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Dinucleotides TFAD (6), FFAD (7), and SFAD (8), isosteric NAD analogues derived, respectively,
from C-nucleosides 5-3-b-ribofuranosylthiophene-3-carboxamide (thiophenfurin, 1), 5-5-p-
ribofuranosylfuran-3-carboxamide (furanfurin, 2), and 5-3-b-ribofuranosylselenophene-3-car-
boxamide (selenophenfurin, 5), were synthesized as human inosine monophosphate dehydro-
genase (IMPDH) type | and Il inhibitors. The synthesis was carried out by imidazole-catalyzed
coupling of the 5'-monophosphate of 1, 2, and 5 with AMP. These dinucleotides, which are
also analogues of thiazole-4-carboxamide adenine dinucleotide (TAD) and selenazole-4-
carboxamide adenine dinucleotide (SAD), the active metabolites of the oncolytic C-nucleosides
2--p-ribofuranosylthiazole-4-carboxamide (tiazofurin) and 2-3-b-ribofuranosylselenazole-4-
carboxamide (selenazofurin), were evaluated for their inhibitory potency against recombinant
human IMPDH type | and Il. The order of inhibitory potency found was SAD > SFAD =
TFAD = TAD > FFAD for both enzyme isoforms. No significant difference was found in

inhibition of IMPDH type | and I1.

Introduction

Thiophenfurin (5-p-b-ribofuranosylthiophene-3-car-
boxamide, 1) (Chart 1) and furanfurin (5--b-ribofura-
nosylfuran-3-carboxamide, 2) are isosteric analogues of
tiazofurin (3), a C-glycosylthiazole nucleoside endowed
with potent antineoplastic activity in human tumor
systems. While thiophenfurin was found to be active
as an antitumor agent both in vitro and in vivo,
furanfurin proved to be inactive.! The mechanism of
action of both tiazofurin and thiophenfurin appears to
be inhibition of inosine 5'-monophosphate dehydroge-
nase (IMPDH), the enzyme which catalyzes the conver-
sion of inosine 5'-monophosphate (IMP) to xanthosine
5'-monophosphate (XMP).1227¢ The resulting decrease
in GTP and dGTP biosynthesis produces the inhibition
of tumor cell proliferation. In sensitive cells, tiazofurin
is metabolized to an analogue of nicotinamide adenine
dinucleotide (NAD), called TAD, which is a strong
inhibitor of IMPDH.32b

Selenazofurin (2-g-b-ribofuranosylselenazole-4-car-
boxamide, 4), the selenium analogue of tiazofurin, is a
widely studied agent with a diverse array of biological
effects. These include potent antitumor and antiviral
activity, as well as efficacy as a maturation-inducing
agent.*2~4 Selenazofurin is 5—10-fold more potent than
tiazofurin in several antitumor screens and in vitro
studies.?>40 In addition the antiproliferative and matu-
ration-inducing effects of this nucleoside appear to be
due to inhibition of IMPDH after its conversion in
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Chart 1
CONH,
~ Y 1, Thiophenfurin (X =S, Y = CH)
HO X 2, Furanfurin (X = O, Y = CH)
3, Tiazofurin X =S, Y = N)
4, Selenazofurin (X =Se, Y =N)
HO OH 5, Selenophenfurin (X = Se, Y = CH)
CONH,
NH, _
Yy 2.8,
N 0-P-0-P-0
14 _PI OH OH
~Or
HO OH HO OH

6, TFAD (X =S, Y = CH)

7, FFAD (X = 0, Y = CH)

8, SFAD (X = Se, Y =CH)
TAD (X=8,Y=N)
SAD (X =Se, Y =N)

sensitive cells to an NAD analogue (SAD).2° Recently,
we have reported that selenophenfurin (5--b-ribofura-
nosylselenophene-3-carboxamide, 5), the selenophene
analogue of selenazofurin, showed good antitumor activ-
ity similar to that of the parent compound and higher
cytotoxicity compared to tiazofurin and thiophenfurin
to a pannel of cell lines derived from leukemias and
lymphomas.®

