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Detection of Toxigenic Gene and Antimicrobial Resistance of Escherichia coli
Isolated from Bulk Milk
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Abstract

The prevalence of enterohemorrhagic E.

coli (EHEC) and enterotoxigenic E.

coli (ETEC) in bulk milk was

investigated by multiplex polymerase chain reaction (mPCR) technique. The PCR assay using virulence specific

primers was differentiated virulence from non virulence E. coli.
Among the total of 100 E. coli strains, only one strain of EHEC and ETEC was recovered individually.
The two pathogenic E. coli isolates were resistant to kanamycin, streptomycin and gentamicin.
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Table 1. Primers used in multiplex PCR of ETEC and

EHEC
Virulence . . e size of

factor Primer sequences (5'-3') product(bp)
SIT GAG CGA AAT AAT TTA TAT GTG 518

. TGA TGA TGG CAA TTIC AGT AT 2

ST CCC CTC TIT TAG TCA GTC 165

CCA GCA CAG GCA GCA TTA CA
LT CAG ACT ATC AGT CAG AGG TTG 417

TTC ATA CTG ATT GCC GCA

Template DNAFH] © ¥, thEat 2 Al7F2] )
k2 tryptic soy agarell =W3le] 37°C, overnight HjSF
3t e 2-371E tryptic soy brothel 37T,

overnight ¥je¥st el 1mlS eppendorf tubeol] YL

Q%
s

5000rpm .2 5%7F dalelste] AFale vl e
FH5 ImlE ARl $U 2402 AYRABT 8
Z54 500mlel ARF T 100T 1587 £ 3

S template DNAZ AF&3}9ith
BN d3d FES ¢ PCRAY
2] g e 25 E ST, LT, SLT A 55 HAKH 9
st Z421S] primers AHESH PCR 9 3%2] primerEs
&35 multiplex PCRE ©]5-0] HPH o7 Ax|agicH?.
Q9kslH template DNA 10ul, primer 2ul(forward,
reverse 2} lul), 10X PCR buffer 5ul, dNTP 5ul, taq
DNA polymerase lulg &% DW= 50ulEA %
o] T-—gradient thermal cycler (Biometra, Germany)
E o]&3t] DNA T%S A&skelth. muliplex PCRE]

o 1=

rlo

A oA el Bt A 85

Tt % 94T 10%7+ denaturationdt
enaturation, 56°C 1%} annealing, 7
143k extentionsh= S 303 WHEsS oW, vl
A8k extentions 72CelA 1083F AASALE HF <5
FAbEe] dlske] 1.5% ethidiumbromide agarose gel®
719 F 3t A=3selct

A A A 0 EEiE Hdd digel disk &
A 3 NS dise A1EH (BBL) 8.2 AAISH o,
AHESE A=
Trimethoprim/sulfamethoxazole (sxt),
Streptomycin(Sm),  Kanamycin(Km), Colistin(CL),
Chloramphenicol(C), Ampicillin(Am), Amikacin(AN),
Cefalothin(CF), Amoxicillin(A), Gentamicin(Gm)s 12
& ARl

L
rlo
Q.

o
oy

Neomycin(N), Tetracyclin(Te),

N

at

T 29 B3 ) B 30722 RE AFIT Ao
HE 10079 gt EElskelon 2t Asteta A
AAFE Bt it S ERlskgi e, ofel Salmo—
nellas. Aol A= sl ot WelE ] kot

ST, LT, SLT DNA AES $8 PCR 24 : ¥+
FE5 AMEsle] ST, LT 9 SLT DNAHES )8k z+4
9 mPCR< 4AIgh Ay} A¥= Fig 19 Zth

518(SLT)
417 (LT)

165 (ST)

of the PCR
products of E coli reference virulence genes
(Lane M: Mark, 1: SLT, 2: ST, 3: LT,
4:multiplex PCR result)

Fig 1. Agarose gel

electrophoresis

AfzE 394 dFRY B dpwre 2w
Wl distel #3E mPCR £AE olgatel WA
FEE A A% SLT 9 LTHF 74 154 2%

(2%) & B d+to] Fel= itk



86 o3 . A - o4 - 0%

e 394 d@Ee A A4 A4 2 2
B it 25l distol @A 3Hd A A
Table 29} o] WERgTh

Table 2. Antimicrobial Resistance of Pathogenic Ecoli
Isolated from Bulk Milk.

Strains Antimicrobial Resistance
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