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ABSTRACT: Carbapenems are the most potent β-lactam
antibiotics and key drugs for treating infections by Gram-
negative bacteria. In such organisms, β-lactam resistance arises
principally from β-lactamase production. Although carbape-
nems escape the activity of most β-lactamases, due in the class
A enzymes to slow deacylation of the covalent acylenzyme
intermediate, carbapenem-hydrolyzing class A β-lactamases are
now disseminating in clinically relevant bacteria. The reasons
why carbapenems are substrates for these enzymes, but inhibit
other class A β-lactamases, remain to be fully established. Here,
we present crystal structures of the class A carbapenemase SFC-1 from Serratia fonticola and of complexes of its Ser70 Ala
(Michaelis) and Glu166 Ala (acylenzyme) mutants with the carbapenem meropenem. These are the first crystal structures of
carbapenem complexes of a class A carbapenemase. Our data reveal that, in the SFC-1 acylenzyme complex, the meropenem 6α-
1R-hydroxyethyl group interacts with Asn132, but not with the deacylating water molecule. Molecular dynamics simulations
indicate that this mode of binding occurs in both the Michaelis and acylenzyme complexes of wild-type SFC-1. In carbapenem-
inhibited class A β-lactamases, it is proposed that the deacylating water molecule is deactivated by interaction with the
carbapenem 6α-1R-hydroxyethyl substituent. Structural comparisons with such enzymes suggest that in SFC-1 subtle
repositioning of key residues (Ser70, Ser130, Asn132 and Asn170) enlarges the active site, permitting rotation of the carbapenem
6α-1R-hydroxyethyl group and abolishing this contact. Our data show that SFC-1, and by implication other such carbapenem-
hydrolyzing enzymes, uses Asn132 to orient bound carbapenems for efficient deacylation and prevent their interaction with the
deacylating water molecule.

■ INTRODUCTION

Carbapenems1,2 are the most recently introduced and potent
class of β-lactam antibiotics. These were formerly reserved for
severe infections by Gram-negative bacterial pathogens,
including both the Enterobacteriaceae (e.g., Escherichia coli,
Klebsiella pneumoniae) and nonfermenting organisms such as
Pseudomonas aeruginosa, that were unresponsive to other
treatments. However, the growth in resistance to alternative
agents means that carbapenems are increasingly viewed as
front-line therapy for treatment of healthcare-associated
infections by both Enterobacteriaceae and nonfermenting
pathogens.3 In these organisms, β-lactam resistance most
frequently arises through production of β-lactamases, enzymes
that hydrolyze the β-lactam amide bond to abolish its
antimicrobial activity.4 Unsurprisingly, growing carbapenem
use has led to an increasing incidence of β-lactamases with
carbapenem-hydrolyzing activity.5,6

β-lactamases are divided, on the basis of sequence,7 into four
distinct classes: three groups (classes A, C, and D) of serine

hydrolases and an unrelated group of zinc metalloenzymes
(class B). Carbapenemase activity has now been reported in
multiple β-lactamases of classes A, B, and D.6,8 In the case of
the class A serine β-lactamases, several carbapenem-hydrolyzing
enzymes (e.g., IMI,9 NMC,10,11 SME,12 KPC,13 SFC,14 and
certain of the GES enzymes15−20) have been identified from a
number of environmental and pathogenic organisms. In
particular, members of the KPC group are now endemic in
Enterobacteriaceae in a number of locations, including the
,Eastern U.S.A., Greece and Israel.6,21 KPC production results
in organisms with reduced susceptibility, or resistance, to
carbapenems and for which there are few other effective
treatment options.21 Furthermore, many class A carbapene-
mases, including KPC, are less sensitive to the mechanism-
based inhibitors, such as clavulanic acid, that are effective
against the majority of class A β-lactamases.22
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Most class A β-lactamases, including widespread and
clinically important enzymes such as the TEM, SHV, and
CTX-M families,22 as well as Mycobacterium tuberculosis BlaC,23

are inhibited by carbapenems through formation of a long-
lasting acylenzyme complex. Acylation occurs readily by
nucleophilic attack of the active site serine Ser70 upon the
scissile β-lactam amide bond (Scheme 1; 1), but the resulting
complex (Scheme 1; 3) deacylates to form product (Scheme 1;
4), only slowly. Several factors have been proposed to stabilize
the carbapenem acylenzyme, including (1) deactivation of the
water molecule responsible for deacylation (Scheme 1; DW) by
a hydrogen bond to the 6α-1R-hydroxyethyl group of bound
carbapenem;24,25 (2) tautomerization of the acylenzyme from
the Δ2- (Scheme 1; 3) to the more slowly hydrolyzed Δ1-
(Scheme 1; 5) pyrroline form (a process facilitated in enzymes
such as TEM-1 by donation of a proton from the conserved
Arg24426 or a coordinated water molecule); and (3) displace-
ment of the acylenzyme carbonyl group from the oxyanion hole
(formed by the backbone NH groups of Ser70 and Thr237)
with consequent destabilization of the transition state for
deacylation.24,25,27,28

In order to facilitate deacylation of the carbapenem
acylenzyme, the interactions of carbapenem-hydrolyzing class
A β-lactamases with carbapenems are thus expected to differ
substantially from those made by their carbapenem-inhibited
counterparts. However, despite multiple structural29−32 and
biochemical26,33−37 investigations, the basis for carbapenem
hydrolysis in these enzymes remains to be fully established.
Although carbapenemase activity has been associated with the
presence of a disulfide bond between Cys69 and Cys23834 and/
or the absence of Arg at position 244,26 these features alone are
insufficient for high-level carbapenemase activity. Several crystal
structures reveal that the active sites of class A carbapenenases
closely resemble those of carbapenem-inhibited enzymes.
Together, the absence of conserved structural features that
distinguish carbapenemases, and the overall homology between

the active sites of carbapenem-hydrolyzing and carbapenem-
inhibited enzymes, suggest that multiple subtle alterations,
rather than gross distortions of the active site, may collectively
be responsible for activity against carbapenem substrates.30,35

