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This research was planned and carried out in order to determine Staphylococcus
aureus and Staphylococcal Enterotoxin A presence quickly in meatball meals cooked in
two different hospitals with two different cooking systems by using molecular and classical
microbiological methods. Total 60 samples of meals with meatballs (30 samples from
each hospital) were included in the research. S.aureus and S.aureus Enterotoxin A
producing bacteria was detected in 6.6% of the samples of hospital A which used new
production techniques by using both molecular and classic microbiologic methods.
S.aureus and S.aureus Enterotoxin A producing bacteria was detected in 9.9% of samples
of Hospital B which used traditional methods by using both microbiologic methods. No
statistical difference was found out between two microbiologic methods in terms of
S.aureus identification. Consequently, hygienic rules must be obeyed during all phases,
the conditions must be improved and sustainable training of personnel must be ensured
in order to prevent food poisoning cases in hospital food service systems. Also, molecular
microbiologic methods used for determination of nutrient pathogens are faster and more
functional, so usage of these methods is crucial.
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Today, in accordance to the increasing
number of people that are eating outside, the
quality of institutional food management systems
is changing and also service areas are getting
wider*. The foods produced without hygiene in
those service areas cause food originated diseases.

* To whom all correspondence should be addressed.
E-mail: uyar@hacettepe.edu.tr
Fax:+90-3123051094

Staphylococcus aureus is one of the most
frequently associated bacteria related to food
originated diseases. Saureuswhichisafacultative
anaerobic gram positive coccus is found in both
human and animal ecological indents, especially
in nasal cavities of man aswell asdairy products,
cooked and uncooked meat, etc. The enterotoxins
produced by Saureus are resistant to heat and
may cause food poisoning characterized by
abdominal cramps, nausea, vomiting and
sometimes diarrheal® . The symptoms usually
occur within 30 minutes to 8 hours following
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consumption of toxin containing food and subside
spontaneously within 24 hours .

Staphylococcal entreotoxins play the
major rolein the pathogenesis of S.aureusrelated
gastroenteritis and food poisoning. Currently
about 15 staphylococcal enterotoxins (SES) have
been defined. They are mainly classified into 5
major classical typesA-E. However, thereare newly
defined SEs such as SEG, SEI, etc. The most
prevalent type causing food poisoning is
staphylococcal enterotoxinA (SEA)®. TheentAgene
coding SEA iscarried by a bacteriophage.

The detection of S aureusand SE infood
is often difficult. Food processing may kill the
bacteria without destroying the heat resistant SE.
Enzyme-linked immunosorbent assays are the
currently used classical methods for the direct
detection of SE in food samples. These methods
are time-consuming, expensive and require a
detection limit of SE higher thanthelevel required
for staphylococcal food poisoning. A commercially
present reversed passive latex agglutination (SET-
RPLA) method is more commonly used to detect
the presence of SE in bacterial cultures prepared
fromfood samples.

In recent years, molecular microbiological
methods have been used more frequently than the
classical methods for rapid and reliable
identification of microorganismsinvariousclinical
samples[1; 13]. These methods can also be usedin
the microbiological analysis of food samples®.

This study was conducted to investigate
the presence of S.aureus and SEs in the meatball
meals of two tertiary care hospitals in Ankara,
Turkey by classical microbiological methods and
by molecular techniques and also to analyse the
efficiency of the two test methods.

MATERIALANDMETHODS

The general properties of inpatient treatment
facilities (hospitals)

The study was conducted in two tertiary
care hospitals (A and B) in Ankara, Turkey, from
January to December 2008. The menusof 2 different
hospitals from where the samples were collected
are nonselective 3 container sets. While hospital
A usesone of the novel manufacturing techniques
(C-C) cook — chill, hospital B uses traditional
manufacturing techniques -cook fresh- (C-F).
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Hospital A produces its own meal and has
privatized the serving facility while hospital B has
privatized all meal production processes and
serving.

Collection of Samples

After portioning, food samplescontaining
all food ingredients (200 gr from each) weretaken
by service staff to sterile sample (2 containersfor
each) containers before being served to patients.
The purpose of thissample collection wasto obtain
the same quality of food sample that would be
served to the patients.