Crystal structures of tiazofurin, and selenazofurin
demonstrated close intramolecular contacts between the
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a Reagents: (a) POCIls, (CH30)3PO, then 2 M TEAB; (b) (in the case of 9 and 10) Dowex 50W/H™; (c) carbonyldiimidazole; (d) tri-n-

butylamine, DMF; (e) Dowex 50W/H™.

thiazole S or selenazole Se heteroatoms and the fura-
nose ring oxygen O1'.% Similar close contacts were also
found in thiophenfurin and selenophenfurin.l> These
close contacts have been attributed to an attractive
electrostatic interaction between positively charged
thiophene sulfur or selenium and the lone pair of
electrons on the furanose oxygen, as confirmed by
molecular orbital calculations. This interaction would
be expected to constrain rotation of the C-glycosidic bond
in the active NAD analogues, influencing the binding
of these dinucleotide inhibitors to the target enzyme.
Concerning furanfurin, its inactivity was attributed to
the O—O repulsion between the negatively charged
furan and furanose oxygens which forced the glycosyl
torsional angle to adopt a different conformation.!

It has recently been discovered that IMPDH exists
as two isoforms, type | and type I1.720 Type 1 is
ubiquitously expressed and is the prevalent species in
normal cells, whereas the type Il isoform is upregulated
and predominates in neoplastic and replicating cells.82—¢
Thus, the selective inhibition of type Il IMPDH may
provide improved selectivity against target cells in
anticancer chemotherapy.

We found that thiophenfurin was more easily con-
verted to the NAD analogue (thiophene-3-carboxamide
adenine dinucleotide, TFAD) than tiazofurin in myel-
ogenous leukemia K562 cells, whereas furanfurin was
converted with difficulty to furan-3-carboxamide ad-
enine dinucleotide, FFAD.! Thus, the inactivity of

furanfurin may be due to its poor conversion to the
dinucleotide in target cells and/or to the failure of the
dinucleotide to inhibit the enzyme. To check these
hypotheses, we synthesized the NAD analogues of
thiophenfurin (TFAD, 6), furanfurin (FFAD, 7), and
selenophenfurin (SFAD, 8) and examined their inhibi-
tory effects against mammalian IMPDH type | and I1.

Chemistry

NAD analogues of thiophenfurin (6, TFAD) and
furanfurin (7, FFAD) were synthesized by the imidazole-
catalyzed coupling of the corresponding 5-monophos-
phates 9 and 10 with AMP as shown in Scheme 1.
Compounds 9 and 10 were prepared by Yoshikawa
phosphorylation of C-nucleosides 1 and 2.° In the case
of compound 1, 5-3-p-ribofuranosylthiophene-3-carbo-
nitrile 5'-monophosphate (9a) was formed as a byprod-
uct. To reduce the production of the nitrile derivative,
a lower amount of POCI3 than that reported in the
literature® was used. Monophosphates 9 and 10 were
then activated with carbonyldiimidazolel2? and con-
verted to the desired dinucleotides TFAD and FFAD by
reaction of in situ formed imidazolides with AMP. The
purity of TFAD and FFAD was checked by HPLC, and
their structures were confirmed by *H NMR spectra in
D,0 which show the heterocyclic protons as singlets at
0 7.25,7.72, 8.1, and 8.33 (TFAD) and at ¢ 6.61, 7.83,
8.17, and 8.40 (FFAD).

For the synthesis of the NAD analogue derived from
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Table 1. Inhibition Constants for NAD Analogues TFAD,
FFAD, SFAD, TAD, and SAD Using Mammalian Type | and 11
IMPDH

IMPDH—1 K2 (uM) IMPDH-I1 K;2 (uM)

compd IMP NAD IMP NAD
TFAD 0.37 0.34 0.32 0.34
FFAD 37.97 135.12 57.90 99.10
SFAD 0.58 0.26 1.10 0.27
TAD 0.71 0.47 0.43 0.44
SAD 0.033 0.062 0.021 0.026

a Mean of determinations at three inhibitor concentrations. In
no case did values differ from these means by more than 20%.

