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Objectives: Carbapenemase-producing organisms (CPOs) are associated with high 
mortality rates. The recent development of β-lactamase inhibitors (BLIs) has made it 
possible to control CPO infections safely and effectively with β-lactams (BLs). This study 
aims to explicate the quantitative relationship between BLI’s β-lactamase inhibition and 
CPO’s BL susceptibility restoration, thereby providing the infectious disease society 
practical scientific grounds for regulating the use of BL/BLI in CPO infection treatment.

Methods: A diverse collection of human CPO infection isolates was challenged by three 
structurally representative BLIs available in the clinic. The resultant β-lactamase inhibition, 
BL susceptibility restoration, and their correlation were followed quantitatively for each 
isolate by coupling FIBA (fluorescence identification of β-lactamase activity) and BL 
antibiotic susceptibility testing.

Results:The β-lactamase inhibition and BL susceptibility restoration are positively 
correlated among CPOs under the treatment of BLIs. Both of them are dependent on the 
target CPO’s carbapenemase molecular identity. Of note, without sufficient β-lactamase 
inhibition, CPO’s BL susceptibility restoration is universally low across all tested 
carbapenemase molecular groups. However, a high degree of β-lactamase inhibition 
would not necessarily lead to a substantial BL susceptibility restoration in CPO probably 
due to the existence of non-β-lactamase BL resistance mechanisms.

Conclusion: BL/BLI choice and dosing should be guided by quantitative tools that can 
evaluate the inhibition across the entire β-lactamase background of the CPO upon the 
BLI administion. Furthermore, rapid molecular diagnostics for BL/BLI resistances, especially 
those sensitive to β-lactamase independent BL resistance mechanisms, should be exploited 
to prevent ineffective BL/BLI treatment.

Keywords: carbapenemase, β-lactamase inhibitor, antimicrobial stewardship, β-lactam antibiotics, carbapenem 
resistance
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INTRODUCTION

Carbapenemase-producing organisms (CPOs) are multidrug-
resistant pathogens associated with high mortality rates (13.3–
67%; Tamma et al., 2017). The recent development of β-lactamase 
inhibitors (BLIs) that could inhibit carbapenemases, the most 
potent type of β-lactamases, has made it possible to control 
CPO infections safely and effectively with β-lactam (BL) 
antibiotics (Cui et  al., 2019; El Hafi et  al., 2019; Sheu et  al., 
2019; Pogue et  al., 2020). Unfortunately, recent clinical data 
have emerged demonstrating that treatment failures and 
subsequent bacterial resistance development may occur in CPO 
treatments with BLs and novel BLIs, necessitating further 
development of guidelines on rational use of BLs and BLIs 
for CPO infections (Shields et  al., 2016; Cui et  al., 2020).

Clinically, BLIs are available together with β-lactam antibiotics 
(BLs) at fixed dosages, forming the so-called BL/BLI agents. 
The rational choice of BL/BLI for CPO infections could appear 
straightforward according to the knowledge of each BLI’s 
carbapenemase inhibitory spectrum and carbapenemase type(s) 
of the CPO. However, whether the desired anti-CPO effect of 
the chosen BL/BLI agent could be  achieved across diverse 
pathogens by a fixed BLI dosage is still of great concern for 
the infectious disease society (Spellberg and Bonomo, 2016) 
due to the large variety of CPO carbapenemase molecular 
structures and expression statuses. Moreover, many CPO 
co-produce other β-lactamases, including extended-spectrum 
β-lactamase (ESBL) and AmpC β-lactamase, both of which 
can reduce BLI activity (Ferreira et  al., 2020; Shields and Doi, 
2020). Additionally, the further complicating effects of other 
BL resistance mechanisms unrelated to β-lactamase (e.g., efflux 
pump overproduction, drug target alterations and porin 
mutations) and their influence on CPO response to BL/BLI 
agents remain unclear (Karumathil et al., 2018; Nicolas-Chanoine 
et  al., 2018; Nordmann and Poirel, 2019; Black et  al., 2020).

Our technology, fluorescence identification of β-lactamase 
activity (FIBA), has now enabled the quantification of β-lactamase 
activity in CPO regardless of their β-lactamase backgrounds 
(Sallum et  al., 2010; Erdem et  al., 2014; Khan et  al., 2014; 
Feng et  al., 2020, 2021). It uses β-lactamase enzyme-activated 
fluorophore (β-LEAF), which turns from dark to fluorescent 
when cleaved by β-lactamases, such as penicillinases, ESBL, 
AmpC β-lactamases, and carbapenemases. Therefore, the 
fluorescence increase rate (R) of β-LEAF is a direct measure 
of the activity of bacterial β-lactamases, and R is decreased 
as the β-lactamase activity is inhibited by BLIs. By coupling 
FIBA with BL susceptibility detection, this study aims to explicate 
the quantitative relationship between β-lactamase inhibition 
and BL susceptibility restoration in CPO under BLI treatment, 
thereby providing a detailed insight into the contribution of 
BLIs in CPO treatment with BLs. To this end, a diverse collection 
of human CPO infection isolates was challenged by three 
structurally representative BLIs available in the clinic (clavulanate, 
vaborbactam, and avibactam) to generate broadly applicable 
conclusions. The resultant β-lactamase inhibition, BL susceptibility 
restoration, and their quantitative correlation were investigated 
for different carbapenemase molecular groups to assist the 

future development of the current carbapenemase molecular 
type-derived BL/BLI administration guidelines for CPO  
infections.

