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In order to expand the repertoire of available oligosaccharide-oligonucleotide hybrids, the on-line solid phase
synthesis of oligonucleotides conjugated at the 3'- and/or 5’-end with a preformed disaccharide unit has been
performed. The key compound in the synthetic scheme described here is an appropriate phosphoramidite derivative
of fully protected sucrose, used in association with a solid support functionalized with DMT-protected sucrose. The
sucrose units at both ends of selected oligonucleotide sequences were shown to increase their chemical and enzymatic
stability, while not interfering with duplex formation and with the ability of G-rich sequences to adopt a quadruplex

structure.

Introduction

Since more than a decade ago, oligonucleotides (ODNSs) of
specific sequence have been recognized as highly efficient and
selective gene expression inhibitors in antisense ! or antigene? in
vitro experiments. In addition, interesting, non-antisense bio-
logical activities recently emerged also in specific short nucleic
acid sequences, called aptamers, acting as efficient protein-
binding agents.® Unfortunately the therapeutic potential of
unmodified ODNs is dramatically limited by their poor cellular
uptake and lack of stability against enzymatic degradation.
Under in vivo conditions they are rapidly hydrolyzed by nucle-
ases and then cleared from the body through renal excretion.
Therefore intense research activity in this field has produced a
vast number of ODNs bearing chemical modifications in the
backbone, mainly at the sugar moiety or at the phosphodiester
linkages, in order to assure a prolonged in vivo half-life, still
preserving if not improving the hybridization capabilities of the
oligomers vs. the target complementary sequences.* As an
alternative to the complete replacement of the natural ribose-
phosphate skeleton with different, more stable moieties, con-
jugation at the 3’- and/or 5'-end of ODNs with appropriate
molecules imparting specific physico-chemical properties has
often resulted in a successful approach, showing several advan-
tages.>® Among the various carriers attached to ODNs to
putatively improve their pharmacological profile, carbohydrates
may give rise to particularly useful conjugates for targeting cells
or tissues with DNA fragments. In fact, not only nuclease
resistance and internalisation can be increased, but also aggre-
gation processes can be greatly reduced. As a matter of fact, it is
well documented that cell surface sugar binding receptors
(lectins) specifically bind and internalise glyco-conjugates bear-
ing appropriate sugar residues.”® Numerous studies have been
carried out in the field of glycobiology by conjugating peptides
to carbohydrate-based ligands, thus exploiting carbohydrate—
protein interactions in order to enhance cellular uptake and
drug delivery processes.”™ On the contrary, only a few
examples of glyco-conjugates of DNA have been reported in
the literature. In these syntheses, carbohydrates have been
profitably introduced either to increase the bioavailability of
ODN."*™ or as scaffolds for producing artificial spatially-
controlled glycoclusters.’*** Indeed, despite the many efforts
currently addressed to the solid phase synthesis of oligo-
saccharides, the regio- and stereocontrolled sequential addition
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of sugar residues linked by glycosidic junctions is still a very
challenging task.”?* As a consequence, the preparation of
oligonucleotides conjugated to oligosaccharide chains is very
far from being optimised.

In our ongoing studies on the on-line solid phase synthesis
of modified oligonucleotides, we recently reported a straight-
forward protocol for the insertion of one glucose moiety at the
5’-OH end of oligonucleotides by direct solid phase glyco-
sidation, using a trichloroacetimidate donor sugar in the
presence of TMSOT{.>*?% The applicability of this extremely
practical and simple method is rather limited to oligo-
pyrimidine sequences, since the acidic conditions required for
trichloroacetimidate activation, though very mild, still induced
some depurination. In addition, the successive introduction of
other sugar residues on the polymer-supported chain, with the
aim of serially attaching glucose moieties to ODN chains, was
not explored, appearing intrinsically cumbersome and low-
yielding. Therefore we developed an alternative approach,
based on the usage of an appropriate glucose phosphoramidite
derivative, which can be incorporated at the last stage of
the automated oligonucleotide synthesis.?”” Within this strategy,
it is possible to exploit efficient and high fidelity reactions, based
on the phosphoramidite chemistry, to generate hydrolytically,
enzymatically and thermally stable phosphodiester linkages
tethering the saccharide residues to one or both ends of the
oligonucleotide. The main advantages of a phosphoramidite-
based chemical strategy as an entry to glyco-conjugates of
ODN:s can be summarized as follows: 1) the same chemistry is
exploited to elongate both the carbohydrate and the oligo-
nucleotide domains, so that a unique, on-line solid phase syn-
thetic protocol can be easily and profitably adopted; 2) several
saccharidic residues can be sequentially coupled with high
efficiency, since the reactivity of the corresponding phosphor-
amidites proved to be similar to that exhibited by a standard
nucleoside 3’-phosphoramidite, with typical coupling yields
superior to 98%; 3) the entire oligomer, including the sacchar-
idic surrogate domain, can be assembled by an automated
process; 4) the presence of the sugar-phosphate tail was shown
to protect the ODNSs from nuclease degradation, while not alter-
ing the normal hybridization properties of the selected antisense
ODN sequence towards complementary nucleic acid fragments.

The first example of ODN chains conjugated with sugar
monomers through a phosphodiester junction has been
reported in the literature by Akhtar and coworkers, who
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Scheme 1  Synthetic scheme for the preparation of building block 5 and support 7.

described the synthesis and use of a mannoside phosphor-
amidite derivative.”> Wong et al. synthesized ODNs functional-
ized with glucose- and lactose-phosphate units, baptising this
new class of DNA-carbohydrate hybrids ‘nucleo-glyco-
conjugates’.!* More recently, starting from a phosphor-
amidite derivative of N-acetylglucosamine, Wang and
Sheppard successfully prepared a 5'-glucosylated ODN, which
was then enzymatically converted into the corresponding Lewis
X conjugate.'®

In an effort to expand the repertoire of easily accessible
carbohydrate-oligonucleotide conjugates by exploiting highly
efficient phosphoramidite chemistry, we here report the syn-
thesis of ODNs tethering a preformed disaccharide unit either
at the 5'- or 3'-end, or incorporated within the chain. As the
model disaccharide, we chose sucrose, many derivatives of
which were recently found to show multidrug resistance modu-
lator activity.”® To this purpose, sucrose-functionalized CPG
support 7 and protected sucrose phosphoramidite building
block 5 have been synthesized in few steps, and used in a typical
elongation cycle for the solid phase assembly of oligonucleo-
tides by standard phosphoramidite procedure.? To test the
feasibility of the proposed synthetic strategy for the prepar-
ation of new ODN conjugates, several sucrose-ODN hybrids
have been synthesized and fully characterized by 'H, *'P NMR
and ESI-MS techniques.

