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ABSTRACT

Alchemical free energy perturbation (FEP) theory is widely used nowadays to calculate pro-
tein-ligand binding energies, often in support of drug discovery endeavours. We assess the accuracy
and sensitivity of absolute FEP binding energies with respect to the CHARMM/CGenFF and the
AMBER/GAFF force field parameterisations for a set of tetrahydroquinoline inhibitors of the first bro-
modomain of BRD4, a target of keen interest for the development of anti-cancer drugs. We find that
AMBER/GAFF is better able than CHARMM/CGenFF to cover the range of and to distinguish between

the relative binding energies of the 16 ligands.
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Introduction

Developing a new drug compound is an expensive task
that is becoming increasingly more difficult. The current
drug-design paradigm faces challenges that can be ame-
liorated by taking advantage of the latest technologies and
algorithms. There is a demand for new solutions that are
sophisticated enough to meet the demands of the drug

development market, while also being robust and suf-
ficiently accurate to deal with the challenges presented
by new emerging infectious diseases. For the past three
decades, drug-design has been a proving ground for the
application of machine learning, using different strate-
gies [1,2]. Among these different paradigms, quantitative
structure-activity relationships (QSAR) and Al-assisted
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Figure 1. The slow-growth method is used in FEP calculations. In
the upper panel a ligand is slowly inserted into a protein bind-
ing site; in the lower panel the solvation energy of the ligand is
evaluated. A is varied between 0 and 1 to turn-on the interactions
(upper panel), and between 0 and 1 to turn-off the interactions
(lower panel).

drug-design have seen success in fragment-based drug-
design [3-5]. These data-driven methods to predict drug
potency can benefit from calibration against physics-
based protocols, such as molecular dynamics (MD)
simulations.

One of the most prominent and state-of-the-art pro-
tocols for the calculation of protein-ligand binding ener-
gies is alchemical free energy perturbation (FEP) theory
[6-8]. Within the FEP framework, one determines the
binding energy of a molecule to a given receptor by
simply measuring the change in the Gibbs free energy
caused by the ligand-protein interaction while in solu-
tion. The alchemical method is based on a non-physical
thermodynamic cycle, where the binding free energy is
computed as the sum of multiple steps where the ligand is
‘inserted’, ‘removed’ or ‘transmuted’ while in the pocket
(or in solution) as shown in Figure 1.

Two well-documented and successful strategies are:
(a) absolute FEP calculations, and (b) relative FEP calcu-
lations. The latter refers to the evaluation of the relative
binding free energies between two congeneric ligands
through the perturbation (transmutation) of one ligand
into another, whereas absolute FEP is the evaluation of
the reversible work of transferring the ligand from the
binding site into solution. Note that ‘absolute’ does not
refer to the actual absolute free energy (G) but to the
difference between two states (AG). In that spirit, one
could consider the relative FEP measure of ‘difference
between differences’ (A AG). While relative FEP can pro-
duce quick and accurate results, it suffers from some
limitations regarding what transformations provide reli-
able results. Large perturbations, net charge changes,
charge movement, linker changes, ring creation, and ring
size changes during the transmutation are known to be
problematic [9].

Both absolute and relative FEP calculations have been
applied to systems of theoretical interest for several
decades, enabling reliable predictions. Jayachandran et al.
[10] reported a root mean squared (RMS) error of 1.6 kcal
mol~! between FEP and experimental binding affini-
ties for a series of eight FKBP12 inhibitors. Wang et al.
[11] obtained FEP calculations with similar quality (RMS
errors ranging from 2.0 to 2.5 kcal mol~!) for the binding
affinities for FKBP12 inhibitors. More accurate (0.4 kcal
mol~!) calculations have been reported by Fujitani et al.
[12] for a different series of FKBP12 inhibitors, albeit with
a large offset prediction error of 3.5 kcal mol~?.

The bromodomain-containing protein 4 (BRD4) is a
member of the Bromodomain and Extra-Terminal (BET)
family of proteins [13]. The BRD4 is an epigenetic pro-
tein that primarily recognises acetylated lysine residues
(often present in histones) and is involved in DNA repair
[14]. The suppression of BRD4 can quench the growth
of several types of cancer, including NUT midline carci-
noma [15], prostate cancer [16], acute myeloid leukaemia
[17], and breast cancer [18]. Consequently, novel BRD4
inhibitors are highly desirable [19], due to their appli-
cation in medicine and basic biological research, and as
such they have recently received renewed attention [20].
There are two bromodomains of BRD4: BD1 and BD2.

Inhibitors of BRD4-BD1 have received attention
from different computational research groups, who have
exploited the wealth of structural data in the context
of, for example, docking studies [21] and to enhance
fragment-based discovery approaches [22]. Most perti-
nently, for our investigation, Wan et al. [23] used rel-
ative FEP to calculate binding energies of a series of
16 tetrahydroquinoline (THQ) derivatives complexed to
BRD4-BD1, with errors ranging from 1.0 to 1.7 kcal
mol~!. Aldeghi et al. [24] have published a study on
11 BRD4-BD1 inhibitors across several classes of com-
pounds, using absolute FEP calculations. Their work rep-
resents the most accurate protocol, with an RMS error
of 0.8 kcal mol~! A non-equilibrium absolute binding
free energy method has recently been applied to study the
latter 11 inhibitors binding to BRD4-BD1 [25].

The accuracy of these FEP calculations (or any MD
simulation) relies on the quality of the parameterisation
of the force field describing the ligands and the pro-
tein. Most computational investigations of systems of
biological interest make use of well-known force fields,
such as CHARMM [26], AMBER [27], OPLS [28] and
GROMOS [29]. These force fields take advantage of
the polymeric nature of proteins, as peptide residues
act as building blocks for which parameters can read-
ily be transferred amongst similar proteomic systems.
The parameterisation of small molecules is, however, a
more complex issue that impedes the use of MD tools to



assist the development of new drugs. Some of the exten-
sions of parameterisation to encompass small molecules
include the CHARMM General Force Field (CGenFF)
[30] and the Generalised AMBER Force Field (GAFF)
[31]. Even though both force field strategies are success-
ful at describing a large range of relevant drug candidates,
one cannot expect that a limited library of parameters
can cover the diverse chemical space often tackled by
the drug discovery industry. When the transferability
between these parameters is poor, re-parameterisation
against quantum chemical information is required.

