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ABSTRACT: Cold-adapted organisms have evolved proteins en-
dowed with higher flexibility and lower stability in comparison to
their thermophilic homologues, resulting in enhanced reaction rates at
low temperatures. In this context, protein-bound water molecules were
suggested to play a major role, and their weaker interactions at protein
active sites have been associated with cold adaptation. In this work, we
tested this hypothesis on truncated hemoglobins (a family of microbial
heme-proteins of yet-unclear function) applying molecular dynamics
simulations and ligand-rebinding kinetics on a protein from the
Antarctic bacterium Pseudoalteromonas haloplanktis TAC125 in
comparison with its thermophilic Thermobif ida fusca homologue.
The CO rebinding kinetics of the former highlight several geminate
phases, with an unusually long-lived geminate intermediate. An
articulated tunnel with at least two distinct docking sites was identified
by analysis of molecular dynamics simulations and was suggested to be at the origin of the unusual geminate rebinding phase.
Water molecules are present in the distal pocket, but their stabilization by TrpG8, TyrB10, and HisCD1 is much weaker than in
thermophilic Thermobif ida fusca truncated hemoglobin, resulting in a faster geminate rebinding. Our results support the
hypothesis that weaker water-molecule interactions at the reaction site are associated with cold adaptation.

■ INTRODUCTION

The ability of organisms to survive to extreme temperatures
relies on the adaptation of their proteins to work under these
conditions. Particularly, it is generally accepted that cold-
adapted organisms have evolved proteins with structural and
dynamical features conferring higher flexibility and lower
stability in comparison to their thermophilic counterparts,
resulting in low activation enthalpies and enhanced reaction
rates of the reactions they catalyze in environments with low
kinetic energy.1,2 Solvent molecules populating inner protein
cavities, especially at active sites, play a role in tuning reaction
rates and were suggested to be a key factor in temperature

adaptation of proteins with similar fold and function.3,4 For
instance, Paredes et al. have recently considered in a systematic
study 20 homologous enzyme pairs from psychrophiles and
mesophiles in order to characterize flexibility as a key feature of
cold adaptation. They found that psychrophilic enzymes have
larger average cavity sizes, large enough for water molecules,
and they are lined with amino acid with acidic side chains.
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They concluded that embedded water molecules may play a
significant role in cavity flexibility.5

Hemoglobins (Hbs) offer a good test case of evolutionary
temperature adaptation because of the large number of
homologues found in nature and the detailed characterization
of their structure−function relationship. Their functional
properties are associated with the environment of the heme
group, which shapes their ligand binding properties and their
reactivity.6−8 Despite the vast number of Hbs recently
discovered in bacteria, our knowledge of their functional
roles is very limited, with some Hbs putatively involved in the
detoxification of reactive nitrogen and oxygen species.9−11

Bacteria express three related groups of truncated Hbs (trHbs),
groups I (trHbN), II (trHbO), and III (trHbP).10 The group
II trHb Ph-trHbO is expressed in the cold-adapted Antarctic
bacterium Pseudoalteromonas haloplanktis TAC125,12−14 the
first psychrophilic bacterium whose genome has been fully
sequenced and the only one described in the literature in
which genes encoding a flavoHb and three trHbs are present, a
feature potentially related to the cold environments and the
role of these proteins in nitrosative and oxidative stress.15,16

The topology in group-II trHbs is quite different from the one
reported for group I. For instance, in Mycobacterium tuber-
culosis trHbN, a short tunnel connects the heme distal site to
the outer solvent space at a location between the central region
of the G and H helices, whereas a long tunnel extends from the
heme distal cavity to a solvent access site located between the
interhelical loops AB and GH.10,17−19

The enhanced local flexibility of the cold-adapted Ph-trHbO
was confirmed by comparison with other members of the
globin family through molecular dynamics (MD) simulations.
MD simulations showed significant conformational fluctua-
tions localized mainly at the Ph-trHbO EF loop (residues 79−
83) in comparison to other trHbs belonging to the same
group.13

The analysis of Ph-trHbO by electron paramagnetic
resonance and resonance Raman spectroscopy indicated that
although the protein retains the general features of group II
trHbs, it exhibits different heme ligation states, thus supporting
a high conformational flexibility, possibly associated with cold
adaptation.13 The adaptive structural properties of the cold-
adapted protein and its enhanced flexibility were also
demonstrated by its resistance to pressure-induced stress.20

As in other trHbs, ligand rebinding to Ph-trHbO upon flash
photolysis is affected by the presence of tunnels and cavities in
the protein matrix, whose shape and accessibility are largely
determined by protein dynamics. Previous investigations on
Ph-trHbO indicated a large, temperature-dependent geminate
rebinding phase, extending to the microsecond time scale,
upon nanosecond flash photolysis.20 The extent of absorbance
change at the end of the laser pulse suggested that a substantial
part of ligand geminate recombination may occur on the
subnanosecond time scale.
In this work, we have investigated ligand rebinding using a

combination of femtosecond transient absorbance and nano-
second laser flash photolysis to follow the full time-course of
ligand rebinding, with the intent of exploring the dynamic and
structural signatures of cold adaptation. The results were
interpreted in view of MD simulations at different temper-
atures and in comparison with similar studies on thermophilic
homologues.

■ METHODS

Protein Expression and Purification. The gene
PSHAa0030-encoding Ph-trHbO was cloned, and the
recombinant protein was expressed and purified as previously
described.12,21

Sample Preparation. The protein solutions (about 40 μM
for transient absorption and 30 μM for nanosecond laser
photolysis) in 20 mM Tris-HCl buffer (pH = 7.6) were
equilibrated with CO at the desired pressure and reduced by
adding few μL of an anaerobically prepared solution of sodium
dithionite. The formation of the protein−CO adduct was
checked by UV−vis spectroscopy.