Results and discussion

The key compound in the synthesis of oligosaccharide-oligo-
nucleotide conjugates described here is saccharide building

1880

Org. Biomol. Chem., 2004,2, 1879-1886

block 5 (Scheme 1), which was prepared in five steps and 12%
overall yield, starting from unprotected sucrose 1. The synthetic
procedure adopted here is essentially similar to the one already
described for the synthesis of the corresponding protected
glucose 4-phosphoramidite.”” Sucrose 1 was first converted, in a
one-pot reaction, into peracetylated compound 2 in 34% yield
by reaction with benzal bromide in pyridine, affording the
corresponding 4,6-benzylidene derivative, and subsequent
treatment with Ac,0/Py. The successive addition of I, in
CH;OH allowed the selective removal of the benzylidene
protecting group, giving diol 3 in 54% yield. Reaction with
DMTCI and cat. DMAP in Py/Et;N gave desired 4 in 75%
yield. This was next phosphitylated by addition of 2-cyano-
ethyl-N, N-diisopropylamino-chlorophosphoramidite and
DIPEA in anhydrous CH,Cl,, leading to 5 in 87% yield
after silica gel chromatography. To obtain support 7, inter-
mediate 4 was first succinylated by reaction with succinic
anhydride, giving 6 (65% yield). This was then reacted with
CPG-NH, solid support in the presence of DCCI, leading to an
average functionalization of 0.07 meq/g, as evaluated by DMT
test. All the synthesized compounds were identified on the
basis of their 'H, *C NMR and mass spectral data and
found to be pure within the detection limit of the NMR tech-
niques. In the case of phosphoramidite 5, P NMR data
confirmed its structure as a mixture of diastereomers at
phosphorus (see Fig. 1), showing the compound to be pure
from the H-phosphonate derivative. The homogeneity of
sucrose derivatives 5 and 6, after column chromatography, was
also checked by HPLC, which confirmed the compounds to be
more than 98% pure.
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Fig. 1 3P NMR spectrum (161.98 MHz, CDCl;) of compound 5.

Building block 5 contains all the typical reactive functional
groups necessary in nucleotide monomers for standard ODN
assembly via the phosphoramidite strategy. So it could be
exploited, in connection with the usage of functionalized sup-
port 7, for the synthesis of several hybrids, as models for the
preparation of new ODN glyco-conjugates. In all the syntheses,
the reactivity of phosphoramidite 5 was similar to that typically
found in the coupling with a standard nucleoside 3’-phos-
phoramidite, ie. in the range 96-98%, as evaluated by
spectroscopic DMT test. Hybrids 8, 9, 10 and 11, after HPLC
purification, have been fully characterized by 'H, *P NMR and
ESI MS techniques.

As described in Scheme 2, phosphoramidite 5 was first
exploited in a standard coupling with a CPG-bound 2’-deoxy-
cytidine affording, after deprotection and detachment,
sucrose-p->"C (8) as a model compound to mimic the solid phase
insertion of one sucrose phosphoramidite residue at the 5'-OH

of an oligonucleotide. Then 5 was inserted in the middle of a
short sequence, leading to * T-p-sucrose-p-C* (9). Starting from
support 7, as a test for 3'-conjugation of ODN fragments, two
standard couplings with nucleoside 3’-phosphoramidites
were carried out, obtaining ¥C-p-A¥-p-sucrose (10), which
confirmed the high efficiency of coupling with the 6-OH
function of the glucose residue in the polymer-supported
disaccharide. The combined use of 5 and support 7 allowed the
preparation of 3’,5’-bis-conjugated trinucleotide sucrose-p->T-
p-C-p-A%-p-sucrose 11. Also in the case of 3’,5’'-conjugation,
the usual yields were observed, as calculated by colorimetric
DMT test during the chain assembly.

All the syntheses of the ODNs were carried out on a 5 umol
scale by automated solid phase protocols, by employing slightly
modified phosphoramidite procedures.” The final detachment
from the solid support and deprotection of the conjugated
oligomers were achieved by conc. agq. ammonia treatment at
55°C for 12 h. The synthesized ODNs were then purified
by HPLC on an analytical anionic exchange column. As an
example, the HPLC profile of crude 11 is shown in Fig. 2
(panel A). The collected peaks were then desalted by gel
filtration chromatography on a Sephadex G25 column eluted
with H,O/EtOH 4 : 1 (v/v). The purity of the compounds
was then checked by RP-HPLC and their identity ascertained
by 'H, ¥P NMR and ESI-MS analysis.

The chemical stability of the sucrose conjugates was analysed
by incubating 1.0 OD of purified hybrid 11 at 37 °C in 1.0 mL
of a phosphate buffer (20 mM KH,PO, aq. solution, pH 7.0,
containing 20% (v/v) CH;CN at pH = 7.0); no degradation was
observed even after 10 d in the HPLC profile on an analytical
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Fig. 2 A: HPLC profile of crude 11 (Nucleogel SAX column —
Macherey-Nagel, 1000-8/46, linear gradient from 0 to 100% B in 30
min, flow rate 0.8 mL min~', of buffer A: 20 mM KH,PO, aq. solution,
pH 7.0, containing 20% (v/v) CH;CN, in H,0); B: HPLC profile of
purified 11 after 10 days of incubation at 37 °C in a phosphate buffer
(20 mM KH,PO, aq. solution, pH 7.0).

anionic exchange column (Fig. 2, panel B). Compound 11 was
also completely stable in biological media: when incubated at
37°C in bovine feetal serum, no hydrolysis or degradation
products were found in the mixture, analysed by HPLC after
10 d. For comparison, unconjugated trimer *TCAY, treated
under the same conditions, was completely degraded after
4 h of incubation.

