quality. In principle, the pump−probe data (which is
simultaneously obtained with the pump−dump−probe data)
should be identical to that presented in Figure 3. However, we
found some differences in the spectral evolution that result
from the higher pump pulse energy that was required to create
sufficient excited-state population to perform a pump−dump−
probe experiment:

Figure 4. Pump−dump−probe results on psam488. (upper panel)
Species-associated difference spectra (SADS) estimated from target
analysis. Key: black, 3.5 ps; red, 81 ps; blue, 1.4 ns; all three excited-
state intermediates, two GSIs, lifetimes 0.11 ps (86%, green) and 3.6
ps (14%, magenta), and cyan solvated electron (8 ns). Vertical bars at
extrema indicate estimated standard errors. (middle and lower panels)
Kinetics at selected wavelengths (indicated as ordinate labels). Key:
black pump−probe, red pump−dump−probe, dashed lines indicate
fits. Time axis is linear from −1 until 1 ps relative to the location of the
dump IRF maximum and logarithmic thereafter.
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(i) The sub-ps time scales around zero pump delay could
not be reliably modeled due to a strong coherent/cross
phase modulation artifact around time zero. To formally
fit the data on the sub-ps time scale, a 680 fs component
was included and left without interpretation.

(ii) A signature from photoionization was apparent in the
pump−probe and pump−dump−probe. Photoionization
upon femtosecond near-UV excitation was demonstrated
before in the GFP chromophore,50 PYP,44 and BLUF
domains51 and results from a resonantly enhanced two-
photon excitation process, leading to electron ejection
from the chromophore and formation of a solvated
electron. Its spectral signature is a broad, featureless
absorption that extends toward the near-IR. In addition,
the corresponding GFP chromophore cation radical
absorbs around 450 nm.50 The photoionization process
was taken into account by a separate component formed
instantly by the pump pulse that had a lifetime of 8 ns.
The magnitude of the cyan SADS (relative to the other
SADS) depends upon the amount of photoionization.
Here we arbitrarily put this at 20%, to demonstrate its
shape.

(iii) A minor 3.5 ps relaxation process (from the black to the
red SADS) was observed in this pump−probe data set,
which may partly correspond to geminate recombination
of the solvated electron.52 We could not separate this
contribution from the true psamFP488 spectral evolu-
tion, and therefore left it in the target analysis without
further interpretation.

The kinetic model included a sequential model for the
evolution of the pump−probe signal with four time constants, a
parallel instantaneous component to account for the solvated
electron, and a pulse follower to account for coherent and cross
phase modulation artifacts around pump time zero. For the
pump−dump−probe signals, a population decrease due to the
dump pulse at 10 ps was included, a transient ground-state
intermediate product formed by the dump pulse, and a pulse
follower to account for coherent and cross phase modulation
artifacts at the time (10 ps) of the dump pulse in the spectral
range between 498 and 518 nm.
Figure 4 (upper panel) shows the species-associated

difference spectra (SADS), and the accompanying concen-
tration profiles are depicted in Figure S3 (Supporting
Information). The analysis shows that 37% of the psamFP488
excited states is dumped at 10 ps. The ground-state
intermediate species produced by the dump pulse are denoted
by the light green and magenta SADS. They have an overall
positive amplitude, which supports the notion that they are true
ground-state molecular species. The absorption maximum of
the dominant SADS (light green, 86% of the amplitude decay)
is located at 484 nm, consistent with a deprotonated
chromophore. Its lifetime of 110 fs indicates that it is extremely
short-lived. The minor GSI component (magenta, 14% of
amplitude decay) has a lifetime of 3.5 ps and has an absorption
maximum around 498 nm.
The sequential evolution of the psamFP488 excited state is

shown as black (3.5 ps) → red (81 ps) → blue (1.4 ns). The
photoionization SADS is shown in cyan and shows the typical
broad and featureless solvated electron absorption, along with a
bleach signal superimposed at 470 nm.

