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ABSTRACT: The dimerization initiation site (DIS) of the
HIV-1 genomic RNA is a conserved stem-loop that promotes
viral genome dimerization by forming a loop-loop complex.
The DIS constitutes a potentially interesting target because it
is crucial for several key steps of the viral replication. In this
work we describe the synthesis of a rationally designed
aminoglycoside conjugate that binds the HIV-1 DIS viral RNA
with high specificity, as shown by an extensive in vitro binding
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characterization. We propose a three-dimensional model of the drug—RNA interaction that perfectly fits with binding data. Our
results show the feasibility of targeting the HIV DIS viral RNA dimer and open the way to the rationale design of a new class of
antiviral drugs. In addition, due to similarities between the HIV-1 DIS RNA and the bacterial aminoacyl decoding site (A site)
RNA, we show that this novel aminoglycoside conjugate also binds the bacterial A site with a similar affinity as natural

aminoglycoside antibiotics.

In the absence of a vaccine and in the context of increasing
prevalence of resistant strains, identifying and validating new
therapeutic targets and finding new inhibition strategies remain
major goals of HIV research. Beside the viral proteins and
cellular cofactors of HIV-1 replication, the genomic RNA itself
has been proposed as an interesting target for antiviral agents.
All retroviruses, including HIV-1, encapsidate their genome as a
dimer of two single-stranded RNAs that are noncovalently
linked close to their 5'-ends." The HIV-1 dimerization initiation
site (DIS) is a highly conserved sequence in the 5’ noncoding
region of the viral genomic RNA.>* It was shown that alteration
of the DIS affects several key steps of the viral replication such
as RNA dimerization, packaging, and reverse transcription and
dramatically reduces viral infectivity, thus making the DIS a
potentially interesting RNA target.*> The DIS loop initiates
genome dimerization by forming a loop—loop complex that is
further stabilized into an extended duplex form upon
integacgtion with the viral NCp7 nucleocapsid protein (Figure
1a).o”

X-ray structures of the DIS kissing-loop complex and
extended duplex forms'®™"® revealed surprising structural and
sequence similarities with the bacterial 16 S rRNA aminoacyl-
tRNA decoding site (A-site), which is the target of amino-
glycoside antibiotics."*'> As a result, it was shown that 4,5-
disubstituted 2-deoxystreptamine (2-DOS) aminoglycosides
bind the “A site motif” within HIV-1 DIS in vitro with a high
specificity and with a signiﬁcantlgr higher affinity than their
natural target, the bacterial A site.'”>° Aminoglycoside binding
to the viral RNA induces a strong stabilization of the DIS
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kissing-loop, thus interfering with its conversion into the
extended duplex form.'® Importantly, binding of aminoglyco-
sides to the DIS was also observed on the complete viral
genome ex vivo in HIV-infected human cells and in viral
particles.'® Crystal structures of DIS kissing-loop complex and
extended duplex bound to several aminoglycosides were
solved,'®?! disclosing the molecular requirements for the
drug/RNA recognition and opening the way to structure-
based design of novel potential drugs.

Aminoglycoside antibiotics were among the first antibacterial
agents active against both Gram-negative and Gram-positive
pathogens and are currently still important for the treatment of
some pathogens. Their interactions with the bacterial A-site
RNA induce mRNA decoding errors, block mRNA and tRNA
translocation, and inhibit ribosome recycling.””~>* However,
their relative toxicity and the rapid development of resistant
strains prompted extensive research efforts in order to discover
aminoglycoside derivatives with improved potency against
resistant pathogens and reduced side effects.”® In addition,
intense research also focused on the development of novel
aminoglycosides binding to new RNA targets, especially
conserved and structured HIV-1 RNA sequences. Aminoglyco-
side dimers were thus developed to confer selectivity for the
HIV-1 RRE (rev response element)*® the TAR (trans-
activation responsive element),””** or the DIS.* The develop-
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Figure 1. (a) HIV-1 genomic RNA dimerization mechanism and RNA sequence corresponding to the HIV-1 subtypes A and F used in this study.
The self-complementary sequence is bolded, and the adenine 280 is highlighted in red. (b and c) Detailed views of the HIV-1 DIS-ribostamycin
complexes showing the pseudo Watson—Crick base-pair. (b) DIS extended duplex crystal structure (PDB ID 3C3Z) superimposed with the electron
density map. (c) DIS kissing-loop complex crystal structure (PDB ID 2FCZ).