MATERIALS AND METHODS

Bacterial Isolates, BL and BLIs
Bacterial isolates of human CPO infection were acquired from 
the CDC and FDA Antibiotic Resistance Isolate Bank. The BL 
resistance mechanisms, including the β-lactamase production, 
were identified by analyzing the whole genome sequence of 
the isolates with the Resistance Gene Identifier of the 
Comprehensive Antibiotic Resistance Database (McArthur et al., 
2013; Alcock et  al., 2020). The information of the genome 
sequences (i.e., sequence accession numbers) of the tested 
isolates was provided by the CDC and FDA Antibiotic Resistance 
Isolate Bank, and is available on the official website of this 
isolate bank. Three BLIs (clavulanate, vaborbactam, avibactam) 
and their clinically combined partner BLs (amoxicillin for 
clavulanate; meropenem for vaborbactam; ceftazidime for 
avibactam) were purchased from Sigma-Aldrich. To facilitate 
comparison, all BLIs were tested at the same concentration 
attainable in patient plasma (50 μm) (Carlier et al., 2013; Nicolau 
et  al., 2015; Lee et  al., 2019).

Quantification of β-Lactamase Inhibition
BLI’s β-lactamase inhibition was quantified by β-lactamase 
inhibition index (BI), which is defined as the ratio of β-lactamase 
activity with and without BLI. The β-lactamase activity was 
measured by FIBA as previously described (Feng et  al., 2021). 
Briefly, bacterial culture was exposed to β-lactamase enzyme-
activated fluorophore (β-LEAF), and the fluorescence increase 
rate (R), which is the direct measure of the β-lactamase activity, 
was then acquired by monitoring the β-LEAF fluorescence 
every 10 s for 10 min with an excitation wavelength of 450 nm 
and an emission wavelength of 510 nm at 37°C. Thus, BI could 
be  acquired by the equation below:

 BI R Rwithout BLI with BLI= /

BL Susceptibility Restoration
The BL susceptibility, with and without the three tested BLIs, 
was determined by measuring the minimal inhibitory 
concentration (MIC) with the broth microdilution method 
following the Clinical and Laboratory Standards Institute 
guidelines. The MIC reduction of BL due to the addition of 
BLI was defined as the BL susceptibility restoration in response 
to the tested BLI. An isolate with BL MIC reduced 4-fold 
was considered sensitized toward the tested BL by the inclusion 
of the tested BLI.

Statistical Analysis
Data analysis was performed in R (v3.6.3). BI and BL susceptibility 
restoration was compared among BLIs using Kruskal-Wallis 
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followed by post hoc pairwise Dunn testing. The quantitative 
correlation of BI with the ratio of sensitized isolates for each 
BLI was analyzed by the polynomial regression model. All 
statistical analyses were considered significant at a value of 
p < 0.05.

RESULTS

This study tested CPO infection isolates from 15 different 
species, including Pseudomonas aeruginosa, Acinetobacter 
baumannii, and 13 Enterobacteriaceae species, as shown in 
Tables 1–3. These isolates produce a range of carbapenemase 

molecular classes commonly found in clinic, including Class 
A carbapenemases (n = 43, Table  1), Class B carbapenemases 
(n = 45, Table 2), and Class D carbapenemases (n = 73, Table 3). 
Besides carbapenemases, many of the tested isolates co-produce 
non-carbapenemase β-lactamases, such as ESBL (59%) and 
AmpC β-lactamase (84%), reflecting CPO’s “complex β-lactamase 
background” encountered in clinic. In addition to β-lactamase, 
other β-lactam resistance mechanisms, such as overexpression 
of efflux pumps, inactivation of drug target, and porin mutations, 
are also found among most of the tested isolates (Tables 1–3), 
illustrating the multifactorial nature of BL resistance in CPO.

Upon the same BLI exposure, the β-lactamase inhibition, 
quantified by BI, varies widely from one isolate to another 

TABLE 1 | Class A carbapenemase-producing isolates included in this study.

Carba subtype Species

BL susceptibility (With/without BLI) Other BL resistance Mechanisms

AMX/CA MPN/VB CFZ/AV Efflux pumps
Reduced 

permeability
Target alteration

KPC C. freundii >1024/>1024 512/≤0.5 >1024/≤0.5 Y Y Y
E. cloacae >1024/1024 32/32 >1024/4 Y Y Y

>1024/>1024 256/≤0.5 >1024/≤0.5 Y Y Y
>1024/>1024 64/≤0.5 1024/≤0.5 Y Y Y
>1024/>1024 >1024/1 >1024/256 Y Y Y
>1024/>1024 64/≤0.5 1024/≤0.5 Y Y Y
>1024/>1024 64/≤0.5 512/1 – – –
>1024/>1024 128/≤0.5 >1024/2 – – –
>1024/>1024 64/≤0.5 >1024/2 – – –
>1024/>1024 256/1 >1024/2 – – –

E. coli >1024/1024 16/≤0.5 ≤0.5/≤0.5 Y Y Y
>1024/>1024 128/64 >1024/4 Y Y Y
>1024/>1024 16/≤0.5 >1024/≤0.5 Y Y Y
>1024/>1024 128/≤0.5 256/≤0.5 – – –

K. oxytoca >1024/1024 32/≤0.5 >1024/≤0.5 Y Y Y
K. ozaenae >1024/>1024 256/≤0.5 128/≤0.5 Y Y Y
K. pneumoniae >1024/>1024 1024/16 >1024/1024 Y Y Y

>1024/>1024 1024/≤0.5 256/≤0.5 Y Y Y
>1024/>1024 1024/16 >1024/8 Y Y Y
>1024/>1024 >1024/128 >1024/8 Y Y Y
>1024/>1024 1024/16 >1024/8 Y Y Y
>1024/>1024 1024/2 >1024/8 Y Y Y
>1024/>1024 >1024/64 >1024/1024 Y Y Y
>1024/>1024 >1024/32 >1024/>1024 Y Y Y
>1024/>1024 512/8 512/2 Y Y Y

