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The use of oxidoreductases (EC1) in non-conventional reaction
media has been increasingly explored. In particular, deep
eutectic solvents (DESs) have emerged as a novel class of
solvents. Herein, an in-depth study of bioreduction with an al-
cohol dehydrogenase (ADH) in the DES glyceline is presented.
The activity and stability of ADH in mixtures of glyceline/water
with varying water contents were measured. Furthermore, the
thermodynamic water activity and viscosity of mixtures of gly-
celine/water have been determined. For a better understand-
ing of the observations, molecular dynamics simulations were
performed to quantify the molecular flexibility, hydration layer,
and intraprotein hydrogen bonds of ADH. The behavior of the
enzyme in DESs follows the classic dependence of water activi-
ty (ay) in non-conventional media. At low ay values (<0.2),
ADH does not show any activity; at higher ay, values, the activ-
ity was still lower than that in pure water due to the high vis-
cosities of the DES. These findings could be further explained
by increased enzyme flexibility with increasing water content.

Introduction

Oxidoreductases (EC1) are the most commonly applied biocat-
alysts, following hydrolases (EC3), for the synthesis of active
pharmaceutical intermediates (APIs) and fine chemicals on
both academic and industrial scales."” The use of nonaqueous
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media for oxidoreductases has been of high interest over the
past decades, providing alternative solutions for achieving
high volumetric productivities and product titers, as well as for
overcoming water-related limitations.” The nonaqueous media
that have attracted great attention for redox biocatalysis can
be classified into three main categories: neat substrate sys-
tems, organic solvents, and deep eutectic solvents (DESs).”?!
More classical neat substrate and organic solvent systems are
both widely applied for EC3, but DESs have emerged as a new
type of solvent in (redox) biocatalysis, owing to their tunable
properties, nontoxicity, biodegradability, and lower cost.”’

A DES is typically formed by the combination of a hydrogen-
bond acceptor (HBA)—in most cases, a quaternary ammonium
salt, such as choline chloride (ChCl)—and a hydrogen-bond
donor (HBD), such as polyols, carboxylic acids, and amines, at a
certein molar ratio (e.g., HBA/HBD of 1:2)" The hydrogen-
bond association between the HBA and HBD disrupts the crys-
talline structures of individual components, forming liquids at
room temperature, which permits DESs to be used as liquid
reaction media for biocatalysis.”’ The use of DESs as media for
biocatalysis has been widely explored in the field of hydrolases
(EC3), particularly lipase-catalyzed esterification, transesterifica-
tion, aminolysis, and epoxidation reactions.”” Herein, the appli-
cation of EC1 in DESs is also gaining importance,” as observed
in publications related to EC1-DESs and EC3-DESs reported
during the past decade (Figure 1). Given the high potential of
DESs, other enzyme classes, for example, lyases (EC4), have
been recently documented as well.”

To date, in the field of redox biocatalysis, DESs have been
explored by using whole cells”®® and isolated ketoreductases
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Figure 1. Number of publications on DESs in the biocatalysis field of EC1
(oxidoreductases) and EC3 (hydrolases) in the last decade (source: Web of
Science, up to August 1, 2019).
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(KREDs)" and alcohol dehydrogenases (ADHs),"" as well as in
bio-oxidations mediated by ADHs,"? heme-dependent en-
zymes, "' laccases,™ or catalases.”"' Due to the good bio-
compatibility of DESs and their promotion of increased cell
permeability, redox reactions catalyzed by whole cells show
higher conversion and stability.”=°"'>'® Moreover, DESs display
beneficial effects, or even stereoinversion, on the enantioselec-
tivity of bioreduction catalyzed by baker’s yeast cells.”*® Some
isolated enzymes (mainly ADHs) also show good performance
and the ability to be combined with metal catalysts in
DESs.'"®™'7 However, a rational evaluation of the effect of
DESs, as non-conventional media, on the behavior of oxidore-
ductases is still missing. To shed some light on these aspects,
herein, we evaluate the empirical performance of pure ADHs in
mixtures of DES-water, and compare it with theoretical calcula-
tions and classical parameters, such as water activity.

Molecular dynamics (MD) simulations can provide great op-
portunities for a deeper understanding of the interactions be-
tween enzymes, solvents, and water. In recent years, MD simu-
lations have been used to create a detailed picture of solvent-
protein interactions, as well as to explain experimentally ob-
served behavior, mainly of lipases (EC3)."® Initial investigations
focused mainly on enzyme-bound water because the hydration
layer was essential for the catalytic activity."® Thus, by analyz-
ing water clusters on the surface of Candida antarctica lipase B
(CALB), the preferential binding sites of water were found to
be independent of the organic solvent, although the hydration
level was largely influenced by the solvent and its capacity to
withdraw water molecules."®™ Moreover, no evidence of a
complete water layer around the enzymes was found and
some parts of the protein were in direct contact with the or-
ganic solvent, even at large water contents."® The thermody-
namic activity of the solvent molecules in the bulk phase are
essential factors for enzymatic catalysis,"®*? since the bulk-
phase water activity (ay), for example, defines the hydration
layer of CALB."*™ Apart from hydration of the enzyme, its con-
formational flexibility is a crucial factor for catalytic activity. For
instance, in a study of CALB in low-water organic media, Tro-
dler and Pleiss related the octanol-water partition coefficients
(logP) of five organic solvents to the averaged B factors of
CALB, whereby a lower logP was associated with increased
enzyme flexibility.'s

Regarding the novel solvent category of DESs, to the best of
our knowledge, to date, only a study by Monhemi et al. report-
ed the interactions of DES with an enzyme by using MD simu-
lations,'® describing stabilization of CALB in the DES com-
prised of ChCl and urea, although urea usually causes unfold-
ing of proteins.®@ Through MD simulations, it was found that
hydrogen bonds between urea molecules and choline and
chloride ions resulted in urea with a low diffusion coefficient
that could not reach the enzyme domains.!'®?

To achieve a deeper understanding the effects of DESs on
oxidoreductases, which ultimately may expand the applicability
of DESs, herein we assess the behavior of an EC1 enzyme in a
chosen DES system with the support of MD simulations. Thus,
we selected one of the earliest and best characterized oxidore-
ductases, ADH isolated from horse liver (HLADH; EC 1.1.1.1),%”
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the EE-isozyme of which has been widely studied for its appli-
cation in nonaqueous media.”"’ A eutectic mixture of ChCl and
glycerol (Gly) (1:2 molmol™"), which is also known as glyceline,
was selected as a prototypical DES for ADH-catalyzed reactions.
Glyceline is one of the most successfully applied DESs for bio-
catalysis.[®>82° 1012217 MD simulations focus on the quantitative
analysis of protein flexibility and hydration level, whereby the
results from enzymatic activity and stability are correlated and
explained.