ment of nucleobase-aminoglycoside conjugates was also
explored to target the HIV-1 TAR*

In this work, by combining previous structural and
thermodynamic data about DIS/aminoglycoside complexes,
we could rationally design and synthesize a nucleobase-
aminoglycoside conjugate that targets the HIV-1 DIS RNA
dimer. The specificity of the interaction was assessed by an
extensive binding study based on isothermal titration
calorimetry (ITC). Finally, we could show that our synthetic
analogue also recognize in vitro the bacterial A-site with a
similar affinity to that of natural aminoglycosides.

B RESULTS AND DISCUSSION

Design and Synthesis of the Thymine-Neomycin
Aminoglycoside Conjugate. Examination of all DIS/amino-
glycoside crystal structures revealed that the highly conserved
adenine 280 of the viral RNA genome is involved in a key
interaction with ring I of aminoglycosides (Figure 1b,c). We
therefore hypothesized that replacing ring I by a thymine
nucleobase would lead to similar interactions, forming a
Watson—Crick base-pairing between A280 and the drug,
without significantly affecting the specificity and affinity of
blndlng Because neomycin was found to be the best DIS
binder,'"® a neomycine-thymine conjugate was designed
(compound 1, Figure 2).

The synthesis of the envisaged thymine-neomycin conjugate
1 started with the commercially available neomycin B sulfate,
which was transformed to fully protected peracetylated
hexaazidoneomycin 2 *° via transition metal catalyzed
diazotransfer, followed by global O-acetylation. We argued
that Lewis acid promoted fragmentation of the peracetylated
hexaazidoneomycin 2, as reported by Swayze,>® followed by
glycosylation of the resulting fragments after protective group
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Figure 2. (a) Structure of neomycin. (b) Structure of thymine-
neomycin conjugate 1.

interconversion, would differentiate the two similar rings I and
IV. Thus, compound 2 was treated with 3 equiv of BF;-OEt,
and 1.1 equiv of p-CH;PhSH (TolSH) in CH,Cl, to yield
1,3,2',6'-tetraazido-tri-O-acetyl-pD-neamine 3 and per-O-acetyl-
neobiosamine 4 (Scheme 1). Unfortunately, the R; difference
between compound 3 and 4 was too small to allow
chromatographic separation, and therefore the crude mixture
was treated with hexamethyldisilazane and catalytic TMSCI in
CH;CN to convert the free 5-OH of 3 to the more lipophilic
TMS ether, followed by a facile separation step and acid
hydrolysis of the TMS ether to afford the pure compound 3 in
good yield. The resulting disaccharide 4 has the proper
functionality at the ribose anomeric center for activation with
thiophilic promoters and to allow glycosylation after protective
group interconversion.

In the next step, per-O-acetyl-neobiosamine 4 was treated
with KO'Bu in MeOH to remove the acetyl groups, followed by
conversion of the unprotected compound S into benzyl
derivative 6 upon treatment with NaH and BnBr (Scheme
2). Next, glycosylation of 3 with thioglycoside donor 6 was
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“Reagents and conditions: (a) KO'Bu, MeOH, rt, 2 h (91%). (b)
NaH, BnBr, DMF, 0 °C — rt, 3 h (83%). (c) 3, NIS, AgOTf, CH,Cl,,
MS 4 A, —40 - —10 °C, 1 h (51%). (d) KO'Bu, MeOH, rt, 2 h
(65%). (e) (i) NalO,, MeOH, rt, 16 h. (ii) n-BuNH,, MeOH, rt, 16 h
(70% over two steps). (f) DMSO, Ac,0, AcOH, 16 h (60%). (g)
SO,Cl, CH,CL, 1 h (70%). (h) S-Methyl-2,4-bis(trimethylsilyloxy)-
pyrimidine, n-Bu,NI, C,H,Cl,, 40 h, reflux (80%). (i) LiOH, MeOH,
1,4-dioxane, H,0, 48 h (79%). (j) PMe;, THF, 0.1 M NaOH, 4 h
(84%). (k) Pd(OH),, H,, AcOH, H,O, 4 h (94%); TFA, MeOH.

