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Abstract—We previously showed that 3”-deoxy-cyclic ADP-carbocyclic-ribose (3”-deoxy-cADPcR, 4) is a stable and highly potent
analogue of cyclic ADP-ribose ((ADPR, 1), a Ca**-mobilizing second messenger. From these results, we designed and synthesized
other 3”-modified analogues of cADPcR having a substituent at the 8-position and found that this modification at the 8-position
made them partial agonists. Among these compounds, 8-NH,-3"-deoxy-cADPcR (10) was identified as a potent partial agonist with

an ECs, value of 17 nM.
© 2007 Published by Elsevier Ltd.

1. Introduction

Cyclic ADP-ribose (cADPR, 1, Fig. 1), a naturally
occurring metabolite of NAD™,> has been shown to
mobilize intracellular Ca®" in various cells, and is now
recognized as a second messenger involved in Ca** sig-
naling.> Under neutral conditions, cADPR is in a zwit-
terionic form with a positive charge around the
N1-C6-N°® moiety of its adenine ring, making the mol-
ecule unstable. Since the charged adenine moiety
attached to the anomeric carbon of the N1-ribose can
be an efficient leaving group, cADPR is readily hydro-
lyzed at the unstable Nl-ribosyl linkage to produce
ADP-ribose (ADPR), even in neutral aqueous solution.*
Under physiological conditions, cADPR is also hydro-
lyzed at the Nl-ribosyl linkage by cADPR hydrolase
to give the inactive ADPR.*

cADPR analogues can be used to prove the mechanism
of Ca®' signaling pathways mediated by cADPR and
may be lead structures for the development of clinically
useful drugs, since cADPR plays a variety of important
roles in physiological processes.*®¢ The synthesis of
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Figure 1. cADPR and its analogues.


mailto:shu@pharm.hokudai.ac.jp

T. Kudoh et al. | Bioorg. Med. Chem. 15 (2007) 3032-3040 3033

cADPR analogues has been extensively investigated by
enzymatic and chemo-enzymatic methods using ADP-ri-
bosyl cyclase-catalyzed cyclization.3®® For instance, a
series of 8-substituted analogues of cADPR were syn-
thesized by the chemo-enzymatic method to show that
these analogues were antagonists of CADPR. Among
them, 8-NH,-cADPR (2) was identified as the most po-
tent antagonist® and has been used effectively as a bio-
logical tool.> However, the analogues obtained by
these methods are limited due to the substrate-specificity
of the ADP-ribosyl cyclase.>¢

We developed an efficient method for forming the back-
bone 18-membered pyrophosphate ring structure
employing phenylthiophosphate-type substrates, which
is the key step in the chemical synthesis of cADPR
and its analogues.® When these substrates were activated
by AgNOj; or I, in the presence of molecular sieves in
pyridine, the corresponding 18-membered pyrophos-
phate ring products were obtained in high yields.®®<
Using this method, we successfully synthesized cyclic
ADP-carbocyclic-ribose (cADPcR, 3),° designed as a
stable mimic of cCADPR, in which the oxygen atom in
the N-1-ribose ring of cCADPR is replaced by a methy-
lene group. Biological evaluation of cADPcR showed
that it actually acts as a biologically and chemically sta-
ble equivalent of cADPR .

While investigating a structure—activity relationship
study of cADPcR” with a sea urchin egg homogenate as-
say system, we found 3”-deoxy-cADPcR (4) to be the
most potent Ca**-mobilizing compound in the series.”
On the other hand, 8-substituted cADPcR analogues
were designed and synthesized to possess specifically
the properties of both the stable carbocyclic analogue
3 and the 8-substituted cADPR analogues; for example,
we expected that 8-NH,-cADPcR (7) might be a
chemically and biologically stable potent antagonist of
cADPR. However, their biological evaluation disclosed
that the 8-substituted cADPcR analogues 5-7 were ago-
nists.”® Thus, only a subtle change, that is, ‘“O-" into
‘~CH»—, can bring about a dramatic switch from a high-
ly potent antagonist 8-NH,-cADPcR (2) to an almost
equipotent agonist 8-NH,-cADPcR (7).

With these results in mind, we were interested in the bio-
logical activity of the 8-substituted derivatives of the
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most potent agonist 3”-deoxy-cADPcR, namely whether
these analogues are agonists or antagonists? In this
report, we describe the synthesis and Ca**-mobilizing
effect of a series of 3”-deoxy-cADPcR analogues having
a substituent at the 8-position, which are the 8-Cl deriv-
ative 8, the 8-Nj3 derivative 9, the 8-NH, derivative 10,
and the 8-propylamino derivative 11, respectively.

2. Results and discussion
2.1. Synthetic plan

We planned to synthesize the target 8-substituted
cADPcR analogues 8-11 by the route summarized in
Scheme 1, in which the O-protected 8-CI-3"-deoxy-cAD-
PcR derivative 12 is used as the common intermediate.
Acidic deprotection of 12 would readily provide 8-ClI-
3"-deoxy-cADPcR (8). The other three targets 9, 10,
and 11 would be obtained via nucleophilic addition—
elimination at the 8-position of 12. The key intramolec-
ular pyrophosphate linkage formation could be achieved
according to the method described above: treatment of
8-chloro-5'-phenylthiophosphate substrate 13 with
AgNO3y/MS 3A as a promoter.®®¢ The substrate 13
would be derived from the two previously reported
units, the 2-chloroimidazole nucleoside derivative 1472
and the optically active carbocyclic amine 15.7°

2.2. Synthesis

The synthesis of the key common intermediate 12 is
shown in Scheme 2. When a mixture of 14 and 15 was
treated with K,CO3; in DMF at room temperature, the
desired Nl-substituted adenosine derivative 16 was
obtained in 90% yield. After protection of the 5”-hydroxyl
of 16 with a dimethoxytrityl (DMTr) group, the 5’-O-TBS
group of the product was removed with TBAF to give 17.
Treatment of 17 with an S,S’-diphenylphosphorodithio-
ate  (PSS)/2,4,6-triisopropylbenzenesulfonyl chloride
(TPSCl)/pyridine system® gave the 5'-bis(phenyl-
thio)phosphate 18 in 55% yield. After removal of the
5"-0O-DMTrt group of 18, a phosphoryl group was intro-
duced at the resulting 5”-primary hydroxyl of the resulting
19 with POCI3/(EtO);PO,° followed by treatment of the
product with H;PO,, Et;N'°, and N-methylmaleimide
(NMM)# in pyridine, affording 5’-phenylthiophosphate
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Scheme 2. Reagents and conditions: (a) K,CO3, DMF, rt, 90%; (b) 1—DMTtCl, pyridine, rt; 2—TBAF, THF, AcOH, rt, 99%; (c) PSS, TPSCI, py, rt,
55%; (d) aq 60% AcOH, rt, 82%; (¢) 1—POClIs, (EtO);PO, 0 °C; 2—H;PO,, Et;N, NMM, pyridine, 0 °C, rt, 52%; (f) AgNO;, MS 3A, Et3N, py, rt, 85%.