Results and Discussion

As model reaction, we selected the HLADH-catalyzed bioreduc-
tion of cyclohexanone (CHO) to cyclohexanol (CHL) coupled
with butane-1,4-diol (1,4-BD), which was a “smart cosubstrate”
for cofactor regeneration (Scheme 1). The formation of thermo-
dynamically stable and kinetically inert coproduct, y-butyro-
lactone, can make the regeneration reaction irreversible, thus
simplifying the theoretical analysis of the enzymatic per-
formance.”
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COH
~HLADH ™, oh
CHO : 5 \ 1,4-BD
N 10-20% ()
. water
OH — 9
2 o]
CHL DES (glyceline) GBL
k J

Scheme 1. Reduction of CHO to CHL, as catalyzed by HLADH, promoted by
1,4-BD in mixtures of glyceline/water as reaction media. NAD: nicotinamide
adenine dinucleotide.

As stated above, water is essential for the catalytic activity of
enzymes. Although enzymes can be successfully applied in
nonaqueous systems—in the absence of bulk water—an
enzyme-bound essential layer of water is needed to maintain
sufficient conformational flexibility for catalysis.”® The exact
amount of water molecules needed for an enzyme to be cata-
lytically active is highly enzyme specific. An indirect quantifica-
tion of the amount of bound water is possible because it is
influenced by the thermodynamic water activity (a,) of the
medium and has been used as the most suitable parameter to
measure and control the amount of water in organic
media.'®?¥ Different enzymes have different water require-
ments for optimal activity, and hence, the a,, values have to be
adjusted to meet the requirements of the enzyme.

On that basis, the model reaction was assessed in the mix-
tures of glyceline/water with various water contents, ranging
from 0 to 20% (v/v; Figure 2). A reaction was performed in
water (100% v/v, 50 mm Tris-HCl, pH 7.5 buffer) for compari-
son.

© 2019 The Authors. Published by Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim
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Figure 2. HLADH-catalyzed reduction of CHO in various mixtures of glyce-
line/H,0 for 72 h. Reaction conditions: 100 mm CHO, 50 mm 1,4-BD, 1 mm
NAD*, 1 mgmL' purified HLADH in glyceline/water at 25°C and 1200 rpm.
Buffer (50 mm Tris:HCl, pH 7.5) was added to incubate the enzyme with
NAD™. The data points are connected by a solid line to guide the eye. Re-
sults are from duplicate experiments with a maximum standard deviation
of 5%.

The purified HLADH in the presence of various mixtures of
glyceline/water displayed much lower product yields at 72 h
(ranging from 0.5 to 43%) compared with the yield (97 %) ach-
ieved in the pure buffer system. There was no product detect-
ed in the systems with less than 10% H,O (v/v; i.e., 0, 1.36,
and 5%), presumably due to enzyme deactivation caused by
the deficiency of water to maintain the conformational flexibili-
ty of HLADH for catalysis and/or potential enzyme destabiliza-
tion under low-water conditions. In a previous study, whole
cells of Escherichia coli containing overexpressed HLADH could
achieve approximate 80% product yield in glyceline with 20%
H,O (v/v), which was two times higher than that in the case of
free enzyme.’ This is consistent with other reported whole-
cell biocatalysis in mixtures of DES/water, since the integrity of
the cells secures the stability of enzymes, relative to a totally
pure free enzyme. >

As mentioned before, the enzyme activity mainly depends
on enzyme-bound water, which is ultimately influenced by the
thermodynamic a,, value.” Therefore, the a, values of these
mixtures of glyceline/water were determined (Figure S3 in the
Supporting Information). Overall, the a,, value of glyceline
increased gradually with increasing water content, up to 20%
(v/v), which was in agreement with a previous report by Wu
et al.”® This implies that the a,, of glyceline can be tailored in
a controlled way by the addition of water. Product formation
could only be detected in mixtures of glyceline/water with
>10% H,O (v/v), which indicated that the minimum a, re-
quired for HLADH catalytic activity in glyceline/water was 0.2
in this reaction system. This phenomenon is consistent with
previous studies, which determined that the a, at which oxi-
doreductases displayed 10% of their maximal activity was 0.1-
0.7.%” To the best of our knowledge, this is the first example
reported in which the a,, concept is related to DES-based bio-
catalytic systems. As non-conventional media, DESs seem to
follow the same premises of a,, as that of other previously re-
ported solvents.
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The high viscosity of DESs is considered to be a hurdle for
their application as reaction media. Herein, water can be
added to the reaction medium as a cosolvent to significantly
lower the viscosity of mixtures of DES/water.*®?®) Remarkably, a
certain amount of water (up to 20% v/v) can reduce the vis-
cosity of DESs to the range of water, thus maintaining the
nature of DESs as non-conventional media (i.e., high solubility
for hydrophobic substrates).> >’ This enables the setup of con-
tinuous processes with mixtures of DES/water with low viscosi-
ty,®? leading to highly attractive synergies for sustainable
chemistry.”"" The addition of water (up to 20% v/v) led to an
almost linear decrease in the viscosity of a mixture of glyce-
line/water (Figure S4). In any case, the viscosity (53 mPas) of
the mixture with 20% (v/v) water was still much higher than
that of pure buffer system (2 mPas). The mass transfer limita-
tion caused by the relatively high viscosity of the mixture may
also account for the lower conversion than that of the pure
buffer system.B? This is also supported by the observation that
the reaction performed in a mixture of glyceline/water with
20% (v/v) water at a shaking speed of 1200 rpm gave 10%
higher yield than that obtained at 900 rpm (data not shown).

For an in-depth characterization of the protein-solvent inter-
actions, MD simulations of HLADH in mixtures of glyceline/
water (0-20 and 100%, v/v) corresponding to those used in
experiments were performed. After equilibrating the systems,
100 ns simulations in the NPT ensemble were performed for
systems consisting of one HLADH protein solvated with the ex-
perimentally used glyceline/water concentrations (Figure S10).
The last 40 ns of all simulations showed a diminishing energy
drift; hence, this part of the trajectory was used for analysis.

