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INTRODUCTION

Objective: To monitor microbes, focusing on drug resistance, on the hands of the
personnel of four departments of a tertiary hospital (ICU, neonatal unit, internal
medicine ward and surgical ward) and explore differences between departments,
professions and genders.

Materials and methods: Hand sampling from 125 healthcare employees was
conducted followed by isolation, identification and antibiotic resistance profiling
of different microbial species.

Results: Staphylococcus spp was the most prevalent microbe (76/125, 60.8%),
followed by different Gram-negative pathogens (45.6%). ICU employees had a
significant probability to have Gram-negative contamination [OR 3.627 (95% ClI
1.220-10.782)], independently of gender or profession. Staphylococcus spp pres-
ence was associated with working in the internal medicine ward [OR 6.976 (95%
Cl 1.767-25.540)] and the surgical ward [OR 5.795 (95% Cl 1.586-21.178)]. Staphy-
lococcus spp was more prevalent in males vs. females (81.3% vs. 54.9%, p=0.008)
and in medical vs. nursing personnel (76.9% vs. 54.8, p=0.019).

In the majority of Gram-negative isolates (56.1%), at least one multi-drug resis-
tant (MDR) or extensively drug resistant (XDR) strain was isolated. A statistically
significant higher prevalence of XDR Gram-negative microbes was found on the
hands of nursing personnel (22.2% vs. 2.3% for medical doctors, p=0.014). Only 2
methicillin resistant Staphylococcus Aureus (MRSA) out of the 12 Staphylococcus
aureus positive samples were identified.

Conclusions: Employees in the ICU are more prone to Gram-negative and not to
Gram-positive hand contamination. MDR and XDR pathogens are prevalent, and
are associated with nursing profession.

AIM

Healthcare-associated infections are a significant
burden in public health as they are associated with
increased morbidity and mortality, prolongation of
hospital stay, and compromise of survival of immu-
nosuppressed patients.! Thus, compliance with hand
hygiene guidelines is necessary since contamination
via hands of healthcare providers plays a cardinal
role in the transmission of diseases in healthcare
settings.? This is of major importance, especially for
multi-drug resistant pathogens, which are currently
one of the biggest challenges in hospital hygiene.:

The aim of this study was to monitor microbial
species, focusing on their drug resistance on the
hands of medical and nursing personnel, working
in four different departments of a tertiary hospital
and to explore possible differences between location,
profession and gender of the employees.

METHODS

SAMPLE COLLECTION

The study was conducted in a tertiary university
hospital of NE Greece for a period of 12 months
(from March 2013 to February 2014). Samples of
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animate sources (hands) were collected on a monthly
basis, from the employees in four different hospital
departments, namely the Intensive Care Unit (ICU),
the neonatal unit, the internal medicine ward, and
the surgical ward.

Briefly, the procedure was the following: on a
monthly basis, members of the research group
made unannounced visits to the abovementioned
departments, recruiting the personnel on shift to
participate, by providing hand samples during their
daily routine duties and without having previously
their hands washed.

Sample collection was performed according to
the following protocol: a sterile bag (Stomacher 400
Classic; Seward) containing 500 mL of brain-heart
infusion broth was used in which the recruited indi-
viduals immersed and rubbed their hands for about
60 seconds. The sampling fluid was collected in a
sterilized container and microbiological analyses
were conducted according to standard procedures.

MICROBIOLOGICAL METHODS AND CHARACTERIZATION OF
ANTIBIOTIC SUSCEPTIBILITY

Nutrient agar (Oxoid), MacConkey agar (Merck),
Slanetz & Bartley Medium (Oxoid), and Baird-
Parker agar (Merck) were used for the isolation
and enumeration of: i) total aerobic counts, ii)
Gram-negative microorganisms, iii) Enterococci and
iv) Staphylococci, respectively. Pure cultures were
prepared on blood or MacConkey agar and iden-
tification to the species level, as well as antibiotic
sensitivity analysis, were performed by a VITEK-2
automated system (Biomérieux). Characterization of
bacterial isolates as multidrug-resistant (MDR), or
extensively drug-resistant (XDR) was carried out
according to standardized international terminology
proposed by the joint initiative of the European
Centre for Disease Prevention and Control (ECDC)
and the Centers for Disease Control and Preven-
tion (CDC).4

