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Improved Synthesis and Isolation of 2'-O-Methyladenosine: Effective and
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An efficient separation of a mixture of 2'/3’-O-methyladen-
osine regioisomers (1 + 2; 1:1) has been developed by selective
enzymatic acylation using immobilized Pseudomonas cepa-
cia lipase (PSL-C) in combination with acetonoxime levulin-
ate as acyl donor. The 3'-hydroxy group of 2'-O-methyladen-
osine (1) was acylated with high selectivity (ca.70 %),
whereas an equal amount of 3'-O-methyladenosine (2) in the
same solution resulted in minor acylation of 5'-hydroxy
group (ca. 8 %). The differential behavior of both regioiso-
mers towards enzymatic acylation allowed to develop a sepa-
ration protocol. Upon extraction of the acylated products, the

3’-O-methyladenosine was isolated in 81 % yield and 97 %
purity from the aqueous layer. Hydrolysis of acylated prod-
ucts in organic layer furnished 2’-O-methyladenosine in 67 %
yield and 99 % purity. The separation process was success-
fully applied to the crude reaction mixture of methylated
products (ca. 3:1 of 1/2) on 5-g scale. We also report on the
use of methyl p-toluenesulfonate as a safe reagent for 2’-O-
methylation of adenosine.

(© Wiley-VCH Verlag GmbH & Co. KGaA, 69451 Weinheim,
Germany, 2009)

Introduction

In recent years, several oligonucleotide-based drugs have
entered human clinical trials for the treatment of a variety
of viral, infectious or cancer-related diseases.['!! Among
these, 2’-O-methylribonucleotides have been extensively
used as a second-generation chemistry to elicit high nucle-
ase resistance, cellular uptake and improved binding affinity
for the RNA target.”l Additionally, methylribonucleotides
have found applications in studying pre-mRNA splicing, ex-
amining the structures of spliceosomes and preparing nucle-
ase-resistant hammerhead ribozymes.’! Also, 2'-O-alkylri-
bonucleosides are present in RNAs as minor components.[*!

The importance of methylribonucleotides, which consti-
tutes a significant portion of the raw material cost in the
preparation of oligonucleotides, has stimulated large effort
towards the synthesis of 2'-O-methylated nucleosides as a
key building blocks using several synthetic approaches. Al-
though some of these strategies have been successfully im-
plemented for the production of pyrimidine-containing 2’-

[a] Departamento de Quimica Organica e Inorganica and Instituto
Universitario de Biotecnologia de Asturias, Universidad de
Oviedo,

33006 Oviedo (Asturias), Spain

Fax: +34-98-510-3448

E-mail: vgs@uniovi.es
MFerrero@uniovi.es

[b] Rasayan Inc.,

2802 Crystal Ridge Road, Encinitas, CA 92024-6615, USA

[c] Chemistry Department, East China Normal University,
Shanghai, China

Supporting information for this article is available on the
WWW under http://dx.doi.org/10.1002/ejoc.200900348.

Eur. J. Org. Chem. 2009, 3265-3271

© 2009 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

O-methyl nucleosides, these protocols are much less efficient
for purine analogues.™! In the latter case, the problems de-
rive from the inherent reactivity of the purine bases towards
alkylation and the need for selective protection of the 3'-
and/or 5'-hydroxy groups.

Since the late 1950s, several protocols for the synthesis
2'-O-methylribonucleosides have been reported. In 1965,
Broom and Robins reported the first direct synthesis of 2'-
O-methyladenosine (1) by methylation with diazomethane
in DME (Figure 1).[° Alternatively, the use of methyl iodide
in combination with sodium hydride!” or silver oxide!® has
also been explored on nucleobase-protected ribonucleo-
sides. However, these approaches suffer from the toxicity of
the methylating reagents and their incompatibility with
large-scale applications. Moreover, the low yields of the
product obtained under these conditions and the concomi-
tant formation of the 3'-O-methyl isomer (2) further com-
plicates purification.
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Figure 1. Structures of 2'-O-methyladenosine and 3’-O-methyl-
adenosine.