The samples taken to sterile containers
placed in carrier cases at 0-4°C, were brought by
the researchersto Food Microbiology Laboratory
in Hacettepe University Department of Nutrition
and Dietetics for the preparation of the
homogenate.

Prepar ation of Homogenate

Two different homogenatesto be used in
thetwo different test methods were prepared from
the food samples. For use in latex agglutination
tests 10 g of sample was taken from the food
specimens by using a sensitive scale and placed
in 20mL sterile bagsand diluted with 0,75% NaCl.
Thediluted sampleswere processed by stomacher
(TUL, Germany) for 5 minutes and the part passing
from thefilter wastaken into asterile beaker.

For use in molecular microbiological
method 10 g of sample was taken from the food
specimens by using a sensitive scale and placed
in20 mL sterilebagsincluding Tris-EDTA solution.
Thediluted sampleswere processed by stomacher
(TUL, Germany) for 5 minutes and the part passing
from filter was taken into a sterile beaker. 1 mL
sampleswere placed into 3 separate screwed tubes
and stored at -80 °C for future analysis.
Determination of S.aureusand Staphylococcal
Toxins
Classical Microbiological Method

1 mL was taken from the homogenized
sample and mixed with 9 mL steriledistilled water
and then 10 pL was placed on Baird Parker agar
(Oxoid, UK) whichwas selectivefor Saureus and
also onto sheep blood agar (Oxoid, UK) by
diffusion method in aseptic conditions and
incubated at 35°C for 48 hours.

Typical colonies with black cambered
centersproduced in Baird-Parker agar werefurther
evaluated for S.aureus identification. Gram
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positive cocci which were catal ase and coagulase
positive were further confirmed by latex
agglutination test (Slidex Staph Plus, bioMerieux,
France) for the identification of Saureus strains.
Colonies determined as Saureus were stored in
brain-heart infusion broth including 10 % glycerol
at -20°C until used for further tests®.

For the determination of SEs, SET RPLA
Toxin Detection Kit (TD 900 Oxoid, UK) based on
reversed passive latex agglutination method was
used. Thiskit involved polystyrenelatex particles
sensitized with purified antiserum taken from
rabbits, immunised individually with purified
staphylococcal enterotoxins A, B, C and D. The
test was carried on in “V” based microplates
according to the instructions of the manufacturer.
Prepared homogenate was centrifuged at 900 G at
4°C for 30 minutes. In brief, the supernatant was
filtered through a 0,2 um — 0,45 um low protein
binding membrane filter and latex reagents
sensitized with antiserato SEA to SED are mixed
with supernatant dilutionsand incubated overnight
and the results were evaluated according to the
development of homogenous agglutination in the
wells.

Molecular Microbiological M ethod
DNA I solation

DNA isolation was conducted by using
MagNaPure L C (RocheApplied Science, Germany)
automated nucleic acid isolation device. For DNA
isolation from 20-200 uL food samples“DNA 111
Blood CellsHigh Performance” protocol was used.
200 uL of bacterial suspensions were placed in
suitable sections of the device. The solutions used
for isolation were asfollows (1-8X); Wash Buffer |
10.8 mL, Wash Buffer Il 11.0 mL, Lysig/Binding
Buffer 3.6 mL, ProteinaseK 1.8 mL, MGP2.2mL,
Elution Buffer 1.8 mL. 100uL of bacterial DNA was
stored at -20°C until used for future analysis.

Inthisresearch, MagNaPureL Cisolation
technology was preferred as it does not require
centrifugation and other manual steps'.
Amplification of Bacterial DNA by Real-Time
PCR

nucA gene was selected as the Saureus
specific genomic marker and Real time PCR process
was carried on by using FRET (“Florescence
Resonance Energy Transfer”) probes. The
sequences of used primers and FRET probes (Tib
Molbiol, Berlin, Germany) for amplification of nucA
geneweregiveninTable 1.