Importantly, however, the interactions between class A
carbapenemases and their carbapenem substrates remain to
be structurally characterized.
SFC-1 is a class A β-lactamase identified from strain

UTAD54 of the environmental Gram-negative bacterium
Serratia fonticola, an occasional opportunist pathogen respon-
sible for respiratory tract and wound infections.38 Unusually, S.
fonticola UTAD54 contains two carbapenem-hydrolyzing β-
lactamases, SFC-114,39 and a class B metallo-β-lactamase Sfh-
I.40−42 SFC-1 is a potent carbapenemase that also hydrolyzes
extended-spectrum cephalosporins and shows reduced suscept-
ibility to mechanism-based inhibitors such as clavulanic
acid39thus sharing many of the characteristics of the widely
distributed KPC enzymes13,21,43,44 with which it has 69%
sequence identity. As SFC-1 is thus an appropriate model
system in which to study carbapenem-hydrolyzing class A β-
lactamases, and the molecular basis of carbapenemase activity in
such enzymes remains to be fully elucidated, we have
determined the crystal structure of SFC-1 and two site-directed
mutants that enabled us to trap Michaelis and acylenzyme
complexes with the carbapenem meropenem (Figure 1). To
our knowledge, these are the first structures to be reported for
stabilized carbapenem complexes of a carbapenem-hydrolyzing
class A β-lactamase. These data, together with the results of

Scheme 1. Reaction of Carbapenems with Class A β-Lactamasesa

aBound carbapenem in the Michaelis complex (top left; 1) acylates active-site Ser70 via a tetrahedral intermediate (2). Acylenzyme (3) in the Δ2-
pyrroline form can resolve to product (4; intermediate steps not shown) by nucleophilic attack of the deacylating water molecule (DW) on the
acylenzyme carbonyl, or tautomerize to the long-lived Δ1-pyrroline complex (top right; 5; intermediate steps not shown). Note the roles of Ser70
amd Glu166 (residues mutated in this study) as nucleophile (1) and general base for deacylation (3), respectively. Further details and references are
given in the text.

Figure 1. Meropenem (carbapenem used in this study).
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molecular dynamics (MD) simulations on the wild-type
enzyme, reveal how SFC-1, and by implication other class A
carbapenemases, binds and reacts with carbapenems in a
fashion consistent with efficient deacylation, and how the
interactions required for this transformation differ from those
made by other class A β-lactamases against which carbapenems
are effective inhibitors.

■ MATERIALS AND METHODS
General. General reagents were purchased from Sigma, Merck, or

Acros Organics and were of analytical grade. Crystallization reagents
and consumables were purchased from Hampton Research or
Molecular Dimensions.
Directed Mutagenesis, Expression, and Protein Purification.

S. fonticola UTAD54 SFC-1 was expressed in the T7 vector pET-26(b)
(Novagen) as previously described.39 This plasmid was used as a
template for site-directed mutagenesis performed using the Quik-
Change Mutagenesis kit (Agilent) according to the manufacturer’s
protocols. Sequences of the mutagenic oligonucleotide primers used
are provided in Supporting Information (Table S1). Plasmids were
purified from recombinant colonies (QIAprep spin; QIAGEN)
obtained at the end of the Quikchange procedure and the complete
SFC-1 open reading frame sequenced on both strands (The
Sequencing Service, University of Dundee, U.K.) to verify introduction
of the desired mutation. (Our sequencing revealed two amino acid
differences between SFC-1 as previously kinetically characterized39 and
used in the structural studies described here, and the sequence as
originally deposited.14 Both of these are at positions remote from the
active site). Wild-type and mutant plasmids were transformed into E.
coli strain BL21 (DE3) (Novagen). Overexpression and purification of
the wild-type and mutant proteins were performed as described for
wild-type SFC-1.39

Crystallization. Diffraction quality (1.38 Å resolution; SI Table
S2) single crystals of wild-type SFC-1 were grown at 20 °C by hanging
drop vapor diffusion mixing 1.5 μL of protein (30 mg/mL in 10 mM

sodium phosphate pH 7.0) with 1.5 μL of reservoir solution and
equilibrating the samples against 500 μL of reservoir solution. The
reservoir solution contained 18−22% w/v poly(ethylene glycol) 3350,
0.2 M sodium acetate (unbuffered). Crystals of SFC-1 mutants (30
mg/mL protein; 1.08 Å resolution (Ser70 Ala); 1.30 Å resolution
(Glu166 Ala)) were obtained by seeding using crystals of the wild-type
protein and the same reservoir solution. The crystals used for data
collection were cryo-cooled in liquid nitrogen using reservoir solution
supplemented with 20% ethylene glycol as cryoprotectant.

Complexes were prepared by soaking crystals of the mutant
proteins, SFC-1 Ser70 Ala (expected to stabilize the Michaelis complex
as Ser70 is the nucleophile essential for acylation4,45) and SFC-1
Glu166 Ala (expected to stabilize the transient acylenzyme complex as
Glu166 activates the water molecule required for deacylation4,45−47) in
cryoprotectant solution containing 50 mM meropenem for 30 to 50
min prior to snap-freezing in liquid nitrogen.