■ DISCUSSION

Ultrafast Proton Transfer in psamFP488 Electronic
Ground and Excited States. For the sake of reasoning, we
will first discuss the results from the pump−dump−probe
experiments. We observe that the 510 nm dump pulse produces
a ground-state species that has a maximum absorption at 484
nm and a remarkably short lifetime of 110 fs. We will refer to
this species as I. I has an overall broad absorption with no
resolved vibronic structure and a width of 1800 cm−1, which is
similar to that of the psamFP488 fluorescence (2500 cm−1,
Figure 1). We therefore assign I to an anionic ground-state
chromophore that is formed upon dumping of the anionic
excited-state chromophore, similar to previous experiments on
GFP.12

The small Stokes shift of the psamFP488 fluorescence with
respect to I is slightly smaller than that found for the dumped I
ground state of GFP12 and is consistent with other GFP-like
proteins with anionic chromophores, which is often ∼5 nm.3

The large spectral width of absorption and emission spectra, in
combination with an apparent absence of vibronic structure, is
observed in all psamFP488 spectra: steady-state absorption,
fluorescence, transient absorption spectra and I, and is probably
related to extensive inhomogeneous broadening and/or
structural heterogeneity. In addition, I has an absorption tail
to red that is unmistakenly present in the data. It probably
means that I is dumped on a distorted, broad region of the
ground-state potential energy surface.
The pump−dump−probe experiment demonstrates that (i)

emission takes place from an anionic chromophore and (ii) that
the chromophore was not anionic prior to excitation; otherwise,
the I species would not be observed (dumping would then
result in zero absorbance change). We hence conclude that the
near-UV absorption band of psamFP488 corresponds to a
neutral, protonated chromophore and that ESPT takes place
upon near-UV excitation. Given the transient absorption
experiments in Figure 3, we conclude that the rapid rise of
stimulated emission in 170 fs represents the ESPT process that
results in an anionic excited-state chromophore. Upon dumping
of the excited state, I is formed and disappears in 110 fs,
meaning that the proton is shuttled back to the chromophore
with that time constant.
We may thus summarize the psamFP488 proton transfer

cycle as depicted in Figure 5. In analogy with GFP, near-UV
excitation of the A band results in an A*-like excited state. In
170 fs, ESPT takes place to result in an I*-like deprotonated
excited state. The speed of this reaction implies that this is a
barrierless reaction. Dumping of the excited state produces the
ground-state anionic chromophore I, which is rapidly
reprotonated in 110 fs to reform the neutral ground state A.
A small fraction of dumped ground states (14%) is
reprotonated in 3.5 ps. These are striking results that indicate
that proton transfer in biological hydrogen-bonded systems
may intrinsically occur on a 100 fs time scale. To the best of our
knowledge, this novel result represents the fastest experimen-
tally observed proton transfer process in a molecular ground
state. The observed phenomena are similar to those of GFP12

but 20 times faster in the excited state and nearly 4000 times
faster in the ground state: in GFP, ESPT occurs biphasically in
3−15 ps,10−12 while, in the ground state, the proton is shuttled
back in 400 ps.
While we assigned the spectral evolution of psamFP488 in

terms of proton transfer processes, we did not observe a H/D
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kinetic isotope effect on the 170 fs ESPT process. In contrast,
GFP exhibits strong kinetic isotope effects of 3 for the ESPT
reaction10 and 8 for the ground-state proton back-shuttle.12 It is
important to note here that proton transfer processes do not
necessarily exhibit kinetic isotope effects, and isotope effects
may vanish in the fully adiabatic limit,53 which may apply to
strongly hydrogen-bonded systems. We did not test for H/D
kinetic isotope effects in the pump−dump−probe experiment
due to sample quantity limitations.
Origin of Ultrafast Proton Transfer Processes. The