Transient Absorption Spectroscopy (TAS). A full
description of the apparatus is reported elsewhere.22−24 The
output of an regenerative amplifier Ti:sapphire laser system
(BMI-Alpha1000) delivering ∼100 fs pulses at 800 nm
produced both pump (second harmonic of the fundamental
laser output at 400 nm, energy 0.5 μJ/pulse) and probe (white
continuum) pulses. The repetition rate of the laser system was
set at 100 Hz. The relative pump−probe polarization angle was
set at 54.7° with the purpose of excluding rotational
contributions to the transient signal. The homemade detection
system consists of two linear CCD arrays (Hamamatsu S8377-
256Q) coupled to a spectrograph (Jobin Yvon CP 140-1824)
controlled by a homemade front-end circuit. The signals were
fed into a simultaneous analog-to-digital conversion board
(Adlink DAQ2010), and data were acquired by means of a
LabVIEW computer program. A 2 mm thick sealed quartz cell
containing the sample was mounted on a home-built scanner
and moved to change the region excited by pump pulses in
order to avoid sample photodegradation. The concentration
(40 μM) was adjusted to yield an optical density OD ∼ 1.2 at
the Soret maximum, corresponding to a good signal-to-noise
ratio in the whole probed spectral region. The sample was
excited in resonance with the blue side of the Soret band
(λpump = 400 nm, pump pulses energy 250 nJ), and the induced
absorbance changes were monitored in the 400−850 nm
spectral region.
The time evolution of the excited protein was monitored by

measuring the change in the sample absorbance at a given
delay time. By repeating this sequence as a function of the
pump−probe delay, it was possible to obtain the dynamical
evolution of the transient signal (up to 1.8 ns).
TAS spectra were recorded at different temperatures (0, 10,

20, 30, and 40 °C) with freshly prepared samples. The integrity
of the sample was checked by UV−visible absorption after
each TAS measurement.

Nanosecond Laser Photolysis. The details of the
experimental setup have been reported elsewhere.25 Photolysis
of CO complexes was obtained using the second harmonic
(532 nm) of a Q-switched Nd:YAG laser (Spectron Laser).
The monochromatized (436 nm) CW output of a 150 W Xe
arc lamp (AMKO GmbH) was used as probe beam, a five
stages photomultiplier (Applied Photophysics) for detection,
and a digital oscilloscope (LeCroy Waverunner 104-Xi, 1 GHz,
10 GS/s, 12.5 Mpts/Ch) for digitizing the voltage signal. A
second monochromator (LOT-Oriel) was placed before the
photomultiplier to remove the residual stray light from the
pump laser. The sample holder is accurately temperature
controlled with a Peltier element, allowing a temperature
stability of better than 0.1 °C. Measurements were taken at 10,
20, 30, and 40 °C.
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Data Analysis. TAS spectra acquired in the fs−ps time
scale were analyzed by singular value decomposition (SVD),26

performed using the Matlab software as previously described.27

Only spectral components with correlation greater than 0.8
were kept.26

The procedure for merging the kinetics measured in the two
time regimes was presented in previous works.28,29 Essentially,
absorbance change in the nanosecond photolysis experiment
was normalized to the maximum absorbance change expected
for full photolysis and estimated from the equilibrium spectral
difference between deoxy and carboxy species at the used
concentration.
Lifetime distributions associated with rebinding kinetics

were determined using the program Memexp, based on a
maximum entropy method,30,31 that proved very effective for
the analysis of several rebinding kinetics to hemeproteins.32−34

The analysis of the entire CO rebinding kinetics required the
use of a kinetic scheme sketched in Scheme 1 in order to

estimate the microscopic rate constants. The differential
equations associated with the kinetic schemes were solved
numerically, and the rate constants were optimized to describe
simultaneously the experimental data at two different CO
concentrations (1 mM and 0.2 mM, corresponding to
solutions equilibrated with 1 and 0.2 atm of CO, respectively).
Numerical solutions to the set of coupled differential equations
associated with reaction schemes were determined by using the
function ODE15s within Matlab (version 7.0, The Math-
Works, Inc., Natick, MA). Fitting of the numerical solution to
experimental data was obtained with a Matlab version of the
optimization package Minuit (CERN). The method was
discussed previously.29,35

MD Simulations. The protein structure corresponding to a
deoxy ferrous complex of Ph-trHbO was constructed from the
X-ray structure file corresponding to PDB code 4UUR (trHbO
from Pseudoalteromonas haloplanktis TAC125). Fixed proto-
nation states of the amino acids were assumed to correspond
to those at physiological pH (i.e., Asp and Glu negatively
charged, Lys and Arg positively charged), and all solvent
exposed His were protonated at the N-δ atom, as well as the
proximal His, which is coordinated to the metal center of the
heme group. The system was solvated by constructing an
octahedral box of 12 Å and keeping crystallographic water
molecules. Approximately 6617 TIP3P water molecules were
placed inside the box through the standard criteria procedure
of the AmberTools package.36

Heme group parameters with several validations can be
found in Capece et al., 2013.37 The procedure described above
was validated and widely used in several studies of
hemeproteins from our group12,38−41 and in particular for
ferrous 5c heme protein complexes.38,41−44

All MD simulations were performed using periodic
boundary conditions with a 9 Å cutoff and the particle mesh
Ewald (PME) summation method for treating the electrostatic
interactions. The covalent bonds involving hydrogen atoms
were restrained at their equilibrium distance by using the
SHAKE algorithm, while the temperature and pressure were
kept constant with a Berendsen thermostat and barostat,
respectively, as implemented in the AMBER14 package.36