Other procedures utilized metal catalysts (stannous chlo-
ride,® copper,l'9 iron,['!) silver, and strontium acetylacet-
onatesPd) to activate the cis-diol system in order to sup-
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press methylation of the purine base. The acetylacetonates
used herein are very expensive, thus hindering scale-up
attempts. Alternative approaches toward the synthesis of 2'-
O-alkylribonucleosides are based on a glycosylation reac-
tion!!?! that requires multistep synthesis of the carbohydrate
precursors, where a mixture of a- and B-anomers was ob-
tained. Advances in protecting group methodology using
3’,5'-di-O-(tetraisopropyldisiloxane-1,3-diyl) led to the syn-
thesis of 2’-O-methyladenosine building block in seven
steps from the 6-chloropurine nucleoside.®® Once again,
the foregoing methodology required expensive reagents and
complex scale-up processes.

Although 3’-O-methyladenosine (2), the side product ob-
tained in the direct alkylation protocols, has yet to find ap-
plications in oligonucleotide-based therapeutics, the 5'-tri-
phosphates of 3’-O-methyladenosine and 3’-O-methylgua-
nosine are chain terminators and are thus valuable tools for
nucleic acid sequencing.!'3 In addition, Sharmal'¥ reported
that 3'-O-methyladenosine and to a lesser extent 3'-O-
methylguanosine are potent inhibitors of vaccinia virus
growth in L-cells and Vero cells. Early viral RNA synthesis
was totally inhibited in 2.5 h post-infection adding 100 pm
of 3’-O-methyladenosine to infected cells.

The increasing demand for 1 as a building block for oli-
gonucleotide-based therapeutics and the interesting profile
for 2 motivated us to develop an approach where both
products could be harvested from a single process that is
environmentally safe and scalable. Herein, we describe for
the first time an economical methodology enabling the syn-
thesis and efficient separation of the isomeric mixture of 1
and 2 formed during the direct methylation of inexpensive
adenosine.

Results and Discussion

For the separation of isomeric and racemic mixtures, bio-
catalysts have become an attractive and powerful tool in
organic synthesis due to their high selectivity, mild reaction
conditions and low environmental impact. In our research
group, we have developed methodologies for the separation
of anomeric and racemic mixtures of nucleosides using li-
pases in organic solvents. For example, a convenient separa-
tion of o/B-mixtures of thymidine nucleosides from an in-
dustrial waste stream, an anomeric mixture of 2'-deoxy-2’-
fluoro-o/B-arabinonucleosides!'> and a parallel kinetic reso-
lution of D/L-nucleosides!!¥! have been accomplished. One
common theme in these examples is the selection of levuli-
nyl chemistry!'”! due to: a) applications for orthogonal pro-
tection during the solution-phase synthesis of oligonucleo-
tides; b) prior experience with the lipase-mediated levulinyl-
ation of nucleosides; ¢) inherently small, atom-efficient and
inexpensive protecting group. Recently, we reported a gene-
ral chemoenzymatic synthesis of monolevulinyl-protected
nucleosides using commercial lipases.['® In this study, we
discovered that immobilized Pseudomonas cepacia lipase
(PSL-C) was moderately regioselective towards the acyl-
ation of the 3'-hydroxy group of 1 (ca. 80%, 12% towards
3266
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5’, and 8% towards 3',5") and Candida antarctica lipase B
(CAL-B) was found to be totally regioselective towards the
acylation of 5’-hydroxy group.

In order to develop a biocatalytic process for the separa-
tion of a mixture of 2'/3’-O-methyladenosine, it is essential
to know the selectivity of the pure 3’-isomer 2 under enzy-
matic protocols. Thus, treatment of 3'-O-Me-A (2) with le-
vulinate oxime ester!'! in the presence of CAL-B at 45 °C
in THF consumed all of the starting material in 12 h (TLC).
After work-up, '"H NMR spectroscopic data of the product
confirmed the formation of 5’-O-levulinyl-3'-O-methyl-
adenosine (3, Scheme 1) as the sole product confirming re-
gioselective acylation of the 5'-hydroxy group. Nucleoside
3 was isolated in 86% yield as amorphous solid. Similar
treatment using PSL-C as biocatalyst indicated that the re-
action was much slower furnishing about 14% of 3 after
144 h.

HO A enzyme, YN\OLev LevO A
o O

THF, T, t eb o
MeO OH e

o 3
2 Lev = 3 w ' '
2 OMoA % T 5-0-Lev-3-0-Me-A

Enzyme | T[°C] t[h] % Conv. % Yield
CALB | 45 12 100 86
PSL-C | 30 144 14 -

Scheme 1. Enzymatic synthesis of 5'-O-Lev-3'-O-Me-A.

