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ABSTRACT: Plasmodium falciparum is the infective agent responsible for malaria
tropica. The glycogen synthase kinase-3 of the parasite (PfGSK-3) was suggested as
a potential biological target for novel antimalarial drugs. Starting from hit structures
identified in a high-throughput screening campaign, 3,6-diamino-4-(2-halophenyl)-
2-benzoylthieno[2,3-b]pyridine-5-carbonitriles were discovered as a new class of
PfGSK-3 inhibitors. Being less active on GSK-3 homologues of other species, the
title compounds showed selectivity in favor of PfGSK-3. Taking into account the X-
ray structure of a related molecule in complex with human GSK-3 (HsGSK-3), a
model was computed for the comparison of inhibitor complexes with the
plasmodial and human enzymes. It was found that subtle differences in the ATP-
binding pockets are responsible for the observed PfGSK-3 vs HsGSK-3 selectivity.
Representatives of the title compound class exhibited micromolar IC50 values
against P. falciparum erythrocyte stage parasites. These results suggest that
inhibitors of PfGSK-3 could be developed as potential antimalarial drugs.

■ INTRODUCTION
Malaria is one of the most severe infectious diseases worldwide,
affecting mainly the poor population in developing countries.
Young children in tropical African countries are particularly
threatened by Plasmodium falciparum, the parasite causing the
most virulent form of malaria. Although the use of insecticide-
treated mosquito nets has resulted in a significant reduction in
the number of infections in several countries, there were still 225
million malaria cases reported in 2009, 781 000 of which ended
fatally.1 A major problem of malaria therapy is the limited
number of suitable drugs and the development of resistance.

While older medications such as chloroquine or pyrimethamine
have become ineffective against P. falciparum due to resistance in
most endemic regions, the current standard therapy consists of
an artemisinin derivative combined with a second antiplasmodial
drug.2,3 Recent reports of P. falciparum decreased susceptibility
against artemisinin from the Cambodia−Thailand border are
alarming.1,4 Further propagation of artemisinin resistance could
compromise the progress achieved in the fight against malaria in
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recent years. As a consequence, there is an urgent need for
additional antimalarial drugs which ideally should act on novel
biological targets and/or should represent novel chemotypes. In
a recent study published by Gamo et al., a collection of nearly 2
million compounds from the GlaxoSmithKline inventory were
screened against in vitro cultivated P. falciparum, more than 13
000 compounds of which inhibited the growth of parasites in a 2
μM concentration.5 Interestingly, the fraction of molecules
presumably acting by inhibiting protein kinases was considerably
higher among the hit compound group compared to all screened
compounds. The authors concluded that protein kinase
inhibitors might be a rich source of antimalarial drug leads in
the future.4−6 The selective inhibition of microbial protein
kinases has repeatedly been suggested as a therapeutic
strategy.7−15 However, of the published examples of rationally
developed inhibitors against Plasmodium protein kinases (e.g.,
Pfnek-1,16,17 PfPK7,18,19 Pfmrk,20−25 and PfCDPK126), none,

to our best knowledge, have entered a clinical evaluation stage. In
a previous paper the P. falciparum glycogen synthase kinase-3
(PfGSK-3) was characterized.27 Although its biological functions
are not yet identified, PfGSK-3 was demonstrated as an essential
enzyme for completion of the asexual erythrocytic cycle of the
parasite28 and thus suggested as a putative antimalarial drug
target.27 In a model using Plasmodium berghei-infected mice, it
was recently shown that the GSK-3 inhibitor lithium suppressed
erythrocytic parasitemia and protected the animals against
malaria.29 In a recent paper, the identification of inhibitors of
the GSK-3 homologue of Trypanosoma brucei, the parasite
causing African sleeping sickness, was reported.30 Although none
of the identified compounds showed absolute selectivity for
TbGSK-3 against a panel of approximately 40 human kinases,
some showed antitrypanosomal activity in submicromolar
concentrations and a reasonable safety window when tested on
human MRC-5 cells. The authors concluded that these

Figure 1. Sequence analysis of GSK-3 orthologues in 71 species. Phylogenetic tree according to the GSK-3 sequence. The set of 71 GSK-3 proteins is
composed of sequences presented in the orthoMCL database (http://www.orthomcl.org)36 and orthologues which were recovered by bidirectional
BLAST (blastp) analyses of the GSK3 human isoforms against the specific species reference protein set. Multiple alignments were created with ClustalW
(version 2.0.10)37 and were manually improved afterward. The phylogenetic tree itself was built with the maximum likelihood approach implemented in
PHYML (version 3.0).38,39 As amino acid substitution, the LG model40 was chosen. To obtain confidence estimates in the tree topologies, a bootstrap
analysis with 1000 was applied. The consensus tree was visualized with the application Forester (http://www.phylosoft.org/forester). Color codes are as
given in the Supporting Information, Figure S2. Plasmodium GSK-3 is given in bold.
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compounds are promising starting points for an antitrypanoso-
mal drug development program.30 Aiming at the development of
new antimalarial drugs, the campaign reported here was directed
toward identification of small molecular PfGSK-3 inhibitors
displaying a certain degree of selectivity over mammalian
PfGSK-3 orthologues.

■ RESULTS
Identification of 3-Amino-4-arylthieno[2,3-b]pyridines

as PfGSK-3 Inhibitors by High-Throughput Screening. A
preliminary study reported the interaction of both plasmodial
and mammalian GSK-3 with a selection of established kinase
inhibitors.27 Indeed, some entities (e.g., indirubin-3′-monoxime,
hymenialdisine) showed PfGSK-3 inhibition, however without
selectivity against the porcine GSK-3 homologue (SsGSK-3).
This was found to also be the case for other reference kinase
inhibitors (Supplementary Table S1, Supporting Information).
In contrast, several members of the paullone family31−33 of GSK-
3 inhibitors showed a strong selectivity for inhibition of the
mammalian GSK-3. Although the latter finding was disappoint-
ing at first sight, we concluded that the mammalian and the
plasmodial homologues are sufficiently divergent to enable
selectivity. Furthermore, a meticulous comparison of the ATP-
binding site architectures of PfGSK-3 and its human orthologue
by bioinformatic methods revealed differences that warranted a
search for PfGSK-3-selective chemotypes.34,35 Given the strong
conservation of GSK-3 across evolution, we analyzed a selection
of 71 GSK-3 orthologues of various species (Figure 1;
Supplementary Table S2, Supporting Information). The results
showed that GSK-3 orthologues tended to group into clusters of
their taxonomic origin such as metazoa, fungi, and green plants.
The only exceptions were GSK-3 proteins of Entamoeba
histolytica (Amoebozoa) and Encephalitozoon cuniculi (fungi),
which were arranged with the Apicomplexa group. The analyzed
GSK-3 proteins to all five Plasmodium species cluster separately
from GSK-3 orthologues, suggesting that inhibitors specific for
GSK-3 from Plasmodium species might be identified. In addition,
the recent formal demonstration that PfGSK-3 is absolutely
required for the survival of the erythrocytic stage of P. falciparum
validates PfGSK-3 as a potential therapeutic target.28

