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Abstract Structure and ligand based pharmacophore
modeling and docking studies carried out using diversi-
fied set of c-Jun N-terminal kinase-3 (JNK3) inhibitors
are presented in this paper. Ligand based pharmacophore
model (LBPM) was developed for 106 inhibitors of
JNK3 using a training set of 21 compounds to reveal
structural and chemical features necessary for these
molecules to inhibit JNK3. Hypol consisted of two
hydrogen bond acceptors (HBA), one hydrogen bond
donor (HBD), and a hydrophobic (HY) feature with a
correlation coefficient (r*) of 0.950. This pharmacophore
model was validated using test set containing 85 inhibitors
and had a good 1? of 0.846. All the molecules were docked
using Glide software and interestingly, all the docked
conformations showed hydrogen bond interactions with
important hinge region amino acids (GIn155 and Met149)
and these interactions were compared with Hypo1 features.
The results of ligand based pharmacophore model (LBPM)
and docking studies are validated each other. The structure
based pharmacophore model (SBPM) studies have identi-
fied additional features, two hydrogen bond donors and
one hydrogen bond acceptor. The combination of these
methodologies is useful in designing ideal pharmacophore
which provides a powerful tool for the discovery of novel
and selective JNK3 inhibitors.
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Introduction

The c-Jun N-terminal kinases (JNKs) are members of the
mitogen-activated protein kinase (MAPK) family, which
regulate signal transduction in response to environmental
stress, and are also known as stress-activated protein
kinases. Three distinct genes encoding JNKs have been
identified (jnkl, jnk2, and jnk3), and at least 10 different
splicing isoforms are believed to exist in mammalian cells
[1, 2]. JNKI1 and JNK2 have a broad tissue distribution
compared to JNK3, which is primarily localized in CNS
neurons. However, JNK3 is also found at low levels in
heart and testis [3].

Three isoforms of JNK share more than 90% sequence
identity and the ATP pocket is almost 98% similar. Although
only small differences are present in the primary sequences of
the putative binding site, it has been found that the same
substrate binds with different affinities to these isoforms.
Therefore, it has become a challenging discovery to find novel
JNK3 isoform selective ATP competitive inhibitors.

JNK3 appears to play an important role in the brain
mediating neurodegenerative processes such as beta amyloid
processing, Tau phosphorylation and neuronal apoptosis in
Alzheimer’s disease, and recently, it has also been implicated
to have a role in neurotoxicity rodent model of Parkinson’s
disease [4, 5]. As it mediates neuronal apoptosis, i.e.,
downstream mechanism of JNK3-mediated apoptosis
includes the induction of Bim and Fas and the mitochondrial
release of cytochrome c; inhibiting this isoform makes it a
promising therapeutic target for neurodegenerative diseases
and stroke [6, 7].
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In our present study, we generated ligand and structure
based pharmacophore models and also docked selective
JNK3 inhibitors into the binding pocket of protein, in order
to find the main interactions between the selective inhibitor
and receptor at the atomic and amino acid level. In
designing this study, we used structure-based and ligand-
based pharmacophore approaches with different aims.
Structure-based pharmacophore model (SBPM) has the
ability to predict the interactions of ligand to the target
protein in a very specific way, and also it can reveal the

essential features of active site of JNK3 which could
contribute for ligand binding.

On the other hand, ligand based quantitative pharmaco-
phore method was used to elucidate the spatial arrangement
of structural features of various structurally diverse and
potent inhibitors crucial for biological recognition. The
ligand-based approach can reveal the common demand of
diverse ligands and results in more general pharmacophore
models that can be useful for virtual screening of large
databases.
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Scheme 1 Chemical structures of the 21 training set molecules applied to HypoGen pharmacophore generation

@ Springer



J Mol Model (2011) 17:151-163

153

Materials and methods
Pharmacophore generation
Ligand based pharmacophore studies

Pharmacophore models were generated for inhibitors of INK3
using Catalyst software package [8]. Catalyst is a relatively
new approach that focuses on modeling the drug-receptor
interactions using information derived only from the ligand.
Chemical-featured quantitative pharmacophore can be gen-
erated automatically using the HypoGen algorithm within
Catalyst, provided structure-activity relationship data of a
well-balanced set of compounds is available.

