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ABSTRACT: Cdc2-like kinase 4 (Clk4) and dual specificity tyrosine-phosphorylation-regulated kinase 1A (DyrklA) are
protein kinases that are promising targets for treatment of diseases caused by abnormal gene splicing. 6-Arylquinazolin-4-
amines have been recently identified as potent Clk4 and DyrklA inhibitors. In order to understand the structure—activity
correlation of these analogs, we have applied ligand-based pharmacophore and 3D-QSAR modeling combined with
structure-based homology modeling and docking. The high R* and Q* (0.88 and 0.79 for Clk4, 0.85 and 0.82 for Dyrkl1A,
respectively) based on validation with training and test set compounds suggested that the generated 3D-QSAR models are
reliable in predicting novel ligand activities against Clk4 and Dyrk1A. The binding mode identified through docking ligands
to the ATP binding domain of Clk4 was consistent with the structural properties and energy field contour maps
characterized by pharmacophore and 3D-QSAR models and gave valuable insights into the structure—activity profile of
6-arylquinazolin-4-amine analogs. The obtained 3D-QSAR and pharmacophore models in combination with the binding
mode between inhibitor and residues of Clk4 will be helpful for future lead compound identification and optimization to
design potent and selective Clk4 and DyrklA inhibitors.

B INTRODUCTION pharmacophore modeling has been proved as an effective

20,23
Cdc2-like kinases (Clk) and dual specificity tyrosine-phosphor- strategy for lead compound identification. Compared to

ylation-regulated kinases (Dyrk) both are CMGC family of pharmacophore modeling, 3D-QSAR is also based on 3D-

protein Kkinases. 2 They are responsible for phosphorylation of conformers but considers the overall force field around a
molecule, instead of focusing on group features in a single

serine-arginine-rich (SR) proteins and are important for YT X
regulation of basic cellular processes.”** Specifically, the cdc2- region. Typical programs that generate 3D-QSAR modezlz
include comparative molecular field analysis (CoMFA),

like kinases promote phosphorylation within spliceosome, X roleciat ne ) 29
therefore regulating alternative splicing of mRNA isoforms.’ comparatlv% HfOIecular similarity indices analysis (CoMSIA),
and phase.>*! The force fields calculated by 3D-QSAR may be

Because abnormal gene splicing is the cause of many pathological ) . X
conditions including cancers,®” modulation of Clk may represent steric, elegcrostatlc, hydrophobic, and hydrogen-bond donor and
acceptor.”” Because 3D-QSAR is best used when ligands share

a promising approach for treatment of such diseases. Dyrk1A is : ec 15 S

the most ubiquitously expressed isoform of Dyrk family.! the same structural scaffoalzdé 31t can be applied in lead optimization

Located on the Down Syndrown critical (DS) region of for rathnal drug design.”™”

chromosome 21, it has increased expression in DS patients,®~ " Th‘? ligand-based pbarmacophore and 3D 'Q-SAR rr}o.dels may

and has shown involvement in growth and mental retardation shed light on t.he design of.n‘ovel Clk and Dyrk inhibitors and

and neurodegeneration."”'" Therefore, inhibition of DyrklA may help with issue of selectivity among Clk and Dyrk members.
Previous publications have not identified pharmacophore or

may be a strategy for development of drug candidates for these ' '
disorders. Some compounds have been identified as both Clk and 3D-QSAR models for Clk and Dyrk ligands. Recently a series of

Dyrk inhibitors, such as, 6-arylquinazolin-4-amine analogs,”'*>"? '6—a1"y¥qu1n2§glll3n-4-ammes were reported as Clk and Dyrk
leucettines,'* bauerine C derivatives,'* a benzothiazole analog,'® inhibitors.” > In the present study, we de\.relope.zd. Pharme%co-
and natural product extracts.” However, development of potent phore and 3D-QSAR rpodels based on their activities aganst
and selective Clk and Dyrk inhibitors is still yet to be Clk4 and ‘D ytk1A by using the phase package of Schrodlngerl.
explored.'>" The obtained 3D-QSAR models have shown good predictive
Pharmacophore and QSAR are ligand-based molecular capabilities, according to the statistical validation based on
modeling techniques based on the notion that compounds training and. test set compounds. Further, the binding mode
interacting with the same target could share similar structural or between active ligands and the target Clk4' anéis DyrklA have
physicochemical properties. Structural properties such as been propose.d based on docking p rogram Glide.™ The obtained
hydrophobic, aromatic, and hydrogen-bond donor and acceptor ligand—protein interactions agree with the force field contours
could be featured by a pharmacophore model, which is used for
characterization of structurally diversed compounds targeting the Received: December 27, 2012
same protein.”_22 In combination of virtual screening, Published: March 16, 2013
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Table 1. Molecular Structures of Training and Test Set Compounds and Their Clk4 and Dyrk1A Inhibitory Activity

R1\N/R2
N)\ ~R3
{ P
NP Ra
ID R1 R2 R3 R4 pIC50 (Clk4) pIC50 (Dyrk1A)
Observed” | predicted’ | Observed” | predicted’
b, [¢]
170 JCHy |~ o | 4.96 5.13 4.85 4.57
b,
2 |CHy | & [y |H 4.92 4.48 451 4.16
” (o)
3 [oHCH [ & | (1 [H 4.85 4.48 4.42 435
b, (o)
4* |H O [y [H |as2 444|403 3.42
b 0
5 CHy | Ly |H 4.70 4.67 4.29 4.19
(o)
o e [ [y |H O |asa 451|359 375
b,c [e) (o)
7 H O Oy |H 4.54 4.22 4.52 433
89 H N ° |H
e U 4.47 4.07 3.81 3.64
9% |H S L
o S 4.46 4.51 4.46 4.01
(o)
10 CH [ &~ [y [H o |ass 4.69 4.01 3.99
(o)
e CHy | & Ty [H O a3 456 | 459 3.99
(o)
127 OF |y |H 4.42 4.23 3.90 3.73
(o)
13 |H o7 WO |H 4.41 3.83 4.21 3.82
149 |[H Nt % |H
~r* | 4.40 4.45 3.69 3.50
A O
157 |H Cr= [y |H 438 4.09 413 3.84
(o)
167 |CHy | ~r# | Ly |H 435 4.35 3.92 3.81
(o)
17 |H N+ | |H 4.33 4.27 4.24 3.64
187 |[H Syt °% |H
SN 430 432 4.16 3.91
- (o)
19° |H ! Jrp |H 4.16 3.97 4.77 4.53
(o)
20 |H O o |H 4.10 4.26 4.08 361
A
2% TCH; [ v | (3, [H 4.09 3.78 3.25 2.79
2 |H O | o= |H 4.06 3.99 2.84 3.17
23 |H o ﬁ:@ H 4.05 418 412 432
247 [H 7| Lyee [H 3.98 3.67 NA/ NA
O
25 |H O [y |[H 3.93 4.47 2.94 3.52
H O
6| CHs ) e L |H 3.92 4.26 3.0 3.56
277 |H Syt °y |H
O K@OJ 3.90 3.63 3.75 3.59
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Table 1. continued

