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4,4-Dimethyl- and Diastereomeric 4-Hydroxy-4-methyl-
(2S)-Glutamate Analogues Display Distinct
Pharmacological Profiles at lonotropic Glutamate
Receptors and Excitatory Amino Acid Transporters

Lennart Bunch,*™ Darryl S. Pickering,” Thierry Gefflaut,' Virginie Vinatier,"” Virgil Helaine,"
Ahmad Amir,” Birgitte Nielsen,” and Anders A. Jensen®

Subtype-selective ligands are of great interest to the scientific
community, as they provide a tool for investigating the func-
tion of one receptor or transporter subtype when functioning
in its native environment. Several 4-substituted (S)-glutamate
(Glu) analogues were synthesized, and altogether this ap-
proach has provided important insight into the structure-activ-
ity relationships (SAR) for ionotropic and metabotropic gluta-

Introduction

(S)-Glutamate (Glu) functions as the major excitatory neuro-
transmitter in the central nervous system (CNS) by activating a
plethora of glutamate receptors (GluRs).""? The GluRs are divid-
ed into two major classes: the ionotropic Glu receptors
(iGIuRs) and the metabotropic Glu receptors (mGluRs). The
iGluRs are ligand-gated ion channels and thus mediate fast ex-
citatory responses of the neurotransmitter. Based on differen-
tial ligand affinities, the iGluRs have been further divided into
three groups: the 2-amino-3-(3-hydroxy-5-methyl-4-isoxazolyl)-
propionic acid (AMPA) receptors (comprising the subunits
iGIuR1-4),” the kainic acid (KA) receptors (comprising subunits
iGIuR5-7 and KA1,2)” and the N-methyl-p-aspartic acid
(NMDA) receptors (comprising subunits NR1A-H, 2A-D, 3A-
C)."! The mGIuRs are G-protein-coupled receptors and thus
produce a slower signal transduction through second-messen-
ger systems.” Eight subtypes, mGluR1-8, have been identified
and they are clustered into three groups on the basis of: in-
volved second-messenger systems, pharmacology, and amino
acid sequence homologies (group I: subtypes mGIuR1,5; group
Il: subtypes mGIuR2,3; group lll: subtypes mGluR4,6-8).” Ter-
mination of the excitatory signal by removal of Glu from the
synaptic cleft is mediated by the excitatory amino acid trans-
porters (EAATs).®? Five EAAT subtypes have been identified of
which EAAT1-4 are present in the CNS,"® whereas EAATS is
found exclusively in the retina."”

Glutamatergic neurotransmission is believed to be involved
in key neurophysiological processes such as memory and
learning, control of motor functions, and neuronal plasticity
and development. Therefore, neurological and psychiatric dis-
eases such as depression,'? anxiety,"® mood disorders,"” ad-
diction,"*'® migraine,"”’ and schizophrenia may be directly
related to malfunctioning glutamatergic neurotransmis-
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mate receptors (iGluRs and mGluRs), as well as the excitatory
amino acid transporters (EAATs). In this work, three 4,4-disub-
stituted Glu analogues 1-3, which are hybrid structures of im-
portant 4-substituted Glu analogues 4-8, were investigated at
iGIuRs and EAATs. Collectively, their pharmacological profiles
add new and valuable information to the SAR for the iGluRs
and EAAT1-3.

sion.®'2% Moreover, excessive Glu signaling is neurotoxic and

leads to neuronal death.?" On this basis it has been suggested
that neurotoxic states and neurodegenerative diseases such as
Alzheimer’s disease,”? Huntington’s disease,’”® amyotrophic
lateral sclerosis,* cerebral stroke,"® and epilepsy® may be
the result of a malfunctioning glutamatergic neurotransmitter
system.

