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Molecular Characterization of Vancomycin-Resistant
Enterococcus faecium Isolates from Patients
Admitted to the Intensive Care Unit of Hatay State
Hospital

Hatay Devlet Hastanesi Yogun Bakim Unitesine
Basvuran Hastalardan izole Edilen Vankomisine
Direngli Enterococcus faecium lzolatlarinin Molekiiler
Karakterizasyonu

ABSTRACT Objective: In this study, it was aimed to determine vancomycin resistance
mechanisms, virulence genes and clonal relationships of 23 vancomycin-resistant Enterococcus
faecium (VREfae) strains isolated from patients admitted to intensive care unit of Hatay State
Hospital.

Materials and Methods: Minimal inhibitor concentration (MIC) values of vancomycin were
determined by E-test and antimicrobial susceptibility of the strains was determined by disc
diffusion method. The clonal relationship among VREfae isolates was determined by pulsed-field
gel electrophoresis (PFGE). Additionally, vancomycin resistance (vanA, vanB, vanC, vanD, vanE and
vanG) and virulence genes (asal, esp, gelE, hyl and cylA) were investigated by polymerase chain
reaction (PCR) method.

Results: All isolates harbored vanA gene and 17 isolates (73.9%) were positive for at least one
virulence gene. The most common virulence gene was esp, which was detected in nine isolates
alone and in two isolates together with hly gene. The hly gene was detected in five isolates alone
and the other virulence genes (asal, gelE and cylA) were not observed in any isolates tested. All
isolates showed multidrug resistance phenotype. Vancomycin MIC values of the isolates were
found to be >256 ug/mL by E-test. PFGE analysis revealed 14 different pulsotypes in five clusters
(A, B, C, D and E). The presence of identical PFGE patterns indicated that there was a cross-
transmission at hospital settings.

Conclusion: Continuous surveillance of resistance patterns and molecular characteristics of VRE
are needed to reduce the prevalence of infections caused by VRE and to take effective control
measures in hospitals.

Keywords: VVancomycin-resistant Enterococcus faecium, pulsed-field gel electrophoresis, virulence
genes

0z Amac: Bu calismada, Hatay Devlet Hastanesi yogun bakim {initesine basvuran hastalardan izole
edilen 23 vankomisine direncli Enterococcus faecium (VREfae) susunun vankomisine olan direnc
mekanizmalarinin, virtilans genlerinin ve klonal iliskilerinin belirlenmesi amaclandi.

Gerec ve Yontem: Izolatlarin vankomisin minimal inhibitér konsantrasyon (MIK) degerleri E-testi ile
antimikrobiyallere olan duyarliliklari ise disk diflizyon yontemi ile saptandi. VREfae izolatlar arasinda
klonal iliski pulsed-field jel elektroforezi (PFGE) ile belirlendi. Vankomisin direnc (vanA, vanB, vanC,
vanD, vanE ve vanG) ve virllans genleri (asal, esp, gelE, hyl ve cylA) polimeraz zincir reaksiyonu
(PZR) yontemi ile arastirildi.

Bulgular: Bitln izolatlar vanA geni tasidigi  tespit edildi ve izolatlarin 17'si (%73,9) en az bir virilans
geni yoninden pozitif bulundu. En yaygin virllans geni olan esp, dokuz izolatta tek basina ve iki
izolatta ise hly geni ile birlikte saptandi. hly geni tek basina bes izolatta tespit edilirken ve incelenen
diger virllans genleri (asal, gelE ve cylA) ise hicbir izolatta tespit edilmedi. Izolatlarin tamami cogul
direnc fenotipi gdsterdi. izolatlarin vankomisin MiK degerleri E-test ile >256 pg/mL olarak bulundu.
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PFGE analizi izolatlarin bes farkli klustera (A, B, C, D ve E) ve 14 farkli pulsotipe ayrildigini gdsterdi. Izolatlar arasinda ayni PFGE band profillerinin gérilmesi

hastane ortamlari ile hastalar arasinda karsilikli bulasmanin oldugunu gosterdi.

Sonug: VRE kaynakli enfeksiyonlarin prevalansini azaltmak ve hastane ortamlarinda etkili kontrol dnlemleri almak icin VRE'nin diren¢ patternlerini ve

molekuler ¢zelliklerinin strekli olarak izlienmesi gerekmektedir.

