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ABSTRACT

Extended Spectrum a-lactamase (ESBL) producing multidrug resistant bacteria complicate therapeutic
management and limit treatment options. Therefore, detection of ESBL-producing multidrug resistant (MDR)
pathogens has a paramount importance. Between April 2009 and January 2010, a prospective study was carried
out in National Public Health Laboratory with an objective to determine the status of ESBL producing MDR
bacterial isolates from different clinical samples. ldentification of the isolates was done by standard
microbiological techniques and antibiotic susceptibility testing was done by Kirby Bauer disc diffusion method
following Clinical and Laboratory Standard Institute (CLSI) guidelines. ESBL screening among MDR isolates
was done using Ceftriaxone, Aztreonam, Cefotaxime, Ceftazidime and Cefpodoxime followed by confirmation
using MASTDISCS™ ID ES?L Detection Discs (CPD10). Data analysis was done by SPSS 16 software. Of the
314 bacterial isolates from 1601 different clinical specimens, 199 (63.4%) were MDR. Cefotaxime was found
the reliable screening agent for ESBL detection with sensitivity and positive predictive value of 98.6% and
76.4% respectively. Sixtey nine (62.7%) isolates of the 110 tested MDR isolates were ESBL positive with at
least one of the Combined Disk (CD) Assays. Escherichia coli (80%) was the major ESBL producer followed
by Klebsiella pneumoniae (5.8%). A statistically significant relationship was found between increasing spectrum
of drug resistance and ESBL production (p<0.05). Thus it is concluded that a higher rate of ESBL production
prevail among MDR clinical bacterial isolates underscoring the need for routine ESBL detection in clinical

laboratories.
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INTRODUCTION

The progressive emergence and rapid dissemination of
antimicrobial resistance is one of the biggest challenges
facing global public health.! Failure to adhere to proper
infection control technique, unrationale use of
antibiotics, unhygienic practices, increased uses of
antibiotics in animal and plants and more so availability
of antibiotics without prescription and counterfeit
products of dubious quality in developing countries have
resulted in spread of antimicrobial reistance!? and
selection of multidrug resistant bacterial pathogens.® The
marked increase of the microbial resistance and frequent
reports of establishment of polyantibiotic resistance;
PAN drug resistant organisms in the hospital setting
presents a significant challenges for the clinical
microbiologists to decide about the inclusion of various
antimicrobials in the routine and specialized
susceptibility testing.*

B-lactamases are the major defense of Gram negative
bacteria against -lactam antibiotics® and are evolving
dynamically with the production of enzymes with novel
substrate profiles, reduced susceptibility to B-lactamase

inhibitors, and the simultaneous production of multiple
types of B-lactamases resulting in multiply and
sometimes totally resistant pathogens.5” Extended-
spectrum B-lactamases (ESBLs) are plasmid-mediated
bacterial enzymes that confer resistance to the penicillins
(except temocillin), first-, second-, and third-generation
cephalosporins, and aztreonam (but not the cephamycins
or carbapenems) and are inhibited by B-lactamase
inhibitors such as clavulanic acid. Although ESBLs have
been reported most frequently in Escherichia coli and
Klebsiella species, they have been found in other
bacterial species including Salmonella enterica,
Pseudomonas aeruginosa, and Serratia marcescens.®!

Antimicrobials remain the mainstay of empirical
therapy; however, indiscriminate use of antibiotics in
many developing countries including Nepal, has resulted
in the outbreak of drug resistant microorganisms.!
Several cases of multidrug resistant bacterial outbreaks
of significant clinical concern have been frequently
reported.?#14

The emergence and spread of antimicrobial resistance
due to the production of ESBL represent a clinical threat
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Table-1: Growth profile and distribution of MDR strains among different

incubated in ambient atmosphere at 37°C

SPecimens for 24 hours.