>1024/4 32/8 1024/≤0.5 Y Y Y
>1024/>1024 128/≤0.5 128/≤0.5 – – –
>1024/>1024 4/≤0.5 512/≤0.5 – – –

256/256 128/≤0.5 16/≤0.5 – – –
>1024/>1024 256/4 128/2 – – –
>1024/>1024 1024/8 >1024/2 – – –
>1024/>1024 256/4 >1024/1 – – –
>1024/>1024 1024/32 >1024/1 – – –
>1024/>1024 512/16 1024/2 – – –
>1024/>1024 128/≤0.5 >1024/0.5 – – –

>1024/256 512/4 256/1 – – –
>1024/>1024 128/2 1024/1 – – –
>1024/>1024 64/1 64/≤0.5 – – –
>1024/>1024 64/≤0.5 256/≤0.5 – – –

M. morganii >1024/>1024 16/≤0.5 >1024/2 Y N Y
P. mirabilis >1024/>1024 256/128 >1024/1024 Y N Y

512/64 4/4 128/128 Y N Y

Carba, carbapenemase; β-lactams (BLs) tested include CA (clavulanate), VB (vaborbactam), AV (avibactam); Partner β-lactamase inhibitors (BLIs) tested include CA (clavulanate), 
VB (vaborbactam), AV (avibactam); −, Not available.
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within the same carbapenemase molecular group of CPO 
(Figure  1A). Despite the individual heterogeneity, each 
carbapenemase molecular group of CPO has its own superior 
BLI (s): KPC isolates have high BIs induced by avibactam/
vaborbactam and a lower BI led by clavulanate; MBL isolates 
are overall resistant to all tested BLIs (BIs <0.5); among 
OXA isolates, the most potent β-lactamase inhibition is 
induced by avibactam followed by vaborbactam 
and clavulanate.

Same to the β-lactamase inhibition, the BL susceptibility 
restoration in response to each BLI has also shown a great 

extent of individual heterogeneity in the same carbapenemase 
molecular group of CPO (Figure 1B). Significantly, a higher 
degree of β-lactamase inhibition (Figure  1A) is often 
corresponding to a bigger scale of partner BL MIC reduction 
(Figure 1B). For example, avibactam and vaborbactam, which 
lead to a stronger β-lactamase inhibition compared to 
clavulanate among KPC islates, result in a bigger decrease 
of partner BL MIC versus clavulanate among KPC isolates. 
As the most potent BLI for OXA type of CPO isolates, 
avibactam result in the highest partner BL MIC reduction 
in comparison with the other two tested BLIs among the 

TABLE 2 | Class B carbapenemase-producing isolates included in this study.

Carba subtype Species BL susceptibility (With/without BLI) Other BL resistance Mechanisms

AMX/CA MPN/VB CFZ/AV Efflux pumps Reduced 
permeability

Target alteration

IMP K. aerogenes >1024/≤0.5 32/32 1024/64 Y Y Y
K. pneumoniae >1024/>1024 128/128 >1024/>1024 Y Y Y
P. aeruginosa >1024/>1024 1024/1024 >1024/1024 Y N Y

>1024/>1024 >1024/>1024 >1024/>1024 Y N Y
NDM A. baumannii >1024/>128 512/512 >1024/>1024 Y N N

C. freundii >1024/>1024 >1024/>1024 >1024/1024 Y Y Y
E. coli >1024/>1024 >1024/>1024 >1024/>1024 Y Y Y

>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 8/≤0.5 >1024/1024 Y Y Y
>1024/>1024 512/512 >1024/≤0.5 Y Y Y
>1024/>1024 256/256 >1024/>1024 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/≤0.5 1024/1024 >1024/≤0.5 Y Y Y
>1024/≤0.5 >1024/>1024 >1024/≤0.5 Y Y Y

>1024/>1024 512/512 >1024/>1024 Y Y Y
K. pneumoniae >1024/512 512/512 >1024/>1024 Y Y Y

>1024/>1024 1024/1024 >1024/512 Y Y Y
>1024/>1024 256/256 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 1024/1024 Y Y Y
>1024/≤0.5 512/512 >1024/256 Y Y Y

>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 512/512 >1024/>1024 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 512/512 >1024/512 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y

M. morganii >1024/>1024 16/8 >1024/>1024 Y N Y
P. mirabilis >1024/>1024 512/512 >1024/>1024 Y N Y
P. rettgeri >1024/>1024 >1024/>1024 >1024/>1024 Y N Y
S. senftenberg >1024/>1024 1024/1024 >1024/>1024 Y Y Y

SPM P. aeruginosa >1024/>1024 >1024/>1024 >1024/>1024 Y N Y
VIM E. cloacae >1024/>1024 >1024/>1024 >1024/>1024 Y Y Y

K. pneumoniae >1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 N N N
>1024/>1024 >1024/>1024 128/128 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y

P. aeruginosa >1024/>1024 >1024/>1024 >1024/>1024 Y N Y
>1024/>1024 512/512 256/128 Y N Y
>1024/>1024 >1024/1024 >1024/>1024 Y N Y
>1024/>1024 512/512 >1024/64 Y N Y
>1024/>1024 256/256 64/16 Y N Y

Carba, carbapenemase; β-lactams (BLs) tested include CA (clavulanate), VB (vaborbactam), AV (avibactam); Partner β-lactamase inhibitors (BLIs) tested include CA (clavulanate), 
VB (vaborbactam), AV (avibactam).
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TABLE 3 | Class D Carbapenemase-producing isolates included in this study.