Anahtar Kelimeler: Vankomisine direncli Enterococcus faecium, pulsed-field jel elektroforezi, virllens genleri

Introduction

Following the first report of vancomycin resistant
enterococci (VRE) in England 1988 (1) and shortly afterwards
in France (2), presence and distribution of these agents were
increasingly reported in both USA and European countries
(3). In Turkey, for the first time, vancomycin resistant
Enterococcus faecium (VREfae) was isolated from pleural
fluid taken from 11-month-old boy with bronchopulmonary
infection, empirically treated with vancomycin and amikacin
in 1998 by Vural et al. (4). In following years, incidence of
these microorganisms, especially VREfae, were increasingly
reported from different settings and clinical cases in Turkey
(5-7). Although enterococci are known to have intrinsic
resistance to certain antimicrobials such as p-lactams,
aminoglycosides; recently, vancomycin resistance together
with high level of ampicillin and aminoglycoside resistance
have frequently been reported, and today is a major cause
of concern due to the limited antimicrobial treatment options
(8,9).

In previous studies carried out in Turkey, rectal
colonization rate of VRE was reported between 4.9 and 15%
(10,11). Effective and continuous surveillance of cultures
in patients hospitalized intensive care units has great
advantages such as: (i) detection of asymptomatic carriers
with multiple resistant microorganisms, (i) implementation
of effective isolation measures for patients and settings,
(iii) obtaining successful results for the eradication of these
microorganisms (12). Therefore, it is recommended to
investigate the patients hospitalized in intensive care units
for these microorganisms (13).

Enterococci have the ability to produce several virulence
factors contributing their pathogenesis such as esp
(enterococcal surface protein), asal (aggregation substance),
gelE (gelatinase), cylA (cytolysin) and hy/ (hyalurinidase)
(14). These virulence factors have been reported in VREfae
isolates with varying rates (7,15).

It is of great importance to determine the clonal
relationships among VRE isolates in order to take
effective control measures and limiting spread of these

microorganisms. For this purpose, numerous molecular
typing methods such as randomly amplified polymorphic
DNA, pulsed field gel electrophoresis (PFGE), multi locus
sequence typing, have been developed (16-18). However,
each of these methods has differences in the reproducibility
and discriminatory abilities. Of these methods, PFGE is
accepted as gold standard for typing various bacterial
species and is widely used (19,20).

The aims of the study were (i) to investigate vancomycin
resistance mechanism and virulence genes and (ii) to
determine clonal relationship and antimicrobial susceptibility
of 23 VREfae strains isolated from patients hospitalized in
intensive care unit.

Materials and Methods
Study Group

Rectal swab samples were taken from patients
hospitalized in intensive care unit of Hatay State Hospital,
Turkey between January and June 2017. Rectal swab
samples were collected from all in patients at the time of
admission and repeated monthly. In case of VRE positivity,
if the patients had no clinical signs, it was defined as rectal
VRE colonization and the case was followed up weekly
according to institutional VRE surveillance program.

As VRE strains,which were isolated before, are used
in the study (due to being a retrospective study), ethics
committee decision is not taken.

Isolation of VRE Isolates

For VRE screening, rectal swab samples were directly
inoculated onto chromID VRE agar plates (bioMérieux,
France) and incubated at 35 °C for 48 h. Then, the colonies
(blue-green or violet color) of being suspected of VRE were
passaged on blood agar plates supplemented with 5%
defibrinated sheep blood in order to obtain pure cultures.
The colonies were identified as Enterococcus spp. based
on biochemical tests (colony morphology, Gram staining,
catalase test, growth in 6.5% sodium chloride, L-pyrrolidonyl-
R-naphthlamidase activity and, aesculin hydrolysis in the
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presence of 40% bile salts) (21). The isolates were identified

by VITEK and confirmed by polymerase chain reaction (PCR)

(22). In addition, all isolates were characterized by PFGE,

which was performed in Public Health Institution of Turkey

(Ankara) as described previously by Morrison et al. (23).
Antimicrobial Susceptibility Testing

Antimicrobial susceptibility of the isolates was
determined using the Kirby-Bauer disc diffusion method on
Mueller Hinton Agar (Merck, Germany) according to Clinical
and Laboratory Standards Institute (CLSI) guidelines (24).
Following disks were used: high level gentamicin (120 pg),
tetracycline (30 pg), chloramphenicol (30 ug), rifampicin,
ampicillin (10 pg), vancomycin (30 pg), erythromycin (15 ug)
and ciprofloxacin (5 ug). The minimal inhibitory concentration
(MIC) values of vancomycin were determined by E-test
(Liofilchem, ltaly). Enterococcus faecalis ATCC29212 was
used as control strain. The isolates resistant to at least three
different antimicrobial classes were deemed as multidrug
resistant (MDR).

PCR Detection of Vancomycin Resistance Genes

Vancomycin resistance genes (vanA, vanB, vanC, vanD,
vank and vanG) were detected as previously reported by
Depardieu et al. (25).

