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ABSTRACT: Enzyme−substrate interactions play a crucial role in
enzymatic catalysis. Quantum theory of atoms in molecules
(QTAIM) calculations are extremely useful in computational
studies of these interactions because they provide very detailed
information about the strengths and types of molecular
interactions. QTAIM also provides information about the intra-
molecular changes that occur in the catalytic reaction. Here, we
analyze the enzyme−substrate interactions and the topological
properties of the electron density in the enantioselective step of the
acylation of (R,S)-propranolol, an aminoalcohol with therapeutic
applications, catalyzed by Candida antarctica lipase B. Eight
reaction paths (four for each enantiomer) are investigated and
the energies, atomic charges, hydrogen bonds, and n → π*
interactions of propranolol, the catalytic triad (composed of D187, H224, and S105), and the oxyanion hole are analyzed. It is found
that D187 acts as an electron density reservoir for H224, and H224 acts as an electron density reservoir for the active site of the
protein. It releases electron density when the tetrahedral intermediate is formed from the Michaelis complex and receives it when the
enzyme−product complex is formed. Hydrogen bonds can be grouped into noncovalent and covalent hydrogen bonds. The latter are
stronger and more important for the reaction than the former. We also found weak n → π* interactions, which are characterized by
QTAIM and the natural bond orbital (NBO) analysis.

■ INTRODUCTION

β-Amino alcohols are present in many biologically active
natural products and chiral auxiliaries containing common
intermediates.1−4 They play an increasingly important role in
medicinal chemistry, pharmaceuticals, and in organic syn-
thesis.4−6 Some β-adrenergic blocking agents (β-blockers) are
β-amino alcohols and are used in the treatment of a wide
variety of human disorders like hypertension, sympathetic
nervous system, heart failure, and cardiac arrhythmia4,7,8 and
also as insecticidal agents.4,9 Compounds such as propranolol,
1-(1-methylethylamino)-3-(1-naphthoxy)-2-propanol, are β-
adrenergic antagonists.10 Propranolol is used to treat
cardiovascular disorders11−13 and is found as a racemic
mixture.14 In medical treatments, the S-enantiomer is preferred
over R- because the R-enantiomer causes undesirable
symptoms such as bronchoconstriction and diabetes.15−17

Currently, researchers are seeking for different methodologies
to obtain the preferred enantiomeric compound. Among them
are techniques such as thin-layer chromatography with
impregnated layers to separate the racemic mixture of
propranolol,18−20 enantioselective synthetic pathways,21−24 or
kinetic resolution of racemic propranolol by lipase-immobi-
lized catalysis.25−27

Hydrolases are a group of enzymes whose function is to
catalyze the reaction between any alcohol, amine, or ester and
the acetyl functional group to produce an ester.28−33 They also
catalyze the inverse reaction from any ester, amide, or thioester
to produce their synthons.34−36 Hydrolases have also been
implemented in industrial applications.37,38 These enzymes do
not lose their biological function at elevated temperatures and
pressures. Also, the biological activity of these enzymes is
retained when they are immersed in different organic
solvents.37

One frequently used hydrolase is Candida antarctica lipase B,
CalB.39 The catalytic site of this enzyme consists of two
components. The catalytic triad and the oxyanion hole. The
former part is made up of aspartate, histidine, and serine
(D187, H224, and S105), while the latter is composed of
glutamine and threonine (Q106 and T40). The reaction
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mechanism occurs in two steps: (i) acetylation of the enzyme
and (ii) deacetylation of the enzyme. In the first step, an acetyl
group is transferred to the hydroxyl group of S105. In the
second step, the acetyl enzyme reacts with a nucleophile such
as water, alcohols, amines, or peroxides to produce the ester
compound, and S105 is recovered.14,40 The acetylation of
propranolol by lipase has been studied previously in our group.
It was found that the enzyme acetylates only the propranolol
hydroxyl group41 and preferably reacts with the R-
enantiomer.14,42 In those studies, the focus was on the reaction
and activation energies and on structural changes along the
reaction. In the present work, our aim is to analyze the
electronic structure and topological bonding along the reaction
path to gain deeper insight into the interactions between the
protein and substrate.
Quantum theory of atoms in molecules (QTAIM) allows us

to analyze a characteristic of many-electron systems, the
electron density, ρ(rc). The bound atoms in a chemical system
at the stationary point on the potential energy surface (PES)
are considered as a set of nucleus-centered fragments, so-called
atomic basins, Ω, that are separated by surfaces of zero-flux of
the gradient of the electron density, ∇2ρ(rc). The bonding
between such atoms is associated with the network of lines of
maximal density, the bond paths. Each of them consists of two
density-gradient lines, which originate from the saddle critical
points between atoms, where ∇2ρ(rc) = 0, and finish on the
corresponding nuclei. The existence of bond critical points
(BCP) on an interatomic line in a system at equilibrium is
considered as a necessary and sufficient sign of a bonding
interaction between the corresponding pair of atoms.43−45

