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Abstract

B-lactamases are bacterial enzymes that confer resistance to B-lactam antibiotics, such as
penicillins and cephalosporins. There are four classes of 3-lactamase enzymes, each with
characteristic sequence and structure properties. Enzymes from class A are the most com-
mon and have been well characterized across the family; however, less is known about
how physicochemical properties vary across the C and D families. In this report, we com-
pare the dynamical properties of four AmpC (class C) B-lactamases using our distance con-
straint model (DCM). The DCM reliably predicts thermodynamic and mechanical properties
in an integrated way. As a consequence, quantitative stability/flexibility relationships
(QSFR) can be determined and compared across the whole family. The DCM calculates a
large number of QSFR metrics. Perhaps the most useful is the flexibility index (FI), which
quantifies flexibility along the enzyme backbone. As typically observed in other systems, Fl
is well conserved across the four AmpC enzymes. Cooperativity correlation (CC), which
quantifies intramolecular couplings within structure, is rarely conserved across protein fami-
lies; however, itis in AmpC. In particular, the bulk of each structure is composed of a large
rigid cluster, punctuated by three flexibly correlated regions located at the active site. These
regions include several catalytic residues and the Q-loop. This evolutionary conservation
combined with active their site location strongly suggests that these coupled dynamical
modes are important for proper functioning of the enzyme.

Introduction

Antibiotic resistance continues to outpace our ability to produce new antibiotic drugs [1], lead-
ing to substantive fears about our future ability to combat bacterial infections that are currently
relatively benign. Central to this growing global health concern is the bacterial enzyme B-lacta-
mase (BL), which is produced by some bacteria [2]. BL confers resistance to penicillin and re-
lated antibiotics by hydrolyzing their conserved B-lactam moiety, thus destroying antibiotic
activity [3]. The BL enzyme superfamily is broad and is characterized by varying degrees of
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antibiotic resistance activity. In fact, some BL enzymes confer resistance to cephalosporins, car-
bapenems, and monobactams [4, 5]. In particular, carbapenem-resistant enterobacteriaceae
(CRE) that have KPC or NDM-1 carbapenamase genes represent a particularly dire and imme-
diate biomedical concern [6]. The antibiotic spectrum of many BL enzymes has changed
through active site mutations, most notably in the TEM [7], SHV [8], and GES [9] enzymes.
The emergence of extended spectrum BL enzymes highlights the critical importance of under-
standing how physicochemical properties evolve across the BL superfamily [10, 11].

Comparisons of protein sequences and structures sharing function are well-established bio-
informatics paradigms, leading to countless discoveries regarding sequence/structure/function
relationships. Applied to antibiotic resistance enzymes, comparative studies group BL into four
familial classes [12, 13]. Therein, class A, C and D enzymes share a common serine-based
mechanism, whereas class B enzymes (sometimes called metallo-f-lactamases) rely on a metal
ion mediated hydrolysis. There are discernable differences within sequence and structure
across the family, even in the three serine-based classes. Sequence and structure clustering cor-
relate with antibiotic resistance. For example, most class C enzymes correspond to cephalos-
porinases that are able to hydrolyze third generation cephalosporins [14, 15]. Consequently,
elucidation of the differences and similarities between the various class C subfamilies is an im-
portant first step to fully understand the physical origins of the cephalosporinase activities
across the family. Most of the biophysical characterizations into AmpC have focused either on
elucidating its catalytic mechanism [16-20], elucidating stability/function trade-offs in active
site residues [21], and—of course—identification of AmpC inhibitors (see [22] for a recent re-
view). However, very little attention has been paid to AmpC’s dynamical properties.

While molecular dynamics simulations [17] and NMR [19] have been used to reveal mecha-
nistic details, little is known about AmpC’s ambient equilibrium fluctuations. In response, we
apply our computational distance constraint model (DCM) to four AmpC enzymes from the
class C BL family. Specifically, we characterize AmpC enzymes from E. coli, E. cloacae, C. freun-
dii, and P. aeruginosa for which there are available structures. As expected, backbone flexibility
is well conserved across the family. However, in stark contrast to our previous results compar-
ing structures across the class A [23] and class B1 [24] BL families—and several other protein
families we have investigated—cooperativity correlation (CC) is also well conserved across all
four AmpC enzymes. CC identifies all pairwise mechanical couplings within structure, mean-
ing it can be considered to be a snapshot of allostery [25]. Consistent with experimental com-
parisons of allosteric couplings [26-30], our CC results are typically quite varied across a
family [23, 31-34]. In fact, we have also demonstrated that CC can be significantly different
across sets of protein mutants [35, 36]. As such, it is particularly noteworthy that CC is so well
conserved in this system. The flexibly correlated regions define the perimeter of the active site,
flanking both sides of the catalytic serine (Ser-64). Moreover, a third flexibly correlated region
corresponds to the Q-loop of the enzyme. These observations reinforce the notion that the me-
chanical couplings are functionally important, and suggest several new avenues of investigation
in the role of dynamics in AmpC function and potential inhibition.

Methods
The Distance Constraint Model

The details of the DCM have been described many times previously [37-39], so only a cursory
overview is provided here. The DCM is an all-atom statistical mechanical model that explicitly
accounts for nonadditivity within free energy components [40] by directly accounting for en-
thalpy-entropy compensation [41, 42]. Starting from a native protein structure, we generate a
network rigidity topological framework (graph) where vertices correspond to atoms, and edges
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represent chemical interactions that fix the distance between adjoining vertices. Weak interac-
tions that continuously break and reform at ambient temperatures are allowed to fluctuate,
whereas covalent bonds are quenched. An ensemble of frameworks ranging from fully folded
to unfolded is generated by perturbing away from the original graph, the size of which is astro-
nomically large (2'°*” in the case of AmpC). As such, a mean field treatment is applied to the
model [43, 44]. Specifically, two order parameters are defined to specify the number of H-
bonds (salt bridges are treated as a special case of H-bonds) and the number of natively packed
torsion angles, which correspond to the two types of fluctuating interactions
currently modeled.

The free energy of a macrostate, defined by the number of H-bonds and number of native
torsions (Nj,;,N,.40) is given by Eq 1:

G(th7Nnat) = U(th> - Nhhusol nat " nat
- RTSmix(th’ Nnat) (Eq(l))

+ N v  — RTSmf(th Nnat‘(snut)

where R is the universal gas constant, T is temperature, and U(N},;) is the total intramolecular
H-bond enthalpy, which is calculated by an empirical potential [45]. The variables {t/s;V s
0,41} are phenomenological parameters that must be determined on a case-by-case basis, which
is typically done by fitting to experimental heat capacity, Cy, curves. The parameter u,; de-
scribes compensating H-bonds to solvent when intramolecular H-bonds break, and {v,,,4,6,,0:}
correspond to the enthalpy and entropy associated with forming a native torsion. Correspond-
ing values for the disordered torsions have been fixed in prior works and do not need to be pa-
rameterized [43, 44]. The total enthalpy of each framework is evaluated by summing the
enthalpic components associated with each fluctuating constraint in the network. To account
for nonadditivity within free energy components, the conformational entropy, S, is calculat-
ed by summing only the components that correspond to the set of independent degrees of free-
dom (DOF), which are identified by a fast network rigidity graph algorithm [46, 47]. That is,
excess (redundant) constraints that are not needed to rigidify a local region pay no entropic
price upon formation because all of the DOF have been removed [41, 42]. In this way, enthal-
py/entropy compensation is accurately described in a computationally tractable way. The mix-
ing entropy, S,.ix accounts for the various ways in which the macrostate can be satisfied. The
partition function is constructed over the macrostates defined by the two order parameters,
from which all thermodynamic response functions can be evaluated through appropriate
derivatives thereof.