13 in 52% yield as a triethylammonium salt. When a solu-
tion of 13 in pyridine was added slowly to a mixture of a
large excess of AgNO; and Et3N in the presence of MS
3A in pyridine at room temperature,®®* the desired intra-
molecular condensation effectively occurred to give the
cyclized common intermediate 12 in 85% yield.

All of the target compounds were synthesized from 12 as
shown in Scheme 3. Treatment of 12 with aqueous
HCO,H and then NH4OH furnished 8-CI-3"-deoxy-
cADPcR (8). The other three target compounds, 9, 10,
and 11, were synthesized via a nucleophilic addition—
elimination reaction at the 8-position. Thus, treatment
of 12 with LiN; or propylamine at room temperature
produced the corresponding §-azido and §-propylamino
derivatives 20 and 22, respectively. The azido group of
20 was reduced under catalytic hydrogenation condi-
tions with Pd-C to give the 8-amino derivative 21.
Finally, acidic deprotection of 20 and 21 gave the target
8-N3-3"-deoxy-cADPcR (9) and 8-NH,-3"-deoxy-cAD-
PcR (10), respectively. Although similar acidic
treatment of 22 did not produce the desired 8-propyla-
mino-3"-deoxy-cADPcR (11) but rather the glycosidic
bond-cleaved product 23, the desired 11 was obtained
via reaction of the 8-Cl-cADPcR (8) and propylamine
in 39% yield along with a glycosidic bond-cleaved
product 24.

2.3. Ca**-mobilizing activity in sea urchin egg
homogenate

The Ca’"-mobilizing ability of the newly synthesized
8-substituted 3”-deoxy-cADPcR analogues 8- 11 was
evaluated by fluorometrically monitoring Ca** with
Hemicentrotus pulcherrimus sea urchin egg homoge-
nate,’!! and the results are shown in Figure 2 and Ta-
ble 1. Although the 8-propylamino derivative 11 was
completely inactive, the other 8-substituted 3”-deoxy-

cADPcR analogues showed Ca2+-mobilizing activity.
Flgure 2a shows a comparison of dose-dependent
Ca’*-release curves of the 8-substituted analogues 8, 9,
and 10 with those of cADPcR (3) and 3”-deoxy- cAD-
PcR (4). cADPcR released Ca®* from the homogenate
in a dose-dependent manner (ECs5y = 79 nM) and 3”-de-
oxy cADPcR (ECso=17nM) showed more potent
activity than cADPcR with the same maximal activity.
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Scheme 3. Reagents and conditions: (a) LiNs, py, rt, 76% (20); (b)
propylamine, rt, 74% (22); (c¢) H,, Pd-C, H,O, rt, 89%; (d) aq 80%
HCO,H, then 28% NH4OH, rt, 54% (8), 56% (9), 43% (10); (e)
propylamine, rt, 39% (11), 24% (23).
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This is consistent with previous reports.’>d The 8-substi-
tuted 3”-deoxy-cADPcR analogues 8, 9, and 10 released
Ca”" from the homogenate in a dose-dependent manner,
but the attainable maximal activity was significantly
lower than that of cADPcR; the average maximal level
was 14%, 16%, and 21% of the cADPcR for the
8-NH, derivative 10, the 8-Nj; derivative 9, and the
8-Cl derivative 8, respectively. The 8-NH, derivative
10 was more potent (ECsy = 17 nM) than the 8-CI and
the 8-Nj3 derivatives (ECso =0.19 uM (8) and 0.49 uM
(9), respectively). These results suggest that the 8-substi-
tuted analogues of 3”-deoxy-cADPcR are partial ago-
nists, in contrast to their full agonistic lead
compounds cADPcR and 3”-deoxy-cADPcR.

The cADPR-induced Ca*" release exhibits the property
of self-induced desensitization, in which the effect of a
subsequent challenge by a normally maximal concentra-
tion of cADPR is reduced depending on the concentra-
tion of the first cADPR challenge.’® Such
desensitization for the natural agonist cADPR is also
observed with cADPcR,* 3"-deoxy cADPcR,’ and
some 8-substituted cADPcR analogues.”* We therefore
tested whether the 8-substituted 3”-deoxy-cADPcR ana-
logues show such desensitization. As shown in Figure
2b, all three compounds cross-desensitized for the
Ca”" release of the homogenate with Ca®* release by
the maximal concentration of cADPcR (1 uM). The
ICs, values for the cADPcR-induced Ca’* release were
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Table 1. Ca®*-mobilizing activity of 8-substituted 3”-deoxy-cADPcR
analogues 8-11 in sea urchin egg homogenate

Compound EC50 (nM) Maximal activity (%)*
cADPcR (3) 79 100
3”-Deoxy-cADPcR (4) 17 100

8 190 14

9 490 16

10 17 21

11 Inactive —

2 Maximal Ca"-release level relative to that of cADPcR (100%).

44 nM, 0.41 pM, and 1.1 uM for the 8-NH, derivative
10, the 8-ClI derivative 8, and the 8-Nj3 derivative 9,
respectively, and the rank order was well correlated
with that of the ECsy value (Fig. 2a). These findings
provide evidence that these 8-substituted analogues of
3"-deoxy-cADPcR are partial agonists.

The 8-substituted analogues of cADPcR were shown to
release Ca®* from Lytechinus species sea urchin egg
homogenate.”® Because deletion of the hydroxyl group
at the 3”-position greatly increases the potency for
Ca”" release of cADPCR (see Fig. 2a), it would be inter-
esting to compare the Ca®*-release activity of the
8-substituted cADPcR analogues having the 3”-hydrox-
yl with that of the corresponding 8-substituted ana-
logues lacking the 3”-hydroxyl. Figure 2c shows dose-
dependent Ca** release by the 8-substituted cADPcR
analogues 5, 6, and 7, having the 3” hydroxyl group.
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Figure 2. Ca®"-mobilizing activity of compounds in sea urchin egg homogenate. (a and c) dose-dependent Ca**-mobilizing activity of cADPcR and
its analogues; the activity of each compound was expressed as a percent change in fura-2 fluorescence ratio (F340/F380) relative to 1 uM cADPcR.
(b and d) dose-dependent desensitization by cADPcR analogues; desensitization of each compound was expressed as a percent inhibition of Ca**
release induced by 1 uM cADPcR after treatment of homogenate with the compound.
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8-NH,-cADPcR (7) exhibited a Ca’" release with an
apparent saturation of the maximal activity at 33% of
the cADPcR, indicating that it is a partial agonist. This
is inconsistent with the previous report showing it to be
a full agonist.”® The reason still remains unclear, but dif-
ferent sea urchin species (Lytechinus species in the previ-
ous work’ vs Hemicentrotus species in this study) or
assay conditions might cause this difference. The poten-
cy for Ca** release (ECsy = 89 nM) was comparable to
that of cADPcR (ECsy = 79 nM), but significantly lower
than that of 8§-NH,-3"-deoxy-cADPcR (ECsy = 17 nM).

