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Betraying the Parasite’s Redox
System: Diaryl Sulfide-Based
Inhibitors of Trypanothione
Reductase: Subversive Substrates
and Antitrypanosomal Properties

Bernhard Stump,® Marcel Kaiser,” Reto Brun,”
R. Luise Krauth-Siegel,”” and Francois Diederich*®

Trypanosoma and Leishmania are the causative agents of Afri-
can sleeping sickness (Trypanosoma brucei), Chagas disease
(Trypanosoma cruzi), and the different forms of leishmaniasis
(for example, Leishmania donovani). All these tropical diseases
cause many thousands of deaths annually, and African sleeping
sickness and leishmaniasis are categorized as an emerging or
uncontrolled (category 1) disease by the world health organiza-
tion (WHO)."" The drugs currently in use show severe side ef-
fects, are often difficult to administrate, and are inefficient in
the late stages of infection.* In addition, the parasites show
increasing drug resistance.”® This generates the urgent need
for new antiparasitic agents.

A promising approach in the fight against these diseases is
to interfere with the redox metabolism of the parasites. In try-
panosomatids, the nearly ubiquitous glutathione system is re-
placed by a trypanothione system.”’ The key enzyme of the
unique thiol metabolism is trypanothione reductase (TR, EC
1.8.1.12) which catalyzes the reduction of trypanothione disul-
fide (TS, 1) to trypanothione (T(SH),, 2) (Scheme 1). The
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Scheme 1. Reduction of trypanothione disulfide (TS,, 1) to trypanothione (T(SH),, 2) by trypanothione reductase
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NADPH dependent flavoprotein is the complement of human
glutathione reductase (hGR, EC 1.8.1.7) and is essential for the
parasites, rendering the enzyme an attractive drug target.®'%

An artful option to increase the efficiency of compounds in-
terfering with redox enzymes such as TR is to incorporate
structural motives into inhibitors, enabling them to convert
the antioxidative disulfide reductase into a pro-oxidative
enzyme. Redox-active compounds capable of such transforma-
tions have been termed turncoat inhibitors"" or subversive
substrates.'? Distinguished by a functional group with a low
one-electron reduction potential, such a subversive substrate X
can be reduced by the flavoprotein to a radical anion X7,
which can be reoxidized by molecular oxygen liberating super-
oxide anion radicals [Equations (1) and (2)]. This enzyme-cata-
lyzed redox cycling process leads to the prodigality of NADPH
and molecular oxygen, and the simultaneous release of toxic
reactive oxygen species inside the parasites. Such compounds
therefore act as catalysts for oxidative stress. The known sensi-
tivity of parasitic protozoa towards reagents promoting free
radical damage in cells"® renders this strategy a promising
route to new, potent agents against the pathogens.

NADPH+2X — NADP* 42X~ +H* (1)
2X7 420, — 20, +2X (2)

Nifurtimox (3, Figure 1a), a drug used to treat Chagas dis-
ease, is proposed to operate by generation of reactive oxygen
species in the T. cruzi parasite." It was shown that nifurtimox
acts as a weak inhibitor and subversive substrate for TR and
other flavoenzymes."*'® A thorough study of Blanchard
et al."® proved that the nitrofuran-containing derivative chini-
fur (4) acts as an inhibitor as
well as a subversive substrate
of TR. Cenas et al. demonstrat-
ed that this compound is also
an inhibitor of hGR."”!

Decoration of a known scaf-
HoN fold described as a good TR

ligand with a substituent that is
able to subvert the physiologi-
2 cal antioxidative function of the
enzyme should lead to com-
pounds featuring strong trypa-
nocidal properties. In our at-
tempt to create derivatives
acting as inhibitors as well as
subversive substrates of this redox enzyme, we selected a 2-
aminodiphenyl sulfide core as lead structure. Opening the cen-
tral ring of tricyclic phenothiazene-based antidepressants, able
to inhibit TR led to piperazine-bearing 2-aminodiphenyl sul-
fides, which have been described as inhibitors of this enzyme
as early as 1995.' Subsequent studies revealed that introduc-
tion of a permanent positive charge into the inhibitor scaffold
increases the inhibition potency. This was accomplished by
quaternization of the amine-containing headpiece of a flexible
linker that is connected to the aniline nitrogen of the diphenyl
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Figure 1. Compounds interacting with trypanothione reductase. a) Nifurtimox (3) and chinifur (4), both com-
pounds with a 5-nitrofuran moiety, have been shown to act as subversive substrates of the flavoenzyme.
b) Assembly of the cationic diphenyl sulfide inhibitor 5 which has been described as competitive TR inhibitor."®