In that regard, the quantitative performance of abso-
lute FEP methods needs further testing and the assess-
ment of the quality of force field parameterisation is
an area that would benefit from greater attention. Some
effort has previously been applied into probing the qual-
ity of the AMBER/GAFF force field in reproducing
experimental binding energies, but with a limited scope
of molecules [24]. In the current study, we compare
the performance of the CHARMM/CGenFF and the
AMBER/GAFF parameterisations for the series of THQ
inhibitors of BRD4-BD1 that was recently studied by Wan
et al. [23] using relative binding affinities. However, in
this work, we are going to make use of a methodology that
resembles that of Aldeghi et al. [24], to calculate absolute
AG values (with some modifications to improve com-
putational efficiency) to perform the first benchmarking
comparison between the AMBER and CHARMM force
fields for BRD4-BD1 and 16 THQ ligands (Figure 2)
applied to FEP calculations.

Methods
System preparation

The initial conformation for the BRD4 receptor was
taken from the published coordinates, PDB ID 4BJX [32],
in a complex with a THQ ligand (I-BET726 [33]). Five
key crystallographic water molecules in the binding site,
found to be crucial by our clustering analysis [21], were
kept. All organic molecules that were not the ligand of
interest were removed. The coordinates for all 16 ligands
were obtained from the study of Wan et al. [23], except for
L7, which was re-docked. The docked pose for L7 binds
to the BRD4 Asn140 residue through its isoxazole ring,
in contrast to the amide group in all other ligands.

For the AMBER investigation, ligand parameterisa-
tion was obtained with the AMBER force field (GAFF)
and AMI1-BCC charges [34] using the acpype online
server [35]. The Amber99SB-ILDN force field [36] and
the TIP3P model [37] were used for the protein and
water molecules, respectively. The MD simulations were
performed with GROMACS 2018.1 [38]. For the MD
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simulations employing the CHARMM and CGenFF
force fields, GROMACS 2020.3 [37] was used. The
CHARMM36 parameters [39] were used to describe the
protein atoms and CGenFF [30,40] as used for ligand
atom parameterisation, with TIP3P to describe water
molecule [37].

Complexes containing ligands L1 to L9 were solvated
in a dodecahedral box with a minimum distance between
the solute and the box of 3nm. The charged ligands
(L10 to L16) were solvated in a cubic box, as done by
Aldeghi et al. [24], to mitigate changes to the net charge of
the box, which is detrimental to computing AG, caused
by annihilating the charged ligands. This is due to the
finite size effect error which is increased by the asym-
metry of the box. Sodium and chloride ions were added
to neutralise the systems. The receptor has a net charge
of +1, L1 to L9 are neutrally charged (so one chloride
ion was added to the solvated complex), L10 to L12 and
L16 have a net charge of 41 (so two chloride ions were
added to the solvated complex) and L13 to L15 have a
net charge of -1 (so no ions were added to the solvated
complex). For each system, 100,000 energy minimisation
steps were carried out using a steepest descent algorithm.
The systems were then subsequently simulated for 0.2 ns
in the canonical (NVT) ensemble with harmonic posi-
tion restraints applied to the solute heavy atoms with
a force constant of 1,000 k] mol~! nm~2. Temperature
coupling was achieved by Langevin dynamics [41] with
298.15K as the reference temperature. A 2 ns position
restrained simulation in the isothermal-isobaric ensem-
ble was then performed using the Berendsen weak cou-
pling algorithm. The production runs were obtained by
performing 1.5ns unrestrained Hamiltonian-exchange
Langevin dynamics with a 2 fs time-step in the NpT
ensemble with the Parrinello-Rahman pressure coupling
scheme [42]. For all simulations the particle mesh Ewald
(PME) algorithm [43] was used for electrostatic interac-
tions with a real space cut-off of 12 A, a spline order of
6, a relative tolerance of 107% and a Fourier spacing of
1.0 A. The LINCS algorithm was used to constrain bonds
with hydrogen atoms. For the solvated ligands, MD simu-
lations with the above parameters were employed using a
cubic solvent box (with a minimum solute to box distance
of 3nm) and time lengths of 0.2, 2 and 1.5 ns for, respec-
tively, the NVT equilibration, NpT equilibration and NpT
production runs.

Free energy calculations

The FEP production runs were analyzed with the Bennett
Acceptance Ratio (BAR) method [44] as implemented in
GROMACS. The final binding free energy for each lig-
and is the difference between the decoupling of the ligand
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Figure 2. Chemical structures of the THQ ligands. All compounds are the 2-(S) 4-(R) isomers except compound L16 which is 2-(R) 4-(S).

from the water solution and from the solvated complex.
The two-stage MD/FEP protocol applied is described as
follows. In the first step, the van der Waals and Coulomb
interactions of the ligand (AGZ%HMW) were decou-
pled from the protein using a linear alchemical pathway
with AA = 0.1 for both, with a coarser AA = 0.20 for
Coulomb interactions (for one lambda window step) and
a finer AA = 0.05 for van der Waals interactions (for
eight lambda window steps). The Coulomb A values were,
explicitly, 0.00, 0.10, 0.20, 0.30, 0.50, 0.60, 0.70, 0.80, 0.90,
and 1.00. The van der Waals A values were 0.00, 0.10,
0.20, 0.30, 0.40, 0.50, 0.60, 0.65,0.70, 0.75, 0.80, 0.85, 0.90,

0.95, and 1.00. For the ligand/protein bonding or bind-
ing restraint (AGJ%",) nine non-uniformly distributed A
values were used (0.00, 0.02, 0.05, 0.07, 0.10, 0.20, 0.50,
0.75,and 1.00). In each case a A value of zero corresponds
to ligand interactions in the system turned on, with the
order of interaction switch-off proceeding as bonding,
Coulomb and then van der Waals. A similar procedure
was executed for the ligand in water to obtain its des-
olvation energy (AGg:SL;II;Zﬂ;V) The van der Waals and
Coulomb interactions of ligand with the solvent were
similarly decoupled, but the additional restraints were

not required. The Coulomb A values were 0.00, 0.05, 0.10,
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Figure 3. Alchemical thermodynamic cycle used to obtain the absolute binding free energies.