Next, we embarked on the synthesis of 2’-O-levulinyl-3’-
O-methyladenosine (5) for two reasons. First, we wanted to
prepare an authentic reference sample of 5 for comparison
with its regio-isomer 5'-O-levulinyl-3'-O-methyladenosine
(3). This exercise will enable us to conclusively demonstrate
that the acylation of 3’-O-methyladenosine using PSL-C
produced only 3 and none of 5. Second, 5 would be a useful
building block for the preparation of oligonucleotides.
Therefore, we proposed a two-step protocol for the un-
equivocal synthesis of 5 shown in Scheme 2.

Treatment of 3’-O-methyladenosine (2) with 5.2 equiv. of
levulinic acid (LevOH) and DCC in the presence of DMAP
furnished 2’,5’-di-O-levulinyl-3’-O-methyladenosine (4) in
78% isolated yield. The hydrolysis of 5'-acyl group in 4 was
carried out with CAL-B as catalyst due to its well-demon-
strated selectivity with a variety of modified nucleosides.['”!
When diester 4 was treated with CAL-B at 45°C in 0.15 M
phosphate buffer (pH 7) containing 18% of 1,4-dioxane, to-
tal regioselectivity toward the hydrolysis of the 5'-O-levul-
inyl group was observed, furnishing 2'-O-levulinyl-3’-O-
methyladenosine (5) in 84 % yield.

With a clear understanding of the lipase-mediated acyl-
ation of 2 and reference samples of related products 3-5 on
hand, the stage was set for the separation of 2'/3'-O-
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Scheme 2. Chemoenzymatic synthesis of 3',5'-di-O-Lev-3'-O-Me-
A and 2'-O-Lev-3'-O-Me-A.

methyladenosine mixture (Scheme 3). Treatment of an equi-
molar mixture?”! of 2'/3’-O-methyladenosine with aceto-
noxime levulinate and PSL-C (type II) afforded after 6 d 3'-
O-Lev-2'-O-Me-A (6) as the major product, 5'-O-Lev-2'-
0O-Me-A (7), 3',5'-di-O-Lev-2'-O-Me-A (8), and 5'-O-Lev-
3’-0O-Me-A (3) as minor products with unreacted 3'-O-Me-
A (2) (entry 1, Table 1). As we observed earlier (Scheme 1),
the 3'-O-Me isomer 2 reacted at a significantly slower rate
furnishing only 5’-acylated product 3 under these condi-
tions. Next, we altered several reaction conditions: tempera-
ture, solvent, acylation agent ratio, and different biocata-
lysts in order to increase the formation of 6 and reducing
the amount of compound 3.

The results from various experiments are summarized in
Table 1. Lowering the temperature of the reaction to 30 °C
using PSL-C, type I (a lot with 16% higher activity) the
reaction was slower than PSL-C, type II, but selectivity was
similar (entry 2, Table 1). Use of pure biocatalyst, Chromo-
bacterium viscosum lipase (CVL), neither increased the
selectivity nor the conversion (entry 3, Table 1). Increasing
the enzyme and oxime ester ratios up to 1:3 using faster
PSL-C (type I) offered shorter reaction times but lower
selectivities (entry 4, Table 1). When the acylation was per-
formed with PSL-C (type II), the best selectivity was ob-
served for compound 6 (entry 5, Table 1). Increasing the
reaction temperature to 40 °C resulted in reduced selectivity
(entry 6, Table 1). Change of solvent to 1,4-dioxane pro-
vided no further improvement in the formation of 6 (entry
7, Table 1). We selected the reaction conditions described in
entry 5 as the best case for further work. Because direct
alkylation of adenosine offers about 3:1 ratio of 2'/3'-O-
methyladenosine (1/2), we repeated this reaction using the
same ratio of two products to validate the real utility of the
system. Despite of the different ratio of the two products,
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Scheme 3. Enzymatic reaction of 1:1 mixture of 2'/3'-O-Me-A. For
experimental details see Table 1.