We therefore set up a high-throughput screening (HTS) in
which 10 480 compounds (about half of which were kinase
directed) were evaluated at a concentration of 10 μM against
recombinant PfGSK-3, which was previously shown to be active
in in vitro kinase assays.27 Only 18 molecular entities were found
to be active (>50% inhibition at 10 μM), representing a rather
modest hit rate of 0.17%. Compounds displaying more than 50%
inhibition were re-evaluated by determination of IC50 values
against PfGSK-3 and against the native mammalian (porcine)
SsGSK-3. Interestingly, five of these inhibitors shared a common
heterocyclic ring system as the parent scaffold, namely, the 3-
amino-4-arylthieno[2,3-b]pyridine motif 3. Two examples, 1 and
2, of these initial hits are depicted in Chart 1.
We then tested a small focused library of 427 compounds

related to 3 for PfGSK-3 inhibition. Although the majority of the
compounds were inactive, some showed selective activity for
PfGSK-3 with IC50 values in the micromolar concentration
range, as exemplified by congener 4.41

Stimulated by these preliminary results, we initialized a
program for molecular modification of 4 with the aim of gaining
information on structure−activity relationships and of increasing
the PfGSK-3 inhibitory activity and selectivity. In this context we
synthesized the four groups of derivatives illustrated in Chart 2,

namely, 5, in which the substitution pattern at the phenyl rings of
hit compound 4 is varied, 6, in which, by insertion of a nitrogen
atom, the aromatic ketone moiety is changed to a carboxamide
(analogous to hit compound 1), 7, in which the benzoyl
substituent is replaced by a cyano group (crossover design based
on 2 and 4), and 8, in which the amino and cyano groups at the
pyridine ring are replaced by annulation of a cyclohexene ring
(crossover design based on 2 and 4).
At the start of the synthesis program, the hit structure 4 was

compared with the commercially available analogue 5dd (Table
1) distinguished only by the lack of the o-iodo substituent present
in 4. Since 5dd was completely devoid of activity against either
PfGSK-3 or SsGSK-3, we (1) concluded that the mentioned
ortho substitution was important for kinase inhibitory activity
and (2) because iodo substituents are undesirable in drug
molecules, paid special attention to a replacement of this element
in the projected series 5−8.

Chemistry. The precursor molecules 12−20 were synthe-
sized from suitable aromatic aldehydes 9, malonodinitrile 10, and
cyanothioacetamide 11 in a modified one-pot procedure
analogous to the method described by Sharanin et al.42 (Scheme
1).
Subsequently, the desired 3-amino-4-(2-haloaryl)thieno[2,3-

b]pyridines 5−7 were prepared employing a successive one-pot
S-alkylation/Thorpe−Ziegler cyclization methodology.43−45

Initially, the 2-thioxo-1,2-dihydropyridines 12−20 were dis-
solved in DMF, deprotonated by 1 equiv of potassium hydroxide,

Chart 1. Hits 1 and 2 from the Initial Test Run, Parent 3-
Amino-4-arylthieno[2,3-b]pyridine Scaffold 3, and Hit
Structure 4 Identified from the Focused ChemDiv Library
Based on Scaffold 3a

aKinase inhibitory activities (IC50, μM): (1) PfGSK-3, 3.0; SsGSK-3,
7.0; (2) PfGSK-3, 9.0; SsGSK-3, >10.0; [4 (resynthesized material)]
PfGSK-3, 1.61; SsGSK-3, >100.0.

Chart 2. 3-Amino-4-arylthieno[2,3-b]pyridines 5−8Designed
as Analogues of Hit Structure 4a

aFor substituents R1 and R2, refer to Table 1.
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and then S-alkylated by means of a suitable haloalkane, 21, 22, or
23. The resulting thioether was not isolated, but cyclized by
addition of a second equivalent of base. Depending on the nature

of the haloalkane and the 2-thioxo-1,2-dihydropyridine,
completion of the reaction at room temperature required
between 30 min and 6 h (Scheme 2).
Following a modified protocol originally reported by

Elnagdi,46 the 3-amino-4-aryl-5,6,7,8-tetrahydrothieno[2,3-b]-
quinolines 8a,b were prepared in a two-step procedure from
cyclohexanone (24) and 2-cyano-3-(2-iodophenyl)-2-propene-
thioamide (25). The resulting 4-(2-iodophenyl)-2-thioxo-
1,2,5,6,7,8-hexahydroquinoline-3-carbonitrile (26) underwent
Thorpe−Ziegler ring closure after S-alkylation by suitable
phenacyl bromides 21 and treatment with alkali (Scheme 3).

Biological Evaluation and Discussion. The compounds
listed in Table 1 were evaluated in vitro by measuring the IC50

Table 1. Structures and Kinase Inhibitory Activities of 3-Amino-4-arylthieno[2,3-b]pyridines 5−8

compd R1 R2 IC50(PfGSK-3)
a,b (μM) IC50(SsGSK-3)

a,b (μM)

5a 2-MeOPh Ph 6 >100
5b 2-MeOPh 4-ClPh >10 >10
5c 2-MeOPh 4-MeOPh >10 >10
5d 2-MeOPh 4-MePh >10 >10
5e 2-MeOPh 4-CF3Ph >10 >10
5f 2-MeOPh 3-ClPh 8.5 >10
5g 2-MeOPh 2-ClPh >10 >10
5h 2-MeOPh 4-CNPh >10 >10
5i 2-IPh Ph 2.4 >10
5j 2-IPh 4-MeOPh 1.7 >10
5k 2-IPh 4-MePh 3.2 >10
5l 2-IPh 4-CF3Ph >10 >10
5m 2-IPh 3-ClPh 0.91 >10
5n 2-IPh 2-ClPh >10 >10
5o 2-IPh 3,4-Cl2Ph 70 >100
5p 2-EtOPh 4-ClPh >10 >10
5q 2-BrPhe Ph 1.1 >10
5r 2-BrPhe 4-ClPh >100 >100
5s 2-BrPhe 3-ClPh 0.61 >10
5t 2-BrPhe 3,4-Cl2Ph 3.8 >10
5u 2-thienyl 3-ClPh >10 >10
5v 2-ClPhe 3-ClPh 0.48 >10
5w 2-ClPhe 3,4-Cl2Ph 2.7 >10
5x 2-ClPhe 3-MeOPh 1.7 >10
5y 2-ClPhe 3-CF3−Ph 2.2 >10
5z 2-ClPhe 3-CNPh 0.5 >10
5aa 2-ClPhe 3-BrPh 0.91 >10
5bb 2-ClPhe 3-FPh >100 >100
5cc 2-FPhe 3-ClPh 10 >100
5dd Ph 4-ClPh >100 >100
6a 2-IPh 4-ClPh >10 >10
6b 2-BrPh 4-ClPh >10 >10
6c 2-ClPh 4-ClPh >10 >10
7a 2-MeOPh >10 >10
7b 2-IPh >10 >10
7c 2-BrPh 0.8 1.3
7d 2-ClPh 0.13 0.4
7e 2-EtOPh >10 >10
7f 2-MePh 0.51 2
7g 2-thienyl 0.18 2.3
7h 3-indolyl 1.6 3.5
8a 2-IPh Ph >10 >10
8b 2-IPh 4-ClPh >10 >10

