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An efficient synthetic methodology to provide indole, 2,3-dihydro-indole, and 3,4-dihydro-2H-quinoline-
1-carbothioic acid amide derivatives is described. These conformationally restricted heterobicyclic scaf-
folds were evaluated as a novel class of HCV inhibitors. Introduction of an acyl group at the NH, of the
thiourea moiety has been found to enhance inhibitory activity. The chain length and the position of
the alkyl group on the indoline aromatic ring markedly influenced anti-HCV activity. The indoline scaffold
was more potent than the corresponding indole and tetrahydroquinoline scaffolds and analogue 31 dis-
played excellent activity (ECso = 510 nM) against HCV without significant cytotoxicity (CCso >50 uM).

© 2009 Elsevier Ltd. All rights reserved.

Hepatitis C virus (HCV) is a positive-strand RNA virus that was
first identified in 1989.! Six major genotypes and many subtypes
have been described for this member of the Flaviviridae family.?
An estimated more than 170 million people worldwide are chron-
ically infected with HCV.> Most people with chronic hepatitis C
have no symptoms but may lead to liver cirrhosis and hepatocellu-
lar carcinoma (HCC) within the next decade.* HCV infection is, in
many countries, the leading reason for liver transplants.® There is
currently no vaccine or effective therapy against HCV.® The stan-
dard of care for HCV infection is a combination therapy of injected
pegylated interferon plus oral ribavirin. However, this therapy in
patients with genotype 1 has limited efficacy and suffers from seri-
ous side effects.” Therefore, there is an urgent need for the devel-
opment of more effective and better tolerated anti-HCV agents.

Recently, from a high throughput screening of our in-house
compound collection by using a cell-based HCV replicon assay,®
we identified an interesting thiourea compound 1° (Fig. 1) with
an ECsp of 0.49 uM. While the preliminary structure-activity rela-
tionship was explored retaining the aryl thiourea moiety, we were
interested in expanding our optimization efforts to heterobicyclic
scaffolds 2 like indole, indoline, and tetrahydroquinoline. Figure
1 is a schematic representation of our design strategy.

Tough the mechanism of this class of compounds is not yet fully
understood, they show significant activity in a cell-based HCV rep-
licon assay. Recently, it was reported that the structurally related
acylthiourea compound ACH-806'> showed potent anti-HCV activ-
ity with a unique mechanism of action. It selectively binds to the
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HCV NS4A protein,'® resulting in altered protein composition and
inactivation of the replicase complex. Therefore, it is possible that
our compounds 1 and 2 also target at the HCV NS4A protein. Fur-
ther mechanism studies on this class of compounds are currently
under active investigation and will be reported in due courses.

In this Letter, we report the synthesis of these scaffolds and
explore the structure-activity relationship requirements for these
new scaffolds.

The tetrahydroquinoline 7 was generated form commercially
available 1-naphthol 3 (Scheme 1). Nucleophilic substitution with
1,5-dibromopentane afforded compound 4. Subsequent O-alkyl-
ation of 5-hydroxyquinoline with compound 4 in the presence of
potassium carbonate in NMP (1-methyl-2-pyrrolidine) at 90 °C gave
compound 5. Selective reduction of quinoline 5 with sodium borohy-
dride-nickelous chloride (NaBH4-NiCl,) system'® in methanol pro-
vided the tetrahydroquinoline 6. The desired compound 7 was then
obtained by treatment of 6 with potassium thiocyanate!! in ethanol.

Indolines 12 and 14 were synthesized by the method summa-
rized in Scheme 2. In the presence of potassium carbonate,
4-hydroxyindole 8 can undergo nucleophilic substitution with
1,5-dibromopentane to give compound 9. Subsequent O-alkylation
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Figure 1. From aryl thiourea 1 to heterobicyclic scaffold 2.
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Scheme 2. Synthesis of indolines 12 and 14.

of 4-chlorophenol with compound 9 in the presence of potassium
carbonate in NMP at 90 °C afforded compound 10. Selective reduc-
tion of indole 10 and commercially available indole 13 with
sodium cyanoborohydride (NaBH;CN) in acetic acid'? gave indo-
lines 11 and 14, respectively. Treatment of 11 with 1,1’~(thiocar-
bonyl)diimidazole (TCDI) in THF at 50 °C followed by reaction
with 2 M ammonia in methanol provided the target compound 12.