8-Cl- and 8-N3-cADPcR (5 and 6, respectively) were
much less potent and we could not see saturation even
at 30 uM. In the previous report, they were shown to
be full agonists.”* Assuming that the two compounds
are full agonists, the ECsy values for them would be
21 uM (5) and 47 uM (6), respectively. This is in marked
contrast to the results with the corresponding 3”-deoxy
congeners 8 and 9 which showed partial agonist activity
with lower ECs, values. All three of the analogues S, 6,
and 7 showed cross-desensitization with cADPcR
(Fig. 2d). 8-NH,-cADPcR (7) was much more potent
(IC50 = 96 nM) than the 8-ClI (5, ICs5y = 3.0 uM) or the
8-Nj3 (6, IC59 = 4.2 uM) derivatives, and the rank order
of desensitization correlated with the potency of Ca**
release.

The present work demonstrated the important role of
the 3”-hydroxyl in the structure-activity relationships
of cADPcR. It has been reported that 3”-deoxy-cAD-
PcR is more potent than cADPcR (Fig. 2a).”® Here,
we showed that the 8-substituted 3”-deoxy-cADPcR
analogues were more potent (lower ECsy values) in
Ca®" release from the sea urchin homogenate than the
corresponding 8-substituted cADPcR analogues having
the 3”-hydroxyl (Figs. 2a and c). This is also the case
with dose-dependency for desensitization (Figs. 2b and
d). Thus, deletion of the 3”-hydroxyl may increase the
affinity for the putative receptor irrespective of modifica-
tion of the 8-position of adenine ring.

In addition, the 3”-hydroxyl may also affect the agonistic
activity. Deletion of the 3”-hydroxyl of the full agonistic
8-Cl- and 8-N3-cADPcR converted them into partial
agonists. Even for 8-NH, derivatives which showed par-
tial agonistic activity in spite of the presence or absence
the 3”-hydroxyl, the maximal level of Ca*" release was
significantly lower in the 3”-deoxy-type compound 10.
These findings suggest that deletion of the 3”-hydroxyl
of the N1-ribose may reduce the maximal Ca*"* releasing
activity of the compounds.

It is known that modification of cADPR at the 8-posi-
tion of the adenine ring with NH,, N3, or halogen sub-
stituent converts it from agonist to antagonist.’ In
addition, 7-deaza-cADPR, in which the N7 atom of
the adenine ring is replaced by a methine, has been
shown to behave as a partial agonist.!?> Thus, there is
no doubt that the adenine ring plays an important role
in the agonist/antagonist switch of the cADPR and its
analogues.’ On the other hand, 8-substituted cCADPcR
analogues, in which the oxygen atom in the N1-ribose

ring is replaced by a methylene, behaved as full agonists,
even when the adenine ring was modified.”® Here, we
show that deletion of the 3”-hydroxyl of the N1-ribose
moiety shifted the compound toward becoming more
antagonistic, since a partial agonist is regarded as an
intermediate between a full agonist and an antagonist.
Thus, the N1-ribose moiety may also be critically impor-
tant in agonist/antagonist switching of the cADPR
activity. Replacement of the oxygen atom with a meth-
ylene may shift the compound toward agonistic, and
deletion of the 3”-hydroxyl may reverse it.

As described, this study presents substantial results to
understand the SAR of cADPR and its analogues at
the 8- and the 3”-positions, especially as regards ago-
nist/antagonist switching.

3. Experimental
3.1. General methods

Chemical shifts are reported in ppm downfield from
Me,Si ('H in CDCly), HDO ('H in D,0), MeCN (**C
in D,0), CDCl; (!*C in CDCl;), or H;PO, ('P).
All of the 'H-NMR assignments described were in
agreement with COSY spectra. Thin-layer chromatogra-
phy was done on Merck coated plate 60F,s4. Silica gel
chromatography was done on Merck silica gel 5715.
Reactions were carried out under an argon atmosphere.

3.2. 8-Chloro-N-1-[(1R,2R,4S)-2-(methoxymethyloxy)-4-
(hydroxymethyl)cyclopentyl]-5'-O-(tert-butyldimethylsi-
lyl)-2',3’-O-isopropylideneadenosine (16)

A mixture of 14 (370 mg, 0.786 mmol), 15 (176 mg,
1.00 mmol), and K,CO;3; (5mg, 39 umol) in DMF
(8 mL) was stirred at room temperature for 16 h, and
then the solvent was evaporated. The residue was parti-
tioned between EtOAc and H,O, and the organic layer
was washed with brine, dried (Na,SQO,), and evaporated.
The residue was purified by column chromatography
(Si0,, 10% MeOH in EtOAc) to give 16 (435 mg,
90%) as a pale yellow foam: '"H-NMR (CDCl;,
500 MHz) 6 7.65 (s, 1H, H-2), 6.07 (d, 1H, H-1’,
Jyy =22Hz), 553 (dd, 1H, H-2/, Jy; =2.2 Hz,
Jyy = 6.4 Hz), 5.00 (m, 2H, H-1”, H-3), 4.58 (d, 1H,
MOM-CH,, J=6.7Hz), 4.55 (d, 1H, MOM-CH,,
J=6.7Hz), 450 (m, 1H, H-2"), 421 (m, 1H, H-4),
3.72 (dd, 1H, H-5a, Js, 5, = 10.8 Hz, Jg,4 = 6.3 Hz),
3.68 (m, 2H, H-5'b, H-5"a), 3.59 (dd, 1H, H-5"b,
J5”b,5”a =10.8 HZ, J5”b.4” =37 HZ), 3.21 (S, 3H,
MOM-CH3), 2.43 (m, 1H, H-4"), 2.32 (m, 2H, H-3"a,
H-3"b), 2.20 (m, 1H, H-6"a), 1.85 (m, 1H, H-6"b),
1.59, 1.38 (each s, each 3H, isopropylidene), 0.86 (s,
9H, tert-butyl), 0.001, —0.015 (each s, each 3H, Si-
CH;); *C-NMR (CDCl;, 125 MHz) § 152.9, 147.6,
141.4, 135.4, 122.6, 114.3, 96.4, 90.1, 87.5, 83.0, 81.6,
78.5, 68.9, 67.16, 63.0, 55.4, 36.5, 34.3, 28.4, 27.2, 25.9,
25.5, 18.4, —5.4, —5.4; FAB-MS m/z 614 (MH)"; UV
(MeOH) Anax 263 nm; Anal. Caled for C,;H44CIN5O-Si:
C, 52.80; H, 7.22; N, 11.40. Found: C, 52.77; H, 7.17; N,
11.30.
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3.3. 8-Chloro-N-1-[(1R,2R,4S)-2-(methoxymethyloxy)-4-
(dimethoxytrityloxymethyl)cyclopentyl]- 2',3’- O-isopro-
pylideneadenosine (17)

