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Because of the advancements in medicine and science, the num-
bers of patients surviving complicated diseases are continuously
increasing, which in turn leads to elevated chances of anaerobic
infections by endogenous bacteria. Traditional growth yield-based
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Fluorescent metabolic labeling-based quick
antibiotic susceptibility test for anaerobic

*b

antibiotic susceptibility tests (ASTs) against anaerobic bacteria are
very time-consuming (>48 h) and labor intensive, which delays the
timely guidance of antibiotic prescription and increases the mortality
of patients. Inspired by a fluorescent p-amino acid (FDAA) labeling-
based AST (FaAST) that we recently developed for quick determination
of aerobic bacteria’s susceptibilities, here we report an accurate and
fast AST method for anaerobic pathogens. Based on flow cytometry
analysis of anaerobes that have been treated with various doses of
antibiotics and metabolically labeled with FDAA, the intensities of
which can reflect their affected metabolic status by the drugs, the
MICs of each drug can then be determined. The whole process can be
completed in 5 h. After testing 40 combinations of the representative
anaerobic bacteria and antibiotics, our method demonstrates a high
susceptibility category accuracy of 95.0%. This FaAST-based protocol
is helpful in accurately and quickly guiding antibiotic decisions when
treating critical infections caused by anaerobic bacteria.

Introduction

Because of the increasing numbers of patients with complicated
underlying diseases, the incidence of infections caused by endo-
genous anaerobic bacteria, which can be highly severe and even
life-threatening, has been continuously rising." The underlying
conditions associated with the development of anaerobic
infections include immunosuppression conditions (organ
transplantation, use of corticosteroids and cytotoxic agents,
diabetes), hematological malignancies, solid tumors, gynecological
or gastrointestinal surgeries, etc.® With the rapid development of
medicines and medical technologies and constant progress of the
aging of the population, anaerobic infection is expected to be an
important threat to human health in the near future.*

Often accompanied by aerobic pathogens, anaerobic bacteria
have been found in 1-20% of all bacteremia.” These surprisingly
varying numbers of incidence can be in part explained by
the difficulties in diagnosing anaerobes in clinical samples
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(blood, cerebrospinal fluid, etc.). As the go-to method for
identifying anaerobic pathogens, traditional anaerobic blood
culture is still commonly performed at clinics when anaerobic
infection is suspected. In clinical microbiology, bacterial diag-
nosis of aerobic pathogens is frequently followed by AST.
However, only 21% of laboratories in the US routinely perform
AST with anaerobes," partially because carrying out AST against
anaerobes is technically challenging and very time-consuming
(=48 h for agar dilution, broth dilution and Etest methods).
Empirical broad-spectrum antimicrobial therapy, therefore, is
often prescribed long before the results of AST are reported and
this has been proved to be associated with poor clinical
responses.® Many anaerobic bacteria possess genetically-encoded
drug resistance,”® metronidazole-resistance in some Gram-
positive rods,’ clindamycin-resistance in Fusobacterium,'® and
cefoxitin-resistance in Clostridioides difficile,"* to name a few.
Moreover, multidrug-resistant strains have also been increasingly
prevalent in the last decade from Bacteroides/Parabacteroides,
which are among the most common anaerobic pathogens found
in bacteremia.'®"® This expanding drug resistance highlights the
necessity of AST for anaerobes.

In the past decade, a number of new AST techniques have
been developed for aerobic bacteria.'*'*> These techniques can
be categorized into optical/mechanical/electrical analysis-based,
DNA sequencing-facilitated, and microfluidics-based ASTs,
based on how they function. However, to the best of our
knowledge, few of the methods have been demonstrated to be
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capable of analyzing anaerobes, in part because of their unsuit-
ability under anaerobic environments. Therefore, considering
the growing threat of anaerobic infections, the time-consuming
process of current AST for anaerobes and the lack of new testing
methods, developing a new AST strategy for anaerobic patho-
gens is still highly desired.

Results and discussion

Recently, we reported a fluorescent p-amino acid (FDAA)
labeling-based AST (FaAST), which could offer accurate mini-
mum inhibitory concentrations (MICs) for aerobic bacteria in
2-3 h."® FDAAs are metabolic labeling probes that can fluores-
cently tag bacteria via their peptidoglycan transpeptidases
(both b, p- and 1, p-),’” and we recently found that the labeling
intensities of FDAA highly correlated with the bacterial meta-
bolic status.'® Therefore, in FaAST, the resistant bacteria
showed a slow decline in FDAA-labeling after antibiotic treatment
and the susceptible ones demonstrated quick labeling-decline
when low doses of drugs were used. MICs can then be determined
according to their intensity changing trends (Fig. 1). Inspired by
the successful use of FaAST against aerobes, here we tested the
suitability of using FaAST in MIC analysis of anaerobic pathogens.