question arises what the origin is of the exceedingly fast ESPT
reaction of 170 fs as observed in psamFP488. In the absence of
a high-resolution X-ray structure and detailed information on
the hydrogen-bond pattern around the chromophore, we can
only speculate on this issue. It should first be noted that ESPT
can be an intrinsically fast process in case the donor and
acceptor are positioned in a favorable geometry.54 ESPT in
GFP is significantly slower (3−15 ps) than this limiting case. It
was proposed that slow skeletal chromophore motions are
required to bring the chromophore in optimal geometry for
ESPT, and hence are rate-limiting to the process.55 In addition,
it was recently found that ESPT in GFP may be more complex
than previously thought, with key roles of evolving short
hydrogen bonds and low-barrier hydrogen bonds between
chromophore and structural water, and significant correlated
proton motion along the three-hydrogen-bond proton wire.31

In psamFP488, the proton “wire” may involve only one
hydrogen bond, between the chromophore and putative proton
acceptor Glu-167. In contrast to the situation in GFP,
chromophore and Glu-167 may be positioned in a favorable
hydrogen-bonding geometry for prompt proton transfer
without the need for prior structural evolution. The negative
charge on Glu may result in a short, strong hydrogen bond,
which may contribute to the observed fast ESPT. Figure 6,
right, schematically depicts the ESPT process between the
chromophore and Glu-167.
A remarkable observation in this work is that, upon dumping

of the excited state, the proton is shuttled back to the anionic
chromophore in the molecular ground state with a time
constant of 110 fs, which is even faster than the rapid forward
ESPT. This observation indicates that the ground-state proton
transfer reaction proceeds barrierless, as much as it does in the

excited state. It is likely that the favorable hydrogen-bonding
geometry that preexisted for ESPT is maintained after dumping
the excited state, and that the proton is not transferred further
than the putative proton acceptor Glu-167. Hence, in contrast
to GFP, the proton is not transferred over a proton wire but
can reprotonate the chromophore immediately after the pKa of
the latter is switched by the dump pulse. Figure 6, left,
schematically depicts the reverse proton transfer process
between the chromophore and Glu-167 in the ground state.
We observed a minor slow reprotonation phase of 3.5 ps in

the pump−dump−probe experiment (green SADS in Figure 4,
14% amplitude). The SADS is slightly red-shifted and
broadened with respect to that of the major 110 decay phase.
It likely represents a specific hydrogen-bond conformation of
the dumped ground state I that is relatively unfavorable for
proton transfer; note that this phase still is 100 times faster than
that observed in GFP.12 A more remote sink such as Glu150
could provide the basis for the observed slow component of
ground-state reprotonation, whereas an adjacent sink such as
Glu-167 could provide the basis for the observed ultrafast
component of the chromophore reprotonation process (110
fs).

Comparison with the S65T/H148D GFP Mutant. A sub-
ps ESPT reaction (estimated at <300 fs) was recently proposed
but not directly observed for the photoactivated pB state of a
PYP mutant.17 In BLUF domains, a rapid, <1 ps proton transfer
process was observed in concert with electron transfer.51 It is
interesting to compare the dynamics as observed here with
those reported on the S65T/H148D mutant of GFP. In that
mutant, the proton transfer pathway was “rewired”: instead of
forming a proton wire of chromophore, bound water, Ser-205,
and Glu-222, the X-ray structure showed that the proton wire
consisted of the chromophore and the newly inserted Asp-148
at a very short hydrogen-bond distance of 2.4 Å.56,57 This
mutant shows a (distorted) neutral-like chromophore absorp-
tion and anionic-like emission. The precise protonation states
of absorbing and fluorescent states in this mutant were not

Figure 5. Schematic model for psamFP488 proton transfer processes
induced by pump and dump pulses. See text for details.

Figure 6. Proton shuttling scheme of psamFP488. The A→ A* and I*
→ I transitions are driven by pump and dump pulses, respectively. The
A* → I* transition occurs through ESPT in 170 fs, while the I → A
transition occurs through proton transfer in the ground state in 110 fs.
See text for details.