A mixture of 16 (1.51 g, 2.45 mmol) and DMTrCl
(2.49 g, 7.35 mmol) in pyridine (25 mL) was stirred at
room temperature for 1h. After addition of MeOH
(20 mL), the resulting mixture was evaporated. The res-
idue was partitioned between EtOAc and H,O, and the
organic layer was washed with brine, dried (Na,SOy),
and evaporated. A mixture of the residue, TBAF
(1.OM in THF, 490mL, 4.90 mmol), and AcOH
(140 pL, 2.45 mmol) in THF (15mL) was stirred at
room temperature for 3 h, and then the solvent was
evaporated. The residue was puriﬁed by column chro-
matography (SiO,, 75% EtOAc in hexane) to give 17
(1.94 g, 99%) as a white foam: 'H-NMR (CDCls,
500 MHz) 6 7.68 (s, 1H, H-2), 6.82-7.43 (m, 13H,
DMTr), 6.00 (d, 1H, H-1', J;» = 5.1 Hz), 522 (m,
1H, H-17), 5.11 (dd, 1H, H-2', Jy; =5.1 Hz,
Jyy =57Hz), 501 (dd, 1H, H-3', Jy»y =5.7 Hz,
Jy 4 = 0.9 Hz), 4.60 (s, 2H, MOM-CH,), 4.46 (m, 2H,
H-2", H-4"), 3.91 (m, 1H, H-5a), 3.79 (s, 6H, DMTr-
OMe x 2), 3.74 (m, 1H, H-5'b), 3.25 (s, 3H, MOM-
CH3;), 3.10 (m, 1H, H-5"a), 3.06 (m, 1H, H-5"b), 2.54
(m, 1H, H-4"), 2.44 (m, 1H, H-6"a), 1.94 (m, 2H, H-
3"a, H- 3“b) 1.68 (m, 1H H- 6”b) 1.64, 1.37 (each s, each
3H, isopropylidene); '*C-NMR (CDCls, 125 MHz) &
171.0, 167.7, 158.4, 153.0, 145.9, 145.0, 140.4, 136.3,
134.5, 132.4, 130.8, 130.0, 128.8, 128.1, 127.7, 126.7,
123.1, 114.2, 113.0, 95.6, 92.3, 85.7, 85.5, 83.1, 81.2,
79.6, 68.1, 66.5, 63.1, 60.3, 55.5, 55.2, 38.7, 35.7, 34.3,
33.8, 30.3, 28.9, 27.6, 25.4; HRMS (FAB, positive) calcd
for C42H49C1N509 802.3219 (MH)+, found 8023214,
MeOH A« 263 nm.

3.4. 8-Chloro-N-1-[(1R,2R 4S)-2-(methoxymethyloxy)-4-
(dimethoxytrityloxymethyl)cyclopentyl]- 5'-O-[bis(phenyl-
thio)phosphoryl]-2’,3’-O-isopropylideneadenosine (18)

A mixture of PSS (2.70 g, 7.07 mmol) and TPSCI
(1.93 g, 6.36 mmol) in pyridine (23 mL) was stirred at
room temperature for 1h. To the resulting mixture
was added 17 (1.89 g, 2.36 mmol), and the mixture was
stirred at room temperature for further 90 min. The sol-
vent was evaporated, and the residue was partitioned be-
tween EtOAc and H,O. The organic layer was washed
with brine, dried (Na,SQy), and evaporated. The residue
was puriﬁed by column chromatography (SiO,, 75%
EtOAc in hexane) to give 18 (1.38 g, 55%) as a white
foam: '"H-NMR (CDCls, 500 MHz) § 7.66 (s, 1H, H-
2), 6.81-7.49 (m, 23H, DMTr, SPhx2), 6.13 (d, 1H,
H-1, Jy 2/—17Hz) 546 (dd, 1H, H-2/,
Jyy=17Hz, Jyy==63Hz), 514 (m, 1H, H-17),
5.04 (dd, 1H, H-3', Jy y = 6.3 Hz, Jy » = 3.1 Hz) 4.58
(d, 1H, MOM- CHZ, J=6.8 Hz), 4.55 (d, 1H, MOM-
CH,, J= 6.8 Hz), 4.50 (m, 1H, H-2"), 4.41 (m, 2H, H-
4’ H-5'a), 4.31 (m, 1H, H-5’b), 3.78 (s, 6H, DMTt-
OMe x 2), 3.22 (s, 3H, MOM-CH3), 3.12 (m, 1H, H-
5"a), 3.09 (m, 1H, H-5"b), 2.53 (m, 1H, H-4"), 2.38
(m, 1H, H-6"a), 1.94 (m, 2H, H-3"a, H-3"b), 1.74 (m,
1H, H-6"b), 1.61, 1.38 (each s, each 3H, isopropylidene);
13C-NMR (CDCl;, 125MHz) 6 158.4, 153.2, 146.1,

145.1, 141.0, 136.2, 135.3, 135.2, 135.0, 135.0, 134.6,
130.0, 129.5, 129.5, 129.5, 129.3, 128.1, 127.7, 126.6,
126.1, 126.0, 125.9, 125.8, 122.5, 114.5, 113.0, 95.78,
90.1, 85.7, 85.6, 83.6, 81.4, 79.9, 66.4, 66.3, 63.5, 55.5,
55.1, 35.9, 34.46, 33.5, 27.1, 25.3; *'P-NMR (CDCls,
202 MHz) 6 50.61 (s); FAB-MS m/z 1066 (MH)"; UV
(MeOH) Apax 295 (sh) nm; Anal. Caled for Cs4Hs7CIN;
0,0PS»: C, 60.81; H, 5.39; N, 6.57. Found: C, 60.64; H,
5.47; N, 6.31.

3.5. 8-Chloro-N-1-[(1R,2R,45)-2-(methoxymethyloxy)-4-
(hydroxymethyl)cyclopentyl]-5’-O-[bis(phenylthio)phos-
phoryl]-2’,3’-O-isopropylideneadenosine (19)