To study the influence of different water contents on the
structure of the enzyme, root-mean-square deviations (RMSDs)
of the C, atoms of HLADH were calculated with respect to the
crystal structure coordinates (PDB ID: 1THEU).® The residues at
the start of the amino acid sequences (1-9 and 375-383), as
well as loops from residues 242-248 and 616-622, were omit-
ted in the RMSD calculations due to their high flexibility
(Figure 3). The decision to omit these loops was based on an
analysis of the residue-wise root-mean-square fluctuations
(RMSFs).'"® For simulations in pure water, loops consisting of

Active centers (residues Cys46, His67, Cys174) Flexible loop (616-622)

I~

Flexible loop (120-128)

Starting ¥
sequence
chain A

Starting
A s0quence
chain B

Flexible loop (494-502)

Flexible loop (242-248)

Figure 3. lllustration of the dimeric HLADH structure (PDB ID: THEU®?). The
amino acids of both active centers are illustrated as van der Waals spheres
in blue. The flexible loops omitted from the RMSD and RMSF (see below)
calculations are displayed in red and the loops also omitted from calcula-
tions in pure water are highlighted in purple.
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residues 120-128 and 494-502 were also very flexible, and
therefore, excluded from the calculations. The RMSD values for
different water contents show that the HLADH structure in gly-
celine/water is much closer to the crystalline structure than
that of the purely aqueous case (Figure S12). The minimal
RMSD occurs at 5% (v/v) water, followed by a sharp increase
between 10 and 12.5% (v/v) water. The RMSD in the purely
aqueous environment is up to three times larger than that in-
vestigated in mixtures of glyceline/water. The large error bars
of more than 10% in the purely aqueous system indicate that
HLADH changes its structure more rapidly than that in lower
water volume fractions. This is additionally supported by the
results given in Figure S13, in which the RMSD was monitored
over the simulation time and rapid fluctuations of the RMSD
indicated structural transformations of the enzyme.

Furthermore, the conformational flexibility of an enzyme is
another important factor because it is essential for the catalytic
activity. In an organic solvent, enzymes usually show a higher
rigidity compared with that in an aqueous environment.®<
The flexibility of HLADH in the respective mixtures of glyce-
line/water could be quantified by calculating the RMSF of the
C, atoms. Averages for the RMSF over all residues of HLADH
are illustrated in Figure 4. The RMSF of HLADH at water con-
tents below 10% (v/v) indicate a rigid enzymatic structure rela-
tive to that in the purely aqueous system. This behavior is
followed by an increase in enzymatic flexibility at 10% (v/v)
water; however, the RMSFs of mixtures of glyceline/water (12.5
to 20% v/v) are still much lower than that of the average
RMSF of HLADH in water.

0.11

0.10 4 o

RMSF (C, atoms) [A]
© o o o o
o Lom 3 = Lo o
(3] [} ~ oo ©

0 20 4|0 6|O 8lO 1 (I)O
H,0 (V) [%]

Figure 4. Average RMSFs of the C, atoms of HLADH obtained in the simula-
tions. The enzyme is solvated with mixtures of glyceline and water at 25°C
and 1 bar, which corresponds to the experimental setup. The data points are
connected by solid and dashed lines to guide the eye.

The increase in the RMSD at 12.5% (v/v) water indicates a
modification of the enzyme structure, which correlates with an
increase in the experimentally observed product yield. Hence,
the onset of the enzymatic activity at 10% (v/v) water (Fig-
ures 2 and S7) may be explained by an increase in the molecu-
lar flexibility of the enzyme.

Following the flexibility analysis of CALB performed by Tro-
dler and Pleiss,"® the DES system should represent a favorable
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environment, in terms of conformational flexibility, because
both DES components have negative octanol/water partition
coefficients (log P(ChCl)=—3.77%" and logP(Gly) = —1.76"%).
Because DESs are highly hygroscopic, a low apparent logP of
the DES mixture should also be expected. However, the results
of this work are not coherent with the findings of Trodler and
Pleiss, thus indicating that log P cannot be used as the only cri-
terion to explain the flexibility of the enzyme. Both structural
properties indicate that the solvent-induced conformational
changes of the enzyme, as well as its increased flexibility, may
initiate the activity of the enzyme. These structural changes
are supported by the results shown in Figure S17, which re-
veals the intraprotein hydrogen bonds. At water contents of
<10% (v/v), a decrease in the number of intraprotein hydro-
gen bonds was found, followed by a plateau between 10 and
20% (v/v) water. Compared with the simulation in pure water,
the number of hydrogen bonds of HLADH in the mixture of
glyceline/water was up to 16% higher. However, the role of
the solvent molecules in this transformation, in particular, of
water, still needs to be explored further.

Next to the structural properties of the protein, the hydra-
tion layer of the enzyme (i.e., the number of water molecules
bound to the surface of the enzyme) is another important pa-
rameter that influences the activity and stability of the enzyme
in nonaqueous media. A water molecule is considered to be in
the first hydration layer, if its oxygen atom is within 3.5 A of
any non-hydrogen atom of HLADH.""®%3¢ The time averages for
the first hydration layer of HLADH versus the water mole frac-
tion are illustrated in Figure 5. A similar trend to that of water
activity of the bulk phase could be found (Figure S3) because
the hydration layer did not increase linearly with the water
content. The correlation of molar versus volume water frac-
tions is given in Figure S11 and Table S3. This indicates that the
attractive interactions between water and glyceline compete
with the interactions with the protein surface, which results in
a preferential solvation of water in the DES bulk phase, rather
than in hydration of the protein surface. This is in agreement
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Figure 5. Hydration layer of HLADH in simulations of mixtures of glyceline
and water versus the water mole fraction. Water, the oxygen atom of which
is within 3.5 A of any non-hydrogen atom of HLADH, is considered to be in
the hydration layer. Simulations were performed for one HLADH molecule in
the respective mixture of glyceline/water at 25°C and 1 bar. The data points
are connected by solid and dashed lines to guide the eye.
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with a study by Micaélo and Soraes,"® who showed that the
hydration level increased more for nonpolar solvents, such as
hexane, than that for polar solvents. On the other hand, ionic
and highly polar components of glyceline are able to mimic
the hydrogen-bond interactions of water, and therefore, com-
pete with water for the polar and charged regions of HLADH.
This resulted in a stripping of water from the surface of the
enzyme, which was also observed in the case of different en-
zymes for other polar solvents."®" |n addition, no evidence
for a complete water layer around the protein in the DES mix-
tures could be found; hence, the enzyme was in direct contact
with the glyceline molecules, even at 20% (v/v) water. This
means that the structural and catalytic behavior of HLADH is
essentially influenced by the interactions with the DES. Com-
bined with knowledge about the enzymatic activity (Figures 2
and S7), a hydration layer of 370+ 10 water molecules can be
estimated as necessary to ensure the conformational flexibility,
and hence, activity of the enzyme. This could be reached at
10% (v/v) water (corresponding to 0.36 mol/mol water). How-
ever, it is yet to be shown if this minimal hydration layer,
which is needed for enzymatic activity of HLADH, is similar for
different solvents.

