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Summary
The microbiological safety of food has become an important concern of consumers,
industry and regulatory agencies. Saudi authorities give a high priority to protecting
Makkah visitors during seasons from microbial contamination of food supply. Bacteria
like Salmonella and E.coli are the most common cause of food poisoning and were
being reported as one of the commonest pathogen agents with major impact on public
health. In this study, 150 food samples were collected from Makkah restaurants during
Ramadan 1435 H and tested for presence of Salmonella and E.coli by two different
methods, culture and PCR. Results showed that 44 (227.) were positive for both
Salmonella and E.coli by culture and 47(31.17) out of 150 were by PCR. E.coli was
detected equally by both methods (87.). Salmonella detected by culture was 21.37.
while by PCR was 23.37.. We concluded that food pathogens incidence could be higher
during seasons (Ramadan), and PCR was rapid, simpler method that allowed the
detection of Salmonella spp and E.coli within a maximum of 12 h from the receipt of

food samples.
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For Salmonella sp
A 50pl PCR mixture contained a 5 pl of DNA template, 1ul (100 pmol) of each primer and a
25l of Tag PCR Master Mix polymerase containing 100mM Tris-HCI, 500mM KCl at pH 8.3 at
20¢C, 1.5 mM MgCI2, 200M each deoxyribonucleoside triphosphate and 0.025U Taq
polymerase (Qiagen, USA). Amplification of DNA was performed using Mastercycler personal

PCR machine.

heat denaturation at 95+C for 5 min, followed by 35 cycles (90 s at 95¢C, 60 s at 62¢C, and 90
s at 72¢C), and an elongation step of 7 min at 72¢C. The primers used were Salm3 (5'-
GCTGCGCGCGAACGGCGAAG-3') and Salm4 (5'-TCCCGGCAGAGTTCCCATT-3'), which

amplify a 389-bp fragment within the conserved invA gene sequence of Salmonella spp.(21)

For Path. E.coli

A 50ul PCR mixture contained a 5 pl of DNA template, 1ul (100 pmol) of each primer and a
25ul of Tag PCR Master Mix polymerase containing 100mM Tris-HCI, 500mM KCl at pH 8.3 at
204C, 1.5 mM MgCI2, 200M each deoxyribonucleoside triphosphate and 0.025U Taq
polymerase (Qiagen, USA). Amplification of DNA was performed using Mastercycler personal
PCR machine.

heat denaturation at 94+C for 5 min, followed by 35 cycles (60 s at 94¢C, 60 s at 65¢C, and 60
s at 72#C), and an elongation step of 7 min at 72¢C. The primers used were Afa FP (5' GCT
GGG CAG CAAACT GAT AAC TCT C 3') and Afa RP (5' CAT CAA GCT GTT TGTTCG TCC
GCC G 3'), which amplify a 480-bp fragment within the conserved Afa gene sequence of
Pathogenic E.coli. (22).
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http://www.ncbi.nlm.nih.gov/pmc/articles/PMC92676/?report=reader#B3

Data of culture and PCR results were tested for correlation (spearman, s rho) and analyzed by

computer using statistical package for science (SPSS) version 21 program.
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Lane 1: Control positive.

Lanes 2, 3, 4, 6 and 7: positive Afa gene of E. coli strains (480bp).
Lane 5: control negative.

Lane M: 100-bp DNA ladder.

Salm 389 bp=1

da e eI o Il a2y SLaalwill el iailly Maigollwll Jala aal i (V) J< i
52 313 389 @any (Salm)Jl cas gan fua (71 ) 39 a Yl

Lane 1: Control positive.

Lanes 2, 3, 5, 6 and 7: positive Salm gene of Salmonella strains (389 bp).

Lane 4: control negative.

Lane M: 100-bp DNA ladder.
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