A solution of 18 (1.32 g, 1.24 mmol) in aqueous 60%
AcOH (10 mL) was stirred at room temperature for
1 h and then evaporated. The residue was partitioned
between EtOAc and aqueous saturated NaHCOs;, and
the organic layer was washed with H,O and brine, dried
(NaySOy), and evaporated. The residue was puriﬁed by
column chromatography (SiO,, 10% MeOH i m EtOAc)
to give 19 (775 mg, 82%) as a white foam: '"H-NMR
(CDCl;, 500 MHz) 6 7.76 (s, 1H, H-2), 7.30-7.50 (m,
10H, SPh x2), 6.13 (d, 1H, H-l/, Jry =18 Hz), 548
(dd, 1H, H-2/, Jy » = 1.8 Hz, Jy 3y = 6.3 Hz), 5.06 (dd,
1H, H-3', Jyy = 6.3 Hz, Jy, = 3.1 Hz), 491 (m, 1H,
H-1"), 4.58 (d, 1H, MOM-CH,, J=6.8 Hz), 4.56 (d,
1H, MOM-CH,, J = 6.8 Hz), 4.51 (m, 1H, H-2"), 4.42
(m, 2H, H-4', H-5a), 4.31 (m, 1H, H-5'b), 3.67 (dd,
1H, H-S”a, JS"a,S”b =11.0 HZ, JS”'AA” =27 HZ), 3.57
(dd, 1H, H'S”b, JS”b.S"a =11.0 HZ, J5’/b74” =2.6 HZ),
3.21 (s, 3H, MOM-CHj;), 2.41 (m, 1H, H-4"), 2.29 (m,
2H, H-3"a, H-3"b), 2.16 (m, 1H, H-6"a), 1.80 (m, 1H,
H-6"b), 1.61, 1.39 (each s, each 3H, isopropylidene);
BC-NMR (CDCl;, 125MHz) & 152.8, 148.1, 141.3,
135.4, 135.4, 135.1, 135.0, 129.6, 1296 1296 129.4,
126.0, 126.0, 125.8, 125.7, 122.5, 114.6, 96.4, 90.3,
85.7, 85.7, 83.7, 81.5, 78.8, 66.8, 66.2, 66.2, 55.4, 36.8,
34.1, 28.1, 27.1, 25.4; 3'P-NMR (CDCls, 202 MHz) ¢
50.82 (s); FAB-MS m/z 764 (MH)"; UV (MeOH) Anmax
262, 295 (sh) nm; Anal. Calcd for Cs3H39CINsOgPS5:
C, 51.86; H, 5.14; N, 9.16. Found: C, 51.96; H, 5.18;
N, 8.88.

3.6. 8-Chloro-N-1-[(1R,2R,45)-2-(methoxymethyloxy)-4-
(phosphonoxymethyl)cyclopentyl]-5'- O-|(phenylthio)phos-
phoryl]-2’,3’-O-isopropylideneadenosine (13)

A mixture of POCIl; (186 uL, 2.00 mmol) and 19
(153 mg, 0.200 mmol) in PO(OEt); (2.0 mL) was stirred
at 0°C for 2 h. After addition of aqueous saturated
NaHCO; (3 mL), the resulting mixture was stirred at
0 °C for 10 min. To the mixture were added triethylam-
monium acetate (TEAA) buffer (2.0 M, pH 7.0, 1 mL)
and H,O (5 mL), and the resulting solution was applied
to a Cyg reversed phase column (1.1 X 17 cm). The col-
umn was developed using a linear gradient of 0-70%
MeCN in TEAA buffer (0.1 M, pH 7.0, 400 mL).
Appropriate fractions were evaporated, and excess
TEAA was removed by C;g reversed phase column chro-
matography (1.1 x17cm, eluted with 70% aqueous
MeCN). Appropriate fractions were evaporated, and
the residue was co-evaporated with pyridine
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(2.0 mL x 3). A mixture of the residue, NMM (169 mg,
1.53 mmol), H3;PO, (155uL, 3.05mmol), and Et;N
(213 pL, 1.53 mmol) was stirred at 0 °C for 4 h under
shading. After addition of TEAA buffer (1.0 M, pH
7.0, 2 mL), the resulting mixture was evaporated. The
residue was partitioned between EtOAc and H,O, and
the aqueous layer was evaporated. A solution of the res-
idue in H,O (5 mL) was applied to a C;g reversed phase
column (1.1 x 17 cm), and the column was developed
using a linear gradient of 0-35% MeCN in TEAA buffer
(0.1 M, pH 7.0, 400 mL). Appropriate fractions were
evaporated, and excess TEAA was removed by Cig
reversed phase column chromatography (1.1 x 17 cm,
eluted with 50% aqueous MeCN). Appropriate fractions
were evaporated, and the residue was lyophilized to give
13 (89 mg, 52%) as a triethylammonium salt: 'H-NMR
(D50, 500 MHz) 6 8.76 (s, 1H, H-2), 7.14-7.24 (m,
5H, SPh), 6.39 (br s, 1H, H-1’), 5.78 (d, 1H, H-2/,
Jyy =63Hz), 525 (dd, 1H, H-3', Jyy = 6.3 Hz,
Jyy =2.7Hz), 484 (m, 1H, H-1"), 477 (d, 1H,
MOM-CH,, J=7.1Hz), 4.73 (d, 1H, MOM-CH,,
J=17.1Hz), 4.68 (m, 2H, H-2", H-4'), 4.22 (m, 1H, H-
5'a), 4.10 (m, 1H, H-5'b), 3.88 (m, 2H, H-5" x 2), 3.34
(s, 3H, MOM-CHs;), 3.17 (q, 6H, Et;NH-CH;x 3,
J=7.3Hz), 2.66 (m, 1H, H-4"), 2.58 (m, 1H, H-6"a),
2.20 (m, 1H, H-3"a), 2.07 (m, 1H, H-3"b), 1.88 (m,
1H, H-6"b), 1.63, 1.42 (each s, each 3H, isopropylidene),
1.26 (t, 9H, Ets3NH-CH;x 3, J=7.3 Hz); *C-NMR
(D50, 125 MHz) ¢ 150.4, 146.7, 145.3, 142.4, 131.4,
130.5, 129.4, 127.8, 118.6, 115.4, 96.8, 91.4, 87.6, 87.6,
83.8, 81.8, 81.7, 68.3, 66.2, 65.9, 56.3, 47.1, 34.8, 34.7,
32.8, 32.0, 26.3, 24.6, 8.7; *'P-NMR (D,0, 202 MHz)
0 17.31 (s), 1.43 (s); HRMS (FAB, negative) calcd for
C27H35C1N5012P28 750.1167 [(M — H)i], found
750.1141; UV (H;0) Zax 263 nm.

3.7. 8-Chloro-2"-0O-methoxymethyl-3"-deoxy-cyclic ADP-
carbocyclic-ribose 2',3'-O-acetonide (12)

To a mixture of AgNO; (412 mg, 2.43 mmol), EtzN
(338 pL, 2.43 mmol), and MS 3A (powder, 500 mg) in
pyridine (80 mL), a solution of 13 (99 mg, 0.12 mmol)
in pyridine (80 mL) was added slowly over 15 h, using
a syringe-pump, at room temperature under shading.
The MS 3A was filtered off with Celite and washed with
H,0. To the combined filtrate and washings was added
TEAA buffer (2.0 M, pH 7.0, 2 mL), and the resulting
solution was evaporated. The residue was partitioned
between EtOAc and H,O, and the aqueous layer was
evaporated. A solution of the residue in H,O (5 mL)
was applied to a C;g reversed phase column
(1.1 x 17 cm), and the column was developed using a lin-
ear gradient of 0-25% MeCN in TEAA buffer (0.1 M,
pH 7.0, 400 mL). Appropriate fractions were evaporat-
ed, and excess TEAA was removed by C;g reversed
phase column chromatography (1.1 x 17 cm, eluted with
40% aqueous MeCN). Appropriate fractions were evap-
orated, and the residue was lyophilized to give 12
(73 mg, 85%) as a triethylammonium salt: 'H-NMR
(D0, 500 MHz) ¢ 9.19 (s, 1H, H-2), 6.40 (br s, 1H,
H-1"), 5.63 (d, 1H, H-2', Jy y = 6.2 Hz), 5.57 (dd, 1H,
H'3,, J3/?2’ = 62 HZ, J3’_’4/ = 25 HZ), 495 (m, 1H,
H-17), 4.89 (d, 1H, MOM-CH,, J=7.1 Hz), 4.78 (d,