We have performed molecular dynamics simulation at low
(10 °C) and high (50 °C) temperatures. For each simulated
condition, the equilibration protocol consisted of (i) slowly
heating the whole system from 0 to the final T for 2 ns at
constant volume, with harmonic restraints of 80 kcal/(mol·Å2)
for all Cα atoms, and (ii) slowly heating from 0 to the final T
for 2 ns at constant pressure of the entire system. (iii) After
these two steps, we have performed ∼100 ns of unconstrained
molecular dynamics simulation at constant temperature and
pressure in order to obtain systems described by the NPT
ensemble.
In order to enhance conformation sampling, we generated

three replicas starting from the initial crystallographic structure
described above, using three different equilibration protocols
by varying the equilibration parameters (total simulation time,
magnitude of harmonic restraints, etc.). This procedure led to
three uncorrelated replicas, obtaining a total simulation time of
∼300 ns. In addition, taking different uncorrelated structures
from the first replicas and restarting the velocities, we extended
the MD trajectories for ∼100 ns for each state.
Altogether, we obtained approximately 600 ns of MD

trajectories for each studied temperature. All structures were
found to be stable during the time scale of the simulations.
RMSDs for all system studies were stable after 20−30 ns of
MD simulations and remained stable during the time scale of
the simulation. RMSF, on the other hand, showed the expected
fluctuations in flexible protein portions like loops and terminal
regions. All histidines roughly retained the positions observed
in the crystal structure, confirming that protonation/tautomer
assignment can reproduce the experimental structure.
Finally, the ferrous carbon monoxide (CO) structure was

constructed using the crystallographic PDB structure by
placing a CO molecule in the sixth coordination position,
bound to the iron center. Similar procedures as described
above were used to obtain a representative set of parameters
for the MD simulations for the CO hexacoordinated complex
of the protein. Thermalization and equilibration protocols
were similar to those described above. After this step, we
obtained approximately 600 ns of MD trajectories for each
studied temperature.

Implicit Ligand Sampling (ILS). ILS evaluates the free
energy cost of adding a small ligand in a particular position of
the system, taking into account different orientations of the
ligand. Accessible regions for ligand are characterized by low
free energy values.
If those regions are connected by sufficient low free energy

regions, an internal pathway (IP) can be defined. It is
important to note that this technique allows a simultaneous
determination of several different IPs of a protein without
introducing any bias.

Scheme 1. Minimal Reaction Scheme for Ligand Rebinding
Kinetics to Ph-trHbOa

aReaction scheme takes into account the presence of cavities (tr)1 and
(tr)2 inside the protein matrix and their topological connections with
the distal cavity and the solvent phase. After photoexcitation, the
photodissociated ligand is found inside the distal cavity (Hb:CO)
from which it can either migrate to the off-pathway cavity (tr)1 or to
the on-pathway cavity (tr)2, through which it can reach the solvent
(Hb + CO in the scheme).
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Technically, the method uses MD simulations of the system
without considering the ligand of interest and evaluates the
free energy to find the ligand at any positions (and
orientations) using a grid. The probability is evaluated in the
presence of an “implicit” ligand, considering it as a small
perturbation in the Hamiltonian of the original system,
described as term of interaction between ligand and
protein.44,45 ILS has been shown to be a good strategy for
prediction of IPs for small neutral ligands in hemepro-
teins.46−50

In this work, ILS calculations were performed in a regularly
spaced rectangular grid of 0.5 Å resolution that includes the
protein. The used probe was a CO molecule, and five different
orientations were taken into account. The interaction was
considered as a Lennard-Jones term, truncated at 9 Å. Probe
parameters used for the interactions are those corresponding to
the AMBER force field, and the geometrical parameters were
taken from full-QM geometry optimization for the probe (at
the PBE/6-31G** level). The setup used in the ILS
calculations and the parameters of the CO probe were
validated in several previous works.29,47,50−53 Calculations
were performed on 4000 frames of each replica described in
the previous section. All ILS calculations were performed using
the VMD 1.9.1 module program.54

To build Figure 4A, we superimposed oxygen atoms on the
internal tunnels and cavities identified by the ILS isosurface
(we have selected a representative replica). We then removed
the ILS surface and left the oxygen atoms instead, depicted as
overlapped van der Waals spheres. With this strategy, we get a
cleaner graphical representation of the tunnel and cavities.
Each point in the free energy profiles of Figure 4B was
estimated by finding the minimum cutoff value at which a CO
molecule fits within the tunnel and cavities identified with ILS.

Identification of Water Sites. A water site (WS) can be
defined as a specific region characterized by high probability of
finding a water molecule in comparison to that of finding a
water molecule surrounded by the bulk environment. WSs can
be identified in an explicit solvent MD simulation.3,55,56 A
water molecule is considered as occupying a specific WS when
the distance between the position of its oxygen atom and the
WS center is less than 0.6 Å. For each identified WS, the
following parameters are calculated:

(i) The water finding probability (WFP), corresponding to
the probability of finding a water molecule in the region
defined by the WS and normalized with respect to the
bulk solvent probability. Only WSs with WFPs values
greater than 2 are retained.

(ii) The potential energy associated with the interaction of
water molecules inside the WS with the protein and the
rest of the solvent is computed.3 For each WS, the total
mean interaction energies Etot were computed along
5000 frames of the whole time scale of the MD
simulation.

■ RESULTS
Ligand rebinding kinetics over a temporal range covering 10
orders of magnitude in time was studied using a methodology
we have developed for the trHbO of T. fusca (Tf-trHbO)3,29

and that was subsequently applied to the nitric oxide binding
protein nitrophorin 7 (NP7) from Rhodnius prolixus.28,57 The
full time course of CO rebinding was determined by merging
data obtained from transient absorption spectroscopy with
femtosecond excitation (TAS; from 20 ps to 2 ns) and
nanosecond laser flash photolysis (LFP; from 20 ns to 100
ms). TAS data collected at times shorter than about 20 ps
reflect excited state dynamics and do not provide information