The classification of bonds46,47 is one application of
QTAIM. Bader in his theory44 proposed to distinguish
between two kinds of chemical bonds: the shared shell (SS)
and the closed shell interactions based on ρ(rc) and ∇2ρ(rc).
The first type of bonds is usually associated with covalent
bonds, and examples of the second type are the ionic and the
hydrogen bond (HB).48,49 Another QTAIM application is the
analysis of molecular interactions between proteins and
ligands.50−53 These studies show the importance of HBs on
the stabilization of ligands inside a protein active site. Another
example of an interaction is the n → π* interaction. In this
interaction, the lone pair of electrons of an electronegative
atom is delocalized over the antibonding π orbital (π*) of an
electron deficient π-system.54−57

Because the aim of this paper is to apply QTAIM to analyze
the interactions between propranolol and the enzyme, all
atoms involved in these interactions are part of the quantum
mechanics (QM) region. In our previous study, the aminoacids
of the oxyanion hole were not part of the QM region.
Therefore, we expand the QM region to include aminoacids of
the oxyanion hole. Our paper is structured as follows: First, we
analyze the effect of this expansion on the energy profiles.
Then, an analysis of the atomic charges and topological
properties of interactions involved in the reaction mechanism
is presented. Finally, the role of n → π* interactions on the
enzymatic kinetic resolution of propranolol by CalB is
analyzed.

■ METHODS
The starting structures for all molecular configurations studied
in the present paper were taken from our previous work.14

Here, we only give a short description of the procedure, for
details see ref. 14. The coordinates of lipase B from C.

antarctica were taken from the crystal structure (Protein Data
Bank (PDB) ID: 1TCA).58 The protonation states of titratable
residues were assigned using the PROPKA module of
PDB2PQR.59−63 Furthermore, the orientations of all side
chains were arranged such that the hydrogen bond network is
optimized. After proper assignment of the protonation states,
the hydroxyl group of the S105 side chain was replaced by
acetate to obtain the acetyl enzyme (AcetylCalB). The acetate
oxygen was positioned to form hydrogen bonds with the
residues of the oxyanion hole. All crystal waters were retained.
Using this structure, MD simulations in an explicit toluene
solvent were performed.
To build starting structures for the tetrahedral intermediate

(TI), the dominant structure of AcetylCalB during the MD
simulation was used as a target for manual covalent docking of
(R)- and (S)-propranolol. Six starting structures with distinct
conformations were created by varying the torsion angles of
propranolol in its TI form. The TI structures were then
subjected to postdocking optimization.64 The optimized
structures were further subjected to 1.5 ns MD simulations
in explicit toluene. Representative snapshots of the TI taken
from the MD simulations served as starting points for the
subsequent QM/molecular mechanics (MM) calculations
using B3LYP65−68 /TZVP69 for the QM region, consisted of
the catalytic triad (D187, H224, and S105) and propranolol,
and the CHARMM force field for the MM region. The QM
region in these calculations consisted of propranolol and the
catalytic triad. After optimization of the structure of the TI,
structures of the Michaelis complex (MCC) and enzyme−
product complex (EPC) were obtained by performing relaxed
PES scans, followed by geometry optimization.
In the present study, the QM region is formed by the

catalytic triad, the oxyanion hole (Q106 and T40), and
propranolol. The expansion of the QM region made it
necessary to reoptimize the structures, as described below.
The rest of the system, the MM region, was treated classically,
using a force field. The total charge of the QM region was −1.
All atoms within 7 Å of the QM region, the active region, were
unconstrained during QM/MM optimization, whereas the
positions of the more distant atoms were kept fixed.
The chosen QM/MM methodology is similar to that used in

our previous study.14 The QM/MM calculations were
performed with the ORCA quantum chemistry program
package.70−72 Electrostatic interactions between the QM
region and the surrounding point charges of the MM region
were treated using an electrostatic embedding scheme with
charge shift correction.73,74 Valences at the covalent bonds
crossing the QM/MM boundary were saturated using
hydrogen link atoms.75 Density functional theory was used
to describe the QM region, while for the MM region, the
CHARMM36 force field was employed.76

The initial geometries were preoptimized in Cartesian
coordinates using the semiempirical tight-binding method
XTB2.77−82 Then, the optimized geometries were again
optimized with the B97-3c83 functional with the TZVP69

basis set. These structures were then further refined using the
B3LYP65−68 functional with the same basis set. Finally, an
optimization in internal coordinates was performed, using the
same functional and basis set. On these minimized geometries,
a single point calculation was done to obtain the wave function
file to be analyzed into the QTAIM framework.
All computed reaction profiles involve three stationary

points: the acetylated CalB propranolol Michaelis complex
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(MCC), the tetrahedral intermediate (TI), and the CalB
acetylated propranolol enzyme−product complex (EPC).
Unless mentioned otherwise, all energies reported in this
paper are given with respect to the energy of the MCC.
The QTAIM analysis of the electron density ρ(rc) for all

systems was carried out with the AIMALL software.84 This
analysis allows obtaining the atomic basins and their
corresponding properties, such as the atomic charge, q(Ω),
and atomic energy, E(Ω). In this paper, the atomic charges
were analyzed within the QTAIM framework. Also, topological
properties at bond critical points, BCP, such as the electron
density, ρ(rc), Laplacian of the electron density, ∇2ρ(rc), local
potential energy density, V(rc), local kinetic energy density,
G(rc), and local energy density, H(rc) were analyzed. This last
topological property is obtained from the Cremer and Kraka
relationship.85

