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HYDROXYL-FUNCTIONALIZED DNA: AN EFFICIENT ORTHOGONAL
PROTECTING STRATEGY AND DUPLEX STABILITY

Di Zhang,"? Liang Xu,? Xia Wei,? Yaming Li,? Junlin He,?2 and Keliang Liu?

1School of Pharmaceutical Engineering, Shenyang Pharmaceutical University,
Shenyang, China
2Beijing Institute of Pharmacology and Toxicology, Beijing, China

o Tert-butyldiphenylsilyl (TBDPS) was found to be an effective orthogonal protecting strategy
Jfor the 5-substituted hydroxyl groups of de novo synthesized deoxyuridine analogues 1-3 and
7-(3-hydroxypropynyl)- of 8-aza-7-deazadeoxyadenosine 4 for their incorporation into oligodeoxynu-
cleotides by phosphoramidite chemistry. It could be completely cleaved under normal and ultra-mild
deprotection conditions applied to DNA synthesis, without extra cleaving operation. The new
phosphoramidites were coupled as usual with high yields. The new modified oligodeoxynucleotides
were characterized by MALDI-TOF and enzymatic cleavage analysis. The thermal stability and
conformation of these hydroxyl-functionalized DNA duplexes were evaluated.

Keywords Hydroxyl; TBDPS; nucleosides; DNA; functionalization

INTRODUCTION

Modification of nucleic acid residues with various functional groups
provided an alternative choice for in vitro selection of new functional
RNA or DNA, such as artificial ribozymes,!!! deoxyribozymes,'?! and
aptamers.l>'When the basic base pairing of the modified residues was
maintained, more interactions and functions could expect for functional-
ized DNA assemblies used in DNA nanotechnology and materials.'*! The
functional groups selected for these purposes were mostly those actively
involved in proton-transfer or hydrogen-bonding. For example, amino
and imidazolyl groups were introduced to the nucleic acid libraries for
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artificial ribozymes.!5-® Several kinds of functional group-bearing residues
have been tested as the substrates of polymerases for building function-
alized DNA assemblies and libraries.[*”] The hydroxyl group is known
for hydrogen bonding, and it plays a critical role in the catalysis and
interference of ribozymes and siRNA, respectively,!®?) but it has been
seldom used for the modification of oligonucleotides, partly because of
the orthogonal protection for the extra hydroxyl group. 5-Hydroxymethyl-
deoxyuridine (HMdU, 1)[1%-!1] has been converted to its phosphoramidite
for DNA solid-phase synthesis, with acetyl as the orthogonal protecting
group for the 5-substituted hydroxyl group. However, this acetyl could not
be applied for hydroxyl groups linked with other alkyl groups, such as in
nucleoside analogues 2-3.!'% In compound 1, the 5-positioned hydroxyl
group could be selectively protected by acetyl because it is more acidic
than the 5-hydroxyl group in the sugar moiety.!!'! In compounds 2 and
3, however, the two hydroxyl groups at 5- and 5"-positions hold almost
the same reactivity toward acylation. Therefore, this orthogonal protec-
tion method was only specific for the 5-hydroxymethyl of compound 1.
The bulky fert-butyldimethylsilyl (TBDMS), which is often used for the
protection of the 2"-hydroxyl of RNA residues as well as the 5-positioned
hydroxyl group of 5-hydr0xypropynyl-deoxyuridine,[1?’] was also used for
compound 1, producing a selective silylation with a big ratio between
its b-positioned hydroxyl and 5-hydroxyl groups, but HPLC has to be
used for the difficult separation.!’®! It seems that these two protection
groups were not feasible as a general orthogonal protection strategy for
the hydroxyalkyl groups in 1-3. Here we report an efficient orthogonal
protection strategy for the incorporation of hydroxyl-bearing nucleoside
analogues 1-3 into oligodeoxynucleotides with phosphoramidite chemistry.
De novo synthesis of these nucleoside analogues was utilized to avoid
the simultaneous presence of the 5-positioned hydroxyl and 5-hydroxyl
groups.

For the hydroxyl-containing purine nucleosides, we synthesized a de-
oxyadenosine analogue 4 to study the orthogonal protection method for
its hydroxyl groups. To our best knowledge, 8-aza-7-deaza-deoxyadenosine
(5)1*] possesses the same base-pairing ability as dA in the context of
DNA duplex, its 7-substituent protrudes into the major groove, without
much influence on the duplex conformation. Therefore, its 7-position is
an ideal position for the introduction of various functional groups. Here,
3-hydroxypropynyl was introduced to its 7-position to obtain compound 4
by a cross-coupling reaction. This post-synthesis modification could allow
the orthogonal protection between its two primary hydroxyl groups. The
effect of these four hydroxyalkyl-containing nucleoside analogues on DNA
duplex thermal stability was also evaluated.
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RESULTS AND DISCUSSION
Synthesis of the Phosphoramidites

Our strategy toward the phosphoramidites 1f—3f was based on de novo
synthesis of nucleoside analogues 1-3.1!1%1516] a5 described in Scheme
1. The sugar moiety of compounds 2b and 3b was protected with
toluoyl group after the glycosylation reaction of the hydroxyl-bearing
nucleobases 2a and 3a with 1-chloro-3,5-ditoluoyl-2-deoxypentofuranose
(chlorosugar).l'”IThe toluoyl group would be cleaved by basic treatment
(0.1 M CH3ONa/CH3OH) in the next step. Therefore, the 5-positioned
hydroxyl group must be protected before this deprotection step and its
protecting group could go through such basic treatment. It is apparent
that acetyl and toluoyl groups were inappropriate for the protection of the
5-positioned hydroxyl group. Although a selective silylation with TBDMS
for 2b-3b could be realized in this synthetic scheme, it was observed
that TBDMS could be cleaved simultaneously with the 5'-toluoyl group by
the basic treatment. Another silyl group, however, tert-butyldiphenylsilyl

TolO
Tl ;o: jj/(CH NOH jj/(CHz)nOR Ko>
HN 2 HN o]
cl A A OTol

OTol
o * i TolO o i) TolO o N [0] X
,j\)j/(CHz)nOH K )l K J i CH,OR
OTol OTol
N o)\N
H 1c n=1 H
2an=2 2b n=2 2c n=2
3an=3 3bn=3 3c n=3 1a
CH,)NOR (CHx)NOR CH,)NOR CH,)NOR
“fT o HﬁT e oy
Tolo_ © i @y omro_ 9 N w omro_ O N
;o: — 0 - ;o: - {09
OTol OH Q
1c n=1 1d n=1 1e n=1 L
2 n=2 2d n=2 2 n=2 NCCH;CH,0 NP
3cn=3 3d n=3 3e n=3 1 n=1

2f n=2 R=TBDPS
3f n=3

SCHEME 1 Synthesis of phosphoramidites 1f-3f. Reagents: (i) HMDS, Cul; (ii) TBDPSCI, imidazole;
(iii) 0.1 M MeONa/MeOH; (iv) DMTCI, in pyridine; (v) NC(CHg)20O (iPr)9NPCI, DIEA, in CHgCly.
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SCHEME 2 Synthesis of phosphoramidite 4d. Reagents: (i) 3-tert-butylediphenylsilyloxy-1-propyne or
3-hydroxy-1-propyne, Pd(PPhg)4, Cul, Et3N, in DMF; (ii) (n-Butyl)oNCH(OMe)s, in MeOH, room
temperature; (iii) DMTCI, in pyridine; (iv) NC(CHg)2O (iPr)oNPCI, DIEA, in CHoCls.

(TBDPS) in 2c-3c was stable enough to go through this basic treatment
to the key intermediates 2d-3d. More importantly, this protecting group
could be cleaved efficiently by incubation in conc. aq. ammonia or 1 M
TBAF/THF used in DNA/RNA synthesis.