Figure 1. (A) Transient absorption spectra of the CO complex of Ph-trHbO excited at 400 nm with femtosecond laser pulses. Spectra are shown at
selected delay times: 20 ps (black), 200 ps (red), and 500 ps (green). T = 20 °C, CO = 1 atm. (B) Kinetic profiles at single wavelengths (red
circles, 412 nm; black circles, 432 nm). (C) Singular value decomposition of the TAS data in the Soret range (400−500 nm) for the CO complex
of Ph-trHbO. The analysis afforded one statistically meaningful spectral component U1 (singular value S1 = 2.56), which is shown in the top panel,
weighted by the corresponding singular value (U1S1). (D) Normalized amplitude V1 is reported as a function of time. Similar results were obtained
at the other investigated temperatures.
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on ligand rebinding.29 Processes occurring on this time scale
include formation of transient excited states followed by
structural response of the porphyrin macrocycle to the new
electronic configuration, and nonradiative relaxation to the
electronic ground state.58−66 Therefore, this time range has not
been considered for further analysis.
Figure 1 (panels A and B) reports transient absorption

spectra of Ph-trHbO at selected time delays showing the
typical features of the difference spectra between carboxy and
deoxy species. The decreasing intensity of the signal at
increasing delays demonstrates the occurrence of geminate
ligand rebinding.
The process was monitored at temperatures from 0 to 40 °C

for solutions equilibrated with 1 atm of CO. The rebinding was
found to be essentially independent of temperature (see Figure
2). The residual absorbance change at 2 ns further decays at

longer time scales and was followed using nanosecond LFP as
a function of temperature (10−40 °C) and CO concentration
(solutions were equilibrated with 0.2 and 1 atm CO).
Singular value decomposition analysis of the TAS data in the

Soret range (400−450 nm) afforded a single statistically
meaningful spectral component (U1), whose shape resembles
the properly scaled steady-state absorption difference spectrum
(deoxy-Ph-trHbO minus carboxy-Ph-trHbO) for the thermally
equilibrated ground-state protein (Figure 1C). Time evolution
of the amplitude closely follows the absorbance change at 432
nm (Figure 1D).
The amplitudes (V1) retrieved from SVD at the different

temperatures were essentially identical, demonstrating a very
weak, if any, temperature dependence of the kinetics in this
time range (see the signals at the shortest time scales in Figure
2). The amplitudes V1 were then merged to the progress curves
obtained from nanosecond flash photolysis. Given the lack of
distinct spectral components in the SVD analysis, we have
followed CO rebinding kinetics after nanosecond photolysis
through the absorbance change at 436 nm. Figure 2 reports the
full time course of CO rebinding kinetics for Ph-trHbO from
20 ps to 100 ms at four different temperatures and two
different CO concentrations. The amplitudes retrieved from
the SVD analysis on TAS were normalized to 1 assuming
unitary photolysis yield. As already explained, the subnano-
second geminate phase of the rebinding kinetics is essentially
independent of temperature and CO concentration. Geminate

rebinding extends from the picosecond to microsecond time
scale, as evidenced by the lack of sensitivity to CO
concentration of this phase.
The time range over which the bimolecular phase occurs is

clearly evident in Figure 2, where the curves collected at
different CO concentrations diverge at time scales longer than
about 10 μs.
Overall, the rebinding kinetics pattern appears complex, with

an unusually long-lived geminate rebinding phase, extending
beyond 10 μs at T = 10 °C. As a first approach to the kinetic
analysis of the progress curves, we applied a model-
independent fitting procedure based on a maximum entropy
method (MEM).30,31 This allowed the identification of the
number of reaction intermediates and the response of their
apparent rate constants to temperature and CO concentration.
Figure 3B shows the complex MEM lifetime distributions

associated with the rebinding kinetics at two different CO
concentrations reported in Figure 3A. Two main time frames
can be identified, corresponding to geminate rebinding (from
∼10−11 s to ∼10−5 s) and bimolecular rebinding (on longer
time scales). The geminate rebinding kinetics is unaffected by
CO concentration as evident from simple visual inspection of
Figure 3A. The position of the peaks of the lifetime
distribution in the time range from ∼10−11 s to ∼10−5 s
(Figure 3B) is essentially unchanged at the two CO pressures,
confirming the unimolecular nature of the kinetic phase.
At least three distinct bands are clearly detectable in the

geminate rebinding in Figure 3B, corresponding to an equal
number of kinetic phases. At 20 °C the bands peak at ∼1 ns,
∼30 ns, and ∼750 ns. A minor amplitude band/shoulder is
present at ∼100 ps. The position of the peak corresponding to
the millisecond kinetics in Figure 3B moves to longer times as
the CO concentration is decreased because the measured rate
constant for the bimolecular phase is proportional to the CO
concentration.
The position of the geminate bands at ∼100 ps, ∼1 ns, and

∼30 ns is not significantly affected by temperature (Figure 3C
and Figure 3D), demonstrating that for these steps the
enthalpic contribution to the activation energy is very small.
On the other hand, the position of the longer lived geminate
intermediate undergoes a remarkable change with temperature,
where the lifetime of ∼2 μs at 10 °C becomes 200 ns at 40 °C.
Its amplitude is essentially unchanged. The intensity of the
band at ∼30 ns undergoes a drastic drop when the temperature
is raised to 40 °C. This decrease in intensity is accompanied by
an equivalent increase in the intensity of the band
corresponding to bimolecular rebinding, a fact suggesting
that the intermediate with 30 ns lifetime is the precursor for
the exit to the solvent of the photodissociated ligand. Finally,
the kinetic process corresponding to bimolecular rebinding is
clearly thermally activated.

MD Simulations at Different Temperatures. In order to
address possible differences in the dynamics of Ph-trHbO with
temperature, we performed MD simulations of the protein at
low (10 °C) and high temperature (50 °C).
A close inspection and monitoring of MD simulations

indicated that no appreciable differences exist in the global and
local structure of the protein at both high and low
temperatures, indicating that the protein preserves its overall
fold, even at high temperatures. Global fluctuations in the
structure of the protein dynamics were addressed using the
root mean square deviations (RMSD) analysis, and the local
fluctuations were addressed using the root mean square