The Journal of Physical Chemistry B Article

dx.doi.org/10.1021/jp401114e | J. Phys. Chem. B 2013, 117, 11134−1114311140



entirely clear-cut: femtosecond fluorescence and transient
absorption experiments failed to resolve a rise of the anionic
emission.57−59 In addition, no dynamic protonation of the Asp-
148 carboxyl side chain was observed with ultrafast mid-IR
spectroscopy,60 which contrasts to the situation in wild-type
GFP where clear protonation of the initial anionic Glu-222 side
chain on a ps time scale was reported.27,31,32 Thus, apparently
Asp-148 does not become protonated in the S65T/H148D
GFP mutant upon excitation. These seemingly contradictory
observations of on one hand neutral absorption and anionic
emission spectra and on the other hand kinetically unresolved
proton transfer processes could be explained with the existence
of a low-barrier hydrogen bond (LBHB)61,62 between the
chromophore and Asp-148, which implies a delocalization of a
proton between donor and acceptor, in a shared polar covalent
bond with both oxygens.60

Our observations in psamFP488 are fundamentally different
from those in the GFP S65T/H148D mutant. In this work, we
clearly resolve a rise of the stimulated emission from the
anionic chromophore I* in 170 fs. In addition, we resolve the
short-lived (110 fs) absorption of the dumped anionic ground
state I, evidencing ultrafast, discrete proton shuttling events in
psamFP488 in both directions. We conclude that, in all
observed intermediates shown in Figures 5 and 6, the proton is
localized either on the chromophore (in A and A*) or on Glu-
167 (in I and I*). Hence, although the hydrogen-bond
geometry between the chromophore and Glu-167 facilitates
ultrafast proton shuttling, possibly through a short hydrogen
bond, we conclude that it does not correspond to a low-barrier
hydrogen bond. From a structural viewpoint, this is not
unexpected, given that the proton acceptor groups in
psamFP488 and the S65T/H148D GFP mutant are in different
positions with respect to the chromophore phenol group.

■ CONCLUSIONS
PsamFP488 demonstrates a novel mechanism of cyan color
generation that involves a glutamic acid residue in position 167.
This position has been shown to exhibit strong statistical
correlation with the biological evolution of cyan color from a
common green ancestor.40 However, ESPT has not previously
been observed to be the underlying mechanism of cyan
fluorescence in any GFP-like protein. Here, we demonstrate
that ESPT lies at the basis of a large Stokes shift in psamFP488.
The ESPT reaction is unusually fast and occurs with a time
constant of 170 fs, as evidenced by the rise of the stimulated
emission of the anionic chromophore. Upon dumping the
excited state with an ultrafast laser pulse, we clearly observe the
ground-state absorption of the anionic chromophore with an
absorption maximum at 484 nm. Remarkably, this ground-state
species disappears very rapidly with a time constant of 110 fs,
which indicates that the proton is shuttled back to the
chromophore in the ground state as fast as the chromophore
deprotonates in the excited state. To the best of our knowledge,
this result represents the fastest experimentally observed proton
transfer process in a molecular ground state.
The very fast, discrete proton transfer reactions in

psamFP488 imply that the local structure around the
chromophore is preconfigured, involving a favorable hydro-
gen-bond geometry without the need for structural relaxation
prior to proton transfer, possibly facilitated by a short hydrogen
bond between chromophore and Glu-167. In contrast to the
situation in the S65T/H148D mutant of GFP,56,57,59,60 most
likely no low-barrier hydrogen bond exists between chromo-

phore and proton acceptor group. This work supports the
notion that proton transfer, be it in an electronic excited or
ground state, can be an intrinsically fast process that occurs on
a 100 fs time scale. Thus, psamFP488 represents an attractive
model system that poses an ultrafast proton transfer regime in
discrete steps. It constitutes a valuable model system in addition
to wild type GFP, where proton transfer is relatively slow, and
the S65T/H148D GFP mutant, where the effects of low-barrier
hydrogen bonds dominate. Unfortunately, we do not have
detailed structural information on this highly interesting
biological proton transfer system: efforts are underway to
determine the X-ray structure of psamFP488.
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