We next studied the influence of sucrose units at the ends of
oligonucleotide chains on their recognition properties, due to
specific H-bonding abilities. As a first experiment, G-rich
sequences were chosen as valuable substrates for studying the
effect of this conjugation, in view of their well known
propensity to adopt stable G-quadruplex structures.**! In fact
they are highly represented in telomers and are responsible
for telomer stabilization and therefore deeply involved in
fundamental cellular processes as senescence. Particularly,
STGGGT?,*? and STGGGAG?,*® have both been demon-
strated to give stable parallel four stranded quadruplex
complexes. Interestingly, as a consequence of their
characteristic structure, many 5’-derivatives of *TGGGAG*
have displayed a significant biological activity as non antisense
anti-HIV agents.®® These model sequences have therefore been
conjugated with one sucrose unit via a phosphodiester linkage,
either to the 3'- or 5'-end, giving oligomers 12 and 13, respect-
ively. In order to verify that the ability of 5-mer * TGGGT?* and
6-mer STGGGAG?® to form quadruplex structures was not
inhibited when a sucrose tail was attached at either end of the
oligonucleotide sequence, a CD analysis was undertaken on the
conjugated sucrose-p-> TGGGAG® and *TGGGT?-p-sucrose
in comparison with the corresponding unmodified oligomers. It
has been found that the conformational behaviour of glyco-
conjugates 12 and 13 in the buffer 10 mM KH,PO,, 1.00 M KCl
and 0.1 mM EDTA, where typically G-rich sequences form
quadruplexes, is qualitatively very similar to one of the parent
oligomers. Particularly, in all the spectra a large positive band
at 260 nm and a negative band at 240 nm were apparent (see
Fig. 3), indicative of a parallel four stranded structure, stabil-
ized by a set of specific H-bond arrays.’*>* Interestingly, at
20 °C the CD profile of 13 showed an increased ellipticity in the
bands at 260 nm and at 240 nm in comparison with the parent
6-mer, thus showing that, upon insertion of one sucrose-
phosphate tether at the 5’-end of the oligomer, a stabilization
of the quadruplex structure occurred, in analogy with other 5'-
derivatives of the same sequence described in the literature.®
On the contrary, conjugation at the 3’-end caused a drop in the
positive and negative Cotton effects, at 260 nm and at 240 nm
respectively, indicating the presence of a less stable quadruplex
structure in 12 with respect to the unmodified oligomer.
Further studies, involving NMR and DSC analyses, are
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Fig. 3 A: CD spectra of glycoconjugate 13 (blue line) and of 6-mer
STGGGAG® (green line) at 3.3 x 107° M at 20 °C; B: CD spectra of
glycoconjugate 12 (blue line) and of 5-mer *TGGGT? (green line) at
1.0 x 107 M at 20 °C.

currently underway to get a deeper insight into the structural
details of the synthesized quadruplex structures.

Successively, we investigated the duplex formation ability
of sucrose-conjugates of ODNs. Two 18-mers of sequence
d('GCGTGCCTCCTCACTGGC?®),* having one sucrose-
phosphate residue either at the 3’ or at the 5'-end (14 and 15,
Scheme 3), were therefore synthesized following a standard
automated phosphoramidite procedure. After ammonia
deprotection and HPLC purification, the conjugated ODNs
were characterised by MALDI-TOF mass spectrometry, giving
in both cases a single peak in accordance with the calculated
molecular weight. In order to evaluate the influence of the
sugar-phosphate tethers on the hybridization properties of the
synthesized ODNS5, thermal denaturation studies were carried
out mixing glyco-conjugates 14 or 15 in 1 : 1 ratio with
complementary 22-mer d° TTGCCAGTGAGGAGGCACG-
CAT?®). The melting curves of both modified duplexes were
almost superimposable with that of the natural, unmodified
duplex (T, = 60°C), thus showing that the conjugation
described here does not negatively interfere with the hybridis-
ation properties of ODNS.

Conclusions

In this paper we have synthesized, exploiting an on-line solid
phase procedure, new oligonucleotide hybrids, conjugated with
preformed sucrose units linked to the 3’ and/or 5" OH groups
of the ODN chain through stable phosphodiester junctions.
The synthetic protocol we have developed is based on the
preparation of a stable phosphoramidite derivative of suitably
protected sucrose (5) and on the usage of a polymeric support
ad hoc functionalized with a DMT-protected sucrose residue
(7). In all cases, 7 and 5 exhibited the typical efficiency in
coupling with standard nucleosides 3’-phosphoramidite or with
standard functionalized CPG supports (i.e. 98% on average),
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which allowed the synthesis of several hybrid molecules. The
presence of the sucrose tail was shown not to inhibit the ability
of G-rich sequences to adopt typical quadruplex structures, as
demonstrated by CD studies, neither of mixed sequence ODNs
to form stable duplexes with complementary DNA strands,
as evaluated by UV thermal denaturation studies. The disac-
charide tail significantly protected oligonucleotides from
chemical and enzymatic degradation.

Experimental

Materials and methods

NMR spectra were recorded on Bruker WM-400, Varian
Gemini 300 and Varian Inova 500 spectrometers. All chemical
shifts are expressed in ppm with respect to the residual solvent
signal. The solid support functionalizations were carried out in
a short glass column (5 cm length, 1 cm i.d.) equipped with a
sintered glass filter, a stopcock and a cap. The oligonucleotides
were assembled on a Millipore Cyclone Plus DNA synthesizer,
using commercially available 3’-O-(2-cyanoethyl)-N,N-diiso-
propylphosphoramidite 2’'-deoxyribonucleosides as building
blocks.

The following abbreviations were used throughout the text:
Controlled Pore Glass (CPG), dichloroacetic acid (DCA),
dichloromethane (DCM), N,N-dicyclohexylcarbodiimide
(DCCQ)), diisopropylethylamine (DIPEA), N,N-dimethylamino-
pyridine (DMAP), 4,4'-dimethoxytrityl (DMT), fructose
residue of sucrose (Fru), glucose residue of sucrose (Glc),
pyridine (Py), triethylamine (TEA), triethylammonium bicarb-
onate (TEAB), trimethylsilyltriflate (TMSOTTY).