D |RI R2 R3 R4 | piC50 (Clka) pIC50 (Dyrk1A)
Observed” | predicted’ | Observed” | predicted’
28 H r# gé H 3.89 3.86 3.79 3.58
29 |H = Q/\OH H 3.87 3.75 NA NA
307 [H O [ |H 3.85 3.76 4.03 4.12
3 H {,Nf\‘% )@@ H 3.79 3.82 327 374
2 | H O | Lyee [H 3.70 3.87 NA NA
337 |H O | e |H 3.64 3.45 2.44 2.70
347 |CHy | Oy | Lyoo= | H 3.62 3.63 2.82 3.04
357 |H Cr }Q“OH H 3.62 3.93 233 2.55
36" |H o | L H 3.60 3.23 2.90 2.63
37% |H e oo | H 3.60 3.48 2.85 3.00
38 |H Oy @§> H 3.59 3.55 3.87 4.16
397 [CHy | & | e H 3.57 3.47 2.95 2.78
40 |H O | o |H 3.48 3.55 2.50 2.86
4° |H <r* | L H 3.47 3.31 2.32 2.00
2°7 1H RV R H 331 2.70 2.47 2.37
43% | H ér\)‘/ff Jgocce | H 3.10 3.00 2.57 2.76
44°9 |H Y;NJ/f‘f h@rcooa H 3.09 3.30 2.08 2.65
4s” 1H o L, B 2.98 3.47 224 1.81
467 |H O R H 2.96 2.70 2.46 2.66
47| H e No o 2.79 272 NA NA
48’ |H - O e |H 2.78 2.97 3.23 3.63
e S OMe
49° |H o Lo B 2.44 2.94 NA NA
50% | H O~ | O H 2.40 2.52 NA NA
517 |H <~ )i; H 2.10 2.66 2.05 2.07
52% [ H O~ Ol 2.10 2.25 NA NA
»% IH ves ﬁm NA NA NA NA
% OMe
54 |H Cr L, | NA NA NA NA
57 [ H Cr L H NA NA 2.35 2.44
56% | H &7 |H ST | NA NA NA NA

“Compounds are from ref 12 other compounds without footnote a are from ref 13. YThe most active drugs used for generation of Clk4
pharmacophore model. “The most active drugs used for generation of Dyrk1A pharmacophore model. “The most inactive drugs used for evaluation
of Clk4 pharmacophore model. “The most inactive drugs used for evaluation of Dyrk1A pharmacophore model. fBelong to test set for Clk4 QSAR
model. Belong to test set for Dyrk1A QSAR models. hpICSO values calculated from IC50 data. pICS0 values predicted based on 3D-QSAR model.
/These compounds have IC50 > 10,000nM. pIC50 not available due to lack of exact IC values.

obtained via QSAR analysis and help to understand the protein—
ligand interactions that are responsible for the biological activities
on the molecular level when targeting Clk4 and DyrklA. The
developed models give useful information of lead optimization
for future rational design of Clk4 and Dyrk1A inhibitors and will
be helpful in development of selective inhibitors between these
two targets.

B METHODS

Pharmacophore Modeling. The pharmacophore and
3D-QSAR models were generated based on 56 recently
published 6-arylquinazolin-4-amine analogs that were tested for
their inhibition effects against Clk4 and Dyrk1A.>'*"* Training
and test set compounds were selected in such way that they
covered a similar range of biological activities. Their structures
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are shown in Table 1. The molecular structures were sketched
and built with Maestro.*® The pharmacophore models were
generated with the “Develop Pharmacophore Model” module of
phase. Observed activities (ICS0) were converted to form of
negative logarithm (pICS0) before pharmacophore generation.
Multiple conformers were generated for each molecule followed
by energy minimization based on OPLS-2005 force field.*” The
conformational space was explored by ConfGen,*® with 100
conformers per rotatable bond and 1000 maximum of con-
formers per structure. A distance-dependent dielectric was
applied for solvation treatment. The pharmacophore models
were developed with the most active training set compounds,
which are defined as “active ligands” for pharmacophore
generation. Features of hydrogen bond acceptor and donor,
hydrophobic, negative, positive, and aromatic rings were located
in the pharmacophore models. Pharmacophores with five
features that match to all active ligands were generated by
using a tree-based partitioning technique®* with maximum tree
depth of five. The generated pharmacophore hypotheses were
scored with default parameters, except that the weight of
reference ligand activity is set to 0.3. The top two hypotheses
were selected for further generation of 3D-QSAR models. All
molecules were aligned in according to selected pharmacophore
models.

3D-QSAR Modeling. Atom-based 3D-QSAR is advanta-
geous over pharmacophore-based 3D-QSAR in that the former
considers the entire molecular space while the latter does not
involve area beyond the pharmacophore model.**** In this
study, atom-based 3D-QSAR models were generated with
training set compounds based on the molecular alignment
obtained by pharmacophore generation. In the atom-based
model, each atom is represented by a sphere with the van der
Waals radius, in accordance to the atom type assigned to each
atom. Training set molecules are covered with a regular grid of
cubes, with each cube represented with up to six “bits”,
representing six different classes of atoms. The atom types are
hydrogen-bond donor (D), hydrophobic or nonpolar (H),
negative ionic (N), positive ionic (P), electron-withdrawing
(includes hydrogen-bond acceptors, W), and miscellaneous
(X).** The 3D-QSAR partial least-squares (PLS) models were
built with three maximum PLS factors in regression model and
1 A length of the sides of cubic volume elements. The 3D-QSAR
models were validated with test set compounds.

Homology Modeling. The crystal structure of Clk4 has not
been published yet. A homology model of Clk4 was generated
with template of Clkl by using Prime, Schrodinger.** The
sequence of human Clk4 was retrieved from the Protein
Database at NCBI (http://www.ncbi.nlm.nih.gov/protein).
Search of homologous proteins in the NCBI Protein Database
(PDB) and sequence alignment were performed through remote
access to the BLAST service at NCBI, a function imbedded in
Prime. The initial alignment by BLAST was rectified by the
second structure prediction (SSP) program SSpro (bundled with
Prime), followed by refined alignment obtained via Prime. The
homologous model was generated by including template ligand
into the model. The initial model was refined with the refinement
procedure of Prime. The quality of the final model was accessed
by procheck.