Indoles 16 and 18 were prepared according to the chemistry in
Scheme 3. The compound 10 was treated with KH'? in THF at room

temperature for 30 min followed by reaction with TCDI at —78 °C
afforded compound 15. The desired compound 16 was then
obtained by treatment of 15 with 25% ammonia solution in THF
at room temperature. The benzamide 17 was treated with t-BuOK
in THF at room temperature for 30 min followed by reaction with
15 in THF gave the target compound 18.

Indolines 21-51 were prepared from commercially available acyl
chloride 19, which was converted to acyl isothiocyanate 20 upon
reaction with ammonium thiocyanate (Scheme 4). Subsequent
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Scheme 4. General synthetic route to compounds 21-51.

addition of compounds 11 and 14 to the resulting acyl isothiocya-
nate 20, without isolation, gave the desired compounds 21-51.
Other indolines 54 and 57 were synthesized as shown in
Scheme 5. The benzenesulfonyl isothiocyanate 53 was prepared'*
by coupling the starting benzenesulfonamide 52 with carbon disul-
fide in the presence of KOH and subsequent addition of thionyl
chloride to the resulting compound. Compound 11 was then
coupled with 53 to give the target compound 54. The desired
compound 57 was obtained through the reaction of o-phenyl

chlorothionoformate 55 with potassium thiocyanate and subse-
quent coupling of 11 with the resulting compound 56 in acetone.

The heterobicyclic compounds described herein were tested for
anti-HCV activity using an in vitro assay system that is suitable for
monitoring anti-HCV activities of compounds. This system is com-
posed of a human hepatocarcinoma cell line (Huh-7) supporting
multiplication of a HCV replicon. We examined compounds’ ability
to inhibit the replication of subgenomic HCV RNA in a HCV replicon
cell system.® All compounds were also tested for their cytotoxicity
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Scheme 5. Synthesis of indolines 54 and 57.

toward human Huh-7 cells. As shown in Figure 1, the aryl thiourea
moiety of 1 was converted to a conformationally restricted hetero-
bicyclic moiety 2. Initial leads for the heterobicyclic series are
disclosed in Table 1. Conformational restriction of 1 to give bicyclic
analogues (7, 12, 16) led to a significant decrease in activity. The
most potent heterobicycle was indoline 12, which showed an
ECso of 4.71 uM and did not exhibit cytotoxicity up to 50 pM.
Dehydrogenation (16) or increase in ring size (7) decreased anti-
HCV activity by fivefold or more compared to 12.

We then focused on the modifications of the indoline series. As
seen from Table 2, introduction of a benzoyl group (25) at the NH,
of the thiourea moiety resulted in a sixfold increase in activity
compared to the parent compound (12). Making the same change
to indole 16 to give 18 also showed an increase in activity. Replace-
ment of the benzoyl group of compound 25 with phenoxycarbonyl
(26), phenylsulfonyl (54), and phenoxythiocarbonyl (57) groups
resulted in a complete loss of activity, indicating the importance
of the benzoyl group. Compound 25 has an ECsy of 0.79 uM in
the 1b replicon assay, and a CCsq of greater than 50 uM. This

Table 1
Anti-HCV activity and cytotoxicity for heterobicyclic scaffolds
AP NS
~o o
Cr
N
7]/NH2
S
Compound X Ar 1b ECso® (M) CCsg® (uM) SI®
7 —(CHy)3- 1-Naphthyl  >50 >50 >1
12 —(CHz)2— 4-Cl-Ph 4.71 £0.26 >50 >11
16 -CH=CH-  4-Cl-Ph 24.54 £1.32 2471+£118 1

compound was chosen for further study as it was identified to be
the most active compound thus far.