selenophenfurin (SFAD, 8), we have used a similar
method starting from acetonide-protected selenophen-
furin (11). Phosphorylation of 11 by the Yoshikawa
method gave a mixture of acetonide-protected sele-
nophenfurin 5'-monophosphate (12) and the correspond-
ing nitrile 12a, which were separated as ammonium
salts by chromatography on a silica gel column eluting
with lPrOH—NH,OH—H,0. Activation of 12 with car-
bonyldiimidazole and reaction of the imidazolide inter-
mediate with AMP gave protected dinucleotide 13.
Deisopropylidenation of 13 with Dowex 50W/H* resin
in water afforded SFAD (8). Selenophenfurin 5'-mono-
phosphate (14) was also prepared by deprotection of
isopropylidene derivative 12.

Biological Evaluation and Discussion

We examined the inhibitory effects of TFAD, FFAD,
and SFAD against recombinant human IMP dehydro-
genase type I and 11.8 Dinucleotides TAD and SAD were
used as reference compounds. The K; values (Table 1)
of these compounds for each isoform of IMPDH were
determined as described by Magasanik et al.,!1 except
that 10 mM 2-mercaptoethanol was included in the
reaction mixture which provided a 2—3-fold increase in
enzyme activity.

All compounds exhibited uncompetitive type of inhibi-
tion toward IMP and NAD substrates of both enzymes
isoforms. SAD was the most potent inhibitor (type |
IMPDH, K; toward IMP and NAD utilization of 0.033
and 0.062 uM, respectively; type Il IMPDH, K; toward
IMP and NAD utilization of 0.021 and 0.026 uM,
respectively), showing a slight selectivity for the inhibi-
tion of type Il. SFAD demonstrated similar inhibitory
potency toward IMPDH type | (K; toward IMP and NAD
utilization of 0.58 and 0.26 uM, respectively) and type
I1 IMPDH (K; toward IMP and NAD utilization of 1.1
and 0.27 uM, respectively). TFAD was slightly less
potent than SFAD and at the same time more potent
than TAD exhibiting equal affinity toward IMPDH type
I and Il. So, the ranking of the inhibitory activity
against IMPDH of these dinucleotides is SAD > SFAD
= TFAD = TAD > FFAD, which is similar to the action
of the corresponding C-nucleosides in inhibiting IMPDH
activity in human myelogenous leukemia K562 cells.5
FFAD proved to be a weak inhibitor of IMPDH: type I,
Ki toward IMP and NAD utilization of 37.9 and 135.1
uM, respectively; type Il, K; toward IMP and NAD
utilization of 57.9 and 99.1 uM, respectively. No
significant differences were found in inhibition of type
I and Il isoforms.

The corresponding monophosphates of the respective
NAD analogues were expected to be weak inhibitors of

Franchetti et al.

IMPDH similar to the monophosphates of the parent
compounds, tiazofurin and selenazofurin.2ab.3a.b

The data of the enzymes’ inhibition demonstrate that
the inactivity of furanfurin as an antitumor agent is due
not only to its poor ability to be converted to the
anabolite FFAD in target cells! but also to the low
potency of this anabolite as an IMPDH inhibitor.

In a recent paper on the conformation of tiazofurin
analogues, Makara and KeserG have confirmed that the
conformational properties of furanfurin are unique
leading to an inactive NAD analogue.’? Our finding
that FFAD has poor affinity for IMPDH corroborates
the hypothesis that conformational properties are im-
portant for the antitumor activity of tiazofurin and its
analogues.»13 The fact that the recently synthesized
benzamide adenine dinucleotide (BAD)420 was found
to be a potent inhibitor of IMPDH, although the rotation
around its benzamide—riboside glycosyl bond is not
restricted at all, might be explained by the flexibility
about the C-glycosidic bond which facilitates the adop-
tion in the active site of the target enzyme of a
conformation suitable to bind the enzyme.

