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SUMMARY

A high prevalence of (-lactams resistance among Enterobacteriaceae have been reported worldwide, however, there are not sufficient data
on this issue in Algeria. (-Lactams susceptibility of 203 Escherichia coli clinical isolates was determined by agar diffusion method, and pro-
duction of extended-spectrum [-lactamases (ESBL) was screened by double-disk synergy test. This analysis showed five well-defined pheno-
types: 1) 62 isolates (30.5%) were susceptible to all B-lactams; 2) 135 isolates (66.5%) presented a broad-spectrum f-lactamases phenotype
(BSBL), 3) three isolates (1.5%) were defined as producing ESBLs, 4) two isolates (1%) were AmpC cephalosporinase producers; and 5) one iso-
late (0.5%) presented a phenotype of cell-decreased permeability to B-lactams. Isoelectric focusing revealed [-lactamases with isolectric points
of 5.4 or 7.6 for isolates with BSBL phenotype, ~9.0 for two ESBL isolates, 5.4, 7.6 and ~9.0 for the remaining ESBL isolate; and 5.4 and ~9.0
for the AmpC isolates. The cefotaxime hydrolysis corresponds to the basic bands with an isoelectric point of ~9.0. Conjugation assay showed
transfer of penicillinase and AmpC resistance phenotypes and their corresponding f-lactamases to recipient E. coli BM21 in association with
plasmids of 71.4 kb for the AmpC isolates and from 40-56 kb for penicillinase isolates. This result showed that the AmpC phenotype is plas-
mid mediated. ESBL isolates were found not to transfer their resistance through conjugation experiment. Polymerase chain reaction (PCR) ex-
periments using primers specific to bla,,, bla, -and bla,.,, genes showed specific amplification with bla,.,, primer for two ESBL isolates;,
bla,.,, and bla,,, for the remaining ESBL isolate, and bla,,,, and bla, - for the AmpC isolates and their corresponding transconjugants. The
stuJy showed a high rate of isolates producing penicillinase, and low ﬁequencies of AmpC and ESBL phenotypes. AmpC [-lactamases were
plasmid mediated, and ESBLs belong to the CTM-M type.
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Prevalencia de la resistencia a betalactamicos en cepas clinicas
de Escherichia coli procedentes de un hospital en Algiers

RESUMEN

La prevalencia de la resistencia a los betalactamicos entre las enterobacterias es alta en todo el mundo, pero en Argelia no se dispone de
suficientes datos. Se determind la sensibilidad a los betalactédmicos de 203 cepas clinicas de Escherichia coli mediante difusién en agar y se
analizé la produccién de betalactamasas de espectro extendido (BLEE) mediante la técnica de la sinergia del doble disco. Este analisis mostré
cinco fenotipos bien definidos: 1) 62 cepas (30,5%) fueron sensibles a todos los betalactamicos,; 2) 135 cepas (66,5%) presentaron un
fenotipo caracterizado por betalactamasas de amplio espectro (BLEA), 3) 3 cepas (1,5%) se definieron como productoras de BLEE; 4) 2 cepas
(1%) fueron productoras de cefalosporinasa tipo AmpC; y 5) una (0,5%) presenté un fenotipo de disminucion de la permeabilidad celular
a los betalactamicos. La determinacion del punto isoeléctrico mostré betalactamasas con puntos isoeléctricos de 5,4 o 7,6 para las cepas
con fenotipo BLEA, ~9,0 para 2 cepas productoras de BLEE, 5,4, 7,6 y ~9,0 para la tercera cepa productora de BLEE, y 5,4 y ~9,0 para las
cepas productoras de cefalosporinasa AmpC. La hidrdlisis de cefotaxima se corresponde con las bandas basicas con un punto isoeléctrico
de ~9,0. El ensayo de conjugaciéon mostré una transferencia de los fenotipos de resistencia de penicilinasas y cefalosporinasa AmpC y sus
correspondientes betalactamasas a E. coli BM21 en asociacion con plasmidos de 71,4 kb para las cepas productoras de cefalosporinasa
AmpC y de 40-56 kb para las productoras de penicilinasas. Este resultado mostré que el fenotipo productor de cefalosporinasa AmpC esta
mediado por plasmidos. Las cepas productoras de BLEE no transfirieron su resistencia mediante el ensayo de conjugacion. La reaccion en
cadena de la polimerasa utilizando primers especificos para los genes blay,, bla®™c y bla ., mostré una amplificacién especifica con el
primer para bla,,, en dos cepas productoras de BLEE, los primers para blay,, y blay,, para la tercera cepa productora de BLEE, y los
primers para bla,, y bla, oc Para las cepas productoras de cefalosporinasa AmpC y sus cepas transconjugantes correspondientes. El estu-
dio mostré una aita tasa de cepas productoras de penicilinasas y una baja frecuencia de fenotipos productores de AmpC y BLEE. Las beta-
lactamasas productoras de cefalosporinasa AmpC estaban mediadas por plasmidos y las BLEE pertenecieron al tipo CTM-M.
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INTRODUCTION

Among Gram-negative bacteria, Escherichia coli is the
most frequently isolated in hospitals and the most common
cause of infections (1). This species is naturally suscepti-
ble to B-lactams despite its intrinsic chromosomal cephalo-
sporinase, which is not produced in amounts high enough
to reach clinical resistance. The extensive or inappropriate
use of new PB-lactams led to the emergence of new resistant
phenotypes related mainly by amplification or mutation of
old B-lactamases genes. This acquired resistance is mainly
due to:

— Overproduction of AmpC-type cephalosporinases (chro-
mosomal or plasmid encoded), which are characterized
by their hydrolysis of extended-spectrum cephalospo-
rins and cephamycins and resistance to clavulanic acid
inhibition (2-4).