Several indolines with benzyl and alkyl substituents at the
different positions of the phenyl ring are described in Table 3.
The position of the benzyl group at the phenyl ring of indoline moi-
ety (21-24) impacted anti-HCV activity. The activity increased
from C-7 substitution (24) to C-6 substitution (23), C-5 substitu-
tion (22), and to C-4 substitution (21), the latter being the most
preferred pattern for sterically demanding substituents.

The benzoyl substituent of the indoline scaffold was diversified
to further improve the anti-HCV activity (Table 4). We have intro-
duced substituents (27-39) into the phenyl ring of the benzoyl
moiety of compound 25. The 3- and 4-nitro analogues (28, 29)
were more active than the 2-nitro analogue (27). Interestingly,
the 3- and 4-cyano analogues (30, 31) exhibited potent inhibitory
activities with ECses of 0.57 and 0.51 puM, respectively. In particu-

Table 2
Anti-HCV activity and cytotoxicity for heterobicyclic scaffolds

T
-

N H
?//N\R
S

Compound X R 1b ECs¢® (uM) CCso? (UM) S
12 ~(CHy),- H 471+026 >50 >11
18 —-CH=CH- PhCO 4.06 +0.83 29.51+2.73 7
25 ~(CH»),-  PhCO 0.79+0.14 >50 >63
26 ~(CHy),- PhO-CO  >50 >50 >1
54 ~(CHy),- PhSO, >50 >50 >1
57 —(CHy)- PhO-CS >50 >50 >1

# Mean of triplicate well values. All experiments were performed at least twice.
b In vitro selectivity index (CCso/ECso).

2 Mean of triplicate well values. All experiments were performed at least twice.
b In vitro selectivity index (CCso/ECso).
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Table 3
Anti-HCV activity and cytotoxicity for indolines 21-24
4
5
R—o0—I
6~ N
T =g
HN
(0]
Compound R 1b ECso? (M) CCso® (UM) si®
21 4-CH,Ph 3.18+0.36 >50 >16
22 5-CH,Ph 4.81+0.27 45.21+2.63 9
23 6-CH,Ph 5.05+0.93 43.80 £ 1.48 9
24 7-CH,Ph >50 >50 >1

2 Mean of triplicate well values. All experiments were performed at least twice.
b In vitro selectivity index (CCso/ECso).

Table 4
Anti-HCV activity and cytotoxicity for indolines 25 and 27-51

L

N
j

R
(0]

Compound R 1b ECso* (LM) CCso® (UM) SI®
25 Ph 0.79+0.14 >50 >63
27 2-NO,-Ph 1.65+£0.33 >50 >30
28 3-NO,-Ph 0.58 £0.12 12.13+1.18 21
29 4-NO,-Ph 0.72 £0.21 13.62 £ 1.45 19
30 3-CN-Ph 0.57 +0.09 9.75+0.86 17
31 4-CN-Ph 0.51+£0.15 >50 >98
32 4-F-Ph 0.95 +£0.28 31.11 £2.56 33
33 4-Cl-Ph 0.69 £0.18 21.71+1.43 31
34 4-Br-Ph 0.88 £0.16 29.08 +1.78 33
35 4-CF3-Ph 1.23+0.43 32.69 +1.67 27
36 4-Me-Ph 1.94 £0.19 >50 >26
37 4-MeO-Ph 2.02 £0.61 3442 +1.48 17
38 4-t-Bu-Ph 1.95+£0.53 >50 >26
39 4-N(CHs3),-Ph 4237 +1.83 >50 >1
40 CH,CH,Ph 13.36 £ 0.79 >50 >4
41 CH,CH,CH;3 31.58 +1.65 >50 >2
42 Cyclopentyl 25.39+1.23 >50 >2
43 Cyclohexyl 42.47 £2.57 >50 >1
44 2-Naphthyl 2.16 +0.56 >50 >23
45 2-Furyl 0.58 £0.15 4.62 +0.63 8
46 3-Furyl 1.72 £0.23 20.06 £ 1.35 12
47 2-Thienyl 0.66 + 0.08 10.66 + 0.95 16
48 3-Thienyl 1.02 £0.18 >50 >49
49 3-Pyridyl 2.37+0.24 11.1 £ 0.86 5
50 5-Isoxazolyl 2.06+£0.17 37.08 £1.83 18
51 2-Benzothienyl 1.1 £0.07 >50 >45