Preparation of Receptor and Ligand Molecules for
Docking. Low-energy conformations of ligands that were used
for docking program Glide were generated via Ligprep®' of
Schrodinger. New structures were produced based on force
field OPLS_200S, with protonation states generated at target
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PH 7.0 + 2.0. Thirty-two stereoisomers computed by retaining
specified chiralities were allowed for each ligand. Protein struc-
tures for use by Glide were prepared with the Protein Preparation
Wizard* of Schrodinger. The structures were first preprocessed
with bond order assignment, hydrogen addition, metal treat-
ment, and deletion of all waters in the crystal structures.
Hydrogen bonding network and orientation of Asn, Gln, and His
residues were optimized based on hydrogen bond assignment.
The states of histidine (HIS, HIE, or HIP) were assigned after
optimization. Finally, the proteins were minimized to RMSD
0.3 A based on force field OPLS2005.

Receptor Grid Generation and Docking. Docking is
based on a grid represented by physical properties in the receptor
volume that is searched for ligand—receptor interaction during
docking process. Grid files were prepared with the “Receptor
Grid Generation” panel of Glide.®™ Grid points were
calculated within a region or an enclosing box defined with the
centroid of the bound ligand and the size of a docked ligand with
length <20 A. To study possible hydrogen bonding interactions with
docked ligands, constraints were applied on some Clk4 atoms,
ie, the backbone hydrogen of Leu242, according to the
participation of its corresponding residues in hydrogen bonding
in crystal structures of Clk1 (PDB ID: 1Z57) and DyrklA (PDB
IDs: 3ANQ, 3ANR, 2WO6, and 2VX3). Docking was performed
by Glide*™* of Schrodinger. The score function of Glide, or
Glidescore,* a modified and expanded version of ChemScore,*®
was used for binding affinity prediction and ligand ranking.
The docking can be on the level of either standard (SP) or extra
precision (XP). The improvement of XP over SP includes
the addition of large desolvation penalties to both ligand and
protein, assignment of specific structural motifs that contribute
significantly to binding affinity, and expanded sampling
algorithms required by scoring function improvement.** The
XP scoring function comprises four components: E,,; (Coulomb
energy), By, (Van de Waals’s energy), Ey,q (items favoring
binding), and E,yyy, (items hindering binding).** In this study,
extra precision docking was applied, with ligand conformations
being generated during docking process. Although the protein
keeps rigid, the surface of a ligand is “softened” by scaling the van
der Waals radii of nonpolar atoms in order to decrease penalty
caused by close contacts. The scaling factor was 0.8, while the
partial charge cutoff was 0.15.

B RESULTS AND DISCUSSION

Pharmacophore Models. Pharmacophore models of Clk4
and DyrklA inhibitors were generated with five of the most
active compounds. Table 1 showed that these two targets share
overlapping but not exactly same active ligands. For example,
compound 1 (denoted as comp-1; other compounds represented
in the same way) has the highest activity against both enzymes,
and comp-2 and comp-7 are active ligands that were used for
both model generations. In addition, comp-4 and comp-5 were
for generation of Clk4 models, while comp-3 and comp-19 were
for Dyrk1A models. A total of 30 and 37 five-point hypotheses
were generated for Clk4 and Dyrk1A inhibitors, respectively, by
requiring all active ligands matched to the generated hypotheses.
The initial hypotheses were evaluated by scoring both active and
inactive ligands. Although inactive ligands were not involved in
model generation, they were used to eliminate hypotheses that
do not distinguish between active and inactive compounds,
which is especially useful when all active ligands share common
structural skeleton. Figure 1 shows the pharmacophores with the
highest adjusted scores mapped to the most active compound 1.

dx.doi.org/10.1021/ci300625¢ | J. Chem. Inf. Model. 2013, 53, 938—947
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Figure 1. Pharmacophore models generated for Clk4 (A) and Dyrk1A
(B). Orange: aromatic rings. Rose: hydrogen-bond acceptor.

Both models are represented with AAARR, indicating they have
three hydrogen-bond acceptors and two hydrophobic groups. It
is not surprising that the models associated with Clk4 and
DyrklA have features located at almost the same positions,
considering both active sets have common scaffolds. For both
models, two acceptors and one hydrophobe are matched to the
quinazoline ring, which is shared among all tested compounds.
The other two features, or one acceptor and one hydrophobe, are
mapped to the R3 substituent 1,3-benzodioxol, which is shared
among all active ligands.

Atom-Based 3D-QSAR Models. The Clk4 and DyrklA
inhibitors used for atom-based 3D-QSAR generation were
aligned based on the above-mentioned pharmacophore models
(Figure 2). One third of tested compounds were assigned to the
test set, with training and test set compounds covering the same
range of inhibition activities. There were 35 and 17 drugs in the
training and test sets associated with Clk4, respectively, while 31
and 15 drugs were associated with DyrklA, respectively.
Compounds with ICs above 10,000 nM'*"* (denoted as NA in

Table 1) were only used for evaluation of pharmacophore
models but were excluded from 3D-QSAR modeling due to the
lack of exact IC values. Statistically significant 3D-QSAR models
were generated via partial least-squares (PLS) (three factors)
based on the training set followed by validation with test set
compounds. Table 2 shows the results of atom-based 3D-QSAR
models. The correlation coefficients based on training (R* in
Table 2) and test set compounds (Q?) were 0.88 and 0.79
(factor 3) for Clk4, respectively, while those with Dyrk1A were
0.85 and 0.82 (factor 2), respectively. Figure 3 represents the
observed versus predicted activities of training and test set com-
pounds regarding Clk4 (Figure 3A) and DyrklA (Figure 3B)
3D-QSAR models.

The 3D-QSAR models with combined effects of hydrogen
bond donor, hydrophobic/nonpolar, electron-withdrawing, and
other features were visualized in Figure 4. Figure 4A and B
indicate the cubes generated with the most (comp-1) and least
active (comp-52) compounds in training set regarding Clk4. The
blue regions indicated favorable features contributing to the
ligand interactions with target enzyme, while the red ones
indicated unfavorable features. The effect of the hydrogen bond
donor is revealed by the red region on the substitute R1 of comp-
52, indicating a hydrogen on the amine group located on
4-position of the quinazoline ring is unfavorable for activity. The
results are supported by the evidence that when R1 is changed
from an alkyl group to a hydrogen atom, the activity decreases, as
can be seen when comparing comp-1 with comp-14, comp-2/3
with comp-13, comp-10 with comp-20, comp-5 with comp-18,
and comp-6 with comp-9.

The comparison between the hydrophobic effects of the most
and least active compounds can be seen at position of substituent
R3. There is a big blue region at the five-member ring of the
benzodioxol group of comp-1, indicating oxygen or hydrophilic

Figure 2. Superimposing of training and test set compounds associated with Clk4 (A) (n = 52) and DyrklA (B) (n = 46).

