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The global spread of antimicrobial resistance (AMR) underscores the critical need for the rapid development
of new drugs. Particularly alarming is the surge in metallo-B-lactamases (MBLs) — broad spectrum enzymes
able to inactivate penicillins, cephalosporins, and carbapenems. Cefiderocol (FDC), a siderophore-
containing cephalosporin, was initially reported as resistant to MBL hydrolysis. Indeed, FDC has been
designated as the preferred treatment for Gram-negative pathogens producing MBLs — with the most
common MBLs of clinical concern belonging to the NDM, VIM, or IMP families. Regrettably, increasing
reports of FDC resistance are emerging. Many of these events are linked to overexpression of NDM,
sometimes coupled to alterations in iron transporters, challenging the notion of FDC being invulnerable
to MBL hydrolysis. Herein, we demonstrate that NDM-1 and -5 are able to inactivate FDC efficiently,
while VIM-2 and IMP-1 show impaired catalytic efficiency against this substrate. All these MBL enzymes
form a reversible enzyme-product adduct with FDC, whose lifetime varies considerably among MBLs. In

IMP-1 and VIM-2, this results in efficient enzyme inhibition. In contrast, NDM variants are poorly

Received 19th March 2025 S I - . . .
Accepted 1st June 2025 inhibited, eliciting efficient turnover rates. We propose a mechanistic explanation for FDC action that
aligns with clinical findings suggesting NDMs contributing to FDC resistance. Based on these

DOI: 10.1039/d55c021229 conclusions, we suggest caution when using this potent cephalosporin against NDM-producers. FDC

rsc.li/chemical-science paired with an NDM-inhibitor may be a strategy to preserve this important antibiotic.

Arguably, one of the greatest concerns in AMR is the explosion
of metallo-B-lactamase (MBL) producing bacteria causing

Introduction

Antimicrobial resistance (AMR) is a major public health threat
with an international impact, challenging the use of all avail-
able antibiotics.' It is estimated that almost 5 million deaths
were associated with AMR in 2021, with 1.14 million deaths
directly attributable to this clinical problem. The global burden
of AMR is predicted to increase significantly by 2050, with AMR
likely to be the primary cause of mortality internationally.”

“Instituto de Biologia Molecular y Celular de Rosario (IBR), CONICET, Universidad
Nacional de Rosario, Rosario, Argentina. E-mail: vila@ibr-conicet.gov.ar
*Facultad de Ciencias Bioquimicas y Farmacéuticas, Universidad Nacional de
Rosario, Rosario, Argentina

‘Department of Molecular Biology and Microbiology, Case Western Reserve
University School of Medicine, Cleveland, Ohio, USA

‘CWRU-Cleveland VAMC Center for Antimicrobial Resistance and Epidemiology
(Case VA CARES), Cleveland, Ohio, USA. E-mail: robert.bonomo@va.gov

‘Research Service, Veterans Affairs Northeast Ohio Healthcare System, Cleveland,
Ohio, USA

TLaboratorio de Quimica Farmacéutica, Facultad de Quimica, Universidad de la
Republica, Montevideo, Uruguay

¢Instituto de Quimica Rosario (IQUIR), CONICET, Universidad Nacional de Rosario,
Rosario, Argentina

© 2025 The Author(s). Published by the Royal Society of Chemistry

significant disease.’

MBLs are zinc-dependent enzymes capable of hydrolyzing
most B-lactam antibiotics, including penicillins, cephalospo-
rins and carbapenems.*® The ability of MBL genes to almost
effortlessly disseminate across bacterial species through plas-
mids,® lapses in infection prevention efforts both inside and
outside of healthcare settings, and the lack of clinically
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approved inhibitors with activity against MBL have contributed
to bolstering their success.”™ Two main therapeutic strategies
to overcome the challenge of MBL-mediated resistance
currently exist: (1) the development of MBL inhibitors and (2)
the design of novel B-lactam antibiotics unable to be hydrolyzed
by MBLs." Successful advancements in both areas are proving
to be challenging; however, promising developments are
underway. Boronate-based compounds, such as tani-
borbactam™ and xeruborbactam, are efficient MBL inhibitors
in advanced phases of development, but available data indicate
they are unlikely to inhibit all circulating MBL enzymes
currently causing disease.*

Presently, cefiderocol (FDC, formerly S-649266) is the only B-
lactam agent with activity against MBLs, in the absence of a -
lactamase inhibitor. FDC is a cephalosporin (Fig. 1A) that
features a methylpyrrolidinium group (also found in cefepime)
that contributes to penetration through the outer membrane,
and a chlorocatechol moiety mimicking a siderophore, which
facilitates uptake via iron-transport mechanisms.'® The C7
substituent, instead, is similar to that present in ceftazidime
(CAZ), an oxyiminocephalosporin widely used in combination
with the serine-f-lactamase inhibitor avibactam against
difficult-to-treat infections (Fig. 1A). The carboxypropyl-
oxyimino group and the aminothiazole ring at C7 endows CAZ
and FDC with antipseudomonal activity, and the ability to
penetrate the outer membrane of Gram-negative bacteria,
respectively. As a result, FDC is a “dual-mechanism” antibiotic
that combines the potency of a cephalosporin core with a side-
rophore-mimicking moiety which binds extracellular Fe(m) and
functions as a “Trojan horse” to enhance drug uptake through
iron transporters at the outer membrane.'” These modifications
prove advantageous for FDC enabling higher concentrations in
the bacterial periplasm compared to other B-lactam antibiotics
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which enter bacteria through passive transport via non-specific
porins."”

FDC has previously been reported to be stable against a large
panel of clinically relevant MBLs (e.g., NDM-1, VIM-2, and IMP-
1)."® Unfortunately, a series of clinical cases reported Enter-
obacterales isolates developing FDC resistance during treat-
ment with this antibiotic.* In these cases, resistance to FDC
most commonly arose from alterations or truncations in genes
coding for the iron transporter.”®*® However, several other
reports indicated that resistance to FDC was mediated by the
production of NDM (New Delhi metallo-B-lactamase),?*?"25-28
challenging the notion that FDC is refractory to hydrolysis by
MBLs.