X-ray Diffraction Data Collection, Structure Solution, and
Refinement. Diffraction data were collected at 100 K on ADSC
Quantum series CCD detectors mounted on beamlines 10.1 of the
Synchrotron Radiation Source (Daresbury, UK; wild-type enzyme)
and IO2/IO3 of the Diamond Light Source (Didcot, UK; mutant
proteins). Diffraction data were integrated and scaled using the
programs HKL200048 or MOSFLM49 and SCALA50 as shown in SI
Table S2. Structures were solved by molecular replacement with
PHASER51 using chain A of K. pneumoniae KPC-2 (PDB ID 2OV5;30

wild-type SFC-1) or the wild-type SFC-1 structure (mutant proteins)
as the initial search model. Model building and refinement were
performed with the programs COOT52 and REFMAC,53 respectively.
The models were further refined using conjugate gradient
minimization in SHELXL.54 The progress of crystallographic refine-
ment was monitored using MOLPROBITY55 and the quality of the
final structures was verified with PROCHECK.56 Data collection and
refinement statistics are summarized in SI Table S2.

Molecular Dynamics. The starting structures for simulations were
taken from the crystallographic study. Ala70 (for the Michaelis
complex) and Ala166 (for the acylenzyme) were mutated back to the

Figure 2. Meropenem complexes of SFC-1 mutants. Stereoviews of (A) Michaelis complex (Ser70 Ala mutant) and (B) acylenzyme complex
(Glu166 Ala mutant). Cα atoms color ramped from blue (N) to red (C) termini. Otherwise, atom colors as standard, except carbon atoms in green
(protein) or cyan (ligand). Electron density maps shown are |Fo| − |Fc|.ϕcalc, contoured at 3.0 σ about the bound ligand (positive density; green).
Phases were calculated from models from which ligands were omitted. This figure and Figures 3, 4, 6, and 7 were created using PyMOL (www.
pymol.org).
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wild-type residues in silico, based on the conformations present in the
other structures. Protonation states and His tautomers were
determined using the H++ server (http://biophysics.cs.vt.edu/). The
AMBER 11 package57 with the AMBER ff99SB force field58 (protein)
or the General Amber Force Field59 (ligand) was used. Partial charges
for the free and covalently bound ligand were obtained by RESP fitting
of HF/6-31G* calculations performed using Gaussian09 and RED-IV
through the RED Server (http://q4md-forcefieldtools.org/REDS/).
Simulations were performed for three different systems: the
apoenzyme, the Michaelis complex, and the acylenzyme. Each system
was solvated in a rectangular box of TIP3P water molecules extending
at least 10 Å from any protein atom and chloride ions were added to
neutralize the system. The systems were prepared for production
simulation under constant temperature and pressure using a five-step
protocol including minimization, heating, and restrained and unre-
strained dynamics (details in Supporting Information). Thereafter,
production simulations were run for 5 ns at 300 K and 1 atm. The
AMBER program ptraj was used for analysis of the MD results. Each
simulation was run three times with different starting velocities to
confirm the reproducibility of the observed results.

■ RESULTS
X-ray Crystal Structures of SFC-1. The crystal structure

of wild-type SFC-1 was readily determined by molecular
replacement using KPC-230 as a search model. The SFC-1
overall fold (Figure S1; see Supporting Information for a full
description of the wild-type structure) closely resembles those
of both carbapenem-hydrolyzing and carbapenem-inhibited
class A β-lactamases (SI Figure S2). This is consistent with
previous conclusions30,35 that multiple subtle alterations to the
active site are required for efficient carbapenemase activity in
these enzymes. In addition to a molecule of ethylene glycol
(present in the crystallization buffer as a cryoprotectant), the
SFC-1 active site (SI Figure S3) contains two water molecules.
One of these, the presumed deacylating water molecule, DW, is
appropriately positioned, close to Ser70, to participate in both
the acylation and deacylation steps of the reaction (Scheme 1)
and is hydrogen-bonded to the Nδ2 or Oδ1 atoms of Asn170
(present in two conformations) and Glu166 Oε2. The second,
OW, occupies the oxyanion hole formed by the backbone
nitrogen atoms of Ser70 and Thr237 (SI Figure S3).
In order to better understand the basis for carbapenemase

activity in Class A β-lactamases, we sought to reveal the
interactions of such enzymes with these substrates by
determining structures of carbapenem complexes of SFC-1.
Attempts to obtain complex structures by soaking crystals of
the wild-type enzyme were unsuccessful, most likely due to the
high catalytic activity of SFC-1 toward the carbapenem tested
(meropenem; Figure 1). Accordingly, we constructed acylation-
(Ser70 Ala) and deacylation- (Glu166 Ala) deficient mutants to
facilitate trapping of complexes. Mutation of the serine
nucleophile (Scheme 1) has previously been used to trap
complexes of the Class A CTX-M60 and Class C AmpC β-
lactamases with unhydrolyzed substrate,61 while mutants of the
Glu166 general base (Scheme 1) have enabled crystal structures
to be determined for a variety of acylenzymes of Class A β-
lactamases.45,62,63 This approach enabled us to resolve clear
electron density for unhydrolyzed meropenem bound to SFC-1
Ser70 Ala, and for the acylenzyme intermediate bound to SFC-
1 Glu166 Ala at close to atomic resolution (Figure 2A,B).
Meropenem Complexes of SFC-1. SFC-1 Ser70 Ala

binds unhydrolyzed meropenem in a single well-defined
orientation in which the complete meropenem molecule,
including the entire C3 substituent, is clearly resolved (Figure
2A). Compared to the wild-type structure, only minimal overall

conformational change occurs on binding substrate (Cα rmsd
0.47 Å). The β-lactam carbonyl displaces the OW water
molecule to occupy the oxyanion hole and the C2 carboxylate
forms hydrogen bonds to Oγ of Ser130 and Nζ of Lys234
(Oδ1) and to the side-chain hydroxyls of Thr235 and Thr237
(Oδ2; Figure 3A). Importantly, the C8 hydroxyl group of the
meropenem 6α-1R-hydroxyethyl substituent makes good
hydrogen-bonds with both the putative deacylating water
(DW) (2.70 Å; Figure 3A distance d1) and Nδ2 of Asn132
(2.95 Å; Figure 3A distance d2). In addition, a single
conformation is now observed for Asn170, which makes
hydrogen bonds to both Glu166 and the deacylating water
(DW).
Many of these features are preserved in the structure of the