Figure 2. Normalized CO rebinding kinetics to Ph-trHbO. The
progress curve has been obtained merging the TAS data collected in
the subnanosecond range with the data obtained from nanosecond
laser flash photolysis. Filled symbols, CO = 1 atm; open symbols, CO
= 0.2 atm. T = 10 °C (black), 20 °C (red), 30 °C (green), 40 °C
(blue).
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fluctuations (RMSF) at both temperatures. The structure of
the protein is stable during the time scale of the simulations at
both temperatures, and no significant difference between
global and local fluctuations was observed by RMSD and
RMSF analysis, respectively (data not shown).
Kinetic Analysis. Analysis of the observed rebinding

kinetics with a microscopic model requires the identification
of a reaction pathway that considers the presence of tunnels
and cavities that provide routes for shuttling the ligands to and
from the distal cavity within the protein structure.
Implicit ligand sampling (ILS) analysis of the MD

simulations on the deoxyferrous protein gave an estimate of
the transient cavities formed along the trajectory (Figure 4A).
ILS calculations also provide an estimate of the free energy

associated with CO migration inside the potential protein
transient tunnel/cavity system at both studied temperatures
(Figure 4B). The results show one main tunnel connecting the
solvent with an internal cavity system through which small
ligands can enter and bind to the Fe atom. This tunnel is
similar to the one found in other group-II trHbs, and it has
been described as a long tunnel, with mainly hydrophobic
features (Figure 4A).3 We detected three docking sites in the
protein, located close to the iron atom (Hb:CO) and further
away (tr)1 and (tr)2 (Figure 4A). The topology of these
cavities is in agreement with previous simulations on deoxy
Fe(II) and Fe(III) Ph-trHbO.13

The shape of the cavities described above is similar to that
observed for Tf-trHbO at room temperature.3 The main

Figure 3. (A) CO rebinding kinetics to Ph-trHbO at T = 20 °C at 1 atm CO (black) and 0.2 atm CO (red). (B) MEM lifetime distributions
associated with the rebinding kinetics in panel A. (C) CO rebinding kinetics to Ph-trHbO at 1 atm CO as a function of temperature. T = 10 °C
(black), 20 °C (red), 30 °C (green), 40 °C (blue). (D) MEM lifetime distributions associated with the rebinding kinetics in panel C.

Figure 4. (A) Schematic representation of the heme distal cavity residues of Ph-trHbO. The graphical representation of the tunnel and the cavities
is explained in the Methods section. (B) Qualitative estimate of the energetic profile experienced by a ligand along the cavities and the tunnel based
on ILS analysis.
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difference with Tf-trHbO is in the connectivity of the off-
pathway docking site which, for the case of Ph-trHbO, is much
less connected to the rest of the cavity system.3 At high
temperature, we observe a reshaping of the cavity/tunnel
distribution where the energetic barrier separating (tr)1 from
the distal pocket undergoes a remarkable increase.
Figure 4A also depicts four distinctive amino acids

surrounding the vicinity of the iron heme group. The
connection between the solvent and the first docking site
((tr)2) does not present any bulky amino acid blocking the
access of the CO. However, the connection between (tr)2 and
(Hb:CO) is partly hindered by PheE11. In addition, the
connection between (Hb:CO) and (tr)1 is inhibited by the
presence TrpG8 and TyrB10. Finally, we did not observe
fluctuations in the position of the amino acids surrounding the
cavity system.
The CD1 position is occupied by His in Ph-trHbO, whereas

Tf-trHbO has Tyr. For the case of Ph-trHbO, we observed one
preferential conformation for HisCD1, having no impact on
the access of CO to the off-pathway cavity (tr)1.
On the basis of the above evidence, we have sketched a

kinetic model that takes into account the topology of the
connections between inner cavities and is reported in Scheme
1. Data collected at 1 and 0.2 atm of CO were globally fitted
using this scheme, where concentrations were held fixed and
rate constants were optimized.
It should be mentioned that a distal Tyr was reported to

complete coordination of the Fe(II) in the unliganded Ph-
trHbO.12,67 However, as previously reported, we did not find
any sign of competition in the ligand binding kinetics,13 and
this kinetic step was accordingly not considered.
The optimization was started from a set of parameters where

the on-pathway cavity (tr)2 is populated with higher rate (rates
kc and k−c) than the off-pathway cavity (tr)1 (rates kd and k−d).
Optimization leads to values for the rate constants such that
(tr)2 modulates the geminate rebinding kinetics in the
picoseconds−short nanoseconds time scale and (tr)1 is
responsible for the geminate rebinding kinetics in the
microseconds. An alternative starting set of parameters was
tried, where the cavity (tr)2 is populated with lower rate than
(tr)1. Although this provided an equivalent good fit, the results
were discarded because the energetic barriers did not comply
with those retrieved from ILS analysis (Figure 4).
The overall rebinding curve is reproduced correctly by the

above model, as can be appreciated in the representative global
fit performed on the traces at 1 and 0.2 atm of CO for T = 20
°C reported in Figure 5A. We point out that the missing range
between 2 and 20 ns may admittedly contain minor kinetic
features that would go undetected in our experiment and are
ignored in our kinetic model. Hence, filling this gap appears as
a needed improvement for future developments.
From the Eyring plot of the microscopic rate constants

determined at each temperature (Figure 5B), it is possible to
estimate the activation entropy and enthalpy for each rate
constant. These parameters are reported in Table 1 along with
the activation free energy at 20 °C.

■ DISCUSSION
The use of a microscopic model68 to describe the progress
curve from picosecond geminate to millisecond bimolecular
rebinding allows us to decompose the overall kinetics into its
constitutive elementary steps and gain deeper insight into the
coupling between molecular dynamics and function.25

Given the similar fold and the presence of an alike system of
cavities within the protein matrix, it is natural to compare the
ligand binding kinetics to Ph-trHbO with that of the related
thermophilic Tf-trHbO3,29 in order to identify possible
signatures of cold adaptation. The rate k−1 for Ph-trHbO is
larger than for Tf-trHbO, for which we estimated 3.0 × 108 s−1

at 20 °C.29 As found for Tf-trHbO, the free energy barrier is
mostly entropic in nature but slightly lower (5 kcal/mol for Ph-
trHbO vs 5.8 kcal/mol for Tf-trHbO). The value of k−1 and
the corresponding kinetic barrier are similar to those observed
for the Tf-trHbO triple mutant YB10F-YCD1F-WG8F (3F).3