sulfide core, as in the benzylammonium derivative 5 (Fig-
ure 1b).2%

We prepared analogues with a 3,4-dichlorobenzylammonium
headpiece and differently para-substituted diphenyl sulfide
cores. By exchange of the 3,4-dichlorobenzyl against a 5-nitro-
furfuryl unit, the desired subversive substrates for the enzyme
should be created.

The synthesis of the target molecules is shown in Scheme 2.
Reaction of thiophenol (6) and the para-bromo or para-chloro
substituted analogues 7 and 8 with 2,5-dichloronitrobenzene
yielded the diphenyl sulfide derivatives 9, 10, and 11. For the
synthesis of the corresponding trifluoromethyl substituted
scaffold 12, 4-(trifluoromethyl)bromobenzene 13 was treated
with tBuLi to generate the lithiated species by a bromo-lithium

a
R SH
6 R=H
7 R=Cl
8 R=Br

b

FiC Br 9 R = phenyl
10 R = 4-Cl-phenyl

13 11 R = 4-Br-phenyl

12 R = 4-CF3-phenyl

cl g\~

22 R =phenyl

23 R =4-Cl-phenyl
24 R = 4-Br-phenyl
25 R =4-CF5-phenyl

exchange. Sulfur was added to
this intermediate leading to the
corresponding thiolate, which
was treated in situ with 2,5-di-

cl chloronitrobenzene to vyield di-

I 5 phenyl sulfide 12. Reduction of

- e the nitro group gave the ani-
diaryl sulfide  flexible ammonium lines 14-17 that were converted
core linker  headpiece in a two-step procedure with 3-

chloropropionyl chloride and
subsequent reduction of the re-
sulting amide to the secondary
amines 18-21. Microwave-as-
sisted introduction of the dime-
thylamino substituent, followed
by quaternization of the resulting tertiary amines 22-25 with
3,4-dichlorobenzyl chloride yielded the benzylammonium in-
hibitors 5, 26, 27, and 28. Reaction of the tertiary amines 22-
25 with (2-bromomethyl)-5-nitrofuran gave the 5-nitrofurfury-
lammonium inhibitors 29-32.

The biological assays demonstrated fully competitive TR in-
hibition with respect to the substrate TS, for the benzylammo-
nium derivatives 5, 26, 27, and 28 with K. (competitive inhibi-
tion constant) values in the lower micromolar range (Table 1).
We were unable to reproduce the published K. value of
1.69 um for the phenyl sulfide derivative 5°” which was mea-
sured in an assay using the artificial substrate (ZCG-dmapa),
(N,N"-bis(benzyloxycarbonyl)-L-cysteinylglycyl-3-dimethylami-

[12,15,16]

no)propylamide)?"! and a different buffer system containing
cl
R-S  NH, R-S HNJ_/
d
cl cl
14 R = phenyl 18 R = phenyl
15 R = 4-Cl-phenyl 19 R = 4-Cl-pheny!
16 R = 4-Br-phenyl 20 R = 4-Br-pheny!
17 R =4-CF;-phenyl 21 R =4-CFy-phenyl

R = phenyl

26 R =4-Cl-phenyl

cl 27 R =4-Br-phenyl
28 R =4-CF3-phenyl

29 R =phenyl
NO: 30 R=4-Clphenyl
31 R =4-Br-phenyl
32 R =4-CFz-phenyl
Cl

Scheme 2. Synthesis of cationic diaryl sulfide-based TR inhibitors. a) Na, 2,5-dichloronitrobenzene, EtOH, 0-78°C, 15-28 h, 90-95 %; b) 1. tBuLi, —78°C, 10 min,
2.5, —78°C—25°C, 30 min, 3. 2,5-dichloronitrobenzene, 5 h, 77 %; c) Zn, NH,Cl, MeOH, 65 °C, 2-5 h, 73-98 %; d) 1. 3-chloropropionyl chloride, pyridine, THF,

