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Abstract : In this presented study, we established a method for diagnosis of porcine epidemic
diarthea(PED) by in situ hybridization(ISH), which made distinct progress in diagnostic
pathology. We also carried out the retrospective diagnosis through ISH to assume the exact time
of the first outbreak and incidence of PED in Korea.

The outbreak of PED in Korea reported in 1992. However, since the end of 1980's, some
researches of pig-industry have already suspected the outbreak of PED, not transmissible
gastroenteritis(TGE). In this experiment, we performed the ISH using 80 formalin-fixed and
paraffin-embedded tissues of porcine intestine which were requests for pathological diagnosis
from 63 farms whose primary sign was diarrhea from 1984 to 1991.

We prepared biotinylated cDNA probe(492base pairs) for ISH by nick translation method and
carried out the ISH, using Microprobe™ capillary action system(Fisher Biotech™).

We detected PED virus in intestinal mucosa of 2 cases in 1992, 1 case in 1988, and 1 case in
1987.

As a result, we assume that the outbreak of PED in Korea have already started since 1987.

Key words : porcine epidemic diarrhea, PED, in sitv hybridization, retrospective study.

Address reprint request to Dr. Nam-yong Park, College of Veterinary Medicine, Chonnam National University, 500-757,
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Table 1. Histopathological diagnosis of enteritis cases from
1984 10 1991

Year PED" TGE Rota © osst;giium E coli  Total
1991 2 6 5 1 8 22
1990 3 2 8 15
1989 1 11 12
1988 1 4 1 7 13
1987 1 1 5 1 8
1986 2 2 4
1985 1 1
1984 5 1
Toa 5 23 9 6 3 80

PED : procine epidemic diarrhea suspected,
TGE : transmissible gastroenterids.

1) In situ hybridization :
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A A 8T

2) In situ hybridization2 ¢) 8 ZA A7 : 10% FA ¥

2394 239 & 24 9 7|&€9 sy Tojd 23
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Table 2. Procedure for In situ Hybridization

Reagent C&C Time TEMP
Auto Dewaxing 5 2 min 110
Auto Alcohol 3 1 wash RT
Auto Alcohol 3 1 wash RT
Pepsin 1 2 min 110
Prehybe Plus(Probe Enhancer) 1 3 min 110T
Probe 1 1 min 110
Cooling 1 15~30sec RT
Probe 1 2 min 105
Cooling 1 15~30sec ~ RT
Probe 1 0.5 min  105T
Cooling 1 1 min RT
Probe 1 0.5 min 95¢C
Cooling 1 2 min RT
Probe 1 0.5 min 85T
Cooling 1 3 min RT
Probe 1 05 mn 85T
Cooling 1 4 min RT
Posthybe Wash(2X SSC) 4 5 sec RT
Auto Bloker 1 2 min 50T
Posthybe Wah(2X SSC) 4 5 sec RT
STREP-AP Detection system 1 10 min 50T
Probe Lock(Chromogen 1 1 wash RT
STABLE FAST TR/NP 1 10 min 50C
STABLE FAST TR/NP 1 10 min 50T
Auto Wahs 1 1 wash RT
Auto Wash 1 1 wash RT
Auto Hematoxylin 1 1 min RT
Distilled water wash 2 1 wash RT
1X Immuno/DNA buffer 1 1 wash RT
Distlled water wash 2 1 wash RT
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Legends for figures

Fig 1. Red positive signal in cytoplasm of epithelium of the intestinal epithelium. in situ hybridization. X 400.

Fig 2. Red positive signal indicated PED virus genome in intestinal epithelium. in situ hybridization. X 400.
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Fig 3. Red positive signal indicated PED virus genome in intestinal epithelium. in situ hybridization X 200.
Fig 4. Positive control (red signal) by Alul/II probe. in situ hybridization. x 400.
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