Table 1. Enzymatic acylation of 1:1 mixtures of 2’-O-Me-A (1) and
3'-0-Me-A (2).12

© 2009 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

Entry Enzyme M/EP M/OEM T[°C] ¢[d 39 64 7¢ gd

1 PSL-C I:1.5 I:1.5 55 6 12 66 11 11
2 PSL-C"  1:1.5 I:1.5 30 7 &8 6 11 12
3¢ CVL 1:025  I:1.5 55 7 100 71 12 7
4 PSL-C' 13 1:3 30 4 16 5 10 19
5 PSL-C 13 1:3 30 5 10 72 11 7
6 PSL-C 13 1:3 40 5 17 62 12 9
7t PSL-C 13 1:3 30 6 18 Tl 5 6
8zl PSL-C 13 1:3 30 5 8 70 15 7

[a] The reactions were carried out in THF, 0.20 M concentration, at
250 rpm with a 1:1 mixture of 1/2. PSL-C" = PSL-C type I, PSL-
C = PSL-C type II. [b] Ratio mixture 1+2/enzyme (w/w). [c] Mix-
ture 1+2/oxime ester. [d] Percentages of compounds in the crude
reaction based on HPLC peak integration. [e] After 30 h at room
temp., the temperature was increased up to 55 °C. [f] 1,4-dioxane
as solvent. [g] The starting mixture 1/2 is 3:1.

we were pleased to see that the enzymatic reaction took
place in a similar way as it was with the equimolar mixture
(entry 8, Table 1).

We conclude that the reaction conditions shown in entry
5 of Table 1 are the best conditions, among the evaluated,
to separate the isomeric mixture of 1 and 2. Upon comple-
tion of the reaction, the reaction mixture is extracted with
H,O/CH,Cl, providing unreacted 3'-O-Me regioisomer 2
(81% yield, 97% by HPLC)"?!l in the aqueous layer. The
two 5'-O-levulinylated compounds 3 and 7 were easily re-
3267
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Scheme 4. Synthesis and enzymatic separation of 2'-0O-Me-A.

moved by flash chromatography column. The remaining 3'-
O-Lev-2'-O-Me-A (6) and 3',5'-di-O-Lev-2'-O-Me-A (8)
were subjected to hydrolysis with NH,OH/MeOH? pro-
viding the 2'-O-Me-A regioisomer (1) in 67% yield (99%
by HPLC) starting from the initial isomeric mixture.

Scale Up of the Process

The utility of this enzymatic separation was then applied
to a real mixture of regioisomers obtained via a direct alky-
lation process where products were used as such without
chromatography. Therefore, methylation of 5 g of adenosine
(9, Scheme 4) was carried out using safer conditions where
methyl p-toluenesulfonate (pTosOMe) was employed as the
alkylation reagent in the presence of KOH as base and
DMSO as solvent. These conditions circumvent the use of
hazardous reagents such as diazomethane or methyl iodide
and NaH traditionally used for direct alkylation procedure.
The 'H NMR analysis of the crude product confirmed a
mixture of monoalkylated (2'- and 3'-O-Me-A) as major
products and trace amount of dialkylated products. The
HPLC shows a 74:26 ratio of 2'/3'-O-Me-A, respectively.
The enzymatic acylation was carried out directly on the
crude products under the conditions described earlier [PSL-
C (1:3, w:w), 30 °C, 3 equiv. of oxime ester, and THF as
solvent]. In 5d 1 was totally converted into acylated prod-
ucts. It is noteworthy that there was no difference in the
rate of reaction between this protocol containing minor
amount of other nucleoside related products and earlier
procedure where we utilized a clean mixture of 2'/3’-O-Me-
A regioisomers. This experiment indicates that efficiency of
the immobilized enzyme was not compromised despite of
the presence of impurities. After completion of the reaction,
3268
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26% overall yield
99% pure

the products were extracted with organic solvent and sub-
jected to a flash chromatography to remove 5'-O-acylated
products 3 and 7. Hydrolysis of the remaining mixture 3’-
O-Lev-2'-O-Me-A (6) and 3',5'-di-O-Lev-2'-O-Me-A (8)
with NH4,OH/MeOH followed by flash chromatography
furnished 2'-O-Me-A (1) in 26% yield and 99% of purity
(HPLC).

Conclusions

Herein, we have described an efficient enzymatic separa-
tion of a 2'/3’-O-Me-A regioisomers mixture among other
alkylated and dialkylated products which are usually ob-
tained during the alkylation reactions of adenosine. Thus,
using this methodology it is possible to avoid tedious purifi-
cation steps that lead to lower yields. This protocol offers
excellent separation of both regioisomers in good yields and
high purities. PSL-C catalyzes the acylation of the 3'-hy-
droxy group in 2'-0O-Me-A isomer (1) with high selectivity.
However, 3'-O-Me-A isomer (2) is only acylated at the 5'-
hydroxy group with a low conversion rate. As a result, a
simple aqueous/organic extraction of the crude acylated
products dissolved the polar 3'-O-Me-A (2) in the water
layer and the non-polar acylated 6 and 8 were pulled in the
organic phase. Subsequent hydrolysis of 6 and 8 followed
by chromatography furnished 2'-O-Me-A (2) in 26% yield
with 99% purity (HPLC). The usefulness of this process
is clearly demonstrated when the enzymatic acylation was
applied to a crude mixture after direct methylation of aden-
osine (9) using “green” reagents. Despite several impurities
were present in the crude reaction mixture, the overall effi-
ciency of enzyme was not compromised. This study consti-
tutes another fine example of how immobilized enzymes

