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Establishment of Liquichip Detection Method of Six Kinds of Exogenous Viruses in Bovine Serum
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Abstract In order to establish the liquichip detection method of 6 kinds of exogenous viruses( BVDV,BPV,BTV,REOV,BPyV,RABV)in
bovine serum,on the basis of the specific primers and their corresponding oligonucleotide probes of 6 kinds of viruses were designed, synthe-
sized and modified. Specific probe labeled with biotin was prepared and coupled with fluorescence-coded microspheres. Luminex detector was
used to detect fluorescence signal,a quick detection method of 6 kinds of exogenous viruses in bovine serum was established. The results
showed that this assay method displayed good specificity and sensitivity. The sensitivity test indicated the detection sensitivity could reach 50
copies. A liquichip detection method for six kinds of exogenous viruses in bovine serum was preliminarily established , which provided the tech-

nology supports for the quality control of bovine serum.
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Table 1 Probe and primer sequences

K 519 N
Gene Primer Sequence Size,//bp
BVDV BVDVF biotin-ATGCCCTTAGTAGGACTAGC 224
BVDVR CAACTCCATGTGCCATGTACAGCAG
BVDVP NH, -TTTTTTTTTTCGAACCATTGACGACTCCC
BPV BPVF AACGTGTTTCCGTGCGTAAT 79
BPVR biotin-ATGGCCGTTTTTGATGTCACA
BPVP NH, -TTTTTTTTTTGGTCACTAAAAACACTCGC
BTV BTVF biotin— GTTGCCCTTGAAATATTGGACA 113
BTVR TCACATCATCACGAAACGCTTC
BTVP NH, -TTTTTTTTTTAGCACAGTGAGCGGCAAG
REOV REOVF biotin— CCCACTTTCCATTCCTTTCA 115
REOVR GGCAGTTCACGAGTAAGAATCT
REOVP NH, -TTTTTTTTTTAGCACAGTGAGCGGCAAG
BPyV BPyVF biotin— GCTAGATCCTACCCTCAAGGGAAT 77
BPyVR TTACTTGGATCTGGACACCAAC
BPyVP NH, -TTTTTTTTTTAACAGGATACACACCATCTTTG
RABV RABVF biotin— CCTACAAAGTGAATGAGATTGAAC 117
RABVR GGAGACAGCTGTTCCTCACTCTTATT
RABVP NH, -TTTTTTTTTTCCTAGTGAACGGAAGTGGA
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Table 2 Probe name and corresponding coded microspheres

Eriyres

i FREF 4K SRR
Coded micr-

No. Probe name

ospheres
1 REOVP 21#
2 BPVP 28#
3 BTVP 324#
4 BVDVP 37#
5 BPyVP 38#
6 RABVP 45#
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Note: 1~ 14 are the amplification of target genes REOV, BPV, BTV,

BVDV, BPyV, RABV respectively with single pair of primers
and multiple primer pairs, of which 1~6 are the amplification of
REOV, BPV, BTV, BVDV, BPyV, RABV with single pair of
primers; 8~13 are the amplification with multiple primer pairs,
7 and 14 are negative control
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Fig.1 Electrophoresis detection results of PCR amplified prod-
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Table 3 The specific detection results of probes( MFI)

%] Probe REOV BPV BTV BVDV BPyV RABV
REOV 2 537 13 2 19 33 35
BPV 23 1622 12 23 9
BTV 50 12 1591 25 14
BVDV 21 19 9 2718 21 12
BPyV 34 16 15 23 5 601 16
RABV 35 24 10 24 6 1751
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Table 4 Specific detection of liquichip detection system ( MFI)

SIEESE REOV BPV BTV BVDV BPyV RABV
Target gene
REOV 2342 14 7 51 6 32
BPV 27 1833 7 47 12 13
BTV 25 11 1292 43 7 19
BVDV 30 50 20 2111 10 29
BPyV 15 14 10 25 4784 12
RABV 34 41 18 34 9 1395
BPIV3 17 14 16 9 11 21
ADV 29 33 15 25 17 35
IBRV 15 10 18 16 17 26
x5 WASRHGNMERREE (MFI)
Table 5 Sensitivity detection of liquichip detection system ( MFI)
RULEE Sensitivity // #
0 % REOV BPV BTV BVDV BPyV RABV
10 58 6 12 13 21 24
22 110 14 33 14 15
12 9 89 18 20 29
9 13 25 77 16 32
21 13 17 16 211 15
20 31 10 12 14 98
50 125 13 31 35 28 16
17 279 25 13 11 19
35 37 263 31 33 8
32 17 36 303 31 25
26 15 23 32 1 036 18
16 15 28 41 27 301
100 1153 28 52 35 33 8
12 1 360 25 22 28 18
25 14 1423 25 26 22
19 24 19 1 989 31 38
35 26 32 12 3 306 25
26 19 9 14 35 1075
500 2078 22 23 51 45 27
35 1 631 33 25 31 22
44 15 1 465 18 25 27
19 18 25 2333 21 40
31 33 21 25 4 506 28
33 25 26 15 35 1 267
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