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Abstract 
Introduction: The aim of the study was to investigate the prevalence of extended-spectrum β-lactamase (ESBL) and carbapenemase production 

among clinical isolates of Enterobacteriaceae recovered from Tunisian and Libyan hospitals. 

Methodology: Bacterial isolates were recovered from patients in intensive care units and identified by biochemical tests and MALDI-TOF. 

Antibiotic susceptibility testing was performed by disk diffusion and the E-test method. ESBL and carbapenemase activities were detected 

using standard microbiological tests. Antibiotic resistance-encoding genes were screened by PCR and sequencing. Clonal relationships between 

Klebsiella pneumoniae strains were carried out using multi-locus sequence typing (MLST). 

Results: A total of 87 isolates were characterized, with 51 and 36, respectively, identified as E. coli and K. pneumoniae. Overall the resistance 

prevalence was high for aminoglycosides (> 60%), fluoroquinolones (> 80%), and extended-spectrum cephalosporins (> 94%), and was low 

for imipenem (11.4%). Among this collection, 58 strains (66.6%) were ESBL producers and 10 K. pneumoniae strains (11.4%) were 

carbapenemase producers. The antibiotic resistance-encoding genes detected were blaCTX-M-15 (51.7%), blaTEM-1 (35.6%), several variants of 

blaSHV (21.8%), and blaOXA-48 (11.4%). The MLST typing of K. pneumoniae isolates revealed the presence of multiple clones and three novel 

sequence types. Also, close relationships between the OXA-48-producing strains from Tunisia and Libya were demonstrated. 

Conclusions: This study is the first paper describing the emergence of carbapenemase- and ESBL-producing Enterobacteriaceae, sensitive to 

colistin, isolated in Tunisia and Libya. Active surveillance and testing for susceptibility to colistin should be implementing because resistance 

to colistin, mainly in Klebsiella, has been recently reported worldwide.  
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Introduction 
Enterobacteriaceae are the most common 

pathogens causing both community-acquired and 

hospital-acquired infections, including infections of the 

urinary and gastrointestinal tracts, peritonitis, 

meningitis, sepsis, and medical device-associated 

infections [1]. The infections caused by these bacteria 

are associated with significant morbidity and mortality. 

In fact, a previous report in Israel demonstrated that the 

mortality rates investigated in clinical studies ranged 

from 22% to 72% [2]. Within this family, E. coli is a 

frequent cause of urinary tract infections, and K. 

pneumoniae is an important cause of pneumonia [3]. 

Emerging resistance in Enterobacteriaceae is a 

significant problem that requires immediate attention. 

Indeed, resistance phenotype due to the production of 

extended-spectrum β-lactamases (ESBLs) and 

carbapenemases is becoming a major public health 

concern worldwide [1,4]. ESBLs include class A β-

lactamases, namely TEM and SHV, which confer 

resistance to ampicillin, amoxicillin, and other 

penicillins, as well as cephalosporins [3]. 
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Enterobacteriaceae may also express ESBLs that are 

not closely related to TEM- or SHV-related species, 

including CTX-M- and OXA-type ESBLs. These 

ESBLs are typically plasmid-mediated rather than 

chromosomally mediated β-lactamases [5]. ESBLs that 

hydrolyze carbapenems should be distinguished from 

other β-lactamases [3]. Indeed, they have broader-range 

activity, covering carbapenems as well as extended-

spectrum cephalosporins [6]. The clinically most 

important groups are the increasingly emerging NDM-

1, KPC, and OXA-48 enzymes; their producers are 

spread around the world, becoming an alarming public 

health problem [7]. ESBL- and carbapenemase-

producing Enterobacteriaceae strains are being 

increasingly reported in Europe, South America, Asia, 

Oceania, and Africa [8]. The situation is still worse in 

low-income countries, where there is a lack of 

antimicrobial-resistance surveys and an absence of 

adequate policies on antibiotics use [9,10]. The poor 

state of health has undoubtedly exacerbated the 

problem of antimicrobial resistance in these countries 

[10]. In Tunisia and Libya, misuse of antimicrobial 

agents by the public is widespread. Indeed, in both 

countries, antimicrobials can be purchased from 

pharmacies without a prescription, which has led to the 

rapid emergence of many resistant bacteria. In addition, 

there is a lack of infection prevention policies and 

simple control measures, such as hand hygiene, to avoid 

the spread of pathogens in the hospital setting [9,10]. 

In view of the emergence of ESBLs and 

carbapenemases in Tunisia [9,11-13] and because there 

is no detailed information on the occurrence of these 

enzymes in Libyan hospitals, this study was undertaken 

to investigate the prevalence of antibiotic resistance and 

to characterize the molecular mechanisms of these 

resistances in E. coli and K. pneumoniae clinical 

isolates collected from Libyan and Tunisian hospitals. 

Herein, we describe the first multiclonal spread of K. 

pneumoniae-harbored blaOXA-48 and ESBL-encoding 

genes in Libyan hospitals. 

 

Methodology 
Bacterial isolates 

A total of 87 clinical isolates were collected over 12 

months, between March 2014 and March 2015. Among 

these strains, 47 were recovered from Benghazi 

Medical Center (BMC), Benghazi, Libya, and 40 strains 

were isolated from Avicenne Clinic in Tunisia. All 

strains were isolated from hospitalized patients in 

intensive care units (ICUs). The isolates were 

previously identified using biochemical tests, a Phoenix 

automated microbiology system, and confirmed by 

matrix-assisted laser desorption and ionization time-of-

flight mass spectrometry (MALDI-TOF MS). 