Structure Preparation and Model Parameterization

AmpC structures are available for four organisms: E. coli, E. cloacae, C. freundii, and P. aerugi-
nosa. More than 70 AmpC structures have been solved for E. coli, including more than 40 with
an identical sequence. Conversely, only four C. freundii structures total are available. We pa-
rameterize the DCM for one structure from each of the four organisms (E. coli = 3GTC [48], E.
cloacae = 1GAO [49], C. freundii = 1FR6 [50], and P. aeruginosa = 2WZX [51]). The identified
parameters are then applied to the other structures with the same sequence to evaluate predic-
tion robustness. Fig 1A highlights the structural similarity within these four representative
structures, and Fig 1B provides the Clustal Neighbor Joining tree [52] to reveal their sequence
relationships. These results are listed in S1 Table. Before parameterization, hydrogen atoms are
added and the structures are minimized in MOE using the Amber99 force field [53] and a dis-
tance dependent dielectric. Next, the H++ server is used to determine the appropriate ioniza-
tion state at pH 7.0 based on calculated pK, values.
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Fig 1. The four AmpC enzymes. (A) Superposition of the E. coli (red), E. cloacae (blue), C. freundii (green), and P. aeruginosa structures. (B) Neighbor-
joining tree of the four considered enzymes.

doi:10.1371/journal.pone.0125832.g001
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Though AmpC experimental C, data is unavailable for to fit the model too, the melting
point, T}, and van't Hoff enthalpy of unfolding, AH,,,, are available for the E. coli ortholog
[54]. As such, we employ a grid search in parameter space over typical value ranges and select
E. coli parameters that best correspond to the experimental data while maintaining typical
shapes in the C, curves and free energy landscapes (FELs). In the absence of experimental data
for the E. cloacae, C. freundii, and P. aeruginosa enzymes, we again target the E. coli data, but
emphasize the shapes of the C, curves and FELs over T,, and AH,,,svalues.

QSFR Metrics

After parameterization of the model and calculation of the thermodynamic response functions,
the Boltzmann weights can be used to appropriately average a large number of mechanical
properties over each macrostate. As such, the collective DCM output is referred to as Quantita-
tive Stability/Flexibility Relationships (QSFR) based upon the way that thermodynamics and
mechanics are fully integrated within the model [32]. It is typically more useful to collapse the
two order parameters into a single global flexibility order parameter, 0, which quantifies the av-
erage number of independent degrees of freedom per residue. After identifying the native ba-
sins from the FELs expressed in terms of 6, many different mechanical properties are
calculated and appropriately averaged. The two most useful quantities are the flexibility index
(FI) and cooperativity correlation (CC). The FI quantifies backbone flexibility, where positive
values quantify the number of excess DOF and negative values count the number of redundant
constraints. Both are normalized so that they range between +1. The FI is zero for isostatically
rigid regions that have neither excess DOF nor redundant constraints; meaning removal of
even a single constraint will cause the region to become flexible. CC is a higher order descrip-
tion of flexibility, where all pairwise mechanical couplings are evaluated. All residue pairs are
considered, and residue pairs that are co-rigid or flexibly correlated are quantified.

Results
AmpC Comparisons

The AmpC enzymes are quite similar, with percent sequence identities across the E. coli, E. clo-
acae, C. freundii, and P. aeruginosa enzymes enzymes ranging from 42.5 to 77.4%. Similarly,
they structurally superimpose with pairwise a-carbon RMSD values (calculated by MOE) of
the four original structures ranging from 1.17 to 1.77 A. While slight structural differences can
be seen in the superposition (Fig 1A), particularly along loops, the overall backbone structure
is well conserved. In fact, the differences across the four orthologs are not appreciably different
from what is observed across the sets of structures with the same sequence (cf. S2 Table).

Thermodynamic Properties

The model parameter values for the four original structures are provided in S3 Table, all of
which are within typical ranges. Not surprising owing to their structural similarity, the parame-
ter sets are remarkably similar. In fact, we often observe greater variance in the parameters for
alternate structures of the exact same sequence. The predicted C, curves are provided in Fig
2A.The T,, of the E. coli structure is satisfactorily similar to its experimental value, correspond-
ing to less than 1% error on the Kevin scale. The model predicts the C. freundii enzyme to have
alowered T, whereas the E. cloacae and P. aeruginosa enzymes are predicted to be slightly
more stable. The FELs are provided in Fig 2B, which highlight the two-state nature of each
folding transition. Notably, the 6 ,,,, values, corresponding to the native basin free energy mini-
ma, are very well conserved.
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Fig 2. Physical descriptions of the original four AmpC structures. Thermodynamic descriptions of the
unfolding transition are characterized by (A) heat capacity and (B) the free energy landscapes. The vertical
dashed line indicates the experimental T,,, value of the E. coli enzyme. The experimental AH,,¢ value is 182
kcal/mol, whereas the calculated value is 212 kcal/mol. (C) Rigid cluster susceptibility curves describe the
mechanical transition for a structure predominantly composed of one large rigid cluster to many disjoint and
floppy tiny clusters.

doi:10.1371/journal.pone.0125832.g002

Applying the above parameters to all structures that share the sequence with the original
four, it is observed that the thermodynamic quantities can be sensitive to structure input. The
average values and percent variance for the various thermodynamic quantities are provided in
the supplemental material (S2 Table). The observed variability is in line with expectations as
prior works have established that thermodynamic predictions can be sensitive to parameteriza-
tion and structure. The percent variance within T,, and 0,,,, values are always less than 15%,
whereas the percent variance within the C, peak heights is typically about 50%. The percent
variance of the AH values for the E. coli and E. cloacae are in the middle of these two extremes,
ranging from 20-25%, whereas the variation within the C. freundii and P. aeruginosa is about
70%.

Rigidity Transition

Juxtaposed to the thermodynamic descriptions, mechanical descriptions of the unfolding tran-
sition are presented in Fig 2C. Herein, fluctuations within the rigid cluster sizes are indicated
by the rigid cluster susceptibility (RCS) curves where the peak at 0,, indicates the structure is
transitioning from a predominately rigid structure to a flexible unfolded chain. The percent
variation within the 0,,, values over all representative structures is always slightly less than 6%,
which is similar to the variation within the 8,,,, values. In all cases, 8,, values greater than 6,,,,
indicating that the native structure is largely rigid since the mechanical transition has not yet
occurred at the most probable value of 6.

