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DEVELCPMENT AND REFINEMENT OF AN

ENZYME-LINKED IMMUNOSQRBENT

ASSAY FOR SWINE DYSENTERY
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Sficulty in the prevention and contral Conclusions:
fi= dysentery (SD) is the lack of suit-
i=gnostic tests to differentiate The ELISA was found to be superior to the
=n swine infected with Trepeonema hyo- MAT ip detecting serologic activity since it

=riae and T. hyodysentériae—Tike =
Esms. The indirect fluorescent antibody
s been employed for the diagnesis of
swever, its efficaey has becn hampered
difficulties encountered with cross-
Tivity of T. hyodysenteriae-like

misms (Terpstra et al., 1968). One test
ently employed in the detection of anti-
=5 to T. hyodysenteriae is the microtiter
utination test (MATJ (Joens, 1978). This
3s laborious to do, requires a minimum
=bout 7 days due to difficulties in the
~3ing pattern of the antigen, and is also
Sect to cross-reactivity of enteric
—=nisms. Cross-reactivity has also been
+tered in a hemolysis test (Jenkins
o

ently, the successful use of the enzyme-
=d immuncsorbent assay (ELISA) for
modiagnosis of several infectious

ceases has made it attractive td hypothe-
Ze that the ELISA may be useful in th®
gnosis of SD (Carlsson et al., 1972;
Sdkamp and Visser, 1975). The ELISA is
—onomical and safe. The purpose of this.

. —ovestigation was to de'velop a sensitive
5. ISA for the rapid immurrodiagnosis of SD.

the development of the ELISA, polystyrene
=:crotiter plates were coated with 200 1 of
sntigen derived from T. hyodysenteriae sus-
s=nded in sodium carobnate Dbuffer M
P =E 9.5). The plates were washed 3 times with
. Shosphate buffered saline (PBS) containing
8.5% Tween-20.. A 200 yl volume of diluted
—erum (1:10) was added to each well, and the
~ -lates then incubated at 39°C for 2 hours.
- Tollowing incubativn, the plates were
 r=washed with-PBS/Tween-20, and a 200 pl
 volume of antiswine Ig6 conjugated to alka-
. line phosphatase enzyme was added. Plates
_=ere then incubated for 2 hours at 37°C.
. To determine the presence of enzyme-linked
IsC bound to the antigen-coated plates,
200 ul of p-nitrophenyl phosphate was added,
2nd the plates were incubated for 30 minutes
in a water bath (37°C). The reaction was
stopped with 50 ul of 3 M NaOH. The presence
of antibody to T. hyodysenteriaze was
established by measuring the abosrption at
50 nm on = Spectronic 20 spectrophotometer.
Serum samples showing an extinction
coefficient (EC) of greater than or equal to
0.71 were considered positive. O©Of a total
of 40 sera tested from pigs.known to be
affected with SD using particulate antigen
of T. hyodysenteriae, 21 were strorigly
positive (EC < 0. , and 13 were negative.
In contrast, when 340 serum samples ran-
domly selected from herds with unknown
history of 8D were tested, 137 or 40.3% were
positive. When 3 different antigens (TCA-
sxtracted, phencl extract antigen, and
sonicated antigen of T hyodgsenteriae} wepe
compared, there was no signiflcant difference
CE - 0 0% e number of positive
> on sera samples of known

=
et

was able to detecl a greater number of sera
containing antibedy to T. hyodysenteriae.
The advantage of ELISA In This respect may
have been attributed to its extreme sensi-
tivity, since the assay had the capability
to detect minute quantities of antibody.
However, one disadvantage of the ELISA was
the lack of specificity which was indicated
by numerous false positives as well as ths
discrepancy in the uniformity of the back-
ground reaction from one control sera to the
other. -
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