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ImL TRIzol Reagent 15s J
Smin 200p.L 15s 5
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RNasin 1pL. 5 x RT-Buffer S5pL. ANTP Hybaid
4pl. AMV 2pL 42°C lh Express PCR
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SuL. dNTP 4pL HS 1L H7 1L 48°C 7 72°C 1.5min 93°C Imin 48°C
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2C 48C 7 72C 1.5min 93C 100% 95% 70%
Imin 48°C Imin 72°C1.5min 30 72°C 10min 50% Smin PBS pH7.4
1% PCR FR-200 ! 20%
PCR 15s DEPC Smin 0.2mol/L. HCI
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1.3.6 5xSSC 2% 50% 0.1% N-lauroylsar-
10 cosine 0.02% SDS DNA 100pg/mL 5 x Denhart’ s
200pL. 20pL
DNA 0.1pg/pL 100°C 10min
0.1pg/pL. 25pL Para-
J film 42C 10 ~ 16h
2x SSC 0.1%SDS 68°C 15min
1 10min 2
30min
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Detection of Avain Leukosis Virus Subgroup J in Egg-type Chickens Using In situ PCR
and In situ Hybridization

XU Bin-Rui'®  QIAO Su-Lan' DONG Wei-Xing® Lucy F. Lee’ LI Mao-Xiang’
! College of Animal Midicine ~ China Agricultural University — Beijing 100094 China
% Animal Husbandry Bureau Anhui Agriculture Committee Hefei 230001  China
3 Avian Disease and Oncology Laboratory USDA . East Lansing MI 48823 USA

Abstract A pair of primers H5/H7 was designed according to the sequence of encoding gene for partial gp85 encoded
gene and 3’ region of pol gene of prototype ALV-J strain HPRS-103. A 545bp special probe of ALV ¢cDNA located in
the 5258 ~ 5802 was obtained by amplifying of total RNA extracted from the tumor bone marrow oviduct liver and
spleen from the diseased chickens with various flocks and was transformed reversely to ¢cDNA. In situ PCR with H5/H7
primers was carried out in the paraffin section of diseased chickens then in situ hybridization was carried out with the
digoxigenin-labeled special ¢cDNA probe over the amplified paraffin section. Marked positive signals were present in tu-
mor duodenum bone marrow and widespread positive signals were detected in the testis lung pancreas cerebrum
oviduct kidney. This is the first confirmed at the molecular level that avian leukosis subgroup J occurred in the egg-type
chickens in the world.
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