Hayashi et al.47 introduced a procedure to classify bonds
based on the Cremer−Kraka relationship:85

H V Gr r r( ) ( ) ( )c c c= + (1)

m H Vr r r( /8 ) ( ) ( ) ( )/2c c
2 2

cρℏ ∇ = − (2)

Their analysis is based on eqs 1 and 2, where the first equation
relates the local potential energy density, V(rc), with the local
kinetic energy density, G(rc), to obtain the local energy

density, H(rc). The second equation relates the Laplacian
∇2ρ(rc) with the local potential and total energy densities.
Based on these relationships, bonds are classified based on
H(rc) and ∇2ρ(rc). This classification is described in Scheme
S1 of the Supporting Information, SI. To better understand the
n → π* interactions, the natural bond orbital (NBO) analysis
was performed, using NBO 7.0.86 Molecular visualization was
rendered using Visual Molecular Dynamics87 and AIMStudio
from AIMALL.

■ RESULTS AND DISCUSSION

The naming scheme employed for all structures in this paper is
reported in Figures S1−S7. The acetylation of propranolol
starts with the formation of MCC, where the OH group of
propranolol is located near to the acetylated serine, AcS105. In
this complex, a HB is formed between the OH group of
propranolol and Nπ of H224. The next step consists of a
nucleophilic attack of the OH group of propranolol on the
carbonyl group of the acetylated serine, forming the tetrahedral
intermediate, and transferring the proton to H224. The
protonation of histidine is also an essential step in the reaction
mechanism of proteases, which have the same catalytic triad as
lipases, and it is generally accepted that histidine is not
protonated in the MCC but protonated in the tetrahedral
intermediate (TI).88−93 The TI is stabilized by HBs with T40

Figure 1. Mechanism of the reaction of the deacetylation step. Dashed lines represent HBs.

Figure 2. Schematic view of the binding modes of propranolol in the active site of CalB. Left: The main residues comprising the walls of the large
and medium size pockets of CalB are shown in pink. The catalytic triad and the residues of the oxyanion hole are shown in blue. This figure is
adapted from ref 14.
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and Q106. Finally, the proton is transferred from the
protonated H224 to S105 and the acetylated propranolol is
formed. The mechanism and the relevant interactions are
shown in Figure 1.
Moreover, the active site of CalB is composed of two

pockets: one large and the other of medium size (Figure 2).
The large pocket is located above the catalytic triad, and the
medium size pocket is below it. In a previous investigation,14 it
was found that propranolol accommodates inside the active
site in two binding modes for each propranolol isomer. In
binding mode I, the naphthoxy group of propranolol is
oriented toward the large pocket and the isopropylamine side
chain is in the medium size pocket. In binding mode II, the
orientation of propranolol is upside down compared with the
previous binding mode (Figure 2).
In reaction paths ORI and ORII, (R)-propranolol is oriented

in binding mode I, and in ORIII and ORIV, in binding mode
II. In reaction path OSI, (S)-propranolol binds in binding
mode I, while in the other three reaction paths, it binds in
binding mode II.
The predominant interactions between propranolol and the

active site of CalB are hydrogen bonds (Figure 1).

Energy Profiles. Figure 3 shows the energy profiles
obtained in the previous study and those obtained in the
present study. OR and OS configurations are shown in Figures
S9−S32. The relative energies for the eight energy profiles
obtained in the previous study are similar to those obtained in
the present study, except for ORIV, OSII, and OSIV. In the
EPC of ORIV, the orientation of the carbonyl group in the
oxyanion hole is different after reoptimization, resulting in an
elongation of the hydrogen bond with the NH group by 1.75 Å
and of the hydrogen bond with the OH group of T40 by 0.8 Å
(Figure S20). The energy differences observed in the TI of
OSII are caused by many relatively small conformational
changes in the MM region (Figures S25 and S33). In the EPC
of OSII, large differences in the conformation of propranolol
can be observed. The acceptor atom of the intramolecular
hydrogen bond of the NH group changes from O2 to O1c,
resulting in a relatively small overall change of the QM energy.
The largest energy differences are due to structural differences
in the MM region (Figures S26 and S33). In the EPC of OSIV,
the orientation of propranolol in the active site changes
somewhat, resulting in changes of the QM energy by 2.6 kcal/
mol, accompanied by smaller changes of the MM energy by 1.5

Figure 3. QM(B3LYP/TZVP)/MM energy profiles for the conversion of (R)- (left) and (S)-propranolol (right) to O-acetylated propranolol in
binding modes I and II. Energies are given relative to the MCC. Thin lines correspond to values obtained in ref 14. Thick lines are values obtained
in the present study.