Experimental Section

Melting points were determined on a Buchi apparatus and
are uncorrected. Elemental analyses were determined on a
EA 1108 CHNS-O (Fisons Instruments) analyzer. The ana-
lytical samples of nucleotides were lyophilized and dried under
vacuum over P,Os. Thin-layer chromatography (TLC) was run
on silica gel 60 F.s, and RP-18 plates; silica gel 60 (70—230
and 230—400 mesh; Merck) for column chromatography was
used. Nuclear magnetic resonance spectra were recorded on
a Varian VXR-300 spectrometer with Me,Si or DDS as the
internal standard for *H NMR and external H;PO, for 3P
NMR. Chemical shifts are expressed in 0 values (parts per
million). All exchangeable protons were confirmed by addition
of D;O. Tiazofurin and selenazofurin were obtained through
the Drug Synthesis & Chemistry Branch, Developmental
Therapeutics Program, Division of Cancer Treatment, National
Cancer Institute (Bethesda, MD). TAD and SAD were syn-
thesized by the methods described by Gebeyehu et al.1o

5-f-p-Ribofuranosylthiophene-3-carboxamide 5'-Mono-
phosphate (9) and 5-f-p-Ribofuranosylthiophene-3-car-
bonitrile 5'-Monophosphate (9a). To a suspension of 5-3-
p-ribofuranosylthiophene-3-carboxamide (1; 200 mg, 0.77 mmol)
in (C2Hs0)3PO (3 mL) was added POCI; (140 mg, 0.92 mmol)
at 0 °C, and the mixture was stirred at 0 °C for 5 days. The
reaction was quenched by addition of water (0.3 mL), and the
mixture was stirred at 0 °C for 12 h and then added dropwise
into a solution of 2 M EtsN—H,CO3; (TEAB) (4 mL) in water
(30 mL). Extraction with EtOAc (2 x 20 mL) and concentra-
tion of the aqueous layer in vacuo gave a residue which was
chromatographed on a silica gel column eluting with 'PrOH—
"BuOH—-NH,OH—-H,0 (5.5:1:2.5:1, v/viviv). Two compounds
were separated. Faster migrating 9a (ammonium salt, 32 mg,
11%): 3P NMR (D20) 6 0.06 (s); *H NMR (Me,SO-ds) 6 4.82
(d, 1H, HY', 31> = 6.2 Hz), 7.39 (s, 1H, H4), 8.47 (s, 1H, H2);
'H NMR (D;0) 6 3.44—4.10 (m, 5H, H2', H3', H4', H5', H5""),
4.82 (d, 1H, HY', Jy» = 6.2 Hz), 7.4 (s, 1H, H4), 8.45 (s, 1H,
H2) Anal. (C10H15N207PS'2H20) C, H, N.

Slower migrating 9 (ammonium salt, 94.7 mg, 31.3%): S!P
NMR (D20) 6 —0.22 (s); *H NMR (Me,SO-dg) 6 4.78 (d, 1H,
H1'), 7.09, 8.16 (2s, 2H, NHy), 7.65 (s, 1H, H4), 7.97 (s, 1H,
H2); 'H NMR (D20) 6 3.52—4.10 (m, 5H, H2', H3', H4', H5',
H5"), 4.80 (d, 1H, H1', Jy» = 6.2 Hz), 7.57 (s, 1H, H4), 8.0 (s,
1H, H2) Anal. (C10H17N208PS‘2H20) C, H, N.