. (A) () o
L 4
* 0: *e
N >
. 0‘ . ”( "‘:Q ¢ training set
‘Q’ * ‘ 2= ¢ testset
’0/,2’0. NS Q * —— Linear (training set)
0,? &
? \ ¢ * %2 ¢ ——Linear (test set)
o % o
g &
L 4
2 ‘ ; 15 ; ; ;
2 3 4 5 1.5 2.5 3.5 4.5

Figure 3. Observed and predicted activities of training (red) and test (blue) set compounds associated with Clk4 (A) and Dyrk1A (B).
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((3)

Figure 4. Atom-based Clk4 (A and B) and DyrklA (C and D)
3D-QSAR models visualized with the most and least active compounds.

atoms could be favorable at this region. On the contrary, for
comp-52, there is a red area around the methyl group of the
3-methylphenyl group on the R3 substitution, indicating a
hydrophobic group attached to the phenyl ring is unfavorable for
activity. This observation is consistent with trend of activity that
when the benzodioxol ring in comp-13 is replaced with
less hydrophilic groups, such as methylphenyl (comp-52),
methoxybenzene(comp-4S), and chlorophenyl group (comp-
54 and comp-51), the activities decreased dramatically. These
results were also consistent with the identified pharmacophore
feature, characterized by a hydrogen bond acceptor located at the
benzodioxol group. The other difference between the hydro-
phobic contours regarding comp-1 and comp-52 is that there is a
blue area at the 2-position of thiazole ring on R2 substituent of
comp-1, indicating a hydrophobic substitute on a meta-position
might be favorable for activity. The observation is supported by
the fact that comp-4, with a methyl group on the furan ring, is
more active than comp-20, which does not have a substituent on
the furan ring. The oxygen atoms of the benzodioxol ring also
contributed to the electron withdrawing features, indicated with
a blue area around 1,3-dioxol group of comp-1.

The combinational effects of hydrogen bond donor, hydro-
phobic/nonpolar, electron-withdrawing, and other features
regarding Dyrk1A are visualized in Figure 4C and D. Similar to
the Clk4 activity data, comp-1 is the most potent inhibitor against
Dyrk1A. Although comp-52 is among the compounds with
lowest activity against Dyrk1A, it was not used in the training or
test sets due to lack of exact activity value. Instead, Figure 4D
represented the energy fields around comp-51, the compound
with lowest activity among training set molecules. The roughly
similar activity trends between Clk4 and DyrklA account for
similar patterns of energy fields occupied by comp-1 and comp-51,
compared with their Clk4 counterparts. Similar to the volume
regarding Clk4 model, the one occupied by comp-1 (Figure 4C)
had three big blue regions: those around the oxygen atoms of
benzodioxol ring as R3 substituent, around the 2-methyl-thiazole
ring of R2 substituent, and around the methyl group as Rl
substituent, indicating a hydrophilic and electron-withdrawing
group attached to phenyl ring of R3 substituent, a hydrophobic
group attached to the substituting ring at R2 substituent, and
a tertiary amine with bulky hydrophobic R1 substitute, could
benefit the inhibitory activity. In contrast, the red regions in
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Figure 4D around the hydrogen of R1 substituent, the thiophen
ring of R2 substituent, and the chlorophenyl ring of R3
substituent represent that a hydrogen on R1 and a hydrophobic
group beside R2 and R3 could be harmful for the inhibitory
effects.

Homology Modeling. A homology model of Clk4 was
generated in previous publications.”'® Here, a homology model
of Clk4 complexed with ligand 10Z-hymenialdisine was
generated with template of Clkl complexed with the same
ligand (PDB ID: 1Z57) by using Prime. Initial sequence
alignment was obtained by remote access to the NCBI BLAST
service, leading to identification of PDB structures with high
sequence identities as the query sequence. The structure with
highest sequence identity 86% (Clkl, PDB ID: 1Z57) was
chosen as the template to build the structure model for Clk4.
Because residues 1—145 and 481 do not have corresponding
residues in the template, only a homologous model with residues
146—480 was generated. The high sequence identity between the
template and query structures account for a high level of
alignment without leaving a gap among matched residues. The
initial alignment was adjusted by Prime in terms of comparison
between matched residues and secondary structure prediction
(Figure S1, Supporting Information). Because all residues in the
generated model found their corresponding residues in the
template, loop refinement was omitted in the structure refine-
ment procedure. Atoms with homology status of 1 indicate that
their side chain coordinates are not taken from the template.
For such atoms, coordinates were refined with the “predict side
chain” tool of Prime. The refined model was compared with the
template to ensure that side chains belonging to the binding site
have same orientation as those of the template residues. The
quality of the homologous model was assessed with Procheck
(Figure S2, Supporting Information).

Binding Mode Identified by Docking. After the character-
ization of ligand—protein interaction by ligand-based pharma-
cophore and 3D-QSAR models, it was of interest to explore the
interaction in a structure-based approach. The docking of
inhibitors 1, 29, and 52 into the Clk4 ATP binding domain was
performed with Glide.*® Figure 5 demonstrated the binding
modes obtained from docking without any hydrogen bond
constraints imposed on protein atoms. Superimposing of the
ligands in Figure SA showed that they adopted similar poses in
the binding pocket, with the R3 substituent at the hydrophilic
entrance of the binding cleft sided by residues Asp248, Ser24S,
Glu290, and backbone of Leul6S, Glyl66, and Glul67, the
quinazoline core overlapping at the bottom of the binding
pocket, and R2 substituent fitting into a hydrophobic pocket
surrounded by Leul6S, Vall73, Ala 187, Leu 241—-242, and
Leu293. In the crystal structures of Clk1'>*” and Dyrk1A,"*** a
hydrogen bond between a ligand and Lys191 in Clk1 (Lys188 in
Dyrk1A; Figure S3, Supporting Information for sequence
alignment among Clk1, Clk4, and Dyrk1A), a residue from a f3
sheet on one side of the ATP binding cleft is important for
ligand—protein interaction. Similarly, binding model obtained by
docking ligands to the ATP binding domain of Clk4 (Figure SB,
C, D) indicated that the corresponding residue Lys 189 in Clk4
formed hydrogen bonds with all three ligands.

Compound 1 has the highest inhibition activity among all
tested compounds. Above mentioned 3D-QSAR model
indicated that a hydrophobic Rl substitute on the position-4
amine is favorable. Figure 5B represented that the methyl group
on compound 1 is oriented into a hydrophobic pocket
surrounded by the side chains of residues Val173, Alal87, and
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Journal of Chemical Information and Modeling

G166

o

-

5 £290

E204, F324

1208 D323

K189 %

F239/) V223 g

>L2§3 E290
\E240 ¢/ y\173 f

{v188 ]
i

INEY)
L2h ~ G166

1241\
L165 G243

Y247

E204 /| F324

D323
K189 i 4
V28— V322
_/T“ F170 ~N291
N2

Voo 1293 £290

1734 Y247

/

Figure S. Obtained binding modes between Clk4 and ligands. (A) Superimposing of compounds 1, 29, and 52 docked to homology model of Clk4. (B)
Binding mode between compound 1 and Clk4. (C) Binding mode between compound 29 and Clk4. (D) Superimposing of Dyrkl1A (blue, PDBID:
3ANQ) and Clk4 backbones with compound 29. All compounds are represented with ball and sticks, all protein residues in lines, except D248 of Clk4
and D247 of Dyrk1A in (D), which are represented in sticks. All residues are shown with only backbone atoms except D248 of Clk4 and D247 of Dyrk1A

in (D).