For the pharmacophore modeling, a set of 106 human
JNK3 inhibitors with activity (ICsy) spanning over 4
orders of magnitude (from 1.4 nM to 9400 nM) were
collected from our database called GOSTAR [9], an online
scientific database product. The activity of all the com-
pounds was measured by using human recombinant JNK3.
The chemical diversity of these compounds have five
different scaffolds (Acetonitrile, 3,5-disubstituted quino-
lines, 2'-anilino-4,4'-bipyridines, 6-anilinoindazoles and
N-(3-cyano-4,5,6,7-tetrahydro-1-benzothien-2-yl)amides).
The dataset was divided into a training set (21 compounds,
Scheme 1) and test set (85 compounds, Scheme 1 in
supporting information), considering both structural diversity
and wide coverage of the activity range. The compounds
with activity with <100 nM were considered as highly
actives (+++), compounds with an activity range between
100-1000 nM were considered as moderate actives (++)
and activity of >1000 nM as least actives (+)

All compounds used in the study were subjected to a
best method option of conformational search using a
Monte Carlo-like algorithm together with poling [10] to
generate a maximum of 250 conformers. Our models
emphasized a conformational diversity within the con-
straint of a 20 kcal mol™' energy threshold above the
estimated global minimum based on use of the CHARMM

force field [11, 12]. All other parameters used were kept at
their default settings. The molecules associated with their
conformation models were then submitted to Catalyst
hypotheses generation.

In hypotheses generation, the structure and activity
correlations in the training set were thoroughly examined.
HypoGen identifies features that are common to the active
compounds but excludes common features for the inactive
compounds within conformationally allowable regions of
space. Ten hypotheses were generated for every HypoGen
run from which the ones with the highest correlation values
were chosen. The selected pharmacophore model was
validated using cost analysis and test set activity prediction.
The best pharmacophore (Hypo 1) having highest correla-
tion coefficient (), lowest total cost, and lower RMSD
value was chosen to estimate the activity of the test set.

Structure-based studies

X-ray crystal structure of JNK3 (PDB ID 2r9s with a
resolution of 2.40 A) was used for structure based
pharmacophore and docking studies. For the protein,
solvent molecules were deleted and hydrogen atoms were
added; and the structures of protein and ligand were
combined in a single Macromodel (Schrodinger, Inc.) file.
The active site was visually inspected and the appropriate
corrections were made for tautomeric states of histidine
residues, orientations of hydroxyl groups, and protonation
states of basic and acidic residues. The hydrogen atoms
were minimized for 3000 steps with Macromodel in the
MMFF force field, [13] with all the heavy atoms (non
hydrogen) constrained to their original positions. This
minimized protein was further used for structure based
studies.

Structure based pharmacophore modeling studies (SBPM)

A crystalline complex with a ligand bound to a protein’s
active site is sufficient information to start the construction

Table 1 Results of

pharmacophore hypothesis Hypo no Total cost Cost-difference® Error cost RMS Correlation Features

generated using training set

against jnk3-kinase inhibitors 1 88.82 50.85 76.59 0.75 0.95 AAD,Z
2 89.88 49.79 77.70 0.82 0.94 AAD,Z
3 90.22 49.45 77.95 0.83 0.94 AAD,Z
4 90.52 49.15 78.24 0.85 0.94 AAD,Z
5 90.57 49.10 78.10 0.84 0.94 AAD,Z
6 92.61 47.00 80.63 0.97 0.92 A,AD,Z

* Fixed cost :82.58, Configuration 5 93.43 46.24 81.41 1.01 0.91 AADZ

cost 10.822, Null cost 139.676,

All cost values are in bits. 8 93.67 46.00 81.61 1.02 0.91 AADZ

A=hydrogen bond acceptor, 9 93.97 45.70 82.02 1.04 0.91 AAD,Z

Z=hydrophobic aliphatic, 10 94.17 45.50 82.20 1.04 0.91 AAD,Z

D=hydrogen bond donor
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Table 2 Experimental activity and pharmacophore predicted activities of test and training set molecules with docking energies

