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Abstract

Listeria monocytogenes (L. monocytogenes) is the food borne pathogen responsible for listeriosis, which is considered a
serious public health risk and are the most important pathogens which can be spread through food products consumption. The
disease that can be serious and fatal to human and animals. The objective of present study was carried out to detect, isolate
and identify L-monocytogenes from frozen chicken, minced meat and cheese in duhok province. Within a period of six months
from march to October 2015, a total of 150 samples were collected including 50 samples of minced meet, 50 samples of frozen
chickens and 50 samples of cheese. Biochemical and microbiological test with Real time PCR technique by using specific primer
was performed to determine the prevalence of the L-monocytogenes in the samples. Detection of such bacteria in different kinds
of food product is crucial to safeguard public health due to it is potential hazard in human and animals. Out of 150 samples 20
samples displayed garish and black colonies with black halos on Oxford and Palcam agar. From the total of 20 suspected Listeria
12 isolate of L. monocytogenes identified by PCR. L. Monocytogenes were detected in 1(2%), 7(14%), and 4(8%) isolates from
cheese, minced meat and frozen chicken respectively. The PCR technique has demonstrated to be a rapid and reliable method

appropriate for the routine analysis of different types of food.
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Introduction

Listeria spp. is broadly distributed in environment. It can be
isolated from soil and water because the organisms of the Listeria
are omnipresent in nature [1]. A wide range of animal species can be
contaminated by L. monocytogenes, including mammals, domesticated
animals, pets, fish, birds and crustaceans [2].

In mammals, L. monocytogenes might cause premature births and
it is the reason for developing of a sign of meningoencephalitis [3]. In
addition, L. monocytogenes considered as a vital reason for zoonoses
that causes listeriosis [4,5].

L. monocytogenes has a great concern to general well-being
and the food economy because of its extensive occurrence in the
environment and capability to survive or even grow under very harsh
conditions [3]. The expanding rate of L. monocytogenes in food born
outbreaks, in nowadays eating style, has led to the immediate action
for a fast discovery method for testing food products. Almost all cases
of listeriosis tend to be foodborn, and a number of food items could
be contaminated by L. monocytogenes including raw chicken meat,
raw minced meat, soft cheese and fish. Most of these items are widely
consumed in Kurdistan and Duhok province, especially [6].

A number of molecular biology methods and techniques have
been described for detection of L. monocytogenes including DNA
probes and PCR techniques [7-10]. In addition, direct detection of L.
monocytogenes in food products by PCR has been reported in several
cases [11].

To our knowledge, there is no published data covering variety
sources of food samples for isolation and detection of L. monocytogenes
in Duhok province. In fact, there is no incidence and no official data of
food born listeriosis recorded in Duhok province as L. monocytogenes
is tested in the food samples. The objective of present research was
to assess the use of PCR in the detection of L. monocytogenes in food

products and to find out the contamination level with Listeria pathogen
in food products in Duhok province.

Materials and Methods

One hundred fifty raw samples of different food product including
50 samples of chicken, 50 samples of minced meat, and 50 samples
of cheese were obtained from different supermarket; restaurant and
veterinary quarantine of Duhok province were tested. All samples
had been properly stored were placed in separate sterile plastic bags
to prevent spilling and cross contamination and the samples were
brought to the laboratory on crush ice and were kept in a refrigerator at
4°C until testing within 4 hours.

Food samples were analyzed for the presence of Listeria spp. using
selective enrichment procedure and isolation protocol, recommended
by United States Department of Agriculture (USDA) [12].

Microbiological investigation

A food sample of 25 g was added to 225 ml of half strength Fraser
broth which use as primary enrichment media (Conda, Spain), to
obtain a 1:10 sample dilution. All samples were homogenized 30-
60 seconds and incubated at 30°C for 24 hrs. From this primary
enrichment, 0.1 ml was then inoculated into 10 mL of Fraser Broth
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which use as secondary enrichment medium, and incubated for 48 hrs
at 37°C in shaking incubator. A loopful of the Fraser Broth enrichment
culture was streaked on the surface of different selective agar PALCAM
listeria agar (Conda, Spain) with supplement and OXFORD agar (Lab
UK) with X122 supplement. These selective agars were then incubated
for up to 48 h at 37°C. Selective agars were observed for suspected
colonies at 24 to 48 hrs of incubation. Suspected colonies were those
that appeared greyish colonies surrounded by black halos and sunken
centers with possible greenish sheen on Oxford agar or black colonies
on PALCAM listeria agar.