aIC50 values were calculated from dose−response curves. The highest inhibitor concentration used in the assays was either 10 or 100 μM.
Recombinant PfGSK-3 and native, affinity-purified SsGSK-3 were used in the studies. bAll data points for construction of dose−response curves were
recorded in triplicate. Typically, the standard deviation of single data points was below 10%.

Scheme 1. Synthesis of 2-Thioxo-1,2-dihydropyridines 12−
20a

aReagents and conditions: (i) EtOH, piperidine, reflux, 3 h, 21−61%.

Journal of Medicinal Chemistry Article

dx.doi.org/10.1021/jm301575n | J. Med. Chem. XXXX, XXX, XXX−XXXD



values on recombinant PfGSK-3 and on native porcine SsGSK-3
in a radiometric protein kinase assay. The finding that 5u was
inactive on PfGSK-3 confirmed the observation that in series 5
an ortho substituent at the 4-aryl ring is mandatory for PfGSK-3
inhibition. The size of this ortho substituent appears to be
important, since large 2-alkoxy substituents (5a−5h, 5p) or the
small fluorine substituent (5cc) were detrimental for PfGSK-3
inhibitory activity. The halogen substituents iodine, bromine,
and chlorine were best suited in the ortho position with a
tendency in favor of chlorine. Regarding substitution at the
benzoyl ring, all congeners showing submicromolar PfGSK-3
inhibition (5m, 5s, 5v, 5z, 5aa) displayed a substituent in the 3-
position, highlighting a preference for this structural pattern. All
derivatives of series 5 showing activity on PfGSK-3 were inactive
on the mammalian homologue, thus corroborating the direction
of selectivity found with hit compound 4.
The representatives of the small series 6a−6c deviate from the

hit structure 4 by insertion of an additional nitrogen atom
between the thieno[2,3-b]pyridine and the benzoyl elements.
The fact that 6 are completely inactive on PfGSK-3may originate
from a close space limitation of the pocket accommodating the
benzoyl substituent. An obvious structural crossover design
strategy based on the hit compounds 2 and 4 was realized in
series 7 and 8. When the 2-iodo-substituted 4-aryl substituent
and the cyclohexene annulation at the thieno[2,3-b]pyridine
scaffold were combined, the resulting congeners 8a and 8b were
found to be completely inactive. A reasonable explanation for this
disappointing result would be that 2 and 4 have different binding

modes in the enzyme, refuting the rationale for the combination
of structure elements. On the other hand, the replacement of the
cyclohexene annulation displayed by hit structure 2 with the 6-
amino-5-cyano pattern of hit structure 4 led to derivative 7g,
which exhibited marked but unselective PfGSK-3/SsGSK-3
inhibition. A similar unselective GSK-3 inhibitory activity was
found with the analogues 7c, 7d, and 7f, which display a
comparably small ortho substituent at the phenyl ring. In
contrast, 7a, 7b, and 7e, which are distinguished by larger ortho
substituents, remained inactive.
For an explanation of the observed structure−activity

relationships within the family of thieno[2,3-b]pyridines, a
comparison of the molecular inhibitor/kinase interactions was
desirable. Unfortunately, all attempts to generate crystals of
PfGSK-3 in complex with one of the inhibitors of series 5 failed.
Therefore, the analogue 7d showing the highest SsGSK-3
inhibition was cocrystallized with the human enzyme (Figure 1).
Hexagonal crystals of the (pTyr216)-GSK3β−7d complex
showed poor diffraction quality. (pTyr216)-GSK3β and 7d
were cocrystallized with an axin-derived peptide [axin(383−
401)]47 to find a crystal form with better diffraction properties.
Crystals of the (pTyr216)-GSK3β−axin(383−401)−7d com-
plex belonged to the orthorhombic space group P212121, with
one copy of the (pTyr216)-GSK3β−axin(383−401)−7d
complex per crystallographic asymmetric unit.
The crystal structure of the (pTyr216)-GSK3β−axin(383−

401)−7d complex was determined by molecular replacement
using the structure of the (pTyr216)-GSK3β−axin(383−401)
complex47 as a search model and refined at 2.64 Å resolution.
Statistics for data collection and refinement are given in Table 2.
The overall structure of (pTyr216)-GSK3β−axin(383−401)−

7d is basically identical to the (pTyr216)-GSK3β−axin(383−
401) structure, with the N-terminal lobe of GSK3β predom-

Scheme 2. Synthesis of 3,6-Diamino-4-arylthieno[2,3-
b]pyridine-5-carbonitriles 5−7a

aReagents and conditions: (i) (1) DMF, 1 equiv of KOH, rt, 30 min,
(2) DMF, 1 additional equiv of KOH, rt, TLC monitoring, 15−91%.

Scheme 3. Synthesis of 3-Amino-4-aryl-5,6,7,8-
tetrahydrothieno[2,3-b]quinolines 8a,ba

aReagents and conditions: (i) 1,4-dioxane, piperidine, 80 °C, 2−4 h,
TLC monitoring, 37−43%; (ii) (1) DMF, 1 equiv of KOH, rt, 30 min,
(2) DMF, 1 additional equiv of KOH, rt, TLC monitoring, 45−49%.