Figure 4. Atomic charges (in au, averaged over all reaction paths) of aminoacidic residues and atoms of the MCC, TI, and the EPC. Dashed lines
indicate groups of atoms with their corresponding charges.
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kcal/mol, resulting in a total energy difference of about 4 kcal/
mol (Figures S32 and S33). All in all, despite these differences,
the general conclusions of our previous publication do not
change. Exergonic reaction pathways remain exergonic and
endergonic pathways remain endergonic. The reaction path-
way of ORII, which was previously found to be slightly
endergonic, is slightly exergonic in our calculations.
QTAIM Atomic Charges and Topological Properties

of Bonds Involved in the Reaction Mechanism. Atomic
charge variations of atoms and groups of atoms involved in the
reaction mechanism are presented in Figure S34. All atomic
charges are presented in Table S2. When the TI is formed and
a proton is transferred from the hydroxyl group of propranolol
to Nπ of H224, there is an electron density transfer from D187
to H224 of about 0.1 au. This is accompanied by an increase of
ρ(BCP) of the HB between O of D187 and NτH of H224 by
roughly a factor of 2 and a reduction of the HB distance by
about 0.2 Å. The change of H(rc) shows that this bond
becomes more covalent. Within H224, the electron density is
transferred to Nπ, increasing its negative charge. On formation
of the bond between O2 of propranolol with the electrophilic
carbon of acetylated serine, O2 becomes slightly more
positively charged by about 0.1 au, maintaining a charge of
about −1.0 au. Interestingly, the negative charge in the TI is
not localized in the oxygen located in the oxyanion hole but
distributed over the whole acetyl group. The additional
electron density is mainly received by the carbonyl carbon
and the methyl group of the acetyl group. Only very little
electron density is received by the carbonyl oxygen located in
the oxyanion hole (Figure 4). When the TI is formed, the bond
AcS105:C5−AcS105:O5 changes its character from a double
to a single bond: its bond distance increases from 1.229 to
1.309 Å, its bond ellipticity decreases from 0.081 to 0.034 au,
ρ(rc) at this BCP decreases by about 0.05 au, the electron
density becomes more localized (∇2ρ(rc) becomes more
negative), and the electrons are less shared (H(rc) increases
from −0.74 to −0.58 au).
When the EPC is formed, the following changes can be

observed: (i) electron density is transferred from the acetyl

group mainly to the oxygen of S105, (changing its charge by
about −0.1 au) and to a less extent to the oxygen of
propranolol (changing its charge by about −0.06 au). (ii) The
bond AcS105:C5−AcS105:O5 changes its character. It
becomes shorter by about 0.08 Å, its bond ellipticity increases
by 0.05 au, the electron density at the BCP increases by 0.06
au, the electron density becomes less localized (∇2ρ(rc)
becomes less negative by 0.6 au), and the electrons are more
shared (H(rc) decreases from −0.58 to −0.75 au). These
changes indicate that this bond is a double bond again. (iii)
The bonds between AcS105:O4 and AcS105:C5, and between
H224:Nπ and H224:NπH are broken, and a proton is
transferred from H224 to O4 of S105, recovering the
unacetylated serine. (iv) The charge of H224:Nπ becomes
more positive again by about 0.08 au. The charge of the rest of
the imidazole ring becomes more negative again by about
−0.33 au. (v) Negative charge is transferred back to D187 by
about −0.03, the HB between D187 and H224 becomes longer
by about 0.16 Å, its ρ(rc) decreases by about 0.03 au and it
becomes less covalent (H(rc) decreases from −0.03 to −0.01
au). These changes indicate a weakening of this HB. These
results show that D187 acts as an electron density reservoir for
H224, and H224 acts as an electron density reservoir for the
active site of the protein. It releases electron density when the
TI is formed from the MCC and receives it when the EPC is
formed.
To get a more coarse grained picture of the charge transfers

between propranolol and the active site of CalB, we defined
four regions and summed up the atomic charge distribution in
each of them. Region I includes propranolol in the MCC and
TI. In the TI and EPC, we define a region I′, which consists of
acetyl-propranolol. Region II consists of the active site of
acetylated CalB in the MCC and TI. Region II′ consists of the
active site of CalB in the TI and EPC.
It can be seen that on average an electronic charge of 0.49 au

is transferred from the active site of acetylated CalB (region II)
to propranolol (region I) when the TI is formed. When the
EPC is formed, an electronic charge of about 0.30 is
transferred back from acetylated propranolol (region I′) to

Table 1. Sum of the Charges and Charge Differences (in au, Averaged over All Reaction Paths) for the Aminoacidic Residues
of the Active Site of CalB and Propranolol

aminoacidic residues MCC TI EPC Δq (TI − MCC) Δq (EPC − TI)

D187 −0.914 −0.880 −0.902 0.034 −0.022
H224 0.046 0.858 0.065 0.812 −0.793
AcS105 −0.062 −0.398 −0.335
S105 −0.094 −0.129 −0.035
Q106 −0.333 −0.326 −0.342 0.007 −0.016
T40 −0.042 −0.055 −0.040 −0.014 0.016
propranolol −0.032 −0.520 −0.488
acetylated propranolol −0.285 0.023 0.308

Table 2. Ranges of Distances and QTAIM Properties (in au) of Covalent Bonds (SS), Covalent HBs (rCS), and Ionic HBs
(pCS) Found in All Reaction Paths

type of bond limits d (Å) ρ(rc) ∇2ρ(rc) H(rc)