The following tests were used for confirmation; Gram's staining,
motility test, catalase reaction, and oxidase reaction and RT-
Polymerase Chain Reaction (PCR).

DNA extraction

The DNA from Listeria was extracted from the sweep of few colonies
grown on PALCAM listeria Agar plates by boiling method. One loop of
Listeria from agar plates was suspended in 100 pl of sterile de-ionized
water in a 1.5 ml microcentrifuge tube and a bacterial suspension was
vortexed. The bacterial suspension was boiled at 95-100°C for 10 min
and centrifuged at 10,000x g for 10 min. The supernatant was used as
a DNA template for PCR [13]. Purification of DNA was achieved by
using a genomic DNA purification kit (Qiagen, Germany) according
to the manufacturer’s instruction. The DNA was measured by using
Nanodrop Spectrophotometer QIAxpert (QIAGEN) and stored at 4°C.

Confirmation of samples with Real time PCR technique

Screening of suspected Listeria that isolated microbiologically were
conducted according to Food proof® Listeria detection kit (Biotecon
Diagnostics, Catalog) which is PCR kit for the qualitative detection
of Listeria Spp., using real-time PCR instruments. In this method a
fluorescent dye is used to follow the PCR amplification in real-time and
can be used to detect the amplified products from a number of genes
at the same time [14]. The real-time PCR was done with a final volume
of 25 pl of reaction mixture in each well of a 96-well plate, in which
containing of 20 pl of PCR Master Mix (provided) and 5 pl of DNA
template, beside positive and negative control were run. The DNA
from samples was amplified in the standard mode running (2 hours)
on a 7500 fast real-time PCR machine (Applied Biosystems, Foster
City, CA, USA). The reactions were run according to the amplification
conditions were optimized to the thermalcycler as defined in Table
1. The amplification results were visualized and analyzed during the
last 50 cycles of the amplifications using the 7500 fast software V.1.4.0
(Applied Biosystems) with the thermocycler AB 7500 fast (Applied
Biosystem, Foster City, CA, USA).

Results

A total of 150 samples tested, 13.3% presumptively positive by
culturing method while 8% were confirmed to be positive for L.
Monocytogenes by means of PCR.

Microbiologically all sample streaked on Palcam and Oxford agar.
On Palcam plate which is selective media that recommended for the

Stage Temperature Time Cycles
Holding stage 37°C 4 minute 1
Holding stage 95°C 5 minute 1
Denaturation 95°C 5 second 50
Annealing 60°C 60 second 50

Table 1: RT-PCR conditions and cycling for L. monocytogenes detection.

Page 2 of 4
Sample @ Sample positive for culture = Catalase Oxidase @ Motility
Cheese 3 +ve -ve Motile
Meat 1 +ve -ve Motile
Chicken 6 +ve -ve Motile
Total 20

Table 2: Suspected of L. monocytogenes by means of microbiology and
biochemical test.

Sample No. Of Sample Suspected Listeria M. By Amplifying by
culture (Oxford and Palcam) PCR
Cheese 50 3 1
Meat 50 1 7
Chicken 50 6 4
Total 150 20 12

Table 3: Number of positive samples according to Real time PCR.

isolation of L. monocytogenes from foods, Listeria colonies appeared
grey-green with black-sunken centers and a black halo, the selectivity
of the medium comes from its content of polymyxin, acriflavin,
ceftacidim, and lithium chloride. While on Oxford plate which has the
same properties of Palcam as well as it is preferred by adding various
antimicrobial agents to the base, and both of them inhibit gram-negative
organisms and most gram-positive organisms during 24 hrs. Twenty
samples were suspected by culture as L. monocytogenes. according to
catalase and motility test were positive and oxidase negative as show in
Table 2, the isolation sample was distributed between three type of food
in Duhok city (50 sample from each type), from cheese 3 (6%), chicken
6 (12%) and from meat 11 (22%) founded as such bacteria.