acylenzyme formed on reaction of the Glu166 Ala mutant with
meropenem (Figure 2B). Bound meropenem occupies a single
well-defined conformation, with experimental electron density
clearly locating the entire C3 substituent (Figure 2). The planar
geometry at C3 (i.e., sp2 hybridization) unambiguously
confirms that the observed acylenzyme is in the Δ1 tautomer.
Consistent with our observations for the Ser70 Ala Michaelis
complex, the C2 carboxylate makes hydrogen bond contacts to
Lys234 Nζ, Thr235 Oδ1 and Thr237 Oδ1 and the acylenzyme
carbonyl group remains positioned in the oxyanion hole.
However, we also observe significant differences between the
two complex structures. Notably, the meropenem 6α-1R-
hydroxyethyl group is rotated by approximately 120° compared
to its orientation in the Michaelis complex, such that while a
hydrogen-bond between the C8 hydroxyl and Asn132 Nδ2
(Figure 3B, distance d2, 2.87 Å) is retained, that with the
deacylating water molecule DW is lost (Figure 3B, distance d1,
4.97 Å). Despite the absence of Glu166, a putative deacylating
water molecule (DW) is still present, but its position is shifted
by 1.85 Å relative to that in the Ser70 Ala (Michaelis) and by
2.36 Å relative to that in the wild-type enzyme. This water
molecule (DW) makes hydrogen bonds to the Oδ1 atom of
Asn132 (2.99 Å) and to the main chain carbonyl of Ala166
(2.77 Å; Figure 3B). The latter interaction is made possible by a
local reorientation of the protein backbone around position 166
(Cα - Cα distance 1.29 Å for residue 166; rmsd 0.48 Å for the
complete polypeptide), compared to the wild-type structure.

MD Simulations of meropenem Complexes of Wild-
Type SFC-1. The crystal structures define the positions of
bound meropenem in the SFC-1 active site in the unhydrolyzed
and acylenzyme states. However, the possibility remains that
the mutations required to trap these species for crystallographic
observation affect the conformations adopted by bound
meropenem. We therefore used molecular dynamics (MD)
simulations to investigate the orientation of meropenem in
Michaelis and acylenzyme complexes of wild-type SFC-1 in
silico. Ser70 and Glu166 were introduced into the exper-
imentally determined Michaelis and acylenzyme complexes and
the resulting structures subjected to (three 5 ns) MD
simulations. Both sets of simulations were stable, as judged
by the time dependence of backbone (Cα) rmsd values (with
respect to the relevant crystal structures; Figure S4) and the
lack of significant deviation between representative MD models
(generated by performing clustering analysis on the final 2.5 ns
of these simulations) and the experimentally determined crystal
structures (Figure S5). Importantly, this analysis also confirms
that the overall orientation of bound meropenem is not grossly
affected by the mutations at amino acids 70 or 166 (Figure 4).
The positions of the β-lactam and dihydropyrrole rings remain
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stable, and key interactions, such as those of the meropenem
carbonyl with the SFC-1 oxyanion hole and C2 carboxylate
with the side chain hydroxyls of Ser130, Thr235, and Thr237,
are retained throughout the simulation.
Some small, but significant, differences are, however, evident

from close comparison of the results of clustering analysis of
our MD simulations with the experimental crystal structures.
First, addition of Glu166 to the acylenzyme structure leads to a
repositioning of the protein backbone to enable interaction of
the deacylating water DW with the Glu166 side chain, rather
than the backbone carbonyl group. In the representative
structure from MD, the Cα of Glu166 is displaced 2.19 Å, 0.92
Å, and 0.91 Å away from the Cα atoms of Ala166, Glu166, and
Glu166 in the acylenzyme, wild-type (apo), and Ser70 Ala
(Michaelis complex) crystal structures, respectively. Second, in
the simulations of both the Michaelis and acylenzyme
complexes, the interactions made by the side chains of the
active site residues Lys73, Ser130, Asn132, and Glu166 differ
from those observed in the crystal structures (Figure 4). In all
three crystal structures reported here, Ser130 Oγ is hydrogen-
bonded to Lys73 Nζ (distances between 2.79 Å (acylenzyme)
and 3.36 Å (wild-type; Figure 4, green dashed lines)). In the

simulations, Ser130 Oγ interacts predominantly with Lys234
Nζ, and the C2 carboxylate of bound meropenem, and contact
with Lys73 is lost. The side chain of Lys73 repositions,
compared to the experimentally determined crystal structures,
to bring it closer to Glu166 (the Lys73 Nζ:Glu166 Oε2
distance is reduced from 3.16 Å in the Michaelis complex
crystal structure to 2.74 Å in the representative structure from
MD; Figure 4A). In the MD simulations of the acylenzyme
complex, Lys73 Nζ and Glu166 Oε2 are within 3.0 Å of one
another for over 96% of the total duration.
Previous QM/MM studies of both the acylation64 and

deacylation47 steps of the reaction of the benzylpenicillin-

Figure 3. Environment of the deacylating water molecule (DW) in
SFC-1:meropenem complexes. (A) Michaelis complex (Ser70 Ala
mutant). (B) acylenzyme complex (Glu166 Ala mutant). Cα atoms are
color ramped from blue (N) to red (C) termini. Otherwise, atom
colors as standard, except carbon atoms in green (protein) or cyan
(ligand). Deacylating water (DW) is shown as a red sphere. Hydrogen
bonds are shown as dashed lines. H-bonds between the meropenem
6α-1R-hydroxyethyl group and the deacylating water (DW) and
Asn132 Nδ2 are shown as red and blue dashed lines, respectively.