Compound 9 as the free acid was obtained by passage of
the ammonium salt through a Dowex 50W-X8 (H*) column
eluting with water. After lyophilization a white powder was
obtained: 3!P NMR (D;0) 6 —0.47 (s); *H NMR (Me,SO-ds) 6
3.78—4.03 (m, 5H, H2', H3', H4', H5', H5"), 4.81 (d, 1H, H1',
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Jv > = 6.6 Hz), 5.65 (br s, 8H, OH, H;0), 7.20, 7.73 (2s, 2H,
NHz), 7.40 (S, 1H, H4), 8.02 (S, 1H, HZ) Anal. (C10H14N03-
PS-2H,0) C, H, N.
5-f-p-Ribofuranosylthiophene-3-carboxamide 5',5"-Ad-
enosine Pyrophosphate (TFAD, 6). Compound 9 (free acid,
120 mg, 0.36 mmol) was dried by coevaporation with anhy-
drous pyridine (3 x 5 mL) and DMF (4 x 5 mL) and then
dissolved in dry DMF (1 mL). Carbonyldiimidazole (291.9 mg,
1.8 mmol) was added, and the progress of reaction was followed
by TLC (PrOH—"BUuOH—-NH;OH—H0, 5.5:1:2.5:1, v/vIVIv).
After 5 h at room temperature the excess of CDI was
hydrolyzed by addition of MeOH (100 «L). To the imidazolide
intermediate was added a solution of AMP (197.1 mg, 0.54
mmol) in dry DMF (6 mL) containing BusN (128 uL, 0.54
mmol). The reaction mixture was stirred for 5 days at room
temperature. Water (10 mL) was added, and the mixture was
concentrated in vacuo. The gummy residue was dissolved in
water containing NaOAc (90 mg in 15 mL) and extracted with
CHCI; (2 x 30 mL) and then with Et,O (2 x 30 mL). The
aqueous layer was treated with EtsN (20 mL) and then
concentrated in vacuo. The residue was purified by chroma-
tography on a silica gel column eluting with '‘PrOH-"BuOH—
NH,OH—H,0 (5.5:1:2.5:1, v/ivIvIv) to give 6 as the diammonium
salt (131 mg, 48%): 3P NMR (D;0) 6 —10.7 (br s); *H NMR
(D20) 6 4.11—4.10 [m, 8H, H3'(T), H4'(T), H5'(T), H5"(T), H3'-
(A), H4'(A), H5'(A), H5"(A)], 4.28—4.43 [m, 1H, H2'(T)], 4.54—
4.64 [m, 1H, H2'(A)], 4.89 [d, 1H, H1'(T), Jv» = 6.3 Hz], 6.02
[dd, 1H, H1'(A), Jr» = 5.1 Hz], 7.25 [s, 1H, H4(T)], 7.72 [s,
1H, H2(T)], 8.10 [s, 1H, H2(A)], 8.33 [s, 1H, H8(A)]. Anal.
(C20H32Ng014P»S-2H,0) C, H, N.
5--b-Ribofuranosylfuran-3-carboxamide 5'-Monophos-
phate (10). Nucleoside 2 (190 mg) was treated with POCI;
to give the 5'-monophosphate as described above. Evaporation
of EtOAc extracts in vacuo gave a residue which was chro-
matographed on a silica gel column eluting with 'PrOH—NH,-
OH—-H,0 (6:3:1, vivlv). The fractions containing 10 as the
ammonium salt (Rs = 0.25) were collected and lyophilized. The
salt was converted into the free-acid form by passing it through
a column of Dowex 50W-X8 (H*). The yield of 10 was 80 mg
(33.3%): 3P NMR (D;0) 6 0.72 (s); *H NMR (D20) 6 3.75 (m,
2H, H5', H5"), 3.83 (m, 1H, H4'), 3.95—4.05 (m, 2H, H3', H2"),
4.59 (d, 1H, H1', J; > = 5.8 Hz), 6.88 (s, 1H, H4), 8.12 (s, 1H,
H2) Anal. (C10H14NOQP'2H20) C, H, N.
5-f-p-Ribofuranosylfuran-3-carboxamide 5',5" Adeno-
sine Pyrophosphate (FFAD, 7). Monophosphate 10 (142
mg) was activated with carbonyldiimidazole and coupled with
AMP as described above (reaction time 10 days). The product
was purified as the diammonium salt by chromatography on
a silica gel column eluting with 'PrOH—NH,OH—H,0 (7.5:1.5:
1, viviv) (55 mg, 20%): 3P NMR (D;0) 6 —10.7 (br s); *H NMR
(D20) 6 4.0—4.33 [m, 8H, H3'(F), H4'(F), H5'(F), H5"(F), H3'-
(A), H4'(A), H5'(A), H5"(A)], 4.42 [pseudo t, 1H, H2'(F)], 4.61
[pseudo t, 1H, H2'(A)], 4.70 [d, 1H, H1'(F), Jv > = 6.7 Hz], 6.02
[d, 1H, H1'(A), J1» = 5.2 Hz], 6.61 [s, 1H, H4(F)], 7.83 [s, 1H,
H2(F)], 8.17 [s, 1H, H2(A)], 8.40 [s, 1H, H8(A)]. Anal.
(C20H32N8015P2’2H20) C, H, N
5-(2,3-O-1sopropylidene-f-p-ribofuranosyl)selenophene-
3-carboxamide (11). To a suspension of 5-3-p-ribofurano-
sylselenophene-3-carboxamide (5) (400 mg, 1.28 mmol) and
triethyl orthoformate (200 mg, 1.36 mmol) in acetone (8 mL)
was added 168 uL of 1 N HCI in ethyl ether, and the reaction
mixture was stirred at room temperature for 36 h. After
neutralization with concentrated ammonium hydroxide, the
mixture was concentrated in vacuo and then dissolved in 20
mL of water. The aqueous solution was extracted with ethyl
acetate (4 x 50 mL), and the resulting organic solution was
dried (Na;SO,4) and concentrated in vacuo. The recovered oil
was purified by chromatography on a silica gel column eluting
with CHCI;—MeOH (95:5) to give 11 as a foam (352 mg,
77.8%): 'H NMR (Me,SO-ds) 6 1.3, 1.52 (2s, 6H, CH3), 3.45—
3.60 (m, 2H, H5', H5"), 3.97—4.08 (m, 1H, H4'"), 4.57 (pseudo
t, 1H, H2'), 4.71 (dd, 1H, H3', J» 3 = 6.6 Hz, J3 4+ = 3.2 H2),
4.95 (d, 1H, HY', 31> = 5.1 Hz), 4.99 (t, 1H, OH), 7.18 (br s,
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1H, NHy), 7.65 (s, 1H, H4), 7.75 (br s, 1H, NH), 8.75 (s, 1H,
H2) Anal. (013H17N0589) C, H, N.