Eur. J. Org. Chem. 2009, 3265-3271
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can be developed as key tools in organic synthesis offering
economical processes under environmentally friendly condi-
tions.

Experimental Section

General: Pseudomonas cepacia lipase immobilized on ceramic [PSL-
C, Type I (1387 U/g) and Type II (1195 U/g) both from Amano]
were purchased from Aldrich. Chromobacterium viscosum lipase
(CVL, 4100 U/mg) was a gift from Genzyme Co. In order to pre-
pare the artificial mixture of 1 and 2, 3’-O-methyladenosine (2) was
purchased from R. I. Chemical Inc. (www.richemical.com). HPLC
analysis was performed at 254 nm using the following method: Me-
diterranea column (250 X 45 mm), 0.8 mL/min flow, 20 °C, and two
mobile phases (A: MeCN; B: water); for gradient conditions see
Table 2.

Table 2. Details for HPLC gradient.

Time [min] A (%) B (%)
0.0 8 92
15.0 10 90
20.0 20 80
25.0 50 50
30.0 70 30

Melting points were taken on samples in open capillary tubes and
are uncorrected. IR spectra were recorded on an Infrared Fourier
Transform spectrophotometer using KBr pellets. Flash chromatog-
raphy was performed using silica gel 60 (230-400 mesh). For rou-
tine experiments, 'H, '*C NMR, and DEPT were obtained using
300.13 or 400.13 MHz for 'H, and 75.5 or 100.61 MHz for ’C. A
spectrometer operating at 600.15 and 150.93 MHz for 'H and '*C,
respectively, was used for the acquisition of '"H-'H homonuclear
(COSY and NOESY) and 'H-'>C heteronuclear (HSQC and
HMBC) correlations. APCI* and ESI* were used to record mass
spectra (MS). Microanalyses were performed on a Perkin—Elmer
model 2400 instrument.

Enzymatic Synthesis of 5'-O-Levulinyl-3'-O-methyladenosine (3): A
suspension of 3'-O-methyladenosine (2) (58 mg, 0.21 mmol), the
oxime ester (106 mg, 0.62 mmol), and CAL-B (58 mg) in dry THF
(1.1 mL) was stirred (250 rpm) under nitrogen for 12 h at 45 °C.
The enzyme was filtered off and washed with CH,Cl,. The solvents
were distilled under vacuum and the residue was purified by flash
chromatography column (4% MeOH/CH,Cl,) to give 67 mg (86%
yield) of 5'-O-levulinyl-3’-O-methyladenosine (3). R, (10% MeOH/
CH,Cl,) = 0.35; m.p. 123-125 °C. IR (KBr): ¥ = 3354, 3173, 2917,
1711, and 1662 cm™'. '"H NMR (CDCls, 300 MHz): § = 2.17 (s, 3
H, Me-Lev), 2.56 (m, 2 H, CH,-Lev), 2.74 (m, 2 H, CH,-Lev), 3.53
(s, 3 H, OMe), 4.14 (t, 3Jyy = 4.8 Hz, 1 H, 4'-H), 4.38 (m, 3 H,
3'-H+5'-H), 4.83 (t, 3Juu = 4.8 Hz, 1 H, 2’-H), 6.00 (m, 3 H, 1'-
H +NH,), 8.04 (s, I H, 2-H or 8-H), and 8.30 (s, | H, 8-H or 2-
H) ppm. *C NMR (CDCl;, 100.6 MHz): § = 27.7 (CH,-Lev), 29.8
(Me-Lev), 37.8 (CH,-Lev), 58.6 (OMe), 63.6 (C-5"), 73.5 (C-3'),
79.7, 80.2 (C-2'+C-4"), 89.8 (C-1"), 120.0 (C-5), 139.3 (C-2 or C-
8), 149.4 (C-4), 152.9 (C-8 or C-2), 155.6 (C-6), 172.5 (C=0), and
206.5 (C=0) ppm. MS (APT*): m/z = 380 (100) [M + H], 282 (10).
C16H5N5Oq4 (379.37): caled. C 50.66, H 5.58, N 18.46; found C
50.8, H 5.4, N 18.6.