To date, all MBL-mediated resistance reports are limited to
NDM variants (namely, NDM-1 and -5).>***** Conflicting
evidence exists regarding the catalytic efficiencies of distinct
MBLs'"#242%3° (j e, NDM-1, VIM-2, and IMP-1 variants). This
work demonstrates that NDM can indeed hydrolyze FDC and
explains why NDM variants appear to be the only MBL capable
of conferring FDC resistance. To these ends, we employ
a comprehensive biochemical, spectroscopic, computational
and microbiological approach. We demonstrate that FDC binds
efficiently to all herein tested MBLs (NDM-1/5, VIM-2, and IMP-
1). However, strikingly different catalytic efficiencies exist
across these enzymes. While NDM-1 and NDM-5 display
a significant turnover rate against FDC, VIM-2, and IMP-1 have
a catalytic performance two orders of magnitude smaller. More
importantly, we also report the formation of an enzyme-product
adduct during FDC hydrolysis by MBLs. This adduct is stable
with IMP-1 and VIM-2, leading to enzyme inhibition, but it
displays a short half-life with NDM-1 and NDM-5, in line with
the higher catalytic efficiencies of these enzymes. We believe the
overarching findings of our work challenge the current
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Fig. 1

(A) Chemical structures of cefiderocol (left) and ceftazidime (right). The cephalosporin core of FDC and CAZ is substituted on C7 by the

same group, while differing in the identity of the C3 moiety (in red). (B) Proposed mechanism of hydrolysis of cefiderocol by NDM-1. The zinc-
bound hydroxide group in the active site of NDM-1 performs the nucleophilic attack to the B-lactam ring. This results in ring opening, followed by
an electronic rearrangement that leads to elimination of the C3 substituent (P2) and the formation of the exocyclic methylene group (in blue) in
the cleaved cephalosporin core (P1). The intermediate species | is indicated between brackets as there was no evidence of its accumulation

during turnover.
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paradigm that considers all MBLs as equally potent, support
caution with the use of cefiderocol treatment for NDM-
producing infections and provide insights for future thera-
peutic strategies using FDC.

Experimental
Protein expression and purification

Truncated blaxpm- (blanpma A38) or blaxpm-s (blanpm-s A38)
were amplified with Phusion DNA polymerase from respective
clones using oligomers including Nde1 (forward oligomer) and
Xho1 (reverse oligomer) restriction sites which omitted the first
38 amino acids (A38) in the case of blaxpm.1 and blanpy.s->* This
omission removed the periplasmic signal peptide as well as
a membrane-binding lipid anchor. This product was ligated
into an Nde1/Xho1-digested modified version of the pET-28 b(+)
plasmid in which the thrombin cleavage site was replaced by
a TEV cleavage site. The construct of blanpm-1amp-11s) (blanpm-
1amp-113) A38) is described in Palacios et al.®* blayin.o (blavinv-»
A25) and blapp (blapp1 A16) lacking the first 25 and 16
amino acids which accounts for the signal peptide, respectively,
were constructed in a pET-28 plasmid containing a His-tag and
a TEV cleavage site.

E. coli BL21(DE3) cells were transformed with the sequence-
verified plasmids for protein production. An E. coli BL21 (DE3)
PET-28 b(+):blayp;, Asignal peptide culture was grown at 37 °C in
LB media until it reached ODgoy = 0.6. Then, MBL production
was induced by addition of 0.5 mM isopropyl B-p-1-thio-
galactopyranoside (IPTG). At the time of induction of protein
expression, the growth medium was supplemented with 0.5 mM
ZnS0;,. Cells were incubated for 18 hours at 20 °C. All subsequent
purification steps were performed at 4 °C. The cells were har-
vested and resuspended in 50 mM Tris-Cl, pH 8.0, 200 mM NaCl
and supplemented with 10 pg per mL DNase, 4 mM MgCl,, 2 mM
phenylmethanesulfonyl fluoride (PMSF), and 10 mM B-mercap-
toethanol. E. coli cells were disrupted by sonication (five cycles of
30 s with 1 min between), and the insoluble material was
removed by centrifugation for 60 min at 15000g. The crude
extract was loaded onto a Ni-Sepharose column equilibrated with
buffer A (50 mM Tris-Cl, pH 8.0, 200 mM NaCl, 10 mM B-mer-
captoethanol), the column was washed with 100 mL of buffer A,
and His6x-MBL was eluted with buffer B (50 mM Tris-Cl, pH 8.0,
200 mM NaCl, 10 mM B-mercaptoethanol, 500 mM imidazole)
using a linear gradient (0-100% buffer B, in 100 mL). Then, 100
UM His6x-MBL was mixed with the TEV protease (1:50 TEV:
His6x-MBL ratio), and the mixture was incubated for 16 h at 4 °C
during dialysis against 100 volumes of 50 mM Tris-Cl, pH 8.0,
200 mM NaCl, 10 mM B-mercaptoethanol. The MBL was then
loaded onto a Ni-Sepharose column to separate it from the His6x
tag, the uncleaved fusion protein, and the His6x-tagged TEV
protease. The MBL was collected in the flow-through of the
column with a purity > 95%, as determined by SDS-PAGE. -
Mercaptoethanol was removed from the protein sample by one
12 h dialysis step of 100 pM MBL against 100 volumes of 10 mM
HEPES, pH 7.5, 200 mM NacCl, 200 M ZnSO,, followed by three
4 h dialysis steps against 100 volumes of 10 mM HEPES, pH 7.5,
200 mM NaCl. MBL was concentrated by ultrafiltration. Protein
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concentrations were determined from the absorbance at 280 nm
using a molar absorption coefficient (e,50) of 27960 M™* cm™*
(NDM-1), 31970 M~ ' cm ™" (NDM-1(IMP-1L3)), 28 500 M cm ™"
(VIM-2), and 44 920 M~"' em™" (IMP-1).

Steady-state kinetic measurements

The kinetic parameters k., and Ky, were determined by initial
velocity measurements of the hydrolysis rate of CFD by purified
NDM-1, NDM-5, VIM-2, IMP-1, and NDM-1(IMP-1L3). These
experiments were performed at 30 °C, in 10 mM HEPES,
200 mM NacCl pH 7.5 buffer, supplemented with 20 uM ZnSO,.
FDC hydrolysis was monitored by following the time evolution
of absorption maximum at 259 nm, using the reported® value
for CFD of Aeyso = —9430 M~ ' em ™' in a 0.1 cm path length
cuvette. UV difference spectra (absorption spectra of cefiderocol
or ceftazidime reacted with NDM-1, VIM-2, or IMP-1 B-lacta-
mase versus spectra of cefiderocol or ceftazidime ina200:1S: E
ratio) were measured from A = 220 nm to 300 nm.

NMR experiments

NMR experiments were recorded in Bruker NMR spectrometers
Neo Avance 400 MHz and Avance III 700 MHz. Small molecule
NMR spectra were recorded by adding 10% D,O and using
standard pulse sequences ("H NMR: zgesgp, zgpr, ~C NMR:
zgpg30, HSQC: thsqcf3gpph, hsqcetgpprsisp2.2, HMBC:
hmbcgpl2ndwg) and water suppression conditions.