Compound no Experimental activity (ICso nM) Activity scale” Pharmacophore predicted activity Activity scale Dock score
107* 1.4 +++ 1.3 +++ -8.677315
102* 1.9 +++ 23 +++ -8.095716
103* 33 -+ 4.4 4+ -8.964477
105* 34 -+ 8.8 -+ -8.940582
104* 5.3 +++ 43 -+ -8.036478
97 6 -+ 69 -+ -8.223112
93 7 -+ 21 +++ -8.511295
96 8 +++ 87 -+ -7.072015
88 9 +++ 27 -+ -8.09064
86 15 +++ 21 -+ -8.046127
90 15 +++ 21 +++ -7.855313
71 17 +++ 27 +++ -6.426854
84 18 +++ 95 +++ -6.410482
80 20 +++ 53 +++ -7.509982
106 21 +++ 8.4 +++ -7.090109
99 30 +++ 80 +++ -7.463571
101 32 -+ 30 -+ -7.207862
72 32 -+ 90 -+ -6.720491
79 32 -+ 90 -+ -7.337874
81 33 -+ 85 +++ -7.38873
34* 41 +++ 39 -+ -7.336478
82 44 +++ 90 -+ -6.75102
85 44 +++ 90 +++ -7.32209
98* 48 +++ 170 ++ -7.240753
38° 65 +++ 78 +++ -7.168297
33 80 +++ 110 ++ -5.60253
37 80 +++ 110 ++ -6.739798
73 108 ++ 870 ++ -6.69444
417 120 ++ 110 ++ -6.727545
61 120 ++ 130 ++ -5.350442
62 140 ++ 390 ++ -6.883023
39 143 ++ 400 ++ -7.776516
43 147 ++ 200 ++ -5.41611
67 150 ++ 300 ++ -6.341756
83 175 ++ 130 ++ -6.278282
114 199 ++ 200 ++ -6.576432
69 200 ++ 870 ++ -6.426222
100 202 ++ 150 ++ -6.109302
89 207 ++ 120 ++ -7.350606
70 240 ++ 500 ++ -5.113889
40 250 ++ 69 ++ -6.822067
68° 250 ++ 500 ++ -6.401978
2 250 ++ 980 ++ -4.939269
131 251 ++ 260 ++ -6.220499
132 251 ++ 400 ++ -6.678696
29 273 ++ 380 ++ -5.840753
27 337 ++ 390 ++ -6.701978
28 340 ++ 190 ++ -6.804045
1 350 ++ 960 ++ -6.10139
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Table 2 (continued)

Compound no Experimental activity (ICso nM) Activity scale® Pharmacophore predicted activity Activity scale Dock score

42 397 ++ 101 ++ -5.867777
118 398 ++ 600 ++ -6.344681
217 410 ++ 250 ++ -6.095716
55¢ 440 ++ 1400 + -6.568297
36 458 ++ 440 ++ -5.299896
22 473 ++ 990 ++ -5.92061

56 480 ++ 890 ++ -5.855296
63 490 ++ 850 ++ -5.63381

5 500 ++ 970 ++ -5.575856
134* 500 ++ 1000 + -6.021859
50 510 ++ 410 ++ -6.221048
15 510 ++ 640 ++ -6.025009
75 528 ++ 170 ++ -6.122235
52 530 ++ 878 ++ -5.26269

44 583 ++ 250 ++ -5.92061

45 590 ++ 960 ++ -7.168564
35 600 ++ 200 ++ -5.030789
26 650 ++ 110 ++ -5.727545
74 652 ++ 910 ++ -6.271723
20 660 ++ 330 ++ -6.77133

76 693 ++ 420 ++ -6.030948
19 707 ++ 1200 + -5.454647
58 760 ++ 150 ++ -6.830876
17 760 ++ 1100 ++ -6.245291
14* 820 ++ 380 ++ -6.13768