1H, MOM-CH,, J=17.1 Hz), 4.58 (m, 1H, H-4'), 4.34
(m, 1H, H-2"), 4.24 (m, 1H, H-5"a), 4.14 (m, 1H, H-
5"b), 4.08 (m, 1H, H-5a), 3.97 (m, 1H, H-5'b), 3.45 (s,
3H, MOM-CH;), 3.19 (q, 6H, Et;NH-CH,x 3,
J=73Hz), 297 (m, 1H, H-6"a), 2.81 (m, 1H,
H-4"), 2.51 (m, 1H, H-6"b), 2.15 (m, 1H, H-3"a),
2.05 (m, 1H, H-3"b), 1.64, 1.44 (each s, each 3H, isopro-
P;flidene), 1.27 (t, 9H, Et;NH-CH;x 3, J=7.3 Hz);

C-NMR (D,O, 125MHz) ¢ 150.7, 146.9, 145.3,
1419, 118.8, 115.1, 97.2, 91.7, 87.2, 85.5, 84.8, 82.2,
67.7, 66.5, 64.3, 56.2, 47.1, 37.2, 33.4, 30.3, 26.3, 24.7,
8.6; *'P-NMR (D,O, 202MHz) § -8.86 (d,
J=11.4Hz), —10.08 (d, J=11.4 Hz); HRMS (FAB,
positive) calcd for C,;H3,CINsO,P, 642.1127 (MH™),
found 642.1136; UV (H>O) Apyax 263 nm.

3.8. 8-Chloro-3"-deoxy-cyclic ADP-carbocyclic-ribose (8)

A solution of 12 (19 mg, 25 umol) in aqueous 80%
HCO,H (1 mL) was stirred at room temperature for
49 h and then evaporated. After co-evaporation of
the residue with H,O (2mL x3), aqueous 28%
NH4OH (1 mL) was added, and the mixture was stir-
red at room temperature for 2 h. The solvent was evap-
orated, and the residue was co-evaporated with H,O
(2mL x 3). The resulting residue was dissolved in
TEAB buffer (0.1 M, pH 7.0, 786 uL), and the solution
was lyophilized to give 8 (8 mg, 54%) as a triethylam-
monium salt: 'H-NMR (D,O, 500 MHz, potassium
salt) o 9.09 (s, 1H, H-2), 6.18 (d, 1H, H-1’,
Jyy =62Hz), 525 (m, 1H, H-2'), 487 (m, 1H,
H-1"), 4.67 (m, 1H, H-3'), 4.51 (m, 2H, H-2", H-5"a),
442 (m, 1H, H-4"), 420 (m, 1H, H-5"b), 4.11 (m,
1H, H-5'b), 4.04 (m, 1H, H-5"b), 291 (m, 1H,
H-6"a), 2.79 (m, 1H, H-4"), 2.51 (m, 1H, H-6"b),
2.17 (m, 1H, H-3"a), 1.98 (m, 1H, H-3"b); "*C-NMR
(D,0O, 125 MHz) ¢ 150.9, 147.6, 145.0, 142.5, 119.0,
90.4, 85.5, 78.6, 73.5, 71.0, 68.2, 68.0, 65.2, 37.5,
35.9, 30.7; *'P-NMR (DO, 202 MHz) & —9.72 (d,
J=11.4Hz), —10.62 (d, J=11.4 Hz); HRMS (FAB,
positive) caled for C;¢H»3CINsO;P, 558.0552 (MH™),
found 558.0561; UV (H,0) Apax 263 nm.

3.9. 8-Azido-2"-O-methoxymethyl-3"-deoxy-cyclic ADP-
carbocyclic-ribose 2',3’-0-acetonide (20)

A mixture of 12 (46 mg, 61 pmol) and LiN; (60 mg,
1.2 mmol) in pyridine (2.0 mL) was stirred at room tem-
perature for 4 days. To the mixture were added TEAA
buffer (2.0 M, pH 7.0, 1 mL) and H,O (5 mL), and the
resulting solution was applied to a C;g reversed phase
column (1.1 x 17 cm). The column was developed using
a linear gradient of 0-30% MeCN in TEAA buffer
(0.1 M, pH 7.0, 400 mL). Appropriate fractions were
evaporated, and excess TEAA was removed by C,g re-
versed phase column chromatography (1.1x 17 cm,
eluted with 50% aqueous MeCN). Appropriate fractions
were evaporated, and the residue was lyophilized to give
20 (35 mg, 76%) as a triethylammonium salt: '"H-NMR
(D,0, 500 MHz) ¢ 9.12 (s, 1H, H-2), 6.14 (br s, 1H,
H-1'), 5.57 (d, 1H, H-2', Jyy = 6.1 Hz), 5.50 (d, 1H,
H-3', Jyy = 6.1 Hz), 4.94 (m, 1H, H-1"), 4.90 (d, 1H,
MOM-CH,, J=72Hz), 479 (d, 1H, MOM-CH,,
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J=17.2Hz),4.57 (m, 1H, H-4'), 441 (m, 1H, H-2"), 4.21
(m, 1H, H-5"a), 4.10 (m, 2H, H-5"b, H-5'a), 3.96 (m,
1H, H-5'b), 3.46 (s, 3H, MOM-CHj3), 3.20 (q, 6H,
Et;NH-CH, x 3, J=7.3Hz), 297 (m, 1H, H-6"a),
2.81 (m, 1H, H-4"), 2.49 (m, 1H, H-6"b), 2.17 (m, 1H,
H-3"a), 2.05 (m, 1H, H-3"b), 1.62, 1.43 (each s, each
3H, isopropylidene), 1.28 (t, 9H, Et;NH-CH;x 3,
J=7.3Hz); BC-NMR (D,0, 125 MHz) § 149.5, 149.4,
146.9, 143.9, 118.3, 114.9, 97.1, 90.5, 87.0, 85.4, 84.8,
82.3, 67.6, 66.8, 64.4, 56.2, 47.1, 37.2, 33.5, 30.5, 26.3,
24.7, 8.7; 3'P-NMR (D,O, 202 MHz) & —9.43 (d,
J=11.4Hz), —10.77 (d, J=11.4Hz); HRMS (FAB,
negative) caled for Cy HyyNgO,P,  647.1386
[(M — H)7], found 647.1389; UV (H>0) Jmax 284 nm.