HPLC analyses and purifications were performed on a
Beckman System Gold instrument equipped with a UV
detector module 166 and a Shimadzu Chromatopac C-R6A
integrator. By HPLC analysis on a Partisphere Whatman RP18§
analytical column (125 X 4.0 mm, 5 um), eluted with a linear
gradient from 0 to 100% in 60 min of CH;CN in TEAB buffer
(0.1 M, pH 7.0), flow = 0.8 mL min~', the isolated oligomers
8-15 were determined to be more than 98% pure. For the ESI
MS analyses a Waters Micromass ZQ instrument — equipped
with an Electrospray source — was used in the positive and/or
negative mode. For compounds 9, 10, 11, 12 and 13 the
reported mass is the calculated value on the basis of the com-
bination of the found multiple charged ions. MALDI TOF
mass spectrometric analyses were performed on a PerSeptive
Biosystems Voyager-De Pro MALDI mass spectrometer in the
Linear mode using a picolinic/3-hydroxypicolinic acid mixture
as the matrix. Optical rotations were measured with a Perkin
Elmer 141 polarimeter at 20 °C and are quoted in units of 107"
deg cm? g''. UV measurements and thermal denaturation
experiments (detection at 4 = 260 nm) were carried out on a
JASCO V-530 UV spectrophotometer equipped with a JASCO
ETC-505T temperature controller unit. CD spectra were
obtained on a JASCO 715 circular dichroism spectrophoto-
meter at 20 °C in a 0.1 cm pathlength cuvette. Temperature was

kept constant with a thermoelectrically controlled cell holder
(JASCO PTC-348).

Synthesis of phosphoramidite 5

Sucrose (1.50 g, 4.38 mmol) was suspended in pyridine (15 mL)
and the mixture was heated to 90 °C. Benzal bromide was
added in two aliquots (700 pL each, 4.2 mmol) within two
hours. After two hours from the last addition, the mixture was
cooled to room temperature, and acetic anhydride (5 mL)
was added. After completion of the reaction (TLC analysis),
methanol was added at 0 °C to destroy excess acetic anhydride.
The mixture was then extracted with DCM and the organic
phase was washed with water and taken to dryness. Silica gel
chromatography of the residue (eluent petroleum ether/ethyl
acetate from 75 : 25 to 70 : 30) furnished compound 2 (1.013 g,
yield 34%) as a foam.

2 — R; (ethyl acetate/petroleum ether 1 : 1) 0.50; [a]°p = +45.7
(¢ 0.2 in CH,CL); Amae (CH,CL)nm 258 (¢/dm® mol™' cm™'
371); 'TH NMR data of 2 were identical to those previously
reported.*

3C NMR (50 MHz, CDCly) § 170.6, 170.3, 170.2, 170.2,
169.8, and 169.8 (6 X COCHj;); 136.9 (aromatic quaternary C);
129.0, 128.2 and 126.1 (aromatic CH); 104.0 (C-2 Fru); 101.6
(benzylic CH benzylidene); 90.4 (C-1 Glc); 79.1, 78.8, 75.5,
74.7,71.0, 68.7, 68.4 (C-3 Fru, C-4 Fru, C-5 Fru, C-2 Glc, C-3
Glc, C-4 Glc and C-5 Gle); 63.5, 63.3 and 63.1 (C-1 and C-6
Fru, C-6 Glc); 20.6 (COCHj;).

ESI-MS (positive ions): calculated mass for C;H;30;.:
682.211; found: m/z 705.35 (M + Na)*; 721.29 M + K)*.

Compound 2 (1.01 g, 1.48 mmol) was dissolved in a
solution of iodine in methanol (1%, 27.5 mL). The resulting
mixture was refluxed for 6 h and then sodium thiosulfate
was added at room temperature until the iodine was
consumed. The mixture was extracted several times with ethyl
acetate and the organic phase concentrated under reduced pres-
sure. Silica gel chromatography of the residue (eluent ethyl
acetate/hexanes 85 : 15) afforded pure diol 3 as a foam (474 mg,
yield 54%).

3 — R; (ethyl acetate/petroleum ether 9 : 1) 0.50; [0]*’p = +56.4
(c 0.4 in CH,CL,); /pae (CH,CL)/nm 252, shoulder (¢/dm® mol™!
cm'109); 'H NMR (200 MHz, CDCly) § 5.62 (1H, d, J;,=3.6
Hz, H-1 Glc); 5.44 (1H, d, J;, = 5.6 Hz, H-3 Fru); 5.37 (1H, t,
J34=J45=5.6 Hz, H-4 Fru); 5.32 (1H, t, J, 3= J;,=9.2 Hz, H-3
Gle); 4.76 (1H, dd, H-2 Glu); 4.52-4.18 (5H, overlapped
signals, H,-1 Fru, H-5 Fru, and H,-6 Fru); 3.98 (1H, m, H-5
Glc); 3.90 (1H, dd, Jsg, = 3.0 Hz, Jg, 6 = 12.6 Hz, H-6a Glc);
3.79 (1H, dd, Jsg, = 5.0 Hz, Jg, 6, = 12.6 Hz, H-6b Glc); 3.63
(IH, t, J;,=J,5s =9.2 Hz, H-4 Glc); 2.16, 2.10, 2.10, 2.09, 2.09
and 2.09 (3H each, s’s, 6 X -COCH,;).

3C NMR (50 MHz, CDCly) § 171.2, 171.0, 170.3, 170.2,
170.1 and 169.9 (6 x COCHj,); 103.8 (C-2 Fru); 90.0 (C-1 Glc);
78.9,75.6,74.9,72.8,72.2,70.4 and 69.2 (C-3 Fru, C-4 Fru, C-5
Fru, C-2 Glc, C-3 Glc, C-4 Glc and C-5 Glc); 63.9, 62.8 and
61.8 (C-1 and C-6 Fru, C-6 Glc); 20.6 (COCH,).
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ESI-MS (positive ions): calculated mass for C,,H;,0,;:
594.180; found: m/z 617.30 (M + Na)™; 633.24 (M + K)*.

