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IF-TEST IN THE DIAGNOSIS OF VIRAL GASTROENTERITIS IN PIGS 

Laboratory manual of the Laboratory for Virology, Faculteit van de Dierge

neeskunde, 24 Casinoplein, B9000 Gent, Belgium. 

Reference: Pensaert, M.B., Haelterman, E.O. and Burnstein, T.: 

Diagnosis of transmissible gastroenteritis in pigs~ Can. J. Compo ~~ed. 32, 

556-561, 1968. 

INTRODUCTION 

For laboratory diagnosis of viral gastroenteritis by means of immuno

fluorescence, we demand that living piglets having diarrhea for less than 

two days should be brought to the laboratory. This is required because 

postmortal changes occur very quickly in the small intestinal mucosa and 

the villi readily loose their epithelial cells. Since the viral antigens 

are to be detected in those cells, it is of the highest importance that 

they are still present. 

All sections are routinely stained with three specific conjugates, 

i.e. against TGE virus, rotavirus and the coronavirus-like agent (CVLA). 

CONJUGATES 

The antiserum against TGE virus was raised in a conventional pig. The 

antisera against rotavirus and CVLA were raised in SPF pigs. For hyperim

munisation of the pigs, a first oral inoculation was followed by several 

intramuscular injections of virus emulsified in complete Freund's adjuvant. 

All these sera were tested for their monovalent specificity before the 

conjugation with fluorescein isothyocyanate which was performed at the 

National Institute for Veterinary Research (NIDO-Ukkel). 

METHODS 

- Two pieces of jejunum (middle and last third) of 0.5 cm length are taken 

from the pigs immediately after they are killed. 

- Gelatin capsules, size 00, are filled with embedding medium for frozen 

tissue specimens (Tissue-Tek II O.C.T. Compound: Lab-Tek Products). The 

piece of jejunum is placed in the capsule by means of a small forceps, 

allowing the embedding medium to penetrate the lumen. 

- The capsule is closed and quickly frozen in a dry ice-alcohol bath. 

- The frozen capsules are wiped free of alcohol and can be stored in the 

freezer (-250 C) until further processing. 
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- Before mounting the embedded tissue on the cryostat specimen-holder, the 

gelating capsule must be peeled off. 

- Sections are cut, 8 U thick, and collected on fat-free slides. 

- The slides are allowed to dry before they are fixed in cold acetone 

(-20oC) for 20 minutes. Subsequently, they are dried in the freezer for 

another 10-20 minutes. 

The sections are washed in phosphate buffered saline (PBS) pH 7,2 for 10 

minutes and dried in a warm air stream. 

- The sections are outlined with a wax pencil (Marktex Tech-Pen, Englewood 

N.J., USA) and a drop of the appropriate conjugate at the working dilu

tion is put on each section. 

The slides are incubated in a moist chamber at 370 C for 45 minutes. 

The slides are washed in three changes of PBS, 10 minutes each and are 

immersed in distilled water for 1 minute before drying in a warm air 

stream. 

The sections are mounted with a coverslip using buffered glycerine (9 

parts glycerine, 1 part of PBS) and are examined. 

- Positive sections show a clear intracytoplasmic fluorescence in the 

villous epithelial cells. 

- When the processed material originates from living pigs having a diarr

hea for less than two days, a negative fluorescence for TGE and CVLA 

means that those viruses are not involved. 

A negative fluorescence for rotavirus, however, may not be decisive for 

the absence of the virus since the rotavirus-containing epithelial cells 

can disappear rather quickly after the onset of the diarrhea. 

The latter point should, however, be investigated further before defini

te conclusions can be made. 