— Plasmid-mediated B-lactamases: 1) broad-spectrum f-lac-
tamases (BSBLs) such as TEM-1 or TEM-2 and SHV-1,
which can be hyperproduced and thereby confer resis-
tance to aminopenicillins, carboxypenicillins, B-lactam—
[B-lactamase inhibitor combinations and to first- and sec-
ond-generation cephalosporins; 2) extended-spectrum [3-
lactamases (ESBLs), which are clavulanate-susceptible
enzymes capable of hydrolyzing oxyimino-cephalo-
sporins and monobactams but not cephamycins and car-
bapenems. ESBLs have emerged as an important mech-
anism of resistance to -lactams and create serious ther-
apeutic problems. They have evolved mainly from the
parental class A B-lactamases, TEM-1 or TEM-2, and
SHV-1 by various amino acid substitutions around ac-
tive site (5). Reports described the emergence of ESBLs
in E. coli belonging to other families, such as PER,
VEB, TLA-1 and IBC (ceftazidimase), and CTX-M (ce-
fotaximases) derivatives (6-10). The CTX-M p-lacta-
mases are rapidly increasing worldwide (10, 11); 3) in-
hibitor-resistant TEM f-lactamases (IRT) deriving from
TEM-1 and TEM-2 by mutations which result in a loss
of susceptibility to inhibition by 3-lactamase inhibitors
and thereby a resistance to P-lactam—[-lactamase in-
hibitor combinations such as amoxicillin- and ticar-
cillin—clavulanic acid (12-14).

With worldwide reports on increasing resistance to [3-
lactams in members of Enterobacteriaceae, in particular in
E. coli, and very few resistance data published in Algeria,
the aim of this study was to determine the in vitro suscep-
tibility to 15 B-lactams of 203 E. coli isolates recovered
from a university hospital in Algiers.
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MATERIALS AND METHODS
Bacterial strains

A total of 203 nonrepetitive E. coli clinical isolates
were isolated at Microbiology Laboratory of Central Hos-
pital of Army in Algiers from various pathological speci-
mens. The majority of isolates (n = 176) were recovered
from urine samples. The isolates were identified by the
API 20E system (bioMérieux, France).

Antibiotic susceptibility testing

Antibiograms were done on Mueller Hinton agar plates
with the disk-diffusion method according to standard pro-
cedures (15). Susceptibility patterns were interpreted ac-
cording to the guidelines of the Antibiogram Committee of
the French Society for Microbiology (16), Livermore et
al., (17) and Vedel (18). The following (-lactam disks
(Sanofi Diagnostics Pasteur) were tested: amoxicillin (25 ng),
amoxicillin—clavulanic acid (20/10 pg), ticarcillin (75 pg), ti-
carcillin—clavulanic acid (75/10 ug), mezlocillin (75 ug),
mecillinam (10 pg), imipenem (10 pg), cefalotin (30 ug),
cefuroxime (30 pug), cefoxitin (30 ug), cefotaxime (30 ug),
ceftriaxone (30 pg), ceftazidime (30 pg), latamoxef (30 ug)
and aztreonam (30 pg).

E. coli ATCC 25922 was used as a control strain for anti-
microbial susceptibility testing.

ESBL production was screened for using the double-
disk synergy test (DDST) as a standard disk-diffusion as-
say on Mueller-Hinton agar. Disks containing aztreonam,
ceftazidime, ceftriaxone and cefotaxime were placed at a
distance of 30 mm (center to center) around a disk con-
taining amoxicillin plus clavulanic acid. Enhancement of
the inhibition zone toward the amoxicillin—clavulanic acid
disk, indicating a synergy between clavulanic acid and any
one of the test antibiotics, was taken as presumptive evi-
dence of ESBL production (19).

The B-lactamase production was detected by iodomet-
ric technique in the presence of benzylpenicillin as sub-
strate (15).

Conjugation experiments

Mating experiments were performed as previously de-
scribed (20), with E. coli BM21 (nalidixic acid resistant) as
a recipient (20). Exponential cultures of clinical isolates as
donor (1 vol) and recipient (2 vol) were inoculated as a
spot on Brain Heart Infusion Agar (BHIA). After overnight
incubation at 37 °C, the bacteria were resuspended, diluted
and plated onto BHIA containing relevant selective agents
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at the following concentrations: nalidixic acid (100 pg/ml)
and amoxicillin (64 ug/ml). Samples from donor and re-
cipient were used as control. Transconjugants growing in
the selection plates were subjected to antibiotics suscepti-
bility, DDST, isoelectric focusing and polymerase chain re-
action (PCR) analysis.

Plasmid analysis

Plasmid DNA was extracted by the procedure described
previously and analyzed by electrophoresis on 0.7% (wt/
vol) agarose gels for four hours at 5 volts/cm (21). Plasmid
size was estimated by using reference plasmids: RP4 (60
kb), pRK2013 (48 kb) and pBR322 (4.36 kb).

