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Table 1  Sequence information of primers and probe of Aleutian mink disease virus (AMDV) VP2 gene

                                                           (5' 3')                                           /bp                         /

CGTTACAGGTTGCTTTAGATAC

TATTGGGTTGGTTTGGT

CCGTTGGGGGAAACACTGGGCT

109 60
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AMDV-qPCR-Probe: PCR ; AMDV-qPCR-F/R: 
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 1  AMDV VP2

Figure 1  Schematic diagram of primer and probe design for detecting AMDV VP2
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   Figure 2  The standard curve of real-time fluorescent
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    Figure 3  Sensitive test of the real-time fluorescent

                     quantitative PCR for detecting VP2 gene

                    of Aleutian mink disease virus (AMDV)
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     Figure 4  Specific test of the real-time fluorescent

                      quantitative PCR for detecting VP2 gene

                       of AMDV
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Figure 5  Sequencing results of AMDV VP2 gene in the positive sample of mink clinical samples
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Table 2  Intra-assay and inter-batch reproducibility test of real-time fluorescent quantitative PCR for detecting VP2 gene
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Table 3  Detection of AMDV in the mink clinical samples by

   real-time fluorescent quantitative PCR        (n)
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Establishment and Application of TaqMan Real-time PCR Assay for

Detection of VP2 Gene of Aleutian Mink Disease Virus

YAN Wenzhuo1, LU Taofeng2, ZHOU Jie3, ZHAO Lili1, CHEN Hongyan1

(1. State Key Laboratory of Veterinary Biotechnology, Heilongjiang Provincial Key Laboratory of

Laboratory Animal and Comparative Medicine, Harbin Veterinary Research Institute, Chinese Academy

of Agricultural Sciences, Harbin 150069, China; 2. Institute for Laboratory Animal Research,

Guizhou University of Traditional Chinese Medicine, Guiyang 550025, China;

3. Shanghai Laboratory Animal Research Center, Shanghai 201203, China)

[Abstract]    Objective    To establish a convenient and sensitive fluorescent quantitative PCR method

for the detection of Aleutian mink disease virus (AMDV), aim to implement the rapid quantitative

detection of AMDV in clinical samples. Methods     According to the conserved region of VP2 gene

of AMDV, a pair of specific primers and a probe were designed. The reaction condition was optimized,

and the TaqMan real-time fluorescent quantitative PCR detection method was established. The standard

curve was mapped, and the specificity, sensitivity and stability of the method were analyzed.

Results    The correlation coefficient (r2) of the standard curve was more than 0.994, and it

presented a linear relationship in the concentration of the template DNA ranging from 102 copies/μL to

108 copies/μL. The assay was highly specific for amplification from AMDV, but no amplification

from CPV, MEV, CDV and CAV. The sensitivity of AMDV detection was 102 copies/μL, and the

intra-group and inter-group reproducibility tests showed that the variation coefficient of the method

was less than 3%. The result of 417 clinical tissue samples tested by this method showed that the

positive rate of AMDV was 81.5% in some areas of China. Conclusion     A reproducible, specific

and sensitive AMDV real-time PCR detection method is established, which can be used for

clinical detection and epidemiological investigation of AMDV.

[Key words] Aleutian disease of mink; Aleutian mink disease virus; Real-time fluorescent quantitative

        PCR; VP2; Detection method
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