25°C, 1-4 h; 2. BH;-THF, THF, 67 °C, 2-4 h, 83-95 % (over 2 steps);
acetone, microwaves, 120 °C, 20 min, 54-74%; g)
THF =tetrahydrofuran.
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e) NHMe, (purity: 40%, in H,0), DMF, 90°C, 12-15 h, 81-91%; f) 3,4-dichlorobenzyl chloride,
2-(bromomethyl)-5-nitrofuran, Et,O, acetone, 25°C, 12-16 h, 63-84 %. DMF = N,N-dimethylformamide;
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Table 1. Inhibition of TR by benzylammonium- and nitrofurfurylammonium derivatives.

sumption of the enzyme was
monitored in the presence of
these compounds, but in the
absence of the physiological

formation. The inhibitory constants were derived from Lineweaver-Burk plots.

R K™ [um] K™ [um] Mode of Inhibition substrate TS,."? Oxidation of
NADPH was increased more
cl than tenfold in the presence of
5 H 3,4-dichlorobenzyl 9+1 - competitive the nitrofurfurylammonium de-
26 a 3,4-dichlorobenzyl 10+£3 - competitive rivatives 29-32 (Table 2, Sup-
27 Br 3,4-dichlorobenzyl 8+4 - competitive porting Information Figure 25))
28 CF, 3,4-dichlorobenzyl 6+3 - competitive -
29 H 5-nitrofurfuryl 940 9+0 mixed comp.—uncomp. In contrast, the benzylammoni-
30 a 5-nitrofurfuryl 741 741 mixed comp.—uncomp. um inhibitor 5 did not affect
31 Br 5-nitrofurfuryl 71 7+1 mixed comp.—uncomp. the intrinsic oxidase activity of
32 CF, 5-nitrofurfuryl 2041 2041 mixed comp.—uncomp. TR
[a] The kinetics (comp: competitive, uncomp: uncompetitive) was measured as described in the Supporting In- To detect the generation of

radical species, the oxidase

0.15m KCI. In our assay with TS, in HEPES-buffer, compound 5
yielded a K value of 9 um.

Whereas the potency for enzyme inhibition of the furfuryl
ammonium inhibitors 29-32 lies in the low micromolar range,
the kinetics changed dramatically upon replacement of the
3,4-dichlorobenzyl moiety by the 5-nitrofurfuryl substituent
(Table 1). In contrast to the benzylammonium derivatives 5, 26,
27, and 28, binding of the corresponding furfuryl derivatives
29-32 followed a mixed competitive—-uncompetitive mecha-
nism, with the special case where K=K, (uncompetitive in-
hibition constant), meaning that the binding affinity of the in-
hibitor to the enzyme is independent of the substrate concen-
tration (Figure 2). This inhibition mechanism is also referred as
noncompetitive inhibition in literature.

The structure-activity relationship (SAR) with respect to the
substitution pattern of the thiophenyl ring clearly differs
among the two cationic inhibitor classes. Whereas exchange of
the 4-chloro substituent of the thiophenyl moiety (as in 26,
K.=10um) by a 4-trifluoromethyl group (as in 28, K.=6um)
lowered the inhibitor constant for the competitive benzylam-
monium inhibitor, the same replacement of chlorine (as in 30,
Kc.=K.=7um) by trifluoromethyl (as in 32, K.=K,=20um)
weakened the binding of the mixed competitive—-uncompeti-
tive nitrofurfurylammonium inhibitor. We take this as an indica-
tion for the occupation of a second binding site by the nitro-
furfurylammonium derivatives, with distinct geometry relative
to the TS, binding site presumably occupied by the benzylam-
monium ligands. A cavity at the twofold symmetry axis of the
homodimeric enzyme has been identified as a binding site for
mixed competitive-uncompetitive tricyclic xanthene inhibitors
by X-ray crystallography of the closely related enzyme human
glutathione reductase (hGR).?? The analogous cavity of TR has
been postulated to act as a binding site for mixed competi-
tive-uncompetitive naphthoquinone inhibitors.”® Computer
modeling using MOLOC®* suggests that the furfuryl deriva-
tives 29-32 could similarly fit into this cavity of TR (Supporting
Information Figure 1SlI).