attempted. After several attempts, it was found that NIS-
promoted coupling of neamine acceptor 3 with thioglycoside
donor 6 in CH,Cl, gave the desired compound 7 in reasonable
yield and with a favorable a/f ratio of approximately 1:6.5.
Since it was found impossible to separate the anomers, we
continued with the mixture of anomers with the objective to
separate them at a later stage of the synthesis. The next target
was to remove ring I of the resulting neomycin derivative 7 so
thymine could be introduced at 4-OH. As anticipated, the
selective deacetylation** of compound 7 with KO'Bu in MeOH

afforded monoacetate 8 in high yield. Oxidative cleavage of the
unprotected diol functionality 8 with NalO, in MeOH and
subsequent elimination of the resulting dialdehyde proceeded
uneventfully to yield pseudotrisaccharide 9 with the 4-OH free.
Finally, compound 9 was treated with DMSO, Ac,0, and
AcOH to produce the methyl thiomethyl ether 10.*' Reaction
of compound 10 with SO,Cl, in CH,Cl, gave chlorinated
compound 11, which was refluxed overnight with bis-
(trimethylsilyl)thymine and n-Bu,NI in dichloroethane to
afford the desired thymine-substituted derivative 12. We then
proceeded to remove all protecting groups. First, saponification
of the acetyl ester of compound 12 was attempted under
Zemplen conditions, but the acetyl group was found unaffected.
After exploring a range of conditions, we succeeded in
removing the acetyl group by treating compound 12 with
LiOH in a mixture of H,O and dioxane for 48 h. Next, azides
were reduced by treating with PMe; in a mixture of THF and
aqueous NaOH, and finally benzyl ethers were removed by
hydrogenolysis in the presence of Pearlman’s catalyst' in
aqueous AcOH/MeOH, to afford fully deprotected thymine-
substituted neomycin analogue 1 as the tetraacetic acid salt. For
analytical purposes, acetate counterions were exchanged for
trifluoroacetates by lyophilization from 2% TFA in MeOH.
Molecular Modeling of the Drug—RNA Interaction.
Based on known HIV DIS RNA/neomycin structures, a 3D
model of the DIS kissing-loop/compound 1 complex was built.
Two molecules of compound 1 were placed in the DIS kissing-
loop homodimer, similarly to the parent compound neomycin.
This model shows that with a small accommodation of ring II,
which was slightly rotated compared to the DIS/neomycin
complex, all direct RNA/neomycin interactions involving rings
II (the 2-DOS ring), 111, and IV can be preserved by forming a
Watson—Crick base-pairing between the thymine moiety of
compound 1 and adenine 280 (Figures 3 and 4, Supplementary
Figure 7). However, four direct contacts involving ring I of
neomycin with phosphates 272 and 273 are lost due to the
substitution into thymine (Figure 3). Interestingly, these four
drug-phosphate  RNA interactions are not present in the
neomycin/ribosomal A site complex due to the difference in
RNA topology between the A site and the HIV DIS kissing-
loop. In addition, following accommodation of ring II, distances
between N1, N3, and O6 and their respective RNA ligands
slightly increased. Possible consequences of this distance
change and loss of direct interactions will be discussed later.
Regarding stacking interactions, an optimal stacking was
observed in crystal structure between ring I of natural
aminoglycosides and guanosine 271, but no stacking was
observed with guanosine 274. The situation is different in the
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Figure 3. Comparison of predicted RNA—drug contacts for compound 1 (left) with observed RNA—neomycin interactions (PDB ID 2FCY, right).
The thymine moiety is red-circled. Distances are indicated in angstroms. RNA ligands are indicated in green or blue depending on the strand to

which they belong.

present model with compound 1, likely because of the
aforementioned obligatory accommodation and the rigidity of
the thymine base in comparison of the flexible ring I. In the
model, partial stacking interactions are expected both with
guanosine 271 and guanosine 274 (Figure 4). These differences
might also affect the affinity of compound 1 compared to that
of neomycin.