PCR Detection of Virulence Genes

Multiplex PCR was performed to screen specific

virulence genes (esp, hyl, asal, cylA and gelE) as previously
reported by Vankerckhoven et al. (14).

Results

Antimicrobial Susceptibility Testing

All 23 VREfae isolates were resistant to vancomycin,
ampicillin, ciprofloxacin and erythromycin. Resistance rates
for rifampicin, tetracycline, gentamicin and chloramphenicol
were 95.7% (22), 56.5% (13), 56.5% (13) and 4.3% (1),
respectively (Figure 1). All isolates showed MDR phenotype.
Vancomycin MIC values of the isolates were found to be
>256 pg/mL by E-test.

mPCR Investigation for Vancomycin Resistance and
Virulence Genes

All VREfae isolates carried the vanA gene. Out of 23
VREfae isolates, 17 (73.9%) were positive for virulence
genes examined. Of the virulence genes examined, only
esp and hly genes were observed among the isolates. The
most common virulence gene was esp, which was detected
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in nine isolates alone and in two isolates together with
hly gene. The hly gene was detected in five isolates alone
(Figure 1).

PFGE Analysis

A shown in Figure 1, PFGE typing of 23 VREfae isolates
showed 14 distinct PGFE types, clustering in five (A, B, C, D
and E) PFGE groups based on a similarity coefficient of >85.

Discussion

Multiple resistant microorganisms including VRE have
increasingly become important pathogens in relation to
both colonization and hospital infections and have caused
considerable concern throughout world (3). As in all over
the world, an increasing rate of prevalence of VRE agents
isolated from nosocomial infections were observed in Turkey.
Namely, prevalence rates of VRE based on data from the
National Nosocomial Infections Surveillance System was
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Figure 1. Dendogram showing the results of smal PFGE 23 VREfae
isolates. PFGE types are indicated as Roman numerals. PFGE groups A, B,
C, D and E consisted of the isolates having a similarity coefficient 285%.
The scale bar given on the top indicates similarity percentages detected
for pulsotypes
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reported as 5.4%, 6.1%, 11.2%, 17.7% and 21.2% for 2008,
2009, 2010, 2012 and 2013, respectively (26,27).

The vancomycin resistance in enterococci is mediated
through the van gene operons, and so far eight operons
(vanA, vanB, vanC, vanD, vanE, vanG, vanL and vanM), each
with a different resistance phenotype have been described.
Of these, the isolates only carrying vanA, vanB and vanM
gene have a high level of vancomycin resistance (=128 ug/
mL) (28). In previous studies conducted in Turkey (5,7,29),
vanA is frequently determined in VRE isolates. Similarly, in
the current study, all isolates were also found to carry vanA
gene.

VRE isolates are often resistant to other classes of
antimicrobial agents and show MDR phenotype, making
treatment options very limited (9). In this study, all isolates
showed MDR phenotype. Similarly, Gozalan et al. (7) found
that all isolates were MDR phenotype except quinopristin/
dalfopristin and linezolid.

Determination of clonal relationships between VRE
strains isolated from hospital settings and clinical cases
are of great value in detecting outbreak strains and
infection sources. For this purpose, PFGE technique is
one of the most preferred molecular techniques used for
typing bacterial isolates due to high reproducibility and
discrimination power (23). According to PFGE results, 23
VREfae isolates were distributed in five groups (A, B, C, D
and E). As seen Figure 1, most of the isolates were found to
be belonged to B and D group, accounting for 69.6% of the
isolates, indicating occurrence of clonal spread in intensive
care unit. Santajit and Indrawattana (30) have reported that
nosocomial infections may originate from exogenous or
endogenous sources and may be transferred by either direct
or indirect contact between patients, health care workers,
contaminated objects and, even medical devices. Although
the mode of transmission is not the scope of this study, it
might be suggested that VREfae isolates might originated
from exogenous or endogenous sources. Another study
carried out by Gozalan et al. (7) reported identical PFGE
profiles between non-invasive and invasive VREfae isolates
vice versa, indicating exogenous or endogenous SOurces.

Presence of virulence genes in enterococci plays an
important role for colonization and pathogenesis of infection
(14). In this study, 73.9% of the isolates were positive for
the presence of virulence genes and esp and hly genes were
only detected alone or together among virulence genes
tested. Similar observation was reported by Saba Copur et

al. (31), who detected only esp (80.6%, n=75), hly (15.1%,
n=14) and gelE (3.2%, n=3) genes among 93 VREfae isolates
and stressed that vancomycin sensitive enterococci isolates
had more virulence genes than VRE isolates. Another study
carried out by Gozalan et al. (7), virulence genes were
detected in 75% (n=41) of 55 VREfae isolates regardless of
their invasive or non-invasive status and found esp gene as
the most common virulence gene, in one isolate together
with ebpA and in one isolate together with ebpA, asal, gelk
and cpc.