6 950 ++ 1300 + -4.762383
3 993 ++ 1900 + -5.816979
133 1000 + 470 ++ -6.051887
115 1000 + 1700 + -6.045534
46 1000 + 2000 + -5.915937
12 1300 + 1200 + -6.00222

49 1300 + 2200 + -7.216745
24 1324 + 420 ++ -5.995814
23 1340 + 160 ++ -6.59353

13 1490 + 1100 + -5.443298
116 1584 + 6900 + -5.549325
18* 1600 + 1100 + -5.786929
51 1600 + 2200 + -6.093821
30 1810 + 710 ++ -6.238171
129 2511 + 690 + -5.180092
10? 2900 + 1100 + -5.487808
32 3080 + 560 ++ -5.020808
128 3162 + 760 ++ -5.695381
130 3162 + 3000 + -5.42792

117 3162 + 4000 + -5.406487
119% 3200 + 4400 + -5.518061
31% 3500 + 720 ++ -5.064477
57% 3600 + 2800 + -5.727545
48 3600 + 4100 + -6.029609
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Table 2 (continued)

Compound no Experimental activity (ICso nM) Activity scale® Pharmacophore predicted activity Activity scale Dock score
16 3740 + 1100 + -6.750391
60 6500 + 6500 + -5.526666
25 6500 + 7400 + -5.568297
8 6600 + 1200 + -4.483686
9 6800 + 6000 + -5.353851
11 7200 + 7400 + -4.948616
4* 7500 + 21000 + -5.601978
7 9400 + 1400 + -5.004045

* Molecules considered as training set in pharmacophore generation

b Activity scale’ The compounds with activity with <100 nM were considered as highly actives (+++), compounds with a activity range of 100-1000 nM

as moderate actives (++) and activity of >1000 nM as least actives (+)

of a structure-based pharmacophore model. A structure
based pharmacophore model (SBPM) was generated
using interaction generation module in Discovery Studio
2.0 [14]. Co-crystal N-(tert-butyl)-4-[5-(pyridin-2-yla-
mino)quinolin- 3-yl]benzenesulfonamide of 2r9s was used
to define active site and site sphere defined for 10 A° to
include required aminoacids in the active site. The
interaction sphere is generated for the detection and
interpretation of crucial interaction patterns between
ligand and active site. The crucial interaction patterns
were converted into pharmacophore features: hydro-
phobes, hydrogen bond donors and acceptors along with
their direction vectors. For each interaction a cluster of
features were generated and the clusters were oriented in
different vector directions. The generated crude pharmo-
cophore feature clusters were further refined by carefully
selecting each feature from the corresponding cluster,
which can establish essential interactions.

Docking studies

All selected inhibitors were docked into the active site of
the target protein using Glide (version 8.0, Schrodinger,
Inc.) in standard precision mode (Glide SP) [15, 16]. The
binding region was defined by a 12 A 12 A 12 A box
centered on the centroid of the co-crystal which is
present in the active site of 2r9s, to confine the centroid
of the docked ligand. No scaling factors were applied to
the Van der Waals radii. Default settings were used for
all the remaining parameters. The top 20 poses were
generated for each ligand. The docking poses were then
energy minimized with Macromodel in the OPLS2001
force field, [17] with flexible ligand and rigid receptor.
Best pose was selected on the basis of Glide score and the
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interactions formed between the ligands and hinge region
amino acids.

Results and discussion

Ligand based pharmacophore studies

106 selective inhibitors of JNK3 with activity data spanning
over 4 orders of magnitude (from 1.4 nM to 9400 nM) were

used for the generation of 3D-pharmacophore models.
These compounds were divided into a training set of 21
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Graph 1 Correlation graph between experimental and Hypo 1-
estimated activities of test set
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compounds and a representative test set of 85 com-
pounds. HypoGen attempts to construct the simplest
hypotheses that best correlates the activities (experimental
vs. predicted).