0.20, 0.30, 0.40, 0.50, 0.60, 0.70, 0.80, 0.90, and 1.00. The
van der Waals A values were 0.0, 0,1, 0.2, 0.3, 0.4, 0.5,
0.6, 0.7, 0.8, 0.9, and 1.0. In each case, a A value of zero
corresponds to ligand interactions in the system being
turned off, with the order of interaction switch-on pro-
ceeding as van der Waals and then Coulomb. There was
a total of 32 and 22 A windows (i.e. separate MD simula-
tions) for each ligand/protein and ligand/solvent system,
respectively. The complete alchemical cycle is illustrated
in Figure 3.

The relative position and orientation of each ligand
with respect to the BRD4 protein was restrained by one
bond, two angles and three dihedral harmonic poten-
tials with force constants of 4 k] mol™! nm~2 (bond
harmonic potential), 1 k] mol~! rad—2 (angle) and 1 kJ
mol~! rad~? (improper dihedral). The contribution of
these restraints to the non-interacting ligand in solution
(AGIEL | ion) Was estimated by the analytical expres-
sion proposed by Boresch et al. [45] (Equation 1), while
for the ligand/protein complex (AG}S" ) it was evaluated
numerically (as described above):

82 V0
t
AGgizssolvation = RTlIn ( )

r% sinf4,0sin g

% \/ KyKo, KGBK(ﬂAKwsK(Pc

2w kT3 W

where R is the ideal gas constant, T is the temperature
in Kelvin, V? is the volume corresponding to one molar
standard state, or 1,660 A3, ry is the reference restrained
bond distance, 649 and 6 are the reference angular
restraints, and K, are the force constants to apply to the
distance (r9), the angles (84 and 6p), and the dihedrals
(¢4, ¢ and ¢¢). To obtain the binding energy for the
system one must consider the vibrational and rotational
energy penalty imposed by the restraints (AGS .
and AGJZ! ) making the expression for the total binding
free energy as follows (Equation 2).

AGTotal AGCoul+vdW + AGCouH—vdW

bind = bind desolvation

— AG™ — AGEY, (2)

desolvation

Results
Quality of ligand parameterisation

To evaluate the quality of the ligand parameterisation,
the GAFF, GAFF2 and CGenFF force fields were inves-
tigated for all 16 ligands of the THQ series. The GAFF2
force field is the second generation of the general AMBER
force field. Improvements include: (i) new van der Waals
parameters to reproduce high quality interaction ener-
gies and key liquid properties, non-metal elements and
common metals; and (ii) new parameters for bonded
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terms (bond stretching, bond angle bending and tor-
sional twisting) obtained from high quality ab initio
data. Transferability is also one of the main motivations
behind the development of GAFF2, as many new param-
eters for molecules were included. Based on atom types
and parameter assignments, both the GAFF/GAFF2 and
CGenFF schemes apply their force fields to a given
molecule in an automated fashion. However, in the event
of the given atom or parameter being unavailable (‘miss-
ing’) in either of these force fields, an assignment is made
based on atom similarity and analogy. Based on the accu-
racy of the approximation, a ‘penalty score’ is returned
for every bonded parameter and charge, quantifying the
dissimilarity between atom types. The penalty values can
be interpreted as follows. Penalties lower than 10 indi-
cate the analogy is fair; penalties between 10 and 50
mean some basic validation is recommended; and penal-
ties higher than 50 indicate poor analogy and mandate
extensive validation/optimisation.

For the GAFF and GAFF2 force fields, the only type
of parameter that has any penalty score associated with it
are the dihedral angles and only four of them have values
larger than 10, i.e. require any type of validation. Further-
more, for the THQ molecules studied here, the only angle
to be improved in the second iteration of GAFF2 was
the H-N-C-C dihedral, which has a penalty score of 41.2
estimated by the GAFF force field, as shown in Table 1.

Comparing the CGenFF force field with GAFF and
GAFF2, the set of parameters implemented in the
CHARMM force field is more restricted. For all THQ
derivatives studied, there are charge, bond, angle and
dihedral penalty scores associated with the parameters
that score above 10, i.e. require at least some basic vali-
dation. Table 2 summarises the penalties scores for ligand
L1. The maximum penalty score for any parameter is 91.5
(for dihedral angles), which is significantly less than 300,
the largest value for both GAFF and GAFF2. However, in
the CGenFF parameterisation, there are several dihedral
angle parameters that have a penalty score larger than 50,
and their values sum to 751.7. The same observation can
be made for the charge parameters; they have a maximum
value of 44.2, but their sum exceeds 250. On the other
hand, both bond and angle parameters have fair analogies
within the CGenFF force field.

Absolute free energy calculations

Table 3 shows the binding free energies obtained with
the AMBER/GAFF force field in this absolute FEP study
of THQ ligands complexed with BRD4-BD1. For the
AMBER/GAFF results, most of the calculations agree
very well with the experimental data [23]. 12 out of
the 16 of our predictions have errors below or equal to

Table 1. GAFF penalty scores.

Dihedral angle Penalty score Ligands
L o
0]
NH i]n
300.2 L1,L5L6 and L9

41.22 Al
H
H3C /I\L
HsC” S0 443 L4
:: “NH N=N  CH,
~
H
HsC™ N
H3C/&O
(out-of-plane bending)
(out-of-plane bending) 67.2 L5

aThe corresponding penalty for GAFF2 is zero.