After the determination of this orthogonal protecting
group, 5-hydroxymethyluracil ~was silylated or protected with
tert-butyldiphenylsilylchloride (TBDPS-Cl) in advance because of its
poor solubility in the glycosylation reaction (Scheme 1) to obtain the
silylated nucleobase 1a. 1¢ was obtained from the glycosylation reaction of
la, and then it was deprotected with 0.1 M CH3ONa/CH3OH to obtain 1d.
Compounds 1d-3d were tritylated with DMT-CI to offer 1e-3e, followed by
subsequent conversion to the phosphoramidites 1f-3f.1!8!

In compound 4, the 3-hydroxypropynyl group was introduced by cross-
coupling reaction to the 7-position of 8-aza-7-deaza- deoxyadenosine 5!!4]
(Scheme 2). For the synthesis of phosphoramidite 4d, the 7-positioned
hydroxyl group was protected before it was introduced to the purine base.
Tert-Butyldiphenylsilyl, tert-butyldimethylsilyl, and acetyl could be used in
this route. The presence of the triple bond required a mild-fast depro-
tection condition for the 7-positioned hydroxyl and the 6-amino groups,
for example, both concentrated aqueous ammonia at room temerpature
for 2-4 hours and 1 M TBAF/THF were tolerable for the triple bond.
TBDPS was used as the protecting group of the 7-positioned hydroxyl group
(4a), because it could be cleaved completely by incubation with conc. aq.
ammonia for 4 hours at room temperature, or 1 M TBAF/THF. The di-
n-butylaminomethylidene group was applied to protect the 6-amino group
(4b). 4b was further protected with DMT (4c) and then converted to the
phosphoramdite 4d. Nucleoside 5 and its phosphoramidite were synthesized
according to literature.l’®JAll the compounds were fully characterized by el-
emental analysis, 'H NMR, "*C NMR (Table 1), and/or UV data.
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TABLE 1 '3C NMR Chemical shifts of nucleoside derivatives thereof?

c@Pc c@bc  ce)P  c®)Pe,
C6)¢d C(7a)d CBa)d Cc@ed C3? Cl) C@) C@E) CcH) C©B)

la 151.2 163.4 111.2 138.2

1c 150.0 162.2 112.9 136.4 81.4 36.7 74.6 85.2 64.3
1d 150.2 162.3 112.8 136.5 84.0 ¢ 70.6 87.4 61.7
le 150.2 162.2 113.2 135.1 83.9 ¢ 70.6 85.6 64.2
2c 150.3 163.0 110.8 137.2 81.1 36.1 74.5 84.3 64.3
2d 150.4 163.3 110.2 137.6 83.8 ¢ 70.7 87.4 61.8
2e 150.2 163.1 110.4 137.1 84.0 ¢ 70.5 85.7 63.8
3c 150.2 163.2 113.9 135.6 81.2 36.2 74.7 84.5 64.2
3d 150.3 163.3 113.1 136.0 83.9 70.5 87.3 62.9
3e 150.2 163.2 113.7 135.6 83.8 ¢ 70.6 85.5 63.7
4 157.7 156.8 100.8 153.7 126.7 84.0 37.9 71.0 87.8 62.4
4a 157.6 156.8 100.9 153.7 126.3 84.1 38.0 71.0 87.8 62.4
4b 157.1 155.4 106.1 155.3 127.8 83.8 37.9 71.3 87.6 63.0
4c 157.4 156.0 108.0 154.4 126.4 83.9 38.1 70.6 85.3 64.2

alkyl, alkynyl, phenyl, and carboxyl groups

la 18.8, 26.6, 58.9, 128.0, 130.0, 132.7, 135.0

lc 18.7,21.2, 26.5, 58.8, 127.8, 129.2, 129.3, 129.4, 135.0, 143.8, 144.1, 165.2, 165.4

1d 18.8, 26.6, 59.0, 128.0, 130.0, 132.6, 132.7, 135.1

le 18.7, 26.5, 59.0, 85.0, 126.7, 127.8, 127.9, 129..7, 129.9, 135.0, 144.8, 158.1

2c 18.6, 21.2, 26.5, 29.9, 61.7, 126.5, 127.7, 129.3, 129.4, 129.7, 133.1, 134.9, 143.9, 144.0,
165.2, 165.5

2d 18.8, 26.7, 30.2, 61.4, 127.8, 129.8, 133.2, 135.0

2e 18.7, 26.6, 30.0, 61.8, 85.3, 113.2, 127.6, 127.7, 127.8, 129.7, 133.1, 134.9, 144.8, 158.1

3c 18.7,21.1, 21.2, 23.0, 26.6, 31.0, 63.0, 126.5, 127.9, 129.3, 129.4, 129.5, 129.8, 133.2,

135.0, 143.9, 144.1, 165.3, 165.5
3d 18.7, 22.9, 26.6, 30.6, 61.3, 127.8,129.7, 133.2, 135.0

3e 18.7,23.0, 26.6, 31.1, 63.1, 85.8, 113.2, 127.7, 127.8, 129.7, 129.8, 133.2, 135.0, 135.2,
135.3, 144.6
4 49.8,75.3, 95.2
4a 18.8,26.8, 53.2, 76.2, 93.2, 128.1, 130.1, 132.4, 135.1
4b 13.6, 13.7,18.7,19.1, 19.8, 24.8, 26.6, 28.6, 30.4, 31.0, 45.3, 51.4, 62.6, 127.8, 129.7,
133.2,134.9, 146.9, 162.5
4c 13.6, 18.8, 19.1, 19.6, 26.5, 28.6, 30.4, 44.9, 51.1, 52.8, 54.9, 77.9, 85.2, 90.3, 113.0, 127.6,

128.0, 129.6, 129.7, 130.1, 132.2, 135.1, 145.1, 157.9, 162.2

aMeasured in (Dg) DMSO at 303 K.
PPyrimidine base numbering.
“Tentative.

dSystematic numbering for purine base.
¢Superimposed by (Dg) DMSO.

Oligonucleotides

The complementary duplex, 5-d (GCG CGA TAA GGC CG)-3' (6),
5-d (CGG CCT TAT CGC GC)-3' (7), was used in this study. In the
solid-phase synthesis of modified DNA sequences 8-19, the coupling yields
of the phosphoramidites 1f-3f and 4d (0.15- 0.2 M in acetonitrile)
were all above 92%, with 4 minutes of coupling time, in the context
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FIGURE 1 (A) HPLC purification profile of the DMT-on intermediate of sequence 8 after incubation
in concentrated aqueous ammonia at 60°C for 18 hours. (B) HPLC purification profile of the DMT-on
intermediate of sequence 10 after incubation in concentrated aqueous ammonia at 55°C for 19 hours

of the sequences. For the cleavage of TBDPS of compounds 1-4 in the
oligodeoxynucleotides 8-16, normal deprotection or mild deprotection
methods were used. The normal deprotection procedure was conducted
with the oligodeoxynucleotides containing 1-3. For the sequences 8-9
containing nucleoside 1, the optimum cleavage of TBDPS was performed
at 60°C for 18 hours (8, (Figure 1A). For the sequences 10-13 containing
2 or 3, 55°C and 19 hours in concentrated aqueous ammonia was enough
for a complete cleavage (10, Figure 1B). 1 M TBAF/THF was also efficient
for the cleavage of TBDPS in DMT-on or DMT-off sequences (such as 12),
which is compatible with ultra-mild DNA synthesis.!*! TBDPS has also been
used for 5-hydroxymethyl pyrimidine in PNA synthesis, but its cleavage
was conducted in a cold solution of trifluoroacetic acid and triethylsilane
which is not suitable for DNA deprotection.[?!) The cleavage of TBDPS in
sequences 14-16 was also conducted in conc. aq. ammonia for 4 hours at
room temperature, a complete deprotection was obtained (Figure 2). The
sequences 6-19 were characterized with MALDI-TOF (Table 2) and some
representative sequences were analyzed by enzymatic hydrolysis to be the
expected hydroxyl-bearing oligodeoxynucleotides.