To determine the ability of the 5-nitrofurfuryl inhibitors 29—
32 to induce the intrinsic oxidase activity of TR, NADPH con-

assay for compound 31 was
coupled to the reduction of oxi-
dized cytochrome ¢ (Cytc-Fe®") that can undergo one-electron
reduction to the Fe’" redox state for instance mediated by

a) _ 2 1
Br—@—S HN—/_/\N;r & T
Q “ 1/v [mLUTY
cl a 1.5

0.05 A
—0.06 -0.04 -0.02 0.00 0.02 0.04 0.06

1/[18,] ] —>

#~no, 0.841/v [mLUT]
o

06 A

Fa
T T T o T T 1

-0.06 -0.04 -0.02 0.00 0.02 0.04 0.06

1/[TS,] [aM] —>

Figure 2. Lineweaver-Burk plots for the inhibition of T. cruzi TR by com-
pound 27 and 31. The concentration of the substrate (TS,) was varied in the
presence of fixed concentrations of inhibitors. a) 27 (0 0, x 20, ¢ 40 um);
and b) 31 (0 0, 2 4, 0 10 um). The kinetics was measured as described in the
Supporting Information.
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itors 5, 26, 27, and 28.

Table 2. Reduction of nitrofuran derivatives by TR and correlation of the induced NADPH oxidase activity by
the nitrofurfurylammonium derivatives 29-32 with the Ki-values of the corresponding benzylammonium-inhib-

likely that nitrofuran reduction
takes place at the active site.
The behavior observed for the

o nitrofurfurylammonium  inhibi-

Kie=Ki, [um] [\:JAnI?;i]g;(. x-fold K(Benz) [um] ﬁﬁ:f&{ ’:']ADPH %% 1 tors indicates two independent

events: on the one hand, they

29 9x0 030 ! 9£1 ) 170 cause mixed competitive-un-
30 741 0.40 14 1043 (26) 137 T

31 741 033 12 844 (27) 133 competitive inhibition of TS, re-

32 20+1 0.28 10 643 (28) 12.0 duction by binding outside of

activity in the absence of any substrate (0.028 Umg™").

[a] The assays contained in a total volume of 1 mL buffer 100pm NADPH, 200 um inhibitor, and 6.5 U TR.
NADPH oxidation was followed at 25°C. [b] Increase in the NADPH oxidase activity of TR as compared to the

the trypanothione binding site,
likely in the enzyme cavity at
the twofold axis. On the other

O, [Equation (3)]. By monitoring the absorption increase at
550 nm, the single-electron reduction of the heme protein was
observed (Supporting Information Table 15I)."? To prove the in-
volvement of superoxide radicals in the reaction, superoxide
dismutase (SOD) was added to the assay as described earlier."
In the presence of SOD (Equation (4), Supporting Information
Figure 2Slb), the rate of Cytc-Fe*" reduction was decreased (as
expected if superoxide anions are formed) because the dismu-
tation of superoxide radicals by SOD proceeds much faster
than the corresponding reduction to molecular oxygen by
Cytc-Fe** (turnover number for reactions with 20,7": SOD 1.9x
10°m7's7"; Cytc-Fe’™: 1.1x10°m's ™). No complete quench-
ing of the Cytc-Fe®t reduction was observed. Most probably, a
part of Cytc-Fe® " is directly reduced by the furfuryl radicals X
[Equation (5)]. A similar partial prevention of Cytc-Fe** reduc-
tion by SOD has already been observed for menadione-based
subversive substrates of TR and 5-nitrofuran derivatives,”
demonstrating that direct reduction of Cytc-Fe** by the re-
spective radicals plays an important role.

20, +2Cytc-Fe*™ — 20,+2Cytc-Fe** (3)
20,”+50D — 0,+H,0,+50D (4)
X~ +Cytc-Fe*" — X+Cytc-Fe?* (5)

Conspicuously, the rate of NADPH oxidation did not corre-
late with the observed K. (=K;,) values for the mixed competi-
tive—uncompetitive nitrofurfuryl inhibitors but rather with the
K. values of the corresponding benzylammonium analogues
(Table 2, 5™ column). Measuring
the NADPH consumption of TR

hand, the nitrofuran moiety of

the inhibitors is reduced in the
active site. Such cycling between two binding sites of the
enzyme has already been proposed for the subversive sub-
strate chinifur (4).%