Specimen |No. of specimen Growth MDR strains Pus, sputum and body fluids were
n. % n. % aseptically inoculated onto BA, MA and

Urine 1404 237 16.9 153 64.6 Chocolate agar (CA). In addition, for pus
PUS 86 42 48.8 23 54.8 and body fluid specimens, enrichment was
done by inoculating them into Mueller

Sputum 82 30 36.6 18 60 | Hinton Broth. The BA and CA plates were
Body fluid 29 5 17.2 5 100 | incubated at 5-10% CO, enriched
Total 1601 314 19.6 199 63.4 | atmosphere whereas MA in ambient

because of its unrivalled spectrum of activity, thus
underscoring the need for continual surveillance of
resistance, rapid identification of such organisms as they
emerge using reliable methods, assess their potential
impact on health and measure their prevalence in the
hospital and community.

MATERIALS AND METHODS

This is a prospective study carried out in the
Microbiology Department of National Public Health
Laboratory (NPHL), Kathmandu between April 2009
to January 2010.

Specimen size and Specimen types: A total of 1601
different samples including urine (1404), pus (86), body
fluids (29) and sputum (82) sent for routine culture and
antibiotic susceptibility tests were processed during the
study period.

Culture of the Specimens: Urine specimens were
cultured by semi quantitative culture technique. A loopful
of well mixed, uncentrifuged urine sample was
inoculated onto Blood agar (BA) and MacConkey agar
(MA) using sterile calibrated loop. The plates were

atmosphere at 37°C for 24 hours.

Identification and Antibiotic susceptibility test:
Identification of significant isolates was done by standard
microbiological techniques.t® Antibiotic susceptibility
test was done by Kirby-Bauer disc diffusion method as
recommended by Clinical and Laboratory Standard
Institute (CLSI).* The zone of inhibition was measured
and interpreted using the standard chart and organisms
reported as susceptible, intermediate or resistant
accordingly.

Criterion for Multidrug Resistance: In the present
study, the defining criterion for an isolate to be Multidrug
Resistant (MDR) was set as resistance to two or more
drugs of different structural classes.

Screening and confirmatory test for ESBL
production: The test inoculum matching McFarland
tube No. 0.5 turbidity was prepared and carpet cultured
on Mueller-Hinton agar. The screening agents, viz.
Aztreonam (30pg), Ceftriaxone (30pg), Cefpodoxime
(10pg), Ceftazidime (30ug) and Cefotaxime (30ug)
(Mast Diagnostics, UK) were placed onto the inoculated
media and incubated at 37°C for 18-24 hours. Isolates
showing Cefpodoxime <17 mm, Ceftazidime <22 mm,

Table-2: Screening for ESBL production using different agents

Screening Agents Screening ESBL Screening No. of Sensitivity Positive
Criteria confirmed (%) predictive
ESBL producers value (PPV)
Ceftriaxone (30ug) <25 mm Screen positives | 92 68 98.6 73.9
Screen negatives | 18 1
Cefpodoxime (10pg) | <17 mm Screen positives | 94 68 98.6 72.3
Screen negatives | 16 1
Ceftazidime (30ug) <22 mm Screen positives | 77 62 89.9 80.5
Screen negatives | 33 7
Cefotaxime (30p9) <27 mm Screen positives | 89 68 98.6 76.4
Screen negatives | 21 1
Aztreonam (30ug) <27 mm Screen positives | 92 65 94.2 70.7
Screen negatives | 18 4
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Table-3: Pattern of ESBL production according to the use of various combination discs

Combined Disk Criteria for No. of suspected | No. of confirmed | Total confirmed | Negative cases
(CD) Assay confirmation | ESBL producers cases cases after confirmation
CPD (10pg)

CPD (10ug) plus 65

CV (1pg) Increase in zone

CAZ (30ug) size of <5 mm

CAZ (30ug) plus| with <1 of the 110 62 69 41

CV (10ug) combination

CTX (30pg) disks

CTX (30ug) plus 69

CV (10pg)

CPD-Cefpodoxime, CAZ-Ceftazidime, CTX-Cefotaxime, CV-Clavulanate

Aztreonam <27 mm, Cefotaxime <27 mm, and
Ceftriaxone <25 mm were suspected as possible ESBL
producers.