In Vitro Binding Assay of Compound 1 to the HIV-1
DIS RNA Loop—Loop Complex. The binding of compound
1 to the HIV-1 DIS kissing-loop RNA was then evaluated in
vitro using isothermal titration calorimetry (ITC) on a 23-
nucleotide fragment containing the minimal DIS hairpin loop
(Figure la, Supplementary Figure 1). ITC is a true in-solution
technique that directly measures the heat released or absorbed
during a reaction, providing in one single experiment the
complete binding profile (AH, AS, affinity constant, and
stoichiometry) of this reaction. ITC experiments performed at
25 °C in the presence of 25 mM sodium cacodylate pH 7.0, 2
mM MgCl,, and 100 mM KCl (“low salt” conditions)
confirmed that, as predicted, compound 1 binds the DIS
kissing-loop (Table 1) with a 2:1 stoichiometry (two ligands
per DIS kissing-loop dimer). However, as anticipated from the
model suggesting the loss of four direct drug/RNA hydrogen
bonds and a nonoptimal stacking of the thymine moiety with
the guanosine 271, the affinity is decreased compared to that of
natural aminoglycosides (Supplementary Figures 2, 3, and 4).
This decrease in affinity is also partly due to the loss of two
amino groups (compared to the parent compound neomycin),
which are mostly positively charged at pH 7.0 and therefore
strongly contribute to affinity through electrostatic interactions.

In order to investigate the specificity of the binding, ITC
experiments were then performed at higher salt concentration.
In presence of 200 mM KCI (“high salt” conditions), unspecific
interactions of paromomycin and lividomycin aminoglycosides
with the DIS RNA are prevented (Supplementary Figure S) but
the specific binding is still preserved. Due to additional
positively charged amino groups, unspecific interactions are
still observed (but strongly reduced) with neomycin in these
conditions (Supplementary Figures 4 and S). In “high salts”
conditions, compound 1 binds the DIS kissing-loop, and no
unspecific interaction was detected (Figure S). However, the

binding occurs with a 7-fold loss in affinity (K3 = 5.3 uM)
compared to “low salt” conditions. The specificity of binding
was further assessed using various RNA sequences. No
significant binding to compound 1 was detected by ITC on
the ribosomal 23 S sarcin-ricin hairpin loop (SRL), which does
not bind any aminoglycoside specifically, or on the HIV-1 TAR
hairpin loop, which binds neomycin but in a different geometry
not involving Watson—Crick-like base pairing with ring I,** or
on a 22-base-pair duplex corresponding to the DIS sequence
deprived of “A site motif” (Figure S). Finally, the binding of
compound 1 was also evaluated on a DIS A280U mutant
sequence. This adenine to uridine mutation should disrupt the
Watson—Crick hydrogen bonds between residue 280 and the
thymine moiety of compound 1. As expected, this sequence
does not bind the neomycin-thymine conjugate (Figure ).
This clearly assesses the specificity of compound 1 binding to
the HIV DIS dimer and the formation of the expected A-T
base-pair between the drug of the viral RNA.

We have previously shown that DIS sequences with a
G,7,CGCGCyyy self-complementary sequence found in HIV
subtype B are not able to interact specifically with aminoglyco-
sides due to a steric hindrance between the amino group of
C275 and N1 of ring IL'"®" The binding of compound 1 to
HIV-1 subtype B DIS kissing-loop was therefore also
investigated. Surprisingly, ITC data revealed that compound
1 also interacts specifically with this DIS sequence both in low
(Table 1) and high salt conditions (Ky = 5.6 uM), with an
affinity very similar to the one observed for the subtype F DIS
(Figure S). Very likely, the binding is possible due to the slight
obligatory accommodation of ring II in compound 1, as
previously mentioned, thus avoiding any steric hindrance
between the RNA and the ligand. This observation is important
since compound 1 is the first ligand that is able to bind
indifferently any HIV DIS RNA dimer, thus circumventing the
serious limitation of natural aminoglycosides, which could only
bind DIS RNA having the G,;,UGCAC,, self-complementary
sequence.

