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Abstract

Mycobacterium tuberculosis (Mth) and Yersinia pestis (Yp) produce siderophores with scaffolds
of nonribosomal peptide-polyketide origin. Compounds with structural similarities to these
siderophores were synthesized and evaluated as antimicrobials against Mtb and Yp under iron-
limiting conditions mimicking the iron scarcity these pathogens encounter in the host and under
standard iron-rich conditions. Several new antimicrobials were identified, including some with
increased potency in the iron-limiting condition. Our study illustrates the possibility of screening
compound libraries in both iron-rich and iron-limiting conditions to identify antimicrobials that
may selectively target iron scarcity-adapted bacteria and highlights the usefulness of building
combinatorial libraries of compounds having scaffolds with structural similarities to siderophores
to feed into antimicrobial screening programs.
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Mycobacterium tuberculosis (Mth), the causative agent of tuberculosis, and Yersinia pestis
(Yp), the etiologic agent of plague, are bacterial pathogens with serious impacts on global
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public health. Multidrug-resistant (MDR) tuberculosis is an emerging pandemic, whereas
the more recent emergence of extensively drug-resistant (XDR) tuberculosis poses a new
global threat.! Plague is a re-emerging disease for which the documented occurrence of
MDR Yp strains and self-transferable Yp plasmids conferring antibiotic resistance raises
concerns about future Plague control.2 These grim scenarios underscore the need for
expanding the anti-tuberculosis and anti-plague drug armamentarium.

Many bacteria utilize secreted, small (<1,000 Da) Fe3*-chelating compounds (Kq <10725 M)
called siderophores to scavenge Fe3* from their microenvironments and transport it into the
cell.3 The Mtb siderophore (mycobactin/carboxymycobactin) and the Yp siderophore
(yersiniabactin) are based on substituted scaffolds of nonribosomal peptide-polyketide origin
(Figure 1).# Studies in cellular and animal models of infection have established the
relevance of the mycobactin/carboxymycobactin and yersiniabactin siderophore systems in
these pathogens.® The siderophores are believed to facilitate iron scavenging inside the host,
where free iron is scarce (10725-10715 M) and the pathogens experience and must adapt to
iron-limiting conditions.® These observations suggest that the Mtb and Yp siderophore
systems represent potential in vivo conditionally essential target candidates for the
development of alternative therapeutics against tuberculosis and plague.’

We hypothesize that screening compounds with structural features resembling Mtb and Yp
siderophores for growth inhibitory activity against these pathogens may lead to the
discovery of novel antimicrobial scaffolds. Such novel antimicrobials could illuminate
alternative paths to drug development and/or be useful as small-molecule tools to assist in
the elucidation of new target candidates for drug development. Compounds with structural
features resembling Mtb and Yp siderophores may impair the siderophore systems (e.g., by
inhibiting siderophore biosynthesis or transport) and halt bacterial growth in the host’s iron-
limiting environments. Alternatively, these compounds might gain access to the intracellular
environment using siderophore transport systems and inhibit essential functions unrelated to
iron acquisition. Consistent with these views, we have recently demonstrated potent
antimicrobial activity against Mtb and Yp for novel diaryl-carbothioamide-pyrazoline
derivatives with structural features resembling the hydroxyphenyl-oxazoline/thiazoline-
containing half of Mtb and Yp siderophores.8

In an effort to identify additional novel inhibitors of Mtb and Yp growth, we synthesized
and evaluated the antimicrobial activity of new 3,5-diaryl-substituted pyrazoline (DAP)
derivatives (cmpds 1-22,%2 Table 1). In addition, we synthesized and tested the activity of a
group of (2E)-2-benzylidene-N-hydroxyhydrazine carbo(ox/thio/oximid)-amide (BHHC)
derivatives (cmpds 23-32, Table 2) with hydroxyphenyl-cap functionalities resembling
that of the siderophores. The compounds were tested for growth inhibitory activity against
Mtb and Yp in iron-limiting media, which mimic the iron-scarcity condition that the
pathogens encounter in the host, and in standard iron-rich media.19% We also assessed
selected compounds for mode of action (bactericidal or bacteriostatic) in iron-limiting media
and for cytotoxicity toward mammalian cells.10P