Synthesis of 3',5'-Di-O-Levulinyl-3'-O-methyladenosine (4): To a
stirred mixture of 3'-O-methyladenosine (2) (80 mg, 0.28 mmol)
and Et;N (240 pL, 1.70 mmol) in 1,4-dioxane (2.8 mL) under nitro-
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gen was added levulinic acid (170 mg, 1.45 mmol), DCC (298 mg,
1.45 mmol), and DMAP (2.8 mg, 0.02 mmol). The reaction was
stirred at room temp. for 2 h. The insoluble material was collected
by filtration and the filtrate was evaporated under vacuum. The
crude was purified by flash chromatography column (gradient el-
uents 1-3% MeOH/CH,Cl,) to give 3',5'-di-O-levulinyl-3'-O-
methyladenosine (4) in 78% yield. R,(10% MeOH/CH,Cl,) = 0.52.
'"H NMR (CDCl;, 300 MHz): § = 2.14 (s, 6 H, 2Me-Lev), 2.65 (m,
8 H, 4CH,-Lev), 3.38 (s, 3 H, OMe), 4.36 (m, 4 H, 3’-H+4'-H+5'-
H), 5.86 (dd, 3Jyu = 3.1, 3Juyn = 5.0 Hz, 1 H, 2'-H), 6.08 (d, 3Juu
=29Hz 1 H, 1'-H), 6.23 (br. s, 2 H, NH,), 7.99 (s, 1 H, 2-H
or 8-H), and 8.29 (s, 1 H, 8-H or 2-H) ppm. '3C NMR (CDCl;,
100.6 MHz): 6 = 27.9 (CH,-Lev), 29.9 (Me-Lev), 38.0 (CH,-Lev),
59.3 (OMe), 63.3 (C-5"), 74.0 (C-3"), 78.1, 80.1 (C-2'+C-4"), 87.4
(C-1"), 119.9 (C-5), 139.4 (C-2 or C-8), 149.3 (C-4), 153.0 (C-8 or
C-2), 155.8 (C-6), 171.7 (C=0), 172.4 (C=0), 206.2 (C=0), and
206.6 (C=0) ppm. MS (API*): m/z = 478 (100) [M + H]*, 380 (12),
282 (8).

Enzymatic Hydrolysis of (4). Synthesis of 2'-O-Levulinyl-3'-O-meth-
yladenosine (5): To a solution of 3’,5'-di-O-levulinyl-3’-O-methyl-
adenosine (4) (76 mg, 0.16 mmol) in 1,4-dioxane (0.28 mL) was
added 0.15m phosphate buffer pH7 (1.30 mL) and CAL-B
(76 mg). The stirred mixture (250 rpm) was allowed to react for
18 h at 45°C. The enzyme was filtered off and washed with
CH,Cl,, the solvents were distilled under vacuum, and the residue
was dissolved in CH,Cl, and washed with NaHCO; (aq.). The
combined organic layers were dried with Na,SO4 and evaporated
to give 51 mg (84%) of 2'-O-levulinyl-3’-O-methyladenosine (5). R,
(10% MeOH/CH,Cl,) = 0.45; m.p. 140-142°C. IR (KBr): ¥V =
3236, 3125, 2928, 1745, 1713, 1691, and 1616 cm™'. 'H NMR
(CDCl3, 300 MHz): 0 = 2.13 (s, 3 H, Me-Lev), 2.59 (m, 2 H, CH,-
Lev), 2.68 (m, 2 H, CH»-Lev), 3.45 (s, 3 H, OMe), 3.72 (d, 3Juyy =
12.0 Hz, 1 H, 5'-H), 4.00 (d, 3Jyy = 12.0 Hz 1 H, 5'-H), 4.33 (m,
2 H,3'-H +4'-H), 5.78 (t, 3Juu = 6.0 Hz, 1 H, 2’-H), 6.01 (d, 3Jynu
=7.0Hz | H, I'-H)), 6.39 (br. s, 2 H, NH,), 7.85 (s, 1 H, 2-H
or 8-H), and 8.26 (s, 1 H, 8-H or 2-H) ppm. '3C NMR (CDCl;,
100.6 MHz): 6 = 27.6 (CH,-Lev), 29.7 (Me-Lev), 37.7 (CH,-Lev),
58.6 (OMe), 62.9 (C-5"), 74.7 (C-3"), 79.3, 85.7 (C-2'+C-4"), 88.7
(C-1"), 120.8 (C-5), 140.4 (C-2 or C-8), 148.6 (C-4), 152.2 (C-8 or
C-2), 155.8 (C-6), 171.6 (C=0), and 206.1 (C=0) ppm. MS
(APCI*): m/z = 380 (100) [M + H]*, 282 (10). C;cH,N;sOq
(379.37): caled. C 50.66, H 5.58, N 18.46; found C 50.4, H 5.5, N
18.5.