Carba Subtype Species

BL susceptibility (With/without BLI) Other BL resistance Mechanisms

AMX/CA MPN/VB CFZ/AV Efflux pumps
Reduced 

permeability
Target alteration

OXA A. baumannii >1024/>1024 256/256 128/2 Y N N
>1024/>1024 128/128 128/4 Y N N
>1024/>1024 1024/1024 >1024/>1024 Y N N
>1024/>1024 64/64 256/≤0.5 Y Y Y
>1024/>1024 >1024/>1024 >1024/2 Y N N
>1024/>1024 64/64 >1024/4 Y N N
>1024/>1024 64/64 >1024/8 Y N N
>1024/>1024 8/8 16/≤0.5 Y N N
>1024/>1024 32/16 >1024/2 Y N N
>1024/>1024 64/4 512/8 Y N N

>1024/128 512/512 >1024/>1024 Y N N
>1024/>1024 128/128 128/8 Y N N
>1024/>1024 128/128 64/8 Y N N

C. freundii >1024/>1024 >1024/>1024 >1024/1024 Y Y Y
E. cloacae >1024/8 512/512 >1024/>1024 Y Y Y

>1024/>1024 256/≤0.5 >1024/≤0.5 Y Y Y
>1024/>1024 64/≤0.5 1024/≤0.5 Y Y Y
>1024/>1024 >1024/1 >1024/256 Y Y Y
>1024/>1024 64/≤0.5 >1024/≤0.5 Y Y Y

E. coli >1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/1024 16/≤0.5 ≤0.5/≤0.5 Y Y Y

>1024/>1024 512/512 >1024/≤0.5 Y Y Y
>1024/>1024 256/256 >1024/>1024 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y

K. aerogenes >1024/≤0.5 32/32 1024/64 Y Y Y
K. ozaenae >1024/>1024 256/≤0.5 128/≤0.5 Y Y Y
K. pneumoniae >1024/>1024 64/64 >1024/≤0.5 Y Y Y

>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/512 512/512 >1024/>1024 Y Y Y

>1024/>1024 64/32 >1024/1 Y Y Y
>1024/128 4/4 >1024/256 Y Y Y

>1024/>1024 >1024/>1024 >1024/>1024 N N N
>1024/>1024 1024/1024 >1024/512 Y Y Y
>1024/>1024 1024/16 >1024/1024 Y Y Y

- - - Y Y
>1024/>1024 256/256 >1024/>1024 Y Y Y
>1024/>1024 64/64 >1024/1 Y Y Y
>1024/>1024 128/128 >1024/>1024 Y Y Y

>1024/128 256/256 >1024/512 Y Y Y
>1024/>1024 16/8 >1024/8 Y Y Y
>1024/>1024 1024/2 >1024/8 Y Y Y
>1024/>1024 >1024/32 >1024/>1024 Y Y Y
>1024/>1024 512/8 512/2 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 1024/1024 Y Y
>1024/>1024 512/16 >1024/>1024 Y Y Y
>1024/>1024 1024/32 >1024/16 Y Y Y
>1024/1024 8/2 >1024/16 Y Y Y
>1024/≤0.5 512/512 >1024/256 Y Y Y

>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 512/512 >1024/>1024 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 >1024/>1024 >1024/>1024 Y Y Y
>1024/>1024 512/512 >1024/512 Y Y Y
>1024/>1024 1024/1024 >1024/>1024 Y Y Y
>1024/>1024 64/32 ≤0.5/≤0.5 Y Y Y

M. morganii >1024/>1024 16/8 >1024/>1024 Y N Y
P. aeruginosa >1024/>1024 >1024/>1024 >1024/>1024 Y N Y

(Continued)
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A B C D

FIGURE 1 | Quantitative relationship between BLI’s β-lactamase inhibition and its partner BL’s susceptibility restoration in CPO human isolates. Distribution of 
β-lactamase inhibition (A) and the resulted partner BL susceptibility restoration (B) of three clinically representative BLIs (50 μM) in CPO human isolates containing 
KPC carbapenemase, MBL carbapenemase, OXA carbapenemase. Partner BL MIC reduction on average (C) and the ratio of sensitized isolates (BL MIC reduction 
≥4 times) (D) by the function of β-lactamase inhibition among different molecular groups of CPO human isolates. BI, β-lactamase inhibition index; NS., no significant 
difference; *, significant difference (P value of <0.05); **, significant difference (P value of <0.01); ***, significant difference (P value of <0.001).

Carba Subtype Species

BL susceptibility (With/without BLI) Other BL resistance Mechanisms

AMX/CA MPN/VB CFZ/AV Efflux pumps
Reduced 

permeability
Target alteration

>1024/>1024 >1024/>1024 >1024/>1024 Y N Y
>1024/>1024 256/16 >1024/1 Y N Y
>1024/>1024 1024/1024 >1024/1024 Y N Y
>1024/>1024 64/64 >1024/512 Y N Y
>1024/>1024 64/64 16/4 Y N Y
>1024/>1024 512/512 256/128 Y N Y
>1024/>1024 >1024/>1024 >1024/>1024 Y N Y
>1024/>1024 64/64 32/2 Y N Y
>1024/>1024 >1024/1024 >1024/>1024 Y N Y
>1024/>1024 512/512 >1024/64 Y N Y
>1024/>1024 256/256 64/16 Y N Y

P. mirabilis 512/64 4/4 128/128 Y Y Y

 
Carba, carbapenemase; β-lactams (BLs) tested include CA (clavulanate), VB (vaborbactam), AV (avibactam); Partner β-lactamase inhibitors (BLIs) tested include CA (clavulanate), 
VB (vaborbactam), AV (avibactam); −, Not available.

