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ABSTRACT Carbapenem and multidrug-resistant (MDR) Acinetobacter baumannii leads
the World Health Organization’s list of priority pathogens and represents an unmet
medical need. Understanding the mechanisms underpinning the acquisition of antibi-
otic resistance in this pathogen is fundamental to the development of novel therapeu-
tics as well as to infection prevention and antibiotic stewardship strategies designed to
limit its spread. In their investigation, “Interbacterial Transfer of Carbapenem Resistance
and Large Antibiotic Resistance Islands by Natural Transformation in Pathogenic
Acinetobacter,” Anne-Sophie Godeux and colleagues (mBio 13:20263121, 2022, https://
doi.org/10.1128/mBi0.02631-21) delineate the unsuspected extent and circumstances
under which natural transformation as a mechanism of intraspecies and interspecies
exchange of genetic material occurs in Acinetobacter spp. This study offers key insights
into how this notorious pathogen may have accelerated the development of its MDR
phenotype via an unexpectedly robust and unnervingly casual approach to the acquisi-
tion of antibiotic resistance determinants through natural transformation.
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he transition from the 20th to the 21st century saw the global emergence of multi-

drug-resistant (MDR) Acinetobacter baumannii as a successful nosocomial pathogen
(1). The outbreak of MDR A. baumannii associated with military operations in Iraq and
Afghanistan generated special interest in this organism within the United States (2). At
the same time, MDR and carbapenem-resistant A. baumanni became endemic in hospi-
tals in New York and other locations in the country (3). Early on, enhanced infection
control measures and improved use of antibiotics were adopted to control MDR A.
baumannii; focus on the latter aspect represented an avant la lettre declaration of anti-
biotic stewardship principles (4). More recently, the disruption of these practices dur-
ing the COVID-19 surge led to an increase in A. baumannii infections in a hospital in
New Jersey (5).

As clinicians, we experienced first-hand the challenge that carbapenem-resistant A. This is a work of the U.S. Government and is
baumannii posed to elderly patients with multiple comorbidities who frequently circu- not subject to copyright protection in the
lated between acute and long-term care facilities (6). We witnessed prolonged hospi- UlitselSiifes Rl maepyielis mticiee:
talizations and devastating mortality because then, as now, effective antibiotics to treat
MDR A. baumannii were lacking. While some patients died receiving ineffective empiri-
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cal antibiotic therapy, others succumbed despite receiving “active” combinations of For the article discussed, see https://doi.org/10
antibiotics such as polymyxins, meropenem, and tigecycline. Those who survived often A 12RO =21
persisted with colonization or were reinfected. Corresponding with other genetic The views expressed in this article do not

o . . . . necessarily reflect the views of the journal or
descriptions of carbapenem-resistant A. baumannii in the United States, the acquired of ASM.
carbapenemases OXA-23 and OXA-24/40 often (though not always) underpinned the Published 12 May 2022

carbapenem-resistant phenotype. Similarly, genotyping tools available at the time
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revealed the predominance of strains related to the global clone 2, but also a large
degree of heterogeneity.

The advent of whole-genome sequencing permitted rigorous analyses of these clin-
ical strains and insights into their variation and dissemination (7). Multiple founder and
independent strains occurred within the same patients, and the presumed persistence
of A. baumannii was actually reinfection. Within a collection of clinical strains from the
same health care system, a propensity toward extensive horizontal gene transfer was
shown, including large genomic islands composed of transposable elements rife with
antibiotic resistance determinants. Coinfecting strains within the same patient were
implicated in horizontal gene transfer through plasmid exchanges. In another instance,
coinfecting strains had differences in resistance islands and plasmid contents that
could not be explained by gene loss alone. Nevertheless, the precise mechanism
underlying such extensive gene transfer was elusive: perhaps natural transformation
was occurring? The role of transformation as a process by which exogenous DNA is
taken up and integrated into the bacterial chromosome is not as widely appreciated in
A. baumannii as it is among other bacterial pathogens such as Streptococcus pneumo-
niae, Haemophilus, and Neisseria, where it is a crucial mechanism of horizontal gene
transfer (8).

