ELSEVIER

Available online at www.sciencedirect.com

sc.ENCE@D.RECT@

Bioorganic &
Medicinal
Chemistry
Letters

Bioorganic & Medicinal Chemistry Letters 15 (2005) 3771-3774

Synthesis and structural modeling of the amphiphilic siderophore
rhizobactin-1021 and its analogs

Evgeny A. Fadeev, Minkui Luo and John T. Groves*

Department of Chemistry, Princeton University, Princeton, NJ 08544, USA

Received 13 April 2005; revised 13 May 2005; accepted 16 May 2005
Auvailable online 28 June 2005

Abstract—We describe two convenient syntheses of rhizobactin-1021 (Rz), a citrate-based siderophore amphiphile produced by the
nitrogen-fixing root symbiont Rhizobium meliloti-1021, and several analogs. Our approach features a singly amidated, rert-butyl-
protected citrate intermediate that easily affords a variety of Rz analogs in the late stages of the synthesis. Structural modeling
and the monolayer behavior of Rz and its metal complexes are consistent with a structural reorganization upon Rz-mediated iron

chelation.
© 2005 Elsevier Ltd. All rights reserved.

The principal strategy for bacterial response to iron
restriction is to secrete siderophores, a family of small
organic compounds with a highly selective iron-chelat-
ing ability.! These microbial iron chelators have attract-
ed attention not only due to their essential functions for
bacterial growth? but also because of a variety of phar-
macological applications.> Drug-conjugated sidero-
phores have been described as potential Trojan Horse
vehicles for antibiotic delivery;* siderophore-based iron
scavengers have shown promising therapeutic activities
for breast cancer,’ reperfusion injury,® and malaria,’
and siderophore-like chelators can be used for the treat-
ment of iron-overload diseases.®° Consequently, studies
in these fields still largely depend on the availability of
structurally diverse natural and artificial siderophores.

Rhizobactin-1021 (Rz) is a citrate-based siderophore
amphiphile produced by the nitrogen-fixing root symbi-
ont Rhizobium meliloti-1021.'° A unique aspect of the Rz
structure lies in its two non-equivalent hydroxamate
subunits, with one long hydrocarbon chain (Fig. 1).
We recently showed that the overall structures of sider-
ophore amphiphiles play important roles in their mem-
brane-interaction properties.!!™!> The o,B-unsaturated
hydroxamate moiety in Rz is also found in acinetofer-
rin,'* mycobactins,” and nannochelin A.'> Accordingly,
the structural features, biological properties, and
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Figure 1. Structures of rhizobactin-1021 (Rz) and its analogs.

possible therapeutic applications of Rz stimulated us
to develop a convenient access to this compound and
its analogs.

In this paper, we describe two synthetic approaches to
Rz. The overall unsymmetrical structure of Rz makes
its synthesis more challenging than those of its symmet-
ric counterparts.!!*1322 The core strategy was to design
an unsymmetrical precursor suitable for the preparation
of various Rz analogs by a universal procedure. The
molecular conformations and monolayer behavior of
Rz and its metal complexes were also investigated.

Scheme 1 shows our two synthetic approaches to race-
mic Rz and its analogs. The key step for the first
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Scheme 1. Synthesis of the citrate-based amphiphilic siderophore rhizobactin-1021 (Rz) and its analogs. Reagents and conditions:** (i) a. DCC,
HOSu/dioxane; b. 10 + TEA/CH5CN; (ii) a. R'1COCI/DCM, —78 °C (R! # R?); b. R2COCI/DCM, reflux; (iii) DCC/DCM; (iv) 12/DCM, 25 °C;
(v) a. DCC, HOSu/DCM, 25 °C; b. 10 + TEA/DCM; (vi) R2COCI/DCM (R1=CH3), reflux; (vii) 5 N NaOH/CH;O0H, 0 °C; (viii) TFA/H,0, 19:1;

(ix) HCI gas; (x) Acetyl chloride/DCM, reflux.

