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Novel 2’-fluoro-6’-methylene-carbocyclic adenosine (FMCA) monophosphate prodrug (FMCAP) was syn-
thesized and evaluated for its in vitro anti-HBV potency against a lamivudine-entecavir resistant clone
(L180M + M204V + S202G). FMCA demonstrated significant antiviral activity against wild-type as well
as lamivudine-entecavir resistant triple mutant (L180M + M204V + S202G). The monophosphate prodrug
(FMCAP) demonstrated greater than 12-fold (12x) increase in anti-HBV activity without increased cellu-
lar toxicity. Mitochondrial and cellular toxicity studies of FMCA indicated that there is no significant tox-
icity up to 100 pM. Mode of action studies by molecular modeling indicate that the 2’-fluoro moiety by
hydrogen bond as well as the Van der Waals interaction of the carbocyclic ring with the phenylalanine
moiety of the polymerase promote the positive binding, even in the drug-resistant mutants.

© 2012 Elsevier Ltd. All rights reserved.

The chronic HBV infection is strongly associated with liver dis-
eases like chronic hepatic insufficiency, cirrhosis and hepatocellu-
lar carcinoma (HCC).! According to the World Health Organization
(WHO), currently about 2 billion people world-wide have been in-
fected with HBV and more than 350 million live with chronic infec-
tion. Acute or chronic outcomes of HBV infection are estimated to
cause the deaths of 600,000 people worldwide every year.?

Currently, there are several nucleos(t)ide analogues available to
treat chronic hepatitis B virus infection.>® The major target of
these drugs is to inhibit the viral reverse transcriptase (RT)/DNA
polymerase, which is responsible for the synthesis of the minus-
strand DNA. Although the currently used agents are well tolerated
and effective in suppressing the viral replication for extended
periods, the significant rate of virological relapse caused by drug
resistance remains a critical issue.

Lamivudine (LVD) was first introduced as the orally active
anti-HBV agent in 1998. Lamivudine profoundly suppresses HBV
replication in patients with chronic hepatitis B infection; however,
lamivudine-resistant HBV (LVDr) was isolated from a significant
numbers of patients during the treatment with lamivudine.
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Currently, there are several antiviral options exist for these pa-
tients viz., to use adefovir or high dose (1.0 mg/day) of entecavir,
or more recently tenofovir. However, this resulted in also the
development of resistance mutants during the long term therapy.
At present, entecavir is the most prescribed drug, and is
recommended for patients with the wild-type as well as for those
harboring adefovir and lamivudine-resistant strains. However,
recent clinical studies by Tanaka and his co-workers suggested
that the entecavir mutant in the lamivudine-resistant patients
(L180M + M204V + S202G) causes a viral breakthrough: 4.9% of pa-
tients at baseline increases to 14.6%, 24% and 44.8% at weeks 48, 96
and 144, respectively.” Therefore, it is of great interest to discover
novel anti-HBV agent, which is effective against lamivudine- and
entecavir-resistant triple mutants (L180M + M204V + S202G).

The potency of a nucleos(t)ide analogue is determined by its
ability to serve as a competitive inhibitor of the HBV polymerase
relative to that of the natural substrate, the nucleotide triphos-
phate.® However, host cellular kinases limit the pharmacological
potency of nucleoside analogues by phosphorylation to their corre-
sponding triphosphates. Particularly, the initial kinase action on the
nucleoside to the monophosphate is the rate-limiting step. How-
ever, many synthetic nucleosides are not phosphorylated or the
rate of phosphorylation is very slow due to the structural require-
ment of the kinases, resulting in only generating a low quantity of
the triphosphate. To overcome this phosphorylation issue, nucleo-
side phosphoramidate prodrugs have been introduced,®® which
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Figure 1. Structures of 2’-fluoro-6'-methylene-carbocyclic adenosine (FMCA; 3)
and its prodrug (FMCAP; 4).

can bypass the rate-limiting first step of monophosphorylation.
Phosphoramidate prodrugs have demonstrated to enhance the
nucleoside potency in cell culture as well as in patients.'®!! This
methodology greatly increases the lipophilicity of the nucleotide
to increase the cell penetration as well as to target the liver cells
in vivo.