Table 1. The sequences of primers and FRET probes used for amplification of Saureus nucA gene

Primer Genebank:V01281 %GC Tm (°C)
NucA F:AGCCAAGCCTTGACGAACTA A 47.6 58.2
NucA R:GCGATTGATGGTGATACGGTT 47.6 575
FRET probe

nuc FL: TGCTTCAGGACCATATTTCTCTACACCTTT 40 62.9
nucLC: TAGGATGCTTTGTTTCAGGTGTATCAACCA 40 64.6

PCR process was carried on by using
“Light Cycler 2.0" real-time PCR device (Roche
Applied Science, Germany). The PCR mixturewas
prepared by using “Light Cycler Fast Start DNA
Master Plus HybProbe” kit protocol. The prepared
PCR mixture was placed in the capillary tubes of
Light Cycler 2.0 device and then tubeswere placed
into the device to carry on the real-time PCR
process.

S. aureus enterotoxin A production was
investigated by PCR amplification of entA gene.
entA gene was detected by real-time PCR carried
on by using TagMan probe. DNA isolation and

pre-stages were carried on according to the above
protocol. The necessary primer and probes for
determination of related gene were obtained from
gene bank (code nr L22566). The sequences of
used primers and TagMan probesfor amplification
of entA geneare shown in Table 2.

The temperature cycles in the Light
Cycler devicewereprogrammed so asto fulfill the
following conditions: Denaturation: 95°C, 10min;
amplification (45 cycles): 95°C, 10 sec denaturation,
55°C, 45 sec bonding, 72°C, 15 sec polymerization;
Cooaling: 40°C, 30 sec
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Table 2. The sequences of primers and TagMan probes used
for amplification of entA gene (Palomares, et al., 2003).

Primer GeneBank:L 22566 %GC Tm (°C)
entA F: TGTGGAGAGACAGGGCACTG 60 58.7
entA R: CAGTTGTTGGCCATACGGATT 47.6 58.4
TagMan Probe TAAGGCCCAAATCTCAGCCATGCATC 50 66.9

Satistical Analysis

The data were analyzed with SPSS
software (Statistical Package for the Social
Sciences, version 11.5, SSPS Inc, Chicago, IL,
USA). Mean data as well as the percentages of
data in each category were computed. Cross
tabulation and were used to examine the
relationships among and between the variables.
Statistical significancewas set at ap value of <0.05.

RESULTSAND DISCUSSION

Sixty meatball meal samplestaken from
hospitals were examined by both latex
agglutination method and by real-time PCR.
S.aureus and S.aureus Enterotoxin A producing
strains were found in 2 samples by latex
agglutination and in 7 samplesby real-time PCRin
hospital A. In hospital B, Saureus and S.aureus
Enterotoxin A producing strains were found in 3
samplesby latex agglutination and in 2 samples by
real-time PCR (Table 3). Therewasno statistically
significant difference between the two test methods
(p>0.05).Bacterial food poisoning represents a
substantial public health problem with enterotoxins

produced by S.aureus being among the most
COMMON CaLISES.

Food production systems vary in
institutions where public food service is given.
Some institutions prefer new, expensive but less
[abor intensive methods such as cook — chill, cook
— freeze, while other institutions continue
traditional production which is cook-fresh daily.
Both of these methods are safe as far as they are
performed under appropriate conditions.
Screening of food samples in terms of
bacteriological safety isapart of infection control
system. In this study, analysis of food samples
was performed on meatbal| meals by both classical
and molecular microbiol ogical methods.

For the determination of SEshy classical
methods, reversed passive latex agglutination is
the most commonly used method. It detects the
toxin onlyif it isexpressed in vitro and the result
depends on the amount of toxin being produced.
According to this method S.aureus and S.aureus
Enterotoxin A producing strainswerefound in 6.6%
of samplestaken from hospital A whichwasusing
C-C method and in 9.9% of samples taken from
hospital B which was using C-F (n=30) (Table 3).