 

Antibiotic susceptibility testing 

Antibiotic susceptibility was determined on 

Mueller-Hinton agar using the standard disk diffusion 

method as described by the Antibiogram Committee of 

the French Society for Microbiology (CA-SFM) 

(www.sfm-microbiologie.org). Sixteen antibiotics were 

tested, including ceftazidime, cefotaxime, amoxicillin-

clavulanic acid, ceftriaxon, amoxicillin, aztreonam, 

ertapenem, imipenem, gentamicin, amikacin, 

ciprofloxacin, nalidixic acid, nitrofurantoin, cefoxitin, 

trimethoprim-sulfamid, and colistin (BIORAD, 

Marnes-la-Coquette, France). 

For all isolates, minimum inhibitory concentrations 

(MICs) of ceftazidime and imipenem were determined 

using an E-test strip (AB BioMerieux, Grenoble, 

France). MICs values were interpreted according to the 

CA-SFM breakpoints. 

 

Phenotypic detection of ESBLs and carbapenemases 

ESBL production was detected by a double-disk 

synergy test (DDST). Enhancement of the inhibition 

zone between the disks containing clavulanic acid and 

cefotaxime, ceftazidime, or aztreonam indicated the 

presence of ESBL production [14]. Imipenem-resistant 

isolates were screened for carbapenemase production 

using the modified Hodge test (MHT), the modified 

Carba NP test (MCNP) and the EDTA test as previously 

described [15-18]. 

 

Molecular detection of antibiotic-resistance-encoding 

genes 

Conventional polymerase chain reaction (PCR) was 

performed to identify Ambler class A ESBL genes 

using specific primers for blaCTX, blaTEM, blaSHV, blaPER, 

blaVEB, and blaGES genes. Real-time PCR and 

conventional PCR were performed for the blaKPC, 

blaOXA-48, and blaNDM genes for imipenem-resistant 

strains [4]. Primers used for PCR and RT-PCR 

amplification of carbapenemases, ESBLs, and metallo-

β-lactamases (MBLs) genes are listed in Table 1. 

Strains used as positive controls were K. pneumoniae 

KPNASEY (CTX-M, TEM, SHV, and NDM producer), 

E. coli CMUL64 (OXA-48 producer), and K. 

pneumoniae ST512 (KPC producer). 

 

DNA sequencing 

PCR products were purified and sequenced using 

the Big Dye terminator chemistry on an ABI 3730 

automated sequencer (Applied Biosystems, Foster City, 
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USA). The obtained nucleotide sequences and their 

deduced amino acids sequences were compared against 

the NCBI database using, respectively, BlastN and 

BlastP functionalities. (www.ncbi.nlm.nih.gov). 

 

Molecular strain typing 

The clonal relationships between imipenem-

resistant K. pneumonie isolates were studied by multi-

locus sequence typing (MLST). Isolates were attributed 

to a sequence type (ST) number according to the allelic 

profiles available in the Institute Pasteur's MLST web 

site (www.pasteur.fr/mlst). 

 

Results 
After identification, it was possible to conclude that 

the collection of 87 isolates included 51 strains of E. 

coli and 36 of K. pneumoniae. Antibiotic susceptibility 

testing for the 87 isolates is summarized in Figure 1. In 

general, a high prevalence of resistance was observed 

against the greater part of antibiotics, especially third-

generation cephalosporins. Eighty percent of the 

isolates were very highly resistant to ceftazidime, 

cefotaxime, amoxicillin-clavulanic acid, amoxicillin, 

and ciprofloxacin. In addition, 10 strains of K. 

pneumoniae showed a high level of resistance to 

carbapenems, with MICs for imipenem > 16 mg/L 

(Table 2). In the present study, only ESBLs and 

carbapenemase-producing Enterobacteriaceae were 

presented in Table 2 and Table 3. All isolates were 

susceptible to colistin. The double-disk synergy test 

showed that 66.6% of isolates were ESBL positive. 

Detection of blaCTX-M, blaSHV and blaTEM using PCR 

amplification showed that 58 strains were positive for 

the genes encoding these enzymes. As shown in Table 

2, the nucleotide sequences of the amplicons revealed 

the presence of sequences that were 100% similar to 

that of blaCTX-M-15, blaTEM-1 and many variants of blaSHV 

(Table 3). None of the isolates harbored either the 

blaPER, blaVEB or blaGES genes. The results of 

carbapenemase production tests showed that all 

imipenem-resistant isolates were positive by MHT and 

MCNP, suggesting carbapenemase production. 

However, the activity of β-lactamases was not inhibited 

by EDTA, an indicated that the imipenem-resistant 

isolates were not MBL producers.

Figure 1. Antibiotic susceptibility of Escherichia coli and 

Klebsiella pneumoniae clinical strains. 

CAZ: Ceftazidime, CTX: Cefotaxime, AMC: Amoxicillin-Clavulanic 
Acid, CRO: Cefriaxon, AX: Amoxicillin, ATM: Aztreonam, ETP: 

Ertapenem, IMP: Imipenem, CN: Gentamicin, AK: Amikacin, CIP: 

Ciprofloxacin, NA: Nalidixic Acid, F: Nitrofurantoin, FOX: Cefoxitin, 

SXT: Trimethoprim-Sulfamid, CT: Colistin. 

Table 1. Primers used for PCR and real-time PCR amplification of carbapenemases, ESBLs, and MBLs genes. 