3.10. 8-Azido-3"-deoxy-cyclic ADP-carbocyclic-ribose (9)

Compound 9 (11 mg, 56%) was obtained from 20
(22 mg, 29 pmol) as described for the synthesis of 8:
'"H-NMR (D,0, 500 MHz) 6 9.02 (s, 1H, H-2), 5.89
(d, 1H, H-1, Jyy=6.2Hz), 517 (m, 1H, H-2'),
4.84 (m, 1H, H-17), 4.62 (m, 1H, H-3'), 449 (m,
1H, H-2"), 447 (m, 1H, H-5'a), 4.36 (m, 1H, H-4"),
4.19 (m, 1H, H-5"a), 4.08 (m, 1H, H-5'b), 4.02 (m,
1H, H-5"b), 3.18 (q, ©6H, Et;NH-CH,x3,
J=73Hz), 290 (m, 1H, H-6"a), 2.77 (m, 1H,
H-4"), 2.52 (m, 1H, H-6"b), 2.16 (m, 1H, H-3"a),
1.97 (m, 1H, H-3"b), 1.26 (t, 9H, Et;NH-CH;x 3,
J=73Hz); “C-NMR (D,O, 125MHz) § 150.1,
149.8, 147.4, 1439, 1184, 88.8, 85.3, 78.6, 73.3,
71.0, 68.3, 67.9, 65.2, 47.1, 37.6, 359, 30.7, 8.7;
3 P_NMR (D,O, 202 MHz) 6 —9.64 (d, J=11.4 Hz),
—10.48 (d, J=11.4 Hz); HRMS (FAB, positive) calcd
for C1¢H»3NgO 1P, 565.0956 (MH™), found 565.0968;
UV (H,0) Amax 282 nm.

3.11. 8-Amino-2"-0-methoxymethyl-3"-deoxy-cyclic
ADP-carbocyclic-ribose 2',3’-O-acetonide (21)

A mixture of 20 (12mg, 16 pumol) and 10% Pd-C
(10 mg) in H,O (1.0 mL) was stirred under atmospheric
pressure of H, at room temperature for 1 h. The Pd-C
was filtered off with Celite and washed with H>O, and
the combined filtrate and washing were evaporated. To
the residue were added TEAA buffer (2.0 M, pH 7.0,
500 uL) and H,O (3mL), and the resulting solution
was applied to a C;g reversed phase column
(1.1 x 17 cm). The column was developed using a linear
gradient of 0-25% MeCN in TEAA buffer (0.1 M, pH
7.0, 300 mL). Appropriate fractions were evaporated,
and excess TEAA was removed by C;g reversed phase
column chromatography (1.1 x 17 cm, eluted with 40%
aqueous MeCN). Appropriate fractions were evaporat-
ed, and the residue was lyophilized to give 21 (10 mg,
89%) as a triethylammonium salt: 'H-NMR (DO,
500 MHz) ¢ 9.06 (s, 1H, H-2), 6.16 (br s, 1H, H-1'),
5.65 (d, 1H, H-2', Jyy = 6.2 Hz), 5.58 (dd, 1 H, H-3,
Jyy =62Hz, Jyy=23Hz), 491 (m, 1H, H-1"),
488 (d, 1H, MOM-CH,, J=72Hz), 476 (d, 1H,
MOM-CH,, J=7.2Hz), 4.50 (m, 1H, H-4'), 4.29 (m,
1H, H-2"), 423 (m, 1H, H-5"a), 4.12 (m, 1H, H-5"b),
4.02 (m, 1H, H-5a), 3.88 (m, 1H, H-5'b), 3.45 (s, 3H,
MOM-CH3), 3.18 (q, 6H, Et;NH-CH, x 3, J= 7.3 Hz),

293 (m, 1H, H-6"a), 2.79 (m, 1H, H-4"), 2.53 (m, 1H,
H-6"b), 2.12 (m, 1H, H-3"a), 2.00 (m, 1H, H-3"b),
1.62, 1.43 (each s, each 3H, isopropgllidene), 1.26 (t,
9H, Et;NH-CH;x3, J=7.3Hz); "C-NMR (DO,
125 MHz) § 155.3, 147.70, 146.8, 141.9, 118.2, 114.9,
97.2, 89.7, 86.9, 85.8, 84.7, 82.4, 67.5, 66.5, 64.3, 56.2,
47.1, 37.3, 33.1, 30.1, 26.3, 24.7, 8.7; *'P-NMR (DO,
202MHz) 6 -946 (d, J=153Hz), -10.61 (d,
J=153Hz); HRMS (FAB, negative) calcd for
C21H31N6012P2 621.1481 [(M — H)i], found 6211462,
UV (HyO) Jpax 277 nm.

3.12. 8-Amino-3"-deoxy-cyclic ADP-carbocyclic-ribose
10)

Compound 10 (6.0 mg, 43%) was obtained from 21
(15mg, 21 umol) as described for the synthesis of 8:
'"H-NMR (D,O, 500 MHz) 6 8.88 (s, 1H, H-2), 5.91
(d, 1H, H-1’, Jyy =63 Hz), 531 (dd, 1H, H-2/,
Jyy =63Hz, Jyy=49Hz), 482 (m, 1H, H-17),
4.64 (dd, 1H, H-3', Jyy =49 Hz, Jyy =2.3 Hz),
449 (m, 2H, H-5'a, H-2"), 4.37 (m, 1H, H-4'), 4.19
(m, 1H, H-5"a), 4.10 (m, 1H, H-5'b), 4.01 (m, 1H,
H-5"b), 3.20 (q, 6H, Et;NH-CH,x3, J=7.3Hz),
2.89 (m, 1H, H-6"a), 2.77 (m, 1H, H-4"), 2.53 (m,
IH, H-6"b), 2.16 (m, 1H, H-3"a), 1.96 (m, 1H, H-
3"b), 1.28 (t, 9H, EtsNH-CH;x 3, J= 7.3 Hz); "*C-
NMR (D,O, 125 MHz) ¢ 156.0, 148.0, 147.4, 118.3,
88.4, 85.1, 85.0, 78.7, 72.8, 71.0, 68.0, 67.9, 65.2,
472, 376, 359, 306, 8.7; *'P-NMR (DO,
202MHz) 6 -9.38 (d, J=114Hz), -10.11 (d,
J=11.4Hz); HRMS (FAB, positive) calcd for
C16H25N60]|P2 539.1051 (MH)+, found 5391052,
UV (H;0) Zpax 276 nm.