Thermal Stability of Hydroxyl-Functionalized DNA Duplexes

As presented in Table 3, the base pair 4-dT in the duplex was more
stable compared to the corresponding dA-dT and the unsubstituted 5-
dT,[??] and the increase of T, was position dependent. More 4-dT base
pairs led to higher thermal stability of the modified duplexes. It is well
known that the planar propynyl linker contributes to the helix stability. The
functional group at the end of the linker also contributed to the duplex
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FIGURE 2 (A) HPLC purification profile of the DMT-on intermediate of sequence 14 after cleavage
with concentrated aqueous ammonia at room temperature for 4 hours and (B) the target sequence 14
after detritylation.

stability. Compared to the amino group (of 8-aminopropynyl),!?*24 the
hydroxyl group is a neutral group, which makes its contribution less than
aminopropynyl to the duplex and triplex stability.[13]

When the hydroxyl group was linked to the nucleobase by alkyl chains,
as shown in Table 3, the incorporation of the base pairs 1-dA, 2-dA, or 3-dA
in place of dT-dA, from one to three incorporations, led to the decrease
of the T,, values, and more incorporations resulted in lower T,,. The
effect of these hydroxyalkyl groups was contrary to that of the rigid planar
3-hydroxypropynyl, probably because these alkyl linkers were flexible and
not contributable to base stacking, and their hydrophobic property was not
compatible with the hydrophilic environment of the major groove. The
duplexes containing 3-dA were the least stable, because nucleoside 3 has
the longest alkyl chain with the most hydrophobic and flexible properties.

All the melting curves of the duplexes exhibited a typical sigmoidal
profile. The CD spectra of the control duplex and all the modified duplexes
showed a positive band at around 280 nm and a negative band at around
250 nm that were attributable to B-like DNA conformation. It indicated that
these hydroxyl-bearing base pairs did not result in significant deformation
on the overall duplex conformation.

CONCLUSIONS

The orthogonal protective group TBDPS was successfully applied for
the incorporation of 5-hydroxyalkyl deoxyuridine analogues and 7-(3-
hydroxypropynyl)-8-aza-7-deaza-deoxyadenosine to oligodeoxynucleotides.
It was compatible with DNA solid-phase synthesis with either normal or
ultra-mild deprotection method. Modification of DNA duplex with these
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TABLE 3 The Ty, values of duplexes containing compounds 1-4*

Duplex

Tm (°C)

Duplex

Tm (°C)

5- d(GCG CGA TAA GGC CG)-3'
(6:7)

8/-d(CGC GCT ATT CCG GC)-5'

5/- d(GCG CG4 TAA GGC CG)-8/
(14-8)

8- d(CGC GCT ATT CCG GC)-5'

5- d(GCG CGA TAA GGC CG)-3'
(6-16)

8/-d(CGC GCT 4TT CCG GC)-5’

5/- d(GCG CGA T44 GGC CG)-8’
(15-7)

- d(CGC GCT ATT CCG GC)-5/

5/- d(GCG CG4 TAA GGC CG)-8/
(14-16)

8'- d(CGC GCT 4TT CCG GC)-5’

5'- d(GCG CGA T44 GGC CG)-8'
(15-16)

/- d(CGC GCT 4TT CCG GC)-5'

5/- d(GCG CGA 1AA GGC CG)-3/
(9:7)

8/- d(CGC GCT ATT CCG GC)-5'

5/- d(GCG CGA TAA GGC CG)-3/
(6-8)

- d(CGC GCT AT1 CCG GC)-5'

5/- d(GCG CGA TAA GGC CG)-8'
(6:12)

8'- d(CGC GC3 ATT CCG GC)-5'

68.1

69.3

70.0

69.6

71.8

72.4

67.6

66.7

65.2

5'- d(GCG CG5 TAA GGC CG)-8'
17-7)

8- d(CGC GCT ATT CCG GC)-5'

5'- d(GCG CGA TAA GGC CG)-8/
(6-19)

8- d(CGC GCT 5TT CCG GC)-5’

5'- d(GCG CGA T55 GGC CG)-3'
(18-7)

8- d(CGC GCT ATT CCG GC)-5'

5'- d(GCG CG5 TAA GGC CG)-8'
(17-19)

8- d(CGC GCT 5TT CCG GC)-5’

5'- d(GCG CGA T55 GGC CG)-8'
(18-19)

8- d(CGC GCT 5TT CCG GC)-5'

5'- d(GCG CGA TAA GGC CG)-8/
(6-10)

8- d(CGC GCT AT2 CCG GC)-5'

5'- d(GCG CGA TAA GGG CG)-8'
(6-11)

8- d(CGC GCT A22 CCG GC)-5'

5'- d(GCG CGA TAA GGC CG)-8/
(6:13)

8- d(CGC GCT A33 CCG GC)-5'

68.7

68.2

68.1

68.7

68.5

65.8

63.5

Measured in 100 mM NaCl, 10 mM MgCls, and 10 mM Na-cacodylate (pH 7.0) with 5 uM

oligonucleotides.

hydroxyl-bearing nucleoside analogues resulted in thermal stability changes
which were dependent on the linker used for the hydroxyl group and
the position of the modified nucleosides in the duplex, but had no
significant influence on the whole duplex conformation. This kind of
modification affords extra hydrogen bonding and reactivity for the modified
oligodeoxynucleotides in the various applications of DNA in gene research

and biotechnologies.

EXPERIMENTAL

General

Chemicals bought from ACROS were reagent grade or better and used
without further purification. Chloroform was refluxed and distilled from
PyOs5, and pyridine was dried with calcium hydride. Silica gel TLC was
carried out on HS GFes4 (Yantai Institute of Chemical Industry, China)
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and spotted by UV shadowing. Silica gel (200-300 mesh, Qingdaohaiyang
Chemicals. Co., China) was used for flash column chromatography. The
'H and 3'P NMR were recorded on a JNM-ECA-400 spectrometer (JEOL,
Japan). Chemical shifts (§) were in p.p.m. downfield from internal TMS
(*H, ®C) or external 85% H3;PO,4 (*'P). The J values were given in Hz,
Amax in nm, and ¢ in dm® mol! em™. Microanalyses were performed by
National Center of Biomedical Analysis (Beijing, China) on a Fisons-1108
(Fisons, Italy). Reversed phase (RP)-HPLC was performed on an SPD-10AT
(Shimadzu, Japan) equipped with XTerra® MS column (C-18, 4.6 x 250
mm, 5 um, Waters, USA). Solid-phase extraction was conducted on SEP-PAK
Cartridge (Oasis MAX, C18, Waters, USA). The solvent gradient system
for HPLC is A: 0.07 M (EtsNH)OAc (pH 7.0)/MeCN 95:5; B: MeCN.
MALDI-TOF was performed on Kratos Axima-CFR-plus (Shimatzu, Japan)
with THAP (2',4',6'-trihydroxyacetophenone) as the matrix.

Silylation of Nucleobase-bearing Hydroxyl Groups

5-Tert-butyldiphenylsiloxymethyl-1H,3H-pyrimidin-2,4-dione (1a)

To a suspension of 5-hydroxymethyluracil (1 g, 7.0 mmol) in dried
THF (10 mL), TBDPS-CI (2.3 g, 8.4 mmol ) and imidazole (0.58 g, 8.4
mmol ) were added. The mixture was stirred at room temperature until the
reaction was finished. Methanol (6 mL) was added to the mixture. After
stirring for 5 minutes, the solution was concentrated for purification by
flash chromatography (CHyCle/CH3OH from 80:1 to 40:1 as the eluent)
to obtain la as colorless solid (2.2 g, 84%). Ry (CHoCly/CH3OH 40:1): 0.2.
'H NMR (400 MHz, [Dg]DMSO): § = 1.01 (s, 9 H, tert-Bu), 4.36 (s, 2 H,
CH,), 7.27 (s, 1 H, 6-H), 7.41-7.66 (m, 10 H, arom. H), 10.74, 11.12 (2 s, 2
H, 2 NH). Co1H94NoO3Si (M 380.51): C, 66.29; H, 6.36; N, 7.36. Found: C,
66.71; H, 6.57; N, 7.02.