At the end of the run, HypoGen generated 10 pharmaco-
phore models. The Null cost for ten hypotheses was 139.676,
the fixed cost of the run was 82.58 and the configuration cost
was 10.822. A difference of 57.096 bits obtained between
fixed and null costs is a sign of highly predictive nature of
hypotheses. All 10 hypotheses generated showed high
correlation coefficient between experimental and predicted
ICsq values, in the range of 0.95 to 0. 91 and moreover, these
have a cost difference greater than 45 bits between the cost
of each hypothesis and the null cost. This indicates that all
the hypotheses have true correlation between 75-90%. The
cost values, correlation coefficients (), RMSD, and pharma-
cophore features are listed in Table 1. The best pharmaco-
phore (Hypo 1) consisted of two H-bond acceptor (HBA), a
H-bond donor (HBD), and a hydrophobic aliphatic (HY)
feature with a correlation coefficient (r) of 0.95, lowest total
cost (88.82), and lowest RMSD value (0.75) was chosen to
further validate its predictive power by estimating the
activity of test set.

The experimental and predicted JNK3 inhibitor activities
of the 21 compounds are listed in Table 2. In the training

Fig. 1 The best hypothesis
model Hypo 1 produced by the
HypoGen module in Catalyst
4.11 software. Pharmacophore
features are color-coded with
green, blue and red contours '
representing the Hydrogen-bond

acceptor feature (A), Hydropho-

bic feature (Z), hydrogen bond { P --_-~._~":'~’: 

donor respectively. Distance be- \
tween pharmacophore features
are reported in angstroms (A)

set, among the seven highly active compounds, six were
predicted as highly active (+++) and only one compound
was predicted as moderately active (++). Out of six
moderately active compounds, one compound was pre-
dicted as (+++), and the rest were predicted on the target.
Out of seven least active compounds, six compounds were
predicted as least active (+) and one compound was
predicted in moderate active range (++).

For the highly active compound (107) all the features
were perfectly mapped to the features of Hypo 1 and had a
fit score of 8.45, shown in Fig. 2a. Whereas, for the least
active compound (7) only three features of Hypo 1 were
mapped properly and had a fit value of 5.42, shown in
Fig. 2b. In compound 107, HBA1 feature mapped to the
electron rich N atom of indazole ring and HBA2 feature
corresponded to the carbonyl group of amide moiety. The
HBD feature mapped to the bridge NH group between
indazole and piperadine rings. The Hydrophobic group was
mapped to the piperadine ring of the compound.

The predictability of Hypo 1 was evaluated by using 85
test set compounds. The generated pharmacophore model
has predicted the activity of a diverse dataset of 85 test set
compounds with correlation of 0.840 (shown in Graph 1).
Pharmacophore mapping of the highest active compound
(97) and least active compound (11) on the best hypothesis

HBA 1

HYDROPHOBIC

HBA2
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Fig. 2 Pharmacophore mapping
of the most active and least
active compound (1 from the
training set) on the best hypoth-
esis model Hypo 1 (a). Pharma-
cophore mapping of the highest
active compound on the best
hypothesis model Hypo 1 from
the training set model number
107 (b) Pharmacophore
mapping of the least active
compound on the best
hypothesis model Hypo 1 from
the training set model number 7
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model Hypo 1 from the test set are shown in Fig. 1 in
supporting information. The compound was predicted in
moderate active range (++). The predicted activity of the
compounds along with the scale are listed in Table 2.
Among the 19 highly active (+++) compounds in the test
set, pharmacophore model was able to predict 89.47% of
the compounds correctly. Out of 46 compounds present in
moderately active (++) range only 90.69% of compounds
predicted as (++), but in the least actives (+) 69.56% were
predicted as (+) and the remaining were predicted as
moderate actives (++). Hence from this analysis, Hypol
was able to distinguish actives from the inactives.