"H NMR experiments were performed by dissolving the FDC
powder (provided by Shionogi & Co, Ltd, Osaka, Japan) in
HEPES 50 mM pH 7.5 until a concentration of 5 mM in a final
volume of 600 pL. In the case of enzymatic hydrolysis, after
acquiring a 'H NMR spectrum, the purified enzyme (NDM-1,
VIM-2 or IMP-1) was added to a final concentration of 20-25
uM. Alkaline chemical hydrolysis was performed by incubating
FDC with excess NaOH (4 equivalents) for 15 min. Spectra were
acquired after adding 10% D,O and lowering the pH to 7.5.

FDC was purified by thin layer C18 reverse phase chroma-
tography, using previously activated glass backed plates (20 x
20 cm, 1000 pm, F-254 indicator). A chamber was saturated with
formic acid 0.1% acetonitrile 80:20 and the chromatography
developed for 40 minutes. After revealing at UV (254 nm), the
desired product was extracted from the stationary phase with
methanol, filtered off and the solvent was evaporated under
vacuum to give pure FDC, assessed by HPLC and 'H NMR (see
Fig. S3BY).

Protein NMR experiments were performed out on an Avance
III 700 MHz Bruker spectrometer equipped with a triple reso-
nance inverse (TXI) probe at 300 K (NDM-1) and 310 K (VIM-2)
using standard HSQC techniques with solvent suppression.
Backbone resonance assignments for NDM-1 and VIM-2 were
taken from the BMRB bank (NDM-1: BMRB entry 27043; VIM-2:
BMRB entry 51165). The interaction of FDC and P1 with NDM-1
and VIM-2 was followed by stepwise titrations on 300 uM *°N-
labeled protein samples in 50 mM HEPES buffer at pH 7.5
(NDM-1) and 20 mM phosphate, 100 uM ZnSO, buffer at pH 7
(VIM-2) and followed by recording HSQC spectra.

Chem. Sci., 2025, 16, 12519-12533 | 12521
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Pre-steady state experiments

The time-dependent Trp fluorescence intensity was measured
in an Applied Photophysics SX.18-MVR stopped-flow coupled to
a fluorometer. Enzyme concentration was 10 pM and 20 pM for
substrates in all cases. All determinations were performed in
HEPES 10 mM, NaCl 200 mM at pH 7.5 supplemented with 20
UM ZnSO, at 10 °C using a thermostatic circulator. Enzyme
fluorescence measurements were performed by excitation at
280 nm with a slit width of 0.5 mm and detection through a cut-
off filter at >305 nm. The photomultiplier voltage was set to
obtain an 8 V signal with the free enzyme. Absorbance changes
were measured at 260 nm for CAZ and 259 nm for FDC using an
absorption photomultiplier. For both absorbance and fluores-
cence measurements, the excitation/absorption pathlength was
0.2 cm.

Electrospray ionization mass spectrometry (ESI-MS)

Mass spectrometry data were measured for purified NDM-1,
IMP-1, and VIM-2 incubated with cefiderocol. NDM-1, IMP-1,
and VIM-2 were subjected to electrospray ionization-mass
spectrometry (ESI-MS) after cefiderocol exposure (1:500 ratio)
att = 0, 10 seconds, 1 minute, 5 minutes, 1 hour, and 24 hours.
Reactions were performed in HEPES 10 mM NaCl 200 mM at pH
7.5, supplemented with 50 uM ZnSO,. Reactions were quenched
with 1% acetonitrile and 0.1% formic acid. Samples were
analyzed using Q-TOF Waters Synapt-G2-Si and a Waters Acq-
uity ultrapressure liquid chromatography (UPLC) BEH C18
column (1.7 pm pore size; 2.1 by 50 mm). MassLynxV4.1 was
used to deconvolute protein peaks. The tune settings for each
data run were as follows: capillary voltage at 3.5 kV, sampling
cone at 35, source offset at 35, source temperature of 100 °C,
desolvation temperature of 500 °C, cone gas at 100 L h™", des-
olvation gas at 800 L h™!, and nebulizer bar at 6.0. Mobile phase
A was 0.1% formic acid-water. Mobile phase B was 0.1% formic
acid-acetonitrile. The mass accuracy of this system is +5 Da.

Minimum inhibitory concentration (MIC) measurements

MICs were measured using broth microdilution method with
Iron-Depleted Cation-Adjusted Mueller-Hinton Broth (ID-
CAMHB), according to the Clinical Laboratory and Standards
Institute (CLSI) protocol.*® Cefiderocol (FDC) was provided by
Shionogi. The final concentration of E. coli DH10B cells
harboring the pMBLe blanpa.1 OF blanp4 plasmids in each well
was adjusted to 5 x 10° CFU mL™". To induce the expression of
blaxpma or blapyp, from the pMBLe plasmid, the bacterial
inoculum was prepared in ID-CAMHB with different concentra-
tions of isopropyl B-p-1-thiogalactopyranoside (IPTG), ranging
from 0 to 200 uM. Plates were incubated at 37 °C for 18 h. Results
shown are the mode of three independent experiments.

Immunoblotting

Protein productions levels in E. coli DH10B cells at different IPTG
concentrations were measured using the antibiotic-free growth
control wells of the 96-well plate used for the MIC determina-
tions. In brief, once the MIC were determined, the content of

12522 | Chem. Sci., 2025, 16, 12519-12533
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each FDC-free growth control wells at different IPTG concentra-
tions were recovered (200 pL) and spun down. The cells were
lysed to prepare crude extracts by resuspending them in 60 pL of
loading buffer (19:1 mixture of Coomassie blue and B-mercap-
toethanol) and freezing at —20 °C overnight. Next, after boiling
for 10 minutes, 20 puL of the crude extracts were subjected to
sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-
PAGE) and transferred to polyvinylidene difluoride membranes.
The membranes were blocked in 5% non-fat dry milk in 20 mM
Tris-Cl with 150 mM NaCl pH 7.4 (TBS) for 1 h and probed in 5%
non-fat dry milk in TBS with 1 : 1000 dilution of monoclonal anti-
strep tag II antibody (Millipore Sigma) and, as a loading control,
1:5000 dilution of monoclonal anti-DNAK antibody (Stressgen)
for 18 h at 4 °C. DnaK was used as the loading control.
Membranes were washed four times for 15 min with TBS with
0.05% Tween 20 (TBST) and then incubated for 1 h in 1:10 000
dilution of goat-anti-mouse-HRP antibodies in 5% non-fat dry
milk in TBS. Blots were washed four times for 15 min with TBST,
developed using the ECL-Plus™ kit (GE Healthcare Life Sciences)
according to the manufacturers' instructions, and imaged on
a Fotodyne Luminary/FX. Images were quantified by Fiji image
processing package.* Results shown are the average of two
immunoblotting experiments from two different MIC plates.