Gene name Type of PCR Primer name Primer sequence (5’  3’) 
Amplicon 

size (bp) 

blaCTX-M Standard PCR 
CTX-F 

CTX-R 

TTTGCGATGTGCAGTACCAGTAA 

CGATATCGTTGGTGGTGCCATA 
544 

blaTEM Standard PCR 
TEM-F 

TEM-R 

ATGAGTATTCAACATTTCCGTG 

TTACCAATGCTTAATCAGTGAG 
861 

blaSHV Standard PCR 
SHV-F 

SHV-R 

TTTATGGCGTTACCTTTGACC 

ATTTGTCGCTTCTTTACTCGC 
1051 

blaOXA-48 

Standard PCR 
OXA-48-F 

OXA-48-R 

TTGGTGGCATCGATTATCGG 

GAGCACTTCTTTTGTGATGGC 
744 

Real-time PCR 
OXA-48-F 

OXA-48-R 

TCTTAAACGGGCGACCAAG 

GCGTCTGTCCATCCACTTA 
125 

blaNDM-1 

Standard PCR 
NDM-1-F 

NDM-1-R 

CATTTGCGGGGTTTTTATG 

CTGGGTCGAGGTCAGGATAG 
1022 

Real-time PCR 
NDM-1-F 

NDM-1-R 

GCGCAACACAGCCTGACTTT 

CAGCCACCAAAAGCGATGTC 
155 

blaKPC 

Standard PCR 
KPC-F 

KPC-R 

ATGTCACTGTATCGCCGTCT 

TTTTCAGAGCCTTACTGCCC 
893 

Real-time PCR 
KPC-F 

KPC-R 

GATACCACGTTCCGTCTGGA 

GGTCGTGTTTCCCTTTAGCC 
180 

PCR : polymerase chain reaction ; ESBL : extended-spectrum β-lactamase ; MBL : metallo β-lactamase. 



 

 

 
Table 2. Phenotypic and genotypic characteristics features of the Tunisian and Libyan Klebsiella pneumoniae clinical isolates producing ESBLs and carbapenemases. 

Isolate Location 
Date of 

isolation 
Ward 

Type of 

swab 

ESBL 

synergy test 

IMP 

MIC 

(μg/mL) 

ESBLs and carbapenemases 

       CTX-M-U TEM SHV OXA ST 

2251 Tunis 4-2014 ICU Tracheal + > 16 CTX-M-15 TEM-1 SHV-11 OXA-48 101 

8119 Tunis 4-2014 ICU Tracheal + > 16   SHV-28 OXA-48 101 

1676 Tunis 4-2014 ICU Tracheal + > 16 CTX-M-15 TEM-1 SHV-11 OXA-48 101 

5236 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15 TEM-1 SHV-38  29 

9142 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15 TEM-1 SHV-1  1065 

5933 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15 TEM-1 SHV-11  969 

2295 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15 TEM-1 SHV-11  17 

8332 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15  SHV-132  111 

6086 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15 TEM-1 SHV-1  1657 

6163 Tunis 4-2014 ICU Tracheal + < 2 CTX-M-15  SHV-132  1112 

58 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 100 

694 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 101 

330 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 1949 

695 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 101 

76 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 101 

203 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 1950 

82 Benghazi 4-2014 ICU Tracheal - > 16    OXA-48 1951 

2 Benghazi 4-2014 ICU Tracheal - < 2 CTX-M-15 TEM-1 SHV-187  20 

51 Benghazi 4-2014 ICU Tracheal + < 2 CTX-M-15 TEM-1   414 

79 Benghazi 4-2014 ICU Tracheal + < 2 CTX-M-15  SHV-26  101 

33 Benghazi 4-2014 ICU Tracheal + < 2 CTX-M-15    1322 

88 Benghazi 4-2014 ICU Tracheal + < 2 CTX-M-15    1322 

ICU: intensive care unit; IMP: imipenem; MIC: minimum inhibitory concentration; ST: sequence type. 
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  Table 3. Phenotypic and genotypic characteristics features of the Tunisian and Libyan Escherichia coli clinical isolates producing ESBLs. 

Isolate Location 
Date of isolation 

(mm-yyyy) 
ESBLs 

   CTX- M-U TEM SHV 

9671 Tunis 4-2014 CTX -M-15  SHV-12 

8069 Tunis 4-2014 CTX- M-15 TEM-1  

7592 Tunis 4-2014 CTX- M-15 TEM-1 SHV-11 

7898 Tunis 4-2014 CTX- M-15 TEM-1  

6042 Tunis 4-2014 CTX -M-15   

5868 Tunis 4-2014 CTX -M-15 TEM-1  

2631 Tunis 4-2014 CTX -M-15 TEM-1 SHV-11 

2360 Tunis 4-2014 CTX -M-15   

4316 Tunis 4-2014 CTX -M-15   

9160 Tunis 4-2014  TEM-1  

8892 Tunis 4-2014 CTX -M-15   

6576 Tunis 4-2014 CTX -M-15   

2584 Tunis 4-2014 CTX -M-15   

5728 Tunis 4-2014 CTX -M-15   

8853 Tunis 4-2014 CTX -M-15   

6194 Tunis 4-2014 CTX -M-15   

1111 Tunis 4-2014 CTX -M-15   

1 Benghazi 4-2014 CTX -M-15 TEM-1  

2 Benghazi 4-2014  TEM-1  

3 Benghazi 4-2014 CTX -M-15 TEM-1 SHV-2 

4 Benghazi 4-2014 CTX -M-15   

5 Benghazi 4-2014 CTX -M-15   

6 Benghazi 4-2014 CTX -M-15 TEM-1  

7 Benghazi 4-2014  TEM-1  

8 Benghazi 4-2014 CTX -M-15   

9 Benghazi 4-2014  TEM-1  

10 Benghazi 4-2014  TEM-1  

11 Benghazi 4-2014  TEM-1  

12 Benghazi 4-2014 CTX -M-15 TEM-1  

13 Benghazi 4-2014 CTX -M-15   

14 Benghazi 4-2014 CTX -M-15   

15 Benghazi 4-2013 CTX -M-15 TEM-1  

16 Benghazi 4-2013 CTX -M-15   

17 Benghazi 4-2013 CTX -M-15   

18 Benghazi 4-2013 CTX -M-15   

213 Benghazi 4-2013  TEM-1  

184 Benghazi 4-2013  TEM-1  

113 Benghazi 4-2013  TEM-1  

608 Benghazi 4-2013  TEM-1  

560 Benghazi 4-2013 CTX -M-15 TEM-1 SHV-28 

690 Benghazi 4-2013 CTX -M-15 TEM-1 SHV-28 

635 Benghazi 4-2013 CTX -M-15   

340 Benghazi 4-2013 CTX -M-15   

ESBL: extended-spectrum β-lactamase 
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Screening for carbapenemase-encoding genes by 

PCR showed that all 10 isolates contained a blaOXA-48-

like gene (Table 2). All of the isolates were negative 

against blaKPC-like or blaNDM genes.  

