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A series of indole ring containing compounds were designed based on the structure of the gp41 complex
in the region of the hydrophobic pocket. These compounds were synthesized using a Suzuki Coupling
reaction, and evaluated using a fluorescence binding assay and cell–cell fusion assay. The observed inhi-
bition constant of compound 7 was 2.1 lM, and the IC50 for cell–cell fusion inhibition was 1.1 lM. Assay
data indicated that 7 is a promising lead compound for optimization into an effective low molecular
weight fusion inhibitor.

� 2010 Elsevier Ltd. All rights reserved.
Figure 1. The hydrophobic pocket of gp41 (Molecular dynamics—simulated
structure (R. Rizzo, personal communication), starting with PDB 1IF3). The segment
of the CHR containing hydrophobic (Trp628, Trp631, and Ile635, in yellow) and
charged (Asp632, in cyan) residues is shown interacting in the pocket. Residue
numbering is based on Genbank accession number AAK49977.
The HIV envelope glycoprotein gp41 plays a key role in the early
stage of viral entry. Binding of gp120 to cellular receptors triggers a
conformational change of gp41 from a pre-fusogenic form to a fus-
ogenic six-helix bundle (6HB) structure. The conformational tran-
sition of gp41 mediates fusion of the HIV-1 membrane with the
cell membrane, thereby allowing introduction of the viral genome
into the target cell.1 The core crystal structure of gp41 shows that
three helices of N-terminal heptad repeats (NHR) form a central
trimeric coiled-coil and three helices of C-terminal heptad repeats
(CHR) pack in an anti-parallel configuration into the highly con-
served hydrophobic grooves on the surface formed by the NHR.2,3

In each of the grooves, there is a deep hydrophobic pocket, which
is critical for stability of the 6HB and viral fusion.4

The hydrophobic pocket on the surface of the internal N-helix
trimer is an attractive drug target. Three conserved CHR hydropho-
bic residues with large side chains, Trp628, Trp631, and Ile635 and
a charged Asp632, bind into the pocket, forming specific hydropho-
bic, hydrogen bond and charged interactions with residues at the
base of and lining the pocket (Fig. 1).5 It was proposed that any
chemical entity binding to this cavity of gp41will block six-helix
bundle formation, and might have inhibitory activity against
HIV-1 entry, preventing virus replication.4,6 The hydrophobic
cavity can accommodate a compound with a molecular weight of
500–600 Da. T-20 (Enfuvirtide�), a 36-amino acid synthetic
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peptide, was approved by the FDA in 2003 as the first fusion inhib-
itor for treating HIV/AIDS patients.7,8 It is believed to interact with
the NHR and block six-helix bundle and fusion pore formation.9,10

T-20 and other peptides have critical limitations as drugs: lack of
oral bioavailability and high production cost.11 Therefore, it is ur-
gent to develop orally available small molecule inhibitors targeting
gp41.
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Figure 2. Structures of published gp41 inhibitors proposed to bind in the
hydrophobic pocket.

Figure 3. Binding model comparison of 1 (DG: �6.6 kcal/mol) and C-peptide
(residues 628–635) in the hydrophobic pocket. Compound 1 is shown in orange, the
backbone of the C-peptide in cyan. Side chains of the C-peptide are only shown for
Trp628, Trp631, Ile635 (in yellow), and Asp632 (in cyan). Heteroatoms are color
coded according to standard convention.
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Much effort has been devoted towards developing effective
small molecular inhibitors targeting this hydrophobic pocket, with
limited success. Some inhibitors described as binding in the hydro-
phobic pocket are shown in Figure 2. They were found by compu-
tational or biochemical library screening. The most potent
compound found, ADS-J1, had an IC50 of 0.62 lM against 6HB for-
mation and 4.2 lM against cell–cell fusion (CCF) but is not amena-
ble to modification.12 Two N-substituted pyrrole derivatives NB-2
and NB-64 were identified as anti-HIV agents with IC50 values at
7–30 lM levels against CCF in MT-2 cells.13 Experiments and
molecular docking suggested that they bound into the hydrophobic
cavity of gp41. They were considered to be leads toward more po-
tent molecules, and some improved activity against CCF was
achieved for newly designed compounds based on this scaf-
fold.13,14 5M041 was found from a library containing 34,800 com-
pounds, with IC50 against CCF of 18 lM.15 However, no improved
activity has been reported.