Testing against Mtb revealed that 17 compounds (1, 2, 5, 8-15, 24, 27-31) had ICggs and
MICs (3-222 uM range, Table 3) within the concentration series tested in the iron-limiting
medium, GASTD. Of these 17 compounds, 15 (1, 2, 5, 9-12, 14, 15, 24, 27-31) also had
determinable ICsgs and MICs (2-132 uM range) in the iron-rich medium, GASTD+Fe.
Examination of |CSOGASTD+Fe/|CSOGASTD and MlCGASTD+Fe/M|CGASTD ratios revealed
that the inhibitors had no noteworthy increased potency in the iron-limiting medium within
the concentration series tested. This suggests that interference with iron acquisition, or any
other bacterial process differentially required for growth under the iron-limiting condition, is
not a property that significantly contributes to the compounds’ antimicrobial activity against
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Mtb. Interestingly, 14 is 5-fold more potent against Mtb cultured in GASTD+Fe, as judged
by MIC values. This phenomenon might suggest that the mechanism(s) of action of 14
against Mtb might be potentiated by an elevated production of cytotoxic hydroxyl radicals
originated through increased levels of Fenton reaction in the iron-rich medium. Such a
potentiation would be in line with recent findings of Collins and coworkers regarding
antibiotic-induced cell death.16 Alternatively, 14 might inhibit an oxidative stress protection
function(s) more critically needed in the iron-rich medium. Testing for cytotoxicity at the
MIC against Mtb (125 uM) revealed that 14 had no significant cytotoxicity at short cell-
cmpd contact time (4 hr), yet cell viability was reduced by 70% relative to untreated controls
after prolonged contact time (24 hr) (Supplementary Data, Fig. S1).

Among the active DAP derivatives, 10 and 15 were the most potent against Mtb (ICgq = 7-4
uM, MIC = 16 uM, Table 3). Of these two cmpds, only 10 displayed significant cytotoxicity
at the MIC against Mtb (16 uM). Cmpd 10 had a modest impact on cell viability, which was
reduced only by 24% after 24 hr of cell-cmpd contact (Supplementary Data, Fig. S1).
Encouragingly, these and most other inhibitors in the DAP derivatives series examined for
mode of action against Mtb were bactericidal (>99% Kkilling relative to inoculum) at
concentrations of 1-2 x MICgasTp (Table 1). This finding is significant since bactericidal
activity is a desirable property in any early lead compound evaluated for antibacterial drug
development programs. It is worth noting that the only two compounds (11 and 12) defined
as bacteriostatic in Table 1 showed significant bactericidal activity, yet below the 99%
killing criterion set in this study for defining bactericidal mode of action. Among the
compounds of the BHHC derivatives series with defined 1C5q and MIC values, 27 and 29
were the most active against Mtb (ICsq = 2-4 uM, MIC = 6-10 uM, Table 3). These two
compounds displayed no significant cytotoxicity in mammalian cells at their respective MIC
values determined against Mtb (Supplementary Data, Fig. S1). Gratifyingly, 27, 29 and
other active cmpds in this series displayed bactericidal mode of action against Mtb at
concentrations of 1.7-4 x MICgasTp (Table 3).

Testing against Yp revealed that 14 cmpds (1, 2, 7-9, 11, 13, 14, 19, 27-29, 31, 32; Table 1)
reached 1C5ps (0.04-181 puM range, Table 4) within the concentration series tested in the
iron-limiting medium, PMHD. Nine of these compounds (1, 11, 13, 14, 27-29, 31, 32) also
reached MICs (0.2-388 uM range) in PMHD. Only 29 and 30 had determinable activity in
the iron-rich medium, PMHD+Fe (29: IC50 = 156 uM, MIC = 233 uM; 30: IC50 = 305
uM). Interestingly, examination of the 1CspppmHD+Fe/ICs0pmHD ratios revealed that a number
of inhibitors (7, 11, 13, 14, 19, 27, 29, 31, 32) with increased potency (>3-fold) against Yp
cultured under iron scarcity. Cmpd 32, with >100-fold and >20-fold higher potency in
PMHD based on ICsg and MIC values, respectively, stood out in this group. The higher
potency of these compounds in the iron-limiting medium raises the possibility that
interference with an iron acquisition function, or other function more critically required for
growth under the iron-limiting condition, is a property that significantly contributes to the
compounds’ antimicrobial activity against Yp. One of the possible mechanisms of action of
these compounds could be related to iron-binding properties. An iron-binding ability strong
enough to outcompete the powerful iron chelating capacity of the bacterial siderophore
could lead to sequestration of the traces of iron in the iron-limiting medium, thus reducing
further iron bioavailability and producing a stronger antimicrobial activity under the iron-
scarcity condition. Alternatively, it is possible that these compounds gain intracellular access
using the iron-scarcity-unregulated yersiniabactin’s uptake system, therefore reducing ICsg
and MIC values in PMHD.