Backbone Flexibility and Cooperativity Correlation

Mechanical properties are calculated by averaging over a sub-ensemble that corresponds to the
native basin, which we do for each representative structure. Within each organism, the me-
chanical properties are then averaged to indicate the most probable descriptions. For example,
in Fig 3 the color-coding within the multiple sequence alignment indicates the average FI val-
ues for each organism (blue indicates rigid, whereas red corresponds to flexible regions). Note,
the E. coli AmpC values are averaged over 41 structures, whereas E. cloacae, C. freundii, and P.
aeruginosa are averaged over five, four, and seven structures, respectively. In the cases of the E.
coli, E. cloacae, and P. aeruginosa, the structures are taken from different PDB files. However,
there is only two C. freundii structures with the same sequence, so we average over both the A
and B chains in this case to generate more conformational diversity. Despite coming from the
same structure, there is actually more conformational variability within the set of C. freundii
structures than there is in the E. coli and P. aeruginosa structures (cf. S2 Table). In all four
cases, secondary structures tend to be rigid. In fact, the most rigid regions correspond to o-heli-
ces, whereas f-strands are also rigid, albeit slightly less so. Intervening loops range from isostat-
ically rigid (green) to flexible. The structures in Fig 4 are color-coded by FI using the same
coloring scheme, further revealing the conserved backbone flexibility patterns. While the bulk
of the native structure is rigid, the active site loops are among the most flexible portions of the
enzyme. The average FI values + 1 standard deviation for each of the four organisms are
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Fig 3. Multiple sequence alignment of the four AmpC enzymes color-coded by flexibility index. Red indicates positive values, corresponding to flexible
regions, whereas blue indicates negative values, corresponding to rigid regions. Green indicates the flexibility index equals zero, corresponding to
isostatically rigid regions. The catalytic Ser-64 is indicated by the arrow, whereas asterisks indicate the other active site residues. Boxes indicate the three

flexibly correlated regions.

doi:10.1371/journal.pone.0125832.9003

provided in the supplemental material (S1 Fig) to reveal the variation across the set of represen-
tative structures, highlighting the strong conservation therein.

Up to this point, the variations within thermodynamic and mechanical properties observed
have been consistent with our prior results on alternate systems, including the class A and class
B1 BLs. Typically, CC is quite variable across a family due to differences within the underlying
H-bond networks. This is not the case with AmpC (cf. Fig 4). While quantitative pixel-to-pixel
differences do occur, all four CC plots are characterized by a large rigid cluster (indicated in
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Fig 4. QSFR descriptions of the four AmpC enzymes. (Left) The structures of the four AmpC structures are color-coded in the same way as Fig 3. (Right)
Cooperativity correlation plots for each of the four AmpC enzymes are shown, which are calculated as pixel-by-pixel averages across the sets of
representative structures. Residue pairs that are co-rigid are colored blue; residues pairs that are flexibly correlated are colored red; and white indicates no
mechanical coupling therein. The off-diagonal couplings indicating flexibility correlation is indicated by the black bands in the E. coli cooperativity

correlation plot.

doi:10.1371/journal.pone.0125832.9004

blue) punctuated by three bands of flexibility correlation. Actually, there is a bit more flexibility
correlation within the C. freundii enzyme, but we only focus on the regions that are conserved
across all four enzymes. The black boxes in Fig 3 bound the three conserved flexibly correlated
regions, and are structurally highlighted in Fig 5. Using E. cloacae (1GAO), the regions include
Arg-91 to Glu-171, Gly-206 to Ala-221, and Val-281 to Leu-296. The first region, which is the

Fig 5. The conserved flexibly correlated active site regions. The structure of the E. cloacae AmpC enzyme is shown to highlight the consensus
cooperativity correlation features. The grey residues shown in spacefill correspond to the large rigid cluster that makes up most of the enzyme; whereas the
three active site regions are shown as cartoons (red = a-domain, blue = Q-loop, and orange = a14 and a15 from the a/B-domain). The catalytic Ser-64 is
colored green, whereas other active site residues are colored cyan.

doi:10.1371/journal.pone.0125832.9005
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largest, overlaps much of the a-helical domain and includes several active site residues. In par-
ticular, Tyr-150, which has been shown to electrostatically stabilize the tetrahedral intermedi-
ate along the reaction coordinate [55], is within this region. The third region—in terms of
sequence—corresponds to helices 014, 015, and the intervening loop, which are part of the o/B
domain and contact the active site on the opposite side of the first. The last flexibly correlated
band corresponds to most of the Q-loop. The Q-loop extends from the active site, and has been
demonstrated to be critical to function [56]. Flexibility correlation between these regions is ob-
served in all four enzymes, which is very unique. As stated, CC plots typically vary in both their
patterns and the scale of the couplings. This atypical conservation within AmpC and their ac-
tive site locations are strongly suggestive that these couplings are likely functionally important.

QSFR Robustness and H-Bond Network Energy

The variability within structural and QSFR properties across each set of representative struc-
tures is presented in S2 Table. Interestingly, the variances within the 6,,,, and 6,, values are ac-
tually greatest in the case of E. coli despite the fact that it has eight times more structures. A
similar trend can be observed in the CC plots. All of the E. cloacae and P. aeruginosa CC plots
are visually similar, whereas there are a few obvious outliers in the case of E. coli. In fact, a
small number of the E. coli plots can be quite red or blue-shifted. The source of the shifts is
based on differences within the H-bond network energies. Fig 6 plots the difference in the total
H-bond energy for each structure (with respect to 3GTC) versus the differences within CC
plots, revealing a significant linear correlation. That is, the stronger the H-bond network, the
more co-rigid the structure is predicted to be, whereas weaker H-bond networks lead to more
correlated flexibility. The CC plots of the three E. structures with the strongest H-bond energies
to the three CC plots with the weakest are compared in the supplemental material (S2 Fig); the
CC plot of 3GTC and the average plot are also provided as reference points.

Not surprisingly, the total H-bond energy is also linearly related to the values of 0,,,;. That
is, structures with stronger H-bond energies correspond to fewer independent DOF per residue
in their native structure (cf. S3 Fig). Interestingly, when CC plots are compared using Pearson
correlations instead of RMSD, the relationship between 0,,,; and H-bond network energy is
drastically reduced. In many cases, strengthening/weakening of the H-bond network can lead
to significant blue- or red-shifting of the CC plots, even though the overall features are mostly
conserved. Conversely, there are other examples where the overall color and 9,,,, are conserved;
however, a few extra features in the CC plot appreciably reduce the correlation (i.e., flexibility
correlation along the N- and C- termini). The box plots of the actual CC values for every pixel
in eight exemplar plots are provided in S4 Fig, which quantifies the color shifting.

Parameter Sensitivity

A natural question is whether or not the discussed QSFR properties are biased by parameteriza-
tion. Our prior works have demonstrated that this is not the case so long as the parameters are
within typically expected ranges [32, 57]. Nevertheless, this possibility should always be con-
firmed. The easiest way to do so is to swap the parameters from one enzyme and apply them to
the others, which maintains the correlations that are present within the parameter set. That is,
simply changing one parameter while holding the other two fixed is typically more disruptive
than allowing two or three to adjust together because there are compensations within the
changes. The robustness within the considered QSFR properties is highlighted in S5 Fig, which
compares the original FI and CC values to the two “swapped” parameter sets for E. coli (similar
conservation is observed in the other two cases).
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(Top) Scatter plot of the differences within the total H-bond network strength of the E. coli representative
structures are plotted against cooperativity correlation similarity. In both cases, the original 3GTC structures
are compared to each of the other representative structures. Cooperativity correlation similarity is calculated
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as the root mean square deviation (RMSD) across all pixels. (Bottom) The total H-bond network strength is
plotted against the average CC value; large numbers indicate the CC plot is more red-shifted.

doi:10.1371/journal.pone.0125832.g006

Correlation coefficients comparing each of the four original structures to itself are provided
in Table 1, but using one of the other parameter sets. In all cases, the correlations for FI are
greater than 0.998, and the correlations for CC are greater than 0.995, meaning the slight pa-
rameter differences across the AmpC enzymes have virtually no effect on the mechanical prop-
erties. Note that the average correlation comparing FI and CC across the sets of representative
structures is 0.720 and 0.725, respectively (the percent variance is 10.3 and 7.8%). That is, con-
formational changes while holding model parameters fixed are significantly more disruptive
than swapping parameters on a given structure, meaning the employed parameter-swapping
test confirms that the relative differences in QSFR properties are not simply due to parameteri-
zation. Note that the parameter differences do have a small effect on the thermodynamic de-
scriptions, which are more sensitive than the mechanical properties. Thermodynamics controls
the relative probability of the folded to the unfolded basins; however, the 6 values of the basins
do not shift very much, which is why there is sensitivity in the thermodynamics, but not
the mechanics.