Table 2. Crystal Structure Data and Refinement Statistics for
GSK-3β−7d

space group P212121
unit cell params a, b, c (Å) 73.15, 76.16, 86.54
no. of molecules/asua 1

Data Collection (XDS)
beamline I02
wavelength (Å) 0.9700
resolution rangeb 45.05−2.64 (2.80−2.64)
no. of observations (unique) 57827 (14488)
completeness (%) 98.8 (97.0)
Rsym

c (%) 6.9 (86.0)
I/σ(I) 18.0 (2.3)

Refinement (Phenix)
resolution range (Å) 45.05−2.64
no. reflns in working set 13612
no. of reflns in test set 869
no. of non-hydrogen atoms 3029
no. of solvent water molecules 70
R/Rfree (%) 20.1/24.2
RMSD(bond length) (Å) 0.003
RMSD(bond angle) (deg) 0.750

aasu = asymmetric unit. bThe values in parentheses of the resolution
range, completeness, Rsym, and I/σ(I) correspond to the outermost
resolution shell. cRsym = ∑hkl∑j|I(hkl;j) − ⟨I(hkl)⟩|/(∑hkl∑j⟨I(hkl)⟩),
where I(hkl;j) is the jth measurement of the intensity of the unique
reflection (hkl) and ⟨I(hkl)⟩ is the mean over all symmetry-related
measurements.
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inantly consisting of β-sheets and a predominantly α-helical C-
terminal lobe (Figure 2A). The axin(383−401) peptide binds as

a single amphipathic α-helix into a hydrophobic surface channel
on the C-terminal helical domain (Figure 2A). As a prominent
difference, the glycine-rich loop (AA62−70) is shifted toward the
active site, resulting in a more closed active site conformation. A
2Fo − Fc composite annealed omit map shows clear electron
density for compound 7d (Figure 2B).
It was found that 7d occupies the ATP-binding pocket of the

enzyme, representing the characteristic binding mode of small
molecular kinase inhibitors to the host protein (Figure 3).Within
the pocket, the flat annulated heterocyclic ring system is rendered
into position by an ensemble of H-bonds to amino acid residues
of the protein. The first H-bond is formed between the inhibitor’s
6-amino group and the backbone carbonyl oxygen of Val135,
which represents the amino acid three positions downstream of

the gatekeeper (gk) amino acid. A further hydrogen bond
network is mediated by a water molecule located between the
inhibitors’s pyridine nitrogen atom and the backbone carbonyl
oxygen of Asp133 (gk + 1) on one hand and theNHof Val135 on
the other hand. Eventually, the 3-amino-2-cyano motif of the
ligand shapes a pair of hydrogen bonds directed to the ε-amino
group of the conserved Lys85 and to the side chain of Asp200 of
the DFGmotif. The 4-aryl substituent is oriented orthogonally to
the plane of the heterocyclic scaffold, making hydrophobic
contacts to Gln185 and Asn186 at the bottom of the ATP-
binding pocket (not depicted in Figure 3 for the sake of clarity).
The 2-chloro substituent is directed toward the roof of the
pocket, where larger substituents (such as iodo or ethoxy) cannot
be accommodated, which explains the lack of activity by 7a, 7b,
and 7e.
For structure comparison, congener 5v was docked into the

ATP-binding site of a PfGSK-3 homology model48 we have
reported recently and to HsGSK-3 (PDB code 1j1b)49 using the
FlexX module of LeadIT (Figure 4). Docking poses closely

related to the 7d−HsGSK-3 complex were generated with 5v for
each target. The 6-amino group of 5v is making a direct H-bond
to the hinge residue Ile160/Val135 and via a water molecule to
Glu158/Asp133. The ε-amino group of the conserved Lys 108/
Lys85 acts as a hydrogen bond donor to the carbonyl oxygen of
the inhibitor 5v. Both aromatic substituents are perpendicular to
the heterocyclic scaffold, but in contrast to the 7d−HsGSK-3
complex, the ortho substituent of the phenyl ring of 5v is
accommodated in a shallow groove at the bottom of the pocket,
which was identified bymolecular interaction field calculations as
a potential interaction point for halogen substituents in the
plasmodial binding site (refer to Figure 4).34 Due to the bulky 2-
aroyl substituent, the heterocyclic plane of 5v is rotated about

Figure 2. (A) Ribbon diagram showing the overall fold of the
(pTyr216)-GSK3β−axin(383−401)−7d complex. α-Helices are col-
ored in blue and β-sheets in green. The axin peptide is colored in red.
The pTyr216 and 7d molecules are shown as stick models with atomic
colors as follows: oxygen, red; nitrogen, blue; carbon, light gray; sulfur,
yellow; chlorine, green. (B) A 2Fo − Fc composite annealed omit
electron density map of 7d depicted in chicken wire representation
(marine) contoured at 1.0 standard deviation above the mean. Atomic
colors are as follows: oxygen, red; nitrogen, blue; carbon, light gray;
sulfur, yellow; chlorine, green.

Figure 3. Binding mode of compound 7d (carbon scaffold shown in
green) in HsGSK-3 (X-ray crystal structure). The red spheres
correspond to crystallographically observed water molecules, one of
which mediates the contact between the ligand and Asp133 (the gk + 1
amino acid). Key binding site residues are depicted as sticks.

Figure 4. Docking of 5v (carbon scaffold shown in orange) to PfGSK-3
(left, protein shown in light pink) and HsGSK-3 (right, X-ray crystal
structure 1J1B (PDB), protein shown in light blue). Upper row:
Illustration of the halogen-binding groove at the bottom of the binding
site. The o-halogen substituent penetrates the protein surface of the
human binding site (right, halogen surface depicted as a mesh), while it
fits almost perfectly to the protein surface of the plasmodial enzyme
(left). Lower row: Hydrogen-bonding network that anchors the ligand
in the binding site. The distance between the heterocyclic sulfur and the
respective gatekeeper residue and the hydrophobic contact area are
depicted (surface areas of the interacting atoms are shown as meshes).
Images were drawn with Pymol 1.4.1 (PyMOL Molecular Graphics
System, Schrödinger, LLC).
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30° clockwise and kept in position by a slightly different
hydrogen bond network to the hinge residues and the Lys108/85
compared to the position of 7d in the binding site. In the
plasmodial enzyme this leads to a hydrophobic interaction
between the gatekeeper side chain (Met157) and the thiophene
sulfur of compounds 5. In the human enzyme such an interaction
is not established, because the gatekeeper side chain (Leu132) is
located further away from the sulfur atom of ligands 5. This
selectivity phenomenon is not observed with representatives of
the 7 series, because these analogues demand less space below
the glycine-rich loop and are therefore accommodated equally
well in the human and plasmodial enzymes. In contrast, the
compounds of the 5 series are much better accommodated in the
plasmodial kinase than in the human one. This assumption is
supported by the score values for the respective binding poses
calculated by the Hyde scoring function. For compound 5v the
value is about 10 kJ/mol higher in the plasmodial enzyme
compared to the human one.
The inactive compounds 6 could not be docked to either the

plasmodial or the human GSK-3, which is in perfect agreement
with our binding mode assumption. Derivatives 8 are inactive
because they lack the 6-amino group present in 5, which is
important as a H-bond anchoring group toward the gk + 3
residue of the kinase hinge region.
GSK-3 is a widely conserved enzyme in eukaryotic organisms