Table 3 | Continued.
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OXA-producing CPO. These data indicate that BLI’s 
β-lactamase inhibitory efficacy is positively correlated with 
its partner BL’s susceptibility restoration. Such correlation 
is further supported by the increase of the BL susceptibility 
restoration (Figure 1C) and the ratio of the sensitized isolates 
by the function of BI (Figure  1D) for both KPC-produing 
and OXA-producing CPOs.

It is noteworthy that the increase of β-lactamase inhibition 
of a BLI is not proportional to its partner BL’s susceptibility 
restoration, as illustrated in Figures  1C,D. Significantly, 
when BI is low (<0.5), both the BL susceptibility restoration 
(Figure  1C) and the ratio of sensitized isolates (Figure  1D) 
are universally low for all BLI/CPO groups, suggesting that, 
without sufficient BLI dosing, there is no carbapenemase 
molecular identity-dependent superiority when choosing 
among BL/BLI agents. This is especially true for MBL isolates 
which none of the tested BLIs could effectively inhibit 
(median BIs, 0.1–0.4).

Intriguingly, even in isolates with a high degree of 
BLI-induced β-lactamase inhibition (BI>0.9), 50% (3/6) of 
CPO isolates had their MICs unchanged to amoxicillin, 
50% (11/22) to ceftazidime and 35% (14/40) to meropenem. 
These isolates all carry additional BL resistance mechanisms 
besides β-lactamases, suggesting that BL resistance 
mechanisms independent of β-lactamase also play a significant 
role in the efficacy of BL/BLI to CPO. The non-proportional 
increase of the BL susceptibility by BLI’s β-lactamase 
inhibition shown in Figures  1C,D further supports 
this conclusion.

DISCUSSION

By quantifying BLI-induced β-lactamase inhibition in diverse 
CPO isolates, this study demonstrated the variation of BLI 
activity with carbapenemase molecular classes, supporting 
the carbapenemase identity derived BL/BLI treatment 
guidelines currently proposed for CPO (Pogue et  al., 2019). 
On the other hand, our data revealed the substantial BLI 
response heterogeneity from isolates within the same 
carbapenemase molecular group. Important contributors to 
this heterogeneity might include variations in carbapenemase 
subtype/expression status and the co-existence of 
non-carbapenemase β-lactamases among CPO (Bush and 
Bradford, 2020). Therefore, the choice of BL/BLI for CPO 
infection should be personalized upon the entire β-lactamase 
background, rather than the carbapenemase identity alone, 
perhaps by further exploiting genetic sequencing information 
or utilizing other quantitative β-lactamase inhibition assays 
like FIBA.

This study provides for the first time, a quantitative 
insight into the correlation between β-lactamase inhibition 
and BL activity restoration against CPOs. The positive 
correlation illustrated here supports BL/BLI agents as effective 
CPO treatments, in line with the results of several clinical 
trials recently performed (Van Duin et  al., 2018; Pogue 
et  al., 2020). Beyond this, our data demonstrate that the 

anti-CPO success of a BL/BLI depends on the completeness 
of a BLI’s β-lactamase inhibition, motivating the need to 
alter BLI dosing to suit the specific β-lactamases in the 
clinical isolate. Therefore, BLI as an independent treatment 
adjuvant merits future consideration. To select the most 
suitable BLI, the structures and the resultant β-lactamase 
inhibitory mechanisms and profiles of the available BLIs 
have to be  carefully compared in order to achieve the best 
clinical outcome. In addition, whether an BLI itself has 
antimicrobial activity besides β-lactamase inhibitory activity 
has also to be  taken in account. To quantify the percentage 
of CPOs whose BL MICs are significantly changed by the 
introduction of BLIs, a CPO was considered sensitized by 
a BLI in this study if its BL MIC was reduced no less than 
4 times after the BLI inclusion. However, it is of note that 
a reduction in the MIC by 4-fold or more may not be sufficient 
to change one CPO’s clinical susceptibility as bacteria are 
classified as susceptible (potentially treatable) or resistant 
(probably not treatable) to a particular agent based on 
whether the MIC of this agent falls below or above a 
clinical breakpoint.

Our results, in line with other findings (Sun et  al., 2017; 
Cabot et  al., 2018; Dulyayangkul et  al., 2020; Sadek et  al., 
2020; Gomis-Font et  al., 2021), suggested that substantial 
β-lactamase inhibition generated by the use of BLI may 
not significantly improve the susceptibility of CPO toward 
its partner BL due to the presence of BL resistance mechanisms 
irrelated to β-lactamase production. Thus, besides BLI 
inhibitor efficacy, BL/BLI choice should also be  customized 
based on the other relevant BL resistance mechanisms of 
CPO. However, the current molecular tests for BL resistance 
are still mainly based on the detection of the bacterial 
β-lactamase production (Evans et  al., 2019). Therefore, 
deciphering the β-lactamase-independent BL resistance 
mechanisms that significantly influence a BL/BLI’s efficacy 
to clinically significant pathogens, such as CPO, is 
urgently needed.

