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Emergence of Rinderpest (RP}, a 
highly contagious dise3s9 of cattle, sheep 
and goats has been noticed in recent times. 
The presence of rinderpest viral antigen 
was detected by various workers using 
different samples like lymphnodes, gum -
scrapings, blood, tears and oral swabs in 
experimentally infe;,ted animals. (Brown 
and Scott, 1950; Plowright and Ferris, 
1962; Singh et al. 1972; Kataria ei a/. 
1977: Wafaia et al. 1986; Sulochana, 
1987). Scott et al. (1986) reported that 
RP virus is disseminated through blood, 
especially through the mononuclearcellsto 
the lymphoid tissues, lungs and mucous 
membranes of alimentary, respiratory and 
urogenital tracts. Thus, whole bood serves 
as an ideal source of antigen for detection 
of RP in affected animals. It also over-
comes the need for sacrificing animals to 
collect spleen or lymphnodes required for 
diagnosis of RP. Hence an attempt has 
been made to detect RP antigen in the 
leucocytes of suspected animals from a 
natural outbreak. Two different antigen 
treatment methods were compared. 

Materials and Methods 

Collection of blood: 

Blood samples were collected from 
the jugular vein of sheep and cattle, at the 

height of temperature (103-104V F) into 
screw —cap bottles containing 1.5~jo ethy-
lene diamine tetracetic acid-disodium salt 
(EDTA) in 0.7°o sodium chloride (Gold and 
Cole, 1960). Collected samples were 
placed on ice immediately. 

Eye swabs were also collected from the 
same animals. 

Leucocyte separation: 

Two methods were followed: 

a) The EDTA treated blood was well 
mixed and 3 mI was transferred to round-
bottomed tubes of 12.5 x 124 mm, and 
spun for 15 min. at 3000 r.p.m. The 
plasma was discarded and the buffy layer 
was removed with a Pasteur pipette and 
stored for further use. 

b) To 3 ml of blood, 5 ml of cold phos-
phate buffered saline was added and 
mixed. This diluted blood sample was 
carefully overlaid over 3 ml of Histopaque-
1077 (Sigma) in a centrifuge tube and 
spun (500 r p m for 30 min at room temper-
ature) in a swing out rotor. The mono-
nuclear cell layer at the interface was 
pipetted out and stored for further use. 

Lysis of white blood cells 

This was brought about by using a 
lysis buffer (0.15 M NACL, 0,01 M Tris 
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HCI pH 7.5, 0.0015 M MgCl2, i % T x 100 
& 1 % SDS) or by vigorous mixing with 
syringe fitted with 24 gauge needle and 
used as test antigen. 

RP Hyperimmune serum: 

RP I~yperimmune serf;m prepared in 
rabbits was ob`ained from M/s Alved 
Pharmaceuticals, iVladras. 

Buli virus: 

Bull virus, obtained from I,~stitute of 
Veterinary Preventive Medicine, Ranip~t 
was used as positive antigen. 

Counter lmmu~;o-electrophoresis (ClE): 

CIE was carried out as per the p~oce-
dure adapted by Bansal et al. (19F31 ). The 
antigen was titrated on CIE to com;~:~ra the 
different methods empl~yeJ for antigen 
preparation. 

A— Rinderpesi hypericTim;:ne serum 

P — Pcsitive antigen 

N —Negative antigen 

C—Fiistcp~queseparated mor.enuclearcells 
ysed by syringe 1:2 

Antigen blocking assay: (ABA) 

ABA was performed to further confirm 
tl~e identity of RP antigen (Scott et a/. 
19b6). Samples were mixed with known 
f~ype;immune serum and allowed to react 
for 1 fto:;r at room temperature. It was 
than run against kno•,r~n antigen on CIE. 

Results and Discussion 

All the blood samples collected from 
RP suspected cases from a flock of 
15 sheep and 5 cross bred cattle were 
tested on ClE and was found to bs positive. 
Antigen prepared by two different methods 
of I~ucocyt© se;~3ration and lysis yielded 
the same titre (1 : 4). Thus the use of 
huffy coat itself (ys~d through a 24 gauge 
needle would b~ a good and cheap source 
of antigen for diagnosis of RP. 

C1 —Histopaque separated mononuclear 
cells ly:.ed by syringe 1:4 

d —Histopaque separated mononuclear 
cells lysed by lysis buffer 1:2 

d 1 -- -dc- 1:4 
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In order to give a rapid specific identi-
fication of this field virus antigen, the 
effect of blocking of RP antigen with 
specific standard immune serum 4vas used 
in the detection procedure. Known sus-
pectQd antigen blocked tho formation of 
precipitation fin®s by Known hyper immune 
serum and antigen. Hence further proof 
of th© identity of the virus was giv®n at 
the time of diagnosis itself. Simultane-
ously, the eyo swabs collected from the 
same animals were tested by CIE and were 
also positive, which confirms the findings 
-of Forman si al. {1983). 

Sumrrtary 

Rinderpest virus antigen was detected 
in the blood of suspected animals using 
the buffy coat. Antigen pr®pared by 
leucocyte separation and lysis was used 
for the test. Lysed buffy coat was a good 
source of antigen. 
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