Procedure for the Enzymatic Separation of a 1:1 Mixture of 2'/3'-
O-Methyladenosine: In a standard procedure, THF (5.1 mL) filled
into an Erlenmeyer flask that contained the isomeric mixture of 2’/
3’-O-methyladenosine (1/2) (300 mg, 1.07 mmol), oxime ester
(547 mg, 3.20 mmol) and PSL-C (900 mg). The reaction mixture
was stirred at 30 °C and 250 rpm under nitrogen and monitorized
by HPLC. The enzyme was filtered off, washed with CH,Cl, and
MeOH, and the solvents evaporated under vacuum. The residue
was poured in H,O and extracted with CH,Cl,. The aqueous layer
was concentrated and the solid was washed with CH,Cl, to give
121 mg (81% yield, 97% by HPLC) of 3’-O-methyladenosine (2).
The combined organic layers were dried with Na,SO, and evapo-
rated, and the residue was subjected to flash chromatography col-
umn (4% MeOH/CH,Cl,) in order to remove traces of 5'-O-levuli-
nyl-3’-O-methyladenosine (3) and 5’-O-levulinyl-2’-O-methyladen-
osine (7).

On the other hand, the first fraction containing 3'-O-levulinyl-2’-
O-methyladenosine (6) and 3’,5'-di-O-levulinyl-2'-O-methyladeno-
sine (8) was dissolved in MeOH (9 mL) and then ammonia

3269

WWW.eurjoc.org



FULL PAPER

V. Gotor, M. Ferrero et al.

(8.4 mL, 30% aq.) was added under continuous stirring. The reac-
tion mixture was stirred at room temp. for 2 h. After evaporation
of the solvents, the crude reaction mixture was separated by flash
column chromatography (4% MeOH/CH,Cl,) to give 100 mg (67 %
yield from the initial isomeric mixture, 99% by HPLC) of 2'-O-
methyladenosine (1).

2'-0-Methyladenosine (1): R, (10% MeOH/CH,Cl,) = 0.21; m.p.
204-206 °C, ref.®! 203-204 °C or 202-203.5 °C.P9 [R (KBr): v =
3368, 3263, 3106, 2923, 1689, and 1611 cm'. '"H NMR ([Dg4]-
MeOH, 300 MHz): 6 = 3.42 (s, 3 H, OMe), 3.75 (dd, 3Jyy = 2.8,
3an = 12.6 Hz, 1 H, 5'-H), 3.89 (dd, 3y = 2.7, *Juu = 12.6 Hz,
1 H, 5'-H), 4.16 (q, *Jun = 2.6 Hz, 1 H, 4'-H) 4.43 (t, *Jyy =
5.0 Hz, 1 H, 2’-H), 4.49 (apparent dd, 3Jyy = 3.1, 3Juu = 5.0 Hz,
1 H, 3'-H), 6.06 (d, */yu = 5.9 Hz, 1 H, 1’-H), 8.19 (s, | H, 2-H
or 8-H), and 8.34 (s, 1 H, 8-H or 2-H) ppm. '*C NMR ([D¢]DMSO,
75.5 MHz)): 6 = 57.4 (OMe), 61.4 (C-5'), 68.7 (C-3'), 82.4, 85.7,
86.3 (C-1'+C-2'+C-4"), 119.2 (C-5), 139.6 (C-2 or C-8), 148.9 (C-
4), 152.4 (C-8 or C-2), and 156.0 (C-6) ppm. MS (EI): m/z (%) =
281 (5) [M*], 192 (57), 164 (28), 146 (23), 135 (100). HRMS calcd.
for Cy H;sNsOy: 281.1119; found 281.1111.