Regardless of screening reults, all the processed bacterial
isolates were subjected to phenotypic confirmatory test
using Combined Disks (CD) Assay; MASTDISCS™ID
Extended Spectrum 2 Lactamase Set (CPD10) consisting
of Set 1. Ceftazidime (30pg) and Ceftazidime (30ug)
plus Clavulanic acid (10pg); Set 2: Cefotaxime (30ug)
and Cefotaxime (30pg) plus Clavulanic acid (10ug); Set
3: Cefpodoxime (10pg) and Cefpodoxime (10ug) plus
Clavulanic acid (1pg). The zone of inhibition for the
Ceftazidime, Cefotaxime and Cefpodoxime discs were
compared to that of the Ceftazidime, Cefotaxime and
Cefpodoxime plus Clavulanic acid combination discs;
an increase in zone diameter of >5mm in the presence
of Clavulanic acid from any or all of the combination
dicscs confirmed the isolates as ESBL producers.

Data Analysis: All the information were entered in the
worksheet of Statistical Package for

sputum and all 5 (100%) from body fluids were
multidrug resistant (Table-1). Altogether, 24 different
bacterial species were isolated from different specimens
processed, with E. coli 133 (42.4%), K. pneumoniae 42
(13.4%), Staphylococcus aureus 29 (9.2%),
Acinetobacter spp. 22 (7%) being the most frequently
isolated species. Eighty four (63.2%) E. coli, 31 (73.8%)
K. pneumoniae, 16 (55.2%) S. aureus and 15 (68.2%)
Acinetobacter spp. were the major contributor of the
MDR bacterial strains (Results not shown).

A hundred and ten MDR isolates were subjected to ESBL
screening using Ceftriaxone (30 pg), Aztreonam (30 pg),
Cefpodoxime (10 pg), Ceftazidime (30 pg) and
Cefotaxime (30 pg). Cefotaxime showed sensitivity and
positive predictive value (PPV) of 98.6% and 76.4%
respectively. Ceftriaxone and Cefpodoxime though had
sensitivity of 98.6%, had lower PPV of 73.9% and 72.3%
respectively. With Ceftazidime, the sensitivity was
lowest of all i.e. 89.9% and a PPV of 76.4% (Table-2).

Social Sci (SPSS) i Table-4: ESBL production profile among different bacterial genera

ocial Science software

(Version 16.0) and analyzed Organisms No. of suspected| No. of cases | Negative cases

accordingly. ESBL producers| confirmed (%)| on confirmation
E. coli 75 60 (80) 15

RESULTS ) ) K. pneumoniae 7 4 (57.1) 3

Of the total 1601 specimens, urine 1404 K 4 2 (50 5

(87.7%) consisted the most followed by - Oxytoca (50)

pus 86 (5.2%), sputum 82 (5.1%) and  |Acinetobacter spp. 10 1 (10) 9

specimens, .9%) showe T

significant growth, among which, 153 P mlrabl-lls 1 1(100) 0

(64.5%) were multi-drug resistant. |P. vulgaris 1 0(0.0) 1

Si(milarly), 42 (48.8%),f30 (36.6%) ang C. freundii 3 1(33.3) 2

5 (17.2%) specimens of pus, sputum an - -

body fluids respectively showed Providencia spp. L 0(00) !

growth, among which 23 (54.8%) |S. aureus 6 0 (0.0) 6

isolates from pus, 18 (60%) from | Total 110 69 (62.7) 41 (38.3)
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Cefotaxime-Clavulanate

Table-5: Spectrum of drug resistance among ESBL producing isolates

combination disk showed 69

(62.7%) isoaltes as ESBL

producers while Cefpodoxime-
Clavulanate combination disk

missed four isolates i.e only 65

Spectrum of drug resistance Total p value
2-4 drugs |5-10 drugs | >10 drugs
ESBL production Positive 0 9 60 69 p<0.05
Negative 7 15 19 41

(59%) were correctly identified.
Moreover, only 62 (56.4%) isolates were correctly
identified by Ceftazidime-Clavulanate. It was further
noted that all isolates classified as screen negative by
Ceftazidime disc did not show any synergy with
Ceftazidime-Clavulanate combination discs (Table-3).