Table 3. Saureus and Saureus Enterotoxin A producing strains in meatball
meal samples taken from two study hospitals by two different test methods

Real-time PCR (nucA-entA)

Hospital A (NP)2 (n=30) Positive Negative
Latex agglutination Positive 2 (%6.6) - 2
Negative 5 (%16.5) 23 28
Total 7 (%23.1) 23 30
(p>0.05)
Hospital B (TP)® (n=30)
Latex agglutination Positive 3(%9.9) 0 3
Negative 2(%6.6) 25 27
Total 5 (%16.5) 25
30 (p>0.05)

2 New production method; ° Traditional production method
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Molecular microbiological analysis (nucA-entA
real-time PCR) revealed that 23.1% and 16.5% of
the samples, were positive in hospital A and B,
respectively. The higher detection rate of SEA by
molecular methods could be attributed to several
factors. The production of a sufficient amount of
toxinis essential for successful detection of SEs
by latex agglutination method. This may be
influenced by culture conditions. If enough toxin
isnot present in the culturefiltrate, this assay may
lead to fal se-negative results. Similar resultswere
obtained by Delcenserie et al.,® who found 51
positive S.aureus and S.aureus Enterotoxin A
producing strains out of 79 strains by molecular
method and 43 positive strains by the classical
method. Klotz et al also reported higher detection
of SEsby TagMan PCR than latex agglutination®.
Morandi et al. stated that? molecular methods
showed agood correlation with classical methods.
Although no statistically significant differencewas
determined between the efficiency of molecular
methods and classical methods in terms of
detection of SEA positive strains in the food
samples, real-time PCR seemed to be much more
sensitive than latex agglutination method.

The rate of higher positive results
obtained by the molecular method may indicate a
possible cross-contamination during institutional
food production in hospital A which used cook-
chill method. Although novel manufacturing
techniques have many advantages, the main
disadvantage of these methods is contamination
risk since novel manufacturing techniquesinclude
more production steps than cook fresh and each
step increases the cross-contamination risk if the
process is not done under proper conditions. [2;
18], [3; 5]. However, this contamination can be
prevented by appropriate cooking and serving
methods at the end process. When the results of
latex agglutination method was considered, it was
observed that SEA positivity rate was lower in
hospital A. This might be attributed to the more
appropriate cooking method of hospital A which
tried to maintain acoretemperature above 75°C. It
was also stated in previous studies that suitable
cooking methods reduced the number of
microorganismssignificantly in meatballs[2; 19].
Classical microbiological analysisresultsindicated
that all S.aureus positive meatball samples

obtained from the two hospitals produced SEA.
Molecular methods also detected nucA and entA
genesin al Saureus positive samples. However,
toxin analysis from food homogenates was not
performed in this study. Thus although it was
obvious that the detected bacteriain the samples
had the ability to produce enterotoxin A, no
information were available about the presence of
toxinsin food samples. Nevertheless, it might be
concluded that this toxin producing bacteria
defined in meatball meals could produce
enterotoxins in suitable conditions and may lead
to food poisoning. Since these toxins are resistant
to heat, they can not be removed by cooking and
may |lead to important public health problems. [7;
8]. The results of this study indicated that more
Saureus enterotoxin A gene positive sampleswere
detected by real-time PCR. Molecular methodslike
real-time PCR iswell adjusted for screening large
numbers of food samplesat the sametime, allowing
rapid, reliable, efficient, and cost-saving detection
of microorganismsor their products.

CONCLUSON

Food production systems vary in
institutions where public food service is given.
Some institutions prefer novel manufacturing
techniques but lesswork power requiring methods
such as cook — chill, cook — freeze, while other
institutions continuetraditional production which
is cooking and serving in the same day. Both
methods are not risky asfar asthey are performed
under suitable conditions. The foods produced in
public food systems should not carry intoxication
risk. Some microbiological methods are used to
detect the pathogensin foods. The classical method
which is culture dependent is considered as gold
standard. However, analysis period can last for 3-
4 days. Molecular microbiological methods can
define the pathogens much faster. Rapid
identification of the pathogens results in self-
control of the institution, establishment of
necessary measures to prevent many food
originated diseases. For this, check points should
be determined from beginning of the production
chain to the end and risk analysis should be made
so that the products can be safely consumed.

J. Pure & Appl. Microbiol., 5(1), April 2011.



24 UYAR et al.: DETERMINATION OF Saphylococcus aureus

ACKNOWLEDGEMENTS

The authors thank the University of
Hacettepe and the The Scientific and Technical
Research Council of Turkey (TUBYTAK) for
financial support of this research.

REFERENCES

1. Alacam, R., Erguven, S., Hasgelik, G,
Ozkuyumcu, C., Tungkanat, F., Us, D., &
Arlkan, S., T1bbi Mikrobiyoloji Laboratuvar
Editim Kitabl. Ankara: Hacettepe Universitesi
2003.