Phe239, which could increase the van der Walls interaction
between compound 1 and Clk4. Compound 29 was selected as a
chemical probe for Clk4 that has selectivity of Clk4 against other
Clk and Dyrk.">" Figure SC showed that there is a hydrogen
bond between the hydroxyl group on the R3 substituent of
compound 29 and the side chain of Asp248, which could
contribute to the selective inhibitory effects of this compound
against Clk4. The superimposing between structures of Dyrk1A
(PDB ID: 3ANQ) and Clk4 is shown on Figure SD. Compared
to the side chain of Asp248 of Clk4, the corresponding atoms of
residue Asp247 in DyrklA are moving away from the binding
pocket by about 2 A, which could account for the high selectivity
of this compound between Clk4 and Dyrkl1A.The interaction
between Clk4 and ligands identified by docking agreed with the
results from ligand-based pharmacophore and 3D-QSAR
models. The hydrogen bond between side chain of Lys189 and
the nitrogen of quinazoline ring of compounds 1, 29, and 52 was
consistent with the hydrogen bond donor feature located on the
position-1 nitrogen of quinazoline core identified by the
pharmacophore model featured in this study (Figure 4). The
orientation of the hydrophilic R3 substituent of compound 29
and 1 to the hydrophilic pocket of Clk4 was supported by the
contour maps obtained via 3D-QSAR model indicating that
hydrophilic and electron-withdrawing groups were favored in
this area. By contrast, the unfavorable interaction between the
hydrophobic methylphenyl group of compound 52 and the
hydrophilic pocket could account for its much lower inhibitory
activity than compound 1 and 29.

It is noticed that there were two hydrogen bond donors
featured on the nitrogen atoms of quinazoline ring by the
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pharmacophore model but only one of them participated in the
hydrogen bonding interaction with Clk4. Pharmacophore
characteristics are indications of structural properties of ligands
interacting with a receptor but do not necessarily identify key
features that are responsible for ligand—protein interaction.
Because all 6-arylquinazolin-4-amine analogs involved in this
study, active or inactive, have the same quinazoline core, the
identified two hydrogen bond acceptors associated with this core
may not be essential for ligand recognition. For further study, a
training set with structurally diverse compounds might be
needed to explore the structural space of interacting ligands.
Correlation between Binding Energies and Protein—
Ligand Interaction. The docking scores associated with the
obtained Clk4 interaction with compounds 1, 29, and 52 were
—8.63, —8.61, and —7.72 kcal/mol, respectively. The comparison
among binding energies is consistent with the activities of these
compounds, with compounds 1 and 29 being much stronger
Clk4 inhibitors than compound 52, in terms of their IC50 values
(observed pICSO were 4.96, 3.87, and 2.10, respectively).
Compound 1 had a slightly lower binding energy than the
compound 29. Although the latter has one more hydrogen
bonding interaction than the former, the lower binding energy of
compound 1 could be attributed to its favorable hydrophobic
interaction of R1 substitute (methyl group in compound 1 vs
hydrogen in compound 29) and the more favorable electrostatic
interaction of its R3 substitute, which fitted to the hydrophilic
pocket sided by residues Asp248, Ser24S, and Glu290. The very
close binding energies between compounds 1 and 29 could be
due to the overestimation of the hydrogen bond effect be-
tween Asp248 and the hydroxyl group on R3 of compound 29.
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The predicted pIC50 values of compounds 1, 29, and 52 were
5.13,3.75, and 2.25, respectively. Compared with docking scores,
the QSAR analysis seemed more effective in distinguishing the
inhibitory activities of compounds 1 and 29 against Clk4.

Comparison with Previous Binding Modes between
Clk4 and Its Inhibitors. The binding mode between Clk4/
DyrklA and compounds 1 and 29 was discussed in previous
publications.”'>'* Homology modeling of Clk4 and docking of 1
and 29 to the ATP binding domain of Clk4 were performed with
different programs.”'>'* Similar to the current docking results,
the previous binding mode between Clk4 and compound 29
indicated a hydrogen bond between the side chain of Asp 248 of
Clk4 and the hydroxyl group of compound 29."* Previous
superimposing of the homology model of Clk4 and crystal
structure of Dyrk1A suggested that unfavorable backbone shift of
residue Asp247 in Dyrk1A (counterpart residue Asp248 in Clk4)
could be responsible for the decreased activity of compound 29
against Dyrk1A than Clk4, which is also confirmed in the present
study. However, the difference between the current and previous
binding mode is significant. Observed in the current ligand—
enzyme interaction, the orientation of the quinazoline core and
the R2 substituent attached to the 4-amine group flipped almost a
180 degree from previous position. Therefore, the current mode
represented a hydrogen bond between a quinazoline nitrogen
and the side chain of Lys 189, instead of between the nitrogen
and the backbone of Leu242, a residue located on the hinge
region of the ATP binding pocket, in the previous model. Both
Lys189 and Leu242 are critical for ligand characterization with
Clk4, according to the importance of their corresponding residues
in the crystal structures of Clkl and Dyrk1A. A hydrogen bond
between ligand and the counterpart Lys (Lys 191 in Clk1 and Lys
188 in DyrklA) is present in all identified crystal structures of
Clk1 (PDB ID: 1757 and 2VAG) and part of the crystal structures
of DyrklA (PDB IDs: 3ANQ_and 3ANR). By contrast, the
involvement of the residue at the same position as Leu242 in
the hydrogen bond interaction is only available at one of the Clk1
structures (PDB ID: 1Z57) but is available at all identified
Dyrkl1A structures (PDB IDs: 3ANQ, 3ANR, 2WO6, and 2VX3).

To further study the interaction between Clk4 and the ligands,
alternative binding modes with hydrogen bonding interaction
between Leu242 and Compounds 1, 29, and 52 were obtained by
imposing H-bond constraint on backbone hydrogen of Leu242,
requiring at least one hydrogen bond involving the constrained
atom in the protein—ligand complex obtained from docking. The
binding modes with a hydrogen bond involving Leu242 of Clk4
and compounds 1, 29, and 52 are shown in Figure S4 of the
Supporting Information. The docking scores associated with the
above protein—ligand interactions were —7.62, —7.67, and —7.55
kcal/mol, respectively. Compared with the binding modes
obtained without any H-bond constraint (—8.63, —8.61, and
—7.72 kcal/mol, respectively, for compounds 1, 29, and 52), the
docking scores regarding those with Leu242 H-bond interaction
are higher, indicating the binding modes with Lys189
participation in hydrogen bond interaction might be more
favorable than those with Leu242 participation.