Subsequently, we evaluated the stability of HLADH in differ-
ent mixtures of glyceline/water. As shown in Figure 6, the over-
all trend is that the half-life of HLADH at 60°C increased with
increasing water content in the mixtures of glyceline/water.
The temperature used in the activity assays was 25°C, whereas
the stability measurements were conducted at 60°C (other-
wise, the time range needed for an overview would have been
days). The shortest half-life of HLADH occurred at 5% (v/v)
H,O, followed by a sharp increase from 12.5% (v/v) H,0. This
observation coincides with the inflection temperature (T;
which represents the unfolding transition(s) or discrete
changes in the structural integrity of a protein and can be
used for comparing thermal stabilities of a protein) of HLADH
in glyceline/water systems (Figures S5 and S6). The half-life of
HLADH in a purely aqueous system (533 min, ~9 h) is approxi-
mately three orders of magnitude longer than those in glyce-
line with 0 to 12.5% (v/v) H,O (between 4 and 7 min). In gener-
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Figure 6. Half-life of HLADH (1 mgmL™") in a mixture of glyceline/water with
water contents of 0-20 and 100% (v/v) at 60 °C. The data points are con-
nected by solid and dashed lines to guide the eye.
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al, glyceline had a detrimental effect on the thermal stability of
HLADH, which was consistent with the observation reported in
the case of a purified KRED in mixtures of glyceline/water."”
However, many choline-based DESs were found to stabilize
heme-dependent enzymes, such as horseradish peroxidase and
cytochrome c peroxidase.”>? These benefits could be attribut-
ed to perturbations in the heme microenvironment, which
were demonstrated by UV/Vis and circular dichroism spectro-
scopic studies.

Conclusion

This study has evaluated the activity (through initial rate meas-
urements and product formation analyses) and stability
(through half-life measurements and T, value determinations)
of HLADH in mixtures of glyceline/water with water contents
ranging from 0 to 20% (v/v). A pure water system was also an-
alyzed as a control. Our experimental evaluations also consid-
ered ay, values and the viscosity of mixtures of glyceline/water
to obtain a better overview of these parameters. In parallel to
our experimental studies, we have performed MD simulations
to quantify the molecular flexibility of HLADH, the hydration
layer on the surface of the enzyme, and intraprotein hydrogen
bonds in different mixtures of glyceline/water. Overall, our em-
pirical data and computational analyses could give a general
overview, as summarized below.

The a,, value may give a good estimate of the protein activi-
ty because it determines the water hydration layer, and there-
fore, the flexibility of the enzyme. Although the exact influence
of ay, on the HLADH activity and stability in different solvents
is yet to be shown, it has potential to guide further investiga-
tions. Based on estimates, our results showed that a minimum
a,, of 0.2 was needed for catalytic activity. Solutions of ChCl-
based DES with a low water content may not represent a fa-
vorable environment for HLADH.

Due to strong attractive interactions of water with glyceline,
our results indicated that water could not sufficiently hydrate
the enzyme at low water contents (< 10% v/v, in this system),
which remained solvated in the mixture of glyceline/water. To
increase the flexibility of HLADH, higher water contents,
namely, >10% (v/v), were necessary in the case of glyceline.
However, the characteristic hydrogen-bond structure of glyce-
line did not remain intact at high water contents, which result-
ed in the individual hydration of every DES component.””

Overall, this study represents the first detailed evaluation of
experimental data on the catalytic performance of an oxido-
reductase, together with MD simulations, in a holistic manner.
We will explore other DESs to understand the effect of mix-
tures of DES/water in EC1-catalyzed reactions in our future
studies.

Experimental Section

Details of the experimental data are provided in the Supporting
Information. All MD simulations within this study have been
performed by using the software package GROMACS version
2018.6.°8 The OPLS-DES force field® and the TIP3P force field™”
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have been used for the DES glyceline and water, respectively. The
combination of these force field models has been tested to repro-
duce the density of glyceline/water mixtures appropriately (Fig-
ure S9). The interactions of the protein molecule have been mod-
eled with the OPLS-AA/M force field.*" Details of the simulation
procedure can be found in the Supporting Information.

Acknowledgements

We thank Assoc. Prof. Dr. Diederik Johannes Opperman (Universi-
ty of the Free State, South Africa) for the recombinant plasmid
containing HLADH gene. Assist. Prof. Kasper Raojkjser Andersen
(Aarhus University, Denmark) is gratefully acknowledged for the
use of Tycho NT.6. Assoc. Prof. Menglin Chen (Aarhus University,
Denmark) is gratefully thanked for the use of a rheometer. Fur-
thermore, we would also like to thank Kim Meller Johansen for
technical assistance. This work was financially supported by
Deutsche Forschungsgemeinschaft (DFG) grant nos. KA 4399/3-1
and JA 2500/5-1; jointly acquired project. Computational resour-
ces were provided by The North-German Supercomputing Alli-
ance (HLRN).

Conflict of Interest

The authors declare no conflict of interest.

