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The specific inhibition of N-linked glycoprotein-processing a-
mannosidases may provide a useful anticancer strategy.™ Clinical
trials have shown that swainsonine (1; Scheme 1), a natural a-
mannosidase inhibitor that contains a 4-amino-4-deoxy-manno-
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Scheme 1. Structure of swainsonine and a-mannosidase inhibitors. Bn = benzyl.

furanoside moiety,> 3 reduces solid tumor and hematological
malignancies.” In order to avoid problems that arise from co-
inhibition of lysosomal mannosidases, analogues of swainsonine
such as 2 have been prepared and shown to have interesting
properties.”! Simpler synthetic analogues are also potent a-
mannosidase inhibitors.”* ¢ We have reported that (2R,3R,45)-3,4-
dihydroxypyrrolidin-2-yl derivatives such as 3 are selective a-
mannosidase inhibitors.” 8 The search for better inhibitors
implies the multistep synthesis of a large number of analogues
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and derivatives and their individual testing. Since diamines of
type 3 have shown promising properties, we wondered whether
the corresponding imines, obtained by mixing the unprotected
diamine 4 with aldehydes, would have a-mannosidase inhibitory
activities and could eventually act as models for the correspond-
ing diamines. An efficient discovery method would thus be
realized if the imines could be generated in a few hours under
the high dilution conditions typical of the assays (<1 mm, 0.2 mL
of solution) used to detect glycosidase inhibitors. Such an assay
would allow one to evaluate a large number of imines rapidly by
using minute amounts of amines and aldehydes mixed in the
wells of multiwell plates.

One of the difficulties with this plan is that equilibrium
constants for the formation of imines might be too small.®” Thus,
in the reaction of amines with aldehydes to form imines and
water, equilibrium would have to be obtained at relatively high
amine and aldehyde concentrations. Although this method
would require larger amounts of each amine and aldehyde, it
would not be a problem if, under the pH conditions of the
enzymatic assay, dilution did not lead to fast re-equilibration
with the consequence of near disappearance of the imines.

Alternatively, if equilibria are established rapidly under dilute
conditions, the mixtures of imines that result from combinations
of amine and aldehyde sublibraries could be incubated with the

enzyme. The enzyme is expected to bind preferentially to the
imine that is the best inhibitor (the solution forms a dynamic
library!"® of imines) and thus a rapid assay of a large number of
imines should be possible. We have observed that the unpro-
tected diamine 4! reacts rapidly with all kinds of aldehydes 5
(Scheme 2) at pH8 and these reagents equilibrate with the
corresponding imines 8. For instance, a solution of 4 (5 mwm) and
benzaldehyde (5 mm) in water generates imine 8a in less than
one hour at 25°C. 'TH NMR spectroscopy showed that less than
5% of the solution consists of each of the reagents 4 and PhCHO,
which suggests a minimum equilibrium constant Kg, > 4.2 x 10°
[Eq. (D].

[imine][H,0]
Ke—e— 270 (1)
[amine][aldehyde]

Under similar conditions, a solution of diamine 9 (2 mm and
benzaldehyde (8 mm) in water equilibrates with imine 12a after
24 hours at 25°C (Scheme 3). The 'HNMR spectrum of this
solution shows less than 10% compound 9 to be present and
thus suggests a minimum equilibrium constant of K;,, > 8 x 10
In contrast, the semiprotected diamine 13 did not react with
aldehydes in solution at pH 8. For instance, a solution of 13
(5 mm) and benzaldehyde (10 mm) in D,O did not give a trace of
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Scheme 2. Mixture of diamine 4 with a sublibrary of aldehydes 5. These aldehydes did not inhibit jack bean a-mannosidase at 1 mm concentration. Boc = tert-

butoxycarbonyl.
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Scheme 3. Interpretation of the relative rates of imine formation through autocatalysis by proximal secondary amines.

the corresponding imine after 24 h at 25°C. As expected,'" the
unprotected secondary amine f3-amino and d-amino moieties in
diamines 4 and 9, respectively, autocatalyze their addition to
aldehydes to give first a-hydroxylamines 7 and 11 and then the
products 8 and 12, respectively, by water elimination from these
intermediates (Scheme 3). We also examined the reactivity of
pyrrol-2-carbaldehyde (14) towards all kinds of primary amines
15 and found that it equilibrates with the corresponding imines
16 in D,0 at 25°C (Scheme 4). '"H NMR spectroscopy after 24 h
gave K> 2.2 x 10* for 14 and benzylamine.