5-(2,3-O-Isopropylidene-f-p-ribofuranosyl)selenophene-
3-carboxamide 5'-Monophosphate (12) and 5-(2,3-O-lIso-
propylidene-g-p-ribofuranosyl)selenophene-3-carboni-
trile 5’-Monophosphate (12a). To a suspension of 11 (209
mg, 0.6 mmol) in (EtO);PO (1.3 mL) was added a mixture of
(EtO)sPO (1.3 mL) containing water (12 uL) and POCI; (180
uL). The mixture was kept at 10 °C for 14 h and then added
dropwise into a solution of 2 M TEAB (7 mL) in water (60 mL).
Extraction with EtOAc (2 x 50 mL) and concentration of the
aqueous layer in vacuo gave a residue which was chromato-
graphed on a DEAE Sephadex A25 anion-exchange column
(HCO;3™ form, 0.8 x 28 cm) eluting with water. The fractions
containing a mixture of 12 and 12a were evaporated in vacuo,
and the residue was chromatographed on a silica gel column
eluting with 'PrOH—NH,OH—H,0 (7:2:1, v/viv). After evapo-
ration two compounds were separated. Faster migrating 12a
(ammonium salt, 82.2 mg, 28.4%): 3!P NMR (D;0) ¢ 0.02 (br
s); 'H NMR (Me,SO-dg) 0 1.3, 1.55 (2s, 6H, CHj3), 3.60—3.85
(m, 2H, H5', H5"), 4.12—4.22 (m, 1H, H4'), 4.66 (pseudo t, 1H,
H2'), 4.78 (dd, 1H, H3', J» 3 = 6.3 Hz, J3 » = 2.2 Hz), 5.06 (d,
1H, H1', Jy» = 4.8 Hz), 7.60 (s, 1H, H4), 9.19 (s, 1H, H2).
Anal. (C13H19N207PSB‘3H20) C, H, N.