(Figure 1). It has been pointed out before that selective GSK-3
inhibitors might also be useful to treat infections by other
parasites besides P. falciparum.30,35,50,51 Compounds known as or
derived from GSK-3 inhibitors have been studied as anti-
trypanosomal51 and antileishmanial52 agents. In this context, we
explored the inhibitory activity of the congeners 4, 5a, 5m, 5s, 5v,
and 5z on the GSK-3 homologues of other pathogenic
microorganisms belonging to the phylum Apicomplexa, namely,
of Plasmodium knowlesi, Toxoplasma gondii, Cryptosporidium
parvum, Trypanosoma cruzi, T. brucei, Leishmania major, and
Leishmania donovani. To further estimate the selectivity of the
compounds, we also included the GSK-3 homologues of the
slime moldDictyostelium discoideum and the two human GSK-3α
and GSK-3β isoforms. The results given in Table 3 show that 4
and 5 indeed selectively inhibit PfGSK-3. The only other
parasitic orthologues inhibited by micromolar inhibitor concen-
trations were GSK-3 of P. knowlesi, the closest organism to P.
falciparum, and GSK-3 of L. donovani, the infectious agent
causing visceral leishmaniasis (kala azar). The GSK-3 ortho-
logues of the other parasites belonging to the order
Trypanosomatida (L. major, T. cruzi, T. brucei) remained
unaffected up to 100 μM. The same insensitivity was observed
with both GSK-3's of the parasites T. gondii and C. parvum.
Similar to the native porcine enzyme, the recombinant human
GSK-3α isoform was not inhibited by congeners 5 listed in Table
3. In contrast, 5s, 5v, and 5z inhibited the human GSK-3β
isoform in one-digit micromolar concentrations. Nevertheless,
also for these compounds there is still a selectivity gap of 1 order
of magnitude for inhibition of the plasmodial and human
enzymes. Interestingly, the compounds also inhibited the GSK-3
homologue of another species of Plasmodium, P. knowlesi. This
suggests that the selectivity may extend to GSK-3 orthologues of
other Plasmodium species, which are also responsible for other
forms of malaria, namely, P. vivax, P. ovale, P. malariae, and P.
knowlesi.
Considering the selectivity data across the GSK-3 orthologues

of different species on one hand and overall bioactivity in the
compound class on the other hand, we decided to evaluate

compound 5v in broad panels of human protein kinases
established in the University of Dundee screening platform.53

Kinase inhibition activity was determined with 1 and 10 μM
concentrations of the test compound. None of the 77 kinases was
inhibited by the 1 μM compound concentration by more than
50%. The 10 μMconcentration of 5v inhibited only 12 kinases by
more than 50% (BRSK2, BTK, CAMK1, CHK2, ERK8, IKKε,
IR-HIS, MAPKAP-K2, MKK1, p38α MAPK, P38 β MAPK,
PAK4) and only 1 additional kinase (PKB α) by more than 80%
(refer to the Supporting Information for details), indicating a
high selectivity in favor of PfGSK-3 versus diverse human kinases
(Supplementary Table S3).
To complement the selectivity studies, 5v was screened on the

large-scale DiscoverX KinomeScan panel. This interaction assay
provides an overall view of the affinity of a compound for any of
402 kinases.54,55 A semiquantitative scoring of this primary
screen was provided (Figure 5). The results showed only low
interaction with a few kinases (Figure 5; Supplementary Table
S4, Supporting Information).
For evaluation of antiparasitic activity, eight congeners of

series 5 showing potent PfGSK-3 inhibition were tested in a
luminescence-based assay against erythrocytic stages of P.
falciparum parasites. For an initial activity assessment, parasites
expressing luciferase were incubated for 72 h with a 15 μM
concentration of the test compounds and luminescence was
measured after cell lysis. Compounds showing more than 80%
inhibition of parasite viability were then characterized by
determination of EC50 values in a similar experiment. The
results given in Table 4 show that all test compounds inhibited
the parasites at 15 μM. Compounds 5v, 5w, 5y, and 5aa
exhaustively decreased viability at 15 μM and exhibited single-
digit micromolar EC50 values. Although there is a gap of roughly
1 order of magnitude between concentrations for enzyme
inhibition and parasite inhibition, the results demonstrate that
PfGSK-3 could serve as an exploitable biological target for the
development of antimalarial agents. In terms of structure−
activity relationships, the results show that a 2-chloro substituent
at the phenyl ring and a halogen-containing substituent at the 3-

Table 3. Inhibition of GSK-3Orthologues of Different Species
by 4 and Selected Congeners 5 (IC50, μM)a,b

species 4 5a 5m 5s 5v 5z

Plasmodium
falciparum

1.61 6 0.91 0.61 0.48 0.5

Plasmodium knowlesi 15.5 95.0 2.75 1.45 2.45 6.5
Toxoplasma gondii >100 >100 >100 >100 >100 >100
Cryptosporidium
parvum

>100 >100 >100 >100 >100 >100

Trypanosoma cruzi >100 >100 >100 >100 >100 >100
Trypanosoma brucei >100 >100 >100 >100 >100 >100
Leishmania major >100 >100 >100 >100 >100 >100
Leishmania donovani 80 80 70 44 72 100
Dictyostelium
discoideum

>100 >100 >100 80 >10 >100

Sus scrofa (GSK-3α/
β)

>100 >100 >100 5.6 >10 22

Homo sapiens (GSK-
3α)

>100 >100 >100 >100 >100 >25

Homo sapiens (GSK-
3β)

>100 >100 50 4.0 3.3 8.1

aIC50 values were calculated from dose−response curves. The highest
inhibitor concentration used in the assays was 10, 25, or 100 μM. bAll
data points were recorded in triplicate. Typically, the standard
deviation of the single points was below 10%.
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position of the benzoyl ring appear favorable for antiplasmodial
activity.

■ CONCLUSION
We have identified and developed a novel class of selective
inhibitors of PfGSK-3, an enzyme that was suggested as a suitable
target for antimalarial drugs. Initial hits were identified in anHTS
campaign from a commercial compound library. Representatives
of the new inhibitor family 5 share the 3,6-diamino-4-(2-

halophenyl)-2-benzoylthieno[2,3-b]pyridine-5-carbonitrile
motif. The compounds of highest potency inhibit PfGSK-3 in
submicromolar concentrations and exhibit selectivity versus
GSK-3 orthologues of other species and versus other human
protein kinases. A structure model providing an informative basis
for the PfGSK-3/HsGSK-3 selectivity of 5 was generated by
docking studies based on a PfGSK-3 homology model, taking
into account the X-ray structure of the related molecule 7d in
complex with human GSK-3. Selected congeners 5 showed in
vitro antiplasmodial activity against erythrocyte stages of P.
falciparum parasites in single-digit micromolar concentrations.
The results warrant further development of the structure class
toward antimalarial drugs.