Confirmation of L. Monocytogenes by real time PCR

A total of 20 samples tested were identified as presumptively
positive for Listeria species using Oxford and Palcam agar, which
does not differentiate between Listeria species, non-pathogenic species
of Listeria, therefore, cannot be eliminated when selecting suspect
colonies for confirmation.

All 20 isolated samples are detected with L. Monocytogenes
underwent to the DNA extraction from bacterial colony by boiling
to achieve real time PCR using food proof® Listeria monocytogenes
Detection Kit Hybridization Probes (LC 1.x, 2.0) as shown in Figure
1. The majority of the suspected samples (12) were detected as positive
as in Table 3.

Discussion

Listeria monocytogenes considered as a highly pathogenic
bacterium that contaminate a wide range of food products with a high
mortality rate in the world. From a total of 150 samples of various type
of food products, soft cheese 1(2%), raw chicken 4(8%) and red minced
meat 7(14%), were positive for L. Monocytogenes by PCR. The findings
of these results indicated that the meat products were considerably
more likely to be contaminated with L. monocytogenes than other food
products. This could be due to the fact that preparation and processing
of minced meat, like kebab, might be done in a poor hygienic condition
[15]. Although other factors like equipments and food additives can
also have a role in contamination, Kebab is well cooked before eating
and thus reduces the chance of getting Listeriosis in this kind of food
[15].

There are variances in outcome of our results when compared to
other research papers. For example, a research conducted in Isfehan,
Iran on various food products including the dairy products, meat,
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Figure 1: Amplication plot of Listeria monocytogenes flourescence versus cycle number. The figure shows that suspected
Listeria M. sample amplifying. No amplification in negative control and positive control with internal control are worked.

Ready to eat food had found a 4.7% contamination rate with Listeria
spp., which is lower than our result (16%) [16]. Interestingly, Zhou and
Jiao [17] have confirmed that the highest contamination rate was seen
in meat products. These results are in favour with the findings of the
current study.

With regards to the chicken meat, our results have shown the lower
incidences (4%) samples of listeria spp. These values are in agreement
with a study done by Mahmood and his colleagues [18]. However, the
occurrence of L. monocytogenes in the current research was seen to be
lower than that carried out by Goh et al. [19].

Turning into soft cheese samples, current study showed that the
prevalence of Listeria was not significant. In soft cheese about 1 (2%)
out of 50 samples were found positive for L. Monocytogenes by PCR.
Our results were contradicted to other study conducted in Jordan by
Osaili et al. [20] where they were reported about 30% of pathogenic L.
monocytogenes in soft cheese. It should be noted that the pathogenic L.
monocytogenes in our research for the contamination rate of Listeria
in dairy products, cheese are consistent with the results indicated
by Jalali and his team [16]. A low level (1.1%) of L. monocytogenes
contamination was found in soft cheese by Akya et al. [15]. These
results are not going with the current study. This might be due to the
contamination during the processing of making cheese as well as the
pasturalization of the cheese product. The acceptable contamination
rate of L. monocytogenes was revealed to be ranged between 10% and
15.3% for cheese and raw milk [21,22].

Conclusion

In conclusion, the contamination level of L. monocytogenes was
comparatively low in food samples in Duhok governorate. While it
was clear that the meat products have shown the highest percentage
of contamination level, cheese recorded the lowest contamination rate
and the chicken meat come into between these two food products.

In addition PCR technique estimated to be more dependable
than conventional identification sine is based on constant genotypic
characteristics rather than relying on biochemical or physiological
traits, which can be genetically unstable (Lawrence and Gilmour).
Incidence of Listeria Spp. and L. Monocytogenes in poultry products
and their rapid confirmation by multiplex PCR (1994).

Further researches on L. monocytogenes in Duhok are needed in
order to provide a better background of contamination rate and the
routes of transmission for this bacterium.

References

1. Jer$ek B, Majstorovi¢ T, Klun N, Smole Mozina S (2005) Impact of enrichment
medium on PCR-based detection of Listeria monocytogenes in food. Acta

Agricult Slovenica 15-23.

Robert D, Greenwood M (2003) Practical in food microbiology. (3" ed) Blankwell
Publishing Ltd., Selar.