Compounds 13 (ICSOPMHD =4 uM, MICppp = 16 uM) and 14 (ICSOPMHD =5uM,
MICppmup = 21 uM) were the most potent among the active DAP derivatives with detectable
activity against Yp (Table 4). These two compounds displayed no significant cytotoxicity
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when they were evaluated at their respective MIC values determined against Yp
(Supplementary Data, Fig. S1). Testing of these and two other active DAP derivatives (1,
11) for mode of action against Yp revealed that the four compounds were bacteriostatic at
concentrations of 1-2 x MICpppyp (Table 4). Among the BHHC derivatives with defined
IC50 and MIC values in at least one condition (iron limiting or iron rich), 32 stood out due to
its remarkable potency (ICsoppmnp = 0.04 uM, MICppyp = 0.2 uM) against Yp cultured
under iron scarcity. Encouragingly, 32 displayed no significant cytotoxicity when evaluated
in cytotoxicity assays at the MIC determined against Yp (Supplementary Data, Fig. S1).
Notably, the activity of 32 was significantly higher than that of streptomycin (ICsg and MIC
~1 uM), a bactericidal drug used to treat plague and included herein as an anti-Yp activity
reference. Five compounds (27-29, 31, 32) of the BHHC derivatives series were tested for
mode of action against Yp in PMHD at concentrations of 1-2 x MICpppp. Under the
conditions tested, 29 displayed bactericidal activity, whereas 27, 28, 31 and 32 were
bacteriostatic.

In sum, 20 of 32 compounds synthesized and evaluated herein have detectable antimicrobial
against Mtb and/or Yp in at least one condition, iron scarcity or iron sufficient. To our
knowledge, these are novel scaffolds not previously shown to have antimicrobial properties.
Most active compounds identified herein have comparable potency in the low and high iron
conditions. This finding suggests that their pharmacological targets are likely to be essential
bacterial functions required under both these conditions. In line with our aforementioned
hypothesis, however, some of our compounds have higher potency under the iron-limiting
condition. Under this condition, bacteria depend on siderophores for efficient iron
scavenging and engage an adaptive response to tailor their physiology to iron scarcity, thus
exposing novel potential in vivo conditional target candidates.’@ Some of these
antimicrobials may impair siderophore system functioning as discussed above, a property
that would result in bacteriostatic activity conditional to environmental iron scarcity (e.g., as
seen with 27 and 32 against Yp). Overall, our study illustrates the possibility of screening
compound libraries in both iron-sufficient and iron-limiting conditions to identify
antimicrobials that may selectively target iron scarcity-adapted bacteria and highlights the
usefulness of building combinatorial libraries of compounds having scaffolds with structural
similarities to siderophores to feed antimicrobial screening programs.
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Structures of M. tuberculosis and Y. pestis siderophores.
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R’
Compound R R’ R
13 -H —OH ." ~H
~H OH
14 -OH -H w'\ \1!1'n
"
15 —H _OH A— |
il !
"
16 —OH -H A— |
il !
17 -H —OH e p
il
18 —OH “H pad
19 -H —OH _']H_
20 —OH -H —os—
21 -H -OH —os— "
22 —OH -H —os—{
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Table 2

(2E)-2-Benzylidene-N-hydroxyhydrazine carbo(ox/thio/oximid)-amide (BHHC) derivatives (23-32)

R?