All 36 K. pneumoniae isolates were analyzed by 

MLST, and different STs were observed (Table 2). This 

analysis showed that the 36 isolates of K. pneumoniae 

belong to 15 different STs. The most frequent clone was 

ST101, corresponding to imipenem-resistant K. 

pneumoniae strains (Table 2). 

Using MLST analysis, three isolates of K. 

pneumoniae collected from BMC, Libya, were found to 

have novel STs. K. pneumoniae 330 was assigned as 

ST1949, K. pneumoniae 203 was assigned as ST1950, 

and K. pneumoniae 82 was assigned as ST1951. It is 

worth mentioning that those isolates were positive for 

OXA-48. 

 

Discussion 
In this study, we characterized carbapenemase- and 

ESBLs-producing E. coli and K. pneumoniae clinical 

isolates isolated from patients admitted to Tunisian and 

Libyan hospitals. Among the 87 isolates, about two-

thirds produced ESBLs. Several studies have also 

shown the emerging problem of ESBL-producing E. 

coli and K. pneumoniae isolates in different geographic 

regions, including the Mediterranean basin [19] and 

North Africa [9,20-23]. In our work, blaCTX-M-15 was the 

most frequently detected (54%) gene in the ESBL-

positive Tunisian and Libyan isolates. These results 

suggest that blaCTX-M-15 is the most common gene 

responsible for mediating extended-spectrum 

cephalosporin resistance in these isolates. These data 

confirm previous studies showing that this enzyme is 

widely present in Tunisia [11,21,24-31] (Table 4). 

Indeed, Mamlouk et al. detected the blaCTX-M-15 gene in 

Table 4. Studies reporting ESBL-producing Enterobacteriaceae in Tunisia and Libya. 

Country Location Year Species Enzymes described Journal Reference 

Tunisia Tunis 2004 K. pneumoniae SHV-12, SHV-2a Microb Drug Resist [25] 

Tunisia Sfax 2006 K. pneumoniae CTX-15, CMY-4 
Antimicrob Agents 

Chemother 
[11] 

Tunisia Tunis 2006 K. pneumoniae, E. coli CTX-M-15, CTX-M-16 J Clin Microbiol [30] 

Tunisia Tunis 2007 E. coli TEM-15 
Diag Microbiol 

Infect Dis 
[22] 

Tunisia Tunis 2008 K. pneumoniae, E. coli 

OXA-1, TEM-1, SHV-1, 

SHV-11, SHV-27, SHV-103, 

CTX-M-15 

Int J Antimicrob 

Agents 
[24] 

Tunisia Tunis 2009 K. pneumoniae TEM-164 Microb Drug Resist [21] 

Tunisia Sousse 2009 
K. pneumoniae,  

C. freundii, E. coli 

CTX-M-15, SHV-2a, SHV-

12, SHV-28, TEM-1 

Clin Microbiol 

Infect 
[26] 

Tunisia Sousse 2010 K. pneumoniae, E. coli 
CTX-M-15, SHV-12, SHV-

2a 
Microb Drug Resist [27] 

Tunisia Monastir 2010 K. pneumoniae 
CTX-M-15, CTX-M-14, 

CTX-27, SHV-12, SHV-2a 

Clin Microbiol 

Infect 
[31] 

Tunisia Mahdia 2012 E. cloacae SHV-12 Microb Pathog [23] 

Tunisia Tunis 2013 E. coli CTX-M-15, SHV-12 Microb Drug Resist [29] 

Tunisia Tunis 2014 E. coli CTX-M-15 Folia Microbiol [28] 

Libya Zawiya 2015 E. coli TEM, CTX Libyan J Med [32] 

 

 
Table 5. Studies reporting OXA-48 producing Enterobacteriaceae in North Africa. 

Country Year Isolate source Species 
Carbapenemase 

described 
References 

Tunisia 2012 Urine K. pneumoniae OXA-48 [23] 

Tunisia 2012 NA K. pneumoniae OXA-48 [36] 

Tunisia 2012 Pus, urine, blood 
K. pneumoniae, C. 

freundii 
OXA-48 [13] 

Morocco 2011 Urine, rectal swab Enterobacteriaceae OXA-48 [46] 

Morocco 2012 NA Enterobacteriaceae OXA-48 [45] 

Morocco 2012 NA E. coli OXA-48 [44] 

Morocco 2014 Rectal swabs Enterobacteriaceae OXA-48 [34] 

Egypt 2013 Feces, exudate, blood E. coli OXA-48 [43] 

Algeria 2014 NA E. coli OXA-48 [33] 

NA: not available 
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30% of Enterobacteriaceae (35 E. coli and 27 K. 

pneumoniae) collected from different wards of Charles 

Nicolle Hospital in Tunis [30]. More recently, in 2014, 

Ferjani et al. reported that 88% of cefotaxime-resistant 

E. coli strains, isolated from urine of patients in a 

Tunisian hospital, harbored the blaCTX-M-15 gene [28]. 