We have developed a competitive inhibition fluorescence assay
for the hydrophobic pocket utilizing a receptor Fe(env2.0)3 and a
fluorescently labeled C-peptide.16 A peptidomimetic library con-
taining 200 compounds was screened, and compound M1 (Fig. 2)
was derived as a weakly active fragment. It has a KI = 548 lM,
CCF IC50 = 560 lM. NMR studies demonstrated unequivocally that
it bound in the hydrophobic cavity of gp41.17

Here, we describe a structure-based approach for discovering
small molecule inhibitors of gp41. Based on the NMR structure of
the complex of gp41 and M1, the indole ring containing compound
1 was designed, and synthesized according to Scheme 1. The de-
sign strategy for 1 was to increase ligand hydrophobicity while
maintaining solubility by replacing the fluorophenyl group of M1
with an indole. An indole group on the ligand could possibly emu-
late the interaction of Trp residues which bind in the pocket in the
Scheme 1. Synthesis of compound 1 by Suzuki coupling. Reagents and conditions: (i) 5%
1 M HCl. Overall yield 67%.
6HB structure, and which include a hydrogen bond between the in-
dole NH of Trp631 and the backbone carbonyl of Leu568.18 Fur-
thermore, it was anticipated that derivatives of 1 would be
synthetically feasible due to ease of substitution at the indole
and phenyl rings. The binding model of 1 with gp41 was predicted
by AutoDock4.019,20 and is shown in Figure 3. The salt-bridge be-
tween the carbonyl group of M1 and Lys574.Ne is maintained in
the 1 docked structure. A comparison of the binding model of 1
and C-peptide is shown in Figure 3. There is partial overlap of
the indole ring of 1 and Trp631. The predicted KI for binding was
29 lM. The observed binding affinity for 1 was 4.5 lM, consider-
ably improved over both M1 and a C-peptide comprising just res-
idues 628–635, which has no detectable binding.21,22 The lack of
affinity of the short peptide results from the high entropic penalty
of binding of a linear peptide. Compound 1 also showed good activ-
ity in inhibition of cell–cell fusion, with an IC50 of 3.2 lM.

The compound 1 fits the criteria for selection of a lead com-
pound for optimization: (a) it has a low molecular weight
(251.09 Da), (b) it showed good inhibitory activity, and (c) syn-
thetic modifications of the scaffold are possible, particularly at
the 1- and 3-positions of the indole heterocycle. Compound 1 is
small and does not fill the pocket, suggesting that improved deriv-
atives which include increased hydrophobicity and additional H-
bonding may provide the necessary affinity required for a small
molecule inhibitor. A series of derivatives of 1 were designed, syn-
thesized and tested in both binding and CCF inhibition. The results
are listed in Table 1, and specific data for four of the compounds is
shown in Figure 4. Based on the predicted binding model of 1, there
are two Gln side chains (Gln575, Gln577) close to the indole ring
that could interact with a ligand to form a hydrogen bond, so polar
groups were introduced in compounds 3 and 8 at the 3-position of
the indole. To increase the hydrophobicity, compounds 2 and 7
Pd(PPh3)4, 2 M K2CO3, THF, 80 �C, under N2, 4h; (ii) 1 M NaOH, CH3OH/THF(1:4); (iii)



Table 1
Activity data: predicted KI, observed KI, cell–cell fusion IC50 and cytotoxicity CC50, in lM

