Primers for the VT1 gene of enterohemorrhagic £. coli (EHEC)

Primer Set EVT-1, EVT-2

Code No.S006 Size: 1,000 pmoleach
Conc.: 19 pmol/ ul

Supplied Reagents:
10X PCR Buffer 600 ul

Detectable Gene:

Gene of the Verocytotoxin type 1 (VT1) of enterohemorrhagic Escherichia
coli (EHEQ). (Verocytotoxin-producing £.coli : VTEC)

Amplified Fragment: 349bp

Form: Solution in sterile water
Storage: -20°C

Application Example:
1. Reaction mixture for PCR (total 50 u1)

TaKaRa Tag™* ' (5U/ ul) 0.25 ul
10X PCR Buffer*2 5ul
dNTP Mixture*3 (2.5 mM each) 4 ul
Template*4 5ul
Primer EVT-1 0.5 ul
Primer EVT-2 0.5 ul
Sterile purified water 34.75 ul
Total 50 ul

(Reaction mixture should be prepared oniice.)

* 1 TaKaRa Taq Hot Start Version (Cat. #R007A) besides TaKaRa Taq (Cat.
#RO01A) can also be used.

* 2 Supplied with the Primer Set

* 3 Supplied with 7TakaRa Taq (Cat. #R001A)

* 4 Purified DNA or heat extracted sample can be used as the template.
Preparation of heat extracted sample ; Culture the bacteria in L-broth
medium at 37°C for over night. Add 90 | of sterile water into 10
ulofthe culture broth, and heat at 95°C for 5 min. Centrifuge to
remove the residue of bacteria and use the supernatantasa sample.
When higher sensitivity is required to detect from low population
sample, centrifuge 1 ml of the culture broth at 5,000 rpm for 5 min
and discard the supernatant. Suspend the precipitated bacteriain
100 u | of sterile water. Heat at 95°C for 5 min, centrifuge to remove
the residue, and use the obtained supernatant as a sample.

2.PCR Condition

94°C 1 min
55°C 1min 35cycles
72°C 1min

72°C 10min 1cycle

Precautions before use:

This product is designed for detection of the target gene DNA, and detects
not only living bacteria but also inactivated bacteria.

The target gene may not be detected when there is mutation, deletion, or
insertion in the genomic sequences correspond with the primers.

Confirm positive samples with another microbiological method.

(Takara Bio is not responsible for any actions taken as a result of analytical
determinations made with this product.)
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