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Introduction Materials and methods

Mycobacterium avium subsp. paratuberculosis (MAP) is the cause of paratuberculosis (Johne's disease), a chronic
inflammatory intestinal disease of ruminants, which occurs worldwide. The purpose of this study was to increase
the sensitivity of MAP detection by combining a sensitive and specific amplification and detection method with

Fecal sample pretreatment
an optimized protocol for the extraction of MAP DNA from fecal samples. Culture from fecal samples is generally

Optimized sample preparation

regarded as the gold standard for MAP detection in ruminants. However, this is labor intensive and can take up to 99°
several weeks. Therefore, direct fecal PCR is becoming more widely used which enables test results within hours. e | 4 +
The challenges for extracting MAP DNA from fecal samples include MAP clusters in the sample, thick mycobacterial ’ S
cell walls, and PCR inhibitors. 177
Optimized fecal sample preparation

Pathogen Lysis Tubes S. Tissuelyser Il Additional heat tfreatment.

To meet these challenges, we have developed a special fecal sample pretreatment by combining three strategies:

B Lysis buffer * PCR

B Mechanical disruption using bead-beating instruments and lysis tubes

B Heat treatment of the sample DNA extraction Assay setup and detection
After fecal sample pretreatment MAP DNA extraction is performed using either QlAamp® cador® Pathogen Mini Kit
or the QlAamp DNA Stool Mini Kit. =
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Sensitive real-time PCR == k= —
For amplification and detection of MAP DNA we have developed a highly sensitive and easy-to-use PCR kit — the
bactotype MAP PCR Kit. The kit is a duplex realtime PCR and features:

QIAamp cador Pathogen Mini Kit or QlAamp DNA Stool Mini Kit. bactotype MAP PCR Kit on the

B A ready-o-use master mix Rotor-Gene Q.
B A heterologous extraction and amplification control.
B TagMan® based chemistry that can be used on realtime PCR cyclers commonly used in veterinary laboratories,

with a total amplification time of about 1.40 hours (on the Rotor-Gene® Q).

QIAGEN supplementary protocols for purification of MAP DNA from fecal samples are available under Resources

at www.qgiagen.com/DNAstool and www.giagen.com/cadorpathogen.

100% accuracy in MAP detection Sensitive detection of MAP in fecal samples
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High analytical sensitivity Conclusion
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QIAGEN Technical Services or your local distributor.

Proven sensitivity. The high analytical sensitivity of the bactotype MAP PCR Kit was proven using a titration series of in vitro DNA [10°~100 copies/well] performed in triplicate
and analyzed using Y Rotor-Gene Q [ Applied Biosystems 7500 Real-Time PCR System [ BioRad CFX96 and [ Agilent Mx3005P.
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