Table 2. Summary of the penalties scores, as obtained by CGenFF,
for ligand L1.

Mean Max Sum
Charge 46 44.2 255.5
Bond 8.0 10.0 24.0
Angle 5.8 31.5 69.8
Dihedral 20.3 91.5 751.7

1.0 kcal mol~!. Ligand L9 will be excluded from the
quantitative analysis that follows since its experimen-
tal binding energy was determined only as a range (>
-5.9 kcal/mol). The largest deviations from experiment
are seen for ligands L7 and L13, with deviations of 2.0
and -1.9 kcal mol ™1, respectively. For the series, a mean
absolute error (MAE) of 0.9 & 0.4 kcal mol~!, an RMS
error of 1.0 £0.5 kcal mol™! and an R? of 0.58 were
obtained. Our calculations are significantly more accu-
rate than those performed by Wan et al. [22] (where
the errors ranged from 1.0 to 1.7 kcal mol™!) but are
less accurate for charged species (L10 to L15). Our cal-
culations have a similar accuracy to the most robust
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Table 3. Free energies for the THQ ligands, in kcal/mol, using AMBER/GAFF.

AGprotelec+vdw+rest AGdemlveIechvderrest AGcalc AGexp AGcallc_AGexp
L1 -2341+06 13.94+0.1 -9.6+0.7 -9.6 +0.07 0.0
L2 -204+04 11.1+0.1 -83+£05 -7.7 £0.08 -0.6
L3 -22.1+£0.2 123+0.1 -9.8+£03 -9.3+£0.05 -0.5
L4 -253+04 14.7+£0.2 -10.6£0.6 -93+£0.12 -1.3
L5 -26.6+04 16.7+0.2 -9.9+0.6 -10.8+0.05 0.9
L6 -219+0.3 14.2+0.1 -7.7+£04 -7.7+£0.1 0.0
L7 -20.0+£0.3 14.0+0.2 -6.0£05 -8.0+£0.10 2.0
L8 -25.6+04 15.6+0.1 -10.0£0.5 -89+0.10 -1.1
L9 -19.0+04 143+0.2 -4.7+0.6 >-59 < 0.6
L10? -55.0+£0.9 446+0.2 -104+£1.1 -104+£0.14 0.0
L1712 -56.2+0.5 459+0.3 -103+£0.7 -9.3+£041 -1.0
L122 -539+1.0 455404 -84+14 -7.5+0.01 -0.9
L132 -97.0+£0.7 87.7+03 -93+£1.0 -7.4+£0.01 -1.9
L142 -98.2+0.5 87.9+0.2 -103+£0.7 -9.2+£0.27 -1.1
L152 -101.5+£1.0 90.0+0.3 -11.5+£13 -10.7 £0.14 -0.8
L16? -51.6+0.7 44.7 +£0.2 -6.9+09 -74+0.38 0.5

3Charged species.

state-of-the-art calculations performed by Aldeghi et al.
[24] (MAE 0.6 & 0.1 kcal mol~!, and RMS 0.8 4- 0.2 kcal
mol~!), albeit they predicted absolute binding energies
of a diverse set of compounds (of many different series)
and performed much longer production runs (of 10 ns
per lambda window).

The BAR results from the CHARMM/CGenFF force
field FEP MD simulations (Table 4) agree less well with
experiment compared to the AMBER/GAFF results. For
the CHARMM/CGenFF computed binding free energies,
a MAE of 1.8 kcal mol~!, an RMS error of 2.2 kcal mol ™1
and an R? of 0.07 with respect to experiment were found.
Five out of the 16 of the CHARMM)/CGenFF predictions
have errors below or equal to 1.0 kcal mol~!. The largest
deviations from experiment for CHARMM)/CGenFF
computed binding energies are for ligands L3, 11, L13
and L16, which, respectively, have errors of -3.3, —4.9,
-3.0 and -3.7 kcal mol~!. For each of the 16 ligands, the
error is larger than for the corresponding AMBER/GAFF
result for most of the ligands, apart from ligands L7 and
L15 (Tables 3 and 4).

The ligand with the lowest relative binding energy to
BRD4-BD1 from experiment is ligand L5 (AG = -10.8
+0.05 kcal mol™!). For this ligand, AMBER/GAFF
predicts a binding energy of -9.94 0.6 kcal mol™!
and CHARMM/CGenFF predicts a binding energy of
-9.8 4 0.6 kcal mol~!. For both force fields, ligand L5
is not predicted to be the most potent binder out of
the 16 ligands (Tables 3 and 4). From experiment, lig-
and L9 is the weakest binder (AG > -5.9 kcal mol™1).
AMBER/GAFF and CHARMM/CGenFF predict binding
energies of, respectively, —4.7 +0.6 and -9.0 £ 0.5 kcal
mol~! for this ligand. AMBER/GAFF correctly predicts
the binding of ligand L9 to BRD4-BD1 to have the high-
est relative binding energy, whereas CHARMM/CGenFF
predicts ligand L12 to have the highest relative binding
energy (-8.6 & 0.3 kcal mol~}).

AMBER/GAFF is better able than CHARMM/CGenFF
to cover the range of and to distinguish between the
relative binding energies of the 16 ligands (Figure 4).
In addition, AMBER/GAFF can effectively discriminate
between the ligands showing an experimental binding
energy below -8.9 kcal/mol and those with a binding
energy greater than -8.0 kcal/mol, a result which is
important in drug discovery settings as often medici-
nal chemists are interested in separating strongly-binding
from weakly-binding compounds. CHARMM/CGenFF
did not predict any binding energies of higher (i.e.
less negative) than -8.6£0.3 kcal mol~!, whereas
AMBER/GAFF predicts six ligands to have binding ener-
gies higher than this value. From experiment, seven lig-
ands are found to have binding energies higher than -8.6
kcal mol L.