Figure 4. Comparison of crystal structures with MD simulations for
SFC-1:meropenem complexes: Comparison of experimental crystal
structures with models obtained by clustering analysis of the final 2.5
ns of simulation for three MD trajectories each of the wild-type SFC-1
Michaelis and acylenzyme complexes. (A) Active site of SFC-1 Ser70
Ala structure overlaid on MD model for the wild-type Michaelis
complex. (B) Active site of SFC-1 Glu166 Ala structure overlaid on
MD model for the wild-type acylenzyme complex. Protein chains are
color-ramped from blue (N) to red (C) termini (experimental crystal
structures) or colored blue (wt Michaelis complex model) or red (wt
acylenzyme complex model). Carbon atoms of ligands and side chains
of selected active site residues are shown in cyan and green,
respectively (experimental structures); blue (MD model of Michaelis
complex) or red (MD model of acylenzyme complex). Atom colors are
otherwise as standard. Hydrogen bonds are rendered as dashed lines.
Those involving the meropenem 6α-1R-hydroxyethyl group are shown
for both experimental and MD structures; the Ser130 Oγ:Lys73 Nζ
bond observed in the crystal structures is shown in green. Other H-
bonds are shown for the MD models only; colors are as above (Figure
3).
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hydrolyzing class A β-lactamase TEM-1 indicate a close contact
between the general base Glu166 and Lys73 (important for
transition state stabilization and proton transfer;47,64,65 Scheme
1) in both the Michaelis complex and the acylenzyme. In
contrast, in crystal structures of β-lactam complexes of Class A
β-lactamases (obtained using either poor substrates or, as here,
catalytically impaired mutants) this interaction may be
weakened or absent altogether. (For example, Lys73 Nζ and
Glu166 Oε2 are 4.09 Å apart in the SHV-1:meropenem
complex.24) The persistent interaction between Lys73 and
Glu166, observed in MD simulations of both the wild-type
Michaelis and acylenzyme complexes (Figure 4), thus leads us
to consider that our simulations represent catalytically
competent conformations.
The MD simulations also reveal significant flexibility in the

interactions of the meropenem 6α-1R-hydroxyethyl group with
the SFC-1 active site in the wild-type Michaelis complex. For
the Michaelis complex, the time-dependence of the meropenem
C8 OH:DW distance (d1; Figure 5A), reveals significant
movement of these two groups relative to one another such
that they are not in hydrogen-bonding contact (d1 > 4.5 Å) for
the majority of the duration of the three MD runs performed.
However, for the same simulations, the meropenem OH:
Asn132 Nδ2 distance (d2; Figure 5B) is shorter and less
variable, suggesting that interaction between these two groups
is retained. Taking into consideration the representative
structure from the latter portion of the MD runs (Figure 4A
and SI Figure S5A), these data indicate that, in the Michaelis
complex formed by wild-type SFC-1 with meropenem, the
meropenem C8 hydroxyl is able to rotate away from the
position adopted in the crystal structure (hydrogen bonded to
the deacylating water DW and to Asn132 Nδ2) to a
conformation resembling that found in the experimental
acylenzyme complex (hydrogen-bonded to Asn132 Nδ2, but

not to DW; Figure 4A). The time dependence of distance d1
(Figure 5A) indicates that the meropenem 6α-1R-hydroxyethyl
group “flips” between positions approximating those in the
Michaelis and acylenzyme complexes. Importantly, for the
majority of the MD simulation, the 6α-1R-hydroxyethyl group
is not in close contact with the deacylating water. Thus, for the
Michaelis complex with wild-type SFC-1, the rotated
orientation of the 6α-1R-hydroxyethyl group observed in the
experimental acylenzyme complex structure is the most likely
stable conformation. Our observation of the less favored
conformer in the Ser70 Ala (Michaelis complex) crystal
structure might then arise from repositioning of the deacylating
water, in the absence of Ser70, to a location where a stronger
hydrogen bond to the meropenem 6α-1R-hydroxyethyl group
is possible than is the case in the wild-type enzyme.
Some variability is also observed in the interactions made by

the meropenem 6α-1R-hydroxyethyl group during simulations
of the wild-type acylenzyme complex. However, taken across
the three MD runs, the meropenem C8 hydroxyl group spends
the majority of the simulations relatively distant from the
deacylating water DW (distance d1 > 4.5 Å; Figure 5C) while
remaining close to Asn132 Nδ2 (distance d2 < 3.75 Å; Figure
5D). Overall, the representative structure of the wild-type
acylenzyme from simulation closely resembles the experimen-
tally observed crystal structure of the Glu166 Ala acylenzyme
(Figure 4B and SI Figure S5B). Our simulations thus suggest
that our Glu166 Ala crystal structure also describes the favored
orientation of the meropenem 6α-1R-hydroxyethyl group in the
wild-type acylenzyme complex.