Binding experiments and ICs,

Binding experiments and ICs, values were determined using the
hydrolysis product of FDC. To obtain the hydrolyzed product
(P1), intact FDC was incubated with NDM-1 for 5 min. The
reaction progress was monitored by measuring absorbance at
259 nm using a Jasco V-650 spectrophotometer, ensuring
complete hydrolysis of FDC. P1 and P2 were then separated
from the enzyme using an Amicon® Ultra Centrifugal Filter
with a 10 kDa molecular weight cut-off. Notably, the catechol
moiety exhibited no interaction with the enzymes.

Dissociation constants for the interaction of P1 with NDM-1,
VIM-2, and IMP-1 were estimated using a Cary Eclipse Varian
spectrofluorometer. Measurements were performed with 2 pM
of MBLs in a buffer containing 10 mM HEPES, 200 mM NaCl
(pH 7.5), and 20 uM ZnSO4, using a 0.5 cm path length cuvette.
Tryptophan fluorescence emission spectra were recorded by
titrating the MBLs with increasing equivalents of P1 until no
further changes were observed. Ky values were determined by
fitting the titration curves to a one-site specific binding model
using nonlinear regression in GraphPad Prism 10.3.0. All
determinations were performed in triplicate.

The inhibitory activity of FDC and P1 against NDM-1, VIM-2,
and IMP-1 were tested using the chromogenic substrate nitro-
cefin. The assay buffer consisted of 10 mM HEPES, 200 mM
NaCl (pH 7.5), and 20 uM ZnSO,. Briefly, NDM-1, VIM-2, or IMP-
1 (2 nM in all cases) was incubated with various concentrations
of FDC or P1, or without inhibitors, for 5 minutes at 30 °C. The
incubation mixture was then added to a 0.1 cm path length
cuvette containing nitrocefin at a final concentration of 50 pM,
and absorption at 495 nm was immediately monitored on
a Jasco V-670 spectrophotometer for 300 seconds to record the
initial velocities of nitrocefin hydrolysis. Data were used to fit

© 2025 The Author(s). Published by the Royal Society of Chemistry
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IC5o curves using GraphPad Prism 10.3.0. All determinations
were performed in triplicate.

Docking experiments

Docking experiments were performed using AutoDock-GPU.**3¢
The structures for the NDM-1, VIM-2 and IMP-1 proteins were
obtained from the Protein Data Bank (codes 5ZGX,” 5YD7
[crystal structure of VIM-2 metallo-beta-lactamase, Wachino, J.
(to be published)] and 7ZXHW,*® respectively).

QM/MM modeling of the nucleophilic attack

The productive docking pose with the lowest binding energy of
FDC with each protein was used as a starting point to simulate
the hydrolysis reaction. All simulations were performed using
Amber20 (ref. 39) software as follows. Each complex was first
submerged in a periodic octahedral box of water molecules.
Then an initial water MM optimization phase was done, with
a harmonic restraint potential of 1000 kcal mol " on all protein
and ligand atoms, so that only water molecules can move. In
this phase, the ff14SB forcefield** was used for the protein,
while the TIP3P model** was used for the water atoms. Finally,
a QM/MM optimization was done with a harmonic potential of
40 kcal mol™ on a distance of 1.32 A between the oxygen atom
of the nucleophile and the carbon atom of the carbonyl group of
the B-lactam, to force the reaction. The QM region was treated at
DFTB level and consisted of the ligand (cefiderocol), the Zn
ions, the hydroxyl ion, and the sidechains of the residues
His116, His118, Asp120, His196, Cys221 and His263 which are
coordinated to the Zn ions. The QM/MM boundary in the
sidechains are placed in the CB-Cy bond in the case of histidine
residues and the Ca-CB bond in the aspartate and cysteine
residues, capping with hydrogen link atoms. The electrostatic
embedding method is used for electrostatic QM/MM interac-
tions, using the PME approach for long-range interactions, with
a cutoff of 8 A.

QM/MM simulations of the EP complexes

The EP complexes were built in silico starting from the crystal-
lographic structures of each protein bound to the hydrolysis
product of a ligand (502E** for NDM-1 and 7A5Z* for VIM-2). In
both cases the ligand scaffold was used and the R groups were
substituted with those of the product P1. The EP complex of
IMP-1 was created by aligning the apo protein (7XHW) with the
previous models. As in the hydrolysis modeling, the simulations
were done with AMBER 20, submerging the protein in water
molecules, which were then optimized with a restraint on the
rest of the system. The final QM/MM optimization was done
with no restraints. Parameters and QM subsystems were treated
as described above.

Results & discussion
MBLs hydrolyze FDC with different catalytic efficiencies

FDC and CAZ differ only by the C3 substituent. The bulky
substituent at C3 may thus be regarded as the main limitation
for hydrolysis of FDC by various p-lactamases. However, as

© 2025 The Author(s). Published by the Royal Society of Chemistry
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a class, cephalosporins remain favored MBL substrates,
including nitrocefin, which possesses a long and bulky
substituent at C3. We explored binding of FDC by docking this
compound into the active sites of three clinically relevant MBLs
(NDM-1, VIM-2, and IMP-1). These simulations suggest that
FDC is able to bind productively to all these proteins, i.e., with
the carbonyl group of the B-lactam ring appropriately posi-
tioned with the attacking nucleophile, a zinc-bound hydroxide.
The C3 substituent is a long, flexible side chain that can adopt
different conformations, fitting into the active site of these
MBLs (Fig. S17).

We then performed UV difference spectroscopy to monitor
the hydrolysis of FDC and CAZ (as a reference substrate) by
a panel of clinically relevant B1 MBLs: NDM-1, VIM-2, and IMP-
1.** These experiments revealed that NDM-1 efficiently hydro-
lyzes FDC, whereas IMP-1 and VIM-2 exhibit a negligible
activity. In contrast, all three enzymes can turnover CAZ
(Fig. S2t). To assess the differential ability of these MBLs to
hydrolyze FDC, we determined the steady-state kinetic param-
eters for FDC hydrolysis. NDM-1 and NDM-5 are efficient at
hydrolyzing FDC with catalytic efficiencies in the order of 10°
M~ s (Table 1). In comparison, VIM-2 and IMP-1 show poor
activity against FDC, with efficiencies two orders of magnitude
less than the NDM variants, mostly due to low k., values. Ky
values are relatively high but fall within the same range for all
tested enzymes, revealing that the turnover rate is the main
determinant of the differing FDC hydrolysis efficiency by these
MBLs. The catalytic efficiencies for CAZ hydrolysis were larger
for all MBLs, with the following trend: NDM-1 > IMP-1 > VIM-2
(Table 1). Ky values for CAZ were one order of magnitude lower
than those for FDC, a fact that can be attributed to the bulkier
substituent at the C3 position in FDC. Instead, a similar pattern
was observed for k., values, NDM-1 exhibiting the highest
turnover rate, followed by IMP-1 and then VIM-2. These data

