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Abstract

Background: Acinetobacter baumannii is an important opportunistic pathogen that is rapidly evolving towards
multidrug resistance and is responsible for life-threatening infections. Carbapenems are commonly used to treat A.
baumannii infections but the emergence of carbapenemase encoding genes, such as bldoya-23-iike: O/Aoxa-24-ike,
blaoxa-ss-ike, and blaypm has been reported. Moreover, several studies have reported the co-occurrence of two
distinct carbapenemases in some isolates. The aim of the present study is to demonstrate whether the
phenomenon of co-occurrence of two distinct carbapenemase encoding genes in a single isolate still exists.

Results: We studied six strains of A. baumannii including one harboring blagya »3-ike and bldoxa 24-1ike geNes and
five with blaoxa 23-ike and blanpm genes. One colony of each strain was inoculated in sterile water and diluted
ten-fold. Each dilution was cultivated on trypticase soy agar plates for 24 h at 37 °C and the isolated bacteria were
analyzed. For two of the six tested strains, we identified two different populations of A. baumannii, each with a
different carbapenemase, genes encoding aminoglycoside modifying enzymes, resistance phenotype, and clonal
type. In addition, the two different populations had the same aspect on the agar plate.

Conclusions: Here, we demonstrate that A. baumannii infections could be linked to multiple clones harboring
different carbapenemase encoding genes in the same sample. In addition, we describe an easy method of verifying
the presence of co-occurrence of carbapenemase in one isolate.
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Background

Acinetobacter baumannii is an important opportunistic
Gram-negative bacteria pathogen that is rapidly evolving
towards multidrug resistance. Worldwide, this bacterium is
responsible for nosocomial infections and life-threatening
infections [1]. The most common treatment is the use of
carbapenems but extensive use of antimicrobial agents
within hospitals has contributed to resistance against these
antibiotics. The principal mechanism of resistance to carba-
penems in A. baumannii is the production of OXA-type
carbapenemases, such as OXA-23, OXA-24, and OXA-58
enzymes, and the new metallo-B-lactamase (MBL), New
Delhi Metallo-B-lactamase 1 (NDM-1) [1].
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The location of the carbapenemase genes is not fixed,
since some studies have described blagxa.23, blaoxa-2a
and blagxa.sg as chromosomal or plasmidic [2]. In epi-
demiologic studies, co-occurrences of carbapenemase
genes, such as blaoxa 23-blaoxa 24, blaoxa3-blanpm,
and blaoxa.sg-blanpy have been described [3-8]. In
blaoxa-2s and blanpy co-expressing Acinetobacter spp.
strains, blanpy can be acquired by plasmid [4, 9]. How-
ever, it remains unclear whether and how these
co-existing carbapenemase genes are expressed and how
they contribute to drug resistance. The aim of our study
was to provide an alternative explanation for the coexist-
ence of blagxa and blaypy genes in A. baumannii. For
this purpose, we describe an easy method of determining
whether the co-occurrence of carbapenemase genes in
such bacteria was “real” or whether it is due to the exist-
ence of different bacterial clones harboring different
genes in the same sample.

© The Author(s). 2018 Open Access This article is distributed under the terms of the Creative Commons Attribution 4.0
International License (http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and
reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to

the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver
(http://creativecommons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.


http://crossmark.crossref.org/dialog/?doi=10.1186/s12866-018-1252-2&domain=pdf
http://orcid.org/0000-0002-2402-4467
mailto:jean-marc.rolain@univ-amu.fr
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/

Page 2 of 6

Hadjadj et al. BMC Microbiology (2018) 18:107

2dA) aduanbas 1§ ‘DAISUSS § ‘JUelSISAI Y ‘B|qR|IBAR JOU ‘YN ‘UNISI[OD D) ‘BuljdAdAXOp O ‘D|0zexoyidweyns-widoyiawil 1S ‘uexooidid 4id ‘udesiwe yy ‘uniweiqoy gog ‘unkweiusb ND
‘wauadiwl g/ ‘Weuoaiize Yy ‘weldeqozel + uljjpesddid 74/ ‘PIde dJJUBINAR + UI[IDIeDN p[L ‘SWIPIZEYSD 7D ‘SWIXe1048d X1D