approach (1 — 4 — 6) is to differentiate the two carbox-
ylic acid groups of the citrate moiety. This goal was
accomplished via preparing the singly amidated citrate
derivative (4) by coupling 1-N-(acetyl-benzoyloxy)-1,3-
diaminopropane hydrochloride (12) with the terz-butyl-
protected cyclic citric anhydride (3). This anhydride
intermediate is readily obtained from the tert-butyl-pro-
tected citric acid (1)*° via DCC-facilitated intramolecu-
lar dehydration in 90% yield. The amine hydrochloride
(12) was synthesized via acetylation of N-(benzoyloxy)-
3-(tert-butoxycarbonylamino)propyl-amine>>23 and
subsequent deprotection of the tert-butoxycarbonyl
group with dry HCI (9 — 12, yield 96% and 82% for
the two steps, respectively). This early installation of
the acetyl hydroxamate moiety allows ready modifica-
tions for a variety of analogs (8c—f) simply by attaching
different trans-2-alkenoyl chains (6 — 7). The hydro-
chloride salt was chosen for compound 12, since the
more typical procedure of using TFA afforded an oil
and facilitated the undesirable acyl transfer reaction
(12 — 13).?* This rearrangement was further compensat-
ed by the use of 30% excess 12 in the subsequent cou-
pling reaction (3 —4). Here, the yield of 4 was
quantitative with respect to 3. Compound 4 was not eas-
ily separated from the acyl transfer byproduct 13
through column chromatography; however, compound
4 could be purified via repetitive washing using aqueous
HCI (pH 2). This compound was then converted into the
activated N-(hydroxyl)succinimidyl ester that underwent
facile coupling with 1-N-benzoyloxy-1,3-diaminopro-
pane dihydrochloride (10) to give compound 5.!! For

the steps 3 — 5, we found it unnecessary to pursue the
rigorous purification of 4, since compound 13 did not re-
act under the subsequent conditions. Consequently, the
first column purification could be postponed until the
preparation of 5 with the overall yield of 51% (3 — 5).
These tert-butyl-protected citrate intermediates com-
pletely avoid the undesirable imide formation via intra-
molecular condensation.'®?%?* The fully protected
precursors of Rz and its unsymmetrical analogs (6d-g)
were obtained by coupling with the corresponding
trans-2-alkenoyl chloride in 70%-80% yield. The depro-
tections of the benzoyl and tert-butyl groups (6d—
g — 8d-g) were carried out with aqueous NaOH/MeOH
(80%-95%) and 95% TFA/water, respectively.!! Conse-
quently, compounds 8d-g were obtained with an overall
yield of 26%-35% with respect to 1. The '"H NMR spec-
trum of racemic compound 8e (Rz) obtained in this way
was identical to that of authentic rhizobactin-1021.1°

We also synthesized racemic Rz via another more
straightforward approach (1 — 2 — 6e in Scheme 1).
Intermediate 2 was prepared as we have described by
coupling tert-butyl-protected citric acid (1) with 1-N-
benzoyloxy-1,3-diaminopropane dihydrochloride
(10).'" This symmetrical citrate diamide (2) was then
reacted with one equivalent of trans-2-decenoyl chloride
and then acetyl chloride. The resulting mixture consisted
of a nearly statistical ratio of compound 6e as the major
component with the two expected symmetrical products.
This target compound 6e was readily purified by
thin-layer chromatography. We found that the addition
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of the less reactive trans-2-decenoyl chloride before the
acetyl chloride maximized the yield of 6e. We also no-
ticed that running the first acylation reaction at
—78 °C for 2h gave the highest yield of the mono-
acyl-coupled intermediate. The second N-benzoyloxy-
amino moiety in 2 was then rapidly reacted with excess
acetyl chloride in refluxing DCM to prevent further acyl-
ation by trans-2-decenoyl chloride. This one-pot reaction
eventually gave an overall yield of 48% of 6e. Rz (8e) was
obtained through the same deprotection protocols as
described above. Here, we also prepared 8a—c, three sym-
metric analogs of Rz, by reacting 2 with the corresponding
acyl chlorides (80% yield for 2 — 6a—c and 80%-95% for
6a—c — 8a—c, 31%-36% overall from 2).