A larger value for k−1 was estimated for the Tf-trHbO WG8F
mutant in response to a lower entropic contribution to the
barrier, possibly related to a smaller volume of the distal cavity
in comparison to that of the Tf-trHbO 3F mutant.
The rebinding rates k−1 for Ph-trHbO and Tf-trHbO are

remarkably high if compared to other Hbs, for which typical
values are on the order of 106−107 s−1.25,69−71 However, much
higher rates were reported for nitrophorins 472 and 728,57 from
R. prolixus for which pH dependent values are in the order of
109−1010 s−1. The reason for these exceptionally high rates
may be partly found in the distorted heme in these
proteins.28,72

Internal migration rates (kc, k−c, kd, and k−d) at 20 °C are
comparable to those for the Tf-trHbO mutants, but the
barriers have in general appreciable enthalpic contributions,
which makes these kinetic steps sensitive to temperature. In
particular, in order to exit from the kinetic trap (tr)1, a
remarkable energy barrier has to be overcome (10 kcal/mol for
rate k−d). This is evident in the temperature dependence of the
lifetime distribution in Figure 3D, where the relevant band for
depopulation of the kinetics trap (tr)1 shifts from 200 ns at 40
°C to 2 μs at 10 °C.
The presence of such an efficient and stable trap for the

photodissociated ligands may have functional significance for
multisubstrate reactions like those involved in removal of

Figure 5. (A) Representative global fit of CO rebinding kinetics to
Ph-trHbO for solutions equilibrated with 1 and 0.2 atm CO. T = 20
°C. The legend in the figure identifies reaction intermediates. The
color code matches the one used in Scheme 1: red, (Hb:CO); cyan,
(tr)1; green, (tr)2; blue, Hb; magenta, fit. Open circles are the data
collected at the two CO partial pressures. (B) Eyring plot for the
microscopic rate constants determined from the global fit of the
rebinding curves at the two CO concentrations used at each
temperature.
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reactive oxygen and nitrogen species. Ph-trHbO is indeed
involved in the protection against reactive nitrogen species.14

The role of hydrophobic cavities in sustaining the turnover in
NO dioxygenase reactions was suggested by Brunori for
neuroglobin73 and myoglobin.74 Trapping of photodissociated
ligands within internal cavities was demonstrated for several
Hbs with various experimental methods including low
temperature75 and time-resolved76 X-ray crystallography,
temperature derivative FTIR spectroscopy,77 and laser flash
photolysis.34,78 However, the case of Ph-trHbO appears as one
of the longest lived and most highly populated reaction
intermediates observed at room temperature and low viscosity
reported to date.
The rate constants for exit to (k2) and return from the

solvent (k−2) are smaller than those determined for Tf-trHbO.
This is due to quite large free energy barriers for the two rates
(Table 1). For these processes, sizable enthalpic contributions
result in temperature-dependent rate constants as evident from
the shift of the bimolecular rebinding band in Figure 3D,
centered at ∼400 μs at 40 °C and ∼3 ms at 10 °C.
Unlike Tf-trHbO,29 bimolecular rebinding is a homogeneous

process and does not appear to reflect the presence of multiple
functional conformations in the protein.
It is useful to estimate the bimolecular binding rate constant,

usually termed kon, which for Ph-trHbO is 0.95 × 106 M−1 s−1

at 20 °C. This value is similar to the one determined for the
open conformation of Tf-trHbO, for which kon = 0.93 × 106

M−1 s−1 at 20 °C. The closed conformation in Tf-trHbO,

accounting for 80% of the rebinding, is characterized by kon =
8.7 × 104 M−1 s−1 at the same temperature. These figures
increase to 2.75 × 106 M−1 s−1 and 1.63 × 105 M−1 s−1 at 25
°C.

Structural and Dynamical Determinants of the
Observed Kinetics. The heme distal site in the crystal
structure of deoxy Ph-trHbO hosts a structured H-bond
network that involves TyrB10, HisCD1, TrpG8, and two water
molecules.13 The heme pocket coordinated water molecule is
H-bonded to a second water molecule and to the indole NE1
atom of TrpG8. The latter water molecule is fully buried in the
distal site and H-bonded to the TyrB10 hydroxyl group and to
the NE2 atom of HisCD1.
A similar picture emerges also from MD simulations,

showing that water molecules can access the heme distal
pocket and are stabilized through an H-bond network based on
the distal residues TyrB10, HisCD1, and TrpG8 (Figure 6A).13

The stabilization of these molecules does not involve Fe(II) as
no solvent molecules are coordinated to the metal center.
In order to detect possible changes in the H-bond network

with temperature, MD simulations were run at 10 and 50 °C.
During the time scale of the MD simulations, two or three

hydrogen bonds between water molecules and the amino acid
residues were detected with the highest probability (Figure
6B). In addition, a hydrogen bond between the two water
molecules was observed. The number of hydrogen bonds
slightly decreases when temperature is increased (Figure 6B)
due to a more rapid exchange of water promoted by an

Table 1. Optimized Microscopic Rate Costants at T = 20 °C for CO Rebinding to Ph-trHbO as Derived from Reaction Scheme
1a

ΔG⧧ (kcal/mol)

rate ΔS⧧ (cal/(mol K)) ΔH⧧ (kcal/mol) Ph-trHbO Tf-trHbO

k−1 (s
−1) 8.37 × 108 −18 ± 2 −0.3 ± 0.6 5 ± 1 5.8 ± 0.1

k2 (s
−1) 6.0 × 106 20 ± 4 14 ± 1 8 ± 2 7 ± 3 (6 ± 4, 20%)

k−2 (M
−1 s−1) 9.53 × 105 21 ± 4 15 ± 1 9 ± 2 8 ± 3 (6 ± 10, 20%)

kc (s
−1) 7.67 × 108 −8 ± 1 3.0 ± 0.3 5.2 ± 0.6 6.0 ± 0.1

k−c (s
−1) 0.72 × 108 −13 ± 1 2.7 ± 0.4 6.6 ± 0.7 8.7 ± 0.1

kd (s
−1) 1.36 × 108 −12 ± 2 2.7 ± 0.4 6 ± 1 7.1 ± 0.1

k−d (s
−1) 1.88 × 106 4 ± 3 10 ± 1 9 ± 2 7.9 ± 0.4

aActivation enthalpies ΔH⧧ and entropies ΔS⧧ were estimated from the linear Eyring plots for each rate constant ki in the temperature range of