1-(2-Deoxy-3,5-di-O-p-toluoyl-f-p-erythro-pentofuranosyl)-5- (2-tert-

butyldiphenylsilyloxyethyl)-1H,3H-pyrimidin-2,4-dione (2c)

To the solution of 3',5"-di-O-p-toluoyl-5-(2-hydroxyethyl)-2’-deoxyuridine
(1.0 g, 1.97 mmol) in CHsCly (40 mL), TBDPS-CI (0.32 g, 27.5 mmol), and
imidazole (0.45 g, 6.62 mmol) were added. The solution was stirred at room
temperature for 4 hr. Methanol (4 mL) was added to the solution. After
stirring for 5 minutes, the solution was concentrated for flash chromatogra-
phy (CHgCly/CH3OH from 80:1 to 40:1 as the eluent). 2c was obtained as
colorless solid (1.4 g, 95.2%). R (CHoCly/CH3OH 20:1): 0.63. UV (MeOH):
Amax 206 (46 000), 242 (33 000). 'H NMR (400 MHz, [Dg]DMSO): § = 0.92
(s, 9 H, tert-Bu), 2.17-3.67 (m, 10 H, 2"-H, CH,CHy, 2 CH3), 3.65 (m, 2 H,
CHyCH;), 4.48-4.56 (m, 3 H, 4-H, 5-H), 5.60 (m, 1 H, 3"-H), 6.32 (t, ] =
7.3, 1H, 1'-H), 7.29-7.54, 7.87-7.94 (m, 19 H, 6-H, arom. H), 11.40 (s, 1 H,
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NH). C4sH46N2OgSi (M 746.92): C, 69.15; H, 6.21; N, 3.75. Found: C, 68.92;
H, 6.36; N, 3.96.

1-(2-Deoxy-3,5-di-O-p-toluoyl-- D-erythro-pentofuranosyl)-5-(3-tert-

butyldiphenylsilyloxyprop-1-yl)-1H,3H-pyrimidin-2,4-dione (3c)

As described for 2¢, from 3, 5-di-O-p-toluoyl-5-(3-hydroxypropyl)-2'-
deoxyuridine (9.7 g, 18.56 mmol), TBDPS-CI (16.5 ml, 63.02 mmol) and
imidazole (4.27 g, 62.79 mmol) in CHyCly (130 ml), 3¢ was obtained as
colorless foam (13.4 g, 95%). Ry (CHCly/CH3OH 20:1): 0.59. UV (MeOH):
Amax 207 (75 000), 270 (14 600). 'H NMR (400 MHz, [Ds]DMSO): § =
0.96 (s, 9 H, tert-Bu), 1.58 (m, 2 H, CHyCH,CHy), 2.11 (t, ] = 7.4, 2 H,
CH,CHyCHy), 2.29, 2.40 (25, 6 H, 2 CH3), 2.57 (m, 2 H, 2-H), 3.50 (t, ] =
6.3, 2 H, CHoCHyCH>), 4.50-4.63 (m, 3 H, 4-H, 5-H), 5.62 (m, 1 H, 3’-H),
6.30 (t, / = 7.10, 1 H, 1'-H), 7.24-7.94 (m, 19 H, 6-H, arom. H), 11.40 (s,
1 H, NH). C44H4gN-OgSi (M 760.95): C, 69.45; H, 6.13; N, 3.68. Found: C,
69.18; H, 6.11; N, 3.88.

1-(2-Deoxy-3,5-di-O-p-toluoyl-B-D-erythro-pentofuranosyl)-5-tert-

butyldiphenylsilyloxymethyl-1H,3H-pyrimidin-2,4-dione (Ic)

The suspension of la (1.5 g, 3.96 mmol) in hexamethyldisilazane
(HMDS) (10 mL, 48.0 mmol) was refluxed for 3 hours to a clear solu-
tion, with ammonium sulfate (0.052 g, 0.39 mmol) as the catalyst. Extra
HMDS was evaporated off under vacuum, and the residue was dissolved
in dried chloroform (100 mL). To the solution 1-chloro-2-deoxy-3,5-di-O-
a-D-toluoylpentose (1.5 g, 3.87 mmol) and Cul (0.42 g, 2.19 mmol) were
added. The mixture was stirred at room temperature overnight, and then
poured to sat. aq. NaHCOs. The organic layer was washed with water, dried
with anhydr. NasSO4, and concentrated for flash chromatography (ethyl
acetate/petroleum ether from 15:1 to 8:1 as the eluent). The product was
obtained as colorless solid (1.13 g, 41 %). Ry (ethyl acetate/petroleum ether
1:2): 0.6. UV (MeOH): Apax 206 (44 600), 242 (14 600)."H NMR (400 MHz,
[Dg]DMSO): § = 0.94 (s, 9 H, tert-Bu), 2.33, 2.40 (2 s, 6 H, CHs), 2.55
(m, 2 H, 2"-H), 4.30 (m, 2 H, 5-CHy), 4.54 (m, 3 H, 4-H, 5"-H), 5.55 (m,
1 H, 3-H), 6.27 (t, ] = 7.0, 1 H, 1"-H), 7.25-7.94 (m, 19 H, 6-H, arom. H).
C4oH44N2OgSi (M 732.89): C, 68.83; H, 6.05; N, 3.82. Found: C, 68.72; H,
5.95; N, 3.87.

Deprotection Procedure for Compounds 1c-3¢

1-(2-Deoxy-pB-D-erythro-pentofuranosyl)-5-tert-butyldiphenylsilyloxymethyl-

1H,3H-pyrimidin-2,4-dione (1d)

The solution of 1c¢ (1.8 g, 2.46 mmol) in 0.1 M CH3ONa/ CHsOH
(50 mL) was stirred at room temerpature for 2 hours. Then it was neu-
tralized with glacial acetic acid. The solution was concentrated for flash
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chromatography (CHyCly/CH3OH from 40:1 to 15:1 as the eluent) to
obtain the product as colorless foam (0.94 g, 75.8%). R; (CHyCly/CH3OH
9:1): 0.50. UV (MeOH): Anae 209 (49 000), 229 (50 000). 'H NMR (400
MHz, [Dg]DMSO): 8 = 1.02 (s, 9 H, tert-Bu), 2.03 (m, 2 H, 2-H), 3.51 (m, 2
H, 5-H), 3.79 (m, 1 H, 4-H), 4.22 (m, 1 H, 3-H), 4.39 (s, 2 H, 5-CHy), 4.92
(t, ] =5.3,1 H, C5-OH), 5.28 (d, | = 4.2, 1 H, 8-OH), 6.19 (t, / = 6.7, 1 H,
1-H), 7.49-7.66 (m, 10 H, arom. H), 7.74 (s, 1 H, 6-H), 11.39 (s, 1 H, NH).
CogH3aNoO6Si (M 496.63): C, 62.88: H, 6.49; N, 5.64. Found: C, 62.48; H,
6.57; N, 5.39.

1-(2-Deoxy-B-D-erythro-pentofuranosyl)-5- (2-tert-butyldiphenylsilyloxyethyl)-

1H,3H-pyrimidin-2,4-dione (2d)

As described for 1d, 2¢ (1.2 g, 1.6 mmol) was dissolved in 0.1 M
CH3ONa/ CH3OH (50 mL), and the solution was stirred for 2 hours. After
neutralization with glacial acetic acid, the solution was concentrated for
flash chromatography (CHyClo/CH3OH from 40:1 to 15:1 as the eluent)
to obtain the product as colorless foam (0.78 g, 95%), R; (CHCly/CHsOH
9:1): 0.54. UV (MeOH): A 250 (12 900), 287 (14 200). 'H NMR (400
MHz, [Dg]DMSO): § = 0.97 (s, 9 H, fert-Bu), 2.02 (m, 2 H, 2’-H), 2.50 (m,
2 H, CH,CH,), 3.56 (m, 2 H, CHyCH,), 3.72-3.79 (m, 3 H, 4-H, 5'-H), 4.23
(m, 1 H, 3-H), 5.01 (t, ] = 4.9, 1 H, 5-OH), 5.22 (d, ] = 3.9, 1 H, 3-OH),
6.18 (t, ] =6.9,1H, I'-H), 7.75 (s, 1 H, 6-H), 7.38-7.58 (m, 10 H, arom. H),
11.28 (s, 1 H, NH). Co7H34N2O4Si (M 510.65): C, 63.50; H, 6.71; N, 5.49.
Found: C, 63.06; H, 6.56; N, 5.40.