In summary, by quantitatively evaluating BLIs’ contribution 
to CPO treatments with BLs, this study recommends 
personalization of BL/BLI usage based on the whole resistance 
backgrounds of the specific CPO case. Specifically, BLI choice 
and dosing should be  guided by quantitative tools that can 
evaluate the inhibition across the entire β-lactamase background 
of the CPO upon BLI treatment. Furthermore, rapid molecular 
diagnostics for BLI resistances, especially those sensitive to 
non-β-lactamase resistance mechanisms, should be  exploited 
to prevent ineffective BL/BLI treatment. Though the scope of 
this study was limited to CPO, the insights acquired here are 
adaptable to all bacterial pathogens for which BL/BLI agents 
could be  effective.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included 
in the article/supplementary material, further inquiries can 
be  directed to the corresponding author.

https://www.frontiersin.org/journals/microbiology
www.frontiersin.org
https://www.frontiersin.org/journals/microbiology#articles


Feng et al. Rational Use of β-Lactamase Inhibitors

Frontiers in Microbiology | www.frontiersin.org 8 November 2021 | Volume 12 | Article 756410

AUTHOR CONTRIBUTIONS

YF conceived of the presented idea and drafted the manuscript. 
YF and AV conducted the experiments. SK and MJ performed 
the statistical analysis. TH supervised the project. All authors discussed 
the results and contributed to the finalization of the manuscript.

FUNDING

This study was supported by the Military Medicine Photonics 
Program from the US Department of Defense/Air Force 

(FA9550-16\1-0479), and the Netherlands Organization  
for Scientific Research (NWO) Rubicon program  
(452172009).

ACKNOWLEDGMENTS

The authors thank Jeff Gelfand for his constructive comments 
from the perspective of infectious diseases in clinical practice, 
Mark Vangel for his guidance on statistical analysis, and Akilan 
Palanisami for his constructive discussion on the data analysis 
and supports in manuscript writing.

 

REFERENCES

Alcock, B. P., Raphenya, A. R., Lau, T. T. Y., Tsang, K. K., Bouchard, M., 
Edalatmand, A., et al. (2020). CARD 2020: antibiotic resistome surveillance 
with the comprehensive antibiotic resistance database. Nucleic Acids Res. 
48, D517–D525. doi: 10.1093/nar/gkz935

Black, C. A., So, W., Dallas, S. S., Gawrys, G., Benavides, R., Aguilar, S., et al. 
(2020). Predominance of non-carbapenemase producing Carbapenem-resistant 
Enterobacterales in South Texas. Front. Microbiol. 11:623574. doi: 10.3389/
fmicb.2020.623574

Bush, K., and Bradford, P. A. (2020). Epidemiology of β-lactamase-producing 
pathogens. Clin. Microbiol. Rev. 33:e00047-19. doi: 10.1128/CMR.00047-19

Cabot, G., Florit-Mendoza, L., Sánchez-Diener, I., Zamorano, L., and Oliver, A. 
(2018). Deciphering β-lactamase-independent β-lactam resistance evolution 
trajectories in Pseudomonas aeruginosa. J. Antimicrob. Chemother. 73, 
3322–3331. doi: 10.1093/jac/dky364

Carlier, M., Noë, M., De Waele, J. J., Stove, V., Verstraete, A. G., Lipman, J., 
et al. (2013). Population pharmacokinetics and dosing simulations of 
amoxicillin/clavulanic acid in critically ill patients. J. Antimicrob. Chemother. 
68, 2600–2608. doi: 10.1093/jac/dkt240

Cui, X., Shan, B., Zhang, X., Qu, F., Jia, W., Huang, B., et al. (2020). Reduced 
Ceftazidime-avibactam susceptibility in KPC-producing Klebsiella 
pneumoniae From patients Without Ceftazidime-avibactam use history - A 
Multicenter study in China. Front. Microbiol. 11:1365. doi: 10.3389/fmicb. 
2020.01365

Cui, X., Zhang, H., and Du, H. (2019). Carbapenemases in Enterobacteriaceae: 
detection and antimicrobial therapy. Front. Microbiol. 10:1823. doi: 10.3389/
fmicb.2019.01823

Dulyayangkul, P., Douglas, E. J. A., Lastovka, F., and Avison, M. B. (2020). 
Resistance to Ceftazidime/avibactam plus Meropenem/Vaborbactam when 
Both are used together is achieved in four steps in Metallo-β-lactamase-
negative Klebsiella pneumoniae. Antimicrob. Agents Chemother. 64:e00409-20. 
doi: 10.1128/AAC.00409-20

El Hafi, B., Rasheed, S. S., Abou Fayad, A. G., Araj, G. F., and Matar, G. M. 
(2019). Evaluating the efficacies of Carbapenem/β-lactamase inhibitors Against 
Carbapenem-resistant gram-negative bacteria in  vitro and in  vivo. Front. 
Microbiol. 10:933. doi: 10.3389/fmicb.2019.00933

Erdem, S. S., Khan, S., Palanisami, A., and Hasan, T. (2014). Rapid, low-cost 
fluorescent assay of β-lactamase-derived antibiotic resistance and related 
antibiotic susceptibility. J. Biomed. Opt. 19:105007. doi: 10.1117/1.
JBO.19.10.105007

Evans, S. R., Tran, T. T. T., Hujer, A. M., Hill, C. B., Hujer, K. M., Mediavilla, J. R., 
et al. (2019). Rapid molecular diagnostics to inform empiric use of Ceftazidime/
avibactam and Ceftolozane/Tazobactam Against Pseudomonas aeruginosa: 
PRIMERS IV. Clin. Infect. Dis. Off. Publ. Infect. Dis. Soc. Am. 68, 1823–1830. 
doi: 10.1093/cid/ciy801

Feng, Y., Palanisami, A., Kuriakose, J., Pigula, M., Ashraf, S., and Hasan, T. 
(2020). Novel rapid test for detecting Carbapenemase. Emerg. Infect. Dis. 
26, 793–795. doi: 10.3201/eid2604.181655