10−40 °C, according to the equation ln(hki/(kBT)) = ΔS
⧧
/R − ΔH⧧/(RT), where R is the gas constant, h is Planck’s constant, and kB is Boltzmann

constant. The free energy at 20 °C is calculated from the definition ΔG
⧧
= ΔH⧧ − TΔS⧧. For comparison, ΔG⧧ data for Tf-trHbO are also

reported.3

Figure 6. (A) Position of the two water molecules identified in Ph-trHbO by the MD simulations. They are mainly stabilized by hydrogen bond
interactions with residues TyrB10, HisCD1, and TrpG8. (B) Average percentage of hydrogen bonds between residues and water (water−water
hydrogen bond is not considered in the percentages), along the MD simulations run at 10 and 50 °C.
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increase in the conformational population for which a direct
hydrogen bond interaction between HisCD1 and TyrB10
occurs and leads to release of the coordinated water molecule.
Analysis of the dynamics of the water molecules in the distal

cavity by WS calculations reveals that the two water molecules
are not equivalent. In particular, the probability (WFP) of
finding each water molecule in the particular position inside
the ligand-recognition cavity with respect to the solvent, and
the average interaction energy are different, as shown in Figure
7 and Table 2.

Table 2 shows that the WFP values for WS1 are higher
compared to those obtained for WS2 at both temperatures,
while the interaction energy has an opposite trend. In addition,
WFP values decrease when temperature is increased for both
WS, possibly due to a faster water exchange with the solvent.
As explained above, a significant population in which a direct
hydrogen bond interaction between HisCD1 and TyrB10 is
present seems to promote water exchange with the solvent in
the vicinity of the WS2. On the other hand, WS1 presents less
favorable interaction energy than WS2, although they both
have similar WFP values. It is worth pointing out that there is a
3- to 4-fold decrease in WFP between low and high
temperature for both WS, whereas Etot is approximately the
same. This suggests that WS stabilization is basically
entropically driven. More quantitative estimates are made
difficult by the limited available conformational sampling.
In order to assess the influence of ligation on the solvent

molecules in the distal cavity, MD simulations were run on the
carboxy Ph-trHbO structure. For this case, water molecules in
the active site were not observed, and a hydrogen bond
between the CO and the TrpG8 residue was present during the

whole time scale of the simulation (at both low and high
temperature), in keeping with previous results.13

Comparison with the carboxy Ph-trHbO structure (Figure
8) demonstrates that the environment in the distal pocket for

deoxy Ph-trHbO requires only a minimal structural rearrange-
ment to accommodate the water molecules after CO
photodissociation. These rearrangements occur on picosecond
to nanosecond time scales and are expected to allow water
entry to identified WSs from nearby positions, identified in
MD simulations on the CO-bound heme state.
As we have already observed, the value of the rate constant

k−1 for CO binding to the heme from the distal pocket
(Hb:CO) reported in Table 1 is similar to the one we have
determined for the triple mutant YB10F-YCD1F-WG8F of Tf-
trHbO.3 In that case, the value of the rate constant k−1 was
intermediate between that of the wt protein (3.0 × 108 s−1)
and that of the WG8F mutant, for which a value of 20 × 108

s−1 was determined. In the case of Tf-trHbO, the enhancement
was discussed in terms of destabilization of water molecules in
the distal cavity.
The use of water molecules for tuning reactivity in the distal

cavity appears as a general strategy capable of exploiting the
peculiar properties of water for achieving temperature
adaptation.
It was reported that the main barrier to ligand binding to

deoxy-trHbN from mesophilic Mycobacterium tuberculosis (Mt-

Figure 7. Schematic representation of WSs surrounding the heme group at T = 10 °C (A) and T = 50 °C (B). WSs are depicted as balls from high
to low probability on a blue to red color scale.

Table 2. WS Characteristic Parameters (WFP (Water
Finding Probability) and Average Interaction Energy Etot)
of Each WS Obtained from the MD Simulations at Low and
High Temperaturesa

Ph-trHbO

WS1 WS2 Tf-trHbO,3 WS1

10 °C 50 °C 10 °C 50 °C 27 °C

WFP 11.1 3.4 9.9 2.5 19.2
Etot (kcal/mol) −1.6 −1.1 −8.2 −6.8 −14.8

aFor comparison, the same parameters estimated for Tf-trHbO at
room temperature are reported.

Figure 8. Close-up of the distal pocket residues of carboxy Ph-trHbO
where the hydrogen bond between CO and TrpG8 is shown.
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trHbN) is the displacement of a distal cavity water molecule,
stabilized by interactions with TyrB10 and GlnE11 but not
coordinated to the heme iron.19 Mutations of TyrB10/GlnE11
to apolar amino acids resulted in much faster ligand (CO and
O2) binding, with kon approaching 10