Compound R1 R2 Mol. Wt. Pred. KI
a Obs. KI

b IC50 CCFc CC50 cytotoxicity

1 H H 251.09 29 4.5 ± 0.5 3.2 ± 0.5 >500

2 H 371.40 2.3 3.4 ± 0.5 3.7 ± 0.5 100

3 H –COCOOH 323.30 5.2 393 ± 31 >100 >100

4 H 385.41 0.43 21.7 ± 1.6 130 ± 5 >200

5 H 514.57 0.41 1.4 ± 0.34 2.9 ± 0.2 80

6 H 371.40 0.59 107 ± 25.4 186 ± 16 >400

7 H 357.40 1.3 2.1 ± 0.2 1.1 ± 0.4 >100

8 H –CHO 279.29 16.5 44.1 ± 1.8 141 ± 59 >100

a Predicted KI of the lowest energy structure, using the pdb structure shown in Figure 1.
b Observed inhibition constant by fluorescence assay env2.0/C18-Aib.16

c Cell–cell fusion assay using HL2/3 and TZM-bl cells.28

Figure 4. (A) Fluorescence binding analysis and (B) cell–cell fusion of four indole derivatives.
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were designed by introducing an aromatic hydrophobic group at
the 1-position. The methoxyl group substituent occupies the same
location in the pocket in both docked structures. Compounds 4–6
contained both increased hydrophobicity and an added carboxyl-
ate group. Compounds 4 and 6 differ by a single methylene group,
and were synthesized to evaluate entropic and steric effects at this
position. The extended inhibitor, 5, has the highest hydrophobicity.
Compounds 6 and 7 were generated by Ullmann reaction23 using
Cu2O as a catalyst.24 Compound 5 was synthesized by treating
the indole ring with KOH/DMSO, followed by CH2Cl2 to form the
methylene-bis-1H-indole derivative.25

There are several noteworthy features of the data in Table 1.
Firstly, there was excellent correlation between the observed KI

for binding and the IC50 for cell–cell fusion, (correlation coefficient
0.92) suggesting that fusion inhibition was due to binding in the
hydrophobic pocket, and the fluorescence assay was an excellent
filter for fusion inhibitors against gp41. Secondly, there is reason-
able but imperfect agreement between observed KI and KI pre-
dicted by AutoDock4.0. Increased hydrophobicity improved
activity, as predicted, but adding polar groups had a deleterious ef-
fect. Calculations which involved carboxylate group interactions
with the Gln residues failed to accurately predict observed binding
constants. The lack of agreement for these compounds might be
caused by the use of a fixed receptor structure of gp41 during
the calculation. Flexible docking allowing some flexibility of side
chains around the pocket was attempted, but failed to give a main
cluster for models of the ligand binding. In addition, electrostatic
interaction energies are difficult to compute accurately.26



Figure 5. Lowest energy docked structure of 7 in the hydrophobic pocket (DG:
�7.8 kcal/mol).

G. Zhou et al. / Bioorg. Med. Chem. Lett. 20 (2010) 1500–1503 1503
The most potent compound in Table 1, 7, is an example of a
modification at the first position of the indole ring.27 Figure 5
shows the computationally docked orientation and conformation
of 7 in the hydrophobic pocket. The salt-bridge distance between
the carboxylic acid group of 7 and Lys 574.Ne of gp41 was main-
tained, and the additional m-methoxy-phenyl group provided
additional hydrophobic contacts to residues at the bottom of the
pocket, occupying the area filled by Trp628 in the 6HB structure.
This region was vacant in the docked conformation of 1 (Fig. 3).
Compound 7 showed twofold improvement in KI and threefold
improvement in IC50 for CCF inhibition over 1. This compound ap-
pears to be more potent than compounds that have been described
in the literature so far, and it has been validated as an inhibitor of
gp41.

From the initial fragment M1 to 7, we have obtained 260-fold
improvement in the KI for binding and 510-fold increased activity
against HIV-1 fusion in cell culture. These results validate the use
of a rational drug design strategy for development of nonpeptide
fusion inhibitors, and suggest future modifications to significantly
improve the affinity of small molecules. In summary, our studies
demonstrate a series of novel chemical structures as inhibitors
against gp41 and establish a solid foundation for future
optimization.
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