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Infectious bursa) disease virus (IBDV) is 
the causative agent of an immunosuppressive 
disease in chickens known as Infectious 
Burs<rl Disease (IBD). This virus belongs to 
the family birnaviridae which coutaim two 
segurents of double stranded RNA. Many 
techniques such as vinus neutralization, 
cloned cDNA probes and sequencing are 
employed to cletrct antigenic variation 
between isolates, which is thought to he one 
of the reasons for vaccination failure. Since 
these tests cannot be employed routinely and 
the simplest method of RNA migration 
pattern can be employed to detect variation 
between isolates (Jackwoud et ct/., 1989) a 
study was carried out to detect differences if 
any in the migration pattern of RNA of 
different isolates of IBDV. 

111atcrials and R9cthods 

Four field isolates and a vaccine strain 
were used for nucleic acid analysis by 
agarose gel electrophoresis. Of the four field 
isolates two (PKD and EKM) were from 
unvaccinated flock and two (THR and KAN) 
were from vaccinated tlocks. 'fhe fifth strain 
was a vaccine strain available conunercially. 

Propagation 

All the five isolates were propagated in 
five .week old seronegative chicks. The 
burkre were collected on the third clay of 
post inocr.rlation and were hornogenized to 
get a SO% (W/V) suspension in PBS and was 
cleared by chloroform extraction. 

Nucleic acid extraction 

Equal quantity of phenol was added 
to 0.2 ml of the vinrs material and 
mixed well for 30 min at morn temp. 
The mixture was then centrifuged at 
15000 x g for 15 rninutes. The top layer 
was removed and the nucleic acid was 
precipitated with two volumes of 70% 
ethanol and the mixture was kepi at -
2U`C overnight (August and Eoyong, 
19(17). The precipitated nucleic acid was 
pelleted by centrifugation at 10,000 RPM 
for 20 nrin. at -8° C and the pellet was 
dissolved in 100 ~l of 0.2M Tris HCI 
(pH 7.S). This procedure was repeated 
thrice to remove traces of phenol and 
the. final pellet was dried and stored at 
-2C)` C. 
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Preparation of sample 

The pellet was dissolved in -50 Nl of 
U.2M Tris HCI. Twenty microlitre of this 
nucleic acid was mixed with 5 ~I of s;rmple 
buffer (9 rnl of 0.2 M Tris; I rnl of glycine 
and a pinch of brontophenol blue) and tiled 
for nucleic acid analysis. 

Agaraose gel elechophoresis 

Zero point eight percent agarose (sigma) 
was prepared in Tris borate buffer and 
poured on I6 x 10 cnt size glass plate having 
comb at cathode end. After solidification the 
comb was removed and the gel transferred to 
a submarine electrophoresis chamber 
a~ntaining Tris Borate buffer. Each well was 
loaded with 20 ~.I .cif ;ample prepared from 
different .isolates. Electrophoresis was dune 
at 100V for four hours from cathode to 
anode. At the end of electrophoresis the gel 
was stained with ethidiurn bromide (O.S 
µl/ml) for 30 minutes in a dark room 
followed by destaining in distilled water. 
After clestaining the gel was visualized under 
UV tear»illuminator for the presence of 
tluorescence and photographed. 

Results and Discussion 

The extracted nucleic acid from each 
isolate was separated into two distinct bands 
on electrophoresis indicating the bisegment-
ation of the viral RNA. Normal bursal tissue 
processed in the carne way as infected bursae 
and subjected to electrophoresis did not show 
any line as in the. case of infected bursae. 
The migration pattern of RNA of all the 
isolates were similar. This ob..ervatiun is 
similar to the bindings of Muller e! al. (1979) 
and Lange cl al. (1987). The findings of this 
study show that no difference in the nucleic 

acid pattcaYt of 113D virus isolates from the 
vaccinated and unvaccinated tlock~ is 
discernible which main is similar to the 
pattern of a cuntrnonly used vaccine strain. 
Hence variation in the vine isolates cannot 
be considered as a reason fur vaccination 
breakdown in IBD. 

Summary 

Nucleic acids extracttd front four field 
isolates (two each from vaccinated and 
unvaccinated flock,) and a vaccine sh•ain of 
infections but•s~tl disease viniti were electro-
phoresed in 0.8`70 agarose gel to compare the 
migration pattern of RNA. /All the five 
isolates showed two distinct bands indicating 
the bisegntentation of the viral RNA. No 
difference in the ntigratiun pattern of viral 
RNA from various isolates was detected. 
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