SS min. 0.973 250.2 × 10−3 −2360.1 × 10−3 −767.6 × 10−3

max. 1.559 420.0 × 10−3 −307.5 × 10−3 −180.7 × 10−3

rCS min. 1.496 29.8 × 10−3 76.2 × 10−3 −31.0 × 10−3

max. 1.924 81.3 × 10−3 144.5 × 10−3 −0.1 × 10−3

pCS min. 1.795 0.3 × 10−3 0.8 × 10−3 0.1 × 10−3

max. 4.460 29.7 × 10−3 105.6 × 10−3 3.5 × 10−3
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CalB (region II′) (Table S3). We found a weak linear
correlation between the amount of charge that is transferred
and the QM energy differences (Figures S35 and S36). A more
detailed analysis (Table 1) shows that the charge transfer is
principally between H224 and propranolol and to a less extent
between AcS105/S105 and propranolol/acetylated proprano-
lol (Table 1).
Hydrogen Bonds. We now analyze the interactions in the

QM region. In total, 3091 interactions (defined by the

existence of a BCP) are found, roughly 130 in the MCC, TI,
and EPC of each reaction path. Using Hayashi’s scheme,47

2624 of these interactions can be classified as shared shell (SS)
interactions, 71 as regular closed shell (rCS) interactions, and
396 as pure closed shell (pCS) interactions (Table 2). Shared
shell interactions are covalent bonds, with high values of ρ(rc),
and large and negative ∇2ρ(rc) and H(rc). HBs fall into the last
two categories. HBs of the rCS type are also called covalent
HBs, while HBs of the pCS type are called ionic HBs. Covalent

Figure 5. Molecular graphs of the hydrogen bonds studied here, using ORI as an example. Dashed lines correspond to hydrogen bonds. (A)
Michaelis complex, (B) tetrahedral intermediate, and (C) enzyme−product complex. Green circles indicate BCPs for hydrogen bonds. White
atoms are hydrogen, gray atoms are carbon, red atoms are oxygen, and blue atoms are nitrogen. We note that not in all structures all hydrogen
bonds with the oxyanion hole are present (see Table S4).

Figure 6. (A) Dependency of QTAIM properties at BCP of all HBs on the hydrogen bond distance (in Å): Laplacian of the electron density (black
triangles), electron density (gray circles), total energy density (filled black circles), and potential energy (empty black circles). All QTAIM
properties are in au and multiplied by 103. (B) Correlation between the electron density and total energy density. All values are given in au × 103.
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HBs are characterized by negative H(rc) and positive ∇2ρ(rc).
They are also in general shorter than ionic HBs, which are
characterized by positive H(rc) and positive ∇2ρ(rc) (see
Scheme S1). The HBs that are studied here are the typical HBs
like X−H···X (X = O or N) and are of the covalent or ionic
type. Figure 5 shows these HBs. More detailed information
about the HBs studied herein are shown in Figures S37−S41
and Table S4.
Figure 6A shows the dependency of ρ(rc), ∇2ρ(rc), H(rc),

and V(rc) at the BCP on the bond distance for the hydrogen
bonds shown in Figure 5. It can be seen that covalent HBs
(characterized by bond distances ≤1.924 Å) are characterized
by positive electron densities ρ(rc), large positive values of
∇2ρ(rc), negative H(rc) and large negative V(rc) at the BCP.
At a bond distance >1.924 Å, H(rc) becomes positive, which
indicates that the electrons at the BCP are not shared (change
of the type from rCS to pCS). It can be seen that there is also a
correlation between ρ(rc) and H(rc). This is more evident in
Figure 6B, where we plot H(rc) against ρ(rc). At ρ(rc) = 30 ×
10−3 au H(rc) changes its sign and the type of the HB changes
from pCS to rCS. For HBs of type rCS, a nearly linear
correlation between ρ(rc) and H(rc) is observed. At ρ(rc) < 30
× 10−3 au, the correlation is parabolic. The maximum of H(rc)
is observed at 18 × 10−3 au. Topological values such as the HB
angle, HB distance, ρ(rc), ∇2ρ(rc) and H(rc) of HBs studied
herein are presented in Table 3.
In the following, we analyze the HBs of type rCS (covalent

HBs) in more detail because these are stabilizing inter-
actions.85,94 Covalent HBs have been studied computationally
and experimentally in various systems,47,95−101 but to the best
of our knowledge, this is the first time that these interactions
are studied in the framework of QTAIM in an enzymatic
reaction. We start with the hydrogen bonds within the catalytic
triad and within the oxyanion hole.
The HB between O of D187 and NτH of H224 becomes

shorter in the TI, where H224 is protonated and longer again

in the EPC, where H224 is neutral. These changes are
accompanied by variations of ρ(rc) by almost a factor of 2,
which confirm that this HB is strongest in the TI and second
strongest in the EPC. The same tendency is found for V(rc).
The changes of ∇2ρ(rc) and H(rc) show that the electron
density at the BCP is less localized and more shared in the TI
than in the MCC and EPC.
The HB between H224 and propranolol is the longest of