Aznar R, Alarcon B (2003) PCR detection of Listeria monocytogenes: a study of
multiple factors affecting sensitivity. J Appl Microbiol 95: 958-966.

Gugnani HC (1999) Some emerging food and water borne pathogens. J
Commun Dis 31: 65-72.

Meng J, Doyle MP (1997) Emerging issues in microbiological food safety. Ann
Rev Nutr 17: 255-275.

Al-Zubaidy AB (2013) The first record of Chauhanellus indicus Rastogi, Kumar
and Singh, 2004 (Monogenea: Ancyrocephalidae) from the gills of the catfish
Tachysurus dussumieri (Valenciennes) from the Red Sea, Coast of Yemen. J
King Abdulaziz Univ: Mar Sci 24: 3-15.

Bansal NS, McDonell FHY, Smith A, Arnold G, Ibrahim GF (1996) Multiplex
PCR assay for the routine detection of Listeria in food. Int J Food Microbiol
33:293-300.

Manzano M, Cocolin L, Ferroni P, Cantoni C, Comi G (1997) A simple and fast
PCRprotocol to detect L. Monocytogenes from meat. J Sci Food Agricult 74:
25-30.

Agersborg A, Dahl R, Martinez | (1997) Sample preparation and DNA extraction
procedures for polymerase chain reaction identification of L. Monocytogenes in
seafood. Int J Food Microbiol 35: 275-280.

. O'Connor L, Joy J, Kane M, Maher M (2000) Rapid polymerase chain reaction/
DNA probe membrane-based assay for the detection of Listeria and Listeria
monocytogenes in food. J Food Prot 63: 337-342.

. Hudson JA, Lake RJ, Savill MG, Scholes P, McCormick RE (2001) Rapid
detection of Listeria monocytogenes in ham samples using immunomagnetic
separation followed by polymerase chain reaction. J Appl Microbiol 90: 614-621.

. McClain D, Lee WH (1988) Development of USDA-FSIS method for isolation
of Listeria monocytogenes from raw meat and poultry. J Assoc off Anal Chem
71: 660-664.

.Nessa K, Ahmed D, Islam J, Kabir FL, Hossain MA (2007) Usefulness of a
multiplex PCR for detection of diarrhea genic Escherichia coli in a diagnostic
microbiology laboratory setting. Bangladesh J Med Microbiol 1: 38-42.