■ DISCUSSION
Despite the growing reliance on carbapenem antibiotics for
treatment of opportunist infections by Gram-negative bacteria,
and the increasing prevalence of carbapenem-hydrolyzing β-

Figure 5. Variation in distances between selected active site atoms over the course of 5 ns MD simulations. (A) meropenem hydroxyethyl OH −
deacylating water (DW) for simulations of the Michaelis complex (Figure 3A, d1). (B) meropenem hydroxyethyl OH − Asn132 Nδ1 for simulations
of the Michaelis complex (Figure 3A, d2). (C) meropenem hydroxyethyl OH − deacylating water (DW) for simulations of the acylenzyme complex
(Figure 3B, d1). (D) meropenem hydroxyethyl OH − Asn132 Nδ1 for simulations of the acylenzyme complex (Figure 3B, d2). Results for three
independent simulations are shown in red, orange, and black (panels A,C) and blue, cyan, and black (panels B,D), respectively.
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lactamases, the molecular basis for carbapenem hydrolysis in
the class A enzymes has remained elusive. Although the Protein
Data Bank (PDB) contains multiple crystal structures of class A
β-lactamases with carbapenemase activity,29−32 structures of
these enzymes in complex with carbapenem substrates have so
far not been available. Our determination of high-resolution
crystal structures for meropenem complexes of SFC-1 thus
provides new information on how a subset of class A β-
lactamases efficiently hydrolyze carbapenems, rather than
forming stable acylenzyme complexes that are resistant to
deacylation.
Identification of structural features likely to contribute to the

carbapenemase activity of SFC-1 (and by implication related
carbapenem-hydrolyzing class A β-lactamases) is greatly
facilitated by comparison with equivalent complexes for
carbapenem-inhibited enzymes. Recently, a high-resolution
structure was determined for the meropenem acylenzyme
complex of a class A β-lactamase, SHV-1, that is potently
inhibited by carbapenems.24 Structures are also available for
imipenem complexes of TEM-125,66 and for complexes of the
Mycobacterium tuberculosis BlaC enzyme with meropenem,67

doripenem, and ertapenem.68 Comparison of our data with
these structures and with those of other class A enzymes
(Figures 6 and 7) identifies several factors that may be
important to the carbapenemase activity of SFC-1 and related
enzymes.
Environment of the Deacylating Water. The most

important differences concern the environment of the
deacylating water (DW; Figures 3 and 6). With respect to
carbapenem-inhibited enzymes, the process of productive

deacylation of the acylenzyme intermediate is most likely
greatly accelerated in class A carbapenemases, consistent with
the large differences in carbapenem kcat values between, e.g.,
SFC-1 (meropenem kcat = 6.5 s−1)39 and BlaC (meropenem kcat
= 0.08 min−1).67 Structural comparisons reveal that the
interactions made by the deacylating water molecule differ
between SFC-1 and carbapenem-inhibited class A enzymes
such as TEM-1, SHV-1 and BlaC (Figure 6). Notably, in
carbapenem complexes of these enzymes in the Δ2-pyrroline
tautomer (SHV-1:meropenem,24 TEM-1:imipenem25 and
BlaC:ertapenem68) the deacylating water hydrogen bonds to
Glu166 and Asn170 and to the C8 hydroxyl of the carbapenem
6α-1R-hydroxyethyl group. A strong hydrogen bond to the
carbapenem C8 hydroxyl has been proposed to reduce the
nucleophilicity of the deacylating water in the TEM-
1:imipenem25 and SHV-1:meropenem24 complexes and thus
prolong the lifetimes of these acylenzyme species.
In the SFC-1 Michaelis complex structure (Ser70 Ala

mutant; Figure 3A), the deacylating water molecule makes a
similar strong hydrogen bond to the C8 hydroxyl group of
bound meropenem. However, in the SFC-1 acylenzyme
(Glu166 Ala) complex, the meropenem 6α-1R-hydroxyethyl
group is rotated such that the interaction with the deacylating
water is lost, while that with Asn132 is retained (Figures 3B and
6A). Importantly, our MD simulations (Figures 4 and 5; SI
Figures S4 and S5) suggest that this orientation of the
meropenem 6α-1R-hydroxyethyl group, as observed crystallo-
graphically in the acylenzyme complex of the Glu166 Ala
mutant enzyme, is also adopted by the wild-type acylenzyme
(and Michaelis complex). These results give us confidence that

Figure 6. Comparison of carbapenem acylenzymes of class A β-lactamases. (a) SFC-1 Glu166 Ala:meropenem acylenzyme (PDB accession 4EV4);
(b) BlaC:ertapenem (Δ2-pyrroline, 3M6B68); (c) SHV-1:meropenem (2ZD824); (d) TEM-1:imipenem (1BT525). In all panels, Cα atoms are color-
ramped from blue (N) to red (C) termini and carbapenem carbon atoms are rendered in cyan. Selected active site residues are shown in stick mode
with carbon atoms green (SFC-1), brown (BlaC), blue (SHV-1), or gray (TEM-1). Atom colors are otherwise standard. Hydrogen bonds involving
the deacylating water molecule (red sphere, DW), the acylenzyme carbonyl group, and the carbapenem C2 carboxylate are indicated by dashed lines
with the interactions between the carbapanem 6α-1R-hydroxyethyl group and DW (d1) and Asn132 ND2 (d2) shown in red and blue, respectively.
The water molecule involved in tautomerization of the SHV-1 and TEM-1 acylenzymes (TW) is shown as a red sphere. Note that, as Asn132 is
replaced by Gly in BlaC, no side chain at this position is shown in panel B.
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our crystal structure, obtained with a deacylation-deficient
mutant, reflects the disposition of bound substrate in the wild-
type active site. We conclude that in SFC-1 the reactivity of the
deacylating water molecule is maintained by the lack of a
hydrogen-bonding interaction with the meropenem C8
hydroxyl group when the 6α-1R-hydroxyethyl substituent is
in its favored orientation.
Binding and Tautomerization of the Carbapenem