Four important anaerobic bacterial species were first chosen
to test via FaAST. Bacteroides fragilis (Bf) is currently the most
prevalent anaerobic pathogen in bacteremia;'® Fusobacterium
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Fig. 1 Working principle and workflow of FaAST for anaerobic bacteria. Anaerobic pathogens were incubated with FDAA probes and different doses of
drugs in an anaerobic chamber for 4 h, and then the FDAA-labeling intensity of bacterial cells under the treatment of drugs was analyzed by flow
cytometry. The resistant bacteria-antibiotic combinations showed unreduced FDAA-labeling until treating with a high dose of drugs; the FDAA-labeling
of the susceptible combinations declined when treating with a low concentration of drugs. The MICs of different antibiotics were determined by the

FDAA-labeling curves correspondingly.
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nucleatum (Fn) has been intensely studied in the last decade as
a pro-carcinogenic bacterium for colorectal cancer;'>" C. difficile
(Cd) and Clostridium perfringens (Cp) are the most frequent
bacteria causing intestinal anaerobic infections.”®*! Three sus-
ceptible combinations (Bf ATCC25285 against meropenem and
metronidazole, Cd ATCC700057 against metronidazole) and
three resistant combinations (Bf ATCC25285 and Fnl against
vancomycin, Bf1 against moxifloxacin) were first tested. The four
antibiotics, meropenem (a penicillin-binding protein-inhibiting
carbapenem drug), metronidazole (a nitroso radical-forming and
DNA-disrupting nitroimidazole drug), vancomycin (functions via
binding with lipid II to inhibit peptidoglycan synthesis) and
moxifloxacin (a DNA gyrase-inhibiting fluoroquinolone drug),
were chosen because of their clinical relevance against anaerobic
infections and all four were bacteriocidal.

FaAST protocols used for aerobic bacteria were adopted here
with some modifications. In brief, fresh bacterial suspensions
with an optical density at 600 nm (ODgg) of 0.05 were inoculated
into 96-well plates loaded with different concentrations of anti-
biotic (0-64 pg mL ™', 2-fold serial dilution) and the FDAA probe
(cyanine5-amine-p-alanine probe, Cy5ADA, 0.15 mM). After 4 h of
incubation, the fluorescence intensities of the diluted anaerobic
bacterial solutions (1:10 with phosphate buffered saline, PBS)
were analyzed via flow cytometry. Different from the previous
FaAST protocol, here, all operations were conducted in an
anaerobic chamber before flow cytometry.

The results indicated that the metabolic activities of anaerobic
strains in response to different doses of drugs were accurately
revealed by FDAA-labeling (Fig. 2). When testing aerobic bacteria,
FaAST-MIC was empirically defined as the first antibiotic concen-
tration where a steady drop of FDAA-labeling appeared. Using
this definition, the MICs of the three susceptible combinations
were determined to be 0.5 ug mL~" of meropenem, 2 pg mL™~" of
metronidazole for Bf ATCC25285, and 0.25 pg mL™' of
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metronidazole for Cd ATCC700057. As expected, the resistant
combinations showed much higher MICs (=64 pug mL ™" of
vancomycin for Bf ATCC25285, >64 ug mL " of moxifloxacin
for Bf1, and 16 pg mL ™" of vancomycin for Fn1). MICs were also
determined in parallel using the standard agar dilution method
(ADM, values are shown in each diagram) and the maximum
concentration for all antibiotics was set to 16 pg mL ™" according
to the anaerobic MIC breakpoints and clinical experience. Testing
results of Bf ATCC25285 against metronidazole are shown as an
example (Fig. S1, ESIt). Although the values between the two
methods were not exactly identical, especially in some resistant
combinations (due to the difference of the maximum testing
concentrations between the two methods), their susceptibility
categories were consistent in each drug-bacteria combination. Of
note, the sudden fluorescence increases at lower drug concen-
tration near their MICs (showed in both susceptible and resistant
combinations), which were also observed in aerobic FaAST,"®
agreed with the fact that bactericidal drugs were associated with
stimulated metabolic rates at sub-MIC ranges.>>

An imaging characterization of the anaerobic bacteria’s
responses to antibiotics was also performed. The FDAA-labeling
intensity of the susceptible strain Cd ATCC700057 declined as the
dose of metronidazole increased (Fig. 3A). For resistant bacteria,
however, Bf ATCC25285 still showed high labeling even when
treated with 16 pg mL ™" of vancomycin (Fig. 3B). These imaging
results further demonstrated that the FDAA labeling could
accurately reflect the anaerobic bacteria’s metabolic responses
to different antibiotics, which underlies a reliable AST strategy
for anaerobic pathogens.

To further improve the speed and accuracy of FaAST for
anaerobic bacteria, we went on to optimize the protocol. First,
we tested whether we could shorten the incubation time to 2 h,
which was suitable for testing aerobic bacteria, but found that a
minimum of 4 h was required to accurately determine the MICs
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Fig. 2 The labeling intensity of FDAA unveils the responses of bacterial metabolism to different doses of antibiotics. The bacterial cells were analyzed by

flow cytometry after 4 h of anaerobic incubation with antibiotics and the

FDAA probe. The x-axis represents the concentration of antibiotics and the

y-axis shows the median fluorescence intensity values of each sample. The susceptible strains (top panel) showed relatively low MICs and the resistant
isolates (bottom panel) showed high MICs. The MICs were determined by the standard agar dilution method (shown in each diagram). a.u., arbitrary units.