Discussion

In prior works we have characterized QSFR properties across twelve class A [23] and five class
B1 [24] enzymes using the DCM. In both cases, backbone flexibility is largely conserved,
whereas the pairwise intramolecular couplings described by CC are quite variable. Differences
within the global flexibility properties of the class A enzymes do parallel the phylogeny of the
family; however, they do not correlate with antibiotic specificities. This result is particularly in-
teresting because it indicates that extended-spectrum activities are not constrained by global
properties. Rather, cephalosporinase and carbapenamase activities can evolve from a very wide
selection of global properties. An equally interesting revelation from our comparative studies
of the class B1 enzymes is that the active site $3/p4 and B11/06 loops are flexibly correlated in
all four structures. However, overall the CC plots are very different. For example, NDM-1 has
no other appreciable flexibility correlation, whereas the VIM-4 and IMP-1 CC plots are both
significantly red-shifted.

Table 1. QSFR sensitivity to model parameters.

E. coli
E. coli =
E. cloacae 0.9974
C. freundii 0.9970
P. aeruginosa 0.9993
E. coli
E. coli —
E. cloacae 0.9983
C. freundii 0.9995
P. aeruginosa 0.9995

Cooperativity Correlation

E. cloacae C. freundii P. aeruginosa
0.9918 0.9959 0.9980

— 0.9998 0.9983
0.9952 — 0.9980
0.9984 0.9955 —
Flexibility Index

E. cloacae C. freundii P. aeruginosa
0.9995 0.9990 0.9988

— 1.0000 0.9995
0.9983 — 0.9997
0.9996 0.9987 —

Parameter sets along the horizontal are applied to structures on the vertical, and then the QSFR properties are compared using the Pearson correlation.

doi:10.1371/journal.pone.0125832.1001
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While the class A enzyme TEM-1 is known to be quite rigid [58], which our results showed,
its active site Q-loop is known to be quite mobile [59-61]. However, our results predict the Q-
loop across the whole family to be nearly isostatically rigid, which highlights the difference be-
tween mobility and flexibility. That is, the Q-loop is mobile and dynamic, but it moves through
space as a rigid body. The Q-loops in the four AmpC structures are similarly isostatic, which
suggests that the Q-loop acts as a mechanical switch because it is nearly perfectly balanced be-
tween rigid and flexible. That is, it can easily transition from flexible to rigid, and vice versa, by
very subtle fluctuations within the H-bond network. Even the hinges are mostly isostatic,
meaning the Q-loop can be rigidly locked in place or quite dynamic, which are functional re-
quirements of a conformational switch.

The Q-loop corresponds to one of three flexibly correlated regions revealed by the CC plots,
meaning when it is flexible it is flexibly correlated to the other two regions. However, when it is
rigid, it is not part of the large rigid cluster that makes up most of the structure. The largest of
the three regions corresponds to the a-helical domain, and includes the active site GIn-120,
Tyr-150, and Gln-152 residues. This point is noteworthy because, unlike Glu-166 of the class A
enzymes (which is located on the Q-loop) [62], AmpC is not thought to have a specific general
base that activates the catalytic Ser-64. Rather, it has been suggested that several active site resi-
dues collectively activate the enzyme through a H-bond network [18] that includes the three
residues within the flexibly correlated a-domain, plus other active site residues Lys-67, Glu-
275, and Lys-318. This point is intriguing because—as demonstrated above—the H-bond net-
work principally defines the QSFR properties due to its crosslinking nature (in contrast to the
local nature of covalent bonds and the torsion interactions). The convergence of the active site
electrostatic network and the conserved dynamical properties suggests that the flexibility corre-
lation observed in all four AmpC enzymes is a mechanistic requirement. That is, it is possible
that fluctuations within the active site conformations adjust the electrostatic microenviron-
ments [63-65] such that active site can function as a charge relay system [18].

While compelling, the last point is only a hypothesis. Nevertheless, it is clear that—like the
class A TEM-1 enzyme—the native structure of each AmpC is primarily composed of a single
rigid cluster that spans both domains. Moreover, owing to their conservation and active site
proximity, it is nearly certain that the flexibility correlations within the three active site regions
are functionally important. A remaining open question is why does this atypical QSFR conser-
vation occur in AmpC. It is possible that it is a functional requirement for all AmpC enzymes,
or it could be do to the fact that the four considered AmpC enzymes are relatively closely relat-
ed (they all occur in Proteobacteria). Recall, that while the QSER properties in the class-A en-
zymes are overall variable, the properties are mostly conserved within evolutionary outgroups.
Unfortunately this will only be resolved after more distantly related AmpC structures have
been structurally characterized.

Supporting Information

S1 Fig. Backbone flexibility profile. Average flexibility index values are plotted versus se-
quence position, with + one standard deviation shown to highlight the variance within back-
bone flexibility across the set of representative structures.

(TIF)

S2 Fig. Cooperativity correlation variation. Examples of three most blue-shifted and three
most red-shifted E. coli cooperativity correlation plots are shown. The original 3GTC and the
average cooperativity correlation plots are also shown as reference points.

(TTF)
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S3 Fig. Scatter plots comparing differences within the E. coli representative structural prop-
erties to differences within cooperativity correlation. In all cases, the original 3GTC structure
is compared each of the other representative structures. The y-axis quantities are: (Top)

07 — 0257, (Middle) [0, — 0,,]™ — [0pqe — 0,,]°°"C, and (Bottom) Ut — USSTC. In the left
column, cooperativity correlation is evaluated by the pixel-to-pixel root mean square deviation

(RMSD), whereas the Pearson correlation coefficient is used in the right column.
(TIF)

nat

$4 Fig. Cooperativity correlation distributions. The raw value distributions taken from the
cooperativity correlation plots in S3 Fig are plotted as box plots. The labels of the three blue-
shifted structures are colored blue; the labels of the red-shifted are colored red; and the original
3GTC structure and average plot are colored black.

(TIF)

S5 Fig. Parameter sensitivity. The flexibility index and cooperativity correlation plots for the
3GTC (E. coli) structure using the original parameter values are, respectively, compared to the
1GAO (E. cloacae) and 1F46 (C. freundii) parameter sets, which have the most extreme differ-
ences across the four parameter sets used. In the top row, the flexibility index is compared
(black = original, red = 1GAOQ parameters, and green = 1FR6 parameters). The next three rows
show the three cooperativity correlation plots as indicated.

(TIF)

S1 Table. List of representative structures characterized. Asterisks indicate structures used to
parameterize the model. Unless noted otherwise, only A-chain structures are used from each
crystal structure.

(DOCX)

$2 Table. Variation within various physical properties across the representative structures.
Presented quantities are averaged over the set of representative structures for each AmpC en-
zyme, and percent variation (standard deviation/average x 100) is used to quantify the varia-
tion therein. Top values correspond to averages, whereas, percent variance is provided in the
bottom row when appropriate.

(DOCX)

$3 Table. Model parameters. A brief description of the three phenomenological parameters
and the employed values for each AmpC enzyme are provided.
(DOCX)

Acknowledgments

The distance constraint model relies on the pebble game graph-rigidity algorithm, which is
claimed in U.S. Patent No. 6,014,449 and has been assigned to the Board of Trustees Michigan
State University. Used with permission. Brittany Smith and Matthew Brown are thanked for
proofreading a draft of the manuscript.