The invitro studies with the trypanosomatid flagellates
T. cruzi, T. b. rhodesiense, and L. donovani in culture validated
the concept of subversive inhibition to gain antitrypanosomal
activity. Though none of the compounds showed significant
growth inhibition of the intracellularly multiplying T. cruzi and
L. donovani, the nitrofurfurylammonium derivatives 29-32 ex-
hibited rather strong activities against T. b. rhodesiense with
ICs, (median inhibitory concentration) values between 0.6 and
1.0uM (Table 3). The corresponding competitive TR inhibitors 5
and 28, which are not acting as subversive substrates, showed
none or only weak growth inhibition for the parasites. The cy-
totoxicity on mammalian L6 cells remarkably proved to be
lower for the nitrofuran-containing inhibitors compared to the
benzylammonium analogues, although nitrofurans have been
shown to interact, for instance, with the mammalian seleno-
protein thioredoxin reductase (EC 1.6.4.5).% This leads to an
excellent selectivity index for the subversive substrates 28-30,
as the toxicity 1Cs, value on myoblast cells is 100-fold higher
compared to the IC;, against T. b. rhodesiense. The exception
was the trifluoromethyl inhibitor 32.

In summary, we have reported the synthesis and evaluation
of diphenyl sulfide-based TR inhibitors. By replacing the 3,4-di-
chlorophenyl entity by a nitrofuran unit, we discovered a new
class of inhibitors with a distinctively changed inhibition mode.
For these substances, we demonstrated that they act as sub-
versive substrates for TR. In vitro studies with T. b. rhodesiense

in the presence of variable con-
centrations of the competitive
benzylammonium inhibitor 27

based TR inhibitors.

Table 3. In vitro antitrypanosomal activity against T. b. rhodesiense STIB900 and cytotoxicity of diaryl sulfide-

) . Klum] T. b. rhodesiense Growth Inhibition® ICsolm] Cytotoxicity® Selectivity
and different concentrations of Subversive Substrate ICsp [1M] Indext®
the .nltrofurfur)./lammonlum (.1e- p 011 o 0% ~ 752 ~
rivative 31 (acting as subversive 28 643 ho 38% - 8.5 -
substrate) showed by approxi- 29 9:+0 yes 99% 0.59 >170 >290
mation a competitive inhibition 30 7+1 yes 99% 0.77 729 95

. - 31 7+1 yes 99% 0.68 86.5 127
of the oxidase activity (not 32 2041 yes 99% 102 276 27

shown). As the presence of com-

pound 27 clearly affected the

ICso(T. b. rhodesiense)].

[a] At 0.8pgmL™" inhibitor concentration. [b] L6 myoblast cells. [c] Selectivity index: [ICs(L6 myoblast cells)/

rate of nitrofuran reduction, it is

ChemMedChem 2007, 2, 1708-1712
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revealed the importance of the redox-active nitrofuran moiety
and validated the concept of subversive inhibition as a promis-
ing strategy to interfere with the parasite’s redox metabolism
and achieve, in future work, potent in vivo growth inhibition.

Acknowledgements

This research was supported by a graduate student fellowship
from Novartis (to B.S.), the UNICEF/UNDP/World Bank/WHO Spe-
cial Programme for Research and Training in Tropical Diseases
(TDR) (to M.K. and R.B.), and by the Deutsche Forschungsgemein-
schaft (SFB 544, project B3, to L.K.-S.). We thank Jorg Klein for the
synthesis of diaryl sulfide cores and Edith Rockel for her help
measuring TR assays.

Keywords: antiparasitic agents - drug design - inhibitors -
subversive substrates - trypanothione reductase

[1] J.H.F. Remme, E. Blas, L. Chitsulo, P. M. P. Desjeux, H.D. Engers, T.P.
Kanyok, J. F. K. Kayondo, D. W. Kioy, V. Kumaraswami, J. K. Lazdins, P. P.
Nunn, A. Oduola, R. G. Ridley, Y. T. Toure, F. Zicker, C. M. Morel, Trends
Parasitol. 2002, 18, 421 -426.

[2] R.J.S. Burchmore, P.O.J. Ogbunude, B. Enanga, M.P. Barrett, Curr.
Pharm. Des. 2002, 8, 257 -267.

3] S. L. Croft, V. Yardley, Curr. Pharm. Des. 2002, 8, 319-342.

4] A.H. Fairlamb, Trends Parasitol. 2003, 19, 488-494.