These studies confirm the current spread of the CTX-

M-15 encoding-gene, which encodes the most prevalent 

β-lactamase detected among ESBL-positive K. 

pneumoniae and E. coli strains in Tunisian hospitals 

(Table 4). The increased consumption of cefotaxime 

and ceftazidime might have contributed to the 

emergence of ESBLs, and particularly these CTX-M-

type enzymes. The occurrence of the blaSHV-11 encoding 

gene among the ESBL-positive Tunisian strains is 

consistent with the finding of Abbassi et al., who 

reported the blaSHV-11 encoding gene in K. pneumoniae 

ESBL-positive isolates recovered in the Centre of Bone 

Marrow Transplantation of Tunisia [24] (Table 4). 

However, in Libya, few articles have been published 

describing the presence of ESBL-producing 

Enterobacteriaceae [32] (Table 4). In this study, similar 

phenotypes and genotypes related to antibiotic 

resistance were found in Tunisia and Libya. Indeed, in 

North Africa, many studies also demonstrated the 

incidence of ESBL-producing E. coli and K. 

pneumoniae. Agabou et al. demonstrated the frequency 

and diversity of ESBLs produced by E. coli isolates 

from patients hospitalized in the Regional Military 

Hospital of Constantine in Algeria [33]. Additionally, 

in Morocco, Girlich et al. reported the high rate of fecal 

carriage of ESBL-producing Enterobacteriaceae at a 

university hospital [34]. In Egypt, a neighboring 

country of Libya, the CTX-M-15 encoding-gene has 

been found in clinical isolates of E. coli from Cairo 

[35]. 

Interestingly, we identified the presence of the 

blaOXA-48 gene in ten imipenem-resistant K. pneumoniae 

isolates in our study. Indeed, three Tunisian and seven 

Libyan K. pneumoniae isolates resistant to imipenem 

were found to produce OXA-48 (Table 3). Several 

studies concerning the emergence of OXA-48-

producing K. pneumoniae have been reported in Tunisia 

(Table 5), but our study is the first that detected OXA-

48-positive K. pneumoniae isolated directly from 

patients hospitalized in Libyan hospitals. Indeed, in 

Tunisia, two carbapenem-resistant K. pneumoniae 

clinical isolates carrying the plasmid-harbored OXA-48 

carbapenemase gene were reported in 2010 [12]. Ktari 

et al. reported the spread of 21 (13.7%) K. pneumoniae 

isolates producing the blaOXA-48 encoding-gene in a 

Tunisian university hospital [36]. In 2012, Saidani et al. 

screened 21 ESBL-producing Enterobacteriaceae with 

reduced susceptibilities to carbapenems; they found that 

5 of the 21 isolates investigated were OXA-48 positive 

[13]. More recently, among enterobacterial clinical 

isolates recovered in the Center of Maternity and 

Neonatology of Monastir, Tunisia, Charfi et al. 

identified one isolate positive for the OXA-48 gene that 

co-expressed the blaCTX-M-15 gene [37]. These data 

showed the dissemination of imipenem-resistant K. 

pneumoniae carrying the blaOXA-48 gene in Tunisian 

hospitals (Table 5).  

Concerning Libya, to the best of our knowledge, our 

study is the first that detected the emergence of OXA-

48-producing K. pneumoniae in this country. However, 

three studies reported the presence of OXA-48-

producing K. pneumoniae isolated from Libyan patients 

transferred to Europe for treatment. Indeed, Kocsis et 

al. reported that a carbapenem-resistant K. pneumoniae 

carrying the blaOXA-48 gene was recovered from the 

blood culture of a Libyan patient hospitalized in the 

ICU of the Sacro Cuore-Don Calabria Hospital in 

Negrar, Italy [38]. Italy is the country with the highest 

incidence of OXA-48-producing K. pneumoniae 

isolates, and has been considered to be the epicenter of 

the spread of this enzyme in Mediterranean basin [39]. 

Indeed, several isolates of K. pneumoniae producing 

OXA-48 have been reported, proving that the situation 

in this country is becoming endemic [39,40]. In 

addition, Pirš et al. reported the first case of OXA-48-

producing K. pneumoniae in Slovenia, isolated from a 

rectal swab collectedfrom a patient transferred from 

Libya. The patient was colonized by both ESBL-

producing E. coli and ESBL- and OXA-48-producing 

K. pneumoniae [41]. Hammerum et al. reported that 

patients transferred from Libya to Denmark carried 

OXA-48-producing K. pneumoniae [42].These studies 

underscore the importance of an early warning system 

at the European level and screening upon admission of 

patients transferred across countries. These findings 

may also confirm that North Africa, including Tunisia 

and Libya, are considered to be reservoirs of 

oxacillinase producers, particularly OXA-48; to date, 

this enzyme represents the most common 

carbapenemase type circulating in this region [43-46] 

(Table 5). Recently, in 2014, Agabou et al. reported the 

first description of OXA-48-producing E. coli and the 

pandemic clone ST131 from patients hospitalized at the 

Regional Military Hospital of Constantine [33]. In 

Morocco, Girlich et al. showed a high prevalence of 

multidrug-resistant Enterobacteriaceae, and 

particularly OXA-48 producers, at a university hospital 

[34] (Table 5). MLST analysis of Tunisian and Libyan 
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isolates showed the occurrence of multiple clones, with 

clones belonging to ST101 being the most frequent.  

This is the first report using MLST analysis for 

typing of K. pneumoniae isolates in Libya, but MLST 

analysis studies have reported that ST101 is the most 

prevalent ST type in Tunisia. Indeed, the results of this 

work are consistent with the studies of Charfi et al., who 

assigned the K. pneumoniae KP51 strain to ST101, a 

widespread clone harboring various β-lactamases, 

mostly OXA-48, which had been already reported in 

Tunisia and which had also accounted for an outbreak 

in Spain [37,47]. In addition, Cuzon et al. reported a 

plasmid-mediated OXA-48 in K. pneumoniae ST101 

from Tunisia [48]. Three novel STs were found among 

the K. pneumoniae isolates from Benghazi, Libya: 

ST1949, ST1950, and ST1951. These isolates were 

positive for OXA-48, as were other isolates assigned to 

previously described STs (20, 100, 101, 414, and 1322). 