Author Contributions

Conceived and designed the experiments: DRL. Performed the experiments: JRB. Analyzed the
data: JRB DRL. Wrote the paper: DRL.

PLOS ONE | DOI:10.1371/journal.pone.0125832 May 27,2015 15/19


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125832.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125832.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125832.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125832.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125832.s007
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125832.s008

@ PLOS | one

Correlated Active Site Flexibility in AmpC

References

1.

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

Donadio S, Maffioli S, Monciardini P, Sosio M, Jabes D. Antibiotic discovery in the twenty-first century:
current trends and future perspectives. J Antibiot. 2010; 63(8):423-30. Epub 2010/06/17. doi: ja201062
[pii] doi: 10.1038/j2.2010.62 PMID: 20551985.

Abraham EP, Chain E. An enzyme from bacteria able to destroy penicillin. Nature. 1940; 146:837.

Majiduddin FK, Materon IC, Palzkill TG. Molecular analysis of beta-lactamase structure and function.
Int J Med Microbiol. 2002; 292(2):127-37. Epub 2002/08/28. PMID: 12195735.

Jacoby GA, Munoz-Price LS. The new beta-lactamases. N Engl J Med. 2005; 352(4):380-91. Epub
2005/01/28. doi: 352/4/380 [pii] doi: 10.1056/NEJMra041359 PMID: 15673804.

Paterson DL, Hujer KM, Hujer AM, Yeiser B, Bonomo MD, Rice LB, et al. Extended-spectrum beta-lac-
tamases in Klebsiella pneumoniae bloodstream isolates from seven countries: dominance and wide-
spread prevalence of SHV- and CTX-M-type beta-lactamases. Antimicrob Agents Chemother. 2003;
47(11):3554-60. Epub 2003/10/25. PMID: 14576117; PubMed Central PMCID: PMCPMC253771.

Wernli D, Haustein T, Conly J, Carmeli Y, Kickbusch I, Harbarth S. A call for action: the application of
The International Health Regulations to the global threat of antimicrobial resistance. PLoS medicine.
2011; 8(4):e1001022. Epub 2011/04/29. doi: 10.1371/journal.pmed.1001022 PMID: 21526227;
PubMed Central PMCID: PMC3079636.

Orencia MC, Yoon JS, Ness JE, Stemmer WP, Stevens RC. Predicting the emergence of antibiotic re-
sistance by directed evolution and structural analysis. Nat Struct Biol. 2001; 8(3):238—42. Epub 2001/
02/27. doi: 10.1038/84981 PMID: 11224569.

Rasheed JK, Jay C, Metchock B, Berkowitz F, Weigel L, Crellin J, et al. Evolution of extended-spectrum
beta-lactam resistance (SHV-8) in a strain of Escherichia coli during multiple episodes of bacteremia.
Antimicrob Agents Chemother. 1997; 41(3):647-53. Epub 1997/03/01. PMID: 9056008; PubMed Cen-
tral PMCID: PMC163766.

Poirel L, Brinas L, Fortineau N, Nordmann P. Integron-encoded GES-type extended-spectrum beta-lac-
tamase with increased activity toward aztreonam in Pseudomonas aeruginosa. Antimicrob Agents
Chemother. 2005; 49(8):3593—7. Epub 2005/07/29. doi: 10.1128/AAC.49.8.3593-3597.2005 PMID:
16048994; PubMed Central PMCID: PMC1196234.

Emery CL, Weymouth LA. Detection and clinical significance of extended-spectrum beta-lactamases in
a tertiary-care medical center. J Clin Microbiol. 1997; 35(8):2061-7. Epub 1997/08/01. PMID: 9230382;
PubMed Central PMCID: PMCPMC229903.

Kim JY, Jung HI, An YJ, Lee JH, Kim SJ, Jeong SH, et al. Structural basis for the extended substrate
spectrum of CMY-10, a plasmid-encoded class C beta-lactamase. Mol Microbiol. 2006; 60(4):907-16.
Epub 2006/05/09. doi: MMI5146 [pii] doi: 10.1111/].1365-2958.2006.05146.x PMID: 16677302.

Bush K, Jacoby GA, Medeiros AA. A functional classification scheme for beta-lactamases and its corre-
lation with molecular structure. Antimicrob Agents Chemother. 1995; 39(6):1211-33. Epub 1995/06/01.
PMID: 7574506; PubMed Central PMCID: PMCPMC162717.

Bush K, Jacoby GA. Updated functional classification of beta-lactamases. Antimicrob Agents Che-
mother. 2010; 54(3):969-76. Epub 2009/12/10. doi: AAC.01009-09 [pii] doi: 10.1128/AAC.01009-09
PMID: 19995920.

Nukaga M, Kumar S, Nukaga K, Pratt RF, Knox JR. Hydrolysis of third-generation cephalosporins by
class C beta-lactamases. Structures of a transition state analog of cefotoxamine in wild-type and ex-
tended spectrum enzymes. J Biol Chem. 2004; 279(10):9344-52. Epub 2003/12/09. doi: 10.1074/jbc.
M312356200 PMID: 14660590.

Jacoby GA. AmpC beta-lactamases. Clin Microbiol Rev. 2009; 22(1):161-82, Table of Contents. Epub
2009/01/13. doi: 10.1128/CMR.00036-08 PMID: 19136439; PubMed Central PMCID: PMC2620637.

Chen 'Y, McReynolds A, Shoichet BK. Re-examining the role of Lys67 in class C beta-lactamase cataly-
sis. Protein Sci. 2009; 18(3):662—9. Epub 2009/02/26. doi: 10.1002/pro.60 PMID: 19241376; PubMed
Central PMCID: PMC2760372.

Diaz N, Suarez D, Sordo TL. Molecular dynamics simulations of class C beta-lactamase from Citrobac-
ter freundii: insights into the base catalyst for acylation. Biochemistry. 2006; 45(2):439-51. Epub 2006/
01/13. doi: 10.1021/bi051600j PMID: 16401074.

Goldberg SD, lannuccilli W, Nguyen T, Ju J, Cornish VW. Identification of residues critical for catalysis
in a class C beta-lactamase by combinatorial scanning mutagenesis. Protein Sci. 2003; 12(8):1633—
45. Epub 2003/07/24. doi: 10.1110/ps.0302903 PMID: 12876313; PubMed Central PMCID:
PMC2323950.

Kato-Toma Y, Iwashita T, Masuda K, Oyama Y, Ishiguro M. pKa measurements from nuclear magnetic
resonance of tyrosine-150 in class C beta-lactamase. Biochem J. 2003; 371 (Pt 1):175-81. Epub 2003/
01/07. doi: 10.1042/BJ20021447 PMID: 12513696; PubMed Central PMCID: PMC1223266.