Keywords: alcohol dehydrogenase - deep eutectic solvents -
molecular dynamics - solvent effects - thermodynamics

[1] a) R. Kratzer, J. M. Woodley, B. Nidetzky, Biotechnol. Adv. 2015, 33, 1641 -
1652; b) A.T. Martinez, F.J. Ruiz-Duenas, S. Camarero, A. Serrano, D.
Linde, H. Lund, J. Vind, M. Tovborg, O. M. Herold-Majumdar, M. Hofricht-
er, Biotechnol. Adv. 2017, 35, 815-831; c)J. M. Woodley, Top. Catal.
2019, 62, 1202-1207.

a) L. Huang, P. Dominguez De Maria, S. Kara, Chim. Oggi 2018, 36, 48—
56; b) R. A. Sheldon, Chem. Eur. J. 2016, 22, 12984-12999; c) P. Domi-
nguez de Maria, F. Hollmann, Front Microbiol. 2015, 6, 1257.

a) V. Gotor-Fernandez, C. E. Paul, J. Biotechnol. 2019, 293, 24-35; b) F. Z.
Ibn Majdoub Hassani, S. Amzazi, |. Lavandera, Molecules 2019, 24, 2190.
a) A. P. Abbott, G. Capper, D. L. Davies, H.L. Munro, R.K. Rasheed, V.
Tambyrajah, Chem. Commun. 2001, 2010-2011; b)A.P. Abbott, G.
Capper, D.L. Davies, R.K. Rasheed, V. Tambyrajah, Chem. Commun.
2003, 70-71; c) A. P. Abbott, D. Boothby, G. Capper, D. L. Davies, R. K.
Rasheed, J. Am. Chem. Soc. 2004, 126, 9142-9147; d) Q. Zhang, K. D. O.
Vigier, S. Royer, F. Jérbme, Chem. Soc. Rev. 2012, 41, 7108-7146; e) E. L.
Smith, A. P. Abbott, K. S. Ryder, Chem. Rev. 2014, 114, 11060-11082.

a) N. Guajardo, C. R. Mller, R. Schrebler, C. Carlesi, P. Dominguez de Ma-
ria, ChemCatChem 2016, 8, 1020-1027; b)P. Xu, G.-W. Zheng, M.-H.
Zong, N. Li, W.-Y. Lou, Bioresour. Bioprocess. 2017, 4, 34; c) |. Juneidi, M.
Hayyan, M. A. Hashim, Process Biochem. 2018, 66, 33-60; d) M. Patzold,
S. Siebenhaller, S. Kara, A. Liese, C. Syldatk, D. Holtmann, Trends Biotech-
nol. 2019, 37, 943-959.

a)J. T. Gorke, F. Srienc, R.J. Kazlauskas, Chem. Commun. 2008, 1235-
1237; b) N. Guajardo, P. Dominguez de Maria, K. Ahumada, R. A. Schre-
bler, R. Ramirez-Tagle, F. A. Crespo, C. Carlesi, ChemCatChem 2017, 9,
1393-1396; c) P. Zhou, X. Wang, C. Zeng, W. Wang, B. Yang, F. Holl-
mann, Y. Wang, ChemCatChem 2017, 9, 934-936; d) M. Himmer, S.
Kara, A. Liese, I. Huth, J. Schrader, D. Holtmann, Mol. Catal. 2018, 458,
67-72.

a) J. Gorke, F. Srienc, R. Kazlauskas, Biotechnol. Bioprocess Eng. 2010, 15,
40-53; b) B. P. Wu, Q. Wen, H. Xu, Z. Yang, J. Mol. Catal. B 2014, 101,
101-107; ¢) C. R. Mdller, I. Lavandera, V. Gotor-Fernandez, P. Dominguez
de Maria, ChemCatChem 2015, 7, 2654-2659; d) A. A. Papadopoulou, E.

[3

[4

ChemBioChem 2020, 21, 811 -817 www.chembiochem.org

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]
[20]
[21]

[22]

[23]
[24]

[25]
[26]
[27]

[28]

[29]

816

CHEMBIOCHEM
Communications

Efstathiadou, M. Patila, A. C. Polydera, H. Stamatis, Ind. Eng. Chem. Res.
2016, 55, 5145-5151; e) Y. Dai, B. Huan, H.S. Zhang, Y. C. He, Appl. Bio-
chem. Biotechnol. 2017, 181, 1347 -1359; f) A. R. Harifi-Mood, R. Ghoba-
di, A. Divsalar, Int. J. Biol. Macromol. 2017, 95, 115-120.

a) Z. Maugeri, P. Dominguez de Maria, J. Mol. Catal. B 2014, 107, 120-
123; b) A. Schweiger, N. Rios Lombardia, C. Winkler, S. Schmidt, F. Moris,
W. Kroutil, J. Gonzalez-Sabin, R. Kourist, ACS Sustainable Chem. Eng.
2019, 7, 16364-16370.

a) Z. Maugeri, P. Dominguez de Maria, ChemCatChem 2014, 6, 1535-
1537; b) M. Cvjetko-Bubalo, M. Mazur, K. Radosevi¢, I. R. Redovnikovi¢,
Process Biochem. 2015, 50, 1788-1792; c) C. R. Miller, I. Lavandera, V.
Gotor-Fernandez, P. Dominguez de Maria, ChemCatChem 2015, 7, 2654 -
2659; d) P. Xu, Y. Xu, X.-F. Li, B.-Y. Zhao, M.-H. Zong, W.-Y. Lou, ACS Sus-
tainable Chem. Eng. 2015, 3, 718-724; e) P. Vitale, V. M. Abbinante, F. M.
Perna, A. Salomone, C. Cardellicchio, V. Capriati, Adv. Synth. Catal. 2017,
359, 1049-1057; f) M. Pani¢, D. Dela¢, M. Roje, |. Radojc¢i¢ Redovnikovic,
M. Cvjetko Bubalo, Biotechnol. Lett. 2019, 41, 253 -262.

L. Cicco, N. Rios-Lombardia, M.J. Rodriguez-Alvarez, F. Moris, F. M.
Perna, V. Capriati, J. Garcia-Alvarez, J. Gonzalez-Sabin, Green Chem.
2018, 20, 3468-3475.

a) J. Paris, N. Rios-Lombardia, F. Moris, H. Groger, J. Gonzalez-Sabin,
ChemCatChem 2018, 10, 4417-4423; b) A. Mourelle-Insua, |. Lavandera,
V. Gotor-Fernandez, Green Chem. 2019, 21, 2946-2951.

a) P. Xu, J. Cheng, W.-Y. Lou, M.-H. Zong, RSC Adv. 2015, 5, 6357 -6364;
b) P. Wei, J. Liang, J. Cheng, M.-H. Zong, W.-Y. Lou, Microb. Cell Fact.
2016, 15, 5.