Discussion

The BAR results suggest that the AMBER/GAFF force
field is preferable (MAE of 0.9+0.4 kcal mol~! and
an RMS error of 1.0+0.5 kcal mol™!) over the
CHARMM/CGenFF force field (MAE of 1.9 kcal mol ™!
and an RMS error of 2.3 kcal mol™!) for computing
absolute binding free energies from FEP MD simulations
for the BRD4/THQ series. The AMBER/GAFF approach
may be further enhanced when the more accurate GAFF2
parameters for ligand molecules are made available.

The superior AMBER/GAFF performance could be
attributed, at least partially, to the better ligand param-
eterisation stemming from GAFF since it has fewer miss-
ing parameters when compared to CGenFFE, as demon-
strated earlier in this work when analysing the dihe-
dral and charge parameters. Both forcefields, however,
have been extensively used in drug discovery, as CGenFF
performs very well for most ligands, except for a few
noticeable outliers, most likely due to the inaccurate
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Table 4. Free energies for the THQ ligands, in kcal/mol, using CHARMM/CGenFF.

AGprmeIechvderrest AGdeso'veIeCJrvd\oerrest AGcalc AGexp AGcalc‘AGexp
L1 -25.0+03 14.6 £0.1 -1044+0.3 -9.6 £0.07 -0.8
L2 -20.0+03 10.9+0.1 -9.0+0.3 -7.74+0.08 -1.3
L3 -248+03 12.24+0.1 -126+0.3 -9.34+0.05 -33
L4 -279+04 17.1+0.3 -10.8+0.5 -9.34+0.12 -15
L5 -3194+05 222+0.2 -9.8+0.5 -10.8 +£0.05 1.0
L6 -243+03 15.54+0.2 -8.7+04 -7.7+0.1 -1.0
L7 -26.6+0.3 17.1+0.41 -95+04 -8.0+0.10 -1.5
L8 -255+03 15.1+0.1 -104+0.4 -8.9+0.10 -15
L9 -23.14+05 141+£0.3 -9.0£0.5 >-5.9 <-3.1
L10? -62.7+1.1 53.0£0.2 -9.74+1.1 -104+0.14 0.7
L1712 -623+04 48.1+0.1 -142+05 -9.3+0.41 -4.9
L122 -55.6+0.2 47.0+0.2 -8.6+0.3 -7.5£0.01 -1.1
L132 -116.4+038 106.1 +£0.3 -104+0.8 -7.440.01 -3.0
L142 -1153+06 104.5 4+ 0.1 -10.8+0.6 -9.24+0.27 -1.6
L152 -1125+0.5 102.0+0.1 -10.5+05 -10.7+0.14 0.2
L16° -588+04 47.7 £0.1 -11.1+04 -74+£0.38 -3.7
3Charged species.
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Figure 4. Experimental vs. FEP calculated with AMBER/GAFF (left) and CHARMM/CGenFF (right) free energies of binding.

parameterisation (specifically the dihedral angles showed
in Table 1) and the finite-size effect in the charged ligands.
The latter assertion is supported by some additional sim-
ulations on one of the charged ligands, L13, performed in
alarger simulation cell with a minimum solute to box dis-
tance of 5 nm. The calculated binding free energies (Table
S2), especially in the case of the CHARMM /CGenFF
force field, are closer to the experimental one.

For the AMBER/GAFF force field, larger force con-
stant constraints (40 k] mol™' nm~2 for the bond, 10
kJ mol~! rad? for the angles, and 10 kJ mol~! rad—2
for the dihedrals) give MAE and RMSE of, respectively,
1.1 and 1.7 kcal mol~! with respect to experiment for
the 16 THQs complexed with BRD4-BD1. These mean
errors are slightly larger than the mean errors for the
binding energies predicted using the smaller force con-
stant constraints. These larger force constraints alter the

order of the binding free energies (Table S1 and Figure
S1).L9 has the highest relative binding energy (-5.1 £ 0.3
kcal mol '), as predicted using the smaller force constant
restraints, but L16 is predicted to have the lowest bind-
ing energy (-12.4 & 0.3 kcal mol ') when the larger force
constant constraints are used. The binding energy for L16
predicted using the larger force constant constraints has
an error with experiment of 5.0 kcal mol~!, which may
be due to the AGP™ term being relatively more nega-
tive (Table S1) than that of the smaller force constant
constraints (Table 1). The smaller force constant con-
straints give L15 the lowest binding energy (-11.5+£ 1.3
kcal mol™!), the ligand that has the third lowest binding
energy (~10.14 0.4 kcal mol™!) when the larger con-
straints are employed.

The endpoints of an FEP MD simulation, i.e. A = 1.0
for protein-ligand van der Waals interactions in this



study, can lead to some technical challenges, due to their
non-physical nature which give rise to some numeri-
cal instability. For our system of interest, this was not
an issue, as the BRD4 pocket is quite shallow, relatively
solvent-exposed and migration of water in and out of the
binding cavity was routinely observed.

FEP MD simulations are often time consuming and
troublesome to setup, run and manage - particularly for
a range of ligands (and force fields) as presented here. A
recent effort has been made to incorporate GROMACS
into a user-friendly procedure using opensource soft-
ware to enable FEP MD simulations [46], which should
encourage research groups to engage the FEP MD tech-
nique to assist in their drug-design studies.

Future work could consider a more comprehensive
set of force fields, e.g. OpenFF [47]. In addition, it has
been suggested [48] that a consensus calculation based on
more than one force field might improve the overall accu-
racy. We have examined this for the systems considered
here, but in this case it does not offer benefit.

Acknowledgments

The authors are grateful for access to the University of Notting-
ham’s high-performance computer. J. H. is supported by the
Royal Academy of Engineering under the Chairs in Emerging
Technologies scheme. We thank OpenEye Scientific Software,
Inc. for providing an academic license for their software.

Disclosure statement

There are no conflicts of interest to declare.

Funding

This work was supported by the Engineering and Physi-
cal Sciences Research Council (grant numbers EP/S035990/1,
EP/R512059/1). We acknowledge PRACE for awarding us
access (grant #2020235572) to the Marconil00 system of the
CINECA supercomputing centre in Bologna, Italy. We thank
The UK High-End Computing Consortium for Biomolecular
Simulation for time on the UK’s national high performance
computing service, ARCHER and on JADE (EPSRC grant
number EP/R029407/1).