Ligand-based pharmacophore model (LBPM) was
further validated using structure-based studies, i.e., dock-
ing and structure based pharmacophore studies, using X-
ray crystal structure of INK3 (PDB entry: 2r9s)

Docking studies

All docking calculations were performed using the
“standard precision” (SP) mode of Glide program and
with OPLS-AA 2001 force field. All the compounds in
the study were docked in the active site of receptor and
the binding interactions were calculated. The estimated
docking scores (G score) by the algorithm for these
compounds are listed in Table 2. These studies provided
insight into interactions that may be important for inhibitor
activity by comparing docking simulations of each
inhibitor in the JNK3 receptor. The electrostatic and few
Van der Waals interactions were deemed to be important
for binding of the inhibitors. Most of the compounds have
hydrogen bond interactions with the hinge region amino
acids. Especially highly active compounds are forming at
least two hydrogen bond interactions with hinge region
amino acids. As shown in the Fig. 3, the docked
conformation of highly active compound (107) forms
two important hydrogen bond contacts with Glnl55
present in the hinge region. The first hydrogen bond is
formed by the electron rich nitrogen atom of indazole ring
of the compound (N—HN, 2.91 A°®) and the second
hydrogen bond is formed by NH of the same indazole ring
with side chain carbonyl group of GIn155 (NH—OC, 2.13
A®).Other crucial hydrogen bond interactions formed
between the compound and the receptor are: Metl149
backbone carbonyl group with bridge amino group
attached between indazole and phenyl rings (NH-OC,
2.82 A°), carbonyl group of amide group with backbone
amine group of Gly71. The compound also forms
important hydrophobic interactions Leu206 and Met146.
Amino acids present in JNK3 binding site like Gly71,
[le70, Lys68, Metl46, Asnl52, Glnl55, and Vall96 are

non-conserved in p38 and ERK2 kinase, while they are
conserved in JNKI1, JNK2, and JNK3. In hinge region
amino acids, GIn155 is the core of the selectivity for JNK3
and this amino acid is not conserved in other map kinases
[18, 19].

The ligand based pharmacophore model (LBPM) was
able to map all the important interactions which were
observed in the docking studies (Fig. 1a). The docking and
pharmacophore mapped conformations of compound 107
showed a very small RMSD of 0.846, when they were
aligned together. The HBA2 of the pharmacophore model
corresponds to a very important interaction with Gln155 of
the receptor. The hydrogen bond interaction between ligand
and the amino acids (Lys68, Met 149) correlates to the
HBAI1 and HBD features. The hydrophobic feature appears
at the hydrophobic pocket formed by the active site amino
acids Met146, Leu206. Thus the generated ligand based
pharmacophore model covers all the important interactions
of the ligand - receptor complex.

Structure based pharmacophore modeling studies (SBPM)

Pharmacophore and docking studies elucidates the spe-
cific interactions between the known ligands and receptor
and also narrowing the combination of common features
responsible for biological recognition. To improve the
flexibility of the features to be selected for inclusion in
generating ideal pharmacophore, a structure based phar-

GLN155

MET149

Fig. 3 Docked conformation of the most active compound 107 in the
active sites of jnk3. Broken lines represent hydrogen bonds
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Fig. 4 (a) The Structure based
pharmacophore clusters pro-
duced by the Interaction gener-
ation module in Discovery
studio. Pharmacophore features
are color-coded with green, blue
and pink contours representing
the Hydrogen-bond acceptor
feature (A), Hydrophobic fea-
ture (Z), hydrogen bond donor
respectively. (b). The mapping
of selected Structure based
pharmacophore from clusters
produced by the Interaction
generation module in Discovery
studio 2.1

MET149

macophore approach is the best available option. Struc-
ture based pharmacophore (SBPM) generates all possible
hotspots of the active site that can be converted into best
fitting pharmacophore features. Pharmacophore model
was generated using interaction generation module in
discovery studio. Co-crystal of 2r9s was used as input to
define the active site with the help of site sphere around
10 A°. It generated the pharmacophore consisting of the
following: hydrophobes, hydrogen bond donors and
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GLN155

Lyses

acceptors along with their direction vectors. Clusters
representing various vector features as projected points in
different directions are shown in Fig. 4a.