Compound 3 (450 mg, 0.76 mmol) and DMAP (4.5 mg,
0.038 mmol) were dissolved in 6 mL of anhydrous pyridine. To
the stirred solution, DMTCI (282 mg, 0.83 mmol) and TEA
(120 pL, 0.85 mmol) were sequentially added and the mixture
was left overnight under stirring and then concentrated under
reduced pressure. Silica gel chromatography of the residue
(eluent petroleum ether/ethyl acetate 1 : 1) afforded compound
4 as a white foam (513 mg, yield 75%).

4 — R; (ethyl acetate/petroleum ether 3 : 2) 0.70; [a]*’p = +38.4
(¢ 0.2 in CH,Cly); Apa (CH,CL)nm 274 (¢/dm® mol™' ¢cm™
2667); '"H NMR (200 MHz, CDCl,) 6 7.40-6.80 (13H, complex
signals, aromatic protons); 5.63 (1H, d, J,, = 3.6 Hz, H-1 Glc);
5.41(1H,d, J;,=5.6 Hz, H-3 Fru); 5.37 (1H, t, J,;=J;,=10.2
Hz, H-3 Glc); 5.29 (1H, t, J54 = J,5s = 5.6 Hz, H-4 Fru); 4.79
(1H, dd, H-2 Glu); 4.40-4.05 (7H, overlapped signals, H-4 Glc,
H-5 Glc, H,-1 Fru, H-5 Fru and H,-6 Fru); 3.77 (6H, s, 2 X
OCH,); 3.36 (2H, d, Js4, = Js 4, = 3.8 Hz, H,-6 Glu); 2.10, 2.10,
2.09, 2.08, 2.08 and 2.01 (3H each, s’s, 6 X COCH).

3C NMR (50 MHz, CDCly) 6 170.8, 170.6, 170.4, 170.0,
170.0 and 169.7 (6 X COCH,;); 158.4, 144.5, 135.6 (aromatic C
DMT group); 129.9, 129.0, 128.0, 127.7, 126.6 and 113.0
(aromatic CH DMT group); 104.2 (C-2 Fru); 90.4 (C-1 Gle);
86.2 (non aromatic quaternary carbon of DMT group); 79.3,
75.6,75.2,71.9,71.3, 70.6 and 70.0 (C-3 Fru, C-4 Fru, C-5 Fru,
C-2 Glc, C-3 Gle, C-4 Glc and C-5 Gle); 63.9, 62.7 and 62.4
(C-1 and C-6 Fru, C-6 Glc); 55.0 (OCH; of DMT group); 20.6
(COCH,).

ESI-MS (positive ions): calculated mass for C,Hs,O40:
896.310; found: m/z 919.41 (M + Na)*; 935.40 M + K)™.

To 255 mg of compound 4 (0.28 mmol), dissolved in 3 mL of
anhydrous dichloromethane, was added DIPEA (150 mL, 0.87
mmol) and 2-cyanoethyl-N,N-diisopropylamino-chlorophos-
phoramidite (95 puL, 0.42 mmol) under argon. After 30 minutes
the solution was diluted with ethyl acetate and the organic
phase was washed twice with brine and then concentrated.
Silica gel chromatography of the residue (eluent petroleum
ether/ethyl acetate from 3 : 2 to 2 : 3) afforded compound 5 as a
mixture (ca. 1: 1, as evaluated on the basis of 'H and P NMR
spectra) of diastereomers (266 mg, yield 8§7%). Injected on an
analytical silica gel HPLC column (Macherey-Nagel Nucleosil
50-7 column, 4.6 X 250 mm, 7 um) eluted with 35% ethyl acetate
in cyclohexane, flow = 0.8 mL min™', detection at A = 260 nm,
a sole, sharp peak (retention time 7.45 min) was found.

5 — Glassy solid. R; (ethyl acetate/petroleum ether 1 : 1) 0.45;
'H NMR (500 MHz, CDCl,) § 7.49-7.79 (26H, complex
signals, aromatic protons); 5.73 (2H, d, J,, = 4.5 Hz, H-1 Glc);
5.50-5.40 (4H, overlapped signals, H-3 Glc and H-3 Fru);
5.35-5.21 (2H, two apparent t’s, J = 5.2 and 4.8 Hz, H-4 Fru);
4.88-4.78 (2H, two dd’s, H-2 Glc); 4.35-3.93 (16H, overlapped
signals, H,-1, H-5 and H,-6 Fru, H-4 and H,-6 Glc); 3.77 (12H,
s, OCH; of DMT group); 3.77-3.51 [6H, overlapped signals,
H-5 Glc and two CH(CHj;),]; 3.38 and 3.22 (2H each, t’s, two —
OCH,CH,CN); 2.53 and 2.25 (2H each, t’s, two —OCH,-
CH,CN); 2.11, 2.10, 2.09, 2.07, 2.00 and 1.98 (36H, s’s, six
COCH,;); 1.04, 0.97 and 0.87 (24H, three d’s, J = 8.5 Hz, four
CH(CH;),].

BC NMR (125 MHz, CDCl,) 6 170.4, 170.3, 170.0, 169.9 and
169.6 (COCH,); 158.2, 144.9, 136.0, 135.9, 135.7, 130.2, 130.1,
128.2, 127.4, 126.5 and 112.7 (aromatic carbons DMT group);
117.4 (CN); 104.3 and 104.2 (C-2 Fru); 90.1 (C-1 Glc); 85.7
(quaternary C of DMT group); 79.4 (C-5 Fru); 75.8, 75.7 and
75.6 (C-3 Fru, C-4 Fru and C-3 Glc); 71.8, 71.6, 70.7 and 70.2
(C-2 Glc, C-4 Glc and C-5 Glc); 63.8, 63.6 and 62.5 (C-1 Fru,
C-6 Fru and C-6 Glc); 58.6 and 58.1 (OCH,CH,CN); 55.0
(OCH; DMT group); 42.9 and 42.6 [CH(CHj,),]; 24.3 and 24.2
[CH(CH,),); 21.3, 21.0, 20.5, 20.3, 20.0 and 19.9 (COCH; and
OCH,CH,CN).

3P NMR (161.98 MHz, CDCl,) 6 153.0 and 152.3.
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ESI-MS (positive ions): calculated mass for Cs,HgN,O,,P:
1096.418; found m/z 1097.56 (M + H)*; 1120.73 (M + Na)™.