PLOS ONE | DOI:10.1371/journal.pone.0125832 May 27,2015 16/19


http://dx.doi.org/10.1038/ja.2010.62
http://www.ncbi.nlm.nih.gov/pubmed/20551985
http://www.ncbi.nlm.nih.gov/pubmed/12195735
http://dx.doi.org/10.1056/NEJMra041359
http://www.ncbi.nlm.nih.gov/pubmed/15673804
http://www.ncbi.nlm.nih.gov/pubmed/14576117
http://dx.doi.org/10.1371/journal.pmed.1001022
http://www.ncbi.nlm.nih.gov/pubmed/21526227
http://dx.doi.org/10.1038/84981
http://www.ncbi.nlm.nih.gov/pubmed/11224569
http://www.ncbi.nlm.nih.gov/pubmed/9056008
http://dx.doi.org/10.1128/AAC.49.8.3593&ndash;3597.2005
http://www.ncbi.nlm.nih.gov/pubmed/16048994
http://www.ncbi.nlm.nih.gov/pubmed/9230382
http://dx.doi.org/10.1111/j.1365-2958.2006.05146.x
http://www.ncbi.nlm.nih.gov/pubmed/16677302
http://www.ncbi.nlm.nih.gov/pubmed/7574506
http://dx.doi.org/10.1128/AAC.01009-09
http://www.ncbi.nlm.nih.gov/pubmed/19995920
http://dx.doi.org/10.1074/jbc.M312356200
http://dx.doi.org/10.1074/jbc.M312356200
http://www.ncbi.nlm.nih.gov/pubmed/14660590
http://dx.doi.org/10.1128/CMR.00036-08
http://www.ncbi.nlm.nih.gov/pubmed/19136439
http://dx.doi.org/10.1002/pro.60
http://www.ncbi.nlm.nih.gov/pubmed/19241376
http://dx.doi.org/10.1021/bi051600j
http://www.ncbi.nlm.nih.gov/pubmed/16401074
http://dx.doi.org/10.1110/ps.0302903
http://www.ncbi.nlm.nih.gov/pubmed/12876313
http://dx.doi.org/10.1042/BJ20021447
http://www.ncbi.nlm.nih.gov/pubmed/12513696

@ PLOS | one

Correlated Active Site Flexibility in AmpC

20.

21,

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Monnaie D, Dubus A, Frere JM. The role of lysine-67 in a class C beta-lactamase is mainly electrostatic.
Biochem J. 1994; 302 (Pt 1):1-4. Epub 1994/08/15. PMID: 8067994; PubMed Central PMCID:
PMC1137182.

Thomas VL, McReynolds AC, Shoichet BK. Structural bases for stability-function tradeoffs in antibiotic
resistance. J Mol Biol. 2010; 396(1):47-59. Epub 2009/11/17. doi: 10.1016/j.jmb.2009.11.005 PMID:
19913034; PubMed Central PMCID: PMC2815101.

Drawz SM, Bonomo RA. Three decades of beta-lactamase inhibitors. Clin Microbiol Rev. 2010; 23
(1):160—201. Epub 2010/01/13. doi: 23/1/160 [pii] doi: 10.1128/CMR.00037-09 PMID: 20065329;
PubMed Central PMCID: PMCPMC2806661.

Verma D, Jacobs DJ, Livesay DR. Variations within class-A beta-lactamase physiochemical properties
reflect evolutionary and environmental patterns, but not antibiotic specificity. PLoS Comput Biol. 2013;
9(7):e1003155. Epub 2013/07/23. doi: 10.1371/journal.pcbi.1003155 PMID: 23874193; PubMed Cen-
tral PMCID: PMC3715408.

Brown MC, Verma D, Russell C, Jacobs DJ, Livesay DR. A Case Study Comparing Quantitative Stabili-
ty-Flexibility Relationships Across Five Metallo-beta-Lactamases Highlighting Differences Within NDM-
1. Methods in molecular biology. 2014; 1084:227-38. Epub 2013/09/26. doi: 10.1007/978-1-62703-
658-0_12 PMID: 24061924.

Jacobs DJ, Livesay DR, Mottonen JM, Vorov OK, Istomin AY, Verma D. Ensemble properties of net-
work rigidity reveal allosteric mechanisms. Methods Mol Biol. 2012; 796:279-304. Epub 2011/11/05.
doi: 10.1007/978-1-61779-334-9_15 PMID: 22052496.

Jensen AA, Spalding TA. Allosteric modulation of G-protein coupled receptors. Eur J Pharm Sci. 2004;
21(4):407-20. Epub 2004/03/05. doi: 10.1016/j.ejps.2003.11.007, S0928098703003270 [pii]. PMID:
14998571.

May LT, Avlani VA, Sexton PM, Christopoulos A. Allosteric modulation of G protein-coupled receptors.
Curr Pharm Des. 2004; 10(17):2003—-13. Epub 2004/07/29. PMID: 15279541.

Hudson JW, Golding GB, Crerar MM. Evolution of allosteric control in glycogen phosphorylase. J Mol
Biol. 1993; 234(3):700-21. Epub 1993/12/05. doi: S0022-2836(83)71621-9 [pii] doi: 10.1006/jmbi.
1993.1621 PMID: 8254668.

Royer WE Jr., Knapp JE, Strand K, Heaslet HA. Cooperative hemoglobins: conserved fold, diverse
quaternary assemblies and allosteric mechanisms. Trends Biochem Sci. 2001; 26(5):297—-304. Epub
2001/05/10. doi: S0968-0004(01)01811-4 [pii]. PMID: 11343922.

Royer WE Jr., Zhu H, Gorr TA, Flores JF, Knapp JE. Allosteric hemoglobin assembly: diversity and sim-
ilarity. J Biol Chem. 2005; 280(30):27477—-80. Epub 2005/06/04. doi: R500006200 [pii] doi: 10.1074/jbc.
R500006200 PMID: 15932877.

Livesay DR, Huynh DH, Dallakyan S, Jacobs DJ. Hydrogen bond networks determine emergent me-
chanical and thermodynamic properties across a protein family. Chem Cent J. 2008; 2:17. Epub 2008/
08/14. doi: 1752-153X-2-17 [pii] doi: 10.1186/1752-153X-2-17 PMID: 18700034; PubMed Central
PMCID: PMCPMC2533333.

Livesay DR, Jacobs DJ. Conserved quantitative stability/flexibility relationships (QSFR) in an ortholo-
gous RNase H pair. Proteins. 2006; 62(1):130—43. Epub 2005/11/16. doi: 10.1002/prot.20745 PMID:
16287093.

Mottonen JM, Jacobs DJ, Livesay DR. Allosteric response is both conserved and variable across three
CheY orthologs. Biophys J. 2010; 99(7):2245-54. Epub 2010/10/07. doi: S0006-3495(10)00915-X [pii]
doi: 10.1016/j.bp}.2010.07.043 PMID: 20923659; PubMed Central PMCID: PMCPMC3042579.

Mottonen JM, Xu M, Jacobs DJ, Livesay DR. Unifying mechanical and thermodynamic descriptions
across the thioredoxin protein family. Proteins. 2009; 75(3):610-27. Epub 2008/11/13. doi: 10.1002/
prot.22273 PMID: 19004018; PubMed Central PMCID: PMCPMC2972311.

Verma D, Jacobs DJ, Livesay DR. Changes in Lysozyme Flexibility upon Mutation Are Frequent, Large
and Long-Ranged. PLoS Comput Biol. 2012; 8(3):e1002409. Epub 2012/03/08. doi: 10.1371/journal.
pcbi. 1002409, PCOMPBIOL-D-11-01030 [pii]. PMID: 22396637.

Li T, Tracka MB, Uddin S, Casas-Finet J, Jacobs DJ, Livesay DR. Redistribution of flexibility in stabiliz-
ing antibody fragment mutants follows Le Chatelier's principle. PLoS One. 2014; 9(3):92870. Epub
2014/03/29. doi: 10.1371/journal.pone.0092870 PMID: 24671209; PubMed Central PMCID:
PMC3966838.