These findings show that BMC, which is a tertiary 

hospital in Benghazi and covers the eastern part of 

Libya in terms of providing healthcare services, may 

suffer from multiclonal spread of nosocomial 

pathogens; more importantly, the CTX-M-15 and 

OXA-48-producing K. pneumoniae detected in this 

study demonstrates the long-standing infection control 

problems needing urgent attention. 

 

Conclusions 
This study described the emergence of ESBL- and 

carbapenemase-producing Enterobacteriaceae in 

Tunisian and Libyan hospitals. These findings are of 

great concern because of the rapid dissemination of 

multidrug-resistant bacteria, particularly carbapenem-

resistant strains, which represent a major therapeutic 

and epidemiological threat. The implementation of 

strict infection prevention and control precautions in 

addition to regular surveillance studies is urgently 

needed to contain the increasing spread of nosocomial 

pathogens in these countries. 

 
 
Acknowledgements 
We thank Linda Hadjadj, a technician in URMITE (Unité de 

Recherche sur les Maladies Infectieuses et Tropicales 

Emergentes), for her grateful assistance. This work was 

partly funded by CNRS and IHU Méditerranée Infection. 

This work was supported by the Ministry of Higher 

Education and Scientific Research of Tunisia, offering a 

scholarship to Najla Mathlouthi in Aix-Marseille-University, 

France. 

 

References 
1. Paterson DL (2006) Resistance in Gram-negative bacteria: 

Enterobacteriaceae. Am J Infect Control 34 Suppl 1: 20-28. 

2. Borer A, Saidel-Odes L, Riesenberg K, Eskira S, Peled N, 

Nativ R, Schlaeffer F, Sherf M (2009) Attributable mortality 

rate for carbapenem-resistant Klebsiella pneumoniae 

bacteremia. Infect Control Hosp Epidemiol 30: 972-976. 

3. Kiratisin P, Apisarnthanarak A, Laesripa C, Saifon P (2008) 

Molecular characterization and epidemiology of extended-

spectrum-beta-lactamase-producing Escherichia coli and 

Klebsiella pneumoniae isolates causing health care-associated 

infection in Thailand, where the CTX-M family is endemic. 

Antimicrob Agents Chemother 52: 2818-2824. 

4. Diene SM, Rolain JM (2014) Carbapenemase genes and 

genetic platforms in Gram-negative bacilli: 

Enterobacteriaceae, Pseudomonas and Acinetobacter species. 

Clin Microbiol Infect 20: 831-838. 

5. N G M, Math C, Nagshetty K, Patil SA, Gaddad SM, 

Shivannavar CT (2014) Antibiotic susceptibility pattern of 

ESβL producing Klebsiella pneumoniae isolated from urine 

samples of pregnant women in Karnataka. J Clin Diagn Res 8: 

DC08-DC11. 

6. Nordmann P, Dortet L, Poirel L (2012) Carbapenem resistance 

in Enterobacteriaceae: here is the storm! Trends Mol Med 18: 

263-272. 

7. Hrabak J, Chudackova E, Papagiannitsis CC (2014) Detection 

of carbapenemases in Enterobacteriaceae: a challenge for 

diagnostic microbiological laboratories. Clin Microbiol Infect 

20: 839-853. 

8. Nordmann P, Poirel L (2014) The difficult-to-control spread of 

carbapenemase producers among Enterobacteriaceae 

worldwide. Clin Microbiol Infect 20: 821-830. 

9. Chouchani C, Marrakchi R, El Salabi A(2011) Evolution of 

beta-lactams resistance in Gram-negative bacteria in Tunisia. 

Crit Rev Microbiol 37: 167-177. 

10. Ghenghesh KS, Rahouma A, Tawil K, Zorgani A, Franka E 

(2013) Antimicrobial resistance in Libya: 1970-2011. Libyan J 

Med 8: 1-8. 

11. Ktari S, Arlet G, Mnif B, Gautier V, Mahjoubi F, Ben JM, 

Bouaziz M, Hammami A (2006) Emergence of multidrug-

resistant Klebsiella pneumoniae isolates producing VIM-4 

metallo-beta-lactamase, CTX-M-15 extended-spectrum beta-

lactamase, and CMY-4 AmpC beta-lactamase in a Tunisian 

university hospital. Antimicrob Agents Chemother 50: 4198-

4201. 

12. Lahlaoui H, Poirel L, Barguellil F, Moussa MB, Nordmann P 

(2012) Carbapenem-hydrolyzing class D beta-lactamase OXA-

48 in Klebsiella pneumoniae isolates from Tunisia. Eur J Clin 

Microbiol Infect Dis 31: 937-939. 

13. Saidani M, Hammami S, Kammoun A, Slim A, Boutiba-Ben 

Boubaker I(2012) Emergence of carbapenem-resistant OXA-

48 carbapenemase-producing Enterobacteriaceae in Tunisia. J 

Med Microbiol 61: 1746-1749. 

14. Bakour S, Touati A, Bachiri T, Sahli F, Tiouit D, Naim M, 

Azouaou M, Rolain JM (2014) First report of 16S rRNA 

methylase ArmA-producing Acinetobacter baumannii and 

rapid spread of metallo-beta-lactamase NDM-1 in Algerian 

hospitals. J Infect Chemother 20: 696-701. 

15. Dortet L, Poirel L, Errera C, Nordmann P (2014) CarbAcineto 

NP test for rapid detection of carbapenemase-producing 

Acinetobacter Spp. J Clin Microbiol 52: 2359-2364. 