1-2-Deoxy-f3- D-erythro-pentofuranosyl)-5- (3-tert-butyldiphenylsilyloxyprop-1-

yl)-1H,3H-pyrimidin-2,4-dione (3d)

As described for 1d, the solution of 3¢ (14.6 g, 19.2 mmol) in 0.1 M
CH3ONa/ CH3OH (500 mL) was stirred at room temperature for 2 hours.
3d was obtained as colorless foam (10.5 g, 98%), Ry (CHoCly/CH3OH 9:1):
0.68. UV (MeOH): Ama 207 (47 200), 250 (12 900), 287 (14 200). 'H
NMR (400 MHz, [Dg]DMSO): § = 0.99 (s, 9 H, tert-Bu), 1.72 (m, 2 H,
CHsCH,CHy), 2.04 (m, 2 H, 2"-H), 2.30 (m, 2 H, CH,CHyCHy), 3.54 (m,
2 H, CHyCHyCH,), 3.64 (m, 2 H, 5"-Hy), 3.77 (m, 1 H, 4-H), 4.22 (m, 1
H, 3"-H), 498 (t, ] = 5.2, 1 H, 5-OH), 5.22 (d, ] = 4.2, 1 H, 3-OH), 6.16
(t, ] =6.9,1H, I'"H), 7.39-7.65 (m, 11 H, arom. H, 6-H), 11.26 (s, 1 H,
NH). CogH36N2OsSi.0.56HoO (M 533.68): C, 62.96; H, 6.93; N, 5.25. Found:
C, 62.70; H, 6.90; N, 5.09.

Tritylation of 5'-Hydroxyl Group of Compounds 1d-3d

1-[2-Deoxy-5-O- (4,4 -dimethoxytrityl)-3-D-erythro-pentofuranosyl ]-5-tert-

butyldiphenylsilyloxymethyl-1H,3H-pyrimidin-2,4-dione (1e)

Compound 1d (1.4 g, 2.8 mmol) was firstly dried by repeated co-
evaporation with anh. pyridine (3 x 5 mL), then it was dissolved in dried
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pyridine (4 mL). To the stirred solution DMT-Cl (1.15 g, 3.36 mmol) was
added in portions. After stirring at room temperature for 4 hours, methanol
(4 mL) was added to the mixture, and stirring was continued for 15 minutes.
The mixture was concentrated and then co-evaporated with methanol (3 x
5mL), the residue was dissolved in CHyCls (3 mL) for flash chromatography
(CHgCly/CH3OH from 80:1 to 40:1 as the eluent) to obtain the product as
colorless foam (1.8 g, 80%). Ry (CH2Cly/CH3OH 40:1): 0.3. UV (MeOH):
Amax 208 (57 500), 266 (11 500). 'TH NMR (400 MHz, [Dg]DMSO): § = 0.88
(s, 9 H, tert-Bu), 2.08, 2.21 (2m, 2 H, 2-H), 3.16 (m, 2 H, 5-H), 3.68 (s, 6 H,
2 CH30), 3.89 (m, 1 H, 4-H), 4.07 (m, 1 H, 3-H), 4.27 (m, 2 H, CHy), 5.42
(d, J =4.5,1H, 3-OH), 6.20 (t, ] = 6.3, 1 H, 1’-H), 6.82-7.58 (m, 24 H,
6-H, arom. H). C47H;59N9OgSi (M 798.99): C, 70.65; H, 6.31; N, 3.51. Found:
C,70.31; H, 6.18; N, 3.57.

1-[2-Deoxy-5-0-(4,4 -dimethoxytrityl)-p-D-erythro-pentofuranosyl|-5- (2-tert-

butyldiphenylsilyloxyethyl)-1H,3H-pyrimidin-2,4-dione (2e)

As described for le, with 2d (5.6 g, 11 mmol) and DMT-CI (4.87 g, 14.37
mmol) in dried pyridine (15 mL), 2e was obtained as colorless foam (8.86
g, 98 %) after purification with flash chromatography (CHyCls/CH3OH
from 80:1 to 40:1 as the eluent). Ry (CHyCly/CH3sOH 20:1): 0.44. UV
(MeOH): A 205 (52 000), 249 (37 800), 326 (49 500). '"H NMR (400
MHz, [Dg]DMSO): § = 0.91 (s, 9 H, tert-Bu), 2.09 (m, 2 H, 2-H), 2.27 (t, J
= 1.6, 2 H, CH,CHy), 3.18 (m, 2 H, 5-CHyCHy3), 3.65 (m, 2 H, 5-H), 3.70
(s, 3H, OCHs), 3.88 (m, 1 H, 4-H), 4.21 (m, 1 H, 3"-H), 5.34 (d, ] = 4.5, 1
H, 3-OH), 6.17 (t, ] = 6.7, 1 H, 1"-H), 6.85-7.53 (m, 24 H, 6-H; arom. H),
11.34 (s, 1 H, NH). C4sHz9N2OgSi (M 813.02): C, 70.91; H, 6.45; N, 3.45.
Found: C, 70.83; H, 6.40; N, 3.58.

1-[2-Deoxy-5-O-(4,4 -dimethoxytrityl)-B-D-erythro-pentofuranosyl|-5- (3-tert-

butyldiphenylsilyloxyprop-1-yl)-1H,3H-pyrimidin-2,4-dione (3e)

As described for le, with 3d (1 g, 1.91 mmol) and DMT-CI (0.77 g, 2.3
mmol) in dried pyridine (2 mL), 3e was obtained as colorless foam (1.3
g, 82.5%) after purification with flash chromatography (CHsCls/CH3sOH
from 80:1 to 40:1 as the eluent). Ry (CHyCly/CH3OH 20:1): 0.49. UV
(MeOH): A 208 (82 500), 284 (30 500), 329 (30 300). '"H NMR (400 MHz,
[Dg]DMSO): § =0.94 (s, 9 H, tert-Bu), 1.51 (m, 2 H, CHy CH,CHy), 1.92 (m,
2 H, CH,CHyCHy), 2.16 (m, 2 H, 2’-H), 3.17 (m, 2 H, CH,CHyCH>), 3.40
(m, 2 H, 5-H), 3.67 (2s, 6 H, 2 OCH3), 3.88 (m, 1 H, 4-H), 4.28 (m, 1 H,
3-H), 5.32 (d, ] = 4.5, 1 H, 3-OH), 6.19 (¢, ] = 6.9, 1 H, 1"-H), 6.82-7.57
(m, 24 H, 6-H, arom.H), 11.32 (s,1 H, NH). C4H34NoOgSi (M 827.05): C,
71.16; H, 6.58; N 3.39. Found: C, 71.30; H, 6.65; N, 3.22.
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Phosphitylation Procedure for Compounds 1e-3e

I1-[2-Deoxy-5-O-(4,4 -dimethoxytrityl)-p-D-erythro-pentofuranosyl]-5-tert-
butyldiphenylsilyloxymethyl-1H,3H-pyrimidin-2,4-dione 3'-[ (2-cyanoethyl)
N,N-diisopropylphosphoramidite] (1f)

To a solution of 1le (0.8 g, 1.00 mmol) and diisopropylethylamine (1
mL, 6.05 mmol) in CHyCly (10 mL) was added 2-cyanoethyl diisopropy-
Iphosphoramido chloridite (0.45 mL, 2.0 mmol) until complete conver-
sion. The solution was diluted with CHsClo (20 mL), washed with 5%
aqueous NaHCOg3 (30 mL) and sat. brine (30 mL), dried with anhydr.
NaySO4, and concentrated to an oily residue for flash chromatography
(CH9Cle/CH3COCH3 from 60:1 to 40:1 as the eluent). The product was
obtained as a mixture of two isomers (0.8 g, 80%). Ry (CHoCly/CH3COCHjy
20:1) 0.47, 0.64. '"H NMR (400 MHz, CDCls): § = 0.99 (s, 9 H, tert-Bu), 1.17
[m, 12 H, 2 N (CH(CH3)9)]1, 2.63, 2.76 (2't, ] = 5.9, 2 H, NCCHsCH»O),
3.20 (m, 2 H, 5-H), 3.45-3.75 [m, 10 H, NCCH.CH,O, 2 CH30, 2 N
(CH(CHs)9)1, 4.02 (m, 1 H, 4-H), 4.27 (m, 3 H, CHy, 3-H), 6.17 (m, 1
H, 1’-H), 6.81-7.59 (m, 24 H, 6-H; arom. H). *'P NMR (400 MHz, CDCls):
148.18, 148.72.