3'-0-Methyladenosine (2): R, (10% MeOH/CH,CL,) = 0.21; m.p.
175-177 °C, refP? 174-175°C or 177-178 °C.P4 IR (KBr): v =
3365, 3266, 3135, 2924, 1689, and 1614 cm™'. '"H NMR ([Dg4]-
MeOH, 300 MHz): 6 = 3.52 (s, 3 H, OMe), 3.73 (dd, 3Juy = 2.7,
3Jun = 12.6 Hz, 1 H, 5'-H), 3.90 (dd, 3Jyuyn = 2.7, *Juu = 12.6 Hz,
1 H, 5'-H), 3.99 (dd, 3Jyy = 2.7, 3Jyn = 5.1 Hz, 1 H, 3'-H), 4.25
(q, 3Juu = 2.7Hz, 1 H, 4-H), 4.83 (m, 1 H, 2’-H), 5.4 (d, 3Jyy =
6.3Hz, 1 H, 1’-H), 8.19 (s, 1 H 2-H or 8-H), and 8.32 (s, 1 H, 8-
H or 2-H) ppm. '3C NMR ([Dg]DMSO, 75.5 MHz): § = 57.5
(OMe), 61.5 (C-5"), 72.7 (C-3"), 719.9, 83.3, (C-2'+C-4"), 87.9 (C-
1), 119.3 (C-5), 139.7 (C-2 or C-8), 148.9 (C-4), 152.3 (C-8 or C-
2), and 156.0 (C-6) ppm. MS (EI): m/z (%) = 281 (3) [M*], 266 (9),
192 (3), 178 (18), 164 (63), 148 (10), 135 (100). HRMS calcd. for
C,1H;5NsO,: 281.1119; found 281.1116.

3'-0-Levulinyl-2’-O-methyladenosine (6): The isolated compound
was identical with that described in ref.[!3d]

5'-0-Levulinyl-2’-O-methyladenosine (7): The isolated compound
was identical with that described in ref.['8?]

3',5'-di-O-Levulinyl-2'-O-methyladenosine (8): The isolated com-
pound was identical with that described in ref.['8l

Methylation of Adenosine and Enzymatic Isolation of 2'-O-Methyl-
adenosine (1): Adenosine (9) (5g, 18.7 mmol) was dissolved in
DMSO (75 mL). Then KOH (1.92 g, 34.2 mmol) was added under
continuous stirring. After the KOH had dissolved, pTosOMe (4.2 g,
22.5 mmol) was added and the reaction mixture was stirred at room
temp. for 12 h. Then the DMSO was evaporated under vacuum and
acetone (75 mL) was added. The solid was filtered off and the fil-
trate evaporated to furnish 5.7 g of crude product. The crude prod-
uct was placed in an Erlenmeyer flask and PSL-C (17.1 g), oxime
ester (10.39 g, 60.8 mmol), and THF (100 mL) were added. The
reaction mixture was stirred (250 rpm) at 30 °C under nitrogen at-
mosphere for 5 d. The enzyme was filtered off, washed with CH,Cl,
and MeOH, and the solvents evaporated under vacuum. The resi-
due was taken up in H,O and extracted with CH,Cl,. The aqueous
layer contained 3’-O-methyladenosine (2), traces of 2’-O-methyl-
adenosine (1), and pTosOK. The combined organic layers were
dried with Na,SO,, evaporated, and the residue was subjected to
flash chromatography column (4% MeOH/CH,Cl,) in order to re-
move traces of 5'-O-levulinyl-3’-O-methyladenosine (3) and 5'-O-
levulinyl-2’-O-methyladenosine (7). The first fraction containing
3’-O-levulinyl-2’-O-methyladenosine (6) and 3’,5'-di-O-levulinyl-
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2'-O-methyladenosine (8) was dissolved in MeOH (65 mL), then
ammonia (61 mL, 30% aq.) was added under continuous stirring.
The reaction mixture was stirred at room temp. for 2 h. After evap-
oration of solvents crude reaction was subjected to flash
chromatography column (4% MeOH/CH,Cl,) to obtain 1.36 g
(26% yield, 99% by HPLC) of 2’-O-methyladenosine (1).

Supporting Information (see also the footnote on the first page of
this article): General spectroscopic and experimental data are
shown. Furthermore, copies of 'H, '*C, and DEPT NMR spectra
in addition of some 2D NMR experiments are included. Some
HPLC analyses are shown in support of the purity.
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