The likely molecular conformations of Rz and its metal
complex (Fig. 2) were derived from the NMR structures
that we have reported for acinetoferrin (Af) and schiz-
okinen.'"!2 All diastereomers of Fe-Rz adopt similar
3-D orientations except chirality. Similar to the symmet-
rical citrate siderophores,'!"!? the Rz iron complex has
most of its polar residues buried inside and its hydrocar-
bon skeleton exposed to the outside. The negative char-
ge of Rz metal complex is delocalized over the metal
center and its six coordinating oxygens. This conforma-
tional change of Fe-Rz would be expected to facilitate its
membrane flip-flop.'?> The N-cis-cis conformation of Rz
metal complex makes its terminal methyl and trans-2-
decenoyl chain adopt an anti-parallel orientation with
the angle of 130°.!'" However, the overall structure of
the Rz metal complex is much less extended than that
of its Af analog, because of the short methyl group in
the former vs the long octenoyl chain in the latter.

The headgroup sizes of Rz and its iron complex were
measured via Langmuir-Blodgett techniques to further
understand the conformational changes upon Rz-medi-
ated iron chelation. As shown in Figure 3, Rz and Fe-
Rz form well-behaved Langmulr monolayers Head-
group sizes of 28 and 46 A* were obtained for Rz and
Fe-Rz, respectively, by extrapolating the sohd monolay-
er region to zero surface pressure. The 18 A2 increase of
Rz headgroup size indicates that iron chelation causes a
structural reorgamzatlon in Rz. The smaller headgroup
size of Fe-Rz (46 A2 )i in contrast to the mean molecular
area of Fe-Af (114 A?) is consistent with the N-cis-cis

Figure 2. Likely 3-D structures of Rz and its metal complex (a
representative 3-D structure). These structures were derived by
analogy to acinetoferrin and its gallium complex.!' There is a
structural reorganization in the headgroup region of Rz upon iron
chelation.
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Figure 3. Measurements of mean molecular areas (Mma) using
Langmuir-Blodgett techniques. The variations of the surface pressure
were recorded by pressing the monolayers after a 30-min incubation of
Rz onto the air/subphase interface (HEPES buffered solution, at pH
7.4 and 20 °C, in the presence and absence of 5 mM FAC for Rz and
Fe-Rz, respectively). The headgroup sizes of Rz and Fe-Rz were
obtained by extrapolating the linear region to zero surface pressure
with Mma 28 A? for Rz and 46 A2 for Fe-Rz, respectively.

coordination of Fe-Rz and Fe-Af.!! In this coordination
geometry the extended side cham orientation for Fe-Af
would account for the 68 A2 increase relative to Fe-Rz
due to the incommensurate arrangement of the second
hydrocarbon chain with respect to the parallel packing
of the phospholi 2pld side chains.!!"'> The headgroup size
of Fe-Rz (46 A°) reported here is in good agreement
with the structural models of Rz metal complexes de-
scribed above. As we have suggested, changes in head-
group size and molecular conformation upon binding
iron are likely important determinants of membrane
binding and permeability.'?

This work reports the first synthesis of Rz (8e) and its
unsymmetrical analogs (8d and 8f-g). Each of the two
approaches has its respective merits. The first one
(1 — 4 — 6) provides ready access to a variety of Rz-
based homologs via the common intermediate 5 with-
out major change of the procedure. Furthermore, this
strategy may be adopted for large-scale or combinato-
rial solid-phase synthesis and to prepare fluorophore-
conjugated analogs by substituting the hydrocarbon
moieties with hydrophobic fluorescent probes. Such
derivatives are useful for siderophore-mediated intra-
cellular trafficking studies. The second approach
(1 — 2 — 6) provides a straightforward route to obtain
a few hundred milligrams of compound in a short peri-
od of time. In addition, both approaches keep the
iron-chelating moieties protected until the final stage
and therefore minimize the iron contamination. Iron
chelation by Rz causes an expansion of the size of
the headgroup by 18 A2, consistent with the structural
models of Rz and its metal complex. The molecular
structures and monolayer properties of Rz and its met-
al complex further argue that this amphiphile can
interact with biological membranes. Studies of iron
acquisition and membrane behavior of Rz and its ana-
logs are ongoing.
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