2. Armstrong, G., Minimal Thermal Processing. In
Handbook of Vegetable Preservation and
Processing (Vol. 1): CRC Press 2003.

3. Ba°, M., Besin Hijyeni Guvenlidi ve HACCP.
Ankara: Sim Matbaac1l1k 2004.

4, Ciderim, N., & Beyhan, Y.., Toplu Beslenme
Sstemlerinde Hijyen. Ankara: Kok Yaylnclllk
/ Aydoddu Matbaasl 1994.

5. Dad, A., Yiyecek Ycecek Ypletmelerinde Sandart
Tarifeler Maliyet ve Hijyen KontrolU. Ankara:
Meteksan Matbaacll1k 2006.

6. Delcenserie, V., Bechoux, N., China, B., Daube,
G, & Gavini, F., A PCR method for detection of
bifidobacteriain raw milk and raw milk cheese:
comparison with culture-based methods.
Journal of Microbiological Methods, 2005; 61(1):
55-67.

7. Erol, Y., Glda Hijyeni ve Mikrobiyolojisi.
Ankara: Pozitif Matbaacll1k Ltd. Sti 2007.

8. Erol, Y., Mutluer, B., & Vatansever, L., A tipi
enterotoksin ol uCturan Staphylococcus aureus un
¢io koftede Greme ve toksin olufturma
yetenedinin belirlenmesi. G1da, 1993; 18: 315-
318.

9. Klotz, M., Opper, S., Heeg, K., & Zimmermann,
S., Detection of Staphylococcus aureus
enterotoxins A to D by real-time fluorescence
PCR assay. Journal of Clinical Microbiology,
2003; 41(10), 4683-4687.

10. Kluytmans, J. A., & Wertheim, H. F., Nasa

J. Pure & Appl. Microbiol., 5(1), April 2011.

11.

12.

13.

14.

15.

16.

17.

18.

19.

carriage of Staphylococcus aureus and
prevention of nosocomial infections. Infection,
2005; 33(1): 3-8.

Le Loir, Y., Baron, F., & Gautier, M.,
Staphylococcus aureus and food poisoning.
Genetics and Molecular Research, 2003; 2(1):
63-76.

Morandi, S., Brasca, M., Lodi, R., Cremonesi,
P., & Castiglioni, B., Detection of classical
enterotoxins and identification of enterotoxin
genes in Staphylococcus aureus from milk and
dairy products. Veterinary Microbiology, 2007;
124(1-2): 66-72.

Obara, H., Aikawa, N., Hasegawa, N., Hori, S.,
Ikeda, Y., Kobayashi, Y., Murata, M., Okamoto,
S., Takeda, J., Tanabe, M., Sakakura, Y., Ginba,
H., Kitagjima, M., & Kitagawa, Y., Therole of a
real-time PCR technology for rapid detection
and identification of bacterial and fungal
pathogens in whole-blood samples. Journal of
Infection Chemotherapy, 2010.

Palomares, C., Torres, M. J., Torres, A., Aznar,
J., & Palomares, J. C., Rapid detection and
identification of Staphylococcus aureus from
blood culture specimens using real-time
fluorescence PCR. Diagnostic Microbiology and
Infectious Disease, 2003; 45(3): 183-1809.
Revision, A., Bacteriological Analytical Manual
(8 ed.). Washington 1998.

Ruh, E., Mycobacterium Tuberculosis Klinik
Izolatlar1nda Kinolon Direncinin Klasik Ve
Molekiler Yontemlerle Saptanmasl. Hacettepe
Universitesi, Ankara 2008.

Settanni, L., & Corsetti, A., The use of multiplex
PCR to detect and differentiate food- and
beverage-associated microorganisms: areview. J
Microbiol Methods, 2007; 69(1), 1-22.
Venugopd, V., Cook-Chill Processing. In Seafood
Processing (Vol. 1): CRC Press 2005.

Y1llmaz, |., Yetim, H., & Ockerman, H. W., The
effect of different cooking procedures on
microbiological and chemical quality
characteristics of Tekirdag meatballs. Nahrung,
2002; 46(4): 276-278.