Synthesis of functionalized support 7

Compound 4 (250 mg, 0.28 mmol) and DMAP (68 mg, 0.56
mmol) were dissolved in anhydrous pyridine and succinic
anhydride (50 mg, 0.50 mmol) was added to the resulting
solution. The mixture was kept under stirring for 60 hours at
room temperature and then concentrated. Silica gel chromato-
graphy of the residue (eluent DCM/methanol from 95 : 5 to
9 : 1) afforded 6 as a foam (180 mg, yield 65%). Isolated
compound 6, redissolved in ethyl acetate and injected on an
analytical silica gel HPLC column (Macherey-Nagel Nucleosil
50-7 column, 4.6 x 250 mm, 7 um) eluted with ethyl acetate,
flow = 0.8 mL min~', detection at 4 = 260 nm, gave a sole peak
(retention time 7.15 min).

6 — R; (DCM/methanol 95 : 5) 0.40; [a]**, = +48.7 (¢ 0.1 in
CH,CL,); Amax (CH,Cly)/nm 273 (e/dm?® mol™! cm™' 2449); 'H
NMR (200 MHz, CDCl;) ¢ 7.40-6.85 (13H, complex signals,
aromatic protons); 5.75 (1H, d, J,, = 3.6 Hz, H-1 Glc); 5.50-
5.26 (4H, overlapped signals, H-3 Fru, H-4 Fru, H-3 Glc and
H-4 Glc); 4.92 (1H, dd, J,; = 9.4 Hz, H-2 Glc); 4.40-4.10 (6H,
overlapped signals, H-5 Glc, H,-1 Fru, H-5 Fru and H,-6 Fru);
3.75 (6H, s, 2 x OCH,); 3.34 (1H, br d, Jg, ¢ = 10.6 Hz, H,-6
Glc); 2.98 (1H, dd, Js 4, = 3.0 Hz, H,-6 Glc); 2.60-2.30 (4H, m,
two CH, succinic group); 2.10, 2.10, 2.10, 2.07, 2.00 and 1.97
(3H each, s’s, 6 x COCH,;).

BC NMR (50 MHz, CDCl;) § 174.6, 170.5, 170.4, 170.3,
170.3, 170.2, 169.7 and 169.7 (6 X COCH; and ester succinic
CO); 158.3, 144.5, 136.7 (aromatic quaternary C DMT group);
130.0, 128.2, 127.6, 126.6 and 113.0 (aromatic CH DMT
group); 104.2 (C-2 Fru); 90.2 (C-1 Glc); 85.8 (non aromatic
quaternary carbon of DMT); 79.2, 75.6, 75.2, 70.6, 69.8, 69.7
and 68.4 (C-3 Fru, C-4 Fru, C-5 Fru, C-2 Glc, C-3 Glc, C-4 Glc
and C-5 Glc); 63.7, 62.7 and 60.9 (C-1 and C-6 Fru, C-6 Glc);
55.0 (-OCH,); 28.9 and 28.8 (succinic CH,); 20.6 (COCH;).

ESI-MS (negative ions): calculated mass for C,HsO,,:
996.326; found: m/z 995.37 (M — H)".

To a solution of compound 6 (170 mg, 0.17 mmol) in 2 mL of
anhydrous pyridine was added DCCI (144 mg, 0.70 mmol).
After 5 min the mixture was cannulated to a vessel containing
amino-functionalized CPG resin (240 mg). The mixture was left
under gentle vascular stirring for three days and then the resin
was filtered and repeatedly washed with dichloromethane and
methanol. Treatment of 5 mg of dried resin 7 with perchloric
acid/ethanol 3 : 2 and colorimetric assay of the released
dimethoxytrytyl cation allowed the determination of the
functionalization of the resin, which was 0.07 mmol g™ .

Synthesis of hybrids 8, 9, 10 and 11. General procedure

The syntheses of hybrids 8, 9, 10 and 11 have been carried out
on an automated DNA synthesizer following standard phos-
phoramidite chemistry,” using for the amidite unit (both
standard nucleosides 3’- phosphoramidite and phosphor-
amidite 5) a 40 mg mL ™! solution in anhydrous CH,CN. 50 mg
(3.5 umol) of support 7 or 50 mg of the appropriate DMT-
nucleoside supported CPG (ca. 5 umol) were used as the start-
ing solid support for each synthesis. In all the experiments,
incorporation of the sucrose-phosphate residue at the 5'-end or
within the chain occurred with yields in the range 96-98% (by
DMT test). Once the desired ODN sequence was completed,
the solid supports were treated with the DCA solution for the
final DMT removal and, after exhaustive washings with DCM
and CH;CN, left in contact overnight with a conc. aq. ammonia
solution at 55 °C. The filtered solutions and two washings with
H,O were concentrated under reduced pressure and then — for
compounds 8-10 — purified by HPLC on a Nucleosil 100-5 C,4
column (4.6 X 250 mm, 7 um) eluted with a linear gradient from
0 to 25% in 30 min of CH;CN in TEAB buffer (0.1 M, pH 7.0),



flow = 0.8 mL min~". The final products were lyophilized several
times to remove the triethylammonium bicarbonate salt and
characterized by NMR and MS data. Crude 11 was purified by
HPLC on a Nucleogel SAX column (Macherey-Nagel, 1000-8/
46), using a linear gradient from 0 to 100% B in 30 min, flow
rate 0.8 mL min~!, of buffer A: 20 mM KH,PO, aq. solution,
pH 7.0, containing 20% (v/v) CH;CN, in H,O, and successively
desalted by gel filtration on a Sephadex G25 column eluted with
H,O/EtOH 4 : 1 (v/v).

Compound 8: retention time 10.44 min; 'H NMR (400 MHz,
D,0), 0 7.86 (1H, d, J = 7.6 Hz, H-6 C); 6.30 (1H, dd, J = 6.4
and 6.6 Hz, H-1"); 6.08 (1H, d, /= 7.6 Hz, H-5 C); 5.44 (1H, d,
J=4.0 Hz, H-1 Glc); 4.47 (1H, m, H-3"); 4.22 (4H, overlapped
signals, H-4', H,-5" C and H-4 Glc); 4.11 (1H, m, H-3 Fru);
4.08-3.77 (8H, overlapped signals, H-3, H-5, H,-6 Glc and H-4,
H-5 and H,-6 Fru); 3.71 (2H, s, H,-1 Fru); 3.62 (1H, m, H-2
Glc); 2.31 (2H, m, H,-2').