Jacobs DJ. Predicting protein flexibility and stability using network rigidity: a new modeling paradigm.
Recent Research Developments in Biophysics. 5. Trivandrum, India: Transworld Research Network;
2006. p. 71-131.

Jacobs DJ. Ensemble-based methods for describing protein dynamics. Curr Opin Pharmacol. 2010; 10
(6):760—-9. Epub 2010/10/23. doi: S1471-4892(10)00152-9 [pii] doi: 10.1016/j.coph.2010.09.014 PMID:
20965786.

PLOS ONE | DOI:10.1371/journal.pone.0125832 May 27,2015 17/19


http://www.ncbi.nlm.nih.gov/pubmed/8067994
http://dx.doi.org/10.1016/j.jmb.2009.11.005
http://www.ncbi.nlm.nih.gov/pubmed/19913034
http://dx.doi.org/10.1128/CMR.00037-09
http://www.ncbi.nlm.nih.gov/pubmed/20065329
http://dx.doi.org/10.1371/journal.pcbi.1003155
http://www.ncbi.nlm.nih.gov/pubmed/23874193
http://dx.doi.org/10.1007/978-1-62703-658-0_12
http://dx.doi.org/10.1007/978-1-62703-658-0_12
http://www.ncbi.nlm.nih.gov/pubmed/24061924
http://dx.doi.org/10.1007/978-1-61779-334-9_15
http://www.ncbi.nlm.nih.gov/pubmed/22052496
http://dx.doi.org/10.1016/j.ejps.2003.11.007
http://www.ncbi.nlm.nih.gov/pubmed/14998571
http://www.ncbi.nlm.nih.gov/pubmed/15279541
http://dx.doi.org/10.1006/jmbi.1993.1621
http://dx.doi.org/10.1006/jmbi.1993.1621
http://www.ncbi.nlm.nih.gov/pubmed/8254668
http://www.ncbi.nlm.nih.gov/pubmed/11343922
http://dx.doi.org/10.1074/jbc.R500006200
http://dx.doi.org/10.1074/jbc.R500006200
http://www.ncbi.nlm.nih.gov/pubmed/15932877
http://dx.doi.org/10.1186/1752-153X-2-17
http://www.ncbi.nlm.nih.gov/pubmed/18700034
http://dx.doi.org/10.1002/prot.20745
http://www.ncbi.nlm.nih.gov/pubmed/16287093
http://dx.doi.org/10.1016/j.bpj.2010.07.043
http://www.ncbi.nlm.nih.gov/pubmed/20923659
http://dx.doi.org/10.1002/prot.22273
http://dx.doi.org/10.1002/prot.22273
http://www.ncbi.nlm.nih.gov/pubmed/19004018
http://dx.doi.org/10.1371/journal.pcbi.1002409
http://dx.doi.org/10.1371/journal.pcbi.1002409
http://www.ncbi.nlm.nih.gov/pubmed/22396637
http://dx.doi.org/10.1371/journal.pone.0092870
http://www.ncbi.nlm.nih.gov/pubmed/24671209
http://dx.doi.org/10.1016/j.coph.2010.09.014
http://www.ncbi.nlm.nih.gov/pubmed/20965786

@ PLOS | one

Correlated Active Site Flexibility in AmpC

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Jacobs DJ. An interfacial model for protein stability. In: Misra AN, editor. Biophysics: Intech; 2012. p.
91-132.

Jacobs DJ, Dallakyan S, Wood GG, Heckathorne A. Network rigidity at finite temperature: relationships
between thermodynamic stability, the nonadditivity of entropy, and cooperativity in molecular systems.
Phys Rev E Stat Nonlin Soft Matter Phys. 2003; 68(6 Pt 1):061109. Epub 2004/02/03. PMID:
14754182.

Vorov OK, Livesay DR, Jacobs DJ. Helix/coil nucleation: a local response to global demands. Biophys
J.2009; 97(11):3000-9. Epub 2009/12/02. doi: S0006-3495(09)01459-3 [pii] doi: 10.1016/j.bp;}.2009.
09.013 PMID: 19948130; PubMed Central PMCID: PMCPMC2784565.

Vorov OK, Livesay DR, Jacobs DJ. Nonadditivity in conformational entropy upon molecular rigidifica-
tion reveals a universal mechanism affecting folding cooperativity. Biophys J. 2011; 100(4):1129-38.
Epub 2011/02/16. doi: S0006-3495(11)00110-X [pii] doi: 10.1016/j.bpj.2011.01.027 PMID: 21320459;
PubMed Central PMCID: PMCPMC3037720.

Livesay DR, Dallakyan S, Wood GG, Jacobs DJ. A flexible approach for understanding protein stability.
FEBS Lett. 2004; 576(3):468—-76. Epub 2004/10/23. doi: S001457930401186X [pii] doi: 10.1016/j.
febslet.2004.09.057 PMID: 15498582.

Jacobs DJ, Dallakyan S. Elucidating protein thermodynamics from the three-dimensional structure of
the native state using network rigidity. Biophys J. 2005; 88(2):903—15. Epub 2004/11/16. doi: SO006-
3495(05)73163-5 [pii] doi: 10.1529/biophysj.104.048496 PMID: 15542549; PubMed Central PMCID:
PMCPMC1305163.

Dahiyat BI, Gordon DB, Mayo SL. Automated design of the surface positions of protein helices. Protein
Sci. 1997; 6(6):1333-7. Epub 1997/06/01. PMID: 9194194; PubMed Central PMCID:
PMCPMC2143725.

Jacobs DJ, Rader AJ, Kuhn LA, Thorpe MF. Protein flexibility predictions using graph theory. Proteins.
2001; 44(2):150-65. Epub 2001/06/08. doi: 10.1002/prot.1081 [pii]. PMID: 11391777.

Jacobs DJ, Thorpe MF. Generic rigidity percolation: The pebble game. Phys Rev Lett. 1995; 75
(22):4051—4. Epub 1995/11/27. PMID: 10059802.

Teotico DG, Babaoglu K, Rocklin GJ, Ferreira RS, Giannetti AM, Shoichet BK. Docking for fragment in-
hibitors of AmpC beta-lactamase. Proc Natl Acad Sci U S A. 2009; 106(18):7455—-60. Epub 2009/05/
07. doi: 10.1073/pnas.0813029106 PMID: 19416920; PubMed Central PMCID: PMC2671983.

Crichlow GV, Nukaga M, Doppalapudi VR, Buynak JD, Knox JR. Inhibition of class C beta-lactamases:
structure of a reaction intermediate with a cephem sulfone. Biochemistry. 2001; 40(21):6233-9. Epub
2001/05/24. PMID: 11371184.

Oefner C, D'Arcy A, Daly JJ, Gubernator K, Charnas RL, Heinze |, et al. Refined crystal structure of
beta-lactamase from Citrobacter freundii indicates a mechanism for beta-lactam hydrolysis. Nature.
1990; 343(6255):284—-8. Epub 1990/01/18. doi: 10.1038/343284a0 PMID: 2300174.

Blizzard TA, Chen H, Kim S, Wu J, Young K, Park YW, et al. Side chain SAR of bicyclic beta-lactamase
inhibitors (BLIs). 1. Discovery of a class C BLI for combination with imipinem. Bioorg Med Chem Lett.
2010; 20(3):918-21. doi: 10.1016/j.bmcl.2009.12.069 PMID: 20044254.

Larkin MA, Blackshields G, Brown NP, Chenna R, McGettigan PA, McWilliam H, et al. Clustal W and
Clustal X version 2.0. Bioinformatics. 2007; 23(21):2947-8. doi: 10.1093/bioinformatics/btm404 PMID:
17846036.