1-[2-Deoxy-5-O-(4,4 -dimethoxytrityl)-B-D-erythro-pentofuranosyl |-5-(2-tert-

butyldiphenylsilyloxyethyl)-1H,3H-pyrimidin-2,4-dione 3 -[ (2-cyanoethyl)

N,N-diisopropylphosphoramidite] (2f)

As described for 1f, with 2e (1.8 g, 2.21 mmol), diisopropylethylamine
(2.5 mL, 15.13 mmol), and 2-cyanoethyl diisopropylphosphoramido chlo-
ridite (0.9 mL, 4.06 mmol) in CHyCly (30 mL), 2f was obtained as
colorless foam (1.33 g, 59%). R, (CH2Cly/CH3COCH3 20:1): 0.65, 0.75.
'"H NMR (400 MHz, CDCl3): § = 0.99 (s, 9 H, tert-Bu), 1.08, 1.12 [m, 12
H, 2N (CH(CH3)9)1, 2.27 (m, 2 H, 2"-H), 2.11-2.64 (m, 6 H, CHsCHo,
NCCH2CH0), 3.30-3.78 (m, 6 H, CHoCH9, NCCHyCH»O, 5-H), 3.74 (2
s, 6 H, OCHs), 4.17 (m, 1 H, 4-H), 4.52 (m, 1 H, 3-H), 6.28 (t, ] = 6.9, 1
H, 1-H), 6.79-7.56 (m, 24 H, 6-H; arom. H). 3P NMR (400 MHz, CDCl3):
149.06, 149.65.

1-[2-Deoxy-5-O-(4,4 -dimethoxytrityl)-B-D-erythro-pentofuranosyl|-5- (3-tert-

butyldiphenylsilyloxyprop-1-yl)-1H,3H-pyrimidin-2,4-dione 3'-[ (2-cyanoethyl)

N,N-diisopropylphosphoramidite] (3f)

As described for 1f, with 3e (1 g, 1.21 mmol), diisopropylethylamine (0.6
mL, 2.7 mmol), and 2-cyanoethyl diisopropylphosphoramido chloridite (1.2
mlL, 5.4 mmol) in CHyCle (20 mL), 3f was obtained as colorless foam (0.65
g, 52.4%). TLC (CHyCly/CH3COCH;5 20:1) R¢ 0.60, 0.63. '"H NMR (400
MHz, CDCl3): § = 0.98 (s, 9 H, tert-Bu), 1.21, 1.29 [m, 6 H, N(CH(CH3)9)1,
1.46-2.73 [m, 14 H, 2 N(CH (CHs)9), 5-CHo CH,CHo, 2"-H], 2.41 (t, ] = 6.5,
2 H, CH,CH»CHy), 3.30-3.68 (m, 6 H, CHoCHsCH,, NCCHsCH,0, 5-H),
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3.71 (25,6 H, 2 OCHs), 4.17 (m, 1 H, C4-H), 4.60 (m, 1 H, 3-H), 6.35 (m,
1H, 1I’-H), 6.77-7.61 (m, 24 H, 6-H, arom. H). 3P NMR (400 MHz, CDCls):
149.06, 149.53.

1-(2-Deoxy-B-D-erythro-pentofuranosyl)-3- (prop-1-ynyl)-1H-pyrazolo[ 3,

4-d[pyrimidin-4-amine (4)

To the solution of compound 7-iodo-8-aza-7-deaza-2’-deoxyadenosine
(1.95 g, 5.17 mmol) in DMF (10 ml) was added Pd [P(Cs¢H5)s]l4 (300
mg, 0.25 mmol) and Cul (200 mg, 1.04 mmol), the mixture was stirred
under Ny at room temperature 3-hydroxypropyne (0.28 ml, 5 mmol) and
triethylamine (2.0 ml, 11.48 mmol) were added to the mixture subsequently.
The stirring was continued overnight. The solvent was evaporated off under
vacuum and the residue was subjected to flash chromatography, yielding
the product as colorless solid (1.45 g, 92%). TLC (CH9Cle/CHsOH 5:1) R
0.58. UV (MeOH): Amax 207 (24 500), 249 (11 400), 286 (13 000). '"H NMR
(400 MHz, [Dg]DMSO): § = 2.22 (m, 1 H, C2-H,), 2.72 (m, 1 H, C2"-Hp),
3.25-3.48 (m, 2 H, C5"-H), 3.81 (m, 1 H, C4-H), 4.38-4.43 (d, ] = 6.16, 3
H, 5-C=CCH,OH, C3-H), 4.76 (t, ] = 5.9, 1 H, C5-OH), 5.27 (d, ] = 4.48,
1 H, C3-OH), 5.47 (t, ] = 6.02, 2 H, 5-C=CCH,0H), 6.50 (t, ] = 6.44, 1 H,
C1-OH), 6.66, -8.09 (br, 2 H, NHy). C13H5N504 (M 305.29): C, 51.14; H,
4.95; N, 22.94. Found: C, 51.18; H, 4.86; N, 22.92.

1-(2-Deoxy-B-D-erythro-pentofuranosyl)-3-(3-tert-butyldiphenylsilyloxyprop-1-

ynyl)-1H-pyrazolo[3, 4-d [pyrimidin-4-amine (4a)

The coupling reaction of 7-iodo-8-aza-7-deaza-2'-deoxyadenosine (0.38
g, 1.0 mmol) with 3-tert-butyldiphenylsilyloxypropyne (0.57 g, 2.0 mmol)
was conducted with the procedure described for compound 4, with
Pd[P(Ce¢Hs)3]s4 (100 mg, 0.09 mmol) and Cul (60 mg, 0.33 mmol) as
the catalysts and triethylamine (0.5 ml, 2.87mmol) as the base in DMF (5
ml). After purification by flash chromatography, the product was yielded
as colorless solid (0.45 g, 84%). TLC (CHyClo/CH3sOH 9:1) R¢ 0.58. UV
(MeOH): Amax 206 (44 100), 250 (12 800), 287 (13 700). '"H NMR (400
MHz, [Dg]DMSO): § = 1.0 (s, 9 H, tert-Bu), 2.29 (m, 1 H, C2-H,), 2.80 (m,
1 H, C2"-Hyg), 3.56, 3.41 (2 m, 2 H, C5"-H), 3.85 (m, 1 H, C4-H), 4.47 (m,
1 H, C3-H), 4.73 (s, 2 H, 5-C=CCH>), 4.81 (t, ] = 5.8, 1 H, C5"-OH), 5.32
(d,/J=4.4,1H, C3-OH), 6.58 (t, ] = 6.4, 1H, C1"-H), 7.72-7.44 (2m, 10 H,
arom. H), 8.26 (s, 1 H, C2-H). Co9H33N504Si (M 543.69): C, 64.06; H, 6.12;
N, 12.88. Found: C, 63.56; H, 6.06; N 12.76.