3.13. 8-Propylmino-2"-O-methoxymethyl-3"-deoxy-cyclic
ADP-carbocyclic-ribose 2',3’-O-acetonide (22)

A solution of 12 (15mg, 20 pmol) in propylamine
(1.0 mL) was stirred at room temperature for 69 h and
then evaporated. To the residue were added TEAA buffer
(2.0 M, pH 7.0, 500 pL) and H,O (3 mL), and the result-
ing solution was applied to a C;g reversed phase column
(1.1 x 17 cm). The column was developed using a linear
gradient of 0-40% MeCN in TEAA buffer (0.1 M, pH
7.0, 400 mL). Appropriate fractions were evaporated,
and excess TEAA was removed by C;g reversed phase col-
umn chromatography (1.1 x17 cm, eluted with 50%
aqueous MeCN). Appropriate fractions were evaporated,
and the residue was lyophilized to give 22 (13 mg, 74%) as
a triethylammonium salt: '"H-NMR (D,0, 500 MHz) §
8.03 (s, 1H, H-2), 6.39 (d, 1H, H-2', Jy 3y = 5.7 Hz),
5.87 (s, 1H, H-1’), 5.06 (d, 1H, H-3', Jy» = 5.7 Hz),
4.85 (d, 1H, MOM-CH,, J=7.0Hz), 4.82 (d, 1H,
MOM-CH,, J=7.0Hz), 4.41 (m, 1H, H-4'), 4.37 (m,
1H, H-17), 421 (m, 1H, H-2"), 3.74 (m, 1H, H-5"a),
3.45 (s, 3H, MOM-CH3), 3.42 (m, 1H, H-5"a), 3.36 (m,
IH, NH-CH,-CH,CH3), 3.28 (m, 2H, H-5"b, NH-
CH2—CH2CH3), 3.19 (q, 12H, Et3NH—CH2 X 6,
J=7.3Hz), 293 (m, 1H, H-5'b), 2.51 (m, 1H, H-4"),
2.09 (m, 4H, H-6"a, H-6"b, H-3"a, H-3"b), 1.68 (m, 2H,
NH-CH,-CH»,—CH3;), 1.60, 1.51 (each s, each 3H, isopro-
pylidene), 1.27 (t, 18H, Et;NH-CH;x 6, J=7.3 Hz),
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0.97 (t, 3H, NH-CH,CH,~CHs, J = 7.4 Hz); "*C-NMR
(D,O, 125 MHz) & 152.8, 149.6, 148.9, 148.0, 117.1,
113.9, 95.3, 89.9, 87.5, 83.2, 82.3, 69.8, 65.3, 58.0, 55.8,
47.1, 45.2, 36.2, 36.1, 32.6, 31.3, 26.0, 24.6, 22.3, 11.2,
8.7: *'P-NMR (D,O, 202MHz) & -10.00 (d,
J=11.4Hz), —11.00 (d, J = 11.4 Hz); HRMS (FAB, po-
sitive) calcd for C24H39N6012P2 665.2101 (MH)+, found
665.2108; UV (H20) Amax 284 nm.

3.14. 8-Propylamino-3"-deoxy-cyclic ADP-carbocyclic-
ribose (11)

A solution of 8 (7.0 mg, 12 umol) in propylamine
(1.0 mL) was stirred at room temperature for 11 days
and then evaporated. To the residue were added TEAA
buffer (2.0 M, pH 7.0, 500 uL.) and H,O (3 mL), and the
resulting solution was applied to a C;g reversed phase
column (1.1 x 17 cm). The column was developed using
a linear gradient of 0-25% MeCN in TEAA buffer
(0.1 M, pH 7.0, 300 mL). Appropriate fractions for 11
and for 24 were evaporated, respectively. Excess TEAA
of each fraction was removed by Cg reversed phase col-
umn chromatography (1.1 x17 cm, eluted with 40%
aqueous MeCN). The residues were lyophilized to give
11 (4.0 mg, 39%) and 24 (2.0 mg, 24%) as triethylammo-
nium salts, respectively: 11: "H-NMR (D,0, 500 MHz)
6 8.01 (s, 1H, H-2), 5.72 (d, 1H, H-2', Jy y = 4.3 Hz),
5.63 (br s, 1H, H-1'), 4.71 (m, 1H, H-3'), 4.39 (m, 1H,
H-1"), 4.13 (m, 1H, H-4'), 4.01 (m, 1H, H-2"), 3.80
(m, 1H, H-5’a), 3.73 (m, 1H, H-5"a), 3.64 (m, 1H, H-
5'b), 3.44 (m, 1H, H-5"b), 3.33 (m, 1H, NH-CH,-
CH,CHj3), 3.28 (m, 1H, NH-CH,-CH,CH3;), 3.17 (q,
12H, Et;NH-CH, x 6, J = 7.3 Hz), 2.54 (m, 1H, H-4"),
2.13 (m, 1H, H-3"a), 2.01 (m, 1H, H-6"a), 1.98 (m,
1H, H-3"b), 1.95 (m, 1H, H-6"b), 1.68 (m, 2H, NH-
CH,-CH,CHs3), 1.25 (t, 18H, EtzNH-CH;3x6,
J=73Hz), 09 (t, 3H, NH-CH,CH,-CH;,
J=7.3Hz); BC-NMR (D,0, 125 MHz) § 152.4, 148.8,
147.2, 90.0, 82.7, 77.3, 72.5, 70.3, 69.4, 63.8, 59.8, 47.1,
45.3, 36.0, 34.3, 31.3, 22.1, 11.1, 8.7; *'"P-NMR (D,0,
202 MHz) 6 —9.19 (s), —9.37 (s); HRMS (FAB, nega-
tive) calcd for C]9H29N6011P2 579.1375 [(M —H)_],
found 579.1376; UV (H50) Amax 282 nm; 24: 'H-NMR
(D,0, 500 MHz) 6 8.01 (s, 1H, H-2), 598 (d, 1H, H-
I, Jyy =17.6 Hz), 476 (dd, 1H, H-2', Jy; = 7.6 Hz,
Jyy =57Hz), 449 (dd, 1H, H-3', Jyy =5.7 Hz,
Jyy = 2.6 Hz), 434 (m, 1H, H-4'), 430 (m, 1H, H-
5'a), 4.25 (m, 1H, H-1"), 4.21 (m, 1H, H-5'b), 3.88 (m,
1H, H-5" x2), 3.45 (m, 1H, H-2"), 3.41 (m, 4H, NH-
CH,—CH,CH;x2), 3.18 (q, 6H, Et;NH-CH, x 3,
J=7.3Hz), 2.50 (m, 1H, H-4"), 2.34 (m, 1H, H-3"a),
1.96 (m, 1H, H-6"a), 1.79 (m, 1H, H-6"b), 1.67 (m,
4H, NH-CH,-CH,-CH3x2), 1.61 (m, 1H, H-3"b),
1.26 (t, 9H, EtzNH-CH;3 x 3, J= 7.3 Hz), 0.96 (m, 6H,
NH-CH,CH,-CHj x 2); *C-NMR (D,0, 125 MHz) ¢
152.4, 151.0, 149.0, 148.3, 116.5, 86.8, 84.6, 74.8, 70.9,
70.4, 69.2, 65.9, 58.3, 47.1, 44.7, 43.1, 35.0, 34.5, 30.6,
22.5,22.3, 11.1, 11.0, 8.7; 3'P-NMR (D,0, 202 MHz)
0 —1043 (d, J=19.1Hz), —11.64 (d, J=19.1 Hz);
FAB-MS m/z 638 [M — H)"]; UV (H,0) Anax 283 nm.

3.15. Ca®*-mobilizing activity in sea urchin egg
homogenate

The assay was carried out as described previously.”®
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