Interestingly, though binding affinities of compound 1 to
HIV-1 DIS subtype F and B are similar, enthalpy and entropy
changes are different in low salt conditions (Table 1). The
origin of this enthalpy/entropy compensation is not obvious
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Figure 4. Two different stereo views (rotated by 180° along the RNA axis) of the 3D model of the HIV-1 DIS kissing-loop bound to compound 1.
The two RNA strands are shown in blue and green. Direct hydrogen bonds are depicted in dark gray.

Table 1. Binding Parameters Obtained by ITC
Measurements for Compound 1 in Buffer Containing 100
mM KCl

K, AH —TAS
RNA sequence N (nM) (kcal mol™") (kcal mol™")
HIV DIS-F 0.96 730 —-8.0 —-0.5
HIV DIS-B 1.01 752 —13.6 5.0
bacterial A site 1.12 507 -72 -15

“Stoichiometry for one RNA strand.

from the model showing final bound state of drug/RNA
interactions, since both complexes are expected to be almost
identical. However, a major difference between both DIS
subtypes is found in unbound structures: whereas a specific
hexahydrated Mg** was found in crystal structures of the DIS
subtype F loop—loop helix,'® no cation was found in subtype
B."> Consequently, displacement of a specific hexahydrated
Mg*" is a prerequisite for the binding of compound 1 to the
subtype F DIS, but not to the subtype B DIS (disordered

monovalent ions, instead of an ordered divalent cation, are
likely displaced following ligand binding to this RNA sequence)
and this could be the origin of the observed differences in AH
and AS for these two RNA. Supporting this hypothesis, almost
no difference in AH and AS are observed for ITC experiments
performed in higher monovalent salt concentrations where
Mg** cations might be partially screened by K* ions (Figure $).

Binding of Compound 1 to the Bacterial Ribosomal A
Site. Interactions between the bacterial A site and natural
aminoglycosides have been extensively investigated using
biophysical approaches,'**~>* resulting in the identification
of modified aminoglycosides with improved binding proper-
ties.”>*® Since the pseudo base-paring interaction between ring
I and adenine 1408 of bacterial rRNA is also conserved in A
site/aminoglycoside interactions,'>*>*"** we anticipated that
compound 1 could also bind the bacterial A site in vitro. This
interaction was therefore investigated by ITC on a 27-
nucleotide RNA fragment containing the bacterial A site.” As
expected, a specific 1:1 binding was observed (Table 1), but
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Figure S. Isothermal titration calorimetry experiments showing the specific binding of compound 1 to the DIS kissing-loops from HIV-1 subtypes F
and B. The binding is lost by mutating the adenine 280, which should interact with the thymine moiety, into uridine. No binding is observed on a 22
base-pair duplex, the ribosomal SRL hairpin loop or on the HIV-1 TAR loop.

again with a slight decrease in affinity compared to natural
aminoglycosides (Figure 6, Supplementary Figure 6 and
Supplementary Table 1). This loss is however rather limited
(2-fold loss compared to paromomycin and neomycin) since, in
contrast with the previous situation with the HIV DIS, no direct
interaction should be lost according to known A site/neomycin
crystal structure.”®

