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Table 1  Primers for PCR and nest-PCR in amplification of REV env gene fragments
Primers Sequences 5 53 7 Positions in SNV genome Fragment sizes/bp
env-F(forward) AGCTAGGCTCGTATGAA 6504-6520 438
env-R(reverse) TATTGACCAGGTGGGTTG 6940-6923
env-nest-F(forward) ATGAAGACGGGCCTAA 6515-6530 402
env-nest-R(reverse) AAAGGGGAGGCTAAGA 6916-6901
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Fig. 2 Gel electrophoresis of nest-PCR products for REV-env gene fragments from tissue DNA. M. DL-2000 marker; 1. negative
control(DEF); 2. positive control ;3-24. samples.
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Fig. 3 Dot blot hybridization of nest-PCR products with REV 0 0
env-specific probe. Al Negative control; A2 Positive control; 96.5%~99.3% YN-1 BZ-1
1-9 samples. SNV R 99.8%  99.5%,
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Fig. 4 Gel electrophoresis of nest-PCR products in repeated experiments. M. DL-2000 marker; 1-24 samples.
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Fig. 5 Dot blot hybridization of the repeated nest-PCR prod-
ucts. Al Positive control; A2 Negative control; Others samples.
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Table 2 Positive ratio of REV in different organs

Assays(Positive samples/total samples)

Tissues Areas
Virus Isolation Dot Blot PCR Nest-PCR Positive Rate/%
YN 0/20 0/20 10/20 50
. LQ 0/30 0/45 0/45 13/45 29
Liver
BZ 0/32 0/32 9/32 28
subtotal 0/97 0/97 32/97 33 a A
YN 0/18 0/18 15/18 83
Spleen LQ 0/30 0/37 0/37 25/37 68
BZ 0/29 0/29 14/29 48
subtotal 0/84 0/84 54/84 64 b A
YN 0/8 0/8 8/8 100
Bursal LQ 0/30 0/18 0/18 16/18 89
BZ 0/39 0/39 11/13 85
subtotal 0/65 0/65 35/39 90 ¢ B
Total 0/90 0/220 0/220 121/220 55

Different small letters at the right of positive rates indicate difference was significant (P<0.05), different capital letters indicate dif-
ference was very significant(P<0.01).
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Fig. 6 Phylogenetic tree of the env gene of REV strains.Yinan-1 Linqu-1 Binzhou-1respectively represents cloned and sequenced fragments
of tissure DNA. REV-A represents isolated and purified REV-A supporting the proliferation of T strain"®.. SNV represents classic duck
calibration source of the virus genome-wide before the infection cDNA cloning plasmid was transfected to PB101 proceeding.FA
represents REV integrated into the fowlpox virus vaccine strain"’. CS represents ChickSyncytiaVirus isolated from chickens
suffering from Marek’s disease™™”. Am9606 TX-01 represent two REV strains isolated from chickens in USA. HA9901, SD9901,
JN0001, GD0203, SD0303 and RZ0406 represent six chicken REV popular wild strain isolated from 1999 to 2004 in China.
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Reticuloendotheliosis Virus infection in ducks—an epidemiological Studies

Nan Ni, Zhizhong Cui

(College of Animal Science and Technology of Shandong Agricultural University, Tai’an 271018)

Abstract: [Objective] To study the epidemiological status of reticuloendotheliosis virus (REV) infection in ducks. [Meth-
0ds] Two hundred and twenty tissue samples of the Bursa, spleens and livers were randomly collected from 97 sick or
dead ducks from 3 areas in Shandong Province, China. REV infections were tested by virus isolation in cell cultures, di-
rect dot blot hybridization, regular PCR and nest-PCR with tissue-extracted DNA as the templates. PCR products of env
gene fragments were cloned and sequenced, sequences of env gene fragments were compared and analyzed. [Results] REV
infections were detected in 35/39 (90%) bursal samples, 54/84 (64%) spleens and 32/97 (33%) livers by Nest-PCR. The
positive rate of bursal samples was significantly higher than spleen and liver samples (P<0.01). No positive sample was
detected by virus isolation, direct dot blot hybridization or regular PCR from the same Bursa, spleen and liver samples. In
sequence comparisons of amplified env gene fragments, Yinan-1 and Binzhou-1 had 99.8% of identity with reference SNV
strain isolated from ducks in USA, and Linqu-1 had 100% identity with two other reference strains isolated from chickens
in USA. However, they had lower homology with strains isolated from chickens in China. [Conclusion] More attention
should be given to bursal samples in detection of REV. Since REV was existing only at a very low level in infected sam-
ples and difficult to be detected, nest-PCR should be conducted as the more sensitive assay. Sequence homology com-
parisons and phylogenetic tree analysis suggested that REV infections in these ducks may originally come from imported

breeder ducklings without inspection for REV.
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