Introduction of a substitution at the 4-position of Glu has
led to several new compounds which have disclosed funda-
mental aspects of the SAR of the iGluRs,*%*% mGluRs,*” and
EAATs.®Y In this context we focus on the finding that (4R)-
methyl-Glu (5) is a selective and potent agonist at iGIuR5,"
and displays differentiated function at transporter subtype
EAAT1 (substrate) versus subtypes EAAT2,3 (inhibitor).?*3% In
addition, the diastereomeric 4-hydroxy analogues 7 and 8
show distinct pharmacological profiles at the EAATs; 7 is inac-
tive, whereas 8 is a substrate at EAAT1-3.° To continue the in-
vestigation and further development of the SAR for the iGluRs
and EAATs, we present herein the rational design and pharma-
cological evaluation of 4,4-disubstituted Glu analogues 1-3,
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which are hybrid structures of previously described 4-substitut-
ed Glu analogues 4-8 (Figure 1). Furthermore, the 4-hydroxy
Glu analogues 7 and 8 were also re-synthesized according to
published procedures and characterized in binding assays at
the iGluRs.

L. Bunch et al.

and 3 also displayed low affinity toward native AMPA, KA, and
NMDA receptors, but interestingly, the binding affinities for
these two compounds at homomeric iGIuR5-7 were highly dis-
tinct: Whereas 2 displayed low nanomolar affinity for iGIuR5,
high nanomolar affinity for iGIuR6 and medium-range nanomo-
lar affinity for iGIuR7, its C4 diastereomer 3 is a low-affinity
ligand at all three cloned KA subtypes, iGIuR5-7. The observed

0 i 7 binding affinities of 3 are accredited to contamination (< 1%)
K OH HO" 7 ., oH with diastereomer 2.
~ OH HaN OH The syntheses of diastereomeric 4-hydroxy Glu analogues 7
1 2 3 . . . 371
and 8 were carried out according to published procedures.
u o o o 2 The two analogues were first investigated in binding assays at
HO™ ™7 ™7 "OH HO™ ™Y OH HO™ ™ OH native iGluRs (Table 1). The 2,4-syn diastereomer 7 displayed
HN - = HeN HN preference for the NMDA receptors (K;=1.3 um) over both
4 o o 5 o o 6 AMPA and KA receptors (>100- and 30-fold, respectively). In
w w detailed studies on cloned homomeric iGIuR5-7, the Glu ana-
HO™ Y~ Y ©OH HO" ~ OH logue showed weak affinity for iGIUR5 and negligible affinity
HN ; OH HN . oH for iGIuR6,7. The 2,4-anti diastereomer 8 was carried through

Figure 1. Chemical structures of 4,4-dimethyl- and diastereomeric 4-hydroxy-
4-methyl-Glu analogues 1-3, which are hybrid structures of the published
Glu analogues 4-8.

Results and Discussion

The enantioselective synthesis of Glu analogues 1-3 was car-
ried out using a chemoenzymatic approach with stereoselec-
tive transamination as the key step, reported elsewhere.?>3¥
The scope and limitations of this enzymatic procedure have
been explored extensively by us with the aim of synthesizing a
large variety of Glu analogues.”?®23%333¢ With compounds 1-3
in hand, we first investigated them in a binding assay at native
AMPA, KA, and NMDA receptors and subsequently at the
cloned rat homomeric KA receptor subtypes iGIuR5-7 (Table 1).
The 4,4-dimethyl-Glu analogue 1 was shown to be a low-affini-
ty ligand at native AMPA, KA (the radioligand binding assay
predominantly reflects binding affinities to KA1,2-containing
subtypes), and NMDA receptors, and only displayed medium-
range nanomolar affinity for iGIuR5 with a 28- and 7-fold pref-
erence over iGIuR6 and iGIuR7, respectively. Diastereomers 2

the same assays. At native iGIuR receptors, it displayed low- to
medium-range affinity for AMPA, KA, and NMDA receptors and
in studies on cloned homomeric iGIuR5-7.

Subsequently, hybrid analogues 1-3 were evaluated as po-
tential inhibitors and/or substrates at HEK293 cells stably ex-
pressing the EAAT1-3 subtypes in the FLIPR membrane poten-
tial blue (FMP) assay (Table 2).*" Whereas 1 and 3 were com-
pletely inactive at all three EAAT subtypes, analogue 2 inhibit-
ed Glu transport at all three subtypes with medium-range mi-
cromolar affinities (K;=88, 48, and 130 um, respectively).