(S0 (95T<) (Ce<) (Tex) (r2) (952 <) (8 (ce<) (8el) (95¢<) (95T <) (95T <) (CE<)

S Y Y Y Y Y Y Y Y Y Y Y 4y C DJ-(€)o0D vevxOpiq (F=U) 9-GeHY
(G0) (95¢<) (ze<) (e<) QD) (1) ®900) (Z€<) (95T <) (95¢ <) (95T <) (95 <) (TE<) I-(,2)up

S Y Y Y Y S S Y Y Y Y Y 4 C IN-(,£)ydo £evX0p)q (9= U) V-SEHY
(§0) (95¢<) (Te<) (Te<) ¥2) (95 <) (8) (c€<) (957 <) (95T <) (957 <) (957 <) (ZE<) I-(,2)}up "O[-(£)o0D vevxopjq nun 21 )

S Y Y Y Y Y Y Y Y Y Y Y 4z IN-(£)ydo -£CVXOpjq  aAjsUBIU /2UlN L102/S0 (0L = U) SEHV
(1) o) @e<) €< Q1) (95¢<) (95¢<) (€e<) (Bcl) (95¢<) (95¢<) (95¢<) (CE<)

S Y Y Y Y Y Y Y Y Y Y Y ¥ ST / FNANpyg (9=u) g6
(§0) (957<) (ze<) (€< (957 <) @ (€600 (2€<) ©1) (957<) 9sT<) 957 <) (€<)

S Y Y Y Y S S Y Y Y Y Y 4z IN-(,)ydp £evXOp)q (¥ =U) V-6
(1) (957<) (ze<) (Te<) (95T <) (95T <) (95T <) (TE<) (957 <) (957<) (95T <) (Ce<)

S Y Y Y Y Y Y Y (8T1) Y Y Y Y 4 C IN-(£)ydo  WINpjq -£e¥XOpig - 3un sng /snd 1102/S0 (0L =U) ¥26
(S0) (€e) (ze<) (€e<) (€8) (957 <) (957 <) (C€<) (¢e) (957 <) (957 <) (95T <) (C€<)

S Y Y Y Y Y Y Y Y Y Y Y 4 sC / WANpjg £E¥XOpiq - dmelpad /YN €107/50 (0L =) 69
(1) @9 @< (e (29 (957<) (957 <) (2e<) (T€) (957<) (9sT<) (957 <) (Z€<) Hun aled

S Y Y Y Y Y Y Y Y Y Y Y Y ST / WANpjg £EYXOpig  dnIsuR| /YN €loz/€0 (0L =u) ¥29
(50) (ce) @@e<) (e (¢€) (95¢<) (95 <) (2e<) (€€) (957 <) (95 <) (95 <) (2e<)

S Y Y Y Y Y Y Y Y Y Y Y Y ST / FWANpjg -£evXOp)q suing /¥N €107/¢0 (0L =U) 865
(G0) (€9 (e<) (e<) (28 (95C<) (952 <) (Te<) () (957 <) (95¢<) (957 <) (ce<) nn 21ed

S Y Y Y Y Y Y Y Y Y Y Y Y S / “NANpjq -£¢¥X0pjq - aaisusul /YN €L07/€0 (OL=Uu)61S

(wy/6rl) sauab sauab plep (1eaf /yauow)
D od  IXS dD MW 9oL ND  Wdl  WLY  Zdl  WIL  ZVD  X1D 1S episodAboulwy  esewsuadeqied /3|dwes uoneos jo aleq urens