Acylenzyme. Carbapenem inhibition of class A β-lactamases
has been associated with tautomerization of the acylenzyme
between the Δ2- (Scheme 1; 3) and the more hydrolytically
inert Δ1- (Scheme 1; 5) pyrroline forms. The low activity of the
Δ1-pyrroline tautomer has been ascribed to conformational
changes in the active site,28 or to reorientation of the 6α-1R-
hydroxyethyl group of bound carbapenem to permit hydrogen
bonding to Glu166, reducing its basicity and consequently
deactivating the deacylating water molecule.68 In enzymes such
as TEM-1, acylenzyme tautomerization is proposed to be
facilitated by donation of a proton from the conserved Arg244
(or a coordinated water molecule; TW, Figure 6C,D) to the C3
position of bound carbapenem. The importance of this process
is shown by the failure of imipenem to inhibit TEM-1 when
Arg244 is mutated.26

Impaired deacylation has also been associated with con-
formers of carbapenem acylenzymes in which the carbonyl
group is bound outside the oxyanion hole. These have been
described for SHV-1 (Figure 6C), TEM-1 (Figure 6D), and
CTX-M-9.27 As the oxyanion hole is expected to promote
deacylation by polarizing the carbonyl bond for attack by the
deacylating water and by stabilizing the resulting tetrahedral
transition state, deacylation may be impaired in conformations
where these interactions are disrupted. Raman spectroscopy28

(SHV-1) and MD27 (CTX-M-9) studies further associate such
states with the Δ1-pyrroline tautomer, although crystal
structures of TEM-1 and SHV-1 complexes show carbapenem
acylenzymes in the Δ2-pyrroline form with their carbonyl
groups outside the oxyanion hole.
Consistent with the strong carbapenemase activity of SFC-1,

our crystal structure of the meropenem acylenzyme complex
provides no evidence for tautomerization of bound meropenem
and no evidence for conformers with the carbonyl group
positioned outside the oxyanion hole. As has been noted for
other carbapenem-hydrolyzing class A β-lactamases, SFC-1
lacks Arg244 (or an equivalent such as Arg276 as present in the
CTX-M enzymes27) and instead uses Thr235 and Th237 to
provide hydrogen bonds to the carbapenem C2 carboxylate
(Figures 3 and 6A). While this mode of carbapenem binding
might be thought to disfavor carbapenem tautomerization, it
closely resembles that adopted by M. tuberculosis BlaC (Figure
6B), an enzyme in which tautomerization of bound
carbapenems has been clearly demonstrated. However, in
BlaC the acylenzyme carbonyl groups of both tautomers are
retained in the oxyanion hole. It is proposed that interaction of
the carbapenem C2 carboxylate with Thr235 and Thr237 (see
above) prevents the rotation of the BlaC acylenzyme carbonyl
that is observed in the SHV-1 and TEM-1 enzymes.68

Although the comparison with SFC-1 is complicated by the
absence of Asn132 in BlaC (where it is replaced by Gly, Figure
6C, see below), the similarity between the modes of
carbapenem binding in the two enzymes, which nevertheless
differ by more than 3 orders of magnitude in their hydrolytic
activity against, e.g., meropenem (see above), permits two
conclusions to be drawn. First, binding of the C2 carboxylate to

a pair of Thr residues, in place of the Arg more usually found in
class A β-lactamases, does not prevent tautomerization of
bound carbapenems. Second, retention of the carbapenem
acylenzyme carbonyl group within the oxyanion hole is not in
itself sufficient for efficient deacylation, while inhibition of class
A β-lactamases does not require displacement of the carbonyl
oxygen from the oxyanion hole. Taken together, structural
comparisons indicate that the carbapenemase activity of SFC-1,
and related enzymes, arises primarily from more efficient
deacylation of the acylenzyme, rather than from prevention of
its rearrangement into unproductive conformations.

Environment of the Carbapenem 6α-1R-Hydroxyethyl
Group. Our data indicate that the carbapenemase activity of
SFC-1 (and by implication of related class A β-lactamases such
as KPC) arises from an altered mode of carbapenem binding,
specifically of the 6α-1R-hydroxyethyl group, that preserves the
activity of the deacylating water by preventing its interaction
with the C8 hydroxyl group while retaining that with Asn132. A
central question is then how the active site of SFC-1 enables
bound carbapenem to be oriented in this fashion, when those of
many other class A β-lactamases do not. As described above,
comparison of the active sites of carbapenem-hydrolyzing and
carbapenem-inhibited class A β-lactamases does not reveal
gross structural differences.30,35 However, close inspection of
the active sites of carbapenem-hydrolyzing class A β-lactamases
(SFC-1, KPC-2, NMC-A, SME-1), in comparison with those of
carbapenem-inhibited enzymes (TEM-1, SHV-1, CTX-M,
BlaC) reveals that the positions of the conserved amino acids
differ between the two groups of enzymes (Figure 7). Residues
involved include the nucleophilic serine, Ser70, Ser130 (proton
donor to the β-lactam nitrogen and hydrogen bonding partner
of the carbapenem C2 carboxylate group), Asn132 (hydrogen
bonding partner of the carbapenem 6α-1R-hydroxyethyl

Figure 7. Active sites of Class A β-lactamases. Superposition of active
sites of carbapenem-hydrolyzing (wild-type SFC-1 (PDB 4EQI), KPC-
2 (PDB 20V530), SME-1 (1DY631), NMC-A (1BUE29)) and
carbapenem-inhibited (TEM-1 (1ZG471), SHV-2 (1N9B72), CTX-
M-16 (1YLW73), BlaC (2GDN23)) enzymes. Cα atoms are color-
coded as shown, carbapenem-hydrolyzing enzymes in red and
carbapenem-inhibited enzymes in blue palette. meropenem acylen-
zyme, as bound in the SFC-1 Glu166 Ala acylenzyme complex
structure, is shown with Cα atoms in green. Arrows denote shifts in
positions of labeled residues in carbapanem-hydrolyzing enzymes.
Superpositions were performed using SSM Superpose69 to align the
complete chains. Cα rmsds are provided in Table S3.
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group), and Asn170 (hydrogen bonds to the deacylating water
molecule).
In class A carbapenemases, the Ser70 side chain is shifted, by