Modeling study

Glu is a highly flexible molecule which may adopt nine stag-
gered conformations.*? Among these, it is well documented
that Glu binds in a folded conformation to the iGluRs,***¥ and
in an extended conformation to the mGluRs"*¥ (Figure 2). At the
EAATs, several studies have shown that inhibitors, which are
analogues of Glu, bind in the folded conformation;?*3**!
whereas the conformational requirements for EAAT substrates
are somewhat opaque, they are thought to involve an extend-
ed-like conformation %>

Table 1. Binding affinities of Glu analogues 1-3 and 7-8 at native AMPA, KA, and NMDA receptors and at cloned homomeric iGIuR5-7.

Native receptors (ICs, [um])®

Cloned homomeric receptors (K; [nm])®’

Compd Ref. PHIAMPA PHIKAM NMDAM iGIUR5(Q), iGIUR6(V,C,R), iGIuR7,
1 >100 7.4 [5.1340.05] >100 168410 4670470 1090 - 100
2 24 [4.62+0.02] 0.75 [6.1240.05] >100 179415 8004137 182+25
3 >100 16 [4.79+0.02] >100 1180 +85 556004100 784041800
4 [28,29,38,39] 26.6 0.032 59 0.66 17.0 5.7
5 138] 14.6 0.33 9.6 - - -
6 [29,40] 0.15 0.23 1.2 270 450 -
7 >100 31 [28;31] 1.3 [1.0;1.5] 41754920 21416 +1854 14938+ 2794
8 35 [31;39] 9.1[8.5;9.8] 40 [3.3;4.8] 37404720 7432+ 432 2813447533

dominant. [d] Radioligand: [*HICGP-39653.

[a] In rat brain synaptosomes; data are the mean of at least three independent experiments; values given in brackets are plCs, or pK;+SEM. [b] Rat clones
of the receptors and radioligand: [3H](2S,4R)-4-methyI-GIu (SYM-2081 =[H]4); data are reported as the mean 4 SEM of at least three competition experi-
ments at 16 drug concentrations performed in triplicate; —: no data available. [c] In this assay, the binding to native KA1,2-containing iGIuR subtypes is pre-
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Table 2. Pharmacological characteristics of Glu analogues at human
EAAT1-3 in the FMP assay.
K [HM][a]

Compd Ref. EAAT1 EAAT2 EAAT3

1 > 3000 > 3000 > 3000

2 88 [4.140.05] 48 [4.34+0.04] 130 [3.9£0.05]

3 >3000 > 3000 > 3000

4 [26,32] 13 13 6.6

5 [32] >1000 >1000 -

6 - - -

7 [26] ~1000 ~1000 ~1000

8 [26] 140 67 81
[a] Values given in brackets are pK;+SEM; bold italics indicate K, values
for substrates.

by = A

folded conformation extended conformation

Figure 2. Glu folded conformation when crystallized in iGIuR5 (PDB code:
1TXF) and extended conformation when crystallized in mGIuR1 (PDB code:
TEWK).

To address the structural origin of the distinct pharmacologi-
cal profiles observed for 1-3 at the iGluRs and EAATs, we calcu-
lated conformational energies and thereby depicted the bio-
logically relevant conformations. In detail, the Glu analogues
were submitted to a stochastic conformational search (see Ex-
perimental Section for further details). For 4,4-dimethyl-Glu an-
alogue 1, the global low-energy conformation was found to
equal the folded conformation, with its extended conformation
located at an energy level ~ 1.5 kcalmol™" higher (Figure 3).

extended conformation

folded conformation

Figure 3. Folded and extended conformations of 1 (purple) superimposed
onto Glu folded conformation (atom-type coloring; PDB code: 1TXF) and
Glu extended conformation (atom-type coloring; PDB code: 1EWK).

The global low-energy conformation of 2 matched the
folded conformation (Figure 4) and displayed a favorable intra-
molecular hydrogen bond between the ammonium and hy-
droxy groups. Finally, the global low-energy conformation of 3
was found to equal the extended conformation (Figure 4). The
converse conformations of 2 and 3 which may be obtained by
rotation of the C3—C4 bond were significantly higher in energy
due to the repulsive van der Waals interactions (a-ammonium
and the 4-methyl groups, Figure 4).