STATISTICAL ANALYSIS

According to the assessment of normality of dis-
tribution by the Kolmogorov - Smirnov test, non-
parametric statistics were applied. Chi-squared test
was used for assessing differences in proportions
and Kruskal-Wallis analysis was used for com-
parisons across different sample groups. Binary
logistic regression analysis was applied in order to
detect factors that might predict the presence of a
particular microbial isolate. More specifically, gen-
der (females used as reference), profession (nurses
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used as reference) and department (neonatal unit
used as reference), were entered in this regression
model and were evaluated as potential predictive
factors for the presence of pathogens. The level of
significance was set at p value <0.05. All statistical
analyses were conducted with IBM SPSS v. 17.0.

The study protocol received approval by the In-
stitutional Ethics Committee.

RESULTS

During the course of the study, 125 healthcare em-
ployees, 81 nurses (64.8%) and 44 medical doctors
(35.2%) were examined, as described in the Material
and methods. Table 1 displays the departments they
were working, as well as the gender distribution by
department and profession.

Staphylococcus spp. was the most prevalent iso-
late (76/125, 60.8%) with median value: 194 CFU
(IQR 41-1000 CFU). Twelve Staphylococcus aureus
strains were isolated in the study sample (12/125
= 9.6%), while Enterococcus sp was identified in
28 employees (22.4%), median value 14 CFU (IQR
3-61 CFU).

In 57 hand samples (45.6%), Gram-negative
microbes were also isolated, most of them referred
to Acinetobacter baumanni (n=29) and Klebsiella
pneumoniae (n=21), with median value 18 CFU
(IQR 4-110 CFU). The rest of the Gram-negative
microorganisms which were isolated, included Esch-
erichia coli, Pseudomonas aeruginosa, Pseudomonas
stutzeri, Pseudomonas luteola, Pseudomonas putida,
Enterobacter cloacae, Pantoea agglomerans, Mo-
raxella spp., and Aeromonas salmonicida.

Logistic regression was applied in order to iden-
tify factors predicting the isolation of strains on the
hands of the personnel. As it was found, the odds
were significantly higher for employees working
in ICU to have an identifiable strain (either Gram-
positive or -negative) [OR of 3.029 (95% CI: 1.061-
8.647)]. No other factor (gender or profession) was
found to be statistically significant. Likewise, the
presence of Gram-negative pathogens in the hand
samples was associated only with working in the
ICU [OR 3.627 (95% CI 1.220-10.782)]. Results
are displayed in Table 2.

The presence of Staphylococcus spp. was associ-
ated with working in the internal medicine ward
[OR 6.976 (95% CI 1.767-25.540)] and the surgical
ward [OR 5.795 (95% CI 1.586-21.178)] (Table 2).
Further analysis showed that Staphylococcus spp.
was isolated more prevalently on the hands of male
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vs. female workers (81.3% vs. 54.9% respectively,
chi-squared 6.938, p=0.008) and on the hands of
medical vs. nursing personnel (76.9% vs. 54.8%,
chi-squared 5.540, p=0.019)

In a significant number of participants (32 out
of 57, 56.1%) with Gram-negative isolates, at least
one multi-drug resistant (MDR) or extensively drug
resistant (XDR) strain was isolated. Of note is that
in 4 samples (7%) two different MDR strains were
simultaneously identified. MDR strains referred
to Acinetobacteer baumanii (n=8) and Klebsiella
pneumoniae (n=5), while the XDR strains referred
to Acinetobacter baumanii (n=19). More specifi-
cally, in 17 employees (29.8%) at least one XDR

strain was identified while two employees had two
different XDR strains.

Regarding resistance of Gram-positive bacteria,
only in 2 out of the 12 positive for Staphylococcus
aureus hand samples, resistance to methicillin was
found (Methicillin Resistant Staphylococcus Aureus -
MRSA), resulting in a prevalence of 2/125 = 1.6%.
Interestingly, a statistically significant difference in
the prevalence of XDR Gram-negative microbes
was found between medical and nursing personnel.
More specifically, XDR strains were detected only
in 2.3% of medical doctors, while this percentage
was significantly higher (22.2%) among nurses
(chi-squared 6.076, p=0.014).