J Food Ind Microbiol, an open access journal
ISSN: 2572-4134

Volume 2 « Issue 1« 1000109


http://aas.bf.uni-lj.si/maj2005/02jersek.pdf
http://aas.bf.uni-lj.si/maj2005/02jersek.pdf
http://aas.bf.uni-lj.si/maj2005/02jersek.pdf
http://www.ncbi.nlm.nih.gov/pubmed/14633023
http://www.ncbi.nlm.nih.gov/pubmed/14633023
http://www.ncbi.nlm.nih.gov/pubmed/10810592
http://www.ncbi.nlm.nih.gov/pubmed/10810592
http://www.ncbi.nlm.nih.gov/pubmed/9240928
http://www.ncbi.nlm.nih.gov/pubmed/9240928
http://web.a.ebscohost.com/abstract?direct=true&profile=ehost&scope=site&authtype=crawler&jrnl=10211802&AN=103190506&h=U2UlPIB1RWN%2bVJaAr7gI4Z1wKaIQ0NQj%2f6DT9honwnbMcmsoaFxDTkdkvVHJVqYYTYcyAjPwawNqnUEtky%2f3Yg%3d%3d&crl=c&resultNs=AdminWebAuth&resultLocal=ErrCrlNotAuth&crlhashurl=login.aspx%3fdirect%3dtrue%26profile%3dehost%26scope%3dsite%26authtype%3dcrawler%26jrnl%3d10211802%26AN%3d103190506
http://web.a.ebscohost.com/abstract?direct=true&profile=ehost&scope=site&authtype=crawler&jrnl=10211802&AN=103190506&h=U2UlPIB1RWN%2bVJaAr7gI4Z1wKaIQ0NQj%2f6DT9honwnbMcmsoaFxDTkdkvVHJVqYYTYcyAjPwawNqnUEtky%2f3Yg%3d%3d&crl=c&resultNs=AdminWebAuth&resultLocal=ErrCrlNotAuth&crlhashurl=login.aspx%3fdirect%3dtrue%26profile%3dehost%26scope%3dsite%26authtype%3dcrawler%26jrnl%3d10211802%26AN%3d103190506
http://web.a.ebscohost.com/abstract?direct=true&profile=ehost&scope=site&authtype=crawler&jrnl=10211802&AN=103190506&h=U2UlPIB1RWN%2bVJaAr7gI4Z1wKaIQ0NQj%2f6DT9honwnbMcmsoaFxDTkdkvVHJVqYYTYcyAjPwawNqnUEtky%2f3Yg%3d%3d&crl=c&resultNs=AdminWebAuth&resultLocal=ErrCrlNotAuth&crlhashurl=login.aspx%3fdirect%3dtrue%26profile%3dehost%26scope%3dsite%26authtype%3dcrawler%26jrnl%3d10211802%26AN%3d103190506
http://web.a.ebscohost.com/abstract?direct=true&profile=ehost&scope=site&authtype=crawler&jrnl=10211802&AN=103190506&h=U2UlPIB1RWN%2bVJaAr7gI4Z1wKaIQ0NQj%2f6DT9honwnbMcmsoaFxDTkdkvVHJVqYYTYcyAjPwawNqnUEtky%2f3Yg%3d%3d&crl=c&resultNs=AdminWebAuth&resultLocal=ErrCrlNotAuth&crlhashurl=login.aspx%3fdirect%3dtrue%26profile%3dehost%26scope%3dsite%26authtype%3dcrawler%26jrnl%3d10211802%26AN%3d103190506
http://www.sciencedirect.com/science/article/pii/0168160596011610
http://www.sciencedirect.com/science/article/pii/0168160596011610
http://www.sciencedirect.com/science/article/pii/0168160596011610
https://www.researchgate.net/publication/230498291_A_Simple_and_Fast_PCR_Protocol_to_Detect_Listeria_monocytogenes_from_Meat
https://www.researchgate.net/publication/230498291_A_Simple_and_Fast_PCR_Protocol_to_Detect_Listeria_monocytogenes_from_Meat
https://www.researchgate.net/publication/230498291_A_Simple_and_Fast_PCR_Protocol_to_Detect_Listeria_monocytogenes_from_Meat
http://www.ncbi.nlm.nih.gov/pubmed/9105938
http://www.ncbi.nlm.nih.gov/pubmed/9105938
http://www.ncbi.nlm.nih.gov/pubmed/9105938
http://www.ncbi.nlm.nih.gov/pubmed/10716562
http://www.ncbi.nlm.nih.gov/pubmed/10716562
http://www.ncbi.nlm.nih.gov/pubmed/10716562
http://www.ncbi.nlm.nih.gov/pubmed/11309074
http://www.ncbi.nlm.nih.gov/pubmed/11309074
http://www.ncbi.nlm.nih.gov/pubmed/11309074
http://www.ncbi.nlm.nih.gov/pubmed/3134339
http://www.ncbi.nlm.nih.gov/pubmed/3134339
http://www.ncbi.nlm.nih.gov/pubmed/3134339
https://www.researchgate.net/publication/284805048_Usefulness_of_a_multiplex_PCR_for_detection_of_diarrheagenic_Escherichia_coli_in_a_diagnostic_microbiology_laboratory_setting
https://www.researchgate.net/publication/284805048_Usefulness_of_a_multiplex_PCR_for_detection_of_diarrheagenic_Escherichia_coli_in_a_diagnostic_microbiology_laboratory_setting
https://www.researchgate.net/publication/284805048_Usefulness_of_a_multiplex_PCR_for_detection_of_diarrheagenic_Escherichia_coli_in_a_diagnostic_microbiology_laboratory_setting

Citation: Ahmed SS, Tayeb BA, Ameen AM, Merza SM, Sharif YHM (2016) Isolation and Detection of Listeria monocytogenes in Minced Meat, Frozen
Chicken and Cheese in Duhok Province, Kurdistan Region by using RT-PCR. J Food Ind Microbiol 2: 109. doi:10.4172/2572-4134.1000109

Page 4 of 4

14. Bhagwat SV, Petrovic N, Okamoto Y, Shapiro LH (2003) The angiogenic
regulator CD13/APN is a transcriptional target of Ras signaling pathways in
endothelial morphogenesis. Blood 101: 1818-1826.