16. Dortet L, Poirel L, Nordmann P (2012) Rapid identification of 

carbapenemase types in Enterobacteriaceae and Pseudomonas 



Mathlouthi et al. –Carbapenemases and ESBLs in Tunisia and Libya    J Infect Dev Ctries 2016; 10(7):718-727. 

726 

Spp. by using a biochemical test. Antimicrob Agents 

Chemother 56: 6437-6440. 

17. Lee K, Kim CK, Yong D, Jeong SH, Yum JH, Seo YH, 

Docquier JD, Chong Y (2010) Improved performance of the 

modified hodge test with MacConkey agar for screening 

carbapenemase-producing Gram-negative bacilli. J Microbiol 

Methods 83: 149-152. 

18. Yong D, Lee K, Yum JH, Shin HB, Rossolini GM, Chong Y 

(2002) Imipenem-EDTA disk method for differentiation of 

metallo-beta-lactamase-producing clinical isolates of 

pseudomonas Spp. and Acinetobacter Spp. J Clin Microbiol 40: 

3798-3801. 

19. Canton R, Novais A, Valverde A, Machado E, Peixe L, 

Baquero F, Coque TM (2008) Prevalence and spread of 

extended-spectrum beta-lactamase-producing 

Enterobacteriaceae in Europe. Clin Microbiol Infect 14 Suppl 

1: 144-153. 

20. Baba Ahmed-Kazi TZ, Arlet G (2014) News of antibiotic 

resistance among Gram-negative bacilli in Algeria. Pathol Biol 

62: 169-178. 

21. Ben AN, Mercuri PS, Ben MM, Galleni M, Belhadj O (2009) 

Characterization of a novel extended-spectrum TEM-type 

beta-lactamase, TEM-164, in a clinical strain of Klebsiella 

pneumoniae in Tunisia. Microb Drug Resist 15: 195-199. 

22. Chouchani C, Ben AN, M'Charek A, Belhadj O (2007) First 

characterization in Tunisia of a TEM-15, extended-spectrum 

beta-lactamase-producing Klebsiella pneumoniae isolate. 

Microb Drug Resist 13: 114-118. 

23. Lahlaoui H, Anis BH, Mohamed K, Mohamed BM (2012) 

Emergence of SHV-12 extended spectrum beta-lactamase 

among clinical isolates of Enterobacter cloacae in Tunisia. 

Microb Pathog 53: 64-65. 

24. Abbassi MS, Torres C, Achour W, Vinue L, Saenz Y, Costa D, 

Bouchami O, Ben HA (2008) Genetic characterisation of CTX-

M-15-producing Klebsiella pneumoniae and Escherichia coli 

strains isolated from stem cell transplant patients in Tunisia. Int 

J Antimicrob Agents 32: 308-314. 

25. Ben-Hamouda T, Foulon T, Ben-Mahrez K (2004) 

Involvement of SHV-12 and SHV-2a encoding plasmids in 

outbreaks of extended-spectrum beta-lactamase-producing 

Klebsiella pneumoniae in a Tunisian neonatal ward. Microb 

Drug Resist 10: 132-138. 

26. Dahmen S, Bettaieb D, Mansour W, Boujaafar N, Bouallegue 

O, Arlet G (2010) Characterization and molecular 

epidemiology of extended-spectrum beta-lactamases in clinical 

isolates of Enterobacteriaceae in a Tunisian university 

hospital. Microb Drug Resist 16: 163-170. 

27. Dahmen S, Poirel L, Mansour W, Bouallegue O, Nordmann P 

(2010) Prevalence of plasmid-mediated quinolone resistance 

determinants in Enterobacteriaceae from Tunisia. Clin 

Microbiol Infect 16: 1019-1023. 

28. Ferjani S, Saidani M, Ennigrou S, Hsairi M, Slim AF, Ben 

Boubaker IB (2014) Multidrug resistance and high virulence 

genotype in uropathogenic Escherichia coli due to diffusion of 

ST131 clonal group producing CTX-M-15: an emerging 

problem in a Tunisian hospital. Folia Microbiol 59: 257-262. 

29. Hammami S, Saidani M, Ferjeni S, Aissa I, Slim A, Boutiba-

Ben Boubaker I(2013) Characterization of extended spectrum 

beta-lactamase-producing Escherichia coli in community-

acquired urinary tract infections in Tunisia. Microb Drug 

Resist 19: 231-236. 

30. Mamlouk K, Boutiba-Ben B, I, Gautier V, Vimont S, Picard B, 

Ben RS, Arlet G (2006) Emergence and outbreaks of CTX-M 

beta-lactamase-producing Escherichia coli and Klebsiella 

pneumoniae strains in a Tunisian hospital. J Clin Microbiol 44: 

4049-4056. 

31. Elhani D, Bakir L, Aouni M, Passet V, Arlet G, Brisse S, Weill 

FX (2010) Molecular epidemiology of extended-spectrum 

beta-lactamase-producing Klebsiella pneumoniae strains in a 

university hospital in Tunis, Tunisia, 1999-2005. Clin 

Microbiol Infect 16: 157-164. 

32. Abujnah AA, Zorgani A, Sabri MA, El-Mohammady H, 

Khalek RA, Ghenghesh KS (2015) Multidrug resistance and 

extended-spectrum beta-lactamases genes among Escherichia 

coli from patients with urinary tract infections in Northwestern 

Libya. Libyan J Med 10: 26412. 

33. Agabou A, Pantel A, Ouchenane Z, Lezzar N, Khemissi S, 

Satta D, Sotto A, Lavigne JP (2014) First description of OXA-

48-producing Escherichia coli and the pandemic clone ST131 

from patients hospitalised at a military hospital in Algeria. Eur 

J Clin Microbiol Infect Dis 33: 1641-1646. 