SSUO|D JI9Y1 PUR SUIRIIS JlUUDWINDG i [eUIDIO SY) JO SISAjeuy L d]qel



Hadjadj et al. BMC Microbiology (2018) 18:107

Results

Ten isolated colonies from the original diluted strain
were analyzed and re-identified as A. baumannii using
MALDI-TOF MS. Original strains 519, 598, 624, and
679 and all colonies tested were positive for both
blaxpy and blaogxa.pz genes before and after the limit
dilution (Table 1). We therefore considered them as
“true” strains with the co-occurrence of different carba-
penemase genes. Original strain 924 was positive for
both blaxpy and blaoxa sz genes. All 10 colonies ob-
tained after the limit dilution were tested using real time
PCR: six were positive only for the blaypy gene while
four were positive only for the blaoxa.»3 gene. The ori-
ginal strain belonged to the sequence type ST2 as were
the clones carrying the blaoxa 3 gene, whereas the
clones harboring the blaypy gene belonged to ST25
(Table 1).

Original strain AH35 was positive for both the
blaoxa-o3 and blaoxa. 24 genes, Of the 10 colonies which
were obtained after the limit dilution, six were positive
only for the blagxa.»3 gene while four were positive only
for the blaoxa.o4a gene All strains (the original strain
and the clones obtained after dilution) belonged to ST2
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(Table 1). For the original strain AH35, resistance to
aminoglycosides was due to the production of
aminoglycoside-modifying enzymes (AMEs) aph(3°)-VI,
ant(2”)-I and aac(3)-Ia. The clone (AH35-A) which was
susceptible to gentamycin and tobramycin harbored the
blaoxa-2s, aph(3’)-VI and ant(2”)-I genes whereas the
clone (AH35-B) which was resistant to these antibiotics
carried the blagxa.o4 and aac(3)-Ia genes. The original
strain 924 was positive for the presence of the
aph(3°)-VI gene. The clone (924-A) which was resistant
to amikacin harbored the blagxaos and aph(3°)-VI
genes; while no AME genes were found in the clone
(924-B) carrying the blanpy gene and resistant to ami-
kacin with relatively low MIC. Original strains AH35
and 924 were chimeras of their two clones. The results
of the antibiotic susceptibility testing (AST) of the
obtained clones after the limit dilution revealed two dif-
ferent resistance phenotypes according to the aminogly-
cosides presented in the different clones (Table 1). After
sub-culturing the two original strains (924 and AH35) in
the same conditions and the same TSA medium (Fig. 1),
we observed no phenotypic differences in terms of size,
form or color.

After
limit dilution

AH35 A
blaoxa;

AH35B
blaoyaa

After
limit dilution

924 A
blagxa3

924B
blaypm

924 blagys 3 + blaypy

Fig. 1 a Isolation of original strain AH35 blaoxa 23 and bldoxa24 on TSA medium and isolation of clones. AH35A; blaoxa»3 on the left AH35B;
blaoxa-24 on the right. b Isolation of original strain 924 blaypm and blaoxa-23 on TSA medium and isolation of clones 924A; blaoya-»3 on the left,
9248 and blaypy on the right
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Discussion
Since A. baumannii is able to remodel its genome, anti-
biotic use and the host environment might impose se-
lective forces that drive its rapid adaptive evolution.
Microscale genome modification has been revealed
through the analysis of single nucleotide polymorphisms
(SNPs) between A. baumannii strains isolated from the
same patient. This modification can lead the emergence
of resistance and to different sequence typing by modify-
ing a single allele [10]. However, this explanation cannot
be applied to our case, because ST2 and ST25 have only
two common alleles. Mutations in five alleles would be a
substantial evolution. Moreover, this cannot be an evolu-
tion of a clone because the presence of different
carbapenemase-encoding genes was also observed.
Another phenomenon, referred to as small colony vari-
ants (SCVs), mostly described in Staphylococcus aureus,
was also identified from one sample with different suscepti-
bility to antibiotics from the parent strain [11]. SCVs can
cause latent and recurrent infections and have been
observed in many genera of bacteria, including Gram-nega-
tive bacteria such as Pseudomonas aeruginosa [12]. In our
case, the populations are morphologically identical and do
not have the aspect of small colony variants.
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The presence of different populations of a same species
in the same sample had been already described in S. aureus
[13]. Similarly to our study, different clones with different
resistance phenotypes, such as methicillin-susceptible and
methicillin-resistant S. aureus strains could be isolated from
the same sample by increasing the number of colonies
tested for each sample [14].