Isoelectric focusing (IEF) assay

B-Lactamases were characterized by isoelectric focus-
ing of ultrasonicated bacterial extracts. Bacteria growing
exponentially at 37 °C in nutrient broth (Difco) were har-
vested, and cell-free lysates were prepared by sonication. 3-
Lactamases were analyzed by isoelectric focusing of cell
extracts on polyacrylamide gels containing ampholytes
with a pH range of 3.5-9.5 (Pharmacia) (22). The focused
B-lactamases were detected by an overlay agar-iodine starch
gel containing either benzylpenicillin, which is hydrolysed
by all B-lactamases, or cefotaxime as substrate for the ESBLs
(23). Isoelectric points were determined by comparison
with those of B-lactamases with a known isolectric point:
TEM-1 (5.4), TEM-3 (6.3), SHV-3 (7.0), SHV-1 (7.6) and
AmpC from E. coli (9.2).

PCR amplification

DNA was obtained by heating a suspension of colonies
in 50 pl of water to 95 °C for 10 minutes. The DNA-con-
taining supernatant was then used as a template in specific
PCR for the detection of bla.,,, bla AmpC and bla .y - PCR
amplification was performed by using the following pri-
mers (EuroGentec): TEM/F (5’-GAGTATTCAACATTT-
CCGTGTC-3’) and TEM/R (5°’-TAATCAGTGAGGCAC-
CTATCTC-3’); AmpC/F (5 ATCAAAACTGGCAGCCG-
3’) and AmpC/R (5’-GAGCCCGTTTTATGCACCCA);
and CTX-M/F (5 CGCTTTGCGATGTGCAG-3’) and CTX-
M/R (5’-ACCGCGATATCGTTGGT-3’). Cycling conditions
were as follows: initial denaturation at 94 °C for 5 minutes
followed by 30 cycles of denaturation at 94 °C for 30 sec-
onds, annealing at 42 °C (TEM), 60 °C (CTX-M) and 65 °C
(AmpC) for 30 seconds, and elongation at 72 °C for 30 sec-
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onds. The final elongation step was extended to 10 minutes
at 72 °C. The PCR products were separated on 1.5% agar-
ose gels. Bands were visualized under ultraviolet light af-
ter being stained with ethidium bromide and photographed.
Expected sizes of TEM, AmpC and CTX-M PCR products
were, respectively, 850 bp, 510 bp and 550 bp.

RESULTS

The activities of 15 B-lactams against 203 E. coli iso-
lates are shown in Table 1. Sixty two (30.5%) of these iso-
lates were susceptible to all B-lactams, and 100% of iso-
lates were susceptible to latamoxef and imipenem, which
were the two most effective drugs. The highest resistance
rates were found for amoxicillin and ticarcillin (69.5% and
69%, respectively). Intermediate resistance rates were ob-
tained for mezlocillin (18.7%), mecillinam (18.7%) and ce-
falotin (10.8%). The lowest resistance rates were observed
for cefuroxim (4.9%), amoxicillin—clavulanate (2%), ticarcil-
lin—clavulanate (4.4%), cefoxitin (1.5%), cefotaxime (1.5%)
and ceftriaxone (1.5%). None of the isolates was fully re-
sistant to ceftazidime and aztreonam.

The plasmid profiles analysis have shown a relation-
ship between carriage of plasmids and antimicrobial resis-
tance; the number and the size of plasmids in antibiotic-re-
sistant isolates (number and size plasmid range: 1-7 and
4.2-74.2 kb) appeared to be higher than in susceptible iso-
lates (number and size plasmid range: 0-2 and 3.1-8.5 kb)
(Fig. 1). With the exception of one isolate, -lactamase
production was detected in all resistant isolates; those were
distributed into 17 different resistance patterns, which can
be classified into four groups (Table II): 1) 135 isolates pre-
sented a resistance to penicillins and, in some cases, to
amoxicillin— clavulanate and to narrow-spectrum cephalos-
porins (cefalotin and cefuroxime) with a negative DDST;
2) three isolates have shown a resistance to broad-spectrum
cephalosporins (cefotaxime, ceftriaxone) with a positive
DDST; 3) two isolates were resistant to cefoxitin and
amoxicillin— clavulanate, intermediate to cefotaxime, cef-
triaxone and ceftazidime, and negative for the DDST; 4)
one isolate was resistant to amoxicillin, amoxicillin—clavu-
lanate and cefoxitin, and negative for DDST. According to
Livermore et al., (17), Vedel (18) and Livermore (4), these
phenotype groups are specific features, respectively, to
BSBLs, ESBLs, AmpC cephalosporinase and decreased
cell permeability to B-lactams.

Isoelectric focusing revealed B-lactamases with isoelec-
tric points of 5.4 or 7.6 for isolates with BSBL phenotype;
~9.0 for two ESBL isolates; 5.4, 7.6 and ~9.0 for the re-
maining ESBL isolate; and 5.4 and ~9.0 for the AmpC iso-



2006; Vol. 19 (N° 2)

Prevalence of betalactams resistance among E. coli clinical isolates from hospital in Algiers 147

Table 1. p-Lactams susceptibility of E. coli clinical isolates (n = 203).