up to 1 Å, to a less buried position in the active site than is the
case in carbapenem-inhibited enzymes. This difference arises
from a distinct conformation of the protein backbone at this
position, possibly as a result of the constraints imposed by the
Cys69−Cys238 disulfide bridge. Furthermore, the side chains
of Ser130, Asn132 and Asn170 are in the carbapenemases
displaced to more buried positions than in other class A β-
lactamases. Superpositions (SSM Superpose;69 Figure 7)
indicate typical differences of 0.85 Å, 0.79 Å, and 1.13 Å in
the respective backbone (Cα) and 0.84 Å (Cβ), 0.94 Å (Cγ),
and 1.24 Å (Cγ) in the side chain positions for these three
residues (values given are from comparison of the SHV-2 and
NMC-A structures). Our structures suggest that these changes
enlarge the active site sufficiently to prevent steric clashes
between Asn170 and the C9 methyl of bound carbapenem
when the 6α-1R-hydroxyethyl group rotates to the orientation
observed in the SFC-1 acylenzyme crystal structure. (Compar-
ison of active site volumes using CASTp70 (Table S3) shows an
increase from a typical value of c. 110 Å3 for a carbapenem-
inhibited to c. 180 Å3 for a carbapenem-hydrolyzing enzyme.)
Our MD simulations indicate that this orientation, in which the
Meropenem C8 hydroxyl hydrogen bonds to SFC-1 Asn132
Nδ2, but not to the deacylating water, is favored in both the
Michaelis and acylenzyme complexes.
Our results indicate that Asn132 makes hydrogen bonds to

bound substrate that, by stabilizing a conformation where the
hydroxyethyl group is not interacting with the deacylating
water, are key to carbapenemase activity. This conclusion is also
supported by the structure of M. tuberculosis BlaC. As described
above, the BlaC active site closely resembles that of SFC-1, but
BlaC is inhibited by carbapenems and turns these substrates
over at rates several orders of magnitude slower than SFC-1 or
similar enzymes. Unusually for class A β-lactamases, BlaC lacks
Asn132 and features Gly at this position. Thus, the interaction
between the C8 hydroxyl of bound carbapenems and the
Asn132 side chain, as observed in our SFC-1 structure (Figure
6A) is impossible, and consequently in BlaC carbapenem
complexes, the carbapenem 6α-1R-hydroxyethyl group inter-
acts with the deacylating water (Δ2-pyrroline; Figure 6B) or
adjacent amino acids (Glu166, Lys73; Δ1-pyrroline). In other
carbapenem-inhibited class A β-lactamases, Asn132 is present
and is hydrogen bonded to the 6α-1R-hydroxyethyl group of
bound carbapenems (Figure 6C,D). However, in these cases
the more restricted active site orients bound carbapenem to
prevent the rotation of the 6α-1R-hydroxyethyl group to the
conformation observed in SFC-1 (Figure 6A), favoring
interaction of the C8 hydroxyl with the deacylating water
molecule.
Repositioning of Asn132, compared to its position in

carbapenem-inhibited enzymes, has been noted in previous
structures of class A carbapenemases. In the majority of class A
β-lactamases, Asn132 has been proposed to promote β-lactam
hydrolysis by hydrogen bonding to the oxygen atoms of the 6β-
or 7β-amido groups of penicillin or cephalosporin substrates,
respectively.74 However, the α-, rather than β-, stereochemistry
of the carbapenem 6−1R-hydroxyethyl substituent creates a
steric clash on carbapenem binding to, e.g., the TEM-1
enzyme25 that is alleviated when this residue is mutated.66

Importantly, however, Asn132 mutations alone are not
sufficient to confer carbapenemase activity on enzymes such

as TEM-1. In class A carbapenemases such as NMC-A
repositioning of Asn132 has been proposed to contribute to
an enlarged active site that is able to accommodate the
carbapenem 6α-1R-hydroxyethyl substituent.29 This conclusion
is supported by the structure of the NMC-A enzyme in
complex with a 6α-hydroxypropyl penicillinate inhibitor,75

which features hydrogen bonds between the inhibitor hydroxyl
group and both Asn132 and the deacylating water. In the KPC-
2 carbapenemase, it has been proposed that movement of key
residues, including Ser70, Ser130, Asn132 and Asn170, from
their positions in carbapenem-inhibited enzymes enlarges the
active site sufficiently to permit carbapenems to bind in
productive conformations.30 The present work expands on
these studies by providing the first structural description of the
interactions between a carbapenem substrate and a class A
carbapenemase.

Concluding Remarks. In summary, the data we present
here reveal for the first time the interactions between a
carbapenem antibiotic and a class A β-lactamase with potent
activity against these clinically highly significant drugs. Our
crystal structures and MD simulations show a mode of
carbapenem binding to SFC-1 in which the C8 hydroxyl of
the carbapenem 6α-1R-hydroxyethyl group interacts with
Asn132, but does not hydrogen bond to the water molecule
responsible for deacylation. Such interactions reduce the
nucleophilicity of the deacylating water molecule in other
class A enzymes. Subtle alterations to the locations of residues
including Ser70 and Asn132 in the class A carbapenemase
active site may permit this distinctive mode of carbapenem
binding by relieving steric clashes that would otherwise
constrain the orientation of the 6α-1R-hydroxyethyl group. In
light of the continuing dissemination of class A carbapene-
mases, in particular, KPC, in bacterial strains responsible for
healthcare-associated infection, and the reduced susceptibility
of such enzymes to clinically available β-lactamase inhibitors,
new strategies for countering their activity are required. Our
structures suggest that optimizing the interactions of enzyme-
bound β-lactams with the deacylating water may represent one
such strategy.
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