As can be seen from the Clk4-compound 1 complex (Figure
S4, Supporting Information), the N3 of the quinazoline ring
participated in the hydrogen bonding with Leu242 located at the
hinge region. By contrast, a previous publication proposed two
hydrogen bonding interactions between both quinazoline
nitrogen atoms and the hinge region of Clk4."®> Except for one
hydrogen bond involving the amide NH of Leu242, the other one
was marked between the backbone carbonyl oxygen of Glu240
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and the N3 of the quinazoline core.'® Because there is no other
hydrogen bond donor close to Leu242 that is pointing to the
active site of Clk4, it seems hard that both nitrogen atoms on the
quinazoline ring can be involved in hydrogen bonding
interaction with the hinge region. Although the current binding
mode seems more favored than the previously published one in
terms of their docking scores, further study is yet to be explored
in order to identify the drug-target interaction associated with
arylquinazolines and Clk4/Dyrk1A.

Insights into Design of New Clk4 and Dyrkl1A
Inhibitors with Higher Affinity and Specificity. The major
goal of QSAR analysis and docking is to design new ligands with
higher potency and selectivity. Both binding modes (Figure 5)
and QSAR analysis demonstrated that a hydrophobic R1 group
could be favorable for the inhibition of Clk4. Binding modes
indicated that R1 group and the a-carbon of substitute R2
attached to the 4-amino of quinazoline ring were surrounded by a
hydrophobic pocket formed with residues Phe239, Val223,
Leu242, Val173, and Leu293. Therefore, modification on these
two locations with hydrophobic groups might be a means of
improving inhibitory activities against Clk4. QSAR prediction
based on Clk4 pharmacophore model (Figure 1) indicated that
an addition of methyl group to the a-carbon of group R2 of
compound 1 could lead to an Clk4 inhibitor with pIC50 of 5.61,
higher than the predicted 5.13 of compound 1. QSAR prediction
also indicated that substitution of the hydrogen atom with methyl
group on the R1 of compound 29 might increase pIC50 value by
0.49, compared with the predicted pIC50 of compound 29, or
3.75. Because compound 29 is a selective inhibitor and a chemical
probe of Clk4 over other Clk and Dyrk,"” the compound with a
methyl modulation as R1 could represent a better probe that
explores the phenotype particularly down-regulated by Clk4.

B CONCLUSION

6-Arylquinazolin-4-amines have been recently identified as
potent Clk and Dyrkl inhibitors.”'*'* Characterization of
ligand—protein interaction through ligand-based 3D-QSAR and
pharmacophore models combined with structure-based docking
will be of great help in future lead compound identification and
optimization of novel Clk and Dyrk1 inhibitors. The comparison
between the interaction features associated with Clk4 and
Dyrk1A might shed light on the design of selective Clk4 and
DyrklA inhibitors. In the present study, we have developed
pharmacophore and atom-based 3D-QSAR models for the Clk4
and Dyrkl1A inhibitory effects of a series of 6-arylquinazolin-4-
amines. The high R* and Q* (0.88 and 0.79 for Clk4, 0.85 and
0.82 for Dyrkl1A, respectively) based on validation with training
and test set compounds suggested that the generated 3D-QSAR
models are reliable in predicting novel ligand activities against
Clk4 and DyrklA. Integrating molecular docking with ligand-
based SAR models allows us to use structural information to
further investigate ligand—protein interaction. The interactions
identified through docking ligands to the ATP binding domain of
Clk4 were consistent with the structural properties and energy
field contour maps characterized by the pharmacophore and 3D-
QSAR models and gave valuable hints regarding the structure—
activity profile of 6-arylquinazolin-4-amine analogs, suggesting
that the obtained protein-inhibitor binding mode is reasonable.
The 3D contour maps obtained through atom-based 3D-QSAR
modeling in combination with the binding mode between
inhibitor and residues of Clk4 obtained with docking provide
valuable insights into the rational design of novel Clk4 and
Dyrkl1A inhibitors, especially 6-arylquinazolin-4-amine analogs.

dx.doi.org/10.1021/ci300625¢ | J. Chem. Inf. Model. 2013, 53, 938—947



Journal of Chemical Information and Modeling

B ASSOCIATED CONTENT

© Supporting Information

Sequence alignment compared with second-structure prediction
between Clk4 and CIkl. The quality of homologous model of
Clk4 evaluated with Procheck. Sequence alignment among Clk1,
Clk4, and Dyrk1A obtained by using ClustalW2. This material is
available free of charge via the Internet at http://pubs.acs.org.

B AUTHOR INFORMATION

Corresponding Author
*E-mail: ywang@ncbinlm.nih.gov (Y.W.); bryant@ncbi.nlm.
nih.gov (S.H.B.).

Notes
The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

This research was supported by the Intramural Research
Program of the National Institutes of Health (NIH), National
Library of Medicine (NLM). We thank Helix Systems, High-
Performance Computing at the NIH for making Maestro,
Schrodinger available for this study.

B ABBREVIATIONS

Clk4, Cdc2-like kinase; DyrklA, dual specificity tyrosine-
phosphorylation-regulated kinase 1A; QSAR, quantitative
structure—activity relationship

B REFERENCES

(1) Aranda, S.; Laguna, A; de la Luna, S. DYRK family of protein
kinases: Evolutionary relationships, biochemical properties, and func-
tional roles. FASEB J. 2011, 25 (2), 449—462.

(2) Grabher, P.; Durieu, E.; Kouloura, E.; Halabalaki, M.; Skaltsounis,
L. A;; Meijer, L.; Hamburger, M.; Potterat, O. Library-based discovery of
DYRKI1A/CLK1 inhibitors from natural product extracts. Planta Med.
2012, 78 (10), 951-956.

(3) Manning, G.; Whyte, D. B.; Martinez, R.; Hunter, T.; Sudarsanam,
S. The protein kinase complement of the human genome. Science 2002,
298 (5600), 1912—1934.

4) Ninomiya, K.; Kataoka, N.; Hagiwara, M. Stress-responsive
maturation of Clkl/4 pre-mRNAs promotes phosphorylation of SR
splicing factor. J. Cell Biol. 2011, 195 (1), 27—40.

(5) Mott, B. T.; Tanega, C.; Shen, M.; Maloney, D.J.; Shinn, P.; Leister,
W.; Marugan, J. J; Inglese, J.; Austin, C. P.; Misteli, T.; Auld, D. S,;
Thomas, C. J. Evaluation of substituted 6-arylquinazolin-4-amines as
potent and selective inhibitors of cdc2-like kinases (Clk). Bioorg. Med.
Chem. Lett. 2009, 19 (23), 6700—6705.

