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Oligonucleotides containing 4-0-(4-NO,-benzyl)thymine residues were synthesized to assess potential
prodrug-type action against hypoxic cells. These modified oligonucleotides were incapable of stable
duplex formation under non-hypoxic conditions. However, following deprotection of the thymine resi-
dues under bioreductive conditions, the deprotected oligonucleotides were able to form stable duplexes
with target oligonucleotides.

© 2015 Elsevier Ltd. All rights reserved.

Various nucleobase-protecting groups have been used in the
chemical synthesis of oligonucleotides.! In recent years, the appli-
cation of protecting groups has expanded to include the control of
nucleic acid functions.” For example, in the pioneering work by
Krock and Heckel, 2-nitrobenzyl and its congeners were installed
onto thymine residues to generate light-activatable oligonu-
cleotides.® Their study inspired our use of protected nucleobases
to produce hypoxia-activatable oligonucleotides. Hypoxia is a
characteristic property of locally advanced solid tumors resulting
from the insufficient supply of oxygen from the poorly developed
vasculature. Hypoxia induces increased resistance to both
chemotherapy and radiation therapy.” Approaches to treating
hypoxic tumors with drugs activated under such conditions
have been reported.’” These prodrugs are typically protected
with hypoxia-labile protecting groups that mask binding sites to
the target molecules. Under hypoxic conditions, these protecting
groups are removed and the drugs are converted into their active
forms.

In this report, we describe the synthesis of an oligonucleotide
with a hypoxia-labile protecting group on one of the four
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nucleobases. Specifically, oligonucleotides containing 4-O-nitrobenzy-
lated thymine residues as the prototype nucleobase were
synthesized. The 4-NO,-benzyl group is frequently used for
hypoxia-activated prodrugs or to switch fluorescent probes on
and off.°?° In normal cells (non-hypoxic), oligonucleotides con-
taining 4-0O-nitrobenzylated thymine residues (pro-oligos) do not
hybridize to target RNA sequences (Fig. 1a). In hypoxic tumors,
the 4-nitrobenzyl groups are deprotected via reduction of the nitro
group to amino (or hydroxyamino) followed by a 1,6-elimination
process to expel the active oligos (Fig. 1a and b). Thus, in the
hypoxic tumor cell, a pro-oligo will be converted to an active
oligonucleotide which hybridizes to the target sequence, thereby
inhibiting mRNA translation.

For this study, we synthesized oligonucleotides containing 4-0-
(4-NO,-Bn)thymine residues, which were treated with nitroreduc-
tase for conversion into free oligonucleotides. The hybridization
properties of the protected and the free oligonucleotides were
investigated by thermal denaturation experiments.

Briefly, a protected thymidine 1 was reacted with triisopropyl-
benzenesulfonyl chloride to produce a 4-O-sulfonylated intermedi-
ate, which was subsequently substituted with 4-NO, benzyl
alcohol to yield 4-benzylated derivative 2. Acetyl groups in 2 were
deprotected with NH4OH to produce 3 which was treated with
4.4'-dimethoxytrityl chloride to give 4; then, phosphitylation of
the free 3’-hydroxyl group with 2-(cyanoethoxy)-N,N-diisopropy-
laminochlorophosphine yielded the desired phosphoramidite
derivative 5 (Scheme 1). Using the monomer unit 5, oligonucleotides
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Figure 1. (a) Under non-hypoxic conditions, the pro-oligo does not hybridize to the target RNA. Under hypoxic conditions, the nitrobenzyl groups of the pro-oligo are
deprotected and the free oligonucleotide forms a stable complex with the target RNA. (b) Proposed reaction process for the deprotection of 4-nitrobenzyl groups under

hypoxic conditions.
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Scheme 1. Synthetic route for the phosphoramidite derivative 5.

containing 4-O-benzylated thymine residue(s) were synthesized,
deprotected, and purified using standard protocols. The purity of
synthesized oligonucleotides was determined by HPLC and the
structures were confirmed by MALDI-TOF mass spectroscopy
(Supporting information).

As a model experiment for the deprotection of 4-NO,-benzyl
groups in oligodeoxyribonucleotides (ODNs) in hypoxic cells,
ODN 1 (5-TTXTT-3') was treated with nitroreductase (from
Escherichia coli) in the presence of NADH. Enzymatic reactions were
monitored by HPLC. Typical HPLC profiles are shown in Figure 2.
Before enzyme addition, a peak corresponding to ODN 1 was
observed along with peaks corresponding to the NADH (Fig. 2b,
top). After 1min incubation with the enzyme, the peak
corresponding to ODN 1 was diminished and a peak corresponding
to a fully deprotected oligonucleotide (retention time 17.2 min)
and contamination peak from enzyme sample (19.6 min) were
observed (Fig. 2b, middle). The peak (17.2 min) was collected and
the structure of the deprotected oligonucleotide was confirmed
by MALDI-TOF mass spectroscopy. The other peak (19.6 min) was
determined by control injection experiments described in
Figure S1. ODN 1 was stable in buffer, with and without
NADH or nitroreductase, for at least 1 h. Related HPLC profiles of
control experiments are described in the Supplementary data
(Fig. S1).