Table 1. Distribution of the studied health-care employees by profession and gender

Included healthcare workers Medical Doctors Nurses

Department Total  Males Females Total Males Females Total Males Females
Internal Medicine 25 9 16 10 6 4 15 3 12
Ward

Surgical Ward 26 10 16 9 8 1 17 2 15
ICU 49 19 30 19 16 3 30 3 27
Neonatal Unit 25 1 24 6 0 6 19 1 18
Total 125 39 86 44 30 14 81 9 72

Table 2. Odds Ratios and 95% confidence intervals for different types of hand contamination in different depart-

ments of the hospital versus the neonatal unit

OR

95% CI P

Presence of an identifiable microbial strain in general

Internal Medicine ward

vs. Neonatal Unit 1.398
Surgical Ward vs. Neo-

natal Unit 1.807
ICU vs. Neonatal Unit 3.029

0.434-4.499 0.574
0.572-5.704 0.313
1.061-8.647 0.038
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Presence of a gram negative strain

Internal Medicine

ward vs. Neonatal 0.934 0.263-3.323 0.916
Unit

Surgical Ward vs.

Neonatal Unit 2.554 0.774-8.424 0.124
ICU vs. Neonatal Unit 3.627 1.220-10.782 0.020

Presence of Staphylococcus spp.

Internal Medicine

ward vs. Neonatal 6.976 1.767-27.540 0.006
Unit

Surgical Ward vs.

Neonatal Unit 5.795 1.586-21.178 0.008
ICU vs. Neonatal Unit 1.384 0.478-4.001 0.549

DISCUSSION

The present study monitors different microbial
species in the hand samples of healthcare workers
of four different departments in a tertiary hospital,
assessing at the same time their drug resistance
characteristics. As it was demonstrated, working in
the ICU was associated with a higher risk for hand
contamination in general, as well as with a higher
risk for Gram-negative pathogens. On the contrary,
Gram-positive infection was associated with working
in the internal medicine ward followed by working
in the surgical ward. Additionally, Staphylococcus
spp infection was associated with male gender and
medical profession, while the amount of drug resis-
tant Gram-negative bacteria, both MDR or XDR,
was higher in samples of nursing staff.

A recent study conducted in USA reported a
6.2% prevalence of MRSA hand samples of 209
healthcare workers,> certainly a higher percentage
than that found in our study. On the other hand, a
study on 50 healthcare workers in Malaysia reported
a prevalence of 6% of Staphylococcus aureus con-
tamination, however it did not identify any MRSA

strain.® The rest of the flora isolated in this study,
did not differ significantly in comparison to our study
sample. A previously conducted study in Ethiopia
reported a significant difference in Staphylococcus
aureus contamination between nurses and medical
doctors (13.6% vs. 2.3%, respectively, p=0.044) and
a 6.2% MRSA hand carriage in total.” Regarding
prevalence of MDR Gram-negative pathogens this
was 15.8%, significantly higher than that reported
by O’Fallon et al. among healthcare workers in USA
(7.7%).% In an old study conducted in a European
hospital Staphylococcus aureus (10.5%) and Gram-
negative bacilli (14.5%) were isolated, although
the predominant flora was normal skin flora i.e.
coagulase-negative staphylococci, Corynebacterium
spp, and Micrococcus spp.°

Previous studies have highlighted the importance
of hand hygiene in restricting transmission of in-
fections in healthcare settings.!?-!? Indeed, imple-
mentation of strategies aiming at improving hand
sanitation, such as hand washing, use of disinfectants
and use of gloves was proved to be successful in
reducing nosocomial infections.!3-1¢

203

Folia Medical 2016 |1 Vol. 58 | No. 3 | Article 7



Folia Medica

A.Tselebonis A et al

The major strength of the present study is that
different microbial species colonizing the hands of
healthcare professionals were documented for the
first time in this country, with emphasis placed on
drug resistance. Moreover, different professions and
settings within the same hospital environment were
also examined so as to detect possible predictive
factors for specific microbial contamination and to
design strategies with special targets.