type rCS (Table 3). In the TI, where the protonated H224
forms a HB with O4 of AcS105 or O2 of propranolol, this HB
becomes shorter and is the shortest in the EPC, where S105
forms a HB with H224. This trend of the bond lengths is
consistent with the changes of ρ(rc), which is the highest in the
EPC and the lowest in the MCC. Again, this tendency is also
found for V(rc). We note that the hydrogen bond between
serine and histidine in the EPC is stronger than the hydrogen
bond between propranolol and histidine in the MCC,
facilitating the release of the acetyl-propranolol. There are no
clear trends visible in ∇2ρ(rc) or in H(rc), which indicate that
the electron density of these HBs is relatively diffuse and has
some covalent character. We also note that in the TI ρ(rc) of
H224···D187 is higher than that of H224···S105 or H224···
PRO in the TI. For the atoms involved in these HBs, we also
find the largest variations of atomic charges. It can be seen that
the proton transfer from propranolol to H224 is accompanied
by a transfer of electron density.
Three HBs may be formed between the carbonyl oxygen and

NH or OH of T40 and NH of Q106 in the oxyanion hole.
Only one of them (the HB with the OH of T40) is present in
the MCC, TI, and EPC of all reaction paths. The other two
HBs are present in the MCC and TI of all reaction paths but
not in all EPCs. This HB is also the only one that is stabilizing
according to the criteria of Cremer and Kraka (H(rc) < 0).85 It
is the shortest of all three HBs and also has the most negative
V(rc). In the TI, it is the shortest (average distance 1.656 Å)
and the longest in the MCC (average distance 1.784 Å). ρ(rc)

Table 3. Representative Geometrical and Topological Properties of the HBs Shown in Figure 5, Using ORI as an Examplea

path state bond ∠(X−H···X) d (Å) ρ(rc) ∇2ρ(rc) H(rc) HB type

ORI MCC Q106:N2H···AcS105:O5 151.1 2.047 21.3 82.1 2.5 pCS
ORI MCC T40:N2H···AcS105:O5 162.7 2.132 14.6 63.1 3.2 pCS
ORI MCC T40:O1···PRO:NH 167.4 2.106 16.0 66.8 3.1 pCS
ORI MCC T40:O3···Q106:N5H 172.9 1.994 22.3 83.5 2.5 pCS
ORI MCC D187:O···H224:NτH 172.2 1.703 48.1 114.4 −9.0 rCS
ORI MCC H224:Nπ···PRO:O2H 167.9 1.847 37.4 81.7 −4.3 rCS
ORI MCC T40:O3H···AcS105:O5 167.7 1.771 37.6 116.8 −3.1 rCS
ORI TI H224:NπH···PRO:O2 160.1 1.902 27.6 93.6 0.9 pCS
ORI TI Q106:N2H···AcS105:O5 170.2 1.964 26.3 85.7 1.0 pCS
ORI TI T40:N2H···AcS105:O5 163.6 1.927 25.3 95.2 1.9 pCS
ORI TI T40:O1···PRO:NH 165.4 2.075 17.6 71.6 3.1 pCS
ORI TI T40:O3···Q106:N5H 172.2 1.998 22.4 82.3 2.4 pCS
ORI TI D187:O···H224:NτH 172.7 1.498 81.0 110.4 −30.7 rCS
ORI TI T40:O3H···AcS105:O5 170.2 1.659 51.3 124.0 −10.8 rCS
ORI EPC Q106:N2H···PRO:O1c 150.1 2.406 9.3 34.7 1.9 pCS
ORI EPC T40:N2H···PRO:O1c 151.8 2.464 7.2 29.1 1.7 pCS
ORI EPC T40:O1···PRO:NH 149.8 2.185 14.4 57.7 2.8 pCS
ORI EPC T40:O3···Q106:N5H 172.0 1.940 25.0 93.3 2.1 pCS
ORI EPC D187:O···H224:NτH 174.5 1.666 52.6 118.6 −11.5 rCS
ORI EPC H224:Nπ···S105:O4H 172.6 1.678 57.2 88.8 −14.9 rCS
ORI EPC T40:O3H···PRO:O1c 174.1 1.681 43.8 139.6 −5.1 rCS

aThe values for all reaction paths are shown in Table S4. All QTAIM properties at the BCP are given in 103 au, pCS stands for the pure closed
shell, and rCS for regular closed shell.
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of this HB is the largest in the TI and the smallest in the MCC.
In addition, we note that in the TI this HB has a lower ρ(rc)
and less negative V(rc) than the HB between D187 and H224,
indicating that this H-bond is stronger in the TI than in the
MCC and EPC. ∇2ρ(rc) and H(rc) indicate that the electron
distribution at the BCP is diffuse and shared, showing some
covalency, and that the interaction is stabilizing. The other two
HBs are longer, not stabilizing according to the criteria of
Cremer and Kraka, and have significantly lower ρ(rc) at the
BCP. Their ∇2ρ(rc) indicates that the electron density at the
BCP is more diffuse.
There are three HBs that are relevant for the reaction

mechanism. These bonds are between D187 and H224 in the
TI, H224 and S105 in the EPC, and the carbonyl oxygen and
OH of T40 in the oxyanion hole in the TI. The former bond
stabilizes the protonated H224 in the TI. The second HB
stabilizes the catalytic triad of CalB, facilitating the release of
the acylated propranolol. The last bond stabilizes the oxyanion
hole in the TI (Figures S37−S41). All three hydrogen bonds
are of the covalent type.
Moreover, these results show that the HB between the OH

group of T40 and the carbonyl oxygen is the strongest and
most important HB in the oxyanion hole. One probable
explanation is that the OH group of T40 is in a position that is
more favorable for the formation of a HB. Furthermore,
because the OH group is part of the side chain, it has more
structural flexibility. The NH groups of T40 and Q106 are

somewhat more distant, and, being part of the backbone,
structurally much less flexible.
From the experimental point of view, the acetylation of