Of the total 110 multidrug resistant bacteria of different
genera tested for ESBL production, 69 (62.7%) bacterial
isolates were ESBL positive. Among the 69 ESBL
positive isolates, E. coli i.e. 60/69 (86.9%), K.
pneumoniae 4/69 (5.8%), K. oxytoca 2/69 (2.9%), 1
(1.4%) isolate each of Acinetobacter spp., Proteus
mirabilis and Citrobacter freundii showed ESBL
production. ESBL production was not detected in Ps.
aeruginosa, Providencia spp., P. vulgaris and S. aureus
(Table-4).

An increasing spectrum of drug resistance was observed
among ESBL producers with majority of the isolates
showing resistant towards >10 drugs. Out of 69 ESBL
positive isolates, 60 (86.9%) isolates were resistant to
>10 drugs (Table-5). The association between ESBL
production and spectrum of drug resistance was found
statistically significant (p<0.05).

DISCUSSION

In our study, of all the bacterial isolates, tow third of
them were multidrug resistant with E. coli being the
major contributor followed by K. pneumoniae, S. aureus
and Acinetobacter spp. Other studies have demonstrated
comparable findings in the similar clinical setting.’® The
classical TEM-1, TEM-2, and SHV-1 B-lactamases
predominantly mediate resistance to [-lactam
antimicrobial agents among gram negative rods.* In E.
coli, mutations at the target site (gyrA and parC genes)
confers fluoroquinolone resistance,?® whereas, several
multidrug resistance efflux pump (MDR pump) systems
contribute to intrinsic resistance.?

Cefotaxime was found as a reliable agent for ESBL
screening with the highest sensitivity and PPV. The
results are consistent with other findings.?2 Cefpodoxime
and Ceftriaxone were equally effective screening agents,
however, had low PPV. Contrary to our findings, in a
study of comparision of screening agents for potential
ESBL producers, Cefpodoxime was categorized as the
most efficient.?®

Seven isolates classified as ESBL screen negatives by
Ceftazidime, however, were found ESBL producers on
confirmatory test suggesting the possible production of
CTX-M type ESBL by these isolates. Since, CTX-M
producing isolates have typical propensity towards
Cefotaxime, however, are susceptible to Ceftazidime in
vitro, diagnostic laboratories may fail to identify CTX-
M positive isolates as ESBL producers if Ceftazidime
resistance is used as the sole screening criterion.* CTX-
M ESBLs differ from those derived from TEM and SHV
enzymes by their preferential hydrolysis of Cefotaxime
and Ceftriaxone compared with Ceftazidime.?*

A higher prevalence of ESBL production was observed
in E. coli followed by K. pneumoniae and K. oxytoca.
The findings are in agreement with reports from SMART
program in Asia-pacific regions® and ESBL producers
in bloodstream infections,? however, contrary to the
findings of MYSTIC program in Europe and United
states where higher prevalence of ESBL was seen in K.
pneumoniae isolates.?” E. coli and K. pneumoniae
isolates are known to produce SHV, TEM, CTX-M and
PER types of ESBLs and show variable resistance to 2-
lactam antibiotics resulting in therapeutic failure.®

In this study, ESBL production was also seen among
two K. oxytoca, one each of Acinetobacter spp., C.
freundii and P. mirabilis isolates. K. oxytoca isolates
producing TEM or SHV-type ESBLs should be
distinguished from isolates hyperproducing K1 (a type
of chromosomal &-lactamase) to prevent their false
categorization as ESBL producers; ESBL usually have
Ceftazidime MICs >2 pg/ml (or equivalent zone
diameters), while K1 hyperproducers do not.2 Similarly,
outbreaks with Acinetobacter spp. producing SHV and
PER type ESBLs have been increasingly reported.?