ChemMedChem 2009, 4, 1925 - 1929

© 2009 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

FULL PAPERS

) (2)

folded conformation extended conformation

favored disfavored
>
3) 3)
extended conformation folded conformation
Javored disfavored

Figure 4. Low-energy folded conformation of 2 (upper left) and its enforced
disfavored extended conformation (upper right); low-energy extended con-
formation of 3 (lower left) and its enforced disfavored folded conformation
(lower right).

SAR study at iGluRs

A correlation of results from the in silico conformational analy-
sis (Table 3) with respective pharmacological profiles at the
iGIuRs (Table 1) provides new insight into the SAR. Even
though 1 may adopt the folded conformation (Figure 3), this
Glu analogue is not a high-affinity ligand at the iGluRs
(Table 1). This finding is best explained by the fact that the one
4-methyl group which is oriented in the same plane as the am-
monium group induces a steric repulsion with the residue
Glu753. This residue is conserved throughout the AMPA and
KA receptors and is critical for the ability of the ligand to bind
to the receptor through the formation of a salt bridge to the
ammonium group.”? Hence, substitution of this methyl group
for a hydroxy group, compound 2, not only favors the folded
conformation, but because the hydroxy group is smaller in
size, more space is left for the important ligand-ammonium
group/Glu 753 interaction. These in silico predictions are in ex-
cellent agreement with compound 2 being a high-affinity
ligand at the KA receptor subtype iGIuR5. The observed prefer-
ence for this subtype over KA1,2 and iGIuR6,7 is likely due to
the larger iGIUR5 receptor pocket volume.” Interestingly, 4-hy-
droxy Glu analogue 8 also favorably adopts the folded confor-
mation, but displays much weaker affinity for KA1,2 and
iGIuR5 receptors (12- and 200-fold, respectively). We believe
this observation is due to differences in energies of desolvation
of 2 and 8, the latter being more soluble in water.

Finally, the C4-diastereomer, compound 3, shows poor affini-
ty for the iGIuRs which is in accordance with its folded confor-
mation being energetically disfavored. On the other hand, as
the extended conformation is favored, this compound could
be a potential mGIuR ligand. This is also supported by the fact
that its corresponding demethylated analogue 7 prefers to
adopt the extended conformation and is a known, albeit weak,
mGluR ligand.??
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Table 3. Conformational analyses of Glu analogues 1-8 by in silico methods.”!

AAG [kcal mol~"]®!

cological profiles, which provide
new insight into the SAR for
iGIuR and EAAT ligands. Most re-
markable is the contribution to
the understanding of the SAR
for EAAT substrates and inhibi-
tors: extended ligand conforma-
tions tend to be substrates,
whereas folded conformations

Compd 2,4-Relative Folded Folded-like Extended Extended-like tend to be non-transportable in-
Stereochemistry (iGIuR agonist) (mGIuR agonist) hibitors
1 n.al9 Me, Me 0 - +15 -
2 anti OH, Me o - - -
— - (d] _ . .
o n OH, Me 0 Experimental Section
4 syn Me 0 - - +2.7

5 anti Me - 0 +1.0 - In silico study

7 syn OH +43 _ 04 +47

8 anti OH o +44 +6.1 +89 The modeling study was per-

served.

[a] Structures at left: Glu (folded, atom-type coloring) and 5 (folded-like, purple); structures at right: Glu (ex-
tended, atom-type coloring), 5 (extended, green), and 4 (extended-like, purple). [b] Global low-energy confor-
mation set to 0 in all cases; AAG calculated to '+’ indicates higher energy conformations; —: indicates AAG
calculated for this conformation is >40 kcalmol™', which excludes this conformation from the SAR study.
[c] Not applicable. [d] An intramolecular hydrogen bond between the ammonium and hydroxy groups is ob-

formed with the software package
MOE (Molecular Operating Environ-
ment, v2006.08, Chemical Comput-
ing Group, 2006) using the built-in
mmffo4x force field and the GB/SA
continuum solvent model.