4 Mean of triplicate well values. All experiments were performed at least twice.
b In vitro selectivity index (CCso/ECso).

lar, compound 31 proved to be more potent than the unsubstituted
compound 25 with a selectivity index of greater than 98. All other
4-substituted analogues (32-39) showed similar or slightly
reduced activity, with the exception of the 4-dimethylamino ana-
logue 39, which resulted in a considerable loss of activity. Intro-
duction of an ethylene linker (40) between the carbonyl group
and the phenyl ring showed a decrease in potency. Replacing the
phenyl ring (25) of the benzoyl moiety by an n-propyl (41) or a
cycloalkyl group (42, 43) dramatically decreased the activity. These
findings indicate that the aromatic ring seems to play an important

role in activity. Replacement of the phenyl ring (25) by a naphthyl
(44) or a heterocycle (45-51) resulted in slightly improved or re-
duced activity. The 2-furyl (45) and 2-thienyl (47) analogues were
more active than their 3-furyl (46) and 3-thienyl (48) isomers, but
were also somewhat more cytotoxic. The most potent inhibitor 31
from this SAR study was selected for further development of anti-
HCV agents.

In conclusion, we have developed an efficient synthetic
methodology to provide indole-1-carbothioic acid amide, 2,3-dihy-
dro-indole-1-carbothioic acid amide, and 3,4-dihydro-2H-quino-
line-1-carbothioic acid amide that could be useful for preparing
conformationally restricted novel HCV inhibitors. Incorporation
of an aromatic acyl group at the NH; of the thiourea moiety has
been found to enhance inhibitory activity. Substitution at the 4-po-
sition of the indoline was preferred over the 5, 6, and 7-positions.
In addition, the chain length of the alkyl group also influences anti-
HCV activity. The indoline scaffold is clearly favored over the
corresponding indole and tetrahydroquinoline scaffolds and is a
novel chemotype for further exploration of anti-HCV drugs.

Acknowledgment

We gratefully acknowledge the financial support of the National
Health Research Institutes in Taiwan (ROC).

References and notes

1. Choo, Q. L.; Kuo, G.; Weiner, A. ].; Overby, L. R.; Bradley, D. W.; Houghton, M.
Science 1989, 244, 359.

2. (a) Simmonds, P.; Holmes, E. C.; Cha, T. A.; Chan, S. W.; McOmish, F.; Irvine, B.;
Beall, E.; Yap, P. L.; Kolberg, ].; Urdea, M. S. J. Gen. Virol. 1993, 74, 2391; (b)
Simmonds, P. J. Hepatol. 1999, 31, 54; (c) Simmonds, P. J. Gen. Virol. 2004, 85,
3173.

3. World Health Organization. J. Viral Hepat. 1999, 6, 35.

4. (a) Cuthbert, J. A. J. Clin. Microbiol. Rev. 1994, 7, 505; (b) El-Serag, H.; Mason, A.
Arch. Int. Med. 2000, 160, 3227; (c) Bartenschlagar, R. Antiviral Chem. Chemother.
1997, 8, 281; (d) Dymock, B. W. Emerg. Drugs 2001, 6, 13; (e) Dymock, B. W.;
Jones, P. S.; Wilson, F. X. Antiviral Chem. Chemother. 2000, 11, 79; (f) Hoofnagle,
J. H.; Di Bisceglie, A. M. N. Engl. ]. Med. 1997, 336, 347; (g) Hoofnagle, J. H.
Hepatology 2002, 36, S21; (h) Seeff, L. B. Hepatology 2002, 36, S35; (i) Pawlotsky,
J. M. Currr. Opin. Infect. Dis. 2003, 16, 587.

. Boyer, N.; Marcellin, P. J. Hepatol. 2000, 32, 98.