In summary, personnel working in the ICUs and
Internal Medicine wards are more prone to hand
contamination, with Staphylococcus infection be-
ing more prevalent among medical professionals.
Unfortunately, multi-drug and especially XDR
pathogens are also prevalent, and they are mostly
associated with the nursing profession. This could
be explained by more frequent contact with patients,
and other unaccounted for factors. Special actions
should be therefore undertaken aiming at specific
professional groups and settings taking into consid-
eration the different levels of compliance for hand
hygiene practices.!’
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Llenb: HabniogeHne 3a Mukpobamum (C akLLleHTOM Ha JIEKAPCTBEHHYIO Pe3MCTEHT-
HOCTb) Ha MOBEPXHOCTM PYK MepCoHasa B YeTblpex OTAeNEHMSAX Creunanmsnpo-
BaHHOW 60bHULbI (MHTEHCUMBHAsA Tepanus, HeOHATaNbHOe, BHYTPEHHSAA MeanLm-
Ha 1 XMpPypruyeckoe oTAeNneHne) 1 aHanus pasnnunii B paspese no oTaeNieHnsam,
npodeccnam 1 reHgepPHOMY Npr3HaKy.

MeTtog: bbinu B3ATbI Npo6bI € pyK 125 MegnLMHCKUX pabOTHUKOB, 3aTeM Noceo-
Bania usonAuua, naeHTMdrKaumsa 1 onpefeneHne aHTMbMOTUYECKON Pe3NCTEHT-
HOCTU pa3HbIX BUAOB MUKPOOOB.

Pe3synbrartbl: Ctadunokokku (Staphylococcus spp) saBnsawTca camor npesanvpy-
foLlen rpynnon Mmkpobos (76/125, 60.8%), 3a HUMU CleayloT rpamoTpulaTenb-
Hble nmaToreHbl (45.6%). Y nepcoHana, 3aHATOro B OTAENEHUN WHTEHCUBHOWN Te-
panuu, HabnopaeTcs 6onbluad BEPOATHOCTb 3aparkeHNs rPaMoTpULATENbHbIMA
6akTepuamun [OR 3.627 (95% Cl 1.220-10.782)], He3aBUCKMMO OT nosa 1 npodeccuu.
Hannuue Staphylococcus spp cBA3aHO ¢ paboTo B OTAENEHNW BHYTPEHHEN Mef -
umHbl [OR 6.976 (95% Cl 1.767-25.540)] n B xupypruyeckom otgeneHum [OR 5.795
(95% Cl 1.586-21.178)]. CTadpnnoKOKKM BCTPEUAIDTCA Yalle Y MY>KUMH, YEM Y XKEH-
WuH (81.3% n 54.9%, p=0.008), a Takxe yalle y Bpauen, yem y megcectep (76.9%
n 54.8%, p=0.019).

B 60nblINHCTBE rpamMHeraTUBHbIX N301ATOB (56.1%) Obin M30NNPOBAH Kak MUHW-
MYM OAMH LITaMM C MyNbTUIeKapCTBEHHOW pe3ncTeHTHoCTblo (MDR) nnu pesun-
CTEHTHOCTbIO K LUMPOKOMY crneKTpy nekapcTs (XDR). Ha noBepxHOCTU pyk mepd-
cecTep 6bla yCTaHOBMIEHa CTaTUCTUYECKM 3HauMmMas Oosiee BbiCOKasA CTeneHb
pacnpoctpaHeHua XDR rpamHeratuBHbix MUKPo60B (22.2% y mepacectep u 2.3%
y Bpayei, p=0.014). bbino BbIABNEHO BCEro 2 METULMANIMHPE3NCTEHTHBIX 30J10-
TUCTBIX cTapunokokka (MRSA) u3 uncna 12 NonoXnUTenbHbIX NPO6 Ha Hanuuune
Staphylococcus aureus.

3aknoueHue: [epcoHan, paboTawWwmin B OTAENEHUN UHTEHCUBHON Tepanuu, B
60NbLLOW CTeMeHV NOABEPEH 3apaXkeHMWI0 FPaMHeraTMBHbIMU, HEXKeNy rpamro-
3UTKBHbIMY 6akTepuramy. MDR 1 XDR ABAAOTCA NpeBanvipyowmum BUAOM 1 CBsi3a-
Hbl C Npodeccuen MefcecTpbl.
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