Blaoxa-23, blaoxa-2a and blaypy can be located either
on the chromosome or plasmid. For this reason, we tend
to believe that co-occurrence with other resistance genes
is due to the presence of different genes in the same
strain. However, another explanation could be the pres-
ence of a polyclonal population of A. baumannii from
the same sample. These populations are morphologically
undetectable with the naked eye. Although the number
of strains studied was limited, our work represents the
proof of concept that co-occurrence of carbapenemases
in A. baumannii could be due to multiple clones.

Conclusion

In this work, we demonstrated that from one sample
and from an original “chimera” strain with two carbape-
nemase genes which were highly resistant to antibiotics,
we were able to isolate two less resistant strains with

1 « pure culture » of Acinetobacter
baumannii strain 924
blagys 23+ blaypm

1 clinical sample

Limit dilution

10! 102103 101

Analysis of 10 colonies

blagyy ;s ST2

Fig. 2 Example of the study of the strain 924

RT PCR fg
blagyp.3+ blaypw . B
Qg/"
o o o o o )
Selection of 2 distinct < o ﬂ.‘i £
populations o o O y 2 ol o
oo
o o o o0 O

Acinetobacter baumannii

Acinetobacter baumannii
blaypy ST25
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only one gene encoding for carbapenems resistance. The
presence of different clonal types and different genes en-
coding aminoglycoside modifying enzymes in each clone
is also evidence of polyclonal coexistence in a single
sample.

Another option, in similar case to this current study, is
the coexistence in a single sample of different clones
harboring one carbapenemase encoding gene as well as
different resistance genes. In addition, this study has
strong implications for clinical practice. The use of only
one colony from one sample to conduct AST may omit
another population which may be more resistant.

Methods

Six A. baumannii strains (924, 519, 598, 624, and 679) iso-
lated from two Algerian hospitals were studied; five A.
baumannii co-expressed blaoxa.o3 and blanpy; genes re-
covered from a hospital in Algiers, and one A. baumannii
(AH35) co-expressed blagxa_pz and blanpy gene isolated
from a urine sample in an intensive care unit in a hospital
in Setif (Table 1). These clinical isolates were taken for the
purpose of this study. Identification was confirmed using
matrix-assisted laser desorption and ionization time-
of-flight mass spectrometry (MALDI-TOF) (Microflex,
Briiker Daltonics, Bremen, Germany) [15].

For each strain, one colony was inoculated in sterile
water and diluted ten-fold to isolate a single clone. Each
dilution was cultivated on Trypticase Soy Agar (TSA)
plates for 24 h at 37 °C and isolated bacterial were ana-
lyzed. Antibiotic susceptibility was determined by mini-
mum inhibitory concentrations (MICs) using broth
microdilution method (Biocentric) for colistin and using
the E-test method (bioMérieux) for others antibiotics
tested in accordance with the European Committee on
Antimicrobial Susceptibility Testing (EUCAST). Real
time PCR was performed to verify the presence of the
blaoxa.-23, blaoxa-o4 and blaypy genes [16, 17]. Stand-
ard PCR amplification was carried out using primers for
amplification of the aph(3’)-VI, ant(2”)-I, aac(3)-Ia,
aac(6’)-Ib and armA genes [18]. Clonal types of the
isolates were determined using multilocus sequence
typing (MLST) in line with the Pasteur schemes (https://
pubmlst.org/abaumannii/). Each stage of the materials
and methods section is summarized in Fig. 2.
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