Next, a time course of the deprotection of multiple 4-nitrobenzyl
groups in the mixed sequence ODN 5 (5'-CACXGCAXXGGXCAC-3')
was similarly analyzed (Fig. S2a). Before enzyme addition, a
peak corresponding to ODN 5 was observed along with peak
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Figure 2. HPLC analysis of the bioreductive deprotection of a 4-NO,-benzyl group
on the thymine base in ODN 1. (a) A schematic representation of enzymatic
deprotection of 4-nitrobenzyl group on thymine base in ODN 1. (b) ODN 1 (12 uM)
was incubated with nitroreductase (160 pg/mL) and 10 mM NADH in 50 mM
sodium phosphate buffer (pH 7.0) at 37 °C. Top, HPLC profile of the solution before
addition of the enzyme; middle, HPLC profile after 1 min incubation with the
enzyme; bottom, a control oligonucleotide. ‘Contamination from enzyme sample.
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corresponding to the NADH. After 5 min incubation with nitroreduc-
tase, the ODN 5 peak decreased and several new peaks derived from
partially deprotected ODNs (retention time 26.5 min, 24.1 min,
23.4 min, 20.6 min), contamination peak from enzyme sample
(19.8 min) and fully deprotected ODN (16.3 min) were observed.
After 10 min, the ODN 5 peak was completely diminished and only
partially deprotected ODNs and fully deprotected ODN were
observed. As time proceeded, partially deprotected products were
further deprotected and converted to the fully deprotected ODN
(Fig. S2b). This peak was collected and the structure of the
deprotected oligonucleotide was confirmed by MALDI-TOF mass
spectroscopy.

Hybridization properties of the base-protected ODNs with
complementary sequences were investigated by thermal
denaturation experiments. Sequences of the duplexes and their
melting temperatures (T,,s) are compiled in Table 1. Thermally
induced denaturation profiles are shown in Figure 3. A single
substitution in the central region decreased the thermal stability
of duplex formation (duplex II). Three consecutive substitutions
in the central region largely destabilized the thermal stability
(duplex III). By distributing the protected thymine residues over
the length of the sequence, the duplexes were largely destabilized,
thus clear denaturation curves were not observed (duplex IV
and VI).

These results demonstrate that oligonucleotides containing
4-0-(4-NO,-benzyl)thymine residues have potential for use as
prodrug-type oligonucleotides under bioreductive conditions.
Because  4-0-(4-NO,-benzyl)thymine residues are stable
throughout the processes of oligonucleotide synthesis and
deprotection, these residues can be incorporated into
oligonucleotides for various applications. Oligonucleotide
prodrugs containing 4-NO,-benzyl groups are expected to be
inactive in normal cells because the protected oligonucleotides
are unable to hybridize with the target sequences. However, in
hypoxic cells such as those present in locally advanced solid
tumors, 4-NO,-benzyl groups become deprotected and the
resulting free oligonucleotides form stable complexes with target
RNAs.

In  summary, the 4-0-(4-NO,-benzyl)thymines were
developed as a novel bioreduction-responsive nucleobase for
incorporation in oligonucleotides. This modified thymine base
converted to a native thymine base under bioreductive conditions.
The methods outlined in this report could be used for the
development of oligonucleotide therapeutics with activity towards
hypoxic cells.
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Figure 3. Thermal denaturation profiles of duplexes (I-VI). Conditions: 2 uM each of duplexes I-IV in 10 mM MOPS (pH 7.0), 1 M NaCl; "2 uM each of duplexes V and VI in

10 mM MOPS (pH 7.0), 100 mM Nacl.
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Table 1
Sequences of the duplexes and their respective melting temperatures. (X = 4-0-(4-NO,-benzyl)thymine)
Duplex Sequence Tm (°C) AT, (°C)
I 5 -TTTTTTTTTTTTT-3' 43.6 -
3/ -AAAAAAAAAAAAA-5'
il 5/ -TTTTTTXTTTTTT-3' 35.2 -84
3/ -AAAAAAAAAAAAA-5
11 5/ -TTTTTXXXTTTTT-3' 26.0 -17.6
3/ -AAAAAAAAAAAAA-5
v 5/ -TTTXTTXTTXTTT-3' n.d. -
3/ -AAAAAAAAAAAAA-5'
\'A 5'-CAGTGCATTGGTCAC-3’ 57.9 -
3'-GTCACGTAACCAGTG-5
\%8 5'-CAGXGCAXXGGXCAC-3' n.d. -

3'-GTCACGTAACCAGTG-3’

" 2 uM each of duplexes V and VI in 10 mM MOPS (pH 7.0), 100 mM NaCl.

Acknowledgments

This work was supported by the Strategic Research Base Devel-

opment Program for Private Universities (Kanagawa University,
2012-2016), from the Ministry of Education, Culture, Sports,
Science, and Technology, Japan (A.O.), and the Takahashi Industrial
and Economic Research Foundation (H.S.).