A 0.25 mm solution of diamine 4 leads to 58 % inhibition of a-
mannosidase from jack beans!'? at the optimal pH value (pH =5;
0.02 UmL™" enzyme, substrate: p-nitrophenyl a-mannopyranno-
sidel™). A mixture of 4 (0.25 mm) and ethanal, propanal, butanal,
pentanal, and hexanal (0.25 mm each) was left at 25°C for 24 h
(pH 8) and then buffered (pH 5). The inhibitory activity of this
mixture (about 65 %) was not significantly better than for pure 4.
When mixtures containing aromatic aldehydes (0.25 mwm) were

H H
N N
CHO
+ RNH, ——=— 2
U 15 2 =— \/ °NR
14 16

X
X
_ f x=cl 7o
b X=cl g x=0Ome X F!
c X=0Me h X=F
d X=F
e X=NO,
NH
LN HZN_CN—\ Ph™ T2
S NH, Ph n
m
[

Scheme 4. Mixture of pyrrol-2-carbaldehyde 14 and primary amines 15.
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prepared, significantly higher inhibitory activity was detected.
For the aldehydes 5 listed in Scheme 2, mixtures composed of
only one aldehyde and 4 were prepared in the wells of 96-well
plates and analyzed after 24 h as above. The activities shown in
Figure 1 were measured. These values were the same after
5 minutes or 30 minutes of incubation with the enzyme. The
highest activities were found for benzaldehyde and its substituted
derivatives. None of the aldehydes used in this work were
inhibitors of jack bean a-mannosidase at concentrations of less
than 1 mm. We repeated the same assays with mixtures that
contained diamine 9 (0.21 mm) and each of the aldehydes (0.21 mw)
listed in Scheme 2. Pure 9 showed 13% inhibition (Figure 2). The
best mixture was that with salicylaldehyde, which led to 32%
inhibition, still a much smaller inhibitory activity than that
observed for pure 4 and for mixtures of 4 with aromatic
aldehydes.

We also evaluated the inhibitory activities of a mixture of
pyrrol-2-carbaldehyde (14; 0.5 mm) and the primary amines 15
(0.5 mm) listed in Scheme 4. Significant inhibitory activ-
ities towards jack bean a-mannosidase were not found.
The highest inhibitory activity (13 %) was observed with
2-fluorobenzylamine (15h). No activity was detected
with 4-nitrobenzylamine (15e) or 2-phenylethylamine
(15n). Neither aldehyde 13 nor amine 14 was an
inhibitor of jack bean a-mannosidase at a concentration
of 1 mm .4

We had previously found that diamines 3 and 17
(Scheme 5) are competitive inhibitors of a-mannosidas-
es.”l At 1 mm concentration, 92% inhibition (inhibition
equilibrium constant K=7 pv) and 89% inhibition
(Ki=26 um) of jack bean a-mannosidase by these di-
amines was observed, respectively. These inhibitory activ-
ities seem to parallel those observed for the related imines
8a and 8aa, respectively. To test this hypothesis further,
we prepared diamines 20c and 20m from aldehyde
2301 (as shown in Scheme 5). The related imines 8¢ and
8m in equilibrium with 4, 4-methylbenzaldehyde, and

1439-4227/02/03/05 $ 20.00+.50/0 ChemBioChem 2002, No. 5
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Figure 1. Inhibitory activities toward jack bean a-mannosidase (pH 5, 25 °C) measured for imines 8a - ae

(0.25 mm) mixed with diamine 4 (0.25 mm) and aldehydes 5 (0.25 mm).
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Figure 2. Inhibitory activities toward jack bean o-mannosidase (pH 5, 25°C)

measured for imines 12 b - af (0.21 mm) mixed with diamine 9 (0.21 mm) and
aldehydes 5 (0.21 mm).
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Scheme 5. Preparation of a-mannosidase inhibitors.

3-methoxybenzaldehyde gave high inhibitory activities (Fig-
ure 1). Both diamines 20c and 20m were assayed for their
inhibitory activities with respect to jack bean a-mannosidase
and were found to be competitive inhibitors with K;=3.0 um and
9.2 um, respectively.'? Imine 8c was also independently pre-
pared, isolated, and assayed for its inhibitory activity toward jack
bean a-mannosidase. 87 % inhibition was observed (concentra-
tion required for 50% inhibition 1C5, =130 pm, K;=29.1 um). This
experiment confirms that our method establishes a parallel

ChemBioChem 2002, No. 5 © WILEY-VCH-Verlag GmbH, 69451 Weinheim, Germany, 2002

SHORT COMMUNICATIONS

between the activity of the imine and that of
the related diamine. Moreover, under the
concentration and pH conditions used for
the test, equilibrium is reached within the
incubation time. In order to test whether our
method of discovery of glycosidase inhib-
itors would lead us to miss potential inhib-
itors, we prepared pure imine 12a from
diamine 9 and benzaldehyde and assayed it.
At 1mm concentration, it showed 70%
inhibition of jack bean a-mannosidase
(ICso=350 um, K;=148 um, competitive).
The diamine 21 that results from the
reduction of 12a (NaBH,, MeOH, RT) also
inhibited the same enzyme (29 % inhibition
at 1Tmm concentration). Pure imines 16b,
16 f, and the corresponding diamines 22b
and 22f, were made and assayed
(Scheme 6). None of these products showed
inhibitory activity toward jack bean a-man-
nosidase at 1 mm concentration.