In this communication, we present that a FMCA phosphorami-
date prodrug is such an agent, which can potentially be used for
the treatment of patients who experience viral breakthrough due
to the triple mutants caused by the use of lamivudine and
entecavir.

In our previous report, we have demonstrated that the novel
carbocyclic adenosine analog 3 (FMCA Fig. 1) exhibits significant
anti-HBV activity against wild type as well as adefovir/lamivudine
resistant strains.'? The present study describes the synthesis and
antiviral evaluation of a phosphoramidate of FMCA (FMCAP),
which demonstrated the significantly improved in vitro potency.
Additionally, we studied its mechanism of action how FMCA-TP
can effectively bind to the HBV polymerase by molecular modeling
and still exerts the antiviral activity against the lamivudine-ente-
cavir triple mutant (L180M + M204V + S202G).

FMCAP (4, Scheme 1)'2 was synthesized using a known method
in the literature,'*!> in which the phosphorylation of phenol with
phosphorus oxychloride generates phenyl dichlorophosphate 1,
which was coupled with r-alanine methyl ester in the presence
of tri-ethyl amine in dichloromethane to give chlorophosphorami-
date reagent 2, which, in turn, was coupled with FMCA 3 in the
presence of 1-methyl imidazole in THF to furnish the phosphoram-
idate 4 in good yield.

B 0

I (@) 0-P-Cli
0-P-c1 — > :

! NH

“1GH,
OCH;

1 2 O

200 4 -e FMCA
180 1

- AZT -

160 1 = 3TC
140 1

120 1

100

80 1

% LDH released

60 1

40 1

20 1

0 0.1 1 5 10 50 100 200
Antiviral concentrations (uM)

Figure 2. Mitochondrial toxicity of FMCA 3, AZT and 3TC through lactate
dehydrogenase release (LDH) assay.

FMCA 3 and FMCAP 4 were evaluated in vitro against the wild-
type as well as the lamivudine-entecavir resistant clone
(L180M + S2021 + M202V). The FMCA 3 and FMCAP 4 demon-
strated significant anti-HBV activity (ECsq 0.548 £0.056 &
0.062 £ 0.011 pM, respectively) against the wild-type virus, while
lamivudine and entecavir also demonstrated potent anti-HBV
activity (ECsq 0.056 £+ 0.003 & 0.008 pM, respectively) (Table 1). It
is noteworthy to mention that the anti-HBV potency of FMCAP
(4) was increased to eight-fold (8 x) in comparison to that of FMCA
3, which indicates the importance of the initial phosphorylation of
the nucleoside.

FMCA 3 and FMCAP 4 were further evaluated for their in-vitro
antiviral potency against a lamivudine-entecavir resistant clone
(L180M + M204V + S202G). It was observed that the anti-HBV po-
tency of both FMCA 3 and FMCAP 4 (ECs0 0.67 & 0.054 1M, respec-
tively) were maintained against the resistant clone, and
furthermore, the anti-HBV activity of FMCAP 4 was enhanced a
12-fold (12x) with respect to that of FMCA without significant
enhancement of cellular toxicity. It was also noteworthy to men-
tion that the anti-HBV potency of entecavir against the mutant
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Scheme 1. Reagent and conditions: (a) L-alanine methyl ester hydrochloride, EtsN, CH,Cly; (b) FMCA (3), NMI, THF, rt overnight.

Table 1
In vitro anti-HBV activity of FMCA 3, FMCAP 4, lamivudine and entecavir against wild-type and entecavir drug-resistant mutant (L180M + M204V + S202G) in Huh7 cells
Compounds HBV Strains
Wild-type L180M + M204V + S202G
EC M
ECso (M) ECoo (1M) CCso (M) 0 (M)
FMCA 3 0.548 + 0.056 6.0 £ 0.400 >300 0.67
FMCAP 4 0.062 +0.011 0.46 + 0.060 >300 0.054
Lamivudine 0.056 + 0.003 0.142 +0.008 >300 >500'7
Entecavir 0.008 0.033 28 1.20'6
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