3P NMR (161.98 MHz, D,0), § 2.02.

ESI-MS: calculated mass for C,;H3,N,;0,,P: 631.481; found:
miz 630.17(M — H)".

Compound 9: retention time 15.20 min; "H NMR (500 MHz,
D,0),67.97 (1H,d, J=7.5Hz, H-6 C); 7.67 (1H, s, H-6 T); 6.27
(2H, dd, J = 6.2 and 6.2 Hz, overlapped H-1" T and C); 6.11
(1H, d, J=7.5 Hz, H-5 C); 5.43 (1H, d, J = 3.5 Hz, H-1 Glc);
H-3' of T residue is buried under the residual HDO solvent
signal; 4.57 (1H, m, H-3' of C); 4.27-4.13 (7H, overlapped
signals, 2 H-4', H,-5" of C, H-4 and H,-6 Glc); 4.10 (1H, m, H-3
Fru); 4.02-3.78 (8H, overlapped H-3 and H-5 Glc, H-4, H-5
and H,-6 Fru and H,-5' of T); 3.67 (3H, overlapped signals,
H-2 Glc and H,-1 Fru); 2.62-2.23 (4H, m, H,-2' T and C); 1.90
(3H, s, CH; T).

3P NMR (161.98 MHz, D,0), § 2.89 and 2.35.

ESI-MS: calculated mass for C;;H,,N;O,,P,: 935.675; found:
miz934.37 (M — H)".

Compound 10: retention time 16.27 min; 'H NMR (400
MHz, D,0), 6 8.48 (1H, s, H-2 A); 8.20 (1H, s, H-8 A); 7.53
(1H, d, J = 8.0 Hz, H-6 C); 6.48 (1H, dd, J = 6.0 and 6.0 Hz,
H-1" A); 6.02 (1H, dd, J=6.2 and 6.2 Hz, H-1" C); 5.92 (1H, d,
J=8.0Hz, H-5 C); 5.27 (1H, d, J= 3.5 Hz, H-1 Glc); 5.01 (1H,
m, H-3" A); 476 (1H, m, H-3' C); 448 (1H, m, H-4" A);
4.22-3.95 (7TH, overlapped signals, H-4 and H,-6 Glc, H-3 Fru,
H-4' C and H,-5" A); 3.88-3.50 (11H, overlapped signals, H,-5’
C, H-2, H-3 and H-5 Glc and H,-1, H-4, H-5 and H,-6 Fru);
2.78 (2H, m’s, H,-2" A); 2.27 (2H, m’s, H,-2" C).

3P NMR (161.98 MHz, D,0), § 2.55 and 2.01;

ESI-MS: calculated mass for C;;H,sNgO,,P,: 944.689; found:
943.44(M — H)".

Compound 11: retention time 8.89 min; '"H NMR (400 MHz,
D,0), 6 8.49 (1H, s, H-2 A); 8.23 (1H, s, H-8 A); 7.65 (1H, s,
H-6 T); 7.58 (1H, d, J = 7.6 Hz, H-6 C); 6.48 (1H, dd, J = 6.0
and 6.0 Hz, H-1" A); 6.30 (1H, dd, J= 6.0 and 5.8 Hz, H-1' T);
6.10 (1H, dd, J= 6.0 and 6.0 Hz, H-1' C); 6.02 (1H, d, J=7.6
Hz, H-5 C); 5.44 (1H, d, J=4.0 Hz, H-1 Glc at the 5’-end); 5.33
(1H, d, J=3.6 Hz, H-1 Glc at the 3'-end); 5.09 (1H, m, H-3" A);
H-3' C residue and H-3' T residue are submerged by the
residual HDO solvent signal; 4.49 and 4.34 (1H each, m, two H-
4'); 4.24-3.53 (20H, overlapped signals, one H-4' and three H,-
5" A,C,T residues, H-2, H-3, H-4, H-5 and H,-6 Glc, H,-1, H-3,
H-4, H-5 and H,-6 Fru); 2.83, 2.45 and 2.29 (2H each, m’s, H,-
2"); 1.93 (3H, s, CH; T).

3P NMR (161.98 MHz, D,0), § 2.86, 2.54, 2.20 and 1.89.

ESI-MS: calculated mass for CsHgyN;,0,,P,: 1652.338;
found: 1652.94.

Synthesis of conjugates 12 and 13 and of the parent
oligonucleotides

ODN chain assembly was performed on 50 mg (3.5 umol) of
support 7 for 12, and on 50 mg of DMT-G-supported CPG
(Millipore, High Loading, ca. 0.1 meq/g) for 13, on an auto-

mated DNA synthesizer following a standard phosphoramidite
protocol with final DMT removal.* Two G-rich sequences were
assembled (12 and 13), observing in all cases coupling yields
greater than 97%, on average, as evaluated by DMT test. The
oligomers were detached from the support and deprotected by
conc. aq. ammonia treatment as described for hybrids 8-11.
The supernatant was filtered and the support washed with H,O.
The combined filtrates and washings were concentrated under
reduced pressure, redissolved in H,O and analyzed and purified
by HPLC on a Nucleogel SAX column (Macherey-Nagel,
1000-8/46); buffer A: 20 mM KH,PO, aq. solution, pH 7.0,
containing 20% (v/v) CH;CN; buffer B 1 M KCI, 20 mM
KH,PO, aq. solution, pH 7.0, containing 20% (v/v) CH;CN; a
linear gradient from 0 to 100% B in 20 min, flow rate 0.8 mL
min~!, for 12, and in 40 min for 13 was used. The isolated
oligomers, having the following retention times: 12 = 10.45 min;
13 = 16.62 min, were collected and successively desalted by gel
filtration on a Sephadex G25 column eluted with H,O/EtOH 4 :
1 (v/v). By HPLC analysis on a Nucleosil 100-5 C,4 analytical
column (4.6 X 250 mm, 7 um), the isolated oligomers were
determined to be more than 98% pure. In the HLPC profile on
the SAX column of both crudes, two main peaks were found,
respectively at 10.45 and 15.30 min for 12, and at 16.62 min
and 27.16 min for 13, which were all collected and desalted. As
also reported by others for similar G-rich sequences,® in all
the purification attempts by HPLC, the faster eluting peak,
attributed to the single stranded 5-mer or 6-mer, was always
accompanied by a major peak, having a higher retention time.
This additional peak was attributed to a G-quadruplex
structure generated under HPLC elution conditions. In fact, by
re-injecting on HPLC the isolated and desalted faster eluting
peak, the slower eluting peak was always observed; in addition,
the two isolated peaks for each crude, analyzed by ESI-MS in
several conditions, showed the same m/z ion pattern. On the
basis of this evidence, the peak at higher retention time has
been attributed to a non-covalent adduct obtained by self-
assembly of the monomeric oligomer. After lyophilization, the
isolated compounds were characterized by ESI-MS data.