H H
N N
S_Z’\/Nzwph S_Z’\/NHCHZPh
HO'  “oH HO' 'OH
12a 21

H
U

@ANHR'

16b — 22b R' = 4-chlorobenzyl
16f —» 22f R' = 2-fluorobenzyl

Scheme 6. Reduction of inhibitory imine 12 a gives a diamine 21 which is also an
inhibitor of jack bean a-mannosidase. The inactive imines 16 b and 16 f give the
corresponding diamines 22b and 22 f, which show no such inhibitory activity.

We expect the method presented in this report to be
applicable to the rapid discovery of inhibitors of all kind of
enzymes. Imines can model the inhibitory activities of the
corresponding amines. If the imines are formed rapidly from
sublibraries of amines and aldehydes, minute amounts of
reagents are required in each enzymatic assay.

This work was supported by the Swiss National Science Foundation
(grant nos. 20-63667.00, 2100-063567.00/1), Fonds Herbette (Sci-
ence Faculty of the University of Lausanne), the Office Fédéral de
I'Education et de la Science (Bern, COST D13/0001/99), the
European Socrates - Erasmus (Lausanne - Séville) program, the
Ministerio de Ciencia y Tecnologia, Dirreciéon General de Inves-
tigacion (grant no. BQU-2001-3779), and the Junta de Andalucia
(FQM 134).

[1] S.L.White, T. Nagai, S. K. Akiyama, E. J. Reeves, K. Grzegorzewski, K. Olden,
Cancer Commun. 1991, 3, 83; K. Olden, P. Breton, K. Grzegorzewski, Y.
Yasuda, B. L. Gause, O. A. Oredipe, S. A. Newton, S.L. White, Pharmacol.
Ther. 1991, 50, 285; N. Asano, Enzyme Inhib. 2000, 15, 215; J. Carver, J. W.

1439-4227/02/03/05 $ 20.00+.50/0 469



[5]

[10]

m

[12]

[13]

[14]

[15]

BIO

Dennis, P. Shah, US 5773239A, June 30, 1998 [Chem. Abstr. 1998, 129,
95683].

S. M. Colegate, P.R. Dorling, C. R. Huxtable, Austr. J. Chem. 1979, 32, 2257.
A.D. Elbein, R.D. Molyneux in Iminosugars as Glycosidase Inhibitors;
Nojirimycin and Beyond (Eds.: A.E. Stiitz), Wiley-VCH, Weinheim, 1999,
Chap. 11, p. 216.

See, for example: P.E. Goss, J. Baptiste, B. Fernandes, M. Baker, J. W.
Dennis, Cancer Res. 1994, 54, 1450; P.E. Goss, C. L. Reid, D. Bailey, J. W.
Dennis, Clin. Cancer Res. 1997, 3, 1077; P. D. Rye, N. V. Bovin, E. V. Vlasova,
R. A. Walker, Glycobiology 1995, 5, 385; J. W. Dennis, M. Granovsky, C. E.
Warren, BioEssays 1999, 21, 412; J. W. Dennis, M. Granovsky, C. E. Warren,
Biochim. Biophys. Acta 1999, 1473, 21.

W. H. Pearson, L. Guo, Tetrahedron Lett. 2001, 42, 8267; W. H. Pearson, E. J.
Hembre, Tetrahedron Lett. 2001, 42, 8273.

C. W. Ekhart, M. H. Fechter, P. Hadwiger, E. Mlaker, A. E. Stiitz, A. Tauss, T. M.
Wrodnigg in Iminosugars as Glycosidase Inhibitors; Nojirimycin and Beyond
(Eds.: A. E. Stuitz), Wiley-VCH, Weinheim, 1999, Chap. 12, p. 253.

F. Popowycz, S. Gerber-Lemaire, R. Demange, E. Rodriguez-Garcia, A.T.
Carmona Asenjo, |. Robina, P. Vogel, Bioorg. Med. Chem. Lett. 2001, 11,
2489.