Table1l Steady-state kinetic parameters for FDC hydrolysis by NDM-1,
NDM-5, VIM-2, and IMP-1. These results are compared to the CAZ
hydrolysis parameters for the same enzymes reported in the literature,
with CAZ hydrolysis data for NDM-1 determined in this work

Enzyme/substrate Ky (WM) keat (s71) kea/Kny M1 s71)
NDM-1

FDC 443 + 59 84 + 11 1.91 x 10°
CAZ 45 4+ 12 187 £ 13 4.16 x 10°
NDM-5

FDC 405 + 40 75+ 3 1.85 x 10°
CAZ*® 86 + 11 15 1.8 x 10°
VIM-2

FDC 250 + 80 1.10 + 0.14 4.4 x 10°
CAZ**” 72 3.6 5 x 10*
IMP-1

FDC 300 + 120 1.25 4+ 0.23 4.1 x 10°
CcAZY 443 8+1 1.8 x 10°

¢ Standard deviations were <10%, as reported by the authors.
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show a better performance of NDM variants compared to VIM-2
and IMP-1 toward FDC that is due to a large difference in the k.,
values.

Cephalosporin hydrolysis can lead to elimination or reorga-
nization of the substituent at C3.*®* We therefore studied NDM-
mediated hydrolysis of FDC by NMR spectroscopy to identify
the hydrolysis products. The "H NMR spectrum of the reaction
showed changes in most chemical shifts, particularly from
protons bound to C6 and C7, as well as the appearance of two
signals at 5.53 and 5.61 ppm that can be attributed to vinylic
protons (Fig. S3CT). Heteronuclear "H-">C HSQC spectra revealed
that these protons are bound to a single carbon with a signal at
124 ppm, confirming that they correspond to an exocyclic
methylene group (Fig. S3Ff). The "H-">C HMBC spectrum shows
the interaction between the methylene signals and carbons C2
and C4 from the dihydrothiazine ring, (Fig. S3G¥) revealing that,
after B-lactam cleavage, FDC experiences double bond isomeri-
zation, with a concomitant elimination of the C3 substituent
leading to products P1 and P2 (Fig. 1B).

FDC hydrolysis by VIM-2 or IMP-1 also proceeded with
elimination of the C3 substituent (Fig. S3D7). Despite the slower
rate, NMR did not reveal accumulation of the intermediate I
(Fig. 1B). The catalytic mechanism of cephalosporins by MBLs
and the differences with carbapenem hydrolysis have been
exhaustively studied by computational approaches,*-** high-
lighting differences in the protonation step. Less is known
about the elimination of the C3 substituent. To further under-
stand this step, we modeled the initial nucleophilic attack by
performing QM/MM simulations. These calculations show that,
when the oxygen from the nucleophilic hydroxide is within
bonding distance of the carbonyl group of the -lactam ring, the
C-N bond is simultaneously cleaved and there is a lengthening
of the C-C bond between C3 and the bound leaving group
(Fig. S47). These calculations support our experimental results,
enabling us to conclude that the elimination of the C3
substituent occurs immediately after B-lactam cleavage in the
enzyme active site.

Cephalosporins are prone to undergo epimerization at C6,*
via opening and closure of the dihydrothiazine ring (Fig. S51).
This process results in the formation of diastereomeric degra-
dation products, which can interfere in the interpretation of
hydrolysis kinetics and the identity of degradation products. To
assess the structure of P1, we studied the alkaline hydrolysis of
FDC and CAZ at pH 12. In both cases, 'H and 'H-'*C NMR
revealed the presence of an epimeric mixture of P1 (Fig. S67).
When comparing these results to the enzyme-catalyzed reac-
tion, the finding of only one product allows to discard C6 epi-
merization in the enzyme active site.

Pre-steady state kinetics reveals the accumulation of enzyme-
bound adducts that account for distinct catalytic efficiencies

We used pre-steady state kinetics to investigate the mechanistic
basis of the different catalytic behavior of the three MBLs
toward FDC. The kinetic traces of the absorbance at 259 nm
(reporting on cephalosporin hydrolysis) under pre-steady state
conditions are in line with the kinetic parameters under steady
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state conditions: NDM-1 exhibited the fastest substrate hydro-
lysis, followed by IMP-1 and then VIM-2 (Fig. S71). All hydrolysis
traces displayed a monophasic decay under different assayed
conditions, consistent with the lack of a significant accumula-
tion of the intermediate species 1.

The intrinsic Trp fluorescence of enzymes can be exploited to
probe substrate binding. FDC binding to NDM-1, VIM-2, and
IMP-1 was studied by following Trp fluorescence during turn-
over under pre-steady state conditions with a stopped flow
equipment to gain mechanistic insights on the binding
event.**** These MBLs have four (NDM-1), three (VIM-2) and six
(IMP-1) Trp residues. Inspection of the crystal structures reveals
that some of these residues are close to the active site and can
serve as sensitive binding probes, such as Trp93 in NDM-1 (BBL
87), Trp87 (BBL 87) and Trp 219 (BBL 242) in VIM-2, and Trp28
in IMP-1 (BBL 64). Binding and hydrolysis of CAZ as a reference
substrate for all three MBLs was also examined.

Binding of CAZ to the three MBLs is reflected in a large
quenching of the Trp fluorescence after mixing (Fig. 2), which in
the case of NDM-1 is fast and occurs during the dead time of the
experiment (Fig. S81). When CAZ hydrolysis is completed, the
fluorescence of the MBLs is fully recovered, indicating total
product release from the active site. The different time frames
for fluorescence recovery (VIM-2 > IMP-1 > NDM-1) in the three
enzymes are consistent with the steady-state kinetic parameters
reported in Table 1 (Fig. 2).

The interaction of MBLs with FDC was completely different
to CAZ, and even among MBLs. FDC binds rapidly to both IMP-1
and VIM-2, as revealed by the fluorescence quenching, but there
is no fluorescence recovery in the interaction of these two MBLs
with FDC (Fig. 2). This suggests that both IMP-1 and VIM-2 form
an adduct upon FDC binding, without restoring the resting-
state conformation of the enzymes. We interpret that IMP-1
and VIM-2 are inhibited by formation of this adduct,
accounting for the significantly smaller k., values measured for
these enzymes toward FDC (Table 1). Instead, in the case of
FDC, there is a partial recovery of the fluorescence after the
initial quenching event (Fig. 2A), suggesting that a fraction of
NDM-1 molecules forms this adduct, while the bound species is
released in a population of NDM-1 molecules. In other words,
this suggests a more labile adduct in the case of NDM-1.