Conclusion

PFGE results indicated cross-transmission in intensive
care unit due to identical PFGE profiles shared by isolates.
Thus, infection control measures should strictly be applied
in hospital settings. All VREfae isolates had MDR phenotype
including ampicillin and high level gentamicin resistance.
For the treatment of infections caused by VREfae strains,
antibiotic susceptibilities of these agents should be taken
into consideration. The esp gene was detected as the most
common virulence gene considering the studies conducted
in Turkey, it might be suggested that esp gene is highly
prevalent in both invasive and non-invasive VRE isolates.
Comprehensive molecular epidemiological studies should be
conducted to determine the possible roles of non-invasive
isolates in nosocomial infections and to take the effective
measures to reduce the spread of these bacteria and the
infections that may arise from these bacteria.

Ethics

Ethics Committee Approval: As VRE strains, which were
isolated before, are used in the study (due to being a
retrospective study), ethics committee decision is not taken.

Informed Consent: N/A.

Peer-review: Externally peer-reviewed.

Authorship Contributions

Concept: FS., O.A., Design: ES., O.A., Data Collection
or Processing: O.A., EB., Analysis or Interpretation: O.A.,
Literature Search: O.A., Writing: O.A., ES.

Conflict of Interest: No conflict of interest was declared by
the authors.

Financial Disclosure: The authors declared that this study
received no financial support.

Turk J Intensive Care 2019;17:204-8



208 Sakin et al. Molecular Characterization of Vancomycin Resistant Enterococcus faecium lIsolates

References 13. Aktas G, Derbentli S. Vankomisine direncli using multiplex PCR. J Appl Microbiol

enterokoklarin énemi ve epidemiyolojik 2010;109:5639-47.

1. Uttley AHC, Collins CH, Naidoo J, George dzellikleri. Infeksiyon Derg Turkish 23. Morrison D, Woodford N, Barrett SP
RC. Vancomycin-resistant enterococci. Journal of Infection 2009;23:201-9. Sisson P Cookson BD. DNA banding
Lancet 1988;1:57-8. 14.  Vankerckhoven V. Van Autgaerden T, pattern polymorphism in vancomycin-

2. Leclercq R, Derlot E, Duval J, Courvalin Vael C, Lammens C, Chapelle S, Rossi resistant Enterococcus faecium and
P Plasmid mediated resistance R, et al. Development of a multiplex criteria for defining strains. J Clin
to vancomycin and teicoplanin in PCR for the detection of asal, gelE, Microbiol 1999;37:1084-91.
Enterococcus faecium. N Engl J Med cylA, esp and hyl genes in enterococci 24. Clinical and Laboratory Standards
1988,319:157-61. and survey for virulence determinants Institute. Performance standards for

3. Arias CA, Murray BE. The rise of the among European hospital isolates of antimicrobial susceptibility testing;
Enterococcus: Beyond vancomycin Enterococcus faecium. J Clin Microbiol Nineteenth Informational Supplements.
resistance. Nat Rev Microbiol 2004:42:4473-9. CLSI Document M100- S19. Wayne, PA,
2012;10:266-78. . 15.  Nasaj M, Mousavi SM, Hosseini SM, USA, 2012.

4. Vural T, Sekercioglu AO, Ogin¢ D, Arabestani MR. Prevalence of virulence 25. Depardieu F Perichon B, Courvalin P
Glltekin M, Colak D, Yesilipek A, et factors and vancomycin-resistant genes Detection of the van alphabet and
al. Vankomisine direncli Enterococcus among Enterococcus faecalis and E. identification of enterococci and
faecium susu. ANKEM Derg 1999;13:1- faecium isolated from clinical specimens. staphylococci at the species level
4. Iran J Public Health 2016;45:806-13. by multiplex PCR. J Clin Microbiol

5. Arslan U, Demir E, Oryasin E, Turk Dagi 16.  Kihn |, Burman LG, Haeggman S, Tullus 2004;42:5857-60.

H, Tuncer |, Findik D, et al. MLST Types K, Murray BE. Biochemical fingerprinting 26. Turkish Ministry of Health. Antimicrobial
of vancomycin-resistant Enterococcus compared with ribotyping and pulsed- Resistance Rates. National Nosocomial
faecium strains isolated from blood field gel electrophoresis of DNA for Infections Surveillance Study: 2011-2012
cultures. Mikrobiyol Bul 2013;47:432-41. epidemiological typing of enterococci. J Statistics. Ankara, Turkey: Ministry of