For a related study, see: C. Saotome, C.H. Wong, O. Kame, Chem. Biol.
2001, 738, 1; see also: G. Limberg, I. Lindt, J. Zavilla, Synthesis 1999, 178.
J. Hine, F. A. Via, J. Am. Chem. Soc. 1972, 94, 190; J. Hine, C.Y. Yeh, F.C.
Schmalstieg, J. Org. Chem. 1970, 35, 340; J. Hine, C.Y. Yeh, J. Am. Chem.
Soc. 1967, 89, 2669; E. Gout, M. Zador, C. G. Beguin, Nouv. J. Chim. 1984, 8,
243,

A. Ganessan, Angew. Chem. 1998, 110, 2989; Angew. Chem. Int. Ed. 1998,
37,2828; ). M. Lehn, Chem. Eur. J. 1999, 5, 2455; V. A. Polyakov, M. . Nelen,
N. Nazarpack-Kandlousy, A.D. Ryabov, A.V. Eliseev, J. Phys. Org. Chem.
1999, 12, 357; A. V. Eliseev, J. M. Lehn, Curr. Top. Microbiol. Inmunol. 1999,
213,159; C. Karan, B. L. Miller, Drug Discovery Today 2000, 5, 67; J. M. Lehn,
Science 2001, 297, 2331, and references cited therein; P. A. Brady, R.P.
Bonar-Law, S. J. Rowan, C. J. Suckling, J. K. Sanders, Chem. Commun. 1996,
319; S.J. Rowan, P.A. Brady, J.K. M. Sanders, Angew. Chem. 1996, 108,
2283; Angew. Chem. Int. Ed. Engl. 1996, 35, 2143.

For related studies showing similar autocatalytical effects, see: J. Hine,
M. S. Cholob, W. K. Chess, Jr., J. Am. Chem. Soc. 1973, 95, 4270.

This commercially available enzyme is a useful model for a-mammalian
a-mannosidases such as Golgi a-mannosidase ll; see, for example: S.
Howard, S. He, S. G. Withers, J. Biol. Chem. 1998, 273, 2067.

For details of the enzymatic assays, see: A. Brandi, S. Cicchi, F. M. Cordero,
B. Frignoli, A. Goti, S. Picasso, P. Vogel, J. Org. Chem. 1995, 60, 6806; S.
Picasso, Y. Chen, P. Vogel, Carbohydrate Lett. 1994, 1, 1; see also : J.E.
Tropea, R.J. Molyneux, G.P. Kaushal, Y.T. Pan, M. Mitchell, A.D. Elbein,
Biochemistry 1989, 28, 2027.

The same assays were made on N-methylpyrrol-2-carbaldehyde and N-
(tert-butyloxycarbonyl)pyrrolidine-2-carboxaldehyde. No significant in-
hibitory activities were observed.

G.W.J. Fleet, J.C. Son, D.St.C. Green, |. Cenci diBello, B. Winchester,
Tetrahedron 1988, 44, 2649.

Received: December 10, 2001 [Z330]

470

© WILEY-VCH-Verlag GmbH, 69451 Weinheim, Germany, 2002

A Three-State Mechanism of Integrin
Activation and Signal Transduction
for Integrin a,f3;

Kay E. Gottschalk, Robert Guinther, and Horst Kessler*®!

KEYWORDS:

docking - drug research
molecular modeling

integrins - signal transduction

Integrins are membrane-spanning heterodimeric receptors
which couple signal transduction with cell matrix adhesion.
Several integrins recognize the tripeptide sequence in RGD-
containing peptides and proteins. However, the atomic detail of
the ligand binding site is currently unknown. Starting from the
crystal structure of the extracellular domains of the integrin o.,f3;,
we develop a three-state mechanism of integrin activation based
on Ca?* displacement upon ligand binding. We present a
detailed working model of the highly important but poorly
understood mechanism of an integrin signaling event. Addi-
tionally, we describe the ligand binding site in atomic detail,
which might be a first step in future rational drug design
attempts.

In a recent pioneering work, Xiong etal. solved the crystal
structure of the extracellular domains of a,f3; (Protein Data Bank
(pdb) entry 1JV2)," which provides the possibility of looking at
integrin-activating processes at the atomic level (Figure 1A).
Currently, the consensus model for integrin activation and signal
transduction is a two-state mechanism: a low-affinity resting
state (state one) is activated by intracellular events that lead to a
high-affinity binding state (state two) after a conformational
change. This activation process involves the separation of the a,
propeller domain and the ; BA domain® (the so-called head
groups, Figure 1B). However, biochemical investigations also
support a model with multiple activation states.> ¢ Here, we
start from the crystal structure of the extracellular domains of
a,f; and use automated docking and molecular modeling to
develop a three-state mechanism involving allosteric effects
triggered by a ligand-induced shift of a Ca?* ion. We introduce
an additional step before dissociation of the head groups, which
corresponds to the crystal structure and constitutes a high-
affinity state.

In our model, the inactive state (state one, Figure 1C, left) is
locked in its position by intracellular interactions.”! Proteins
binding at intracellular domainst* & trigger a rotational move-
ment of an integrin subunit, which activates the integrin. This
activated or preconditioned state (state two, Figure 1C, middle)
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