9 M−1 s−1. NO rebinding
experiments to Fe(III) Mt-trHbN allowed us to demonstrate
fast (ns) water rebinding, held responsible for a low geminate
recombination.
On the other hand, ultrafast ligand recombination in trHbO

from Mycobacterium tuberculosis (Mt-trHbO) demonstrated
that 95% of the photodissociated CO molecules are rebound
within 1.2 ns. This finding was rationalized on the basis of the
results of MD simulations that showed a layer of water
molecules surrounding the distal pocket and imposing a
relevant barrier to ligand escape by restricting the effective
distal pocket volume.4 Although it is not possible to compare
the stability of WS for Mt-trHbO with our estimates for Ph-
trHbO (Table 2), we can presume that water molecules are
much more stable in Mt-trHbO than in Ph-trHbO.
Water molecules are present in the distal cavity of Fe(II) Ph-

trHbO, both in the crystal structure and in the MD
simulations. These molecules occupy the space region that is
normally taken by the ligand (e.g., CO) when it is bound to
Fe(II). Indeed, water molecules are not present in the MD
simulations on CO-Ph-trHbO. Therefore, when CO enters,
rearrangement of water molecules is needed, which imposes a
kinetic barrier on rebinding (rate k−1). The weaker interaction
energy Etot and the lower WFP make the rate comparable to
the one for the 3F mutant of Tf-trHbO.
In comparison to Ph-trHbO, the overall interaction energy

for WS1 in Tf-trHbO is in fact much more favorable for the wt
(−14.8 kcal/mol), comparable for WG8F (−8.5 kcal/mol),
and less favorable for 3F Tf-trHbO (−2.6 kcal/mol).3

Similarly, when it comes to WFP, the probability of finding a
water molecule near the iron atom of the heme group in the
distal pocket of Ph-trHbO at T = 10 °C (Table 2) is
comparable to the one calculated for the WG8F mutant of Tf-
trHbO at T = 20 °C. The values for WFP values of Tf-trHbO
are 19.2, 11.6, and 2.5 for wt, WG8F, and 3F Tf-trHbO,
respectively.3 In conclusion, coordination of water molecules is
much tighter in Tf-trHbO than in Ph-trHbO.
Although it seems reasonable to expect an active role for the

water molecules also in the opposite temperature response of
energetic barriers separating (Hb:CO) from (tr)1 and (tr)2,
reported in Figure 4B, this contribution has not been clearly
identified yet. This issue will require further investigations in
order to assess also the role of the change in the mobility of
side chains of relevant amino acids.
Spectrokinetic studies on myoglobin reported the possibility

of detecting the presence of water molecules in the distal
pocket through their effects on the spectral shape in the Q
absorption bands, where entry of water molecules leads to
small but detectable spectral shift.79,80 The low intensity of Q
bands and the overlapping excited state absorption at short
times severely limit the sensitivity in this spectral range. SVD
analysis of the TAS data in the Q-band region afforded a main
spectral component, with the characteristic shape of the deoxy
Ph-trHbO minus carboxy Ph-trHbO spectrum (Figure 9). A
minor spectral component, which could be attributed to
solvation effects in the distal pocket, was evident only at T = 0
°C and not at higher temperatures, an indication that water is
stabilized in the distal pocket only at low temperature. The
spectral shape is consistent with literature data.79,80 The time

course of the amplitude V1 is in keeping with ligand binding
reported in Figure 1 (normalized curves overlap). The second
component shows a change in sign as previously reported for
myoglobin and some of its mutants.79,80 Given the limited time
range covered by the subnanosecond experiment, it is not
possible to follow the entire time course so that only entry of
water molecules after photodissociation is detected. The time
course of V2 is best described by an exponential relaxation with
a lifetime of 190 ps, which may be interpreted as the time scale
for water being coordinated by amino acids in the distal
pocket.
The above experimental and computational evidence

strongly indicates that mechanisms leading to water stabiliza-
tion in the distal pocket of Ph-trHbO are weakened.
Destabilization of water molecules in the distal pocket, where
the ligand binds to the Fe atom, may be taken as an indication
of cold adaptation in the reaction mechanism. Cold adaptation
in enzymes was suggested to exploit water dislocation to
simultaneously increase entropy and decrease enthalpy.81 If
more water molecules are released upon entry of the ligand to
the reaction site, where the transition state is expected to form,
than in the absence of the ligand, then there will be
considerable entropic benefit for the formation of a transition
state complex.81,82 The lower stabilization of water molecules
in the distal pocket of Ph-trHbO then leads to an activation
entropy for ligand binding to the Fe atom which is comparable
to the one observed for the mutant 3F Tf-trHbO, where the
water stabilizing interactions are removed from the distal
pocket by changing the chemical nature of the amino acids
lining the cavity.

■ CONCLUSIONS
The CO rebinding kinetics to the cold adapted Ph-trHbO is
characterized by a multiphasic progress curve with peculiar
features. As reported for other truncated Hbs, geminate
rebinding is found to begin in the picosecond time scale. An
unusually large and long-lived geminate recombination extends
to the microseconds and is rationalized in terms of migration
to an off-pathway internal cavity, separated by the distal pocket
by a rather large energy barrier, with a remarkable enthalpic

Figure 9. Singular value decomposition of the TAS data in the Q
bands at T = 0 °C. (A) The analysis afforded a major spectral
component U1 (black curve, singular value S1 = 0.37) and a minor
spectral component U2 (red curve, singular value S2 = 0.06). (B)
Corresponding amplitudes (black, V1; red, V2) as a function of time. T
= 0 °C, CO = 1 atm.
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contribution. Migration of the ligand to/from the solvent is
modeled to occur through an articulated system of tunnels and
cavities that tunes rebinding.
Water molecules in the distal pocket tune the rebinding rate,

but the weak stabilization of the solvent molecules appears to
favor binding of the ligand through entropic effects.
Comparison with the related thermophilic Tf-trHbO suggests
that this mechanism may reflect cold adaptation of the protein.
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(41) Arroyo Mañez, P.; Lu, C.; Boechi, L.; Martí, M. A.; Shepherd,
M.; Wilson, J. L.; Poole, R. K.; Luque, F. J.; Yeh, S.-R.; Estrin, D. A.
Role of the distal hydrogen-bonding network in regulating oxygen
affinity in the truncated hemoglobin III from Campylobacter jejuni.
Biochemistry 2011, 50, 3946−3956.
(42) Martí, M. A.; Crespo, A.; Capece, L.; Boechi, L.; Bikiel, D. E.;
Scherlis, D. A.; Estrín, D. A. Dioxygen affinity in heme proteins
investigated by computer simulation. J. Inorg. Biochem. 2006, 100,
761−770.
(43) Bikiel, D. E.; Boechi, L.; Capece, L.; Crespo, A.; DeBiase, P. M.;
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