■ EXPERIMENTAL PROCEDURES
Synthetic Chemistry. Starting materials were purchased from the

suppliers indicated below and were used without further purification,
unless stated otherwise: aromatic aldehydes 9, cyanothioacetamide
(11), phenacyl bromides 21, 2-chloro-N-(4-chlorophenyl)acetamide
(22), and chloroacetonitrile (23) were from Acros Organics, Geel,
Belgium, and 2-fluorobenzaldehyde and malonodinitrile (10) were from
Sigma-Aldrich, Steinheim, Germany. Prior to use, liquid aromatic
aldehydes 9 (unsubstituted benzaldehyde, 2-chlorobenzaldehyde, 2-
bromobenzaldehyde, 2-ethoxybenzaldehyde, 2-methylbenzaldehyde,
thiophene-2-carbaldehyde) were purified by extraction with aqueous
saturated sodium carbonate solution to remove acidic impurities.

Melting points (mp's) were determined on an electric variable heater
(Electrothermal IA 9100) in open glass capillaries. IR spectra were
recorded as KBr disks on a Thermo Nicolet FT-IR 200 (remark
regarding IR spectra: being part of a vinylogic amide element which may
be involved in H-bonding, the carbonyl CO valence vibration band of
compounds 5, 6, and 8 is strongly shifted to low wavenumbers and
overlaps in most cases the aromatic CC vibration band). 1H NMR
spectra and 13C NMR spectra were recorded on Bruker Avance DRX-
400 and Bruker Avance II-600 instruments (NMR Laboratories of the
Chemical Institutes of the Technische Universitaẗ Braunschweig) with
an internal standard of tetramethylsilane, and signals are given in parts
per million (δ scale). Elemental analyses were determined on a CE
Instruments FlashEA 1112 elemental analyzer (Thermo Quest). Mass
spectra were recorded on a Finnigan-MAT 90 double-focused sector
field mass spectrometer. Accurate measurements were conducted
according to the peakmatch method using perfluorokerosene (PFK)
as an internal mass reference. EI-MS: ionization energy 70 eV
(Department of Mass Spectrometry of the Chemical Institutes of the
Technische Universitaẗ Braunschweig). TLC: Polygram Sil G/UV254,
Macherey-Nagel, 40 × 80 mm, visualization by UV illumination (254
and 366 nm). Column chromatography: silica gel 60 (Merck), column
width 2 cm, column height 10 cm unless stated otherwise. Purity was
determined by HPLC using the following devices and settings: Elite
LaChrom (Merck/Hitachi), pump L-2130, autosampler L-2200, diode
array detector (DAD) L-2450, organizer box L-2000, column Merck
LiChroCART 125-4, LiChrosphere 100, RP 18, 5 μm, flow rate 1.000
mL/min, isocratic, volume of injection 10 μL, detection (DAD) at 254
and 280 nm, AUC-%-method; time of detection 15 min, net retention
time (tN), dead time (tm) related to DMSO. Preparation of H2O +
(Et3NH)2SO4 buffer (pH 2.5) for HPLC: Triethylamine (20.0 mL) and
sodium hydroxide (242 mg) were dissolved in water (980 mL). The
solution was adjusted to pH 2.5 by addition of sulfuric acid. Absorption
maxima (λmax) were extracted from the spectra recorded by the DAD in
the HPLC peak maxima (software EZ Chrom Elite Client/server
version 3.1.3). All compounds employed in biological tests were used in
≥95% purity. Synthetic procedures and structure characterization data
for the following compounds are available in the Supporting
Information: 12−16, 18−20, 5a−5u, 5w−5cc, 6a−6c, 7a−7h, 8a, 8b.

General Procedure A for the Preparation of 6-Amino-4-aryl-2-
thioxo-1,2-dihydropyridine-3,5-dicarbonitriles 12−20. A suitable
aromatic aldehyde, 9 (1.00 mmol), malonodinitrile (10; 1.00 mmol),
and cyanothioacetamide (11; 1.00 mmol) were dissolved in EtOH (4

Figure 5. Protein kinase selectivity of compound 5v tested in a 402
human kinase interaction assay (KinomeScan). Compound 5v was
tested at a 10 μM final concentration in the kinase interaction panel. A
semiquantitative scoring of this primary screen was estimated. This
score relates to the probability of a hit rather than strict affinity. Scores of
>10, between 1 and 10, and <1 indicate the probability of being a false
positive, which is <20%, <10%, and <5%, respectively. The results are
presented as a TREEspot kinase interaction map (top). Raw data (all
402 values) are provided in the Supporting Information, Table S4.

Table 4. Antiplasmodial Activity of Selected PfGSK-3
Inhibitors

compd inhibition at 15 μMa (%) EC50
b (μM)

5m 65.4 (±2.0) nt
5s 77.1 (±4.6) nt
5v 100.0 (±0.0) 5.5 (4.2−7.2)
5w 100.0 (±0.0) 3.7 (2.7−5.0)
5x 63.5 (±4.3) nt
5y 100.0 (±0.0) 5.6 (4.3−7.2)
5z 30.3 (±3.6) nt
5aa 100.0 (±0.0) 7.5 (4.6−12.3)
control (DMSO) 0.0 (±9.6) nt

aLuminescence assay (luciferase) after 72 h of incubation of P.
falciparum NF54LUC parasites with compounds at 15 μM. SEM
values are given in parentheses. bEC50 values were determined for
compounds showing inhibition rates above 80% and were calculated
from dose−response curves. Single data points were measured after 48
h of incubation with test compounds. Confidence intervals are given in
parentheses. nt = not tested.
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mL). Piperidine (50 μL) was added, and themixture was refluxed for 3 h.
After evaporation of the solvent in vacuo, glacial acetic acid (six drops),
water (10 mL), and CH2Cl2 (2 mL) were added, and the mixture was
shaken for 1 min. A precipitate was formed either immediately or after
storage overnight at 2−5 °C. The precipitate was filtered offwith suction
and used for the following synthetic steps without further purification.
6-Amino-4-(2-chlorophenyl)-2-thioxo-1,2-dihydropyridine-3,5-di-

carbonitrile (17). Preparation according to general procedure A from 2-
chlorobenzaldehyde, 10, and 11 yielded a yellow powder (57%). Mp:
177−180 °C (lit.56 180−182 °C).
General Procedure B for the Synthesis of 3,6-Diamino-2-aroyl-4-

arylthieno[2,3-b]pyridine-5-carbonitriles 5, 3,6-Diamino-4-aryl-N-
(4-chlorophenyl)-5-cyanothieno[2,3-b]pyridine-2-carboxamides 6,
3,6-Diamino-4-arylthieno[2,3-b]pyridine-2,5-dicarbonitriles 7, and
(3-Amino-4-aryl-5,6,7,8-tetrahydrothieno[2,3-b]quinolin-2-yl)(aryl)-
methanones 8. A suitable precursor compound, 12−20 or 26 (0.400
mmol), was dissolved in DMF (0.5 mL). After addition of 10% aqueous
KOH (224 μL), the mixture was stirred for 1 min. A suitable haloalkane,
21, 22, or 23 (0.400 mmol), was added, and stirring was continued for
30 min at room temperature. After addition of a second portion of 10%
aqueous KOH (224 μL), stirring was continued at room temperature.
The reaction was monitored by TLC. Completion of the reaction was
detected after the reaction time specified in the distinct procedure
descriptions. Upon addition of water (5 mL), a precipitate formed which
was filtered off with suction and washed successively with water, EtOH,
and petroleum ether. Purification was accomplished by column
chromatography or crystallization from the indicated solvents.
3,6-Diamino-2-(3-chlorobenzoyl)-4-(2-chlorophenyl)thieno[2,3-