5] M. P. Barrett, Lancet 1999, 353, 1113-1114.

6] S. L. Croft, S. Sundar, A. H. Fairlamb, Clin. Microbiol. Rev. 2006, 19, 111-
126.

[71 A.H. Fairlamb, A. Cerami, Annu. Rev. Microbiol. 1992, 46, 695 -729.

[8] C. D'Silva, S. Daunes, Expert Opin. Invest. Drugs 2002, 11, 217 -231.

[9] J. Keiser, A. Stich, C. Burri, Trends Parasitol. 2001, 17, 42-49.

[
[
[
[

[10] S. Mdiller, E. Liebau, R.D. Walter, R.L. Krauth-Siegel, Trends Parasitol.
2003, 79, 320-328.

[11] M. C. Jockers-Scherubl, R. H. Schirmer, R. L. Krauth-Siegel, Eur. J. Biochem.
1989, 180, 267 -272.

[12] G.B. Henderson, P. Ulrich, A. H. Fairlamb, I. Rosenberg, M. Pereira, M.
Sela, A. Cerami, Proc. Natl. Acad. Sci. USA 1988, 85, 5374-5378.

[13] S.R. Meshnick, S. H. Blobstein, R. W. Grady, A. Cerami, J. Exp. Med. 1978,
148, 569-579.

[14] R. Docampo, A. O. M. Stoppani, Arch. Biochem. Biophys. 1979, 197, 317 -
321.

[15] K. Blumenstiel, R. Schoneck, V. Yardley, S.L. Croft, R.L. Krauth-Siegel,
Biochem. Pharmacol. 1999, 58, 1791 -1799.

[16] N. Cenas, D. Bironaite, E. Dickancaite, Z. Anusevicius, J. Sarlauskas, J. S.
Blanchard, Biochem. Biophys. Res. Commun. 1994, 204, 224 -229.

[17] P. Grellier, J. Sarlauskas, Z. Anusevicius, A. Maroziene, C. Houee-Levin, J.
Schrevel, N. Cenas, Arch. Biochem. Biophys. J. 2001, 393, 199 -206.

[18] T.J. Benson, J.H. McKie, J. Garforth, A. Borges, A.H. Fairlamb, K. T.
Douglas, Biochem. J. 1992, 286, 9-11.

[19] R. Fernandez-Gomez, M. Moutiez, M. Aumercier, G. Bethegnies, M.
Luyckx, A. Ouaissi, A. Tartar, C. Sergheraert, Int. J. Antimicrob. Agents
1995, 6, 111-118.

[20] S. Parveen, M. O. F. Khan, S. E. Austin, S. L. Croft, V. Yardley, P. Rock, K. T.
Douglas, J. Med. Chem. 2005, 48, 8087 - 8097.

[21] A. EI-Waer, K. T. Douglas, K. Smith, A. H. Fairlamb, Anal. Biochem. 1991,
198, 212-216.

[22] S. N. Savvides, P. A. Karplus, J. Biol. Chem. 1996, 271, 8101-8107.

[23] L. Salmon-Chemin, E. Buisine, V. Yardley, S. Kohler, M. A. Debreu, V.
Landry, C. Sergheraert, S.L. Croft, R. L. Krauth-Siegel, E. Davioud-Char-
vet, J. Med. Chem. 2001, 44, 548 -565.

[24] P.R. Gerber, K. Mller, J. Comput.-Aided Mol. Des. 1995, 9, 251 -268.

[25] H.J. Forman, I. Fridovich, Arch. Biochem. Biophys. 1973, 158, 396 -400.

[26] N. Cenas, S. Prast, H. Nivinskas, J. Sarlauskas, E. S. J. Arniér, J. Biol. Chem.
2006, 281, 5593 -5603.