SAR study for EAAT1-3

In earlier studies, 4-methyl-Glu 4 was shown to be a substrate
at EAAT1, whereas it is an inhibitor at EAAT2,3, and 4-hydroxy
Glu 8 was shown to be a substrate at all three EAAT subtypes,
EAAT1-3.2% However, their structural hybrid, compound 2, is
an inhibitor of all three subtypes, EAAT1-3. Given that the low-
energy conformation of compound 2 is the folded conforma-
tion and the presence of the extended conformation is negligi-
ble (Table 3), this supports our previous findings that an EAAT
substrate must be able to adopt an extended conformation.”*
Our finding that its C4-diastereomer, compound 3, is not an in-
hibitor at EAAT1-3, correlates well with results from the in sili-
co study (Table 3), which indicate that a folded conformation is
energetically disfavored. However, the fact that its low-energy
conformation is the extended conformation and the observa-
tion that it is not an EAAT substrate, provides new insight into
the SAR for EAAT substrate transport activity. Finally 4,4-di-
methyl analogue 1 is neither an inhibitor nor a substrate for
EAAT1-3. Correlating this finding with the fact that it readily
adopts the folded conformation gives new insight into the
EAAT inhibitory pharmacophore.

Conclusions

In summary, we have described the pharmacological evalua-
tion of Glu analogues 1-3, which are hybrid structures of pre-
viously reported Glu analogues 4-8. We investigated the three
analogues at the iGIuRs and EAAT1-3, and to complete the
study we furthermore characterized diastereomeric 4-hydroxy
Glu analogues 7 and 8 at the iGluRs. By means of an in silico
study, we addressed the observed differences in their pharma-
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General procedure for compounds

1-8: The y-carboxylate group was

protonated, and the compound
was submitted to a stochastic conformational search (standard
setup). All conformations that enclosed intramolecular hydrogen
bond(s) were discarded. Superimpositions of selected conforma-
tions were carried out using the built-in function in MOE, by fitting
the ammonium group and the two carboxylate groups.

Binding dffinities at native and homomeric iGIluRs

Binding affinities for 1-3, 7, and 8 at native AMPA, KA, and NMDA
receptors (rat synaptosomes) were determined according to pub-
lished experimental procedures”® using radioligands [*HJAMPA,
[*HIKA (representing predominantly subtypes KA1,2), and [*H]CGP-
39653, respectively. Determination of binding affinities for 1-3, 7,
and 8 at cloned rat homomeric subtypes iGIuR5-7 were carried
out following the procedures described earlier, using [PHISYM-2081
as the radioligand.””®

Functional characterization at EAAT1-3

Compounds 1-3 were characterized in the FLIPR membrane poten-
tial blue (FMP) assay, which was carried out essentially as described
previously.*"!

Chemistry

(25)-4,4-Dimethylglutamic acid (1). This Glu analogue was pre-
pared according to published procedures.® Elemental analysis
caled for C,H,3NO,-0.5H,0: C 45.65, H 7.66, N 7.60, found: C 45.90,
H 7.54, N 7.56.

(25,4S5)-4-Hydroxy-4-methylglutamic acid (2). This Glu analogue
was prepared according to published procedures.® Analytical and
NMR spectroscopic data were identical to what we reported earli-
er.?¥ Additional analytical data: de=97 % (determined by NMR); el-

ChemMedChem 2009, 4, 1925 - 1929
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emental analysis calcd for C4H,;NO,-0.5H,0: C 38.71, H 6.50, N 7.52,
found: C 38.82, H 6.39, N 7.24.

(2S,4R)-4-Hydroxy-4-methylglutamic acid (3). This Glu analogue
was prepared according to published procedures.*® Analytical and
NMR spectroscopic data were identical to what we reported earli-
er.?¥ Additional analytical data: de >98% (determined by NMR); el-
emental analysis calcd for C¢H,;NOs0.25H,0: C 39.67, H 6.38, N
7.71 found: C 39.20, H 6.46, N 7.80.