Breakpoint* (zone in mm)

Phenotype n (%)

Antimicrobials S R S | R
Amoxicillin >21 <14 62 (30.5) 0(0) 141 (69.5)
Amoxicillin—clavulanate >21 <14 144 (70.9) 55 (27.1) 4(2)
Ticarcillin >22 <18 63 (31.0) 0(0) 140 (69)
Ticarcillin—clavulanate >22 <18 155 (76.4) 39 (19.2) 4(4.4)
Mezlocillin >21 <16 114 (56.2) 51 (25.1) 3 (18.7)
Mecillinam >22 <18 128 (63.1) 37 (18.2) 38 (18.7)
Cefalotin >18 <12 129 (63.6) 52 (25.6) 22 (10.8)
Cefoxitin >22 <15 199 (98) 1(0.5) 3(1.5)
Cefuroxime >22 <15 183 (90.1) 10 (4.9) 10 (4.9)
Cefotaxime >21 <15 196 (96.5) 3(1.5) 3(1.5)
Ceftriaxone >21 <15 199 (98.0) 1(1) 3(1.5)
Ceftazidime >21 <15 199 (98.0) 4(2) 0(0)
Latamoxef >23 <17 203 (100) 0(0) 0(0)
Imipenem >22 <17 203 (100) 0(0) 0(0)
Aztreonam >23 <17 201 (99.0) 2(1) 0(0)

S: susceptible; R: resistant; I: intermediate.

*: Breakpoints and susceptibility were interpreted according to CA-SFM guidelines (16).

MIM2M3 1 2 34 5 6 7 8 9 10 1 12

1314 15

12 3 4 5 6 7 8 9 10 M1 M2 M3

Figure 1. Plasmid content of B-lactams-resistant and —susceptible £. coli isolates analyzed by agarose gels (0.7%) electrophoresis (for four hours at 5
volts/cm). At left: B-Lactams—resistant E.coli isolates: broad-spectrum B-lactamases (lanes 1-10), AmpC cephalosporinase (lanes 11-12), extended spec-
trum B-lactamases (lanes 13-15). At right: B-Lactams—susceptible £. coli isolates (lanes 1-10). M1 (pBR322, 4.36 kb), M2 (pRK 2013, 48 kb) and M3 (RP4,

60 Kb): plasmid size references.

lates. The cefotaxime hydrolysis corresponds to the basic
bands with an isoelectric point of ~9.

Mating assays allowed the transfer of penicillinase and
AmpC resistance phenotypes and their corresponding B3-
lactamases to recipient E. coli BM21, in association with
plasmids of 71 kb for the AmpC isolates and 40-56 kb for

penicillinase isolates. This result showed that the AmpC
phenotype is plasmid mediated. The ESBL isolates were
found not to transfer their resistance through conjugation
experiment. Amplification by PCR using primers specific
to bla,g,,, bla AmpC and bla .y, genes showed positive

results for bla CTXM for two ESBL isolates, bla,, and
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Table 2. B-Lactams resistance patterns of E. coli clinical isolates (n = 203).

Number of  Detection

B-Lactamases

Resistance isolates  (iodometric isoelectric Transfer Double-disk Resistance
phenotypes (n=203) technique) points (plasmid size)  synergy test mechanism*
Susceptible to all B-lactams 62 - Very low level
AmpC production
n =62 (30.5%)
AMX TIC 89
AMX TIC MEC 7
AMX TIC MZ 5
AMX TIC TCC MZ 1
AMX TIC MZ MEC 16
AMX TIC CF 1 54 + Broad spectrum
AMX TIC MEC CF 2 + or (40 kb to - B-lactamases
AMX TIC MZ MEC CF 3 7.6 56 kb) n =135 (66.5%)
AMX TIC TCC MZ MEC CF 6
AMX TIC MZ CF CXM 2
AMX AMC CF CXM 1
AMX AMC TIC MZ MEC CF 1
AMX AMC TIC MZ MEC CF CXM 1
AMX TIC MZ MEC CXM CF CTX CRO Extended spectrum
CAZ (i) ATM (i) 1 + 54,7.6,=9 - + B-lactamases;
. n=3(1.5%)
AMX TIC MZ CF CXM CTX CRO ATM (i) 2 + =9 - +
AMX AMC TIC TCC MEC CF CXM FOX Plasmid-encoded
CTX (i) CAZ (i) CRO (i) 2 + 5.4,=9 + (71 kb) - AmpCn=2 (1%)
AMX AMC (i) TIC TCC MZ CF CXM FOX 1 - - - Cell decreased
permability
n=1(0.5%)

AMX: amoxicillin; TIC: ticarcillin; MEC: mecillinam; MZ: mezlocillin; TCC: ticarcillin—clavulanate; CF: cefalotin; CXM: cefuroxime; AMC:
amoxicillin—clavulanate; CTX: cefotaxime; CRO: ceftriaxone; CAZ: ceftazidime; ATM: aztreonam. (i): intermediate.
*The resistance mechanisms were defined according to CA-SFM guidelines (16), Livermore et al. (17), Vedel (18) and Livermore (4).

bla CTXM for the remaining ESBL isolate, and bla.,, and
bla AmpC for the AmpC isolates and their corresponding
transconjugants.
DISCUSSION

Our results showed high rates of resistance in E. coli
clinical isolates to amoxicillin (69.5%) and ticarcillin
(69.0%); these rates are in agreement with those reported
in Tunisia (24), while they are much higher than those
given in France (25, 26). This high rate of resistance is
probably due to the extensive use of penicillin—aminoside
combinations in Algerian hospitals and the current em-
pirical antibiotic therapy. The combination of amoxicillin
and ticarcillin with clavulanic acid significantly restored
their activity, the rates of resistance fell to 2% (amoxi-
cillin—clavulanate) and 4.4% (ticarcillin—clavulante); these
figures are lower than those observed in studies carried
out in Tunisia and Turkey (24, 27) and are consistent with

those reported in France (about 5%) and in the United
States (4.7%) (28, 29).