b]pyridine-5-carbonitrile (5v). Preparation was according to general
procedure B from 17 and 2-bromo-1-(3-chlorophenyl)ethanone,
reaction time 3.5 h. Crystallization from EtOH yielded an orange
powder (37%).Mp: 289−290 °C. IR (KBr): 3477 and 3362 cm−1 (NH),
2216 cm−1 (CN). 1H NMR (DMSO-d6, 600 MHz): δ (ppm) = 6.69
(br s, 2 H, NH2), 7.54−7.56 (m, 1 H, ArH), 7.62−7.64 (m, 1 H, ArH),
7.65−7.67 (m, 4H, ArH), 7.69−7.72 (m, 1H, ArH), 7.76−7.91 (m, 3H,
NH2 and ArH overlapping). 13C NMR (DMSO-d6, 150.9 MHz): δ
(ppm) = 125.7, 126.9, 128.6, 130.0, 130.4, 130.6, 130.8, 132.5 (tertiary
C); 90.9, 99.6, 112.4, 114.8, 131.1, 131.8, 133.4, 142.7, 150.8, 151.2,
159.3, 166.4, 185.9 (quaternary C). Anal. (C21H12Cl2N4OS) C, H, N, S.
HPLC: 98.0% at 254 nm and 98.0% at 280 nm, tN = 5.39 min, tM = 1.03
min (ACN/H2O, 55:45), λmax = 328 nm.
Kinase Expression and Activity Assays. GSK-3 Orthologue

Clones. The PkGSK3 (P. knowlesi GSK3) gene was synthezised by
GenCust and cloned into the expression vector plasmid pBAD-Thio-
TOPO (Invitrogen).
TheTgGSK3 (To. gondiiGSK3) gene was generated by PCR fromTo.

gondii cDNA using a 5′-primer, ATGCCGGACCCGCAGTACGA-
TCC (F-Toxog), and a 3′-primer, GCCACGGTTGTTTGCACTGG-
CG (R-Toxog), and provided by Maryse Lebrun (Jean-Franco̧is
Dubremetz laboratory, Montpellier, France). The gene was cloned
into the expression vector pBAD-Thio-TOPO (Invitrogen) by direct
insertion of the Taq polymerase amplified PCR product.
The CpGSK3 (C. parvum GSK3) gene, kindly provided by Dr.

Raymond Hui (Structural Genomics Consortium, Toronto, Canada),
was cloned into the expression vector pET15-MHL.
GSK-3 orthologues from T. cruzi and T. brucei were kindly tested by

Dr. Wesley C. Van Voohis (Department of Medicine, University of
Washington, Seattle, WA).
GSK-3 orthologues from L. major and L. donovani were kindly tested

by Dr. Evangelia Xingi (Pasteur Institute, Athens, Greece).
D. discoideum GSK-3 was kindly provided by Dr. Adrian J. Harwood

and Dr. W. Jonathan Ryves (Cardiff School of Biosciences, Cardiff
University, Cardiff, U.K.).
Nt-GST-tagged human GSK-3α and GSK-3β were obtained from

BPS Bioscience.
Expression of Recombinant (His)6-Tagged Pf GSK3, PkGSK3,

TgGSK3, and CpGSK3. Recombinant proteins were expressed in
Escherichia coli as previously described.27 Recombinant E. coli TOP10
containing expression plasmids pBAD-Thio-TOPO PfGSK3, PkGSK3,
and TgGSK3 were streaked on an LB (Luria−Bertani) broth plate in the
presence of ampicillin (100 μg/mL). A single colony was inoculated into

5 mL of LB medium (tryptone, 10 g/L; yeast extract, 5 g/L; NaCl, 10 g/
L; pH 7.5) with ampicillin (100 μg/mL) and incubated at 37 °C
overnight. The culture was then transferred into 250 mL of LB medium
with ampicillin (100 μg/mL) in a 1 L bottle and cultured at 37 °C under
constant shaking (250 rpm) to an OD600 of ∼0.5. Expression was
induced with 0.5 mL of 20% arabinose (0.02% final concentration) for 4
h at 37 °C under constant shaking.

Recombinant E. coli BL21-(DE3)-pRARE2 containing expression
plasmid pET15-MHL CpGSK3 was streaked on an LB broth plate in the
presence of ampicillin/chloramphenicol (100 and 34 μg/mL). A single
colony was inoculated into 5 mL of LB medium with ampicillin/
chloramphenicol (100 and 34 μg/mL, respectively) and incubated at 37
°C overnight. Then the culture was transferred into 250 mL of LB
medium with ampicillin/chloramphenicol (100 and 34 μg/mL,
respectively) in a 1 L bottle, cultured at 37 °C under shaking (250
rpm) to an OD600 of ∼0.5, cooled to 15 °C, and induced with 0.5 mM
isopropyl 1-thio-D-galactopyranoside overnight at 15 °C under constant
shaking.

Cultures were harvested by centrifugation at 9000 rpm for 10 min.
Bacterial pellets were stored at −80 °C.

Extraction and Purification of Recombinant (His)6-Tagged
Pf GSK3, PkGSK3, TgGSK3, and CpGSK3 and Purification of
Mammalian GSK-3. Extraction. Pellets from 250 mL E. coli cultures
were resuspended to approximately 10 mL in lysis buffer (50 mM
HEPES, pH 7.5, 500 mMNaCl, 5 mM imidazole, and 5% glycerol) with
the addition of protease inhibitors (Complete EDTA-free inhibitor
cocktail from Roche). Resuspended pellets stored at −80 °C were
thawed overnight at 4 °C the day before purification. Prior to lysis, each
pellet from a 250 mL culture was pretreated with lysozyme, 300 μg/mL
final (or 0.5% CHAPS), and 500 units of DNase I for 30 min at room
temperature. Cells were disrupted by potterization and sonication, and
the cell lysate was centrifuged at 24 000 rpm for 30 min at 4 °C.