In the present study, the increasing pattern of the drug
resistance seen among ESBL producers was found
statistically significant (p<0.05). All the ESBL producers
were resistant to five or more of the most commonly
used antibiotics and was comparable to findings of other
studies.®® ESBL represent a clinical threat because of
their unrivalled spectrum of activity and moreover co-
existence of bla, . with bla ., has been frequently
reported and in a strain with decreased outer membrane
permeability, such enzymes can provide resistance to
carbapenems as well.5
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ESBL-producing strains are creating significant
therapeutic problems since these pathogens are resistant
to a wide range of B-lactams, including third generation
cephalosporins as well as have potential for plasmid-
mediated quinolone and carbapanem resistance is
creating significant therapeutic problems. As indicated
by the present finding together with previous findings,
it appears to be necessary to include ESBL detection in
routine laboratory practice so as to limit the rapid spread
of ESBL-producing organisms.

ACKNOWLEDGEMENTS

The authors would like to acknowledge all the staffs of
National Public Health Laboratory and others who directly
and indirectly contributed to the completion of this work.

REFERENCES

1. American Academy of Microbiology. Antibiotic Resistance:
An Ecological Perspective of an Old Problem. ASM Press,
Washington D.C; 2009.

Murray PR, Barron EJ, Jorgensen JH, Pfaller MA, Yolken
RH, editors. Manual of Clinical Microbiology 8" ed. ASM
Press, Washington D.C: 2003.

Byarugaba DK. A view on antimicrobial resistance in
developing countries and responsible risk factors. Int’l J
Antimicrob Agents 2004; 24: 105-10.

Boucher HW, Talbot GH, Bradley JS et al. Bad Bugs, No
Drugs: No ESKAPE! An Update from the Infectious Diseases
Society of America. Clin Infect Dis 2009; 48: 1-12.

Jacoby GA, Munoz-Price LS. The New a-Lactamases. New
Eng J Med 2005; 352: 380-91.

Moland ES, Kim SY, Hong SG, Thomson KS. Newer &-
Lactamases: Clinical and Laboratory Implications, Part II.
Clin Microbiol News 2008; 30: 79-85.

Thomson KS, Moland ES. Version 2000: the new 2-lactamases
of Gram-negative bacteria at the dawn of new millenium.
Microbes Infect 2000; 2: 1225-35.

Paterson DL, Bonomo RA. Extended-Spectrum 2-lactamase:
a Clinical Update. Clinical Microbiol Rev 2005; 18: 657-86.

Pfaller MA, Segreti J. Overview of the Epidemiological
Profile and Laboratory Detection of Extended-Spectrum &-
Lactamases. Clin Infect Dis 2006 (Suppl); 42: 153-63.

Bush K. Extended-spectrum a-lactamases in North America,
1987-2006. Clin Microbiol Infect 2008(Suppl 1);
14: 134-43.

Ramphal R, Ambrose PG. Extended-Spectrum &-Lactamases
and Clinical Outcomes: Current Data. Clin Infect Dis 2006
(Suppl); 42: 164-72.

Rai Sk, Pokhrel BM, Tuladhar NR, Khadka JB, Upadhyaya
MP. Methicillin resistant coagulase negative Staphylococci.
J Inst Med (Nepal) 1987; 9: 23-8.

. Rai Sk, Tuladhar NR, Shrestha HG. Methicillin resistant
Staphylococcus aureus in a tertiary medical care center, Nepal.
Indian J Med Microbiol 1990; 8:108-9.

Pokharel BM, Koirala J, Dahal RK, Mishra SK, Khadga PK,
Tuladhar NR. Multidrug-resistant and extended-spectrum
beta-lactamase (ESBL)-producing Salmonella enterica
(serotypes Typhi and Paratyphi A) from blood isolates in
Nepal: surveillance of resistance and a search for newer
alternative. Int’l J Infect Dis 2006; 6: 434-38.

10.

11.

12.

13

14.