Data availability statement

The relevant molecular structures in PDB format and
the CGenFF and GAFF parameter files are available
from the University of Nottingham data repository via:
http://dx.doi.org/10.17639/nott.7175.

ORCID

Arnaldo E Silva ‘© http://orcid.org/0000-0002-4861-1623

MOLECULAR PHYSICS e 9

Bruno N. Falcone
David M. Rogers
Jonathan D. Hirst

http://orcid.org/0000-0003-0114-9213
http://orcid.org/0000-0003-2167-113X
http://orcid.org/0000-0002-2726-0983

References

[1] J.D. Hirst, Curr. Opin. Drug Discov. Devel. 1, 28-33
(1998).

[2] J.L. Melville, E.K. Burke and J.D. Hirst, Comb. Chem.
High Throughput Screen. 12, 332-343 (2009). doi:10.217
4/138620709788167980.

[3] G. Sliwoski, S. Kothiwale, ]J. Meiler and E.W. Lowe,
Pharmacol. Rev. 66, 334-395 (2014). doi:10.1124/pr.112.
007336.

[4] Q.-S. Du, R.-B. Huang and K.-C. Chou, Curr. Protein
Pept. Sci. 9, 248-260 (2008). doi:10.2174/1389203087845
34005.

[5] H. Chen, O. Engkvist, Y. Wang, M. Olivecrona and T.
Blaschke, Drug Discov. Today. 23, 1241-1250 (2018).
doi:10.1016/j.drudis.2018.01.039.

[6] D. Shivakumar, Y.Q. Deng and B. Roux, J. Chem. Theory
Comput. 5, 919-930 (2009). doi:10.1021/Ct800445x.

[7] L. Wang, Y. Wu, Y. Deng, B. Kim, L. Pierce, G. Krilov,
D. Lupyan, S. Robinson, M.K. Dahlgren, J. Greenwood,
D.L. Romero, C. Masse, J.L. Knight, T. Steinbrecher, T.
Beuming, W. Damm, E. Harder, W. Sherman, M. Brewer,
R. Wester, M. Murcko, L. Frye, R. Farid, T. Lin, D.L.
Mobley, W.L. Jorgensen, B.J. Berne, R.A. Friesner and
R. Abel, J. Am. Chem. Soc. 137, 2695-2703 (2015).
doi:lO.lOZl/ja512751q.

[8] M. De Vivo, M. Masetti, G. Bottegoni and A. Cavalli,
J. Med. Chem. 59, 4035-4061 (2016). doi:10.1021/acs.jme
dchem.5b01684.

[9] A.S.J.S.Mey, B.K. Allen, H.E.B. Macdonald, J.D. Chodera,
D.E. Hahn, M. Kuhn, J. Michel, D.L. Mobley, L.N. Naden,
S. Prasad, A. Rizzi, J. Scheen, M.R. Shirts, G. Tresadern
and H. Xu, Living J. Comput. Mol. Sci. 2, 18378 (2020).
do0i:10.33011/livecoms.2.1.18378.

[10] G. Jayachandran, M.R. Shirts, S. Park and V.S. Pande,
J. Chem. Phys. 125, 084901 (2006). doi:10.1063/1.222
1680.

[11] J. Wang, Y. Deng and B. Roux, Biophys. J. 91, 2798-2814
(2006). doi:10.1529/biophysj.106.084301.

[12] H.Fujitani, Y. Tanida, M. Ito, G. Jayachandran, C.D. Snow,
M.R. Shirts, E.J. Sorin and V.S. Pande, J. Chem. Phys. 123,
084108 (2005). doi:10.1063/1.1999637.

[13] S.-Y. Wu and C.-M. Chiang, J. Biol. Chem. 282,
13141-13145 (2007). doi:10.1074/jbc.R700001200.

[14] C.-M. Chiang, F1000 Biol. Rep. 1, 98 (2009). doi:10.3410/
B1-98.

[15] C.A. French, J. Clin. Pathol. 63, 492-496 (2010). doi:10.11
36/jcp.2007.052902.

[16] I.A. Asangani, V.L. Dommeti, X. Wang, R. Malik, M.
Cieslik, R. Yang, J. Escara-Wilke, K. Wilder-Romans, S.
Dhanireddy, C. Engelke, M.K. Iyer, X. Jing, Y.-M. Wu, X.
Cao, Z.S. Qin, S. Wang, EY. Feng and A.M. Chinnaiyan,
Nature. 510, 278-282 (2014). doi:10.1038/nature13229.

[17] J. Zuber, J. Shi, E. Wang, A.R. Rappaport, H. Herrmann,
E.A. Sison, D. Magoon, J. Qi, K. Blatt, M. Wunderlich, M.].
Taylor, C. Johns, A. Chicas, J.C. Mulloy, S.C. Kogan, P.
Brown, P. Valent, J.E. Bradner, S.W. Lowe and C.R. Vakoc,
Nature. 478, 524-528 (2011). doi:10.1038/nature10334.


http://dx.doi.org/10.17639/nott.7175
http://orcid.org/0000-0002-4861-1623
http://orcid.org/0000-0003-0114-9213
http://orcid.org/0000-0003-2167-113X
http://orcid.org/0000-0002-2726-0983
https://doi.org/10.2174/138620709788167980
https://doi.org/10.1124/pr.112.007336
https://doi.org/10.2174/138920308784534005
https://doi.org/10.1016/j.drudis.2018.01.039
https://doi.org/10.1021/Ct800445x
https://doi.org/10.1021/ja512751q
https://doi.org/10.1021/acs.jmedchem.5b01684
https://doi.org/10.33011/livecoms.2.1.18378
https://doi.org/10.1063/1.2221680
https://doi.org/10.1529/biophysj.106.084301
https://doi.org/10.1063/1.1999637
https://doi.org/10.1074/jbc.R700001200
https://doi.org/10.3410/B1-98
https://doi.org/10.1136/jcp.2007.052902
https://doi.org/10.1038/nature13229
https://doi.org/10.1038/nature10334