Overall, the pre-steady state binding studies agree with the
steady state parameters for CAZ and FDC. These experiments
show that all three MBLs are able to bind and hydrolyze FDC,
but leading to the accumulation of a bound species, whose
population differs among the distinct MBLs. We interpret that
the high concentration of the bound form in IMP-1 and VIM-2
inhibits these enzymes, impairing turnover. In contrast, NDM-
1 is able to release the bound species during turnover, result-
ing in a concentration of active NDM-1 molecules that can
turnover FDC.

MS reveals that the adducts are formed by a species that
resembles a product

In order to identify the bound species, electrospray ionization-
mass spectrometry (ESI-MS) was performed by quenching the

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 Trp fluorescence intensity followed upon substrate (FDC or CAZ) addition. Fluorescence quenching occurs until complete substrate
turnover in the case of CAZ hydrolysis by NDM-1 (A), VIM-2 (B) and IMP-1 (C) where the fluorescence intensity is fully recovered after substrate
depletion, leaving an unbound enzyme. In the case of FDC, Trp fluorescence in the three enzymes show an intense and fast quenching process
after addition of the substrate, with a slight recovery for NDM-1 (A). This suggests a partial adduct formation. In contrast, Trp fluorescence
intensity in the case of VIM-2 (B) and IMP-1 (C) maintains quenched, suggesting a strong adduct formation that lasts in time. Exposure at longer
times results in a fluorescence decay due to photobleaching, which is more evident in panel 2A.

reaction between FDC and the MBLs at different times by
addition of 1% acetonitrile. After 1 min of incubation of NDM-1
with FDC, a signal with an additional mass of +485.4 Da was
identified (Fig. 3), which is the mass expected for the hydrolysis
product P1 of FDC (Fig. 1B), forming the EP1 adduct. Different
time points of incubation revealed an increasing abundance of
the EP1 adduct, with a subsequent decrease after 5 min
(Fig. S97). After 24 h of incubation, only the unbound enzyme
could be identified. This reveals that EP1 is a time-dependent,
reversible, adduct. A similar reaction with apo-NDM-1 and
FDC after different incubation times did not disclose the pres-
ence of any adduct, revealing that the adduct requires FDC
hydrolysis, and that the intact compound does not remain
bound to the active site (Fig. S107).

When VIM-2 and IMP-1 were incubated with FDC, an addi-
tional peak with +488.2 Da and +485.3 Da was identified,
respectively, and an adduct-free enzyme ratio > 1 could be
detected even after 1 hour of incubation (Fig. S111). These
results suggest that the adduct formed with IMP-1 and VIM-2
exists longer and more abundant than with NDM-1, in agree-
ment with the fluorescence traces observed in pre-steady state
kinetics.

There is sound evidence for the trapping of similar covalent
adducts in denaturing conditions during the hydrolysis of
cephalosporins by MBLs, including cephaclor with NDM-1,*
cefoxitin with the B2 MBLs CphA®*® and cefuroxime with the B3
MBL FEZ.*” This observation is explained by the following: after
B-lactam cleavage, the dihydrothiazine ring of cephalosporins

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.
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Fig. 3 ESI-MS spectra of NDM-1, VIM-2 and IMP-1 enzymes (A) and after incubation for 1 minute with a 1: 500 molar ratio of enzyme-cefi-

derocol (B).
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can epimerize at C6 under denaturing conditions, generating
a thiolate intermediate that can form disulfide bonds with free
Cys residues. To validate the identity of this adduct, we repeated
the MS experiments in the presence of B-mercaptoethanol
(BME) and (tris(2-carboxyethyl)phosphine) (TCEP), which
maintains the thiols in a reduced state. Under these conditions,
the adduct was not detected (Fig. S127), confirming that its
formation results from a covalent binding during sample pro-
cessing that enables trapping of the bound species.

Taken together, these different approaches reflect the same
phenomenon, and therefore, we posit that the three MBLs form
an adduct with the hydrolysis product P1. Thus, IMP-1 and VIM-
2 are able to hydrolyze FDC but undergo a strong product
inhibition, which may account for the low k., values (Table 1).

The hydrolyzed product is bound to the active site of NDM-1
and VIM-2

NMR was used to map the binding site of P1 to NDM-1 and VIM-
2. We recorded '"H-">N HSQC spectra of “N-labeled NDM-1
against increasing concentrations of FDC, until a final ratio of
1:10. Addition of FDC led to the appearance of a new set of
peaks, with the concomitant disappearance of several reso-
nances corresponding to the unbound form of NDM-1, as well
as the shifting and intensity decrease of other signals in the
HSQC spectrum (Fig. S137), revealing differing time exchange,
depending on resonances. These results enabled the identifi-
cation of protein regions perturbed upon binding to FDC, either
by chemical shift perturbation or intensity loss. Fig. 4A shows
that some metal ligands, residues belonging to the active site
loops L3 and L10 (which surround the active site and define the
active site walls), and some second shell residues are perturbed
by the formation of this adduct. To explore this further, we
performed a titration of *N-labeled NDM-1 with the hydrolysis
product P1, which gave rise to a perturbation pattern similar to
that elicited by FDC binding to NDM-1 (Fig. S14}). From this
observation we concluded that P1 (with a mass of 485 Da) is

A

NDM-1+FDC
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bound to the active site of NDM-1, giving rise to the adduct
observed in the stopped-flow experiments.

Titration of "’N-labeled VIM-2 with FDC and the hydrolysis
product P1 also gave rise to a set of perturbed signals in the
protein NMR spectrum, which correspond to active site residues
(Fig. S15 and S167). Interestingly, a larger number of residues
from loop L10 were altered in comparison with NDM-1, sug-
gesting a greater interaction of the adduct with this active site
wall (Fig. 4B). Since the spectrum of VIM-2 in the presence of the
hydrolysis product P1 resembled the perturbation pattern of the
species formed upon exposure to FDC, it was concluded that the
arrangement of P1 in the active site is slightly different in NDM-
1 and VIM-2.

Overall, these data reveal that the bound species to NDM-1
and VIM-2 correspond to the hydrolysis product P1. However,
the accommodation of the substrate in the active site differs, in
the case of NDM-1, loop L3 residues show the largest pertur-
bation, while in VIM-2, loop L10 displays a stronger interaction
with the bound species.