(25,4R)-4-Hydroxyglutamic acid (7) and (2S,45)-4-Hydroxygluta-
mic acid (8). These Glu analogues were prepared according to
published procedures. All analytical and spectral data were identi-
cal to what we reported earlier.***”

Acknowledgements

We thank the Carlsberg Foundation, the Lundbeck Foundation,
GluTarget, and the Danish Research Council for financial support.
Dr. S. G. Amara is thanked for her generous gift of cDNAs for the
human EAATS.

Keywords: EAATs - glutamic acid - kainic acid - structure-
activity relationships - subtype-selective ligands

[1] B.S. Meldrum, J. Nutr. 2000, 130, S1007-S1015.
[2] H. Bréuner-Osborne, J. Egebjerg, E.O. Nielsen, U. Madsen, P. Krogs-
gaard-Larsen, J. Med. Chem. 2000, 43, 2609-2645.

3] D. Catarzi, V. Colotta, F. Varano, Med. Res. Rev. 2007, 27, 239-278.

4] L. Bunch, P. Krogsgaard-Larsen, Med. Res. Rev. 2009, 29, 3-28.

] P. Paoletti, J. Neyton, Curr. Opin. Pharmacol. 2007, 7, 39-47.

] E. E. Benarroch, Neurology 2008, 70, 964-968.

71 F. Ferraguti, R. Shigemoto, Cell Tissue Res. 2006, 326, 483-504.

] P. M. Beart, R. D. O’Shea, Br. J. Pharmacol. 2007, 150, 5-17.

] L. Bunch, M. N. Erichsen, A. A. Jensen, Expert Opin. Ther. Targets 2009,

13, 719-731.

[10] G. Campiani, C. Fattorusso, M. De Angelis, B. Catalanotti, S. Butini, R.
Fattorusso, I. Fiorini, V. Nacci, E. Novellino, Curr. Pharm. Des. 2003, 9,
599-625.

[11] J. L. Arriza, S. Eliasof, M. P. Kavanaugh, S. G. Amara, Proc. Natl. Acad. Sci.
USA 1997, 94, 4155-4160.

[12] S. Chaki, T. Okubo, Y. Sekiguchi, Recent Pat. CNS Drug Discovery 2006, 1,

1-27.

D. Michelson, L. R. Levine, M. A. Dellva, P. Mesters, D. D. Schoepp, E. Du-

nayevich, G. D. Tollefson, Neuropharmacology 2005, 49, 257-257.

[14] G. Sanacora, C. A. Zarate, J. H. Krystal, H. K. Manji, Nat. Rev. Drug Discov-

ery 2008, 7, 426-437.

P. W. Kalivas, Dialogues Clin. Neurosci. 2007, 9, 389-397.

P. M. Lea 4™, A. 1. Faden, CNS Drug Rev. 2006, 12, 149-166.

M. Vikelis, D. D. Mitsikostas, CNS Neurol. Disord. Drug Targets 2007, 6,

251-257.

[18] K. W. Muir, Curr. Opin. Pharmacol. 2006, 6, 53-60.

[19] A.C. Foster, J. A. Kemp, Curr. Opin. Pharmacol. 2006, 6, 7-17.

[20] G. J. Lees, Drugs 2000, 59, 33-78.

[21] A. Almeida, S. J. Heales, J. P. Bolanos, J. M. Medina, Brain Res. 1998, 790,
209-216.

[13]

[15]
[16]
(171

[22]
[23]

[24]

[25]
[26]

[27]

[28]

[29]

[30]

31]

[32]

[33]

[34]

[35]

[36]

[37]

[38]

[39]

[40]

[41]

[42]

[43]

[44]

[45]

[46]

P. T. Francis, Neurodegener. Dis. 2008, 5, 241-243.

A. M. Estrada Sanchez, J. Mejia-Toiber, L. Massieu, Arch. Med. Res. 2008,
39, 265-276.

J. C. Corona, L.B. Tovar-y-Romo, R. Tapia, Expert Opin. Ther. Targets
2007, 11, 1415-1428.

G. M. Alexander, D. W. Godwin, Epilepsy Res. 2006, 71, 1-22.

S. Alaux, M. Kusk, E. Sagot, J. Bolte, A. A. Jensen, H. Brauner-Osborne, T.
Gefflaut, L. Bunch, J. Med. Chem. 2005, 48, 7980-7992.