Slower migrating 12, as a hygroscopic powder (ammonium
salt, 141 mg, 47%): 3P NMR (D;0) 6 0.7 (br s); 'H NMR
(Me,SO-dg) 6 1.30, 1.53 (2s, 6H, CH3), 3.60—3.82 (m, 2H, H5',
H5"), 4.12—4.22 (m, 1H, H4"), 4.63 (pseudo t, 1H, H2'), 4.80
(dd, 1H, H3', J 23 = 6.3 Hz, J 3.4 = 2.2 Hz), 5.12 (d, 1H, H1',
Jvz = 4.8 Hz), 7.10 (br s, 1H, NH,), 7.72 (s, 1H, H4), 8.18 (br
S, 1H, NHZ), 8.72 (S, 1H, H2) Anal. (C13H21N208PSe'3H20)
C, H, N.

5-(2,3-O-Isopropylidene-f-p-ribofuranosyl)selenophene-
3-carboxamide 5',5" Adenosine Pyrophosphate (13). To
a solution of 12 (130 mg, 0.26 mmol) in DMF (1.5 mL) was
added carbonyldiimidazole (231 mg, 1.43 mmol), and the
reaction mixture was stirred for 2 h at room temperature. The
excess of CDI was hydrolyzed by addition of MeOH (94 uL).
To the reaction mixture containing the imidazolide intermedi-
ate was added a solution of AMP (161 mg, 0.43 mmol) in dry
DMF (6 mL) containing BusN (105 uL, 0.44 mmol). The
mixture was stirred for 3 days and then concentrated in vacuo.
The residue was purified by chromatography on a silica gel
column eluting with ‘PrOH—NH,OH—H,0 (8:1:1, v/v/v). The
fractions containing 13 as the diammonium salt were collected
and evaporated in vacuo to give a white solid (173 mg,
76.7%): 3P NMR (D;0) 6 —10.7 (br s); *H NMR (D20) 6 1.32—
1.57 (2s, 6H, CH3), 4.01—4.65 [m, 8H, H2'(Se), H4'(Se), H5'-
(Se), H5"(Se), H3'(A), H4'(A), H5'(A), H5"(A)], 4.88 [dd, 1H,
H3’(Se), Jz',g' =6.4 Hz, Js',4' =238 HZ], 5.0 [d, 1H, Hl'(Se), \]1',2'
= 4.84 Hz], 6.02 [d, 1H, H1'(A), Jv > = 5.38 Hz], 7.45 [s, 1H,
H4(Se)], 8.17 [s, 1H, H2(A)], 8.45 [s, 1H, H8(A)], 8.55 [s, 1H,
H2(Se)] Anal. (C23H35N3014P286'4H20) C, H, N.

5-f-p-Ribofuranosylselenophene-3-carboxamide 5',5"-
Adenosine Pyrophosphate (SFAD, 8). Compound 13 was
deisopropylidenated by treatment with Dowex 50W-X8 (H*)
in water overnight and purified by chromatography on a silica
gel column eluting with iPrOH—NH,OH—H,0 (8:1:1, v/v/v) to
give dinucleotide 8 as the diammonium salt (yield 47%): 3P
NMR (D;0) 6 —10.7 (br s); *H NMR (D20) ¢ 3.99—4.39 [m,
8H, H3'(Se), H4'(Se), H5'(Se), H5"(Se), H3'(A), H4'(A), H5'-
(A), H5"(A)], 4.47 [pseudo t, 1H, H2'(A)], 4.62 [pseudo t, 1H,
H2'(Se)], 5.01 [d, 1H, H1'(Se), Jv» = 6.18 Hz], 6.03 [d, 1H,
H1"(A), 3y > = 5.38 Hz], 7.61 [s, 1H, H4(Se)], 8.17 [s, 1H, H2-
(A)], 8.42 [s, 1H, HB(A)], 8.72 [s, 1H, H2(Se)]. Anal.
(C20H32N3014P286'2H20) C, H, N.