N\roH r»wr'u{;
,@ri OO

Cmpds 23-26, 30, 31 Cmpds 27-29
Compound R R! R? R3
23 -H -OH -H =0
24 -OH -H -H =0
25 -H -OH ~CH; =0
26 -OH -H -CH, =0
27 -H -OH —H =s
28 -OH -H -H =s
29 -H -OH ~CH; =s
30 -H -OH -H —NH
31 -OH -H -H -NH

j')\
/’\ .rOH
N NH
32

Bioorg Med Chem Lett. Author manuscript; available in PMC 2012 November 1.

Page 11



Page 12

Ferreras et al.

pu pu 8< 8< pu 8< 8< T4
(21N x 2) 08 1 T L6 70 L6 oy ¢4
pu pu 91< 91< pu 9T< 9T< €z
$9149S OHHE
pu pu €9< T€< pu €9< TE< (44
pu pu €9< T€< pu €9< TE< 12
pu pu €9< T€< pu €9< T€< 0z
pu pu €9< T€< pu €9< 9T< 67
pu pu €9< €9< pu €9< 9T< 8T
pu pu 005< 006< T 8 86 1T
pu pu 8< < pu 8< < 9T
(01N x 2) 08 1 91 91 1 8 8 Gt
(01N x2) 08 20 T4} 7€ G0 VA4 2 4
(21N x 2) 08 I< GeT GeI< 1 L 143 €1
p(OIN x 2) 01 1 szT 9l 1 1¢ 9z z1
p(OIN x2) 08 1 99 99 1 vy €2 11
(OIn x 2) 08 T 91 91 T L L 01
(01N x2) 08 1 GeT GeT 1 €S 05 6
(oIn x 1) 08 pu GetT T€< T ra4 oy 8
pu pu €9< T€< pu S 433 L
pu pu €9< €9< pu €9< 433 9
(oI x 2) 08 S0 802 v0T T LL 9 g
pu pu 8< 8< pu 8< 8< 4
pu pu ze< 91< pu TE< 9T< €
(I x 1) 09 1 GeT GeT 1 o L 14
(OIn x 2) 08 T 99 65 T 74 81 T
Sallas dvd

dilSvo  84+A1SVvO dilsvo  #4+AlsSvo
UONJE JO SPOIN  oiyey (M) g%o1N oney (M) x%01  punodwod

€9lgel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

s1S0[nN24agn) “|A 1sutele AjIAnoe [eigoloIwnuy

NIH-PA Author Manuscript

Bioorg Med Chem Lett. Author manuscript; available in PMC 2012 November 1.



Page 13

Ferreras et al.

"PaUILLILIBP 10U ‘pU {[BPIdLIBIdR] ‘Dg 011L1S01I8)0R] ‘SE “UOIIIR JO SpOW [epIdLIgdRg Bululyap 10) 18S UOLIBILID BUl||1Y %66 8Y) MOJaq 1A ‘palaalep AlIAIOe [eploLIsloe] aWoS

p

"sasayIualed UsaMIag ParedIpul SI UONOR JO 9POW 10} Palsal Sem punodwod Yyoea YoIym Je UoIeIuaduod ay 1 "aedljdnp Ul 1SVo Ul pajen|eAd sem uonoe Jo SPON,

‘Kjannoadsal ‘NBIp 1UedIIUBIS 3UO 0] PUE ‘T 0] “JaQUINU 3]O0YM 1S8JeaU U} 0] PapUNOI 8J8M §'0S PUR ‘G'0< ‘> ‘< SeNeA ||V " LSVYO/e4+d LSV ‘oney "seyealjdii Jo suesw aie sanjea 061N

NIH-PA Author Manuscript

q

"eep asuodsai—asop 4o S18s 81edl|diJ) 01 panly SIAIND [eplowhis Woly pale|ndjed alam sanjeA omo_m

(O x2) 08 T A} 20 T L0°0 600 pizejuos|
pu pu Te< 8< pu 0z 8< 143

(OIn x 2) 08 1 zee zeT 1 e 154 1€
(OIn x 2) 08 T zee 9 T 1T Gt 0
(O1In x 2) 08 1 o1 6 1 14 4 62
(OIn x 2) 08 1 65 65 1 1€ €€ 8z
(oIn x ) 08 T L 9 T € I L2
pu pu 005< 005< pu 005< 005< 9z

aisvo o4+alsvo aisvo #d4+alsvo
oUONJE JOBPOIN  oney () DSU_ W oney (M) %501 punodwo)

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Bioorg Med Chem Lett. Author manuscript; available in PMC 2012 November 1.