As shown in Fig. 4a, hydrophobic (9), hydrogen bond
acceptor (6) and donor clusters (5) were found around
Ser72, Gly71, Lys68, Metl49, and GInl55. The cluster
representing each feature was further refined by carefully
selecting each feature from each cluster, which can
establish essential interactions (Fig. 4b). The final refined
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SBPM consisted of four hydrogen bond acceptor features
with Lys68, Gly71, GInl55, Met149 and four hydrogen
bond donors with Lys68, Gly71, Ser72, GInl55, Met149
and three hydrophobic features.

On comparison of the SBPM (Fig. 5) with docking
interactions, the three hydrogen bond acceptors and two
hydrogen bond donors of SBPM are well correlated to the
interactions of the compound 107 with Metl149, GInl55,
Lys68, Met149, GInl55 amino acids of JNK3 obtained in
the docking studies. In addition to these docking inter-
actions, SBPM identified one hydrogen bond acceptor
interaction with Gly71 and two hydrogen bond donors
with Gly71, Ser72.

The features obtained in the LBPM (Hypol) are well
compared to the features of SBPM. As mentioned earlier,
the features generated in the LBPM are biased toward the
limited chemical diversity of training set but the SBPM is
having the advantage of identifying all the hotspots of the
active site (ideal pharmacophore). Structure based pharma-
cophore mapping of the highest active compound 107 is

MET149

GLN155

Fig. 5 Comparison of docking interactions and SBPM with best
docked conformation of the most active compound 107. Broken lines
represent hydrogen bonds. Pharmacophore features are color-coded
with green, blue and pink contours representing the Hydrogen-bond
acceptor feature (A), Hydrophobic feature (Z), hydrogen bond donor
respectively

shown in Fig. 2 in supporting information. The additional
features present in the SBPM include, two hydrogen bond
acceptors, three HBD features, two hydrophobic features.

The features of SBPM, the hydrogen bond acceptor
interaction with Gly71 and two hydrogen bond donors with
Gly71, Ser72, which are missing in both docking inter-
actions and ligand based pharmacophore studies would
definitely contribute to the discovery of novel and more
potent leads of JNK3 inhibitors. The process of the
generation of the ideal pharmacophore of JNK3 using
structure and ligand based pharmacophore models are
shown in Fig. 6.

Virtual screening

The purpose of generating a structure based pharmaco-
phore model was to search the unexplored hot-spots of
the JNK-3 active site which can be useful in designing a
new chemical space. The feature cluster near Gly71
amino acid in our structure based pharmacophore model
was not present in our dataset; hence we chose this
feature along with hinge region features as common
pharmacophore to search the database (Fig. 3 in support-
ing information) for finding novel compounds. We found
several compounds which have these features from the
database. Here we are illustrating one of the compounds
obtained from the database in Fig. 3 in supporting
information and the interactions are illustrated in Fig. 3b
of supporting information and others are in the process of
synthesis.

Conclusions

In the present study an attempt was made to evaluate three
virtual screening methods, i.e., structure based pharmaco-
phore, ligand based pharmacophore, and docking for the
discovery of JNK3 inhibitors. Docking studies [20, 21]
revealed important interactions between inhibitor and
receptor hinge region amino acids (GInl55 and Met149)
and additional hydrogen bonding interactions with Gly71
and Lys68. Observed overall and number of interactions
between compound 107 and protein were predicted well by
both pharmacophore methods. Also, a structure based
pharmacophore model identified hotspots in active site that
were not reported in previous JNK3 receptor docking
experiments. Structure based pharmacophore generated
three new features, not present in ligand based pharmaco-
phore, which would help in discovery of new and potent
JNK3 inhibitors.
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2. Structure based Pharmacophore Generation

ii * Active Site Search & SBPM Generation

1. Ligand based Pharmacophore Generaton

(- Collection of JNK3 Inhibitors

[- Pharmacophore Generation

[- Validation

*-—-.\./'

Ideal Pharmacophore

Sy
s

&

SBPM & Docking interactions

Fig. 6 Flow chart of ideal pharmacophore generation
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