(6) He, C; Zhou, F.; Zuo, Z.; Cheng, H.; Zhou, R. A global view of
cancer-specific transcript variants by subtractive transcriptome-wide
analysis. PLoS One 2009, 4 (3), e4732.

(7) Matlin, A. J; Clark, F.; Smith, C. W. Understanding alternative
splicing: Towards a cellular code. Nat. Rev. Mol. Cell. Biol. 2008, 6 (5),
386—398.

(8) Hammerle, B.; Carnicero, A.; Elizalde, C.; Ceron, J.; Martinez, S.;
Tejedor, F. J. Expression patterns and subcellular localization of the
Down syndrome candidate protein MNB/DYRKIA suggest a role in
late neuronal differentiation. Eur. J. Neurosci. 2003, 17 (11), 2277—2286.

(9) Moller, R. S.; Kubart, S.; Hoeltzenbein, M.; Heye, B.; Vogel, 1;
Hansen, C. P.; Menzel, C.; Ullmann, R.; Tommerup, N.; Ropers, H. H,;
Tumer, Z.; Kalscheuer, V. M. Truncation of the Down syndrome
candidate gene DYRKIA in two unrelated patients with microcephaly.
Am. ]. Hum. Genet. 2008, 82 (5), 1165—1170.

(10) Park, J.; Song, W. J.; Chung, K. C. Function and regulation of
DyrklA: Towards understanding Down syndrome. Cell. Mol. Life Sci.
2009, 66 (20), 3235—3240.

946

(11) Ryoo, S. R;; Jeong, H. K.; Radnaabazar, C.; Yoo, J. J.; Cho, H. J;
Lee, H. W,; Kim, L. S.; Cheon, Y. H,; Ahn, Y. S,; Chung, S. H.; Song, W. ].
DYRKI1A-mediated hyperphosphorylation of Tau. A functional link
between Down syndrome and Alzheimer disease. J. Biol. Chem. 2007,
282 (48), 34850—34857.

(12) Rosenthal, A. S.; Tanega, C.; Shen, M.; Mott, B. T.; Bougie, J. M.;
Nguyen, D. T.; Misteli, T.; Auld, D. S.; Maloney, D. J.; Thomas, C. J. An
inhibitor of the Cdc2-like kinase 4 (Clk4). In Probe Reports from the NIH
Molecular Libraries Program, Bethesda, MD, 2010.

(13) Rosenthal, A. S.; Tanega, C.; Shen, M.; Mott, B. T.; Bougie, J. M.;
Nguyen, D. T.; Misteli, T.; Auld, D. S.; Maloney, D. J.; Thomas, C. J.
Potent and selective small molecule inhibitors of specific isoforms of
Cdc2-like kinases (Clk) and dual specificity tyrosine-phosphorylation-
regulated kinases (Dyrk). Bioorg. Med. Chem. Lett. 2011, 21 (10), 3152—
31S8.

(14) Debdab, M; Carreaux, F.; Renault, S.; Soundararajan, M,;
Fedorov, O; Filippakopoulos, P.; Lozach, O.; Babault, L.; Tahtouh, T;
Baratte, B.; Ogawa, Y.; Hagiwara, M.; Eisenreich, A.; Rauch, U.; Knapp,
S.; Meijer, L.; Bazureau, J. P. Leucettines, a class of potent inhibitors of
cdc2-like kinases and dual specificity, tyrosine phosphorylation
regulated kinases derived from the marine sponge leucettamine B:
modulation of alternative pre-RNA splicing. J. Med. Chem. 2011, 54
(12), 4172—4186.

(15) Fedorov, O.; Huber, K; Eisenreich, A.; Filippakopoulos, P.; King,
O.; Bullock, A. N.; Szklarczyk, D.; Jensen, L. J.; Fabbro, D.; Trappe, J.;
Rauch, U.; Bracher, F.; Knapp, S. Specific CLK inhibitors from a novel
chemotype for regulation of alternative splicing. Chem. Biol. 2011, 18
(1), 67-76.

(16) Ogawa, Y.; Nonaka, Y.; Goto, T.; Ohnishi, E.; Hiramatsu, T.; Kii,
L; Yoshida, M,; Ikura, T.; Onogi, H.; Shibuya, H.; Hosoya, T.; Ito, N,;
Hagiwara, M. Development of a novel selective inhibitor of the Down
syndrome-related kinase DyrklA. Nat. Commun. 2010, 1, 86.

(17) Bachmann, K; Patel, H.; Batayneh, Z.; Slama, J.; White, D.; Posey,
J.; Ekins, S.; Gold, D.; Sambucetti, L. PXR and the regulation of apoAl
and HDL-cholesterol in rodents. Pharmacol. Res. 2004, S0 (3), 237—
246.

(18) Ekins, S.; Chang, C.; Mani, S.; Krasowski, M. D.; Reschly, E. J.;
Iyer, M.; Kholodovych, V.; Ai, N.; Welsh, W. J.; Sinz, M.; Swaan, P. W,;
Patel, R.; Bachmann, K. Human pregnane X receptor antagonists and
agonists define molecular requirements for different binding sites. Mol.
Pharmacol. 2007, 72 (3), 592—603.

(19) Ekins, S.; Erickson, J. A. A pharmacophore for human pregnane X
receptor ligands. Drug Metab. Dispos. 2002, 30 (1), 96—99.

(20) Pan, Y; Li, L; Kim, G.; Ekins, S; Wang, H,; Swaan, P. W.
Identification and validation of novel human pregnane X receptor
activators among prescribed drugs via ligand-based virtual screening.
Drug Metab. Dispos. 2011, 39 (2), 337—344.

(21) Schuster, D.; Langer, T. The identification of ligand features
essential for PXR activation by pharmacophore modeling. J. Chem. Inf.
Model. 2008, 45 (2), 431—439.

(22) Yasuda, K; Ranade, A.; Venkataramanan, R.; Strom, S.; Chupka,
J.; Ekins, S.; Schuetz, E.; Bachmann, K. A comprehensive in vitro and in
silico analysis of antibiotics that activate pregnane X receptor and induce
CYP3A4 in liver and intestine. Drug Metab. Dispos. 2008, 36 (8), 1689—
1697.

(23) lynch, C; Pan, Y.; Li, L.; Swaan, P. W.; Wan, H. Identification of
novel activators of constitutive androstane receptor from FDA-approved
drugs by integrated computational and biological approaches.
Pharmacol. Res. 2013, 30, 489—501.

(24) Ballante, F; Ragno, R. 3-D QSAutogrid/R: An alternative
procedure to build 3-D QSAR models. Methodologies and applications.
J. Chem. Inf. Model. 2012, 52 (6), 1674—68S.