Page 14

Ferreras et al.

NIH-PA Author Manuscript

pu pu < Z< pu < z< Sz
pu pu  052< 052< pu 052< 052< A
pu pu 91< < pu 9T< < €z
$8118S OHHE
pu pu T€< 9T< pu TE< 91< 44
pu pu TE< 9T< pu TE< 9T< 12
pu pu 9T< €< pu 9T< TE< 0z
pu pu T€< TE< < 8 Te< 67
pu pu le< 9T< pu TE< 9T< 8T
pu pu €< €9< pu TE< €9< T
pu pu 8< 8< pu 8< 8< 9T
pu pu 9T< 9T< pu 9T< 9T< o7
(OIn xg) o8 €< 12 €9<  €I< g €9< 4
(O xg) o8 < 91 91< < 14 91< €1
pu pu  GZI< €9< pu TARS €9< T
(OInxT1) 08 I< ra4 €9< 6< L €9< 1
pu pu €9< TE< pu 29< Te< 01
pu pu  0GZ< €9< pu 187 €9< 6
pu pu €< €< z< €1 TE< 8
pu pu T€< le< < 8 Te< L
pu pu TE< TE< pu TE< TE< 9
Jw pu  0Gz< 05e< pu 05z< 05z< g
pu pu 91< 9T< pu 9T< 91< 4
pu pu TE< TE< pu TE< TE< €
pu pu €< €< z< 0z TE< z
(O xT1) 08 pu TE 8< pu 6 8< T
Sallas dvd
aHWd  84+aHNd QHWd  #4+aHINd
9UORJE JOBPOIN  oney (M) 21N oney (M) %501 punodwod

v alqel

NIH-PA Author Manuscript

snsad A 1sutebe A1IANIE [RIGOJDIWINUY

NIH-PA Author Manuscript

Bioorg Med Chem Lett. Author manuscript; available in PMC 2012 November 1.



Page 15

Ferreras et al.

‘Kjennoadsal ‘UBIp 1Ue21IUBIS 3UO 0] PUR T 0] “JAGLUNU 3JOYM 1S3183U ) 0] PAPUNO 8JaM G'0S PUB ‘G'0< ‘|> ‘T< SaN[eA IV "AHINd/e4+dHINd ‘oney "sareanjdu o suesw afe senjea 061N

“[ep1oLIs1oeg ‘0g
‘01181S0113108q ‘SN {PAUIWLLIBISP J0U ‘PuU "sasayiussed UsaMIS] PaledIpul S UOIIIR JO SPOW J0j PaIse} Sem punodwiod yaes YaIym Je UoHeIusIuod ay | a1ealjdnp ut QHIAID Ul Palen|eAs Sem Uonoe Jo 3PN,

q

“eJep asuodsal asop J0 S18s 81edl|dii] 0} panty S8AINI [eplowbls WOl parendfed a1am sanjea omo_m

(oIN x2) 08 Z T Z T 1 T upfwoydans
(Qnxg)oa  oz< 20 y<  00T< ¥0'0 < e
pu pu  00S< 005< pu  00S< 005< 1€

(oIN x2) 08 < 0SZ 00G< v 0L soe 0
(OIn x2) 08 14 91T €ee €< 19 95T 6¢
(O x 1) 08 pu 88¢ 34 < LET gee< 8c
(oIn x2) 08 r< ST 65<  GI< 4 6G< 12
pu pu  00S< 005< pu  00S< 005< 92

AHWNd  ®d+aHWd QHWNd  ®4+aHINd
oUONOE JOBPON  oney g oney (W) %01 punodwod

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Bioorg Med Chem Lett. Author manuscript; available in PMC 2012 November 1.