15. Akya A, Najafi A, Moradi J, Mohebi Z, Adabagher S (2013) Prevalence of
food contamination with Listeria spp. in Kermanshah, Islamic Republic of
Iran. Eastern Mediterranean Health J 19: 474-7.

16. Jalali M, Abedi D (2008) Prevalence of Listeria species in food products in
Isfahan, Iran. Int J Food Microbiol 122: 336-340.

17. Zhou X, Jiao X (2006) Prevalence and lineages of Listeria monocytogenesin
Chinese food products. Lett Appl Microbiol 43: 554-559.

18. Mahmood MS, Ahmed AN, Hussain | (2003) Prevalence of Listeria

20.

2

=

22.

monocytogenes in Poultry Meat, Poultry Meat Products and Other Related
Inanimates at Faisalabad. Pakistan J of Nutr 2: 346-349.

.Goh SG, Kuan CH, Loo YY, Chang WS, Lye YL et al. (2012) Listeria

monocytogenesin retailed raw chicken meat in Malaysia. Poult Sci 91: 2686-
2690.

Osaili TM, Al-Nabulsi AA, Taha MH, Al-Holy MA, Alaboudi AR, et al. (2012)
Occurrence and Antimicrobial Susceptibility of Listeria monocytogenes Isolated
from Brined White Cheese in Jordan. J Food Sci 77: M528-M532.

. Harvey J, Gilmour A (1992) Occurrence of Listeria species in raw milk and dairy

products produced in Northern Ireland. J Appl Bacteriol 72: 119-125.

Da Silva MC, Hofer E, Tibana A (1998) Incidence of Listeria monocytogenesin
cheese produced in Rio de Janeiro. Brazil. J Food Protect 61: 354-356.

J Food Ind Microbiol, an open access journal
ISSN: 2572-4134

Volume 2 « Issue 1« 1000109


http://www.ncbi.nlm.nih.gov/pubmed/12406907
http://www.ncbi.nlm.nih.gov/pubmed/12406907
http://www.ncbi.nlm.nih.gov/pubmed/12406907
http://www.ncbi.nlm.nih.gov/pubmed/24617127
http://www.ncbi.nlm.nih.gov/pubmed/24617127
http://www.ncbi.nlm.nih.gov/pubmed/24617127
http://www.ncbi.nlm.nih.gov/pubmed/18221811
http://www.ncbi.nlm.nih.gov/pubmed/18221811
http://www.ncbi.nlm.nih.gov/pubmed/17032231
http://www.ncbi.nlm.nih.gov/pubmed/17032231
http://www.pjbs.org/pjnonline/fin159.pdf
http://www.pjbs.org/pjnonline/fin159.pdf
http://www.pjbs.org/pjnonline/fin159.pdf
http://www.ncbi.nlm.nih.gov/pubmed/22991558
http://www.ncbi.nlm.nih.gov/pubmed/22991558
http://www.ncbi.nlm.nih.gov/pubmed/22991558
http://www.ncbi.nlm.nih.gov/pubmed/22897495
http://www.ncbi.nlm.nih.gov/pubmed/22897495
http://www.ncbi.nlm.nih.gov/pubmed/22897495
http://onlinelibrary.wiley.com/doi/10.1111/j.1365-2672.1992.tb01812.x/abstract
http://onlinelibrary.wiley.com/doi/10.1111/j.1365-2672.1992.tb01812.x/abstract
http://www.ncbi.nlm.nih.gov/pubmed/9708310
http://www.ncbi.nlm.nih.gov/pubmed/9708310

	Title
	Corresponding author
	Abstract 
	Keywords
	Introduction 
	Materials and Methods 
	Microbiological investigation 
	DNA extraction  
	Confirmation of samples with Real time PCR technique 

	Results 
	Confirmation of L. Monocytogenes by real time PCR 

	Discussion  
	Conclusion 
	Table 1
	Table 2
	Table 3
	Figure 1
	References