1-(2-Deoxy-pB-D-erythro-pentofuranosyl)-4-{ [ (di-n-

butylamino ) methylidene Jamino}-3-(3-tert-butyldiphenylsilyloxyprop-1-ynyl)-

1H-pyrazolo[3, 4-d]pyrimidine (4b)

To the solution of compound 4a (1.16 g, 2.19 mmol) in methanol
(10 ml) N, N-di-n-butylformamide dimethyl acetal (0.45 g, 2.2 mmol)
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was added. After being stirred at 40°C for 4 h, the reaction mixture
was evaporated under vacuum, and the residue was subjected to flash
chromatography. The product was yielded as colorless foam (1.3 g, 91%).
TLC (CHoCle/CH3OH 15:1) R 0.57. UV (MeOH): Apmax 218 (47 000), 329
(27 700). '"H NMR (400 MHz, [Dg]DMSO): § = 0.76, 0.90 [2 t, 6 H, N =
CHN(CHyCH9CH2CH3)9]. 1.03 (s, 9 H, tert-Bu), 1.16, 1.25, [2m, 4 H, N =
CHN(CHeCH2CH9CHs)9], 1.51 [m, 4 H, N = CHN(CHsCHyCHsCH3)2],
229 (m, 1 H, C2-H,), 2.82 (m, 1 H, C2-Hg), 3.50 [m, 6 H, N =
CHN(CHyCHsCHyCHs)o, C5-H], 3.84 (m, 1 H, C4-H), 4.46 (m, 1 H,
C3-H), 4.64 (s, 2 H, 5-C=CCH,), 4.79 (t, ] = 5.7, 1 H, C5'-OH), 5.32 (d,
J =45,1H, C3-0OH), 6.61 (t, /] = 6.3, 1 H, C1-H), 7.70~7.42 (m, 10 H,
arom. H), 8.47 (s, 1 H, C2-H), 8.95 [s, 1 H, N = CHN(CHyCHsCHyCHs)9].
CssHs0N504Si (M 682.93): C, 66.83; H, 7.38; N, 12.31. Found: C, 66.57; H,
7.53; N, 11.98.

1-[2-Deoxy-5-O-(4,4 -dimethoxytriphenylmethyl)-f -D-erythro-pentofuranosyl ] -4-

“[ (di-n-butylamino )methylidene Jamino "-3- (3-tert-butyldiphenylsilyloxyprop-

I-ynyl)-1H-pyrazolo[3, 4-d[pyrimidin-4-amine (4c)

As described for le, with compound 4b (1.6 g, 2.39 mmol) and 4, 4-
dimethyltriphenylchloride (DMT-CI) (0.97 g, 2.87 mmol) in dried pyridine
(5bml), the product 4c was obtained as colorless foam (1.46 g, 63%), TLC
(CH2Cly/CH3OH 20:1) Rf 0.39. UV (MeOH): Ak 206 (82 300), 328 (29
800). 'H NMR (400 MHz, [D]DMSO): § = 0.73, 0.90 [2 t, 6 H, N =
CHN(CHoCH2CH9CH3)s], 1.01 (s, 9 H, tert-Bu), 1.14, 1.25 [2m, 4 H, N =
CHN(CHoCH2CH9CH3)2], 1.50 [m, 4 H, N = CHN(CHsCHoCHyCH3)2],
2.33 (m, 1 H, C2-H,), 2.82 (m, 1 H, C2"-Hp), 3.06 (m, 2 H, C5"-H), 3.47 [m,
4 H, N = CHN(CHCH2CH»CH3)+], 3.66, 3.65 (25, 6 H, 2 OCH3), 3.94
(m, 1 H, C4-H), 4.55 (m, 1 H, C3"-H), 4.63 (s, 2 H, 5-C=CCH>), 5.35 (d,
= 4.8, 1 H, C3-OH), 6.63 (m, 1 H, C1"-H), 7.70~6.70 (m, 23 H, arom. H),
8.49 (s, 1 H, C2-H), 8.95 [s, 1 H, N = CHN(CH2CHsCH2CHjs)s]. *C NMR
(400 MHz, [D¢]DMSO): 13.6, 18.8, 19.1, 19.6, 26.5, 28.6, 30.4, 38.1, 44.9,
51.1, 52.8, 54.9, 64.2, 70.6, 77.9, 83.9, 85.2, 85.3, 90.3, 108.0, 113.0, 126.4,
127.6, 128.0, 129.6, 129.7, 130.1, 132.2, 135.1, 145.1, 154.4, 156.0, 157.4,
157.9, 162.2. C59HegNsOgSi (M 985.29): C, 71.92; H, 6.96; N, 8.53. Found:
C,71.91; H, 7.01; N, 8.40.

1-[2-Deoxy-5-O-(4,4 -dimethoxytriphenylmethyl)-B-D-erythro-pentofuranosyl ]-4-

{ [ (di-n-butylamino)methylidene Jamino}-3- (3-tert-butyldiphenylsilyloxyprop-1-

ynyl)-1H-pyrazolo[3, 4-d]pyrimidine 3 -[ (2-cyanoethyl)

N,N-diisopropylphosphoramidite] (4d)

As described for 1f, this phosphoramidite was prepared from the
reaction of compound 4c (1.0 g, 1.03 mmol) with 2-cyanoethyl N,
N’-(diisopropyl)-phosphoramidochloridite (0.5 g, 2.1 mmol) in dried
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dichloromethane (10 ml) in the presence of diisopropylethylamine (1 ml,
6.05 mmol). The product 4d was obtained as colorless foam (0.57 g, 47.3%),
TLC (CHyCly/CH3OH 30:1) R¢ 0.66, 0.75. "H NMR (400 MHz, CDCls): § =
0.82,0.95 [2t, 6 H, N = CHN(CHsCHsCHyCH3)o], 1.01 (s, 9 H, tert-Bu),
1.10-1. 57 [m, 14 H, NCH(CH;)9, N = CHN(CHyCH,CHyCH3)s], 2.63,
2.45 (2 m, 2 H, C2-H), 3.15-3.74 [m, 10 H, N = CHN(CH,CH,CHyCH3)5,
Ch'-H, OCH,CH,CN], 3.72, 3.71 (2's, 6 H, 2 OCH3), 4.23 (m, 1 H, C4-H),
4.59 (s, 2 H, 5-C=CCH,), 4.80 (t, 1 H, C3-H), 7.75~6.71 (m, 24 H , arom.
H, C1-H), 8.50 (s, 1 H, C2-H), 8.84 (s, 1 H, N = CHN(CHyCHyCHysCH3)5).
3P NMR (400 MHz, CDCl3): 149.06, 148.90.

Synthesis and Purification of Oligodeoxynucleotides

The oligodeoxynucleotide synthesis was carried out on an ABI 392
DNA/RNA synthesizer (Applied Biosystems, USA) with 1 pumol scale, ac-
cording to the User Protocol for phosphoramidite chemistry with DMT-on
or DMT-off mode. For the sequences containing compounds 1-3, normally
protected phosphoramidites were used. The sequences containing nucleo-
side 1 were deprotected in conc. aq. ammonia at 60°C for 18 hours; and
19 hours at 55°C for the sequences containing nucleoside 2 or 3. The
DMT-on sequences 14-16 containing compound 4 were synthesized with
tac(tert-butylphenoxyacetyl)-protected phosphoramidites. TBDPS could be
cleaved by incubation in conc. aq. ammonia at room temperature for 4
hours.

The TBDPS of the DMT-on or DMT-off sequences containing 1-4 was
also cleaved with 1 M TBAF/THEF efficiently. After the DMT-on or DMT-
off sequence was cleaved from CPG, the ammonic soln. was concentrated
and dried; the residue was then dissolved in 1 M TBAF/THF and incubated
at room temperature overnight. The soln. was desalted with SEP-PAK for
HPLC purification.

The DMT-on oligodeoxynucleotide was purified by HPLC with the
Gradient One (0-20 minutes, 10-50% B in A with a flow rate of 1.0 ml/min)
and pooled together; the solution was concentrated and extracted with SEP-
PAK column. After washing the column with water, 2.5% trifluoroacetic acid
was eluted through the column to remove the DMT group. The DMT-off
oligodeoxynucleotide was then eluted with methanol/water (70:30, V/V)
for further purification by HPLC with gradient two (0-20 minutes, 0-16 %
B in A, with a flow rate of 1 ml/min).