The first- and second-generation cephalosporins were
more active than penicillins, while the third-generation
cephalosporins were most powerful, with resistance rate of
1.5%. This rate is much lower than those reported in many
countries, such as Korea and Turkey, where the E. coli cefo-
taxime resistance rates were 8.5% and 25%, respectively
(30, 31); however, in studies conducted in the United States
and Europe, the rates of cefotaxime resistance were in
agreement with our results (32-34). This low resistance
rate in Algeria is probably due to the fact that these new
cephalosporins are not available in the community and not
used extensively in hospital practice.

The resistant isolates harbor plasmids whose number
and size are higher than those of plasmids of susceptible
isolates; this shows that the resistance was acquired by ge-
netic exchanges between bacteria in hospital environments
and patients under antibiotics selective pressure.
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The mechanism of resistance was mainly the produc-
tion of PB-lactamases, which was detected in all resistant
isolates. One hundred and eighteen isolates were resistant
to amoxicillin and ticarcillin, and susceptible or resistant to
mecillinam and mezlocillin; these phenotypes indicate peni-
cillinase production. In cefalotin and amoxicillin—clavu-
lanate-resistant isolates (n = 17), the resistance mechanism
is a enhanced penicillinase production (35). Classic TEM
(isoelectric point: 5.4) and SHV (isoelectric point: 7.6) -
lactamases were found in these isolates. These enzyme
types were commonly observed in Klebsiella spp. and E.
coli resistant to amoxicillin—clavulanate and to first- and
second-generation cephalosporins (26, 36, 37).

ESBLs were produced in three isolates (1.5%), which
had a resistance to cefotaxime and ceftriaxone, a suscepti-
bility to amoxicillin—clavulanate and ticarcillin—clavu-
lanate, a strong isolectric focusing band at isoelectric point
~9.0, and a positive DDST. The prevalence of ESBLs var-
ied among countries. Our isolates harbor ESBLs less fre-
quently than in Turkey (27.7%), India (18%), Russia
(15.8%), Cameroon (14.3%) and Korea (9.3%) (31, 38—41).
In contrast, in agreement with our data, Canadian, Euro-
pean, Lebanese, Tunisian and U.S. investigations revealed
that overall prevalences of ESBLs among E. coli isolates
were 0.26%, 1.3%, 2%, 2.7% and 3.3%, respectively (42-44,
24, 45). ESBL producers observed in our study were found
carrying the ESBL genes for CTX-M-type [-lactamases. As
described previously, in contrast with the TEM- and SHV-
type ESBLs, the CTX-M enzymes are much more active
against cefotaxime and ceftriaxone than against ceftazi-
dime. During the past decade CTX-M-type ESBLs have
emerged and increased worldwide in proportion to the oth-
er ESBL types, in single and epidemic clinical isolates (10,
11). The detection of the bla iy ,,in Algerian Salmonella
enterica serotype Seftenberg isolates supports our results
(46). The three CTX-M-producing isolates were from urine;
E. coli CTX-M producers were described as the most com-
mon cause of urinary tract infections (47).

The ESBL phenotype may not have been transferable
because these B-lactamases may be carried on small non-
transferable or large transfer-deficient plasmids. A small
plasmid (7 kb), without genes required for conjugation,
harboring bla . \, Was described (48), and ceftriaxone and
cefotaxime resistance with ESBL production mediated by a
small plasmid of 3.2 kb was reported in S. enterica serotype
typhimurium (49). However, the non-self-transmissible plas-
mids can be mobilized (50). In addition, different elements,
like insertion sequences and integrons, were also involved in

the mobilization of bla.y ,, genes (51, 52).
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Three isolates (1.5%) were resistant to cefoxitin. Two
isolates (1%), which had a transferable cefoxitin, amoxi-
cillin—clavulanate and ticarcillin—clavulante resistance, as
well as strong isoelectric focusing bands at isoelectric point
~9.0, were plasmid-encoded AmpC producers. Plasmid-
mediated AmpC f3-lactamases were detected in many coun-
tries, but in contrast to the findings for ESBLs, they are still
rare; recent reports from the United States, Canada and
China showed that, respectively, only 4%, 0.085% and 2%
of E. coli strains contained this enzyme type (53-55). The
plasmid-mediated AmpC P-lactamases are a significant
cause of concern because their mobility allows them an
easy diffusion within the E. coli species and possibly to
other species and genera. In addition, the widespread use
of the amoxicillin—clavulanate combination can contribute
to the selection of AmpC—f-lactamase-producing strains.

The cefoxitin resistance (with susceptibility for extended-
spectrum B-lactams) of one isolate (0.5%) could be due to an
alteration in the cell permeability to cefoxitin, which is asso-
ciated with a low expression of a 36 kDa outer membrane
protein (56). However, the level of decreased susceptibility to
extended-spectrum B-lactams is low (57).

The present study revealed high rates of penicillinase-
producing E. coli isolates with resistance to penicillins and
to first- and second-generation cephalosporins. The AmpC-
and ESBL-resistant phenotypes were found at low frequen-
cies, resulting from plasmidic AmpC or decreasing cell
permeability and from non-transferable bla.,y ,, genes, re-
spectively. The most active drugs were imipenem, lata-
moxef, aztreonam and ceftazidime.

