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Abstract : .
b BN
The aim of the present study was to develop a visual chip for simultaneously detecting avian leukosis virus (ALV), b RS
chicken Marek's disease virus (MDV), infectious bursal disease virus (IBDV), Newcastle disease virus (NDV), avian
influenza virus (AIV), and infectious laryngotracheitis virus (ILTV) using gold label silver stain method. The gene b X8

sequences of ALV-env, MDV-meqg and IBDV-vpy were cloned using T-A method. These sequences, also the sequences b SO
A

of AIV-np, NDV-f, ILTV-tk stored by our laboratory, were used for probes design, following which the simultaneously L

detecting ALV-MDV-IBDV-AIV-NDV-ILTV chip was developed. Following the PCR amplification using a pair of biotin- P NEE

labeled primers, the chip was used for naked-eyes observation after hybridization and silver stain. The chip was then

validated by specificity and sensitivity identification, stability evaluation, and clinical verification. The sequences of

ALV-env, MDV-megq, IBDV-vpy were cloned successfully. The hybridization, at 40°C for 2 h, of 50 pmoI-L'1

oligonucleotide probes with the biotin-labeled PCR products resulted in visible silver stain signal. No cross reaction was

observed among ALV, MDV, IBDV, NDV, ALV and ILTV by specificity test. The specificity of the chip was confirmed by

its negative hybridization with the PCR products from infectious bronchitis virus. The minimum-does of the plasmid as

PCR template was 1 pg-uL'1 by sensitivity test. The chip can be stored at room temperature for 60 d, or at 4°C for 75
d according to stability test. The results of chip test consistent with that of PCR/RT-PCR method. The present study
successfully developed a visual chip for simultaneously detecting ALV,MDV,IBDV,NDV,AIV and ILTV with an
optimization reaction condition, which will facilitate the clinical application of the chip in the future.
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