6. (a) Abrignani, S.; Houghton, M.; Hsu, H. H. J. Hepatol. 1999, 31, 259; (b) Prince,
A. M.; Shata, M. T. Clin. Liver Dis. 2001, 5, 1091; (c) Forns, X.; Payette, P. ].; Ma,
X.; Satterfield, W.; Eder, G.; Mushahwar, I. K.; Govindarajan, S.; Davis, H. L.;
Emerson, S. U.; Purcell, R. H.; Bukh, ]. Hepatology 2000, 32, 618.

7. (a) Hoofnagle, J. H.; Seeff, L. B. N. Engl. J. Med. 2006, 355, 2444; (b) Zoulim, F.;
Chevallier, M.; Maynard, M.; Trepo, C. Rev. Med. Virol. 2003, 13, 57; (c) Manns,
M. P.; McHutchison, J. G.; Gordon, S. C.; Rustgi, V. K.; Shiffman, M.; Reindollar,
R.; Goodman, Z. D.; Koury, K.; Ling, M.; Albrecht, J. K. Lancet 2001, 358, 958; (d)
McHutchinson, J. G.; Gordon, S. C.; Schiff, E. R.; Shiffman, M. L.; Lee, W. M.;
Rustgi, V. K.; Goodman, Z. D.; Ling, M. H.; Cort, S.; Albrecht, J. K. N. Eng. . Med.
1998, 339, 1485.

8. The cell-based HCV subgenomic replicon assay was frequently used to look for
inhibitors that interact with any components of HCV replication complex and
impair HCV viral replication. In contrast, enzyme-based biochemical assay was
usually aimed to look for inhibitors against one specific viral target of HCV
replication complex: Lee, . C.; Chang, C. F.; Chi, Y. H.; Hwang, D. R.; Hsu, J. T. A.
J. Virol. Methods 2004, 116, 27.

9. Kang, L. J.; Wang, L. W,; Lee, C. C.; Lee, Y. C; Chao, Y. S.; Hsu, T. A.; Chern, ]. H.
Bioorg. Med. Chem. Lett. 2009, 19, 1950.

10. Nose, A.; Kudo, T. Chem. Pharm. Bull. 1984, 32, 2421.

11. Zhang, M.; Dally, R.; Bullock, W. Synth. Commun. 2004, 34, 4023.

12. (a) Gribble, G. W.; Lord, P. D.; Skotnicki, J.; Dietz, S. E.; Eaton, J. T.; Johnson, J. L.
J. Am. Chem. Soc. 1974, 96, 7812; (b) Gribble, G. W.; Hoffman, J. H. Synthesis

1977, 859; (c) Edwards, J. P.; West, S. J.; Pooley, C. L. F.; Marschke, K. B.; Farmer,
L. ].; Jones, T. K. Bioorg. Med. Chem. Lett. 1998, 8, 745; (d) Baran, P. S.; Guerrero,
C. A.; Hafensteiner, B. D.; Ambhaikar, N. B. Angew. Chem., Int. Ed. 2005, 44, 3892.

13. (a) Muthusamy, S.; Paramasivam, R. J. Heterocycl. Chem. 1991, 28, 759; (b) Yang,
Y.; Martin, A. R.; Nelson, D. L.; Regan, ]. Heterocycles 1992, 34, 1169.

14. (a) Mcfarland, J. W.; Houser, R. W. J. Org. Chem. 1968, 33, 340; (b) Dickore, K.;
Kuhle, E. Angew. Chem., Int. Ed. Engl. 1965, 4, 430; (c) Gompper, R.; Haegele, W.
Chem. Ber. 1966, 99, 2885.

15. (a) Wyles, D. L.; Kaihara, K. A.; Schooley, R. T. Antimicrob. Agents Chemother.
2008, 52, 1862; (b) Yang, W.; Zhao, Y.; Fabrycki, ].; Hou, X.; Nie, X.; Sanchez, A,;
Phadke, A.; Deshpande, M.; Agarwal, A.; Huang, M. Antimicrob. Agents
Chemother. 2008, 52, 2043.

w



	Design and synthesis of indole, 2,3-dihydro-indole, and 3,4-dihydro-2H-quinoline-1-carbothioic acid amide derivatives as novel HCV inhibitors
	Acknowledgment
	References and notes