ACKNOWLEDGEMENTS

We thank Liliane Gilly for technical assistance.This work is support-
ed in part by grants from Institut National de la Santé et de la Recherche
Médicale (INSERM, France) and Agence Nationale de la Recherche en
Santé (ANDRS, Algeria).

Correspondence: Rabah Bakour, Faculté des Sciences Biologiques, Uni-
versité des Sciences et de la Technologie Houari Boumediene, BP 32 El-
Alia, Bab-Ezzouar 16111, Algiers, Algeria. Tel.: 213 21 24 79 13; Fax:
213 21 24 72; E-mail: rbakour @yahoo.fr

REFERENCES

1. Macgowan, A.P., Brown, H.M., Holt, H.A. An eight-year survey of
antimicrobial susceptibility patterns of 85,971 bacteria isolated from
patients in a district general hospital and the local community. J Anti-
microb Chemother 1993; 31: 543-557.

2. Philippon, A., Arlet, G., Jacoby, G.A. Plasmid-determined AmpC-
type P-lactamases. Antimicrob Agents Chemother 2002; 46: 1-11.



150

10.

11.

12.

13.

15.

16.

17.

18.

19.

20.

21.

22.

Y. Messai, T. Benhasine, M. Naim, G. Paul and R. Bakour

. Jones, R.N. Important and emerging B-lactamases-mediated resist-

ances in hospital-based pathogens: The AmpC enzymes. Diagn Mi-
crob Infect Dis 1998; 31: 461-466.

. Livermore, D.M. B-Lactamase in laboratory and clinical resistance.

Clin Microbiol Rev 1995; 8: 557-584.

. Dubois, S.K., Marriott, M.S., Amyes, S.G.B. TEM- and SHV-derived

extended-spectrum [-lactamases: Relationship between selection,
structure and function. J Antimicrob Chemother 1995; 35: 7-22.

. Bauernfeind, A., Stemplinger, 1., Jungwirth, R. et al. Characteriza-

tion of beta-lactamase gene blaPER-2, which encodes an extended-
spectrum class A beta-lactamase. Antimicrob Agents Chemother 1996;
40: 616-620.

. Poirel, L., Naas, T., Guibert, M., Chaibi, E., Labia, R., Nordmann, P.

Molecular and biochemical characterisation of VEB-1, a novel class
A extended-spectrum beta-lactamase encoded by an Escherichia coli
integron gene. Antimicrob Agents Chemother 1999; 43: 573-581.

. Silva, J., Aguilar, C., Ayala, G. et al. TLA-1: A new plasmid-mediated

extended-spectrum beta-lactamase from Escherichia coli. Antimi-
crob Agents Chemother 2000; 44: 997-1003.

. Galani, L., Souli, M., Chryssouli, Z., Katsala, D., Giamarellou, H.

first identification of an Escherichia coli clinical isolate producing
both metallo-beta-lactamase VIM-2 and extended-spectrum beta-lac-
tamase IBC-1. Clin Microbiol Infect 2004; 10: 757-760.

Bonnet, R. Growing group of extended-spectrum beta-lactamases:
The CTX-M enzymes. Antimicrob Agents Chemother 2004; 48: 1-14.
Jacoby, A.J., Mufioz-Price, L.S. The new B-lactamases. N Engl ] Med
2005; 352: 380-391.

Canica, M.M., Lu, C.Y., Krishnamoorty, R., Paul, G. Molecular di-
versity and evolution of bla,,,, genes encoding f3-lactamase resistance
to clavulanic acid in clinical E. coli. ] Mol Evol 1997; 44: 57-65.
Zhou, X.Y., Bordon, E., Sirot, D., Kitzis, M.D., Gutmann, L. Emer-
gence of clinical isolates of Escherichia coli producing TEM-1 deriva-
tives or an OXA-1 f3-lactamase conferring resistance to P-lactamases
inhibitors. Antimicrob Agents Chemother 1994; 38: 1085-1089.

. Blasquez, J., Baquero, M.R., Canton, R., Alos, 1., Baquero, F. Char-

acterization of a new TEM-type [-lactamase resistant to clavulanate,
sublactam, and tazobactam in a clinical isolate of Escherichia coli.
Antimicrob Agents Chemother 1993; 37: 2059-2063.

Courvalin, P., Goldstein, F., Philipon, A., Sirot, J. (Eds.). L antibio-
gramme. Ed. MPC-Vigot, Paris-Bruxelles 1985.

Communiqué du Comité de I’ Antibiogramme de la Société Frangaise
de Microbiologie. 2005; http://www.sfm.asso.fr/

Livermore, D.M., Winstanley, T.G., Shannon, K.P. Interpretative read-
ing: Recognizing the unusual and inferring resistance mechanisms
[from resistance phenotypes. J Antimicrob Chemother 2001; 48 (Suppl.
S1): 543-557.

Vedel, G. La lecture interprétative facteur de maitrise de [’anti-
biogramme. Spectra Biologie 1997; 16: 465-478.

Jarlier, V., Nicolas, M.H., Fournier, G., Philippon, A. Extended spec-
trum B-lactamases conferring transferable resistance to newer B-lac-
tam agents in Enterobacteriaceae: Hospital prevalence and suscepti-
bility patterns. Rev Infect Dis 1988; 10: 867-878.