Feng, Y., Swain, J. W. R., Palanisami, A., Ashraf, S., and Hasan, T. (2021). 
One-step detection and classification of bacterial Carbapenemases in 10 

minutes using fluorescence identification of β-lactamase activity. J. Clin. 
Microbiol. 59:e02517-20. doi: 10.1128/JCM.02517-20

Ferreira, R. L., Rezende, G. S., Damas, M. S. F., Oliveira-Silva, M., Pitondo-Silva, A., 
Brito, M. C. A., et al. (2020). Characterization of KPC-producing Serratia 
marcescens in an intensive care unit of a Brazilian tertiary hospital. Front. 
Microbiol. 11:956. doi: 10.3389/fmicb.2020.00956

Gomis-Font, M. A., Pitart, C., Del Barrio-Tofiño, E., Zboromyrska, Y., 
Cortes-Lara, S., Mulet, X., et al. (2021). Emergence of resistance to novel 
cephalosporin-β-lactamase inhibitor combinations through the modification 
of the Pseudomonas aeruginosa MexCD-OprJ efflux pump. Antimicrob. Agents 
Chemother. 65:e0008921. doi: 10.1128/AAC.00089-21

Karumathil, D. P., Nair, M. S., Gaffney, J., Kollanoor-Johny, A., and 
Venkitanarayanan, K. (2018). Trans-Cinnamaldehyde and eugenol increase 
Acinetobacter baumannii sensitivity to Beta-lactam antibiotics. Front. Microbiol. 
9:1011. doi: 10.3389/fmicb.2018.01011

Khan, S., Sallum, U. W., Zheng, X., Nau, G. J., and Hasan, T. (2014). Rapid 
optical determination of β-lactamase and antibiotic activity. BMC Microbiol. 
14:84. doi: 10.1186/1471-2180-14-84

Lee, Y., Kim, J., and Trinh, S. (2019). Meropenem-Vaborbactam (Vabomere™): 
Another option for Carbapenem-resistant Enterobacteriaceae. P T Peer-Rev. 
J. Formul. Manag. 44, 110–113.

McArthur, A. G., Waglechner, N., Nizam, F., Yan, A., Azad, M. A., Baylay, A. J., 
et al. (2013). The comprehensive antibiotic resistance database. Antimicrob. 
Agents Chemother. 57, 3348–3357. doi: 10.1128/AAC.00419-13

Nicolas-Chanoine, M.-H., Mayer, N., Guyot, K., Dumont, E., and Pagès, J.-M. 
(2018). Interplay Between membrane permeability and enzymatic barrier 
leads to antibiotic-dependent resistance in Klebsiella Pneumoniae. Front. 
Microbiol. 9:1422. doi: 10.3389/fmicb.2018.01422

Nicolau, D. P., Siew, L., Armstrong, J., Li, J., Edeki, T., Learoyd, M., et al. 
(2015). Phase 1 study assessing the steady-state concentration of ceftazidime 
and avibactam in plasma and epithelial lining fluid following two dosing 
regimens. J. Antimicrob. Chemother. 70, 2862–2869. doi: 10.1093/jac/dkv170

Nordmann, P., and Poirel, L. (2019). Epidemiology and diagnostics of Carbapenem 
resistance in gram-negative bacteria. Clin. Infect. Dis. Off. Publ. Infect. Dis. 
Soc. Am. 69, S521–S528. doi: 10.1093/cid/ciz824

Pogue, J. M., Bonomo, R. A., and Kaye, K. S. (2019). Ceftazidime/avibactam, 
Meropenem/Vaborbactam, or Both? Clinical and formulary considerations. 
Clin. Infect. Dis. Off. Publ. Infect. Dis. Soc. Am. 68, 519–524. doi: 10.1093/
cid/ciy576

Pogue, J. M., Kaye, K. S., Veve, M. P., Patel, T. S., Gerlach, A. T., Davis, S. L., 
et al. (2020). Ceftolozane/Tazobactam vs Polymyxin or aminoglycoside-based 
regimens for the treatment of drug-resistant Pseudomonas aeruginosa. Clin. 
Infect. Dis. Off. Publ. Infect. Dis. Soc. Am. 71, 304–310. doi: 10.1093/cid/
ciz816

Sadek, M., Juhas, M., Poirel, L., and Nordmann, P. (2020). Genetic features 
leading to reduced susceptibility to Aztreonam-avibactam among Metallo-
β-lactamase-producing Escherichia coli isolates. Antimicrob. Agents Chemother. 
64:e01659-20. doi: 10.1128/AAC.01659-20

Sallum, U. W., Zheng, X., Verma, S., and Hasan, T. (2010). Rapid functional 
definition of extended spectrum β-lactamase activity in bacterial cultures 
via competitive inhibition of fluorescent substrate cleavage. Photochem. 
Photobiol. 86, 1267–1271. doi: 10.1111/j.1751-1097.2010.00801.x