Compound 12: ESI-MS: calculated mass: 1938; found
1938.28.

Compound 13: ESI-MS: calculated mass: 2276; found
2276.50.

For comparison, *TGGGT* and STGGGAG® were
synthesized following standard solid phase protocols,” on a 5
umol scale. Deprotection and HPLC purification of the
oligomers were carried out as described above for 12 and 13.
The pure, isolated peaks were characterized by ESI MS,
showing masses in accordance with the calculated values.

Circular dichroism studies

The concentration of the conjugated ODNs was determined
spectrophotometrically at 4 = 260 nm and at 90 °C, using the
molar extinction coefficient calculated for the unstacked
oligonucleotides using the following extinction coefficients:
15400 (A), 11700 (G) and 8800 (T) cm™' M ™' *¢ assuming the
contribution of the sugar residues to the absorbance at . =260
nm to be negligible. Compound 12 and 5-mer * TGGGT? were
dissolved at ¢ = 1.0 X 10™* M, while 13 and the parent 6-mer
STGGGAG?* were dissolved at ¢ = 3.3 x 107° M in the buffer 10
mM KH,PO,, 1.00 M KCl and 0.1 mM EDTA. All the samples
were first taken to 90 °C for 10 min, then slowly cooled to rt and
kept at 5 °C overnight. CD spectra were then registered at 20 °C
in a 0.1 cm pathlength cuvette. The wavelength was varied from
200 to 340 nm at 5 nm min~'. CD spectra were recorded with
a response of 16 s, at 2.0 nm bandwidth and normalised by
subtraction of the background scan with buffer. The molar
ellipticity was calculated from the equation [3] = 8/c/ where 9 is
the relative intensity, ¢ the concentration of the oligonucleotide
and / is the pathlength of the cell in cm.
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Synthesis of conjugates 14 and 15 and of the parent
oligonucleotides

ODN chain assembly was performed on 50 mg (3.5 umol) of
support 7 for 14 and on 50 mg of DMT-C-supported CPG
(Millipore, High Loading, ca. 0.1 meq/g) for 15. The syntheses
were carried out on an automated DNA synthesizer following a
standard phosphoramidite protocol with final DMT removal.?
Two successive coupling cycles (30 min each) with phos-
phoramidite 5 were carried out as the last step of the assembly
of 15. The oligomers were detached from the support and
deprotected by conc. aq. ammonia treatment as described for
hybrids 8-13. The supernatant was filtered and the support
washed with H,0. The combined filtrates and washings were
concentrated under reduced pressure, redissolved in H,O and
analyzed and purified by HPLC on a Nucleogel SAX column
(Macherey-Nagel, 1000-8/46); buffer A: 20 mM KH,PO, aq.
solution, pH 7.0, containing 20% (v/v) CH;CN; buffer B 1 M
KCl1, 20 mM KH,PO, aq. solution, pH 7.0, containing 20% (v/v)
CH,CN; a linear gradient from 0 to 100% B in 30 min, flow
rate 0.8 mL min~', was used. The isolated oligomers, having the
following retention times: 14 = 21.14 min; 15 = 22.65 min, were
collected and successively desalted by gel filtration on a
Sephadex G25 column eluted with H,O. By HPLC analysis on a
Nucleosil 100-5 C,4 analytical column (4.6 X 250 mm, 7 pum),
the isolated oligomers were determined to be more than 98%
pure.

Compound 14 MALDI-TOF MS (negative mode): found:
mlz 5827.95(M — H)".

Compound 15 MALDI-TOF MS (negative mode): found:
mlz 5828.42 (M — H)".

For comparison, d* GCGTGCCTCCTCACTGGC?*) and
dCTTGCCAGTGAGGAGGCACGCAT?®) were synthesized
on a 5 pumol scale, following standard solid phase protocols.”’
Deprotection and HPLC purification of the oligomers were
carried out as described above for 14 and 15. The pure, isolated
peaks were characterized by MALDI-TOF mass spectrometry,
showing masses in accordance with the calculated values.

Thermal denaturation experiments

The concentration of the synthesized ODNs was determined
spectrophotometrically at A = 260 nm and at 85 °C, using the
molar extinction coefficient calculated for the unstacked oligo-
nucleotide using the following extinction coefficients: 15400
(A); 11700 (G); 7300 (C); 8800 (T) cm ™' M~'.3¢ For oligomers
14 and 15, the contribution of the carbohydrate residues to the
absorbance at 4 = 260 nm was considered negligible. A 100 mM
NacCl, 10 mM NaH,PO,, aq solution at pH = 7.0 was used for
the melting experiments. Melting curves were recorded using a
concentration of approximately 1 uM for each strand in 1 mL
of the tested solution in Teflon stoppered quartz cuvettes of
1 cm optical path length. The resulting solutions were then
allowed to heat at 85 °C for 10 min, then slowly cooled and kept
at 5°C for 30 min. After thermal equilibration at 10 °C, UV
absorption at /4 = 260 nm was monitored as a function of the
temperature, increased at a rate of 0.5 °C/min, in the range
20-80 °C. The melting temperatures, determined as the maxima
of the first derivative of absorbance vs. temperature plots, are
the average values of three independent melting experiments.
For all the studied cases, both the modified duplexes and the
unmodified one, within the experimental error evaluated as
+0.5 °C, exhibited a melting temperature value of 60 °C.
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