6.  Guldemir D, Karagoz A, Dal T, Tekin A, Clin Microbiol 1995;33:2812-7. Health; 2013. Available from:s URL:http//
Ozekinci T, Durmaz R. Molecular typing 17. Homan WL, Tribe D, Poznanski S, www.uhes.saglik.gov.tr. Accessed May
of nosocomial enterococci by pulsed- Li M, Hogg G, Spalburg E, et al. October 04, 2018.
field gel electrophoresis. Turk Hij Den Multilocus sequence typing scheme for 27.  Turkish Ministry of Health. Antimicrobial
Biyol Derg 2015;72:1-10. Enterococcus faecium. J Clin Microbiol Resistance Rates. National Nosocomial

7.  Gozalan A, Coskun-Ari FE Ozdem 2002;40:1963-71. Infections Surveillance Study: 2008-
B, Unaldi O, Celikbilek N, Kirca F 18.  Armin S, Fallah F Karimi A, Rashidan 2009-2010 Statistics. Ankara, Turkey:
et al. Molecular characterization of M, Shirdust M, Azimi L. Genotyping, Ministry of Health; 2013. Available
vancomycin-resistant Enterococcus antimicrobial resistance and virulence from:s URL: http//www.uhes.saglik.gov.
faecium strains isolated from carriage factor gene profiles of vancomycin tr. Accessed December 23, 2018.
and clinical samples in a tertiary hospital, resistance Enterococcus faecalis isolated 28. Teo JW, Krishnan B Jureen R, Lin RT.
Turkey. J Med Microbiol 2015;64:759-66. from blood culture. Microb Pathog Detection of an unusual van genotype

8. Cetinkaya Y, Falk B Mayhall CG. 2017;109:300-4. in a vancomycin-resistant Enterococcus
Vancomycin-resistant enterococci. Clin 19. Singh A, Goering RV, Simjee S, faecium hospital isolate. J Clin Microbiol
Microbiol Rev 2000;13:686-707. Foley SL, Zervos MJ. Application of 2011,49:4297-8.

9.  Cattoir V, Leclercq R. Twenty-five years molecular techniques to the study of 29. Cakirlar FK, Samasti M, Baris |, Kavakli
of shared life with vancomycin-resistant hospital infection. Clin Microbiol Rev H, Karakullukcu A, Sirekbasan S, et
enterococci: is it time to divorce? J 2006;19:512-30. al. The epidemiological and molecular
Antimicrob Chemother 2013;68:731-42. 20. Ranjbar R, Karami A, Farshad S, characterization of vancomycin-resistant

10. Sayiner HS. Hastanemizde strveyansla Giammanco GM, Mammina C. Typing enterococci isolated from rectal swab
saptanan VRE'lerin dagilimi, antibiyotik methods used in the molecular samples of hospitalized patient in Turkey.
duyarliliklari ve kolonize hastalarda risk epidemiology of microbial pathogens: a Clin Lab 2014,60:1807-12.
faktorlerinin degerlendiriimesi (Thesis). how-to guide. New Microbiol 2014;37:1- 30. Santajit S, Indrawattana N. Mechanisms
Istanbul;Istanbul Univ;2008. 15. of antimicrobial resistance in

11. Kutkan E. Vancomycine resistant 21. Koneman EW, Allen SD, Janda WM, ESKAPE pathogens. Biomed Res Int
enterococci (VRE) In Intensive Care Schreckenberger PC, Winn JrWC. 2016;2016:2475067.

Units (ICU) and Efficacy of Prevention Koneman's color atlas and textbook 31. Saba Copur S, Sahin F Gégmen JS.
for Strategies (Thesis). Istanbul;Marmara of diagnostic microbiology. 6th Determination of virulence and multidrug
Univ;2016. ed. Lippincott Williams & Wilkins, resistance genes with polymerase chain

12.  Alp S, Cetinkaya Sardan Y. Vankomisine Philadelphia; 1997. p. 577-603. reaction method in vancomycin-sensitive

direngli enterokoklarin epidemiyolojisi 22. Layton BA, Walters SP Lam LH, Boehm and -resistant enterococci isolated

ve kontrold.
2008;39:89-95.

Hacettepe Tip Dergisi

Turk J Intensive Care 2019;17:204-8

AB. Enterococcus species distribution
among human and animal hosts

from clinical samples. Turk J Med Sci
2016;46:877-91.