https://www.frontiersin.org/journals/microbiology
www.frontiersin.org
https://www.frontiersin.org/journals/microbiology#articles
https://doi.org/10.1093/nar/gkz935
https://doi.org/10.3389/fmicb.2020.623574
https://doi.org/10.3389/fmicb.2020.623574
https://doi.org/10.1128/CMR.00047-19
https://doi.org/10.1093/jac/dky364
https://doi.org/10.1093/jac/dkt240
https://doi.org/10.3389/fmicb.2020.01365
https://doi.org/10.3389/fmicb.2020.01365
https://doi.org/10.3389/fmicb.2019.01823
https://doi.org/10.3389/fmicb.2019.01823
https://doi.org/10.1128/AAC.00409-20
https://doi.org/10.3389/fmicb.2019.00933
https://doi.org/10.1117/1.JBO.19.10.105007
https://doi.org/10.1117/1.JBO.19.10.105007
https://doi.org/10.1093/cid/ciy801
https://doi.org/10.3201/eid2604.181655
https://doi.org/10.1128/JCM.02517-20
https://doi.org/10.3389/fmicb.2020.00956
https://doi.org/10.1128/AAC.00089-21
https://doi.org/10.3389/fmicb.2018.01011
https://doi.org/10.1186/1471-2180-14-84
https://doi.org/10.1128/AAC.00419-13
https://doi.org/10.3389/fmicb.2018.01422
https://doi.org/10.1093/jac/dkv170
https://doi.org/10.1093/cid/ciz824
https://doi.org/10.1093/cid/ciy576
https://doi.org/10.1093/cid/ciy576
https://doi.org/10.1093/cid/ciz816
https://doi.org/10.1093/cid/ciz816
https://doi.org/10.1128/AAC.01659-20
https://doi.org/10.1111/j.1751-1097.2010.00801.x


Feng et al. Rational Use of β-Lactamase Inhibitors

Frontiers in Microbiology | www.frontiersin.org 9 November 2021 | Volume 12 | Article 756410

Sheu, C.-C., Chang, Y.-T., Lin, S.-Y., Chen, Y.-H., and Hsueh, P.-R. (2019). 
Infections caused by Carbapenem-resistant Enterobacteriaceae: An update 
on therapeutic options. Front. Microbiol. 10:80. doi: 10.3389/
fmicb.2019.00080

Shields, R. K., and Doi, Y. (2020). Aztreonam combination therapy: An answer 
to Metallo-β-lactamase-producing gram-negative bacteria? Clin. Infect. Dis. 
Off. Publ. Infect. Dis. Soc. Am. 71, 1099–1101. doi: 10.1093/cid/ciz1159

Shields, R. K., Potoski, B. A., Haidar, G., Hao, B., Doi, Y., Chen, L., et al. 
(2016). Clinical outcomes, drug toxicity, and emergence of Ceftazidime-
avibactam resistance Among patients treated for Carbapenem-resistant 
Enterobacteriaceae infections. Clin. Infect. Dis. Off. Publ. Infect. Dis. Soc. 
Am. 63, 1615–1618. doi: 10.1093/cid/ciw636

Spellberg, B., and Bonomo, R. A. (2016). Editorial commentary: Ceftazidime-
avibactam and Carbapenem-resistant Enterobacteriaceae: “We’re Gonna need 
a bigger boat.”, Clin. Infect. Dis. Off. Publ. Infect. Dis. Soc. Am. 63, 1619–1621. 
doi: 10.1093/cid/ciw639

Sun, D., Rubio-Aparicio, D., Nelson, K., Dudley, M. N., and Lomovskaya, O. 
(2017). Meropenem-Vaborbactam resistance selection, resistance prevention, 
and molecular mechanisms in mutants of KPC-producing Klebsiella 
pneumoniae. Antimicrob. Agents Chemother. 61:e01694-17. doi: 10.1128/
AAC.01694-17

Tamma, P. D., Goodman, K. E., Harris, A. D., Tekle, T., Roberts, A., Taiwo, A., 
et al. (2017). Comparing the outcomes of patients With Carbapenemase-
producing and non-Carbapenemase-producing Carbapenem-resistant 

Enterobacteriaceae Bacteremia. Clin. Infect. Dis. Off. Publ. Infect. Dis. Soc. 
Am. 64, 257–264. doi: 10.1093/cid/ciw741

Van Duin, D., Lok, J. J., Earley, M., Cober, E., Richter, S. S., Perez, F., et al. 
(2018). Colistin versus Ceftazidime-avibactam in the treatment of infections 
due to Carbapenem-resistant Enterobacteriaceae. Clin. Infect. Dis. Off. Publ. 
Infect. Dis. Soc. Am. 66, 163–171. doi: 10.1093/cid/cix783

Conflict of Interest: The authors declare that the research was conducted in 
the absence of any commercial or financial relationships that could be  construed 
as a potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the 
authors and do not necessarily represent those of their affiliated organizations, 
or those of the publisher, the editors and the reviewers. Any product that may 
be evaluated in this article, or claim that may be made by its manufacturer, is 
not guaranteed or endorsed by the publisher.

Copyright © 2021 Feng, de Vos, Khan, St. John and Hasan. This is an open-access 
article distributed under the terms of the Creative Commons Attribution License 
(CC BY). The use, distribution or reproduction in other forums is permitted, provided 
the original author(s) and the copyright owner(s) are credited and that the original 
publication in this journal is cited, in accordance with accepted academic practice. 
No use, distribution or reproduction is permitted which does not comply with 
these terms.

https://www.frontiersin.org/journals/microbiology
www.frontiersin.org
https://www.frontiersin.org/journals/microbiology#articles
https://doi.org/10.3389/fmicb.2019.00080
https://doi.org/10.3389/fmicb.2019.00080
https://doi.org/10.1093/cid/ciz1159
https://doi.org/10.1093/cid/ciw636
https://doi.org/10.1093/cid/ciw639
https://doi.org/10.1128/AAC.01694-17
https://doi.org/10.1128/AAC.01694-17
https://doi.org/10.1093/cid/ciw741
https://doi.org/10.1093/cid/cix783
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Quantitative Insights Into β-Lactamase Inhibitor’s Contribution in the Treatment of Carbapenemase-Producing Organisms With β-Lactams
	Introduction
	Materials and Methods
	Bacterial Isolates, BL and BLIs
	Quantification of β-Lactamase Inhibition
	BL Susceptibility Restoration
	Statistical Analysis

	Results
	Discussion
	Data Availability Statement
	Author Contributions

	References