10 (& AFSILVAETAL

(18]

[24]

[25]

[26]

[27]

S. Shu, C.Y. Lin, H.H. He, R. M. Witwicki, D.P. Tabassum,
J.M. Roberts, M. Janiszewska, S.J. Huh, Y. Liang, J. Ryan,
E. Doherty, H. Mohammed, H. Guo, D.G. Stover, M.B.
Ekram, J. Brown, C. D’Santos, L.E. Krop, D. Dillon, M.
McKeown, C. Ott, J. Qi, M. Ni, PK. Rao, M. Duarte, S.-
Y. Wu, C.-M. Chiang, L. Anders, R.A. Young, E. Winer,
A. Letai, W.T. Barry, ].S. Carroll, H. Long, M. Brown, X.S.
Liu, C.A. Meyer, J.E. Bradner and K. Polyak, Nature. 529,
413-417 (2016). doi:10.1038/nature16508.

O. Gilan, I. Rioja, K. Knezevic, M.J. Bell, M.M. Yeung,
N.R. Harker, E.Y.N. Lam, C. Chung, P. Bamborough, M.
Petretich, M. Urh, S.J. Atkinson, A.K. Bassil, E.J. Roberts,
D. Vassiliadis, M.L. Burr, A.G.S. Preston, C. Wellaway,
T. Werner, JR. Gray, A.-M. Michon, T. Gobbetti, V.
Kumar, PE. Soden, A. Haynes, J. Vappiani, D.E. Tough,
S. Taylor, S.-J. Dawson, M. Bantscheff, M. Lindon, G.
Drewes, E.H. Demont, D.L. Daniels, P. Grandi, R.K. Prin-
jha and M.A. Dawson, Science. 368, 387-394 (2020).
doi:10.1126/science.aaz8455.

P.G. Humpbhreys, S.J. Atkinson, P. Bamborough, R.A. Bit,
C. Chung, PD. Craggs, L. Cutler, R. Davis, A. Ferrie, G.
Gong, L.J. Gordon, M. Gray, L.A. Harrison, T.G. Hayhow,
A. Haynes, N. Henley, D.J. Hirst, I.D. Holyer, M.]. Lindon,
C. Lovatt, D. Lugo, S. McCleary, J. Molnar, Q. Osmani,
C. Patten, A. Preston, I. Rioja, ].T. Seal, N. Smithers, E
Sun, D. Tang, S. Taylor, N.-H. Theodoulou, C. Thomas,
R.J. Watson, C.R. Wellaway, L. Zhu, N.C.O. Tomkinson
and R.K. Prinjha, J. Med. Chem. 65, 2262-2287 (2022).
doi:10.1021/acs.jmedchem.1c01747.

E.E. Guest, S.D. Pickett and ].D. Hirst, Org. Biomol.
Chem. 19, 5632-5641 (2021). doi:10.1039/D10B00658D.
S.G. Piticchio, M. Martinez-Cartrd, S. Scaffidi, M.
Rachman, S. Rodriguez-Arevalo, A. Sanchez-Arfelis, C.
Escolano, S. Picaud, T. Krojer, P. Filippakopoulos, E
von Delft, C. Galdeano and X. Barril, J. Med. Chem.
64, 17887-17900 (2021). doi:10.1021/acs.jmedchem.1c0
1108.

S. Wan, A.P. Bhati, S.]. Zasada, I. Wall, D. Green, P. Bam-
borough and P.V. Coveney, J. Chem. Theory Comput. 13,
784-795 (2017). doi:10.1021/acs.jctc.6b00794.

M. Aldeghi, A. Heifetz, M.]. Bodkin, S. Knapp and P.C.
Biggin, Chem. Sci. 7, 207-218 (2016). d0i:10.1039/c5sc0
2678d.

V. Gapsys, A. Yildirim, M. Aldeghi, Y. Khalak, D. van der
Spoel and B.L. de Groot, Commun. Chem. 4, 61 (2021).
doi:10.1038/542004-021-00498-y.

A.D. MacKerell, D. Bashford, M. Bellott, R.L. Dunbrack,
].D. Evanseck, M.]. Field, S. Fischer, J. Gao, H. Guo, S. Ha,
D. Joseph-McCarthy, L. Kuchnir, K. Kuczera, ETK. Lau,
C. Mattos, S. Michnick, T. Ngo, D.T. Nguyen, B. Prodhom,
W.E. Reiher, B. Roux, M. Schlenkrich, J.C. Smith, R. Stote,
J. Straub, M. Watanabe, J. Widrkiewicz-Kuczera, D. Yin
and M. Karplus, J. Phys. Chem. B. 102, 3586-3616 (1998).
doi:10.1021/jp973084f.

W.D. Cornell, P. Cieplak, C.I. Bayly, LR. Gould, K.M.
Merz, D.M. Ferguson, D.C. Spellmeyer, T. Fox, ].W. Cald-
well and P.A. Kollman, J. Am. Chem. Soc. 117, 5179-5197
(1995). doi:10.1021/ja00124a002.

W.L. Jorgensen and J. Tirado-Rives, J. Am. Chem. Soc.
110, 1657-1666 (1988). doi:10.1021/ja00214a001.

[29]

(30]

[31]

[32]

[33]

(48]

C. Oostenbrink, A. Villa, A.E. Mark and W.E van
Gunsteren, J. Comput. Chem. 25, 1656-1676 (2004).
d0i:10.1002/jcc.20090.

K. Vanommeslaeghe, E. Hatcher, C. Acharya, S. Kundu,
S. Zhong, J. Shim, E. Darian, O. Guvench, P. Lopes, 1.
Vorobyov and A.D. Mackerell, J. Comput. Chem. 31,
671-690 (2010). doi:10.1002/jcc.21367.