15. Isenberg HD. Clinical Microbiology Procedures Handbook
2" edition. ASM Press, Washington, D.C: 2004.

Clinical and Laoratory Standards Institute/NCCLS
performance standards for antimicrobial susceptibility testing;
15th informational supplement. CLSI/NCCLS M100-S15.
Clinical and Laboratory Standards institute, Wayne, Pa: 2005.

Dahal RK, Koirala J, Khadka P, Pokhrel BM, Tuladhar NR.
The Status of Multidrug Resistant and Extended Spectrum
R-lactamase producing Salmonella Isolated from Blood
Culture. J Nepal Assoc Med Lab Sci 2005; 7: 24-9.

Okonko 10, Soleye FA, Amusan TA, Ogun AA, Ogunnusi
TA, Ejembi J. Incidence of Multi-Drug Resistance (MDR)
Organisms in Abeokuta, Southwestern Nigeria. Glob J Pharm
2009; 3: 69-80.

Livermore DM. &-Lactamases in laboratory and clinical
resistance. Clin Microbiol Rev 1995; 8: 557-84.

Ozeki S, Deguchi T, Yasuda M et al. Development of a rapid
assay for detecting gyrA mutations in Escherichia coli and
determination of incidence of gyrA mutations in clinical
strains isolated from patients with complicated urinary tract
infections. J Clin Microbiol 1997; 35: 2315-19.

Nikaido H. Multidrug resistance in Bacteria. Annu Rev
Biochem 2009; 78: 119-46.

Ho PL, Tsang DNC, Que TL, Ho M, Yuen KY. Comparison
of screening methods for detection of extended-spectrum 2-
lactamases and their prevalence among Escherichia coli and
Klebsiella species in Hong Kong. APMIS (Acta Pathologica,
Microbiologica, Immunologica, Scandinavica) 2000; 108:
237-40.

Jain A, Mondal R. Detection of extended spectrum a-
lactamase production in clinical isolates of Klebsiella spp.
Indian J M+ed Resist 2008; 127: 344-46.

Lewis JS, Herrera M, Wickes B, Patterson JE, Jorgensen JH.
First Report of the Emergence of CTX-M-Type Extended-
Spectrum-Lactamases (ESBLs) as the Predominant ESBL
Isolated in a U.S. Health Care System. Antimicrob Agents
Chemother 2007; 51: 4015-21.

Hawser SP, Bouchillon SK, Hoban DJ, Badal RE, Hsueh P,
Paterson DL. Emergence of High Levels of Extended-
Spectrum &-Lactamase-Producing Gram-Negative Bacilli in
the Asia-Pacific Region: Data from the Study for Monitoring
Antimicrobial Resistance Trends (SMART) Program, 2007.
Antimicrob Agents Chemother 2009; 53: 3280-84.

Du B, LongY, Liu H et al. Extended spectrum beta-lactamase-
producing Escherichia coli and Klebsiella pneumonia
bloodstream infection: risk factors and clinical outcome.
Intensive Care Med 2002; 28: 1718-23.

Goossens H, Grabien B. Prevalence and antimicrobial
susceptibility data for ESBL and AmpC producing
Enterobacteriaceae from the MYSTIC program in Europe
and United States from 2001-2004. Diagn Microbiol Infect
Dis 2005; 3: 257-64.

Gheorghiu R, Yuan M, Hall LM, Livermore DM. Bases of
variation in resistance to beta-lactams in Klebsiella oxytoca
isolates hyperproducing K1 beta-lactamase. J Antimicrob
Chemother 1997; 40: 533-41.

Kwon NY, Kim JD, Pai HJ. The resistance mechanisms of a-

lactam antimicrobials in clinical isolates of Acinetobacter
baumannii. Korean J Intern Med 2002; 17: 94-99.

Tsering DC, Das S, Adhikari L, Pal R, Singh TSK. Extended
Spectrum Beta-Lactamase Detection in Gram-negative Bacilli
of Nosocomial Origin. J Glob Infect Dis 2009; 1: 87-92.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

38