34. Girlich D, Bouihat N, Poirel L, Benouda A, Nordmann P 

(2014) High rate of faecal carriage of extended-spectrum beta-

lactamase and OXA-48 carbapenemase-producing 

Enterobacteriaceae at a university hospital in Morocco. Clin 

Microbiol Infect 20: 350-354. 

35. Khalaf NG, Eletreby MM, Hanson ND (2009) Characterization 

of CTX-M ESβLs in Enterobacter cloacae, Escherichia coli 

and Klebsiella pneumoniae clinical isolates from Cairo, Egypt. 

BMC Infect Dis 9: 84. 

36. Ktari S, Mnif B, Louati F, Rekik S, Mezghani S, Mahjoubi F, 

Hammami A (2011) Spread of Klebsiella pneumoniae isolates 

producing OXA-48 beta-lactamase in a Tunisian university 

hospital. J Antimicrob Chemother 66: 1644-1646. 

37. Charfi K, Mansour W, Ben Haj KA, Mastouri M, Aouni M, 

Mammeri H (2015) Emergence of OXA-204 beta-lactamase in 

Tunisia. Diagn Microbiol Infect Dis 82: 314-317. 

38. Kocsis E, Savio C, Piccoli M, Cornaglia G, Mazzariol A (2013) 

Klebsiella pneumoniae harbouring OXA-48 carbapenemase in 

a Libyan refugee in Italy. Clin Microbiol Infect 19: E409-E411. 

39. Aschbacher R, Giani T, Corda D, Conte V, Arena F, Pasquetto 

V, Scalzo K, Nicoletti M, Rossolini GM, Pagani E (2013) 

Carbapenemase-producing Enterobacteriaceae during 2011-

12 in the Bolzano area (northern Italy): increasing diversity in 

a low-endemicity setting. Diagn Microbiol Infect Dis 77: 354-

356. 

40. Giani T, Conte V, Di Pilato V, Aschbacher R, Weber C, 

Larcher C, Rossolini GM (2012) Escherichia coli from Italy 

producing OXA-48 carbapenemase encoded by a novel 

Tn1999 transposon derivative. Antimicrob Agents Chemother 

56: 2211-2213. 

41. Pirs M, Andlovic A, Cerar T, Zohar-Cretnik T, Kobola L, 

Kolman J, Frelih T, Presern-Strukelj M, Ruzic-Sabljic E, Seme 

K (2011) A case of OXA-48 carbapenemase-producing 

Klebsiella pneumoniae in a patient transferred to Slovenia from 

Libya, November 2011. Euro Surveill 16: 20042. 

42. Hammerum AM, Larsen AR, Hansen F, Justesen US, Friis-

Moller A, Lemming LE, Fuursted K, Littauer P, Schonning K, 

Gahrn-Hansen B, Ellermann-Eriksen S, Kristensen B (2012) 

Patients transferred from Libya to Denmark carried OXA-48-

producing Klebsiella pneumoniae, NDM-1-producing 

Acinetobacter Baumannii and meticillin-resistant 

Staphylococcus Aureus. Int J Antimicrob Agents 40: 191-192. 

43. Abdelaziz MO, Bonura C, Aleo A, Fasciana T, Cala C, 

Mammina C (2013) Cephalosporin resistant Escherichia 



Mathlouthi et al. –Carbapenemases and ESBLs in Tunisia and Libya    J Infect Dev Ctries 2016; 10(7):718-727. 

727 

Colifrom cancer patients in Cairo, Egypt. Microbiol Immunol 

57: 391-395. 

44. Barguigua A, El Otmani F, Talmi M, Zerouali K, Timinouni M 

(2012) Emergence of carbapenem-resistant 

Enterobacteriaceae isolates in the Moroccan community. 

Diagn Microbiol Infect Dis 73: 290-291. 

45. Hays C, Benouda A, Poirel L, Elouennass M, Nordmann P 

(2012) Nosocomial occurrence of OXA-48-producing 

enterobacterial isolates in a Moroccan hospital. Int J 

Antimicrob Agents 39: 545-547. 

46. Poirel L, Ros A, Carrer A, Fortineau N, Carricajo A, Berthelot 

P, Nordmann P (2011) Cross-border transmission of OXA-48-

producing Enterobacter Cloacae from Morocco to France. J 

Antimicrob Chemother 66: 1181-1182. 

47. Adler A, Shklyar M, Schwaber MJ, Navon-Venezia S, Dhaher 

Y, Edgar R, Solter E, Benenson S, Masarwa S, Carmeli Y 

(2011) Introduction of OXA-48-producing 

Enterobacteriaceaeto Israeli hospitals by medical tourism. J 

Antimicrob Chemother 66: 2763-2766. 

48. Cuzon G, Naas T, Lesenne A, Benhamou M, Nordmann P 

(2010) Plasmid-mediated carbapenem-hydrolysing OXA-48 

beta-lactamase in Klebsiella pneumoniae from Tunisia. Int J 

Antimicrob Agents 36: 91-93. 

 
Corresponding author 
Dr. Chedly CHOUCHANI 

Université de Carthage, Institut Supérieur des Sciences et 

Technologies de l’Environnement de Borj-Cedria, Technopôle de 

Borj-Cedria, BP-1003, Hammam-Lif 2050, Tunisie  

Phone: +21694114443  

Fax: +21679325333 

Email: chdoula77@yahoo.fr 

 

Conflict of interests: No conflict of interests is declared.

 


	Introduction
	Methodology
	Bacterial isolates
	Antibiotic susceptibility testing
	Phenotypic detection of ESBLs and carbapenemases
	Molecular detection of antibiotic-resistance-encoding genes
	DNA sequencing
	Molecular strain typing

	Results
	Discussion
	Conclusions
	Acknowledgements
	References
	Corresponding author