J.M. Wang, R.M. Wolf, ].W. Caldwell, P.A. Kollman and
D.A. Case, J. Comput. Chem. 25, 1157-1174 (2004).
doi:10.1002/jcc.20035.

D. Groen, A.P. Bhati, J. Suter, J. Hetherington, S.J. Zasada
and P.V. Coveney, Comput. Phys. Commun. 207, 375-385
(2016). doi:10.1016/j.cpc.2016.05.020.

A. Wyce, G. Ganji, K.N. Smitheman, C.-W. Chung, S.
Korenchuk, Y. Bai, O. Barbash, B. Le, PD. Craggs, M.T.
McCabe, K.M. Kennedy-Wilson, L.V. Sanchez, R.L. Gos-
mini, N. Parr, C.E. McHugh, D. Dhanak, R.K. Prinjha,
K.R. Auger and PJ. Tummino, PLoS One. 8, ¢72967
(2013). doi:10.1371/journal.pone.0072967.

A Jakalian, D.B. Jack and C.I. Bayly, J. Comput. Chem. 23,
1623-1641 (2002). doi:10.1002/jcc.10128.

A.W. Sousa da Silva and W.E. Vranken, BMC Res. Notes.
5,367 (2012). doi:10.1186/1756-0500-5-367.

K. Lindorff-Larsen, S. Piana, K. Palmo, P. Maragakis,
J.L. Klepeis, R.O. Dror and D.E. Shaw, Proteins. 78,
1950-1958 (2010). doi:10.1002/prot.22711.

W.L. Jorgensen, J. Chandrasekhar, J.D. Madura, R-W.
Impey and M.L. Klein, ]. Chem. Phys. 79, 926-935 (1983).
doi:10.1063/1.445869.

M.]. Abraham, T. Murtola, R. Schulz, S. Pdll, J.C. Smith,
B. Hess and E. Lindah, SoftwareX. 1-2, 19-25 (2015).
doi:10.1016/j.s0ftx.2015.06.001.

J. Huang and A.D. MacKerell, J. Comput. Chem. 34,
2135-2145 (2013). doi:10.1002/jcc.23354.

K. Vanommeslaeghe, E. Prabhu Raman and A.D. MacK-
erell, J. Chem. Inf. Model. 52, 3155-3168 (2012).
doi:10.1021/ci3003649.

H.J.C. Berendsen, J.P.M. Postma, W.E. van Gunsteren,
A. Dinola and J.R. Haak, J. Chem. Phys. 81, 3684-3690
(1984). doi:10.1063/1.448118.

M. Parrinello and A. Rahman, J. Appl. Phys. 52,
7182-7190 (1981). doi:10.1063/1.328693.

T. Darden, D. York and L. Pedersen, J. Chem. Phys. 98,
10089-10092 (1993). doi:10.1063/1.464397.

C.H. Bennett, J. Comput. Phys. 22, 245-268 (1976).
doi:10.1016/0021-9991(76)90078-4.

S. Boresch, F Tettinger, M. Leitgeb and M. Karplus,
J. Phys. Chem. B. 107, 9535-9551 (2003). doi:10.1021/jp
0217839.

V. Gapsys, L. Pérez-Benito, M. Aldeghi, D. Seeliger, H. van
Vlijmen, G. Tresadern and B.L. De Groot, Chem. Sci. 11,
1140-1152 (2020). doi:10.1039/c9sc03754c.

Y. Qiu, D.G.A. Smith, S. Boothroyd, H. Jang, D.E Hahn,
J. Wagner, C.C. Bannan, T. Gokey, V.T. Lim, C.D. Stern,
A. Rizzi, B. Tjanaka, G. Tresadern, X. Lucas, M.R. Shirts,
M.K. Gilson, ].D. Chodera, C.I. Bayly, D.L. Mobley and L.-
P. Wang, J. Chem. Theory Comput. 17, 6262-6280 (2021).
doi:10.1021/acs.jctc.1c00571.

M. Aldeghi, V. Gapsys and B.L. de Groot, ACS Cent. Sci.
4,1708-1718 (2018). doi:10.1021/acscentsci.8b00717.


https://doi.org/10.1038/nature16508
https://doi.org/10.1126/science.aaz8455
https://doi.org/10.1021/acs.jmedchem.1c01747
https://doi.org/10.1039/D1OB00658D
https://doi.org/10.1021/acs.jmedchem.1c01108
https://doi.org/10.1021/acs.jctc.6b00794
https://doi.org/10.1039/c5sc02678d
https://doi.org/10.1038/s42004-021-00498-y
https://doi.org/10.1021/jp973084f
https://doi.org/10.1021/ja00124a002
https://doi.org/10.1021/ja00214a001
https://doi.org/10.1002/jcc.20090
https://doi.org/10.1002/jcc.21367
https://doi.org/10.1002/jcc.20035
https://doi.org/10.1016/j.cpc.2016.05.020
https://doi.org/10.1371/journal.pone.0072967
https://doi.org/10.1002/jcc.10128
https://doi.org/10.1186/1756-0500-5-367
https://doi.org/10.1002/prot.22711
https://doi.org/10.1063/1.445869
https://doi.org/10.1016/j.softx.2015.06.001
https://doi.org/10.1002/jcc.23354
https://doi.org/10.1021/ci3003649
https://doi.org/10.1063/1.448118
https://doi.org/10.1063/1.328693
https://doi.org/10.1063/1.464397
https://doi.org/10.1016/0021-9991(76)90078-4
https://doi.org/10.1021/jp0217839
https://doi.org/10.1039/c9sc03754c
https://doi.org/10.1021/acs.jctc.1c00571
https://doi.org/10.1021/acscentsci.8b00717

	Introduction
	Methods
	System preparation
	Free energy calculations

	Results
	Quality of ligand parameterisation
	Absolute free energy calculations

	Discussion
	Acknowledgments
	ORCID
	Disclosure statement
	Funding
	Data availability statement
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [609.704 794.013]
>> setpagedevice