The hydrolysis product of FDC is an MBL inhibitor

We tested the inhibitory potency of FDC and the reaction
product P1 against NDM-1, VIM-2, and IMP-1 using nitrocefin
as a substrate reporter. Nitrocefin is a chromophoric cephalo-
sporin, and its hydrolysis can be monitored in the visible range,
beyond the absorbance at 260 nm of all cephalosporins. As
shown in Fig. 5A, the nitrocefin hydrolysis activities of VIM-2
and IMP-1 are inhibited by addition of FDC, while the activity
of NDM-1 is largely unperturbed at high concentrations of FDC.
Incubation of the hydrolysis product P1 with the different MBLs
results in a significant inhibition, disclosing a large difference
between the impact in NDM-1 versus VIM-2 and IMP-1 and
further confirming the identity of the inhibitory molecule.
However, the high instability of P1 in the assay conditions
precluded the measurement of a bona fide inhibition param-
eter. Instead, we measured the affinity of P1 against the resting
state enzymes by a titration followed by Trp fluorescence, as

VIM-2+FDC

Fig. 4 Mapping of the spectral perturbations into the three-dimensional structure of NDM-1 (A) and VIM-2 (B) based on the *H-'*N HSQC
spectra in the presence of FDC. Loop L3 is highlighted in cyan, while loop L10 is shown in magenta. Residues exhibiting chemical shift changes
upon FDC addition are colored yellow, those that disappear are marked in blue, and residues with reduced intensity are shown in red.
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Inhibition of the nitrocefinase activity of NDM-1, VIM-2 and IMP-1 by addition of FDC (A). Binding of the hydrolysis product P1 to NDM-1,

VIM-2 and IMP-1 followed by Trp fluorescence. The calculated dissociation constants are 41.55 uM (NDM-1), 47.27 uM (VIM-2) and 38.63 pM

(IMP-1) (B).

shown in Fig. 5B. Surprisingly, binding of P1 to the three
enzymes was within the same range (K4 values around 30-50
uM).

These experiments indicate that, although the affinity of the
hydrolysis product P1 to the three enzymes is similar, it results
in different inhibitory profiles. We postulate the following
schematic reaction mechanism for the three enzymes:

E+S—ES —\EP1=E+P1
P2

Given that the affinity of the bound product P1 is similar for
all three MBLs, we speculate that different kinetic dissociation

constants may give rise to distinct inhibitory effects. Conse-
quently, we modeled product binding to these three enzymes
based on available structures of cephalosporin hydrolysis
products, and performed a geometry optimization of the
structures of the resulting adducts by QM/MM calculations
(Fig. 6).

These simulations show that the active site of NDM-1 in the
EP1 adduct presents a more open conformation of loops L3 and
L10 (Fig. 6A) that may favor a fast dissociation of the EP1
adduct. Instead, VIM-2 and IMP-1 present a more closed active
site due to the conformations of loop L3 and L10 (Fig. 6B and C).
These findings led us to assert that the differential inhibitory
effect of FDC of the product-bound form in VIM-2 and IMP-1 is
due to a slower dissociation rate compared to NDM-1, which is
indeed reflected in the difference of turnover numbers (Table 1).
A more detailed analysis of the interactions between P1 and the

Fig.6 Structures obtained from QM/MM optimizations of (A) NDM-1, (B) VIM-2 and (C) IMP-1 with the hydrolysis product P1. Carbon atoms of P1
are colored in orange, while in the protein the L3 loop is shown in cyan, the L10 loop in pink, and the rest of the protein in green. Detailed view of
the interactions between the bound product P1 and residues from the active site cavity of (D) NDM-1 (E) VIM-2 and (F) IMP-1. Carbon atoms of
the ligand are shown in orange, while those of the residues of the MBLs are shown in cyan. Zn atoms are shown as grey spheres, hydrogen bonds
are shown as dotted lines and hydrogen atoms are omitted for clarity.

© 2025 The Author(s). Published by the Royal Society of Chemistry Chem. Sci,, 2025, 16, 12519-12533 | 12527


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d5sc02122g

Open Access Article. Published on 03 June 2025. Downloaded on 11/10/2025 10:38:09 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Chemical Science

different enzymes reveals differences due to the distinct active
site cavities. In NDM-1, the product interacts via hydrogen
bonds and salt bridges with Glu149, Lys224 and Asn233, and
has hydrophobic interactions with Trp87 and Met61 (Fig. 6D).
In VIM-2, the product interacts via hydrogen bonds with Trp87,
Glu149 and Asn233, but the conformation of the L3 loop creates
a more closed space with hydrophobic interactions with Phe61
and Tyr67 (Fig. 6E). Similarly, IMP-1 has hydrogen bond inter-
actions with Asp149, Lys224, Asn233 and Ser119, and is sur-
rounded with hydrophobic interactions with Glu59, Val61,
Trp64, Val67 and Phe87 (Fig. 6F).

FDC resistance depends on the FDC : NDM ratio in the
periplasm

The current biochemical results are in line with the clinical
reports informing NDM variants as the only MBLs able to confer
resistance to FDC. However, NDM-mediated resistance is asso-
ciated with the finding of high-number copy plasmids, sug-
gesting that a high concentration of NDM in the periplasm may
be necessary to effectively thwart the antibiotic action of FDC.
To explore if the overproduction of MBLs increases FDC resis-
tance - regardless of the specific MBL, we used E. coli DH10B
cells to express blanpm-1 and blapp., from the pMBLe plasmid,
which is optimized for controlled production of MBLs with their
native signal peptides from an IPTG-inducible promoter.** This
strain provides an isogenic background to compare protein
production and resistance to FDC devoid of mutations in the
iron transporter gene and of other resistance mechanisms
present in clinical isolates.

We determined the minimum inhibitory concentration
(MIC) values of FDC in E. coli producing NDM-1 and IMP-1 in
Iron-Depleted Cation-Adjusted Mueller-Hinton Broth (ID-
CAMHB) as well as the production levels of both enzymes.
Comparable protein levels of IMP-1 and NDM-1 resulted in
differing resistance profiles. Higher levels of NDM-1 led to an
increase of FDC MIC values of four two-fold dilutions (from 0.03
to 0.5 mg L"), while higher levels of IMP-1 only led to two two-
fold dilution increase in the FDC MICs (0.015 to 0.06 mg L)
(Fig. S17t). These results indicate that the overproduction of
NDM-1 may lead to higher increases in MIC values, in contrast
to IMP-1, and support the herein proposed inhibition model.

Conclusion

Clinical reports challenging the efficacy of FDC have raised
significant concern especially in certain circumstances. These
resistance events involve and evolve mutations in the specific
iron transporter that FDC utilizes to enter bacterial cells, as well
as the hydrolytic activity of specific NDM variants.">* Unfor-
tunately, this is not unprecedented: the evolutionary pressure
on bacteria has led to a diverse ensemble of resistance deter-
minants, giving rise to the emergence of resistance to newly
developed drugs upon their approval for clinical use.*® This
scenario highlights the need of a mechanistic understanding of
these resistance events to guide informed therapeutic strategies
that can effectively leverage and preserve the potential of these
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new drugs. Deeper understandings also inform likely cross-
resistance between B-lactam agents to assist clinical microbi-
ology laboratories with prioritizing susceptibility testing and
clinicians with empiric antibiotic selection.