Bakour, R., Laroche, Y., Cornelis, G. Studies of the incompatibility
and replication of the 70Kb virulence plasmids of Yersinia. Plasmid
1983; 10: 279-289.

Kado, C.I., Liu, S.T. Rapid procedure for detection and isolation of
large and small plasmids. J Bacteriol 1981; 45: 1365-1373.
Matthew, A., Harris, A.M., Marshall, M.J., Ross, G.W. The use of
anaytical isoelectric focusing for detection and identification of f3-
lactamases. J Gen Microbiol 1975; 88: 169-178.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

REV ESP QUIMIOTERAP

Labia, R., Barthélémy, M. L’enzymogramme des béta-lactamases:
Adaptation en gel de la technique iodométrique. Ann Inst Past Mi-
crobiol 1979; 130B: 295-304.

Smaoui, H., Mahjoubi, F., Boutiba, I. et al. Antibiotic resistance
among E. coli isolates from urinary tract infections (1999-2000): A
multicenter study. Tunis Med 2003; 81: 390-394.

Bremer-Melchior, P, Gilly, L., Jugroot-Klotz, K., Brun, T., Nevot, P.,
Paul, G. Resistance to amoxicillin and amoxicillin-clavulanic acid
combination of 231 clinical strains of Escherichia coli isolated in
1992 at the Cochin Hospital. Pathol Biol 1995; 43: 760-765.
Henquell, C., Sirot, D., Chanal, C. et al. Frequency of inhibitor-resis-
tant TEM B-lactamases in Escherichia coli isolates from urinary tract
infections in France. J Antimicrob Chemother 1994; 34: 707-714.
Gonlugur, U., Bakici, M.Z., Akkurt, I., Efeoglu,T. Antibiotic suscep-
tibility patterns among respiratory isolates of Gram-negative bacilli
in a Turkish university hospital. BMC Microbiology 2004; 4: 32-37.
Leflon-Gibout, V., Speldooren, V., Heym, B., Nicolas-Chanoine, M.H.
Epidemiological survey of amoxicillin-clavulanate resistance and
corresponding molecular mechanisms in Escherichia coli isolates in
France: New genetic features of bla,,, genes. Antimicrob Agents
Chemother 2000; 44: 2709-2714.

Kaye, K.S., Gold, S.H., Schwaber, M.J. et al. Variety of B-lactamases
produced by amoxicillin-clavulanate-resistant Escherichia coli iso-
lated in the northeastern United States. Antimicrob Agents Chem-
other 2004; 48: 1520-1525.

Jeong, S.H., Bae, LK., Kwon, S.B. et al. Dissemination of transfer-
able CTX-M-type extended-spectrum B-lactamases-producing Esche-
richia coli in Korea. J Appl Microbiol 2005; 98: 921-927.
Kucukates, E. Antimicrobial resistance among Gram-negative bacteria
isolated from intensive care units in Cardiology Institute in Istanbul,
Turkey. Jpn J Infect Dis 2005; 58: 228-231.

Oteo, J., Campos, J., Baquero, F. and Spanish members of the
European Antimicrobial Surveillance System. Antibiotic resistance
in 1,962 invasive isolates of Escherichia coli in 27 Spanish hospitals
participing in the European Antimicrobial Surveillance System
(2001). J Antimicrob Chemother 2002; 50: 945-952.

Fluit, A.C., Jones, M.E., Schmitz, M.E., Acar, J., Gupta, R., Verhoef,
J. Antimicrobial susceptibility and frequency of occurrence of clini-
cal blood isolates in Europe from SENTRY antimicrobial surveillance
program, 1997-1998. Clin Infect Dis 2000; 30: 454-460.

Wenzel, R.P,, Sahm, D.FE,, Thornsberry, C.D., Raghi, D.C., Jones,
M.E., Karlowsk, J.A. In vitro susceptibilities of Gram-negative bac-
teria isolated from hospitalized patients in four European countries,
Canada, and the United States in 2000-2001 to expanded-spectrum
cephalosporins and comparator antimicrobials: Implications for ther-
apy. Antimicrob Agents Chemother 2003; 47: 3089-3098.

Martinez, J.L., Vicente, M.E., Delgado-Iribarren, A., Pérez-Diaz,
J.C., Bacquero, F. Small plasmids are involved in amoxicillin-clavu-
lanate resistance in Escherichia coli. Antimicrob. Agents Chemother
1989; 33: 595.

Medeiros, A.A. Evolution and dissemination of B-lactamases accel-
erated by generations of [-lactam antibiotics. Clin Infect Dis 1997,
24 (Suppl.): 19-45.

Bush, K., Jacoby, G.A., Medeiros, A.A. A functional classification
scheme for B-lactamases and its correlation with molecular structure.
Antimicrob Agents Chemother 1995; 39: 1211-1233.

. Tankhiwale, S.S., Jalgaonkar, S.V., Ahamad, S., Hassani, U. Evalua-

tion of extended spectrum beta lactamase in urinary isolates. Indian
J Med Res 2004; 120: 553-556.



2006; Vol. 19 (N° 2)

39.

40.

41.

42.

43.

44.

45.

46.

47.

Gangoué-Piéboji, J., Bedenic, B., Koulla-Shiro, S. et al. Extended-
spectrum [-lactamase-producing Enterobacteriaceae in Yaounde,
Cameroon. J Clin Microbiol 2005; 37: 3273-3277.