L. Bunch, T. Gefflaut, S. Alaux, E. Sagot, B. Nielsen, D. S. Pickering, Eur. J.
Pharmacol. 2009, 609, 1-4.

E. Sagot, D. S. Pickering, X. Pu, M. Umberti, T. B. Stensbgl, B. Nielsen, M.
Chapelet, J. Bolte, T. Gefflaut, L. Bunch, J. Med. Chem. 2008, 51, 4093-
4103.

H. Brauner-Osborne, B. Nielsen, T. B. Stensbgl, T. N. Johansen, N. Skjaer-
baek, P. Krogsgaard-Larsen, Eur. J. Pharmacol. 1997, 335, R1-R3.

E. Sagot, A. A. Jensen, D.S. Pickering, X. Pu, M. Umberti, T. B. Stensbal,
B. Nielsen, Z. Assaf, B. Aboab, J. Bolte, T. Gefflaut, L. Bunch, J. Med.
Chem. 2008, 51, 4085-4092.

V.R.J. Clarke, B.A. Ballyk, K. H. Hoo, A. Mandelzys, A. Pellizzari, C.P.
Bath, J. Thomas, E. F. Sharpe, C. H. Davies, P. L. Ornstein, D. D. Schoepp,
R. K. Kamboj, G.L. Collingridge, D. Lodge, D. Bleakman, Nature 1997,
389, 599-603.

R. J. Vandenberg, A. D. Mitrovic, M. Chebib, V. J. Balcar, G. A. R. Johnston,
Mol. Pharmacol. 1997, 51, 809-815.

M. Xian, S. Alaux, E. Sagot, T. Gefflaut, J. Org. Chem. 2007, 72, 7560-
7566.

V. Helaine, J. Rossi, T. Gefflaut, S. Alaux, J. Bolte, Adv. Synth. Catal. 2001,
343, 692-697.

X. Gu, M. Xian, S. Roy-Faure, J. Bolte, D. J. Aitken, T. Gefflaut, Tetrahedron
Lett. 2006, 47, 193-196.

S. Faure, A. A. Jensen, V. Maurat, X. Gu, E. Sagot, D. J. Aitken, J. Bolte, T.
Gefflaut, L. Bunch, J. Med. Chem. 2006, 49, 6532-6538.

A.S. Bessis, J. Bolte, J. P. Pin, F. Acher, Bioorg. Med. Chem. Lett. 2001, 11,
1569-1572.

L. M. Zhou, Z. Q. Gu, A. M. Costa, K. A. Yamada, P. E. Mansson, T. Giorda-
no, P. Skolnick, K. A. Jones, J. Pharmacol. Exp. Ther. 1997, 280, 422-427.
Z.Q. Gu, D.P. Hesson, J.C. Pelletier, M. L. Maccecchini, L. M. Zhou, P.
Skolnick, J. Med. Chem. 1995, 38, 2518-2520.

S. R. Baker, D. Bleakman, J. Ezquerra, B. A. Ballyk, M. Deverill, K. Ho, R. K.
Kamboj, I. Collado, C. Dominguez, A. Escribano, A. I. Mateo, C. Pedregal,
A. Rubio, Bioorg. Med. Chem. Lett. 2000, 10, 1807-1810.

A. A. Jensen, H. Brauner-Osborne, Biochem. Pharmacol. 2004, 67, 2115-
2127.

N. Evrard-Todeschi, J. Gharbi-Benarous, A. Cosse-Barbi, G. Thirot, J. P. Gir-
ault, J. Chem. Soc. Perkin Trans. 2 1997, 2677-2689.

L. Bunch, T. Liljefors, J. R. Greenwood, K. Frydenvang, H. Brauner-Os-
borne, P. Krogsgaard-Larsen, U. Madsen, J. Org. Chem. 2003, 68, 1489-
1495.