5-f-p-Ribofuranosylselenophene-3-carboxamide 5'-
Monophosphate (14). The title compound was obtained from
12 which was applied on a Dowex 50W-X8 (H*) column eluting
with water. The eluate was evaporated to dryness and purified
by chromatography on a silica gel column with 'PPrOH—NH,-
OH—-H,0 (7:2:1, viviv) to give 14 (ammonium salt) as a white
solid (yield 51%): 3P NMR (D.0) 6 —0.001 (s); *H NMR
(Me,SO-dg) 0 3.66—3.82 (m, 3H, H4', H5', H5"), 3.91 (dd, 1H,
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H3', J» 3 = 8.6 Hz, J3 4 = 5.0 Hz), 4.02 (pseudo t, 1H, H2"),
4.78 (d, 1H, H1', 31 » = 6.2 Hz), 7.10 (s, 1H, NH>), 7.65 (s, 1H,
H4), 7.88 (s, 1H, NHy), 8.68 (s, 1H, H2). Anal. (CioH17N,Og-
PSe-2H;0) C, H, N.

Purification of Inosine 5'-Monophosphate Dehydro-
genase (IMPDH) Type | and Il. The coding region of
IMPDH type | and Il was cloned into a pET23a (Novagen)
expression vector and used to transform BL21 (DE3)lysS
bacterial cells. Expression of the IMPDH enzymes was
induced by the addition of IPTG to 0.5 mM. The enzymes were
purified using a modification of a procedure cited.’®> Briefly,
induced cells from 10 L of broth culture were lysed in 10 mM
Tris-HCI, pH 8.8, 50 mM NacCl, 1 mM dithiothreitol (DTT),
20 ug/mL lysozyme, sonicated for 1 min to reduce viscosity,
and centrifuged at 18000g at 4 °C for 30 min. The supernatant
was applied to a Fast Q Sepharose (Pharmacia) column (3 x
30 cm) at a flow rate of 5 mL/min. The column was washed
with 50 mM Tris-HCI, pH 8.8, 1 mM DTT, and the enzyme
was eluted with a linear gradient of 0.2—0.7 M NacCl in column
washing buffer. Peak fractions were pooled, and the enzyme
was precipitated by the addition of ammonium sulfate to 50%
saturation. The ammonium sulfate pellet was resuspended
in 25 mM Tris-HCI, pH 7.2, containing 20 mM NaCl and 1
mM DTT (buffer A) and applied to a Blue Sepharose (Phar-
macia) column (2.5 x 8 cm) equilibrated with buffer A. After
washing with buffer A, the column was eluted with a linear
gradient of 0.1—-1.0 M NacCl in buffer A. Peak fractions were
pooled, dialyzed against buffer A, and applied to a Mono Q
10/10 FPLC column (Pharmacia) equilibrated with buffer A.
The enzyme was eluted with a linear gradient of 0.1-1.0 M
NaCl in buffer A. Peak fractions were concentrated, glycerol
was added to 50% (v/v), and aliquots were stored at —70 °C
until used for IMPDH Kinetic studies.

Inosine 5'-Monophosphate Dehydrogenase Assay and
Kinetic Studies. The enzyme activity was measured by a
modification of a direct spectrophotometric assay based on the
method described previously.'* Purified human IMPDH type
I or Il was mixed with various inhibitors and kept in the cold
at 4 °C for 10 min, and this was added last to initiate the
reaction. Reaction mixture in a total volume of 1 mL contained
100 uL of 1 M Tris-HCI, pH 8.0, 100 «L of 1M KCI, 100 uL of
1 mM NAD, 100 uL of ImM IMP, 200 uL of 10 mM 2-mer-
captoethanol, 100 4L of 0.3 M EDTA, and enzyme or enzyme
mixed with inhibitor. The reaction was carried out in a 1-cm?
cuvette at 37 °C in a Cary spectrophotometer at a wavelength
of 340 nm. The production of NADH indicated by an increase
in adsorbance was recorded at timed intervals. The enzyme
activity is expressed as umol of NADH produced/min at 37 °C.
Kinetic constants were calculated by using a computer pro-
gram.’® Experimental values were fed into the program, and
plots were generated for competitive, uncompetitive and
noncompetitive, types of inhibition. The inhibitory constants
were subsequently determined from output generated from the
appropriate computer-based inhibition fit. Kinetic values were
established using the simple Michaelis—Menton equation, and
inhibition constants were calculated from replots of the
reciprocal graph. A mean value of three separate determina-
tions is presented in Table 1.
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