Lindorff-Larsen K, Piana S, Palmo K, Maragakis P, Klepeis JL, Dror RO, et al. Improved side-chain tor-
sion potentials for the Amber ff99SB protein force field. Proteins. 2010; 78(8):1950-8. Epub 2010/04/
22. doi: 10.1002/prot.22711 PMID: 20408171.

Beadle BM, McGovern SL, Patera A, Shoichet BK. Functional analyses of AmpC beta-lactamase
through differential stability. Protein Sci. 1999; 8(9):1816—24. Epub 1999/09/24. doi: 10.1110/ps.8.9.
1816 PMID: 10493583; PubMed Central PMCID: PMC2144403.

Chen Y, Minasov G, Roth TA, Prati F, Shoichet BK. The deacylation mechanism of AmpC beta-lacta-
mase at ultrahigh resolution. J Am Chem Soc. 2006; 128(9):2970-6. Epub 2006/03/02. doi: 10.1021/
ja056806m PMID: 16506777; PubMed Central PMCID: PMC1544378.

Nukaga M, Taniguchi K, Washio Y, Sawai T. Effect of an amino acid insertion into the omega loop re-
gion of a class C beta-lactamase on its substrate specificity. Biochemistry. 1998; 37(29):10461-8.
Epub 1998/07/22. doi: 10.1021/bi980184i PMID: 9671516.

Li T, Verma D, Tracka MB, Casas-Finet J, Livesay DR, Jacobs DJ. Thermodynamic stability and flexibil-
ity characteristics of antibody fragment complexes. Protein Pept Lett. 2014; 21(8):752—65. Epub 2013/
07/17. PMID: 23855672.

PLOS ONE | DOI:10.1371/journal.pone.0125832 May 27,2015 18/19


http://www.ncbi.nlm.nih.gov/pubmed/14754182
http://dx.doi.org/10.1016/j.bpj.2009.09.013
http://dx.doi.org/10.1016/j.bpj.2009.09.013
http://www.ncbi.nlm.nih.gov/pubmed/19948130
http://dx.doi.org/10.1016/j.bpj.2011.01.027
http://www.ncbi.nlm.nih.gov/pubmed/21320459
http://dx.doi.org/10.1016/j.febslet.2004.09.057
http://dx.doi.org/10.1016/j.febslet.2004.09.057
http://www.ncbi.nlm.nih.gov/pubmed/15498582
http://dx.doi.org/10.1529/biophysj.104.048496
http://www.ncbi.nlm.nih.gov/pubmed/15542549
http://www.ncbi.nlm.nih.gov/pubmed/9194194
http://dx.doi.org/10.1002/prot.1081
http://www.ncbi.nlm.nih.gov/pubmed/11391777
http://www.ncbi.nlm.nih.gov/pubmed/10059802
http://dx.doi.org/10.1073/pnas.0813029106
http://www.ncbi.nlm.nih.gov/pubmed/19416920
http://www.ncbi.nlm.nih.gov/pubmed/11371184
http://dx.doi.org/10.1038/343284a0
http://www.ncbi.nlm.nih.gov/pubmed/2300174
http://dx.doi.org/10.1016/j.bmcl.2009.12.069
http://www.ncbi.nlm.nih.gov/pubmed/20044254
http://dx.doi.org/10.1093/bioinformatics/btm404
http://www.ncbi.nlm.nih.gov/pubmed/17846036
http://dx.doi.org/10.1002/prot.22711
http://www.ncbi.nlm.nih.gov/pubmed/20408171
http://dx.doi.org/10.1110/ps.8.9.1816
http://dx.doi.org/10.1110/ps.8.9.1816
http://www.ncbi.nlm.nih.gov/pubmed/10493583
http://dx.doi.org/10.1021/ja056806m
http://dx.doi.org/10.1021/ja056806m
http://www.ncbi.nlm.nih.gov/pubmed/16506777
http://dx.doi.org/10.1021/bi980184i
http://www.ncbi.nlm.nih.gov/pubmed/9671516
http://www.ncbi.nlm.nih.gov/pubmed/23855672

@' PLOS ‘ ONE

Correlated Active Site Flexibility in AmpC

58.

59.

60.

61.

62.

63.

64.

65.

Savard PY, Gagne SM. Backbone dynamics of TEM-1 determined by NMR: evidence for a highly or-
dered protein. Biochemistry. 2006; 45(38):11414-24. Epub 2006/09/20. doi: 10.1021/bi060414q PMID:
16981701.

Kanlikili, xOOE, er P, x, Imez EO, Bu, et al., editors. Investigation of TEM-1 and SHV-1 beta-lactamase li-
gand binding. Health Informatics and Bioinformatics (HIBIT), 2010 5th International Symposium on;
2010 20-22 April 2010.

Bos F, Pleiss J. Multiple molecular dynamics simulations of TEM beta-lactamase: dynamics and water
binding of the omega-loop. Biophys J. 2009; 97(9):2550—-8. Epub 2009/11/04. doi: S0006-3495(09)
01381-2 [pii] doi: 10.1016/j.bpj.2009.08.031 PMID: 19883598; PubMed Central PMCID:
PMCPMC2770601.

Banerjee S, Pieper U, Kapadia G, Pannell LK, Herzberg O. Role of the omega-loop in the activity, sub-
strate specificity, and structure of class A beta-lactamase. Biochemistry. 1998; 37(10):3286—96. Epub
1998/04/02. doi: 10.1021/bi972127f, bi9721271 [pii]. PMID: 9521648.

Madgwick PJ, Waley SG. beta-lactamase | from Bacillus cereus. Structure and site-directed mutagene-
sis. Biochem J. 1987; 248(3):657—62. Epub 1987/12/15. PMID: 3124817; PubMed Central PMCID:
PMC1148599.

Livesay DR, Jacobs DJ, Kanjanapangka J, Cortez H, Garcia J, Kidd P, et al. Elucidating the conforma-
tional dependence of calculated pKa values Journal of Chemical Theory and Computation. 2006;
2:927-38.

Liu CT, Layfield JP, Stewart RJ 3rd, French JB, Hanoian P, Asbury JB, et al. Probing the Electrostatics
of Active Site Microenvironments along the Catalytic Cycle for Escherichia coli Dihydrofolate Reduc-
tase. J Am Chem Soc. 2014; 136(29):10349-60. Epub 2014/07/01. doi: 10.1021/ja5038947 PMID:
24977791.

Azzaroni O, Yameen B, Knoll W. Effect of the electrostatic microenvironment on the observed redox po-
tential of electroactive supramolecular bioconjugates. Phys Chem Chem Phys. 2008; 10(46):7031-8.
Epub 2008/11/26. doi: 10.1039/b806445h PMID: 19030599.

PLOS ONE | DOI:10.1371/journal.pone.0125832 May 27,2015 19/19


http://dx.doi.org/10.1021/bi060414q
http://www.ncbi.nlm.nih.gov/pubmed/16981701
http://dx.doi.org/10.1016/j.bpj.2009.08.031
http://www.ncbi.nlm.nih.gov/pubmed/19883598
http://dx.doi.org/10.1021/bi972127f, bi972127f
http://www.ncbi.nlm.nih.gov/pubmed/9521648
http://www.ncbi.nlm.nih.gov/pubmed/3124817
http://dx.doi.org/10.1021/ja5038947
http://www.ncbi.nlm.nih.gov/pubmed/24977791
http://dx.doi.org/10.1039/b806445h
http://www.ncbi.nlm.nih.gov/pubmed/19030599