R. Sdnchez-Leija, J. Torres-Lubian, A. Reséndiz-Rubio, G. Luna-Barcenas,
J. Mota-Morales, RSC Adv. 2016, 6, 13072-13079.

a) S. Khodaverdian, B. Dabirmanesh, A. Heydari, E. Dashtban-Mogha-
dam, K. Khajeh, F. Ghazi, Int. J. Biol. Macromol. 2018, 107, 2574-2579;
b) M. L. Toledo, M. M. Pereira, M. G. Freire, J. P. A. Silva, J. A. P. Coutinho,
A. P. M. Tavares, ACS Sustainable Chem. Eng. 2019, 7, 11806-11814.

S. Mao, L. Yu, S. Ji, X. Liu, F. Lu, J. Chem. Technol. Biotechnol. 2016, 91,
1099-1104.

T-X. Yang, L-Q. Zhao, J. Wang, G.-L. Song, H.-M. Liu, H. Cheng, Z. Yang,
ACS Sustainable Chem. Eng. 2017, 5, 5713-5722.

J. Paris, A. Telzerow, N.S. Rios-Lombardia, K. Steiner, H. Schwab, F.
Moris, H. Groger, J. Gonzélez-Sabin, ACS Sustainable Chem. Eng. 2019, 7,
5486 —5493.

a) P. Trodler, J. Pleiss, BMC Struct. Biol. 2008, 8, 9; b) N. M. Micaélo, C. M.
Soares, FEBS J. 2007, 274, 2424-2436; c) X. Tian, L. Jiang, Y. Yuan, M.
Wang, Y. Guo, X. Zeng, M. Li, X. Pu, J. Mol. Model. 2013, 19, 2525-2538;
d) R. Wedberg, J. Abildskov, G. N. H. Peters, J. Phys. Chem. B 2012, 116,
2575-2585; €) H. Monhemi, M. R. Housaindokht, A. A. Moosavi-Movahe-
di, M. R. Bozorgmehr, Phys. Chem. Chem. Phys. 2014, 16, 14882 -14893;
f) F. Sasso, T. Kulschewski, F. Secundo, M. Lotti, J. Pleiss, J. Biotechnol.
2015, 274, 1-8; g) C. Li, T. Tan, H. Zhang, W. Feng, J. Biol. Chem. 2010,
285, 28434 -28441.

S. B. Lee, K--J. Kim, J. Ferment. Bioeng. 1995, 79, 473 -478.

D. Quaglia, J. A. Irwin, F. Paradisi, Mol. Biotechnol. 2012, 52, 244 -250.

a) C. Virto, I. Svensson, P. Adlercreutz, B. Mattiasson, Biotechnol. Lett.
1995, 17, 877-882; b) M. Anderssona, H. Holmberg, P. Adlercreutz, Bio-
catal. Biotransform. 1998, 16, 259-273; c) M. Villela Filho, T. Stillger, M.
Muller, A. Liese, C. Wandrey, Angew. Chem. Int. Ed. 2003, 42, 2993 -2996;
Angew. Chem. 2003, 115, 3101-3104.

S. Kara, D. Spickermann, J.H. Schrittwieser, C. Leggewie, W.J. H. van
Berkel, I. W. C. E. Arends, F. Hollmann, Green Chem. 2013, 15, 330-335.
A. Zaks, A. M. Klibanov, J. Biol. Chem. 1988, 263, 8017 -8021.

Organic Synthesis with Enzymes in Non-Aqueous Media (Eds.: G. Carrea,
S. Riva), Wiley-VCH, Weinheim, 2008.

P.J. Halling, Biochim. Biophys. Acta, Protein Struct. Mol. Enzymol. 1990,
1040, 225-228.

S.-H. Wu, A. R. Caparanga, R. B. Leron, M.-H. Li, Thermochim. Acta 2012,
544, 1-5.

R. H. Valivety, P.J. Halling, A. R. Macrae, FEBS Lett. 1992, 301, 258 -260.
a) T. El Achkar, S. Fourmentin, H. Greige-Gerges, J. Mol. Lig. 2019, 288,
111028; b) F. Gabriele, M. Chiarini, R. Germani, M. Tiecco, N. Spreti, J.
Mol. Lig. 2019, 291, 111301.

Y. Dai, G.-J. Witkamp, R. Verpoorte, Y.H. Choi, Food Chem. 2015, 187,
14-19.

© 2019 The Authors. Published by Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim


https://doi.org/10.1016/j.biotechadv.2015.08.006
https://doi.org/10.1016/j.biotechadv.2015.08.006
https://doi.org/10.1016/j.biotechadv.2015.08.006
https://doi.org/10.1016/j.biotechadv.2017.06.003
https://doi.org/10.1016/j.biotechadv.2017.06.003
https://doi.org/10.1016/j.biotechadv.2017.06.003
https://doi.org/10.1007/s11244-019-01154-5
https://doi.org/10.1007/s11244-019-01154-5
https://doi.org/10.1007/s11244-019-01154-5
https://doi.org/10.1007/s11244-019-01154-5
https://doi.org/10.1002/chem.201601940
https://doi.org/10.1002/chem.201601940
https://doi.org/10.1002/chem.201601940
https://doi.org/10.1016/j.jbiotec.2018.12.018
https://doi.org/10.1016/j.jbiotec.2018.12.018
https://doi.org/10.1016/j.jbiotec.2018.12.018
https://doi.org/10.3390/molecules24112190
https://doi.org/10.1039/b106357j
https://doi.org/10.1039/b106357j
https://doi.org/10.1039/b106357j
https://doi.org/10.1039/b210714g
https://doi.org/10.1039/b210714g
https://doi.org/10.1039/b210714g
https://doi.org/10.1039/b210714g
https://doi.org/10.1021/ja048266j
https://doi.org/10.1021/ja048266j
https://doi.org/10.1021/ja048266j
https://doi.org/10.1039/c2cs35178a
https://doi.org/10.1039/c2cs35178a
https://doi.org/10.1039/c2cs35178a
https://doi.org/10.1021/cr300162p
https://doi.org/10.1021/cr300162p
https://doi.org/10.1021/cr300162p
https://doi.org/10.1002/cctc.201501133
https://doi.org/10.1002/cctc.201501133
https://doi.org/10.1002/cctc.201501133
https://doi.org/10.1016/j.procbio.2017.12.003
https://doi.org/10.1016/j.procbio.2017.12.003
https://doi.org/10.1016/j.procbio.2017.12.003
https://doi.org/10.1016/j.tibtech.2019.03.007
https://doi.org/10.1016/j.tibtech.2019.03.007
https://doi.org/10.1016/j.tibtech.2019.03.007
https://doi.org/10.1016/j.tibtech.2019.03.007
https://doi.org/10.1039/b716317g
https://doi.org/10.1039/b716317g
https://doi.org/10.1039/b716317g
https://doi.org/10.1002/cctc.201601575
https://doi.org/10.1002/cctc.201601575
https://doi.org/10.1002/cctc.201601575
https://doi.org/10.1002/cctc.201601575
https://doi.org/10.1002/cctc.201601483
https://doi.org/10.1002/cctc.201601483
https://doi.org/10.1002/cctc.201601483
https://doi.org/10.1016/j.mcat.2018.08.003
https://doi.org/10.1016/j.mcat.2018.08.003
https://doi.org/10.1016/j.mcat.2018.08.003
https://doi.org/10.1016/j.mcat.2018.08.003
https://doi.org/10.1007/s12257-009-3079-z
https://doi.org/10.1007/s12257-009-3079-z
https://doi.org/10.1007/s12257-009-3079-z
https://doi.org/10.1007/s12257-009-3079-z
https://doi.org/10.1016/j.molcatb.2014.01.001
https://doi.org/10.1016/j.molcatb.2014.01.001
https://doi.org/10.1016/j.molcatb.2014.01.001
https://doi.org/10.1016/j.molcatb.2014.01.001
https://doi.org/10.1002/cctc.201500428
https://doi.org/10.1002/cctc.201500428
https://doi.org/10.1002/cctc.201500428
https://doi.org/10.1021/acs.iecr.5b04867
https://doi.org/10.1021/acs.iecr.5b04867
https://doi.org/10.1021/acs.iecr.5b04867
https://doi.org/10.1021/acs.iecr.5b04867
https://doi.org/10.1007/s12010-016-2288-0
https://doi.org/10.1007/s12010-016-2288-0
https://doi.org/10.1007/s12010-016-2288-0
https://doi.org/10.1007/s12010-016-2288-0
https://doi.org/10.1016/j.ijbiomac.2016.11.043
https://doi.org/10.1016/j.ijbiomac.2016.11.043
https://doi.org/10.1016/j.ijbiomac.2016.11.043
https://doi.org/10.1016/j.molcatb.2014.06.003
https://doi.org/10.1016/j.molcatb.2014.06.003
https://doi.org/10.1016/j.molcatb.2014.06.003
https://doi.org/10.1021/acssuschemeng.9b03455
https://doi.org/10.1021/acssuschemeng.9b03455
https://doi.org/10.1021/acssuschemeng.9b03455
https://doi.org/10.1021/acssuschemeng.9b03455
https://doi.org/10.1002/cctc.201400077
https://doi.org/10.1002/cctc.201400077
https://doi.org/10.1002/cctc.201400077
https://doi.org/10.1002/cctc.201500428
https://doi.org/10.1002/cctc.201500428
https://doi.org/10.1002/cctc.201500428
https://doi.org/10.1021/acssuschemeng.5b00025
https://doi.org/10.1021/acssuschemeng.5b00025
https://doi.org/10.1021/acssuschemeng.5b00025
https://doi.org/10.1021/acssuschemeng.5b00025
https://doi.org/10.1002/adsc.201601064
https://doi.org/10.1002/adsc.201601064
https://doi.org/10.1002/adsc.201601064
https://doi.org/10.1002/adsc.201601064
https://doi.org/10.1039/C8GC00861B
https://doi.org/10.1039/C8GC00861B
https://doi.org/10.1039/C8GC00861B
https://doi.org/10.1039/C8GC00861B
https://doi.org/10.1002/cctc.201800768
https://doi.org/10.1002/cctc.201800768
https://doi.org/10.1002/cctc.201800768
https://doi.org/10.1039/C9GC00318E
https://doi.org/10.1039/C9GC00318E
https://doi.org/10.1039/C9GC00318E
https://doi.org/10.1039/C4RA12905A
https://doi.org/10.1039/C4RA12905A
https://doi.org/10.1039/C4RA12905A
https://doi.org/10.1039/C5RA27468K
https://doi.org/10.1039/C5RA27468K
https://doi.org/10.1039/C5RA27468K
https://doi.org/10.1016/j.ijbiomac.2017.10.144
https://doi.org/10.1016/j.ijbiomac.2017.10.144
https://doi.org/10.1016/j.ijbiomac.2017.10.144
https://doi.org/10.1021/acssuschemeng.9b02179
https://doi.org/10.1021/acssuschemeng.9b02179
https://doi.org/10.1021/acssuschemeng.9b02179
https://doi.org/10.1002/jctb.4691
https://doi.org/10.1002/jctb.4691
https://doi.org/10.1002/jctb.4691
https://doi.org/10.1002/jctb.4691
https://doi.org/10.1021/acssuschemeng.7b00285
https://doi.org/10.1021/acssuschemeng.7b00285
https://doi.org/10.1021/acssuschemeng.7b00285
https://doi.org/10.1021/acssuschemeng.8b06715
https://doi.org/10.1021/acssuschemeng.8b06715
https://doi.org/10.1021/acssuschemeng.8b06715
https://doi.org/10.1021/acssuschemeng.8b06715
https://doi.org/10.1186/1472-6807-8-9
https://doi.org/10.1111/j.1742-4658.2007.05781.x
https://doi.org/10.1111/j.1742-4658.2007.05781.x
https://doi.org/10.1111/j.1742-4658.2007.05781.x
https://doi.org/10.1007/s00894-013-1807-y
https://doi.org/10.1007/s00894-013-1807-y
https://doi.org/10.1007/s00894-013-1807-y
https://doi.org/10.1021/jp211054u
https://doi.org/10.1021/jp211054u
https://doi.org/10.1021/jp211054u
https://doi.org/10.1021/jp211054u
https://doi.org/10.1039/c4cp00503a
https://doi.org/10.1039/c4cp00503a
https://doi.org/10.1039/c4cp00503a
https://doi.org/10.1016/j.jbiotec.2015.08.023
https://doi.org/10.1016/j.jbiotec.2015.08.023
https://doi.org/10.1016/j.jbiotec.2015.08.023
https://doi.org/10.1016/j.jbiotec.2015.08.023
https://doi.org/10.1074/jbc.M110.136200
https://doi.org/10.1074/jbc.M110.136200
https://doi.org/10.1074/jbc.M110.136200
https://doi.org/10.1074/jbc.M110.136200
https://doi.org/10.1016/0922-338X(95)91264-6
https://doi.org/10.1016/0922-338X(95)91264-6
https://doi.org/10.1016/0922-338X(95)91264-6
https://doi.org/10.1007/s12033-012-9542-7
https://doi.org/10.1007/s12033-012-9542-7
https://doi.org/10.1007/s12033-012-9542-7
https://doi.org/10.1007/BF00129022
https://doi.org/10.1007/BF00129022
https://doi.org/10.1007/BF00129022
https://doi.org/10.1007/BF00129022
https://doi.org/10.3109/10242429809003621
https://doi.org/10.3109/10242429809003621
https://doi.org/10.3109/10242429809003621
https://doi.org/10.3109/10242429809003621
https://doi.org/10.1002/anie.200351089
https://doi.org/10.1002/anie.200351089
https://doi.org/10.1002/anie.200351089
https://doi.org/10.1002/ange.200351089
https://doi.org/10.1002/ange.200351089
https://doi.org/10.1002/ange.200351089
https://doi.org/10.1039/c2gc36797a
https://doi.org/10.1039/c2gc36797a
https://doi.org/10.1039/c2gc36797a
https://doi.org/10.1016/0167-4838(90)90080-Y
https://doi.org/10.1016/0167-4838(90)90080-Y
https://doi.org/10.1016/0167-4838(90)90080-Y
https://doi.org/10.1016/0167-4838(90)90080-Y
https://doi.org/10.1016/j.tca.2012.05.031
https://doi.org/10.1016/j.tca.2012.05.031
https://doi.org/10.1016/j.tca.2012.05.031
https://doi.org/10.1016/j.tca.2012.05.031
https://doi.org/10.1016/0014-5793(92)80252-C
https://doi.org/10.1016/0014-5793(92)80252-C
https://doi.org/10.1016/0014-5793(92)80252-C
https://doi.org/10.1016/j.molliq.2019.111028
https://doi.org/10.1016/j.molliq.2019.111028
https://doi.org/10.1016/j.molliq.2019.111301
https://doi.org/10.1016/j.molliq.2019.111301
https://doi.org/10.1016/j.foodchem.2015.03.123
https://doi.org/10.1016/j.foodchem.2015.03.123
https://doi.org/10.1016/j.foodchem.2015.03.123
https://doi.org/10.1016/j.foodchem.2015.03.123
http://www.chembiochem.org