Purification. Recombinant PfGSK3, PkGSK3, TgGSK3, and
CpGSK3 proteins were purified by immobilized metal affinity
chromatography by a batch procedure on 500 μL (for 10 mL of lysate)
of nickel affinity resin (Ni−NTA (nitrilotriacetic acid) agarose beads,
Qiagen). The beads were washed four times with 10 mL of washing
buffer (50 mM HEPES, pH 7.5, 500 mM NaCl, 30 mM imidazole, 5%
glycerol). The lysates were incubated with the beads for 2 h at 4 °C on a
rotating wheel. After centrifugation (1500 rpm, 2 min at 4 °C) the beads
were washed four times with 1 volume of wash buffer. Proteins were
then eluted successively three times with respectively 500 μL (first
elution), 300 μL (second elution), and 200 μL (third elution) of elution
buffer (50 mM HEPES, pH 7.5, 500 mM NaCl, 250 mM imidazole, 5%
glycerol). The protein identity and purity were evaluated by SDS−
PAGE analysis. Samples were stored at −80 °C.

Mammalian GSK-3. GSK-3α/β was purified from porcine brain by
affinity chromatography on immobilized axin.57

Kinase Assays.The activity of the recombinant kinases was measured
by incubating the proteins with 40 μM GS-1 peptide substrate
(YRRAAVPPSPSLSRHSSPHQpSEDEEE, where pS stands for phos-
phorylated serine; Proteogenix, Oberhausbergen, France) in buffer A,
pH 7.5 (10 mM MgCl2, 1 mM EGTA, 1 mM DTT, 25 mM Tris/HCl,
pH 7.5, 50 μg/mL heparin, 0.15 mg/mL BSA), in the presence of 15 μM
γ-33P-ATP in a final volume of 30 μL. After 30min of incubation at 30 °C
except forDdGSK3 (30min at room temperature), 25 μL of the reaction
was spotted onto Whatman P81 phosphocellulose paper. The filters
were washed five times (for at least 5 min each time) in a 1% phosphoric
acid solution. The wet filters were counted in the presence of 1 mL of
ACS (Amersham) scintillation fluid. Blank values were subtracted and
activities calculated as picomoles of phosphate incorporated during a 30
min incubation. The activities are usually expressed as a percentage of
the maximal activity, i.e., in the absence of inhibitors. Controls were
performed with appropriate dilutions of dimethyl sulfoxide. For
molecules showing inhibitory activity at 10 μM, dose−response curves
were performed to calculate the IC50 value.

Compound Libraries. The compound library for high-throughput
screening was obtained through the WHO. It comprised compounds
from ChemDiv (5000 kinase inhibitory scaffolds plus a collection of
5000 random compounds) and Biospecs (480 products). The focused
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library was supplied by ChemDiv. It comprised 427 compounds
containing the thieno[2,3-b]pyridine parent scaffold.
Crystallography and Molecular Modeling. GSK-3 Crystal

Structures. The human (pTyr216)-GSK3β−axin(383−401) complex
was prepared as previously described.47 Samples of the (pTyr216)-
GSK3β−axin(383−401) complex [6 mg/mL GSK3b + 0.37 mg/mL
axin(383−401)] were incubated on ice with 500 μM 7d for 1 h prior to
crystallization.
Crystals of the (pTyr216)-GSK3β−axin(383−401)−7d complex

were obtained within 6 weeks by the hanging drop vapor diffusion
method mixing 1 μL of complex with 1 μL of reservoir solution
containing 0.1 M 2-(N-morpholino)ethanesulfonic acid (MES), pH 6.5,
and 12% (w/v) PEG 20 000 at 20 °C. Crystals belong to the
orthorhombic space group P212121 with cell dimensions of a = 73.15 Å, b
= 76.16 Å, and c = 86.54 Å and one copy of the (pTyr216)-GSK3β−
axin(383−401)−7d complex per crystallographic asymmetric unit.
X-ray data were collected at beamline I02 at the Diamond Light

Source (Oxfordshire, U.K.) using an ADSC Quantum Q315r detector.
Processing was performed using the program XDS.58

The structure was solved by molecular replacement with the program
PHASER59 employing the (pTyr216)-GSK3β−axin(383−401) com-
plex47 (PDB code 1O9U) as a search model. Bound ligand in the active
site was identified by the difference Fourier method. Structure
refinement and model building were performed using iterative cycles
of phenix.refine60 and Coot.61 Crystallographic statistics are given in
Table 2. The coordinates were deposited in the RCSB Protein Data
Bank62 with accession number 3ZDI. 2Fo− Fc composite annealed omit
electron density maps were calculated with CNS.63 Figures were
prepared with PyMOL (www.pymol.org).
Docking.Docking studies were accomplished by the FlexXmodule of

LeadIT 2.0.2 (BiosolveIT GmbH, St. Augustin, Germany, 2011).
Receptors were prepared by the standard setup routine using the 1J1B
PDB file49 for the human enzyme and a corresponding PfGSK-3
model.48 Basic and acidic binding site side chains were protonated or
deprotonated, respectively. Two water molecules observed in the X-ray
structure of 7d were merged into the binding sites and defined as freely
rotatable and displaceable during the docking procedure. Ligands were
constructed with SYBYL X1.3 and minimized using AM1 charges and
the Tripos force field. The single interaction scan (SIS) mode of
FlexX64−67 was used for base fragment placement, and the obtained
poses were rescored by the new Hyde scoring function.68

in Vitro Antimalarial Activity Assay. Erythrocytic stages of P.
falciparum parasites stably expressing the luciferase gene by the hrp2
promoter from a chromosomal locus (NF54:LUC) were used. These
parasites constitutively express high levels of luciferase. Cultures of 20
mL total volume were grown in 75 mL tissue culture flasks (Costar
brand, NUNC, Denmark) as previously described.69 Upon reaching 3%
parasitemia, the medium was aspirated and 100 μL of 25% hematocrit
cultured parasites was transferred with a multichannel pipet to a 96-well
sterile plate (100 μL in each well). Drugs diluted in complete RPMI-
1640 containing 1% DMSO (10 μM, 100 μL/well) were added to each
well. Each drug was tested in triplicate. As controls three wells of
(NF54:LUC) in regular mediumwith no drug and another three wells in
which (NF54:LUC) is exposed only to the 1% DMSO were inoculated.
Three additional wells were inoculated with NF54 “wild-type” parasites
that do not express luciferase and were used as “blanks”. The plate was
incubated in a sealed culture chamber and incubated for 48 h (37 °C,
90% N2, 5% CO2, and 5% O2). After 48 h, 100 μL of the medium was
removed and the red blood cells were lysed with the addition of lysis
buffer of the Bright-Glo luciferase assay system (100 μL/well, Promega,
MT) and incubation at room temperature for 5 min. A 100 μL volume
was transferred into an opaque 96-well flat-bottom plate (Costar brand,
NUNC, Denmark) for the luciferase assay, and the rest was frozen at
−20 °C. A 100 μL volume of the Bright-Glo substrate was added to each
well, and the luminescence was measured after 5 min using a microplate
reader (Fluoroskan Ascent, Thermo Labsystems, Finland). After
screening the activity of the compounds at 15 μM, titrations were
carried out to determine the IC50 of the most active compounds as
described above.
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