(R,S)-propranolol catalyzed by CalB favors the transformation
of (R)-propranolol.102 The enantioselectivity is determined by
the changes in the total energy along the reaction path. We did
not find correlations between any of the investigated properties
and the total energy. We found that the charge transfer
between the ligand and the active site correlates with the QM
energy. However, as can be seen in Figures S35 and S36, the
QM and total energy do not always show the same trend.

n → π* Interactions. We now analyze n → π*
interactions, which have been shown to play a role in two
scenarios: (i) structure and (ii) reactivity. In the first scenario,
this interaction is involved in the stability and preferential
conformations of small molecules, peptides,57,103−106 pro-
teins,54,106−109 peptoids,106,110,111 and nucleic acids.106,112 In
the second scenario, the n → π* interactions resemble the
Bürgi−Dunitz trajectory for nucleophilic addition to the
carbonyl group.113 In the following, the second scenario will
be analyzed. Moreover, the analysis of the n → π* interaction
in a biochemical system into the framework of QTAIM is, to
our knowledge, the first time.
Table 4 shows selected QTAIM properties at the BCPs

between O2 of propranolol and C5 of AcS105 (MCC), and
between O4 of S105 and C1b of acetylated propranolol (EPC)
for this interaction. It can be seen that ρ(rc) at the BCP is not

Table 4. Topological Properties at the BCP of n → π* Interactionsa

path state bond ρ(rc) ∇2ρ(rc) V(rc) G(rc) H(rc)

ORI MCC AcS105:C5−PRO:O2 19.9 67.6 −13.1 15.0 1.9
ORII MCC AcS105:C5−PRO:O2 13.8 53.1 −9.2 11.2 2.1
ORIII MCC AcS105:C5−PRO:O2 13.8 50.9 −8.7 10.7 2.0
ORIV MCC AcS105:C5−PRO:O2 9.8 41.6 −6.7 8.5 1.9
OSI MCC AcS105:C5−PRO:O2 10.5 39.0 −6.4 8.1 1.7
OSII MCC AcS105:C5−PRO:O2 11.3 44.2 −7.3 9.1 1.9
OSIII MCC AcS105:C5−PRO:O2
OSIV MCC AcS105:C5−PRO:O2 11.4 43.9 −7.2 9.1 1.9
ORI EPC AcPRO:C1−S105:O4 15.1 58.8 −10.2 12.4 2.3
ORIII EPC AcPRO:C1−S105:O4 19.1 74.9 −13.9 16.3 2.4
ORIV EPC AcPRO:C1−S105:O4
OSI EPC AcPRO:C1−S105:O4 18.5 69.9 −12.9 15.2 2.3
OSII EPC AcPRO:C1−S105:O4 11.3 48.7 −8.0 10.1 2.1
OSIII EPC AcPRO:C1−S105:O4 13.4 54.6 −9.2 11.4 2.2
OSIV EPC AcPRO:C1−S105:O4 17.8 68.1 −12.6 14.8 2.2
ORII EPC AcPRO:C1−S105:O4 16.8 66.7 −12.0 14.3 2.3

aThe units of the QTAIM properties at the BCP are in 103 au.

Figure 7. Molecular graph for MCC (A) and EPC (B) of ORI. Dashed lines indicate an n → π* interaction. The orange circles indicate the BCP
for the n → π* interaction. White atoms are hydrogen, gray atoms are carbon, red atoms are oxygen, and blue atoms are nitrogen.
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localized (large values of ∇2ρ(rc)) and is of the pCS type.

Furthermore, ρ(rc) at the BCP is more diffuse in the

interaction between S105 and acetylated propranolol than in

the interaction between propranolol and AcS105. Figure 7

shows the n → π* interactions in the MCC and the EPC.