(25) Baroni, M.; Costantino, G.; Cruciani, G.; Riganelli, D.; Valigi, R.;
Clementi, S. Generating optimal linear Pls etimations (Golpe): An
advanced chemometric tool for handling 3d-QSAR problems. Quant.
Struct.—Act. Relat. 1993, 12 (1), 9—20.

(26) Cramer, R. D.; Patterson, D. E.; Bunce, J. D. Comparative
molecular field analysis (CoMFA). 1. Effect of shape on binding of

dx.doi.org/10.1021/ci300625¢ | J. Chem. Inf. Model. 2013, 53, 938—947


http://pubs.acs.org
mailto:ywang@ncbi.nlm.nih.gov
mailto:bryant@ncbi.nlm.nih.gov
mailto:bryant@ncbi.nlm.nih.gov

Journal of Chemical Information and Modeling

steroids to carrier proteins. . Am. Chem. Soc. 1988, 110 (18), 5959—
5967.

(27) Cruciani, G.; Watson, K. A. Comparative molecular field analysis
using GRID force-field and GOLPE variable selection methods in a
study of inhibitors of glycogen phosphorylase b. J. Med. Chem. 1994, 37
(16), 2589—2601.

(28) Goodford, P. J. A computational procedure for determining
energetically favorable binding sites on biologically important macro-
molecules. J. Med. Chem. 1985, 28 (7), 849—857.

(29) Klebe, G.; Abraham, U.; Mietzner, T. Molecular similarity indices
in a comparative analysis (CoMSIA) of drug molecules to correlate and
predict their biological activity. J. Med. Chem. 1994, 37 (24), 4130—
4146.

(30) Dixon, S. L.; Smondyrev, A. M.; Knoll, E. H; Rao, S. N.; Shaw, D.
E.; Friesner, R. A. PHASE: A new engine for pharmacophore perception,
3D QSAR model development, and 3D database screening: 1.
Methodology and preliminary results. ]. Comput.-Aided Mol. Des.
2006, 20 (10—11), 647—671.

(31) Dixon, S. L.; Smondyrev, A. M.; Rao, S. N. PHASE: A novel
approach to pharmacophore modeling and 3D database searching.
Chem. Biol. Drug Des. 2006, 67 (S), 370—2.

(32) Kubinyi, H. QSAR and 3D QSAR in drug design 0.2. Applications
and problems. Drug Discovery Today 1997, 2 (12), 538—546.

(33) Moro, S.; Bacilieri, M.; Cacciari, B.; Bolcato, C.; Cusan, C.;
Pastorin, G.; Klotz, K. N.; Spalluto, G. The application of a 3D-QSAR
(autoMEP/PLS) approach as an efficient pharmacodynamic-driven
filtering method for small-sized virtual library: Application to a lead
optimization of a human A3 adenosine receptor antagonist. Bioorg. Med.
Chem. 2006, 14 (14), 4923—4932.

(34) Phase, version 3.1; Schrodinger, LLC, New York, 2009.

(35) Glide, version 5.8; Schrodinger, LLC, New York, 2012.

(36) Maestro, version 9.0; Schrodinger, LLC, New York, 2009.

(37) Jorgensen, W. L.; Maxwell, D. S.; TiradoRives, J. Development
and testing of the OPLS all-atom force field on conformational
energetics and properties of organic liquids. J. Am. Chem. Soc. 1996, 118
(45), 11225—-11236.

(38) Watts, K. S.; Dalal, P.; Murphy, R. B.; Sherman, W.; Friesner, R.
A; Shelley, J. C. ConfGen: A conformational search method for efficient
generation of bioactive conformers. J. Chem. Inf. Model. 2010, 50 (4),
534—546.

(39) Shah, U. A; Deokar, H. S,; Kadam, S. S.; Kulkarni, V. M.
Pharmacophore generation and atom-based 3D-QSAR of novel 2-(4-
methylsulfonylphenyl)pyrimidines as COX-2 inhibitors. Mol. Diversity
2010, 14 (3), 559—568.

(40) Prime, version 3.0; Schrodinger, LLC, New York, 2011.

(41) LigPrep, version 2.3; Schrodinger, LLC, New York, 2009.

(42) Schrodinger Suite 2011 Protein Preparation Wizard; Schrodinger,
LLC, New York, 2011.

(43) Friesner, R. A.; Banks, J. L.; Murphy, R. B.; Halgren, T. A.; Klicic, J.
J.; Mainz, D. T.; Repasky, M. P.; Knoll, E. H.; Shelley, M,; Perry, J. K;
Shaw, D. E; Francis, P.; Shenkin, P. S. Glide: A new approach for rapid,
accurate docking and scoring. 1. Method and assessment of docking
accuracy. J. Med. Chem. 2004, 47 (7), 1739—1749.

(44) Friesner, R. A;; Murphy, R. B.; Repasky, M. P.; Frye, L. L;
Greenwood, J. R.; Halgren, T. A.; Sanschagrin, P. C.; Mainz, D. T. Extra
precision glide: Docking and scoring incorporating a model of
hydrophobic enclosure for protein—ligand complexes. J. Med. Chem.
2006, 49 (21), 6177—6196.

(45) Halgren, T. A.; Murphy, R. B.; Friesner, R. A.; Beard, H. S.; Frye,
L. L; Pollard, W. T.; Banks, J. L. Glide: a new approach for rapid,
accurate docking and scoring. 2. Enrichment factors in database
screening. J. Med. Chem. 2004, 47 (7), 1750—1759.

(46) Eldridge, M. D.; Murray, C. W.; Auton, T. R; Paolini, G. V.; Mee,
R. P. Empirical scoring functions: I. The development of a fast empirical
scoring function to estimate the binding affinity of ligands in receptor
complexes. J. Comput.-Aided Mol. Des. 1997, 11 (5), 425—44S.

(47) Bullock, A. N.; Das, S.; Debreczeni, J. E.; Rellos, P.; Fedorov, O.;
Niesen, F. H,; Guo, K; Papagrigoriou, E.; Amos, A. L.; Cho, S.; Turk, B.
E.; Ghosh, G.; Knapp, S. Kinase domain insertions define distinct roles

947

of CLK kinases in SR protein phosphorylation. Structure 2009, 17 (3),
352—-362.

(48) Tahtouh, T.; Elkins, J. M.; Filippakopoulos, P.; Soundararajan,
M,; Burgy, G.; Durieu, E; Cochet, C; Schmid, R. S;; Lo, D. C;
Delhommel, F.; Oberholzer, A. E.; Pearl, L. H.; Carreaux, F.; Bazureau, J.
P.; Knapp, S.; Meijer, L. Selectivity, cocrystal structures, and
neuroprotective properties of leucettines, a family of protein kinase
inhibitors derived from the marine sponge alkaloid leucettamine B. J.
Med. Chem. 2012, 55, 9312—9330.

dx.doi.org/10.1021/ci300625¢ | J. Chem. Inf. Model. 2013, 53, 938—947