Supplementary data

Supplementary data associated with this article can be found, in

the online version, at http://dx.doi.org/10.1016/j.bmcl.2015.10.
025.

References and notes

1.

3.

Current Protocols in Nucleic Acid Chemistry; Beaucage, S. L., Bergstrom, D. E.,
Glick, G. D., Jones, R. A., Eds.; John Wiley & Sons Inc: New York, 2000. and
references cited therein.

(a) Lindstréom, U. M.; Kool, E. T. Nucleic Acids Res. 2002, 30, e101; (b) Ohkubo, A.;
Kasuya, R.; Sakamoto, K.; Miyata, K.; Nagasawa, H.; Tshukahara, T.; Maki, Y.;
Watanabe, T.; Seio, K.; Sekine, M. Nucleic Acids Res. 2008, 36, 1952; (c) Liu, Q.;
Deiters, A. Acc. Chem. Res. 2014, 47, 45.

Krock, L.; Heckel, A. Angew. Chem. Int. Ed. 2005, 44, 471.

10.

11.

12

13.
14.

15.

. (@) Hockel, M.; Vaupel, P. J. Natl. Cancer Inst. 2001, 93, 266; (b) Bertout, ]. A,;

Patel, S. A.; Simon, M. C. Nat. Rev. Cancer 2008, 8, 967.

. Wilson, W. R.; Hay, M. P. Nat. Rev. Cancer 2011, 11, 393.
. Lin, T. S.; Wang, L.; Antonini, I.; Cosby, L. A.; Shiba, D. A.; Kirkpatrick, D. L.;

Sartorelli, A. C. J. Med. Chem. 1986, 29, 84.

. Cazares-Korner, C.; Pires, I. M.; Swallow, 1. D.; Grayer, S. C.; O’Connor, L. J.;

Olcina, M. M.; Christlieb, M.; Conway, S. J.; Hammond, E. M. ACS Chem. Biol.
2013, 8, 1451.

. Cui, L.; Zhong, Y.; Zhu, W.; Xu, Y.; Du, Q.; Wang, X.; Qian, X.; Xiao, Y. Org. Lett.

2011, 13, 928.

. Zhu, R.; Liu, M.-C,; Luo, M.-Z.; Penketh, P. G.; Baumann, R. P.; Shyam, K;

Sartorelli, A. C. J. Med. Chem. 2011, 54, 7720.

Huy, L; Yu, C; Jiang, Y.; Han, ].; Li, Z.; Browne, P.; Race, P. R.; Knox, R. ].; Searle, P.
F.; Hyde, E. . J. Med. Chem. 2003, 46, 4818.

Zhang, Z.; Tanabe, K.; Hatta, H.; Nishimoto, S.-i. Org. Biomol. Chem. 2005, 3,
1905.

Granchi, C.; Funaioli, T.; Erler, J. T.; Giaccia, A. J.; Macchia, M.; Minutolo, F.
ChemMedChem 2009, 4, 1590.

Guo, T.; Cui, L.; Shen, J.; Zhu, W.; Xu, Y.; Qian, X. Chem. Commun. 2013, 10820.
Hay, P.; Sykes, B. M.; Denny, W. A.; O’Connor, C. J. J. Chem. Soc., Perkin Trans. 1
1999, 2759.

Nakata, E.; Yukimachi, Y.; Kariyazono, H.; Im, S.; Abe, C.; Uto, Y.; Maezawa, H.;
Hashimoto, T.; Okamoto, Y.; Hori, H. Bioorg. Med. Chem. 2009, 17, 6952.

. Morihiro, K.; Kodama, T.; Obika, S. Chem. Eur. J. 2011, 17, 7918.
. Yamazoe, S.; McQuade, L. E.; Chen, J. K. ACS Chem. Biol. 2014, 9, 1985.
. Wong, R. H. F.; Kwong, T.; Yau, K.-H.; Au-Yeung, H. Y. Chem. Commun. 2015,

4440,

. Abdil, K.; Ali Khalaj1, A.; Ostad, S. N.; Khoshayand, M. R. DARU 2012, 20, 3.
. Khalaj, A.; Abdil, K.; Ostad, S. N.; Khoshayand, M. R.; Lamei, N.; Nedaie, H. A.

Chem. Biol. Drug Des. 2014, 83, 183.


http://dx.doi.org/10.1016/j.bmcl.2015.10.025
http://dx.doi.org/10.1016/j.bmcl.2015.10.025
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0005
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0005
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0005
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0010
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0015
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0015
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0015
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0020
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0020
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0025
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0030
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0035
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0035
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0040
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0045
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0045
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0050
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0050
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0050
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0055
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0055
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0060
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0060
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0065
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0065
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0070
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0070
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0075
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0075
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0080
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0085
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0085
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0090
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0090
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0095
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0100
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0105
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0105
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0110
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0115
http://refhub.elsevier.com/S0960-894X(15)30136-0/h0115

	Bioreductive deprotection of 4-nitrobenzyl group on thymine base�in oligonucleotides for the activation of duplex formation
	Acknowledgments
	Supplementary data
	References and notes