Here, we demonstrate that four clinically relevant metallo-B-
lactamases (NDM-1, NDM-5, VIM-2, and IMP-1) bind FDC, but
only NDM variants display high catalytic efficiencies against
this cephalosporin. Stopped-flow binding, ESI-MS and NMR
experiments provide evidence for the formation of an enzyme-
product adduct (EP1) that we identify as the hydrolyzed FDC
molecule that has undergone elimination of the C3 substituent,
leading to MBL inhibition. Heteronuclear "H-">N HSQC NMR
shows that the product remains bound to the active site, and the
observed perturbations do not result from allosteric binding.
The inhibitory effect is potent for VIM-2 and IMP-1, accounting
for the low k., values of these enzymes. In contrast, NDM-1
exhibits weaker inhibition, resulting in a partial population of
inhibited enzyme-product (EP1) complexes alongside unbound,
active NDM-1 molecules, which is reflected in the high k.,
values for NDM-1. NDM-5 exhibits a similar catalytic perfor-
mance. Since NDM variants accumulate substitutions outside
the active site, we anticipate that this situation can be extended
to most members of the NDM family. Indeed, the catalytic
efficiency of NDM-9 (also resistant to the inhibitory action of the
B-lactamase inhibitor taniborbactam) falls within the same
range as the NDM variants studied here (Table S17).>

The modeled structures of the enzyme-product adducts
suggest that the potent inhibitory effects observed with VIM-2
and IMP-1 may be attributed to a more extensive interaction
network of the product within the active site (Fig. 6). This favors
a more closed conformation of the active site loops L3 and L10,
resulting in slower dissociation rates. Product-inhibition of
MBLs by cephalosporins which underwent C3 elimination has
been recently reported,**® including clinically used drugs and
a cephalosporin prochelator described by Franz and coworkers.
Furthermore, a series of novel cephalosporin conjugates
synthesized by Martin and coworkers have disclosed a MBL-
dependent inhibition,* with product inhibition potencies
ranked as follows: IMP-1 > VIM-2 > NDM-1. In the case of
these compounds, the strong inhibition of IMP-1 was attributed
to a more closed conformation of loop L3 and the interaction of
a Trp residue in this loop with the bound product, in line with
our finding for FDC. Furthermore, MBL inhibition also corre-
lated to lower k., values for these cephalosporin conjugates.

The bound product species (P1) is similar for FDC and CAZ
once these antibiotics have undergone C3 elimination (Fig. 1).
However, substrate binding experiments (Fig. 2) show a clearly
distinct behavior of CAZ, since the fluorescence of the resting
state enzyme recovers in all cases, even for VIM-2, which shows
the slowest turnover rate. This can be explained based on the Ky,
values of CAZ, which are one order of magnitude smaller than
those of FDC (Table 1) and fall within the same range of the
dissociation constants of the enzyme-product complex, which is
identical for both substrates. Mechanistically, an incoming
molecule of CAZ can displace the bound product from the active
site of any of the three enzymes based on its higher affinity,
while this is not the case for FDC.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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The proposed mechanism of inhibition accounts for the fact
that MBL-mediated resistance events have been linked only to
NDM-1 and NDM-5. One case reported by Simner et al
described the development of FDC resistance in E. coli after two
weeks of treatment. Genomic analysis revealed a ten-fold
increase in the blanpm.s copy number, which, in turn, boosted
the FDC MIC from 2 to 32 pug mL™ ", ie., four two-fold dilu-
tions.”* The herein reported in vitro data in E. coli laboratory
strains show an equivalent 16-fold increase in MIC values
starting from lower basal levels (consistent with the perfor-
mance of a laboratory strain) and supporting the extrapolations
of our study to the resistance phenotypes reported in the clinic.

These results help us propose the following model that
accounts for the action of FDC and the resistant events (Fig. 7).
As already described, FDC enters the cells through the iron
transporters (CirA, in the case of E. coli), and in the presence of
low levels of NDM production, most NDM molecules are
inhibited and the high periplasmic concentration of FDC makes
it possible to inhibit its target, PBP3 (Fig. 7A). Deletions on the
CirA transporter impair uptake of FDC that enters through non-
specific porins, and the lower levels of FDC in the periplasm
enable efficient turnover by NDM in a synergistic mechanism,
so that FDC cannot inhibit PBP3 (Fig. 7B). Overproduction of
NDM variants results in a mixed population of product-bound
and unbound MBLs in the periplasm, the latter being able to
hydrolyze FDC despite its high concentration, therefore leading
to resistance? (Fig. 7C). In contrast, production of either IMP-1
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or VIM-2 results in inhibition of most MBLs molecules in the
periplasm, enabling FDC to inhibit PBP3 (Fig. 7D).

Current ESCMID Guidelines and IDSA Guidance for treating
multidrug resistant bacteria recommend the use of FDC to treat
carbapenem-resistant Enterobacterales expressing MBLs.*
Although this remains an important clinical consideration, our
findings suggest that caution should be used when using FDC
as monotherapy to treat infections caused by NDM-producers
given the potential for FDC “MIC creep” and even frank resis-
tance. FDC is a novel therapy that should be preserved as
a “precision” infectious disease treatment.”® In the case of
NDM, a combination therapy strategy of FDC paired with B-
lactamase inhibitors (e.g., xeruborbactam), maybe a critical and
necessary strategy to preserve this potent cephalosporin.
Bismuth-based drugs are also able to resensitize FDC-resistant
strains bearing NDM, and may offer an alternative strategy to
prolong the life-span of FDC.* Instead, our data suggest that
FDC can be safely used for VIM and IMP producers.

Our findings also underscore the importance of under-
standing the specific MBL produced by an infecting organism
even to the allelic level (“precision microbiological diagnos-
tics”). The dynamic nature of antimicrobial resistance necessi-
tates anticipation of mechanisms directed to overcome even our
best treatments.*® Further research to comprehensively under-
stand, anticipate and address resistance mechanisms to ensure
the continued efficacy of new drugs such as FDC in combating
challenging infections is mandated.
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Fig. 7 Model of action of FDC under different conditions. (A) FDC is efficient at low expression levels of NDM variants and intact CirA; (B) the
activity of FDC is challenged when the cirA gene is mutated impairing FDC uptake combined with the catalytic activity of NDM, that can turnover
FDC; (C) high expression levels of NDM variants can elicit resistance to FDC even with an active CirA transporter, and (D) IMP-1 (and also VIM-2)
are inhibited by the product of hydrolysis of FDC, being unable to confer resistance.
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Data availability

The data supporting this article have been included as part of
the ESI.1 This study was carried out using NMR assignments of
VIM-2 and NDM-1 publicly available data from the Biological
Magnetic Resonance Data Bank at https://bmrb.io with
accession number BMR51165 and BMR27043, respectively.
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