In the article titled “Interbacterial Transfer of Carbapenem Resistance and Large
Antibiotic Resistance Islands by Natural Transformation in Pathogenic Acinetobacter,”
published in mBio, Anne-Sophie Godeux and collaborators report experimental evi-
dence that natural transformation is a main driver of recombination events among A.
baumannii clinical isolates (9). Godeux and her co-authors describe recombination
events occurring spontaneously in mixed bacterial populations, which resulted in the
exchange of resistance determinants to carbapenems among different clinical strains of
A. baumannii, and even to a different but clinically relevant species of Acinetobacter like
A. nosocomialis. These phenomena included the efficient acquisition of large resistance
islands such as AbaR4 and AbaR1, and large recombination tracts similar to those
observed in the genomes of clinical isolates. The authors concluded that natural transfor-
mation is a principal driver of genome recombination and the horizontal transfer of
determinants of antibiotic resistance in A. baumannii. How was this insight possible?
Understanding how the acquisition of antibiotic resistance determinants occurred
through genomic recombination required developing an innovative experimental sys-
tem, also by Godeux and collaborators (10). They engineered a translational fusion
between A. baumannii nucleoprotein and fluorescent protein and used flow cytometry
to reliably detect transformation events in A. baumannii isolates.

Previously, only certain species of Acinetobacter were studied for their ability to
undergo natural transformation. For instance, Acinetobacter baylyi strain ADP1 displayed
remarkable competence, being up to 100 times as competent as calcium chloride-treated
Escherichia coli (11). Genomic sequencing of ADP1 detected gene clusters involved in
competence (comFECB and comQLONM) which allow DNA uptake from the environment.
Comparative genomic analysis of clinical A. baumannii strains revealed that some impor-
tant genes involved in DNA uptake were absent, but many others were present. Thus, A.
baumannii is likely endowed with a different type of molecular machinery required to
transport foreign DNA through outer and inner membrane transporters than A. bailey
ADP1 (12).

Further understanding of the role of natural transformation in A. baumannii became
possible after the discovery by Maria Soledad Ramirez and collaborators of a naturally
competent, non-MDR clinical isolate of A. baumannii, strain A118, in the bloodstream
of a patient from Argentina (13). Comparative genomic analysis of A118 revealed genes
presumptively related to competence that shared between 94% and 100% of amino
acid identity among different A. baumannii genomes (14). An important exception was
that A118 had an intact comM gene. Conversely, in almost all other clinical strains
included in the comparison, comM was interrupted by the insertion of a resistance
island. Experimentally, A118 was used to establish natural transformation as a
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mechanism for A. baumannii to acquire mobile genetic elements and antimicrobial re-
sistance genes from other species such as Klebsiella pneumoniae (15). Similarly,
experiments using A118 as a model for natural transformation revealed that the
expression of competence-related genes is increased with exposure to Ca?* or se-
rum albumin, present in blood and other human fluids (16). Interestingly, human se-
rum albumin also altered genes which play roles in the persistence, pathogenicity,
and antibiotic resistance of A. baumannii (17). Altogether, these observations in
strain A118 contribute to our understanding of the virulence and resistance attrib-
utes of A. baumannii infection.

If natural transformation is a major mechanism of horizontal gene transfer which
plays an important role in bacterial genomic diversification, it likely is because this pro-
cess contributes to selective advantage and evolutionary success (8). This principle is
illustrated by the observation that bacterial stress elicited by antibiotics of the fluoro-
quinolone and aminoglycoside classes induced natural transformation in S. pneumo-
niae, which lacks an SOS-like system (18). It has become a truism that selection and
emergence of antibiotic resistant bacteria is a consequence of exposure to antibiotics;
in the case of A. baumannii, natural transformation may be an important part of the
story. Indeed, addition of meropenem to human serum albumin demonstrated syner-
gistic enhancement of competence-associated genes as well as carbapenem-resistance
genes in the A118 strain and, to a lesser extent, in a clinical strain (19). Polymyxins are
cationic antimicrobial peptides that destabilize bacterial membranes and may facilitate
both the release and uptake of DNA and thus potentiate horizontal gene transfer in A.
baumannii; in a limited experimental model, polymyxins promoted low levels of trans-
formation in E. coli not treated with calcium chloride (20). Furthermore, examination of
microbial communities in different environments through metagenomic approaches
provides fascinating insights into the role of antibiotics in the emergence of A. bau-
mannii; cows untreated with antibiotics harbored communities of Acinetobacter spp.
that were similar to those found in soil, whereas cows treated with antibiotics had
overrepresentation of Acinetobacter taxa usually found in humans, including A. bau-
mannii (21).

Since its irruption in the United States in the first decade of the 21st century, MDR
A. baumannii may have peaked (22). Why is MDR A. baumannii retreating in the
United States? We do not know, but we venture that fundamental changes may have
occurred in the adaptability of A. baumannii. The work of Godeux and collaborators
presents us with powerful tools and new knowledge to understand the roles of com-
petence and natural transformation in the evolution of A. baumannii. Finally, while
we still sorely need effective therapies against this devastating pathogen, a note of
optimism may be introduced by the idea that perhaps we ourselves have changed A.
baumannii by becoming more “competent” in infection control and antibiotic stew-
ardship practices, a welcome, but frail and not at all “natural,” transformation.
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