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ABSTRACT

Enterobacter sakazakii is considered an opportunistic pathogen that has
been associated with severe lethal infections especially in neonates, elderly, and
Immunocompromised adults. E. sakazakii is a Gram negative, facultative
anaerobes rod-shaped bacterium. It belongs to the family Enterobacteriaceae
and genus Enterobacter.

Although we don’t know the natural habitat of this bacteria we find that it
exists in high rate in herbs and spices which indicates that plant may be this
natural habitat.

Our study focused on spices, and contained 59 specimen (mixed, unmixed),
which cultivated on general and selective medium, then we detected its present
based on a-glucosidase activity by using ESIA medium that contains 5-bromo-
4-chloro-3-indolyl-a,D-glucopyranoside (XaGlc) as a substrate which the
bacteria hydrolyses it then producing blue-green colony, then we confirmed our
results by cultivated these colonies on Tryptic Soy Agar (TSA), after this we
chose the typical yellow one to identify it by using biochemical tests and
Polymerase chain reaction PCR. Our results showed that 50% of the examined
specimen contained E. sakazakii.

Key words: Enterobacter sakazakii, Spices, Biochemical tests,
Polymerase chain reaction (PCR).
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SDS 10% (10mM Tris-HCI pH 8.0, ImM EDTA pH 8.0) TE
CTAB NaCl NaCl 5M 20mg/ml K
%70 (25:24:1) (24:1)

200mM Tris-HCI pHS8.8, 100mM KCI1,100mM ) 10X PCR

(dCTP, MgSO4 ((NHy4),SO4, Img/ml BSA, 1% Triton
a ) DNA  dATP, dTTP, dGTP)
0.4M ) 50X TAE 1X TAE (W/V) %1.5

.(Tris-Base, 10mM EDTA pH 8.0, 57.1 ml Glacial Acetic Acid

(BD,USA) BBL™DrySlide™ %3
.MacConkey agar MR-VP KOH
%20
E. sakazakii
4.5 0.5
18 °37 (BPW)
5 BPW 50 wl
24 °44 (mLST/Vancomycin) /
°44 (ESIA) 10 wl
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TE 25 ul .8
.100 ng/pl (Nano Drop)
DNA PCR
TSA
(1)
: (1)
Primer |Sequence (S to 3) Size (bp)
SI-F 5 -CAG-GAG-TTG-AAG-AGG-TTT-AAC-T-3 22 251 bp
SI-R 5-GTG-CTG-CGA-GTT-TGA-GAG-ACT-C-3 22
SG-F 5-GGG-TTG-TCT-GCG-AAA-GCG-AA-3 20 282 bp
SG-R 5-GTC-TTC-GTG-CTG-CGA-GTT-TG-3 20
EsAg-F |5-TGA-AAG-CAA-TCG-ACA-AGA-AG-3 20 1680 bp
EsAg-R |5-ACT-CAT-TAC-CCC-TCC-TGA-TG-3 20
() 25 ul
€)
.PCR (2)
Materials Final conc. pl 25 ul PCR
Genomic DNA [ 200-500 ng |2 ul DNA (100ng)
Primer 1 -10 uM 20 uM 2l
Primer 2-10 pM 20 uM
dNTPs 20 mM 0.4 mM 0.5 pl
Buffer 10X 1X 2.5 ul
MgSO, 50 mM 3mM 1.5 ul
Taq S5U 2U 0.2 ul
H,0 -—-- 16.3 pl
.PCR (3)
Temperature Time
Initial denaturation C°95 5 mins
Denaturation C°95 1 min
35 Cycle Annealing C°57 1 min
Extension C°72 1.5 min
Final Extension C°72 10 mins
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%20 BPW
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M123 45678 9M

EsAg E. sakazakii
SI E. sakazakii
SG E. sakazakii
EsAg Brucella
i (S)ggEE SI Brucella
500bp SG Brucella
EsAg DNA
SG DNA
(W/V) %1.5 2)
282 bp 251 bp 1680 bp
EsAg SG SI EsAg
SG SI [14] gluA
[15] tDNA 23S 16S ITS
.E. sakazkaii
)
E. sakazakii (5)
E. sakazakii
55% 18 33
42% 11 26
49% 29 59
E. sakazkaii
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E. sakazakii
3 PCR
[19,18,17] DNA
(%49 ) 59 29
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