Y. Hayashi, Y. Tanabe, I. Aramori, M. Masu, K. Shimamoto, Y. Ohfune, S.
Nakanishi, Br. J. Pharmacol. 1992, 107, 539-543.

L. Bunch, B. Nielsen, A. A. Jensen, H. Brauner-Osborne, J. Med. Chem.
2006, 49, 172-178.

M. B. Hermit, J. R. Greenwood, B. Nielsen, L. Bunch, C. G. Jorgensen, H. T.
Vestergaard, T. B. Stensbgl, C. Sanchez, P. Krogsgaard-Larsen, U. Madsen,
H. Brauner-Osborne, Eur. J. Pharmacol. 2004, 486, 241-250.

Received: June 30, 2009
Revised: August 11, 2009
Published online on September 3, 2009

ChemMedChem 2009, 4, 1925 - 1929

© 2009 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

1929

www.chemmedchem.org


http://dx.doi.org/10.1021/jm000007r
http://dx.doi.org/10.1002/med.20084
http://dx.doi.org/10.1002/med.20133
http://dx.doi.org/10.1016/j.coph.2006.08.011
http://dx.doi.org/10.1212/01.wnl.0000306315.03021.2a
http://dx.doi.org/10.1007/s00441-006-0266-5
http://dx.doi.org/10.1038/sj.bjp.0706949
http://dx.doi.org/10.1517/14728220902926127
http://dx.doi.org/10.1517/14728220902926127
http://dx.doi.org/10.2174/1381612033391261
http://dx.doi.org/10.2174/1381612033391261
http://dx.doi.org/10.1073/pnas.94.8.4155
http://dx.doi.org/10.1073/pnas.94.8.4155
http://dx.doi.org/10.2174/157488906775245318
http://dx.doi.org/10.2174/157488906775245318
http://dx.doi.org/10.1038/nrd2462
http://dx.doi.org/10.1038/nrd2462
http://dx.doi.org/10.1016/j.coph.2005.12.002
http://dx.doi.org/10.1016/j.coph.2005.11.005
http://dx.doi.org/10.2165/00003495-200059010-00004
http://dx.doi.org/10.1016/S0006-8993(98)00064-X
http://dx.doi.org/10.1016/S0006-8993(98)00064-X
http://dx.doi.org/10.1159/000113713
http://dx.doi.org/10.1517/14728222.11.11.1415
http://dx.doi.org/10.1517/14728222.11.11.1415
http://dx.doi.org/10.1016/j.eplepsyres.2006.05.012
http://dx.doi.org/10.1021/jm050597z
http://dx.doi.org/10.1016/j.ejphar.2009.03.011
http://dx.doi.org/10.1016/j.ejphar.2009.03.011
http://dx.doi.org/10.1021/jm800092x
http://dx.doi.org/10.1021/jm800092x
http://dx.doi.org/10.1016/S0014-2999(97)01263-6
http://dx.doi.org/10.1021/jm800091e
http://dx.doi.org/10.1021/jm800091e
http://dx.doi.org/10.1021/jo070805q
http://dx.doi.org/10.1021/jo070805q
http://dx.doi.org/10.1016/j.tetlet.2005.10.156
http://dx.doi.org/10.1016/j.tetlet.2005.10.156
http://dx.doi.org/10.1021/jm060822s
http://dx.doi.org/10.1016/S0960-894X(01)00158-5
http://dx.doi.org/10.1016/S0960-894X(01)00158-5
http://dx.doi.org/10.1021/jm00014a002
http://dx.doi.org/10.1016/S0960-894X(00)00346-2
http://dx.doi.org/10.1016/j.bcp.2004.02.013
http://dx.doi.org/10.1016/j.bcp.2004.02.013
http://dx.doi.org/10.1039/a703833j
http://dx.doi.org/10.1021/jo026509p
http://dx.doi.org/10.1021/jo026509p
http://dx.doi.org/10.1021/jm0508336
http://dx.doi.org/10.1021/jm0508336
http://dx.doi.org/10.1016/j.ejphar.2003.12.033
www.chemmedchem.org