N = 3. Symbols = mean; error bars = SD.
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A Cd ATCC700057 with Metronidazole (MIC: 0.25 pg/ml)

0 pg/mi

0.125 pg/ml

B Bf ATCC25285 with Vancomycin (MIC: 216 pg/ml)

0 pg/mi
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Fig. 3 Confocal fluorescence microscopy of anaerobic bacterial cells treated with different concentrations of antibiotics. The susceptible strain Cd
ATCC700057 against metronidazole (A, scale bars = 10 um) and resistant isolate against vancomycin (B, scale bars = 5 um) are presented as examples,
which showed agreeing FDAA labeling intensity changing trends with flow cytometry analysis results.

of metronidazole against Cd and meropenem against Bf
(Fig. 4A). This discrepancy might be due to the slower growth
rate of anaerobes in contrast to aerobic bacteria.”® In traditional
AST for anaerobes, 5% of lysed horse blood is normally supple-
mented to the Brucella broth to stimulate the bacterial growth.”*
Out of concern about the potential interference of blood cells with
flow cytometry analysis, here filtered bovine serum (5%, v/v) was
used instead to provide nutrients.>> As shown in Fig. 4B, com-
pared with the tests without using serum, serum supplementation
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Fig. 4 The effects of incubation time and serum supplementation on
FaAST analysis's accuracy. (A) For Cd ATCC700057 and Bf ATCC25285, 4 h
co-culturing with drugs led to more accurate MICs. (B) Serum supple-
mentation resulted in more accurate MICs of Cd ATCC700057 and Bf
ATCC25285 against metronidazole by FaAST. FaAST-MICs are marked with
arrows; ADM-MICs are shown in each diagram. N = 3; symbols = mean;
error bars = SD.
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resulted in improved MIC-accuracy of Cd and Bf against
metronidazole.

To test the potential of our method in testing the susceptibilities
of more antibiotics, we used a model strain of E. coli ATCC25922
and tested it against a broad antibiotic panel, including two
bacteriocidals (p-cycloserine, fosfomycin) and four bacteriostatics
(chloramphenicol, tetracycline, linezolid, and erythromycin). These
six antibiotics are also occasionally used in treating anaerobic
infections. In parallel with our previous aerobic FaAST report,'®
the MICs of this E. coli strain were tested under both anaerobic and
aerobic conditions. Considering the high reliability of the broth
microdilution method (BMD) in testing the MICs of aerobic bac-
teria, we used it as the standard protocol in these experiments. As
shown in Table 1, FaAST showed agreeing MICs with the traditional
BMD method against most antibiotics (graphical charts shown in
Fig. S2, ESIT). One exception was fosfomycin, where FaAST showed
quite discrepant MICs compared with the standard method. It is
known that the MIC of this drug cannot be accurately determined

Table 1 MICs of antibiotics against E. coli ATCC25922 by FaAST and
traditional methods under aerobic and anaerobic conditions

Aerobic Anaerobic
Antibiotics/MICs®  CLSI ~ BMD FaAST BMD  FaAST
p-Cycloserine NA 32 64 64 64
Chloroamphenicol 2-8 8 4 4 4
Tetracycline 05-2 1 1 1 1
Linezolid NA >64 >64 >64 >64
Erythromycin NA >64 >64 >64 >64
Fosfomycin 0.5-2 16 (1in ADM) 64 16 >64

¢ MICs of antibiotics to which the bacteria are susceptible are shown in
bold, resistant in italic, and those that are not categorized into
susceptible or resistant by CLSI are shown in roman. Combinations
mistakenly categorized by FaAST are underscored. Units, ug mL™~'; NA,
not available; BMD, broth microdilution method; ADM, agar dilution
method.
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time-of-flight mass spectrometry-based protocol, for example)
are quickly popularized in hospitals worldwide and the blood
culture method is continuously improved, it is reasonable to
expect that the numbers of anaerobic pathogen diagnoses will
be continuously increasing in the future. Of note, our under-
standing of the physiological and pathological roles of human
gut microbiota has been quickly progressing in the past two
decades and the translocation of gut bacteria into circulation in
clinically critical patients has also been recently proved using
advanced sequencing and bioinformatical techniques.”® The
recognition of gut anaerobe-induced system infections, therefore,
may be paid more attention by physicians. Considering the
diversity of anaerobes, more tests for different types of bacteria
and antibiotics are required to further evaluate the reliability of
FaAST. Due to the difficulties of handling bacteria in an anaero-
bic chamber, automated and integrated equipment for FaAST-
based anaerobe analysis will greatly facilitate the practice of this
new strategy. We expect that as our FaAST-based strategy will be
continuously optimized, this new antibiotic-prescription guiding
method will truly benefit patients in the foreseeable future.
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