Received: July 19, 2007
Revised: August 30, 2007
Published online on October 8, 2007

1712

www.chemmedchem.org

© 2007 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

ChemMedChem 2007, 2, 1708-1712


http://dx.doi.org/10.1016/S1471-4922(02)02387-5
http://dx.doi.org/10.1016/S1471-4922(02)02387-5
http://dx.doi.org/10.1016/S1471-4922(02)02387-5
http://dx.doi.org/10.1016/S1471-4922(02)02387-5
http://dx.doi.org/10.2174/1381612023396159
http://dx.doi.org/10.2174/1381612023396159
http://dx.doi.org/10.2174/1381612023396159
http://dx.doi.org/10.2174/1381612023396159
http://dx.doi.org/10.2174/1381612023396258
http://dx.doi.org/10.2174/1381612023396258
http://dx.doi.org/10.2174/1381612023396258
http://dx.doi.org/10.1016/j.pt.2003.09.002
http://dx.doi.org/10.1016/j.pt.2003.09.002
http://dx.doi.org/10.1016/j.pt.2003.09.002
http://dx.doi.org/10.1016/S0140-6736(98)00416-4
http://dx.doi.org/10.1016/S0140-6736(98)00416-4
http://dx.doi.org/10.1016/S0140-6736(98)00416-4
http://dx.doi.org/10.1128/CMR.19.1.111-126.2006
http://dx.doi.org/10.1128/CMR.19.1.111-126.2006
http://dx.doi.org/10.1128/CMR.19.1.111-126.2006
http://dx.doi.org/10.1146/annurev.mi.46.100192.003403
http://dx.doi.org/10.1146/annurev.mi.46.100192.003403
http://dx.doi.org/10.1146/annurev.mi.46.100192.003403
http://dx.doi.org/10.1016/S1471-4922(00)01829-8
http://dx.doi.org/10.1016/S1471-4922(00)01829-8
http://dx.doi.org/10.1016/S1471-4922(00)01829-8
http://dx.doi.org/10.1016/S1471-4922(03)00141-7
http://dx.doi.org/10.1016/S1471-4922(03)00141-7
http://dx.doi.org/10.1016/S1471-4922(03)00141-7
http://dx.doi.org/10.1016/S1471-4922(03)00141-7
http://dx.doi.org/10.1111/j.1432-1033.1989.tb14643.x
http://dx.doi.org/10.1111/j.1432-1033.1989.tb14643.x
http://dx.doi.org/10.1111/j.1432-1033.1989.tb14643.x
http://dx.doi.org/10.1111/j.1432-1033.1989.tb14643.x
http://dx.doi.org/10.1073/pnas.85.15.5374
http://dx.doi.org/10.1073/pnas.85.15.5374
http://dx.doi.org/10.1073/pnas.85.15.5374
http://dx.doi.org/10.1084/jem.148.2.569
http://dx.doi.org/10.1084/jem.148.2.569
http://dx.doi.org/10.1084/jem.148.2.569
http://dx.doi.org/10.1084/jem.148.2.569
http://dx.doi.org/10.1016/0003-9861(79)90251-0
http://dx.doi.org/10.1016/0003-9861(79)90251-0
http://dx.doi.org/10.1016/0003-9861(79)90251-0
http://dx.doi.org/10.1016/S0006-2952(99)00264-6
http://dx.doi.org/10.1016/S0006-2952(99)00264-6
http://dx.doi.org/10.1016/S0006-2952(99)00264-6
http://dx.doi.org/10.1006/bbrc.1994.2448
http://dx.doi.org/10.1006/bbrc.1994.2448
http://dx.doi.org/10.1006/bbrc.1994.2448
http://dx.doi.org/10.1006/abbi.2001.2487
http://dx.doi.org/10.1006/abbi.2001.2487
http://dx.doi.org/10.1006/abbi.2001.2487
http://dx.doi.org/10.1016/0924-8579(95)00029-X
http://dx.doi.org/10.1016/0924-8579(95)00029-X
http://dx.doi.org/10.1016/0924-8579(95)00029-X
http://dx.doi.org/10.1016/0924-8579(95)00029-X
http://dx.doi.org/10.1021/jm050819t
http://dx.doi.org/10.1021/jm050819t
http://dx.doi.org/10.1021/jm050819t
http://dx.doi.org/10.1021/jm001079l
http://dx.doi.org/10.1021/jm001079l
http://dx.doi.org/10.1021/jm001079l
http://dx.doi.org/10.1007/BF00124456
http://dx.doi.org/10.1007/BF00124456
http://dx.doi.org/10.1007/BF00124456
http://dx.doi.org/10.1016/0003-9861(73)90636-X
http://dx.doi.org/10.1016/0003-9861(73)90636-X
http://dx.doi.org/10.1016/0003-9861(73)90636-X
www.chemmedchem.org