.@‘* ChemPubSoc
Brd-? Europe

[30] N. Guajardo, R. A. Schrebler, P. Dominguez de Maria, Bioresour. Technol.
2019, 273, 320-325.

[31] N. Guajardo, P. Dominguez de Maria, ChemCatChem 2019, 11, 3128
3137.

[32] M. Pani¢, M. M. Elenkov, M. Roje, M. C. Bubalo, I. R. Redovnikovi¢, Process
Biochem. 2018, 66, 133-139.

[33] R. Meijers, R.J. Morris, H. W. Adolph, A. Merli, V. S. Lamzin, E. S. Cederg-
ren-Zeppezauer, J. Biol. Chem. 2001, 276, 9316-9321.

[34] https://www.angus.com/literature/index (accessed September 10, 2019).

[35] C.L. Yaws, Yaws’ Critical Property Data for Chemical Engineers and Chem-
ists, Knovel, New York, 2012.

[36] C. Schroder, T. Rudas, S. Boresch, O. Steinhauser, J. Chem. Phys. 2006,
124, 234907.

CHEMBIOCHEM
Communications

[37] a) T. Zhekenov, N. Toksanbayev, Z. Kazakbayeva, D. Shah, F.S. Mjalli,
Fluid Phase Equilib. 2017, 441, 43-48; b) L. Weng, M. Toner, Phys. Chem.
Chem. Phys. 2018, 20, 22455 -22462.

[38] M.J. Abraham, T. Murtola, R. Schulz, S. Pall, J. C. Smith, B. Hess, E. Lin-
dahl, SoftwareX 2015, 1, 19-25.

[39] B. Doherty, O. Acevedo, J. Phys. Chem. B 2018, 122, 9982-9993.

[40] W. L. Jorgensen, J. Chandrasekhar, J. D. Madura, R. W. Impey, M. L. Klein,
J. Chem. Phys. 1983, 79, 926 -935.

[41] M.J. Robertson, J. Tirado-Rives, W.L. Jorgensen, J. Chem.
Comput. 2015, 11, 3499-3509.

Theory

Manuscript received: October 12, 2019
Accepted manuscript online: October 12, 2019
Version of record online: December 13, 2019

ChemBioChem 2020, 21, 811 -817

www.chembiochem.org 817

© 2019 The Authors. Published by Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim


https://doi.org/10.1016/j.biortech.2018.11.026
https://doi.org/10.1016/j.biortech.2018.11.026
https://doi.org/10.1016/j.biortech.2018.11.026
https://doi.org/10.1016/j.biortech.2018.11.026
https://doi.org/10.1002/cctc.201900773
https://doi.org/10.1002/cctc.201900773
https://doi.org/10.1002/cctc.201900773
https://doi.org/10.1074/jbc.M010870200
https://doi.org/10.1074/jbc.M010870200
https://doi.org/10.1074/jbc.M010870200
https://www.angus.com/literature/index
https://doi.org/10.1063/1.2198802
https://doi.org/10.1063/1.2198802
https://doi.org/10.1016/j.fluid.2017.01.022
https://doi.org/10.1016/j.fluid.2017.01.022
https://doi.org/10.1016/j.fluid.2017.01.022
https://doi.org/10.1039/C8CP03882A
https://doi.org/10.1039/C8CP03882A
https://doi.org/10.1039/C8CP03882A
https://doi.org/10.1039/C8CP03882A
https://doi.org/10.1016/j.softx.2015.06.001
https://doi.org/10.1016/j.softx.2015.06.001
https://doi.org/10.1016/j.softx.2015.06.001
https://doi.org/10.1021/acs.jpcb.8b06647
https://doi.org/10.1021/acs.jpcb.8b06647
https://doi.org/10.1021/acs.jpcb.8b06647
https://doi.org/10.1063/1.445869
https://doi.org/10.1063/1.445869
https://doi.org/10.1063/1.445869
https://doi.org/10.1021/acs.jctc.5b00356
https://doi.org/10.1021/acs.jctc.5b00356
https://doi.org/10.1021/acs.jctc.5b00356
https://doi.org/10.1021/acs.jctc.5b00356
http://www.chembiochem.org