The geometrical parameters (Figure 8 and Table 5) show
that the carbonyl group is slightly nonplanar. The angle α
between the plane formed by the substituent atoms of the
carbonyl and the carbonyl carbon with the carbonyl group is
less than 5.0° and the distance between the central carbon
atom and the plane defined by the three atoms bound to it is
around 0.12 Å. The range of distances d (2.550−2.955 Å) and
the angle β (86.7−98.2°) are consistent with values reported in
the literature for this type of interaction.55,114

Consistent with the geometrical parameters, the second-
order perturbation energies indicate stabilizing n → π*
interactions, with values which have been found for similar
systems.114,115

■ CONCLUSIONS
The enzyme−substrate interactions in the enzymatic acylation
of (R,S)-propranolol by CalB were analyzed using QTAIM and
NBO. Because these methods are based on quantum
mechanics, they give very detailed insight into the interactions
and changes of the electronic structure along the reaction path.
The starting point of our investigation was the structures
obtained in our previous study.14 To study the electronic
structure, it was necessary to extend the QM region, including

the residues of the oxyanion hole. The results obtained with
the larger QM region are comparable to our previous results.
Our analysis of the electronic structure of the substrate and

the active site shows the following:
D187 is an electron density reservoir for H224, and H224

acts as a electron density reservoir for the active site of the
protein. It releases electron density when the TI is formed and
recovers it when the EPC is formed.
All hydrogen bonds within the catalytic triad and between

the enzyme and propranolol are covalent or ionic hydrogen
bonds. The covalent hydrogen bonds are characterized by
bond distances between 1.496 and 1.924 Å, ρ(rc) between 29.8
× 10−3 and 81.3 × 10−3 au, ∇2ρ(rc) between 76.2 × 10−3 and
144.5 × 10−3 au, and H(rc) between −31.0 × 10−3 and −0.1 ×
10−3 au. This indicates depleted ρ(rc), shared shell
interactions, some bond covalency, and stabilizing features.
These are the strongest HBs because they have a higher
electron density and shorter bond length than the ionic
hydrogen bonds. Such HBs are found between D187 and
H224, between PRO and H224, T40:OH and AcS105, and
between H224 and S105. Ionic hydrogen bonds (characterized
by distances between 1.795 and 4.460 Å, ρ(rc) between 0.3 ×
10−3 and 29.7 × 10−3 au, ∇2ρ(rc) between 0.8 × 10−3 and
105.6 × 10−3 au, and H(rc) between 0.1 × 10−3 and 3.5 × 10−3

au) are weaker than covalent hydrogen bonds. These hydrogen
bonds are formed, for example, between T40:NH or Q106:NH
and AcS105 or PRO.
n → π* interactions between the OH oxygen of propranolol

and the carbonyl group of the acyl serine in the MCC, and
between the OH oxygen of serine and the carbonyl group of
the acylated propranolol in the EPC were found and
characterized by their geometric and QTAIM and NBO
parameters. The geometrical and NBO parameters are in the
range of typical n → π* interactions. In the QTAIM
framework, these interactions are of the pCS type, with ρ(rc)
between 9.8 × 10−3 and 19.9 × 10−3 au, ∇2ρ(rc) between 39.0
× 10−3 and 74.9 × 10−3 au, and H(rc) between 1.7 × 10−3 and
2.4 × 10−3 au. The Bürgi−Dunitz bond distances are between
2.550 and 2.955 Å. The electron density of these interactions is
more diffuse in the interactions between serine and acylated

Figure 8. Geometrical parameters that describe a carbonyl group
pyramidalization due to an n → π* interaction.

Table 5. Values of the Geometrical Parameters Shown in Figure 8 for Each n → π* Interaction in the MCC and EPCa

path state bond d (Å) Δd (Å) α (deg) β (deg) ΔE (kcal/mol) ΔE (kcal/mol) ∑(ΔE) (kcal/mol)

ORI MCC AcS105:C5−PRO:O2 2.550 0.13 5.0 98.0 0.66 1.87 2.53
ORII MCC AcS105:C5−PRO:O2 2.699 0.12 1.5 93.9 0.61 0.43 1.04
ORIII MCC AcS105:C5−PRO:O2 2.701 0.15 4.6 92.2 0.56 0.66 1.22
ORIV MCC AcS105:C5−PRO:O2 2.955 0.13 2.7 96.5 0.30 0.30
OSI MCC AcS105:C5−PRO:O2 2.863 0.13 2.1 92.4 0.22 0.32 0.54
OSII MCC AcS105:C5−PRO:O2 2.805 0.12 3.5 98.2 0.57 0.57
OSIII MCC AcS105:C5−PRO:O2 0.12 0.2
OSIV MCC AcS105:C5−PRO:O2 2.775 0.11 1.7 92.3 0.49 0.25 0.74
ORI EPC AcPRO:C1−S105:O4 2.650 0.14 2.5 90.8 0.97 0.07 1.04
ORII EPC AcPRO:C1−S105:O4 2.581 0.13 2.1 95.1 1.17 0.36 1.53
ORIII EPC AcPRO:C1−S105:O4 2.567 0.08 3.2 86.2 1.01 0.56 1.57
ORIV EPC AcPRO:C1−S105:O4 0.13 1.2
OSI EPC AcPRO:C1−S105:O4 2.585 0.08 3.1 88.1 0.78 0.85 1.63
OSII EPC AcPRO:C1−S105:O4 2.876 0.13 1.4 86.7 0.33 0.33
OSIII EPC AcPRO:C1−S105:O4 2.685 0.14 1.9 93.9 0.82 0.82
OSIV EPC AcPRO:C1−S105:O4 2.577 0.13 1.9 95.0 0.88 0.33 1.21

aNBO second-order perturbation energies ΔE of the occupied oxygen n orbitals with an unoccupied carbonyl π* orbital are also shown.
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propranolol than in the interaction between propranolol and
acyl serine.
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