Edelstein, M., Pimkin, M., Palagin, I., Edelstein, 1., Stratchounski, L.
Prevalence and molecular epidemiology of CTX-M extended-spec-
trum [3-lactamase-producing Escherichia coli and Klebsiella pneu-
moniae in Russian hospitals. Antimicrob Agents Chemother 2003;
47: 3724-3732.

Ryoo, N.H., Kim, E.-C., Hong, S.G. et al. Dissemination of SHV-12
and CTX-M-type extended-spectrum [-lactamases among clinical iso-
lates of Escherichia coli and Klebsiella pneumoniae and emergence of
GES-3 in Korea. J Antimicrob Chemother 2005; 56: 698-702.
Mulvey, M.R., Bryce, E., Boyd, D. et al. and the Canadian Hospital
Epidemiology Committee of the Canadian Nosocomial Infection
Surveillance Program, Health Canada. Ambler class A extended-spec-
trum beta-lactamase-producing Escherichia coli and Klebsiella spp.
in Canadian hospitals. Antimicrob Agents Chemother 2004; 48:
1204-1214.

Nijssen, S., Florijn, A., Bonten, M.J., Schmitz, FJ., Verhoef, J., Fluit,
A.C. Beta-lactam susceptibilities and prevalence of ESBL-producing
isolates among more than 5,000 European Enterobacteriaceae iso-
lates. Int J Antimicrob Agents 2004; 24: 585-591.

Daoud, Z., Hakim, N. Prevalence and susceptibility patterns of ex-
tended-spectrum P-lactamase-producing Escherichia coli and Kleb-
siella pneumoniae in a general university hospital in Beirut, Lebanon.
Rev Esp Quimioter 2003; 16: 233-238.

Winokur, P.L., Canton, R., Casellas, J.M., Legakis, N. Variations in
the prevalence of strains expressing an extended-spectrum f-lacta-
mase phenotype and characterization of isolates from Europe, the
Americas, and the Western Pacific region. Clin Infect Dis 2001; 32
(Suppl. 2): S94-S103.

Naas, T., Lezzar, A., Bentchouala, C. et al. Multidrug-resistant Sal-
monella enterica serotype Senftenberg isolates producing CTX-M [3-
lactamases from Constantine, Algeria. J Antimicrob Chemother
2005; 56: 439-440.

Pitout, J.D., Laupland, K.B., Church, D.L., Menard, M.L., Johnson,
J.R. Virulence factors of Escherichia coli isolates that produce CTX-
M-type extended-spectrum P-lactamases. Antimicrob Agents Chem-
other 2005; 47: 4667-4670.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Prevalence of betalactams resistance among E. coli clinical isolates from hospital in Algiers 151

Cao, V., Lambert, T., Courvalin, P. ColEl-like plasmid pIP843 of
Klebsiella pneumoniae encoding extended-spectrum beta-lactamase
CTX-M-17. Antimicrob Agents Chemother 2002; 46: 1212-1217.
Dimitrov, T.S., Udo, E.E., Verghese, T., Emara, M., Al-Saleh, A.
Plasmid-mediated high-level ceftriaxone resistance in a Salmonella
enterica serotype typhimurium isolate. Med Princ Pract 2006; 15:
145-148.

Tassios, P.T., Gazouli, M., Tzelepi, E. et al. Spread of Salmonella ty-
phimurium clone resistant to extended-spectrum cephalosporins in
three European countries. J Clin Microbiol 1999; 37: 3774-3777.
Karim, A., Poirel, S., Nagarajan, S., Nordman, P. Plasmid-mediated
extended-spectrum [B-lactamase (CTX-M-3 like) from India and gene
association with insertion sequence ISEcpl. FEMS Microbiol Lett
2001; 201: 237-241.

Sabaté, M., Navarro, F. et al. Novel complex sull-type integron in
Escherichia coli carrying bla
2002; 46: 2656-2661.
Alvarez, M., Tran, J.H., Chow, N., Jacoby, G.A. Epidemiology of con-
Jugative plasmid-mediated AmpC [-lactamases in the United States.
Antimicrob Agents Chemother 2004; 48: 533-537.

Mulvey, R.M., Brice, E., Boyd, D.A. et al. and the Canadian Hospital
Epidemiology Committee of the Canadian Nosocomial Infection

crxo Antimicrob Agents Chemother

Surveillance Program, Health Canada. Molecular characterization of
cefoxitin-resistant Escherichia coli from Canadian hospitals.
Antimicrob Agents Chemother 2005; 49: 358-365.

Wang, Q.T., Liu, Y.M., Wang, H., Sun, H.L., Chen, M.J., Du, X.L.
Plasmid-mediated cephalosporinase among extended-spectrum beta-
lactamase-producing Escherichia coli and Klebsiella pneumoniae.
Zhongua Nei Ke Za Zhi 2004; 43: 487-490.

Gazouli, M., Tzouvelekis, L.S., Vatopoulos, A.C., Tzelepi, E. Trans-
ferable class C B-lactamases in Escherichia coli strains isolated in
Greek hospitals and characterization of two enzyme variants (LAT-3
and LAT-4) closely related to Citrobacter freundii AmpC B-lacta-
mase. ] Antimicrob Chemother 1998; 42: 419-425.

Chen, H.Y., Livermore, D.M. Activity of cefepime and other [B-lactam
antibiotics against permeability mutants of Escherichia coli and Kleb-
siella pneumoniae. J Antimicrob Chemother 1993; 32 (Suppl. B):
63-74.