The purified oligodeoxynucleotides were desalted on SEP-PAK columns,
lyophilized and stored at —18°C. The homogeneous product was character-
ized by MALDI-TOF and enzymatic hydrolysis!!7) with snake venom phos-
phodiesterase (EC 3.1.15.1, Crotallus adamanteus) and alkaline phosphatase
(EC 3.1.3.1, E. coli) (Sigma, USA). The following extinction coefficients g969
were used: dA 15400, dG 11700, dT 8800, and dC 7300, the extinction
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coefficients of compounds 1-4 were assumed to be the same as that of
canonical nucleosides.

T Measurement

The T,, measurement of the complementary oligodeoxynucleotides
was performed with a Cary-100 Bio UV-Visible spectrophotometer (Varian,
USA) equipped with a Cary temperature controller. The buffer used for
the measurement consisted of 100 mM NaCl, 10 mM MgCl, and 10 mM
sodium cacodylate (pH 7.0)!'"! with 5 uM of each oligodeoxynucleotide.
The two complementary oligodeoxynucleotides were mixed in the buffer
(1 ml), and the solution was heated to 85°C. After halting for 10 minutes, it
was cooled to 35°C at a rate of 0.5°C/min. The UV absorbance was recorded
at 260 nm during the cooling process. The T, values were obtained from
the melting curves. Each melting curve was fit to a non-self-complementary
two-state model.

Circular Dichroism Measurement

The CD experiments were conducted on a Jasco J-810 spectropolarime-
ter equipped with a Jasco PTC-423S temperature controller. The duplex so-
lution was the same as that for T,, measurement. Before the measurement,
the sample was cooled to 5°C in a cuvette with a path length of 10 mm. The
ellipticities of duplexes were recorded from 220 to 350 nm. The spectra
were the averages of three accumulations and smoothed using a 25-point
adaptive smoothing algorithm.

REFERENCES

1. Wiegand, T.W,; Janssen, R.C.; Eaton, B.E. Selection of RNA amide synthases. Chem. Biol. 1997, 4,
675-683.

2. Santoro, S.W.; Joyce, G.F. A general purpose RNA-cleaving DNA enzyme. Proc. Natl. Acad. Sci. USA
1997, 94, 4262-4266.

3. Kim, S.J.; Kim, M.Y;; Lee, J.H.; You, ].C.; Jeong, S. Selection and stabilization of the RNA aptamers
against the human immunodeficiency virus type-1 nucleocapsid protein. Biochem. Biophys. Res.
Commun. 2002, 291, 925-931.

4. Jager, S.; Famulok, M. Generation and enzymatic amplification of high-density functionalized DNA
double strands. Angew. Chem. Int. Ed. 2004, 43, 3337-3340.

5. Ting, R;; Thomas, J.M.; Lermer, L.; Perrin, D.M. Substrate specificity and kinetic framework of a
DNAzyme with an expanded chemical repertoire: A putative RNaseA mimic that catalyzes RNA
hydrolysis independent of a divalent metal cation. Nucleic Acids Res. 2004, 32, 6660-6672.

6. Verheijen, J.C.; Deiman, B.A.L.M.; Yeheskiely, E.; Van der Marel, G.A.; Van Boom, J.H. Efficient
hydrolysis of RNA by a PNA-diethylenetriamine adduct. Angew. Chem. Int. Ed. 2000, 39, 369-372.

7. Thum, O.; Jager, S.; Famulok, M. Functionalized DNA: A new replicable biopolymer. Angew. Chem.
Int. Ed. 2001, 40, 3990-3993.

8. Breaker, R.R.; Emilsson, G.M.; Lazarev, D.; Nakamura, S.; Puskarz, 1.].; Roth, A.; Sudarsan, N. A
common speed limit for RNA-cleaving ribozymes and deoxyribozymes. RNA 2003, 9, 949-957.



19: 14 25 January 2011

Downl oaded At:

942

9.
10.
11.

12.

13.

14.
15.
16.
17.

18.

19.
20.

21.

22.

23.

24.

D. Zhang et al.

Rana, T.M. [lluminating the silence: Understanding the structure and function of small RNAs. Nat.
Rev. Mol. Cell Biol. 2007, 8, 23-36.

Conte, M.R.; Galeone, A.; Avizonis, D.; Hsu, V.L..; Mayol, L.; Kearns, D.R. Solid phase synthesis of
5-hydroxymethyluracil containing DNA. Bioorg. Med. Chem. Lett. 1992, 2, 79-82.

Sowers, L.C.; Beardsley, G.P. Synthesis of oligonucleotides containing 5-(hydroxymethyl)-2'-
deoxyuridine at defined sites. J. Org. Chem. 1993, 58, 1664-1665, and references therein.

Griengl, H.; Bodenteich, M.; Hayden, W.; Wanek, E.; Streicher, W.; Stiitz, P.; Bachmayer, H.;
Ghazzouli, I.; Rosenwirth, B. 5-(Haloalkyl)-2'-deoxyuridines: A novel type of potent antiviral
nucleoside analogue. J. Med. Chem. 1985, 28, 1679-1684.

Brazier, J.A.; Shibata, T.; Townsley, J.; Taylor, B.F.; Frary, E.; Williams, N.H.; Williams, D.M.
Amino-functionalized DNA: the properties of C5-amino-alkyl substituted 2'-deoxyuridines and their
application in DNA triplex formation. Nucleic Acids Res. 2005, 33, 1362-1371.

Seela, F.; Zulauf, M. Synthesis of 7-alkynylated 8-aza-7-deaza-2'-deoxyadenosines via the Pd-catalysed
cross-coupling reaction. J. Chem. Soc., Perkin Trans 11998, 3233-3240.

Fissekis, J.D.; Myles, A.; Brown, G.B. Synthesis of 5-hydroxyalkylpyrimidines from lactones. J. Org.
Chem. 1964, 29, 2670-2673.

Fissekis, J.D.; Sweet, F. The chemistry of some 5-(2-hydroxyalkyl)uracil derivatives and a synthesis
of 5-vinyluracil. J. Org. Chem. 1973, 38, 264-269.

Rolland, V.; Kotera, M.; Lhomme, J. Convenient preparation of 2-deoxy-3, 5-di-O-p-toluoyl-a-D-
erythro-pentofuranosyl chloride. Syn. Commun. 1997, 27, 3505-3511.

He, J.; Seela, F. Propynyl groups in duplex DNA: Stability of base pairs incorporating 7-
substituted 8-aza-7-deazapurines or 5-substituted pyrimidines. Nucleic Acids Res. 2002, 30, 5485—
5496.

Seela, F.; Becher, G.; Zulauf, M. 8-Aza-7-deazapurine DNA: Synthesis and duplex stability of
oligonucleotides containing 7-substituted bases. M. Nucl. Nucl. 1999, 18, 1399-1400.
http://www.sigmaaldrich.com.etc/medialib/docs/SAFC/General_Information/rna_phosphorami
dites.

Hudson, H.E.R.; Liu, Y; Wojciechowski, F. Hydrophilic modifications in peptide nu-
cleic acid—Synthesis and properties of PNA possessing 5-hydroxymethyluracil and 5-
hydroxymethylcytosine. Can. J. Chem. 2007, 85, 302-312.

Seela, F; Kaiser, K. 8-Aza-7-deazaadenine N®- and Ng—(ﬂ—D—?’—deoxyribofuranosides): building
blocks for automated DNA synthesis and properties of oligodeoxyribonucleotides. Helv. Chim. Acta
1988, 71, 1813-1823.

Sagi, J.; Szemzo, A.; Ebinger, K; Szabolcs, A.; Sigi, G.; Ruff, E; Otvds, L. Base-modified
oligodeoxynucleotides. I. Effect of 5-alkyl, 5-(l-alkenyl) and 5-(l-alkynyl) substitution of the
pyrimidines on duplex stability and hydrophobicity. Tetrahedron Lett. 1993, 34, 2191-2194.

Heystek, L.E.; Zhou, H.; Dande, P.; Gold, B. Control over the localization of positive charge in
DNA: the effect on duplex DNA and RNA stability. /. Am. Chem. Soc. 1998, 120, 12165-12166.