Conclusions. We rationally designed and synthesized an
aminoglycoside conjugate by replacing ring I with a thymine
moiety, in order to form Watson—Crick hydrogen bonds with
adenine 280 of the viral RNA. We showed that this conjugate 1
is able to bind DIS kissing-loops with an improved specificity
compared to that of the parent compound neomycin, but only
partial loss of affinity. In addition, conjugate 1 binds DIS from
HIV-1 subtypes A, B, and F with a similar affinity, thus
extending the specificity of binding to HIV-1 subtypes B RNA
compared to neomycin. It was previously reported that
neomycin inhibits up to 85% of HIV-1 production.’® This
effect might be due, at least partly, to the observed stabilization
of the RNA dimer following drug binding to the DIS
sequence.'® The latter stabilization will induce excessive pauses
and/or dissociation of the viral reverse transcriptase during
proviral synthesis, thus interfering with virus production. Finally
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Figure 6. ITC profile for the titration of compound 1 in the bacterial
Asite in a solution containing either 100 mM KClI (a) or 200 mM KCl
(b). Binding parameters are reported in Supplementary Table 1.

we showed that neomycin-thymine conjugate 1 binds the
bacterial A site in vitro with a similar affinity than neomycin and
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paromomycin. It is therefore a potential new antibiotic with
improved resistance against aminoglycoside-modifying en-
zymes, especially those affecting ring I like the neomycin 3'-
phosphotransferase.”’ Work is in progress to evaluate the
potential antiviral and antibacterial activity of conjugate 1.

B METHODS

Chemistry. Preparation of conjugate 1 is described in the
Supporting Information.

RNA Sample Preparation. Chemically synthetized RNA
sequences were purchased from Integrated DNA technologies or
from Dharmacon. RNA were purified as described.>' In short, RNA
was loaded on a Nucleopac PA-100 column (Dionex) heated at 70 °C
equilibrated in 4 M urea, 20 mM MES [2-(N-morpholino)-
ethanesulfonic acid], pH 6.2 and eluted using a NaClO, gradient.

DIS kissing-loop complexes were obtained as follows: RNA was
diluted to 2 uM concentration in water, heated at 90 °C for 5 min, and
then cooled on ice for 5 min. As shown previously, this protocol
essentially leads to the formation of DIS loop—loop dimers and
prevents the formation of extended duplex dimers.*”** A similar
protocol was performed for folding of TAR and SRL hairpins. The 22
base-pair RNA duplex was diluted to 60 M in water, heated at 90 °C
for S min, and then cooled at RT. This protocol was used in order to
favor the formation of a duplex instead of hairpin monomers. All RNA
samples were dialyzed against ITC buffer (25 mM Na cacodylate pH
7.0, 100 or 200 mM KCl, 2 mM MgCl,) and adjusted to a final
concentration of 10 to 60 M.

Natural Aminoglycosides. Neomycin, paromomycin and livid-
omycin were purchased from Sigma-Aldrich and used without further
purification. Aminoglycosides were dissolved into ITC buffer prior
experiments.

Isothermal Titration Calorimetry (ITC). ITC measurements
were performed on a MicroCal ITC,y, (GE Healthcare) in ITC buffer
containing 100 or 200 mM KCl. In a typical experiment, 20 injections
of 2.0 uL aliquots of drug at 400 uM were injected (at 0.5 uL s™") into
203 pL of RNA at 12 yM in the sample cell. The delay between
injections was 180 s. All ITC curves were analyzed using the software
Origin (OriginLab) using either a one-site model (in absence of
unspecific binding) or a two sets of sites model (in presence of
unspecific binding). Standard free energies of binding (AG) were
obtained using the equation

AG = —RTIn K,

Entropic contributions were obtained from the relationship

AG = AH — TAS
using standard free energy of binding determined previously and the
binding enthalpies derived from fitted ITC data. In our experimental
conditions, the product K, X [RNA] X N, where N is the number of
binding sites, lies in the 0.1—1000 range, allowing an accurate and
simultaneous determination of binding parameters by ITC.** Because
of a fast ligand-RNA binding, it was not possible to use our recently
developed kinITC approach to derive kinetic parameters of binding in
addition to thermodynamic data.®®

Model Building. Modeling was carried out starting from the DIS
kissing-loop/neomycin crystal structure'® (PDB ID 2FCY) using the
program 0°¢ followed by energy minimization using CNS.*” The RNA
was not fixed during the energy minimization.

B ASSOCIATED CONTENT
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Supplementary methods, one table, and seven figures as
described in the text. This material is available free of charge
via the Internet at http://pubs.acs.org.
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